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Supplementary Table 1 The primer sequence for RT-qPCR
	Primer
	Sequence (5’-3’)

	β-actin-F (mouse)
	GGCTGTATTCCCCTCCATCG

	β-actin-R (mouse)
	CCAGTTGGTAACAATGCCATGT

	Piezo1-F (mouse)
	CCTGTTACGCTTCAATGCTCT

	Piezo1-R (mouse)
	GTGTAGGCATATCTGAAAGGCAA
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Supplementary Figure 1. Cell type markers. (A) A dot plot illustrates the cell - type markers utilized for distinguishing different cell clusters.
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Supplementary Figure 2. Construction, genotyping and identification of endothelial - specific conditional Piezo1 knockout mice. (A) Model diagram of Piezo1ECKO mice construction. (B) Genotyping results. (C) Piezo1 mRNA expression was significantly reduced in mouse primary brain microvascular endothelial cells from Piezo1ECKO and Piezo1f/f mice by RT-qPCR (n=5 per group). (D) Piezo1 (red) and CD31 (green) localization in brain microvascular endothelial cells from Piezo1ECKO and Piezo1f/f mice were determined by immunofluorescence assays (n=5 per group). Values are expressed as mean±SD. **P < 0.01
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Supplementary Figure 3. Activation of Piezo1 in bEnd.3 cells increases Ca2+ influx. bEnd.3 cells from different groups were loaded with Fluo4-AM. (A) Changes in calcium ion fluorescence signals and quantitative analysis of the MFI of Ca2+ were assessed in the ctrl+shNC, ctrl+shPiezo1, OGD/R+shNC, and OGD/R+shPiezo1 groups (n=4 per group). Scale bar=40μm. (B) Changes in calcium ion fluorescence signals and quantitative analysis of the MFI of Ca2+ were assessed in the ctrl+DMSO, ctrl+Yoda1, OGD/R+DMSO, and OGD/R+Yoda1 groups (n=4 per group). Scale bar=40μm. Values are expressed as mean±SD. *P < 0.05, **P < 0.01
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