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A B S T R A C T

Liver tissue engineering approaches aim to support drug testing, assistance devices, or transplantation. However,
their suitability for clinical application remains unsatisfactory. Herein, we demonstrate the beneficial and
biocompatible use of porous pullulan-dextran hydrogel for the self-assembly of hepatocytes and biliary-like cells
into functional 3D microtissues. Using HepaRG cells, we obtained 21 days maintenance of engineered liver po-
larity, functional detoxification and excretion systems, as well as glycogen storage in hydrogel. Implantation on
two liver lobes in mice of hydrogels containing 3800 HepaRG 3D structures of 100 μm in diameter, indicated
successful engraftment and no signs of liver toxicity after one month. Finally, after acetaminophen-induced liver
failure, when mice were transplanted with engineered livers on left lobe and peritoneal cavity, the survival rate at
7 days significantly increased by 31.8% compared with mice without cell therapy. These findings support the
clinical potential of pullulan-dextran hydrogel for liver failure management.
1. Introduction

Despite the huge regenerative properties of liver, acute liver failure
(ALF) is associated in humans to a mortality rate approaching 70%. A
broad range of conditions can severely compromise liver function such as
hepatitis or drug-induced liver injury [1]. Shortage of donors for trans-
plantation, treatment insufficiency, and lack of knowledge about the
underlying pathologies have encouraged the development of liver tissue
engineering (LTE) therapeutic strategies in the last decade [2].

LTE aims to construct three-dimensional (3D) liver tissues as an
alternative to two-dimensional (2D) hepatocytes culture models that do
not mimic complex tissue structures and exhibit poor long-term viability
or functionality, [2,3]. Functional 3D constructs can serve as a testing
platform for xenobiotics, as in vitro disease models [2,4], as temporary
assistance in bioartificial liver devices, or as an alternative for donor
organs [2,4,5]. Despite decades of development of technologies, suc-
cessfully generated 3D liver functional constructs for regenerative
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In vivo implantation requires biocompatible 3D constructs with an

adequate cell source, highly functional, with a well-organized structure,
that could be transplanted with an efficient mass sample to maintain
liver-specific functions [2,6], easy to handle and to immobilize during
transplantation [2–5].

Hepatocytes constitute over two-thirds of liver mass and ensure most
of liver functions such as protein synthesis, detoxication and metabolism.
However, the limited availability of primary human hepatocytes and
their loss of hepatic functions in vitro have restricted their use in LTE. The
human HepaRG bipotent cell line retains hepatic progenitor-like char-
acteristics and differentiates into hepatocytes and cholangiocytes and
partially demonstrates physiological functions similar to mature human
hepatocytes when cultivated in the presence of dimethylsulfoxide
(DMSO) [7,8]. As many cell types and lines, HepaRG cells display
improved hepatocyte functions in 3D compared to 2D culture conditions
[9,10]. Besides, free self-assembled hepatocyte spheroids are difficult to
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obtain in large number and to manipulate, and do not allow control of
size or biomechanical microenvironment, precluding their use in liver
studies. Therefore, the use of biomaterial scaffolds represents a promising
strategy to provide a structural support for 3D differentiation of hepa-
tocytes, and to facilitate their culture, handling and maintenance. How-
ever, viability, differentiation and functional ability of HepaRG cells
differ between culture methods, size and type of 3D construct [11–15].

There is a large body of studies supporting the use of hydrogels for the
production of functional liver 3D constructs thanks to their high content
of water and viscoelasticity similar to healthy liver [5,16–18]. Hydrogels
prepared with natural polymers have demonstrated good biocompati-
bility and biodegradability properties compared to most synthetic scaf-
folds [5,16–18]. However, animal-derived materials use is limited by
source availability and variability, low mechanical properties, and high
cost. Non animal-derived natural materials are promising systems but
none of them currently meet all clinical needs, such as reproducibility of
batch, ease to manipulate, or that can be clinically approved [5,16–18].
Moreover, their ability to support in vivo liver function and their inte-
gration remain poorly characterized.

In this work, we selected pullulan and dextran, two natural poly-
saccharides used in the pharmaceutical industry. Pullulan is produced
from starch fermentation by the fungus Aureobasidium pullulan, whose
linear polymeric structure offers flexibility. Dextran, synthesized from
sucrose by bacteria, provides structural stability thanks to its high mo-
lecular weight. The pullulan and dextran combination produces a soft
viscoelastic hydrogel, easy to manipulate, potentially biocompatible and
biodegradable [19–21]. In the last decade, dextran and pullulan have
demonstrated their suitability in tissue engineering of various organs and
tissues, and have been successfully implanted in rodents and large ani-
mals without inducing any major inflammatory response [22–27]. These
materials have recently been approved for a clinical trial in bone
regeneration [28].

