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Supplementary Figure 1: Images of total protein loading for normalization during immunoblot
analysis. Total protein was extracted from the human liver biopsies (N = 70; n = 1) and used for im-
munoblotting analysis. Immunoblots were visualized on a ChemiDoc™ MP imaging system (Bio-Rad,
USA) before treatment with antibodies. This image allows quantification of the total amount of proteins
that is loaded per sample. Total protein loading was used for normalization purposes instead of a house-
keeping protein. Representative images are shown. Sample numbers are indicated above the blot. (P,
pooled control sample). To save sample material, target proteins were detected on the same immuno-
blot when the molecular weight allowed clear separation of the signal. Total protein loading of the first
13 samples is shown for Cx43 (a), Panx1 and Cx32 (b) and Panx2/3 and Cx32 (c).
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Supplementary Figure 2: Overview of fibrosis degrees. Human liver samples were divided into dif-
ferent categories based on the fibrosis grade. Four major classifications can be distinguished, namely
“no fibrosis”, “pericellular fibrosis”, “septal fibrosis” and “cirrhosis”. Based on the extent of the fibrosis,
subclasses were made for “pericellular fibrosis” and “septal fibrosis”. Representative images of the dif-
ferent fibrotic stages are shown in this figure at varying magnifications. Scale bars are indicated in the

respective image.
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Supplementary Figure 3: Cx26 protein expression in human liver samples. Total protein was ex-
tracted from the human liver biopsies (N = 70; n = 1) and used for immunoblotting analysis of Cx26.
Immunoblots were visualized with a Pierce™ ECL Western Blotting Substrate kit (Thermo Fisher Scien-
tific, USA) on a ChemiDoc™ MP imaging system (Bio-Rad, USA). Sample numbers are indicated above
the blot. (P, pooled control sample)
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Supplementary Figure 4: Cx32 protein expression in human liver samples. Total protein was ex-
tracted from the human liver biopsies (N = 70; n = 1) and used for immunoblotting analysis of Cx32.
Immunoblots were visualized with a Pierce™ ECL Western Blotting Substrate kit (Thermo Fisher Scien-
tific, USA) on a ChemiDoc™ MP imaging system (Bio-Rad, USA). Sample numbers are indicated above
the blot. (P, pooled control sample)
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Supplementary Figure 5: Cx43 protein expression in human liver samples. Total protein was ex-
tracted from the human liver biopsies (N = 70; n = 1) and used for immunoblotting analysis of Cx43.
Immunoblots were visualized with a Pierce™ ECL Western Blotting Substrate kit (Thermo Fisher Scien-
tific, USA) on a ChemiDoc™ MP imaging system (Bio-Rad, USA). Sample numbers are indicated above
the blot. (P, pooled control sample; P1 and P2, phosphorylated isoforms; NP, non-phosphorylated iso-
form)
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Supplementary Figure 6: Panx1 protein expression in human liver samples. Total protein was ex-
tracted from the human liver biopsies (N = 70; n = 1) and used for immunoblotting analysis of Panx1.
Immunoblots were visualized with a Pierce™ ECL Western Blotting Substrate kit (Thermo Fisher Scien-
tific, USA) on a ChemiDoc™ MP imaging system (Bio-Rad, USA). Sample numbers are indicated above

the blot. (P, pooled control sample)
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Supplementary Figure 7: Panx2 protein expression in human liver samples. Total protein was ex-
tracted from the human liver biopsies (N = 70; n = 1) and used for immunoblotting analysis of Panx2.
Immunoblots were visualized with a Pierce™ ECL Western Blotting Substrate kit (Thermo Fisher Scien-
tific, USA) on a ChemiDoc™ MP imaging system (Bio-Rad, USA). Sample numbers are indicated above
the blot. (P, pooled control sample)
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Supplementary Figure 8: Panx3 protein expression in human liver samples. Total protein was ex-
tracted from the human liver biopsies (N = 70; n = 1) and used for immunoblotting analysis of Panx3.
Immunoblots were visualized with a Pierce™ ECL Western Blotting Substrate kit (Thermo Fisher Scien-
tific, USA) on a ChemiDoc™ MP imaging system (Bio-Rad, USA). Sample numbers are indicated above
the blot. (P, pooled control sample; G1 and G2, glycosylated isoforms; NG, non-glycosylated isoform)
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Supplementary Figure 9: Cx26 protein localization in human liver samples. Based on the im-
munoblot results, 4 samples (S13, S36, S39 and S61) were selected to undergo immunohistochemistry
analysis. Paraffin-embedded samples were sectioned into 5 um thick sections. Cx26 is visualized in red,

while the nuclei are counterstained with DAPI. Detection was performed at 20x magnification. Scale bar
=100 pm. Sample numbers are indicated in the left upper corner of the images.
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Supplementary Figure 10: Cx26 protein zonation. Based on the immunoblot results, S13 was among
the selected samples to undergo immunohistochemistry analysis. It was sectioned into 5 uym thick sec-
tions. Cx26 is visualized in red, while the nuclei are counterstained with DAPI. Detection was performed
at 20x magnification. Scale bar = 100 um. Sample numbers are indicated in the left upper corner of the
images.
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Supplementary Figure 11: Cx32 protein localization in human liver samples. Based on the im-
munoblot results 4 samples (S29, S43, S52 and S58) were selected to undergo immunohistochemistry
analysis. Paraffin-embedded samples were sectioned into 5 um thick sections. Cx32 is visualized in red,
while the nuclei are counterstained with DAPI. Detection was performed at 20x magnification. Scale bar
=100 pm. Sample numbers are indicated in the left upper corner of the images.
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Supplementary Figure 12: Cx43 protein localization in human liver samples. Based on the im-
munoblot results 4 samples (S16, S25, S48 and S62) were selected to undergo immunohistochemistry
analysis. Paraffin-embedded samples were sectioned into 5 um thick sections. Cx43 is visualized in red,
while the nuclei are counterstained with DAPI. Detection was performed at 20x magnification. Scale bar
=100 um. Sample numbers are indicated in the left upper corner of the images.
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Supplementary Figure 13: Panx1 protein localization in human liver samples. Based on the im-
munoblot results 4 samples (S11, S12, S13 and S52) were selected to undergo immunohistochemistry
analysis. Paraffin-embedded samples were sectioned into 5 um thick sections. Panx1 is visualized in

red, while the nuclei are counterstained with DAPI. Detection was performed at 20x magnification. Scale
bar = 100 pm. Sample numbers are indicated in the left upper corner of the images.
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Supplementary Figure 14: Panx2 protein localization in human liver samples. Based on the im-
munoblot results 4 samples (S17, S38, S60 and S67) were selected to undergo immunohistochemistry
analysis. Paraffin-embedded samples were sectioned into 5 um thick sections. Panx2 is visualized in
red, while the nuclei are counterstained with DAPI. Detection was performed at 20x magnification. Scale
bar = 10 um. Sample numbers are indicated in the left upper corner of the images.
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Supplementary Figure 15: Panx3 protein localization in human liver samples. Based on the im-
munoblot results 4 samples (S20, S22, S45 and S66) were selected to undergo immunohistochemistry
analysis. Paraffin-embedded samples were sectioned into 5 ym thick sections. Panx3 is visualized in
red, while the nuclei are counterstained with DAPI. Detection was performed at 20x magnification. Scale
bar = 100 pm. Sample numbers are indicated in the left upper corner of the images.




