FDCA attenuates neuronal ferroptosis and reduces hemorrhagic transformation after ischemic stroke with high glucose
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Figure S1. The images of the entire gel by Western Blotting.
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Table S1. Analysis of normality and homogeneity of variance for all data.
1. Result 1
	Normality Test

	
	Group
	Shapiro-Wilk

	
	
	Statistics
	Degree of Freedom
	Significance

	Hemorrhagic Score
	FDCA (10 mg/kg)
	.866
	6
	.212

	
	FDCA (3 mg/kg)
	.907
	6
	.415

	
	Sham
	.
	6
	.

	
	Vehicle
	.866
	6
	.212

	Hemorrhage area (%)
	FDCA (10 mg/kg)
	.789
	6
	.047

	
	FDCA (3 mg/kg)
	.949
	6
	.733

	
	Sham
	.
	6
	.

	
	Vehicle
	.800
	6
	.059

	Longa test
	FDCA (10 mg/kg)
	.640
	6
	.001

	
	FDCA (3 mg/kg)
	.
	6
	.

	
	Sham
	.
	6
	.

	
	Vehicle
	.683
	6
	.004

	Modified Garcia scores
	FDCA (10 mg/kg)
	.927
	6
	.554

	
	FDCA (3 mg/kg)
	.822
	6
	.091

	
	Sham
	.
	6
	.

	
	Vehicle
	.709
	6
	.008

	Hemoglobin content index
	FDCA (10 mg/kg)
	.913
	6
	.456

	
	FDCA (3 mg/kg)
	.861
	6
	.192

	
	Sham
	.891
	6
	.322

	
	Vehicle
	.918
	6
	.493

	*. This is the lower limit of true significance.

	a. Riley's significance correction


 
 



	Test of Homogeneity of Variances

	
	Levene Statistic
	Degree of Freedom 1 (df1)
	Degree of Freedom 2 (df2)
	 Significance

	Hemorrhagic Score
	Based on the mean
	5.620
	3
	28
	.004

	
	Based on the median
	2.034
	3
	28
	.132

	
	Based on the median with adjusted degrees of freedom
Based on the trimmed mean
	2.034
	3
	15.832
	.150

	
	Based on the trimmed mean
	5.585
	3
	28
	.004

	Hemorrhage area (%)
	Based on the mean
	5.629
	3
	28
	.004

	
	Based on the median
	3.899
	3
	28
	.019

	
	Based on the median with adjusted degrees of freedom
Based on the trimmed mean
	3.899
	3
	20.256
	.024

	
	Based on the trimmed mean
	5.245
	3
	28
	.005

	Longa test
	Based on the mean
	12.003
	3
	28
	.000

	
	Based on the median
	4.298
	3
	28
	.013

	
	Based on the median with adjusted degrees of freedom
Based on the trimmed mean
	4.298
	3
	13.093
	.026

	
	Based on the trimmed mean
	9.810
	3
	28
	.000

	Modified Garcia scores
	Based on the mean
	2.930
	3
	28
	.051

	
	Based on the median
	2.291
	3
	28
	.100

	
	Based on the median with adjusted degrees of freedom
Based on the trimmed mean
	2.291
	3
	15.015
	.120

	
	Based on the trimmed mean
	2.640
	3
	28
	.069

	Hemoglobin content index
	Based on the mean
	6.146
	3
	20
	.004

	
	Based on the median
	5.467
	3
	20
	.007

	
	Based on the median with adjusted degrees of freedom
Based on the trimmed mean
	5.467
	3
	8.040
	.024

	
	Based on the trimmed mean
	5.958
	3
	20
	.004


 
In Result 1, only the modified Garcia scores conformed to the normality analysis, so the One-way analysis was used; The non-parametric tests were applied to all other indicators.
 
2. Result 2
 
	[bookmark: OLE_LINK1][bookmark: OLE_LINK2]Normality Test

	
	Group
	Shapiro-Wilk

	
	
	Statistics
	Degree of Freedom
	Significance

	Hemorrhagic Score
	Sham
	.
	6
	.

