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There is a critical need to generate functional hepatocytes to aid in liver repair and regeneration upon avail-
ability of a renewable, and potentially personalized, source of human hepatocytes (hHEP). Currently, the vast
majority of primary hHEP are obtained from human tissue through cadavers. Recent advances in stem cell
differentiation have opened up the possibility to obtain fully functional hepatocytes from embryonic or induced
pluripotent stem cells, or adult stem cells. With respect to the latter, human bone marrow mesenchymal stromal
cells (hBMSCs) can serve as a source of autogenetic and allogenic multipotent stem cells for liver repair and
regeneration. A major aspect of hBMSC differentiation is the extracellular matrix (ECM) composition and, in
particular, the role of glycosaminoglycans (GAGs) in the differentiation process. In this study, we examine the
influence of four distinct culture conditions/protocols (T1–T4) on GAG composition and hepatic markers. a-
Fetoprotein and hepatocyte nuclear factor-4a were expressed continually over 21 days of differentiation, as
indicated by real time quantitative PCR analysis, while albumin (ALB) expression did not begin until day 21.
Hepatocyte growth factor (HGF) appears to be more effective than activin A in promoting hepatic-like cells
through the mesenchymal–epithelial transition, perhaps due to the former binding to the HGF receptor to form a
unique complex that diversifies the biological functions of HGF. Of the four protocols tested, uniform hepatocyte-
like morphological changes, ALB secretion, and glycogen storage were found to be highest with protocol T2,
which involves both early- and late-stage combinations of growth factors. The total GAG profile of the hBMSC
ECM is rich in heparan sulfate (HS) and hyaluronan, both of which fluctuate during differentiation. The GAG
profile of primary hHEP showed an HS-rich ECM, and thus, it may be possible to guide hBMSC differentiation to
more mature hepatocytes by controlling the GAG profile expressed by differentiating cells.
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Introduction

Primary human hepatocytes (hHEP) are rapidly be-
coming indispensable in drug discovery, human toxicol-

ogy, and regenerative medicine [1]. These cells are typically
obtained from deceased individuals and then cryopreserved
for subsequent use; however, they quickly lose phenotypic
properties upon culturing, which limits their use [2]. Recent
advances in human embryonic stem cells (hESCs) and human
induced pluripotent stem cells (hiPSCs) may ultimately ob-
viate the need to obtain fresh hepatocytes from human do-
nors. hESCs and induced pluripotent stem cells are able to
commit to an endodermal lineage, which can be terminally

differentiated into hepatocytes [3–5]. However, differentiat-
ing hESCs or hiPSCs into functional hepatocytes remains
difficult with variable degrees of functionality achieved and
with low yield [6,7].

Recently, adult mesenchymal stromal cells derived from
bone marrow (BMSCs), and stromal stem cells (MSCs)
from more readily available tissues, such adipose and um-
bilical cord, have been investigated as potential hepatocyte
sources. However, relatively little work has been performed
in using these adult cells outside of examples with rodents
[8–10]. In particular, methods of differentiating human
BMSCs (hBMSCs) and hMSCs into hepatocytes are not
sufficiently advanced. To that end, work to date has focused
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on exogenous chemical and physical cues, such as extracel-
lular matrix (ECM) composition, biomaterial stiffness and cell
morphology [11–13], and static versus dynamic culturing [8].

It is well established that the local ECM plays a major role
in cell fate and function [14], and a major component of the
ECM is the glycosaminoglycans (GAGs). Unfortunately, little
work has been undertaken to understand the influence of GAG
composition and changes to GAG composition on stromal cell
differentiation. In previous work, we showed that dramatic
changes to GAG type and composition in hESCs occur as the
cells differentiate into early mesoderm and endoderm lineages
[15]. Separately, highly sensitive liquid chromatography–tan-
dem mass spectrometry (LC-MS/MS) was used to detect very
low amounts of GAGs in tissue samples and cells, which
resulted in new insights into the temporal remodeling of GAG
type and composition in hESC differentiation [16].

Based on these previous studies, we hypothesize that
methods to control GAG type and composition, effectively
the ‘‘GAGome,’’ can be used to optimize hBMSC differ-
entiation into complex terminal cell types, such as primary
hHEP. In this work, we show that, although all four pro-
tocols (T1–T4) could direct differentiation of hBMSCs
toward a hepatic lineage, one protocol (T2) stood out in
terms of morphology and functional performance. While
none of the protocols produced mature hepatocytes, by
identifying the profile changes of GAGs and their com-
ponent disaccharides, it may be possible to further opti-
mize differentiation and maturation based on controlling
GAG profiles during differentiation.

