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Supplemental Tables

Supplemental Table S1. Differential expression results of IL6 signaling genes from Figure 2 using DESeq2 analysis.
	hgnc-symbol
	baseMean
	log2
Fold Change
	lfcSE
	stat
	p-value
	padj

	SOCS3
	244.9416
	1.760003
	0.43
	15.06605
	0.000104
	0.099847

	IL6
	24.73272
	2.180309
	0.5354
	14.65068
	0.000129
	0.099926

	TNFRSF13C
	87.34158
	-0.81259
	0.2306
	12.17331
	0.000485
	0.178892

	IL1R1
	95.03232
	-0.50982
	0.1521
	11.06793
	0.000878
	0.212035

	TNFRSF12A
	29.41197
	1.320842
	0.3802
	10.40023
	0.00126
	0.24806

	IL1R1
	510.0788
	0.842076
	0.262
	9.918793
	0.001636
	0.274671

	TNFRSF11B
	97.5671
	0.950448
	0.2968
	9.565137
	0.001983
	0.302352

	PIK3CD
	563.8616
	-0.30215
	0.1016
	8.73433
	0.003123
	0.379179

	PIK3RD
	591.7727
	-0.48682
	0.1936
	6.245565
	0.01245
	0.583585

	A2M
	9949.692
	-0.33675
	0.1429
	5.456861
	0.019492
	0.637981

	MCL1
	6172.205
	0.275698
	0.1189
	5.301554
	0.021306
	0.64711

	IL1RAPL1
	140273.2
	0.25569
	0.1128
	5.096715
	0.023971
	0.657761

	NFKB1
	4582.598
	0.120102
	0.0544
	4.857604
	0.027525
	0.672615

	NFKBIZ
	2471.743
	0.172708
	0.0784
	4.832547
	0.027927
	0.672783

	IL1R2
	40.79827
	1.329358
	0.5796
	4.743451
	0.02941
	0.680795

	TNFAIP6
	107.2949
	0.439782
	0.1979
	4.707934
	0.030024
	0.687157

	PIK3CG
	275.568
	-0.4233
	0.1938
	4.684579
	0.030435
	0.688644

	PIK3AP1
	665.1157
	-0.39987
	0.1883
	4.45943
	0.034709
	0.709235

	STAT3
	5391.701
	0.174317
	0.0973
	3.203959
	0.07346
	0.818768

	IL1RL2
	329.2314
	0.25807
	0.1498
	2.957135
	0.085499
	0.839532

	NFKBIA
	1334.283
	0.211677
	0.1362
	2.399149
	0.121401
	0.88803

	PIK3C2A
	12494.19
	-0.12668
	0.0829
	2.335296
	0.126471
	0.888935

	COL1A1
	65.09025
	0.463531
	0.2989
	2.330954
	0.126824
	0.889344

	CYP19A1
	153.8872
	-0.45412
	0.2922
	2.327437
	0.127111
	0.889344

	IL18
	236.7992
	-0.34777
	0.2291
	2.290964
	0.130129
	0.892679

	PIK3CB
	8382.717
	0.087326
	0.066
	1.751404
	0.1857
	0.921487

	TNFRSF25
	237.2181
	-0.19602
	0.1478
	1.720706
	0.189602
	0.922072

	IL1R1-AS1
	14.72483
	0.497943
	0.3745
	1.717085
	0.190069
	NA

	CXCL8
	55.38113
	0.55263
	0.4062
	1.471748
	0.22507
	0.934669

	TNFRSF1A
	765.0747
	0.167922
	0.1469
	1.300483
	0.254125
	0.942074

	MAP3K7
	8112.159
	0.078033
	0.0687
	1.285905
	0.256804
	0.943041

	PIK3C2B
	4619.513
	0.150866
	0.1331
	1.274482
	0.258928
	0.944377

	TNFRSF1B
	690.9503
	-0.25952
	0.2304
	1.236651
	0.266117
	0.946278

	PIK3IP1-AS1
	218.8566
	0.155131
	0.1418
	1.182003
	0.276949
	0.950619

	TNFRSF10A
	90.75763
	0.213448
	0.1955
	1.175762
	0.278221
	0.951451

	NFKB2
	162.9368
	0.204088
	0.1904
	1.139008
	0.285862
	0.952102

	TNFRSF17
	2.161562
	-0.51297
	0.4836
	1.124595
	0.288931
	NA

	PIK3C2G
	39.92502
	0.261927
	0.2456
	1.068595
	0.301263
	0.954384

	TNFRSF10D
	243.3174
	0.230931
	0.2229
	1.061428
	0.30289
	0.95492

	PIK3C3
	11006.23
	0.057482
	0.0563
	1.043072
	0.307108
	0.955122

	ELK1
	1054.526
	-0.10757
	0.1054
	1.034348
	0.30914
	0.955122

	ABCB1
	3885.333
	-0.17504
	0.1735
	0.997121
	0.318008
	0.955122

	JAK2
	7200.684
	0.054994
	0.0553
	0.989353
	0.319901
	0.955122

	IL1RAP
	4044.761
	0.147454
	0.1551
	0.888768
	0.345811
	0.957006

	TNFRSF8
	14.34618
	0.329436
	0.3461
	0.869556
	0.351078
	NA

	AKT3
