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Table 1. ARRIVE guideline checklist.
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Table 2 The number of C57BL/6J mice used in the animal experiment.
	Groups
	Sham
+
Vehicle
	MCAO/R
+
Vehicle
	MCAO/R
+
MCP 200 mg/kg/d
	MCAO/R
+
MCP 400 mg/kg/d
	MCAO/R
+
MCP 800 mg/kg/d

	Mice in each group
	9
	18
	18
	18
	18

	Failed to establish model
	0
	3
	2
	5
	2

	Dead
	0
	6
	7
	4
	7

	Neurological deficit scoring
	9
	9
	9
	9
	9

	Infarction size (TTC staining)
Brain water content
	3
	3
	3
	3
	3

	Immunohistochemistry
	3
	3
	3
	3
	3

	Western blot assays
	3
	3
	3
	3
	3


MCAO/R indicates middle cerebral artery occlusion/reperfusion; MCP, modified citrus pectin; TTC, 2,3,5-triphenyltetrazolium chloride.


Table 3. Numerical data for MCP pretreatment with 7 days showing effects of MCP on neurological deficit scoring and infarction size of C57BL/6J mice at 1 day after MCAO/R operation in the preliminary study.
	Group
	Number of animals
	Neurological deficit scoring
	Infarction size

	MCAO/R + Vehicle
	1
	3
	54.83%

	MCAO/R + 200 mg/kg/d MCP
	1
	2
	34.34%

	MCAO/R + 400 mg/kg/d MCP
	1
	2
	32.22%

	MCAO/R + 800 mg/kg/d MCP
	1
	1
	12.02%


MCAO/R indicates middle cerebral artery occlusion/reperfusion; MCP, modified citrus pectin.

Table 4. Numerical data for MCP treatment with 7 days showing effects of MCP on neurological deficit scoring of C57BL/6J mice at 7 day after MCAO/R operation in the preliminary study.
	Group
	Number of animals
	Neurological deficit scoring

	
	
	Day 1
	Day 3
	Day 5
	Day 7

	MCAO/R + Vehicle
	3
	2.83
	2.33
	2.17
	1.67

	MCAO/R + 200 mg/kg/d MCP
	3
	2.67
	2.33
	2.17
	1.50

	MCAO/R + 400 mg/kg/d MCP
	3
	2.50
	2.33
	1.83
	1.17

	MCAO/R + 800 mg/kg/d MCP
	3
	2.50
	2.00
	1.17
	0.67


MCAO/R indicates middle cerebral artery occlusion/reperfusion; MCP, modified citrus pectin.

Table 5. Numerical data for selection of optimal concentration for MCP in both HT-22 and BV-2 cells through CCK-8 assays in the preliminary study.
	Group
	HT-22 cells
	BV-2 cells

	
	Number of cells
	Cell viability
	Number of cells
	Cell viability

	OGD/R
	5
	100%±0.00%
	5
	100%±0.00%

	OGD/R + 0.1 g/L MCP
	5
	104.38%±14.32%
	5
	102.72%±28.81%

	OGD/R + 0.2 g/L MCP
	5
	105.04%±11.97%
	5
	106.30%±23.87%

	OGD/R + 0.5 g/L MCP
	5
	114.97%±24.64%
	5
	101.29%±14.52%

	OGD/R + 1 g/L MCP
	5
	113.47%±11.19%
	5
	112.94%±20.87%*

	OGD/R + 2 g/L MCP
	5
	121.11%±19.33%
	5
	125.86%±37.86%*

	OGD/R + 5 g/L MCP
	5
	119.73%±9.86%
	5
	130.93%±26.06%*

	OGD/R + 10 g/L MCP
	5
	122.49%±23.05%
	5
	133.25%±31.08%*


OGD/R indicates oxygen-glucose deprivation/reperfusion; MCP, modified citrus pectin.*, compared with OGD/R group, the change of cell viability showed significant difference with P value < 0.05.