Materials and Methods

Isolation and culture of adult hBMSCs

Ten milliliters of unprocessed fresh bone marrow was
purchased from Lonza (Walkersville, MD). Bone marrow
was diluted to 5–10 million cells/mL in Dulbecco’s mod-
ified Eagle medium and Ham’s F12 with Glutamax
(DMEM/F12; Life Technologies). Cells were then layered
over Ficoll-Paque and centrifuged at 450 · g for 40 min at
room temperature. The mononuclear cell fraction was
collected and resuspended in growth media, seeded onto
75 cm2 culture flasks, and cultured at 37�C in humidified
atmosphere containing 5% CO2. Growth media consisted
of DMEM/F12 with Glutamax, 10% fetal bovine serum
(FBS; Life Technologies), and 1% penicillin–streptomycin
(Life Technologies). Nonadherent cells were removed af-
ter 4 days by gently washing with phosphate-buffered sa-
line (PBS; Invitrogen). The culture medium was changed
every 3 days and cells were passaged at *90% confluence.
All experiments were performed at passage 3 or 4. Cryo-
plateable primary hHEP were cultured according to the
manufacturer’s protocol (Millipore-Sigma).

Hepatic differentiation protocols

Four protocols were compared to identify the differenti-
ation conditions that produced functional hepatocyte-like
cells (Fig. 1). In all differentiation protocols, DMEM/F12
medium without FBS was used, a sequential two-step method
(differentiation and maturation) was employed, and the pro-
tocols were divided into two groups. The first group (proto-
cols T1A, B, and C) consisted of a mesoderm-to-endoderm

(MET) initiation step where hBMSCs are first induced by the
addition of 25, 50, or 100 ng/mL of activin A (R&D Systems),
respectively, with 10 ng/mL epithelial growth factor (EGF;
Thermo Fisher Scientific) and beta-fibroblast growth factor
(bFGF; Fisher Scientific). The differentiation step included
50 ng/mL hepatocyte growth factor (HGF; Thermo Fisher
Scientific), 30 ng/mL bFGF, 20 ng/mL EGF, 1· Premix cul-
ture supplement (100· stock; Millipore-Sigma), and 0.6 mg/
mL nicotinamide (Sigma). For the maturation step, 20 ng/mL
oncostatin M (OSM; Fisher Scientific), 1mM dexamethasone
(Sigma), and 0.1% dimethyl sulfoxide (DMSO) were added.
The second group (protocols T2, T3, and T4) included direct
differentiation without an EMT initiation step. T2 differenti-
ation included 20 ng/mL HGF, 10 ng/mL bFGF, and 0.61 g/L
nicotinamide followed by maturation with 20 ng/mL OSM,
50 mg/mL ITS+, and 1mM dexamethasone. T3 differentiation
included 20 ng/mL HGF, 100mM dexamethasone, and 50 mg/
mL ITS+ followed by maturation with 20 ng/mL OSM,
100 mM dexamethasone, and 50 mg/mL ITS+. T4 differenti-
ation was performed in two stages; stage one included 10 ng/
mL each of fibroblast growth factor-4 (FGF-4; PeproTech)
and ITS+. Stage two included 20 ng/mL HGF, which contin-
ued into maturation by addition of 1· ITS+ and 1mg/mL
dexamethasone. Undifferentiated hBMSCs were cultured in
DMEM/F12 medium with 10% FBS.

Quantitative real time-quantitative
polymerase chain reaction

Key early and mature hepatic markers were evaluated
in differentiated and nondifferentiated hBMSCs, and primary
hepatocytes, all cultured in 24-well plates. At predetermined
time points, cells were washed with PBS, and the total
RNA was isolated using Direct-zol (Zymo Research) follow-
ing the manufacturer’s protocol. After isolation, 0.1–1.0mg of
RNA was converted to cDNA and amplified using the
high capacity reverse transcription kit (Invitrogen). Real-
time quantitative polymerase chain reaction (qPCR) was
performed using TaqMan gene expression master mix
(ThermoFisher). The threshold cycle values of target genes
were standardized against human glyceraldehyde 3-phosphate
dehydrogenase (GAPDH) (Hs02758991) expression. Genes
for human AFP (a-fetoprotein; Hs00173490), human hepa-
tocyte nuclear factor (HNF)-4a (Hs00230853), and human
albumin (ALB) (Hs00609411) were quantified and normal-
ized to the housekeeping gene, GAPDH. Relative expression
fold changes were determined by normalizing to those of
undifferentiated hBMSCs.

Periodic acid and Schiff’s solution staining

At the end of hBMSC maturation (day 21), intracellular
glycogen was analyzed (Periodic Acid-Schiff [PAS] staining
system; Sigma). Cells, plated in 24-wells, were fixed in a
10% formaldehyde solution for 10 min and then rinsed in
distilled deionized (DDI) water. Following the manufactur-
er’s protocol, cells were stained with a periodic acid solution.
After rinsing with DDI water, cells were immersed in Schiff’s
reagent for 15 min tand hen washed with DDI water for
5 min. Samples were counterstained for the nucleus with
hematoxylin for 90 s and then washed in running water for
30 s. Samples were air dried and imaged.
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ALB secretion and CYP450 activity assays

To confirm hepatic metabolic functions, hBMSCs were
cultured on 96-well plates and CYP450 activity and ALB
secretion were measured on day 21. Media were collected
from 96-well plates and ALB secretion was evaluated using
a quantitative human ALB enzyme-linked immunoassay
kit (Fisher Scientific). A negative control (undifferentiated
cells) and a positive control (primary hepatocytes) were
similarly cultured. Three major cell-based human CYP450s
were interrogated; the activities of CYP1A2, CYP3A4,
and CYP2C9 were measured using the P450-Glo assay
(Promega) following the manufacturer’s instructions. CYP
levels were measured 48 h after induction with 100mM
omeprazole for CYP1A2 and 25 mM rifampicin for CYP2C9
and CYP3A4.

