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No sample size was performed. Sample size was chosen based on prior experience yielding reasonable standard deviation.

Exclusion criteria in mice were performed: (1) mice with a CBF reduction of less than 70% were excluded from further assessments; (2) no
neurological deficits at 3h after MCAO/R; (3) postmortem examination shows subarachnoid hemorrhage.

All experiments were repeated multiple times (at least 3) and the results were found to be reproducible

Animals were randomized into the treatment groups

Blinding was used in Animal behavior tests.

AKT (1:1000,4691, CST, USA), phospho-AKT (1:1000, 4046S, CST), phospho-p44/42 MAPK (Erk1/2) (Thr202/Tyr204) (1:1000, 4370S,
CST), p44/42 MAPK (Erk1/2) (1:1000,4695S, CST), p38 MAPK (1:1000,8690S, CST), phospho-p38 MAPK (Thr180/Tyr182) (1:1000,
4511S, CST), NF-#B p65 (1:1000,8242S, CST), phospho-NF-#B p65 (Ser536) (1:1000,3033S, CST), I#B" (L35A5) Mouse mAb (1:1000,
4814S, CST), phospho-I#B" (Ser32) (1:1000,2859S, CST), PI3 kinase p85" (1:1000,11889S, CST), phospho-PI3 kinase p85 (Tyr458)/p55
(Tyr199) ( 1:1000, 17366S, CST), anti-IBA1 (1:400, 019-19741, WAKO, Japan), anti-NeuN (1:400, ab177487, Abcam, USA),PE Rat anti-
Mouse CD45 (553081, BD Biosciences), FITC anti-mouse F4/80 antibody (123108, Biolegend), PerCP-Cyanine5.5 CD11b antibody
(45-0112-82, Invitrogen), and APC anti-mouse I-A/I-E antibody (107614, Biolegend).

Antibodies were used according to the manufacturers' specifications.

HT22 and BV2 cell lines were Mus musculus (mouse) calvaria.Primary cortical neurons (1.0 × 105 cells per well in poly-L-
lysine-coated 24-well plate) were obtained from fetal C57BL/6 mice of embryonic day 16–17.5.mixed glial cultures were
isolated from WT mice at postnatal day 1–3.

HT22 and BV2 cell lines were purchased from ATCC.

All cell lines tested negative for mycoplasma

N/A.
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Ethics oversight

Note that full information on the approval of the study protocol must also be provided in the manuscript.
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Adult male C57/BL6J mice weighing 22–25 g (8-10 weeks) were obtained from Xiamen University Laboratory Animal Center.

Study did not involve samples collected from the field.

This study were designed and conducted in accordance with the approval of the Institutional Animal Care and Use Committee of
Xiamen University, China (Animal Ethics no.: XMULAC20200122).

Single-cell suspensions from the brain were prepared after the removal of red blood cells by ammonium-chloride-potassium
(ACK) lysis buffer and isolated leukocytes in brains by 30%, 37%, 70% Percoll (GE Healthcare) density gradient centrifugation,
respectively. Cell numbers were counted by a Coulter counter (Thermo Fisher). Cells were washed with buffer (PBS with 0.5%
bovine serum albumin and 0.02% sodium azide) three times and subsequently stained with fluorochrome-conjugated
monoclonal antibodies.

Flow Cytometry (CytoFLEX S).

CytoFLEX S and Flowjo 10.

80%~98% cells in total were collected. Total microglia (3%`7%) were identified as CD45+F4/80, M1-like microglia were
identified as CD45+F4/80+CD11b+MHCII+.

Using the sham group lower expression of CD45+F4/80+CD11b+MHCII+ as negative control.

MCAO/R mice were treated with VK (300 µg/mL, i.p.) at 0, 4, 22.5, 46.5 h. Mice were deeply anesthetized with 1.5%
isoflurane in a mixture of 30% O2 and 69% N2O. The magnetic resonance imaging (MRI) experiments were performed
on a horizontal bore 9.4 Tesla scanner operating on a Bruker Avance platform (Bruker 9.4T Biospec).

-The time-of-flight MRA (TOF-MRA):7 minutes

-Diffusion-weighted images(DWI): 3 minutes.

-T2-weighted imaging: 20 minutes.

Variables:area,volume,gray value.

All data are expressed as mean±s.d.

Diffusion,perusion and structural.

9.4 Tesla scanner

Field of view=30*30 mm, matrix size=256 *256, echo time 3=33 ms, repetition time =3500 ms.




