SUPPLEMENTARY INFORMATION

Supplementary figures legends

Supplementary figure 1. Cytotoxic effect of single bile acids in HPC.

A-C. Cells were serum starved and treated or not for 24h with different concentrations of (A)
GCDC (0.1 -2mM); (B) TCA (0.1-2mM); (C) CDC (25-200Mm). In all cases, cell viability was
analyzed by crystal violet staining. D. HPC and primary mouse hepatocytes were treated or not
with GCDC (ImM) + TCA (0.5mM) or TCDC (10 uM) for 24h. Cell viability was analyzed by
cell counting with Neubauer chamber. A-D. Data are mean + SEM of 3-5 independent
experiments run in duplicate. Data were compared with the untreated group or as indicated,
*p<0.05 and ***p<0.001.

Supplementary figure 2. Effect of EGFR ligands on cell viability in HPC treated with bile
acids.

A-B. Cells were serum starved and treated or not for 1 or 6 h with EGF (20 ng/ml) prior to adding
(A) GCDC (1mM) + TCA (0.5mM) (G+T) or (B) TCDC (100uM). Cell viability was analyzed
after 24h by cell counting with Neubauer chamber. Data are mean + SEM of 4 independent
experiments run in duplicate. C. Cells were serum starved and treated or not with TCDC (100uM);
GCDC (1mM) + TCA (0.5mM) or GCDC (1.5mM) + TCA (0.5mM) + EGF (20 ng/ml). Cell
viability was analyzed after 24h by crystal violet staining. Data are mean + SEM of 3-6
independent experiments run in duplicate. A-C. Data were compared with the untreated group or
as indicated, *p<0.05; **p<0.01 and ***p<0.001.

Supplementary Figure 3. Validation of the EGFR inhibitory activity of gefitinib in HPC.
A. Western blot analysis for phosphorylated and total EGFR in HPC treated for 1h with different
concentrations of gefitinib (1-5uM) prior to adding EGF (20 ng/ml) for 10 minutes. A
representative experiment out of 2 is shown. Optical density values are meant SEM of 2
independent experiments. B. Cells were serum starved, treated for 1h with different concentration
of gefitinib (2.5-5uM) prior to adding EGF (20 ng/ml). Cell viability was analyzed after 24h by
crystal violet staining. Data are mean = SD of 1 experiment run in triplicate. Data were compared
with the untreated group or as indicated, *p<0.05; **p<0.01 and ***p<0.001.

Supplementary Figure 4. Analysis of inflammatory pathways in HPC treated with bile acids
and/or EGF.

A. Optical density values from western blot analysis (shown in main figure 3A) for P-STATS3, P-
P38MAPK and P-lIkBo/IkBa in HPC treated with TCDC (100uM) or GCDC (1mM) + TCA

(0.5mM) for the indicated periods of time. Data are mean + S.E.M. of 5 independent experiments.



B. RT-qPCR analysis of the expression of Cxcl2, Cxcll, 116, Tnfa, Il1b, 114 and Ccl2 in HPC
treated with TCDC (100uM) or GCDC (1mM) + TCA (0.5mM) for 15h. Gusb was used for
normalization. Data are expressed as fold change relative to untreated cells (assigned an arbitrary
value of 1) (n=2). C. Western blot analysis for phosphorylated (P-EGFR) and total EGFR in HPC
treated with TCDC (100uM) or GCDC (ImM) + TCA (0.5mM) for different periods of time. A
representative experiment is shown. Optical density values are shown below the blots” images
and are mean+ SEM of 4 independent experiments. D. Optical density values from western blot
analysis (shown in main figure 3G) for cleaved CASPASE 1 and IL-1f of HPC treated with EGF
(20 ng/ml) and/or TCDC (100puM) or GCDC (1mM) + TCA (0.5mM) (G+T) for 30 min. Data are
mean = S.E.M. of 3 independent experiments. A, C, D: Data were compared with the untreated
group, *p<0.05 and **p<0.01.

