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ABSTRACT: A surface with a gradient physical or chemical feature, such as roughness,
hardness, wettability, and chemistry, serves as a powerful platform for high-throughput
investigation of cell responses to a biointerface. In this work, we developed a continuous
antifouling gradient surface using pyrogallol (PG) chemistry. A copolymer of a
zwitterionic monomer, sulfobetaine methacrylate, and an amino monomer, aminoethyl
methacrylate, were synthesized (pSBAE) and deposited on glass slides via the
deposition of self-polymerized PG. A gradient of pSBAE was fabricated on glass slides in
7 min in the presence of an oxidant, ammonium persulfate, by withdrawing the reaction
solution. The modified glass slide showed a wettability gradient, determined by
measuring the water contact angle. Cell adhesion and protein adsorption were well
correlated with surface wettability. We expect that this simple and faster method for the fabrication of a continuous chemical
gradient is applicable for high-throughput screening of surface properties to modulate biointerfaces.

1. INTRODUCTION
Adhesion, spread, growth, and differentiation of cells on a
surface are important aspects for cell responses to biomaterials.
A surface with a “gradient” feature, such as roughness,
hardness, wettability, surface energy, or chemistry, acts as a
powerful tool for the systematic investigation of cell behavior
in response to physiochemical parameters of various
biomaterials.1,2 Surfaces with a gradient of hydrophilicity−
hydrophobicity, softness-hardness, biomolecule/polymer con-
centration, roughness, or pore size have served as a high-
throughput platform for the investigation of cell interactions
with surfaces of biomedical devices.3−8 Numerous techniques
have been employed to fabricate gradient surfaces such as
gradual immersion/retraction,9 microstamping,10 microfluidic
lithography,11 electrochemical,6,12 plasma treatment,13,14 coro-
na irradiation,15,16 UV photolithography,17,18 chemical degra-
dation,19 diffusion,20 and polymer curing.8 Among these
methods, gradual immersion/retraction of samples into/from
a solution of monomers, solvents, or etchants, thus creating a
gradient based on immersion/retraction rate, is a simple and
common method to fabricate a continuous gradient.
A gradient of cell adhesion could be achieved on a surface

with a concentration gradient of an antifouling polymer.
Antifouling polymers, including polysaccharides, poly(ethylene
glycol) (PEG), poly(vinyl alcohol), poly(N-vinylpyrrolidone),
and poly(zwitterions), are highly hydrophilic and adsorb a
great amount of water to form a barrier to reduce nonspecific
cell adhesion and protein adsorption. Surface immobilization
of antifouling polymers could resist or reduce cell adhesion. In
recent years, zwitterionic polymers such as poly(2-methacry-
loyloxyethyl phosphorylcholine), poly(sulfobetaine methacry-
late), and poly(carboxybetaine methacrylate) have been

increasingly used because of their excellent low-fouling
properties.21−27 Zwitterionic monomers contain one cationic
and one anionic group, which leads to strongly bound water
molecules.23,28,29 A previous study showed that grafting
poly(sulfobetaine) to surfaces reduced nonspecific protein
adsorption to less than 0.3 ng/cm2 from single protein
solutions.30 Zwitterionic polymers have been applied in various
biomedical applications because of their excellent antifouling
ability.31−41

Antifouling polymers could be conjugated on a substrate in a
gradient manner, thus resulting in a cell adhesion gradient. For
example, PEG attached to positively charged polylysine was
adsorbed on a negatively charged titanium dioxide surface
through electrostatic interactions in a time-dependent manner;
thus, a PEG coverage gradient was created on titanium dioxide
surfaces to modulate cell adhesion and spreading.42 A
poly(methacryloyloxyalkyl-phosphorylcholine) gradient sur-
face was created using a corona discharge treatment to
generate a cell gradient.15 Ren and coworkers fabricated two-
component gradient of a zwitterionic sulfobetaine polymer and
a KHIFSDDSSE peptide using the controlled reaction method
by solution injection, which was used to study cell adhesion
and the migration of Schwann cells and fibroblast cells.43
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The objective of this study was to develop a simple and
universal method to create a gradient surface of poly-
(sulfobetaine) for gradient cell adhesion/protein adsorption.
Recently, we developed a simple one-step method for the
fabrication of low-fouling coatings of zwitterionic polymers via
pyrogallol (PG) deposition.44 PG, a polyphenolic molecule,
could spontaneously undergo polymerization into a robust
coating on a wide variety of substrates under mild alkaline
conditions.45 Similar to coatings based on dopamine46 and
aminomalononitrile,47 PG coating has strong and universal
interfacial adhesiveness to substrates and chemical reactivity
toward nucleophiles, such as amines and thiols.48 Previously,
we applied the mechanism to the immobilization of antifouling
polymers, such as poly(ethylene glycol) and poly(sulfobetaine)
on surfaces of several biomaterials using their copolymers with
primary amine monomers and then immobilized the
copolymers to several substrates via dopamine, amino-
malononitrile, and polypyrogallol coatings to effectively inhibit
cell adhesion.44,49−51 In this study, we would like to extend the
coating technology to the creation of gradient surfaces.
In this study, a copolymer (pSBAE) of sulfobetaine

