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ABSTRACT: Despite the promise of hydrogel-based stem
cell therapies in orthopedics, a significant need still exists for
the development of injectable microenvironments capable of
utilizing the regenerative potential of donor cells. Indeed, the
quest for biomaterials that can direct stem cells into bone
without the need of external factors has been the “Holy Grail”
in orthopedic stem cell therapy for decades. To address this
challenge, we have utilized a combinatorial approach to screen
over 63 nanoengineered hydrogels made from alginate,
hyaluronic acid, and two-dimensional nanoclays. Out of
these combinations, we have identified a biomaterial that
can promote osteogenesis in the absence of well-established differentiation factors such as bone morphogenetic protein 2
(BMP2) or dexamethasone. Notably, in our “hit” formulations we observed a 36-fold increase in alkaline phosphate
(ALP) activity and a 11-fold increase in the formation of mineralized matrix, compared to the control hydrogel. This induced
osteogenesis was further supported by X-ray diffraction, scanning electron microscopy, Fourier transform infrared spectroscopy,
and energy-dispersive X-ray spectroscopy. Additionally, the Montmorillonite-reinforced hydrogels exhibited high
osteointegration as evident from the relatively stronger adhesion to the bone explants as compared to the control. Overall,
our results demonstrate the capability of combinatorial and nanoengineered biomaterials to induce bone regeneration through
osteoinduction of stem cells in a natural and differentiation-factor-free environment.

KEYWORDS: nanomaterials, nanocomposite hydrogels, nanoclays, cyborganics, tissue engineering, osteoinduction,
human mesenchymal stem cells, bone

■ INTRODUCTION

Bone fractures have become a major health issue worldwide,
giving rise to chronic diseases involving fragility and
pathological complications.1 This trend is underscored by the
fact that bone is currently the second most transplanted tissue
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in the world.2 It is estimated that >50% of women and 20% of
men aged >50 years will experience a bone fracture during the
remainder of their lifetime. One promising strategy to remedy
this situation entails syringe delivery of stem cells to the
skeletal regions that are at high risk for fractures. To this end,
recent studies in bone tissue engineering have highlighted the
promise of such treatment methods to aid the patients
suffering from bone disorders, including osteoporosis.3,4

However, a viable stem cell delivery system requires a carrier
that can safeguard the cells from the disruptive shear forces
during the injection phase;5,6 otherwise, the subpar number of
surviving donor cells will limit the treatment efficacy of the
therapy. At the same time, such systems need to retain the
encapsulated cells within the targeted tissue and provide them
with a stable three-dimensional (3D) environment to permit
tissue repair and regeneration. Although using hydrogels to
carry stem cells into the target site can address many of these

challenges,7−11 commercially available hydrogels are limited by
their low mechanical stiffness and toughness.12,13 Conse-
quently, they fail to withstand the in vivo mechanical forces for
long time periods and instead disintegrate within the body.
Nanomaterials have emerged as promising biomaterial fillers

with the ability to significantly improve the mechanical
properties of biomaterials so they can meet the aforementioned
requirements, while promoting osteogenic processes at the
same time.13−20 They can also be used to engineer resilient and
load-bearing hydrogels with formidable osteogenic capabil-
ities18,19,21 and even used as potential stem cell carriers that
can reorganize into premature cyborg-like tissues and organs
(cyborganics) with the capacity to monitor, stimulate, and
regenerate dysfunctional tissues.13,22−24

Despite these advances, some of the current nanoengineered
hydrogels are still not suited for load-bearing tissues (such as
bone) due to their inherent mechanical weakness and low

Figure 1. Chemistry behind the proposed cyborganic carriers and their characterization. (a) Chemical structures of hyaluronic acid (HA), 8-arm
poly(ethylene glycol) acrylate (8PEGA), and alginate (Al) together with the dimensions of the various dual-charged clay nanomaterials used in this
study. (b) Key principles behind the assembly of the hydrogels. (c) Fourier transform infrared (FTIR) characterization of the developed hydrogels.
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durability in the body. The rigmarole of finding an optimal
combination of nanopolymer- and biopolymer-based materials
among a vast number of possibilities remains a primary
challenge. This inherent conflict between combinatorial testing
and scientific throughput has bothered scientists in the field of
natural sciences throughout the ages.
To address this long-standing scientific challenge, we have

utilized a combinatorial and high-throughput platform for
time-efficient and low-cost development of optimal stem cell
delivery systems. Specifically, we have developed a combina-
torial library consisting of 63 hydrogels made from double-
bonded polysaccharide-based hydrogels (containing ionic−
covalent entanglement network) and multifunctional two-
dimensional (2D) nanosilicates (namely, Laponite (LP),
Sumecton (SUM), and Montmorillonite (MMT)) with an
almost similar chemistry but different geometrical properties
(Figure 1). We hypothesize that our combinatorial hydrogels
can significantly enhance the carrier’s mechanical properties
without increasing hydrogel cross-linking and polymer density
to a point that makes them useless for tissue engineering
applications due to the associated decrease in hydrogel
porosity and hydration degree. In addition, these hydrogels
cross-link through simple one-step mixing procedures in
contrast to many of their counterparts, which are solidified
through complex and toxic chemical reactions.
Our results also demonstrate that these nanoengineered

hydrogels can be fine-tuned into combinations that enable
osteogenic differentiation of human mesenchymal stem cells
(hMSCs) in differentiation-factor-free culture conditions. We
have also demonstrated that the incorporation of the proposed
multifunctional nanomaterials gives the hydrogels injectable,
shock-absorbing, and osteogenic properties under conditions
that do not compromise their biocompatibility. Our carrier
system accordingly holds great promise as an advanced stem
cell delivery system for treating bone disorders. Indeed,
injectable and mechanically resilient 3D biomaterials that can
transform stem cells into osteogenic cells without using
expensive differentiation media are still in their infancy;
nevertheless, they represent a glimmer of hope for the field of
bone tissue engineering due to their long-term stability and
capability to spontaneously direct donor cells into mature bone
tissues within the body.

■ RESULTS
Hyaluronic acid (HA) is a negatively charged polysaccharide
found in the extracellular matrix (ECM) of most human
tissues.25 It is widely used in the field of tissue engineering
because it resembles native ECM and is capable of regulating
cellular processes such as differentiation and proliferation.25

Chemically, it is characterized by repeating subunits of
disaccharides, D-glucuronic acid and N-acetyl-D-glucosamine,
that are linked via β-(1 → 4) and β-(1 → 3) glycosidic bonds
(Figure 1a).26 A number of cross-linking protocols exist for
transforming HA prepolymers into hydrogels. In this study, we
used a well-established cross-linking method based on
thiolated HA and 8-arm PEG-acrylates (8PEGA) that undergo
Michael addition reaction to form a covalently bonded
hydrogel (Figure 1a,b).27 However, HA-based hydrogels are
soft and break easily under load-bearing microenvironments.
To address this limitation, we have combined HA (C1) with
an ionically cross-linked alginate (Al) network to create a
double-bonded and tough hydrogel.12,28 Additionally, we have
nanoreinforced the HA−Al (C2)-based hydrogel with a library

of dual-charged clay nanomaterials, including Laponite (LP),
Sumecton (SUM), and Montmorillonite (MMT). These
nanoclays are unique in their geometrical aspects but retain
comparable material properties and composition (silicate,
magnesium, lithium, and/or aluminum) (Figure 1a).13 In the
following sections, we characterize the above-mentioned
combinatorial hydrogel libraries in terms of the underlying
chemistry behind their cross-linking, as well as their three-
dimensional (3D) morphology, hydration properties, structural
integrity, and degradation profile. Subsequently, we demon-
strate the biological performance of our proposed hydrogel for
tissue engineering application.