Our team has patented a fabrication technique of pullulan and
dextran hydrogels based on the combination of porogen addition and
freeze-drying process which leads to a high porosity and pore inter-
connectivity to allow optimal cell infiltration and maximize cell density.
This is a low-cost good manufacturing practice (GMP) compatible
method in water to easily produce, at a large-scale, porous scaffold with
long-term storage at room temperature. Recently, we described the first
proof of concept of its use for liver cells self-assembly to obtain repro-
ducible hepatic 3D constructs with HepG2 cells [25]. Nevertheless, po-
tential of pullulan-dextran hydrogel for hepatic cell differentiation,
long-term viability, and in vivo liver functionality was not yet explored.

In the present work, using human bipotent HepaRG cell line, we
provide a strategy for the efficient generation and differentiation of self-
assembled functional 3D hepatic constructs within porous pullulan-
dextran hydrogel. By in vitro and in vivo approaches, we demonstrate
maintenance of long-term structure and functions of liver cell 3D struc-
tures, such as the presence of bile canaliculi and functional detoxification
system. Finally, we demonstrate for the first time, liver biocompatibility
and survival advantage in acetaminophen (APAP)-induced liver failure of
pullulan-dextran hydrogel loaded with HepaRG 3D structures. These
findings highlight pullulan-dextran hydrogel potential value for LTE with
promising outcomes for the treatment of ALF upon implantation.

2. Materials and methods

2.1. Porous hydrogel synthesis

Pullulan (MW 200 000 Da) and dextran (MW 500 000 Da) were ob-
tained from Hayashibara Inc, Okayama, Japan and Pharmacosmos
respectively. Sodium trimetaphosphate (STMP) was provided by Sigma
Aldrich, fluorescein isothiocyanate FITC-dextran (MW 500 000 Da, TdB
Consultancy) was used to label the hydrogels.

Hydrogels were prepared as previously described [25]. Briefly, a
mixture of pullulan and dextran with a ratio 75:25 was prepared in
2

distilled water. For some analysis, 1% FITC labelled dextran 500 000 Da
was added to the solution. Sodium chloride (NaCl) was incorporated into
this solution prior to cross-linking under alkaline conditions (1 M sodium
hydroxide (NaOH)) using 3% (w/v) STMP at 50 �C for 20 min. The
resulting gel was cut into the desired shape (5 mm diameter, 1 mm
thickness) before being immersed in 10X PBS and washed extensively
with distilled water. Finally, hydrogels were freeze-dried as previously
described in NaCl 0.025% for long-term storage and absorption proper-
ties during cell culture [29].

2.2. Cell culture and HepaRG cells 3D structures formation in hydrogel

Proliferating HepaRG™ hepatoma-derived cell line, HPR101 - Un-
differentiated HepaRG™, were purchased from Biopredic International.
Cells were amplified for two weeks prior to use under Biopredic Inter-
national standard cell culture conditions as previously described [7]. For
3D structure self-assembly, cell loading into hydrogel was performed
using syringe-induced vacuum. Briefly, all freeze-dried hydrogels were
introduced in a syringe along with HepaRG cell suspension. Vacuum was
induced by moving a plunger until fully impregnation of hydrogel. Basal
media was maintained 7 days until obtention of self-aggregated HepaRG
cells. Then, 2% (vol/vol) dimethyl sulfoxide (DMSO)-containing medium
was added for 14 days (differentiation condition) in order to promote
expression of differentiated hepatic markers and functions, as previously
described [7]. In parallel, some hydrogels were maintained in basal
DMSO free medium for 14 days (basal conditions).

2.3. Further applied methods

Further animal procedures immunohistochemistry, biochemical and
cell activity protocols are described in details in the supplementary
methods.

3. Results and discussion

3.1. Self -assembly and viability of HepaRG 3D structures in the hydrogel

As there are no existing guidelines for the induction of HepaRG cell
differentiation in 3D porous hydrogel, the first challenge was to establish
an optimal culture method to obtain functional microtissue in 3D con-
ditions. HepaRG cells were expanded for 2 weeks in 2D culture and
subsequently seeded into pullulan-dextran hydrogel (Hyd) by vacuum-
induced impregnation, as previously described for HepG2 cells [25].
Then, basal mediumwas maintained for 7 days to reach the final size and
immobilization of HepaRG cells 3D structures (Fig. 1 A).
DMSO-containing medium was added for 14 days to induce cells differ-
entiation [7], and in vitro results were compared with scaffolded HepaRG
cells 3D structures cultivated in basal medium.

