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hepatic features in hepatocyte-like cells derived 
from human embryonic stem cells
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Abstract 

Background Human pluripotent stem cell (hPSC)-derived hepatocyte-like cells (HLCs) can provide a valuable in vitro 
model for disease modelling and drug development. However, generating HLCs with characteristics comparable 
to hepatocytes in vivo is challenging. Extracellular matrix (ECM) plays an important role in supporting liver develop-
ment and hepatocyte functions, but their impact on hepatocyte differentiation and maturation during hPSC differ-
entiation remains unclear. Here, we investigate the effects of two ECM components—Matrigel and type I collagen 
on hepatic differentiation of human embryonic stem cells (hESCs).

Methods hESC-derived HLCs were generated through multistage differentiation in two-dimensional (2D) and three-
dimensional (3D) cultures, incorporating either type I collagen or Matrigel during hepatic specification and matura-
tion. The resulting HLCs was characterized for their gene expression and functionality using various molecular and cel-
lular techniques.

Results Our results showed that HLCs cultured with collagen exhibited a significant increase in albumin and alpha-1 
anti-trypsin expression with reduced AFP compared to HLCs cultured with Matrigel. They also secreted more urea 
than Matrigel cultures. However, these HLCs exhibited lower CYP3A4 activity and glycogen storage than those cul-
tured with Matrigel. These functional differences in HLCs between collagen and Matrigel cultures closely resembled 
the hepatocytes of periportal and pericentral zones, respectively.

Conclusion Our study demonstrates that Matrigel and collagen have differential effects on the differentia-
tion and functionality of HLCs, which resemble, to an extent, hepatic zonation in the liver lobules. Our finding 
has an important impact on the generation of hPSC-HLCs for biomedical and medical applications.

Keywords Extracellular matrix (ECM), Hepatocyte, hESC differentiation, Hepatic zonation, Matrigel, Collagen

Introduction
The liver is an important organ in our body as it plays 
an essential role in metabolism and detoxification and 
is responsible for maintaining body homeostasis [1]. 

Therefore, it is not surprising that liver disease is one of 
the major contributors to human morbidity and mortal-
ity [2]. Furthermore, the liver is also associated with the 
pathogenesis of diseases, for example malaria, in which 
parasites require liver cells to amplify themselves before 
causing the disease [3]. Developing new treatments or 
prevention strategies for liver and liver-associated dis-
eases will greatly reduce the burden on healthcare ser-
vices and improve human health. Thus, it is necessary to 
understand the mechanisms of human liver pathogenesis, 
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and establishing both in  vitro and in  vivo liver models 
can greatly facilitate such studies.

Since hepatocytes constitute over 70% of the liver mass 
and carry out most of the liver functions, obtaining func-
tional hepatocytes is vital for developing an effective liver 
model [1]. However, the availability of primary human 
hepatocytes from donors is limited, and hepatocarci-
noma cell lines are inadequate models for non-cancer 
studies. Therefore, human pluripotent stem cell (hPSC)-
derived hepatocytes offer a consistent and reliable 
source for human hepatocytes as hPSCs can self-renew 
indefinitely and are capable of producing hepatocytes 
on demand [4–6]. The differentiation procedure from 
hPSCs to hepatocytes emulates the embryonic develop-
ment of the liver, in which the hepatocytes originate from 
the definitive endodermal epithelium of the embryonic 
foregut and then become the hepatic endoderm influ-
enced by the signals from the adjacent mesodermal cells 
[7]. The hepatic endoderm gives rise to non-polarized 
hepatoblasts that invade adjacent mesenchyme to gener-
ate the liver bud. The hepatoblasts can then differentiate 
into either hepatocytes or biliary epithelial cells (BECs) 
depending on the signalling regulation [8–11]. Although 
the current approaches can efficiently generate hepato-
cyte-like cells (HLCs) from hPSCs, the maturation and 
functions of these HLCs are still not yet comparable to 
primary hepatocytes [3, 12–16].

Hepatocyte maturation is a complex process, requir-
ing interaction between cells, extracellular matrix (ECM) 
and various substances secreted by other cell types, 
such as Kupffer cells, endothelial cells, and stellate cells 
[17–19]. Furthermore, the liver is a structurally complex 
and highly organized organ composed of repeating hex-
agonally shaped functional lobules with a portal triad in 
each corner and a central vein in the centre (Additional 
file 1: Fig. S1A). Blood enters the lobules from the portal 
triad and flows radially towards a draining central vein, 
which divides the intralobular hepatocytes into three dis-
tinct functional zones, with zone 1 closest to the portal 
triad and zone 3 around the central vein [20]. Increasing 
evidence shows that the functionality of a hepatocyte is 
also regulated by spatial signals relevant to its position 
in the liver lobules [21–23]. As yet, it is a huge challenge 
to generate functional hepatocytes and liver tissues from 
hPSCs.

ECM plays an important role in liver development and 
hepatocyte differentiation through cell–ECM interac-
tions, so evidently, aberrant ECM expression can lead 
to liver disorders [24, 25]. The liver contains multiple 
ECM components with collagens and fibronectin as 
the main constituents, while laminin is predominantly 
found in the bile ductules [26]. However, the effects of 
these ECM components in the modulation of hepatocyte 

maturation and functions are not completely under-
stood. In this study, we investigated the effects of growth 
factor-reduced Matrigel (abbreviated as MG hereafter) 
and type I collagen (as COL hereafter) on the differentia-
tion, maturation, and function of human embryonic stem 
cell-derived HLCs in both monolayer and 3D spheroid 
culture systems. We show that MG and COL have differ-
ential effects on the functions of the HLCs and generate 
HLCs with functional features of distinct hepatic zones 3 
and 1, respectively.

Methods
hESCs culture and hepatic differentiation
H1 and H7 hESC lines, purchased from WiCell Research 
Institute (Madison, WI, http:// www. wicell. org), were rou-
tinely cultured on MG-coated plates in mouse embry-
onic fibroblast-conditioned knockout serum replacement 
(KSR) medium supplemented with 10  ng/ml of bFGF 
(brief as MEF-CM) as previously described [27]. All the 
cells were cultured in incubators at 37 °C, 5%  CO2.