Isolation and purification of total GAGs
and compositional analysis

Both extracellular and intracellular GAG type and com-
position were measured throughout the differentiation pro-
tocol using previously described methodologies [15,17].
Briefly, cells were first washed with PBS and then incu-
bated with 100mL of BugBuster 10 · Protein Extraction
Reagent and sonicated for 1 h. Samples were desalted by

passing through a 3 kDa molecular weight cutoff spin col-
umn and washed thrice with DDI water. The casing tubes
were replaced before 300 mL of digestion buffer (50 mM
ammonium acetate containing 2 mM calcium chloride ad-
justed to pH 7.0) was added to the filter unit. Recombinant
heparin lyase I, II, and III and recombinant chondroitin ly-
ase ABC (10 mU each) were added to each sample and
mixed well. The samples were all placed in a 37�C incubator
overnight, after which enzymatic digestion was terminated
by removing the enzymes by centrifugation. The filter unit
was washed twice with 300mL DDI water and the fil-
trates containing the disaccharide products (molecular
weight <700 Da) were dried by vacuum centrifugation. The
dried samples were then treated with 10 mL of 0.1 M 2-
aminoacridone (AMAC) in DMSO/acetic acid (17/3, v/v) at
room temperature for 10 min, followed by adding 10 mL of
1 M aqueous sodium cyanoborohydride and incubating for
1 h at 45�C. A mixture containing all 17 disaccharide stan-
dards (Iduron) prepared at 0.5 ng/mL was similarly AMAC
labeled and used for each run as an external standard.

After AMAC labeling, the samples were centrifuged and
each supernatant was recovered. LC was performed on an
Agilent 1200 LC system at 45�C using an Agilent Poroshell
120 ECC18 (2.7 mm, 3.0 · 50 mm) reverse phase column.
Mobile phase A was 50 mM ammonium acetate aqueous so-
lution and mobile phase B was methanol. The mobile phases

FIG. 1. hBMSC differentiation protocols examined. Top is a diagram representing the duration and critical time point (dashed
lines) during growth, differentiation, and maturation of a sequential differentiation program. Combo 1, 2, and 3 represent
combinations of different growth factors, chemicals, and media additives based on specific protocols. Bottom table describes
specific components and protocols for hBMSC differentiation. hBMSC, human bone marrow mesenchymal stromal cell.
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passed through the column at a flow rate of 300mL/min. The
gradient was 0–10 min, 5%–45% B; 10.0–10.2 min, 45%–
100% B; 10.2–14.0 min, 100% B; and 14–22 min, 100%–5%
B. The injection volume was 5mL. A triple quadrupole mass
spectrometry system equipped with an ESI source (Thermo
Fisher Scientific, San Jose, CA) was used a detector. The on-
line MS analysis was performed in the multiple reaction
monitoring mode with negative ionization and a spray voltage
of 3,000 V, a vaporizer temperature of 300�C, and a capillary
temperature of 270�C.

Results from all experiments are expressed as mean –
standard deviation. Statistical analyses were performed
using one-way analysis of variance and Student’s t-test. The
significance level was set at P £ 0.05.

Results

Comparison of protocols for hBMSC differentiation
toward human primary hepatocytes

The hBMSCs initially were evaluated for potential het-
erogeneity. To that end, flow cytometry was performed on
the cell population and the major hBMSC markers, CD73,
CD90, and CD105, were observed in >85%, 87%, and 60%
of the total cells, respectively (Supplementary Fig. S1).
This indicates that the starting cell population was highly
homogenous for hBMSCs. Four culture protocols were
examined to induce hepatic differentiation of hBMSCs
isolated from fresh bone marrow at passages 3 or 4 (Fig. 1).
These protocols were designed to induce differentiation
through the EMT initiation stage with 20, 50, or 100 ng/mL
of activin A (protocols T1A, B, and C respectively), or
directly toward hepatocyte-like cells (protocols T2, T3,
and T4). Under all these conditions, hBMSCs could dif-
ferentiate toward hepatocyte-like cells. These cells showed
a transition from the elongated spindle-like shape, typical
of hMSCs, into varying morphologies (Fig. 2). Protocols
T1A, B, and C yielded the fewest morphological changes

toward the normal hepatic polygonal morphology (Fig. 2)
[18,19]. With 25 ng/mL activin A (protocol T1A), only
about 50% of the cells showed a more rounded morphol-
ogy (Fig. 2; dashed circle), while the other 50% remained
in a spindle-like shape (Fig. 2; arrow). Cells in both the
T1B and C protocols remained spindle like, but much
shorter. These morphological changes are consistent with
previous reports on hBMSCs in the presence of EGF and
FGF [20]. Protocol T2 showed the most homogeneous
morphological transition into a polygonal shape. A het-
erogeneous population of mostly polygonal and a few
spindle-like (arrow; Fig. 2) cells was observed in protocols
T3 and T4.

