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1. Introduction

Biocompatible and bio-active coatings can enhance and accelerate

osseointegration via chemical binding onto substrates. Amorphous calcium
phosphate (ACP) has been shown as a precursor to achieve mineralization in
vertebrates and invertebrates under the control of biological macromolecules.
This work presents a simple bioinspired Gelatin-CaPO, (Gel-CaP) composite
coating on titanium surfaces to improve osseointegration. The covalently
bound Gel-CaP composite is characterized as an ACP-Gel compound via SEM,
FT-IR, XRD, and HR-TEM. The amorphous compound coating exhibits a
nanometer range thickness and improved elastic modulus, good wettability,
and nanometric roughness. The amount of grafted carboxyl groups and
theoretical thickness of the coatings are also investigated. More importantly,
MC3T3 cells, an osteoblast cell line, show excellent cell proliferation and
adhesion on the Gel-CaP coating. The level of osteogenic genes is
considerably upregulated on Ti with Gel-CaP coatings compared to uncoated
Ti, demonstrating that Gel-CaP coatings possess a unique osteogenic ability.
To conclude, this work offers a new perspective on functional, bioactive
titanium coatings, and Gel-CaP composites can be a low-cost and promising

candidate in bone regeneration.
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Dental titanium implants have been in
use in clinical applications for more than
40 years due to their remarkable mechan-
ical properties and bioinert ability com-
pared with other artificial materials. De-
spite the many advantageous properties,
initial osseointegration and fast healing
of bone implants are still important is-
sues in the clinical field. Numerous stud-
ies showed that surface composition and to-
pography could play important roles in the
ingrowth of such implants and could im-
prove the cell-implant interaction.l'! Gen-
erally, depending on the bio-response of
the body, implants can be categorized into
several groups: bio-tolerant, bio-inert, and
bio-reactive.?] Since the surface properties
of the implant primarily govern the bi-
ological response to implants, it is crit-
ical to engineer the surface of the im-
plants appropriately to achieve the desired
surface interaction with the surrounding
cells and proteins.}] Since titanium metal is bio-inert, Ti im-
plants have been designed with bioactive oxide surfaces to pro-
mote osteoblast adhesion and proliferation, leading to active bone
formation.[*

In general, the methods for titanium surface modification
can be divided into different strategies: a physical treatment
and chemical techniques or combinations thereof. Commer-
cial treatments like sandblasting, grit blasting, and ion beam-
assisted deposition have been carried out to increase the surface
roughness to enhance positive cell behavior.’! Abundant stud-
ies showed that surface roughness and surface wettability could
influence biomechanical fixation and osteogenic cell adhesion,
differentiation, proliferation, and calcification.l®] However, physi-
cally treated implants, e.g., sandblasted materials, could pose po-
tential risks of surface corrosion or surface contamination due
to the presence of blasting particle remnants.l”] Such particles
could induce inflammation at the bone-implant interface and in-
duce osteoclast activity. Unfortunately, these modification tech-
niques demand expensive and massive instruments to operate.
Due to chemical modifications, such as alkali heat treatment or
electrochemical anodization, activation of the titanium surface
and resulting attraction of osteoblast cells could be achieved.[®]
Especially, oxygen plasma is one of the simple procedures to
alter titanium surface chemistry and wettability.’) Chemical
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modifications can be feasible for surface modifications with their
cheap cost and simple procedures.

An ideal coating should not only mimic the bone structure
and establish a fast bonding to the host bone, enabling fast
healing and integration. In recent decades, calcium phosphate
(Ca-P) coatings have become a promising alternative to en-
hance metallic implants’ osteointegration and improve stress
shielding.['! Hydroxyapatite (HAP), which could exhibit physio-
logical compatibility and osteoconductive properties, became the
first choice of titanium coatings. Besides, it was assumed that
nano-dimensional HAP particles have a higher surface area and
play an essential role in facilitating favorable osteogenic cell ad-
hesion and proliferation.[''] Nanometric calcium phosphate like
Calcium-deficient hydroxyapatite (CDHAP) with needle shape
could generate a favorable osteoimmune environment to regu-
late osteoblast differentiation and osteogenesis.!'?] However, the
problem with physically bound coatings is their partial or com-
plete detachment by particle abrasion or coating delamination,
which could lead to inflammation.!*]