In order to support liver functions in vivo, we maximized the number
of transplanted 3D cells structures [2,6,30]. Our results suggest that
pullulan-dextran hydrogel could be a good candidate for transplantation
of biomaterial-containing spheroids due to its high loading capacity, with
approximatively 3800 HepaRG cells 3D structures formed per Hyd from 1
million seeded cells (Fig. 1 B). In fact, our pullulan-dextran hydrogel
could contain 1 million cells in absolute value, i. e 20 million cells/ml.
This is 10–20 times higher than most of the hydrogels in the literature
that were loaded with 50 000 to 100 000 cells in absolute value [11,14,
15,31,32]. Size of the 3D liver construct should be carefully designed, as
spheroids/organoids diameter should not exceed 150 μm to prevent
necrotic core formation [33–35]. Size analysis from phalloidin staining
after 21 days revealed a majority of 3D structures presenting diameters
under 100 μm (mean volume ¼ 523.598,78 μm3) (Fig. 1 B) and no
HepaRG cells 3D structures presenting a diameter higher than 150 μm
were found (mean volume ¼ 1.767.145,87 μm3), both in basal and dif-
ferentiation culture conditions. Our data demonstrate efficient mass
loading with consistent shape and size of 3D structures. This observation



Fig. 1. HepaRG cells 3D structures formation and viability in hydrogel (A) HepaRG cells self-assembly production and differentiation protocol. Scale bar 50 μm. (B)
HepaRG cells in hydrogel after 21 days of culture under basal and differentiation conditions. From left to right: cells cluster number, 3D reconstruction with IMARIS
software of representative images of cell clusters in one hydrogel (phalloidin in orange); confocal representative images of hydrogels-FITC loaded with HepaRG cells
(phalloidin in orange and nuclei in blue); volume of cluster. Number and volume were determined using a 3D semi-automatic analysis using Imaris software. n ¼ 10
(basal) - 12 (differentiation) per group. Scale bar: 500 μm. Whiskers show min to max values. (C) Representative 3D images of live-dead analysis. Living cells were
stained with Calcein AM (green) and dead cells are detected with Ethidium homodimer (red). Scale bar 500 μm. (D) Resazurin based metabolic activity of HepaRG 3D
structures in hydrogel expressed as 2 days culture percentage. * Represent Mann Whitney test statistical difference (p < 0.05) between basal (n ¼ 5–12) and dif-
ferentiation media (n ¼ 9–12).
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fits well with our previous work that showed more than 30% of porosity,
and formation of small and ovoid HepG2 spheroids [25].

Even if no significant difference between culture conditions was
observed, the volume of cell clusters cultivated in differentiation media
was higher than those cultivated in basal media, and volume distribution
appeared more homogeneous although not significantly different (Fig. 1
B).

In line with these results, undifferentiated and differentiated HepaRG
cells 3D structures exhibited long term viability, as demonstrated by live/
dead and metabolic activity analysis over 21 days (Fig. 1C & D). Inter-
estingly, 7 days after the induction of differentiation, the metabolic ac-
tivity decreased by half compared to the basal condition (Fig. 1 D), while
live/dead staining revealed similar number of dead cells (less than 3%) in
both condition (Fig. 1C and Supplementary Fig. 1 A). This result indi-
cated that the reduced metabolic activity was not related to cellular
death. One possible explanation could be a reduction of mitochondrial
metabolism by DMSO addition and changes in mitochondrial metabolism
during differentiation of hepatocyte progenitors into mature hepatocytes
Fig. 2. HepaRG cells 3D structures hepatic activity in hydrogel (A) Albumin, total bile
(C) Indocyanine green release and glycogen content (D) after 2 h in hydrogel. * Repre
differentiation (n ¼ 10–18) medium at a same time, and þ between time points of

4

[36–38] in our pullulan-dextran Hyd. Oxygen diffusion and stiffness of
cellular microenvironment that may contribute to reduced viability,
cellular stress and phenotypical aberration [15,31,32,34,39–42] were
also similar (Supplementary Fig. 1 B and C). In the present work, the local
stiffness measured using microindentation was similar to the values also
described for liver in the literature using indentation (between 4 and 11
kPa for healthy liver) [43] [–] [46]. In conclusion, the liver scaffolds
developed here mimic the mechanical properties of the healthy liver.
Thus, our results indicate maintenance of Hyd structure and elasticity
over time with or without cells (Supplementary Fig. 1C), an interesting
feature for long-term cultivation required for tissue engineering studies,
especially with hepatic stem cells [2]. Our results confirmed that
pullulan-dextran Hyd could be an appropriate candidate for long-term
stability and viability of self-assembly 3D liver microtissue with limited
degradation in vitro.
acids and urea release; (B) CYP3A4 and CYP1A2 activity (luciferin-based assay);
sent statistical difference (*p < 0.05, **p < 0,01) between basal (n ¼ 6–18) and
the same group with Mann-Whitney test analysis.



