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ABSTRACT: Zwitterionic polymer networks have shown promise in reducing
the short- and long-term inflammatory foreign body response to implanted
biomaterials by combining the antifouling properties of zwitterionic polymers
with the mechanical stability provided by cross-linking. Cross-link density
directly modulates mechanical properties (i.e., swelling behavior, resistance to
stress and strain, and lubricity) but theoretically could reduce desirable
biological properties (i.e., antifouling) of zwitterionic materials. This work
examined the effect of varying poly(ethylene glycol) dimethacrylate cross-linker
concentration on protein adsorption, cell adhesion, equilibrium swelling,
compressive modulus, and lubricity of zwitterionic thin films. Furthermore, this
work aimed to determine the appropriate balance among each of these
mechanical and biologic properties to produce thin films that are strong,
durable, and lubricious, yet also able to resist biofouling. The results
demonstrated nearly a 20-fold reduction in fibrinogen adsorption on
zwitterionic thin films photografted on polydimethylsiloxane (PDMS) across a wide range of cross-link densities. Interestingly,
either at high or low cross-link densities, increased levels of protein adsorption were observed. In addition to fibrinogen, macrophage
and fibroblast cell adhesion was reduced significantly on zwitterionic thin films, with a large range of cross-link densities, resulting in
low cell counts. The macrophage count was reduced by 30-fold, while the fibroblast count was reduced nearly 10-fold on grafted
zwitterionic films relative to uncoated films. Increasing degrees of cell adhesion were noted as the cross-linker concentration
exceeded 50%. As expected, increased cross-link density resulted in a reduced swelling but greater compressive modulus. Notably,
the coefficient of friction was dramatically reduced for zwitterionic thin films compared to uncoated PDMS across a broad range of
cross-link densities, an attractive property for insertional implants. This work identified a broad range of cross-link densities that
provide desirable antifouling effects while also maintaining the mechanical functionality of the thin films.
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■ INTRODUCTION

The use of implantable medical devices has dramatically
increased over the past several decades. However, the success
of these devices is limited by the foreign body response
(FBR).1,2 Upon implantation of a biomaterial, the FBR begins
with the almost immediate adsorption of host blood proteins
to the biomaterial surface.3−7 This response escalates as
inflammatory cells infiltrate the region. Macrophages migrate
to the surface of the biomaterial, fuse to form foreign body
giant cells, and recruit other inflammatory cells, including
fibroblasts, to the site of the implant.4 Macrophages and
fibroblasts contribute to the formation of the granulation
tissue, which ultimately results in the fibrous encapsulation of
the implant.3,4,6 The FBR and resultant fibrosis can have
detrimental consequences, particularly for neural prostheses,
including cochlear implants (CIs), which depend on the fine
spatial delivery of electrical stimulation to the surrounding
nervous tissue.5,8,9 The fibrotic capsule increases the electrode

impedance for such implants, leading to a significantly
decreased performance.
Several strategies have been investigated to modulate the

FBR to biomaterials including surface modification, biomi-
metic materials, and other molecular, pharmacologic, or cell-
based strategies.10 For example, in the cochlea, delivery of
glucocorticoids has been used to reduce inflammation
following CI placement.11−15 However, this strategy does not
provide a sustainable solution for long-term implants with
limited drug elution time scales. In other biomaterial
applications, hydrophilic and biologically compatible polymers

Received: June 27, 2021
Accepted: July 22, 2021
Published: August 4, 2021

Articlepubs.acs.org/journal/abseba

© 2021 The Authors. Published by
American Chemical Society

4494
https://doi.org/10.1021/acsbiomaterials.1c00852

ACS Biomater. Sci. Eng. 2021, 7, 4494−4502

https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Megan+J.+Jensen"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Adreann+Peel"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Ryan+Horne"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Jamison+Chamberlain"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Linjing+Xu"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Marlan+R.+Hansen"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="C.+Allan+Guymon"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="C.+Allan+Guymon"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/showCitFormats?doi=10.1021/acsbiomaterials.1c00852&ref=pdf
https://pubs.acs.org/doi/10.1021/acsbiomaterials.1c00852?ref=pdf
https://pubs.acs.org/doi/10.1021/acsbiomaterials.1c00852?goto=articleMetrics&ref=pdf
https://pubs.acs.org/doi/10.1021/acsbiomaterials.1c00852?goto=recommendations&?ref=pdf
https://pubs.acs.org/doi/10.1021/acsbiomaterials.1c00852?goto=supporting-info&ref=pdf
https://pubs.acs.org/doi/10.1021/acsbiomaterials.1c00852?fig=abs1&ref=pdf
https://pubs.acs.org/toc/abseba/7/9?ref=pdf
https://pubs.acs.org/toc/abseba/7/9?ref=pdf
https://pubs.acs.org/toc/abseba/7/9?ref=pdf
https://pubs.acs.org/toc/abseba/7/9?ref=pdf
pubs.acs.org/journal/abseba?ref=pdf
https://pubs.acs.org?ref=pdf
https://pubs.acs.org?ref=pdf
https://doi.org/10.1021/acsbiomaterials.1c00852?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://pubs.acs.org/journal/abseba?ref=pdf
https://pubs.acs.org/journal/abseba?ref=pdf
https://creativecommons.org/licenses/by/4.0/
https://creativecommons.org/licenses/by/4.0/
https://acsopenscience.org/open-access/licensing-options/


such as poly(ethylene glycol) (PEG) and poly(hydroxyethyl
methacrylate) have commonly been used to decrease
biofouling.16 However, these materials still allow a significant
degree of protein adsorption and fibrosis.17,18

Surface modification using ultralow fouling zwitterionic
polymers, including poly(sulfobetaine methacrylate) and
poly(carboxybetaine methacrylate), shows promise in reducing
the FBR and fibrosis.5,9,19−22 Zwitterionic polymers, which are
electrically net-neutral and hydrophilic, recruit a dense
hydration layer to their surface, making adsorption of proteins
and other molecules energetically unfavorable.5,17−21,23 Re-
cently, we have described a photochemical process for
simultaneous photopolymerization, photografting, and cross-
linking of zwitterionic thin films on relevant implant materials,
including polydimethylsiloxane (PDMS).8,24 These zwitter-
ionic thin-film coatings demonstrated decreased protein and
cellular adsorption, as well as bacterial adhesion.21,24

Zwitterionic thin films are often formed with cross-linking
molecules that enable the formation of a covalent network that
produces mechanically stable and durable zwitterionic
polymers.21 However, these cross-linkers are typically not
zwitterionic. Changing the ratio of cross-linker to zwitterion
could therefore significantly alter both the mechanical stability
and antifouling properties of the polymer. Ideally, thin-film
coatings for biomaterial applications should have a balance of
these properties, in which they can resist biofouling while
maintaining mechanical stability. Thin films grafted to CIs, for
example, have the potential to reduce protein/cell adhesion
and subsequent fibrosis. At the same time, these materials
should ideally be lubricious to reduce the friction associated
with insertion forces, be sufficiently durable to withstand wear
and tear of insertion and lifelong use, and reduce any risk of
trauma to intracochlear structures through excessive swelling.
Each of these properties plays a role in the dynamic function of
biomaterial thin films and is likely directly dependent on the
cross-link density.
In this work, we aim to create zwitterionic thin films grafted

to PDMS that exhibit both robust mechanical (e.g., swelling,
stress−strain behavior, and lubricity) and antifouling proper-
ties by determining how cross-link density affects these
properties. We hypothesize that increasing cross-linking of
films will strengthen the films while decreasing swelling,
lubricity, and biofouling resistance. This work demonstrates
the role of cross-linking in allowing suitable mechanical and
biological properties for the development of biomaterial thin-
film coatings. An improved understanding of the relationship
and balance between these properties is essential for the
successful deployment of zwitterionic thin films for biomaterial
applications.

