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Supplementary Fig 1. Effect of HBV infection on the expression of ERAL1 in vitro and in vivo. (A) Quantitative real-time RT-PCR analysis of ERAL1 mRNA expression in HepG2 and HepG2.2.15 cells (n=3, two-tailed t-test). (B) Western blot and quantitative analysis of ERAL1 proteins in HepG2 and HepG2.2.15 cells (n=3, two-tailed t-test). (C) Quantitative real-time RT-PCR analysis of ERAL1 mRNA expression in HBV plasmid transfected Huh7 cells (n=5, two-tailed t-test). (D) Western blot and quantitative analysis of ERAL1 proteins in HBV plasmid transfected Huh7 cells (n=3, two-tailed t-test). (E) Quantitative real-time RT-PCR analysis of ERAL1 mRNA expression in livers of rAAV8-1.3HBV-infected mice and control mice (n=4, two-tailed t-test). (F) Western blot and quantitative analysis of ERAL1 proteins in livers of rAAV8-1.3HBV-infected mice and control mice (n=4, two-tailed t-test). (G) Immunohistochemistry and quantitative analysis of ERAL1 expression in livers of rAAV8-1.3HBV-infected mice and control mice (scale bar, 20 μm, n=4, two-tailed t-test). NC, wild type of mice; HBV, HBV-infected mice. Data are presented as the mean±SEM, *P<0.05, **P<0.01, ****P<0.0001.
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Supplementary Fig 2. Effect of ERAL1 on HBV expression in transient transfection cell model. (A) Quantitative real-time RT-PCR analysis of ERAL1 mRNA expression in ERAL1-overexpressing Huh7 cells (n=3, two-tailed t-test). (B) Quantitative analysis of HBsAg and (C) HBeAg levels after HBV plasmid transfection in ERAL1-overexpressing Huh7 cells (n=3, two-tailed t-test). Data are presented as the mean±SEM, **P<0.01, ***P<0.001.
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Supplementary Fig 3. Effect of ERAL1 on HBV infection in mice. (A) Morphological analysis for the livers from wild-type C57BL/6 (WT), AAV-ERAL1 expressing and control mice (scale bar, 100 μm). (B) Measurement of serum ALT and AST from treated HBV-infected mice to reflect liver functions. n=4 (WT), n=6 (AAV-ERAL1 and vector), one-way ANOVA post hoc Student-Newman-Keuls test. ALT, alanine aminotransferase; AST, aspartate aminotransferase. Data are presented as the mean±SEM, ns: not significant (P ≥ 0.05).
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Supplementary Fig 4. Knockdown efficiency of MAVS in ERAL1-overexpressing HepG2.2.15 cells. (A) Representative western blot and (B) quantitative analysis of MAVS protein levels following knockdown in ERAL1-overexpressing HepG2.2.15 cells (n=3, two-tailed t-test). Data are presented as the mean±SEM, ***P<0.001.
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Supplementary Fig 5. Quantification of extracellular HBsAg levels and HBeAg levels in ERAL1-overexpressing HepG2.2.15 cells treated with LY294002. n=3, one-way ANOVA post hoc Student-Newman-Keuls test. Data are presented as the mean±SEM, *P<0.05, **P<0.01, ns: not significant (P ≥ 0.05).
Table S1. Clinical characteristics of 11 patients with HBV-related and non-HBV-related hepatocellular carcinoma for IHC assay

	
	Gender, Male/ Female
	Age, years
	HBV DNA level

	HBsAg, IU/ml
	HBeAg, S/CO
	ALT, U/L

	Patient 1
	Female
	64
	-
	-
	-
	31

	Patient 2
	Male
	54
	-
	-
	-
	21

	Patient 3
	Female
	57
	-
	-
	-
	25

	Patient 4
	Male
	66
	-
	-
	-
	28

	Patient 5
	Female
	49
	-
	-
	-
	11

	Patient 6
	Male
	69
	-
	-
	-
	30

	Patient 7
	Male
	45
	1.34 x 104
	＞250
	1.20
	27

	Patient 8
	Female
	67
	5.21 x 106
	＞250
	-
	23

	Patient 9
	Female
	62
	1.25 x 105
	＞250
	-
	16

	Patient 10
	Male
	69
	6.09 x 104
	2627.81
	3.01
	28

	Patient 11
	Male
	52
	7.97 x 103
	＞250
	-
	16


Table S2. Baseline demographics and clinical characteristics of HC and patients in the IA phase of chronic HBV infection population
	
	Gender, Male/ Female
	Age, years
	HBV DNA level

	HBsAg, IU/ml
	HBeAg, S/CO
	ALT, U/L

	HC-1
	male
	53
	-
	-
	-
	21

	HC-2
	male
	31
	-
	-
	-
	27

	HC-3
	male
	43
	-
	-
	-
	19

	IA-1
	male
	59
	4.59×104
	1155.89
	167.45
	134

	IA-2
	male
	35
	4.93×105
	2687.52
	220.23
	201

	IA-3
	male
	64
	5.06×104
	1602.9
	198.34
	178


 HBV, hepatitis B virus; HBeAg, hepatitis B e antigen; HBsAg, hepatitis B surface antigen; ALT, alanine aminotransferase.
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