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(WE] a4 NS A G S EPERE B 25 A AE (ARDS ) i ERA 4T il 5 e 41 i 28 2E 16 1 i /R
JBLE. Fek  IRIEHNHIE TG I MoRIGIT A ARDS B A S0 SAS I #E Ve ( BALF ) , 2R JH ELISA ¥l %
JEH T TNF-o, IL-18. 1L-6 F1IL-4 38, [RIA 45 525 p b 4 i O 2 25 1 5 BRI TL-4 324K o (IL-4Ra)
A SN T 1o (HIF-1a) i caspase 3 /KA IIZRIL . 44T IL-4Ra DUERHY JEAC A 20 i 4 b BH A 3% K SR 259 0L
TANHE, Je it i RIS 00 T HE 57, ARDS (RSN AL, R ELISA Rl 40 i hs 7% 1B -h R AE R 11 &
i, R CCK-8 =AM AR 23 A A i e GE VG AE T K, 4 & S8 MIGYT4] ARDS 38 Fhdg, #hFHis 1
WIRITYL ARDS f35 BALF 1 TNF-o, IL-1B F1IL-6 &t BIFEAIL (PH4<0.01) , IL-4 & EBA TS (HESF LG~
BEY (P>0.05) . SHHIIAITHNE, #MHEFIAIETT 4 ARDS B3 BALF S H R 40 i P IL-4Ro Fil caspase 3
IKfAFIATHE . HIF-1a K35 TR (P31<0.01) o SIEW KSR h R M 3R, IR ZRRITESES: 48 h iy
PERLAH MR SR 3 T TNF-a. IL-1p A IL-6 F s34, ARG s iEHEsR (P #<0.01) ; 5 ARDS {/RSME R 2 i)
LA, #MBHIA 37 240 I3 TRUAL B MR M 5 55 I D 3 SRE B 10 1 S A RRAIR, A0 M B T e 55 ELYA T
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Mechanism of Buyang Huanwu decoction in inhibiting pulmonary neutrophil inflammatory activation under
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[ Abstract ] Objective To explore the mechanism of Buyang Huanwu decoction in inhibiting pulmonary neutrophil
inflammatory activation under the pathological condition of acute respiratory distress syndrome (ARDS). Methods The
bronchoalveolar fluid (BALF) of ARDS patients treated and untreated by Buyang Huanwu decoction were obtained, and the
contents of inflammatory factors (tumor necrosis factor o[ TNF-a.], interleukin [IL]-1p, IL-6, and IL-4) were detected by
enzyme-linked immunosorbent assay (ELISA). Neutrophils were isolated at the same time, and the expression of IL-4 receptor
a (IL-4Ra), hypoxia-inducible factor 1o (HIF-10) and cleaved cysteine aspartic acid specific protease (caspase) 3 was detected
by Western blotting. The primary neutrophils with silenced /L-4Ra were pretreated with rats drug serum of Buyang Huanwu
decoction, and then ARDS in vitro model was established by lipopolysaccharide (LPS) and hypoxia induction. The contents
of inflammatory factors in cell supernatant were detected by ELISA, the cell proliferation activity and apoptosis were detected

by cell counting kit 8 and flow cytometry, respectively. Results Compared with the routine treatment group, the contents of
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TNF-a, IL-1B and IL-6 in the BALF of Buyang Huanwu decoction treatment group were significantly decreased (all <<0.01),

while the content of IL-4 was increased slightly (P>0.05). Compared with the patients in the routine treatment group, the

expression of IL-4Ra and cleaved caspase 3 was significantly increased in the BALF-derived neutrophils of ARDS patients in the