Supplementary Figure 5. Validation of the TGF-B receptor inhibitory activity of SB431542
in HPC.

Western blot analysis for phosphorylated SMAD2 (pSMAD?2) in HSC treated for 30 minutes with
TGF-B (2ng/ml) with (+) or without (-) 1h pretreatment with SB431542 (10 uM). A representative
experiment is shown. Optical density values are shown below the blots” images.

Supplementary Figure 6. Proteomic analysis of conditioned medium from HPC either
untreated or treated with bile acid and EGF.

A. Representation of total protein abundance in conditioned medium from untreated HPC (basal
CM) or from HPC treated with GCDC + TCA and EGF (treated CM), after normalization (n=4).
B. Principal component analysis of HPC basal and treated CM (n=4) samples from differentially
expressed proteins (p value<0.05). C. Venn diagram showing distribution of differentially
secreted proteins in HPC basal and treated CM. D. Heatmaps of differentially expressed elements
in HPC basal and treated CM within the inflammatory response and matrisome signature. Blue

means less relative abundance and red means more relative abundance.

Supplementary table 1. Primer sequences used in quantitative reverse transcriptase-polymerase
chain reaction (RT-gqPCR).

Protein | Gene Forward primer (5°-3°) Reverse primer (5°-3’)

CXCL1 | Cxcl1 GGTGTCCCCAAGTAACGGAG AGTGTTGTCAGAAGCCAGCG

aSMA Acta2 ACAGCCCTCGCACCCA GCCACCGATCCAGACAGAGT




COL1lol | Collal | GTCGCTTCACCTACAGCACCCT | AGGCGGGAGGTCTTGGTGGTTT
PDGFb | Pdgfb ACTTGAACATGACCCGAGCA ATCTGGAACACCTCTGTGCG
MMP2 | Mmp2 CACACCAGGTGAAGGATGTG GTTGAAGGAAACGAGCGAAG

MMP13 | Mmpl13 | TTGGTCCCTGCCCCTTCCCTAT CGCAAGAGTCGCAGGATGGT

IL6 116 AGACAAAGCCAGAGTCCTTCA GGAGAGCATTGGAAATTGGGG

CXCL2 | Cxcl2 CCACCAACCACCAGGCTACA TGGCAGGGTCTTCAGGCATT

TNFa Tnfa ACGTCGTAGCAAACCACCAA ATCGGCTGGCACCACTAGTT
IL1B I11b CTGGGAAACAACAGTGGTCA CTGCTCATTCACGAAAAGGG
IL4 14 CTCGAATGTACCAGGAGCCATAT | CACATCCATCTCCGTGCATGG
CCL2 Ccl2 CACATCCATCTCCGTGCATGG ATGTCCTCCTGCACCTCCTC
IL12 1112 TTGAACTGGCGTTGGAAGCA CGGGTCTGGTTTGATGATGT
Cdso Cdso ACGTGTCAGAGGACTTCACC AATCCTGCCCCAAAGAGCAC
NOS2 Nos2 | AGACCTCAACACAGAGCCCTC TCGAAGGTGAGCTGAACGAG
MRC1 Mrcl CTAACTGGGGTGCTGACGAG AGGAGGTTCAGTAGCAGGGA
Argl Argl TAGACAAGCTGGGGGATTGGC CAAAGCTCAGGTGAATCGGC
IL10 1110 CCTTCAGCCAGGTGAAGACT GGCAACCCAAGTAACCCTTA

GUSB Gusb | AAAATGGAGTGCGTGTTGGGTCG | CCACAGTCCGTCCAGCGCCTT
NLRP3 | Nlrp3 TCAGATTGCTGTGTGTGGGA AGATCCTGACAACACGCGGA

Supplementary table 2. Antibodies used for western blot analysis (CST: Cell Signaling

Technology)

