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Supplementary Figures
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Fig S1. AW1 suppresses IL-17 signaling and downstream activation in DSS-induced colitis.
(A) GSEA enrichment plot of the IL-17 signaling pathway. (B) Densitometric quantification of Act1 and TRAF6 protein levels in colonic tissues (n = 6). (C) Densitometric quantification of NF-κB signaling proteins (p-p65/p65 and p-IkBa/IkBa) in colonic tissues (n = 6). (D) Densitometric quantification of MAPK signaling proteins (p-ERK/ERK, p-JNK/JNK and p-p38/p38) in colonic tissues (n = 6). Data are presented as mean ± SEM. ns, not significant.###P < 0.001, ####P < 0.0001 versus Vehicle; *P < 0.05, **P < 0.01, ***P < 0.001, ****P < 0.0001 versus DSS.
[image: ]Fig S2. AW1 inhibits rhIL-17A-induced ferroptosis, barrier injury, and downstream IL-17 signaling activation in NCM460 cells.
(A) Densitometric quantification of ferroptosis-related proteins ACSL4, xCT, PTGS2, and GPX4. (B) Densitometric quantification of tight junction proteins ZO-1, Occludin, and Claudin-1. (C) Densitometric quantification of IL-17RA downstream adaptor proteins Act1 and TRAF6. (D) Densitometric quantification of NF-κB pathway-related proteins (p-p65/p65 and p-IkBa/IkBa). (E) Densitometric quantification of MAPK pathway-related proteins (p-ERK/ERK, p-JNK/JNK and p-p38/p38). Data are presented as mean ± SEM (n = 6). ns, not significant. ####P < 0.0001 versus Vehicle; *P < 0.05, **P < 0.01, ***P < 0.001, ****P < 0.0001 versus rhIL-17A.
[image: ]
Fig S3. Anti-IL-17A antibody and brodalumab alleviate DSS-induced colitis and inhibit ferroptosis, whereas brodalumab attenuates the protective effects of AW1.
(A) Experimental design schematic. (B) Body weight change curves of mice in each group. (C) DAI scores of mice in each group. (D) Representative colon images and quantification of colon length. (E) Histological scores and representative H&E-stained images of colonic tissues. (F) Fe2+ levels in colonic tissues. (G) MDA levels in colonic tissues. (H) GSH and GSSG levels and GSH/GSSG ratio in colonic tissues. (I) Representative western blots and densitometric quantification of ferroptosis-related proteins ACSL4, SLC7A11, GPX4, and PTGS2. (J) Relative mRNA expression levels of LCN2, MMP-9, and PTGS2 determined by RT-qPCR. Data are presented as mean ± SEM. ns, not significant. ####P < 0.0001 versus Vehicle; *P < 0.05, **P < 0.01, ***P < 0.001, ****P < 0.0001 versus DSS.
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Fig S4. IL-17RA antagonist brodalumab attenuates protective effects of AW1 against DSS-induced colitis.
(A) Densitometric quantification of tight junction proteins ZO-1, Occludin, and Claudin-1. (B) Densitometric quantification of NF-κB pathway-related proteins (p-p65/p65 and p-IkBa/IkBa). (C) Densitometric quantification of MAPK pathway-related proteins (p-ERK/ERK, p-JNK/JNK and p-p38/p38). Data are presented as mean ± SEM. ns, not significant. ##P < 0.01, ###P < 0.001, ####P < 0.0001 versus Vehicle; *P < 0.05, **P < 0.01, ***P < 0.001, ****P < 0.0001 versus DSS.
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Fig S5. IL-17RA deficiency attenuates IL-17A-induced ferroptosis and weakens regulatory effects of AW1 on DSS-induced responses.
(A) IL-17RA-knockout NCM460 cells were treated with rhIL-17A for 24 h, followed by densitometric quantification of ferroptosis-related proteins ACSL4, xCT, GPX4, and PTGS2. (B–D) IL-17RA-knockout NCM460 cells were stimulated with 3% DSS and treated with AW1 for 24 h, followed by densitometric quantification of tight junction proteins ZO-1, Occludin, and Claudin-1 (B), western blot analysis of MAPK pathway-related proteins (C), and western blot analysis of NF-κB pathway-related proteins (D). Data are presented as mean ± SEM. ns, not significant. ###P < 0.001, ####P < 0.0001 versus Vehicle; *P < 0.05, **P < 0.01, ***P < 0.001, ****P < 0.0001 versus rhIL-17A or DSS, as indicated.
Supplementary Tables 
[bookmark: OLE_LINK6]Supplementary Table S1. Sequences and binding affinities of AW1 and IL-17RA variants
	Name
	Sequence
	KD [M]