Table 6. Numerical data for selection of optimal time for OGD in both HT-22 and BV-2 cells through CCK-8 assays in the preliminary study.
	Group
	HT-22 cells
	BV-2 cells

	
	Number of cells
	Cell viability
	Number of cells
	Cell viability

	OGD 0h
	5
	100%±0.00%
	5
	100%±0.00%

	OGD 2h
	5
	101.78%±16.25%
	5
	99.58%±20.53%

	OGD 4h
	5
	90.58%±14.31%
	5
	84.67%±18.55%

	OGD 6h
	5
	85.37%±9.21%*
	5
	70.40%±14.79%*

	OGD 8h
	5
	69.23%±11.55%*
	5
	62.96%±7.30%*


OGD indicates oxygen-glucose deprivation. *, compared with OGD 0h group, the change of cell viability showed significant difference with P value < 0.05.


Table 7. Numerical data for MCP pretreatment with 7 days showing effects of MCP on neurological deficit scoring, brain water content and infarction size of C57BL/6J mice at 1 day after MCAO/R operation.
	Group
	Neurological deficit scoring
	Brain water content
	Infarction size

	Number of animals per group
	9
	3
	3

	Sham + Vehicle
	0.00±0.00
	78.87%±0.71%
	0.00%±0.00%

	MCAO/R + Vehicle
	2.67±0.50
	83.90%±0.46%
	62.76%±12.18%

	MCAO/R + 200 mg/kg/d MCP
	2.56±0.53
	81.94%±1.05%
	40.35%±1.56%

	MCAO/R + 400 mg/kg/d MCP
	1.89±0.33
	81.69%±1.04%
	29.89%±8.47%

	MCAO/R + 800 mg/kg/d MCP
	1.11±0.60
	80.97%±0.94%
	20.45%±5.94%


MCAO/R indicates middle cerebral artery occlusion/reperfusion; MCP, modified citrus pectin.

Table 8. Numerical data for MCP pretreatment with 7 days showing effects of MCP on TUNEL and FJB positive cells counts per mm2 of C57BL/6J mice at 1 day after MCAO/R operation.
	Group
	Number of animals
	TUNEL+ cells counts
	FJB+ cells counts

	Sham + Vehicle
	3
	59±21
	0±0

	MCAO/R + Vehicle
	3
	795±96
	1100±228

	MCAO/R + 200 mg/kg/d MCP
	3
	516±70
	571±89

	MCAO/R + 400 mg/kg/d MCP
	3
	365±57
	352±55

	MCAO/R + 800 mg/kg/d MCP
	3
	247±36
	142±21


MCAO/R indicates middle cerebral artery occlusion/reperfusion; MCP, modified citrus pectin; TUNEL, Terminal-deoxynucleotidyl Transferase Mediated Nick End Labeling; FJB, Fluoro-Jade B.

Table 9. Numerical data for MCP attenuated neuronal cell viability, injury, and apoptosis in OGD/R model.
	Group
	Number of cells
	Cell viability
	LDH activity
	Cell apoptosis

	Control
	5
	100%±0.00%
	80.661±4.892
	3.38%±0.45%

	OGD/R
	5
	80.75%±8.20%
	310.413±6.942
	14.34%±2.72%

	OGD/R + 1 g/L MCP
	5
	87.30%±13.88%
	275.702±3.967
	10.06%±1.21%

	OGD/R + 2 g/L MCP
	5
	92.91%±11.98%
	239.339±2.496
	7.45%±0.26%

	OGD/R + 4 g/L MCP
	5
	94.09%±16.55%
	161.653±4.545
	7.15%±0.22%


OGD/R indicates oxygen-glucose deprivation/reperfusion; MCP, modified citrus pectin.
Table 10. Numerical data for MCP attenuated neuronal cell viability, injury, and apoptosis in OGD/R model and supernatant .
	Group
	Number of cells
	Cell viability
	LDH activity
	Cell apoptosis

	Control
	5
	100%±0.00%
	85.289±2.624
	6.71%±0.06%

	OGD/R
	5
	49.91%±5.19%
	422.810±4.472
	29.10%±1.94%

	OGD/R + 1 g/L MCP
	5
	56.57%±9.69%
	416.198±3.188
	22.16%±3.44%

	OGD/R + 2 g/L MCP
	5
	64.08%±11.92%
	384.463±4.472
	18.32%±0.41%

	OGD/R + 4 g/L MCP
	5
	77.41%±17.05%
	338.843±3.188
	15.59%±0.27%


OGD/R indicates oxygen-glucose deprivation/reperfusion; MCP, modified citrus pectin.
Table 11. Numerical data for MCP treatment reduced the co-expression of NLRP3 and Iba1 in C57BL/6J mice at 1 day after MCAO/R operation.
	Group
	Number of animals
	NLRP3+ and Iba1+ cells counts per mm2

