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To explore molecular mechanism of mediation of adsorbed proteins to cell adhesion and growth on
biomaterials, this study examined endothelial cell adhesion, morphology and viability on bare and ti-
tanium nitride (TiN) coated nickel titanium (NiTi) alloys and chitosan film firstly, and then identified the
type and amount of serum proteins adsorbed on the three surfaces by proteomic technology. Subse-
quently, the mediation role of the identified proteins to cell adhesion and growth was investigated with
bioinformatics analyses, and further confirmed by a series of cellular and molecular biological experi-
ments. Results showed that the type and amount of adsorbed serum proteins associated with cell
adhesion and growth was obviously higher on the alloys than on the chitosan film, and these proteins
mediated endothelial cell adhesion and growth on the alloys via four ways. First, proteins such as adi-
ponectin in the adsorbed protein layer bound with cell surface receptors to generate signal transduction,
which activated cell surface integrins through increasing intracellular calcium level. Another way,
thrombospondin 1 in the adsorbed protein layer promoted TGF-b signaling pathway activation and
enhanced integrins expression. The third, RGD sequence containing proteins such as fibronectin 1,
vitronectin and thrombospondin 1 in the adsorbed protein layer bound with activated integrins to
activate focal adhesion pathway, increased focal adhesion formation and actin cytoskeleton organization
and mediated cell adhesion and spreading. In addition, the activated focal adhesion pathway promoted
the expression of cell growth related genes and resulted in cell proliferation. The fourth route, coagu-
lation factor II (F2) and fibronectin 1 in the adsorbed protein layer bound with cell surface F2 receptor
and integrin, activated regulation of actin cytoskeleton pathway and regulated actin cytoskeleton
organization.

� 2013 Elsevier Ltd. All rights reserved.
1. Introduction

Biomaterialeprotein interactions and biomaterialecell in-
teractions are two important scientific issues in the research of
biocompatibility of biomaterials. Actually, protein adsorption is the
first biological event occurred on biomaterial surface, followed by
cell adhesion and growth, when biomaterials are implanted in vivo
or tested in vitro [1]. The types, concentrations and conformations
of adsorbed proteins play decisive role in subsequent cell response
to the biomaterials [2], which can significantly affect the cell
adhesion, spreading, migration and proliferation [3,4]. Herein, to
understand the mechanism of cells interact with materials,
x: þ86 25 83792882.
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the internal correlated three aspects, the “material surface-
protein adsorption”, “material surface-cell behavior” and “protein
adsorption-cell behavior”, must be systematically studied.

However, most of the researches to date are carried out sepa-
rately on the three aspects. In the study of “material surface-protein
adsorption”, a variety of methods including isotope labeling, quartz
crystal microbalance, ellipsometry, ultraviolet absorption assay and
biosensors were used to study proteins adsorption on biomaterials
[5e8]. However, these studies mainly focused on investigation of
one or several specific proteins adsorption. In fact, the identified
blood proteins are more than one thousand kinds [9]. Hence, when
biomaterials implanted in vivo or tested in vitro, a variety of pro-
teins from blood or serum containing culture medium will
competitively adsorb on the surface to form a composite protein
layer. Proteomics technology, a powerful tool for high-throughput
investigates components of protein layer, has been used in study
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of serum and plasma proteins adsorption on biomaterials such as
titanium and hydroxyapatite [10,11]. However, the mediation of
protein layer components to subsequent cell behavior was not
studied.

In the study of “material surface-cell behavior”, researchers have
examined various cell behaviors such as cell adhesion, morphology
and proliferation on different biomaterial surfaces by using a va-
riety of cytological methods [12,13]. However, the mediation of cell
behavior by adsorbed proteins has usually been skipped over.

For the “protein adsorption-cell behavior” study, focus is on
investigating the mediation of some specific proteins (e.g., fibro-
nectin) adsorption or immobilized polypeptide (such as those
containing arginineeglycineeaspartic acid (RGD) sequence) on
biomaterials to cell adhesion and migration. The results showed
that the adsorbed protein or immobilized polypeptide could
distinctly promote cell focal adhesion formation, cell adhesion,
spreading and migration [14,15]. However, they did not explain the
mechanism of adsorbed protein-mediated cell behavior. In other
words, with the results from these studies we can only know
whether the adsorbed protein has effect on cell adhesion and
growth, but don’t know how the adsorbed protein mediates cell
behavior at molecular level. In addition, cell behavior on bio-
materials is mediated by a variety of proteins in adsorbed protein
layer rather than single protein. Therefore, the mechanism of
mediation of adsorbed protein layer components to cell behavior
can be in-depth understood only on the basis of proteomics anal-
ysis of adsorbed protein layer on biomaterial.

NiTi alloy has been widely used in the interventional treatment
of cardiovascular disease due to its shape memory and super-
elasticity. TiN coating was used to reduce nickel release from NiTi
alloy for improved biocompatibility [16]. Since chitosan has good
biocompatibility and biodegradability, it has been explored in
wound healing, drug delivery and tissue engineering application
[17]. However, it was reported that pure chitosan film had a
certain inhibitory effect on cell adhesion and proliferation [18]
and the decrease of cell adhesion was correlated with the
reduction of protein adsorption [19,20]. Therefore, study of pro-
tein adsorption on the NiTi alloys and chitosan filmwill contribute
to fully understanding of the biocompatibility of these materials.
To our knowledge, there is no report on proteomics analysis of
serum protein adsorption on these materials. Herein, the aim of
this study is to systematic investigate the molecular mechanism of
mediation of adsorbed serum protein layer components to
endothelial cells adhesion and growth on the three biomaterials
(biomaterialseproteins adsorptionecell adhesion and growth)
using cytological experiments, proteomic technology and bioin-
formatics analysis, as well as cellular and molecular biology
verification experiments.
2. Materials and methods