	
	Vehicle
	.683
	6
	.004

	
	F (7.875 mg/kg)
	.908
	6
	.421

	
	DCA (3.6 mg/kg)
	.770
	6
	.031

	
	F(7.875 mg/kg）)+DCA(3.6 mg/kg)
	.767
	6
	.029

	
	FDCA(10 mg/kg)
	.866
	6
	.212

	Hemorrhage area (%)
	Sham
	.
	6
	.

	
	Vehicle
	.873
	6
	.239

	
	F(7.875 mg/kg)
	.886
	6
	.299

	
	DCA(3.6 mg/kg)
	.930
	6
	.583

	
	F(7.875 mg/kg)+DCA(3.6 mg/kg)
	.824
	6
	.095

	
	FDCA(10 mg/kg)
	.812
	6
	.076

	Longa test
	Sham
	.
	6
	.

	
	Vehicle
	.640
	6
	.001

	
	F(7.875 mg/kg)
	.496
	6
	.000

	
	DCA(3.6 mg/kg)
	.496
	6
	.000

	
	F(7.875 mg/kg)+DCA(3.6 mg/kg)
	.496
	6
	.000

	
	FDCA(10 mg/kg)
	.640
	6
	.001

	Modified Garcia Score
	Sham
	.
	6
	.

	
	Vehicle
	.751
	6
	.020

	
	F(7.875 mg/kg)
	.960
	6
	.820

	
	DCA(3.6 mg/kg)
	.927
	6
	.557

	
	F(7.875 mg/kg)+DCA(3.6 mg/kg)
	.866
	6
	.212

	
	FDCA(10 mg/kg)
	.866
	6
	.212

	Hemoglobin content index
	Sham
	.986
	6
	.976

	
	Vehicle
	.985
	6
	.973

	
	F(7.875 mg/kg)
	.917
	6
	.481

	
	DCA(3.6 mg/kg)
	.978
	6
	.940

	
	F(7.875 mg/kg)+DCA(3.6 mg/kg)
	.955
	6
	.777

	
	FDCA(10 mg/kg)
	.910
	6
	.434

	*. This is the lower limit of true significance.

	a. Riley's significance correction


 
 
 





 
	Test of Homogeneity of Variances

	
	Levene Statistic
	Degree of Freedom 1 (df1)
	Degree of Freedom 2 (df2)
	 Significance

	Hemorrhagic Score
	Based on the mean
	8.388
	5
	47
	.000

	
	Based on the median
	4.163
	5
	47
	.003

	
	Based on the median with adjusted degrees of freedom
Based on the trimmed mean
	4.163
	5
	32.324
	.005

	
	Based on the trimmed mean
	8.264
	5
	47
	.000

	Hemorrhage area (%)
	Based on the mean
	4.741
	5
	47
	.001

	
	Based on the median
	2.262
	5
	47
	.064

	
	Based on the median with adjusted degrees of freedom
Based on the trimmed mean
	2.262
	5
	33.913
	.070

	
	Based on the trimmed mean
	4.420
	5
	47
	.002

	Longa test
	Based on the mean
	8.147
	5
	47
	.000

	
	Based on the median
	1.764
	5
	47
	.139

	
	Based on the median with adjusted degrees of freedom
Based on the trimmed mean
	1.764
	5
	27.792
	.153

	
	Based on the trimmed mean
	7.075
	5
	47
	.000

	Modified Garcia Score
	Based on the mean
	5.545
	5
	47
	.000

	
	Based on the median
	3.552
	5
	47
	.008

	
	Based on the median with adjusted degrees of freedom
Based on the trimmed mean
	3.552
	5
	30.175
	.012

	
	Based on the trimmed mean
	5.439
	5
	47
	.000

	Hemoglobin content index
	Based on the mean
	4.261
	5
	30
	.005

	
	Based on the median
	4.112
	5
	30
	.006

	
	Based on the median with adjusted degrees of freedom
Based on the trimmed mean
	4.112
	5
	14.434
	.016

	
	Based on the trimmed mean
	4.256
	5
	30
	.005


 
In Result 2, none of the data simultaneously meets the assumptions of normality and homogeneity of variance; therefore, non-parametric analysis was applied to all indicated data.
 
