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Abstract: Scaffolds can provide a healthy environment for cell attachment, differentiation, prolif-
eration, and migration in vitro and in vivo. Lysophosphatidic acid (LPA) is a naturally occurring
bioactive phospholipid that is present in the serum mainly bound to albumin. The present study
aims to investigate the biocompatibility of LPA. It also aims to determine the effect of different LPA
species on the proliferation and migration of human bone marrow-derived mesenchymal stem cells
(hBM-dMSCs) for LPA and human serum albumin (HSA) containing bone scaffold development. The
HSA-LPA complex formation was assessed using Fourier-transform infrared (FTIR) spectroscopy.
The effect of 18:1, 18:2, or 16:0 LPA alone, or in combination with 4% HSA, on cell viability and
proliferation was determined by XTT. The cell migration was examined in a wound healing assay.
The changes in the FTIR spectra of LPA-HSA compositions, compared with HSA alone, indicate
the complex formation between the components. Our study showed that 18:1, 18:2, and 16:0 LPA
species had no cytotoxic effects up to 10 uM concentration. The different LPA species increased the
proliferation of hBM-dMSCs in a dose-dependent manner when administered in the presence of HSA,
without an effect on the migration of this cell type. These findings make the in vivo application of
LPA-HSA complex promising for bone regeneration.
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1. Introduction

In the field of tissue engineering and regenerative medicine (TERM), there are two
main approaches toward clinical application in human subjects. The most convenient
approach is developing a service that can be used for regenerative interventions, such as
surgery-related techniques, cell-based therapies, gene therapy, and immunomodulation.
These are usually in-house developed techniques that can enable, e.g., a clinician to implant
a bone substitute for dental or weight-bearing surgeries. These techniques often require
unique knowledge that is limited to persons skilled in this art. The other main approach
of the development is to create a medical product that a healthcare professional can use
throughout a surgical intervention. From the viewpoint of product classification, the
three main types of applications that are suitable to become TERM products to enhance
regeneration are: pharmaceuticals, medical devices, and tissue products [1].

Among the three regulatory categories, the most abundant field of tissue engineering
and the scope of the present investigation is scaffold development. The chosen development
follows the tissue product pathway, which encompasses the utilization of decellularized
bone, with the intended use to be applied in the musculoskeletal system [2].
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Our approach within regenerative medicine aims to replace and repair lost or damaged
tissues by stimulating the natural regeneration process [3]. Mesenchymal stem cells are
multi-lineage cells, capable of self-renewal and differentiation into a variety of cell types [4],
which play key roles in tissue healing and regenerative medicine. Bone-marrow-derived
mesenchymal stem cells are the most frequently used stem cells in cell therapy and tissue
engineering [5]. Allogeneic bone substitutes, such as fresh-frozen, freeze-dried, or dem-
ineralized bone, are commonly used in bone replacement interventions [6]. According to
previous studies, freeze-dried human serum albumin is able to improve the adherence
and proliferation of mesenchymal stem cells on bone allografts [7], and the serum albumin
coating of the bone matrix showed stronger bone formation in vivo [8,9].

Lysophosphatidic acid (LPA) is a naturally occurring bioactive glycerophospho-
lipid that is present in the systemic circulation in high nanomolar to low micromo-
lar concentrations [10]. All LPA molecules consist of a glycerol backbone connected
to a phosphate head group and ester-linked to an acyl chain [11]. The acyl chain
length and degree of saturation of the formed LPA species are different. There are
16:0 > 18:0 > 20:4 > 18:1 > 18:2 LPAs that have been identified in resting and activated
platelets. By contrast, in plasma, the rank order is 18:2 > 18:1 > 18:0 > 16:0 > 20:4, whereas
in serum the order is 20:4 > 18:2 > 16:0 > 18:1 > 18:0 [12-14]. Extracellular LPA acts through
at least six specific, G protein-coupled receptors (GPCRs), LPAR1-6, and regulates various
cellular signaling pathways. LPA has a crucial role in numerous biological responses,
including cell adhesion, migration, proliferation [15], differentiation [16], vascular develop-
ment, wound healing, apoptosis regulation, and immunity [17,18].