2.1. Sample preparation and characterization

The bare and TiN-coated NiTi alloy discs with diameter of 6 and 52 mm and
thickness of 1 mm were supplied by Lifetech Scientific (Shenzhen) Co., Ltd, China.
TiN coating onto polished NiTi (50.8 at% Ni) alloy disc was prepared using vacuum
filtered arc plasma deposition technique, and the coating thickness was about 1 mm.
The NiTi alloy samples were cleaned by ultrasonication in acetone, ethanol and
ultrapure water for 10 min each before experiment. Chitosan powder (Jinan Hai-
debei Marine Bioengineering Co., Ltd., China) with a deacetylation degree of 85%was
dissolved in 1% (v/v) acetic acid to formulate 2% (w/v) chitosan solution, and then
centrifuged for degassing. Chitosan films were spin-coated at a speed of 3000 rpm
for 3min on clean glass with 1mm thickness. After evaporation in a convection oven
at 45 �C for 12 h, the yield chitosan films were soaked into 1% (w/v) NaOH solution
for 24 h to neutralize the residual acetic acid, followed by rinsed with ultrapure
water to be neutral and finally dried in convection oven at 45 �C. The average
thickness of the chitosan films was 477 nm as determined by Dektak3ST surface
profile measuring system (Veeco Instruments Inc., USA). Each side of the bare and
TiN-coated alloys as well as chitosan films was sterilized for 1 h using a UV lamp
before biological experiments.

The surface morphology of the bare NiTi alloy, TiN-coated NiTi alloy and chi-
tosan film was examined by Nanoscope IIIa atomic force microscopy (AFM, Digital
Instrument Corp., USA). Imaging was performed in tapping mode with a silicon tip.
All samples were analyzed in air at room temperature. The root mean square (Rms)
roughness was determined under a scan range of 1.5 � 1.5 mm2, using NanoScope
software version 4.32r3. Measurements were performed at least three random areas
per sample.

Automatic goniometer CAM200 (KSV Inc., Finland) was used to measure the
water contact angles on the surfaces by static sessile drop method. Ultrapure water
was used as a probe liquid, and the measurements were carried out in air at room
temperature. For each type of surface, at least three samples were measured to
obtain a statistical result.
2.2. Cell isolation and culture

Human umbilical vein endothelial cells (HUVECs) were isolated from healthy
human umbilical veins according to our previousmethod [16]. The obtained HUVECs
were cultured in medium 199 (Hyclone), supplemented with 20% (v/v) bovine
serum (Hyclone), 30 mg/mL endothelial cell growth supplement (ECGS) (Millipore),
1% (v/v) penicillinestreptomycin (Gibco) and 0.5% (v/v) heparin (medical grade), at
37 �C in 5% CO2 atmosphere. The medium was changed every 3 days. When
confluent, the cells were harvested with 0.05% (w/v) trypsin-0.02% (w/v) ethyl-
enediaminetetraacetic acid (EDTA) solution. Passage 3e5 HUVECs were used in this
study.
2.3. Cell morphology observation

HUVECs were seeded at a density of 2.5�104 cells/cm2 on 96-well tissue culture
polystyrene (TCPS) plates (Corning) with or without the bare and TiN-coated NiTi
alloys and chitosan film samples (sample diameter 6 mm), and cultured in medium
199 containing 20% bovine serum and 1% penicillinestreptomycin for 4 h and 24 h,
respectively. After each incubation period, the cell morphology was visualized by
fluorescent acridine orange staining. In brief, all samples were rinsed with
phosphate-buffered saline solution (PBS) (pH 7.4) once, and then cells were fixed
with 95% (v/v) ethanol for 10 min, and incubated with 0.02% (w/v) acridine orange
solution for 15 min at room temperature in darkness. After washing with PBS three
times, the adherent cells were examined using a fluorescence microscope (BX51,
Olympus, Japan).
2.4. Cell adhesion assay

HUVECs were seeded on TCPS dishes (Corning) with or without the bare and
TiN-coated NiTi alloys and chitosan film samples (sample diameter 52 mm), at a
density of 2.5 � 104 cells/cm2 and cultured in medium 199 containing 20% bovine
serum and 1% penicillinestreptomycin. After 2 or 4 h, medium was removed and
surfaces were washed with PBS twice, adherent cells were collected by trypsiniza-
tion and counted using a hemocytometer. Cell adhesion rate was calculated from the
proportion of adherent/seeded cells.
2.5. Cell viability assay (MTT test)

HUVECs were cultured on the bare and TiN-coated NiTi alloys, chitosan film and
TCPS for 4 and 24 h according to the procedure described in the cell morphology
observation. After each incubation period, the cell viability was determined by
methylthiazoltetrazolium (MTT) assay according to the method described in our
previous study [21].
2.6. Serum proteins adsorption kinetics determination

