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25 |5 598 13 83 miR-223/NLRP3 5iE 32 BE S i E S8
INER A MR IR (5 B

Xy, AR, IRE, ke Kig?
(1. BN BB B RO BEBE 2R, BN 450007; 2. P K2EMES-EERE 2SR, T 4 BRI 518107)

(FZE] B EREAPRE. PR, UREESFZRERINGTE, PR D RS IR AT 22 2Pk i (acute lung
injury, ALI)/NRBLIA SAE K2R, AHEARVE FHALH] i A B o ABIESE 5 7R 3R 2 IR 2 75 38 2o 9 72 7 RNA-223
(microRNA-223, miR-223)/# 1 MR 45 & & 5 1k 45 # 3 K 32 1K & 11 3(nucleotide-binding oligomerization domain-like
receptor protein 3, NLRP3)$#>I IR Z Mi(lipopolysaccharide, LPS)iFSFH/NRALL, Ai&: K SPF 2 BALBc It/
FUBEHLr J T IR . ERUZH | 5 RZE . 4JF R +miR-223 B P XS BB (miR-223 NC)4 . 4¢J5 iR +miR-223 411 4 (miR-
223 antagomin)Zl, AFA110 K, BRXTHALL, HAAA Yt <GE T A 4 mg/kg 19 LPS il £ ALU/NRUBLRL, 1S BI8I) 5
23 IR 2H /)N FUfE T4 SRR (100 mg/kg)iEZaE ' 7 d. G iR+miR-223 NC4H . 45 iR +miR-223 antagomir ZH % K-
100 mg/kg 1) 2% R R J5 43 ) 28 FE % ik 55 10 pL 49 miR-223 NC(0.5 nmol/uL). miR-223 antagomir(0.5 nmol/pL), # %%
7 do XF REZH AR A2 F AR FRER KA. BUNERUIIZHZ, I Jilie/ 5 L (W/D) s WSO /N BRI E W, >R FH ELISA
RGN E SAE K F TNF-a., 1L-6, IL-1B /KT TOLF WM RSt g ik 4 (cosinophils, EOS). LA |
R ML B s AT HE Y5 WA/ BRI ZH 20 B A I 3T It A0 0735 SR H] QRT-PCR LI E /N Bt ZH 218
miR-223 (Y FIAKF, B T BN 0 2 /N B4 20+ NLRP3 28 (4 i (1 26A K5 SR T R A 9256 50T miR-
223 5 NLRP3 WM KR, SR SXTRAUMH L, BRIA/INENEW/DAE . Bl Airsr . b6 vk b 4 0 7K
TR (B P<0.05), IHZHLUAAE AL e, it as (R B G n, ops BE G SR, I R EOS L kR A
ff . PR B B S N (2 P<0.05), FliZ1 4 miR-223 F kK i I . NLRP3 K £ K F B
(1 P<0.05), SHIRIZHAHLL, SIRRA . SR R+miR-223 NC 4. 45 +miR-223 antagomir 41/ Ul W/DAE . it
iy . EHE VR h SAE R 77K B IR (X P<0.05), AZHZU5 s, IiEREVEI P EOS . WRELAuAE . rhkks
2 B8 B W 2 R (1 P<0.05), ifiZH 4P miR-223 Ik /KF k2 THE . NLRP3 25 [ 3R GA 7K1 1 3 RN (4 P<0.05)
S5 EmHMIL, SFEE+miR-223 antagomir ZH /)N U W/DE . Pl 1F4 . Bl 3 35 W P 9808 R /K - 8 35 7 5
(¥ P<0.05), MHLHLHINE, MEREGRR T EOS, WA, ok dn i gioms & 58N (4 P<0.05), MtiZHZ{H miR-
223 LRV FERENK, NLRP3 2 BT RIA K- 8 3 THis (39 P<0.05) . DO RFiR 5250 45 1 /R miR-223 55 NLRP3
FEAERRIN G R . G518 SRR BEiE i 32 5 miR-2237K°F, SB[ NLRP3 ik, FERLPS 52/ ALL/N ERAEAE I
N, SRSl SR B 07
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Mechanism of chlorogenic acid reducing

lipopolysaccharide-induced acute lung injury in mice by

regulating miR-223/NLRP3 axis

LIU Chang', CHENG Xiaodan', SUN Jia’an', ZHANG Shaohua', ZHANG Qiang’

(1. Department of Emergency, Zhengzhou Central Hospital Affiliated to Zhengzhou University, Zhengzhou 450007,
2. Department of Emergency, Seventh Affiliated Hospital of Sun Yat-sen University, Shenzhen Guangdong 518107, China)

ABSTRACT

Objective: Chlorogenic acid has various physiological activities such as antibacterial, anti-
inflammatory, and antiviral activities. Studies have shown that chlorogenic acid can
alleviate the inflammatory response of mice with acute lung injury (ALI), but the specific
mechanism is still unclear. This study aims to investigate whether chlorogenic acid
attenuates lipopolysaccharide (LPS)-induced ALI in mice by regulating the microRNA-223
(miR-223)/nucleotide-binding oligomerization domain-like receptor protein 3 (NLRP3)
axis.