methacrylate (SBMA) and 2-aminoethyl methacrylate
(AEMA) was synthesized and then deposited onto glass slides
via PG deposition. The AEMA moiety provides anchorage to
polypyrogallol via Michael addition.52 PG forms polypyrogallol
via oxidation,53 so oxidizing agents were added to expedite the
process. The pSBAE gradient was created on glass slides using
a solution draining method. The coating was expedited via the
addition of oxidizing agents. The formation of a pSBAE
gradient was verified using the water contact angle (WCA)
measurement, X-ray photoelectron spectroscopy (XPS), and
atomic force microscopy (AFM). The adhesion of L929 and
MG-63 cells was investigated as well as the adsorption of
bovine serum albumin (BSA) on the gradient substrates.
Finally, cell adhesion and protein adsorption were correlated
with the surface gradient.

2. RESULTS AND DISCUSSION

2.1. Synthesis and Characterization of pSBAE. The
pSBAE yield was ∼53%. The water solubility of the copolymer
was poor but well soluble in 0.1 M phosphate buffer (pH 7.4).
It is probably due to inter-zwitterion interactions between the
sulfonate and quaternary ammonium groups of SBMA, which
limits its solubility in water.54 The interactions could be
overcome in the presence of salts. The molecular weight of the
copolymer was determined as ∼130 kDa using gel permeation
chromatography. The monomer composition of the copolymer
was determined using 1H NMR (Figure S1 in the
Supplementary Materials). Peaks at 3.75 and 4.2 ppm are
associated with SBMA and AEMA, respectively.49 The ratio of
the integral areas of the two peaks was used as the molar ratio
of SBMA to AEMA in pSBAE. The molar ratio of AEMA in
pSBAE was estimated to be 9%, close to 10% AEMA in the
monomer mixture.
2.2. Formation of Poly(PG) in the Presence of

Oxidizing Agents. PG polymerization under alkaline
conditions with oxidizing agents is a time-consuming process,
usually requiring several hours. It is not a reasonable duration
for the fabrication of gradient surfaces. Various oxidizing
agents, such as ammonium persulfate [(NH4)2S2O8], meth-
anol, sodium periodate (NaIO4), and copper sulfate (CuSO4),
have been shown to facilitate the polymerization of dopamine

and polyphenols.55−58 Therefore, we used oxidizing agents to
accelerate the PG coating.
The oxidative polymerization of PG turns the originally

transparent solution dark brown, so the degree of PG
oxidization could be visually evaluated based on the color of
a PG solution. In this study, several oxidizing agents were
tested: ammonium persulfate (APS), sodium persulfate,
sodium periodate, potassium iodate, copper sulfate, potassium
chlorate, and 20% methanol. Potassium iodate, sodium
periodate, and copper sulfate turned the PG solution dark
brown immediately after the addition of these oxidizing agents
(Figures S2−S4), showing a very strong oxidizing property
even at low concentrations. Fast reactions make it difficult to
control the coating process. On the other hand, potassium
chlorate and 20% methanol did not significantly speed up PG
polymerization (Figures S5 and S6). They turned the PG
solution light brown after 3 h. Sodium persulfate had a
moderate oxidizing capacity but turned the PG solution turbid
(Figure S7). We found that APS seems to meet our
requirements, turning the PG solution dark brown in a couple
of minutes (Figure 1). The speed of PG oxidation is dependent
on the PG/APS molar ratios. Equal-molar PG/APS formed
brown precipitates very quickly to be suitable for surface
coating. The PG/APS solution at a molar ratio of 2 became
dark brown in ∼3 min without apparent precipitates. The
transition time increased further with increasing PG/APS