Hepatic differentiation (Fig. 1A) was modified from the 
previously published method [28] and initiated by plat-
ing accutase-dissociated 5 ×  105 hESCs onto 6-well plates 
pre-coated with MG (Corning) in MEF-CM medium. The 
next day, the medium was changed to RPMI-B27 supple-
mented with 100-ng/ml Activin A (Qkine) and 15-nM 
Torin2 (Bio-Techne) for 3 days, then the medium was 
replaced with KSR medium supplemented with 20-ng/
ml BMP4 and 10-ng/ml bFGF. On day 4, the cells were 
dissociated by trypsin into single cells, plated at 2 ×  104/
cm2 onto MG- (0.3  mg/ml) or COL (1  mg/ml)-coated 
plate, and continued to culture for 4 more days in the 
same medium. Finally, the maturation medium, hepato-
cyte culture medium (Lonza) supplemented with 20-ng/
ml oncostatin M (OSM) (Biotech) and 20-ng/ml hepato-
cyte growth factor (HGF), was applied for 5  days. Dur-
ing this process, all the cells were fed with fresh medium 
daily. All growth factors were purchased from PeproTech 
unless stated otherwise.

The 3D spheroid cultures were performed using 
24-well AggreWell™ 400 plates (STEMCELL Technolo-
gies) following the manufacturer’s instructions with 
modification. Briefly, following pre-treating the plate 
with Anti-Adherence Rinsing Solution (STEMCELL 
Technologies), the day 4 hepatic differentiating cells were 
dissociated with trypsin and plated into the AggreWell™ 
plate at 3 ×  104/well in KSR medium containing either 
MG (0.3  mg/ml) or COL (0.03  µg/ml) as well as BMP4 
and bFGF as shown in Fig. 2A. The plate was immediately 
centrifuged at 150 × g for 10 min, and cells were cultured 
for 48 h before half of the medium was refreshed on day 
6. On day 8, the spheroids were transferred to 35-mm 
bacteria culture dishes and cultured in suspension in 

http://www.wicell.org
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5-ml hepatic maturation medium containing the same 
ECM for 5 days with half-medium change every alternate 
day.

Reverse transcription–quantitative PCR (RT–qPCR)
Total RNA was isolated from cells using the Tri Reagent 
(Sigma), and reverse transcription was performed with 
Protoscript II Reverse Transcriptase (NEB). PCR was 
carried out using SYBR Green JumpStar Taq ReadyMix 
(Merck) in the StepOnePlus real-time PCR system 
(Applied Biosystems). Primer sequences are provided in 

Additional file 1: Table S1, and two housekeeping genes, 
β-ACTIN and RPL22, were used, which showed similar 
patterns. Thus, the relative quantification of target gene 
expression was calculated using the  2−ΔCt method with 
RPL22 as the normalizer.

Immunostaining
Cells were fixed with 4% paraformaldehyde for 15  min, 
followed by incubation for 1 h with PBS containing 10% 
donkey serum, 3% BSA, and 0.3% triton (Merck) for 
permeabilization and blocking non-specific binding. 

Fig. 1 Matrigel and collagen differentially affect the production of hepatic proteins in hESC-derived HLCs in monolayer cultures. A Schematic 
depicting the differentiation procedure. AA, Activin A; bFGF: basic fibroblast growth factor; BMP4, bone morphogenesis protein 4; HGF, 
hepatocyte growth factor; KSR: knockout serum replacement; and OSM, oncostatin M. B Representative phase-contrast images of cells 
at indicated differentiation days from H1 hESCs. Scale bar = 100 µm. C mRNA expression of indicated genes by RT-qPCR in H1 HLCs at day 
13 of the differentiation. Data are presented as mean ± SD of independent differentiation experiments (n = 4). D, E Representative images 
of immunostaining with indicated antibodies in H1 HLCs. Scale bar = 50 µm. F Albumin secretion from H1 HLCs cultured in Matrigel (MG) 
or collagen-I (COL). Data presented as mean ± SD of independent differentiation experiments (n = 5). *, **, and *** represent p ≤ 0.05, 0.005, 
and 0.0005, respectively, by unpaired two-tailed t-test
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The cells were then incubated overnight with primary 
antibodies at 4  °C, followed by with fluorescence-con-
jugated secondary antibodies for 1  h, with PBS washes 
in between. Finally, the cells were stained with DAPI 
(Merck) for nuclei and mounted using Mowiol 4–88 
solution. All procedures were performed at room tem-
perature unless stated otherwise. Antibodies used: mouse 
anti-albumin (Merck, A6684, 1:100), rabbit anti-AFP 
(Abcam, ab169552, 1:500), rabbit anti-E-cadherin (CST, 
#3195, 1:200), rabbit anti-glucokinase (Abcam, ab88056, 
1:100), rabbit anti-LEF1 (CST, #2230, 1:200), donkey anti-
rabbit IgG (H + L), Alexa Fluor™ 488 (Fisher, A21206, 
1:500), donkey anti-rabbit IgG (H + L), and Alexa Fluor® 
568 conjugate (Fisher, A10042, 1:500).

Periodic acid–Schiff (PAS) staining
Following 4% paraformaldehyde fixation and PBS washes, 
cells were stained using the PAS kit following the manu-
facturer’s instructions (Merck). Briefly, cells were incu-
bated for 5  min in 1% periodic acid solution, followed 
by washing with distilled water for several minutes and 
then immersing into Schiff’s reagent for 20  min. After 
washing with tap water, cells were counterstained with 

haematoxylin solution for 20  s before visualizing them 
under the Nikon TE2000 microscope.

Albumin ELISA, urea assay, and CYP3A4 activity assay
Supernatants of the HLC cultures were collected at day 
13 of the differentiation after 24-h incubation with cells, 
and the secreted ALB protein levels were measured by the 
human Albumin ELISA kit (Merck) following the manu-
facturer’s instructions. Medium incubated for 24 h in the 
absence of cells was used as a blank control. After collect-
ing supernatants, cells were counted. Also, the urea assay 
was performed similarly using the urea assay kit (Abcam) 
following the instructions of the manufacturer. CYP3A4 
activities were measured at the end of differentiation (day 
13) in either untreated or after rifampicin (25 μM) stimu-
lation using the P450-Glo CYP3A4 assay (luciferin-IPA) 
kit (Promega) following the manufacturer’s instructions.