Chemical Characterization. Fourier transform infrared
(FTIR) spectroscopy was utilized to characterize the chemical
structures of HA, Al, 8PEGA, and the cross-linked composite
hydrogels (Figure 1c). The HA−8PEGA hydrogels were
formed by the interaction between 8PEGA vinyl groups and
the thiol groups of the HA in a “click” thiol-ene reaction.29

The hydrogel gelation time upon 8PEGA addition to the
hydrogel presolution was approximately 350 s. During this
time period, the hydrogel presolution also exhibited shear-
thinning properties and is thus also injectable in the sense that
it can readily be injected when exposed to sufficient shear
forces, while at the same time, gradually transforming into a
more solidlike hydrogel state (Supporting Information Figure
S1).

1H NMR analysis was performed to further confirm the
thiolene reaction and describe important elements in the
various components used in the manufacturing of our
hydrogels (Figure S1d). Acrylate-based proton 1H NMR
(D2O) peaks are observed at ∼5.9, 6.1, and 6.4 ppm (3H,
HCCH2) (peak (a)) together with a number of 1H NMR
peaks within the range of 3.4−4.3 ppm (peak (b)) associated
with the polymeric backbone of 8PEGA.30,31 1H NMR (D2O)
peaks corresponding to the disaccharides of HA are also
observed in the range 3.1−4.5 ppm, as well as a peak at 1.9
ppm related to the methyl group in the N-acetyl-D-glucosamine
unit. Moreover, two important proton peaks at ∼2.6 and 2.7
ppm (peaks (d) and (e)), which are associated to the adjacent
alkyl groups in the thiol group (CH2CH2SH) of HA (carbon-
carbon like bonds) are also evident from Figure S1d.32 The 1H
NMR spectrum of the HA−8PEGA on the other hand reveals
a new proton peak associated with S−CH2 at 2.8 ppm (peak
(c)), which confirms the successful formation of a covalent
bond between acrylate and thiol groups, on 8PEGA and HA,
respectively.
The presence of 8PEGA within the gelified network was also

confirmed via the FTIR spectra, as shown in Figure 1c. Peaks
were observed for 8PEGA at 2872 cm−1 (CH2 stretching),
1720 cm−1 (CO stretching), 1298 cm−1 (C−O asymmetric
bending), and 1250 cm−1 (C−O asymmetric bending).30

Similarly, the presence of thiolated HA accounted for the
broad peak at 3600−3000 cm−1 (νOH) and other observed
peaks at 1651 cm−1 (amide I), 1562 cm−1 (amide II), and 1375
cm−1 (amide III).33 All HA- and 8PEGA-related peaks were
observed in the cross-linked HA−8PEGA (C1) hydrogel
spectra, and the absence of CC (1636 cm−1) bonds
demonstrated covalent linkage between HA and 8PEGA.34

In contrast, the Al hydrogels were immediately formed via
ionic cross-linking in the presence of calcium chloride (CaCl2).
Figure 1c shows the FTIR spectra of non-cross-linked and
cross-linked Al at various concentrations. The non-cross-linked
Al shows asymmetric and symmetric stretching vibrations of
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carboxylate (COO−) ions at 1595 and 1407 cm−1,
respectively.35 Upon cross-linking, these stretching vibrations
shift to 1608 and 1419 cm−1, respectively, suggesting the
formation of an “egg-box” structure via the interaction between
Ca2+ and COO−.35,36 The formation of C2 composite hydrogel
(HA−Al−8PEGA−Ca2+) was confirmed by the presence of
overlapping peaks from HA−8PEGA and Al−Ca2+.
Finally, the chemical characteristics of the C2-clay hydrogels

were also analyzed by FTIR spectroscopy (Supporting
Information Figure S2). Nanoclays’ FTIR spectra showed the
characteristic peaks corresponding to the stretching vibration
of silicon oxide (Si−O−Si), silanol (Si−OH), and silicon
monoxide (Si−O) in the range of 960−1120 cm−1. The
appearance of these characteristic peaks confirmed nanoclays’
presence within the C2 hydrogel composites.21,37

Hydrogel Porosity, Swelling, and Stability Studies.
Long-term cell encapsulation should facilitate cell survival,
proliferation, and differentiation. This requires an efficient
transport of nutrients and metabolic waste products, which
necessitates an interconnected hydrogel network with sufficient
porosity (typically >100 μm2).38 For this reason, we used
scanning electron microscopy (SEM) to characterize the

intrinsic nanoreinforced hydrogel morphology (Figure 2a).
The SEM results suggested that hydrogel porosity tended to
drop as nanoclays were added in accordance with a higher
cross-linking density and mechanical integrity. Importantly, the
pore area is sufficiently higher than 100 μm2 and therefore
meets the requirement for efficient fluid exchange with the
surrounding environment.
The degradation profile of the hydrogel library was

examined to screen for the most stable hydrogels (Figure
2b). The results in Figure 2b demonstrate that Al hydrogels
degraded completely after a few days of incubation, whereas
the C1 and C2 hydrogels remained stable for longer duration.
Specifically, the C2 hydrogels were slightly more stable than
the C1 ones, and its stability further increased with the
incorporation of nanoclay materials. Overall, the results
displayed in Figure 2b indicate that Al hydrogels are not
suitable for cell encapsulation studies because of their
accelerated degradation dynamics, whereas the remaining
hydrogel compositions meet the porosity requirements while
exhibiting a sufficient physiological stability.
The combinatorial degradation studies were followed by

combinatorial hydration studies as the native ECM micro-

Figure 2. Porosity and stability studies. (a) Scanning electron microscopy (SEM) images of the developed hydrogels used as cyborganic carriers in
the final stages of the study. (b) Combinatorial heat diagram showing the degradation profile of the hydrogels. (c) Combinatorial heat diagram
showing the swelling properties of the hydrogels. (d) Degree of nanomaterial exfoliation within the hydrogels systems characterized by X-ray
diffraction (XRD).
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environment is highly hydrated; for these reasons, if a hydrogel
is not sufficiently hydrated, the cell viability might become
compromised to an extent that renders the hydrogel useless for
tissue engineering applications. Moreover, hydrated hydrogels
enable a much more efficient nutrient and metabolic waste
material diffusion. The hydration degree of the combinatorial
hydrogels was determined via the swelling ratio (ratio between
hydrated and lyophilized hydrogels) (Figure 2c). These results
indicate that the Al hydrogel was significantly more swollen
(50−60 at 8 h) than the other hydrogel compositions (30−40
at 8 h); however, the swelling ratios of the composites and HA

hydrogels were still within the range of many conventional
hydrogel systems.39

Finally, to investigate the stability and dispersion of the
nanoclay materials within the hydrogel network, a series of X-
ray diffraction (XRD) studies were performed (Figure 2d).
These studies indicate that the nanoclays were almost fully
dispersed within the hydrogels as the d-spacing peak of pristine
LP (d = 1.36), MMT (d = 1.20 nm), and SU (d = 1.19) shifted
in the XRD spectra of the composite hydrogels and was shifted
toward higher values. This is a well-established indicator of the
formation of polymeric networks around nanoclays as this
phenomenon increases the characteristic crystal lattice spacing

