Supplemental Material: Prenatal methylmercury exposure disrupts developmental trajectories and induces sex-specific toxicity in pubertal rats
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Table S1. Total mercury (Hg) accumulation (ppb) in maternal and perinatal offspring tissues.
	[bookmark: _Hlk220445214]
	Prenatal Exposure
	Fold Change

	
	Vehicle
	400 ppb MeHg
	800 ppb MeHg
	

	GD20 Dam (n = 1-2/group)

	Muscle 
	11.72 ± 1.79
	232.52 
	426.49
	20X, 36X

	Liver
	15.73
	239.72
	ND
	15X

	Kidney
	0.92
	1.00
	ND
	1X

	Adrenal
	0.04
	0.03
	ND
	0.75X

	Ovary
	0.10
	0.08
	ND
	0.8X

	Brain
	4.64
	76.91
	ND
	16.5X

	GD20 Placenta (n = 1/group)
	11.80
	202.04
	ND
	17X

	GD20 Fetal Brain (n = 4/group)
	[bookmark: _Hlk231464637]5.470 ± 0.538
	111.252 ± 1.549*
	ND
	20X

	PND1 Fetal Brain (n = 4/group)
	6.963 ± 0.952
	133.0 ± 3.592*
	ND
	19X

	PP21 Dam (n = 2-5/group)

	Muscle 
	2.77 ± 0.39
	46.23 ± 1.23
	[bookmark: OLE_LINK1]321.2 ± 55.45*#
	16.7X, 116X

	Liver
	4.95 ± 0.38
	65.78 ± 2.67 
	413.6 ± 69.56*#
	13X, 83.5X


[bookmark: OLE_LINK10][bookmark: OLE_LINK2] Mean ± SEM. Kruskal-Wallis test with Dunn’s correction; *, p < 0.05 vs Vehicle; #, p < 0.05 vs 400 ppb. ND, not determined; GD, gestational day; PND, postnatal day; PP, post-pregnancy day. Fold change represented as 400 ppb MeHg/Vehicle, 800 ppb MeHg/Vehicle.
[bookmark: _Hlk231466714]
[bookmark: _Hlk231484543]Table S2. Maternal biometrics and litter size.
	[bookmark: _Hlk220588056]GD8-GD20 Biometrics
	Vehicle
	400 ppb
	800 ppb
	F-value; p-value

	Maternal weight gain (g)
	99.69 ± 5.88
	110.40 ± 8.68
	106.40 ± 4.82
	F = 0.72; p = 0.51

	Maternal food intake (g)
	275.90 ± 32.20
	290.20 ± 2.80
	286.00 ± 7.58
	F = 0.35; p = 0.71

	Maternal water intake (g)
	499.10 ± 37.39
	501.80 ± 8.91
	542.80 ± 9.24
	F = 0.61; p = 0.56

	Litter size (# of viable pups)
	10.71 ± 0.71
	12.33 ± 1.20
	12.20 ± 1.30
	F = 1.44; p = 0.28


Mean ± SEM, N = 3-7/group. One-Way ANOVA with Fisher’s LSD post-hoc comparisons. GD, gestational day.  
[bookmark: _Hlk220445903]






[bookmark: _GoBack]Table S3. Total mercury (Hg) accumulation (ppb) in male and female pubertal offspring.
	
	Males
	Females
	Two-Way ANOVA

	
	Vehicle
	400 ppb
	800 ppb
	Vehicle
	400 ppb
	800 ppb
	Sex
	Dose
	Interaction

	Muscle
	0.72 ± 0.06
	0.91 ±  0.08*
	3.72 ± 0.20*&
	0.76 ± 0.03
	1.45 ±  0.23#
	4.33 ± 0.18#&
	F = 10.16 p = 0.002
	F = 215.7
p < 0.0001
	F = 2.033
p = 0.14