Amorphous calcium phosphate (ACP) is another phase in the
group of calcium orthophosphates and was reported to be more
beneficial for promoting early bone formation and remineral-
ization than highly crystalline HAP."*l From the “bio-reactivity”
point of view, ACP could facilitate bone-like apatite development
more efficiently, thus inducing faster bone regeneration.'”! It is
reported that ACP and HAP coatings would not be dissolved in
SBF solution, thus not weakening the bonding strength and de-
creasing the adhesive strength.[1¢]

From the viewpoint of bone formation, many studies sup-
ported the theory of ACP precursors in bone mineralization.
They showed a disordered ACP as a major component in the
newly formed parts of the zebrafish fin bone. Observation in in-
vertebrates also illustrated that the initially deposited ACP trans-
forms into a crystalline mineral phase over time via deposition
inside the gap regions of collagen fibrils directly or delivering as
extra fibrillar nanoparticles.['”] However, this is still disputed for
vertebrates since an amorphous phase is hard to detect or ob-
serve in the formation of bone minerals by conventional analyt-
ical techniques. Nevertheless, recent studies established a suc-
cessful biomimetic mineralization model in vitro.['®] For exam-
ple, Andersson et al. offered a possible detailed transformation
mechanism of amorphous calcium phosphate spherical particles
to apatite platelet-like crystals.'] All these studies point out the
significance of ACP in organism mineralization.

In nature, macromolecules are known to serve as a template to
control the growth of calcium phosphate crystals. Imai et al. re-
ported that collagen-derived gelatin molecules could govern the
construction of lattice architecture of dicalcium phosphate.[?’]
Sommerdijk et al. also demonstrated that collagen promotes the
infiltration of ACP into fibers to control mineralization actively
by exploiting polyaspartic acid (pAsp) as an inhibitor.2!] Tay et al.
showed that the same is possible using a polycation and pointed
out the role of a Gibbs-Donnan equilibrium for collagen intrafib-
rillar mineralization.”?) A model of “brick-and-mortar” nacre ex-
plained the relationship of ACP, HAP, and biological molecules
during the process of aggregation of nanometric apatite. ACP and
macromolecules could act as “mortar” to cement the crystallized
“bricks” of HAP.?)] In order to improve the compressive strength
of calcium phosphate cement, up to 10.7 — 14 Mpa, Panzavolta
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et al. showed that the addition of gelatin to calcium phosphate
could improve the compressive strength up to 10.7 — 14 Mpa,
compared to 2 — 4 Mpa.[?l Thus, gelatin-CaP composites appear
to be a promising material with excellent mechanical properties
as a coating for a bone implant.

A noncovalent gelatin coating of arterial implants was al-
ready reported!®®! as well as noncovalent titanium implant col-
lagen coating,?®! also in CaP-mineralized form of collagen and
gelatin.[?’] However, to prevent potential detachment, which
is problematic for physically bound coatings, forming cova-
lent bonds between implant and coatings is an advantageous
strategy.['] This has indeed already been realized by covalently
binding hyaluronan to titanium(?®] as well as collagen type 1 via
silane chemistry.?’! However, as gelatin is much better water-
soluble than collagen and cheaper, we adapt similar chemistry to
gelatin towards a low-cost strategy to endow titanium implants
with a bioactive property to achieve stable initial osteointegra-
tion and rapid bone formation. We fabricated the titanium im-
plant surface coatings by grafting two different silane coupling
agents through vapor and liquid methods. Then, in vitro mim-
icking biomineralization was introduced in synergy with a bio-
compatible HAP nucleation inhibitor (i.e., pAsp). The underly-
ing mechanism of mineralization has also been investigated to
confirm if the compound is similar to a bone apatite precursor.
More importantly, the osteoblast response stimulated by the Gel-
CaP coating in vitro was evaluated showing high expression of
osteogenic genes in both different Gel-CaP coatings.