■ EXPERIMENTAL SECTION
Materials. PDMS materials included Sylgard 184 (Dow, Midland,

MI) and reinforced medical grade PDMS (0.1 in. thickness, Bentec
Medical, Inc., Woodland, CA). Benzophenone, acetone, [2-
(methacryloyloxy)ethyl]dimethyl-(3-sulfopropyl)ammonium hydrox-
ide (SBMA), poly(ethylene glycol) methacrylate (PEGMA) with an
average molecular weight of 500, paraformaldehyde, collagenase,
Dulbecco’s modified Eagle’s medium (DMEM), DMEM/F12,
phosphate-buffered saline (PBS), and L-glutamine were obtained
from Sigma-Aldrich (St. Louis, MO). 3-{[2-(Methacryloyloxy)ethyl]-
dimethylammonio}propionate (CBMA) was purchased from TCI
Chemicals (Portland, OR). PEG dimethacrylate (PEGDMA) with an
average molecular weight of 400 for the PEG block (Polysciences,
Warrington, PA) was used as the cross-linking molecule for the

zwitterionic thin films. Recombinant antivimentin antibody and anti-
F4/80 antibody were obtained from Abcam (Cambridge, MA). DAPI-
containing mounting medium, recombinant human granulocyte/
macrophage colony-stimulating factor (GM-CSF), fetal bovine serum
(FBS), and TrypLE Express were acquired from Gibco (Waltham,
MA). 488 goat antirabbit secondary antibody, 546 goat antirat
secondary antibody, fluorescently labeled fibrinogen Alexa 546,
Irgacure 2959, and glass coverslips were obtained from Thermo
Fisher. An Omnicure S1500 lamp (Lumen Dynamics, Mississauga,
Canada) was used for photocuring and photografting.

Methods. Production of Zwitterionic Hydrogels on PDMS.
Zwitterionic hydrogel coatings were prepared on medical grade
PDMS or on Sylgard 184 PDMS substrates. Sylgard 184 PDMS was
produced by using 10 parts base to 1 part curing agent on a mass
basis, placing under vacuum for 1 h to remove entrapped air, and
curing in an oven at 90 °C for 1 h. Samples were then cut to the
desired length and width (23 mm × 23 mm).

To prepare for zwitterionic and other polymeric thin-film grafting,
PDMS substrates were first soaked in a 50 g/L solution of
benzophenone in acetone for 1 h to enable subsequent surface
photografting. After removal from the solution, any residual solution
was evaporated using a nitrogen gas stream. The functionalized
PDMS substrates were then placed under vacuum for 1 h to ensure
the complete removal of any remaining acetone. To create grafted
hydrogels on PDMS, 20 μL of the monomer solution was pipetted
onto the PDMS and dispersed via capillary action across the surface
by a 25 mm × 25 mm coverslip. The array was then exposed to 30
mW/cm2 of 365 nm UV light measured from a high-pressure mercury
bulb. The total monomer concentration was kept at 35 wt % in
deionized water with the proportion of PEGDMA to SBMA/CBMA
varied from 0 to 100% of the total monomer. Additionally, 0.05 wt %
Irgacure 2959 photoinitiator was added. For example, a CBMA
monomer solution with 5% cross-linker would have a total mass
composition of approximately 0.05 wt % Irgacure 2959, 64.95 wt %
distilled water, 1.75 wt % PEGDMA, and 33.25 wt % CBMA.

Protein Adhesion Quantification with Variable Cross-Link
Densities. To determine the effect of altering cross-link density on
protein adhesion, photografted zwitterionic thin films on medical
grade PDMS (Bentec Medical, Woodland, CA) were exposed to
fluorescently labeled fibrinogen (Thermo Fisher), washed, and then
measured for fluorescence. In detail, 30 μL of 1.0 mg/mL
fluorescently labeled fibrinogen solution (Alexa Fluor 546) was
placed on the films and dispersed by capillary action using a 25 mm ×
25 mm coverslip. After 1 h, the films were rinsed three times and then
mounted on a 22 mm × 60 mm cover glass for analysis under an
epifluorescence microscope (Leica). Nine images per sample were
taken and analyzed using ImageJ to measure raw fluorescence. The
fluorescence was averaged across samples and normalized to uncoated
PDMS.

Cell Culture and Density Quantification with Variable Cross-Link
Densities. To investigate the impact of altering cross-link density on
cell adhesion, macrophages and fibroblasts were cultured on medical
grade PDMS coated with zwitterionic thin films with varying cross-
linker concentrations, and cell density was measured. Bone marrow-
derived macrophages were obtained from 4- to 6-week-old CBA/J
mice, as previously described.25 The bone marrow progenitor cells
were maintained in a macrophage complete medium (DMEM/F12
with 10% FBS, 10 mM L-glutamine, 100 units/mL GM-CSF). Cell
suspension (1.5 mL of 1.7 × 106 cells/mL) was seeded onto 7 × 7
mm zwitterionic-coated PDMS substrates in 12-well plates. The cell
medium was changed on day 3. The cultures were maintained for 7
days. The cells were then fixed in 4% paraformaldehyde in PBS,
followed by cell permeabilization with a blocking buffer (1% BSA,
0.3% Triton-X in PBS). All substrates were then incubated with the
anti-F4/80 antibody (Abcam ab6640, 1:200 in blocking buffer), a
macrophage marker, for 2 h at 37 °C. After 2 h, the substrates were
rinsed twice with PBS and secondary antibody (Alexa 546, Thermo
Fisher, 1:400 in blocking buffer) was applied for 1 h at room
temperature. Coverslips with DAPI-containing mounting medium
were then placed on each substrate for nuclear staining. Cell density
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was determined using fluorescence microscopy. Ten randomly
selected 20× images were obtained per substrate. ImageJ software
was used to count cells. The experiment was performed in triplicate.
Fibroblasts from the spiral ligament of the cochlea were dissected

from p2-5 CBA/J mice pups.26 The spiral ligaments were pooled and
digested in equal parts by 0.12% trypsin and 0.2% collagenase for 10
min at 37 °C with intermittent shaking. Trypsin was inactivated with
FBS. The cells were rinsed with DMEM, triturated, and seeded onto
35 mm tissue-culture-treated Petri dishes. The fibroblasts were
maintained in DMEM 10% FBS and grown until confluent (48−72
h). Once confluent, the fibroblasts were dissociated from the cell
culture dish with TrypLE Express for 10 min at 37 °C. After
resuspending the cells in DMEM 10% FBS, the cells were plated on
zwitterionic-coated substrates in a 12-well plate with the same cross-
link densities used above. 1 mL of the cell suspension (2 × 104 cells/
mL) was plated onto each substrate. The cultures were maintained for
48 h, then fixed, and immunostained with antivimentin antibody, a
fibroblast marker (Abcam ab92547, 1:200), and a secondary antibody
(Alexa 488, Thermo Fisher, 1:400). They were then cover-slipped
with the DAPI-containing mounting medium (Gibco). Fluorescence
microscopy was used to determine cell counts, as mentioned above.
The experiment was performed in triplicate.
Physical Characteristics. Photografted thin films were evaluated

by scanning electron microscopy (SEM) and confocal microscopy to
ensure consistent surface characteristics, thickness, and quality. Thin-
film surfaces were uniform and smooth (see Supporting Information,
Figure S1-Sn). Photografted coatings were approximately 40 μm thick
when hydrated, as determined by water-tracing confocal microscopy
(see Supporting Information, Figure S2-Sn).
To determine the impact of cross-link density on the mechanical

properties of the hydrogel, free-standing thin films were examined.
Equilibrium swelling, as a function of cross-link density, was measured
by creating 1 mm thick zwitterionic polymeric films. After
photopolymerization, hydrogels were placed in PBS or FBS solution
to more closely represent the physiological conditions and avoid pH
changes that can significantly influence the swelling of zwitterionic
materials.24 The samples were allowed to swell until no further mass
increase was observed. The hydrogels were then vacuum-dried for 24
h, and dry mass was recorded. Equilibrium swelling percent was
calculated as follows in eq 1

m m
m

equilibrium swelling 100 w d

d
= ×

−
(1)

where mw is the mass of the hydrogel sample after swelling to
equilibrium and md is the mass after drying.
Compressive modulus was determined using a dynamic mechanical

analyzer (DMA Q800, TA Instruments). 1 mm thick hydrogels were
prepared and subsequently cut into discs (diameter 1 cm). Prior to
testing, samples were swollen to equilibrium in PBS. The hydrogels
were tested by the uniform application of compressive stress at a rate
of 0.5 N/min to obtain stress and strain curves. The modulus of
elasticity was calculated for each hydrogel sample between one and
five percent strain using eq 2

