Carotid artery vascular stenosis causes the blood-CSF barrier damage and neuroinflammation
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[bookmark: OLE_LINK536][bookmark: OLE_LINK535]Supplementary Table 1. List of antibodies used for immunofluorescence staining (IF), Western blotting (WB) and flow cytometry.

	Antibody
	Host
	Dilution
	Company
	Catalog No.
	Application

	SPAK/OSR1
	Rabbit
	1:200
	Cell Signaling
	2281S
	






IF

	pSPAK/pOSR1
	Rabbit
	1:200
	EMD Millipore
	07-2273
	

	NKCC1(S1c12a2)
NKCC1(S1c12a2)
	Rabbit
Chicken
	1:100
1:100
	BiCell
Novus
	20302
NB100-75623-
	

	pNKCC1
Claudin 1
Claudin 1
Cytokeratin
Claudin 5
E-cadherin
NF-kB p65
pNF-kB p65
GFAP
Alexa anti rabbit 488
Alexa anti rabbit 546
Alexa anti mouse 488
Alexa anti mouse 546
Alexa anti chicken 546
	Rabbit
Rabbit
Rabbit
Mouse
Mouse
Rabbit
Mouse
Rabbit
Mouse
Goat
Goat
Goat
Goat
Goat
	1:200
1:200
1:100
1:200
1:200
1:200
1:200
1:200
1:200
1:1000
1:1000
1:1000
1:1000
1:1000
	EMD Millipore
[bookmark: OLE_LINK155][bookmark: OLE_LINK156]Proteintech
Invitrogen
EMD Millipore
Invitrogen
Proteintech
[bookmark: OLE_LINK157][bookmark: OLE_LINK158][bookmark: OLE_LINK159]Santa Cruz
Cell Signaling
Cell Signaling
Invitrogen
Invitrogen
Invitrogen
Invitrogen
Invitrogen
	ABS1004
13050-1-AP
71-7800
C2562
35-2500
20874-1-AP
SC-8008
3033S
A11008
A11035
A21121
A11003
A11040
	

	SPAK/OSR1

pSPAK/pOSR1

NKCC1(T4)
pNKCC1
NF-κB p65
pNF-κB p65
Claudin 1
Actin
	Rabbit 

Rabbit

Mouse
Rabbit
Rabbit
Mouse
Rabbit
Mouse
	1:300

1:300

1:3000
1:300
1:1000
1:250
1:500
1:5000
	Taiwan National University 
Taiwan National University
DSHB
[bookmark: OLE_LINK183][bookmark: OLE_LINK184]MilliporeSigma
Cell Signaling
Santa Cruz
EMD Millipore
Sigma
	



T4
[bookmark: OLE_LINK185][bookmark: OLE_LINK186]ABS1004
8242
sc-136548
[bookmark: OLE_LINK164][bookmark: OLE_LINK165]51-9000
A1978
	



WB

	BUV395-CD11b

	Rat
	1:100(ChP)
1:400(Cortex)
	BD Biosciences
	563553
	



Flow Cytometry

	APC-CD45

BV421- CD3ε

PE-Cy7-CD206

	Rat

Mouse

Rat
	1:100(ChP)
1:400(Cortex)
1:100(ChP)
1:400(Cortex)
1:100(ChP)
1:400(Cortex)
	BioLegend

BioLegend

Invitrogen
	103111

100335

25-2061-824
	

	PerCP/Cy5.5-Ly6G
	Rat
	1:100(ChP)
1:400(Cortex)
	BioLegend
	127615
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Figure S1. 	BCAS induced changes in rCBF in female mice.
[bookmark: OLE_LINK151][bookmark: OLE_LINK152]A. Representative periCam PSI images by a two-dimensional laser speckle contrast analysis system (PSI analysis) of regional cerebral blood flow (rCBF) before, 10 min, 3 days, 7 days, 14 days, and 28 days after Sham or BCAS surgery in C57/BL6J females (8-10 weeks old). Dashed circle: region of interest (ROI). B. Quantification analysis of cerebral hemisphere rCBF. Data are expressed as mean ± SD. n = 2-10 mice per group. *p < 0.05, ***p < 0.001 vs. Sham. One sample t test. The reasons for short transient reduction in rCBF in female mice than male mice are not clear. Estrogen levels in female mice may lead to the faster recovery of rCBF post-BCAS (Liu F. et al., J Cereb Blood Flow Metab, 2009) (Weng Z. et al., J Neurosci, 2023). C. Quantification analysis of frontal cortex rCBF in female. Data are expressed as mean ± SD. n = 2-10 mice per group. *p < 0.05 vs. Sham. One sample t test. D. Quantification analysis of cerebellum rCBF in female. Data are expressed as mean ± SD. n = 2-10 mice per group. **p < 0.01 vs. Sham. One sample t test. E. Quantitative analysis of rCBF in cerebral hemispheres of male and female mice. Data are expressed as mean ± SD. n = 2-10 mice per group in female and n=5-8 mice per group in male. p >0.05. Two-way ANOVA
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Figure S2. 	Negative control data for immunostaining
Representative confocal images of mouse LVCP stained with the following secondary antibodies and under identical confocal microscopy settings: Goat anti-rabbit Alexa 546, Goat anti-rabbit Alexa 488, Goat anti-mouse Alexa 546 and Goat anti-mouse Alexa 488 Goat anti-chicken Alexa 546at 1:1000.
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Figure S3. 	Changes of GFAP+ cells in the optic nerves in BCAS mice.
[bookmark: _Hlk173234041]A. Representative immunofluorescent staining image of GFAP+ cell in the optic nerve in Sham or BCAS mice at 4 wks post-surgery. B. Quantification summary. Data are mean ± SD (n = 5 mice per group). *p < 0.05, ***p < 0.001. One Sample t-test. Unpaired t-test.


