Supplemental Figure 51 « EB. Reed et al. Ungrouped panels
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Cholera toxin (CTX) induces morphological change in HLF characteristic of disassembly of actin stress fibers, and
this effect is partially rescued by Gas knockdown

Representative phase contrast images of HLF transfected avernight with control siRMA (siC, 10nM ) or siRMA targeting GMAS

(encoding Gos, 10 nM ). Cells were next serum-starved for 48 h and additionally treated for 2 h with ether vehicle (A, B} or 1
wg/ml CTX (C, D). Images were taken using an Qlympus [X-71 microscope with 10« lens maagnification.
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Knockdown of G as partially rescuesinhibition of the TGF-ginduced myofibroblast differentiation by cholera toxin,
HLF were fransfected overnight with either control siRMNA (siC) or siEMA targeting Gos (siGos). Cells were next serum starved
for 48 hours, and then treated for additional 48 hours with vehicle, 1 pg/ml cholera toxin (CTX), andior 1 ng/ml TGF-g as
indicated. Cell Ilysates were analyzed with artibodies recognizing Gas, Col141, FM, SMA and B-actin. Shown are
representative western blot images (A) and guantifications of chemiluminescence signal for Gas (A1), p-actin (A2), Col1A1
(AJ), FM (Ad4), or SMA (A5). Data are the mean values = 3D from 3 independent cutures per treatment. *p=0.05;, **p=0.01;
=p=0.001; ***p=0.001, one-way ANOWVA with Tukey correction for multiple comparisons. Red boxes highlight the rescue
effect of siGas on CTX-mediated inhibition of TGF-f-induced expression of Cal1A1, FM, and SMA.
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The adenylyl cyclase activator forskolin attenuates TGF-ginduced myofibroblast differentiation.

HLF were serum starved for 48 hours and then treated with ether vehicle ar 10 uM forskolin (FSK), immediately followed by
treatment with ether vehicle or 1 ng'ml TGF-¢ for 48 h as indicated. HFL lysates were analyzed by western blotting using
antibodies recognizing collagen 141 (Col1A1), fibronectin (FM), smoaoth muscle cell e-actin (SMA), and g-actin. Shown are
representative western blot images (A) and quantifications of immunoluminescence signal for Col1A1 (A1), FN (A2), and SMA
(A3). Data are the mean values + 5D from 3 independent cultures per treatment. *p=0.05 **p=0001; **p=0001, one-way
AMNOVA with Tukey correction for multiple comparisons.
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Knockdown of Gel2 and Gad3 partially reduces TGF-B-induced formation of SMA-positive stress fibers in HFL.
Representative immunofluorescence SMA images of HLF transfected overnight with control siRMA (siC, 10 nM ) or siRMNA
targeting Gal2 plus Gol3 (5 nM each). HFL were transfected with siFRMA overnight, serume-starved for additional 48 h, and the
additionally treated for 48 h with either vehicle (A C) or TGF-b (B, D). Images were taken using Mikon Ti-2 flucrescent
microscope with 20= lens maanification.
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Supplemental Figure 55. Combined knockdown of Gail2 and Gail3 attenuates TGF-Binduced mRNA levels of ColfAT, FN and SMA.
HLF were transfected =siC (10 nM} or with a combination of 5iGa12 (GnM ) + siGw13 (5nM ) overnight, serum starved for 48 hours, and treated
with wehidle or 1 ng/ml TGF-[5 for 24 hourz mRNA levels for Col1A1, FN1, ACTAZ (SMA) were measured by real time 1PCRH and normalized to
the levels of housekeeping ribosomal RPL13 mRMA as indicated. Data are the mean values = SD from 3 independent cultures per treatment.
*p=0.05, #p=<0.01; *=*p=0.001; ***p=0.001, cne-way AN OVA with Tukey correction for multiple comparisons.
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Inhibition of the TGF-B-induced myofibroblast differentiation by a combined knockdown of Ga12 and Ged3 using altemative siRNA
constructs
A, Representative images and guantification of western blot anahlyses of HLF transfected with control siRNA (&iC), or 8 combinatien of siRNAs
targeting siGo13 and siGul13. HLF were transfected overnight with either siC (10nM ), or a combination of siGow12 (GNA1Z_3, 5nM} and Gold
(GMA13_ 8, 5nM). HFL were then serum starved for 48 h and additionalty treated for next 48 h with either vehide or 1 ng/ml TGF-. Protein
lysates were analyzed by western blotting using antibodies recognizing Gae12 (A1), Gal3 (A2), ColA1 (A3), FN [(Ad), SMA (AB), or tubulin
|AB). Data are the mean values = SD from 4 independent cultures per treatment. *p<0.05, **p<0.01; **p<0.001; ***p<0.001, one-way ANOWVA
with Tukey correction for multiple comparisons.
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Combined knockdown of Gad2 and Gal3inhibits TGF-g-induced phosphorylation of myosin light chain (MLC).
Representative images and quantification of western blot analyses of HLF transfected overnight with either control siRMA (siC,
10nM) or a combination of siRMAS targeting Ger12 (5nM) and Gal13 (5nM). HLF were then serum starved for 48 h and
additionally treated with ether vehicle or 1 ng/ml TGF-g for other 48 h. Protein lysates were analyzed using antibodies
recognzing p-MLC or total MLC. Quantifications show luminescence levels of p-MLC (A1), total MLC (A2), or ratios of p-
MLC/MLC (AJ). The relative luminescence values were normalized to the average of siC samples Data are the mean values +
S0 from 4 independent cultures per treatment. *p=0.05, **p=0.01; *=p=0.001, ***p=0.001, one-way ANOVA with Tukey
correction for multiple comparisons.
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Proteasome inhibitor MG-132 has marginal effect on the TGF-ginduced myofibroblast differentiation and does not
rescue from the inhibitory effect of G ad12/13 knockdown.