Figure 1. Oxidative polymerization of PG (8 mg/mL) in the presence
of APS for different PG/APS molar ratios (1, 2, 3, and 4) at pH 7.4.
The numbers indicate the incubation times (minutes).
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ratios, indicating that PG oxidation could be controlled by
varying APS concentrations. Thus, APS was chosen as the
oxidizing agent for PG/pSBAE coatings.
Next, we tested the deposition of PG/pSBAE in the

presence of APS to inhibit cell adhesion. In this experiment,
the concentrations of PG and pSBAE were fixed at 8 and 40
mg/mL, respectively, with various amounts of APS. From PG/
APS molar ratios of 0.5∼4, cell adhesion to PG/pSBAE was
significantly decreased compared to PG (Figure 2). The lowest
cell adhesion appeared on the substrate with a PG/APS molar
ratio of 3 (weight ratio ∼ 1.66). Thus, the ratio was chosen to
create a gradient pSBAE substrate.

2.3. Fabrication and Characterization of the pSBAE
Gradient. Our previous study showed that one-step coating of
PG/pSBAE could effectively inhibit cell adhesion.44 Therefore,
we tried creating a gradient of PG/pSBAE by the one-step
process in the presence of APS, but could not achieve a
constant gradient for cell adhesion. Therefore, two modifica-
tions of the process were used to improve gradient fabrication.
First, the glass substrates were premodified in PG solution for
2 min to improve the coating efficiency of the subsequent PG/
pSBAE coating. Second, in the literature, gradient substrates
were frequently created via the immersion and removal
method. Thus, we first tried immersing a glass slide into the
PG/pSBAE/APS solution and gradually pulled the glass slide
up. However, no constant gradient could be obtained. Thus,
we used a different approach in which PG/pSBAE/APS
solution was gradually drained from the bottom of the sample
tube. We found that the formation of the gradient was more
consistent and stable, so the PG/pSBAE gradient was
fabricated using the draining method (see Section 4.3).
Therefore, the glass slide was divided into three areas: pristine
glass, PG, and the gradient (Figure 10).
We would like to investigate the surface gradient formation

from 0 cm at the border of the PG area and the gradient area
to the end of the gradient area. Therefore, the surface
properties of the modified glass slides were characterized from
the PG/gradient interface (i.e., 0 cm) to the positions that
were 0.4, 0.8, 1.2, and 1.6 cm away from the border (Figure
10). However, the 0 cm line, which was supposed to be PG
without pSBAE, was not clear-cut because of the fluctuation of
the liquid interface, so its surface characterization was
performed on the PG area. Gradient formation was first
investigated according to the WCAs along the glass slides. The
WCA on the pristine glass was 65.4°, while the PG coating
decreased the WCA to 54.5° (Figure 3), indicating that the PG

coating improves the wettability of the glass. After gradient
deposition of PG/pSBAE, the WCA decreased further, varying
with APS concentrations. In the presence of 3 mg APS/mL,
the WCA decreased from 54.5° to 39.2°, 35.7°, 32.4°, and
31.1° at locations of 0.4, 0.8, 1.2, and 1.6 cm apart from the PG
area, respectively. The steepest hydrophilicity gradient
appeared in the presence of 9 mg APS/mL, resulting in the
smallest WCA of 18.21° at 1.6 cm. Therefore, 9 mg APS/mL
was used for the subsequent gradient coating to resist cell
adhesion and protein adsorption.
XPS was used to determine the elemental composition at

different locations along the gradient slides. The Si signal
comes from the glass substrate and is expected to decrease with
increasing coating. Sulfur, which comes from the SB moiety of
pSBAE, is an indicative element for the pSBAE coating. It is
expected that the sulfur content increases with increasing
pSBAE coating. The results showed that the pristine glass and
the PG-coated region do not have any sulfur (Figure 4). No

sulfur signal was detected in the 0.4 cm region, although the
measurement of the WCA indicates an increase in hydro-
philicity compared to PG. Sulfur was found at the 0.8, 1.2, and
1.6 cm spots with a value of 1.23, 1.745, and 2.66%,
respectively (Figure 4). The XPS measurement also confirms
the formation of a PG/pSBAE gradient coating over the glass
slide.
The surface roughness at the different locations (Glass, 0

(PG), 0.4, 0.8, 1.2, and 1.6 cm) was determined using AFM, as

Figure 2. L929 cell adhesion on the pristine TCPS, PG, or PG/
pSBAE-modified TCPS. The concentrations of PG and pSBAE were 8
and 40 mg/mL, respectively, with different PG/APS molar ratios. The
coating time was 7 min. Value = mean ± standard deviation, n = 3. *,
p < 0.001 vs PG.