In common with long-chain fatty acids, LPA binds with a high affinity to serum
albumin, the main extracellular LPA binding protein, at a molar ratio of approximately
3:1[19,20]. LPA binds to the primary high-affinity fatty acid-binding sites on albumin [19].
Albumin is necessary for the biological activity of LPA, and albumin concentration is critical
for the activation of LPA receptors in a receptor-type-specific manner [21].

Under physiological conditions, osteoblast-produced LPA is present in bone tissue,
and under some pathophysiological conditions, such as fracture healing, bone cells are
exposed to high levels of platelet-derived LPA [22]. In different bone cells, LPA induces
various cellular effects, including proliferation, differentiation, survival, and migration [23].
Furthermore, LPA contributes to angiogenesis which is also a key step during the bone
regeneration process [24]. Due to these effects, LPA is a promising candidate for applications
in bone regeneration [25]. In recent years, some biomaterial studies have supported the
potential of LPA for use in bone tissue engineering applications. Mansell et al. found that
albumin-bound LPA and calcitriol co-operate to promote osteoblast maturation on titanium
and hydroxyapatite-coated surfaces [26] and improve human osteoblastogenesis [16]. A
study reported by Bosetti et al. indicates that LPA and 1«,25-dihydroxy vitamin D3-
enriched injectable scaffold can fasten bone fragments, leading to their apposition and
new bone formation [27]. Furthermore, Binder et al. showed that physically entrapped
LPA containing alginate hydrogel enhanced human bone marrow mesenchymal stem cell
survival in vivo [28].

The very first criterion of any scaffold for tissue engineering is that it must be biocompat-
ible [29]. Therefore, the present study aimed to investigate the biocompatibility of LPA and to
determine the effect of the most abundant, albumin-bound 16:0, 18:1, and 18:2 LPA species on
the proliferation and migration of human bone-marrow-derived mesenchymal stem cells.

2. Materials and Methods
2.1. Cell Culture and Materials

Human bone-marrow-derived mesenchymal stem cells (hBM-dMSCs) were purchased
from ATCC (Manassas, VA, USA). The hBM-dMSCs were seeded in T75 TC- treated cul-
ture flasks and maintained at 37 °C in a 5% CO,, 95% humidified air incubator in the
following stem cell medium: Dulbecco’s modified Eagle’s medium (DMEM) containing
4.5 g/L glucose and L-glutamine (Sigma-Aldrich, St. Louis, MO, USA) supplemented
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with 10% fetal bovine serum (FBS; EuroClone, Pero, Italy), 1% Penicillin-streptomycin
(Sigma-Aldrich, St. Louis, MO, USA), and 0.75 ng/mL basic fibroblast growth factor (Sigma-
Aldrich, St. Louis, MO, USA). The culture medium was replaced three times a week. Cells
with five to eight passages were used in the present study. In addition, 18:1 (oleoyl) and
18:2 (linoleoyl) LPA were purchased from Echelon Biosciences (Salt Lake City, UT, USA),
and 16:0 (palmitoyl) LPA was purchased from Avanti Polar Lipids (Alabaster, AL, USA).
For stock solutions, the lipids were dissolved in methanol, dried under nitrogen gas, and
reconstituted in water immediately before use.

2.2. Fourier-Transform Infrared (FTIR) Spectroscopy

FTIR spectra of HSA-bound LPA species were compared with native HSA. Infrared
measurements were performed with a Bruker Vertex 80v (Bruker Corp., Billerica, MA, USA)
spectrometer, equipped with a high-sensitivity mercury-cadmium-telluride detector and a
single reflection diamond ATR accessory. We collected 128 scans ata 2 cm ™! resolution at the
spectra wavelength range of 4000-400 cm~!. Further, 18:1, 18:2, or 16:0 LPA stock solutions
of 1 mM concentration were mounted and surface-dried. A complex formation was initiated
by mixing HSA and LPA with a peptide-to-lipid ratio of ~1:3 using concentrations of 300 uM
and 1 mM for the HSA and the lipid, respectively. HSA- and LPA-containing solutions
were mixed immediately before use.