Figure 3. Mechanical analysis. (a) Stress−strain curves corresponding to the mechanical compression test assays done for HA (C1) and Al and
HA−Al (C2) at different Al concentrations (low, medium, and high). Three cycles were run for each combination. The toughness values were
retrieved from the area below the stress−strain curves and plotted here as a function of the Al content in the HA hydrogels. The compressive
modulus was likewise retrieved from the stress−strain curves by fitting the curves with a linear equation in the 15−25% strain region. The
differences in the ultimate stress between cycles two and three for the tested hydrogel combinations, in percentage, are plotted here and denoted as
recovery. (b) Stress−strain curves corresponding to the mechanical compression test assays done for the C2-clay composites together with the
associated toughness, compressive modulus, and recovery values.
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of nanoclays.40 These results also indicate the presence of
electrostatic interactions between the negatively charged
regions of HA−Al and the positively charged edges of the
nanoclays (Figure 1a). The electrostatic interactions between
nanoclays and the hydrogel backbone further corroborates
with the observed ζ-potential increase upon the nanoclay
addition to HA−Al prepolymer solutions (Supporting
Information Figure S1).
In summary, our characterization studies confirmed that the

developed hydrogels are sufficiently porous and hydrated to
allow optimal cell encapsulation. While the Al-based hydrogel
displayed an unfavorable degradation profile, the other
hydrogels were physiologically stable for at least up to 7 days.
Mechanical Analysis. Hydrogels’ mechanical properties

are at the very heart of their successful performance within the
load-bearing bone microenvironment. Specifically, the hydro-
gel needs to be sufficiently rigid (typically between 25 and 60
kPa) to support osteogenesis.41,42 We further screened our
combinatorial hydrogel library to identify hydrogels with
Young’s modulus within the aforementioned range that would
enable significant energy absorption without compromising the
mechanical recovery during loading and unloading cycles.
Pristine hydrogels were evaluated in terms of compressive

modulus, toughness, energy-absorbing capacity, and recovery
after three cycles of loading and unloading (Figure 3a). Our
initial mechanical studies showed that most of the gels broke in
the range of 53−56% (data not shown). For this reason, we
decided to use a 50% strain value for all of the cyclic loading
studies performed herein. The energy absorbed during each
loading and unloading cycle was calculated as the area under
the stress−strain curve (also known as hysteresis area) and the
recovery as the percentage decline in the ultimate stress from
cycle 2 → 3. The mechanical analysis clearly showed that the
Al hydrogel is probably not suitable for further downstream
studies because of its poor recovery during load-bearing cycles,
as evidenced from the cyclic stress−strain curves (Figure 3a)
and the calculated mechanical recovery. On the contrary, the
C1 hydrogel returned completely to its original state after three
cycles with a recovery of 95%. The total dissipated energy by
C1 from mechanical cycles 1 → 3 was, however, not that high
(0.3 ± 0.1 kJ/m3). C2 also exhibited a good recovery (88%),
albeit a bit lower than the recovery seen for C1, but the total
energy dissipated was several-fold larger compared to C1, as
evidenced from the hysteresis data. We also evaluated our
hydrogels’ compressive modulus (Figure 3b). While C1 and Al
hydrogels exhibited low mechanical strength for bone tissue
engineering applications, the compressive modulus of C2-med
(16.2 ± 2.7 kPa) and C2-high (22.7 ± 3.3 kPa) was found to
be optimal.
To further understand the higher-energy dissipation capacity

of C2 relative to C1, we calculated the toughness (area below
the stress−strain curve) of these hydrogels (Figure 3a). These
data clearly show that C2s’ toughness values were significantly
larger than those of the C1s’, with this difference increasing
concurrently with Al concentration (low, medium (med), and
high). Specifically, the toughness value increased by almost
770% from C1 to the C2 composite with a high Al
concentration (C2-high). Of note, this difference in mechan-
ical toughness between C1 and C2 is not simply additive as the
corresponding toughness of its individual components were
less than that of the composite. Indeed, as seen from the results
in Figure 3a, the toughness value for C2-med is 2.5 times larger
than the sum of parts for the C1 and Al toughness values. This

finding suggests that the energy dissipation mechanism of the
reversible ionic bonds in the composite hydrogels is most
pronounced in the C2-med system; therefore, this system is
ideal from a biomechanical perspective, why we decided to
focus on C2-med nanoreinforced hydrogels for the remainder
of our studies. A thorough analysis of nanoreinforced C1 and
Al hydrogels can be found in the Supporting Information
(Figure S3). We also tested the mechanical properties of the
C2 hydrogel with/without Ca2+ and found significant
mechanical improvements after its inclusion, in accordance
with the above-mentioned hypothesis, in which reversible ionic
bonds play a dominant mechanical role in this system
(Supporting Information Figures S4 and S5).
The cyclic stress−strain curve for the C2-med-clays is

presented in Figure 3b, from which a higher hysteresis is
observed in the different mechanical cycles compared to the
pristine C2 hydrogels. The stress−strain curves in Figure 3b
therefore indicate that the shock-absorbing properties of the
nanoreinforced C2s can become even more enhanced through
the addition of nanoclays (different concentrations were
incorporated; low, medium (med), and high) in accordance
with a number of recent studies.21,43 Interestingly, the
mechanical recovery ranged from 83 to 90% (2 → 3) and
was thus almost unaffected by the nanoclay incorporation. By
analyzing the area bounded by each cycle, it is possible to
determine the energy dissipated in the different cycles, and
therefrom, obtain an estimate of the total energy dissipated
(sum of all cycles). From such calculations, it can be seen that
C2-med-SUM (6 ± 1.3 kJ/m3) contributed the most to the
shock absorbance reinforcement, while C2-med-LP (3.5 ± 1.4
kJ/m3) contributed the least, and the contribution from C2-
med-MMT (4.6 ± 0.4 kJ/m3) being between the two. This is
significantly higher than the total energy dissipated by C1
(0.28 ± 0.14 kJ/m3) and C2-med (2.609 ± 0.594 kJ/m3). The
toughness and compressive modulus values for the SUM-
reinforced C2s were also generally larger than their LP- and
MMT-reinforced counterparts. Indeed, the compressive
modulus for SUM-reinforced C2s increased concomitantly
with increasing nanoclay concentration, reaching a value of
31.4 ± 7.2 kPa at the highest concentrations. This was 195 and
1060% larger than the compressive modulus for the pristine
C2-med and C1 hydrogels, respectively, and a modulus
increase was also seen for the LP- and MMT-nanoreinforced
C2s going from 16.2 ± 2.7 to 18.2 ± 7.5 and 23.8 ± 4.8 kPa,
respectively. However, one drawback of using higher nanoclay
concentrations is the formation of nanomaterial agglomerates.
This adverse phenomenon is clearly visible from the data in
Figure 3b, since the data deviation in the displayed mechanical
data grows with growing nanoclay concentrations. We
therefore decided not to include these high concentrations in
the downstream studies.
In summary, we have identified a number of C2-reinforced

hydrogels that meet the requirements of hydrogels for bone
tissue engineering applications in terms of compressive
modulus. Importantly, these systems possess an incredible
energy absorbance capacity while displaying a desirable
mechanical recovery at the same time.

Human Mesenchymal Stem Cell (hMSC) Viability. As
previously reported by our group and others, HA and Al
hydrogels support high hMSC viability.44−46 However, hMSC
viability within nanoclay-reinforced HA−Al hydrogels have not
yet been studied. Even though several studies have reported on
the biocompatibility of nanoclays, their toxicity nonetheless
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Figure 4. Human mesenchymal stem cell (hMSC) viability. (a) Schematic showing how the combinatorial hydrogel systems were assembled and
examined through high-throughput data acquisition. The cell viability in hydrogels without (b) and with (c) alginate were determined from live
(green)/dead (red) fluorescence imaging. The imaging experiments were performed after days 1, 5, 7, and 14, and the viability data retrieved from
these fluorescence images were subsequently plotted in heat diagrams.
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depends on the concentration and the type of hydrogel
matrix.13,21,43,47 hMSCs biological behavior within the
combinatorial hydrogels developed in this study is thus of
broad interest to the field.
We have utilized our previous experience in high-throughput

and combinatorial studies to test a repertoire of hydrogel
combinations in a time-efficient and low-cost manner.45,48−51

Briefly, we have used an adhesive silicon-based hydrogel array
to culture polymer-encapsulated hMSCs and analyze them in a

high-throughput manner by colorimetric live/dead stain and
corresponding heat map representations (Figure 4a). These
combinatorial data are presented in Figure 4b,c, in which we
observed a high viability (>70%) on day 1 for all combinations,
with the nanoreinforced hydrogels displaying the highest
viability. This viability remained high (>70%) over the course
of 7 days, but dropped significantly to approximately 50% in
the pristine hydrogels on day 14 and on average 60−70% in
the nanoreinforced hydrogel systems (Figure 4). Moreover, we