2. Results and Discussion

2.1. Morphologies and Elemental Distribution within the
Coatings

In this work, a feasible, simple, and low-cost route has been es-
tablished to fabricate Gel-CaP coatings on a titanium surface to
endow it with osteoconductive ability with titanium (Figure 1).
Briefly, titanium plates are cleaned by Piranha solution and pre-
treated with subsequent oxygen (O,) plasma to alter the surface
chemistry terminated by hydroxyl groups, which is labeled as
Ti—OH. Then the hydroxyl groups were chemically reacted with
triethoxysilypropylmaleamic acid or 3-(triethoxysilyl)propyl suc-
cinic anhydride yielding covalent silane attachment, which is
called Ti-TESPMA or Ti-TPSA. Subsequently, gelatin was bound
to the carboxyl groups via NHS/EDC activation chemistry la-
beled as Ti-TESPMA-Gel or Ti-TPSA-Gel. At last, these plates
were immersed in a mineralizing solution to mimic the process
of biomineralization for 7 days. The final product is called Ti-
TESPMA-Gel-CaP or Ti-TPSA-Gel-CaP. The morphology of the
titanium surface was analyzed by SEM after every procedure (Fig-
ure 2A). The analysis revealed that Ti displays a porous surface
after the surface treatments. The generation of pores is attributed
to sub-surface corrosion by piranha solution treatment. In com-
parison, the surfaces of the corresponding Ti-TESPMA-Gel or Ti-
TPSA-Gel appear to be smoother after the gelatin graft. In addi-
tion, Gel-CaP coatings were observed to have a porous, rough sur-
face. Rough surfaces have been demonstrated to provide excellent
mechanical properties for the interface and a three-dimensional
structure for cell adhesion.*"! The insets in Figure 2A and Ta-
ble S1, Supporting Information, show the EDS results of each
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Figure 1. Schematic illustration of the Gel-CaP coating formation on Ti surface.

compound. The EDS results demonstrated the appearance of sil-
icon signals in Ti-TESPMA or Ti-TPSA and nitrogen signals in
Ti-TESPMA-Gel or Ti-TPSA-Gel, confirming the success of the
chemical coupling of the silanes resp. gelatin. The appearance
of calcium and phosphorus in Ti-TESPMA-Gel-CaP or Ti-TPSA-
Gel-CaP demonstrated a successful mineralization with calcium
phosphate, but the Ca and P mass content was found to be low
(Table S1, Supporting Information). Also, calcium phosphate did
not form any aggregates on the surface, which indicates that it is
incorporated within the gelatin layer. This finding is important
since big calcium phosphate particles like HAP on the implant
surface have the potential risk of being detached and can lead to
inflammation.l>!] Moreover, the low solubility product of HAP is
considered the bottleneck, and it is reported that HAP cannot dis-
solve even after nine month’s implantation.[*?) On the contrary,
calcium ions could easily be released from our titanium surface
and then participate in the entire life cycle of bone formation.!*]

