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Abstract

There are few existing methods for shortening the decellu-
larization period for a human-sized whole-liver scaffold.
Here, we describe a protocol that enables effective decel-
lularization of the liver obtained from pigs weigh 120 + 4.2
kg within 72 h. Porcine livers (approx. 1.5 kg) were decellu-
larized for 3 days using a combination of chemical and en-
zymatic decellularization agents. After trypsin, sodium de-
oxycholate, and Triton X-100 perfusion, the porcine livers
were completely translucent. Our protocol was efficient to
promote cell removal, the preservation of extracellular ma-
trix (ECM) components, and vascular tree integrity. In con-
clusion, our protocol is efficient to promote human-sized

whole-liver scaffold decellularization and thus useful to
generate bioengineered livers to overcome the shortage of

organs. © 2020 S. Karger AG, Basel

Introduction

Liver transplantation is the treatment of choice for pa-
tients with end-stage liver disease; however, this approach
is still limited by several factors, particularly the chronic
shortage of donor organs worldwide [Johnson et al,
2014]. Organ incompatibility-associated problems fur-
ther exacerbate the unmet need for organs [Zhang et al,,
2018]. Alternative strategies are needed to increase the
number of donor organs available. Bioengineered liver
replacements are a promising alternative to existing strat-
egies, such as synthetic mesh components, but they are
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difficult to produce and do not adequately account for
hepatic complexity. In recent years, decellularized por-
cine livers have emerged as a promising alternative source
of organ replacements for liver transplantation, particu-
larly owing to the widespread availability of pig organs
and their dimensional and structural compatibility with
the human liver [Cooper et al., 2016]. The decellularized
porcine liver forms a biocompatible scaffold representing
an ideal microenvironment where human liver cells can
maintain their phenotype and functionality [Faulk et al.,
2015; Muflbach et al., 2016; Wang et al., 2017].

Several studies have demonstrated decellularization of
the liver [Baptista et al., 2011; Mirmalek-Sani et al., 2013;
Wang et al.,, 2017; Ansari et al,, 2020; Willemse et al.,
2020] and others tissues [Burk et al., 2014] obtained from
various animal sources. Different methods are used for
the decellularization of solid tissues, such as physical dis-
ruption [Burk et al., 2014; Nonaka et al., 2014], enzymat-
ic treatment [Rieder et al., 2004; Yang et al., 2009], and
applying detergents such as Triton X-100 [Willemse et al.,
2020], sodium dodecyl sulfate (SDS) [Ott et al., 2008;
Price et al., 2010; Lang et al., 2011; Sullivan et al., 2012;
Biihler et al., 2015; Jakus et al., 2017; Pla-Palacin et al.,
2017], and sodium deoxycholate (SD) [Ceborati et al.,
2010; Remlinger et al., 2012]. However, there are only a
few established protocols for decellularization using full-
size livers from pigs (that weigh >100 kg) in a short pe-
riod (<6 days) [Barakat et al., 2012; Remlinger et al., 2012;
Ko et al., 2015]. Moreover, there is no consensus about
the most effective detergent to decellularize entire por-
cine livers in the same short period [Lin et al., 2004],
which greatly limits the feasibility of the approach for its
translation into clinical use. Decellularization of a whole
porcine liver (that weighs approx. 1.5 kg) is a significant
challenge for 3-dimensional (3D) organ engineering. The
long duration of the procedure to remove most of the cel-
lular and immunogenic content of the scaffold may im-
pair extracellular matrix (ECM) composition and 3D ar-
chitecture. The decellularization method must maintain
the integrity of specific epitopes to permit the repopula-
tion process. Therefore, the choice of the detergent and
techniques to be used are important steps to ensure future
repopulation after decellularization [Faulk et al., 2015].

In this study, we established and described a protocol
that enables effective decellularization of the entire por-
cine (human-size) liver (weight 1.5 kg) obtained from
pigs weighing 120 + 4.2 kg in a short period of time, i.e.,
3 days.

So far, most experimental decellularization protocols
include the use of sodium dodecyl sulfate (SDS), but this
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also destroys the ECM and limits the feasibility of the ap-
proach for clinical trials [Rotunda et al., 2004]. We estab-
lished a modified protocol using an ionic decellulariza-
tion detergent that has not been widely utilized in other
protocols, is less aggressive, and increases the viability of
the approach for translation into clinical use [Rotunda et
al., 2004]. SD removes all liver cells while maintaining the
ECM integrity and keeping the vascular tree components
intact. In addition, our liver scaffold is clinically relevant
for use in split-liver transplantation that can benefit >2
patients.

