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ETF S100A8/TLR4/NF-kB 1B AR E A iR 2 H X mim T B R Bk L T RS20

MRELE L, HIFIE Y, BRERES, ATERS B &Y, & o3

L FIN A+ EER TS FEESSER . AT FEZGREME R EELSERD, Wi SiMl 310000
2. WL ERZKFEMEHE—ER, Wil Sl 310000

3. WHLHEARZE —IGIRERE, WL il 310000

4. BUNTTHEERE, Wil Bl 310021

# . BH W5 S100 54545 E A8 (S100 calcium-binding protein A8, S100A8) % Toll KE5Z4k 4 (Toll-like receptor
4, TLR4) /#%HF-xB (nuclear factor-xB, NF-kB) IHEEIERZIELE % (ulcerative colitis, UC) ZRIET-H FI/EH AL EH A
RZH (Tripterygium wilfordii polycoride, TWP) Y537 UC WIYERINLE. 7535 HIEZWE (lipopolysaccharides, LPS) FlEkFE
o457 ferrostatin-1 (Fer-1) B6& T THP-1 Z0f, Rl RAEFEKIET 48 R, #% S100A8 i (S100A8 knock-down,
S100A8-KD) ZHHufEM, LPS T-HsHill TLR4/NF-xB g, SRR T AMEIET - Fabr. I SI00AS #if% (S100A8 knock-
out, SI00A8-KO) /INEAEE!, #iRHEIFIEESN (dextran sodium sulfate, DSS) H -S4 28, Wil N B B0 A I AH S5 4647
TEAHMSEIR AT AE R (wild type, WTD /NRATEAN TWP IZ530. SR AMRSERLE RE/R, Fer-l T, A S100A8 K
TWP T aen THP-1 40l ek FET 5 I4RMIE 71 (P<<0.05. 0.001), FEK Fe?*. P (malondialdehyde, MDA). i
P4 (reactive oxygen species, ROS) 7KF (P<<0.01. 0.001), FFKHATHIIRE AL H A8 2 (prostaglandin-endoperoxide
synthase 2, PTGS2). #E A HEHE (ferritin heavy chain, FTH). p53. TLR4. NF-«xB. g3 4E A F-a (tumor necrosis factor-
o, TNF-o). B4/ ZE-1p (interleukin-1, IL-1B) Fik (P<<0.05. 0.01. 0.001), A B H ki E ALY 4 (glutathione
peroxidase 4, GPX4). R AAZME 7 A 11 (solute carrier family 7 member 11, SLC7A11) Fik (P<<0.05. 0.01. 0.001),
JEH TWP [{EF 2R, SR RER, 5 WT B4 HE, S100A8-KO B4 WT-TWP H/MNRAAFIE T
FEMREE . BTG ANTE 4L (disease activity index, DAD. SillpKE4R . Sipmifh iy 2 daE (P<0.05. 0.01. 0.001),
PTGS2. FTH. p53. TLR4. NF-kB. TNF-a. IL-1B FiX[#fIk (P<<0.05. 0.01. 0.001), GPX4. SLC7A11 KA M (P<0.05.
0.001). £5i& TWP HEIAE UC il K E b, HALH] 5145 S100A8/TLR4A/NF-«B 3 i 3k 1 #1) 45 f ik sE T % .
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Abstract: Objective To investigate the effect of S100 calcium-binding protein A8 (S100A8) on regulating Toll-like receptor 4
(TLR4)/nuclear factor-kB (NF-«kB) pathway in ferroptosis associated with ulcerative colitis (UC), as well as the therapeutic mechanism
of Tripterygium wilfordii polycoride (TWP) in treatment of UC. Methods THP-1 cells were treated with LPS and Fer-1 to detect
inflammatory and ferroptosis-related indicators. An S100A8 knock-down (S100A8-KD) cell model was constructed, and after LPS
intervention, TLR4/NF-kB pathway, inflammatory cytokines and ferroptosis-related indicators were detected. An S100A8 knock-out
(S100A8-KO) mouse model was constructed, and colitis was induced by dextran sodium sulfate (DSS), the general condition of mice
was monitored, and relevant indicators were detected. The therapeutic effects of TWP were evaluated in cell experiments and wild-
type (WT) mice. Results The results of cell experiments showed that Fer-1 treatment, S100A8 knockdown and TWP intervention all
increased cell viability after ferroptosis in THP-1 cells (P < 0.05, 0.001), levels of Fe?*, malondialdehyde (MDA) and reactive oxygen
species (ROS) were decreased (P < 0.01, 0.001), expressions of prostaglandin-endoperoxide synthase 2 (PTGS2), ferritin heavy chain
(FTH), p53, TLR4, NF-xB, tumor necrosis factor-o. (TNF-a) and interleukin-1 (IL-1B) were reduced (P < 0.05, 0.01, 0.001),
expressions of glutathione peroxidase 4 (GPX4) and solute carrier family 7 member 11 (SLC7A11) were increased (P < 0.05, 0.01,
0.001). Moreover, the effect of TWP was dose-dependent. The results of animal experiments showed that compared with WT model
group, S100A8-KO model group and WT-TWP group exhibited significantly reduced body weight loss, disease activity index (DAI),
colonic shortening, and improved colonic pathological conditions (P < 0.05, 0.01, 0.001), expressions of PTGS2, FTH, p53, TLR4,
NF-kB, TNF-a and IL-1p were decreased (P < 0.05, 0.01, 0.001), while expressions of GPX4 and SLC7A11 were increased (P < 0.05,