Gene expression of the key hepatic markers, HNF-4a,
AFP, and ALB, was quantified to determine whether these
morphological changes are associated with changes at the
transcriptional level. HNF-4a and AFP are distinct hepatic
markers, with HNF-4a expressed at early stages of liver
development and AFP activated due to liver injury [21,22].
ALB is a late hepatic marker and represents the functional
state of induced hepatocyte-like cells.

On day 3, based on transcriptional increase from the
undifferentiated hBMSC levels (Fig. 3), AFP levels were
significantly higher compared with HNF-4a in protocols
T1A and T3, while HNF-4a was significantly higher than
AFP in protocol T4. ALB was expressed on day 3, and
protocols T1A and T2 showed higher levels than with other
protocols. By day 7, ALB levels dropped to almost zero and
AFP expression also significantly decreased, while HNF-4a
increased. As early-stage markers, HNF-4a and AFP
showed a typical trend of early transition into the hepatic
lineage with high transcription at early stages. By day 21,
ALB and AFP showed a second upregulation event from the
levels on day 7. AFP upregulation with protocol T2 on day
21 was highest among the four protocols. ALB upregulation
in protocol T1A was significantly higher than protocols
T1C, T2, and T4. However, even after 21 days of differ-
entiation, ALB gene expression was significantly lower than

FIG. 2. Light microscopic analysis of hBMSC upon differentiation toward hepatocyte-like cells on day 21. Arrows
indicate cells with spindle-like morphology. Dashed circles represent rounded morphology. 4 · magnification (scale bar
200 mm). Color images are available online.
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in primary hHEP, and AFP gene expression was high
compared to primary hHEP. These results indicate a defin-
itive transition toward hepatic lineage at the early stages and
mid-stages of differentiation [20,22].

We next extended differentiation analysis to functional
phenotypic properties of the differentiated hBMSCs. To that
end, we examined ALB secretion, glycogen storage, and
CYP450 isoform activity. ALB secretion is shown in Fig. 4,
on day 21 of differentiation. All protocols showed signifi-
cantly higher ALB levels than the undifferentiated hBMSCs

control (CTR). Protocol T2 was significantly (P < 0.05)
higher than protocols T1A, B, and C, and T3. The level of
ALB in protocols T3 and T4 was also significantly higher
than in protocols T1A and B. ALB secreted from primary
hepatocytes was significantly higher compared with all
differentiation protocols (P < 0.05), except for T2 (P = 0.06).
This agrees with the gene expression data where ALB levels
in differentiated hBMSCs were lower than in primary he-
patocytes and confirms the mid-state differentiation of
hBMSCs toward mature hepatocytes.

FIG. 3. Effect of differentiation protocols on key hepatic markers at different time points. Fold change in gene expression
of ALB, AFP, and HNF was analyzed by qRT-PCR. The values of 2-DDCT were calculated by normalizing to those of
undifferentiated hBMSCs (CTR). The data are represented as averages – SD, n = 3. ALB expression on day 21 was com-
pared to that of human primary hepatocytes (dashed box at day 21). * and # indicate statistically significant changes of
P < 0.05 and P < 0.003, respectively. AFP, a-fetoprotein; ALB, albumin; CTR, control; hHep, human hepatocytes; HNF,
hepatocyte nuclear factor; qRT-PCR, real time-quantitative polymerase chain reaction; SD, standard deviation.

FIG. 4. ALB secretion at
21 days of differentiation.
hBMSCs exposed to activin
A resulted in significantly
lower ALB levels than direct
methods (protocols T2, T3,
and T4). Data represented as
average – SD (n = 3). An as-
terisk (*) represents signifi-
cance with P < 0.05.
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PAS staining showed elevated accumulation of glycogen
when hBMSCs were directly differentiated (protocols T2, T3,
and T4) into hepatocyte-like cells (Fig. 5), in comparison to
protocols T1A-C with a mesenchymal-to-epithelial (MET)
initiation step. Protocol T2 showed higher glycogen accu-
mulation when compared to protocols T3 and T4. With respect
to CYP450 induction, we exposed differentiated hBMSCs and
primary hepatocytes to 100mM omeprazole to induce CYP1A2
activity and 25mM rifampicin for CYP1A2 and CYP2C9 ac-
tivity. As depicted in Fig. 6, as expected, CYP1A2, CYP2C9,
and CYP3A4 were clearly induced in primary hHEP. In

undifferentiated hBMSCs, very low activity of each CYP450
was observed. Differentiated hBMSCs showed significantly
higher CYP450 activity over that of undifferentiated hBMSCs.
However, CYP450 activity was several fold lower compared
with primary hepatocytes, suggesting that fully mature hepa-
tocytes were not formed after 21 days.