Bare and TiN-coated NiTi alloys and chitosan film samples with 52mm diameter
were placed in TCPS dish separately. 5 mLmedium 199 containing 20% bovine serum
was added to each dish, and incubated at 37 �C in 5% CO2 atmosphere for 0.25, 0.5, 1,
2, 3, 4 and 5 h, respectively. After each incubation period, the mediumwas removed
and the samples were gently rinsed once in PBS to remove residual medium, and
then samples were placed in new dishes to avoid interference from serum proteins
adsorbed on TCPS. 1 mL buffer solution (8 M Urea, 0.1 M TrisBase, 0.01 M DTT, pH 8.6)
was added to the surface of each samples, and incubated at room temperature for
20 min, to eluted adsorbed proteins from sample surface. All samples were eluted
twice by the buffer solution. This could effectively remove the adsorbed proteins
from the surfaces as determined by Fourier transform infrared (FTIR) spectroscopy
analysis (Supplementary Fig. S1) and protein concentration measurement. Total
protein concentration in the eluate was determined by the Bradford assay. At least
triplicate samples for each type surfaceweremeasured at each time point to obtain a
statistical result.
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2.7. Proteomic analysis of adsorbed serum proteins

According to the procedure described in the serum proteins adsorption assay,
the bare and TiN-coated NiTi alloys and chitosan film were incubated with medium
199 containing 20% bovine serum for 3 h, and then adsorbed proteins were collected
by elution. For each type of surface, adsorbed proteins collected from fourteen in-
dependent samples were pooled to address biological variation and to obtain
enough proteins for proteomic analysis. Protein samples were desalted by dialysis
using membrane with a molecular weight cut off of 1000 Da, and concentrated by
freeze-drying. The samples were separated by SDS-PAGE and subsequent identified
by NanoLC-MS/MS peptide sequencing technology were performed in ProtTech, Inc.,
(Norristown, PA, USA). In brief, each gel was sliced into 20 fractions, and proteins in
each slice were then digested in-gel with sequencing grade modified trypsin. The
resulted peptides mixture was analyzed by a LC-MS/MS system, in which a high
performance liquid chromatography (HPLC) with a 75 mm inner diameter reverse
phase C18 column was on-line coupled with an ion trap mass spectrometer. The
mass spectrometric data acquired were used to search the most recent non-
redundant protein database with ProtTech’s proprietary software suite. The output
from the database search was manually validated to verify proper protein identifi-
cation. Finally, relative protein abundance in each sample was obtained by label-free
protein quantitation.

2.8. Bioinformatics analysis

Functional category and KEGG pathway analyses of identified proteins were
performed by DAVID software (http://david.abcc.ncifcrf.gov/). RGD sequence dis-
tribution of the identified proteins was analyzed using ScanProsite software (http://
prosite.expasy.org/scanprosite/).

2.9. Verification experiments

2.9.1. Intracellular calcium levels determination
According to the procedure described in the cell adhesion assay, HUVECs

adhered on the bare and TiN-coated NiTi alloys and chitosan film after 0.5, 1, 2, 3 and
4 h culture were collected respectively by trypsinization. For the 0.5 h of culture,
nonadherent cells were also collected because a major of seeded cells had not
adhered at this time. To determine intracellular calcium levels, membrane perme-
able calcium indicator Fluo-3/AM (Beyotime, Haimen, China) was used according to
the manufacturer’s protocol. In brief, the collected cells were incubated with 5 mM
Fluo-3/AM for 30 min at room temperature in darkness, and the fluorescent in-
tensity of Fluo-3 was measured by flow cytometer (BD FACSCalibur, BD Biosciences,
USA) with excitation and emission wavelengths of 488 and 525/530 nm,
respectively.

2.9.2. Quantitative reverse transcriptase polymerase chain reaction (qRT-PCR)
Based on bioinformatics analyses, three transforming growth factor-beta (TGF-

b) receptor isoform genes (TGFBR1, TGFBR2 and TGFBR3) in TGF-b signaling pathway,
four important upstream genes (vinculin (VCL), talin 1 (TLN1), paxillin (PXN) and
focal adhesion kinase (FAK)) [22] and one crucial downstream gene (serine/threo-
nine kinase Akt, AKT) in focal adhesion pathway, and nine endothelial cell integrin a/
b subunit genes (ITGA1, ITGA2, ITGA5, ITGA6, ITGA9, ITGAV, ITGB1, ITGB3 and ITGB5)
[23] were selected for qRT-PCR analysis. HUVECs were seeded on the bare and TiN-
coated NiTi alloys and chitosan film, and cultured for 4 and 24 h according to the
procedure described in the cell adhesion assay. Total RNA was extracted using
RNAiso plus (Takara, Dalian, China). The concentration and purity of RNA samples
were measured using a UV/Vis spectrophotometer (Implen NanoPhotometer,
Implen Corp., Germany). Complementary DNA (cDNA) was synthesized using Pri-
meScript reverse transcriptase kit (Takara, Dalian, China) for subsequent PCR
amplification. Quantitative real-time PCR was performed on a 7500 Real-Time PCR
system (Applied Biosystems Inc., USA) with SYBR real-time PCR kit (Takara, Dalian,
China). Primers used in this study were listed in Supplementary Table S1. For each
gene, the qRT-PCR analysis was repeated at three times. b-Actin was used as
housekeeping reference gene because its threshold cycle value (Ct) did not differ
significantly among samples (data not shown). Gene relative expression ratios were
calculated using the 2eDDCt method [24], and the eDDCt was calculated with the
following formula, in which, cell cultured on the chitosan film was used as control.