BODIPY staining
About 4% paraformaldehyde-fixed HLCs were incu-
bated in the dark with BODIPY 493/503 (Fisher, 1:1000 
in PBS) for 30  min and then counterstained with DAPI 
after washing. The LD signals were finally captured 
using a Leica SP5 II confocal fluorescent microscope. 

Fig. 2 ECM affects the production of hepatic proteins in hESC-derived HLCs in 3D cultures. A Schematic illustrating the experimental procedure. 
B Representative phase-contrast images of cultures at indicated differentiation days with indicated ECM. Scale bar = 100 µm. C mRNA expression 
of indicated genes by RT-qPCR in HLCs at day 13 of the differentiation. Data are presented as mean ± SD of independent differentiation experiments 
(n = 3). D Representative images of immunostaining with indicated antibodies in HLC spheroids. Scale bar = 25 µm. E Albumin secretion from HLCs 
cultured with indicated ECM. Data presented as mean ± SD of independent differentiation experiments (n = 4). *, **, and *** represent P < 0.05, 0.005, 
and 0.0005, respectively, by one-way ANOVA. ECM: extracellular matrix
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Quantification and image analysis were performed using 
CellProfiler software (https:// cellp rofil er. org/).

Statistical analysis
Unpaired two-tailed t-test, Welch t-test, and one-way or 
two-way ANOVA were used for statistical analysis with 
GraphPad Prism 8 or 9 (GraphPad, USA) on at least three 
independent experimental samples. P < 0.05 was consid-
ered a statistically significant difference.

Results
COL improved the albumin secretion of hESC‑derived HLCs
COL is one of the most abundant ECMs in the liver, while 
MG is the most commonly used ECM for hESC culture 
and hepatocyte differentiation [12, 13, 29]. MG is a solu-
bilized basement membrane preparation extracted from 
the Engelbreth–Holm–Swarm (EHS) mouse sarcoma 
and is primarily composed of laminin, collagen IV, and 
heparan sulphate proteoglycan [30]. Given the distinct 
composition of MG and COL, we asked whether differ-
ent components of the ECM may contribute differently 
to the maturation and function of hESC-derived HLCs. 
To address this, early hepatic differentiating cells that 
were generated following the definitive endoderm forma-
tion from hESCs (both H1 and H7 lines) were split and 
plated onto either MG- or COL-coated plates and con-
tinued to culture for hepatic specification and matura-
tion (Fig.  1A). MG was used at the same concentration 
(0.3  mg/ml) as it was for hESC culture, while COL was 
initially applied at various concentrations ranging from 
0.03 to 2  mg/ml. The differentiating hepatic cells did 
not attach well to the plates when < 1  mg/ml COL was 
applied; thus, 1  mg/ml was finally used for coating the 
plate. During the differentiation process, cells from both 
MG and COL cultures showed no clear difference in their 
overall morphology, although COL cells looked slightly 
bigger than the MG cells (Fig. 1B; Additional file 1: Fig. 
S1B). However, the expression of key hepatocyte mark-
ers, albumin (ALB), alpha-1 anti-trypsin (A1AT), and 
alpha-fetoprotein (AFP), showed significant differences 
between the two cultures (Fig.  1C–E; Additional file  1: 
Fig. S1C). The transcripts of ALB and A1AT were sig-
nificantly more abundant in HLCs on COL-coated dishes 
than on MG-coated ones, whereas AFP mRNA was 
higher in MG HLCs (Fig. 1C; Additional file 1: Fig. S1C). 
The protein expression of ALB and AFP corresponded to 
the transcript expression, showing higher ALB and lower 
AFP in HLCs cultured on COL than MG (Fig. 1D and E; 
Additional file 1: Fig. S1D). Moreover, albumin secretion 
was higher in COL HLCs than in MG (Fig. 1F; Additional 
file  1: Fig. S1E). Since adult hepatocytes produce more 
ALB while foetal hepatocytes express higher AFP [31], 

the data suggest that COL may enhance the maturation 
of hESC-derived HLCs.

To further validate this finding, we also examined the 
effects of MG and COL on HLCs in 3D cultures. hESCs 
were initially differentiated into early hepatic cells as in 
2D culture, which were then collected on day 4 of the dif-
ferentiation (Fig. 2A) and plated into 24-well AggreWell 
plates in hepatic specification medium supplemented 
with MG or COL for further differentiation and matura-
tion until day 13 (Fig.  2A and B). The MG was used at 
the same concentration as in 2D culture as it has demon-
strated efficacy in Hep3B spheroids [32]. However, when 
COL was used at the concentrations of 1  mg/ml and 
0.3 mg/ml for spheroid culture, it formed clumps. Conse-
quently, a concentration of 0.03 µg/ml COL was selected 
for spheroid culture after optimization. The resulting 
spheroids were analysed for the expression of AFP, ALB, 
and A1AT. Like the 2D cultures, higher expression of 
ALB and A1AT as well as higher albumin secretion were 
detected in spheroids of COL cultures than that of MG, 
although supplementing MG exhibited improved ALB 
and A1AT expression compared to no ECM (Fig. 2C–E; 
Additional file  1: Fig. S2A and B). These data further 
support that COL enhances the maturity of the HLCs. 
Moreover, they also revealed lower AFP and higher ALB 
expression in 3D cultures than in 2D cultures regardless 
of the ECM (Fig.  1 vs. Fig.  2), indicative of a more effi-
cient hepatocyte maturation in 3D cultures.

COL and MG differentially affect ureagenesis and CYP3A4 
activity in hESC‑HLCs
The liver is an important organ for detoxification; thus, 
to further explore the impact of ECM on these func-
tions in hESC-derived HLCs, we compared ureagenesis 
in HLCs cultured with COL and MG using both 2D and 
3D culture systems. In both 2D and 3D cultures, HLCs 
cultured with COL produced more urea than those cul-
tured with MG (Fig. 3A and B; Additional file 1: Fig. S3A 
and B). Interestingly, MG did not show an apparent effect 
on ureagenesis in the 3D culture compared to cells grown 
without any additional ECM (Fig.  3A and B; Additional 
file  1: Fig. S3A and B). Moreover, ureagenesis was over 
tenfold higher in 3D cultures than in 2D regardless of 
the ECM supplementation. Overall, these results support 
our observations in Figs. 1 and 2 that both COL and 3D 
culturing improve the maturation and functionality of 
hESC-derived HLCs.