Figure 3. WCA measurement at different locations over the gradient
glass slide: glass, 0 (PG), 0.4, 0.8, 1.2, and 1.6 cm. The gradient was
created on a glass slide from a solution of PG (6 mg/mL)/pSBAE (40
mg/mL) with different APS concentrations from 3 to 12 mg/mL.

Figure 4. Elemental compositions on several locations of the pSBAE
gradient surface. The gradient was created on a glass slide from a
solution of PG (6 mg/mL), pSBAE (40 mg/mL), and APS (9 mg/
mL). XPS analysis was performed at several locations over the
gradient glass slide: glass, 0 (PG), 0.4, 0.8, 1.2, and 1.6 cm.
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shown in Figure 5. The surface roughness of the PG substrate
was 0.46 ± 0.04 nm, which is similar to that of the glass (0.40

± 0.03 nm), indicating a smooth and uniform deposition of
PG on the glass surface. The deposition of pSBAE increased
the surface roughness with increasing deposition time. We
found that the deposition of pSBAE generated linear
protuberances. The roughness was increased to a plateau
value of ∼2.27 nm at 1.6 cm. Although the PG/pSBAE coating
increased the surface roughness, the difference was very small,
which might not affect cell adhesion significantly.
2.4. Cell Adhesion and Protein Adsorption to

Gradient Surfaces. The adhesion of L929 and MG63 cells
was investigated on the gradient surface. L929 cells adhered
and spread well on PG, while the number of cells decreased
and the morphology of cells became round (Figure 6A). The
cell number and the cellular spreading area decreased along the
pSBAE gradient. We found that compared to the number of
cells on PG, the adhesion of the cells was reduced to 69.2, 51.5,
32.1, and 19.8% at 0.4, 0.8, 1.2, and 1.6 cm, respectively
(Figure 6B), indicating that a cell gradient was successfully
created. The difference in cell numbers between 0 and 1.6 cm
was ∼5-folds. The cell spreading area also decreased from 634
μm2 at 0 (PG) to 589, 561, 528, and 482 μm2 at 0.4, 0.8, 1.2,
and 1.6 cm, respectively (Figure 6C). The created pSBAE
gradient generated a cell adhesion gradient with respect to the
cell number and cell spreading.
The response of MG63 cells to the gradient surface was

similar to that of L929 cells, that is, a decrease in both the
number of cells and the spreading area along the gradient
(Figure 7A). The decrease in the adhesion of MG63 cells was
more abrupt along the gradient compared to that of L929 cells.
The cell number at 0.4 cm was less than half of that of 0 (PG)
(47.8%), and only 10.7% cell adhesion appeared at 1.6 cm
(Figure 7B). The cell spreading area decreased greatly from
1093 μm2 at 0 (PG) to 639 μm2 at 0.4 cm (Figure 7C). The
cell spreading area was reduced further to ∼500 μm2 from 0.8
to 1.6 cm.

We successfully applied PG chemistry to fabricate a gradient
substrate for cell adhesion. The gradients created using
different APS ratios (3, 6, and 12 mg/mL) have shown a
similar trend in mediating cell adhesion. The results are shown
in the Supplementary Materials (Figures S8∼S13).
Next, protein adsorption to the gradient surface was

investigated. FITC-labeled BSA was used as a model protein.
Protein adsorption at different locations was determined
according to surface fluorescence and normalized to the
fluorescence intensity at PG. The fluorescence intensity
decreased linearly from PG to the pSBAE area (Figure 8).
The fluorescence at 1.6 cm was about 40% of that at PG. The
result shows that the pSBAE gradient surface resulted in a
gradient of protein adsorption.
For poly(sulfobetaine), a zwitterionic polymer, when

conjugated to a substrate, provides the antifouling capacity of
the surface, by improving its wettability to attract water
molecules to form a barrier to prevent nonspecific protein
adsorption and cell adhesion.44,49,59−61 The surface coverage of
poly(sulfobetaine) affects the resistance of the substrate to cell
adhesion and protein adsorption.62 In this study, we showed
that a gradient of pSBAE could be formed using the draining
method.