Materials and Methods

Porcine Liver Preparation

Nonischemic livers were removed from pigs weighing 120 + 4.2
kg (n = 3). All livers were recovered after transplant surgery train-
ing courses using pigs, at the institution’s Animal Facility. Briefly,
after the animal was sacrificed by means of potassium chloride, the
abdominal cavity was opened through a long midline incision, and
the portal vein and hepatic pedicle were skeletonized and dissected
up to the upper border of the pancreas and cannulated. The livers
were removed and stored dry at —-80 °C prior to decellularization.

Decellularization Protocol for Whole Porcine Liver

Our protocol for whole porcine liver decellularization was
based on anterograde perfusion through the portal vein. Figure 1
details the perfusion protocol. We used the following reagents: Tri-
ton X-100 (Sigma-Aldrich, T9284), trypsin (Sigma-Aldrich,
T4799), PBS (LGC, 13-3025805, Sao Paulo, Brazil), and SD (Sig-
ma-Aldrich, P6750). A peristaltic pump (Masterflex, Cole Parmer
L/S, model 7519-05) was used and the initial flow rate for decel-
lularization was 50 mL/min. Subsequently, a perfusion-modified
protocol was adopted. Distilled water was perfused to wash the
blood for 1 h, followed by 2x PBS for 1 h and then 0.2% trypsin
solution in 0.05% EDTA (Sigma-Aldrich, 600-04) and 0.05% NaNj,
(Sigma-Aldrich, 26628-228) for 12 h at 37°C. Afterwards, 3% Tri-
ton X-100 solution in 0.05% EDTA and 0.05% NaNj; was perfused
for 24 h and finished with 4% SD solution for 34 h [Ceborati et al.,
2010].

Histology

Decellularized porcine liver scaffolds were dissected to perform
characterization. The samples (n = 4) were taken from different
sites of the decellularized liver scaffold. Liver samples were fixed in
10% formalin for 24 h. Samples were then embedded in Paraplast
and sections were cut in slices at a thickness of approximately 5 um
using a microtome. These sections were stained with hematoxylin
and eosin (H&E) and Sirius red.

Vascular Tree Integrity

The integrity of the vascular system in the decellularized liver
scaffold was evaluated by digital subtraction angiography (DSA).
Todine contrast agent (100 mL; Henetix®, Guerbet, 350 mg/mL)
was infused through the portal vein and via the intrahepatic vena
cava to detect the distribution.

Alaby Pinheiro Faccioli et al.

-591134

ed by: R. dos Santos Goldenberg
80 - 10/12/2020 6:50:00 PM



\ AR
e

Pig
120242 kg

Liver
1.5 kg

Decellularization

Decellularization liver scaffold

Distilled water
1h

0.2% Trypsin
0.05% EDTA
0.05% NaN3

24 h

| 3% Triton X-100
0.05% EDTA
0.05% NaN3

1h IJ . 12h,37°C

4% SDC
34h

A/

Fig. 1. Schematic experimental design. Porcine liver weighting approximately 1.5 kg is surgically processed, can-
nulated and decellularized by anterograde perfusion according to SD protocol. Post 72 h of perfusion, decellular-

ized liver scaffold is obtained.

DNA Analysis

DNA was isolated from a small piece of the decellularized por-
cine liver scaffold and the 3 porcine livers with cells using the
DNeasy tissue kit (Qiagen Inc., Valencia, CA, USA) according to
the manufacturer’s instructions. Similar masses of scaffold and
control liver tissue were used. DNA concentration was determined
by measuring the absorbance at 260 nm using NanoDrop 1000
(Thermo Scientific). Data were averaged and expressed as mean +
standard deviation.