2.3. Assessment of Cell Proliferation

The hBM-dMSCs were seeded on 96-well plates at 10,000 cells/well in 200 pL stem
cell medium and allowed to attach for 24 h. After attachment, the stem cell medium was
changed to serum-free medium with or without 4% (w/v) fatty-acid-free human serum
albumin (HSA, Seracare, Milford, MA, USA) and the cells were cultured in the new medium
overnight. Then the cells were treated with either 18:1, 18:2 or 16:0 LPA (0.1-0.3-1-3-10 pM)
for 24 h. After treatment, the cell proliferation was measured using Cell Proliferation Kit
II (XTT; Roche, Mannheim, Germany), according to the manufacturer’s instructions. Cell
proliferation is expressed as a percentage of the data of the HSA or native control group.

2.4. Wound Healing Assay

The hBM-dMSCs were allowed to grow on 24-well plates in 500 pL stem cell medium
until they reached a confluent monolayer. The stem cell medium was changed to serum-free
medium with or without 4% HSA, and the cells were incubated overnight. A cell-free
zone was created across the cell monolayer with a sterile plastic micropipette tip in each
well. After washing with Dulbecco’s phosphate-buffered saline (PBS; Sigma-Aldrich, St.
Louis, MO, USA), the cells were treated with 18:1, 18:2, or 16:0 LPA (1-3-10 uM) alone or
in combination with HSA. Cell migration was examined for 24 h with live cell imaging
using a Nikon Eclipse Ti2 microscope (Nikon Corporation, Tokyo, Japan). The images were
analyzed after 0, 12, and 24 h of treatment, and the wound area was calculated by tracing
the cell-free area in captured images using Nikon NIS-Elements Analysis Software (v.5.19,
Nikon Corporation, Tokyo, Japan). The migration rate is expressed as the percentage of
area reduction.

2.5. Statistical Analysis

All data are presented as mean + SEM. The normal distribution of datasets was
verified with the Kolmogorov-Smirnov test. If the normal distribution was confirmed,
data are presented as the arithmetic mean and standard error, and the p-values were
determined by a two-way ANOVA followed by Tukey’s multiple comparison test. If
data are not normally distributed, data are presented as the median and interquartile
range, and the statistical significance was determined by a Kruskal-Wallis test followed
by Dunn’s multiple comparisons. Statistical analysis and graph plotting were performed
using GraphPad Prism software (v.6.0; GraphPad Software Inc., La Jolla, CA, USA), and
p < 0.05 was considered a statistically significant difference.
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3. Results
3.1. Assessment of Albumin-LPA Complex Formation with FTIR

The FTIR measurement results are shown in Figure 1, where structure-related chemical
changes are demonstrated. The absorbances were normalized to the 2916 cm~! peak in the
case of LPA species, and the spectra were vertically shifted for a better understanding and
to prevent overlapping. Figure 1A shows the FTIR spectra of native 18:2, 18:1, and 16:0 LPA
species, whereas the spectra of HSA and HSA-bound 18:2, 18:1, and 16:0 LPA are shown in

Figure 1B. These absorbances were normalized to the absorbance peak at 1648 cm ™.
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Figure 1. FTIR spectra of native and HSA-bound LPA species and native HSA. (A) Native 16:0 LPA
is shown at the bottom, 18:1 in the middle, and 18:2 at the top of the image. (B) The bottom line
shows the FTIR spectra of native HSA and, in a vertical sequence, HSA-bound 16:0, 18:1, and 18:2
LPA species are shown.
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In the case of the FTIR spectra of LPA species, the main absorbances were characteristic
for the CHj groups, the C=0 groups, C-O bonds, and P-O-C bonds. In the case of HSA, the
two characteristic bonds were the amide I and amide II absorption bands.