	IL17RA
	MGAARSPPSAVPGPLLGLLLLLLGVLAPGGASLRLLDHRALVCSQPGLNCTVKNSTCLDDSWIHPRNLTPSSPKDLQIQLHFAHTQQGDLFPVAHIEWTLQTDASILYLEGAELSVLQLNTNERLCVRFEFLSKLRHHHRRWRFTFSHFVVDPDQEYEVTVHHLPKPIPDGDPNHQSKNFLVPDCEHARMKVTTPCMSSGSLWDPNITVETLEAHQLRVSFTLWNESTHYQILLTSFPHMENHSCFEHMHHIPAPRPEEFHQRSNVTLTLRNLKGCCRHQVQIQPFFSSCLNDCLRHSATVSCPEMPDTPEPIPDYMPLW

	1.0855E-05±1.8931E-06

	[bookmark: OLE_LINK14]IL17RA-5mut
	MGAARSPPSAVPGPLLGLLLLLLGVLAPGGASLRLLDHRALVCSQPGLNCTVKNSTCLDDSAIHPRNLTPSSPKDLQIQLHFAHTQQGDLFPVAHIEWTLQTDASILYLEGAELSVAQLNTAEALCVRFEFLSKLRHHHRRWRFTFSHFVVDPDQEYEVAVHHLPKPIPDGDPNHQSKNFLVPDCEHARMKVTTPCMSSGSLWDPNITVETLEAHQLRVSFTLWNESTHYQILLTSFPHMENHSCFEHMHHIPAPRPEEFHQRSNVTLTLRNLKGCCRHQVQIQPFFSSCLNDCLRHSATVSCPEMPDTPEPIPDYMPLW
	5.1809E-04±3.4454E-04

	IL17RA-D59A
	MGAARSPPSAVPGPLLGLLLLLLGVLAPGGASLRLLDHRALVCSQPGLNCTVKNSTCLADSWIHPRNLTPSSPKDLQIQLHFAHTQQGDLFPVAHIEWTLQTDASILYLEGAELSVLQLNTNERLCVRFEFLSKLRHHHRRWRFTFSHFVVDPDQEYEVTVHHLPKPIPDGDPNHQSKNFLVPDCEHARMKVTTPCMSSGSLWDPNITVETLEAHQLRVSFTLWNESTHYQILLTSFPHMENHSCFEHMHHIPAPRPEEFHQRSNVTLTLRNLKGCCRHQVQIQPFFSSCLNDCLRHSATVSCPEMPDTPEPIPDYMPLW
	2.6913E-05±3.6503E-06

	IL17RA-W62A
	MGAARSPPSAVPGPLLGLLLLLLGVLAPGGASLRLLDHRALVCSQPGLNCTVKNSTCLDDSAIHPRNLTPSSPKDLQIQLHFAHTQQGDLFPVAHIEWTLQTDASILYLEGAELSVLQLNTNERLCVRFEFLSKLRHHHRRWRFTFSHFVVDPDQEYEVTVHHLPKPIPDGDPNHQSKNFLVPDCEHARMKVTTPCMSSGSLWDPNITVETLEAHQLRVSFTLWNESTHYQILLTSFPHMENHSCFEHMHHIPAPRPEEFHQRSNVTLTLRNLKGCCRHQVQIQPFFSSCLNDCLRHSATVSCPEMPDTPEPIPDYMPLW
	1.2827E-04±4.7403E-05

	IL17RA-L117A
	MGAARSPPSAVPGPLLGLLLLLLGVLAPGGASLRLLDHRALVCSQPGLNCTVKNSTCLDDSWIHPRNLTPSSPKDLQIQLHFAHTQQGDLFPVAHIEWTLQTDASILYLEGAELSVAQLNTNERLCVRFEFLSKLRHHHRRWRFTFSHFVVDPDQEYEVTVHHLPKPIPDGDPNHQSKNFLVPDCEHARMKVTTPCMSSGSLWDPNITVETLEAHQLRVSFTLWNESTHYQILLTSFPHMENHSCFEHMHHIPAPRPEEFHQRSNVTLTLRNLKGCCRHQVQIQPFFSSCLNDCLRHSATVSCPEMPDTPEPIPDYMPLW
	4.552E-05±1.0095E-05

