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RPMI - .
medium KO-DMEM Modified Lanford medium
12 21 25

Activin A DMSO HGF, OSM, DEX

Day 0

L

Fig. 1. Schematic of the protocol for the differentiation into hepatocytes from 2 human iPScell lines
Two human iPS cell lines (Fetch and Lollipop) were differentiated into endoderm cells by addition of

100 ng/mL activin A for 5 days, and then into hepatocytes by the addition of 1% DMSO for 7 days.
The hepatocytes were then matured by the addition of 10 ng/mL HGF, 20 ng/mL OSM, and 100 nM
DEX for 9 days. For the final 4 days, the cells were cultured in modified Lanford medium alone,

without HGF, OSM, and DEX.
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Fig. 2. Expression levels of liver marker protein mRNAs
The expression levels of HNF4a, ALB, and AFP mRNAs in undifferentiated human iPS cells (i) and

hepatocyte-like cells differentiated from two human iPS cell lines (Fetch and Lollipop) were analyzed
using real-time PCR. Collagen I (c) or Matrigel (m) was used for the differentiation as the extracellular
matrix. A, B, and C present HepG2 cells, human adult liver, and hepatocytes, respectively, as positive
controls. Each bar represents the mean + SD from triplicate experiments. Values were normalized to
the level of GAPDH mRNA. The graph represents the relative gene expression level when the level in

the liver was taken as 1. nd, not detected.
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Activin A Activin A FGF2or FGF4 EGF
with or without Wnt3a

Fig. 3. Schematic of the protocol for the differentiation of human iPS cells into enterocytes

Human iPS cells were cultured in the presence of activin A (100 ng/ml) for 3 days. The cells were
further cultured in medium containing FGF2 (250 ng/ml) or FGF4 (250 ng/ml) with or without
Wnt3a (50 ng/ml) for 4 days. After 7 days of differentiation, the cells were treated with Y-27632 (10
uM), passaged, and subsequently cultured in the presence of 2% or 10% FBS and EGF (20 ng/ml)
for 19 days.

B Day 11 BDay20 ODay26 DOAdultsmallintestine

100 A
c
i)
?
o 10 A *
o
x
(0)
<
z ]
€
(0]
=
©
& 0.1 -
0.01 N.D. N.D.
Sucrase—isomaltase SLC15A1/PEPT1 CYP3A4 LGR5

Fig. 4. Time-dependent variation in mMRNA expression levels of sucrase-isomaltase,
SLCI5A1/PEPTI, and LGRS in differentiated enterocyte-like cells

Human iPS cells were cultured in the presence of activin A for 3 days. The cells were further
cultured in medium containing FGF2 for 4 days and then in the presence of 2% FBS and EGF for 4,
13, or 19 days. After 11, 20, or 26 days of differentiation, total RNA was extracted and mRNAs were
analyzed by SYBR Green real-time RT-PCR. mRNA expression levels were normalized relative to
that of GAPDH. Gene expression levels are represented relative to the level in the adult small
intestine, which is set as 100. The adult small intestine was used as a positive control. Data are
presented as the mean + S.D. (n = 4) except for the adult small intestine. N.D.; not detected. Levels

of statistical significance compared among all groups; *P < 0.01.
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