�DDCt ¼ � ��
Cttarget gene � Ctactin

�
test�material �

�
Cttarget gene � Ctactin

�
control

�
(1)

2.9.3. Immunofluorescent staining of actin cytoskeleton and focal adhesion
HUVECs were cultured on the bare and TiN-coated NiTi alloys and chitosan film

for 4 and 24 h according to the procedure described in the cell morphology obser-
vation. At the end of each culture period, actin cytoskeleton and focal adhesion of
cells adhered on the above surfaces were stained using actin cytoskeleton and focal
adhesion staining kit (Millipore, USA) according to the manufacturer’s protocol. In
brief, the adherent cells were fixed with 4% paraformaldehyde in 1� PBS for 20 min,
permeabilized with 0.1% Triton X-100 in 1� PBS for 5 min and blocked with 1% BSA
(Sigma) for 30 min. Then the cells were incubated with vinculin monoclonal anti-
body (1:300) for 1 h. After washing three times (5 min each) with 1� wash buffer,
the cells were incubated with FITC conjugated goat anti-mouse IgG (1:125) and
TRITC-conjugated phalloidin (1:250) for 50 min. The cells were then washed three
times (5 min each) with 1� wash buffer, and nucleus staining was performed by
incubating with DAPI (1:1000) for 4 min. The stained cells were examined using a
fluorescence microscope (BX51, Olympus, Japan).

2.10. Statistical analysis

Data were presented as mean values � standard deviation. Statistical analysis
was performed using SPSS 15.0 software. Statistical significancewasmeasured using
one way analysis of variance (ANOVA) followed by StudenteNewmaneKeuls or
Dunnett C post-hoc tests for all paired combinations, and the mean difference was
considered to be significant while p value < 0.05, and very significant while p
value < 0.01.

3. Results

3.1. Surface roughness and contact angle

The AFM images (Fig. 1aec) show that the TiN-coated NiTi alloy
had smoother surface than the bare NiTi alloy and chitosan film.
Surface roughness measurement (Fig. 1d) demonstrated that the
TiN-coated NiTi alloy had a lower Rms value of 1.5 � 0.1 nm,
whereas the bare NiTi alloy and chitosan film exhibited higher Rms
value of 5.5 � 0.3 nm, 2.8 � 0.4 nm, respectively. As shown in
Fig. 1e, the water contact angle of the TiN-coated NiTi alloy was
significantly smaller than the bare NiTi alloy and chitosan film,
suggesting that the TiN-coated NiTi alloy was more hydrophilic
than the bare NiTi alloy and chitosan film.

3.2. Cell morphology, adhesion and viability

Fig. 2a shows cell morphology of HUVECs on the bare and TiN-
coated NiTi alloys, chitosan film and TCPS after 4 h and 24 h of
culture. Similar cell shape and spreading was observed on the
alloys and TCPS at both 4 h and 24 h. In comparison, cells cultured
on the chitosan film spread less and exhibited round shape at 4 h.
Fig. 2b shows adhesion rate of HUVECs on the four types of sur-
face. After 2 h incubation, the adherent cells on the alloys were
significantly higher than those on the chitosan film and TCPS.
After 4 h of culture, cells adhered to the four surfaces were all
increased and TiN-coated NiTi alloy almost reached a complete
cell adhesion. However, cell adhesion on the chitosan film and
TCPS was still lower than the alloys. Cell viability evaluated by
MTT method is shown in Fig. 2c. The cell viability on the bare and
TiN-coated NiTi alloys and TCPS was significantly higher than that
on the chitosan film at 4 h. After 24 h of culture, the cell viability
on the bare and TiN-coated NiTi alloys was significantly higher
than the chitosan film and TCPS, however, there was no obvious
difference between the chitosan film and TCPS. These results
indicated that the bare and TiN-coated NiTi alloys were much
more suitable for HUVECs adhesion and growth than the chitosan
film.

3.3. Protein adsorption kinetics

The adsorption kinetics of serum proteins on the bare and TiN-
coated NiTi alloys and chitosan film is shown in Fig. 3. The protein
adsorption amount on the bare and TiN-coated NiTi alloys was
higher than that on the chitosan film at different incubation time
except for the first 30 min. For the bare and TiN-coated NiTi alloys,
the serum protein adsorption curves presented similar trend, the
protein adsorption gradually increased within 1 h, then decreased
at 2 h, and finally reached equilibrium at 3 h. For the chitosan film,
an initial fast adsorption over the first 30 min was observed, and

http://david.abcc.ncifcrf.gov/
http://prosite.expasy.org/scanprosite/
http://prosite.expasy.org/scanprosite/


Bare NiTi alloy TiN-coated NiTi alloy Chitosan film

a b c

d e

Bare NiTi alloy TiN-coated NiTi alloy Chitosan film

0

1

2

3

4

5

6

R
o

u
g

h
n

e
s
s
 
(
R

m
s
,
 
n

m
)

Bare NiTi alloy TiN-coated NiTi alloy Chitosan film

0

10

20

30

40

50

60

70

80

W
a
t
e
r
 
c
o

n
t
a
c
t
 
a
n

g
l
e
 
(
D

e
g

r
e

e
) *

*

Fig. 1. AFM characterization and contact angle measurement. AFM images for (a) bare NiTi alloy, (b) TiN-coated NiTi alloy and (c) chitosan film sample surfaces. (d) Surface
roughness (Rms) and (e) water contact angle value for the alloys and the chitosan film. Each value is the mean � standard deviation of triplicate determinations; *p < 0.05.
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then protein adsorption was sharply reduced and maintained at
a relatively stable level. Although the alloys and the chitosan
film exhibited different protein adsorption kinetic curve, the
protein adsorption on the bare and TiN-coated NiTi alloys and
chitosan film all got equilibrium at 3 h with a total protein
adsorption amount of 10.8 mg/cm2, 11.22 mg/cm2 and 7.93 mg/cm2,
respectively.