Immunohistochemistry

For immunohistochemical analysis, paraffin-embedded sec-
tions (4 samples per liver) of the decellularized liver were un-
masked in citrate acid solution at pH 6.0 for 12 min in a microwave
oven at 700 W. Afterwards, the scaffolds were blocked with albu-
min and then incubated with 1 of the following primary antibod-
ies: anti-collagen III (Chemicon, USA; 1:100) or anti-collagen IV
(Sigma, USA; 1:100). All sections were incubated with HRP-con-
jugated secondary antibody (for more information, see in online
suppl. Table 1; for all online suppl. material, see www.karger.com/
doi/10.1159/000510297) and detection was performed using re-
agents indicated by the manufacturer (EnVision Doublestain Sys-

Decellularized Porcine Liver Protocol

tem, Dako, USA). Sections were stained with H&E. Images were
obtained with an AxioCam camera using KS400 software (Zeiss,
Germany).

Glycosaminoglycan Quantification

For chemical determination of the total glycosaminoglycan
(GAG) content after decellularization, 4 samples of each liver
(controls and decellularized) were cut into small pieces (1 mm).
and submerged in chloroform/methanol (2:1, v/v) for 10 min for
delipidation, and then dried at 60 °C for 2 days and weighed. Dry
tissue (0.05 g) was set aside for determining the GAG content by
measuring the amount of hexuronic acid by means of the carbazole
reaction, as described elsewhere [Bellezzia et al., 2018]. GAG con-
centration was determined by measuring the absorbance at 525 nm
using a spectrophotometer (Nova Instruments Serie 1800). Data
were averaged and expressed as mean + standard deviation.

Scanning Electron Microscopy

Liver samples were fixed in 4% Karnovsky solution using intact
fragments for evaluation of the liver surface. Samples were fixed in
1% osmium tetroxide, dehydrated with an increasing series of eth-
yl alcohol, set up in stubs, and metallized with gold. Observations
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Fig. 2. Histological and immunohistochemical analysis of normal
and decellularized porcine livers and total GAG quantification.
a H&E staining showing the presence of hepatic cells nuclei in nor-
mal liver tissue. b Absence of cells in liver tissue decellularized with
SD. Central veins are present in both normal and decellularized SD
livers. Sirius red staining shows the collagen deposition in normal
livers (c) and decellularized SD livers (d). e, g Tissue sections of
normal porcine liver tissue showing positive brown staining for

and photographs were performed using a scanning electron mi-
croscope (Zeiss [LEO] model 435VP, 20kV).

Transmission Electron Microscopy

Liver fragments were fixed in 2.5% glutaraldehyde. Tissues were
further fixed in the same solution for 12 h at 4°C. The specimens
were postfixed in 2% osmium tetroxide solution, rinsed in distilled
water, and immersed in 2% tannic acid solution for 1 h at room
temperature. Tissues were then dehydrated in a series of increasing
levels of ethanol and propylene oxide and embedded in Spurr resin.
Thick sections were obtained with a Porter Blum ultramicrotome
using glass knives and stained with Toluidine blue solution for light
microscopy. A Reichert ultramicrotome (Leica) with a diamond
knife was used to cut the thin sections. These ultrathin sections
were mounted on 200- and 300-mesh grids, counterstained with
uranyl acetate and lead citrate, and then examined with a transmis-
sion electron microscope (JEOL, JSM1010 at 100 kV).
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collagen type III and IV. f, h The positive brown staining for col-
lagen was also present in the decellularized tissues, indicating that
these processes did not have a major effect on the extracellular
matrix (ECM). i GAG quantification shows no significant reduc-
tions in GAG content in decellularized tissue compared to the nor-
mal liver. Each bar represents pooled data obtained from 3 pigs per

group.

Cell Seeding

Liver tissue was cut into 300-pm slices by means of a micro-
tome (Leica, USA). We divided it into 3 groups. The positive con-
trol consisted of hepatocyte carcinoma cells (HepG2) cultured
without the matrix. The negative control consisted of 3 slices cul-
tured without HepG2 cells. The experimental group consisted of
HepG2 cells cocultured with 3 slices of the matrix. All slices were
sterilized with a solution of penicillin and streptavidin 1% (Invit-
rogen, USA) for 24 h. HepG2 cells were cultured in a 100-mm plate
for 5 days. After that, cells were trypsinized and counted manually.
The amount of 2 x 10° cells were cultured over the experimental
slice and 2 x 10° cells were cultured for the positive control in a
nonadherent culture lamina (HEXIS, USA), with DMEM high me-
dium (Sigma), 15% FBS (Sigma), and 1% penicillin and streptavi-
din (Invitrogen, USA) for 7 days. The medium was changed every
2 days.
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Immunofluorescence