Figure 5. Osteogenic differentiation studies. (a) Alkaline phosphatase (ALP) images of the combinatorial composite systems. The amount of ALP
(blue) was determined from image analyzer and plotted in a heat diagram. (b) A similar presentation of Alizarin Red S (Red) is shown here to give
the reader an overview of how much calcium the hMSCs could generate during prolonged cultures within the developed hydrogel systems. (c) The
ALP activity and (d) calcium content within the hydrogels were quantified with a spectrophotometer and plotted here. (e) Because of the really
intensified mineralization process in some of the composites, the dry weight grew significantly in these systems over time. (f) Ultimate stress and
Young’s modulus of the hydrogels after 6 weeks of culture.
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also counted the cell nuclei by using a 4,6-diamidino-2-
phenyindole dilactate (DAPI) assay and found a fairly even cell
count in the respective hydrogel at around 50 cells per
hydrogel (Figure S6), which was almost constant for up to 3
weeks of culture. Overall, these results suggest that nanoclays
can improve encapsulated hMSCs’ viability for extended
periods of time.
Osteogenic Differentiation. The osteogenic differentia-

tion potential of encapsulated hMSCs was tested within 28
hydrogels with the aforementioned combinatorial platform.
Our assessment relied on the measured activity of alkaline
phosphatase (ALP) and the degree of calcification via Alizarin
Red S (ARED) staining. ALP is a glycoprotein found on the

surface of osteoblasts and is a sensitive and reliable indicator of
bone metabolism,52 and ARED binds Ca2+, one of the major
inorganic components of bone. The ALP and ARED stained
hydrogels are shown in Figure 5a,b along with their
corresponding normalized heat maps. These heat maps are
based on the calculated ALP or ARED areas in the stained
images, which subsequently have been normalized to the areas
retrieved from the C1 hydrogel in normal culture media. In
Figure 5a,b an increase in ALP and ARED expressions can be
seen in the control and pristine C2 in differentiation media
compared to the ones cultured in normal culture media.
However, some of the nanoreinforced hydrogels, especially
those based on MMT, not only exhibited a much higher

Figure 6. Mineralization studies. (a) Scanning electron microscopy (SEM) images of the hydrogels after 6 weeks of hMSCs culture. Nanometer-
sized hydroxyapatite granules are visible from the SEM images corresponding to M2 and C2. (b) XRD and FTIR analyses of hydrogels after 6
weeks of hMSCs culture. Peaks corresponding to hydroxyapatite are marked with red circles. (c) Energy-dispersive X-ray spectroscopy (EDAX)
was performed on the hMSCs-laden hydrogels after 6 weeks of culture to determine the amount of calcium (Ca) and phosphorous (P) generated
by the hMSCs, since these minerals are the key ingredients in hydroxyapatite. (d) The amount of Ca and (P) was determined and displayed here.
We also calculated the ratio between Ca and P as this ratio is a determining factor behind the purity of the generated hydroxyapatite.
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expression of the osteogenic markers compared to the pristine
hydrogels, but could also induce these osteogenic marker
profiles in normal culture media. However, this effect was
moderately pronounced in LP-containing hydrogels and low in
SUM-containing hydrogels. This qualitative analysis strongly
suggests that MMT-containing hydrogels support osteogenesis
even in a differentiation-factor-free environment. These results
accordingly narrowed our investigation to MMT- and LP-
containing hydrogels to further explore their prospects in bone
tissue engineering applications. In the remaining part of this
paper, these systems are referred to as L1, L2, M1, and M2, in
which the numerals 1 and 2 refer to C1- and C2-reinforced
hydrogels, respectively.
Next, we quantified the expression of ALP and formation of

calcium deposits via colorimetric methods (Figure 5c,d). For
all combinations, we observed increased ALP activity as a
function of the hydrogel incubation time period. Notably, M2
hydrogels facilitated high ALP activity within just 1 week of
culture in both differentiation (+) and normal (−) culture
media. We did not observe any significant ALP upregulation in
C1 and C2 in differentiation media after 1 week, which could
indicate that ALP expression was below the noise detection
level. Among all of the nanoreinforced hydrogels, M2 was the
only one displaying an ALP activity that was significantly
higher than C1+/− (p < 0.0001) and C2+/− (p < 0.0001) in
this time period. Notably, M2 displayed a significantly higher
ALP activity than C1 and C2 even in normal growth media in
support of the conclusions drawn based on Figure 5a.
Additionally, ALP activity of the M2-encapsulated hMSCs
was also found to be significantly higher than that of M1 and
L2 hydrogels in both types of culture conditions (Figure 5c).
This trend was also observed after week 2; however, the ALP

activity in M1+ was found to be significantly higher than C1+/
− (p < 0.0001) and C2− (p < 0.0001) but similar to the one
measured in M2+/− and L2+/−. Likewise, ALP activity in
L2+ was significantly higher than C1+/− (p < 0.0001) and
C2− (p < 0.0001) and similar to M2+/−. We did not observe
any significant ALP upregulation in C1+ hydrogels after 2
weeks; however, C2+ hydrogels showed significant ALP
upregulation (p < 0.05) compared to C2−, possibly as a
result of higher stiffness.
Similarly, in week 3, the ALP activity of hMSCs within the

MMT-nanoreinforced hydrogels was found to be higher than
the C2 and C1 hydrogels. Notably, while both LP- and MMT-
containing hydrogels were able to promote ALP activity, the
MMT-based hydrogels were the only ones able to do it in
normal culture conditions in the absence of differentiation
factors, which suggests that MMT hydrogels express intrinsic
osteoinductive properties. To this end, we also observed that
MMT facilitated a significantly higher calcium deposition in
comparison to pristine hydrogels (C1 and C2) at weeks 5 and
6 (Figure 5d), which further bolsters the capability of
osteoinduction of the M2 hydrogels to guide osteogenic
hMSC differentiation.
Another hallmark for late-stage osteogenic differentiation is

bone mineralization and the associated increase in the
mechanical integrity and weight of the maturing bone tissue.
To capture this interesting feature, we have measured the dry
weights of the tested hydrogels (Figure 5e) at weeks 3, 5, and 6
in addition to their mechanical properties at week 6 (Figure
5f). We did not observe any significant differences among the
dry weights of C1−, M1−, and C2− hydrogels; even though,
the M1+ and C2+ hydrogels exhibited a significant weight

increase between day 0 and week 3; however, this significance
disappeared at weeks 5 and 6, and in fact, a slightly lower
weight was observed at these time points in line with a loss of
mechanical integrity caused by a possible combination of low
bone mineralization rate and high hydrogel degradation rates.
On the other hand, the M2+/− and L2+/− hydrogels showed
a significant and consecutive dry weight increase from day 0 to
week 6, and for the most part, also a higher dry weight than the
C1, M1, and L1 hydrogels. The weight increase in comparison
to C1, M1, and L1 was most pronounced in the M2+ and L2+
hydrogels (p < 0.0001), and a significantly higher dry weight
was observed for M2+ and L2+ hydrogels compared to M2−
and L2− (p < 0.0001) at week 3. Furthermore, the M2+
hydrogels were significantly heavier than L2+ hydrogels at both
weeks 5 and 6 (p < 0.0001 and p < 0.0001, respectively). On
the basis of the findings presented in Figure 5e, it is plausible
to assume that M2 hydrogels in general were more
mechanically stable and heavier than the other combinations,
possibly because of a more pronounced mineralization. This is
supported by our mechanical analysis of the hydrogels at week
6, which demonstrates that the compressive Young’s modulus
and ultimate stress for the M2 and L2 hydrogels are higher
than those of the M1, C2, and C1 hydrogels (p < 0.0001).
In summary, our in vitro analysis confirmed the effect of

nanoreinforcements in upregulating hMSC bone differentia-
tion. Particularly, our results strongly support the osteogenic
potential of MMTs, as they were capable of facilitating hMSC
differentiation in both normal and differentiating culture
conditions.