Influence of differentiation on GAG content

Our overarching hypothesis is that different differentia-
tion protocols will result in distinct GAG type and compo-
sition, and such differences can be used to optimize hBMSC
differentiation into complex terminal cell types, including
primary hepatocytes. To this end, we evaluated the GAG
profiles of primary hepatocytes and differentiating hBMSCs
using the various differentiation protocols as a function of
time. Undifferentiated hBMSCs (CTR) on day 3 had higher
levels of heparan sulfate (HS, 54% of total GAG content)
and hyaluronic acid (HA, 32%) compared to chondroitin
sulfate (CS, 14%) (Fig. 7). These values were relatively
unaffected through day 21, indicating that the undifferenti-
ated cells were stable for the duration of the experiment.

On day 3, the differentiating hBMSCs showed dramati-
cally lower HS levels versus the undifferentiated cells, with
the exception of protocol T4. The CS content remained
roughly constant among the different protocols. Conversely,
HA showed the opposite trend on day 3, and was signifi-
cantly higher in the differentiating hBMScs than in undif-
ferentiated cells, except for protocol T4. Extending
differentiation to 7 days, HS content was significantly lower
in protocols T1A and C and T2, when compared to the
control. CS levels in protocol T2 were significantly lower
than among the other protocols. HA significantly increased
for protocols T1A and C and T2, and remained relatively the
same for protocols T1B, T3, and T4, when compared to the
undifferentiated hBMSCs. By day 21, a drop of HA levels in
protocols T1A, B (significant), and C was observed, while

FIG. 5. Glycogen storage capacity of hBMSCs at 21 days of differentiation. Top row: hBMSCs exposed to 25, 50, and
100 ng/mL of activin A. Bottom row: hBMSCs directly differentiated toward hepatocytes without actvin A. Glycogen stains
magenta color. Original magnification of 4 · (scale bar 200mm). Color images are available online.

FIG. 6. Cytochromes P450 enzyme activity at 21 days of
hBMSC differentiation. CYP450 activity was measured 48 h
after induction with 100mM omeprazole for CYP1A2 and
25mM rifampicin for CYP2C9 and CYP3A4. Undifferen-
tiated hBMSCs (CTR) represent the negative control and
primary hHep represent the positive control. Data represented
as average – SD (n = 3).
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an increase was obtained in protocols T2 (significant), T3,
and T4, when compared to undifferentiated hBMSCs. An
increase of HS levels was obtained in protocol T1B, while a
drop in HS levels occurred in protocol T4. The GAG profile
for primary hHEP was also examined and found to consist
primarily of HS (95% of total GAG content) with HA and
CS only 0.3% and 5%, respectively.

More detailed GAG compositional assessment can be
made by evaluating the structure of the GAGs through di-
saccharide analysis. To this end, we digested HS and CS
with heparinases and chondroitinase, respectively. For HS,
these include N-acetylated HS chains (0S, 2S, 6S, and 2S6S)
and N-sulfonated HS chains (NS, NS2S, and NS2S6S [or
TriS]) as depicted in Fig. 8. For CS, these include N-
acetylated CS chains (4S, 6S, 2S, 2S4S, 0S, 2S6S, and
4S6S) and N-sulfonated CS chains (TriS). The dominant HS
structure consisted of the 0S (Fig. 9A); on day 3, 0S levels
increased in protocols T1A and T4, and significantly in-
creased in protocols T1B, T1C, and T2, while remained
similar to undifferentiated hBMSCs in protocol T3. NS2S
significantly decreased in protocol T1C on day 3, while
slightly decreased in protocols T1A and B, and T2. NS
significantly increased in protocol T1C compared to undif-
ferentiated hBMSCs, and slightly decreased in all other
protocols, with the exception of protocol T4. On day 7, a
major transition in disaccharide composition was observed
in protocol T1B, where a significant decrease in 0S (drop of
52%) was complemented by a significant increase in NS2S
(3.6-fold) compared to undifferentiated hBMSCs. 0S was
detected at higher levels in protocol T1A and at significantly
higher levels in the other protocols when compared to the

control. The day 3 trend for NS and NS2S levels in protocol
T1C remained the same when compared to undifferentiated
hBMSCs on day 7. After 21 days of differentiation, in-
cluding maturation steps, the OS and NS2S disaccharide
profiles did not change from day 7 for protocol T1B in
comparison to undifferentiated hBMSCs. Although not
significant, a drop in 0S and an increase in NS were ob-
served in protocols T1C, T3, and T4 when compared to
undifferentiated hBMSCs. All other disaccharide (2S, 6S,
2S6S, NS6S, and TriS) levels (the sum of the averages is
shown) were negligible (<6% on day 3, < 8% on day 7, and
<12% on day 21). Of the HS present in human primary
hepatocytes (*95% of total GAG), 68% 0S, 24% NS, and
9% of the other disaccharides were detected (data not
shown). When compared to primary hHEP, the best per-
forming protocol, T2, only expressed *35% HS as a
function of total GAG on day 21, of which 60% consisted of
0S and 21% NS. Although the individual disaccharide
profiles are close to that of human primary hepatocytes,
the total HS detected is 2.7-fold lower in protocol T2. For
protocol T1B, the GAG HS content was 79% on day 21,
and of that, less than one-quarter was 0S and two-thirds
was NS2S.