Three samples from each group were fixed in 4% paraformal-
dehyde for 20 min at room temperature. Primary anti-albumin
antibody (1:1,000; Abcam) was used after three 10-min permeabi-
lizations with 0.3% Triton X-100 in PBS, and then incubated over-
night at 4°C. Samples were washed and incubated for 2 h at room
temperature with donkey anti-sheep Alexa Fluor 488 (1:400; Invi-
trogen) secondary antibody (online suppl. Table 1). For staining
the nuclei, samples were incubated with DAPI (1:100). Slides were
mounted in VectaShield® mounting medium (Vector Laborato-
ries) and visualized in a confocal microscope (Leica TCS SPE). Im-
age processing was performed with LAS X software.

Statistical Analysis

Statistical analysis was performed using GraphPad Prism soft-
ware (San Diego, CA, USA, v8 for Windows). A two-tailed, paired
Student’s ¢ test was used to compare laboratory results before and
after decellularization. Values are presented as the mean * stan-
dard deviation or median and range. Differences were considered
significant at p < 0.05.

Results

Obtaining the Liver Scaffold

The long period to decellularize a whole pig liver,
which weighs approximately 1.5 kg, is a significant chal-
lenge for 3D organ engineering. In this scenario, we de-
cellularized the porcine livers by anterograde perfusion to
achieve a shorter period of decellularization. Porcine liv-
ers were perfused with the SD protocol solutions and be-
came increasingly translucent with the dissolution of the
cells. All cell remounts and nuclei were removed from the
liver scaffold and we observed the remaining original liv-
er architecture after the decellularization process (Fig. 1).

Decellularization Protocol Preserves ECM Proteins

Total cell removal with the SD protocol was further
confirmed by histological evaluation with H&E (Fig. 2a,
c) and Sirius red (Fig. 2b, d) staining. H&E and Sirius red
staining showed no evidence of cellular remnants in the
ECM (Fig. 2¢, d). In addition, the overall liver tissue ar-
chitecture, based on the presence of the central vein, ap-
peared fully preserved as shown by Sirius red and immu-
nostaining for collagens in the livers treated with the SD
protocol (Fig. 2d, f, h). Immunostaining for collagens III
and IV was used to evaluate the preservation of the liver
structural components after decellularization (Fig. 2f, h)
and showed that the collagens IIl and IV were indeed pre-
served after the process. To this end, the liver scaffold was
compared with the porcine liver tissue with cells. The
analysis showed that the structure of ECM was preserved,
as indicated by the sinusoidal trabecular meshwork

Decellularized Porcine Liver Protocol

L]

Portal vein Hepatic vein

Fig. 3. Digital subtraction angiography (DSA) of decellularized liv-
er. DSA showed an intact framework of the portal (a) and hepatic
vein (b) (represented by arrows) systems with sparse emersion of
contrast agent at the distal ends of the intra-hepatic capillaries de-
spite complete removal of the vascular endothelial cells.

(Fig. 2e, g). The total GAG measured in the decellularized
liver tissue was reduced (0.272 £ 0.0090 pg/mg of dry tis-
sue) when compared to the control (0.355 + 0.045 pg/mg
of dry tissue) (Fig. 2i).

Decellularization Preserves Intact Vascular Network

To evaluate the integrity of the vascular system within
the decellularized liver scaffold, DSA was performed. Io-
dine contrast agent (Henetix) was infused through the
portal vein and via the intrahepatic vena cava. Infusion of
the contrast agent showed an intact framework of the
portal (Shown in Fig. 3a) and hepatic vein (Fig. 3b) sys-
tems, with a sparse emersion of the contrast agent at the
distal ends of the intrahepatic capillaries despite complete
removal of the vascular endothelial cells.

