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Cell culture 
For SH-SY5Y and BV2 cultures, the SH-SY5Y and BV2 cells were obtained from Chinese Academy of Sciences (Shanghai, China) and cultured in DMEM medium supplemented with 10% FBS and 1% penicillin/streptomycin in a humidified 5% CO2 incubator at 37 °C. For primary neuron cultures, primary neurons were obtained from the cortex of embryonic (E14–16) C57BL/6 mice following an established protocol as we previously described[1]. Primary neurons were plated onto poly-d-lysine-coated plates or dishes, and after the initial seeding of 24 h, cytosine β-d-arabinofuranoside (25 μM) was added to the cultures to suppress the proliferation of glial cells. Neurons were grown at 37 °C in 5% CO2 for 7–9 days with half of the medium replaced every 2 days[2]. Cultured cells were under ODG condition for 3 hours and then reperfusion for different times.
CCK8 assay
At the indicated time points, 10 µl of CCK-8 solution (Beyotime, shanghai, China) was added to each well of a 96-well plate containing 2 × 10³ cells per well. After an additional 2 h incubation at 37 °C, the absorbance was measured at 450 nm.

Results
The level of IFP35 is elevated in the supernatant of primary neurons and BV2 microglial cells under OGD conditions
To address whether IFP35 is released in vitro and identify the cell type responsible for its secretion (Fig.S1), we conducted experiments using cultured primary neurons, BV2 microglia under ischemic-like conditions (ODG conditions). The results showed that the cell culture supernatant of IFP35 level was indeed upregulated in activated microglia under OGD conditions. However, the level of IFP35 induction in BV2 microglia was significantly lower compared to that observed in primary neurons under OGD conditions. 
IFP35 is also expressed in CD31+ endothelial Cells in MCAO mice
To address whether IFP35 is also expressed in vascular cells, we performed co-immunofluorescence staining of IFP35 with CD31, an endothelial cell marker. The results showed co-localization of IFP35 with CD31-positive endothelial cells at 3 or 6 hours, suggesting that IFP35 is also expressed in vascular structures at the early time. However, the intensity of IFP35 expression in endothelial cells was relatively low compared to that in neurons (Fig. S2). 
Recombinant IFP35 protein is not able to induce or promote neuronal death.
[bookmark: OLE_LINK10][bookmark: OLE_LINK5][bookmark: OLE_LINK6][bookmark: _Hlk199965680]To assess whether IFP35 directly induces neuronal death, SH-SY5Y cells and primary neurons were exposed to OGD conditions for 48 hours in the presence or absence of recombinant IFP35 protein (5 g/ml). Cell viability was measured using the CCK-8 assay. The results showed no statistically significant difference between the IFP35-treated and untreated groups (Fig. S3), suggesting that IFP35 does not directly promote neuronal death under ischemic-like conditions.


Table. S1 A summary for mice used in the study.
	Group
	Surgical animals (n)
	Included in analysis (n)
	Eliminate causes

	Immunofluorescence assay
	65
	56
	Death, deterioration of health conditions, etc

	ELISA assay
	68
	59
	Death, deterioration of health conditions, etc

	Behavioral tests
	62
	54
	Death, deterioration of health conditions, failure of model establishment, etc

	Western Blot& IP
	88
	74
	Death, deterioration of health conditions, failure of model establishment, etc

	Total(n)
	283
	243
	


Of the 283 mice used in this study, 40 mice mice died or insufficient after reperfusion and excluded from the experiment. excluded from the experiment. After preliminary statistical analysis, the mortality of MCAO group was 11.3% (32 in 283). The success rate of the MCAO model was 85.9% (243/283).
Table S2. Characteristics of ischemic stroke patients
	index
	Subjects(n=31)

	Gender (male/female)
	15/16

	Age
	69.71 (10.38)

	Stroke Risk Factors
	

	Cerebral infarction
	11 (35.48)

	Hypertension
	22 (70.97)

	Diabetes 
	6 (19.35)

	Coronary heart disease
	9 (29.03)

	Atrial fibrillation
	4 (12.90)

	Smoking 
	5 (16.13)

	Alcohol abuse
	3 (9.68)

	Treatment Variables
	

	Thrombolytic therapy
	15 (48.39)

	Laboratory Parameters
	

	Neutrophil（109/L）
	4.81 ±1.85

	Lymphocyte（109/L）
	1.52 ±0.63

	Monocyte cunt（109/L）
	0.44 ±0.16

	CRP(mg/L)
	3.21 ±2.85

	Stroke Severity Scores
	

	mRS score
	1.90 ±1.72

	NHISS score
	7.10 ±5.93


Figure legend

[bookmark: OLE_LINK1]Figure S1 The level of IFP35 is elevated in the supernatant of primary neurons and BV2 microglial cells under OGD conditions. ELISA was performed to detected the level of supernatant IFP35. (A) Primary neurons in ODG conditions for various time points, (B) BV2 microglia cells in ODG conditions for various time points. One-way ANOVA (Dunnett's multiple comparison test) was used. Data are the means±SEM (n=3), *P < 0.05 versus sham.

Figure S2 IFP35 is also expressed in CD31+ endothelial Cells in MCAO mice. The mice were subjected to ischemia for 60 min, followed by various time points of reperfusion. (A&C) Immunofluorescence for detection of IFP35 co-stained with cell type markers by various specific Abs against NeuN and CD31 at 3h and 6h of reperfusion. Representative co-localization is marked with arrows. (B&D) The IFP35 positive cells density was expressed as the number of cells per 1 mm length of cortical cells, counted under a fluorescence microscope. One-way ANOVA (Dunnett's multiple comparison test) was used. Data are the means±SEM (n=3), **P < 0.01, ***P < 0.001, ****P < 0.0001 versus Sham.

Figure S3 Recombinant IFP35 protein is not able to induce or promote neuronal death. Cell viability was detected by CCK8 assay. (A) SH-SY5Y cells in ODG conditions for 48 hours, (B) Primary neurons cells in ODG conditions for 48 hours. Two-tailed independent Student’s t-test was used. Data are the means±SEM (n=6), N.S. means no significance. 

Figure S4 Schematic diagram of experimental protocol in this study.
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