Mineralization. To further investigate the mineral phase of
the calcified matrix deposited by the hMSCs, we analyzed the
hydrogels via SEM (Figure 6a). From these images, it was clear
that temporal mineralization led to the formation of particles in
M2+/−, C2+, and L2+/−, with visual appearance of
hydroxyapatite (Ca5)(PO4)3(OH), the primary inorganic
component of native bone. Contrastingly, the M1+/− (data
not shown), C1+/− and C2− did not show the presence of
such granulate features. To validate our hydroxyapatite theory,
we analyzed the mineralized samples using XRD and FTIR
(Figure 6b). From the XRD results, we observed two
important hydroxyapatite-related peaks associated with the
(002) and (211) crystalline planes of hydroxyapatite53 in the
M2+/−, L2+/−, and C2+ samples. The prominence of these
peaks was higher in M2+/− and L2+ hydrogels, suggesting a
higher degree of mineralization. Similar trends are evidenced
by the FTIR spectra upon examining the ν4(PO4

3−) peak,
which is a well-established FTIR-related evidence for the
presence of hydroxyapatite.54

To back up our conclusions from the previous paragraph, we
conducted out a series of supporting experiments on cell-free
systems to confirm that most of the postulated hydroxyapatite
formation was indeed facilitated by the hMSCs (Supporting
Information Figures S7−S9). The hydroxyapatite-associated
FTIR peaks seen in Figure 6 either were not present or less
prominent (only C2 systems) in these studies and thereby fully
supports the above-mentioned claims (Supporting Information
Figures S7 and S8). The SEM images presented in Supporting
Information Figure S9 also further validate these claims, as
granulates and calcium/phosphate were not observed here.
The nonprominent peaks in the FTIR spectra could therefore
easily correspond to a possibly less pronounced hydroxyapatite
formation caused by the presence of calcium, chlorine, and
phosphorous, which are important components in simulated
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body fluid (SBF) in the C2 hydrogel systems. This assumption
is supported by some recent studies showing that MMT can
facilitate hydroxyapatite formation in the presence of simulated
body fluids (SBF) under cell-free conditions,55 and some
studies even show that SBF alone can do this.56

To follow up on these results, we also analyzed the chemical
composition of the hydrogels via energy-dispersive X-ray
spectroscopy (EDAX) analysis (Figure 6c). The EDAX
analysis further supported the presence of apatite minerals in
these hydrogels (Figure 6c) due to the presence of calcium and
phosphorous. To this end, the percentages of calcium and
phosphorous in the various samples have been quantified and
are presented in Figure 6d to determine the degree of mineral
deposition in the respective hydrogels. These results
demonstrate that the accumulation of calcium and phospho-
rous was almost nonexistent in the C1+/−, M1+/− and C2−,
with the occurrence of small weight percentages in C2+ and
L2−, while a significant difference was seen among the M2+/
−, C2+, and L2+ hydrogels and the C1+/−, M1+/−, and C2−
hydrogels (p < 0.0001−0.001). Notably, large calcium and
phosphorous accumulations were seen in M2 in both
differentiation and growth media. This was not the case for

C2 and L2, which strongly support the capacity of MMT to
catalyze the formation of nativelike hydroxyapatite without the
aid of external osteogenic factors. We will thus solely focus on
the M2-nanoreinforced hydrogels in the remaining sections of
this paper.

Push-Out Test. Push-out tests are widely used in
orthopedics to estimate the bone-biomaterial interfacial
adhesion strength.57 A strong adhesion between bone and
biomaterial is essential for a long-term performance of the
implant, which also indicates a successful fusion of the native
bone with the artificial implant. We tested the capacity of M2
hydrogels to interface with the natural bone by injecting the
cell-laden M2 polymer into the site of an artificial defect
created within bovine bone explant, followed by a mechanical
push-out test (Figure 7a,b). The hypothesis is that M2 would
show a much better adhesion to the bone grafts due to its
amazing ability to generate hydroxyapatite granulates and
much better mechanical integrity than C1+/− and C2+/−.
Indeed, our results demonstrate a higher degree of
osteointegration of the M2 hydrogels compared to the others,
as evident from the larger compressive stress required to push
them out of the bone explants (Figure 7c). This trend is clearly

Figure 7. Push-out test. (a) Schematic showing how the ex vivo push-out test was performed. (b) Photographic and microscopic images of cell-
laden hydrogels deposited in the artificial defects. Hydroxyapatite granules are visible from the SEM image corresponding to M2 sample. (c, d)
Compressive stress−strain curves and the ultimate stress of deposited hydrogels after 5 weeks of culture.
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visible in Figure 7d, from which a significantly higher ultimate
stress was found for the M2 hydrogels as compared to the C1
ones (p < 0.05). Moreover, no significant difference was found
between the C1 and C2 hydrogel groups, which clearly
supported the M2 hydrogels’ superior ability to mineralize and
fuse with native bone.

■ DISCUSSION
The development of combinatorial hydrogel carrier systems for
stem cell delivery requires multifunctional components and a
high-throughput platform for rapidly selecting the right
hydrogel ingredients for more detailed studies in a cost-
effective manner. We have accomplished this by utilizing a
combinatorial approach to deposit cell-laden hydrogels within
microwells, however, first, we had to identify a suitable
hydrogel library with sufficient mechanical integrity and long-
term physiological stability to enable hMSC encapsulation and
osteogenic differentiation.
In this regard, it was found that the combination of HA and

AL (C2) was required to yield hydrogels that were stable
enough under physiological conditions, sufficiently rigid, and
capable of dissipating energy without compromising their
mechanical recovery. Notably, we discovered that the tough-
ness of C2 hydrogels was ∼2.5 times greater than the sum of
its individual (HA and Al) components. We believe that this
phenomenon is a consequence of the double-bonded nature of
the C2 composite, which consists of weak reversible ionic
bonds (Al) and strong irreversible covalent HA polymer
linkages. Numerous studies have shown that such mixtures of
reversible and irreversible cross-links can generate mechan-
ically tough and strong hydrogels.12,58 Furthermore, it is
interesting to note that the superior mechanical properties
resulting from such composite hydrogels are completely
independent of the polymer concentration and the number
of hydrogel cross-links. Indeed, the transfer of such superior
mechanical properties to conventional hydrogels requires
increasing the cross-linking density to an extent that renders
them practically inapplicable for tissue engineering because of
the associated decrease in hydrogel porosity and the therefrom
significantly limited nutrient transport through the hydrogel.
The addition of nanoclay materials further enhanced the

mechanical properties of C2 hydrogel in terms of its stiffness
and energy-dissipating properties, and even though its
mechanical recovery was slightly diminished, it was still
sufficiently high (>83%). This is likely due to the viscoelastic
properties of nanoclays and their subsequent movement within
the hydrogel under load-bearing conditions. Under normal
circumstances, these dissipating mechanisms will fail, resulting
in a nonrecoverable mechanical damage. The superior energy
dissipation in C2-nanoclay hydrogels could be attributed to
electrostatic interactions between the nanoclays and polymer
components (HA and Al), as the positively charged rim of the
nanoclays and the negatively charged groups in HA and Al can
assemble into geometries that enable a recoverable hydrogel
dynamics to yield a system that can sustain itself even if cross-
links are broken during high strains.59