Buyang Huanwu decoction treatment group, while the expression of HIF-1a was significantly decreased (all P<<0.01). Compared

with neutrophils cultured under normal conditions, the contents of TNF-o, IL-1B and IL-6 were significantly increased in the

supernatants of neutrophils cultured under LPS and hypoxia for 48 h, and the cell proliferation activity was also significantly

increased (all P<<0.01). Compared with the cells of the ARDS in vitro model, the contents of the above inflammatory factors

were significantly decreased in the supernatants of neutrophils pretreated with Buyang Huanwu decoction drug serum, the cell

proliferation activity was significantly decreased, the apoptosis rate was significantly increased (all P<<0.01), while /L-4Ra

silencing could reverse the above effects of Buyang Huanwu decoction drug serum (all P<<0.01). Conclusion Buyang Huanwu

decoction can inhibit the release of inflammatory factors from neutrophils under ARDS by up-regulating IL-4Ra.
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LVENTIESE ZEA1E (acute respiratory distress
syndrome, ARDS ) J& DL Fliiili N 4P 30 8 2530
(1) P T A i £ R o ] T 4R ILRE R R A 7Y
KRR Gk, B2 HAT, BRCHRZ LT ARDS
KA AL R, (H 3 3 A h ARDS 2 MUK R iE
[V ZERLIZE R . PFE R, e IR AR B R
i S5 7 R0 T 368 P 240 P S EL RS PRI A T g
5 ARDS B# AL 54 %" . 18 ARDS it &
o RS VY R 17 S 2 78 W (1= e = T R
KLU A AE TG 0%, SRR, T PR
L S IR SR R RO S RE A B i, PRl rp
PR 20 A 5 fE TT BB 5 ARDS S8 35 il & 463 493 1) ™ 2
FRBEAT IF 1) 66 Y | IL-4 224K o (interleukin
4 receptor o, IL-4Ra ) ZH AV RAE R0l 16 43
PRI LIE — B A A 2 MR 20 A A8 P 175 A Y o
PR, WHRERW, TERZHHA R IIRS O RER A
20 H Be FABAE AR S AE R AL 21, IL-4 5 IL-4Ra
FRWIE R . Harris %' % Bl4E ARDS 7
/INERUIFR,  TL-4/IL-4Rou i i 522 U BH 2 ) 2 TG A
07 FH 368 (8 4110 o1 1) e 6% B Sk 12 A M S v 4
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SIS R S VL R R G 1 S il S o
AEARMITG AL S DIARSC o SR 1T H AT DAY KM PH 4 T
Vol ARDS S8 B 98 AE 10 1 R B . A BIESE
HRVE T A B T2 75 B B ARDS S8 fifi 3
BAOIINER, JF AT HAE P A 75 -5 il Ao
AT AL PR A G