This comparison highlights the impact of understanding
and tracking GAG changes and GAG structure, as reflected
in disaccharide profiles during differentiation. Cytokines
and chemical additives clearly influence the newly forming
ECM. For example, bEGF and FGF are shown to prime
hBMSCs for hepatic differentiation, while nicotinamide
(protocols T1A-C in the differentiation step) and dexa-
methasone (all protocols at the maturation step) are known

FIG. 7. LC-MS quantification of total glycosaminoglycans from cells collected on days 3, 7, and 21 of hBMSC differ-
entiation. Changes are compared to undifferentiated hBMSCs (CTR) at each time point. Data presented as average – SD
(n = 3). * and # indicate statistically significant changes of P < 0.05 and P < 0.003, respectively. LC-MS, liquid chroma-
tography–mass spectrometry.

284 MIKAEL ET AL.



F
IG

.
8
.

S
ch

em
at

ic
d
ep

ic
ti

o
n

o
f

th
e

v
ar

io
u
s

H
S

an
d

C
S

d
is

ac
ch

ar
id

es
.

C
S

,
ch

o
n
d
ro

it
in

su
lf

at
e;

H
S

,
h
ep

ar
an

su
lf

at
e.

C
o
lo

r
im

ag
es

ar
e

av
ai

la
b
le

o
n
li

n
e.

285



F
IG

.
9
.

L
C

-M
S

an
al

y
si

s
o
f

p
er

ce
n
t

ab
u
n
d
an

ce
o
f

in
d
iv

id
u
al

d
is

ac
ch

ar
id

es
fr

o
m

ce
ll

s
co

ll
ec

te
d

o
n

d
ay

s
3
,

7
,

an
d

2
1

o
f

h
B

M
S

C
d
if

fe
re

n
ti

at
io

n
.

(A
)

H
S

an
d

(B
)

C
S

.
D

at
a

ar
e

co
m

p
ar

ed
to

th
e

u
n
d
if

fe
re

n
ti

at
ed

h
B

M
S

C
s

(C
T

R
)

at
ea

ch
ti

m
e

p
o
in

t.
D

at
a

p
re

se
n
te

d
as

av
er

ag
e

–
S

D
(n

=
3
).

*
an

d
#

in
d
ic

at
e

st
at

is
ti

ca
ll

y
si

g
n
ifi

ca
n
t

ch
an

g
es

o
f

P
<

0
.0

5
an

d
P

<
0
.0

0
3
,

re
sp

ec
ti

v
el

y
.

C
o
lo

r
im

ag
es

ar
e

av
ai

la
b
le

o
n
li

n
e.

286



to be potent differentiation inducers [20,23]. However, in
the case of T1A-C, the addition of activin A for 24 h was not
sufficient to fully induce MET transition. Thus, if bEGF and
FGF are primers for BMSCs into hepatic lineage, the ad-
dition of activin A at early stage was not adequate or even
needed. The GAG profile of protocols T1A-C is slightly
more consistent throughout 21 days of differentiation, but
the disaccharide profile does not match that of primary
hHEP. In the case of protocol T2, the differentiation was
more successful and the disaccharide profile for HS was
relatively similar to that of primary hHEP (Fig. 9A).

The disaccharide profile for CS (Fig. 9B) revealed 4S to
be the dominant disaccharide in all protocols and its level
was maintained throughout 21 days of differentiation. The
combined averages for 6S, 2S, and 2S4S and the combined
averages for 0S, 2S6S, 4S6S, and TriS also remained rela-
tively constant. Disaccharide analysis of primary hHEP (not
shown) revealed that of the 0.3% CS detected, 4S (64%) and
0S (26%) were the dominant disaccharides. The CS profile
in general is similar to that of the undifferentiated hBMSCs
throughout 21 days of differentiation, another indication of
lack of functional maturity.

Discussion

BMSCs are an ideal autogenetic and allogenic multipotent
source of stem cells for the repair and regeneration of tissues
and organs. hBMSCs are readily available and methods of
isolation are straightforward. Indeed, clinical approaches
have been developed to concentrate bone marrow (Ma-
gellan� System; Arteriocyte Medical Systems) for therapeu-
tic use, for example, autologous chondrocyte implantation
[24–26]. BMSCs have the innate machinery for homing and
release of trophic mediators [27–29]. BMSCs also have im-
munomodulatory capability, and thus avoid an immune re-
sponse [30]. Mesenchymal stromal cells have been shown to
differentiate into hepatic-like cells. However, the methods
used have varied in terms of species (human, mouse, and rat),
cell source (bone marrow, umbilical cord, and adipose tissue),
and differentiation protocols (sequential vs. cocktail).