E 2 1

2 1

σ σ
ε ε

=
−
− (2)

where E is the modulus of elasticity, σ is the stress, and ε is the strain.
The subscripts correspond to points at approximately one (subscript
1) and five percent (subscript 2) strain. Each condition was replicated
four times, from which the average and standard deviation were
calculated.
To measure lubricity, reinforced medical grade 25 mm diameter

PDMS discs were prepared using a gasket punch. Discs were coated
by photopolymerization and photografting, as described above with
CBMA, SBMA, and PEGMA at varying cross-link densities. The
coefficient of friction was measured for each sample using a pin-on-
disk tribometer (TRB3, Anton Paar). Each sample was mounted in an
immersion cup and covered with PBS. The tribometer measured the
coefficient of friction using a 6 mm sapphire ball as a probe in the

rotational movement mode. The mean coefficient of friction was
calculated over 20 laps around each sample. This mean was then
normalized to the measured coefficient of friction for uncoated
PDMS.

Statistics. Statistical analysis was performed using GraphPad
Prism 8.0. Comparison of protein and cell adhesion on uncoated and
SBMA-/CBMA-coated PDMS at varying cross-link densities was
performed using one-way ANOVA with post hoc Tukey tests. Mean
and standard deviation were calculated to compare material
parameters at varying cross-link densities.

■ RESULTS AND DISCUSSION

Protein Adsorption. Protein adsorption is the initial step
in the FBR with surface protein adsorption modulating the
subsequent adhesion of cells to a biomaterial surface.4 Thus,
the ability of a biomaterial to resist protein adsorption can
indicate how well the material will reduce the FBR. Therefore,
the adsorption of fibrinogen, a key protein identified in FBR,
was examined relative to the cross-link density of grafted
zwitterionic thin films. Zwitterionic hydrogels are a class of
materials with exceptional resistance to protein adhesion that
have outperformed conventional hydrogel materials such as
PEG-based polymers.27,28 Other work has looked at protein
adhesion or accumulation on or within PEG hydrogels as a
function of cross-link density.29,30 Interestingly, decreasing
cross-linking density resulted in an increase in protein
accumulation.30 As such, it was hypothesized that the cross-
linker PEGDMA would increase protein adsorption on a
zwitterionic hydrogel in proportion to its percent composition.
Fibrinogen adsorption was measured and normalized to that

of uncoated PDMS, as shown in Figure 1, as a function of
cross-linker percentage. Figure 1A−F shows representative
images of CBMA thin films with different cross-linker
percentages using a heat map to convey the relative
fluorescence intensity from adsorbed fibrinogen. These images
highlight the significant reduction of fibrinogen in the 5%
cross-linker sample (Figure 1C), particularly when compared
to uncoated PDMS (Figure 1A). The images also demonstrate
that incremental increases in the cross-linker over the 5−50%
range led to subtle increases in fibrinogen adhesion (Figure
1D,E) while still maintaining resistance to biofouling relative to
uncoated films. Interestingly, the zwitterionic thin films grafted
without any cross-linking allowed significantly more fibrinogen
adsorption than the cross-linked samples. As indicated in
Figure 1G, for both CBMA and SBMA films, at relatively small
amounts of cross-linker, the fluorescence decreased substan-
tially when compared to both uncoated PDMS and films
without cross-linking. A 20-fold reduction in protein
adsorption was observed at approximately 5 and 13 wt %
cross-linker. As the cross-link density was increased, small
increases in fluorescence occurred with compositions of up to
50% cross-linker still resulting in an order of magnitude
decrease in fibrinogen adhesion compared to uncoated PDMS.
The zwitterions appeared to contribute strong antifouling
character to the thin film, even with significant amounts of
cross-linker. With 67% cross-linker, SBMA and CBMA
behavior diverged to some degree, with the SBMA films
showing roughly double the amount of protein adhesion
relative to CBMA. This finding may indicate that CBMA
polymer chains reduce protein adhesion more effectively at
higher cross-link densities, perhaps due to CBMA more
effectively directing the surrounding water molecules into
stabilized hydrogen-bonding networks.31
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When no zwitterionic monomers were included within a
neat PEGDMA film, fibrinogen adhesion increased signifi-
cantly to a greater degree than that seen on uncoated PDMS,
as demonstrated in Figure 1F. Interestingly, 0% cross-linker
(Figure 1B) resulted in fibrinogen adhesion roughly equal to
that seen on an uncoated surface. Additionally, the 1% cross-
linker system demonstrated fibrinogen adhesion at twice the
levels of 5% cross-linker. One possible explanation for this
behavior is the active surface rearrangement of PDMS.32,33 If
grafted polymers are linear and not connected to a network
independent of the PDMS surface, these rearrangements may
result in some, if not all, of the zwitterionic character
disappearing from the surface as the grafted polymer is
incorporated in the bulk PDMS.34 However, when sufficiently
cross-linked and grafted to the PDMS surface, any rearrange-
ments would have minimal impact, with an intact zwitterionic
thin film that can more effectively prevent protein adsorption.
Cell Adhesion. Macrophages and fibroblasts are two key

inflammatory and synthetic cells in the FBR. Macrophages
represent the dominant infiltrating cells in the intermediate
events of the FBR and aid in cell signaling/recruitment,
removal of foreign debris, and wound healing.4,36 Fibroblasts
produce extracellular matrix proteins in response to profibrotic

signals and contribute to the formation of a dense fibrotic
capsule.35 Cell adhesion is a critical measure of the ability of a
biomaterial to resist biofouling. Thus, macrophages and
fibroblasts were selected to determine how cell adhesion is
altered by changes in thin-film cross-link density. Identifying a
range of cross-link densities that results in lower cell adhesion
has the potential to reduce the FBR and its sequelae, including
fibrosis at the biomaterial−tissue interface.
Zwitterionic thin-film coatings on PDMS were created as

described above with varied concentrations of the cross-linker.
The macrophage density on SBMA and CBMA thin films was
measured and compared to that of uncoated PDMS with
results plotted in Figure 2 as a function of the cross-linker

percentage. Macrophage cell density was reduced as much as
30 times on SBMA and CBMA thin films relative to uncoated
PDMS. Significant reductions in cell adhesion were identified
on CMBA films within the ranges of 1−50% cross-linker, as
shown in Figure 2C−E, especially when compared to uncoated
PDMS (Figure 2A). For both SBMA and CBMA systems, the
most significant reduction in the macrophage density occurred
when using an intermediate range of cross-linker (1−31 wt %

Figure 1. Representative images and relative amount of protein
(fibrinogen) adsorption to samples of uncoated and coated PDMS.
Images show protein adhesion to (A) an uncoated sample and CBMA
films with (B) 0, (C) 5, (D) 13, (E) 50, and (F) 100% cross-linker.
(G) Fibrinogen adsorption relative to uncoated PDMS as determined
by fluorescence for samples of PDMS coated with CBMA (blue) and
SBMA (red) as a function of the cross-linker (PEGDMA). Three
samples were analyzed at each cross-link density. The error bars
represent the standard error of the mean.