Next, the expression of cytochrome P450 enzymes, 
particularly CYP3A4 and CYP3A7, was examined in 
these cells. CYP3A4 is the most abundant drug-metab-
olizing enzyme in the human liver, responsible for the 
phase I metabolism of dietary compounds and over 50% 
of prescribed drugs, while CYP3A7 is the predominant 

https://cellprofiler.org/
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P450 enzyme in human foetal and infant liver tissues 
[33, 34]. Surprisingly, both CYP3A4 and CYP3A7 tran-
scripts were higher in the HLCs cultured with MG than 
those with COL, regardless of whether they were grown 
in 2D or 3D cultures (Fig.  2C and D; Additional file  1: 
Fig. S3C and D). Although there was no difference in 
the basal activity of CYP3A4 in HLCs between MG and 
COL cultures, a significantly higher CYP3A4 activity was 
detected in the HLCs of MG cultures than those of COL 
upon rifampicin stimulation, despite all of them showing 
an overall increase in response to rifampicin (Fig. 3E and 
F; Additional file 1: Fig. S3E and F). Together, these data 
suggest that HLC maturation and function might be dif-
ferentially regulated by COL and MG and cannot be sim-
ply described as positive effects of either COL or MG on 
HLC culture.

Higher glycogen accumulation in HLCs cultured with MG 
than with COL
Since MG and COL revealed diverse effects on differ-
ent functions of hESC-derived HLCs, we asked whether 
they may also have differential effects on cell metabolism. 
Glucose and lipid metabolism are important functions 
of hepatocytes. The conversion of glucose into glyco-
gen by the liver is a major pathway to maintain blood 

glucose homeostasis. Therefore, we studied glycogen 
synthesis and storage in the HLCs cultured with MG or 
COL. Interestingly, the HLCs cultured on MG showed 
stronger PAS (periodic acid–Schiff) staining than cells 
grown on COL (Fig.  4A; Additional file  1: Fig. S4A). 
Moreover, liver-specific glycogen synthase (GYS2) also 
exhibited higher expression in MG-cultured HLCs than 
COL HLCs (Fig. 4B and C; Additional file 1: Fig S4B and 
C). Together, these data indicate that HLCs cultured on 
MG have more robust glucose–glycogen conversion than 
those cultured on COL. Additionally, we also looked at 
glucokinase (GK) expression in our cultures because it 
plays a key role in glycogen synthesis and glycolysis by 
catalyzing glucose conversion to glucose-6-phosphate 
and is tightly regulated, only being active when it is in the 
cytoplasm [35]. In our 2D cultures, we detected GK in 
the cytoplasm of HLCs on both COL and MG (Fig. 4D); 
whereas, in 3D cultures, GK showed distinct localization 
depending on whether the cells were cultured with COL 
or MG (Fig.  4E). It exhibited a strong nuclear expres-
sion in COL 3D cultures whereas revealed more diffuse, 
predominantly cytoplasmic localization in MG cultures 
(Fig. 4E). These data suggest that MG may promote more 
glycogen synthesis and glycolysis in HLCs than COL, 
particularly in the 3D culture system.

Fig. 3 COL and MG have differential effects on ureagenesis and CYP3A expression. A, B Urea assay in H1 HLCs in 2D (A) or 3D (B) cultures 
with indicated ECM. Data are presented as mean ± SD from independent differentiation experiments in 2D (n = 8) and 3D (n = 4) systems. C, D mRNA 
expression of CYP3A4 and CYP3A7 in H1 HLCs in 2D (C, n = 4) or 3D (D, n = 3) culture systems with indicated ECM by RT-qPCR. E, F CYP3A4 activities 
in H1 HLCs in 2D (E, n = 3) or 3D (F, n = 3) cultures with indicated ECM in the presence or absence of rifampicin stimulation. RLU, relative light unit. *, 
**, and *** represent P < 0.05, 0.005, and 0.0005, respectively, by unpaired two-tailed t-test (A, C) and one-way (B, D) or two-way (E, F) ANOVA
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Distinct lipid droplet patterns in HLCs cultured on MG 
and COL
Next, we examined the effects of MG and COL on lipid 
metabolism by studying the presence and size of lipid 
droplets (LDs) because hepatocytes store both dietary 
fatty acids and de novo-generated lipids in the form of 
LDs [36]. BODIPY staining, a method that stains LDs, 
was applied to HLCs on day 13 of their differentiation 
on MG or COL. Both MG and COL HLCs exhibited 
positive staining of LDs (Fig. 5A; Additional file 1: Fig. 
S5A), and their quantitation showed that HLCs cul-
tured on COL had significantly more and larger LDs 
than HLCs cultured on MG (Fig. 5B and C). However, 
the genes involved in lipogenesis, such as sterol regu-
latory element-binding protein 1 (SREBP1), its down-
stream lipogenic enzyme fatty acid synthase (FASN), 
and the fatty acid esterification enzyme DGAT2 (dia-
cyl glycerol transferase-2), were expressed significantly 

higher in MG-cultured HLCs than in COL HLCs 
(Fig. 5D and E; Additional file 1: Fig. S5B and C), indi-
cating a lower lipogenesis in the COL HLCs. These data 
suggest that higher LD content in COL-cultured HLCs 
may not result from increased lipogenesis but possibly 
from high fatty acid (FA) uptake from the medium. It 
has been reported previously that COL increases tri-
glyceride content and free FA uptake in human podo-
cytes by activating discoidin domain receptor 1 (DDR1) 
and consequently increasing FA uptake [37, 38]. Exces-
sive FA is esterified to LD through the endoplasmic 
reticulum (ER) enzyme, DGAT1, to prevent lipotoxicity 
[39, 40]. Indeed, when we checked DGAT1 expression 
in our cultures, HLCs on COL expressed significantly 
higher DGAT1 than on MG (Fig. 5F and G; Additional 
file  1: Fig. S5D and E), supporting that higher LDs in 
COL-cultured HLCs might be associated with an 
increased FA uptake.