1 #MRFA%

1.1 A HAE 1SRRI R 293T (125
GNHul7 ) W v [ Rl e S A 55 52 ) Do 22 B 25
Y )F ; DMEM ik 3738 (184 12430062 )
RPMI 1640 7725 (485 11875119) | FBS (185
10099141C ) | 0.25% JFEEE 1§ (555 25200072) .
JCH PBS (%5 14175145 ) | Lipofectamine 3000 %%
Jeik 7] (5% %5 L3000001 ) . RNA # B 7 TRIzol
195 15596026 ) . M-MLV Je #5545 & (155
28025013 ) . TNF-0 ELISA il (595 KHC3013) |
IL-1B ELISA X7 (555 BMS224-2) . IL-4 ELISA
& (5895 KACI281) | IL-6 ELISA ik & (#¢
5 KACI1261 ) ¥ T 3 [E ThermoFisher Scientific
Al POEERIEGNE (175 RR420A) I T5 4
YT (K% ) ARRAT; CCK-8 4 i 1 A il
A& (5855 CK-04) T H AR A0 58t ;
JC N 2 TR DNA il & & (9245 12362) 1
T8 E Qiagen A F); AL T keI & (185
559763 ) W4 T3EE BD A F]; 18kl . ik
T B D s X R & (585 CD511B-1. LV500A-1,
LV960A-1) ¥JIF 3% Systembio /A7l ; 2 1 5i#]
PR — P34 F 5 [E Abcam 23 F]; M-PER 4
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JfL AR 1 BT B O 1R &5 & ECL Ak~ i) &t
KR G T 25 6 Pierce 23 &l H M 41 B 43 55
W (475 JH0050 ) 4 Fdb it i B SE TR A FRA
Al R R O ML T 9E B Beckman A H
TP600 5 Al {3 F H 74 TaKaRa A 7] 5
HLUKAX . B A I T i R AE R A BRA #
Fit; 45 4% Wy F & [E ThermoFisher Scientific 2y 7 ;
FACSCalibur % i =X 4 il AU T 32 [§ BD 27l 5l
P A TAEY TR (1) B A IR A R4 B
1.2 ARDS &% % &% M 2k ( bronchoalveolar
lavage fluid, BALF) 3R % #f 2020 4F 10 H &
2021 4% 10 A F L ifg rp B 245 K2 e e 4 B B ICU
L2 AR A B SR RS IE ) ARDS 4 20 )
PANRE: (1) FFEVEE K EE ARDS i2Witnif;
(2) 4F& R 18~85 %5 (3) BFETHZERILA .
W NRI BB s R . HERbraE: (1) &
BN (2) BIFEZNESEENE
(3) MEYRSIHFLIA AL (4) ANBEELA TS RURTT#
PEE ARDS 2Rt SEHIME L (2012 48 )
M. (1) ZECEIER, S8 B A I R
SN E S 1 RN AR (2) 4k iR
MU JEREURAR, HANRESE 4 F M s RO . Atk
ST RE s (3) MBI O I RE 25 0 B
AT Z RN g (4) AATEE0<300
mmHg ( 1 mmHg=0.133 kPa) , HFFSRIEE S
e GE IEJE=5 emH,0 (1 emH,0=98 Pa) ., H?
X ARDS SR MFSIEHIERRIE: 2% (PENFRE)
CHEIURR) YO AR MR, SKORE,
BHEGD, RishWZmmacds, Blos, BiERy
o MEDEE L IREE, YOE: (1) MEBER, 916
271, (2) HIRMESA SEBE; (3) Bkanss s
Wi T B FAEMZ D 2 WYGhE, Ik R& %+
& R B TR S DL AR IMBFIERf N . A 5T
b bV B 2R A B R AR I e R AR P 5 2 o
M £5%¢ (2020LCSY065) .

BT I ARRER 12 5] ARDS H& FEHL Y A
HHIGIT AURANHIA FZIRI T AL, 45 6 Bl HOHG
ST T VU B R AR T (PEMHLA BRI . )
AL, PO EFRIRHRITA) o AMRE
TRYT 2 R CE TEVE B H IR YT I LA L i AN A
H, AT AR 60 g, MIHE 12 g,
HRAT12g, JIE 12g, B 12 g, 4612 g, HiJE