Figure 2. Effect of thin-film cross-link density on macrophage
adhesion. Images represent macrophages labeled with anti-F4/8
antibody (red) and nuclei labeled with DAPI (blue) on (A) uncoated
PDMS and PDMS coated with CBMA with (B) 0, (C) 5, (D) 13, (E)
50, and (F) 100% PEGDMA cross-linker. (G) Three samples were
analyzed at each cross-link density. The error bars represent standard
error of the mean. Both CBMA (blue) and SBMA (red) thin films
dramatically reduced the fibroblast adhesion compared to uncoated
PDMS. Macrophage density was reduced across a broad range of
cross-link densities and was lowest in the range of 1.6−31% cross-
linker. Cell density increased at lower (0%) and higher (>50%) cross-
link densities.
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cross-linker). Figure 2C,D shows markedly reduced macro-
phage adhesion on CBMA films with 5 and 13% cross-linker
relative to cross-link densities outside of this range. The
macrophage density was also reduced on films with no cross-
linker present, as depicted in Figure 2B, but not to the level of
the lower cross-link density systems, similar to the results
observed for fibrinogen adhesion. For both the SBMA and
CBMA films, macrophage density began to increase at higher
cross-link densities to levels much more on the order to that of
uncoated PDMS. At intermediate cross-link densities, SBMA
and CBMA seemed to reduce macrophage density to a similar
degree. However, in contrast to results with fibrinogen, SBMA
thin films prevented cellular adhesion more effectively than the
CBMA systems as the cross-link density increased.
To determine if the low levels of macrophage adhesion were

also observed for other important cells in the FBR, cochlear
fibrocytes were cultured on thin films. Representative images of
the fibrocytes on CBMA thin films with variable cross-link
densities are presented in Figure 3. A significant reduction in
fibrocyte adhesion was noted on the thin films with

intermediate cross-link densities, relative to uncoated PDMS
(Figure 3A). For example, Figure 3C−E shows a dramatic
reduction in fibrocyte adhesion on CBMA thin films with
cross-link densities ranging from 5 to 50%. The fibrocyte
density was reduced over 10-fold on the SBMA and CBMA
thin films relative to uncoated PDMS. In the SBMA systems,
cell density was greater at 0 wt % cross-linker relative to thin
films in the range of 1−50% cross-linker. CBMA showed
consistent reduction in cellular adhesion across cross-link
densities. This reduction was over 10-fold for all cross-linked
CBMA films. When comparing SBMA and CBMA systems,
SBMA thin films had significantly higher cell densities relative
to CBMA at all cross-link densities with greater divergence
particularly at the lower and higher cross-link densities. This
suggests that CBMA is much more effective for reducing
fibroblast adhesion.
The increase in cell density with increasing cross-linker

concentrations suggests that increasing cross-linker percentage
reduces the antifouling properties of the thin films to some
degree. This finding is reasonable, as increasing cross-link
density increases the concentration of nonzwitterionic moieties
relative to zwitterionic moieties within the polymer network.
With a higher density of cross-linking molecules and fewer
zwitterionic molecules in the polymer network, a reduced
degree of hydration is likely, as well as a reduction in the
organization of water molecules in the hydrogel system. This
scenario could lead to a biomaterial surface on which the
associated water molecules do not cover the surface as
uniformly or with as much structure. Thus, subsequent protein
adsorption and cell adhesion may occur more frequently. This
trend is supported by work elsewhere, in which the grafting
density of zwitterionic brushes was varied. Intermediate and
higher grafting densities resulted in a more uniform, well-
defined zwitterionic layer.36 In our study, we found that cross-
link densities in the range of 1−50 wt % provided a more
consistent hydrogel layer for improved resistance to biofouling.
An increase in cell density with no cross-linker was also
observed, which could be due to inadequate structural/integral
support provided by the cross-linker, resulting in potential
surface rearrangements and a less-defined thin-film layer. To
verify that these effects could not be further altered with
varying grafted hydrogel thickness, fibroblast adhesion was
examined at three different film thicknesses, ranging from
approximately 20 to 80 μm. As shown in Supporting
Information, Figure S3-Sn, the thickness does not change the
final cell adhesion.
Together, these results suggest that antifouling properties

appear reasonably conserved across a wide range of cross-link
densities and may be best achieved using a low-to-intermediate
range of cross-link density. The effectiveness of antifouling for
protein, fibroblasts, and macrophages is lowest in the
approximately 1−50% cross-linker range. Interestingly, while
both SBMA and CBMA prevent adhesion of both protein and
cells, the material that results in the greatest reduction varies
with both protein and fibroblasts adhering less with CBMA
and macrophages showing reduced adhesion with SBMA.

Material Properties. In combination with the antifouling
properties of zwitterionic films, an understanding of cross-link
density effects on material properties is critical for the ultimate
application and durability of the grafted thin films. The cross-
link density in a hydrogel system exhibits a marked effect on
both the equilibrium swelling and compressive modulus with
increased cross-link density leading to a decrease in

Figure 3. Effect of thin-film cross-link density on fibroblast adhesion.
Images represent fibroblasts labeled with antivimentin antibody
(green) and nuclei labeled with DAPI (blue) on (A) uncoated
PDMS and PDMS coated with a 35% wt monomer solution of CBMA
with (B) 0, (C) 5, (D) 13, (E) 50, and (F) 100% PEGDMA cross-
linker. (G) Three samples were analyzed for each cross-link density.
The error bars represent the standard error of the mean. The lowest
cell density occurred in the range of 1.6−31.3% PEGDMA cross-
linker. Both CBMA (blue) and SBMA (red) thin films dramatically
reduced the fibroblast adhesion compared to uncoated PDMS. A wide
range of cross-link densities effectively reduced the fibroblast
adhesion. A range of cross-link densities from 1.6 to 13% seemed
to provide the strongest antifouling properties. Reduced antifouling
effects were seen outside of this range with lower (0% cross-linker)
and higher (31.3−66.7%) cross-link densities.
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swelling37−40 and an increase in modulus.41,42 In order to
develop a functional zwitterionic coating that resists biofouling,
the hydrogel must be sufficiently durable to withstand the
implantation, during which the film may be inserted through
both hard and soft tissue while potentially losing water.
Additionally, the system must withstand long-term exposure to
biological fluids. Typically, durability is increased at a higher
modulus, which is achieved with greater cross-linking. On the
other hand, as shown above in Figures 1, 2, 3, the greatest
reductions in adhesion were shown between 1 and 50 wt %
cross-linker, suggesting that greater amounts of cross-linker
may compromise antifouling even with potentially greater
material stability. To determine the relationship between cross-
link density and material properties, both equilibrium swelling
and compressive modulus were examined to further identify
cross-link densities with an appropriate balance between
antifouling and material properties.
Several material characteristics are critical for appropriate

zwitterionic hydrogel coating. First, the degree of equilibrium
swelling must be great enough to allow sufficient water to
enable the inherent zwitterion/water interactions that provide
antifouling capacity. At the same time, excessive swelling could
significantly increase the overall size of the implant and cause
tissue damage while decreasing function. For example, a CI
must fit within the scala tympani while minimizing intra-
cochlear trauma. Additionally, large degrees of swelling may
decrease the mechanical stability43 and adhesion to the PDMS
substrate. In order to understand the impact of cross-link
density of zwitterionic thin films on swelling, the equilibrium
water uptake of zwitterionic hydrogels as a function of cross-
link percent was examined in PBS and FBS (Figure 4A). As
expected for hydrogel systems, the equilibrium swelling
decreased with the increasing amount of cross-linker in the

zwitterionic hydrogels. At the lowest cross-link density in PBS,
CBMA hydrogels showed a 30% greater fluid uptake than
SBMA hydrogels. CBMA hydrogels consistently swelled to a
greater degree. At higher concentrations of cross-linker, the
difference became statistically insignificant. CBMA hydrogels
in PBS swelled roughly 4 times the amount between the lowest
and the highest amount of cross-link density. In comparison,
SBMA swelling was approximately 3 times greater at the lowest
cross-link density when compared with the highest. As the
amount of cross-linker in a system increases, the network
formed becomes denser with greater numbers of connecting
bonds. The resulting polymer network thus has decreased free
volume, enabling water uptake.44 Equilibrium swelling
approached an asymptote around a cross-linker concentration
of 10%, approaching the equilibrium swelling of neat
PEGDMA. While the hydrogels do swell significantly, as
shown in Figure 4, no delamination was observed for the
photoinitiation conditions as reported, indicating adequate
covalent grafting between the PDMS and the zwitterionic
hydrogel.21