Fig. 3. HepaRG cells differentiation in hydrogel at day 21 in differentiation
medium.
Hepatocytes (HNF4α, Albumin), biliary cells (CK19, SOX9) and bipotent cells
(CK19 & HNF4α) markers expression. Scale bar 50 μm. Data representative of
triplicate experiments.
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3.2. HepaRG cells 3D structures in the hydrogel demonstrate relevant
hepatic functions

Typical hepatocyte mature functions of HepaRG cells 3D structures in
Hyd are summarized in Fig. 2. Notably, human albumin secretion was
detected at day 7 and remained noticeable during 21 days (Fig. 2 A). Cell
supernatant revealed that HepaRG cells secreted bile acids and urea from
7 to 21 days (Fig. 2 A), indicating the ability of hepatocytes to excrete
biological waste [47]. Under physiological conditions, the urea-cycle is
the preferred route for ammonia fixation, as urea itself is not toxic and
easily excreted by the kidney [47]. We found urea production by undif-
ferentiated or differentiated HepaRG cells in pullulan-dextran Hyd. The
functionality of bile canaliculi was investigated using 5 (6)-Carboxy-20,
70-dichlorofluorescein diacetate (CDFA) experiment. In hepatocytes,
CDFA enters passively and is hydrolyzed by intracellular esterases, then
CDF is metabolized and actively excreted into the bile canaliculi by
MRP2 transporter. This active transport was monitored using live fluo-
rescence microscopy that showed a progressive clearance of CDF from
the cytosol concomitant to its accumulation between cells (Supplemen-
tary Fig. 2 A). This result is in agreement with the localization of trans-
porters staining showed in Supplementary Fig. 3. These data suggest that
MRP2 and the excretion system are functional in our Hyd.

The drug detoxification capability was also assessed by measuring the
activities of the major cytochrome P450 enzymes responsible for the
oxidative metabolism of drugs in the human liver, namely CYP3A4 and
CYP1A2 [48,49]. Cytochrome activities was confirmed, and an increase
was observed when the cells were cultivated in differentiation medium
(Fig. 2 B). Another main property of hepatocyte function is the capability
to respond to compounds able to induce the biosynthesis of a toxic
metabolite. The metabolic activity of the HepaRG cells was significantly
increased when treated with low concentrations of hepatic toxic com-
pounds, such as APAP and diclofenac (Supplementary Fig. 2 B). When
increasing compound concentration, the metabolic activity decreased in
a dose-dependent manner, suggesting cell death.

APAP is metabolized mainly by CYP2E1, CYP1A2, and CYP3A4 [48,
49], but also by several other enzymes that could counteract its product
toxicity, whereas diclofenac is metabolized mainly by CYP2C9 and
CYP3A4, and their sensitivity is reduced when cells express low drug
metabolizing enzyme activities [50,51]. Under differentiation condition,
HepaRG cells response to APAP and diclofenac was more consistent,
suggesting better CYPs pattern expression.

In the literature, 3D-cultured HepaRG cells demonstrated 0.5–3 μg
albumin secretion and 1–5 ng urea for 105 cells, 5000–30 000 RLU/105

cells for CYP3A4 activity [11,14,40,52]. In our system we obtained 5–10
μg albumin, 5 ng urea and about 20 000 RLU CYP3A4 activity for 105

cells, suggesting 3D-cultured HepaRG cells in pullulan-dextran hydrogel
are similarly functional. We also examined the cellular excretion of
indocyanine green (ICG), an organic dye that is taken up, and subse-
quently eliminated specifically by hepatocytes. ICG was found in both
media and upregulated upon addition of DMSO (Fig. 2C). The cellular
uptake was observed in both conditions (Supplementary Fig. 2C), and
almost completely disappeared 24 h later, indicating that the biotrans-
formation system of HepaRG cells is highly functional when cultivated in
pullulan-dextran Hyd.

Finally, glycogen content of HepaRG cells 3D structures was detected
at day 7 and remained notable during 21 days (Fig. 2 D, Supplementary
Fig. 2 D). In line with previous results, differentiated HepaRG store more
glycogen compared to undifferentiated ones, suggesting a more effective
carbohydrate metabolism.