 
 
3. Result 3-5
 
	Normality Test

	
	Group
	Shapiro-Wilk

	
	
	Statistics
	Degree of Freedom
	Significance

	Iron positive cells
	FDCA
	.821
	3
	.166

	
	Sham
	.865
	3
	.281

	
	Vehicle
	.817
	3
	.156

	MDA level
	FDCA
	.991
	3
	.818

	
	Sham
	.999
	3
	.937

	
	Vehicle
	.763
	3
	.060

	LPO level
	FDCA
	.811
	3
	.141

	
	Sham
	.947
	3
	.555

	
	Vehicle
	.985
	3
	.765

	Total GSH level
	FDCA
	.786
	3
	.082

	
	Sham
	.867
	3
	.288

	
	Vehicle
	.828
	3
	.183

	ACSL4/β-actin
	FDCA
	.976
	3
	.705

	
	Sham
	.932
	3
	.497

	
	Vehicle
	.930
	3
	.488

	GPX4/β-actin
	FDCA
	.937
	3
	.516

	
	Sham
	.939
	3
	.522

	
	Vehicle
	.823
	3
	.169

	p-MYPT1/β-actin
	FDCA
	.931
	3
	.494

	
	Sham
	.987
	3
	.784

	
	Vehicle
	.844
	3
	.225

	p-PDH/β-actin
	FDCA
	.937
	3
	.516

	
	Sham
	.945
	3
	.546

	
	Vehicle
	.892
	3
	.362

	ACSL4+ of NeuN+
	FDCA
	.940
	3
	.527

	
	Sham
	.997
	3
	.890

	
	Vehicle
	.999
	3
	.945

	GPX4+ of NeuN+
	FDCA
	.925
	3
	.469

	
	Sham
	.996
	3
	.874

	
	Vehicle
	1.000
	3
	.972

	a. Riley's significance correction


 
	Test of Homogeneity of Variances

	
	Levene Statistic
	Degree of Freedom 1 (df1)
	Degree of Freedom 2 (df2)
	 Significance

	Iron positive cells
	Based on the mean
	11.692
	2
	6
	.09

	
	Based on the median
	1.028
	2
	6
	.413

	
	Based on the median with adjusted degrees of freedom
Based on the trimmed mean
	1.028
	2
	2.198
	.484

	
	Based on the trimmed mean
	9.606
	2
	6
	.013

	MDA level
	Based on the mean
	2.619
	2
	15
	.106

	
	Based on the median
	2.435
	2
	15
	.121

	
	Based on the median with adjusted degrees of freedom
Based on the trimmed mean
	2.435
	2
	9.823
	.138

	
	Based on the trimmed mean
	2.614
	2
	15
	.106

	LPO level
	Based on the mean
	.377
	2
	15
	.692

	
	Based on the median
	.352
	2
	15
	.709

	
	Based on the median with adjusted degrees of freedom
Based on the trimmed mean
	.352
	2
	10.074
	.712

	
	Based on the trimmed mean
	.376
	2
	15
	.693

	Total GSH level
	Based on the mean
	.945
	2
	15
	.411

	
	Based on the median
	.595
	2
	15
	.564

	
	Based on the median with adjusted degrees of freedom
Based on the trimmed mean
	.595
	2
	9.081
	.572

	
	Based on the trimmed mean
	.833
	2
	15
	.454

	ACSL4/β-actin
	Based on the mean
	.939
	2
	9
	.426

	
	Based on the median
	.463
	2
	9
	.643

	
	Based on the median with adjusted degrees of freedom
Based on the trimmed mean
	.463
	2
	4.242
	.658