To mimic biological conditions where implant surfaces are
exposed to serum fluids and proteins, hydrogel equilibrium
swelling was also assessed in FBS. When the hydrogels were
soaked in serum, the general trends remained the same. The
greatest swelling occurred at low cross-link densities, and
values at the highest cross-link density were not significantly
different from samples swollen in PBS. The samples soaked in
serum reached a lower equilibrium swelling percent than
samples in PBS, especially for the two lowest cross-link
densities of SBMA. Jiang and colleagues noted that although
SBMA attracts more overall water molecules, CBMA attracts
the water molecules more strongly with greater organization.
The most significant differences in water binding were
attributed to the anionic moieties, whereas the cationic
moieties showed similar effects.17 When proteins are
introduced to the system from FBS, the negative charges of
the proteins may interact with the cationic ions of the
zwitterions and lead to charge shielding. Thus, stronger
interactions between water and CBMA may lead to less
change in swelling in FBS. Conversely, proteins may be able to
interact to a greater degree with SBMA interfering with greater
water association. Additionally, nonspecific protein adsorption
to CBMA and SBMA has been examined in varying
concentrations of serum. While relatively low adsorption
(even at high protein levels) was observed on CBMA
polymers, large increases in adsorption on SBMA polymers
were observed with greater protein concentration. Since the
distance between ions is greater in SBMA, the hydration layer
is less uniform and not very strong.45 The greater swelling
difference between SBMA in FBS and PBS is likely due to
these intermolecular interaction differences. CBMA interacts
with water to a greater extent, which is demonstrated by the
greater amount of swelling at low cross-link densities and likely
contributes to the greater antifouling effect for most systems in
comparison to SBMA.
With greater amounts of cross-linker and higher cross-link

density, mechanical stability, including the compressive
modulus of hydrogels, should also increase. However, if too
much cross-linking occurs, the hydrogel will become brittle
and more easily damaged. The effect of cross-linker percentage
on compressive modulus in the zwitterionic hydrogel systems
is shown in Figure 4B. As expected, the compressive modulus
increased for swollen stand-alone CBMA and SBMA hydrogels

Figure 4. (A) Equilibrium swelling percentage and (B) compressive
modulus for CBMA and SBMA hydrogels as a function of increasing
cross-linker percentage. (A) For equilibrium swelling, samples were
soaked in either bovine serum (FBS, open circles) or PBS solution,
and compressive modulus was measured for hydrogels swollen to
equilibrium in PBS. Each point represents n = 3 (A) or n = 4 (B) with
error bars representing one standard deviation.

ACS Biomaterials Science & Engineering pubs.acs.org/journal/abseba Article

https://doi.org/10.1021/acsbiomaterials.1c00852
ACS Biomater. Sci. Eng. 2021, 7, 4494−4502

4499

https://pubs.acs.org/doi/10.1021/acsbiomaterials.1c00852?fig=fig4&ref=pdf
https://pubs.acs.org/doi/10.1021/acsbiomaterials.1c00852?fig=fig4&ref=pdf
https://pubs.acs.org/doi/10.1021/acsbiomaterials.1c00852?fig=fig4&ref=pdf
https://pubs.acs.org/doi/10.1021/acsbiomaterials.1c00852?fig=fig4&ref=pdf
pubs.acs.org/journal/abseba?ref=pdf
https://doi.org/10.1021/acsbiomaterials.1c00852?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as


as the percentage of cross-linker increased. Interestingly, a 20-
fold increase in compressive modulus was observed from the
lowest amount of cross-linker to the highest for SBMA, with a
50-fold increase for CBMA. Both CBMA and SBMA hydrogels
experienced monotonic increases over the examined range of
the cross-linker. CBMA exhibited a higher modulus than
SBMA with the most cross-linked CBMA hydrogel showing a
modulus nearly double that of the SBMA hydrogel perhaps due
to the stronger ionic interactions between CBMA polymers.46

Swelling and compressive modulus were tested for monomer
solutions with different water levels.21 To allow for the
exploration of a greater range of cross-link densities, differences
in the water content were necessary to obtain monomer
solutions which would not phase-separate upon polymer-
ization. Swelling behavior between the lower (35%) and higher
(52.5%) water content formulations was quite different. When
formed with less water, hydrogels swelled to a much lower
extent (Figure S1-Sn(A)). Swelling of CBMA hydrogels
plateaued at about the same cross-linker percent as with
systems polymerized with the higher amount of water, while
SBMA reached a lower amount of overall swelling. This
behavior is most likely due to the smaller and decreased
number of pores formed in hydrogels with less initial water. No
statistically significant difference was noted in the compressive
modulus between the SBMA hydrogels formed with varying
amounts of water (Figures 4B and S1-Sn(B)).
These results suggest that CBMA hydrogels should exhibit

greater durability. Moreover, CBMA usually demonstrates
greater antifouling capabilities, as shown in previous sections
and other studies.21,47 The antifouling and durability
advantages of CBMA can likely be attributed to its enhanced
intermolecular interactions.17 Due to the stronger interactions
between CBMA molecules, a higher compressive modulus is
obtained even with greater swelling. CBMA also shows greater
affinity for the organization of the water molecules, leading to a
greater swelling and a stronger hydration layer at the surface,45

which likely decreases biofouling on CBMA hydrogels
compared to SBMA hydrogels.
The absorption of water by hydrogels not only affects bulk

material characteristics but also dramatically alters the surface
properties.48 One surface property that plays a significant role
in the implantation of many biomaterials is the coefficient of
friction. This measure of lubricity is a dimensionless number
that scales the force between two objects (friction) and the
force holding them together.49,50 Decreasing the coefficient of
friction for the surface of an implant will decrease the insertion
resistance, leading to decreased trauma to the insertion site.51

To compare the effect of zwitterionic monomers in hydrogels
on the coefficient of friction, tribometry was used to measure
the relative coefficient of friction for uncoated PDMS and
PDMS photografted with CBMA, SBMA, and PEGMA
hydrogels with 4% PEGDMA cross-linker in comparison to
photografted PEGDMA hydrogels (Figure 5). The coefficient
of friction for each of the coatings was normalized to that
observed on uncoated PDMS. CBMA-, SBMA-, and PEGMA-
grafted thin-film hydrogels all exhibited similar relative
coefficient of friction values, showing an overall 10-fold
decrease from that of PDMS. The coefficient for CBMA
films was slightly lower than that of SBMA, while PEGMA
films showed the highest coefficient among the three,
approximately double that of CBMA films. On the other
hand, the coefficient of friction for a cross-linked PEGDMA
network without any monomethacrylate monomers was about

half that of uncoated PDMS (Figure 5A). These results show
clearly that the inherent coefficient of friction for the neat
cross-linked PEGDMA is much greater than that of the
zwitterionic materials. It is reasonable to believe that the
addition of this cross-linker in zwitterionic hydrogel systems
induces increases in the coefficient of friction, significantly
decreasing the surface lubricity.
To further elucidate the effect of cross-linking on the

lubricity of zwitterionic hydrogels, relative coefficient of
friction was determined for CBMA and SBMA films with
different cross-link densities. The relative coefficient of friction
for both CBMA- and SBMA-grafted PDMS decreased up to 20
times relative to uncoated PDMS, as shown in Figure 5B. An
upward trend in the coefficient of friction was observed with
increasing cross-link density for both CBMA and SBMA films.
At a lower cross-link density, CBMA hydrogels appeared to
have a slightly lower coefficient of friction, with lower
coefficients of friction observed for SBMA at higher cross-
link densities. CBMA hydrogels showed a greater overall
change in the coefficient of friction and thus a greater
dependence on the amount of cross-linker. This behavior is
likely also due to the greater interactions within the CBMA
hydrogel and with water, which become less prominent as the
amount of PEGDMA and cross-link density increases.
Both photografted CBMA and SBMA hydrogels showed

significantly decreased coefficients of friction relative to PDMS
and PEGDMA, with the greatest reduction noted at lower
cross-link densities. While antifouling is also greatest with a
lower amount of cross-linker, other mechanical properties
(swelling and compressive modulus) improve as the cross-link
density increases. Desirable antifouling properties and low
coefficient of friction properties at low cross-link densities must
be balanced with the greater durability and compressive

Figure 5. Coefficient of friction for hydrogels normalized to uncoated
PDMS (standard deviation = 0.0430) including (A) different
zwitterionic and PEG hydrogels with 4% cross-linker and (B) for
zwitterionic hydrogels, CBMA and SBMA, as a function of cross-
linker percent. For each bar or point, n = 4 with the standard error of
mean reported for each set as normalized to PDMS.
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modulus observed at higher cross-link densities. This work
shows that this balance can be achieved at intermediate cross-
linker concentrations ranging from 1 to 50%, with the best
antifouling usually in the range of 5−15%. Compressive
modulus and swelling properties both become more amenable
for implant coatings with more cross-linkers, suggesting that
the cross-linker should be kept as high as possible without
compromising antifouling. For example, compressive modulus
shows significant increases at 12% cross-linker, the concen-
tration at which swelling begins to plateau. Adhesion studies of
protein and cells demonstrated low adhesion with cross-linked
films up to approximately 12% cross-linker. Thus, at this cross-
link density, a reasonable combination of mechanical durability
and antifouling could be achieved. By understanding the
contrasting impacts of cross-link density on both mechanical
properties and antifouling characteristics, grafted thin-film
hydrogels have been created with appropriate material
properties and significant resistance to protein and cellular
adhesion.