Antibody target Specie Dilution Reference
P-EGFR Rabbit 1: 1000 CST 1673777S

EGFR Goat 1: 100 CST 4267S
B-ACTIN Mouse 1: 5000 CST 1673700S

a-TUBULIN Mouse 1:5000 CST 2144S
P-STAT3 Rabbit 1: 1000 CST 1679131S
P-P38 Rabbit 1: 1000 CST 1679211S




P-Ixba Rabbit 1: 1000 CST 16772859S

Ixba Rabbit 1: 1000 CST 1679242S
aSMA Mouse 1: 1000 CST A2647
P-SMAD2 Rabbit 1: 1000 CST 3108S
SMAD?2 Rabbit 1:1000 CST 5678S
CASPASE-1 Rabbit 1:1000 AdipoGen

AG-20B0042-C100
-1 Rabbit 1:1000 Abcam Ab9722

Supplementary table 3. Top 100 proteins significantly upregulated (fold change>2) or
downregulated (fold change<0.5) ordered according to their p value, in the secretome of HPC
conditioned medium after treatment with GCDC + TCA and EGF (treated CM) as compared with
HPC basal conditioned medium (basal CM).

Gen Protein Name Fold P_value Gen Name| Protein Name Fold P_value
Name Change| — Change| —
Lman1 Protein ERGIC-53 9,838 3’325 Ube2i [SUMO-conjugating enzyme UBC9| 0,067 l‘géE_

Clta Clathrin light chain A 4,679 7%5 Sephs1 Selenide, water dikinase 1 0,04 1‘22'5'

Adamio |DiSintedrin and metalloproteinase, | , ., | 1.96E- Cxcls C-X-C motif chemokine 5 | 39,830 | 267F
domain-containing protein 10 07 05
Nucb1 Nucleobindin-1 5538 | 212F Cets T-complex protein 1 subunit | o5 | 1,698
07 epsilon 05
. ) ,63E- ) 1,73E-
Cope Coatomer subunit epsilon 0,038 8 23 Atp6apl |V-type proton ATPase subunit S1| 10,696 02
. . 4,31E- S 1,73E-
Golm1 Golgi membrane protein 1 7,252 37 P4hb Protein disulfide-isomerase 0,235 02
Furin Furin 6,301 4,42E- Psmel Proteasome actlyator complex 0,043 1,78E-
07 subunit 1 05
Fam3c Protein FAM3C 3172 | >28F Lsmz | U8 SnRNA-associated Smilike | o5 | 1.82E-
07 protein LSm2 05
Ifnar2 Interferon alpha/beta receptor 2 | 5,506 7,24E- Rplp0 Large ribosomal subunit protein 0,11 1.87E-
07 uL10 05
Vascular endothelial growth factor| 7,35E- Heterogeneous nuclear 1,90E-
Vegfa A, long form 8,765 07 Hnmpal ribonucleoprotein Al 0135 05
Crispl | Cysteine-rich secretory protein 1 | 32,205 7'235 Baspl Brain acid soluble protein 1 3,471 1,9(;§E—
Ppmil Protein phosphatase 1L 8,097 1,02E- Ubal Ubiquitin-like modifier-activating 0,07 1,92E-
06 enzyme 1 05
Psap Prosaposin 2,874 1'?)25 Dpp7 Dipeptidyl peptidase 2 0,454 Z’ZEE_




Cops4 COP9 sigszo;gme complex 0,224 1‘225_
Prdx6 Peroxiredoxin-6 0,249 |1,8E-06
Ctbs Di-N-acetylchitobiase 2,305 2,225
Gdil Rab GDP dissociation inhibitor 0,064 2,43E-
alpha 06
Flna Filamin-A 0,208 | 29
06
Txnll Thioredoxin-like protein 1 0,284 3‘2?3'
Paics | ¢ocemosmrboramie aymtrersse | 197 | 06
Pdgfb Platelet—dtasr:l\t/)iisrgmh factor 24.65 3,55]6;5_
Ctsb Cathepsin B 4,124 4’225
Ppia PepticiisyclJ—riLorglsgi/s_\—trans 0,414 5,225_
o | ||
o R P e
Calu Calumenin 2,595 6.08E-
06
Clra Complement C1r-A 0.201 |6,5E-06
subcomponent
Atic Bifunction’?rIO[tJ:irri]n;_ﬁié)synthesis 0,031 6,5(;)565_
Timpl Metalloproteinase inhibitor 1 2,897 6'225
T e D s
agapt | " GpTroPtae?: ng\:gi; olke | 0125 7"22’5‘
Hspa9 | Stress-70 protein, mitochondrial | 0,289 7'225
Flnb Filamin-B 025 | &3E
06
Lmna Prelamin-A/C 0,271 B'gZE'
swont | P e | 9% | %o
e R D
Tagin2 Transgelin-2 0,429 |9,2E-06