In order to further explore the chemical composition of the
coatings, XPS measurements were performed. Figure 2B and
Figure S1, Supporting Information, show the XPS survey spec-
tra of the different compounds. The surface of Ti-TESPMA-Gel-
CaP and Ti-TPSA-Gel-CaP showed the presence of elements of
Ti, O, C, N, Si, Ca, and P, which are in accordance with EDS
mapping results. As expected, Ca and P cannot be observed on
Ti-TESPMA-Gel or Ti-TSPA-Gel. Si2p peaks could be observed
at the binding energy of 101.58 eV, indicating Si-O bonds on
the surface. Figure S2, Supporting Information, depicts the high-
resolution XPS spectra of the elements of oxygen (O 1s), calcium
(Ca 2p), and phosphorous (P 2p) in the corresponding CaP coat-
ing compound. As for Ti-TESPMA-Gel-CaP, the binding energy
of O 1sislocated at 531.2 €V, 531.8 eV, and 532.1 eV, which could
be attributed to Ti—-O bonded on the surface. P2p peaks can be
observed at 132.8 eV, which can be deconvoluted into two sep-
arate peaks: 133.3 eV and 132.5 eV, indicating the existence of
HPO,?" and PO,>~. Furthermore, Ca 2p peaks can be observed
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at 351 eV and 347.4 eV, which can also be associated with cal-
cium present in the Ca,;(PO,),. As for Ti-TPSA-Gel-CaP, O 1s
peaks located at 530.2 eV, and the measured P 2p showed the peak
at 132.8 eV, which could be attributed to Ti-O and P-O bonds.
The high-resolution XPS spectrum of Ca 2p showed two peaks of
Ca 2p,;, (349.8 eV), and Ca 2p;, (346.1 eV), which could be as-
signed to bivalent calcium.[** The values measured here all rep-
resent the composition of the first few nanometers of the coating
on the surface and might also reflect the situation deeper in the
coatings. The detailed surface elemental composition is shown
in Table S2, Supporting Information. The content of different el-
ements (at.%) was determined by area under the curve fittings.
The data clearly demonstrated that the atomic ratios of Ca/P in
Ti-TESPMA-Gel-CaP and Ti-TSPA-Gel-CaP are 1.48 and 1.65 re-
spectively. According to previous research, calcium-deficient hy-
droxyapatite (CDHA) has Ca/P ratios ranging from 1.5 to 1.667,
and amorphous calcium phosphate (ACP)’s ratio is within the
scope of 1.2-2.2, which fits the compound of calcium phosphate
on the surface.® In conclusion, the coatings consisted of cal-
cium phosphate.

2.2. Phase Determination of the Mineral Component of the
Coatings

FTIR was first used to investigate the calcium phosphate on the
surface of the different compounds (Figure 2C, Figure S3B, Sup-
porting Information). Ti-TESPMA or Ti-TPSA each show a signal
in the range between 1005 and 894 cm™!, which can be attributed
to the Si-O group, while the sharp signals at 1704 cm™" and the
broad signals ~#1500-1700 cm™" can be assigned to the carboxyl
group.

Also, the amount of bound carboxy groups on the Ti-TESPMA
can be estimated by titration with toluidine blue O (TBO), which
is known to quantitatively bind to carboxyl groups (Figure S4,
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Figure 2. A) Surface SEM images and EDS pattern for the seven different compounds. B) XPS survey spectra of Ti-TESPMA-Gel and Ti-TESPMA-Gel-CaP,
C) FT-IR spectra analysis of Ti-TESPMA-Gel-CaP, Ti-TESPMA-Gel, Ti-TESPMA, and Ti samples, D) XRD spectra of Ti-TESPMA-Gel-CaP, Ti-TESPMA-Gel,
Ti-TESPMA, and Ti. E) HR-TEM images and SAED graphs of the gelatin-CaP composite.
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Supporting Information). First, we used titania plates with six dif-
ferent concentrations of silane coupling moieties and made a cal-
ibration between TBO concentration and absorption at 630 nm.
Then, the concentration of the carboxy groups from the grafted
silane coupling agent of each sample on the modified Ti surface
was determined via the bound TBO after the TBO had been re-
leased by acetic acid. With increasing concentration of the silane
coupler on the titanium surface, the concentration of the sur-
face grafted carboxyl group initially increased (Figure S5, Sup-
porting Information). At a certain point, the concentration of
COOH groups reached a maximum of 5.73 pmol cm=2 (6 wt.%
silane coupling agent). This corresponds to a maximum of 35
COOH groups per nm? on the Ti-TESPMA surface theoretically.
However, the concentration of bound carboxy groups slightly de-
creased again at a higher coupling agent concentration. These re-
sults showed that the bound silane on the surface reaches a max-
imum concentration bound to the surface despite the increas-
ing TESPMA concentration. These results indicate that the silane
grafting reaction was successful.