Our data demonstrate typical hepatocyte mature functions of self-
assembled HepaRG cells 3D structures in Hyd, notably, albumin secre-
tion, drug-metabolizing enzymes activity, bile acid production, excretion
functional system and glycogen metabolism. Most of the functions pre-
viously described increased over time in DMSO-supplemented medium,
suggesting the differentiation process acts properly on HepaRG cells 3D
structures in pullulan-dextran Hyd.
5

Interestingly, we also provide data suggesting partial hepatocyte
maturation without DMSO. Only few studies have shown the ability to
differentiate HepaRG in 3D systems without DMSO, and this could
represent an advantage for increasing the reliability and repeatability of
toxicological in vitro experiments [9,52,53]. Taken together, these data
confirm that our hydrogel promotes HepaRG self-assembly and differ-
entiation into 3D hepatocytes structures which demonstrate suitable
functionalities.
3.3. HepaRG cells 3D structures in the hydrogel differentiate and maintain
cell polarity

HepaRG is a bipotent progenitor cell line able to produce two hepatic
populations: hepatocyte-like and primitive biliary cells with the same
culture medium, representing an interesting model for co-culture ex-
periments [7,31,54]. Here, immunostaining of hepatocyte (HNF4α nu-
clear factor and albumin) and cholangiocyte (sox9) markers
demonstrated the presence of hepatocyte cells and biliary-like cells in 3D
structures after 21 days in differentiation medium (Fig. 3). Furthermore,
some bipotent progenitors (CK19 and HNF4α) remained in themature 3D
hepatic structure (Fig. 3), as it occurs in native liver tissue [55]. In vivo,
they could represent an advantage by acting as a pool of undifferentiated
cells that undergo hepatocyte or biliary differentiation depending on the
injury [55,56].
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Moreover, phalloidin staining revealed actin aggregates bounded to
HepaRG cells coinciding with bile canaliculi structure of mature and
functional hepatocyte (Supplementary Fig. 3) [57].

HepaRG differentiation is regulated at least in part by activation of
mechano-transduction signals and is consequently affected by the stiff-
ness of the environment [15,31,58]. For example, previous works have
reported few or absence of biliary cell 3D differentiation when seeded in
stiff hydrogels [11,31,32]. We speculate our hydrogel offers appropriate
mechanical environment promoting HepaRG differentiation into both
hepatocytes and biliary-like cells.

Mature hepatocytes are polarized with distinct apical/luminal do-
mains (bile canaliculi) that are separated by tight junctions from the
basolateral domain, formed by multiple basal surfaces facing the endo-
thelial lining and sinusoidal blood. This polarity is crucial for hepatocyte
functions [59]. MRP2, an apical (bile canaliculus) ATP-dependent mul-
tispecific organic anion transporter considered as a differentiation and
polarity marker [60], colocalized with actin aggregates in our 3D cell
structures (Supplementary Fig. 3). The tight junction-associated protein
ZO1, the ATP-dependent bile salt transport export pump (BSEP), ABCB1
and MRP1 transporters were also concentrated at actin aggregates
bounded (bile canaliculi) (Fig. 3 Supplementary Fig. 3, in agreement with
normal hepatocyte polarity [59]. In addition, immunofluorescence
staining revealed that the basolateral hepatic transporter OATP, which
uptakes organic solutes from sinusoidal blood, did not colocalize with
bile canaliculi delimited by actin concentrated aggregates. The same
localization was observed for Naþ-taurocholate cotransporting poly-
peptide NTCP, the main basolateral bile salt transporter [59]. These re-
sults confirm the correct expression and localization of polarity markers
of HepaRG cells 3D structures in Hyd, and thus differentiation into
mature hepatocytes.

Immunostaining experiments also indicated some connections be-
tween HepaRG cells 3D structures present in different pores of the
hydrogel (Supplementary Fig. 4 A). These bridges between 3D cells
structures were functional and allowed communication between them as
indicated by CDFA experiments (Supplementary Fig. 4 B). Even if precise
mechanisms involved in 3D cell structures communication need to be
further explored, networked ones could provide a higher degree of
function and organization [61]. Taken together, these data argue for the
formation of abundant HepaRG cells self-assembly into 3D structures that
exhibit in vivo-like cellular arrangement and functionality for at least 14
days in media supplemented with DMSO, and therefore highlight the
interest of using pullulan-dextran Hyd for 3D liver model.