Methods: SPF grade BALBc male mice were randomly divided into a control group, a
model group, a chlorogenic acid group, a chlorogenic acid+miR-223 negative control (miR-
223 NC) group, and a chlorogenic acid+miR-223 inhibitor (miR-223 antagomir) group, 10
mice in each group. Except the control group, the other groups were instilled with 4 mg/kg
LPS through the airway to establish the ALI mouse model. After the modeling, the mice in
the chlorogenic acid group were continuously given chlorogenic acid (100 mg/kg) by
gavage for 7 d. The chlorogenic acid+miR-223 NC group and the chlorogenic acid+miR-
223 antagomir group were given 100 mg/kg chlorogenic acid by gavage every day, and
then were injected with 10 pL of miR-223 NC (0.5 nmol/puL) and miR-223 antagomir
(0.5 nmol/uL) respectively for 7 consecutive days.The control group and the model group
were replaced with normal saline. The lung tissues of mice were taken to measure the ratios
of lung wet to dry weight (W/D). The bronchoalveolar lavage fluid of mice was collected to
measure the levels of TNF-a, IL-6, and IL-1B by ELISA kit and to count the number of
eosinophils (EOS), lymphocytes, neutrophils under light microscope. After HE staining, the
pathological changes of lung tissues were observed and lung injury was scored. qRT-PCR
method were used to determine the expression levels of miR-223 in lung tissues. Western
blotting was used to determine the expression levels of NLRP3 protein in mouse lung
tissues. Luciferase reporter assay was used to analyze the targeting relationship of miR-
223 to NLRP3.

Results: Compared with the control group, the lung W/D value, the lung injury score and
the level of inflammatory factors in the bronchoalveolar lavage fluid were significantly
increased in the model group (all P<0.05); the infiltration of inflammatory cells in the lung
tissue was severe; the alveolar space was significantly increased; the alveolar wall was
significantly thickened; the number of EOS, lymphocytes, and neutrophils in the
bronchoalveolar lavage fluid was significantly increased (all P<0.05); the expression levels

of miR-223 in lung tissue were significantly decreased (P<0.05); and the protein expression
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levels of NLRP3 were significantly increased (P<0.05). Compared with the model group,
the W/D value of lungs, lung injury score, and levels of inflammatory factors in
bronchoalveolar lavage fluid were significantly decreased in the chlorogenic acid group,
the chlorogenic acid+miR-223 NC group, and the chlorogenic acid+miR-223 antagomir
group (all P<0.05); lung tissues damage was alleviated; the numbers of EOS, lymphocytes,
and neutrophils in bronchoalveolar lavage fluid were significantly decreased (all P<0.05);
the expression levels of miR-223 in lung tissues were significantly increased (P<0.05); and
the expression levels of NLRP3 protein were significantly decreased (P<0.05). Compared
with the chlorogenic acid group, the lung W/D value, lung injury score, and inflammatory
factor levels in the bronchoalveolar lavage fluid were significantly increased in the
chlorogenic acid+miR-223 antagomir group (all P<0.05); lung tissue damage was
aggravated; the number of EOS, lymphocytes and neutrophils in bronchoalveolar lavage
fluid significantly increased (all P<0.05); the expression levels of miR-223 in lung tissues
were significantly decreased (P<0.05); and the expression levels of NLRP3 protein were
significantly increased (P<0.05). The results of luciferase reporter assay showed that miR-
223 had a targeting relationship with NLRP3.