	Liver
	2.00 ± 0.23
	2.33 ± 0.20
	12.90 ± 0.65*&
	1.41 ± 0.15*
	2.16 ± 0.14#
	8.75 ± 0.53#&
	F = 7.91
p = 0.007
	F = 162.8
p < 0.0001
	F = 1.007
p = 0.37

	Brain
	0.33 ± 0.10
	ND
	4.59 ± 0.30*
	0.52 ± 0.24
	ND
	5.40 ± 0.14#
	F = 5.81
p = 0.04
	F = 485.8
p < 0.0001
	F = 2.33
p = 0.17

	Whole blood
	4.25 ± 0.12
	ND
	14.88 ± 0.36*
	4.34 ± 0.16
	[bookmark: OLE_LINK11]ND
	17.69 ± 0.87#
	F = 9.39
p = 0.005
	F = 644.1
p < 0.0001
	F = 8.25
p = 0.008


Mean ± SEM, N = 3-15/group. Two-Way ANOVA (sex, dose) with Fisher’s LSD post-hoc comparisons; *, p < 0.05 vs  Male Vehicle; #, p < 0.05 vs Female Vehicle; &, p < 0.05 vs same sex 400 ppb. ND, not determined.
[bookmark: _Hlk231819750]



















Table S4. Pubertal male and female offspring tissue weights. 
	
	Males
	Females
	Two-Way ANOVA

	
	Vehicle
	400 ppb
	800 ppb
	Vehicle
	400 ppb
	800 ppb
	Sex
	Dose
	Interaction

	Brain
(g)
	2.06 ± 0.02
	1.98 ± 0.02*
	1.94 ± 0.02*
	1.92 ± 0.02*
	1.86 ± 0.02#
	1.88 ± 0.01
	F = 30.35 p < 0.0001
	F = 9.88
p = 0.0002
	F = 1.09
p = 0.34

	Brain (g/100g BW)
	0.75 ± 0.01
	0.74 ± 0.01
	0.75 ± 0.01
	1.01 ± 0.02*
	0.94 ± 0.02#
	0.91 ± 0.01#
	F = 318.4 p < 0.0001
	F = 6.55
p = 0.003
	F = 3.88
p = 0.03

	Liver
(g)
	10.96 ± 0.45
	ND
	10.81 ± 0.33
	7.41 ± 0.18*
	ND
	8.67 ± 0.25#
	F = 83.93 p < 0.0001
	F = 3.169
p = 0.09
	F = 5.10
p = 0.03

	Liver (g/100g BW)
	4.15 ± 0.11
	ND
	4.14 ± 0.08
	3.86 ± 0.05*
	ND
	4.22 ± 0.09#
	F = 1.71
p = 0.20
	F = 4.18
p = 0.05
	F = 4.63
p = 0.04

	Heart
(g)
	0.78 ± 0.01
	ND
	0.82 ± 0.02*
	0.60 ± 0.01*
	ND
	0.63 ± 0.01
	F = 241.9
p < 0.0001
	F = 10.46
p = 0.003
	F = 0.09
p = 0.76

	Heart (g/100g BW)
	0.30 ± 0.004
	ND
	0.32 ± 0.005*
	[bookmark: OLE_LINK13]0.31 ± 0.005*
	ND
	0.31 ± 0.006
	F = 0.45
p = 0.51
	F = 2.48
p = 0.13
	F = 5.13
p = 0.03

	Wet lungs (g)
	1.13 ± 0.03
	ND
	1.20 ± 0.05
	1.08 ± 0.06
	ND
	1.08 ± 0.04
	F = 3.51
p = 0.07
	F = 0.38
p = 0.54
	F = 0.35
p = 0.56

	Wet lung (g/100g BW)
	0.43 ± 0.01
	ND
	0.44 ± 0.01
	0.56 ± 0.03*
	ND
	0.52 ± 0.02
	F = 15.06
p = 0.0006
	F = 0.04
p = 0.84
	F = 1.90
p = 0.18