3.4. Proteomics results

The results of proteomic analysis showed that 111, 110 and 86
serum proteins adsorbed on the bare NiTi alloy, TiN-coated NiTi
alloy and chitosan film, respectively, of which 68 proteins
commonly adsorbed on the three surfaces. The type of proteins
individually adsorbed was 43 for bare NiTi alloy, 42 for TiN-coated
NiTi alloy and 18 for chitosan film (Table 1). Detailed information
and relative abundance value of the commonly and individually
adsorbed proteins were shown in Supplementary tables (Tables
S2eS5).

3.5. Bioinformatics analyses

3.5.1. Functional category analysis
Functional category analysis showed that the identified proteins

on the bare NiTi alloy, TiN-coated NiTi alloy and chitosan film
involved in 31, 31 and 26 enriched functional categories, respec-
tively. Among them, 24 categories (such as secreted, signal, glyco-
protein and so on) were common for the identified proteins on the
three surfaces (Supplementary Tables S6).
3.5.2. Biological pathways analysis
Biological pathway analysis showed that the identified pro-

teins on the bare and TiN-coated NiTi alloys and chitosan film
linked to a total of 24 KEGG biological pathways (Supplementary
Table S7). Five biological pathways could be activated by binding
of the identified proteins as ligands to cell surface receptors.
Fig. 4a lists four biological pathways related to at least two sur-
faces and displays six proteins that activate these pathways. In
the four pathways, two adsorbed proteins on the bare NiTi alloy,
and one adsorbed proteins on the TiN-coated NiTi alloy and the
chitosan film participated in activation of adipocytokine
signaling pathway. For TGF-b signaling pathway, one adsorbed
protein, thrombospondin 1 (THBS1) on the bare and TiN-coated
NiTi alloys participated in activation of it, while no adsorbed
protein on the chitosan film could activate the pathway. Three
adsorbed proteins on the alloys and two adsorbed proteins on
the chitosan film participated in activation of focal adhesion
pathway. Moreover, two adsorbed proteins on the three surfaces
participated in activation of regulation of actin cytoskeleton
pathway. As seen from Fig. 4a, THBS1 participated in activation of
TGF-b signaling and focal adhesion pathways, and fibronectin 1
(FN1) activated focal adhesion and regulation of actin cytoskel-
eton pathways.

Fig. 4b shows the relative abundance and amount of the six
proteins, which activate the above four biological pathways, on the
three surfaces. With the exception of vitronectin (VTN), the other
five proteins including adiponectin (ADIPOQ), coagulation factor II
(F2), FN1, THBS1 and leptin (LEP) exhibited higher relative abun-
dance and amount on the bare and TiN-coated NiTi alloys than
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Fig. 2. HUVECs morphology, adhesion and viability on bare and TiN-coated NiTi alloys, chitosan film and TCPS. (a) Morphology of HUVECs on these samples after 4 h and 24 h
culture was visualized by fluorescent acridine orange staining. (b) Adhesion rate of HUVECs on the four samples after 2 h and 4 h culture was obtained by calculation the proportion
of adherent/seeded cells. (c) Viability of HUVECs on these samples after 4 h and 24 h culture was assayed by MTT method. Each value is the mean � standard deviation of triplicate
determinations; *p < 0.05.
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those on the chitosan film. As illustrated in Fig. 4c, three proteins,
FN1, THBS1 and VTN could bind to cell surface integrins, and acti-
vate the focal adhesion pathway.
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3.5.3. RGD sequence distribution analysis
The RGD sequence distribution of identified proteins on bare

NiTi alloy, TiN-coated NiTi alloy and chitosan film is shown in
Table 2. Seven proteins containing RGD sequence (FN1, F2, CFH,
VTN, SERPINF2, THBS1 and FBLN1) were identified on the bare and
TiN-coated NiTi alloys, whereas only five proteins containing RGD
sequence (FN1, F2, CFH, VTN and SERPINF2) were identified on the
chitosan film. Moreover, the relative abundance and amount of FN1,
F2 and CFH on the bare and TiN-coated NiTi alloys were much
higher than that on the chitosan film.
3.6. Verification experiments

3.6.1. Intracellular calcium levels
Fig. 5 shows the intracellular free calcium concentrations in

HUVECs after cultured on the bare NiTi alloy, TiN-coated NiTi alloy
Table 1
Types of proteins adsorbed on bare and TiN-coated NiTi alloys and chitosan film.

Samples Type of adsorbed proteins

Total Common Individual

Bare NiTi alloy 111 68 43
TiN-coated NiTi alloy 110 42
Chitosan film 86 18
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and chitosan film for different times. The maximum intracellular
calcium concentration values for HUVECs on the bare and TiN-
coated NiTi alloys were observed after 0.5 h of culture, while chi-
tosan film showed the maximum intracellular calcium concentra-
tion after 1 h of culture. After that, the intracellular calcium levels
on these three surfaces decrease with culture time. It indicated that
the calcium peaks in HUVECs cultured on the bare and TiN-coated
NiTi alloys reached earlier than that on the chitosan film.

