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Figure 1 Experimental protocol of the rat model.



Western-bolt reports (PARTONE)

1. Experimental instruments and reagents

ITEM NO Manufacturer or brand

Color predye protein

molecular weight
P0069 Posterity And Perplexity

BCA Protein Concentration

Assay Kit (50T)
PC0020-500

Beijing Solaibao Technology Co.,

LTD

ECL发光试剂 34080 Thermo

5×蛋白上样缓冲液 P1041
Beijing Solaibao Technology Co.,

LTD

PVDF膜（0.22um） ISEQ00010 Millipore

β-actin antibody ab8226 abcam

Anti-alpha smooth muscle

Actin antibody
Ab124964 abcam

Anti-NG2 antibody Ab275024 abcam

PDGFRβ antibody MA00096 Boster

2. Experimental steps

Sample preparation

The tissue samples were added with protein lysate containing PMSF, and the samples were placed on ice

for 20 min, centrifuged at 12 000 rpm at 4℃ for 20 min, and 400 μL of the superalbumin solution was

taken into an EP tube.

Sample protein determination and denaturation

The total protein concentration was detected by BCA protein assay. Take 5 μL sample and dilute it 20

times with three steaming water, mix it well, take 20 μL each of the diluted protein sample and the

standard product, and take 160 μL of the BCAworking liquid, add it into the 96-well protein

determination plate (for 2 repetitions), and place it in the 37℃ incubator for 30 min. Then, the absorbance

of each sample is detected by enzymoleter, and the protein concentration of each sample is calculated.

After the protein sample was diluted with RIPA lysate to the same concentration, the sample was 100 μL

in volume, and the loading buffer was 20μL. Then the sample was fully mixed, denatured in water bath at

98℃ for 5 min, and stored at -80℃ after ice cooling.

Sds-polyacrylamide gel electrophoresis

Protein molecular weight of different configurations of different concentrations of separation glue 10%,



the concentrator is 5%. After the SDS-page glue was completely solidified, the comb was pulled out, the

gel was put into the electrophoresis tank, and the electrophoresis solution was filled. After sampling, the

voltage was stabilized at 90 V for 40 min and the voltage was adjusted to 120 V after the protein Marker

was dispersed. After electrophoresis, the target strip was cut.

Transfer printing

Protein transfer: Prepare 8.5 × 6.5cm PVDF film and 8 × 6cm filter paper. After marking, soak in the

transfer buffer for 15-30 min. Then fix the filter paper, separation glue, nitrate cellulose film and filter

paper in the splint and remove bubbles in the order from bottom to top. Fill the transfer tank with transfer

liquid and transfer to the cold storage. Transfer conditions: 4℃, 100 V, 90 min.

close

The transferred PVDF membrane protein was placed face-up in 5%Albumin from bovine serum (BSA),

placed in a 40 rpm shaker and closed at room temperature for 2 hours.

Antibody incubation

After closure, PVDF membrane was placed into antibody hybridization box containing primary antibody

(β-actin 1:1000, PDGFRβ 1:1000, α-SMA 1:10000, NG2 1:1000) and incubated overnight at 4℃ in a

shaking table. On the second day, the incubated PVDF membrane was washed with TBST for 3 times, 10

min each time. After cleaning, PVDF membrane was placed into a rabbit two-antibody hybridization box

diluted with l:5000, and incubated at room temperature on a horizontal shaking table for 2 h; If the room

temperature is high, the time can also be shortened appropriately. After the end, also wash with TBST 3

times, 10 min each time.

Antibody conjugated HRP detection

The PVDF film was placed on the transparent film, and the Thermo ECL kit's liquid A and liquid B were

mixed and added to the surface of the film. After standing in the dark for 3 minutes, the luminescent

liquid on the film was removed and placed on the transparent film. A gel imaging system was used for

luminescence detection and strip images were collected.

Strip analysis

Image J analyzed the band gray values to determine the relative content of target protein expression in the

sample.

3. Experimental results
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Western-blot reports (PARTTWO)

1. Experimental instruments and reagents

ITEM NO Manufacturer or brand

PVDF（0.22um） ISEQ00010 Millipore

β-actin antibody ab8226 abcam

Lamin B1 Polyclonal antibody 12987-1-AP Proteintech

Phospho-NF-κB p65 (Ser536)

(93H1) Rabbit mAb
3033 CST

NF-κB p65 (D14E12) XP®

Rabbit mAb
8242 CST

Anti-NG2 antibody Ab275024 abcam

NOX2 Polyclonal antibody 19013-1-AP Proteintech

NOX4 Polyclonal antibody 14347-1-AP Proteintech

Anti-alpha smooth muscle

Actin antibody
Ab124964 abcam

Neurotrophin 3 Polyclonal

antibody
18084-1-AP Proteintech

Anti-Occludin antibody Ab216327 abcam

ZO-1 antibody 21773-1-ap Proteintech

Claudin 5 Polyclonal antibody 29767-1-AP Proteintech

AQP4 antibody 16473-1-AP Proteintech

ITEM NO Manufacturer or brand



β-actin antibody ab8226 abcam

Lamin B1 Polyclonal antibody 12987-1-AP Proteintech

Phospho-NF-κB p65 (Ser536)

(93H1) Rabbit mAb
3033 CST

NF-κB p65 (D14E12) XP®

Rabbit mAb
8242 CST

Anti-NG2 antibody Ab275024 abcam

NOX2 Polyclonal antibody 19013-1-AP Proteintech

NOX4 Polyclonal antibody 14347-1-AP Proteintech

Anti-alpha smooth muscle

Actin antibody
Ab124964 abcam

Neurotrophin 3 Polyclonal

antibody
18084-1-AP Proteintech

Anti-Occludin antibody Ab216327 abcam

ZO-1 antibody 21773-1-ap Proteintech

Claudin 5 Polyclonal antibody 29767-1-AP Proteintech

AQP4 antibody 16473-1-AP Proteintech

2. Experimental steps

As shown in Part I.

3. Experimental results
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6 Physiological data

6.1 Aartery CBF

6.2 Vein CBF

6.3 Capillary CBF

6.4 rCBF of IFX group

7 IF and IHC-P