Decellularization Preserves 3D Ultrastructure

The preservation of the scaffold 3D ultrastructure is
fundamental to allow cell adhesion and survival during
recellularization. We evaluated the degree of preservation
after our novel decellularization protocol using SD by
performing transmission electron microscopy (TEM) of
the liver scaffold in comparison to cadaveric livers with
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Fig. 4. Ultrastructural characterization of normal and decellular-
ized porcine liver tissues. TEM images show the parenchyma from
liver (a) and decellularized scaffolds by the protocol described in
minor (b) and major (c) magnification. Collagen fibers are indi-
cated with black arrows and involved by red circle. b, ¢ The absence
of cells and nuclei and the presence of collagen fibers (black arrow)
were observed in scaffolds obtained after SD protocol. SEM im-

cells. TEM images showed the absence of cells and nuclei
(Fig. 4b, c) and the presence of collagen fibers in the SD-
treated livers was also observed (arrow and red circle)
when compared to the normal liver with cells (Fig. 4a).
Using scanning electron microscopy (SEM), we evalu-
ated the impact of the decellularization protocol on the
3D architecture and microstructure of the decellularized
porcine liver ECM when compared to the control liver
with cells (Fig. 4d). The overall microstructure of the SD-
treated liver tissue was intact. Open spaces in the liver
previously occupied by hepatic parenchymal cells were
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ages show the extracellular matrix within the parenchyma of nor-
mal liver (d) and decellularized liver in minor (e) and major (f)
magnification. g DNA quantification shows significant reductions
in DNA content using SD reagent compared to the normal liver.
Each value expresses the mean of 3 samples (n = 3) £ SD. ***p <
0.001 vs. control.

seen in the SEM image from the SD-treated sample
(Fig. 4e, 1).

The absence of viable cells in the ECM scaffold in the
SD-treated livers was also confirmed by the quantifica-
tion of DNA, demonstrating a significant DNA reduction
(27.3 + 6.38 ng/mg) compared to the control (697 + 32.08

ng/mg) (Fig. 4g).

Bioscaffold Cell Seeding
Cell seeding in slices of the decellularized scaffold (de-
cellularized liver scaffold slices) (Fig. 5a) showed cells at-
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Fig. 5. Cell seeding over the slice of porcine liver matrix. a Light
microscopy showing the slice and HepG2 cells seeded in the decel-
lularized liver slice. b HepG2 nuclei staining with DAPI (blue) and

tached to the scaffold 7 days in culture when using the SD
decellularization protocol. Immunofluorescence analysis
showed the presence of albumin protein in the cells, indi-
cating that HepG2 cells were producing this important
liver protein (Fig. 5b) when cocultured with the SD-de-
rived matrix. The positive control also showed the pres-
ence of this protein (online suppl. Fig. 1a—c) and the neg-
ative control showed the absence of nuclei and albumin
protein (online suppl. Fig. 1b-d).

Discussion

This study describes an effective protocol that enabled
complete decellularization of a whole porcine liver, re-
sulting in a liver scaffold with preserved tissue integrity
within 3 days. This is a marked improvement over exist-
ing decellularization methodologies for whole porcine
liver. We also showed that the decellularized matrix en-
abled the attachment of cells. These cells produced albu-

Decellularized Porcine Liver Protocol

albumin (green), indicating that the cells were in the ECM after 7
days’ culture over the slice.

min, an important liver protein, showing that the living
cells were functional.

Pigs are currently considered to be the most feasible
source of organs for human xenotransplantation because
of their anatomical and physiological similarities to hu-
mans, and their relative ease of breeding in large numbers
[Wang et al., 2009]. The first successful decellularization
of porcine liver tissue was reported in 2004; the test was
conducted with small pigs using ammonium hydroxide
and Triton as detergents [Lin et al., 2004]. Since then,
other protocols that enable successful decellularization
have been described for other liver sources [Uygun et al.,
2011; Kajbafzadeh et al., 2013; Nari et al., 2013; Agarwal
et al., 2019]. However, these studies all used the livers
from smaller pigs, or else goats or sheep, i.e., they could
not be transplanted into humans who obviously require
human-sized organs.

The livers of pigs that weigh around 72 kg are the most
favorable for use for human xenotransplantation [Wang
etal. 2009; Nykonenko et al., 2017]. However, most decel-
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lularization protocols of whole porcine livers from larger-
sized pigs require from several days to weeks for complete
cell removal [Lin et al., 2004].