Our interest in the research and development of stem cell
carriers for treating bone disorders prompted us to carry out a
number of osteogenic assays on the most promising hydrogel
constructs. These hydrogels consisted of a combination of
polysaccharides and various clay mineralites. Therefore, one
could argue that the chemistry between C1 and C2, L1 and L2,
and M1 and M2 was essentially the same, while the mechanical

properties for the 2’s were higher than for the 1’s due to the
nature of their double bonds. Any biological differences seen
between the respective hydrogels should therefore be
attributed to either different mechanical properties or the
presence of clay mineralites. Along these lines, we have
observed significantly higher osteogenesis in C2 (22.7 ± 3.3
kPa) compared to C1 (3 ± 1 kPa) in terms of the measured
ALP activity, calcification, and hydroxyapatite formation.
Likewise, significantly higher osteogenesis was observed
between the nanoreinforced C2’s and C1’s. On the basis of
the discussion above, the most plausible factor behind these
differences is a mechanical one. On the other hand, the
improved osteogenic properties of M2 compared to L2 could
be attributed to a higher mineral content in the former due to
the larger volume of the MMT clays in addition to the
observed higher compressive modulus of M2 hydrogels.
The biological results reported in this study are similar in

many ways to other reports in the field. For instance, a number
of studies have shown that Laponite can promote osteogenesis
in an osteoinductive environment.18,19,21,47,49 However, bio-
logical studies with SUM are almost nonexistent, while some
recent studies have demonstrated that MMT-reinforced 2D
silk-based60 and polyamidoamine-based substrates61 can
upregulate the osteogeneic fate of cells in osteogenic
differentiation media. To this end, it is important to note
that we have shown that MMT-reinforced and injectable
composite hydrogels can promote osteogenesis of 3D
encapsulated stem cells in a differentiation-factor-free environ-
ment.
It is plausible to assume that the observed osteogenic

enhancement in the nanoreinforced C2 hydrogels could be
caused by an intensified mechanotransduction between
hMSCs and the hydrogel matrix due to a higher interfacial
stiffness;41,42 in combination with a higher mineral content in
the hydrogels.13 The link between mechanically induced
osteogenesis and substrate stiffness is a well-studied one in
the field as is evident from the decade-long research in this
regard. We therefore will mainly discuss the relationship
between osteogenic differentiation and mineral stimuli from
the surrounding environment. In this direction, a number of
studies in the field have shown that various clay minerals can
supplement bone differentiation in the absence of growth
factors.13,62 This is due to cellular ingestion of the clay particles
and their subsequent breakdown into ionic products, such as
lithium, magnesium, and silicate,13,62 which have been shown
to interact with regulatory elements of osteogenic differ-
entiation.63−65 Another essential product of clay disintegration,
orthosilicic acid (H4SiO4), has been studied as an important
factor involved in bone formation and bone maintenance.
Examples include a number of groundbreaking studies that
date back to the 1970s, which have linked silicate deficiency to
various skeletal abnormalities and osteoporosis.66,67 Besides
these landmark achievements in orthopedics, some recent
studies have also shown that orthosilicic acid can promote
bone mineralization, ECM matrix turnover, as well as
important osteogenic pathways in preosteoblast cells.68 On
the basis of the results reported in this study and the current
consensus in the area, we can conclude that hMSCs can be
directed into bone cells in a differentiation-factor-free environ-
ment if they are cultured within microenviroments that provide
the right combinatorial stimuli in the form of polysaccharides,
sufficient mechanotransduction, and upregulation of intra-
cellular mineralites.
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In Perspective. Tissue engineers have rapidly picked up
injectable and nanoengineered biomaterials that combine
living matter with inanimate materials to push regenerative
therapies to a new level. For instance, a number of
breakthrough studies have merged cell-laden hydrogels and
nanomaterials to uncover a host of new constructs in the form
of cyborg organic (cyborganic) carriers.13,62 These half-living
organs and half-machine-like systems previously emphasized in
the world of fantasy and fiction are now gradually becoming a
part of mainstream science. The cyborganic carriers form two
categories (Figure 8): (1) those that utilize the multi-
functionality of nanomaterials to enhance tissue functionality
and maturation13,18,19,21,69 and (2) those that combine
nanomaterials and cells into meshes consisting of living tissues
and bioelectronics.13,22−24,70 Level one cyborganics are
currently the ones that have been studied the most in the
context of facilitating tissue regeneration, or indirectly by
turning into “cyborganic factories” that produce regenerative
growth factors and new stem cells for redistribution in the
body. The transformation of injectable cyborganics into
cyborganic factories that can manufacture bone regenerative
stem cells and biologics within the body is for obvious reasons
a “sought-out-after” scenario in the treatment of systemic bone
disorders. For now, however, our study has demonstrated that
M2-based cyborganic carriers could potentially augment
healing of fractured bones; nevertheless, in vivo studies are
needed to fully support this assumption, and to understand to
what degree these carriers could reduce the risk of osteoporotic
fractures and reduce the use of external fracture stability
devices (cast or surgical fixation) in fracture treatment.
Furthermore, such in vivo studies will also enable us to test
whether M2 carriers can transform into cyborganic factories
that stimulate stem cells to treat systemic bone diseases
through the generation of new regenerative factors. We further
envision that nanoelectronic inclusion into such clay-based
hydrogels can pave the way for wireless monitoring of the bone

repair, which could also be used for a controlled secretion of
regenerative agents at the target site. Moreover, we also
envision that the inclusion of osteoclast cells in our systems
could better elucidate the potential of these hydrogel carriers
to reverse the bone formation imbalance in osteoporotic
patients.

■ CONCLUSIONS

We have successfully utilized a combinatorial approach to
identify a hydrogel made from polysaccharide-based biopol-
ymers and MMT clay nanomaterials. Our hydrogel library
consisted of 63 samples with varying polymer compositions
and inputs that exhibited different mechanical and biological
properties. We identified a hydrogel made from a hydrogel-
MMT composition that strongly interacted with the
polyanionic polymer matrix and improved a range of physical
and biological properties of the pristine hydrogel. Specifically,
this optimal combination could transform an otherwise
brittlelike hydrogel into a shear-thinning, load-bearing, shock-
absorbing, and osteogenic hydrogel. The MMT-based hydrogel
also enables hMSCs to deposit a mature bonelike matrix
consisting of differentiated cells and crystalline apatite without
being exposed to any additional differentiation conditions.
Notably, we found a 36-fold increase in ALP and a 11-fold
increase in the formation of mineralized matrix for M2−
compared to our control hydrogel (C1−). To find this
combination, we had to screen approximately 63 hydrogels
that had different mechanical, chemical, and biological
properties. To this end, we argued that the identified hit
combination could perform these regenerative tasks due to a
perfect combination of hydrogel stiffness and mineral
composition. We have no doubt that this is in part due to
the combinatorial approach used in this study.

Figure 8. Schematic showing the key concepts behind cyborganic carriers for bone tissue engineering applications.
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■ MATERIALS AND METHODS
Nanocomposite Hydrogel Fabrication. A wide selection of

combinatorial hydrogels was prepared using thiol-modified hyaluronic
acid (HA, Gycosil from HyStem Hydrogel Kit, ESI BIO), 8-arm PEG-
acrylate (8PEGA, MW = 10 kDa, Creative PEGworks), alginate (Al,
pharmaceutical grade, FMC Biopolymer, U.K.), various nanoclays
(Laponite RD (LAP, BYK, U.K.)), Montmorillonite (MMT, BYK),
and Sumecton (SUM, Kunimine Industries Co., Ltd., Japan). Initially,
a stock solution of 1.1% (w/v) HA was prepared in deionized water
and mixed with a 4% (w/v) Al solution to reach the targeted HA−Al
ratio. This solution was magnetically stirred overnight, whereafter
different nanoclays were gently added to the respective solutions and
allowed to dissolve and exfoliate overnight. To this end, the final
concentrations (w/v) of HA and 8PEGA were always kept at 0.5 and
0.8%, respectively.
To prepare hydrogels without Al, the HA prepolymer solution was