3.2. Effects of LPA Species on hBM-dMSCs Proliferation

XTT measurements were performed to investigate the possible cytotoxicity and to
evaluate the effects of 18:1, 18:2, and 16:0 LPA on the proliferation of hBM-dMSCs. The cells
were treated with increasing concentrations of phospholipids alone or in combination with
HSA. After 24 h of treatment, none of the three LPA species showed cytotoxic effects up to
10 uM concentration. 18:1 LPA in 1, 3, and 10 uM concentrations significantly increased
cell proliferation compared with the control group, but solely when administered in the
presence of HSA (Figure 2A). In addition, 18:2 LPA significantly enhanced the proliferation
of hBM-dMSCs in combination with HSA in 1, 3, and 10 uM and when examined alone in 3
and 10 pM concentrations (Figure 2B). A significant elevation in the cell proliferation was
caused by 0.3, 1, 3, and 10 uM 16:0 LPA treatment, exclusively in combination with HSA
(Figure 2C). Interestingly, among the examined three LPA species, only 18:2 LPA in 3 and
10 uM concentrations significantly increased cell proliferation when administered without
HSA (Figure 2B).
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Figure 2. Relative cell proliferation after 18:1 (A), 18:2 (B) and 16:0 (C) LPA treatment in combination
with HSA (4% FFA HSA, white columns) or alone (native, grey columns). (* p < 0.05, ** p < 0.01,
***p <0.001, *** p < 0.0001 vs. control (0 pM LPA), ### p < 0.001, #### p < 0.0001, n = 4 in each group,
two-way ANOVA, followed by Tukey’s multiple comparison test). Data are presented as % of control
and mean + SEM.

3.3. The Effect of LPA Species on the Migration of hBM-dMSCs

Thereafter, we investigated whether 18:1, 18:2, or 16:0 LPA influenced the migration
of the hBM-dMSCs, in a wound healing assay (Figure 3). The initial scratch area did not
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differ significantly in the treatment groups. The cells did not completely fill the gaps after
24 h of treatment. However, none of the three LPA species significantly enhanced cell
migration, neither 12 nor 24 h after treatment, compared with the control group. There
was also no significant difference between the HSA-bound LPA and the native LPA-treated
groups (Figure 4). HSA-bound 16:0 LPA in a 10 uM concentration significantly improved
the migration of the cells after 12 h, compared with a 1 uM concentration, the effect of
which was not observable after 48 h of treatment (Figure 4C).

(A) (B) ©

Figure 3. Representative bright-field images of the in vitro wound healing assay. (A) The “wound” was
created by a line scratch across the hBM-dMSCs monolayer. Images were analyzed after (B) 12 and
(C) 24 h of treatment. The images were taken in 10x magnification, and the scale bar represents 200 pm.
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Figure 4. Scratch area reduction (%) after treatment with (A) 18:1, (B) 18:2 and (C) 16:0 LPA species
for 12 and 24 h. hBM-dMSCs were treated with different LPA species in 1 pM, 3 uM, and 10 pM
concentrations alone or in combination with HSA (* p < 0.05, n = 3, Kruskal-Wallis test followed by
Dunn’s multiple comparison test). Data are presented as the median and interquartile range. The
migration rate is expressed as the percentage of area reduction.
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4. Discussion

The IR spectra were assessed for all three LPA derivatives. To enable this, only the
characteristic functional groups were measured, and no interference occurred. Fatty acid-
free HSA was used; thus it did not contain any complex-forming molecules. The LPA
was solubilized in methanol and water to avoid any secondary binding and to ensure the
purity of the reagents for spectroscopic purposes. The stretching of the CH; groups is
visible in the 2916-2926 cm ! range and around 2850 cm~!. The deformation vibrations
occur at 1467 cm~! [30], and at 1736 cm~! C=0 stretching is visible [31]. The absorbance
at 1266 cm~! has been described as the peak of the PO, asymmetric stretching vibration.
However, this absorption is more profound in the spectrum of 18:2 LPA but should also
appear in the spectra of 18:1 and 16:0 derivatives. Alternatively, this band can result from
the CHa rocking, which is visible in the case of double bonds, and which is likely to be
more intense in the case of 18:2 LPA, due to the two double bonds [32]. The purity of LPA
18:1 and 18:2 is in the 90 % range; thus, it may also be an acyl isomer impurity. The P-O-C
and C-O bonds appear at 1062 cm~! and 1179 cm ™!, respectively [33]. Both CH; stretching
absorbances shifted towards higher wavenumbers in the case of LPA derivatives, with an
18-carbon-atom acyl chain length compared with the 16-carbon-atom acyl chain length
LPA. The increased CHj; stretching frequencies indicate the higher disorder of the chains
caused by the presence of double bonds in the acyl chains. The LPA derivatives are known
to form complexes with HSA [19] in the 1:3 HSA:LPA ratio. Thus, the formed complexes
were measured with the use of FTIR to investigate whether absorbance shifting occurred.
HSA peaks dominate in the spectrum compared with the LPA peaks, which is presumably
due to the significant difference in the molecular weights of the components. The two
main characteristic bands for albumin are the amide I and II bands at 1648 cm !, and at
1537 cm ™!, respectively [34,35]. According to our evaluation, there was a small spectral
shift of the amide I band in presence of LPA. The spectral shift was 1 cm ™! in the case of
bound 18:1 LPA, and 3 cm™! in the case of 18:2 and 16:0 LPA variants. These variations
indicate a subtle change in the secondary structure, while preserving the overall alpha-
helical nature of the protein. A similar shift was observed in the case of the amide II band.
These spectral changes in the amide bands might indicate the binding of LPA to HSA.