Meanwhile, the signal at 1563 cm™ in Ti-TESPMA-Gel and
Ti-TPSA-Gel suggested the presence of secondary amide, show-
ing that the gelatin molecule was connected to the titanium sub-
strate via a covalent amide bond with the silane coupling agents
(triethoxysilypropylmaleamic acid and (triethoxysilyl)propyl suc-
cinic anhydride). As for the mineralized coatings, signals at 1015
cm™! and 947 cm™! were observed, which were attributed to the
P-O stretching band.[**] Nancy et al. also observed that the sec-
ond derivative of the v; PO, band changed from 992 to 1015 cm™!
during the process of ACP in the developing matrix preceding
the formation of apatite.[”] Overall, these results indicate that the
phase of the mineral component of the coating may be ACP or
poorly crystallized HAP.

In addition, giXRD was applied to gain a more detailed insight
into the phase composition of the CaP coatings. Figure 2D shows
XRD micrographs of the different compounds. Signals at 35,
38.4,40.2, 52.9, and 62.9° were measured for every compound.
These signals correspond to the (100), (002), (101), (111), and
(002) planes of Ti, respectively. The XRD patterns of Ti-TESPMA-
Gel and Ti-TESPMA-Gel-CaP show similar Ti signals. The lack
of additional reflexes indicates that the CaP on the surface is ei-
ther amorphous or the CaP amount in the surface layer is too
low to be detectable. All XRD patterns in Ti-TPSA compounds
(Figure S3A, Supporting Information) were similar to those in
the Ti-TESPMA compounds. That means CaP on the surface of
Ti-TPSA-Gel-CaP could also be inferred as amorphous calcium
phosphate rather than poorly crystallized hydroxyapatite or its
amount was too low for detection.

To further study the mechanism to underline the combina-
tion of calcium phosphate and gelatin, a 1 wt.% gelatin solu-
tion was selected to connect with CaCl, and Na,HPO, under
similar mineralization conditions to those for the surface-bound
gelatin layer. TEM analysis showed that CaP-gelatin compos-
ites exerted nanoparticle clusters with a hollow structure. Se-
lected area diffraction (SAED) confirmed that the CaP-gelatin
compound was in amorphous form (Figure 2E). Furthermore,
EDS in Figure S6, Supporting Information, clearly shows the
elemental composition of the nanoparticles. Strictly speaking,
the nucleation of free calcium phosphate-gelatin composites and
the nucleation of calcium phosphate on surface-bound gelatin
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does not work in a similar way. First, some important functional
groups of the surface-bound gelatin are not available during nu-
cleation in comparison to free gelatin. Furthermore, gelatin does
not have the completely same structural features as functional
collagen, the organic matrix in bone. However, gelatin as a dena-
tured form of collagen, still retains some of the functional prop-
erties, enabling a relative comparison of the mineralization pro-
cess. Some researchers suggested that pAsp could inhibit cal-
cium phosphate nucleation in synergy with collagen fibers to con-
trol mineralization.2!8] In that experimental setup, ACP could
actively penetrate into the discrete spaces of collagen fibrils and
grow in a specific crystalline orientation under the interaction of
amino acids.?!l Hence, it appears to be plausible that calcium
phosphate on the coating of Ti-TESPMA-Gel-CaP or Ti-TPSA-
Gel-CaP may be in the amorphous form.

2.3. Thickness, Surface Roughness, Wettability, and Mechanical
Properties of the Surface Layers

To determine the thickness of the covalently attached surface
layer, it was sputtered with gold first and then observed by FIB-
SEM. Figure 3A shows the SEM images of the FIB-cuts, where
the approximate thickness in Ti-TESPMA-Gel-CaP was ~600—
800 nm while that in Ti-TPSA-Gel-CaP was ~200-400 nm. The
variant thickness may attribute to different concentrations of
silane coupling agents and different methods for grafting silane
coupling agents.