	Kidney (Average,g)
	1.06 ± 0.02
	ND
	1.10 ± 0.01
	0.85 ± 0.02*
	ND
	0.86 ± 0.02
	F = 104.4
p < 0.0001
	F = 1.12
p = 0.30
	F = 0.08
p = 0.79

	Kidney (Average, g/100g BW)
	0.40 ± 0.01
	ND
	0.41 ± 0.01
	0.44 ± 0.01*
	ND
	0.42 ± 0.01
	F = 8.14
p = 0.008
	F = 0.53
p = 0.47
	F = 3.84
p = 0.06

	Visceral adipose (g)
	0.88 ± 0.04
	ND
	1.25 ± 0.14*
	0.83 ± 0.09
	[bookmark: OLE_LINK12]ND
	1.13 ± 0.12 #
	F = 0.64
p = 0.43
	F = 9.51
p = 0.005
	F = 0.12
p = 0.73

	Visceral adipose (g/100g BW)
	0.33 ± 0.02
	ND
	0.48 ± 0.05*
	0.43 ± 0.04*
	ND
	0.55 ± 0.05
	F = 3.11
p = 0.09
	F = 8.25
p = 0.008
	F = 0.10
p = 0.75

	Gonadal adipose (g)
	1.71 ± 0.04
	ND
	1.77 ± 0.06
	0.60 ± 0.04*
	ND
	0.76 ± 0.07 #
	F = 351.6
p < 0.0001
	F = 3.68
p = 0.06
	F = 0.97
p = 0.33

	Gonadal adipose (g/100g BW)
	0.65 ± 0.02
	ND
	0.68 ± 0.02
	0.31 ± 0.03*
	ND
	0.37 ± 0.04
	F = 103.4
p < 0.0001
	F = 2.28
p = 0.14
	F = 0.87
p = 0.36


[bookmark: _Hlk231819758]Mean ± SEM, N = 7-15/group. Two-Way ANOVA with Fisher’s LSD post-hoc comparisons. *, p < 0.05 vs  Male Vehicle; #, p < 0.05 vs Female Vehicle; &, p < 0.05 vs same sex 400 ppb. ND, not determined; BW, body weight; g, grams.
Table S5. Circulating cytokines, chemokines, and oxidized protein levels in pubertal male and female offspring.
	
	Males
	Females
	Two-Way ANOVA

	
	Vehicle
	400 ppb
	800 ppb
	Vehicle
	400 ppb
	800 ppb
	Sex
	Dose
	Interaction

	IL-1α
[bookmark: OLE_LINK9](pg/ml)
	31.44 ± 7.19
	42.03 ± 15.12
	39.80 ± 14.87
	52.52 ± 12.52
	48.79 ± 19.97
	2.97 ± 0.00#&
	F = 1.01  p = 0.30
	F = 3.35
p = 0.04
	F = 2.15      p = 0.13

	IL-1β
(pg/ml)
	17.13 ± 4.21
	33.91 ± 11.95
	12.22 ± 5.34
	18.61 ± 4.64
	11.19 ± 4.57
	21.27 ± 8.99
	F = 0.11  p = 0.74
	F = 0.03
p = 0.97
	F = 1.92      p = 0.16

	IL-2
(pg/ml)
	7.07 ± 1.64
	2.75 ± 0.02*
	21.18 ± 4.68*&
	6.98 ± 1.42
	[bookmark: OLE_LINK7]2.75 ± 0.01#
	2.75 ± 0.00#
	F = 10.64 p = 0.002
	F = 7.34
p = 0.002
	F = 11.42      p < 0.0001

	IL-6
(pg/ml)
	272.10 ± 55.87
	562.4 ± 122.80
	183.0 ± 51.44
	502.0 ± 113.30
	515.1 ± 132.40
	483.1 ± 256.30
	F = 0.23
p = 0.64
	F = 3.37
p = 0.04
	F = 0.34      p = 0.71