9g; BEH 17, MR 100 mL fHiR; JrPfEh 1 5,
IRIT 1R G X B T BALF SRAEE . SREERTIE
X AT SRR A S s ik A, s
Beifi At TURELA S S 0 F 0, 458
TR LR A 37 “C KB AEBERK, K 25 mL,
AV 100 mL, ARRERUE L 80 mmHg UM, i
BT HREMAC I AR, o RO, jieR
TRHFTE 30%~40%, PP, A A2 40 mL N
i FHE IR TG PBS Gi—#h & 40 mL. i 200 H i
WL U8, B REA S PS4, Hid 30 mL ]
TR H 55, 10 mL T JRE R TS Gl
1.3 BALF kR P Emiee) o5 %% ¥ 30 mL
i BALF T353R 5 000X g B0 10 min, % i,
ffi ] 2 mL X PBS (pH=7.4) T &I, &
WA 2 mL AR AR Ay B, IR AR
T4 °C 1200Xg .0 10 min, EKHHZE,
200 pL B WA /N0 WG BV BCER 2 IR B =
BT 15 mL G 04 . T DA I S mL TG
B PBS, 4 °C 1500Xg &> 10 min, YWHENTIE. @
R R A A R A B A, AR E X
4 CD15 1 CD11b AUt FH-E: 20 Mo Ff o $2 HC4m B 5
A, W 0 BN VA A IL-4Ra, IR S
+ la (hypoxia-inducible factor la, HIF-1at) #l
caspase 3 /KA & 1 FRA K
14 ETHARBAEHNE EHFES5 ANIL-4Ra (US.
National Center for Biotechnology Information,
45 S NM_000418.4 ) Ft [K 4 i X H#h 1Y siRNA
( 5“GAATTGTCTTACCAAGCTC-3") J¥91, &
AHR %5 % & RNA ( short hairpin RNA, shRNA )
£ % 17 2 DNA, ®UEE IR K J5 o [ %5 shRNA
ik 2% 1K pSIH1-H1 #4 2 & 41 2% /& pSIH1-shRNA-
IL-4Ro., [A] 8 siRNA (9 TC SLF 31 (5-AGGAT-
CCTATCCAATTCTG-3") 4 X} Bk A4 pSIH1-NC.,
ARG LTI BT e WS AL T bR, AR5 AT C
PN B 2 TR DNA il £ 8 1X10° A4 40 K
(9 293T 4fl ffd 42 FF F 10 em 5 35 ML B, FH &5 10%
FBS 1) DMEM = #3592 5 T 37 'C. 5% CO, &1
TRk AR, B EE 4 # AR (pSIH1-shRNA-IL-4Ro
a8 pSIHI-NC 4% 2 pg ) il 10 pg 5 418 9k 75 U 255 Il
#i IR A W pPACK, HH Lipofectamine 3000 %% % i
FN L[] 5% e 28 293T 4 il %% Y« 48 h)m, W4k I
BT 4 °C 8 000X g &L 10 min, Y4 I iE 20t
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0.45 pum FLAR A — KM UE RS U8 J5 o0 2 R AF, A
o T 200 R R 0 % B S 43 i 44 o Lv-
ShRNA-IL-4Ro F1 Lv-NC. ¥ BALF i () o P br
AR T 6 FLANMIRE IR, AHFL 1X10° A4S, (]
2 mL % 10% FBS /i RPMI 1640 35358, J5 45 M
B RYL ERCH 20 TN INE 4L B ( Lv-shRNA-TL-
4Ra 3% Lv-NC ) , [F]EFEA IR EE 1925 0 R4 .
T 37 °C. 5% CO, &M N 557 72 h, @K GFP
FEIRVTAN M 4 I ) 18 0 BRI Ak e, T IER 4
JI% FH qPCR B0 4T IL-4Ra FE TTERASR .
15 AhmMBLZHHaFHE 5H 12 FB
SD K Bl (HEPE, fAH 180~190 g, W IEZ% ) W
TR IR SCHET L8 sh WA R A B [ G &R R
202260568, SEH B VAT UES R SCXK (5 )
2021-0013 ] , & WA 5 1 S AN IR F37 DA
9g/ (kged) L E 7d. RIMFETRFEEE 12h,
ARUGHES 1 h J5IE ESIKEUNZ) 3 mL, T 4000Xg
250 10 ming W HUR )2 IMIE 2 2 mL TR &0,
56 CHEIE/K 30 min FE17 K G0, FHH 0.22 pm
THALUERR T UEBR TR, —80 CLRAFRIH.
1.6 #NFEIE 7% 25 4 fo 7 %) BALF &R P M4 4w
Mty T340 B BALF IR AY A R 40 i 43
JSH. (1) 25X IR AN AT A kb 2
(2) IRZHHREA S A TIRZHLKERES
AhER. (3) 29I AL PR . [RIE 45 T4 BH IR
3% 25 ) 1038 ToAL PR AIG 22 05 S AR S5 T Ak B
(4) Lv-NC 4. [RIFFZ5 T Lv-NC Jg&y | #MHIA %
2P AL BRI 20 M AR AR, (5) Lv-
ShRNA-IL-4Ro 4 : [A] B 45 T Lv-shRNA-IL-4Ro Jak
e ANPHIE A 2590 10035 AL BRI 220 A
FALFE, ARDS RSN AR R E i g 2SS (R
HWREE N 10 pg/mL ) KR4 (5% CO,. 95% N,)
BR3% 48 h ST, AMPHIE FA 254 WA 3 £ i 224
FMRAA S0 1 halad [R5 323 AR 500 5%
PIZIP TS 6, 12 BRI e AR 2 SR
A 72 h FF G, SAs ZHEAIRAIS = 48 hm, WUdE
A1) O RS o2 R e
1.7 Xz BE-FaE HARDS % BALF 54541
SRS WA 5 T E i 10 000X g B0 10 min
EBRUTTE, SRJG T ELISA K BALF F12 o 55 55
IR SAER T TNF-o, IL-1B. IL4, IL-6 f 54,
G A A RS AT A e R S U I Bt 7 o