In order to measure the approximate amount of gelatin of
Ti-TESPMA-Gel, we chose Fluoresceineisothiocyanate (FITC) to
attach to the amine groups of Ti-TESPMA-Gel and then mea-
sured the fluorescence intensity.*! Briefly speaking, different
concentrations of gelatin solutions were utilized to react with
EDC-NHS-activated Ti-TESPMA. A calibration was made be-
tween different concentrations of FITC solution and absorbance.
Thus, bound gelatin concentrations were obtained by calculating
the corresponding absorbance for the unbound FITC left in so-
lution. The results showed that the thickness of Ti-TESPMA-Gel
was not related to the concentration of gelatin solutions before
binding (Table S3, Supporting Information). The thickness of
the gelatin coatings can be calculated from the amount of bound
gelatin considering that the Ti-TESPMA-Gel coatings have
approximately a thickness of 500-1000 nm depending on the
concentration of the gelatin solution in the reaction (Table S3,
Supporting Information). For 1% of gelatin solution, applied in
the reaction to prepare Ti-TESPMA-Gel-CaP, the thickness of the
swollen gelatin layer is 680 nm. This confirms the experimental
result from FIB-SEM, which showed that the thickness of the
dry Ti-TESPMA-Gel-CaP layer was in the range of 700—800 nm.
Nanometric apatite has been confirmed to offer calcium and
orthophosphate ions for the bone “remodeling” process!®! and
our FiB-SEM shows that the coatings have a sub-micron-scale
thickness. The unaggregated nano-ACP in the gelatin layer could
facilitate the new bone formation at the interface of bone and
implant.

Furthermore, high-resolution AFM images revealed the
roughness of the CaP coatings. In Figure 3B, the rough-
ness with CaP coatings does not seem to change dramat-
ically compared with untreated Ti (Ti-TESPMA-Gel-CaP,
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Figure 3. A) FIB-SEM images of Ti-TESPMA-Gel-CaP and Ti-TPSA-Gel-CaP. Scale bars: 1T um (left) and 200 nm (right). B) 3D AFM images of untreated
Ti (uTi), Ti-TESPMA-Gel-CaP, and Ti-TPSA-Gel-CaP. C) Water contact angle for uTi, Ti, Ti-TESPMA-Gel-CaP, and Ti-TPSA-Gel-CaP. D) Load-penetration

depth curves of nanoindentation test for Ti and dry Ti-TESPMA-Gel-CaP.

188 + 91 nm; Ti-TPSA-Gel-CaP, 171 + 40 nm compared to
Ti, 154 + 42 nm). It was reported that a micron-nanoscale mod-
ification of an implant surface would be advantageous for the
binding of a variety of proteins, which can combine with selective
receptors of osteoblasts to influence osteoblast proliferation and
maturation, eventually leading to new bone formation.*"!

In terms of altering the interaction of the cell with the sur-
face, surface energy or wettability is reported to be an impor-
tant factor.l*] A static water contact angle (WCA) was measured

Adv. Healthcare Mater. 2023, 12, 2203411 2203411 (6 0f13)

from two Gel-CaP coatings and control samples. As shown in
Figure 3C, the WCA of untreated Ti was nearly 77.06° + 4.26°.
The WCA of Ti decreased significantly due to the piranha so-
lution treatment. After grafting coatings, the mean WCA in Ti-
TESPMA-Gel-CaP and Ti-TPSA-Gel-CaP were 52.47° + 10.36°
and 58.72° + 17.58 ° respectively. This indicates that the surface
of the CaP coatings is more hydrophilic and therefore more suit-
able for osseointegration by attracting more proteins to promote
the adhesion of osteoblasts.[*0-#1]

© 2023 The Authors. Advanced Healthcare Materials published by Wiley-VCH GmbH
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Figure 4. Calcium release curve from measuring Ca potential by Titration on Ti-TESPMA-Gel-CaP and Ti-TPSA-Gel-CaP.