3.4. HepaRG cells 3D structures in hydrogel are liver biocompatible and
remain implanted for one month

Pullulan-dextran cellularized Hyds have demonstrated good
biocompatibility and suitable degradation times after engraftment in
dorsal subcutaneous murine models [22–27]. However, their biocom-
patibility when seeded with hepatocytes in soft tissues with highly active
metabolism was unknown. To this purpose, HepaRG cells in Hyd were
implanted easily on top of the left and right liver lobes in immunocom-
promised mice then, a drop of fibrinogen-based surgical glue was applied
around the biomaterial before relocating median lobes on top.

Surgical procedure and HepaRG implantation did not induce
increased mice mortality nor liver injury or fibrotic scar after 28 days
(Fig. 4A–C). Moreover, HepaRG cells in Hyd maintained their position
over 1 month after implantation and signs of hydrogel biodegradation
were obvious with a reduction of the graft size and host liver integration
of Hyd (impossibility to separate them from each other; data not shown),
suggesting degradation in healthy hepatic tissue.

In the light of previous studies suggesting that biomaterials integra-
tion into the liver could be assigned to increased inflammatory or
fibrogenic response in the recipient organ [62,63], we analyzed typical
liver matrix remodeling and inflammatory factors. Mice transplanted
with HepaRG cells in Hyd and sham exhibited similar mRNA expression
6

levels for profibrogenic (Col1α1, αSMA), matrix remodeling (MMP13,
MMP2, MMP9, TIMP-1), and proinflammatory (TNFα, IL-6, IL-1β, NOS2,
MCP1, F4/80, LY6G) markers one month after transplantation (Fig. 4C
and Supplementary Fig. 5). Neither aberrant hepatocyte proliferation
(and Supplementary Fig. 5 A, Ki67), nor ductular reaction (Supplemen-
tary Fig. 5 B, CK19) in the recipient liver were found. These data sug-
gested that interaction between hydrogel and surrounded recipient liver
did not induce unwanted liver injury nor transplant rejection. We spec-
ulate that the mechanical properties of our hydrogel being within the
range of healthy human liver tissue [43–46,64] (Youngmodulus between
3 and 10 kPa as measured by Nanoindentation, Supplementary Fig. 1)
allow this host integration. Even if further studies are needed to explore
the kinetics of pullulan-dextran degradation in liver with or without
injury, our findings argue for appropriate liver biocompatibility of
pullulan-dextran Hyd loaded with HepaRG 3D cells structures.

One major challenge for engineered liver is the limited viability after
engraftment and ability to mimic its in vivo counterparts. Human albumin
in the sera of transplanted and non-transplanted mice was measured
every week during one-month post-engraftment (Fig. 4 D). Human al-
bumin was detected at high levels in every implanted mouse after 7 days,
confirming the survival and engraftment of HepaRG cells in the hydrogel.
After 14 days, albumin expression decreased by 10-fold, suggesting cell
death. This decrease is in agreement with the 10% cell engraftment
without biomaterial scaffold after implantation in rodents reported by
others [6,30,65]. It must be noted that for an efficient engraftment of
hepatic cells, a sustained liver damage with an important rate of cell
death seems necessary [66–68]. Nonetheless, human albumin remained
stable during the 3 following weeks suggesting that the grafted cells did
not suffer from oxygen and nutriment deprivation and were well incor-
porated in mice.

Interaction between hydrogel and liver, as well as HepaRG 3D cells
structures in hydrogel, were identified using immunodetection (Fig. 4 E).
Invagination of liver in hydrogel observed by confocal microscopy (Fig. 4
E upper panel) confirmed the integration of cell-seeded hydrogel into the
host liver. Moreover, cells in the hydrogel remained in ovoid structures
28 days after implantation, with only few individual living or dead cells
(Fig. 4 E). In agreement with this observation, HepaRG cells 3D structures
expressing albumin and presenting canaliculi-like structures were
observed (Fig. 4 E lower panel). These results support that human al-
bumin found in mice sera was produced by the 3D cells structures and not
by individual cells.

In the literature, it is suggested that coculture with endothelial or
stromal cells may be necessary to enhance hepatocyte functionality and/
or to prolong cell survival mediated by vascularization after implantation
[31,69–71]. However, optimal cell source and cellular composition re-
mains poorly delineated and some coculture studies of endothelial cells
and hepatocytes demonstrated long-term integration but no functional
advantage in vivo [72,73]. Interestingly, our results demonstrate suc-
cessful long-term implantation, survival and function of HepaRG cells 3D
structures in vivo. This observation highlights the complex influence of
cell signals in physiologically environment and the need of further
studies exploring pullulan-dextran Hyd and host interaction.