	168.7981
	0.465585
	0.4485
	0.792086
	0.37347
	0.957847

	TNFRSF13B
	1.712341
	0.356471
	0.4215
	0.724322
	0.39473
	NA

	AKT1
	2126.88
	-0.06949
	0.0834
	0.692477
	0.405323
	0.964741

	IL1RN
	3.869346
	0.434274
	0.4823
	0.682322
	0.408788
	NA

	AKT2
	3593.965
	-0.07509
	0.0923
	0.659642
	0.416686
	0.964741

	NFKBIE
	194.9911
	-0.10999
	0.1484
	0.541095
	0.461979
	0.971517

	MAPK8
	14301.94
	0.038638
	0.0554
	0.486695
	0.485405
	0.973735

	TNFRSF10C
	11.89133
	0.286466
	0.396
	0.485368
	0.486001
	NA

	FOS
	3484.315
	-0.21994
	0.3195
	0.432555
	0.510738
	0.979011

	PIK3IP1
	1714.411
	-0.06897
	0.105
	0.429584
	0.512193
	0.979136

	PIK3R3
	1038.882
	0.067425
	0.1044
	0.413177
	0.520361
	0.97988

	JUN
	2139.286
	0.107854
	0.1674
	0.402171
	0.52597
	0.97988

	PIK3R4
	3865.304
	0.03438
	0.0625
	0.302677
	0.582209
	0.97988

	TNFRSF18
	3.632175
	-0.23014
	0.428
	0.27663
	0.598919
	NA

	TNFRSF19
	779.1398
	0.064328
	0.1222
	0.274724
	0.60018
	0.97988

	PIK3CA
	9976.714
	0.032409
	0.0681
	0.226526
	0.634112
	0.982571

	NFKBIL1
	2.912816
	-0.45335
	0.871
	0.225178
	0.635123
	NA

	CRP
	0.534406
	0.532199
	0.8866
	0.222218
	0.637355
	NA

	VEGFA
	1216.642
	-0.08234
	0.1862
	0.194222
	0.659426
	0.984435

	JUND
	618.1283
	0.05028
	0.1199
	0.17532
	0.675426
	0.984626

	AKT3
	935.4198
	-0.04594
	0.1113
	0.169017
	0.680987
	0.984626

	PIK3CD-AS1
	0.52658
	-0.27689
	0.8877
	0.15523
	0.693586
	NA

	TNFRSF9
	4.090758
	0.133748
	0.3507
	0.143275
	0.705047
	NA

	AKTIP
	2782.818
	0.025593
	0.0715
	0.128196
	0.72031
	0.986743

	TNFRSF10B
	520.3264
	-0.05956
	0.1694
	0.121473
	0.727442
	0.986776

	NFKBIB
	0.183018
	-0.30569
	1.4739
	0.116275
	0.73311
	NA

	IL6R
	921.0214
	-0.04691
	0.1463
	0.10141
	0.750144
	0.987412

	NFKBIL1
	1.289204
	-0.2253
	0.9274
	0.077515
	0.780694
	NA

	JUNB
	589.0525
	0.068118
	0.2634
	0.063325
	0.801315
	0.989699

	PIK3R1
	21494.48
	-0.01725
	0.0698
	0.060975
	0.804962
	0.989699

	IL6ST
	19221.86
	0.020456
	0.0865
	0.055764
	0.813321
	0.989713

	NFKBID
	166.1537
	0.046896
	0.2214
	0.043835
	0.834161
	0.992176

	IL1RAPL2
	9563.2
	-0.04109
	0.2474
	0.026858
	0.869823
	0.994988

	MAPK9
	8952.391
	0.014951
	0.1092
	0.018734
	0.891133
	0.994988

	AKT1S1
	0.064772
	0.264277
	2.9329
	0.017538
	0.894644
	NA

	TNFRSF11A
	487.3533
	0.020023
	0.197
	0.010079
	0.920033
	0.995275

	SOCS1
	3.445133
	-0.04017
	0.4438
	0.008052
	0.928501
	NA

	NFKBIL1
	0.724726
	-0.04039
	0.7344
	0.00455
	0.946219
	NA

	PIK3CD-AS2
	3.533817
	-0.02518
	0.4091
	0.0034
	0.9535
	NA

	MAPK10
	55202.24
	0.001106
	0.0728
	0.000231
	0.987886
	0.998751

	TNFRSF21
	4175.618
	0.000866
	0.089
	9.47E-05
	0.992237
	0.998984

	TNFRSF4
	0.610409
	-0.08885
	0.7622
	-0.00315
	1
	NA

	NFKBIL1
	0.096
	0.008782
	2.9325
	-0.00012
	1
	NA

	For each gene, the table includes the mean normalized expression across all samples (baseMean), the estimated log2 fold change between AUD cases and control cases (log2FoldChange), the standard error of the log2 fold change estimate (lfcSE), the Wald test statistic (stat), the raw p-value (pvalue), and the Benjamini–Hochberg adjusted p-value (padj). Positive log2FoldChange values indicate higher expression in AUD cases. NA indicates genes removed from adjusted p-value calculations due to low expression level.