	IL17RA-N122A
	MGAARSPPSAVPGPLLGLLLLLLGVLAPGGASLRLLDHRALVCSQPGLNCTVKNSTCLDDSWIHPRNLTPSSPKDLQIQLHFAHTQQGDLFPVAHIEWTLQTDASILYLEGAELSVLQLNTAERLCVRFEFLSKLRHHHRRWRFTFSHFVVDPDQEYEVTVHHLPKPIPDGDPNHQSKNFLVPDCEHARMKVTTPCMSSGSLWDPNITVETLEAHQLRVSFTLWNESTHYQILLTSFPHMENHSCFEHMHHIPAPRPEEFHQRSNVTLTLRNLKGCCRHQVQIQPFFSSCLNDCLRHSATVSCPEMPDTPEPIPDYMPLW
	7.3671E-05±2.3268E-05

	IL17RA-R124A
	MGAARSPPSAVPGPLLGLLLLLLGVLAPGGASLRLLDHRALVCSQPGLNCTVKNSTCLDDSWIHPRNLTPSSPKDLQIQLHFAHTQQGDLFPVAHIEWTLQTDASILYLEGAELSVLQLNTNEALCVRFEFLSKLRHHHRRWRFTFSHFVVDPDQEYEVTVHHLPKPIPDGDPNHQSKNFLVPDCEHARMKVTTPCMSSGSLWDPNITVETLEAHQLRVSFTLWNESTHYQILLTSFPHMENHSCFEHMHHIPAPRPEEFHQRSNVTLTLRNLKGCCRHQVQIQPFFSSCLNDCLRHSATVSCPEMPDTPEPIPDYMPLW
	3.9491E-05±8.2313E-06

	IL17RA-T160A
	MGAARSPPSAVPGPLLGLLLLLLGVLAPGGASLRLLDHRALVCSQPGLNCTVKNSTCLDDSWIHPRNLTPSSPKDLQIQLHFAHTQQGDLFPVAHIEWTLQTDASILYLEGAELSVLQLNTNERLCVRFEFLSKLRHHHRRWRFTFSHFVVDPDQEYEVAVHHLPKPIPDGDPNHQSKNFLVPDCEHARMKVTTPCMSSGSLWDPNITVETLEAHQLRVSFTLWNESTHYQILLTSFPHMENHSCFEHMHHIPAPRPEEFHQRSNVTLTLRNLKGCCRHQVQIQPFFSSCLNDCLRHSATVSCPEMPDTPEPIPDYMPLW
	1.1824E-05±1.7263E-06

	AW1
	ATNIPFKVHFRCKAAFC
	1.0855E-05±1.8931E-06

	AW1-Mut4
	ATAAPAKAHFRCKAAFC
	

	AW1-N3A
	ATAIPFKVHFRCKAAFC
	9.2833E-05±1.3555E-05

	AW1-I4A
	ATNAPFKVHFRCKAAFC
	9.1236E-04±1.4466E-03

	AW1-F6A
	ATNIPAKVHFRCKAAFC
	No binding

	AW1-V8A
	ATNIPFKAHFRCKAAFC
	No binding



Supplementary Table S2: Sequences of primers for quantitative real-time PCR.
	Gene
	[bookmark: OLE_LINK10]Forward（5'-3'）
	Reverse(5'-3')

	Human-LCN2
	GTTCACGCTGGGCAACATTA
	GATTGGGACAGGGAAGACGA

	Mouse-LCN2
	GCAGGTGGTACGTTGTGGG
	GGTTGTAGTCCGTGGTGGC

	Human-PTGS2
	CTTACAATGCTGACTATGGCTACA
	AACTGATGCGTGAAGTGCTG

	Mouse-PTGS2
	TATCAGGTCATTGGTGGAG
	GGGATGTGAGGAGGGTAG

	[bookmark: OLE_LINK17]Human-MMP9
	GTCCTCGCCCTGAACCTGA
	ACTTCCCATCCTTGAACAAATACA

	Mouse-MMP9
	GCAACGGAGAAGGCAAAC
	CACTCGGGTAGGGCAGAA

	Human-β-actin
	GTGGACATCCGCAAAGAC
	GTCAGCAATGCCAGGGTA

	Mouse-β-actin
	TCGTGCGTGACATCAAAGA
	CAAGAAGGAAGGCTGGAAAA
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