3.6.2. Relative expression of TGF-b pathway and focal adhesion
pathway genes and integrin a/b subunit genes

Fig. 6aec shows the relative expression of three TGF-b pathway
genes (TGFBR1, TGFBR2 and TGFBR3), five focal adhesion pathway
genes (VCL, TLN1, PXN, FAK and AKT) and nine integrin a/b subunit
genes (ITGA1, ITGA2, ITGA5, ITGA6, ITGA9, ITGAV, ITGB1, ITGB3 and
ITGB5) in HUVECs cultured on bare and TiN-coated NiTi alloys and
chitosan film for 4 h and 24 h, respectively. For these 17 genes, the
expression of 16 genes except the integrin a subunit gene ITGA1 in
HUVECs cultured on the bare and TiN-coated NiTi alloys were all
significantly (p < 0.05) or very significantly (p < 0.01) higher than
that on the chitosan film. In particular, after the culture of 4 h, the
relative expression of TGF-b receptor type 3 (TGFBR3) and paxillin
(PXN) was up-regulated on the TiN-coated NiTi alloy by approximate
143 and 1391 fold, respectively (Fig. 6a and b). The integrin subunit
genes ITGA5, ITGA6 and ITGB5 up-regulated on the TiN-coated NiTi
alloy by approximate 91, 36 and 57 fold, respectively (Fig. 6c).



Table 2
RGD sequence distribution of the identified proteins was obtained by ScanProsite analysis.

No. UniProt accession Protein name (symbol) RGD location Relative abundance (%) Protein amount (ng/cm2)a

NiTi TiNeNiTi Chitosan NiTi TiNeNiTi Chitosan

1 P07589 Fibronectin 1 (FN1) 1616e1618 0.225 0.181 0.117 24.3 20.3 9.3
2183e2185

2 P00735 Coagulation factor II (F2) 563e565 0.254 0.173 0.009 27.4 19.4 0.7
3 Q3ZBS7 Vitronectin (VTN) 64e66 0.086 0.114 0.181 9.3 12.8 14.4

128e130
4 P28800 Alpha-2-antiplasmin (SERPINF2) 466e468 0.018 0.033 0.045 1.9 3.7 3.6
5 Q28085 Complement factor H (CFH) 246e248 0.067 0.072 0.006 7.2 8.1 0.5
6 Q28178 Thrombospondin 1 (THBS1) 926e928 0.006 0.056 ND 0.6 6.3 ND
7 A5D7S8 Fibulin 1 (FBLN1) 95e97 0.015 0.003 ND 1.6 0.3 ND

a Protein amount ¼ relative abundance value � total protein adsorption amount. The total protein adsorption at per square centimeter was 10.8 mg for bare NiTi alloy,
11.22 mg for TiN-coated NiTi alloy and 7.93 mg for chitosan film. ND: not detected.
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3.6.3. Actin cytoskeleton and focal adhesion observation
Fig. 7 shows the actin cytoskeleton and focal adhesion in

HUVECs cultured on bare and TiN-coated NiTi alloys and chitosan
film for 4 h and 24 h. Distinct difference in actin cytoskeleton or-
ganization and focal adhesion formationwas observed between the
alloys and the chitosan film. Well organized actin cytoskeleton fi-
bers (red color) and obvious focal adhesions marked by dot-like
vinculin (green color) were detected in the HUVECs cultured on
the bare and TiN-coated NiTi alloys at 4 h (Fig. 7a and b). In contrast,
cells grew on the chitosan film were almost round shape, mean-
while, the actin cytoskeleton fibers and focal adhesions were vague
(Fig. 7c). Although cells spread on the chitosan film after 24 h
culture, the focal adhesions were still not obvious (Fig. 7f). In
comparison, apparent actin cytoskeleton fibers and focal adhesions
were observed in cells grew on the bare NiTi alloy, especially on the
TiN-coated NiTi alloy (Fig. 7d and e). These results indicated that
the bare and TiN-coated NiTi alloys could promote actin cytoskel-
eton organization and focal adhesion formation compared to the
chitosan film.
4. Discussion

The different endothelial cell adhesion, spreading and viability
on the alloys and chitosan film might result from different serum
proteins adsorption. To explore the mechanism of mediation of
adsorbed protein layer to endothelial cell behavior, this study
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Fig. 5. Intracellular calcium levels in HUVECs after cultured on bare and TiN-coated
NiTi alloys and chitosan film for different times were determined using membrane
permeable calcium indicator Fluo-3/AM. Each value is the mean � standard deviation
of triplicate determinations.
investigated the components of adsorbed serum proteins by pro-
teomic analysis. Since proteins adsorption on material surface is an
adsorption/desorption process, it is necessary to pre-determine an
appropriate protein’s incubation time. Serum proteins adsorption
on the three materials basically did not change after 3 h incubation
(Fig. 3), indicating that constant interchanges of adsorbed proteins
at these surfaces, i.e., the Vroman effect [25]. Hence, 3 h was
selected as protein’s incubation time in proteomic analysis.

Cell adhesion is accomplished by adhesion receptors such as
integrins, immunoglobulin superfamily, cadherins and selectins
where integrins are predominantly receptors to mediate cell
adhesion on extracellular matrix (ECM). Integrins are a-b hetero-
dimers, which can bind to ECM component through its extracellular
region, and link cytoplasmic protein complexes including vinculin
(VCL), talin (TLN), paxillin (PXN) and focal adhesion kinase (FAK)
through its intracellular region to constitute site of anchorage of
actin cytoskeletons [22]. Binding of integrin with extracellular li-
gands activates focal adhesion signaling pathway, which can in-
crease formation of focal adhesions, regulate actin cytoskeleton
structure, and promote cell adhesion and spreading [26]. However,
integrins are normally expressed on cell surface in an inactive state,
and unable to bind to their ligands until they are activated by
stimulating signals from other receptors [27]. Therefore, the
integrin-mediated cell adhesion should be at least dependent on
three aspects, the activation of cell surface integrins, integrin
expression and integrin ligand proteins adsorbed on biomaterials.