[image: ]
Figure S4. 	Immunoblotting analysis of LVCP  SPAK-NKCC1 complex proteins, claudin-1, and NF-kB proteins
A. Representative immunoblots of total SPAK and pSPAK proteins expression in LVCP of Sham, BCAS+Veh, or BCAS+ZT-1a mice at 4 wks post-surgery. B. Quantification analysis of immunoblots of total SPAK and pSPAK proteins. Data are mean ± SD (n =4 mice per group). p > 0.05. One-way analysis of variance (ANOVA). C. Representative immunoblots of NKCC1 (total and phosphorylated) and claudin-1 protein expression. D. Quantification analysis of immunoblots of NKCC1(total and phosphorylated) and claudin-1. Data are mean ± SD (n =3 mice per group). p > 0.05. One-way analysis of variance (ANOVA). E. Representative immunoblots of NF-kB protein expression. F. Quantification analysis of immunoblots of NF-kB protein. Data are mean ± SD (n =4-5 mice per group). p > 0.05. One-way analysis of variance (ANOVA).
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[bookmark: OLE_LINK217][bookmark: OLE_LINK218]Figure S5. 	BCAS increases immune cell activation in cerebral cortex and peri-ventricle regions. 
A. Representative images of immunofluorescent staining of Iba1+ cells in cortex, peri-ventricle, and ChP of Sham or BCAS mice at 4 wks after surgery. Arrowheads: Representative expression of Iba1+ cell. B. Representative binary images of immunofluorescent images used for the unbiased semi-automatic quantification of Iba1+ cell. C. Quantification summary. Data are expressed as mean ± SD. n =5 mice brains. *p < 0.05, **p<0.01. One Sample t-test. Unpaired t-test.
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Figure S6. 	Flow cytometry gating plots of immune cell infiltration in cerebral hemisphere and ChP at 4 wks post-surgery
A. Representative flow cytometric gating plots of CD11b+CD45+hi/CD206 cells in cerebral hemisphere at 4 wks post-surgery. B. Representative flow cytometric gating plots of CD11b+CD45+lo/CD206 cells in cerebral hemisphere at 4 wks post-surgery. C. Representative flow cytometric gating plots of CD11b+CD45+/Ly6G+ neutrophils in cerebral hemisphere at 4 wks post-surgery. D. Representative flow cytometric gating plots of CD3+ lymphocyte cells in cerebral hemisphere at 4 wks post-surgery. E. Representative flow cytometric gating plots of CD11b+CD45+hi/CD206 cells in LVCP. F. Representative flow cytometric gating plots of CD11b+CD45+lo/CD206 cells in LVCP. G. Representative flow cytometric plots of CD11b+CD45+/Ly6G+ neutrophils in LVCP. H. Representative flow cytometric gating plots of CD3+ lymphocytes in LVCP. 


[image: ]
Figure S7. 	Flow cytometry gating plots of immune cell infiltration in cerebral hemisphere and ChP at 8 wks post-surgery 
[bookmark: _GoBack]A. Representative flow cytometric gating plots of CD11b+CD45+hi/CD206 cells in cerebral hemisphere at 8 wks post-surgery. B. Representative flow cytometric gating plots of CD11b+CD45+lo/CD206 cells in cerebral hemisphere. C. Representative flow cytometric gating plots of CD11b+CD45+/Ly6G+ neutrophils in cerebral hemisphere. D. Representative flow cytometric gating plots of CD3+ lymphocyte cells in cerebral hemisphere. E. Representative flow cytometric gating plots of CD11b+CD45+hi/CD206 cells in LVCP. F. Representative flow cytometric gating plots of CD11b+CD45+lo/CD206 cells in LVCP. G. Representative flow cytometric gating plots of CD11b+CD45+/Ly6G+ neutrophils in LVCP. H. Representative flow cytometric gating plots of CD3+ lymphocyte cells in LVCP. 
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