Fig. 4 COL and MG have different effects on glucose metabolism in hESC-derived HLCs in both 2D and 3D cultures. A Glycogen storage 
in 2D-cultured HLCs on Matrigel (MG) or type I collagen (COL) by PAS staining. Scale bar = 50 µm. B, C RT-qPCR showing GYS2 mRNA expression 
in HLCs cultured with indicated ECM in 2D (B) or 3D (C) cultures. Data are presented as mean ± SD of three independent differentiation experiments 
(n = 3). * and *** represent P < 0.05 and 0.0005, respectively, by either Welch’s t-test (B) or one-way ANOVA (C). D Immunostaining with indicated 
antibodies in 2D-cultured HLCs on either MG or COL. Scale bar = 10 µm. E Maximum intensity projection of similar staining as in D on 3D-cultured 
HLCs with indicated ECM. Scale bar = 25 µm
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MG and COL differentially modulate HLC maturation 
and functionality representing discrete hepatic zonal 
features
Our data above clearly demonstrate that MG and COL 
differentially regulate the differentiation, maturation, and 
functionality of the hESC-derived HLCs. COL enhanced 
ALB production and ureagenesis in HLCs, while MG 
improved the expression and function of CYP3A as well 
as promoted glycolysis and glucose–glycogen conver-
sion (Fig.  6A). Altogether, it appears that the differen-
tial effects of MG and COL on HLCs correspond well 
with hepatic zonation in the liver lobules [21, 41, 42]. 
MG facilitated the differentiation of early-differentiat-
ing hepatic cells into HLCs of perivenous zone 3, while 
COL aided their differentiation into hepatocytes of peri-
portal zone 1 (Fig. 6A). Moreover, glutamine synthetase 
(GS), a well-established hepatocyte zonation marker with 
high expression in the perivenous area [42], showed sig-
nificantly higher levels in the HLCs cultured with MG 
than with COL (Fig.  6B; Additional file  1: Fig. S6A). To 
further validate the differential effects of MG and COL 
on hepatic zonation, more markers reported to be dif-
ferentially expressed in the zones 1 and 3 were examined 
by RT-qPCR [42–44]. It showed that COL-HLCs highly 
expressed zone 1-specific genes including ARG1, ASS1, 
FABP1, PCK1 and TCF7L1 while MG-HLCs revealed 
higher levels of zone 3-specific genes such as APOE1, 

CYP1A2, FZD7 and TBX3 (Fig.  6C and D; Additional 
file 1: Fig. S6B and C), and in fact, ALB is also a zone 1 
marker [42] and showed higher expression in COL cul-
tures (Figs. 1C and E and 2C and D). These data support 
that MG and COL in HLC cultures affect their differen-
tiation and function to resemble hepatocytes of different 
hepatic zones.

Furthermore, it has been reported that the Wnt/β-
catenin signalling pathway plays a vital role in estab-
lishing hepatocyte zonation and is more active in the 
perivenous area [45–47]. To explore whether Wnt signal-
ling could be different in MG- and COL-cultured HLCs, 
we verified the expression of direct targets of Wnt—LEF1 
and AXIN2 and showed that both were expressed signifi-
cantly higher in MG-HLCs than in COL-HLCs (Fig.  6E 
and F; Additional file 1: Fig. S6D and E). Correspondingly, 
immunostaining of HLCs also showed a more abundant 
LEF1 protein expression in HLCs from MG cultures than 
COL (Fig. 6G; Additional file 1: Fig. S6F), supporting that 
MG and COL may affect hepatocyte zonation through 
regulating Wnt signalling.

Discussion
In this study, we investigated the impact of COL and MG 
on the maturation and function of hESC-derived HLCs 
using various assays and showed that COL and MG dif-
ferentially affect the specification and functions of these 

Fig. 5 MG and COL differentially affect the size of lipid droplets (LD) in hESC-derived HLCs. A BODIPY staining of LDs in H1 HLCs cultured 
on MG- or COL-coated plates. Scale bar = 10 µm. B, C Bar graphs showing the number (B) and the size distribution (C) of LDs in HLCs. D‑G RT-qPCR 
analysis on the expression of indicated genes involved in LD formation in H1 hESC-derived HLCs with indicated ECM in both 2D (D, F) and 3D (E, G) 
cultures. *, **, and *** represent P < 0.05, 0.005, and 0.0005, respectively, by either Welch’s t-test (B), unpaired two-tailed t-test (C, D, F), or one-way 
ANOVA (E, G) with three independent biological samples for each condition (n = 3 for all)
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HLCs. Interestingly, the distinct effects of MG and COL 
appear to be associated with the zonation in the liver lob-
ules [20, 22, 41], in which COL promotes the hepatic dif-
ferentiation more towards periportal zone 1 cells, while 
MG enhances the differentiation and functions more 
towards perivenous zone 3. Our finding corresponds 
with the higher expression of COL in the portal stroma 
[26] and demonstrates that ECM has an important role in 
regulating the differentiation, maturation, and function-
ality of hepatocytes from early hepatic progenitors.

Many factors are thought to contribute to the forma-
tion of liver lobule zonation, such as nutrients, oxygen, 
hormones, and morphogens. Among them, nutrients and 
oxygen are high in periportal zone 1 and form a gradient 
along the portal–central axis [21, 48, 49]. In our experi-
ments, both MG and COL are applied to parallel HLC 
cultures with the same source of differentiating cells and 
culture medium. Therefore, cell autonomous and other 
environmental factors, except MG and COL, are unlikely 
to account for the differential zonal functions in these 
HLCs. Additionally, our results show that HLCs cultured 
with MG exhibit higher Wnt activity than those cultured 
with COL, implying that MG and COL may differen-
tially regulate HLCs zonal functions through divergent 

effects on Wnt signalling. Wnt signalling is crucial for 
hepatic zonation and is highly active in the perivenous 
region of the liver lobules [45–47]. One of the main 
ECM components in MG is laminin, and recombinant 
laminin LN211E8 has been reported to upregulate Wnt 
signalling in hPSCs [50]. Thus, high laminin in MG might 
account for higher Wnt signalling. Although in the liver, 
laminin is mainly localized in the bile ductules at the por-
tal tracts, the predominant ECM component in the area 
is collagen [26], which might explain why MG-HLCs 
display more zone 3 features. However, a previous work 
reports that purified individual ECMs, including laminin, 
type I or IV collagen, and fibronectin, have no differen-
tial effect on ALB-synthesizing mouse hepatic stem cells 
[51]. However, the study used no other functional assays 
except ALB synthesis, making it difficult to compare the 
two studies.