Previous studies have demonstrated that binding of several
types of cell surface receptor with extracellular ligand proteins
could activate cell surface integrins through signal transduction
[27,28]. Among these activation pathways, the increase of intra-
cellular calcium concentration is a common early step and the
binding of TLN to the tail of integrin-b subunits in cytoplasm is a
common final step. In this study, the type of signal-related proteins
adsorbed on the bare and TiN-coated NiTi alloys (47 and 46 pro-
teins) was obviously more than the chitosan film (36 proteins)
(Supplementary Table S6). The amount of adsorbed proteins (such
as ADIPOQ), which could activate signaling pathways, on the alloys
was also more than chitosan film (Fig. 4a and b and Supplementary
Fig. S2). These indicated that the adsorbed proteins on the alloys
might trigger more signaling transduction compared to chitosan
film. Binding of ADIPOQwith cell surface ADIPOQ receptor has been
reported to activate signaling pathway though increasing intra-
cellular calcium level [29,30]. In this study, the calcium peaks of
HUVECs on the alloys reached earlier than chitosan film (Fig. 5).
Since cytosolic calcium ion is a versatile cell second messenger,
the increase of intracellular calcium level indicates stronger cell
signal transduction, which verified the proteomic analysis results.
The expression of TLN 1 in HUVECs on the alloys at 4 h was
significantly higher than chitosan film (Fig. 6b). The earlier increase
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of intracellular calcium concentration and higher expression of TLN
1 in HUVECs on the alloys could result in stronger activation of cell
surface integrins.

Meanwhile, the adsorbed THBS1 on the alloys participated in
activating TGF-b signaling pathway, while no adsorbed proteins on
chitosan film participated in activating the pathway (Fig. 4a and
Supplementary Fig. S3). THBS1 could active TGF-b and allow it to
bindwith cell surface TGF-b receptors (TGFBR1 and TGFBR2), which
result in TGF-b signaling pathway activation [31]. TGFBR3 is a major
accessory receptor promoting TGF-b ligand binding to its receptors
[32]. The expressions of TGFBR1 and TGFBR2, especially TGFBR3 in
HUVECs on the alloys were significantly higher than chitosan film
(Fig. 6a), suggesting TGF-b pathway might be activated in HUVECs
on the alloys.

Existing reports have demonstrated that activated TGF-b
signaling pathway could enhance integrin expression to regulate
cell adhesion, such as increasing integrin subunit ITGB1 expression
to stimulate human osteosarcoma cells adhesion on FN [33], up-
regulating integrin subunits ITGA2, ITGA6 and ITGB1 expression to
promote human mesenchymal stem cells adhesion on type I
collagen [34], and augmenting integrin subunit ITGB5 expression to
increase osteoblast-like cells adhesion on vitronectin [35]. In the
study, the expression of integrin a/b subunit genes including ITGA2,
ITGA9, ITGAV, ITGB1 and ITGB3, especially ITGA5, ITGA6 and ITGB5
were significantly up-regulated by the alloys as compared to chi-
tosan film at 4 h, but decreased at 24 h (Fig. 6c). Usually, cultured
cells could complete their adhesion on material surface within 4 h,
and then begin to proliferate andmigrate. Therefore, the expression
of cell adhesion related genes dropped dramatically between 4 h
and 24 h.

Three adsorbed proteins (FN1, VTN and THBS1) on the alloys and
two adsorbed proteins (FN1 and VTN) on chitosan film participated
in activating focal adhesion pathway through ECM-receptor inter-
action (Fig. 4a and c). Compared with chitosan film, the alloys
significantly increased adsorption of FN1 and THBS1, but slightly
decreased VTN adsorption (Fig. 4b). FN and VTN were able to pro-
mote cell adhesion on biomaterials where FN had greater ability
than VTN [36,37]. It can be deduced that the influence of the three
adsorbed proteins on focal adhesion pathway would be greater on
the alloys than chitosan film.

RGD in adhesive proteins (such as FN) is a major recognition
sequence required for cell surface integrins binding to these pro-
teins. Cell adhesion on material surface can be triggered after
integrins recognized and bound with RGD of adsorbed proteins
[38]. If adsorbed protein contains RGD, it may promote cell adhe-
sion. To further investigate the effect of adsorbed protein on cell
adhesion, this study investigated RGD distribution of the identified
proteins. The adsorption of RGD containing proteins on the alloys
(7 proteins) was more than chitosan film (5 proteins), suggesting
more integrin ligand proteins are available on the alloys.

Above all, by the mediation of adsorbed proteins, stronger
activation and higher expression of integrins, as well as more
available ligands for integrin will activate more integrin-mediated
focal adhesion pathway in HUVECs on the alloys than chitosan film.
As expected, expression of focal adhesion pathway genes (VCL, TLN,
PXN and FAK) on the alloys was significantly higher than chitosan
film. Furthermore, corresponding higher expression of down-
stream gene AKT was also detected (Fig. 6b).