Nevertheless, implantation procedure results support biocompati-
bility, integration and functionality of pullulan-dextran Hyd as a micro-
tissue self-assembly platform.

3.5. HepaRG cells 3D structures in hydrogel offer therapeutic potential
after acute liver injury

Aiming to assess the therapeutic potential of HepaRG cells 3D struc-
tures in vivo, we used the relevant model of APAP toxicity in immuno-
compromised mice, which mimics ALF. This model induces consistent
hepatotoxicity, and hepatocyte damage occurs at doses that are similar to
those reported to induce damage in human liver [74], while being
compatible with the surgical procedure required for implantation. In this
procedure, two additional hydrogels with HepaRG cells were implanted



Fig. 4. In vivo liver biocompatibility of HepaRG cells 3D structures in hydrogel (A) Implantation procedure. (B) Plasmatic transaminases dosages over time. (C)
Representative images of hematoxylin and eosin (HE) and sirius red (SR) of host liver 28 days after implantation. White circles highlight Ki-67 positive cells (D)
Plasmatic human albumin concentration in mice. (E) Top: Phalloidin (orange) and albumin (green) staining of hydrogel implant grafted on the liver. Bottom:
Phalloidin (orange) and albumin (green) staining of HepaRG cells in the implant after 28 days. Scale bar 100 μm. Sham n ¼ 3, Hyd Cell n ¼ 6.
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Fig. 5. HepaRG cells 3D structures in hydrogel therapeutic effect after APAP induced acute liver injury (A) Schematic representation of APAP induced acute liver
injury in mice and hydrogel implantation. (B) Mice survival rate after 350 mg/kg APAP toxic challenge. n ¼ 19 Hyd Cell þ APAP, n ¼ 20 Hyd þ APAP, n ¼ 6 for NaCl
and Hyd Cell and N ¼ 3 for Hyd. * Represent statistical difference (p < 0,05) with log-rank (mantel-cox) test analysis. (C) Plasmatic transaminases 7 days after APAP
treatment and implantation. (D) Plasmatic human albumin concentration 7 days after APAP treatment and implantation. n ¼ 1 for Hyd þ APAP, n ¼ 7 for Hyd þ
APAP, n ¼ 6 for NaCl and Hyd Cell and n ¼ 3 for Hyd * Represent statistical difference (p < 0,05) with Mann-Whitney test analysis. (E) Phalloidin (orange) and
albumin (green) staining of hydrogel implant connecting the liver after 7 days with (right) or without (left) APAP treatment. (F) Phalloidin (yellow) and albumin
staining of HepaRG 3D structures (F) damaged (upper) or not (down) by APAP in remaining implant at 7 days. Scale bar 100 μm.
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in the peritoneal cavity to reach 3 million cells implanted per mice.
To induce a lethal overdose of APAP, a 12 h fasting period was

applied to deplete hepatocytic glutathione levels, normally required to
inactivate the toxic metabolite of APAP (Fig. 5 A). To this respect,
without fasting period before APAP administration, mortality was very
low, with only 10% of dead implanted mice with empty hyd (data not
shown). Noteworthy, without APAP administration, implantation of
hydrogels with (Hyd Cell) or without (Hyd) HepaRG cells or control in-
jection (NaCl) did not induce mice death (Fig. 5 B).

In our in vivo experiments, 95% of implanted mice with non-
cellularized Hyd died after APAP injection (Fig. 5B, Hyd þ APAP). It is
worth noting than 350 mg/kg intraperitoneal injection of APAP in the
literature induces the death of 0–70% of rodents depending on fasting
period, sex, age, genetic background and phenotypes [74–76]. Fasting
period plus APAP induce hypoglycaemia and hypothermia [74,77]. Im-
plantation of scaffolds also required an additional surgical procedure.
Thus, we obtained in these conditions a lethal synergistic effect of APAP
administration and the subsequent surgical procedure. Using this model,
we could challenge the therapeutic potential of HepaRG 3D cells in
pullulan-dextran hydrogel to support liver function during an ALF.
Indeed, only 5% of the Hyd-transplanted animals without HepaRG cells
survived 3 days after APAP administration (Hyd þ APAP), whereas
survival rate was 36.8% for the animals transplanted with Hyd-HepaRG
3D cells (Hyd Cell þ APAP), indicating a clear survival advantage (Fig. 5
B) for mice receiving cell therapy. This result demonstrates that
implanted HepaRG cell 3D structures in Hyd support liver functions in
vivo during an injury, and thus prevent mice death by liver failure. Be-
sides, survivor mice fully recovered from APAP-induced liver injury by 7
days after injection (Fig. 5C), suggesting that the surgical implantation
after APAP treatment did not delay normal liver regeneration.