0.001). Conclusion TWP could alleviate intestinal inflammatory responses in UC, and its mechanism is related to the regulation of

S100A8/TLR4/NF-«xB pathway to inhibit colon ferroptosis.

Key words: Tripterygium wilfordii polycoride; ulcerative colitis; S100A8; TLR4/NF-kB signaling pathway; ferroptosis

g g 7% (ulcerative colitis, UC) LLIZiE
BEMEJOIE S SR B B R O T BERHAE  UREEZH BT
K, EAMEZH (Tripterygium wilfordii polycoride,
TWP) HAHLR KPR, BB SR JOE 1)
J9i C(inflammatory bowel disease, IBD) £ ) HETE
W, HAE AL 506 Toll FE5Z24& 4 (Toll-like
receptor 4, TLR4) /#%[F-F-«B (nuclear factor-kB, NF-
kB JHEE D RIER T RIS R BT IE K
I S100 454558 H A8 (S100 calcium-binding protein
A8, S100A8) »& UC #AEIE B B ZLEEFB], S100A8
LTS TLR4, BoE MiF NF-«B {5 53, /-3
BRGRIE. WE L PR,

PRAET e — PR e g f st T 07 20, Ay
fE A N5 M4 (reactive oxygen species, ROS)
AR B AINE Pt S A 23 B H IS kil 4
(glutathione peroxidase 4, GPX4) EERALT-ILFEF
(RSB R T, R B i o o A 4%
HEMEHOD, @R ALEA DA 2
(prostaglandin-endoperoxide synthase 2, PTGS2) ]
FIX GEAET BT A O 8RR H 4% (ferritin light
chain, FTL) Z5EKHIEHUNAIA, gk H HEE
(ferritin heavy chain, FTH) W3 K8k 1677 ATRE T,
PRI B 5B T TR AR 45 5509, ROS 1A
BRIET-HIIRB R 3R 2 —, AT LA p53 SRH Y, pSs3
VENFERIA T A, G P15 8 m A B AR SR 7 ik

i1 11 (solute carrier family 7 membrane 11, SLC7A11)
SRS 4 ) B A8 JFUIR S ANk pE T 01121,