	
	Based on the trimmed mean
	.825
	2
	9
	.469

	GPX4/β-actin
	Based on the mean
	1.705
	2
	9
	.236

	
	Based on the median
	.717
	2
	9
	.514

	
	Based on the median with adjusted degrees of freedom
Based on the trimmed mean
	.717
	2
	5.464
	.529

	
	Based on the trimmed mean
	1.543
	2
	9
	.265

	p-MYPT1/β-actin
	Based on the mean
	1.267
	2
	9
	.328

	
	Based on the median
	.358
	2
	9
	.709

	
	Based on the median with adjusted degrees of freedom
Based on the trimmed mean
	.358
	2
	5.582
	.714

	
	Based on the trimmed mean
	1.023
	2
	9
	.398

	p-PDH/β-actin
	Based on the mean
	11.784
	2
	9
	.006

	
	Based on the median
	11.264
	2
	9
	.004

	
	Based on the median with adjusted degrees of freedom
Based on the trimmed mean
	11.264
	2
	4.832
	.015

	
	Based on the trimmed mean
	11.777
	2
	9
	.003

	ACSL4+ of NeuN+
	Based on the mean
	2.882
	2
	6
	.133

	
	Based on the median
	1.191
	2
	6
	.367

	
	Based on the median with adjusted degrees of freedom
Based on the trimmed mean
	1.191
	2
	3.434
	.405

	
	Based on the trimmed mean
	2.749
	2
	6
	.142

	GPX4+ of NeuN+
	Based on the mean
	2.146
	2
	6
	.198

	
	Based on the median
	.549
	2
	6
	.604

	
	Based on the median with adjusted degrees of freedom
Based on the trimmed mean
	.549
	2
	3.019
	.626

	
	Based on the trimmed mean
	1.992
	2
	6
	.217


 
The Results 3–5 all meet the assumptions of normality and homogeneity of variance.
 
 
4. Result 6
 4.1

	Normality Test

	
	Group
	Shapiro-Wilk

	
	
	Statistics
	Degree of Freedom
	Significance

	LDH release
	CN
	.900
	4
	.430

	
	RSL3(0.5
	.916
	4
	.515

	
	RSL3(1 μM)
	.991
	4
	.962

	
	RSL3(2 μM)
	.821
	4
	.145

	
	RSL3(5 μM)
	.908
	4
	.471

	a. Riley's significance correction

	


 
	Test of Homogeneity of Variances

	
	Levene Statistic
	Degree of Freedom 1 (df1)
	Degree of Freedom 2 (df2)
	 Significance

	LDH release
	Based on the mean
	3.328
	4
	15
	.039

	
	Based on the median
	1.427
	4
	15
	.273

	
	Based on the median with adjusted degrees of freedom
Based on the trimmed mean
	1.427
	4
	5.611
	.337

	
	Based on the trimmed mean
	2.957
	4
	15
	.055


 
4.2
 
	Normality Test

	
	Group
	Shapiro-Wilk

	
	
	Statistics
	Degree of Freedom
	Significance

	LDH release
	CN
	.878
	3
	.317

	
	FDCA(1 μM)
	.771
	3
	.058

	
	FDCA(2.5 μM)
	.999
	3
	.929

	
	FDCA(5 μM)
	.842
	3
	.220

	
	RSL3
	.928
	3
	.480

	a. Riley's significance correction

	


 
	Test of Homogeneity of Variances

	
	Levene Statistic
	Degree of Freedom 1 (df1)
	Degree of Freedom 2 (df2)
	 Significance

	LDH release
	Based on the mean
	1.456
	4
	10
	.286

	
	Based on the median
	.574
	4
	10
	.688

	
	Based on the median with adjusted degrees of freedom
Based on the trimmed mean
	.574
	4
	7.309
	.690

	
	Based on the trimmed mean
	1.383
	4
	10
	.308


 
4.3
 
	Normality Test

	
	Group
	Shapiro-Wilk

	
	