Supplemental Table S2. Genes regulated in the “IL-6 signaling” IPA canonical pathway from CeA astrocytes of non-dependent mice compared to naïve mice.
	Symbol
	Gene Name
	baseMean
	log2 fold-change
	p-value
	adj. p-value

	Fos
	Fos proto-oncogene, AP-1 transcription factor subunit
	319.11
	-1.15
	8.84E-08
	4.5E-05

	Vegfa
	Vascular endothelial growth factor A
	1026.13
	-0.41
	2.02E-04
	2.0E-02


‘baseMean’ is an estimate of mRNA abundance for an individual gene. This pathway was not significantly regulated in this comparison (p = 0.53).


Supplemental Table S3. Genes regulated in the “IL-6 signaling” IPA canonical pathway from CeA astrocytes of dependent mice compared to naïve mice.
	Symbol
	Gene Name
	baseMean
	log2 fold-change
	p-value
	adj. p-value

	Nfkbia
	Nuclear factor of kappa light polypeptide gene enhancer in B cells inhibitor, alpha
	3425.22
	0.5506
	3.9E-04
	1.3E-02

	vegfa
	Vascular endothelial growth factor A
	1026.13
	-0.3977
	3.0E-05
	1.9E-03

	Il33
	Interleukin-33
	3186.03
	-0.4457
	4.2E-04
	1.4E-02

	Pik3c2b
	Phosphatidylinositol-4-phosphate 3-kinase catalytic subunit type 2 beta
	140.76
	0.6593
	6.7E-04
	1.9E-02

	Pik3r3
	Phosphoinositide-3-kinase regulatory subunit 3
	519.30
	0.2960
	8.2E-04
	2.2E-02

	Tnfrsf1a
	Tumor necrosis factor receptor superfamily, member 1a
	1287.42
	0.3226
	1.0E-03
	2.5E-.2

	Pik3c2a
	Phosphatidylinositol-4-phosphate 3-kinase catalytic subunit type 2 alpha
	144.74
	0.4804
	9.4E-04
	2.4E-02

	Pik3r1
	Phosphoinositide-3-kinase regulatory subunit 1
	2536.41
	0.3697
	2.7E-07
	4.4E-05

	Ikbke
	Inhibitor of kappaB kinase epsilon
	45.99
	1.1540
	3.7E-05
	2.3E-03

	Cd14
	CD14 antigen
	61.47
	0.9847
	5.3E-04
	1.6E-02


Bold indicates the gene is enriched in the astrocyte fraction (astrocyte TRAP RNA vs bulk CeA RNA adj. p-value < 0.05 & log2 fold-change > 1). ‘baseMean’ is an estimate of mRNA abundance for an individual gene. This pathway was not significantly regulated in this comparison (p = 0.09).


Supplemental Table S4. Genes regulated in the “IL-6 signaling” IPA canonical pathway from CeA astrocytes of dependent mice compared to non-dependent mice.
	Symbol
	Gene Name
	baseMean
	log2 fold-change
	p-value
	adj. p-value

	Cebpb
	CCAAT/enhancer binding protein (C/EBP), beta
	306.29
	0.9815
	9.26E-09
	6.77E-06

	Fos
	FBJ osteosarcoma oncogene
	319.11
	0.9119
	1.61E-07
	6.29E-05

	Il18
	interleukin 18
	6416.64
	-0.3424
	1.02E-04
	8.85E-03

	Pik3r1
	phosphoinositide-3-kinase regulatory subunit 1
	2536.41
	0.3675
	3.93E-08
	2.00E-05

	Socs1
	suppressor of cytokine signaling 1
	79.24
	0.9953
	4.64E-04
	2.80E-02

	Stat3
	signal transducer and activator of transcription 3
	2151.90
	0.3815
	5.85E-06
	1.01E-03

	Tnfrsf1a
	tumor necrosis factor receptor superfamily, member 1a
	1287.42
	0.4022
	9.80E-06
	1.42E-03


Bold indicates the gene is enriched in the astrocyte fraction (astrocyte TRAP RNA vs bulk CeA RNA adj. p-value < 0.05 & log2 fold-change > 1). ‘baseMean’ is an estimate of mRNA abundance for an individual gene. This pathway was statistically significant in this comparison (p = 0.01).