	Sham + Vehicle
	3
	18±8

	MCAO/R + Vehicle
	3
	87±16

	MCAO/R + 200 mg/kg/d MCP
	3
	73±16

	MCAO/R + 400 mg/kg/d MCP
	3
	64±16

	MCAO/R + 800 mg/kg/d MCP
	3
	32±8


MCAO/R indicates middle cerebral artery occlusion/reperfusion; MCP, modified citrus pectin; NLRP3, NOD-like receptor 3.


Table 12. Numerical data for effects of MCP on NLRP3, cleaved-caspase-1/caspase-1, and IL-1β after MCAO/R injury.
	Group
	Number of animals
	NLRP3
	Cleaved-caspase-1
	Caspase-1
	IL-1β

	Sham + Vehicle
	3
	1.00±0.00
	1.00±0.00
	1.00±0.00
	1.00±0.00

	MCAO/R + Vehicle
	3
	5.77±1.12
	6.98±1.91
	1.06±0.23
	3.10±0.58

	MCAO/R + 200 mg/kg/d MCP
	3
	3.90±1.09
	5.12±1.11
	1.10±0.06
	2.67±0.69

	MCAO/R + 400 mg/kg/d MCP
	3
	2.66±0.40
	2.95±0.34
	1.05±0.05
	1.82±0.23

	MCAO/R + 800 mg/kg/d MCP
	3
	1.60±0.38
	1.49±0.92
	1.04±0.12
	1.44±0.40


MCAO/R indicates middle cerebral artery occlusion/reperfusion; MCP, modified citrus pectin; NLRP3, NOD-like receptor 3.
Table 13. Numerical data for effects of MCP on NLRP3, cleaved-caspase-1/caspase-1, and IL-1β in BV-2 cells after OGD/R.
	Group
	Number of cells
	NLRP3
	Cleaved-caspase-1
	Caspase-1
	IL-1β

	Control
	5
	1.00±0.00
	1.00±0.00
	1.00±0.00
	1.00±0.00

	OGD/R
	5
	4.26±0.33
	4.49±1.07
	0.96±0.09
	4.83±0.87

	OGD/R + 1 g/L MCP
	5
	3.42±0.26
	3.36±0.49
	1.03±0.01
	3.12±0.74

	OGD/R + 2 g/L MCP
	5
	2.36±0.53
	2.34±0.45
	1.03±0.02
	2.46±0.54

	OGD/R + 4 g/L MCP
	5
	1.46±0.29
	1.59±0.25
	1.04±0.04
	1.23±0.35


OGD/R indicates oxygen-glucose deprivation/reperfusion; MCP, modified citrus pectin; NLRP3, NOD-like receptor 3.

Table 14. Numerical data for MCP treatment reduced the co-expression of galectin-3 and Iba1 in C57BL/6J mice at 1 day after MCAO/R operation.
	Group
	Number of animals
	Galectin-3+ and Iba1+ cells counts per mm2

	Sham + Vehicle
	3
	0±0

	MCAO/R + Vehicle
	3
	110±14

	MCAO/R + 200 mg/kg/d MCP
	3
	82±14

	MCAO/R + 400 mg/kg/d MCP
	3
	55±14

	MCAO/R + 800 mg/kg/d MCP
	3
	46±8


MCAO/R indicates middle cerebral artery occlusion/reperfusion; MCP, modified citrus pectin.

