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Supplemental Material: PFBS and PFPeS induce systemic toxicity

Supplemental Table 1.  Gating strategies for immunophenotyping

	Spleen and dLN cells
	

	Cell Type 
	Gating Strategy

	CD4 T cells
	CD45+, lymphocyte gate (FSC/SSClow), CD8-, B220-, NKp46-, CD4+

	CD8 T cells 
	CD45+, lymphocyte gate (FSC/SSClow), CD4-, B220-, NKp46-, CD8+

	B cells
	CD45+, lymphocyte gate (FSC/SSClow), CD4-, CD8-, NKp46-, B220+ (MHCII/CD86 MFI increases with activation)

	NK cells 
	CD45+, lymphocyte gate (FSC/SSClow), CD4-, CD8-, B220-, NKp46+

	Eosinophils
	CD45+, SSChigh, CD11b+, Ly6Glow, Siglec-F+

	Neutrophils
	CD45+, SSChigh, CD11b+, Siglec-F-, Ly6Ghigh,

	DCs
	CD45+, SSCint, MHCII+, CD11c+, F4/80- (MHCII/CD86 MFI increases with activation)

	CD11b+ monocytes/macrophages
	CD45+, SSCint, CD11b+, SiglecF-, Ly6G-, Ly6c+/-, F4/80+/-

	Skin (ear) cells
	

	Cell Type 
	Gating Strategy

	CD4 T cells
	CD45+, Lymphocyte gate (FSC/SSClow), CD3+, CD4+, CD8-

	CD8 T cells 
	CD45+, Lymphocyte gate (FSC/SSClow), CD3+, CD4-, CD8+

	NK cells 
	CD45+, Lymphocyte gate (FSC/SSClow), CD3-, NKp46+

	Eosinophils
	CD45+, SSChigh, CD11b+, Ly6Glow, Siglec-F+

	Neutrophils
	CD45+, SSChigh, CD11b+, Siglec-F-, Ly6Ghigh

	Total DCs
	CD45+, SSCint, MHCII+, CD11c+, F4/80- , CD11b+/- 














Supplemental Table 2.  Genes evaluated in liver and skin
	Gene
	Assay ID #’s

	Acox1
	Mm00443578_g1

	Apoa1
	Mm00437569_m1

	Avpr1a
	Mm00444092_m1

	Cd36
	Mm00432403_m1

	Cpt1b
	Mm00487191_g1

	Cyp4a10
	Mm02601690_gH

	Cyp7a1
	Mm00484150_m1

	Cxcl1
	Mm04207460_m1

	Ehhadh
	Mm00619685_m1

	Flg
	Mm01716522_m1

	Flg2
	Mm02744902_g1

	Il-1beta
	Mm00434228_m1

	Il-6
	Mm00446190_m1

	Itgbl1
	[bookmark: OLE_LINK1]Mm01200043_m1

	Krt10
	Mm03009921_m1

	Krt14
	Mm00516876_m1

	Lor
	Mm01962650_s1

	Lpl
	Mm00434764_m1

	Pla2g12a
	Mm01316982_m1

	Pltp
	Mm01240573_m1

	Ppara
	Mm00440930_m1

	Pparγ
	Mm00440940_m1

	Pparδ
	Mm00803184_m1

	Tslp
	Mm01157588_m1

	S100a7
	Mm01218201_m1

	S100a8
	Mm00496696_g1

	Serpine1
	Mm00435858_m1
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Supplemental Figure 1.  Body weight following dermal exposure to PFBS or PFPeS. Weight loss (final weight – start weight) following 28-days of PFBS exposure. Bars represent mean (± SE) of 5 mice per group. Statistical significance, relative to 0% vehicle control, was determined by one-way ANOVA followed by Dunnett’s post-test.



Supplemental Table 3. Organ weights following dermal exposure to PFBS or PFPeS
	
	28 Days

	
	PFBS (C4)
	PFPeS (C5)

	Parameter
	0%
	1.25%
	2.5%
	5%
	0%
	1.25%
	2.5%
	5%

	Thymus (g)
	0.0358 ± 0.0040
	0.0376 ± 0.0021
	0.0386 ± 0.0033
	0.0388 ± 0.0036
	0.0352 ± 0.0021
	0.0404 ± 0.0018
	0.0438 ± 0.0028
	0.0400 ± 0.0029

	Spleen (g)
	0.0740 ± 0.0042
	0.0738 ± 0.0034
	0.0692 ± 0.0025
	0.0666 ± 0.0034
	0.0740 ± 0.0024
	0.0782 ± 0.0055
	0.0732 ± 0.0045
	0.0634 ± 0.0038

	Kidneys (g)
	0.2802 ± 0.0084
	0.2738 ± 0.0053
	0.2822 ± 0.0085
	0.2638 ± 0.0047
	0.2976 ± 0.0092
	0.2978 ± 0.0136
	0.2930 ± 0.0149
	0.2798 ± 0.0098

	Liver (g)
	1.0486 ± 0.0318
	1.0486 ± 0.0318
	1.0732 ± 0.0278
	1.1182 ± 0.0288
	1.0830 ± 0.0253
	1.2952 ± 0.0477*
	1.5564 ± 0.0469***
	1.8308 ± 0.0550***