Conclusion: Chlorogenic acid may increase the level of miR-223, target the inhibition of
NLRP3 expression, reduce LPS-induced inflammatory response in ALI mice, and alleviate
pathological damage of lung tissues.

chlorogenic acid; acute lung injury; microRNA-233; nucleotide-binding oligomerization

domain-like receptor protein 3; lipopolysaccharide

2Pt #5473 (acute lung injury, ALI) 2 — i fili 8
SRR, AR B 12 A PR 2R (I REAE |
fifi g . A L AT AR SR A L AR
B ML N B AR A A7, T S/ T A i ] Jo %
J AN, AT RAUNAE . P A AN R,
JEEE A S BRI SANE T R I REAN 4, BROR b R
A B R A Al SRR A i SRS
TP R WSy, BA DR . PLR . DUNTEE
SR P, LinSSECWRE R . SRR . Rk
TR o BB T AT A% IR 2B
(lipopolysaccharide, LPS)iF5FM0/NRALL, JIf g 2%
A2 S P JAE N B Rk K K, HLE B — 2 A5
WHOVCHR . TR B SOl 2R SR Rl
BFBAR AL NEBUASSIE SR, X TAMASS B
P/ N ALLEA —E MRS, (AR DL
A B, % RNA-233(microRNA-233, miR-223)5
VP2 RAEMRPIRIR R Y], Al IR H R4S & 5
R Ak 45 W W F 2 /K # 1 3(nucleotide-binding
oligomerization domain-like receptor protein 3,
NLRP3)RAE S A I FRIE, SR A 0 R (445 4
FH O 15 19 ALI® K 5 4 ALL R £ 4 FH
A FE LIS 3 S R o 75 38 1o 97 445 miR-223/NLRP3 il
g LPS U5 S 10/ ALLEEFTER DU IR R R YT

AL LS
1 Rl 5 Fi*

1.1 ##}

SPF %% 6~8 J&] i BALBc I /N B b A= 9 il
WFE T A BR DT Rl 4R AL, A= PR AT HIE 5y SCXK
(50)2016-0012, RG220 g. FrA /N T30 5
(JRLBE 225 °C . AN BE 2 50%) rh i 35, 5256 1]
FEEE . ok, SRR s s & R . B
o TESLE R “3R™ JEISS T3 AGE
SUSRM o AT 284 M I 25 B T 408 M s B2 Bt 3 4
1RFRZE L S HER] (A it S . 20190017).

/N BRI AT AR AL (525 . CP-MO006) I T I
T AT GIERR . LPSIT b 25 B AR
A R 2 Al 3 miR-223 41 i 4 (miR-223 antagomir) .
miR-223 #4814 (miR-223 mimic) K& miR-223 [ %} ig
(miR-223 NC) W F 7 7 Bt i A= W B A FR A Wl
HE Je 038070 & . RNASRBUKSH & . SO sl fl &
1R R RIPA 226k . BCA 4 H o e 170 & Tk o
FRFERH AR T s TNF-a, IL-6, IL-1f ELISA
A& F LgE A REWERAGRAR,; K
NLRP3. GAPDH —#i. FHif —Hily T %[5 Abcam
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&l

MK-3Ex B 4> B gl fili b {3 W) F 3 [ Clover 23 7
ASP200S 4 £f 1 41 2L K AL T 1% 5] Leica 23 A ;
Mcllwain 2 28] /7 AL F 35 [E Stoelting; SMZ745 %
R T HAJERRA ] 5 1659001 2 1 HLUKAY |
Trans-Blot SD - - #; i {1 T- 3¢ [ Bio-Rad 24 7] ;
GIS-500 EE UGAUIE TATIHARA A BRA F

1.2 Aik
1.2.1 ShApBER a4 &R 4-4a

ALL/N EUBERY A il 48 2225 SBR[ 7109 T 20138047 1T
ek . BRIC/NEUS , SRTER KR B AT B A
i 4 mg/kg 1Y) 50K LPS(50 pL) 28 H T A o WLEEH]
ANEUHH IR TR . RSN Ol 2 L E R R
I afe . BRI LY. WEah B SN, h
AL/ FUBERURG R L) o A SE86 9] L B/ N RSB T
WATFE RIS, KB H/INRE TR 7 o

FEIERE N Y ALL/ ) B BR AT LA 10 43 S il
. BFERRA . SEJRIR+miR-223 NC 4l . 4R JF iR+
miR-223 antagomir 41 . % JE R 41 /)N 3% HR 100 mg/kg
MO, F 2 D R (I il T 0.2% (1R W BE 4 4R 3R
BNEZEREE 7 d. SR+ miR-223 NC4H . 4R R+
miR-223 antagomir 41 5 K H 100 mg/kg 145 R 5
O3 28 R E DK BT 10 ul A9 miR-223 NC(0.5 nmol/jlL),
miR-223 antagomir(0.5 nmol/uL), %7 d. 5 ¥EXTHR
4, % REZH PR 2 B A SR K B AR 2 it AT b
Mo AR 10 H
122 D EAMaE LR, AR KE