Table 15. Numerical data for effects of MCP on TLR4, NF-κB p65, and galectin-3 in cerebral cortex after MCAO/R injury.
	Group
	Number of animals
	Galectin-3
	TLR4
	NF-κB

	Sham + Vehicle
	3
	1.00±0.00
	1.00±0.00
	1.00±0.00

	MCAO/R + Vehicle
	3
	5.64±0.59
	5.76±1.43
	1.96±0.19

	MCAO/R + 200 mg/kg/d MCP
	3
	3.70±0.66
	4.88±1.48
	1.61±0.44

	MCAO/R + 400 mg/kg/d MCP
	3
	2.48±0.40
	3.31±0.95
	1.26±0.25

	MCAO/R + 800 mg/kg/d MCP
	3
	1.45±0.20
	1.73±0.67
	1.09±0.05


MCAO/R indicates middle cerebral artery occlusion/reperfusion; MCP, modified citrus pectin.
Table 16. Numerical data for effects of MCP on TLR4, NF-κB p65, and galectin-3 in BV-2 cells after OGD/R injury.
	Group
	Number of cells
	Galectin-3
	TLR4
	NF-κB

	Control
	5
	1.00±0.00
	1.00±0.00
	1.00±0.00

	OGD/R
	5
	5.68±0.24
	5.76±1.98
	2.36±0.43

	OGD/R + 1 g/L MCP
	5
	3.78±0.84
	4.36±1.21
	2.08±0.36

	OGD/R + 2 g/L MCP
	5
	2.33±0.16
	3.35±0.98
	1.60±0.23

	OGD/R + 4 g/L MCP
	5
	1.34±0.25
	2.20±0.81
	1.19±0.16


OGD/R indicates oxygen-glucose deprivation/reperfusion; MCP, modified citrus pectin.
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Figure 3. The selection of optimal concentration of MCP treatment for OGD/R in

both HT-22 and BV-2 cells through CCK-8 assays. (A) CCK-8 assays in HT-22 cells.

(B) CCK-8 assays in BV-2 cells.
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OGD/R indicates oxygen-glucose deprivation/reperfusion; MCP, modified citrus
pectin, ns, not statistically significant between groups. n = 5 per group. * P<0.05 vs
Control group (OGD/R)
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Figure 4. The selection of optimal time for OGD in both HT-22 and BV-2 cells through

CCK-8 assays. (A) CCK-8 assays in HT-22 cells. (B) CCK-8 assays in BV-2 cells.
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OGD indicates oxygen-glucose deprivation; ns, not statistically significant between groups. n
=5 per group ** P<0.01 and *** P<0.001 vs Control group (0 h)
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Table I. ARRIVE Essental 10.

ARRIVE Essential 10

Study design

Sample size:

Inclusion and
‘exclusion criteria

Randomisation

Outcome measures

Satistical methods

Experimental animals

Experimental procedures

Resuts

6
V

Py

For each experiment, provide brief details of study design including:

2. The groups being compared, including control groups. If no control group has been
used, the rationale should be stated.

b. The experimental unit (e.g. a single animal, litter, or cage of animals).

a. Specify the exact number of experimental units allocated to each group, and the total
number in each experiment. Also indicate the total number of animals used.

b. Explain how the sample size was decided. Provide details of any a priori sample size
calculation, if done.

a. Describe any riteria used for including and excluding animals (or experimental units)
during the experiment, and data points during the analysis. Specify if these criteria were
established a pricri. If no criteria were set. state this explicily.

b. For each experimental group, report any animals, experimencal unis, or data points not
included in the analysis and explain why. If there were no exclusions, state so.

. For each analysis, report the exact value of n in each experimental group.

2. State whether randomisation was used to allocate experimental units to control and
treatment groups. If done, provide the method used to generate the randomisation
sequence.

b. Describe the strategy used to minimise potential confounders such as the order of
treatments and measurements, or animallcage location. If confounders were not
controlled, state this explicidy.

Describe who was aware of the group allocation at the different stages of the experiment
(during the allocation, the conduct of the experiment, the outcome assessment. and
the data analysis).

a. Clearly define all outcome measures assessed (eg., cell death, molecular markers, or
behavioural changes).

b. For hypothesis-testing studies, specify the primary outcome measure, e, the outcome.
meastre that was used t determine the sample size.

a. Provide details of the statistical methods used for each analysis,including software used.

b. Describe any methods used to assess whether the data met the assumptions of the
sttistical approach, and what was done f the assumptions were not met.

a. Provide speciesappropriate details of the animals used, including species, strain and
substrain, sex, age or developmental stage, and, f relevant, weight.

b. Provide further relevant information on the provenance of animals, health/immune
status, genetic modification status, genotype, and any previous procedures.