1.8 wmfa3gsifo oM 454 A2 N £ N
AL 48 h )5, RAIE By et 5 £l /NeRTTH4K
B80S 40, FH4& 10% FBS £ RPMI 1640 15 5%
SRS EE N 1X10° 4> /mL, %R0 5] 96 FLAH
Mads M, AL 100 uL MR, MG 7E 37 C
Al 5% CO, Z5MF T EFE. X TSR SC5:, T40
Mo b5 5% 24 48 K 72 hif, HEfLANA 10 pL CCK-8
WA, BT 37 °C. 5% CO, I AL 55 4 h,
FHBEAR I 2 P K 450 nm AL ACRE . L8
3 ER, B 2 MR AL,
XA T A SE5, T2 MEA T 3 000X g
B0 5 min WAE AR ML BRZHZY 1 X 10° A0, F74%
Fiz A I 0 ARG R S B A T A L G € S
M AN, FF38 52 BD FACSuite 24420 Hr 41 il
AT, LR 3 KA HFEE
1.9 qPCR # | IL-4Ro 2 B % 5 5 000X g &5 0>
5 min Y8 Lv-NC 8{ Lv-shRNA-IL-4Ro. J&YLJ5 72 h
FA 2055 B R i Hh R A4S 1X107 4, A
ANIA 1 mL 4 CHIA TSR PBS 5841 M UTIE,
ZJE R 1 000X g &0 5 min WAL TLIE., 2=
W, BALINA 1 mL 4 °C T4 TRIzol iXF,
i | mL B W A% 0 2 W AT Al i, 5 R0 W 78
209 1.5 mL I & 08, %I TRIzol i 7
AU 4R AN L RNA L SR FH 35016 BB e v Tk
Rl RNA 571 SE 8Pk, SR A0 o S B TG I
RNA W, HU1 pg RNA . (R R R 56 55519
BT EE 55, 445 cDNA. B NEEAHL 2 uL cDNA
VERBiNR, LLB-WLah i FE A NS IR, #1778 &
PCRY 14, IL-4Ra 35197518 5-GCACCGA-
GCTCCGCCTGTTGTA-3', FiiFs|¥F51Hk 5-AC-
CCCGCGCCTCCGTTGTTCT-34 B-NLsh&E [ s
YIF 41 K 5-CCTGTACGCCAACACAGTGC-3', T
W5 14 741 K 5-ATACTCCTGCTTGCTGATCC-3',
PCR [ W M 2 4 20 pl: ¢ 5 3 57 1 9R T
10 uL, ERFS1# (20 pmol/L) 4% 0.2 uL, cDNA
2 uL, JoH7K 7.6 pL. PCR Wi 45f: 95°C 10's,
60 ‘C 20s, 72 C 20's, L 40 MEFR. @Y 3l
&5 REL ML SRR AN CHE, B
FERMIXTF NS IR A FA RN 270,
1.10 EG R Etbn e ki BO0RES
AN H, 28 PBS PR 2 WU, [l 4 B UTTE o oim A
1 mL 4fi Jfl M-PER % fi# %, # it M-PER 4 it 5 45
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R BUE i) & v B gl i B, RA ) & =
BCA%*&‘{)”'JU%FI%U“ FAREAHC 11 pL 34T -
10% SDS-PAGE, #&Jm i i 1 1% 5% % 2 PVDF JI%, 2.1 #MFAE A% FF ARDS % % BALF ¥ X 72 K
H 5% Wi g 4= 0w iR B A 2 h, A TBST % B 5 FAF . PR HIF-1o £33+ LE F 8

