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1. Supplementary Tables
Table S1. Primers used for genotyping

	Gene
	Primer sequence
	Genotype

	Fth1
	Forward Reverse
	5'-CCATCAACCGCCAGATCAAC-3'
5'-CGCCATACTCCAGGAGGAAC-3'
	Wildtype: 420 bp Homozygous: 330 bp Heterozygous:300 and 420 bp

	Map2-
Cre
	P1 P2 P3
	5’– GCATCACCCCGACGACTCAG –3’
5’– ACCACTTCTTCAACCAACGCTCAA–3’
5’ –GGTGTTATAAGCAATCCCCAGAA–3’
	Wildtype: 745 bp Homozygous: 700 bp Heterozygous:700 and 745 bp





Table S2. Primers used for real-time PCR

	Gene
	Primer sequence
	Species

	Mt1
	Forward
Reverse
	5’– CAGTACGACCCCCGGATCTA –3’
5’– GGCAATCGTGTACGCCG –3’
	Mouse

	Mt2
	Forward
Reverse
	5’– ATGTTCGCAGTGTTTGTGGTTT –3’
5’– ACTGCAAGGCCAATACAGTTGA –3’
	Mouse

	Il33
	Forward
Reverse
	5’– AGGAAAGAACCCACGAAA –3’
5’– GTCAACAGACGCAGCAAA –3’
	Mouse

	Fth
	Forward
Reverse
	5’– CCATCAACCGCCAGATCAAC –3’
5’– GAAACATCATCTCGGTCAAA –3’
	Mouse

	Gapdh
	Forward
Reverse
	5’– ATCATCCCTGCATCCACT –3’
5’– ATCCACGACGGACACATT –3’
	Mouse






















Table S3 Primary and secondary antibodies used for western blotting (WB), immunofluorescent (IF), immunohistochemical (IHC) staining, and flow cytometry (FC)
	Antibody
	Host
	Distributor
	Working dilution

	
	
	
	WB
	IF/IHC/FC

	Primary antibody

	IL-33
	GGG
	R&D (AF3626) 
	1:500
	1:200

	IL-33
	RRR
	Affinity (DF8319) 
	
	1:500

	ST2L
	GG
	R&D (AF1004)
	1:1000
	

	IL-13
	M
	Santa Cruz (sc-393365)
	1:500
	1:200

	IL-13R
	R

	Santa Cruz (sc-398831)
	1:200
	

	Transferrin
	R

	Abcam (ab278498) 
	1:1000
	

	Transferrin Receptor 1
	R
	Abcam (ab269513)
	1:1000
	

	Ferroportin
	R

	Affinity (DF13561)
	1:1000
	

	Fth
	R
	Abcam (ab65080)
	1:500
	1:200

	
	M
	Santa Cruz (sc-376594)
	1:500
	1:200

	HO-1
	R

	Affinity (AF5393)
	1:1000
	

	GPX4
	R

	[bookmark: OLE_LINK28]Affinity (DF6701)
	1:1000
	

	TNF-α
	M
	Santa Cruz (sc-48418)
	1:400
	

	IL-6
	R

	Abcam (ab229381)
	1:500
	

	IL-10
	R

	[bookmark: OLE_LINK34][bookmark: OLE_LINK35]Abcam (ab189392)
	1:500
	

	Gapdh
	M
	CMCTAG (AT0002)
	1:10000
	

	β-Tublin
	R

	Affinity (AF7011)
	1:1000
	

	MT1
	R

	Santa Cruz (sc-51727)
	
	1:200

	MT2
	M
	Santa Cruz (sc-398788)
	
	1:200

	[bookmark: OLE_LINK1]F4/80
	RatRRat
	Biolegend (123108)
	
	1:200

	CD11b
	RattRRat
	Biolegend (101230)
	
	1:200

	CD86
	RatRRat
	Biolegend (159204)
	
	1:200

	CD206
	RattRRat
	Biolegend (141708)
	
	1:200

	CD86
	R

	Proteintech (13395-1-AP)
	
	1:400

	CD206
	R

	Proteintech (18704-1-AP)
	
	1:400

	4-HNE
	R

	Abcam (ab48506)
	
	1:500

	Secondary antibody

	Anti-mouse HRP
	G
	Beyotime (A0286)
	1:5000
	

	Anti-rabbit HRP
	G
	Beyotime (A0277)
	1:5000
	

	Anti-rabbit HRP
	D
	Beyotime (A0181)
	1:5000
	

	Anti-mouse AlexaFluor IgG
	D
	Abcam (ab150105)
Abcam (ab150108)
	
	1:200
1:200

	Anti-rabbit AlexaFluor IgG
	D
	Abcam (ab150061)
Abcam (ab150080)
	
	1:200
1:200

	Anti-goat AlexaFluor IgG
	D
	Abcam (ab150132)
	
	1:200

	Anti-Rat AlexaFluor IgG
	D
	Abcam (ab150156)
Abcam (ab150153)
	
	1:200
1:200

	
	
	
M: mouse	R: rabbit
	
G: goat	D: donkey








	Table 4 Wire Grip Test

	Score
	Definition

	0
	Mouse is unable to grip wire for less than 30 s;

	1
	Mouse holds on wire for 30 s, but it fails to hold on to the wire with all paws together;

	2
	Mouse holds on to the wire with both forepaws and hind paws but not the tail;

	3
	Mouse uses its tail along with all paws without movement on the wire;

	4
	Mouse moves along the wire on all four paws plus tail;

	5
	Mouse ambulates down from one of the posts used to support the wire.





2. Supplementary Figures 
[image: Fig. S1]
Figure_ S1 Inhibition of ferroptosis by MLT or Lip-1 displayed crucial effects on TBI-induced ferroptosis via blocking inflammatory cytokines expression
(A) Illustration of the experimental setup. (B and D) Representative images of immunohistochemical staining for 4-HNE and Perls' blue staining for iron deposition (scale bar = 50 μm) of different groups on day 3 post-TBI. (C and E) Quantification of the rates of 4-HNE- and iron-positive cells. (F and J) Representative Western blot bands of IL-33, IL-13, IL-13R, IL-10, TNF-α, and IL-6 expression were obtained from the indicated four groups on day 3 post-TBI. (G-M) The optical densities of the protein bands were quantitatively analyzed and normalized with loading control β-Tublin or GAPDH. The data were expressed as means ± SEM (n=5). #P<0.05; ##P<0.01 vs Sham+Vehicle group. *P<0.05; **P<0.01 vs TBI+Vehicle group. NS represents no significance. Experiments are representative of three independent experiments. 

[image: Fig. 1-S2]
Figure_ S2 Conditional deletion of Fth in neurons of Fth-KO mice. 
(A and B) Schematic diagram depicting the strategy used to generate Map2 Cre-inducible Fth transgenic mice (Fth-KO). C, Mice carrying the Map2-Cre alleles were genotyped by PCR. Routine genotyping of the Map2-Cre sets was used to amplify as indicated by the specific primers (Supplementary Table S1). D, Routine genotyping of the Map2-Cre (Left lanes): mouse#1, 2, 3, 6, 10: Map2 (+/-), mouse#4, 8: Map2 (-/-), mouse #5, 7, 9, 11. Routine genotyping of the Fthflox/flox (Right lanes): mouse #1, 2, 4, 6, 8, 9, 11: WT; mouse #5: Fthflox/flox; mouse #3, 7, 10: Fthflox/wt. Together, mouse#5 was target mice (Fthflox/flox; Map2-Cre+) that were suitable for tamoxifen (TAM) treatment to generate Fth-KO mice.
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