For each experimental group,including controls, describe the procedures in enough detail
o allow others to replicate them, including:

a. What was done, how it was done, and what was used.

b. When and how often.

. Where (including detil of any acclimatisation periods).

d. Why (provide rationale for procedures).

For each experiment conducted, including independent replications, report:

2. Summarydescriptive statistics for each experimental group, with a measure of vari-
ability where applicable (e.g., mean and D, or median and range).

b. I applicable, the effect size with a confidence interval.

Exphnations and examples for items | to 10 are availble in the Explanation and Elaboration document*” and on the website at hesps//www.

arriveguidelines.org.

Abbreviations: ARRIVE guidelines (Animal Research: Reporting of In Vivo Experiments).
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Table 2. ARRIVE Recommended Set.

Recommended Set

Abstract 11 Provide an accurate summary of the research objectives, animal species, strain and sex,
v key methods, principal findings, and study conclusions.

Background 12 2 Include suffcient scientiic background to undersand the rationale and corcexc for the.
bl Study, and explain the experimental approach.

b. Exphain how the anima species and model used address the scientic bjectives and,
where approprisce, the relevance to human biology.
Objectives 19 Cleay dscib th research quesio,researchobjectives nd, whre spproprise,

specific hypotheses being tested.

Provide the name of the ethical review committee or equivalent that has approved the use
of animals in this study, and any relevant licence or protocol numbers (if applicable). If
ethical approval was not sought or granted, provide a justification.

Ethical statement

Housing and husbandry 15 Provide detils of housing and husbandry conditions, including any environmental
enrichment.
Animal care and moricoring 16 a.Describeay inerventions o stepstaken inthe experimencal potocols o reduce pan,

suffering, and distress.

b. Report any expected or unexpected adverse events.

<. Describe the humane endpoints established for the study, the signs that were moni-
tored, and the frequency of monitoring. If the study did not have humane endpoints,

state this.
Interpretation/scientific 17 a.Interpret the results, taking into account the study objectives and hypotheses, current
implications N theory, and other relevant studies in the literature.

b. Comment on the study limitations, including potential sources of bias, limitations of the
animal model, and imprecision associated with the resuits.

Generalisabiity/translation 18 Comment on whether, and how, the findings of this stuy are liely to generalse to other
N ‘species or experimental conditions, including any relevance to human biology (where

appropriats).
Protocol registration 19 Provide a starement indicating whether a protocol (including the research question, key

design features, and analysis plan) was prepared before the study, and if and where this
protocol was registered.

Data access Y20 Provide a statement describing if and where study dat are availble.
Declaration of interests V2l a Dechre any potental conflicts of interest, including firancial and nonfinancil. If none
exist, this should be stated.

b. List all funding sources (including grant identifier) and the role of the funder(s) in the
design, analysis, and reporting of the swdy.
Togecher with the Essential 10, he Recommen ed Set represents best reporting practce. Explanations and examples for iems || o 21 are avaible in

the Explanation and Eisboration document™ and on the websice hitps//www.rriveguidelinesrg.
Abbreviations: ARRIVE guidelines (Animal Research: Reporting of In Vivo Experiments)
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Figure 1. MCP pretreatment with 7 days showing effects of MCP on infarction size of

C57BL/6Tmice at 1 day after MCAO/R operation.
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MCAO/R indicates middle cerebral artery occlusion/reperfusion; MCP, modified
citrus pectin.
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Figure 2. MCP treatment with 7 days showing effects of MCP on neurological deficit

scoring of C57BL/6J mice at 7 day after MCAO/R operation.

4

3
g ~+~MCAO/R
& -~ MCAO/R+200mg/kg/d MCP
? MCAO/R+400mg/kg/d MCP
4, ——MCAO/R+800mg/kg/d MCP

1 3 5 7
——MCAO/R 233 217 1.67
-=-MCAO/R+200mg/kg/d MCP 2.33 217 1.50

MCAO/R+400mg/kg/d MCP 233 1.83 117
—~—MCAO/R+800mg/kg/d MCP 2.00 117 0.67

Postoperative day

MCAO/R indicates middle cerebral artery occlusion/reperfusion; MCP, modified
citrus pectin.