To assess differentiation and maturation, many methods
have been used such as imaging, gene and protein expres-
sion, and immunohistochemistry. In this study, we im-
plemented multiple protocols and assessed their success
based on a combination of established methods, including
cell morphology, gene expression, glycogen storage, ALB
secretion, and CYP450 activity. Lee et al. (protocols T1A-C)
examined the potential of human adipose stem cells isolated
from abdominal fat tissue as a source of personalized therapy
for liver failure [31]. The authors concluded that early dif-
ferentiation and maturation depended on the concentration of
activin A. With higher activin A concentration, early dif-
ferentiation was observed and cells exhibited hepatocyte-like
shape. Activin A is a member of the transforming growth
factor beta 1 (TGF-b) superfamily and is involved in the
activation of the Wnt/b-catenin pathway. Since hepatocytes
are from the endoderm lineage, it is believed that MET is
necessary for MSCs to differentiate into hepatocytes [32–
34]. This is contrary to our study, where we found cells begin
to shrink, but maintain their spindle-like morphology even
on day 21 (after step 3). This transition is less uniform at
lower activin A concentrations. Gene expression data con-

tradict the study by Lee et al. AFP increased with 100 ng/mL
activin A by day 21 and was higher than at 20 or 50 ng/mL.
HNF-4a decreased on day 21 for 50 and 100 ng/mL of ac-
tivin A and increased for 20 ng/mL, which is in agreement
with Lee et al. ALB gene expression increased on day 21 for
all concentrations of activin A, and lower concentrations
showed significantly higher ALB similar to Lee et al.

Other researchers have successfully differentiated MSCs
into hepatocytes like using a combination of factors, includ-
ing HGF, EGF, bFGF, dexamethasone, DMSO, and nicotin-
amide without activin A [9,35–37]. However, the challenge in
potentially using hBMSCs in vitro and especially in vivo is
the lack of achieving terminally differentiated cells that
maintain functionality for long periods. Additional studies,
therefore, are necessary to understand the influence of the
local microenvironment and to elucidate further the effects of
cytokines and chemical compounds. The role of ECM pro-
teins and GAGs on cellular behavior is well established, al-
though the majority of studies have examined the naive and
final stages of a differentiation. To the best of our knowledge,
our study is the first to examine the temporal evolution of
major GAGs and their constituent disaccharides on stromal
and other stem-like cells during differentiating.

In this study, protocol T2 performed better than protocols
T3 and T4, and significantly better than protocols T1A-C,
based on morphological transition into polygonal cells, gly-
cogen storage, and ALB secretion. Protocol T2 was adapted
from Wu et al. [37], where BMSCs were isolated from 7- to
8-week-old Balb/c mice. Our results are similar to Wu et al.
in that on day 21, cells had hepatocyte-like morphology, al-
though the transition was much more uniform and more ro-
bust than protocols adopted from Xin et al. (protocol T3) and
Snykers et al. (T4). ALB secretion and glycogen storage in
protocol T2 were higher than in protocols T3 and T4. Al-
though Xin et al. used hBMSCs, the bone marrow mixture
was collected from four different donors, whereas our cells
were collected from a single donor [36]. This could result in
interindividual variability for which we did not account. Al-
though ALB levels were lower than in primary hHEP, such
levels were in agreement with reported levels for differenti-
ated adult stem or stromal cells [31,35]. In all protocols,
CYP450 activity was significantly higher than in undiffer-
entiated hBMSCs, although they remained far lower than
CYP450 activity in primary hHEP. In aggregate, these results
strongly suggest that the differentiated cells represent early-/
mid-stage hepatic lineage and further maturation is required.
To the best of our knowledge, this is the first time CYP450
activity and ALB secretion of hepatocyte-like cells from
hBMSCs have been compared to primary hHEP.

To gain greater insight into the effect of various differ-
entiation protocols on cell fate (eg, differentiation state, cell
morphology, gene expression, and protein expression), we
addressed the GAG profile as a function of differentiation
protocols. Specifically, GAG remodeling was examined
with respect to major GAGs and their structures (eg, di-
saccharide composition), for use as a ‘‘marker’’ to evaluate
the progress of hBMSC differentiation. The parental
hBMSC population was HS rich and maintained its GAG
composition over the 21 days of culturing, indicating the
stable nature of primary adult hBMSCs. By day 7, protocols
T1A, B, T3, and T4 yielded cells that reverted to an HS-rich
GAG profile. On day 21, HA levels in protocols T1A, B, and
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C had significantly dropped versus undifferentiated
hBMSCs and versus differentiated cells on day 7.

Li et al. showed that activin A has specific binding af-
finity to HS [38]. This could explain why higher concen-
trations in protocol T1C showed better performance than
lower concentrations (protocols T1A and B). HS levels are
high in undifferentiated hBMSCs, and since activin A was
added for only 1 day during early differentiation stages, the
higher concentration may have significantly influenced cell
fate. Similar to activin A, HGF has high affinity to HS and is
involved in cell proliferation, morphogenesis, and wound
healing [39]. HGF also has high affinity to MET factor
(Met), a tyrosine kinase receptor. HS also mediates this
interaction. This unique HGF-Met complex formation acti-
vates Met, which in turn allows for diverse biological re-
sponses of HGF [40–43]. This could explain the superior
effect of HGF to activin A. During the T2 differentiation
protocol, HGF was maintained in the culture medium for up
to 6 days, while in protocol T3, it was added for 13 days. The
longer exposure of HGF did not support further differentia-
tion of hBMSCs to hepatocytes, perhaps due to significant
reduction of HS levels by day 7, which can, in part, be due to
lack of cellular priming at early differentiation stages. While
in protocol T4, HGF was not introduced until day 3, at which
point HS had decreased. Thus, the initial amount and duration
of use of growth factor based on HS profile played a signif-
icant role in hBMSC differentiation.