mixed with 8PEGA, and, to prepare nanoclay composites without Al,
HA prepolymer was first mixed with an appropriate amount of clay
prior to the addition of 8PEGA. This mix was allowed to incubate for
15 min to obtain a stable hydrogel. Similarly, to prepare hydrogels
containing Al, a HA−Al solution (with clay, in case of nanoclay
composite) was prepared prior to the addition of 8PEGA. This mix
was also incubated overnight and rigorously stirred to enable the two
polymers to mix properly. Afterward, 8PEGA was added to the
mixture, and following the HA cross-linking, a 2% calcium chloride
(CaCl2) solution was added to cross-link the Al prepolymer ionically
and yield a double-bonded hydrogel. After cross-linking, all samples
were washed multiple times with Dulbecco’s phosphate-buffered
saline (DPBS, Sigma-Aldrich, U.K.) and used for downstream studies.
The sample codes and feed composition of all hydrogels are listed in
Table S1.
Proton NMR (1H NMR) Spectroscopic Characterization. The

covalent bond formation between HA and 8PEGA was assessed using
1H NMR spectroscopy for 8PEGA, thiolated HA, and HA−8PEGA.
8PEGA and thiolated HA were prepared in deuterated water (D2O)
at a concentration of 1% (w/v). However, HA−8PEGA was prepared
using the same process as used for gel preparation and 1.1% (w/v)
thiolated HA reacted with 0.8% (w/v) 8PEGA in D2O inside the
NMR tube. The 1H NMR spectra were then recorded on a Varian
Mercury 400 MHz spectrometer at 25 °C, using tetramethylsilane as
the internal standard. All 1H NMR spectra were obtained at a spectral
width of 8012.82 Hz and an acquisition time of 8.18 s; 131 072 data
points were collected under 6.5 ms pulse; and the chemical shifts (δ)
are reported in parts per million (ppm) relative to the solvent signal
peak.
Fourier Transform Infrared (FTIR) Spectroscopy Analysis.

The prepared hydrogels were washed multiple times with deionized
water and lyophilized for 48 h before analysis. FTIR spectra were
recorded using a PerkinElmer Spectrum 100 FTIR spectrometer
equipped with a diamond crystal attenuated total reflectance
accessory after background subtraction. The transmittance spectra
of the lyophilized hydrogels were collected over the range of 4000−
500 cm−1 with 16 scans at a resolution of 4 cm−1. All spectra were
baseline-corrected and normalized using the PerkinElmer Spectrum
software. Each sample was measured at four different parts, and the
averaged spectra were used for the analysis.
X-ray Powder Diffraction (XRD) Analysis. The hydrogel

samples were prepared as described in the previous section. XRD
analysis was performed using a HUBER G670 X-ray powder
diffractometer (Germany) employing the image plate detection
method in the Guinier geometry. The analysis was performed in
the 2θ range of 10−80° at a step size of 0.005°, and the diffractometer
was equipped with secondary monochrome and Cu X-ray tube. The
sealed tube X-ray generator was operated at 40 kV and 40 mA to
provide Cu Kα1 radiations of wavelength 1.54056 Å.
ζ-Potential Measurements. ζ-Potential of the various polymer

solutions was measured on a Malvern Zetasizer apparatus (Nano
Series ZS, Malvern Instruments, Worcestershire, U.K.) equipped with
a 4 mW He−Ne laser operating at 632.8 nm, at 25 °C. The

prepolymer solutions were diluted 10 times in deionized water and
measured. The nanoclays were dispersed using a vortexer and
ultrasonicated for 5 min prior to the measurements of the ζ-potential
of the clays.

Scanning Electron Microscopy (SEM) and Energy-Disper-
sive X-ray Spectroscopy Analysis (EDAX). To determine the
porosity of the hydrogels and examine the apatite formation within
them, SEM and EDAX were used. The hydrogels were washed,
lyophilized for 48 h, and cross-sectioned. Then, the cross-sectional
images were acquired with SEM (FEI Quanta 200 ESEM FEG)
operating at an accelerating voltage of 10 kV. All samples were
sputter-coated with gold (10 nm) before SEM imaging. ImageJ was
used to measure the pore size of the captured SEM images. The
average pore size was calculated from at least 40 independent
measurements for each sample. The EDAX measurements were
performed for the same samples prior to the gold sputtering by
utilizing an energy-dispersive X-ray spectrometer (EDX; Oxford
Instruments 80 mm2 X-Max silicon drift detector) connected to the
SEM instrument. All elemental compositions were recorded in weight
percentage, and the respective Ca/P ratio was calculated by dividing
the calcium weight percentage by that of phosphorous.

Degradation and Swelling Study. To assess the degradation
rate and swelling behavior, the hydrogels were incubated in PBS at 37
°C for approximately 2 h. Afterward, the wet weight (Mw) of the
hydrogels was recorded at 8, 12, 16, 36, 84, and 168 h of incubation.
The mass remaining (%) was then calculated using eq 1, where the
mass of the respective samples at each time point (Mw(t)) was divided
by its measured weight at 8 h. Each combination was replicated four
times to get an average value of the remaining mass (%).

= ×
M t

M
mass remaining (%)

( )
(8 h)

100w

w (1)

To measure the swelling ratio, the wet weight (Mw) and dry weight
(Md) of each hydrogel were measured at the respective time points.
The swelling ratio was then calculated using eq 2. At least four
samples were studied for each combination.

=
−M M

M
swelling ratio w d

d (2)

Mechanical Characterization. The mechanical properties of the
hydrogels were analyzed using an Instron (model 5967, U.K.)
mechanical tester equipped with a 50 N load cell, under a
compression rate of 0.5 mm/min. For compression testing, the
hydrogels were prepared in Teflon molds with a uniform cylindrical
shape (5 mm diameter × 10 mm depth). Following polymer cross-
linking, the hydrogels were incubated in DPBS overnight at 37 °C.
Prior to the test, the diameter and height of the hydrogels were
measured using a Vernier caliper. The compressive modulus was
calculated from the slope of the stress−strain curve in the 15−25%
strain region. To calculate the toughness and recovery of the
hydrogels, three complete compression−recovery cycles until 50%
strain were performed at a rate of 0.5 mm/min. The toughness was
estimated as the area under the stress−strain curve, while recovery
(%) was calculated as the ratio of toughness in the third and second
recovery cycles (eq 3).

= ×→recovery (%)
toughness (3 cycle)
toughness (2 cycle)

1002 3

rd

nd (3)

Energy dissipation of each complete cycle was calculated using eq 4
by measuring the area in between the loading and unloading
hysteresis curves, using Matlab mathematic toolbox software (Math-
Works, Natick, MA).

=

−

energy dissipation toughness (loading)

toughness (unloading) (4)

Rheological Study. The rheological properties of the polymers
were assessed with a Discovery Hybrid Rheometer HR-2 (TA
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Instruments) at 25 °C. The gelation kinetics and shear-thinning
behavior of the prepolymer solutions was studied using a 25 mm
parallel plate geometry at a gap distance of 300 μm. The solutions
were mixed for 10 s and immediately tested. The shear-thinning
property was investigated using a flow sweep test performed over a
range of shear rates (0.1−103 s−1). The gelation time was estimated
from an oscillation time test performed at 1% strain and an angular
frequency of 50 rad/s.
Human Mesenchymal Stem Cell Culture. Human bone

marrow-derived mesenchymal stem cells (hMSCs) (Lonza Inc.)
were used at passage 3−4 for all cell viability and differentiation
studies except for the push-out test and DAPI staining experiments
where the cells were encapsulated at passage 5. hMSC suspension was
mixed with the respective prepolymer solution before the addition of
8PEGA. Immediately after the addition of 8PEGA, this hMSC-laden
prepolymer solution was deposited into a microwell array (2 mm
diameter × 1 mm depth, Grace Bio-Labs) mounted on a glass slide
using an automatic pipette (Eppendorf Xplorer, H31141F, Eppendorf,
Germany). The solution was allowed to polymerize for 10 min at 37
°C.
The solutions containing Al were further cross-linked by layering