Supplemental Table S5. Statistical details of main text figures (GraphPad Prism; La Jolla, CA)

	Figure number
	Factor name
	Values
	p-value

	Figure 3B: Effect of alcohol dependence on Il6ra mRNA expression 
Mixed-effects model (REML)
	Fraction (Input v IP)
Dependence
Sex
Fraction x Dependence
Fraction x Sex
Dependence x Sex
Three-way interaction
	F1,11=30.76
F1,12=4.992
F1,12=6.520

F1,11=3.155

F1,11=2.986
F1,12=0.1163
F1,11=0.08979
	0.0002
0.0453
0.0253

0.1033

0.1119
0.739
0.77

	Figure 3C: Effect of alcohol dependence on Il6st mRNA expression
Mixed-effects model (REML)
	Fraction (Input v IP)
Dependence
Sex
Fraction x Dependence
Fraction x Sex
Dependence x Sex
Three-way interaction
	F1,22=108.4
F1,22=0.9229
F1,22=6.678
F1,22=7.270

F1,22=0.000319
F1,22=0.2702
F1,22=1.068
	<0.0001
0.3472
0.0169
0.0132

0.9555
0.6084
0.3127

	Figure 3D: Effect of alcohol dependence on Il6ra mRNA expression in astrocytes
Two-way ANOVA
	Dependence
Sex
Interaction
	F1,12=7.944
F1,12=9.633
F1,12=1.528
	0.0155
0.0091
0.2400

	Figure 3E: Effect of alcohol dependence on Il6st mRNA expression in astrocytes
Two-way ANOVA
	Dependence
Sex
Interaction
	F1,11=8.550
F1,11=5.138
F1,11=1.789
	0.0138
0.0446
0.2080

	
	
	
	

	Figure 4C: Effect of dependence on Il6/Gfap co-localization in males
Unpaired, two-tailed t test
	Dependence
	t=0.79, df=12
	0.4432

	Figure 4D: Effect of dependence on Il6/Rbfox3 co-localization in males
Two-tailed Mann-Whitney test
	Dependence
	Naïve:
Median=0.39
n=11
Dep:
Median=2.04
n=13
Mann-Whitney U Statistic=
32
	0.0211

	Figure 4E: Effect of dependence on Il6/Itgam co-localization in males
Unpaired, two-tailed t test
	Dependence
	t=2.15, df=18
	0.0451

	Figure 4F: Effect of dependence on Il6/Gfap co-localization in females
Unpaired, two-tailed t test
	Dependence
	t=0.92, df=26
	0.3662

	Figure 4G: Effect of dependence on Il6/Rbfox3 co-localization in females
Unpaired, two-tailed t test
	Dependence
	t=0.78, df=27
	0.4399

	Figure 4H: Effect of dependence on Il6/Itgam co-localization in females
Unpaired, two-tailed t test with Welch’s correction
	Dependence
	t=2.30, df=18.22
	0.0335

	Figure 4I: Effect of dependence on Il6ra/Gfap co-localization in males
Two-tailed Mann-Whitney test
	Dependence
	Naïve: 
Median=0.98
n=6
Dep:
Median=1.25
n=8
Mann-Whitney U Statistic=
12.50
	0.1535

	Figure 4J: Effect of dependence on Il6ra/Rbfox3 co-localization in males
Two-tailed Mann-Whitney test
	Dependence
	Naïve:
Median=0.49
n=11
Dep:
Median=1.43
n=15
Mann-Whitney U Statistic=
63
	0.3236

	Figure 4K: Effect of dependence on Il6ra/Itgam co-localization in males
Two-tailed Mann-Whitney test
	Dependence
	Naïve:
Median=0.94
n=8
Dep:
Median=1.20
n=12
Mann-Whitney U Statistic=
32
	0.2380

	Figure 4L: Effect of dependence on Il6ra/Gfap co-localization in females
Unpaired, two-tailed t test
	Dependence
	t=3.01, df=26
	0.0057

	Figure 4M: Effect of dependence on Il6ra/Rbfox3 co-localization in females
Unpaired, two-tailed t test
	Dependence
	t=0.21, df=27
	0.8323

	Figure 4N: Effect of dependence on Il6ra/Itgam co-localization in females
Unpaired, two-tailed t test with Welch’s correction
	Dependence
	t=1.61, df=19.19
	0.1247

	
	
	
	

	Figure 5A: Effect of alcohol exposure on IL-6 levels (pg/mL) in males 
One-way ANOVA
	Alcohol exposure
	F2,22=2.980
	0.0716

	Figure 5B: Effect of alcohol exposure on IL-1β levels (pg/mL) in males
Kruskal-Wallis test
	Alcohol exposure
	H2=7.641
	0.0219

	Figure 5C: Effect of alcohol exposure on IL-1α levels (pg/mL) in males
Kruskal-Wallis test
	Alcohol exposure
	H2=0.7021
	0.7040