Furthermore, MG is more complex than a single puri-
fied ECM component, containing not only an assortment 
of ECM proteins but also multiple growth factors [30], 
which may also affect HLC differentiation and matura-
tion. Although a growth factor-reduced MG was used 
in our study, we cannot completely exclude the pos-
sibility that residue growth factors in combination with 

Fig. 6 MG and COL modulate the maturation of HLCs with distinct zonation characteristics and Wnt signalling. A Schematic summarizes the data 
of HLCs cultured with MG and COL from previous sections and their association with hepatic zonation. B mRNA expression of zone 3 marker 
glutamine synthetase (GS) in H1 HLCs with MG or COL in both 2D and 3D cultures by RT-qPCR. C, D mRNA expression of zone 1 (C) and zone 3 
(D) markers in H1 HLCs with MG or COL in both 2D (upper) and 3D (lower) cultures by RT-qPCR. E, F mRNA expression of the Wnt signalling target 
genes, LEF1 and AXIN2 in HLCs in 2D (E) or 3D (F) cultures by RT-qPCR. G Representative images of immunostaining with LEF1 antibody in HLCs 
on MG and COL. Scale bar = 50 µm. All PCR data are presented as mean ± SD from three independent differentiation experiments (n = 3). *, **, 
and *** represent P < 0.05, 0.005, and 0.0005, respectively, by unpaired two-tailed t-test (B-2D, C–E) and one-way ANOVA (B-3D, F)
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other ECM proteins might have resulted in elevated Wnt 
signalling in HLCs. Moreover, the different isoforms 
of laminin have been shown to have different effects on 
hepatocyte differentiation [52]. Therefore, further studies 
are required to dissect the exact mechanisms by which 
COL and MG may regulate Wnt signalling and hepatic 
functional zonation during hepatocyte differentiation, 
possibly using a defined individual or combination of 
ECM components.

Conclusions
Our study provides strong evidence that MG and COL 
differentially affect HLCs functions, demonstrating the 
importance of ECM in modulating differentiation and 
functionality of human hepatocytes derived from hPSCs. 
These findings will benefit researchers working in the 
field of hPSCs to derive human hepatocytes for regen-
erative medicine, disease modelling, and drug discovery. 
It becomes increasingly evident that a single hepatocyte 
does not perform all the hepatic functions as the spatial 
localization in the liver lobules influences their func-
tionality. Application of different ECM components may 
facilitate the generation of specific groups of hepatocytes 
for the functions of our interests. In addition, our find-
ings, together with tissue engineering technology, could 
facilitate the generation of liver tissues that resemble the 
liver lobular structure by applying different ECMs along 
the periportal–pericentral axis.

Abbreviations
A1AT  Alpha-1 anti-trypsin
AA  Activin A
AFP  α-Fetoprotein
ALB  Albumin
bFGF  Basic fibroblast growth factor
BMP4  Bone morphogenesis protein 4
COL  Type I collagen
CYP450  Cytochrome P450
ECM  Extracellular matrix
FA  Fatty acid
GS  Glutamine synthetase
GK  Glucokinase
GYS2  Glycogen synthase 2
hESCs  Human embryonic stem cells
hPSCs  Human pluripotent stem cells
HLCs  Hepatocyte-like cells
KSR  Knockout serum replacement
LD  Lipid droplet
MG  Growth factor-reduced Matrigel

Supplementary Information
The online version contains supplementary material available at https:// doi. 
org/ 10. 1186/ s13287- 023- 03542-x.

Additional file 1: Supplementary Figures and Tables.

Acknowledgements
The authors thank all the Stem Cell Differentiation group members for their 
support throughout the project.

Author contributions
FF and WC conceived the study and experimental design. FF, MT, and PW 
executed the experiments. WC, FF, and MT contributed to the writing or edit-
ing of the manuscript.

Funding
Faiza Farhan is sponsored by the Punjab Educational Endowment Fund (PEEF) 
Ph.D. scholarship. The study is supported by the Genesis Research Trust (Gen-
esis fund 119) and Imperial Confidence in Concept (ICiC, P80898). The funding 
body played no role in the design of the study and collection, analysis, and 
interpretation of data and in writing the manuscript.

Availability of data and materials
All data and materials except hESCs will be available. The hESCs are under 
original MTA restrictions.

Declarations

Ethics approval and consent to participate
Not applicable.

Consent for publication
Not applicable.

Competing interests
The authors declare no potential conflict of interest.

Received: 11 July 2023   Accepted: 20 October 2023

References
 1. Chen C, Soto-Gutierrez A, Baptista PM, Spee B. Biotechnology chal-

lenges to in vitro maturation of hepatic stem cells. Gastroenterology. 
2018;154(5):1258–72.

 2. Devarbhavi H, Asrani SK, Arab JP, Nartey YA, Pose E, Kamath PS. Global 
burden of liver disease: 2023 update. J Hepatol. 2023;79:516–37.

 3. Ng S, Schwartz RE, March S, Galstian A, Gural N, Shan J, et al. Human 
iPSC-derived hepatocyte-like cells support Plasmodium liver-stage 
infection in vitro. Stem Cell Rep. 2015;4(3):348–59.

 4. Gomez-Lechon MJ, Tolosa L, Conde I, Donato MT. Competency of 
different cell models to predict human hepatotoxic drugs. Expert Opin 
Drug Metab Toxicol. 2014;10(11):1553–68.