F2 and FN1 adsorbed on the three surfaces could activate
regulation of actin cytoskeleton pathway through binding with cell
surface F2 receptor and integrin, respectively (Fig. 4a and
Supplementary Fig. S4). Binding of F2 with its receptor increased
actin stress fiber formation and regulated actin cytoskeleton or-
ganization [39]. As an adhesive protein, binding of FN1 with
integrin not only promoted cell adhesion, but also increased actin
stress fiber formation [40]. The amount of F2 and FN1 adsorbed on
the alloys was higher than chitosan film, so the activation of
adsorbed proteins to regulation of actin cytoskeleton pathway was
greater on the alloys than chitosan film. As expected, expression of
regulation of actin cytoskeleton pathway genes (VCL, PXN and FAK)
in HUVECs on the alloys was significantly higher than chitosan film,
suggesting stronger activation of the pathway. As seen from Fig. 4a
and c and Supplementary Fig. S4, FN1 participated in activation of
focal adhesion and regulation of actin cytoskeleton pathways. The
two pathways were correlated with cell adhesion, which was an
important reason for FN1 to promote cell adhesion.

The activated focal adhesion and regulation of actin cytoskel-
eton pathways will increase focal adhesion formation and regulate
actin cytoskeleton structure. As expected, well arranged actin
cytoskeleton fibers and numerous focal adhesions were observed in
HUVECs on the alloys, while the actin cytoskeleton fibers and focal
adhesions were vague in HUVECs on chitosan film (Fig. 7). The
activation of focal adhesion pathway will not only increase cell
adhesion, but also enhance cell survival and proliferation (Fig. 4c).
This explains the better endothelial cell adhesion and growth on
the alloys other than chitosan film (Fig. 2).



Fig. 8. Schematic diagram of mechanism of mediation of adsorbed protein layer components to endothelial cells adhesion and growth on bare and TiN-coated NiTi alloys.
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Surface properties including surface roughness, wettability and
surface chemistry play important roles in protein adsorption on
biomaterials [41e43]. Bare NiTi alloy and chitosan film had larger
surface roughness than TiN-coated NiTi alloy. However, the total
protein adsorption on the alloys was higher than chitosan film. It
was reported that nanoscale surface could affect protein adsorption
and conformation [41], while surface roughness between 2 and
21 nm would not alter protein adsorption amount [44]. Although
the surface roughness of the three materials was different, they
were all below 6 nm (Fig. 1d). Therefore, the effect of surface
roughness on protein adsorption amount could be neglected.
Furthermore, a hydrophobic material surface was usually believed
to tend to adsorb more protein than a hydrophilic material surface,
however this would not affect the alloys and chitosan film. The
chitosan film with a higher surface hydrophobicity (Fig. 1e) had
lower serum proteins adsorption than the alloys (Fig. 3). Similar
result was also reported by Allen et al., that the amount of serum
proteins adsorbed on N-isopropylacrylamide-based co-polymer
films decreased with increasing surface hydrophobicity [4]. There
may be two reasons for this phenomenon of serum proteins
adsorption. Firstly, serum contains many kinds of proteins, and
different proteins may have different adsorption trends. It has been
revealed that fibronectin showed greater adsorption on hydrophilic
surfaces, whereas albumin predominantly adsorbed on hydropho-
bic surfaces [42]. Secondly, surface chemistry may play more
important role in protein adsorption here. As reported by Clarke
et al., surface roughness and hydrophobicity almost had no effect
on albumin adsorption on NiTi alloy, while a clear correlation be-
tween surface nickel and oxygen concentration and amount of al-
bumin adsorbed was observed [43]. In addition, chitosan, a pH-
responsive polycation due to its primary amine present in glucos-
amine residue, may affect proteins adsorption under a small change
in environmental pH [20]. Therefore, the decreased proteins
adsorption on chitosan film may result from the effect of chemical
groups such as amino group in chitosan.

It is known, protein conformation plays an important role in
protein function. The conformation will change after protein
adsorbed on material surface [45], and thereby, protein confor-
mation is one of important scientific issue in study of protein
adsorption. Although circular dichroism spectropolarimetry, Four-
ier transform infrared spectroscopy, and molecular simulation have
been used in investigating conformation of single protein adsorbed
on materials [45e47], the study of conformation of adsorbed pro-
tein layer components is lacking because of the limitation of tools
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and the complexity of protein conformation. In the future, the
mediation of adsorbed serum proteins to cell behavior can be better
understood by proteomic analysis combined with protein confor-
mation study.

5. Conclusions

This study found the adsorbed serum proteins on the alloys
mediated endothelial cell adhesion and growth mainly via four
ways. First, proteins such as adiponectin in the adsorbed protein
layer bind with cell surface receptors to generate cell signal
transduction, which activate cell surface integrins through
increasing intracellular calcium level. Another way, thrombo-
spondin 1 (THBS1) in the adsorbed protein layer promotes TGF-b
signaling pathway activation and increases expression of integrins
a/b subunit genes. The third, binding of RGD sequence containing
proteins such as fibronectin 1 (FN1), vitronectin and THBS1 in the
adsorbed protein layer with activated integrins activates focal
adhesion pathway, increases focal adhesion formation and actin
cytoskeleton organization, and leads to cell adhesion and
spreading. The activated focal adhesion pathway also increases
expression of cell growth related gene (such AKT), activates other
biological pathways and promotes cell proliferation. The fourth
route, coagulation factor II (F2) and FN1 in the adsorbed protein
layer binds with cell surface F2 receptor and integrin, activates the
regulation pathway of actin cytoskeleton and regulates actin
cytoskeleton organization (Fig. 8). In addition, THBS1 and FN1,
which contain RGD sequence and participate in activating two
pathways, might play more important role in mediating cell
adhesion and growth than other adsorbed proteins. This study
elementarily reveals the molecular mechanism of mediation of
adsorbed serum protein layer components to endothelial cell
adhesion and growth on bare and TiN-coated NiTi alloys, this help
to provide new insight in comprehension of biomaterialeproteine
cell interactions.
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