	Figure 5D: Effect of alcohol exposure on IFN-γ levels (pg/mL) in males
Kruskal-Wallis test
	Alcohol exposure
	H2=5.451
	0.0655

	Figure 5E: Effect of alcohol exposure on TNF-α levels (pg/mL) in males
Kruskal-Wallis test
	Alcohol exposure
	H2=6.306
	0.0427

	Figure 5F: Effect of alcohol exposure on IL-6 levels (pg/mL) in females
One-way ANOVA
	Alcohol exposure
	F2,25=8.938
	0.0012

	Figure 5G: Effect of alcohol exposure on IL-1β levels (pg/mL) in females
Welch ANOVA
	Alcohol exposure
	W2.00,15.51=12.55
	0.0006

	Figure 5H: Effect of alcohol exposure on IL-1α levels (pg/mL) in females
Welch ANOVA
	Alcohol exposure
	W2.00,15.42=13.68
	0.0004

	Figure 5I: Effect of alcohol exposure on IFN-γ levels (pg/mL) in females
One-way ANOVA
	Alcohol exposure
	F2,23=6.934
	0.0044

	Figure 5J: Effect of alcohol exposure on TNF-α levels (pg/mL) in females
One-way ANOVA
	Alcohol exposure
	F2,24=5.682
	0.0095

	Figure 5L: Effect of dependence on STAT3 phosphorylation (%Non-Dep)
Two-tailed Mann-Whitney test
	Dependence
	Non-Dep: 
Median=93.23
n=13
Dep:
Median=166.4
n=12
Mann-Whitney U Statistic=
22
	0.0016

	Figure 5M: Effect of dependence on GP130 levels (%Non-Dep)
Unpaired, two-tailed t test
	Dependence
	t=0.93, df=23
	0.3612

	Figure 5N: Effect of dependence on SOCS3 levels (%Non-Dep)
Unpaired, two-tailed t test
	Dependence
	t=1.31, df=23
	0.2035

	
	
	
	

	Figure 6B: Effect of IL-6 on sIPSCs by alcohol exposure condition in males (% of baseline)

sIPSC Frequency: Naïve 
sIPSC Frequency: Non-Dep
sIPSC Frequency: Dep
sIPSC Frequency: WD
Two-tailed, one sample t tests

sIPSC Amplitude: Naïve
sIPSC Amplitude: Non-Dep
sIPSC Amplitude: Dep
sIPSC Amplitude: WD
Two-tailed, one sample t tests

sIPSC Rise Time: Naïve
sIPSC Rise Time: Non-Dep
sIPSC Rise Time: Dep
sIPSC Rise Time: WD
One sample Wilcoxon tests

sIPSC Decay Time: Naïve
sIPSC Decay Time: Non-Dep
sIPSC Decay Time: Dep
sIPSC Decay Time: WD
Two-tailed, one sample t tests
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t=0.23, df=11
t=0.11, df=16
t=8.32, df=12
t=5.17, df=10


t=1.14, df=11
t=1.02, df=16
t=2.27, df=12
t=1.04, df=10


W=74.00
W=43.00
W=50.00
W=52.00


t=1.37, df=11
t=2.21, df=16
t=0.88, df=12
t=0.28, df=10
	



0.8223
0.9168
<0.0001
0.0004


0.278
0.3225
0.0427
0.3218


0.0015
0.3289
0.0522
0.0186


0.1996
0.0423
0.3947
0.7879

	Figure 6D: Effect of IL-6 on sIPSCs by alcohol exposure condition in females (% of baseline)

sIPSC Frequency: Naïve 
sIPSC Frequency: Non-Dep
sIPSC Frequency: Dep
sIPSC Frequency: WD
Two-tailed, one sample t tests

sIPSC Amplitude: Naïve
sIPSC Amplitude: Non-Dep
sIPSC Amplitude: Dep
sIPSC Amplitude: WD
Two-tailed, one sample t tests

sIPSC Rise Time: Naïve
sIPSC Rise Time: Non-Dep
sIPSC Rise Time: Dep
sIPSC Rise Time: WD
Two-tailed, one sample t tests

sIPSC Decay Time: Naïve
sIPSC Decay Time: Non-Dep
sIPSC Decay Time: Dep
sIPSC Decay Time: WD
Two-tailed, one sample t tests
	



IL-6
IL-6
IL-6
IL-6


IL-6
IL-6
IL-6
IL-6


IL-6
IL-6
IL-6
IL-6


IL-6
IL-6
IL-6
IL-6
	



t=0.62, df=17
t=0.07, df=17
t=1.20, df=19
t=5.07, df=15


t=0.93, df=17
t=0.50, df=17
t=1.82, df=19
t=0.25, df=15


t=1.61, df=17
t=1.27, df=17
t=0.55, df=19
t=1.07, df=15


t=0.59, df=17
t=2.44, df=17
t=2.68, df=19
t=0.90, df=15
	



0.5406
0.9472
0.2453
0.0001


0.3659
0.6265
0.0839
0.8028


0.125
0.2228
0.5867
0.2998


0.5601
0.0259
0.0147
0.3802

	
	