■ CONCLUSIONS
Zwitterions show promise in reducing the FBR when grafted to
the surface of implanted biomaterials by altering surface
chemistry and dramatically reducing protein and cellular
adhesion. The mechanical and antifouling properties of
photografted zwitterionic thin films change with thin-film
cross-link density. However, the antifouling properties appear
conserved across a wide range of cross-link densities, with
significant reductions in protein and cell adhesion of fibroblasts
and macrophages observed. This wide range of cross-link
densities allows opportunities to tune the mechanical proper-
ties (i.e., modulus, coefficient of friction, and swelling) to
generate robust films that are mechanically stable, yet also able
to resist biofouling. Photografted thin films with adequate
antifouling properties and sufficient mechanical properties have
the potential to reduce the FBR in a variety of biomaterial
applications.

■ ASSOCIATED CONTENT
*sı Supporting Information
The Supporting Information is available free of charge at
https://pubs.acs.org/doi/10.1021/acsbiomaterials.1c00852.

SEM images of uncoated PDMS and PDMS coated with
CBMA and SBMA; confocal microscopy images
depicting thicknesses of thin films as a function of
cross-linker percentage; and fibroblast cell density on
SBMA films with a variable thin-film thickness (PDF)

■ AUTHOR INFORMATION
Corresponding Author
C. Allan Guymon − Department of Chemical and Biochemical
Engineering, University of Iowa, Iowa City, Iowa 52242,
United States; orcid.org/0000-0002-3351-9621;
Email: Allan-Guymon@uiowa.edu

Authors
Megan J. Jensen − Department of OtolaryngologyHead &
Neck Surgery, University of Iowa, Iowa City, Iowa 52242,
United States; orcid.org/0000-0001-5967-6054

Adreann Peel − Department of Chemical and Biochemical
Engineering, University of Iowa, Iowa City, Iowa 52242,
United States

Ryan Horne − Department of OtolaryngologyHead & Neck
Surgery, University of Iowa, Iowa City, Iowa 52242, United
States; Department of Chemical and Biochemical
Engineering, University of Iowa, Iowa City, Iowa 52242,
United States

Jamison Chamberlain − Department of Chemical and
Biochemical Engineering, University of Iowa, Iowa City, Iowa
52242, United States

Linjing Xu − Department of OtolaryngologyHead & Neck
Surgery, University of Iowa, Iowa City, Iowa 52242, United
States

Marlan R. Hansen − Department of OtolaryngologyHead
& Neck Surgery, University of Iowa, Iowa City, Iowa 52242,
United States; Department of Neurosurgery and Department
of Molecular Physiology and Biophysics, University of Iowa,
Iowa City, Iowa 52242, United States; orcid.org/0000-
0002-6884-4897

Complete contact information is available at:
https://pubs.acs.org/10.1021/acsbiomaterials.1c00852

Author Contributions
The manuscript was written through contributions of all
authors. All authors have given approval to the final version of
the manuscript.

Funding
NIH R01DC012578, T32DC00040, and UL1TR002537.

Notes
The authors declare no competing financial interest.

■ REFERENCES
(1) Klopfleisch, R.; Jung, F. The pathology of the foreign body
reaction against biomaterials. J. Biomed. Mater. Res., Part A 2017, 105,
927−940.
(2) Foggia, M. J.; Quevedo, R. V.; Hansen, M. R. Intracochlear
fibrosis and the foreign body response to cochlear implant
biomaterials. Laryngoscope Investig. Otolaryngol. 2019, 4, 678−683.
(3) Anderson, J. M. Multinucleated giant cells. Curr. Opin. Hematol.
2000, 7, 40−47.
(4) Anderson, J. M.; Rodriguez, A.; Chang, D. T. Foreign body
reaction to biomaterials. Semin. Immunol. 2008, 20, 86−100.
(5) Estephan, Z. G.; Schlenoff, P. S.; Schlenoff, J. B. Zwitteration As
an Alternative to PEGylation. Langmuir 2011, 27, 6794−6800.
(6) Rolfe, B.; Mooney, J.; Zhang, B.; et al. The Fibrotic Response to
Implanted Biomaterials: Implications for Tissue Engineering.
Regenerative Medicine and Tissue EngineeringCells and Biomaterials;
IntechOpen, 2011; pp 551−568.
(7) Morais, J. M.; Papadimitrakopoulos, F.; Burgess, D. J.
Biomaterials/tissue interactions: possible solutions to overcome
foreign body response. AAPS J. 2010, 12, 188−196.
(8) Shin, B. H.; Kim, B. H.; Kim, S.; Lee, K.; Choy, Y. B.; Heo, C. Y.
Silicone breast implant modification review: overcoming capsular
contracture. Biomater. Res. 2018, 22, 37.
(9) Zhang, L.; Cao, Z.; Bai, T.; Carr, L.; Ella-Menye, J.-R.; Irvin, C.;
Ratner, B. D.; Jiang, S. Zwitterionic hydrogels implanted in mice resist
the foreign-body reaction. Nat. Biotechnol. 2013, 31, 553−556.
(10) Major, M. R.; Wong, V. W.; Nelson, E. R.; Longaker, M. T.;
Gurtner, G. C. The foreign body response: at the interface of surgery
and bioengineering. Plast. Reconstr. Surg. 2015, 135, 1489−1498.
(11) Bas, E.; Bohorquez, J.; Goncalves, S.; Perez, E.; Dinh, C. T.;
Garnham, C.; Hessler, R.; Eshraghi, A. A.; Van De Water, T. R.
Electrode array-eluted dexamethasone protects against electrode
insertion trauma induced hearing and hair cell losses, damage to
neural elements, increases in impedance and fibrosis: A dose response
study. Hear. Res. 2016, 337, 12−24.

ACS Biomaterials Science & Engineering pubs.acs.org/journal/abseba Article

https://doi.org/10.1021/acsbiomaterials.1c00852
ACS Biomater. Sci. Eng. 2021, 7, 4494−4502

4501

https://pubs.acs.org/doi/10.1021/acsbiomaterials.1c00852?goto=supporting-info
https://pubs.acs.org/doi/suppl/10.1021/acsbiomaterials.1c00852/suppl_file/ab1c00852_si_001.pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="C.+Allan+Guymon"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://orcid.org/0000-0002-3351-9621
mailto:Allan-Guymon@uiowa.edu
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Megan+J.+Jensen"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://orcid.org/0000-0001-5967-6054
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Adreann+Peel"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Ryan+Horne"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Jamison+Chamberlain"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Linjing+Xu"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Marlan+R.+Hansen"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://orcid.org/0000-0002-6884-4897
https://orcid.org/0000-0002-6884-4897
https://pubs.acs.org/doi/10.1021/acsbiomaterials.1c00852?ref=pdf
https://doi.org/10.1002/jbm.a.35958
https://doi.org/10.1002/jbm.a.35958
https://doi.org/10.1002/lio2.329
https://doi.org/10.1002/lio2.329
https://doi.org/10.1002/lio2.329
https://doi.org/10.1097/00062752-200001000-00008
https://doi.org/10.1016/j.smim.2007.11.004
https://doi.org/10.1016/j.smim.2007.11.004
https://doi.org/10.1021/la200227b?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/la200227b?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1208/s12248-010-9175-3
https://doi.org/10.1208/s12248-010-9175-3
https://doi.org/10.1186/s40824-018-0147-5
https://doi.org/10.1186/s40824-018-0147-5
https://doi.org/10.1038/nbt.2580
https://doi.org/10.1038/nbt.2580
https://doi.org/10.1097/prs.0000000000001193
https://doi.org/10.1097/prs.0000000000001193
https://doi.org/10.1016/j.heares.2016.02.003
https://doi.org/10.1016/j.heares.2016.02.003
https://doi.org/10.1016/j.heares.2016.02.003
https://doi.org/10.1016/j.heares.2016.02.003
pubs.acs.org/journal/abseba?ref=pdf
https://doi.org/10.1021/acsbiomaterials.1c00852?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as


