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Supplementary Figure S1.

iPSC derived from patient encoding R236C showed typical morphology and stem cell
marker expression (A) Typical bright field image. One of four experiments is shown.
Magnification 10x. Scale bars, 100 ym. (B) Expression of stem cell marker genes derived from
wildtype (black) and R236C cells (red). MeantSE of relative expression to GAPDH is shown
(n=4). (C) Immunfluorescence staining of cells against stem cell markers. DAPI was used for
nuclear counterstaining. One of four experiments is shown. Magnification 20x. Scale bars, 50
um. Mann-Whitney U test was used to test for statistical significance. ns, not significant p>0.05.



AFP ALB HNF4
CPLCyr CPLCrassc CPLCyr CPLCrozec CPLCyr CPLCrossc

Supplementary Figure S2.

Immunofluorescence of CPLCs showed expression of hepatocyte markers AFP, ALB
and HNF4a. DAPI was used for nuclear counterstaining. One of four experiments is shown.
Magnification 20x. Scale bars, 50 pym.
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Supplementary Figure S3.

Genotype ¢.706C>T (R236C) was maintained following retroviral immortalization (A) and
reprogramming to iPSCs (B). Chromatograms were established following sequence
analyses of the SEC61A1 gene. Heterozygotes at position 236 are indicated by arrow.
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Supplementary Figure S$4.

Cells expressing R236C show reduced growth rate. Cells were seeded at identical number
at day 1. UCi growth rate was determined at day 3 after seeding (n=21). CPLC growth rate
was determined at the end of differentiation at day 14 (n=6). The growth rate relative to WT is
shown. Mann-Whitney U test was used to test for statistical significance. ns, not significant
p>0.05.
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Supplementary Figure S5.

Western blot analysis of p62/SQSTM1.

A) UCi and (B) CPLC were subjected to Western blot analysis using autophagy-related
marker p62/SQSTM1. One typical example is shown. Bar graphs depict relative expression
in UCi (n=12) and CLPC (n=4) following densitometry analyses. GAPDH served for
normalization. Mann-Whitney U test was used to test for statistical significance. ns, not
significant p>0.05.
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Supplementary Figure S6.

CPLC are resistant to oxidative stress. (A) Flow cytometry analysis of UCi and CLPC (B)

following staining with Annexin V (AV) and 7AAD (AD). Wildtype cells were exposed to H202
for indicated time.
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Supplementary Figure S7.

gRT-PCR analysis of apoptosis-related genes. Relative expression was determined in (A)
UCiand (B) and CPLC. Box plots depicting expression in wildtype (black; n=7) and R236C
cells (red; n=4) are shown. RT-qPCR data were normalized to GAPDH. Mann-Whitney U test
was used to test for statistical significance. ns, not significant p>0.05.



Supplementary table S1: Primers

Name Gene Sequence (left/right) origin
AFP Alpha fetoprotein A TSP NM_001134.3
e
o PGSO CEICIOTOTIOIGORT g
BAX BCL2 Associated X ?ggg(T:TCTCTACTTg‘TCTTJTTT%%iAGi%/ NM_001291428.2
BCL2 BCL2 Apoptosis Regulator gSTC AC(';I' ggﬂ;g%f&%gggg ATT%% NM_000633.3
BCL2L1 BCL2 Like 1 A?:ﬁi%‘é%ﬁ%@éggxé NM_138578.3
e S CMMGTICCNIOOTIONE s
CK19 Keratin 19 AAGGA%AC?AAJ g%%%fggggg% NM_002276
i owen crooerecnewest s
s S ccoiTeeTooneoTT
LICAM L1 cell adhesion molecule e COCAMATACTCAS TS/ NM_000425
coun Wt SCOMCTOMCEONEISE s
SNA/2 Snail family zinc finger 2 éii?gggTrE?gEL%%%ig% NM_003068
oo SmEmin mocemecereeue e
o SIGTHSTIN  coomoseoNTIONGEY 1 o
TF Transferrin G.I'.Afl.Tgé gggﬁg g;é?gfggg AA‘CC / NM_001063
IR Transthyretin GAAAGGCTGCTGATGACACC/ NM_000371

TCAGTTGTGAGCCCATGCAG




Supplementary table S2: Antibodies

Antibody Method* Company Dilution Catalog Number
AFP ICC Santa Cruz 1:100 sc-8399
ALB ICC abcam 1:100 ab2406
HNF4 ICC Santa Cruz 1:100 sC-6556
NANOG ICC Stemcell Technologies 1:100 sc-33759
OCT3/4-PE ICC Stemcell Technologies 1:100 60093PE
SSEA-4-PE ICC Stemcell Technologies 1:100 60062PE
Alexa Fluor 488 ICC Life Technologies 1:500 A11001
Alexa Fluor 488 ICC Invitrogen 1:500 A11054
Alexa Fluor 568 ICC Life Technolgies 1:500 A11057
Alexa Fluor 594 ICC Life Technolgies 1:500 A11012
LC3B WB Cell Signaling 1:500 2775
GAPDH WB Cell Signaling 1:7000 2118
p62/SQSTM1 WB Cell Signaling 1:500 5114
Anti-IgG WB Cell Signaling 1:1000 7074
CD13-PC5 FC Beckman Coulter 1:100 A07763
CD29-FITC FC Beckman Coulter 1:100 IMO791U
CD71-FICT FC Beckman Coulter 1:100 IM0483
CD105-PE FC Beckman Coulter 1:100 A07414
CD166-PE FC Beckman Coulter 1:100 A22361
AFP-PE FC Santa Cruz 1:100 sc-8399 PE
CK19-AF647 FC Santa Cruz 1:100 sc-6278 AF647
SOX9-FITC FC Santa Cruz 1:100 sc-166505 FITC
FITC, PE, PCS FC Beckman Coulter 1:100 A22361
isotype control
Alexa Fluor 647 FC Bio Legend 1:100 366913

isotype control

*ICC, immunocytochemistry; WB, Western blot; FC, flow cytometry