HLF were transfected overnight with ether control siRMA (siC, 10 nl) or the combination of siRMNAS targeting Goe12 (5nl ) and
Go13 (5nM ). HLF were then serum starved for 48 hours and next treated with vehicle, 3 uM MG-132, andfor 1 ng'ml TGF-§ for
additional 48 h. Protein lysates were analyzed with artibodies against Col1A1, FM, SMA and tubulin as indicated. Shown are
representative western blot images and quantifications of chemiluminescent signal for Col1A1, FN, SMA, and tubulin as
indicated. Data are the mean values + SD from 3 independent cultures per treatment. *p=005; **p=0.001, one-way ANOVA
with Tukey carrection for multiple comparisons. For the purpose of clarity, anly physiologically important statistical values are
presented.
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Combined knockdown of Gal2 and G al3 does not affect the basal or TGF-ginduced mRNA levels of mitochondrial
metabolic genes. HLFs were transfected with control siEMNA (siC, 10 nM) or with a combination of siEMNAs targeting Go12
(BnM) and Gm13 (5nM) overnight. Cells were then serum starved for 48 hours and additionally treated with vehicle or 1 ng/ml
TGFR for 24 hours. mRMA  levels of NODUFA4, SDHB and COX17 were measured by real time gPCR and normalized to the
levels of RPL13 housekeeping gene asindicated. Data are the mean values + 3D from 3 independent cutures per treatment.
*p=0.05 **p=0.01, *p=0.001, **p=0.001, one-way ANOVA with Tukey correction for muttiple comparisons.
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Transfection with negative control siRNA has marginal effect on the TGF-ginduced myofibroblast differentiation.

HLF were exposed for 24 h to ether transfection reagent alone (no siRMNA) or control siRMA (siC, 10 nM). HLF were then
serum starved for 48 hours, following by treatment with either vehicle or 1 ng/ml TGF-p for additional 48 hours. A, Cell lysates
were analyzed by western blotting using antipodies against Col1A1, FN, SMA, and tubulin as indicated. Quantifications of
immunoreactivity levels of Col1A1 (A1), FM (A2) or SMA (A3) are alzo shown: the relative expression values were normalzed
to the average values in “no siRMA™ samples. Data are the mean values + 5D from 4 independent cultures per treatment.
==p=0.001; *=*p=0.001, one-way ANOVA with Tukey correction for muktiple comparisons.
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Figure 511. Original western blot images for relevant proteins, with molecular weig ht markers.



Supplemental Figure S12. Sequences for RT-qPCR analyses of mRNA expression:
hFN1F504 GGA GGAAGCCGAGGTTITAACTG

hFN1R607 CAG CTTATTCTCCCT CGCCC

hACTA2F1040 GCA CCATGA AGATCAAGATCATTG CCC

hACTA2R1230 GCT AGA GACAGA GAG GAG CAG G

hCol1A1F4345 CGTCACTGT CGA TGG CTG CAC

hCol1A1R4535 GCCAGG TTG GGA TGG AGG G

NDUFA4- F: 5'-TCTCTTGCGTCTGGCATTGT-3', R: 5-TGGGACCCAGTTTGTTCCAG-3
SDHB- F: 5'- CACTCTAGCTTGCACCCGAA-3’, R: 5’-ACATGTGTGGAAGAGGGTAGA-3
COX17- F: 5-GTGGTCGGGTCTCTGTTGAC-3, R: 5-AAGCTTGCCGTTCTCCTCTC-3’

RPL13- F: 5-GTCGTACGCTGTGAAGGCAT-3, R: 5’-GGAAAGCCAGGTACTTCAACTT-3



