Loss of Striatal Bradykinin B2 Receptor Alters Anxiety and Motivational Behaviors in Male Mice
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[image: ]Fig. S1 Striatal B2R deletion modifies hedonic behavior in the sucrose preference test. Sucrose consumption over a 24-h period normalized by body weight in control (CTL) and STΔB2R mice (n = 10 per group). Data are expressed as mean ± SEM. Statistical significance was assessed using Student’s t-test; *p < 0.05

Fig. S2 Voluntary wheel-running performance in mice with striatal B2R ablation. Daily distance traveled (in kilometers, km) across the 7-day experimental period in control (CTL) and STΔB2R mice (n = 7-10 per group). Data are expressed as mean ± SEM. Statistical analysis: Student’s t-test; *p < 0.05; **p < 0.01; ***p < 0.001
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Fig. S3 Lack of co-localization between the dTomato reporter and GFAP or Parvalbumin proteins in the dorsal striatum. A-B) Representative images showing glial fibrillary acidic protein (GFAP) immunofluorescence (green) and dTomato reporter expression (magenta). C-D) Representative images showing parvalbumin immunofluorescence (green) and dTomato reporter expression (magenta). Scale bar: 100 µm (left panels) and 200 µm (right panels). LV: lateral ventricle

Table S1. Summary of statistical analyses for all behavioral and metabolic assays
	Figure
	Sample size
	Statistical test
	P values

	3a
	Control (n = 12)
STΔB2R (n = 10)

	Two-way repeated measures ANOVA
	Time: F(1, 20) = 3.327, P = 0.0831
B2R ablation: F(1, 20) = 0.01931, P = 0.8909
Interaction: F(1, 20) = 1.401, P = 0.2505

	3b
	Control (n = 12)
STΔB2R (n = 10)

	Unpaired two-tailed t-test and Welch’s correction
	t(20) = 1.286, P = 0.2212

	3d
	Control (n = 6)
STΔB2R (n = 3)

	Unpaired two-tailed t-test
	t(7) = 0.5590, P = 0.5936

	4a
	Control (n = 10)
STΔB2R (n = 10)

	Two-way repeated measures ANOVA and Tukey’s multiple comparisons test
	Time: F(4, 180) = 6.548, P < 0.0001
B2R ablation: F(3, 180) = 177.4, P < 0.0001
Interaction: F(12, 180) = 1.168, P = 0.3090
Multiple comparisons (CTL vs STΔB2R)
Day 1: Chow: P = 0.2604; HFD: P = 0.0040
Day 2: Chow: P = 0.9992; HFD: P = 0.7672
Day 3: Chow: P > 0.9999; HFD: P = 0.9987
Day 4: Chow: P = 0.9996; HFD: P = 0.8259
Day 5: Chow: P = 0.9998; HFD: P = 0.9169 

	4b
	Control (n = 10)
STΔB2R (n = 10)

	Two-way repeated measures ANOVA and Sidak’s multiple comparisons test
	Diet intervention: F(1, 20) = 24.70, P < 0.0001
B2R ablation: F(1, 20) = 0.1748, P = 0.6804
Interaction: F(1, 20) = 0.01760, P = 0.8958
Multiple comparisons (CTL vs STΔB2R)
Pre-HFD: P = 0.9150
Post-HFD: P = 0.8873
Multiple comparisons (Pre-HFD vs Post-HFD)
CTL: P = 0.0023
STΔB2R: P = 0.0076

	4c
	Control (n = 10)
STΔB2R (n = 10)

	Two-tailed Mann-Whitney U test
	U(10,10) = 7, P = 0.0005

	4d
	Control (n = 10)
STΔB2R (n = 10)

	Two-way repeated measures ANOVA
	Sucrose intervention: F(1, 20) = 1.163, P = 0.2937
B2R ablation: F(1, 20) = 0.004421, P = 0.9476
Interaction: F(1, 20) = 1.813, P = 0.1933

	5a
	Control (n = 11)
STΔB2R (n = 10)
	Unpaired two-tailed t-test
	t(19) = 0.1446, P = 0.8866

	5b
	Control (n = 11)
STΔB2R (n = 10)
	Unpaired two-tailed t-test
	t(19) = 0.2269, P = 0.8229 

	5c
	Control (n = 11)
STΔB2R (n = 10)
	Unpaired two-tailed t-test
	t(19) = 0.4891, P = 0.6304

	5d
	Control (n = 11)
STΔB2R (n = 10)
	Two-tailed Mann-Whitney U test
	U(10,11) = 40, P = 0.3144

	5e
	Control (n = 11)
STΔB2R (n = 10)
	Unpaired two-tailed t-test
	t(19) = 3.464, P = 0.0026

	5f
	Control (n = 11)
STΔB2R (n = 10)
	Unpaired two-tailed t-test
	t(19) = 2.347, P = 0.0299

	6
	Control (n = 7)
STΔB2R (n = 9)
	Two-way repeated measures ANOVA and Sidak’s multiple comparisons test
	Time: F(1,066, 14,92) = 34.52, P < 0.0001
B2R ablation: F(1, 14) = 12.29, P = 0.0035
Interaction: F(6, 84) = 13.01, P < 0.0001
Multiple comparisons (CTL vs STΔB2R)
Day 1: P = 0.2209
Day 2: P = 0.0754
Day 3: P = 0.0268
Day 4: P = 0.0135
Day 5: P = 0.0170
Day 6: P = 0.0201
Day 7: P = 0.0202

	S1
	Control (n = 10)
STΔB2R (n = 10)
	Unpaired two-tailed t-test 
	t(18) = 2.841, P = 0.0108

	S2
	Control (n = 7)
STΔB2R (n = 9)
	Unpaired two-tailed t-test 
	Day 1: t(14) = 2.886, P = 0.0127
Day 2: t(14) = 3.093, P = 0.0079
Day 3: t(14) = 4.109, P = 0.0011
Day 4: t(14) = 4.385, P = 0.006
Day 5: t(14) = 3.037, P = 0.0089
Day 6: t(14) = 3.076, P = 0.0082
Day 7: t(14) = 2.898, P = 0.0117
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