AR, WHFUARZRIER] UC S5EVE 32252 FI%k
FETZTFHE010, BRAR T B e ik, (Ridk S %
SEA R — RGBT, I H SRS 40 st T
1497 1o b B B B, gk — 2B 0 EE R ORE e R 0ST
TLR4/NF-«B {5 5@ AMUE UC RAETEBIA K,
1 A e 3F 2k 0 T g F2 1921, {H S100A8 ] 4%
TLR4/NF-xB 1@ TE UC AT H 43 fl A 2 %
TWP XL FFE A AR B . 25Tk, AHF 7@
18R R Y M) 2 S100A8 R U ( S100A8
knockdown , S100A8-KD ) 4 Jiig #1 #4 DL K % H
CRISPR/Cas9 & [K| 4 #5 4 R #4) i S100A8 i B
( S100A8 knock-out, S100A8-KO) /N, R
S100A8/TLR4/NF-xB @ E7E UC 2L T-H EH
PAK TWP FEFH 8, A Bh T3t —20 i 3
UC WIRFBEHLE], A UC KITRTT S008I 5 .

1 #x
1.1 ZApEER

THP-1 4ii}fl (#L5 CTCC-001-0044) 4 H #iL
ERMPEEARAF, HE 10%M6 4 M5 1)
RPMI 1640 £33, BT 37 ‘C. 5%CO, B34
B8, BULF B KA R A0 i 55
1.2 49

C57BL/6 B4 (wild type, WT) /NRIBE £
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WS SEIR BN A R AW, A= VFATES SCXK
() 2022-0004. S100A8-KO /NI [ 7 mi AE 2K 24
AR AR, AF=VFaiES SCXK (F5) 2023-
0009. BhPNSLIEL WL A R 25 KRS ANPMe B 4
feHE GHES TACUC-20210517-24).
1.3 AR5

B EEMERER4N (dextran sodium sulfate, DSS, #H
BT 3.6 X 10%~5X 104, it S6132). A= h
K (b5 R22172). RIPA 4@ (HIk'5 R21237) 11
S e S [ S S /AT PR L L S
(azathioprine, AZA, 50 mg//7, #t5 108114) M4H
FHE Aspen AF]; HAMEZHR (10 mg/fr, #t5
733020422, [EZ§iET 7233020422) T H#TI AR
2GR AR ;s JEZHE (lipopolysaccharides,
LPS, #it5 L2654) W[ 3£E Sigma-Aldrich A #]; £k
FET-3#57) ferrostatin-1 (Fer-1, b5 GC10380) I
[ 2£[H GLPBIO A#]; TWP JFURRKY T 45 B i
IR PR A FIE3% s AZA X R L (S YZ-100197,
JRERSHN 99.9%) T4 H HE A 5 2 s e i A
YR Pk e k& (S E-BC-K881-M) WH
USSR A R A AT BR A 7 s WERS R (T
5 MA0318) W H KEECHEMHEAGRAR]D; 4
59545 — H 3T AR (dimethyl sulfoxide, DMSO,
5 BL165B). H & (malondialdehyde, MDA) &
RTINS BLO04A). 4% FHEEE 2 (it
5 BL539A). 3544 (reactive oxygen species, ROS)
K& (IS BL714A). TBST 22/ (pH 7.4,
5 BL315B). 4## ECL ¥ KOUEY GitS
BL520B) . Tris-Glycine Hi ¥k 2 v fy K (L5
BL603A). HLIKEEZ M (k'S BL626A). BCA
AW 2 S ('S BL521A). PBS %R (it
5 BL302A) W H 2 A e VR A R AR ; GPX4
ik (b5 ER1803-15). FTH Fit/k (iS5 R1601-9).
PTGS2 $ifA (L5 RT1159).p53 Hifk (5 EM1701-
91). SLC7A11 itk (Hit'5 HA600097) W4 HFi/H 4
YA R AT 10% PAGE SR i) 432877
& ({5 PG112). 12.5% PAGE Bt sk i) #8477 &
(b5 PG113). ol PusE W (H5 PS108P).
B E A PR (LS LT101S) TWH LTk
My A=y B 25 L A IR A & s PVDF i (fit 5
0000226276 U H 8 [ BR e B A TR AR, XhiE
1 Maker (J1t'5 1610374). HRP FRiCHILEHT % —
Pt (5 1706515 6 H EFE AR AF; HRP Frich