(12) Kikkawa, Y. S.; Nakagawa, T.; Ying, L.; Tabata, Y.; Tsubouchi,
H.; Ido, A.; Ito, J. Growth factor-eluting cochlear implant electrode:
impact on residual auditory function, insertional trauma, and fibrosis.
J. Transl. Med. 2014, 12, 280.
(13) Liu, Y.; Jolly, C.; Braun, S.; Janssen, T.; Scherer, E.; Steinhoff,
J.; Ebenhoch, H.; Lohner, A.; Stark, T.; Kiefer, J. Effects of a
dexamethasone-releasing implant on cochleae: A functional, morpho-
logical and pharmacokinetic study. Hear. Res. 2015, 327, 89−101.
(14) Wrzeszcz, A.; Steffens, M.; Balster, S.; Warnecke, A.; Dittrich,
B.; Lenarz, T.; Reuter, G. Hydrogel coated and dexamethasone
releasing cochlear implants: quantification of fibrosis in guinea pigs
and evaluation of insertion forces in a human cochlea model. J.
Biomed. Mater. Res., Part B 2015, 103, 169−178.
(15) Honeder, C.; Zhu, C.; Schöpper, H.; Gausterer, J. C.; Walter,
M.; Landegger, L. D.; Saidov, N.; Riss, D.; Plasenzotti, R.; Gabor, F.;
Arnoldner, C. Effects of sustained release dexamethasone hydrogels in
hearing preservation cochlear implantation. Hear. Res. 2016, 341, 43−
49.
(16) Ratner, B. D. Reducing capsular thickness and enhancing
angiogenesis around implant drug release systems. J. Controlled Release
2002, 78, 211−218.
(17) Shao, Q.; Jiang, S. Molecular understanding and design of
zwitterionic materials. Adv. Mater. 2015, 27, 15−26.
(18) Jiang, S.; Cao, Z. Ultralow-Fouling, Functionalizable, and
Hydrolyzable Zwitterionic Materials and Their Derivatives for
Biological Applications. Adv. Mater. 2010, 22, 920−932.
(19) Diaz Blanco, C.; Ortner, A.; Dimitrov, R.; Navarro, A.;
Mendoza, E.; Tzanov, T. Building an Antifouling Zwitterionic
Coating on Urinary Catheters Using an Enzymatically Triggered
Bottom-Up Approach. ACS Appl. Mater. Interfaces 2014, 6, 11385−
11393.
(20) Cheng, G.; Zhang, Z.; Chen, S.; Bryers, J. D.; Jiang, S.
Inhibition of bacterial adhesion and biofilm formation on zwitterionic
surfaces. Biomaterials 2007, 28, 4192−4199.
(21) Leigh, B. L.; Cheng, E.; Xu, L.; Derk, A.; Hansen, M. R.;
Guymon, C. A. Antifouling Photograftable Zwitterionic Coatings on
PDMS Substrates. Langmuir 2019, 35, 1100−1110.
(22) Li, G.; Cheng, G.; Xue, H.; Chen, S.; Zhang, F.; Jiang, S. Ultra
low fouling zwitterionic polymers with a biomimetic adhesive group.
Biomaterials 2008, 29, 4592−4597.
(23) He, M.; Gao, K.; Zhou, L.; Jiao, Z.; Wu, M.; Cao, J.; You, X.;
Cai, Z.; Su, Y.; Jiang, Z. Zwitterionic materials for antifouling
membrane surface construction. Acta Biomater. 2016, 40, 142−152.
(24) Leigh, B. L.; Cheng, E.; Xu, L.; Andresen, C.; Hansen, M. R.;
Guymon, C. A. Photopolymerizable Zwitterionic Polymer Patterns
Control Cell Adhesion and Guide Neural Growth. Biomacromolecules
2017, 18, 2389−2401.
(25) Trouplin, V.; Boucherit, N.; Gorvel, L.; Conti, F.; Mottola, G.;
Ghigo, E. Bone marrow-derived macrophage production. J. Visualized
Exp. 2013, 81, 50966.
(26) Moon, S. K.; Woo, J.-I.; Lee, H.-Y.; Park, R.; Shimada, J.; Pan,
H.; Gellibolian, R.; Lim, D. J. Toll-like receptor 2-dependent NF-KB
activation is involved in nontypeable Haemophilus influenzae-induced
monocyte chemotactic protein 1 up-regulation in the spiral ligament
fibrocytes of the inner ear. Infect. Immun. 2007, 75, 3361−3372.
(27) Vert, M.; Li, S.; Garreau, H. New insights on the degradation of
bioresorbable polymeric devices based on lactic and glycolic acids.
Clin. Mater. 1992, 10, 3−8.
(28) Zhang, Z.; Wang, J.; Tu, Q.; Nie, N.; Sha, J.; Liu, W.; Liu, R.;
Zhang, Y.; Wang, J. Surface modification of PDMS by surface-initiated
atom transfer radical polymerization of water-soluble dendronized
PEG methacrylate. Colloids Surf., B 2011, 88, 85−92.
(29) Pandiyarajan, C. K.; Genzer, J. Effect of Network Density in
Surface-Anchored Poly(N-isopropylacrylamide) Hydrogels on Ad-
sorption of Fibrinogen. Langmuir 2017, 33, 1974−1983.
(30) Lee, S.; Tong, X.; Yang, F. The effects of varying poly(ethylene
glycol) hydrogel crosslinking density and the crosslinking mechanism
on protein accumulation in three-dimensional hydrogels. Acta
Biomater. 2014, 10, 4167−4174.