The mechanical properties of Ti-TESPMA-Gel-CaP were inves-
tigated by nanoindentation in the dry state (Figure 3D). The val-
ues of nanohardness and Young’s modulus were calculated and
are displayed in Table S4, Supporting Information. Ti-TESPMA-
Gel-CaP showed a drop in elastic modulus compared to Ti (i.e., Ti-
TESPMA-Gel-CaP 18.20 + 1.78 GPa and Ti 125.15 + 15.56 GPa),
which is much closer to bone’s elastic modulus (7 — 30 GPa).[*?]
Stress shielding is a major problem for titanium implants, and
it would easily lead to new bone injuries.[*}! In this line, the Gel-
CaP coatings have desirable mechanical properties for osseoin-
tegration. Moreover, the ratio of nanohardness (H) and Young’s
modulus (elastic modulus, E) was calculated to evaluate the elas-
tic strain to failure of the coating.[* The results showed a higher
HJ/E ratio of Ti-TESPMA-Gel-CaP than Ti (0.034 compared to
0.022, respectively), which may indicate better wear resistance.
Some researchers proposed that HAP or poorly crystalline HAP
is always considered responsible for brittleness in a load-bearing
application.[*’! In this regard, our CaP coatings’ mechanical prop-
erty was improved by the addition of gelatin. From this viewpoint,
surface modification of titanium with covalently bound Gel-CaP
could be a promising addition to titanium implants.

2.4. Release of Calcium lons from the Coatings

Despite a solubility product of only 107%°, amorphous calcium
phosphate was reported“®l to release calcium ions in water or
body fluid to bind to acidic proteins and create supersaturation
conditions of surrounding biological fluids for bone mineral
nucleation,*>*/] since the solubility product of biological apatite
is much lower with 107° for calcium deficient carbonated
HAP.[*] Therefore, the calcium potential was measured in solu-
tion to estimate the amount of calcium release from the Gel-CaP
surface layers. In Figure 4, it is displayed that calcium ions were
rapidly released from the surface of Gel-CaP. The calcium con-
centration reached 3.37 pmol 17! and 5.56 pmol 17!, respectively,
after 12 h in Ti-TPSA-Gel-CaP and after 48 h in Ti-TESPMA-Gel-
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CaP. Later, the Ca concentration in Ti-TESPMA-Gel-CaP arrives
at nearly 16 umol 17! after 140 h, and that in Ti-TPSA-Gel-CaP
can reach 5.5 umol 17! after 45 h. This is interesting to note since
the Gel-CaP Surface layers should, in principle, be the same,
but they exhibit a difference in Ca’?* release after 45 h. This
can be explained by the 1/3 lower surface Ca?* concentration in
Ti-TPSA-Gel-CaP as compared to Ti-TESPMA-Gel-CaP (Table S2,
Supporting Information). Also, from XPS and EDS, the Ca?*
concentrations in the entire Ti-TPSA-Gel-CaP layer are consid-
erably lower than in Ti-TESPMA-Gel-CaP (Tables S1 and S2,
Supporting Information), which could explain the higher Ca®*
release from in Ti-TESPMA-Gel-CaP. Nevertheless, it needs to
be considered that in both cases Ca** was still released after the
end of the measurement with an even increasing release rate
after 100 h for Ti-TESPMA-Gel-CaP. Thus, it can be inferred that
both surface layers release Ca’* even after days, which is advan-
tageous for new bone generation. Interestingly, Xue et al. found
that the expression of BSP, a later-phase marker of osteogenic
differentiation, was higher in low concentrations of Ca?* media
than in high concentrations of Ca** media. Besides, in vivo re-
sults showed that the higher Ca’* content delays the maturation
of cells and allows greater proliferation before reaching matura-
tion, leading to increased bone volume while reaching the same
terminal fate.l*8] The results were similar to our subsequent
biological experiments. MC3T3 cells cocultured in Ti-TESPMA-
Gel-CaP showed better adhesion than in Ti-TPSA-Gel-CaP,
while the osteogenic-related markers like BSP expressed higher
in Ti-TPSA-Gel-CaP than that in TESPMA-Gel-CaP. In this
regard, releasing Ca ions is suitable and imperative to maintain
the extracellular concentration of calcium to promote bone
formation.[*?)