	
	

	Figure 7B: Effect of Il-6R Ab on alcohol intake in Non-Dep males
Two-way RM ANOVA
	IL-6R Ab
Time
Interaction
	F1,22=0.3946
F3.5,77.9=0.5598
F4,88=1.187
	0.5364
0.6716
0.3220

	Figure 7C: Effect of IL-6R Ab on water intake in Non-Dep males
Two-way RM ANOVA
	IL-6R Ab
Time
Interaction
	F1,22=0.008175
F3.4,74.7=1.804
F4,88=2.047
	0.9288
0.1470
0.0947

	Figure 7D: Effect of IL-6R Ab on alcohol intake in Non-Dep females
Two-way RM ANOVA
	IL-6R Ab
Time
Interaction
	F1,27=0.06672
F3.2,86.4=11.93
F4,108=0.1279
	0.7981
<0.0001
0.9720

	Figure 7E: Effect of IL-6R Ab on water intake in Non-Dep females
Mixed-effects model (REML)
	IL-6R Ab
Time
Interaction
	F1,27=1.940
F2.7,71.7=1.512
F4,107=0.3050
	0.1751
0.2219
0.8741

	Figure 7F: Effect of IL-6R Ab on alcohol intake in Dep males
Two-way RM ANOVA
	IL-6R Ab
Time
Interaction
	F1,14=0.8613
F2.4,33.7=2.135
F4,56=1.875
	0.3691
0.1254
0.1276

	Figure 7G: Effect of IL-6R Ab on water intake in Dep males
Two-way RM ANOVA
	IL-6R Ab
Time
Interaction
	F1,14=0.3952
F2.9,41.1=1.857
F4,56=0.5580
	0.5397
0.1530
0.6941

	Figure 7H: Effect of IL-6R Ab on alcohol intake in Dep females
Two-way RM ANOVA
	IL-6R Ab
Time
Interaction
	F1,23=5.094
F3.1,70.5=8.023
F4,92=1.252
	0.0338
0.0001
0.2946

	Figure 7I: Effect of IL-6R Ab on water intake in Dep females
Two-way RM ANOVA
	IL-6R Ab
Time
Interaction
	F1,23=0.1375
F2.9,66.8=1.070
F4,92=1.500
	0.7142
0.3664
0.2086



Supplemental Table S6. Statistical details of supplementary figures (GraphPad Prism; La Jolla, CA)

	Figure number
	Factor name
	Values
	p-value

	Figure S2A: Effect of dependence on Il6 expression in males
Two-tailed Mann-Whitney test
	Dependence
	Non-Dep: 
Median=0.86
n=26
Dep:
Median=1.20
n=37
Mann-Whitney U Statistic=
342
	0.0523

	Figure S2B: Effect of dependence on Il6ra expression in males
Unpaired, two-tailed t test
	Dependence
	t=1.89, df=61
	0.0642

	Figure S2C: Effect of dependence on Gfap expression in males
Two-tailed Mann-Whitney test
	Dependence
	Non-Dep: 
Median=1.04
n=6
Dep:
Median=1.01
n=8
Mann-Whitney U Statistic=
17
	0.4136

	Figure S2D: Effect of dependence on Rbfox3 expression in males
Unpaired, two-tailed t test
	Dependence
	t=2.13, df=27
	0.0426

	Figure S2E: Effect of dependence on Itgam expression in males
Unpaired, two-tailed t test
	Dependence
	t=0.49, df=18
	0.6286

	Figure S2F: Effect of dependence on Il6 expression in females
Two-tailed Mann-Whitney test
	Dependence
	Non-Dep: 
Median=1.02
n=42
Dep:
Median=0.86
n=41
Mann-Whitney U Statistic=
825.5
	0.7494

	Figure S2G: Effect of dependence on Il6ra expression in females
Unpaired, two-tailed t test with Welch’s correction
	Dependence
	t=0.82, df=69.96
	0.4167

	Figure S2H: Effect of dependence on Gfap expression in females
Unpaired, two-tailed t test
	Dependence
	t=1.17, df=26
	0.2509

	Figure S2I: Effect of dependence on Rbfox3 expression in females
Unpaired, two-tailed t test
	Dependence
	t=1.33, df=28
	0.1951

	Figure S2J: Effect of dependence on Itgam expression in females
Two-tailed Mann-Whitney test
	Dependence
	Non-Dep: 
Median=0.97
n=14
Dep:
Median=0.99
n=15
Mann-Whitney U Statistic=
101
	0.8805

	
	
	
	

	Figure S3A: Effect of alcohol exposure on IL-10 levels (pg/mL) in males
Kruskal-Wallis test
	Alcohol exposure
	H2=5.420
	0.0665

	Figure S3B: Effect of alcohol exposure on IL-17 levels (pg/mL) in males
One-way ANOVA
	Alcohol exposure
	F2,19=0.2050
	0.8165