RIRGLIEER G 24 h, B 4541/ BRURER 5 A3t
YT R Bk, BEE M, a5/ 3SR
B OB BEIR Eh 5% v 2 A0 32 R A ZE M G
SREEE/ NI R Je A n 22 vpil, ER 3R, &IF
ZERITLA 1 500 r/min B0 10 min, BCEERAH TR
ik PR F KSR 22, BCOTTE W T 28 0 40 M 1Y) 43 28
T

BUNRAT ML 2L Lo il g 208 F HE e 5,
H I fili 2 20 /T EL(W/D) RS, T A4
21 F miR-223 . NLRP3 ZEHH 48R AT E .
1.2.3 /)y B W/D 1884 3 31

OSBRI ZH Y, FH 8 9 A 3R K ok gt
MR T e TR, 0o, AR E
NS AR RAG TR EE, DT E, T
BW/DAHE
1.2.4 FIFLALHE 4 & . MiFisF5

BUNBRIGZHEY, 4% PEEFE B E 248 h, T
PR, A ShA S KB T K . 7 W b

B FH R R AL 4 2, A L 1S U0
4 pum R R RGBS AR e b, HHE HE Y i)
EREORIEATINE . KA. TIAKE A Al IR
WEWaR . Prear et . MR E A SR RAE . TG
2 W T R

W2 45 21 /)N KU 20 2305 B2 A8 1k 35 2 SCik 8]
oA BT bR AE R AT I AT P4, 43I0 H A4 il i
AR MR . ARRE AR BRI L R e AT T
Tl , SVFmHIEREIC0%, BE, P, HEF
WE RS/ 9C 1. 2. 3. 44, &WHES2Z M
AT
1.2.5 D RAF R HE iR P K EF KT a0 Fo £ E
o foL it 2%

YR/ BT 960 9 Ve, FH TNF-a, IL-6. IL-1B
ELISA {7 & a2 JAE R F KA, HARERAEH AR G
W& AR AT BUNRI IR E YRR T 2 U05E,
A KERE, WAREK TR e, T
PREATER IR YL 0, Yet 3 minJ5 #EATKVE, TH5
W A TR B, TG B T AR 24 200 4 4
M, MZEFEE MRS GG g
PR 14 B7 21 Jfd (eosinophils, EOS). WKELZHAE . AL
A1) RO &=
1.2.6 s RAFLE 27 miR-223 & ik /K- a4 4]

BN B ZH 28, (] RNA $2 B0 7 & 2 B
RNA, HREESERH &4 B cDNA, LIU6ERNZ,
7T PCR P #4 . MiR-223 IE [a] 5| ¥ A 5'-GGCTGTCA-
GTTTGTCAAATACC-3', Jz " 5%k 5'-CGCGAGC-
ACAGAATTAATACG-3'; U6 IE [ 5|4 K 5'-CTCGC-
TTCGGCAGCACA-3', K 5|¥) 0 5'-AACGCTTCA-
CGAATTTGCGT-3's [ Wifk & £ %47 2.5 uL SYBR
Mix ., 1E 1] &S 51945 0.1 uL. cDNA 1 pL, 4%
WERZIRI/K 1.3 uL 5. SO 2544 : 95 CHIAEYE 3 min,
95 CAEME15s, 65 CiEBk20s, 75 CHEff15s, 3t
A0 MR LI 3, SR 27k RN B
ZH 2 miR-223 FYAHXTF IR IR .

1.2.7 N RAT4L28 F NLRP3 & & Jit £ ik K- 69 #m)

HBUNBTAIZY, e A9 A BRER K sk 3 WA K
T, R RIPA 24P R A, B0 E L
THW, R BCA A I 350 & I e b i b R
B, RS vl iR 45 41 8 1 vk B R &
A, IR A FARYE, ARG T SDS-R N A
o B S LUK LA 43 B B T T, 40 B 1 2 1 TR HR
e 72 2 S IR 41 4 2 (nitrocellulose, NCO)E -, FH
5% 1 WO 1 W5 A9 R A7 Bt AT AR B, A % T NLRP3
GAPDH —4it/5 7RG PR 4, A HRPFRICHY
b, EEETFWE 1 h, L TBSTZ Ml nh
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VIR AT R SRR, R HBER AR AT
MEEFNGIHT
1.2.8 MiR-223 55 NLRP3 #2.15 % % 69 ik