2.5. Biocompatibility of the Modified Surfaces

In this study, Gel-CaP surface layers on titanium implants
with submicron thickness were designed in order to increase
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858017 SUOWIWOD SAERID 3|(dedldde 8Ly Aq peuienob ae Ssppiie YO ‘8sN JO SajnJ o A%Iq1 78Ul JUO AB]IM UO (SUORIPUOD-PUR-SWLBIWI0D A8 |1 ARe.q1|Bu [UO//:Sdny) SUOIPUOD Pue SULB | 8L 88S *[£202/80/0T] U0 Aiq1T8UlUO A8]IM ‘IS INISU| B1BYIS [Ned AQ TTYE0220Z WUPe/Z00T 0T/I0p/Loo"A8|im Ariqijeul|uo//sdny wouy pepeojumoa ‘0z ‘S20Z ‘65922612



ADVANCED
SCIENCE NEWS

HEALTHCARE

www.advancedsciencenews.com

A Day1

0.5 1.0 . 1.5

www.advhealthmat.de

Day5

2.0

. * Ti
" 0.4 . o 0.8 o 5 1o * g 15 . Ti-TESPMA-Gel
s 03 s 0.6 s " = x o i Gel-
>N L, ns >~ . >w . n.s g 1.0 Ti-TESPMA-Gel-CaP
a 0.2 a 04 Q a Ti-TPSA-Gel
°© °© 2 s S g ] T-TPSA-Gel-CaP
0.1 0.2 -5 T -Gel-
0.0 0.0 0.0 0.0

Ti-TESPMA-Gel-CaP

Ti-TPSA-Gel-CaP

3'Da 1 Da

1 Day

3 Da

Figure 5. A) Results of Cell Counting Kit-8 (CCK 8) test for MC3T3 cells cultured on Ti, Ti-TESPMA-Gel, Ti-TESPMA-Gel-CaP, Ti-TPSA-Gel, and Ti-TPSA-
Gel-CaP for 1day, 3 days, 5 days, 7 days. *p < 0.05. B) Immunofluorescence images of MC3T3 cells cultured on Ti, Ti-TESPMA-Gel-CaP, and Ti-TPSA-Gel-
CaP for one day, three days after seeding. The cell nuclei exhibit blue signal stained with DAPI, and the cytoskeleton shows green fluorescence stained

with FITC-phalloidin. (The scale bar can be applied to every picture.)

osseointegration. Thus, cell responses or cellular behavior to Gel-
CaP surface layers were investigated in this study. At first, the
viability of MC3T3 osteoblast cells cultured on Ti, Ti-TESPMA-
Gel, Ti-TPSA-Gel, Ti-TESPMA-Gel-CaP, and Ti-TPSA-Gel-CaP
was quantified by Cell counting Kit-8 (CCK8) (Figure 5A). The
amounts of cells in the five groups showed an upward trend for
seven days. After one day, Ti-TESPMA-Gel-CaP did not experi-
ence an apparent cell growth compared to Ti. However, compared
with Ti, Ti-TPSA-Gel-CaP, or Ti-TESPMA-Gel-CaP, it exhibited a
higher OD value of cell density from 3 days to 7 days after cell
seeding. Concurrently, all Gel-CaP coatings showed a higher OD
value than corresponding gelatin coatings at each observation
time.

Moreover, the morphology and adhesion of MC3T3 cells were
shown by immunofluorescence (IF) staining and SEM. In Fig-
ure 5B, all MC3T3 cells showed good adhesion on Ti, Ti-
TESPMA-Gel-CaP, and Ti-TPSA-Gel-CaP. However, the MC3T3
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cells that adhered to Gel-CaP coatings exerted much more filopo-
dia and lamellipodia than those on the Ti surface, which indicated
better attachment. The amount of MC3T3 cells was significantly
higher on Gel-CaP coatings than the Ti group after three days of
cell spreading. Figure 6A,B shows the SEM images of MC3T3
cells cultured with Ti, Ti-TPSA-Gel-CaP