Distinct from other decellularization protocols using
small-sized pigs [Lin et al., 2004] and therefore requiring
less time for the process of decellularization, our protocol
for whole porcine livers was established in larger pigs
weighing 120 * 4.2 kg which makes the transition to hu-
man livers feasible. Besides, our liver scaffold is relevant
for clinical use, e.g., for split-liver transplantation which
provides for >2 patients. Split-liver transplantation is a
surgical method used to reduce waiting-list mortality.
According to Valentino et al. [2019] and Lauterio et al.
[2015], the graft can be separated into 2 viable sections
that can be transplanted into 2 recipients. Here, our bio-
engineered scaffold derived from a large liver could be
surgically segmented to increase the available number of
grafts. Our protocol using livers weighing approximately
1.5 kg is an ideal option for increasing the number of
available liver grafts to reduce the waiting list for trans-
plantation.

Our novel SD decellularization protocol, based on an-
terograde perfusion for fast decellularization, resulted in
the complete removal of immunogenic cellular materials
while preserving the 3D architecture and essential ECM
proteins of this organ. The resulting liver scaffold was ro-
bust, easily handled without disintegration or rupture,
and tissue flexibility was retained. These data were further
confirmed by SEM images which showed an extremely
well-preserved 3D microanatomy of the portal tracts and
liver lobules as well as conservation of a 3D meshwork of
connective-tissue fibers around hepatocyte-free spaces.

The choice of detergent plays an important role in the
decellularization process as it may impact the preserva-
tion of important organ structures and the effectiveness
of the process [Faulk et al., 2015]. SDS can damage ECM
components and its use in human tests is still controver-
sial [Keane et al., 2016]. We developed a protocol using
the ionic detergent SD, based on a previously published
report that used porcine hearts [Remlinger et al., 2012].
Our protocol using SD achieved complete decellulariza-
tion of a porcine liver without altering the 3D ECM struc-
ture of the organ. Importantly, the SD concentration used
in the protocol was lower (4%) than that used in the clin-
ical setting (5%) [Rotunda et al., 2004], making it a prom-
ising method for modification in human organ trans-
plantations.

Maintaining ECM protein composition and concen-
tration and an intact vasculature are necessary factors for
cell attachment, growth, and differentiation. Immunos-
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taining of the critical ECM components showed that col-
lagen III and collagen IV were located in the basement
membrane of bile ducts and in the arterial and venous
vessels and were sparsely distributed in the Disse space.
These findings indicate that the main structural proteins
of the liver lobules and portal space were preserved. Al-
though a few liver lobules lost their configuration, most
of them maintained the hexagonal arrangement delineat-
ed by connective tissue that is characteristic of porcine
livers.

Our results also demonstrated that, on average, >77%
of GAG was conserved in the decellularized porcine liver.
These results are comparable to those of other studies
demonstrating that this loss is normal, as GAG is associ-
ated with cellular membranes and the cells are solubilized
in the decellularization process [Yagi et al., 2013; Wang
et al.,, 2015].

Cell removal was also evaluated by theamount of DNA
according to the criterion established by Crapo et al.
[2011], who indicated that for efficient decellularization,
scaffolds should have <50 ng/mg of DNA. Our data dem-
onstrated that SD was efficient in removing the cells, pre-
senting an average DNA content of 27.3 + 6.38 ng/mg
[Crapo et al., 2011].

A limitation of this work is the absence of 2e critical
characteristics of the matrix, namely, protein compo-
nents and mechanical force [Uygun et al., 2010; Crapo et
al., 2011; Wu et al.,, 2015; White et al., 2017]. These char-
acteristics are relevant and further experiments are neces-
sary to progress towards potential clinical applications. It
is important to emphasize that our goal was to produce a
liver scatfold which was able to be used for coculture with
cells. The liver bioscaffold produced here could be used
to substitute existing synthetic matrix, as already de-
scribed in several studies [Godoy et al., 2013; Brown and
Badylak, 2014; Wang et al., 2017].

In summary, we have described a modified protocol to
decellularize a whole porcine liver within 72 h that suc-
cessfully preserved the 3D architecture and kept the he-
patic ECM components intact so that liver cells could be
supported.

The availability of a shorter (72 h) and cost-effective
protocol for whole porcine liver decellularization repre-
sents an important advance towards the translation of
human-sized bioartificial liver replacements for tissue
engineering and organ replacement. Donor livers not
suitable for transplantation contain ECM that could be
exploited for use in bioartificial liver engineering applica-
tions using the decellularization protocol described here.
The next step forward will be to recellularize a liver lobe
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after whole porcine liver decellularization with hepato-
cytes; from this, we would gain insight into using bioarti-
ficial liver scaffolds with the potential for clinical use.
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