	Figure S3C: Effect of alcohol exposure on MCP-1 levels (pg/mL) in males
Welch ANOVA
	Alcohol exposure
	W2.00,10.89=1.840
	0.2049

	Figure S3D: Effect of alcohol exposure on IL-10 levels (pg/mL) in females
One-way ANOVA
	Alcohol exposure
	F2,25=2.614
	0.0931

	Figure S3E: Effect of alcohol exposure on IL-17 levels (pg/mL) in females
Kruskal-Wallis test
	Alcohol exposure
	H2=1.223
	0.5426

	Figure S3F: Effect of alcohol exposure on MCP-1 levels (pg/mL) in females
One-way ANOVA
	Alcohol exposure
	F2,23=0.5115
	0.6063

	
	
	
	

	Figure S4A: Baseline sIPSCs by alcohol exposure in males

sIPSC Frequency
Kruskal-Wallis test 

sIPSC Amplitude
Kruskal-Wallis test

sIPSC Rise time
Welch ANOVA

sIPSC Decay time
Welch ANOVA
	


Alcohol exposure


Alcohol exposure


Alcohol exposure


Alcohol exposure
	


H2=9.990


H2=17.95


W3.00,27.18=0.745


W3.00,28.33=1.790
	


0.0187


0.0005


0.5346


0.1716

	Figure S4B: Baseline sIPSCs by alcohol exposure in females

sIPSC Frequency
Kruskal-Wallis test

sIPSC Amplitude
Kruskal-Wallis test

sIPSC Rise time
One-way ANOVA

sIPSC Decay time
One-way ANOVA
	


Alcohol exposure


Alcohol exposure


Alcohol exposure


Alcohol exposure
	


H2=3.246


H2=12.51


F3,73=2.674


F3,73=0.7920
	


0.3552


0.0058


0.0535


0.5023

	
	
	
	

	Figure S5A: Baseline mIPSCs by alcohol exposure in males

mIPSC Frequency
Lognormal Welch’s t test

mIPSC Amplitude
Lognormal Welch’s t test

mIPSC Rise time
Unpaired, two-tailed t test

mIPSC Decay time
Lognormal Welch’s t test
	


Alcohol exposure


Alcohol exposure


Alcohol exposure


Alcohol exposure
	


t=0.9671, df=24.43

t=0.5842, df=22.99

t=0.05191, df=24

t=0.9064, df=23.46
	


0.3429


0.5648


0.9590


0.3739

	Figure S5B: Baseline mIPSCs by alcohol exposure in females

mIPSC Frequency
Lognormal Welch’s t test

mIPSC Amplitude
Unpaired, two-tailed t test

mIPSC Rise time
Unpaired, two-tailed t test

mIPSC Decay time
Unpaired, two-tailed t test
	


Alcohol exposure


Alcohol exposure


Alcohol exposure


Alcohol exposure
	


t=1.940, df=25.63

t=0.1610, df=31


t=1.287, df=31


t=1.515, df=31
	


0.0653


0.8731


0.2077


0.1398

	
	
	
	

	Figure S6A: Effect of IL-6 on mIPSCs by alcohol exposure condition in males (% of baseline)

mIPSC Frequency: Naïve 
mIPSC Frequency: WD
Two-tailed, one sample t tests

mIPSC Amplitude: Naïve
mIPSC Amplitude: WD
Two-tailed, one sample t tests

mIPSC Rise time: Naïve 
mIPSC Rise time: WD
Two-tailed, one sample t tests

mIPSC Decay time: Naïve
mIPSC Decay time: WD
Two-tailed, one sample t tests
	



IL-6
IL-6


IL-6
IL-6


IL-6
IL-6


IL-6
IL-6
	



t=1.882, df=9
t=4.294, df=10


t=0.4658, df=9
t=0.1343, df=10


t=1.978, df=9
t=1.254, df=10


t=0.3343, df=9
t=2.631, df=12
	



0.0924
0.0016


0.6524
0.8958


0.0794
0.2385


0.7385
0.0219


	Figure S6B: Effect of IL-6 on mIPSC by alcohol exposure condition in females (% of baseline)

mIPSC Frequency: Naïve 
mIPSC Frequency: WD
Two-tailed, one sample t tests

mIPSC Amplitude: Naïve
mIPSC Amplitude: WD
Two-tailed, one sample t tests

mIPSC Rise time: Naïve 
mIPSC Rise time: WD
Two-tailed, one sample t tests

mIPSC Decay time: Naïve
mIPSC Decay time: WD
Two-tailed, one sample t tests
	



IL-6
IL-6


IL-6
IL-6


IL-6
IL-6


IL-6
IL-6
	



t=0.9546, df=12
t=4.961, df=11


t=1.142, df=12
t=1.095, df=11


t=0.5650, df=12
t=0.8453, df=11


t=0.7574, df=12
t=1.318, df=11
	



0.3586
0.0004


0.2759
0.2971


0.5825
0.4160


0.4634
0.2142

	
	