Earlier, Chen et al. showed that LPA protects hBM-dMSCs against hypoxia and serum
deprivation-induced apoptosis in vitro, indicating that LPA is a potent survival factor for
hBM-dMSCs in bone repair applications [36]. In addition, LPA was observed to promote
Hy0O;-induced autophagy [37], the effect of which was shown to play important roles in
cell survival [38]. These findings make LPA a promising candidate to improve the viability
and proliferation of hBM-MSCs during bone healing. Our cell viability measurement
data demonstrate that 18:1, 18:2 and 16:0 LPA species are non-toxic for hBM-dMSCs up to
10 uM concentration. Although there is evidence for the advantages of using LPA in bone
regenerative medicine [26,27], there are still some challenges with the in vivo application
of LPA. LPA is easily degraded in vivo by lipid phosphate phosphatases [39]; thus, LPA
requires a carrier that allows the successful delivery of the lipid. In our experiments, all the
three tested LPA species improved the proliferation of hBM-dMSCs, the effect of which
was more pronounced when administered in the presence of HSA. This finding supports
the assumption that HSA might serve as an ideal carrier for LPA in bone regenerative
applications. Further, 18:1 and 16:0 LPA species did not significantly improve the cell
proliferation without HSA. However, interestingly, this effect appeared in the case of 18:2
LPA in 3 and 10 uM concentrations. The regulated signaling pathway during this LPA effect
is not yet evaluated. However it is possible that these LPA species need to be transported
to their receptors for signaling pathway activation. The proliferative effect of LPA seemed
to be dose-dependent. The highest increments in cell proliferation were shown in 18:2 LPA
in 3 and 10 uM and 16:0 LPA in 0.3, 1, 3, and 10 uM concentrations.

LPA is known to mediate the migration of various cell types [40,41], which might
be connection to the experienced, LPA-enhanced proliferation of the hBM-dMSCs. In a
previous research article by Song et al., LPA induced the migration of hBM-dMSCs [42].
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Thus, as our next step, we investigated whether LPA in the presence or absence of HSA
affects the migration of hBM-dMSCs. However, no significant increase was observed.
Hence, it seems that, in our case, the viability-enhancing effect of LPA is not directly
proportional to the migration in the case of hBM-dMSCs.

5. Conclusions

During our experiments, the main goal was to investigate the potential effect of LPA
species on the viability of hBM-dMSCs, in vitro. The experiments included the toxicity
profile of various concentrations of 18:1, 18:2 and 16:0 LPA species alone or in combination
with HSA to investigate if the addition of LPA is beneficial for the attachment, proliferation,
and migration of hBM-dMSCs. The complex formation between HSA and LPA was also
analyzed with the use of IR spectroscopy. With these experiments, we aimed to find out
if there is any difference in the spectra of the formed complexes compared with the base
materials that could be visualized with IR spectroscopy. Thus, the characteristic peaks
were compared in order to determine if any shifting of the absorbance wavelength of the
characteristic peaks occurs. We found small spectral shifts of the amide I and II bands
of HSA in the presence of LPA, indicating subtle changes in the secondary structure of
the HSA due to the binding of LPA. The effect of LPA was also evaluated in vitro, with
the use of XTT and migration assay in hBM-dMSCs. We found that LPA enhances the
viability of hBM-dMSCs alone, the effect of which is more pronounced when administered
in combination with HSA. In summary, in the present study, we have demonstrated that
LPA is suitable for increasing cell viability alone and in combination with HSA in vitro,
which may be a useful supplementation in TERM-related applications.
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