	IL-10
(pg/ml)
	93.99 ± 24.94
	187.40 ± 72.66
	22.30 ± 2.12
	38.79 ± 7.83
	59.32 ± 16.93
	101.10 ± 37.08
	F = 0.06
p = 0.80
	F = 1.58
p = 0.22
	F = 1.38      p = 0.26

	IL-6:IL-10
	8.47 ± 2.11
	14.09 ± 6.81
	7.09 ± 3.01
	16.30 ± 3.44
	13.50 ± 3.37
	7.23 ± 3.47
	F = 0.88
p = 0.35
	F = 1.39
p = 0.26
	F = 0.17      p = 0.84

	IL-12p70
(pg/ml)
	90.77 ± 14.04
	84.97 ± 16.72
	175.0± 30.7*&
	189.2 ± 25.73*
	117.50 ± 32.52#
	209.0 ±
[bookmark: OLE_LINK8]42.93&
	F = 5.81
p = 0.02
	F = 4.53
p = 0.02
	F = 1.10      p = 0.34

	IL-17A
(pg/ml)
	9.96 ± 1.55
	16.05 ± 4.82
	6.77 ± 2.51
	23.78 ± 4.30*
	22.86 ± 6.61
	2.42 ± 0.33#&
	F = 0.50
p = 0.48
	F = 11.26
p < 0.0001
	F = 2.78      p = 0.07

	IL-18
(pg/ml)
	57.91 ± 9.94
	50.31 ± 14.45
	65.22 ± 8.03
	55.11 ± 8.32
	54.67 ± 13.19
	47.97 ± 9.09
	F = 0.16
p = 0.69
	F = 0.64
p = 0.53
	F = 0.83      p = 0.44

	TNF-α
(pg/ml)
	1.42 ± 0.29
	1.33 ± 0.43
	1.19 ± 0.39
	4.81 ± 1.04*
	1.03 ± 0.26#
	2.48 ± 0.81#
	F = 5.03
p = 0.03
	F = 3.62
p = 0.03
	F = 3.13      p = 0.05

	Eotaxin
(pg/ml)
	29.11 ± 3.27
	23.97 ± 6.16
	19.83 ± 2.62
	37.14 ± 3.85
	45.68 ± 10.69
	28.04 ± 4.57
	F = 9.33
p = 0.004
	F = 1.59
p = 0.21
	F = 1.25
p = 0.30

	MCP-1
(pg/ml)
	409.6 ± 60.02
	362.7 ± 55.27
	400.90 ± 21.01
	328.70 ± 21.26
	264.30 ± 43.51
	300.30 ± 33.62
	F = 5.02
p = 0.03
	F = 0.94
p = 0.40
	F = 0.49
p = 0.62

	MIP-1α
(pg/ml)
	4.95 ± 0.69
	4.20 ± 0.92
	5.35 ± 1.03
	5.86 ± 0.69
	3.87 ± 0.63
	5.57 ± 0.91
	F = 0.49
p = 0.49
	F = 1.54
p = 0.22
	F = 0.02
p = 0.98

	AOPP (µM)
	81.53 ± 11.87
	83.88 ± 15.96
	53.48 ± 11.12
	78.47 ± 10.38
	83.38 ± 14.59
	96.86 ± 20.50
	F = 2.06
p = 0.16
	F = 0.50
p = 0.62
	F = 1.88
p = 0.16


Mean ± SEM; N = 5-15/group. Two-Way ANOVA (sex, dose) with Fisher’s LSD post-hoc comparisons; *, p < 0.05 vs  Male Vehicle; #, p < 0.05 vs Female Vehicle; &, p < 0.05 vs same sex 400 ppb. AOPP, advanced oxidation protein products; IL, interleukin; TNF-α, tumor necrosis factor alpha; MCP-1, monocyte chemoattract protein 1; MIP-1α, macrophage inflammatory protein 1-alpha.  
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