7% 1f) TargetScan ZU 95 &, 4% R /R miR-223 7F
NLRP3 1Y 3'-UTR X AEZEAA N 256507 o BN U g
LRLENM, AR ARAY | A AL PR A Y NLRP3
3-UTR % ¢ % fif§ % i5 2% /& NLRP3-MUT, NLRP3-
WT, # NLRP3-MUT. NLRP3-WT 4} ] 55 miR-223
mimic NC. miR-223 mimic 5544 Z /)N B i 2T 2 41 it
1, E37 C. 5%CO, 3G T4 4557 24 h J5 il e 25 40
YRR AR DO G R BRE M, SCREH R 3.

1.3 GitEabE

¥ JH] GraphPad Prism 8 35X} 52 S0 4l 47 4t 1
O30T, THEGORH SRR EZE (vs) R, ALIR] AL
FrE R R 7 22500,k — 2B W2 6] Fe AT LSD-¢ 46
5, P<0.05 hZERAGHFE L

24 R

2.1 LRIFEEXT/INER B W/D BB S0

SRR A L, BIRLZH /N BT W/D {8 3 Tt =
(P<0.05); SHRIZA L, SRR . 2R )5 R +miR-
223 NCH . Z¢JFR+miR-223 antagomir ZH /)N il W/D
B34 0 2 FEAR (3 P<0.05); S4R R4t , St)F
Fi2+miR-223 antagomir ZH /> KUt W/D {3 T &5 (1
P<0.05, #1).

R1 BAHANR WDELLER@B=10, zts)
Table 1 Comparison of W/D value of mice in each group
(n=10, x*s)

205 W/D
papitctel 4.02+0.41
e 6.59+0.87*
EdalivE| 4.78+0.437
£ JFR+miR-223 NC 21 4.83+0.447

4R+ miR-223 antagomir £ 5.71+£0.7671§

W/D: W/ E., SXIEAHE, *P<0.05; HSHMA
L, 1P<0.05; SERIFAMRA LA, $P<0.05; S54E)5R+
miR-223 NC41 b4, §P<0.05.

2.2 £RX[EERIT/INER BT 4H DR IR S A R

25 20/ )N BT 20 2055 B2 s DL 1 %o R/ BR
ML RS FEAIE & 5 SxF R A L, AR
2 /)N BRU 20 23 4 0 440 WLV i ™ 5, i 9 2 (] B g 44
T, e RE G 2 R JR B0 43 W O (P<
0.05); SBIRIZIAH LY, S5 RR 20 /1N RS 4 4L 400
B, 05T o) B FRAR(P<0.05); 5 &R R ZH AH
I, ZrJ5HR+miR-223 antagomir 21 /) U5 043 i
W45 5533 5 35 T8 (P<0.05) ;- 4% )5 R +miR-223 NC
40 5 g iR 21 i 451 3 DT 43 22 S g i R i (P>
0.05, #£2),

=

Figure 1 Pathological change of lung tissues in each group of mice (HE, x400)

A: Control group; B: Model group; C: Chlorogenic acid group; D: Chlorogenic acid+miR-223 NC group; E: Chlorogenic acid+miR-

223 antagomir group.
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x2 HHENBRIHHRGIED LR (=10, xts)
Table 2 Comparison of lung injury score of mice in each

group (n=10, xts)

2.3 FIREXNNRAEESRPRERE. REET
A
SRR L, BORIZE /) U FE U EOS |

415 BB B P4y WREL ARG . PR A0 MR, 480 Rl F TNF-a..
KR4 0.28+0.05 IL-6. IL-1BMZKF-H i 75 (34 P<0.05);  SAI4]
g 11.83+2.46* KL, SRR RRLL/NEUEHELE R EOS . HkE 4 .
LRI IR 4.194+0.64+

R A AR D, RAE R TNF-o, IL-6. IL-1B
B 7K 18 2 PRI (H) P<0.05); S4RIEFRAAAH L, 4%
JE R +miR-223 antagomir 21 /) BRIl ¥ 3 8 % P EOS .

2R fR+miR-223 NC 21
28 JF fR+miR-223 antagomir 2

4.22+0.78+
8.04+1.2471§

Egz‘fiitﬁ% 0?%;5@%% g;g Ef“ WRELANN . R AR N, 4K K TNF-a.,
FERZH 5 <0.05; 5% R+ - HEbEL, < e op e N
o ! mi ol IL-6. TL-1B 57k 744 i 5 7% (44 P<0.05); SRJFiAR+

miR-223 NC 4 54 iR 4l ikt bn 2= RG24
X3 P>0.05, $3).