Figure 5. Gradient was created on a glass slide from a solution of PG
(6 mg/mL), pSBAE (40 mg/mL), and APS (9 mg/mL). The surface
roughness was determined using AFM at the different locations: glass,
0 (PG), 0.4, 0.8, 1.2, and 1.6 cm. n = 3.

Figure 6. Adhesion of L929 cells on the gradient substrate. The
gradient was created on a glass slide from a solution of PG (6 mg/
mL), pSBAE (40 mg/mL), and APS (9 mg/mL). (A) Microscopic
images of L929 cells at different locations. (B) Normalized cell
adhesion to 0 (2.13 × 104 cells/cm2) and (C) Averaged cell area of
L929 cells. The values were determined randomly at five points at
each location of a sample. The values from three samples were
averaged. The error bars represent the standard deviation of three
samples. *** p < 0.001, ** p < 0.01, and * p < 0.05 vs PG.
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The hydrophilicity of the glass slides increased with
increasing incubation time in PG/pSBAE solution. The
pSBAE gradient substrate results in gradients of cell adhesion
and protein adsorption. Surface hydrophilicity increases with
an increasing amount of bound pSBAE. To consider the
relationship between surface wettability and biological
interactions, we correlated surface wettability with cell
adhesion and protein adsorption. The adhesion for both
L929 cells and MG63 cells was correlated linearly with the

WCAs (Figure 9). Similarly, BSA adsorption also showed a
nice positive correlation with the WCAs in a polynomial

pattern (Figure 9). Our results indicated that a pSBAE gradient
was successfully fabricated using the draining method for the
modulation of biointerfaces.

3. CONCLUSIONS
In this work, we developed a simple, fast, and economical
method to develop continuous pSBAE gradient substrates.
Oxidative polymerization of PG facilitates immobilization of
antifouling pSBAE. The pSBAE gradient was prepared using
the draining method in 7 min. Cell adhesion and protein
adsorption were well correlated with surface wettability. We
expect that this simple and faster method for the fabrication of
a continuous chemical gradient is applicable for high-
throughput screening of surface properties to modulate
biointerfaces.

4. MATERIALS AND METHODS
4.1. Materials. Sulfobetaine methacrylate (SBMA,

cat#537284) was purchased from Taiwan Hopax Chems
(Kaohsiung, Taiwan). The following chemicals were purchased
from Sigma-Aldrich, USA: 2-aminoethyl methacrylate hydro-
chloride (AEMA, cat.# 516155), azobisisobutyronitrile (AIBN,
cat.# 78-67-1), ammonium persulfate (APS, cat.# A3678),
pyrogallol (PG, cat.# P0381), albumin−fluorescein isothiocya-
nate conjugate (FITC-BSA, cat.# A9771), antibiotic-antimy-
cotic solution (cat.# T4174), dimethyl sulfoxide (DMSO, cat.#
276855), 2-mercaptoethanol (cat.# M6250), and trypsin−
ethylenediaminetetraacetic acid (EDTA) (cat.# T4174).
Minimum essential medium alpha medium (α-MEM, cat.#
12000-022) and Dulbecco’s modified Eagle medium−high
glucose powder (DMEM−HG, cat.# 12100046) were
purchased from GIBCO. Fetal bovine serum (FBS, cat.#
12003-500 M) was purchased from JRH Biosciences
(Australia).

4.2. Synthesis and Characterization of pSBAE. A
copolymer of SBMA and AEMA was synthesized using the
ATRP polymerization method, as previously described.44

Briefly, 0.848 g of SBMA and 0.049 g of AEMA were dissolved
in 18 mL of deionized water. AIBN (5 mg) was dissolved in 2

Figure 7. Adhesion of MG63 cells on the gradient substrate. (A)
Microscopic images of MG-63 cells at different locations. (B)
Normalized cell adhesion to that on 0 (2.62 × 104 cells/cm2) and (C)
Averaged cell area of MG63 cells for the condition APS = 9 mg/mL.
The values were determined randomly at five points at each location
of a sample. The values from three samples were averaged. The error
bars represent the standard deviation of three samples. *** p < 0.001
and ** p < 0.01 vs. PG.

Figure 8. Protein adsorption on different regions of the gradient
coating for APS = 9 mg/mL. The values were determined randomly at
five points at each location of a sample. The values from three samples
were averaged and normalized to the value of PG (0 cm).