	
	

	Figure S7A: Effect of time on alcohol intake during 2BC in males exposed to air
One-way RM ANOVA
	Time
	F1.7,39.5=6.452
	0.0054

	Figure S7B: Effect of time on alcohol intake during 2BC in females exposed to air
One-way RM ANOVA
	Time
	F2.2,62.9=2.504
	0.0835

	Figure S7C: Effect of time on alcohol intake during 2BC in males exposed to vapor
One-way RM ANOVA
	Time
	F2.4,36.2=40.15
	<0.0001

	Figure S7D: Effect of time on alcohol intake during 2BC in females exposed to vapor
One-way RM ANOVA
	Time
	F2.4,57.3=14.10
	<0.0001


Supplemental Figures

[image: A close-up of a cell
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Figure S1. RNAscope negative control image in the central amygdala related to Fig. 4. Scale bar: 10 µm.
[image: ]

Figure S2. Percentage of Il6 (A, F), Il6ra (B, G), Gfap (astrocytes; C, H), Rbfox3 (neurons; D, I) and Itgam (microglia; E, J) positive nuclei in the medial subdivision of the CeA as assessed by RNAscope/ISH in male (A-E) and female (F-J), naïve (white bars) and Dep (shaded bars) mice (n = 3-4 per sex and experimental group; 3-4 images for each mouse) normalized relative to naïve levels. Results are expressed as mean ± SEM. Significant differences are denoted by *p < 0.05 and analyzed using unpaired, two-tailed t test (B, D, E, H, I) with Welch’s correction (G), as appropriate, or two-tailed Mann-Whitney test (A, C, F, J). See Table S6 for statistics relevant to each panel.

[image: A graph of different colored and black numbers

AI-generated content may be incorrect.]
Figure S3. Multiplex assay cytokine levels (pg/mL) in the CeA of male (n = 25; A-C) and female (n = 30; D-F) mice after the CIE-2BC procedure: IL-10 (A&D); IL-17 (B&E); MCP-1 (C&F). Results are expressed as mean ± SEM and analyzed using one-way ANOVA (B, D, F), Welch’s ANOVA (C) or the Kruskal-Wallis test (A, E). See Table S6 for statistics relevant to each panel.
[image: A group of graphs with numbers

AI-generated content may be incorrect.]
Figure S4. From left to right, the average baseline sIPSC frequency (Hz), amplitude (pA), rise time (ms), and decay time (ms) of CeA neurons recorded from naïve Non-Dep, Dep, and WD male (A; Naïve n = 13 cells; Non-Dep n = 23 cells; Dep n = 15 cells; WD n = 11 cells) and female (B; Naïve n = 18 cells; Non-Dep n = 19 cells; Dep n = 24 cells; WD n = 16 cells) mice. Results are expressed as mean ± SEM and analyzed using one-way ANOVA, Welch’s ANOVA or the Kruskal-Wallis test, as appropriate. See Table S6 for statistics relevant to each panel.




[image: A group of graphs showing different sizes and colors

AI-generated content may be incorrect.]
[bookmark: OLE_LINK6]Figure S5. From left to right, the average baseline mIPSC frequency (Hz), amplitude (pA), rise time (ms), and decay time (ms) of CeA neurons recorded from naïve and WD male (A; Naïve n = 11 cells; WD n = 17 cells) and female (B; Naïve n = 17 cells; WD n = 16 cells) mice. Results are expressed as mean ± SEM and analyzed using unpaired, two-tailed t test or lognormal Welch’s t test, as appropriate. See Table S6 for statistics relevant to each panel.
[image: A graph of different types of blood

AI-generated content may be incorrect.]
Figure S6. From left to right, the average IL-6 percent change from baseline of mIPSC frequency, amplitude, rise time and decay time of the CeA neurons recorded from naïve and WD male (A; Naïve n = 10 cells; WD n = 11 cells) and female (B; Naïve n = 13 cells; WD n = 12 cells) mice. Results are expressed as mean ± SEM and analyzed using two-tailed, one sample t tests. See Table S6 for statistics relevant to each panel.
[image: ]
Figure S7. Average weekly alcohol intake (g/kg/2hr) in Non-Dep (A&B) and Dep (C&D) male (A&C: n=40) and female (B&D: n=56) mice from Cohort 3 measured during baseline (BL), and after rounds 1-3 or 4 of vapor (or air for Non-Dep) exposure (CIE1-4; prior to IgG2b or IL-6R Ab injections) during the 2BC drinking procedure. See methods section 2.10 and Figure 7A for full experimental details. Results are expressed as mean ± SEM. Significant differences are denoted by *p < 0.05, ***p < 0.001, and ****p < 0.0001 and analyzed using one-way repeated measures ANOVA. See Table S6 for statistics relevant to each panel.
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