	Statistics
	Degree of Freedom
	Significance

	LPO level
	CN
	.755
	3
	.011

	
	RSL3
	.988
	3
	.786

	
	RSL3+FDCA
	.991
	3
	.816

	MDA level
	CN
	.934
	3
	.504

	
	RSL3
	.986
	3
	.777

	
	RSL3+FDCA
	.978
	3
	.716

	Total GSH level
	CN
	.821
	3
	.166

	
	RSL3
	.991
	3
	.822

	
	RSL3+FDCA
	.900
	3
	.384

	ACSL4/β-actin
	CN
	.979
	3
	.725

	
	RSL3
	.895
	3
	.371

	
	RSL3+FDCA
	.998
	3
	.920

	GPX4/β-actin
	CN
	.844
	3
	.225

	
	RSL3
	.811
	3
	.142

	
	RSL3+FDCA
	.796
	3
	.106

	p-MYPT1/β-actin
	CN
	.982
	3
	.743

	
	RSL3
	.909
	3
	.416

	
	RSL3+FDCA
	.774
	3
	.053

	p-PDH/β-actin
	CN
	.773
	3
	.052

	
	RSL3
	.972
	3
	.680

	
	RSL3+FDCA
	.995
	3
	.859

	a. Riley's significance correction


 
	Test of Homogeneity of Variances

	
	Levene Statistic
	Degree of Freedom 1 (df1)
	Degree of Freedom 2 (df2)
	 Significance

	LPO level
	Based on the mean
	2.788
	2
	9
	.114

	
	Based on the median
	2.711
	2
	9
	.120

	
	Based on the median with adjusted degrees of freedom
Based on the trimmed mean
	2.711
	2
	8.302
	.124

	
	Based on the trimmed mean
	2.782
	2
	9
	.115

	MDA level
	Based on the mean
	.807
	2
	9
	.476

	
	Based on the median
	.720
	2
	9
	.513

	
	Based on the median with adjusted degrees of freedom
Based on the trimmed mean
	.720
	2
	7.887
	.516

	
	Based on the trimmed mean
	.806
	2
	9
	.476

	Total GSH level
	Based on the mean
	11.806
	2
	9
	.003

	
	Based on the median
	10.224
	2
	9
	.005

	
	Based on the median with adjusted degrees of freedom
Based on the trimmed mean
	10.224
	2
	5.270
	.015

	
	Based on the trimmed mean
	11.783
	2
	9
	.003

	ACSL4/β-actin
	Based on the mean
	.863
	2
	6
	.468

	
	Based on the median
	.669
	2
	6
	.547

	
	Based on the median with adjusted degrees of freedom
Based on the trimmed mean
	.669
	2
	4.902
	.553

	
	Based on the trimmed mean
	.853
	2
	6
	.472

	GPX4/β-actin
	Based on the mean
	.767
	2
	6
	.505

	
	Based on the median
	.083
	2
	6
	.921

	
	Based on the median with adjusted degrees of freedom
Based on the trimmed mean
	.083
	2
	5.436
	.921

	
	Based on the trimmed mean
	.639
	2
	6
	.560

	p-MYPT1/β-actin
	Based on the mean
	2.020
	2
	6
	.213

	
	Based on the median
	.159
	2
	6
	.857

	
	Based on the median with adjusted degrees of freedom
Based on the trimmed mean
	.159
	2
	3.562
	.859

	
	Based on the trimmed mean
	1.702
	2
	6
	.260

	p-PDH/β-actin
	Based on the mean
	2.484
	2
	6
	.164

	
	Based on the median
	1.088
	2
	6
	.395

	
	Based on the median with adjusted degrees of freedom
Based on the trimmed mean
	1.088
	2
	3.389
	.431

	
	Based on the trimmed mean
	2.373
	2
	6
	.174


 
[bookmark: _GoBack]In Result 6, the detection of lactate dehydrogenase (LDH) and the determination of total glutathione (GSH) content under the modeling conditions did not meet the assumption of homogeneity of variance, while the detection of lipid peroxide (LPO) did not meet the assumption of normality. Non-parametric tests were used for indicated analysis.
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