When mice hepatocytes were seeded in PLGA scaffold, results similar
to ours were reported with 31.6% of animals survival in galactosamine-
induced lethal liver injury but with at least 10 million cells [69]. In
another study, intraperitoneal transplantation of alginate micro-
encapsulated rat hepatocytes reduced the severity of liver damage, but
did not improve the survival rate in galactosamine-induced liver injury
[78]. In the same line, bioprinted LO2 cell spheroids improved the liver
function and only prolonged the survival times by one month after
radiation-induced liver damage combined with a partial hepatectomy
[79]. Finally, HepaRG bioprinted with gelatin and alginate alleviated
injury of the liver in a murinemodel of tyrosinemia [80]. In those studies,
hepatocyte implantation prolonged the survival of animals but did not
confer a survival advantage [79,80]. In the same model, embryonic he-
patic cell lines scaffolded in polycaprolactone blunt liver damage, how-
ever, the preventive implantation approach that was chosen cannot be
transferred to the clinic [81]. Finally, contrasting with our results,
another study suggested no beneficial effect on liver cirrhosis in rats
transplanted with collagen fiber-based scaffold with 3D mice hepatocyte
spheroids [82]. All these studies support the importance of selecting the
adequate cell source and number in a relevant pathological model. They
also highlight the difficulty to compare biomaterials and cells activity
between studies due to large differences in the study design.

Transplanting an efficient liver mass is essential for clinical applica-
tion. To ensure liver functions during liver failure by individual hepa-
tocytes, administering the equivalent of 5–12% of the whole liver mass is
required [2,6,30]. In our model, although we used about 3 million cells
per mice, corresponding to only 1.5–2% of the mouse hepatocyte mass,
this was sufficient to rescue 36.8% of the animals. This suggests that
HepaRG cells in pullulan-dextran Hyd are efficient in vivo to support liver
function during toxic injury. Human albumin in mice sera was detected
here 7 days after APAP treatment (Fig. 5 D). Immunostaining on sections
of hydrogel linked to liver lobe after APAP treatment revealed HepaRG
cell 3D structure reorganization and an enhanced invagination of the host
liver cells into hydrogel than with no liver injury, suggesting a better
communication between them (Fig. 5 E upper panel). Upon APAP
administration, more infiltrated cells and less ovoid HepaRG cells 3D
9

structures were noticed (Fig. 5 E lower panel). 3D clusters presented loss
of structure, necrosis area and/or loss of albumin expression (Fig. 5 F
upper panel) compared to those not treated with APAP (Fig. 5 F lower
panel). The same observations were made in hydrogels implanted in the
peritoneal cavity (data not shown). As they became blurry with very high
background due to the body fluids absorbed during the laparotomy, we
did not provide staining. These results fit well with the reduced human
albumin content in sera after APAP administration and HepaRG cell
death (Fig. 5D, p-value ¼0,0513). One possible explanation could be
paracrine death signal from the suffering host liver to the implant.
However, increased mice survival rate with engineered liver trans-
plantation and presence of some HepaRG cells 3D structures albumin
positive presenting bile canaliculi-like structure (Fig. 5 E lower panel)
argue for a maintenance of HepaRG cells hepatic functions in
pullulan-dextran Hyd after APAP-induced injury. Long-term survival of
cells and their fate in the implant after APAP-induced injury need to be
further investigated with clinically approved cells to confirm therapeutic
potential use of cellularized pullulan-dextran hydrogel in ALF.

New perspectives to improve self-assembly 3D liver microtissue and
broaden their applications can be pointed out. Material shape and/or
thickness could be modified for optimized graft implantation to allow a
better connection with the liver and/or blood circulation, or to obtain a
higher degree of liver structure that could enhance their clinical impact
[61,73]. To avoid amajor surgical procedure, integrating our cellularized
hydrogel into an extracorporeal liver bioartificial system could be
considered [2,4,5].

4. Conclusion

In summary, we can easily prepare GMP biocompatible porous
pullulan-dextran hydrogels with a time and cost-effective procedure and
successfully engineer stable and functional 3D liver-like tissue in vitro.
Hydrogel loaded with HepaRG cells 3D structures transplanted in vivo
revealed good liver biocompatibility and survival advantage upon toxic
injury. Together with in vitro experiments, these data provide a first and
robust preclinical proof of concept towards the use of cellularized
pullulan-dextran hydrogel as an alternative platform to donor transplant
for human liver failure management and treatment.
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