Looking closer at protocol T2, cells are primed with bFGF,
but these cells are also exposed to two powerful, yet con-
flicting signaling agents. HGF is a potent mitogenic and
proliferative cytokine, and is involved in both endoderm
development and liver regeneration. However, nicotinamide
is a strong differentiation agent, and thus, its addition at a
very early stage might negatively affect cellular progression
into fully functional hepatocytes. Sequential addition of cy-
tokines and other compounds are known to be far more potent
than cocktail-based protocols [9]. Thus, perhaps a two-stage
protocol (T2) is not sufficient. From the combined results
presented in this study, a four-stage protocol is proposed.
Stage one begins with priming by the addition of EGF and/or
bFGF. A second stage would involve the addition of a hepatic
inducer such as HGF or FGF-4 with or without priming
agents. The third stage then would be HGF with either a
combination of dexamethasone and nicotinamide or each
alone. Finally, a fourth stage would be the maturation with a
combination of dexamethasone and nicotinamide or each
alone. GAGs and their perspective disaccharide profiles
would be examined to determine the optimal conditions.

In summary, these results demonstrate the effect of GAG
remodeling on hBMSC fate. We hypothesize that by control-
ling the GAG profile, it may be possible to advance hBMSC
differentiation toward primary hHEP. Such control can be
achieved by careful choice of cell culture medium composition
and treatment protocols in a 3D environment. These results lay
the groundwork for future in vivo studies on the role of GAGs
in hBMSC differentiation to hepatocytes.
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32. Vasconcellos R, ÉC Alvarenga, RC Parreira, SS Lima and
RR Resende. (2016). Exploring the cell signalling in he-
patocyte differentiation. Cell Signal 28:1773–1788.

33. Li J, L Zhu, X Qu, J Li, R Lin, L Liao, J Wang, S Wang, Q
Xu and RC Zhao. (2013). Stepwise differentiation of hu-
man adipose-derived mesenchymal stem cells toward de-
finitive endoderm and pancreatic progenitor cells by
mimicking pancreatic development in vivo. Stem Cells Dev
22:1576–1587.

34. Shen MM. (2007). Nodal signaling: developmental roles
and regulation. Development 134:1023–1034.

35. Li J, R Tao, W Wu, H Cao, J Xin, J Guo, L Jiang, X Hong,
AA Demetriou, D Farkas and L Li. (2010). Transcriptional
profiling and hepatogenic potential of acute hepatic failure-
derived bone marrow mesenchymal stem cells. Differ-
entiation 80:166–174.

36. Xin J, W Ding, S Hao, L Jiang, Q Zhou, T Wu, D Shi, H Cao,
L Li and J Li. (2015). Human bone marrow mesenchymal
stem cell-derived hepatocytes express tissue inhibitor of
metalloproteinases 4 and follistatin. Liver Int 35:2301–2310.

37. Wu HH, JH Ho and OK Lee. (2016). Detection of hepatic
maturation by Raman spectroscopy in mesenchymal stro-
mal cells undergoing hepatic differentiation. Stem Cell Res
Ther 7:1–10.

38. Li S, C Shimono, N Norioka, I Nakano, T Okubo, Y Yagi, M
Hayashi, Y Sato, H Fujisaki, et al. (2010). Activin A binds to
perlecan through its pro-region that has heparin/heparan
sulfate binding activity. J Biol Chem 285:36645–36655.

39. Matsumoto K and T Nakamura. (2001). Hepatocyte growth
factor: renotropic role and potential therapeutics for renal
diseases. Kidney Int 59:2023–2038.

40. Catlow KR, JA Deakin, Z Wei, M Delehedde, DG Fernig,
E Gherardi, JT Gallagher, MSG Pavão and M Lyon. (2008).
Interactions of hepatocyte growth factor/scatter factor with
various glycosaminoglycans reveal an important interplay
between the presence of iduronate and sulfate density. J
Biol Chem 283:5235–5248.

41. Deakin JA, BS Blaum, JT Gallagher, D Uhrı́n and M Lyon.
(2009). The binding properties of minimal oligosaccharides
reveal a common heparan sulfate/dermatan sulfate-binding
site in hepatocyte growth factor/scatter factor that can ac-
commodate a wide variety of sulfation patterns. J Biol
Chem 284:6311–6321.

42. Kim ES and R Salgia. (2009). MET pathway as a thera-
peutic target. J Thorac Oncol 4:444–447.

43. Lindsey S and SA Langhans. (2015). Epidermal growth
factor signaling in transformed cells. Int Rev Cell Mol Biol
314:1–41.

Address correspondence to:
Prof. Jonathan S. Dordick

Department of Chemical and Biological Engineering
Rensselaer Polytechnic Institute

110, 8th Street, 4005 CBIS
Troy, NY 12180-3522

E-mail: dordick@rpi.edu

Received for publication September 17, 2018
Accepted after revision December 12, 2018

Prepublished on Liebert Instant Online December 20, 2018

CHANGES IN GAG PROFILE DURING DIFFERENTIATION 289