the hydrogel with 50 μL of 2% CaCl2 solution for 5 min. After cross-
linking, the cell-laden hydrogels were washed twice with DPBS and
cultured in mesenchymal stem cell basal medium (MSCBM, Lonza)
supplemented with MSCGM SingleQuots (PT-4105, Lonza). The
MSCGM SingleQuots contained mesenchymal cell growth supple-
ment (MCGS), L-glutamine, and GA-1000. The culture medium was
changed with either fresh MSCBM or differentiation media the next
day, and afterward, the cells were fed every 3−5 days. The
differentiation medium was prepared by supplementing the
osteogenic basal medium (PT-3924, Lonza) with hMSC osteogenic
SingleQuots (PT-4120, Lonza) containing dexamethasone, L-gluta-
mine, ascorbate, MCGS, penicillin/streptomycin, and β-glycerophos-
phate. In the stem cell differentiation study, the cellular concentration
per hydrogel was 2.5 × 106 cells/mL, whereas in the push-out test, 10
× 106 cells/mL were used.
Live/Dead Viability Assay. To evaluate the hydrogel cytotox-

icity, hMSCs were encapsulated at a final concentration of 106 cells/
mL and stained on days 1, 5, 7, and 14 using a Live/Dead viability
assay (Life Technologies) according to the manufacturer’s protocol.
The live cells (stained with Calcein-AM) and the dead cells (stained
with ethidium homodimer-1) were imaged using a confocal laser
scanning microscope (CLSM, Zeiss LSM 700, Germany) and
analyzed using ImageJ (National Institutes of Health). To quantify
the viability, the images were split into green and red channels to
count for live and dead cells, respectively. The live cell count and dead
cell count were combined to obtain the total cell count within the
hydrogels. Finally, the cell viability (%) was calculated according to
the following equation

= ×viability (%)
live cell count

total cell count
100

(5)

DAPI Staining. A 4,6-diamidino-2-phenyindole dilactate (DAPI,
NucBlue Live ReadyProbes Reagent, Molecular Probes) was used to
counterstain the nucleus of the cells incubated within hydrogels for 14
and 21 days. First, the hydrogels were washed with DPBS and fixed in
4% formaldehyde (Thermo Fisher) for 20 min. Next, the cells were
incubated in 0.15% (v/v, in DPBS) Triton X-100 solution for 20 min
to allow membrane permeabilization. Finally, the hydrogels were
incubated in DAPI solution for 30 min at room temperature, washed
with DPBS multiple times, and imaged using a confocal laser scanning
microscope (Zeiss LSM 700, Germany). At least eight samples were
stained for each condition, and the number of cell nuclei within the
gels was counted using built-in functions in ImageJ (National
Institutes of Health).
Alkaline Phosphatase (ALP) Staining and Activity. The

intracellular alkaline phosphatase (ALP) activity of the hMSCs was
assessed by utilizing a 5-bromo-4-chloro-3-indolyl phosphate/nitro
blue tetrazolium (BCIP/NBT, Thermo Fisher Scientific) solution.
First, the cell-laden hydrogels were washed three times with DPBS

covered with BCIP/NBT and incubated in a light-protective
environment at room temperature for 2 h. Then, the hydrogels
were washed three times with DPBS to remove excess BCIP/NBT
and imaged in bright field with a Zeiss Axioscope 40 microscope (Carl
Zeiss, Germany). However, the hydrogels containing Al were first
treated with 1.6 M sodium citrate solution for 12 h to remove the
opaque (white) background of the hydrogels by cleaving the ionic
linkages between alginate chains. The ALP expression was estimated
from the area covered by the black-violet stained cells by applying a
manual threshold and a series of built-in modules of CellProfiler.
Finally, the ALP expression of each condition was normalized it to the
ALP expression in C1 hydrogels.

The ALP activity was also evaluated spectrophotometrically by
Alkaline Phosphatase Assay Kit (ab83369, Abcam, U.K.), as suggested
in the manufacturer’s protocol. Briefly, the hydrogels were digested in
a hyaluronidase solution (115 μL, 5 mg/mL, Sigma-Aldrich,) at 37 °C
for 24 h. After hydrogel digestion, 10% (v/v) Triton X-100 solution
was added to the respective solutions to reach a final concentration of
0.1%. The solution was centrifuged for 1 min to remove any insoluble
material. Finally, the supernatant was mixed with an assay buffer
solution within a 96-well plate and combined with an ALP substrate
(5 mM pNPP), which ALP can cleave to generate a yellowish color
that is detectable by a spectrophotometer. Specifically, we quantified
the concentration of the cleaved substrate by measuring the
absorbance (OD) at 405 nm after 2 h with a microplate reader
(Victor, PerkinElmer) and normalizing to C1− condition.

Alizarin Red S Staining. Bone mineralization in the cell-laden
hydrogels was assessed in terms of extracellular calcium deposition by
Alizarin Red S (ARED) staining. The staining solution was prepared
by dissolving 1 g of ARED powder (Sigma-Aldrich) in 50 mL of
DPBS (without CaCl2 and MgCl2). To achieve a complete ARED
dissolution, the pH of the staining solution was adjusted to 4.2 ± 0.1.
Finally, the ARED staining solution was filtered through a 0.45 μm
syringe filter (Frisenette ApS, Denmark).

Prior to staining, the cells within the hydrogels were fixed in a 4%
formaldehyde solution for 30 min. Then, the hydrogels were washed
in DPBS and incubated in the ARED solution for 1 h at room
temperature in a light-protected environment. After staining, the
hydrogels were washed repeatedly with DPBS for 5 h to remove any
unspecific ARED binding and subsequently imaged in bright field on a
Zeiss Axioscope 40 microscope (Carl Zeiss, Germany). The mean
intensities of the images were measured using built-in functions of
ImageJ (National Institutes of Health) as an estimation of osteoblast-
mediated mineralization. Finally, the measured mean intensity of each
condition was normalized to the mean staining intensity of C1−
hydrogels.

Calcium Detection. The calcified deposition within the ECM of
the cell-laden hydrogels was quantified using a colorimetric calcium
detection assay kit (ab102505, Abcam) as per the manufacturer’s
protocol. Specifically, a chromogenic complex formed between free
calcium ions and 0-cresolphthalein, which was measurable through
spectrophotometry at a wavelength of 575 nm. Briefly, the hydrogels
were digested in an alginate lyase solution (45 μL, 1 mg/mL, Sigma-
Aldrich, Japan) by vortexing for 1 min at 37 °C in hyaluronidase (45
μL, 5 mg/mL, Sigma-Aldrich). After complete digestion of the
hydrogels, a solution of Triton X-100 (1% in 2.5 M HCl) was added
to reach the final concentration of 0.1%, and the mixture was vortexed
for 1 min. Afterward, the solution was microcentrifuged for 1 min to
remove any insoluble materials. Finally, the supernatant (50 μL) was
mixed with a chromogenic reagent (90 μL) and assay buffer solution
(60 μL) in a 96-well plate. After 10 min of incubation at room
temperature, the absorbance at 575 nm was measured in a microplate
reader (Victor, PerkinElmer).

Push-Out Test. The interfacial adhesion strength between the
respective hydrogels and the artificial bone defects was investigated
via a push-out test. To this end, a bovine femur was sliced to a
thickness of 5 mm, and a 3.5 mm drill was used to create a defect in
the middle of each bone slice. The defect sites were filled with cell-
laden hydrogels and placed in a six-well plate containing either the
growth medium or differentiation medium. After 5 weeks of
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incubation, push-out test was carried out by using the Instron
mechanical tester (5967 model) in indentation mode (3 mm probe).
To this end, a 50 N load cell was used along with the indentation
probe to push out the respective hydrogels at a rate of 0.5 mm/s.
Statistical Analysis. Statistical analysis was performed using

GraphPad Prism 7 software (San Diego). All quantifications are
presented as mean ± standard deviation, unless stated otherwise. The
significant differences between different data sets were determined
through one-way analysis of variance, followed by Tukey’s post hoc
test in the case of a Gaussian distribution. However, for non-Gaussian
distribution, nonparametric Dunn’s multiple comparisons test was
utilized, and finally, the statistical significance was defined as *(p <
0.05), **(p < 0.01), ***(p < 0.001), and ****(p < 0.0001).
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