WPERLR —HT (IS RS0001) 14 H 22184 Rl
HIRAF; MBS F -0 (tumor necrosis factor-a,
TNF-a) $ifk (b5 17590-1-AP). H-itifE-3-wEmR i
Z B ( glyceraldehyde-3-phosphate dehydrogenase ,
GAPDH) Jifk (it 10494-1-AP) 4 H I =&AL
MBAAIRAF; p-NF-«Bp65 fifk (it 3033) 1
H3EE CST ~afl; TLR4 Pifk (5 sc-293072) 1
H3%HE Santa Cruz 2 H]; NF-«B p65 $ifk (5
ab16502). S100A8 ifk (L5 ab92331). FHAHMIS
#-1B Cinterleukin-1p, IL-1B) Ptk (b5 ab254360)
I H JEE Abcam AF]; SteadyPure RNA HHUAF &
(b5 AG21024)08) F 11 SR AP TR PR A 7 5
WA (5 K1622). PowerUp SYBR Green
Reagent (flt5 A25742) W H 3 [E Thermo Fisher
Scientific 23] ; RPMI 1640 ¥57#% (L5 C3001-0500)
B H FHEMEARAR; CCK-8 W& (s
CKO0D) b = R A R A A .
14 {435

Nanodrop one U EZIRE H T MK3 %Y
fighRX . BB150 BIAHMIELFR46 . 1300 F 51 1 4% A2 A
A2 4HE (3£ [E Thermo Fisher Scientific A 7)); 846-
x-070-280 #!3if PCR (X (& [E HE £ /A 7]); FluorChem
Q MEAHFMBAY (3£E Proteinsimple A H]); Axio
Observer. Al BI5GB ERUEAIIL RS (JE[E %A
23 w]); lighteycler 480114 %7t 7€ & PCRMagNA Lyser
MAeHBHLASEKN (fEE ROCHE 2 A );
BIORUPTOR Plus AU i 71X (3£ Sonics AH]);
MD ImageXPress Micro &1 AR B AZ 70 R 45t
(ZEE MD A%)); HM340E B A #L (FEE Leica 2
#]); PowerPac Basic 1 WB H13kAX (CGEEMHR AR
2 ik
2.1 S100A8-KD 1EfFEE 3

RIE S10048 FEF ) mRNA F51, #it 1 %
shRNA 741 1 248751, S100A8-KD %447
51178 TCAACACTGATGGTGCAGTTA ; [ 4%} FE 5
BREAN GV493, T H B HYIER AR . et
MZEFE N 1X10* N/mL, YR (multiplicity
of infection, MOD) A 30, #3472 h J5, 1ERIE WK
I R N SR 4 A P SR € G ER (1 R IE DUAT
L Qe QL2 80%. FfEH 2 pg/mL
WES TR TR 48 h LAJHIE ThiE Jertrdn i, @il
gqRT-PCR 2 Western blotting K461 Jp5 25 5% Y 144
R, LRI AN T S .
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2.2 YApEF

LPS &% F 25 50, 0938 LPS fE/R P
FVASNEI AT 5 SRR AET-02, Rk LPS 1E Nk
FET-5 37 Fer-1 J2 8RR R R A0 o4kl 571,
R MM A2k FET. . # 1 g LPS By RIET 1 mL
PBS 1, 7870 %5), LL 10 pg/mL f 5 Bk B T T 4H
i 24 h i FHIET .
2.3 CCK-8 SZIa+& M ZmAasE 11