A IL-4Ro., HIF-la., caspase 3 /Kf#1A . caspase 3.
B-Nzh & H—di( Fks LB 53 1+ 500.1 = 500,
1 :500, 1 :500,1:1000), 4°Cit#, TBST
VEBE 3 U IMAGESTRR = ht (RRLLl 1 2 3.000)
JEE 2 h, TBSTUEME 3 K. @I ECL &G I

YIS EE, FH TotalLab 1.10 24347407, HY
HE Ak o H B4 G 1 5 NS I

.

111 Zitspas@ 3 SPSS 13.0 #f #1748t
22T BRI X +s Fow, PRALR] FLRR FH A ST B
Ak, KgKAE (a) 24 0.05,

B

4m fig, 7 IL-4Ra #= caspase 3 7K ## 4k & 15 ELISA
K g f (| 1A) BoR, 5% AT,
#MFH A FLIATR YT ) ARDS 8% BALF tlﬂ;d*l%
TNF-a, IL-1B FlIL-6 ¥ &AL (P3<0.01) ,
IL-4 F A TR H 22 R IEs 242 X (P>0.05 ).
WA AR ZE R (K 1B) B8, A BALF K
B FR R A Al =95.25% ., 8 I N I kG 2%
R (EN1C) i, 5EPRGTHE, S4MHE T
1RITH) ARDS H BALF KA A 40 - IL-4Ra.,
caspase 3 JK AR A FRIAACE R TR (P31<<0.01)
Ifif HIF-1o 85 F13RIAKF R (P<<0.01) o

k3 sk
400 ~1000 ~1000 400
— | |
2 300k L 2 800f T 2 800f T 2 300 T
200 - - 600 S 600 < o0 T
< £ 400 _,_ 2 400 Z
o 100 = 200 200 5 100
4 — = S| A
= oo = 0 0 0
RT  BHD RT  BHD RT  BHD RT  BHD
100 100
801 M2 (CDI15") 801 M2 (CD11b™)
< 601 Ml I < 604 Ml
N : ]
S 401 S 401
201 201 ) )
. . CDI5CD11b">95.25%
10" 10° 10° 10° 10°  10° 10" 10° 10° 10
FLI-H FLI-H B
Marker Events Gated/% Marker Events Gated/%
Al 8948 100.00 Al 9296 100.00
Ml 263 2.94 Ml 173 1.86
M2 8685  97.06 M2 9123  98.14
RT BHD ; = =
Me(X10) | o lLl P e 1
1L-4R - S - 140 08 12t [ T 15 T
£ 0. £, 5] .
HIF-la— -120 El 3 g
o~ £ os T £ o0 2312
_ _ = S =
Cleaved caspase 3 — S S — |7 g 04 3 0.6 < & gz
caspase 3— M — - 35 EI 0.2 EO.:" ’__,;‘ E o 0-3
' S "l
-actin — — 43 0 0 C
P - e RT  BHD RT  BHD "Rt BHD

Bl 1 ARDS #£# BALF AREEFESE. RN MEMAEE. NG IL-4Re R ETHFINEEE B RIZREN

Fig1 Detection of inflammatory factor content in BALF, purity identification of neutrophils and expression of IL-4Ra.

and its downstream functional proteins in neutrophils of ARDS patients

A: The contents of inflammatory factors in BALF were detected by enzyme-linked immunosorbent assay; B: Purity identification of

neutrophils from BALF by flow cytometry; C: Expression of IL-4Ra, HIF-1a and cleaved caspase 3 proteins in neutrophils was detected

by Western blotting. “"P<<0.01. n=3, x*s. M1: Negative peak; M2: Positive peak. ARDS: Acute respiratory distress syndrome; BALF:

Bronchoalveolar lavage fluid; IL: Interleukin; IL-4Ra: Interleukin 4 receptor a; TNF-o: Tumor necrosis factor o; HIF-1a: Hypoxia-

inducible factor 1a; caspase: Cysteine aspartic acid specific protease; RT: Routine treament; BHD: Buyang Huanwu decoction.
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22 %R AR R AR I b K dm i IL-4Ra B A
Fak EARTER SR R ZE S 72 h 2
PR ) GFP Rk #6545 5 k7 vh PRk 20 Jfd 1) 12 s
TR ROCR T 100% (& 2A) o qPCR Kzl 2
(E2B) R, 525 XA Lv-NC 41 He#s, Lv-
ShRNA-IL-4Ro ZH 2l IL-4Ra mRNA FEik g [
(P¥]<0.01) , Lv-NC 44 IL-4Ra mRNA

Light microscopy

AR 52 (X R A HETE I AR fE (P>0.05) &
A AR AR (K 2C) Bon, 575 [X)
WEZH FI Lv-NC 2H [ #%, Lv-shRNA-IL-4Ra 2H 4 fits
IL-4Ro & 255 A% (P#9<0.01) , Lv-NC 4141
L rp IL-4Ra £ 1 3235 5 25 O BR A AH L T B B AR
1k (P>0.05) .

Fluorescence microscopy

.Z,O() um 200 pm A
o & sk
1.5 s N \\;& 1.5 sk
00&0 @YV/ o
£ ol L L & &S Em-T- 1
¢ RV o
@ M:(X10) &
3 3
IL-4Ra.— — — 40 [~
S0 o fos
S| = ——
™ B-actin — M. 13
0 - LB < 0 c ¢
e P»\\fb& \&o& W) P»‘\ng\
S o
o X\Qﬁ A y gﬂ\@

& 2

Rt R RIS R B R E R B B E TR R

Fig 2 Detection of infection efficiency of lentivirus and intervention efficiency of target gene in neutrophils

A: Detection of lentivirus infection efficiency in neutrophils; B: The relative levels of /L-4Ro mRNA in neutrophils of each group 72 h

after infection were detected by quantitative polymerase chain reaction; C: Expression of IL-4Ra protein in neutrophils of each group 72

h after infection was detected by Western blotting. ~P<<0.01. n=3, X +s. Lv-NC: Lentivirus for siRNA-negative control; Lv-shRNA-IL-
4Ra: Lentivirus for sSiRNA-IL-4Ra; IL-4Ra: Interleukin 4 receptor a; siRNA: Small interfering RNA; shRNA: Short hairpin RNA.

2.3 AMFEIZ A R 4% 37 H] ARDS % % BALF kR
kR, KER T ok, e
A ELISAR W Z5 R (K 3A) BoR, 55 H
XTRRZA LA, PR Z M FIR415 F 48 h 5 BALF &
T8 1) MR A B B 3R LW W R AE PRl TNF-a,

IL-1B FIL-6 & f 3 hn (P #4<0.01) ; #bPHA
T 25 ) 103 TUAL B R A% 0 i g 22 5 IS =
P2 BE (1) 92 5E ] 1 ik (P3<<0.01) ;5 1M IL-4Ra
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Fig3 Analysis of inflammatory factor content, proliferation and apoptosis in neutrophils of different treatment groups

A: The contents of inflammatory factors in cell supernatant were detected by enzyme-linked immunosorbent assay; B: Cell

proliferation activity was detected by cell counting kit 8; C: Apoptosis was detected by flow cytometry. ~P<<0.01. n=3, x+s. G1:
Blank control; G2: LPS+hypoxia; G3: Drug serum-+LPS+hypoxia; G4: Lv-NC+drug serum+LPS—+hypoxia; G5: Lv-shRNA-IL-

4Ro+drug serum+LPS-+hypoxia. LPS: Lipopolysaccharide; Lv-NC: Lentivirus for siRNA-negative control; Lv-shRNA-IL-4Ra.:

Lentivirus for siRNA-IL-4Ra; siRNA: Small interfering RNA; shRNA: Short hairpin RNA; IL-4Ra: Interleukin 4 receptor o; TNF-a:

Tumor necrosis factor o; IL: Interleukin.
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