cst3 Cystatin-C 3,993 2'?)25
e e e e
N s ETI
vel Vinculin 0,035 2,3;5-
Dctn2 Dynactin subunit 2 0,287 Z’giE'
Ccl2 C-C motif chemokine 2 7,749 2"3;5
Scly Selenocysteine lyase 0,104 2%2'5'
Slc39a6 Zinc transporter ZIP6 9,695 2‘?)25
Dagl Dystroglycan 1 2,72 2'?)?5_
Clu Clusterin 5,25 2’?)25
Tpil Triosephosphate isomerase | 0,271 2’?)25
Ubezn | YPiquitin-conjugating enzyme E2 0,250 3,08E-
N 05
Plin3 Perilipin-3 0,109 3'(2)2'5'
Raetla Retinoic aciq early-inducible 3,480 3,40E-
protein 1-alpha 05
Actb Actin, cytoplasmic 1 0,18 3,4(;;5
Stmnl Stathmin 3,457 3,57
05
Ak2  |Adenylate kinase 2, mitochondrial| 0,038 3’?)25
Lrre59 Leucine—ri(;r:orgi):astg;comaining 0,09 4,:(3)50_)5_
Psmb6 | Proteasome subunit beta type-6 | 0,321 4,378

05




Actr3 Actin-related protein 3 0,026 Q'EZE'
Ppmilg Protein phosphatase 1G 0,216 1‘(())25
Slc39a10 Zinc transporter ZIP10 33,098 |1,1E-05
o | oo e O |
Psmbl | Proteasome subunit beta type-1 | 0,159 1‘:([)25
Tmod3 Tropomodulin-3 0,142 LEEE_
cdhe Cadherin-6 2,724 l*ééE'
Actnl Alpha-actinin-1 0,071 l’ééE'
Nptn Neuroplastin 5,277 I’ZE'
Ostfl Osteoclast-stimulating factor 1 | 0,202 1‘3:5
5$100a10 Protein S100-A10 5,37 1'22'5'
Hspa4 Heat shock 70 kDa protein 4 | 0,238 1,53

05

- 4,52E-
Bsg Basigin 3,514 05
Ruvbl1 RuvB-like 1 0,033 4’g§E'
Eef2 Elongation factor 2 0,094 4’%25
Eeflb Elongation factor 1-beta 0,485 4’%;5
Gm2a Ganglioside GM2 activator 2,68 4’%§E'
Activator of 90 kDa heat shock 4,95E-
Ahsal ) 0,306 |
sa protein ATPase homolog 1 05
Ablim1 Actin-binding LIM protein 1 0,262 4'355)5
Trans-Golgi network integral 5,10E-
Tgoln1 membrane protein 1 2,601 05
Ints1 Integrator complex subunit 1 6,929 S'ng_
Ran GTP-binding nuclear protein Ran | 0,229 S'ng_
Extracellular superoxide 5,35E-
Sod3 . 4,256
0 dismutase [Cu-Zn] 05
. ,38E-
Hdgf Hepatoma-derived growth factor | 0,35 5 ?(;2
Bst2 Bone marrow stromal antigen 2 | 2,27 5’?);4_)5
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Supplementary Figure 2
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Supplementary Figure 3
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Supplementary Figure 4
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Supplementary Figure 5
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Supplementary Figure 6
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