Figure 9. Correlation between the WCA and cell adhesion/protein
adsorption.
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mL of DMSO and then added to the monomer solution
dropwise with constant stirring. After the monomer solution
was purged with nitrogen gas, its temperature was increased to
70 °C in an oil bath for 20 h. After the reaction, the product
was dialyzed against deionized water and then freeze-dried. Gel
permeation chromatography (Jasco, UV-2075, Japan) and
nuclear magnetic resonance spectroscopy (NMR, Bruker AVIII
HD 400 NMR, Germany) were used to determine the
molecular weight and the chemical structure of the copolymer,
respectively.
4.3. Gradient Coating of PG/pSBAE. Glass slides were

cut into rectangular slides (0.7 cm × 3.0 cm) and then cleaned
with methanol and deionized water under sonication. The glass
slides were first immersed in the PG/APS solution (2 and 1
mg/mL in PBS, respectively) for 2 min to form a thin layer of
PG on the glass substrates (Figure 10). After being rinsed with
water, the PG-coated glass slides were placed vertically in a
plastic tube containing a PG/pSBAE/APS solution. PG and
pSBAE concentrations were fixed at 6 and 40 mg/mL, while
the APS concentration was varied at 3, 6, 9, and 12 mg/mL.
Glass slides were immersed at a length of 2 cm in the solution.
The solution was withdrawn from a hole at the bottom of the
tube using a syringe pump at a constant rate in 7 min. The
slides were rinsed with water and then air-dried.
4.4. Surface Characterization. The PG/pSBAE gradient

was analyzed using XPS, AFM, and static WCA measurement.
The gradient area was divided by 4 lines, which were separated
by 0.4 cm (red lines in the rightmost slide in Figure 10). The
surface properties of the modified glass slides were
characterized in pristine glass and along the 0 cm, 0.4, 0.8,
1.2, and 1.6 cm lines away from the border of the PG area.
Because the 0 cm line was not very clear-cut, its surface
characterization was done on the PG area. XPS and AFM were
used to determine surface chemical elements and surface
roughness, according to previous procedures.44 The WCA was
used to determine surface hydrophilicity.44

4.5. Cell Adhesion on PG/pSBAE Gradient Substrates.
The modified glass slides were sterilized by UV exposure for 2
h, followed by immersion in 75% ethanol for 30 min. L929
cells or MG63 cells suspended in the culture medium were
seeded on substrates at 2 × 104 cells/cm2 and cultured for 24 h
in a 37 °C incubator. The culture medium for L929 cells
contained DMEM−HG, supplemented with 10% FBS, 10 mL
of fungizone, 5 mL of gentamycin, and 0.4 mL of 2-
mercaptoethanol in 1 L, pH 7.4. The culture medium for
MG63 cells contained α-MEM medium supplemented with
10% FBS, 10 mL of fungizone, 5 mL of gentamycin, and 0.4
mL of 2-mercaptoethanol in 1 L. Unattached cells were rinsed

with PBS. The attached cells were imaged at five different spots
in every gradient area using a phase contrast microscope. Cell
adhesion was determined by counting the number of cells in
microscopic images, while the cell area was determined using
the NIH ImageJ software. The values of cell adhesion were
averaged in three gradient samples.

4.6. Adsorption of BSA. BSA adsorption to the gradient
surface was evaluated using total internal reflection fluo-
rescence.44,63 Briefly, the gradient substrates were immersed in
FITC-BSA solution (1 mg/mL in PBS) for 4 h at 37 °C,
followed by rinsing with PBS to remove loosely bound FITC-
BSA. Four fluorescent images were randomly taken at each
location of the gradient surfaces using a fluorescent microscopy
(Leica DM6000B Upright/OLYMPUS IX71 Inverted Micro-
scope System, Germany) instrument. The total fluorescence of
each image was quantified using NIH ImageJ and converted
into the amount of adsorbed FITC-BSA. The fluorescence
intensity at the PG/pSBAE gradient was normalized to that at
PG. The values were averaged from three samples.

4.7. Statistical Analysis. Data were reported as mean ±
standard deviation. Student’s t-test was used to statistically
analyze the data between different groups of the same sample.
The probability of p ≤ 0.05 was considered as a significant
value. All statistical analyses were performed using the
GraphPad Instat 3.0 program (GraphPad Software, La Jolla,
CA).
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Figure 10. Schematic diagram of the gradient coating of PG/pSBAE. The red dashed lines in the rightmost slide indicate the positions for surface
analysis, cell adhesion, and protein adsorption.
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