[bookmark: _Hlk103592144]Numbers represent mean (± SE) of 5 mice per group. Levels of statistical significance are denoted (* p < 0.05 and *** p < 0.001) as compared to acetone vehicle (0%).
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AI-generated content may be incorrect.]Supplemental Figure 2. Liver gene expression following dermal exposure to PFBS or PFPeS. Gene expression in the liver following 28 days of exposure. Changes in (A) Cpt1b, (B) Pla2g12a, (C) Pltp, (D) Ppara, and (E) Lpl were evaluated. Data shown as the mean (± SE) of 4-5 mice/group. Statistical significance, relative to 0% vehicle control (VC), was determined by one-way ANOVA with Dunnett’s post-test where *p < 0.05, **p < 0.01, and ***p < 0.001.
Supplemental Table 4. dLN phenotyping of mice dermally exposed to PFBS or PFPeS 
	
	28 days

	
	PFBS (C4) (v/v)
	PFPeS (C5) (v/v)

	Parameter
	0%
	1.25%
	2.5%
	5%
	0%
	1.25%
	2.5%
	5%

	Cellularity (x 106)
	5.10 ± 0.89
	5.74 ± 0.88
	5.74 ± 0.37
	7.50 ± 0.46
	3.69 ± 1.42
	6.34 ± 1.35
	4.85 ± 0.57
	7.89 ± 1.25

	CD4+ (x 106)
	2.08 ± 0.30
	2.41 ± 0.33
	2.43 ± 0.16
	3.16 ± 0.21
	1.55 ± 0.56
	2.66 ± 0.59
	2.02 ± 0.22
	3.23 ± 0.49

	CD4+ (%)
	41.44 ± 1.88
	42.52 ± 1.04
	42.32 ± 0.38
	42.12 ± 0.72
	41.90 ± 2.40
	41.58 ± 0.72
	41.82 ± 0.77
	41.18 ± 1.09

	CD8+ (x 106)
	1.37 ± 0.21
	1.53 ± 0.22
	1.65 ± 0.13*
	2.20 ± 0.18
	1.13 ± 0.40
	1.97 ± 0.44
	1.49 ± 0.15
	2.39 ± 0.35

	CD8+ (%)
	27.00 ± 0.43
	27.14 ± 1.01
	28.66 ± 0.72
	29.28 ± 1.00
	30.56 ± 0.22
	30.74 ± 0.39
	30.94 ± 0.52
	30.56 ± 0.42

	B-cells (x 105)
	8.91 ± 2.10
	9.53 ± 2.05
	7.71 ± 0.28
	10.30 ± 0.43
	5.08 ± 1.73
	8.38 ± 1.49
	7.30 ± 1.49
	12.60 ± 2.45

	B-cells (%)
	16.76 ± 1.89
	15.78 ± 1.50
	13.64 ± 0.86
	13.78 ± 0.56
	14.17 ± 1.78
	13.66 ± 0.62
	14.60 ± 1.33
	15.62 ± 0.94

	NK (x 104)
	2.12 ± 0.24
	2.73 ± 0.34
	2.50 ± 0.06
	2.61 ± 0.12
	1.85 ± 0.70
	3.60 ± 0.82
	2.36 ± 0.27
	3.93 ± 0.63

	NK (%)
	0.43 ± 0.04
	0.49 ± 0.03
	0.45 ± 0.04
	0.35 ± 0.02
	0.48 ± 0.02
	0.56 ± 0.04
	0.49 ± 0.02
	0.50 ± 0.03

	Eosinophils (x 103)
	4.34 ± 1.12
	3.19 ± 0.94
	2.37 ± 0.26
	3.15 ± 0.25
	2.20 ± 0.99
	7.52 ± 2.05**
	2.64 ± 0.65
	3.31 ± 1.62

	Eosinophiles (%)
	0.08 ± 0.01
	0.05 ± 0.01
	0.04 ± 0.01*
	0.04 ± 0.00*
	0.06 ± 0.01
	0.12 ± 0.02
	0.05 ± 0.01
	0.03 ± 0.01

	Neutrophils (x 103)
	2.26 ± 0.56
	1.89 ± 0.34
	1.88 ± 0.05
	2.16 ± 0.14
	1.15 ± 0.33
	1.56 ± 0.24
	1.36 ± 0.52
	1.39 ± 0.40

	Neutrophils (%)
	0.05 ± 0.01
	0.03 ± 0.00
	0.03 ± 0.00
	0.03 ± 0.00
	0.04 ± 0.01
	0.03 ± 0.00
	0.03 ± 0.01
	0.02 ± 0.00

	Dendritic Cells (x 105)
	1.20 ± 0.12
	1.38 ± 0.22
	1.63 ± 0.26
	1.58 ± 0.22
	0.55 ± 0.19
	1.02 ± 0.32
	0.64 ± 0.06
	0.97 ± 0.19

	Dendritic Cells (%)
	2.53 ± 0.39
	2.39 ± 0.05
	2.78 ± 0.36
	2.11 ± 0.25
	1.48 ± 0.21
	1.53 ± 0.17
	1.38 ± 0.18
	1.21 ± 0.06

	CD11b+ (x 105)
	1.60 ± 0.28
	1.57 ± 0.26
	1.71 ± 0.20
	2.17 ± 0.20
	1.09 ± 0.36
	1.59 ± 0.43
	1.16 ± 0.16
	1.76 ± 0.30

	CD11b+ (%)
	3.11 ± 0.0
	2.70 ± 0.12
	2.95 ± 0.20
	2.93 ± 0.30
	3.07 ± 0.44
	2.41 ± 0.14
	2.40 ± 0.23
	2.26 ± 0.16


Values are expressed as the means (± SE) for each group (n=5 mice/group). 
*p < 0.05, **p<0.01
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