(31) Schlenoff, J. B. Zwitteration: coating surfaces with zwitterionic
functionality to reduce nonspecific adsorption. Langmuir 2014, 30,
9625−9636.
(32) Zhang, J.; Chen, Y.; Brook, M. A. Facile functionalization of
PDMS elastomer surfaces using thiol-ene click chemistry. Langmuir
2013, 29, 12432−12442.
(33) Zhou, J.; Ellis, A. V.; Voelcker, N. H. Recent developments in
PDMS surface modification for microfluidic devices. Electrophoresis
2010, 31, 2−16.
(34) Hu, S.; Ren, X.; Bachman, M.; Sims, C. E.; Li, G. P.; Allbritton,
N. Cross-linked coatings for electrophoretic separations in poly-
(dimethylsiloxane) microchannels. Electrophoresis 2003, 24, 3679−
3688.
(35) Sheikh, Z.; Brooks, P. J.; Barzilay, O.; Fine, N.; Glogauer, M.
Macrophages, Foreign Body Giant Cells and Their Response to
Implantable Biomaterials. Materials 2015, 8, 5671−5701.
(36) Cheung, D. L.; Lau, K. H. A. Atomistic Study of Zwitterionic
Peptoid Antifouling Brushes. Langmuir 2019, 35, 1483−1494.
(37) Eichenbaum, G. M.; Kiser, P. F.; Dobrynin, A. V.; Simon, S. A.;
Needham, D. Investigation of the Swelling Response and Loading of
Ionic Microgels with Drugs and Proteins: The Dependence on Cross-
Link Density. Macromolecules 1999, 32, 4867−4878.
(38) Killion, J. A.; Geever, L. M.; Devine, D. M.; Kennedy, J. E.;
Higginbotham, C. L. Mechanical properties and thermal behaviour of
PEGDMA hydrogels for potential bone regeneration application. J.
Mech. Behav. Biomed. Mater. 2011, 4, 1219−1227.
(39) Raj Singh, T. R.; McCarron, P. A.; Woolfson, A. D.; Donnelly,
R. F. Investigation of swelling and network parameters of poly-
(ethylene glycol)-crosslinked poly(methyl vinyl ether-co-maleic acid)
hydrogels. Eur. Polym. J. 2009, 45, 1239−1249.
(40) Kabiri, K.; Omidian, H.; Hashemi, S. A.; Zohuriaan-Mehr, M. J.
Synthesis of fast-swelling superabsorbent hydrogels: effect of cross-
linker type and concentration on porosity and absorption rate. Eur.
Polym. J. 2003, 39, 1341−1348.
(41) Carr, L. R.; Xue, H.; Jiang, S. Functionalizable and nonfouling
zwitterionic carboxybetaine hydrogels with a carboxybetaine dime-
thacrylate crosslinker. Biomaterials 2011, 32, 961−968.
(42) Burmistrova, A.; Richter, M.; Uzum, C.; Klitzing, R. v. Effect of
cross-linker density of P(NIPAM-co-AAc) microgels at solid surfaces
on the swelling/shrinking behaviour and the Young’s modulus. Colloid
Polym. Sci. 2011, 289, 613−624.
(43) Straccia, M. C.; d’Ayala, G.; Romano, I.; Oliva, A.; Laurienzo, P.
Alginate hydrogels coated with chitosan for wound dressing. Mar.
Drugs 2015, 13, 2890−2908.
(44) Collins, M. N.; Birkinshaw, C. Morphology of crosslinked
hyaluronic acid porous hydrogels. J. Appl. Polym. Sci. 2011, 120,
1040−1049.
(45) Ladd, J.; Zhang, Z.; Chen, S.; Hower, J. C.; Jiang, S.
Zwitterionic Polymers Exhibiting High Resistance to Nonspecific
Protein Adsorption from Human Serum and Plasma. Biomacromole-
cules 2008, 9, 1357−1361.
(46) Clapper, J. D.; Guymon, C. A. Physical Behavior of Cross-
Linked PEG Hydrogels Photopolymerized within Nanostructured
Lyotropic Liquid Crystalline Templates. Macromolecules 2007, 40,
1101−1107.
(47) Lin, W.; Ma, G.; Wu, J.; Chen, S. Different in vitro and in vivo
behaviors between Poly(carboxybetaine methacrylate) and poly-
(sulfobetaine methacrylate). Colloids Surf., B 2016, 146, 888−894.
(48) Melzak, K. A.; Mateescu, A.; Toca-Herrera, J. L.; Jonas, U.
Simultaneous Measurement of Mechanical and Surface Properties in
Thermoresponsive, Anchored Hydrogel Films. Langmuir 2012, 28,
12871−12878.
(49) Straffelini, G. Friction and Wear: Methodologies for Design;
Springer, 2015; pp 21−22.
(50) Tim, A.; Osswald, G. M. Material Science of Polymers for
Engineers, 3rd ed.; Hanser Publishers, 2012; p 470.
(51) Todd, C. A.; Naghdy, F.; Svehla, M. J. Force Application
During Cochlear Implant Insertion: An Analysis for Improvement of
Surgeon Technique. IEEE Trans. Biomed. Eng. 2007, 54, 1247−1255.

ACS Biomaterials Science & Engineering pubs.acs.org/journal/abseba Article

https://doi.org/10.1021/acsbiomaterials.1c00852
ACS Biomater. Sci. Eng. 2021, 7, 4494−4502

4502

https://doi.org/10.1186/s12967-014-0280-4
https://doi.org/10.1186/s12967-014-0280-4
https://doi.org/10.1016/j.heares.2015.04.019
https://doi.org/10.1016/j.heares.2015.04.019
https://doi.org/10.1016/j.heares.2015.04.019
https://doi.org/10.1002/jbm.b.33187
https://doi.org/10.1002/jbm.b.33187
https://doi.org/10.1002/jbm.b.33187
https://doi.org/10.1016/j.heares.2016.08.001
https://doi.org/10.1016/j.heares.2016.08.001
https://doi.org/10.1016/s0168-3659(01)00502-8
https://doi.org/10.1016/s0168-3659(01)00502-8
https://doi.org/10.1002/adma.201404059
https://doi.org/10.1002/adma.201404059
https://doi.org/10.1002/adma.200901407
https://doi.org/10.1002/adma.200901407
https://doi.org/10.1002/adma.200901407
https://doi.org/10.1021/am501961b?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/am501961b?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/am501961b?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1016/j.biomaterials.2007.05.041
https://doi.org/10.1016/j.biomaterials.2007.05.041
https://doi.org/10.1021/acs.langmuir.8b00838?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acs.langmuir.8b00838?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1016/j.biomaterials.2008.08.021
https://doi.org/10.1016/j.biomaterials.2008.08.021
https://doi.org/10.1016/j.actbio.2016.03.038
https://doi.org/10.1016/j.actbio.2016.03.038
https://doi.org/10.1021/acs.biomac.7b00579?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acs.biomac.7b00579?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.3791/50966
https://doi.org/10.1128/iai.01886-06
https://doi.org/10.1128/iai.01886-06
https://doi.org/10.1128/iai.01886-06
https://doi.org/10.1128/iai.01886-06
https://doi.org/10.1016/0267-6605(92)90077-7
https://doi.org/10.1016/0267-6605(92)90077-7
https://doi.org/10.1016/j.colsurfb.2011.06.019
https://doi.org/10.1016/j.colsurfb.2011.06.019
https://doi.org/10.1016/j.colsurfb.2011.06.019
https://doi.org/10.1021/acs.langmuir.6b04434?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acs.langmuir.6b04434?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acs.langmuir.6b04434?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1016/j.actbio.2014.05.023
https://doi.org/10.1016/j.actbio.2014.05.023
https://doi.org/10.1016/j.actbio.2014.05.023
https://doi.org/10.1021/la500057j?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/la500057j?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/la403425d?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/la403425d?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1002/elps.200900475
https://doi.org/10.1002/elps.200900475
https://doi.org/10.1002/elps.200305592
https://doi.org/10.1002/elps.200305592
https://doi.org/10.3390/ma8095269
https://doi.org/10.3390/ma8095269
https://doi.org/10.1021/acs.langmuir.8b01939?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acs.langmuir.8b01939?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/ma981945s?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/ma981945s?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/ma981945s?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1016/j.jmbbm.2011.04.004
https://doi.org/10.1016/j.jmbbm.2011.04.004
https://doi.org/10.1016/j.eurpolymj.2008.12.019
https://doi.org/10.1016/j.eurpolymj.2008.12.019
https://doi.org/10.1016/j.eurpolymj.2008.12.019
https://doi.org/10.1016/s0014-3057(02)00391-9
https://doi.org/10.1016/s0014-3057(02)00391-9
https://doi.org/10.1016/j.biomaterials.2010.09.067
https://doi.org/10.1016/j.biomaterials.2010.09.067
https://doi.org/10.1016/j.biomaterials.2010.09.067
https://doi.org/10.1007/s00396-011-2383-2
https://doi.org/10.1007/s00396-011-2383-2
https://doi.org/10.1007/s00396-011-2383-2
https://doi.org/10.3390/md13052890
https://doi.org/10.1002/app.33241
https://doi.org/10.1002/app.33241
https://doi.org/10.1021/bm701301s?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/bm701301s?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/ma0622377?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/ma0622377?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/ma0622377?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1016/j.colsurfb.2016.07.016
https://doi.org/10.1016/j.colsurfb.2016.07.016
https://doi.org/10.1016/j.colsurfb.2016.07.016
https://doi.org/10.1021/la3019666?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/la3019666?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1109/tbme.2007.891937
https://doi.org/10.1109/tbme.2007.891937
https://doi.org/10.1109/tbme.2007.891937
pubs.acs.org/journal/abseba?ref=pdf
https://doi.org/10.1021/acsbiomaterials.1c00852?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as