 5. Donato MT, Tolosa L. Stem-cell derived hepatocyte-like cells 
for the assessment of drug-induced liver injury. Differentiation. 
2019;106:15–22.

 6. Van Norman GA. Limitations of animal studies for predicting toxicity in 
clinical trials: is it time to rethink our current approach? JACC Basic Transl 
Sci. 2019;4(7):845–54.

 7. Zaret KS. Genetic programming of liver and pancreas progenitors: lessons 
for stem-cell differentiation. Nat Rev Genet. 2008;9(5):329–40.

 8. Tanimizu N, Miyajima A. Notch signaling controls hepatoblast differentia-
tion by altering the expression of liver-enriched transcription factors. J 
Cell Sci. 2004;117(Pt 15):3165–74.

 9. Clotman F, Lemaigre FP. Control of hepatic differentiation by activin/TGF-
beta signaling. Cell Cycle. 2006;5(2):168–71.

 10. Decaens T, Godard C, de Reynies A, Rickman DS, Tronche F, Couty JP, et al. 
Stabilization of beta-catenin affects mouse embryonic liver growth and 
hepatoblast fate. Hepatology. 2008;47(1):247–58.

 11. Wang X, Yang L, Wang YC, Xu ZR, Feng Y, Zhang J, et al. Comparative anal-
ysis of cell lineage differentiation during hepatogenesis in humans and 
mice at the single-cell transcriptome level. Cell Res. 2020;30(12):1109–26.

https://doi.org/10.1186/s13287-023-03542-x
https://doi.org/10.1186/s13287-023-03542-x


Page 11 of 11Farhan et al. Stem Cell Research & Therapy          (2023) 14:314  

 12. Hay DC, Zhao D, Fletcher J, Hewitt ZA, McLean D, Urruticoechea-Uriguen 
A, et al. Efficient differentiation of hepatocytes from human embryonic 
stem cells exhibiting markers recapitulating liver development in vivo. 
Stem Cells. 2008;26(4):894–902.

 13. Si-Tayeb K, Noto FK, Nagaoka M, Li J, Battle MA, Duris C, et al. Highly 
efficient generation of human hepatocyte-like cells from induced pluri-
potent stem cells. Hepatology. 2010;51(1):297–305.

 14. Hannan NR, Segeritz CP, Touboul T, Vallier L. Production of hepatocyte-like 
cells from human pluripotent stem cells. Nat Protoc. 2013;8(2):430–7.

 15. Baxter M, Withey S, Harrison S, Segeritz CP, Zhang F, Atkinson-Dell R, et al. 
Phenotypic and functional analyses show stem cell-derived hepatocyte-
like cells better mimic fetal rather than adult hepatocytes. J Hepatol. 
2015;62(3):581–9.

 16. Gao X, Li R, Cahan P, Zhao Y, Yourick JJ, Sprando RL. Hepatocyte-like 
cells derived from human induced pluripotent stem cells using small 
molecules: implications of a transcriptomic study. Stem Cell Res Ther. 
2020;11(1):393.

 17. Khetani SR, Bhatia SN. Microscale culture of human liver cells for drug 
development. Nat Biotechnol. 2008;26(1):120–6.

 18. Nguyen TV, Ukairo O, Khetani SR, McVay M, Kanchagar C, Seghezzi 
W, et al. Establishment of a hepatocyte-kupffer cell coculture model 
for assessment of proinflammatory cytokine effects on metabolizing 
enzymes and drug transporters. Drug Metab Dispos. 2015;43(5):774–85.

 19. Underhill GH, Khetani SR. Emerging trends in modeling human liver 
disease in vitro. APL Bioeng. 2019;3(4):040902.

 20. Kietzmann T. Metabolic zonation of the liver: the oxygen gradient revis-
ited. Redox Biol. 2017;11:622–30.

 21. Ben-Moshe S, Itzkovitz S. Spatial heterogeneity in the mammalian liver. 
Nat Rev Gastroenterol Hepatol. 2019;16(7):395–410.

 22. Cunningham RP, Porat-Shliom N. Liver zonation: revisiting old questions 
with new technologies. Front Physiol. 2021;12:732929.

 23. Yang ASP, van Waardenburg YM, van de Vegte-Bolmer M, van Gemert 
GA, Graumans W, de Wilt JHW, et al. Zonal human hepatocytes are dif-
ferentially permissive to Plasmodium falciparum malaria parasites. EMBO J. 
2021;40(6):e106583.

 24. Baiocchini A, Montaldo C, Conigliaro A, Grimaldi A, Correani V, Mura F, 
et al. Extracellular matrix molecular remodeling in human liver fibrosis 
evolution. PLoS ONE. 2016;11(3):e0151736.

 25. Jaramillo M, Yeh H, Yarmush ML, Uygun BE. Decellularized human liver 
extracellular matrix (hDLM)-mediated hepatic differentiation of human 
induced pluripotent stem cells (hIPSCs). J Tissue Eng Regen Med. 
2018;12(4):e1962–73.

 26. Sanchez-Romero N, Sainz-Arnal P, Pla-Palacin I, Dachary PR, Almeida 
H, Pastor C, et al. The role of extracellular matrix on liver stem cell 
fate: a dynamic relationship in health and disease. Differentiation. 
2019;106:49–56.

 27. Noisa P, Urrutikoetxea-Uriguen A, Cui W. Generation of human embry-
onic stem cells carrying lineage specific reporters. Methods Mol Biol. 
2011;690:95–106.

 28. Yu JS, Ramasamy TS, Murphy N, Holt MK, Czapiewski R, Wei SK, et al. PI3K/
mTORC2 regulates TGF-beta/activin signalling by modulating Smad2/3 
activity via linker phosphorylation. Nat Commun. 2015;6:7212.

 29. Rojkind M, Giambrone MA, Biempica L. Collagen types in normal and 
cirrhotic liver. Gastroenterology. 1979;76(4):710–9.

 30. Hughes CS, Postovit LM, Lajoie GA. Matrigel: a complex protein 
mixture required for optimal growth of cell culture. Proteomics. 
2010;10(9):1886–90.

 31. Jochheim A, Hillemann T, Kania G, Scharf J, Attaran M, Manns MP, et al. 
Quantitative gene expression profiling reveals a fetal hepatic phenotype 
of murine ES-derived hepatocytes. Int J Dev Biol. 2004;48(1):23–9.