FREC 1 g TWP JEER R 1 g AZA SIS R R,
3T 1 mL DMSO H1, R¥E 5 4ESEI0 2R, A
B5 77 TR A B R P o UG A KA ) 4
PL3X10° AN/mL $0 & 96 FLARH, 510 LPS
(10 pg/mL)+ Fer-1 (4 umol/L) TWP (1, 2. 4 pg/mL)
8 AZA (1 pg/mL) 408 48 h 5, A 10 uL
CCK-8 X7, 488597 2 ho {8/ 2 A EAR AR
450 nm ZEMEBROCE (4D 1H.
2.4 FeX/KFRINE

WCHE AR, 42 B D E 2 ) 6 1 B 1
A Fe? 7K
2.5 MDA KFERINE

WSCHE A L, 42 BRI & Ui B I E MDA 7K.
2.6 ROS 7KFaIEM

WAL, F%H ROS R & it B kAT
AE, N DCFH-DA ZHR%EF (5 umol/L), 7E
37 CHIMuR; =469 E 30 min, PBS Phik/5, @
o PR A B R o BT R G R R,
Image J HAFFEAT 73 H7
27 IR, BIRRAT

9~12 J&#% S100A8-KO /MR 16 K, WT /MR
32 H, @M EMETE 1R W E WT XFHEZ ., S100A8-
KO X HEZH. WT 72 . S100A8-KO FEAUL . WT-
TWP 41f1 WT-AZA 4, 4 8 H. PURAIGARZ:
R RS, TWP. AZA 7 &N 9.1 mg/kg. WT
XTHEZH AN S100A8-KO XTHRALIES: 7 d H HHX A4
K, HES:10dig EHEE/K (10mL/kg); WT FAY
ZHF1 S100A8-KO #AH 7% 4: 7d H X 3% DSS
W, kS 10dig AR ERK; WT-TWP 4f1 WT-
AZA HiES:7d BB 3%DSS %, HiES: 10d
ig 2. BHMWENRAEHE. BR RE.
KABSE— M AE oL, H AT IE S84 (disease
activity index, DAD #¥43.
2.8 LERAALATRIEF N

RKIREG )G, /DNRBITAELLTE, ff R B

Shil SR, B it v 23 T P A .
Wil RN BT, AR KB ERT, T 4%

FHEEPEEREE 24 h, ABEHEEVINK 4 um
EY R, AT HARR-FL (HE) )5, TR
BN ST .
2.9 qRT-PCR & GPX4- FTH. SLC7A1l~ p53
PTGS2. IL-18 TNF-a- S10048 TLR4. NF-xkB p65
mRNA Fik

i1 SteadyPure RNA $2HU7 S HL 4 2

MMEE AL RNA, EZRE A 58 0 &
RNA IR, W3l @i M cDNA, fi/]
PowerUp SYBR Green Reagent #17 qRT-PCR 4317 -
SIVIFEAINE 1, 518 BilgA TAYA R AR R

x1 5149F7
Table 1 Primer sequences
EH MR A (5°-3°)
GAPDH /M F: AAATGGTGAAGGTCGGTGTGAAC
R: CAACAATCTCCACTTTGCCACTG
GPX4 /MR F: CCCGATATGCTGAGTGTGGTTTAC

R: TTTCTTGATTACTTCCTGGCTCCTG
FTH /MR F: CCATCAACCGCCAGATCAACC

R: CAAAGTTCTTCAGAGCCACATCATC
SLC7411 /MR F: CCACCATCAGTGCGGAGGAG

R: GAAGCAGGAGAGGGCAACAAAG

P53 /N, F: TGAACCGCCGACCTATCCTTAC

R: GCACAAACACGAACCTCAAAGC
PTGS?2 /MR F: GTGCCTGGTCTGATGATGTATGC

R: TGAGTCTGCTGGTTTGGAATAGTTG
IL-18 /N F: CACTACAGGCTCCGAGATGAACAAC

R: TGTCGTTGCTTGGTTCTCCTTGTAC
TNF-0. /N F: CGCTCTTCTGTCTACTGAACTTCGG

R: GTGGTTTGTGAGTGTGAGGGTCTG
S10048 /N F: TCACCATGCCCTCTACAAGAATGAC

R: CCATCGCAAGGAACTCCTCGAAG
TLR4 /N F: GAGCCGGAAGGTTATTGTGGTAGTG
R: AGGACAATGAAGATGATGCCAGAGC
F: AAATGGGAAACCGTATGAGCCTGTG
R: GTTGTAGCCTCGTGTCTTCTGTCAG