®3 JRANRIEERRPREARE. RERFKFELEBE@E=10, xts)
Table 3 Comparison of the number of inflammatory cells and the level of inflammatory factors in the alveolar lavage fluid

in each group of mice (=10, x=*s)

p 4 Ly YR
205 (% 1]26048\//L) ({Tlljiﬁ;ili}i?,; Txrlifﬁlﬂji%/ TNF-a/(ng'L™")  IL-6/(ng:L™")  IL-1B/(ng-L™")
X HEZH 0.12+0.02 2.16+0.45 1.44+0.29 55.41+10.16 15.80+3.29 31.02+6.46
LilkEl 4.22+0.88*  7.69+1.61* 5.43+1.15% 138.71+£20.29*%  54.14+11.30* 129.60+21.05*
LR IE R 1.06£0.22%  4.01£0.83F  2.12+0.44%  73.06£15.12F  22.36+4.63  56.55+11.70+
L3 E R+ miR-223 NC 2 1.09+0.267  3.98:0.93f  2.15:0.51F  72.49+17.06%  22.57+529%  55.98+13.14%

23 JH R +miR-223 antagomir 20 3.06£0.6211§ 5.57+1.1311§ 3.56£0.7211§ 90.13+18.08F%§ 40.03£8.091%1§ 107.34+21.6811§
EOS: WERRMERIANIL ., SXTRRALLEE, *P<0.05; SR L, TP<0.05; SEJEMRALLE:, $P<0.05; HLtJHER+miR-
223 NC#H i, §P<0.05.

24 ZIFER XY /N R A R B miR-223 Rk K F *4 BENRFHAS P miR-223KEKFE, NLRPIEH

NLRP3 & B R FRiAKEH R

Sx A, BRI /N ZH 21 miR-223 3%
IRIKOF- 1 AR, NLRP3 M I RA/KF i T (3
P<0.05); SEIRIAAHLL, 2RI 4L/ B 21 21
miR-223 kK-8 THE, NLRP3 2 [ %A KT i
EREAR( P<0.05); SLRIRRRAIALL, LRJF AR +miR-
223 antagomir 41 miR-223 ik /K- i F %MK, NLRP3
AR BT 3 P<0.05); LRIFFRY] S5 4¢
fi+miR-223 NC 21 /)N B il 20 21 1 miR-223 ik 7K |
NLRP3 & [ i 3R iA K- 22 55 G 124 & L (P>0.05;
4, E2).

BRRIERFE LB (1=10, ix+s)
Table 4 Comparison of miR-223 expression levels and
protein expression levels of NLRP3 in lung tissues of mice

in each group (=10, x+s)

_ NLRP3/
215 MiR-223/U6
GAPDH
X BE 2R 1.0040.00 1.03+0.20
FRTRIZH 0.1140.02*  1.83+0.31*
SRR 0.76+0.14%  1.28+0.22%
£ 5 R+ miR-223 NC 41 0.74+0.13+  1.27+0.257

28R +miR-223 antagomir 2 0.48+0.0971§ 1.52+0.28+1§

MiR-223: {# RNA-233; NLRP3: %A% 4 5 Bk 4
M FEZ R 1 3. SXTIRLL A, *P<0.05; SHI4] L
B, 1P<0.05; S&IFERLAILE, 1P<0.05; H4HR+miR-
223 NCALLb#, §P<0.05
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1 2 3 4 5
NLRP3 | oo S S S a—

GAPDH = 4.« . .  a—ws.
E2 &E/NRMELHNLRP3 EARKRIEER

Figure 2 NLRP3 protein expression in lung tissues of mice
in each group

1: Control group; 2: Model group; 3: Chlorogenic acid group;
4: Chlorogenic acid+miR-223 NC group; 5: Chlorogenic acid+
miR-223 antagomir group. NLRP3: Nucleotide-binding

oligomerization domain-like receptor protein 3.

Predicted consequential pairing of target region (top) and

miRNA (bottom)

Position 406-412 of NLRP3 3' UTR 5 ... CGCUAUCUUUCUAUUAACUGACC. . .
I [TELTT

hsa-miR-223-3p & ACCCCAUAAACUGU-UUGACUGU

3 MiR-223 5 NLRP3#I3'-UTRX FIHEELEE

2.5 MiR-223 5 NLRP3 #[5) % RI&iF
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