 32. Tao F, Sayo K, Sugimoto K, Aoki S, Kojima N. Development of a tunable 
method to generate various three-dimensional microstructures by 
replenishing macromolecules such as extracellular matrix components 
and polysaccharides. Sci Rep. 2020;10(1):6567.

 33. Bibi Z. Role of cytochrome P450 in drug interactions. Nutr Metab (Lond). 
2008;5:27.

 34. Li H, Lampe JN. Neonatal cytochrome P450 CYP3A7: a comprehensive 
review of its role in development, disease, and xenobiotic metabolism. 
Arch Biochem Biophys. 2019;673:108078.

 35. Jetton TL, Shiota M, Knobel SM, Piston DW, Cherrington AD, Mag-
nuson MA. Substrate-induced nuclear export and peripheral 

compartmentalization of hepatic glucokinase correlates with glycogen 
deposition. Int J Exp Diabetes Res. 2001;2(3):173–86.

 36. Gluchowski NL, Becuwe M, Walther TC, Farese RV Jr. Lipid droplets and 
liver disease: from basic biology to clinical implications. Nat Rev Gastro-
enterol Hepatol. 2017;14(6):343–55.

 37. Fu HL, Valiathan RR, Arkwright R, Sohail A, Mihai C, Kumarasiri M, et al. Dis-
coidin domain receptors: unique receptor tyrosine kinases in collagen-
mediated signaling. J Biol Chem. 2013;288(11):7430–7.

 38. Kim JJ, David JM, Wilbon SS, Santos JV, Patel DM, Ahmad A, et al. Discoidin 
domain receptor 1 activation links extracellular matrix to podocyte 
lipotoxicity in Alport syndrome. EBioMedicine. 2021;63:103162.

 39. Qi J, Lang W, Geisler JG, Wang P, Petrounia I, Mai S, et al. The use of stable 
isotope-labeled glycerol and oleic acid to differentiate the hepatic func-
tions of DGAT1 and -2. J Lipid Res. 2012;53(6):1106–16.

 40. Wurie HR, Buckett L, Zammit VA. Diacylglycerol acyltransferase 2 acts 
upstream of diacylglycerol acyltransferase 1 and utilizes nascent 
diglycerides and de novo synthesized fatty acids in HepG2 cells. FEBS J. 
2012;279(17):3033–47.

 41. Jungermann K, Katz N. Functional hepatocellular heterogeneity. Hepatol-
ogy. 1982;2(3):385–95.

 42. Halpern KB, Shenhav R, Matcovitch-Natan O, Toth B, Lemze D, Golan M, 
et al. Single-cell spatial reconstruction reveals global division of labour in 
the mammalian liver. Nature. 2017;542(7641):352–6.

 43. Aizarani N, Saviano A, Sagar, Mailly L, Durand S, Herman JS, et al. A human 
liver cell atlas reveals heterogeneity and epithelial progenitors. Nature. 
2019;572(7768):199–204.

 44. Yang Q, Zhang S, Ma J, Liu S, Chen S. In search of zonation mark-
ers to identify liver functional disorders. Oxid Med Cell Longev. 
2020;2020:9374896.

 45. Benhamouche S, Decaens T, Godard C, Chambrey R, Rickman DS, Moin-
ard C, et al. Apc tumor suppressor gene is the “zonation-keeper” of mouse 
liver. Dev Cell. 2006;10(6):759–70.

 46. Burke ZD, Reed KR, Phesse TJ, Sansom OJ, Clarke AR, Tosh D. Liver zona-
tion occurs through a beta-catenin-dependent, c-Myc-independent 
mechanism. Gastroenterology. 2009;136(7):2316–24.

 47. Ma R, Martinez-Ramirez AS, Borders TL, Gao F, Sosa-Pineda B. Metabolic 
and non-metabolic liver zonation is established non-synchronously and 
requires sinusoidal Wnts. Elife. 2020;9:e46206.

 48. Gebhardt R. Metabolic zonation of the liver: regulation and implications 
for liver function. Pharmacol Ther. 1992;53(3):275–354.

 49. Jungermann K, Kietzmann T. Zonation of parenchymal and nonparenchy-
mal metabolism in liver. Annu Rev Nutr. 1996;16:179–203.

 50. Shibata S, Hayashi R, Okubo T, Kudo Y, Katayama T, Ishikawa Y, et al. Selec-
tive laminin-directed differentiation of human induced pluripotent stem 
cells into distinct ocular lineages. Cell Rep. 2018;25(6):1668–79.

 51. Suzuki A, Iwama A, Miyashita H, Nakauchi H, Taniguchi H. Role for growth 
factors and extracellular matrix in controlling differentiation of prospec-
tively isolated hepatic stem cells. Development. 2003;130(11):2513–24.

 52. Cameron K, Tan R, Schmidt-Heck W, Campos G, Lyall MJ, Wang Y, et al. 
Recombinant laminins drive the differentiation and self-organization of 
hESC-derived hepatocytes. Stem Cell Rep. 2015;5(6):1250–62.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub-
lished maps and institutional affiliations.


	Extracellular matrix modulates the spatial hepatic features in hepatocyte-like cells derived from human embryonic stem cells
	Abstract 
	Background 
	Methods 
	Results 
	Conclusion 

	Introduction
	Methods
	hESCs culture and hepatic differentiation
	Reverse transcription–quantitative PCR (RT–qPCR)
	Immunostaining
	Periodic acid–Schiff (PAS) staining
	Albumin ELISA, urea assay, and CYP3A4 activity assay
	BODIPY staining
	Statistical analysis

	Results
	COL improved the albumin secretion of hESC-derived HLCs
	COL and MG differentially affect ureagenesis and CYP3A4 activity in hESC-HLCs
	Higher glycogen accumulation in HLCs cultured with MG than with COL
	Distinct lipid droplet patterns in HLCs cultured on MG and COL
	MG and COL differentially modulate HLC maturation and functionality representing discrete hepatic zonal features

	Discussion
	Conclusions
	Anchor 24
	Acknowledgements
	References