NF-kBp65 /MR

P-actin A F: CTCCATCCTGGCCTCGCTGT

R: GCTGTCACCTTCACCGTTCC
GPX4 A F: CCGCTGTGGAAGTGGATGAAGATC

R: CTTGTCGATGAGGAACTGTGGAGAG
FTH A F: CCATCAACCGCCAGATCAACCTG

R: GTTTCTCAGCATGTTCCCTCTCCTC
SLC7411 A F: GGATTGGCTTCGTCATCACTCTG

R: TTCTCCGACATTATTCTAAACCACCTG
pi3 A F: ATGAGCCGCCTGAGGTTGG

R: CAGTGTGATGATGGTGAGGATGG
PTGS2 A F: GGGTTGCTGGTGGTAGGAATGTTC

R: CTGGTATTTCATCTGCCTGCTCTGG
IL-1p A F: TACGAATCTCCGACCACCACTACAG

R: ACACCACTTGTTGCTCCATATCCTG
TNF-a A F: AGCCCTGGTATGAGCCCATCTATC

R: TCCCAAAGTAGACCTGCCCAGAC
S10048 A F: TTGCTAGAGACCGAGTGTCCTCAG

R: GCCACGCCCATCTTTATCACCAG
TLR4 A F: ACCTGATGCTTCTTGCTGGC

R: GAGCTGAAATGGAGGCACCC
NF-kBp65 A\ F: TATTTGAAACACTGGAAGCACG

R: CCGGAAGAAAAGCTGTAAACAT
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THHFEA . R 2780k RS FE AT R IA & p-NF-kB p65 (1 :1000). TNF-o. (1:1000). IL-

2.10 Western blotting &3 PTGS2. GPX4. FTH.
SLC7A11. p53« TLR4. NF-kB p65. p-NF-kB p65-.
TNF-a. IL-1p EHRIL
ff 4 1 mmol/L PMSF ) RIPA 2% i $& B4
MR A Rt aEE, H BCA W&t
EHEE. B EFEEN 20 pg, @i 10%E 12%
(*) SDS-PAGE 7%, Fifif5%%#%| PVDF i I, H7G
B AE AT =iRE A 15 min, 250 I\ GAPDH

1B (1:1000) —Pi, 4 CHHR; TBST Bk
WJa, MAZd, ZEPE 1h, S/EMH ECL i
SRAL R IGIERESG, Image J BAFIEAT K FEAE 4T o
211 ZItFEST

4 FH X £ s KR, f#H GraphPad Prism 5.0 3
o4, I HRE R T Z 5T (One Way ANOVA)
PEAG AR 2252, (#H Tukey #E47 535 22 A 06 .
3 #R

(1:5000). PTGS2 (1 :2000). GPX4 (1
FTH (1 :1000). SLC7A11 (1

22000). 3.1 WPk TS5 RAEMXER
22000). p53 (1:

500). TLR4 (1:1000). NF-kBp65 (1:5000). (10 pg/mL) T-F4HM 48 h. W 1-A~E fion, 5
A ¢ _ D 0} 1 LPS Fer-1
100 ~ 30 307 s
£ 80 o 25 ok g
R 60 5 20 : 5 207
Jiend g 15 =]
5 40 210 <101 s
20 = :
=2 4 5 HiH# 100 pm
S 0 o % 0 =/
A1 LPS Fer-1 XHE LPS Fer-1 XfHE LPS Fer-1
E FTH PTGS?2 GPX4 SLC7AIl
e
3 Z: ok ﬁ 8 P ﬁ 87 " ﬁlﬁ' ## ﬁ 1.57
® 3 % i 7 6 1.0 Z 10 #
py = 4 s 2 44 = =
5 27 it < i < | i <05 * <05 *
AR E x z 2 z 2 Z Z
ol l 1M 2 Il [ 2 1ol % | 2o |
& X8 LPS Fer-1 XHE LPS Fer-1 XfHE LPS Fer-1 XHE LPS Fer-1 X8 LPS Fer-1
53 TLR4 NF-xB p65 TNF- 11
947 7 X 4 ﬁl.s P 4 250 oy ﬁlSOO‘ ~1f
‘ e :
Fag o T Z1.0 ol £1000
= T ® = = 150 =
= 21 idid =z 2 = = 100- 2
< 14 = < < 0.5 < #H < 500 o
g oo g0 £0 = o ol
X LPS Fer-1 X & LPS Fer-1 XJ‘H” LPS Ferl X8 LPS Fer-1 XTHE LPS Fer-1
=
G %I LPS Fer-1 % H LPS Fer-1 Z 207 Kook g 157
PTGS2 [ e ] 69%10° TLRY [ o | 12X10° & 157 + & 1o 4
9 101 idi = ok T
sceran [ 557100 NFB p6s [ = |65x10° g s ”:‘ <05 ﬁ
= Q
* -NF- x10* &~ 0= 30
p33 4'4>< 107 p-NF-B p63 E]“ 10 *fH LPSFer-1 % A LPS Fer-1
orxs [l B |22x000 IL-1B [ e e [30X10° 4 . 13 ”
23 = 104 —
Fro [ | 2.1 % 10* TNF-a| e ]25%10° 2 % u st T
g 2 il 3 0.54 EE Y
GAPDH E 3.7X10* GAPDH me 100 91 ] ﬂ % |’I"|
0 o LL L L
8 X8 LPS Fer-1 XFH LPS Fer-1
3 Hk 2. * @2.5 ok 3 « = 257 Hk
g g £ 20 W B 2 20 it
2 M [
z 2 S oz < 2 f < 157
g, w510 H €10 2, #h < 10
3 0. M i = 54
E 2o | [ I[] sl ll] 200l lm g
XFE LPS Fer-1 XfE LPS Fer-1 i XHHf LPS Fer-1 XHHE LPS Fer-1 XHE LPS Fer-1

A-CCK-8 KM 4% 7J; B-Fe*7K*F; C-MDA /K°F; D. E-ROS #6E )7 X4ttt 47#: F. G-qRT-PCR J Western blotting £l PTGS2. FTH.
p53. SLC7All. GPX4. TLR4. NF-kB p65. p-NF-kB p65. TNF-a. IL-1p mRNA K& ARKE; SxtRALKE: ‘P<0.05 “P<001 *“P<
0.001; 5 LPS AHEb#E: #*P<0.05 #P<<0.01 *#P<<0.001.

A-cell viability detected by CCK-8; B-Fe?* level; C-MDA level; D, E-ROS fluorescence images and statistical analysis; F, G-mRNA and protein expression
levels of PTGS2, FTH, p53, SLC7A11, GPX4, TLR4, NF-kB p65, p-NF-kB p65, TNF-0 and IL-1pB detected by qRT-PCR and Western blotting; “P < 0.05
“P<0.01 "P<0.001 vs control group; P <0.05 *#P<0.01 *P<0.001vs LPS group.

1 SRFETHIHIFIRT LPS 5 SRIMABTRIL T R ARERIFNE (X+s,n=3)

Fig.1 Effect of Fer-1 on LPS-induced cell ferroptosis and inflammation (X £ s, n =3)

Fer-1 (4 pmol/L) FilACEE4HM 12h J5, LA LPS
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Fig.3 Effect of S1I00A8 knockout on ferroptosis and inflammation in colon of DSS-induced mice (X £ s, n =8)
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