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1
LAYER BY LAYER COATED MESH FOR
LOCAL RELEASE OF BIO-ACTIVE
PROTEINS

1. CROSS-REFERENCE TO RELATED
APPLICATIONS

This application claims priority to U.S. Provisional Appli-
cation No. 62/308,574, filed Mar. 15, 2016, the contents of
which are hereby incorporated by reference in its entirety.

2. GRANT INFORMATION

This invention was made with government support under
Grant Nos. HD043441 and GM107882 awarded by the
National Institute of Health. The government has certain
rights in the invention.

3. INTRODUCTION

The present invention relates to biomaterials coated with
an active agent eluting coating, wherein implantation of the
coated biomaterial results in modulation of the local immune
reaction and reduced implant-related complications and/or
improved integration of the biomaterial into the host tissue.

4. BACKGROUND OF THE INVENTION

The interaction of the host immune system with implant-
able materials has historically been considered to be a
negative occurrence associated with downstream encapsu-
lation and/or implant failure; however, it is now increasingly
recognized that host-implant interactions can play both
positive and negative roles following placement. In particu-
lar, macrophages have been described as key mediators of
the host-implant interaction and critical determinants of
downstream integration and functionality.

The host response to implanted materials begins imme-
diately upon introduction of the material into the host tissue
and encompasses multiple overlapping phases including
injury, protein adsorption, acute inflammation, chronic
inflammation, foreign body reaction, granulation tissue for-
mation and eventual encapsulation (1). It is recognized that
the early interactions which occur at the material-tissue
interface represent the initiating events which drive subse-
quent paracrine and autocrine processes of the host response
and subsequent tissue remodeling with significant implica-
tions for downstream performance. Recently, macrophage-
implant interactions in particular have received considerable
attention as a primary determinant of the outcome of bio-
materials placement (2-7). A spectrum of macrophage phe-
notypes contained between two extremes has been identi-
fied, ranging from pro-inflammatory (M1) to anti-
inflammatory/regulatory (M2) phenotypes, with significant
implications in disease, tissue remodeling following injury,
and biomaterial performance (3, 8-12). Materials which
elicit improved or regenerative remodeling outcomes are
associated with a shift from an initially M1 to a more M2
profile during the early stages of the inflammatory response
which follows implantation (13-19). Therefore, there is a
need in the art for implantable biomaterial that directly
modulates the early-stage macrophage response against the
biomaterial in order to promote downstream tissue integra-
tion and functional remodeling in the long-term.

5. SUMMARY OF THE INVENTION

The present invention relates to biomaterials coated with
an active agent eluting coating, wherein implantation of the
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coated biomaterial results in modulation of the local immune
reaction and reduced implant-related complications and/or
improved integration of the biomaterial into the host tissue
and further relates to kits containing the coated biomaterial.
The present invention also relates to methods and kits for
coating the biomaterial. It is based, at least in part, on the
discovery that biomaterial coated with a cytokine eluting
coating resulted in the shift of early stage macrophage
polarization that was associated with positive long-term
effects such as minimized capsule formation and improved
tissue quality and composition as compared to uncoated
biomaterials.

The present invention provides coated biomaterials. In
certain embodiments, the biomaterials are coated with at
least one polycation layer, at least one polyanion layer, and
at least one active agent containing layer. In certain embodi-
ments, the active agent is released from the coating and
polarizes macrophages to an M2 phenotype. In certain
embodiments, the biomaterial can be, but is not limited to,
mesh, sutures, wound dressings, intraocular lenses, decel-
Iularized matrices, bone plates, joint replacements, biosen-
sors, catheters, pacemakers, artificial organs, stents, ven-
tricular assist devices, and neural electrodes.

In certain non-limiting embodiments, the polycation
(which can be comprised of one or more species of cation)
can be, but is not limited to, one or more polysaccharide
(e.g., chitosan), one or more protein (e.g., collagen), a
synthetic polyamine, or positively charged polymers or
copolymers. In certain non-limiting embodiments, the poly-
anion (which can be comprised of one or more species of
anion) can be, but is not limited to, glycosaminoglycan (e.g.,
dermatan, dermatan sulfate, hyaluronate, an alginate, chon-
droitin sulfate, heparan sulfate, or any combination thereof
or negatively charged polymers or copolymers (e.g., poly-
acrylates, polyesters, polyurethanes). In certain non-limiting
embodiments, the active agent can be a cytokine (e.g., [L-4,
1L-13, IL-10, TGF-p, HGF or combinations thereof, or one
or more glucocorticoid or combination of glucocorticoids).
In certain non-limiting embodiments, the active agent is
released to provide an effective concentration of the active
agent locally at the tissue-implant interface, e.g., at distances
of from about 10 pm to about 100 um, or up to about 50 um
from the coated biomaterial.

In certain non-limiting embodiments, the coating on the
biomaterial can have a thickness ranging from 0.5 nm to a
500 um. In certain embodiments, the coated biomaterial
comprises a total of about 10 to about 1000 of alternating
polycation and polyanion bilayers. In certain non-limiting
embodiments, the alternating polycation and polyanion lay-
ers do not contain an active agent. In certain non-limiting
embodiments, the alternating polycation and polyanion layer
coated biomaterial is coated with at least one active agent
containing layer on top of the alternating polycation and
polyanion layers. In certain non-limiting embodiments, the
coated biomaterial comprises about 10 to about 1000 active
agent containing layers. In certain non-limiting embodi-
ments, the coated biomaterial comprises about 40 active
agent containing layers on top of about 10 alternating
polycation and polyanion bilayers.

The present invention provides a method for coating a
biomaterial. In certain non-limiting embodiments, the bio-
material is negatively charged. In certain non-limiting
embodiments, the biomaterial has a net negative or a net
positive charge. In certain non-limiting embodiments, the
negatively charged biomaterial is coated with a polycation
layer. In certain non-limiting embodiments, the biomaterial
is first treated to induce either a positive or negative surface
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charge to facilitate coating. In certain non-limiting embodi-
ments, the polycation layer is coated with a polyanion layer.
In certain non-limiting embodiments, the biomaterial is
coated with alternating polycation and polyanion layers. In
certain non-limiting embodiments, once the biomaterial is
coated with alternating polycation and polyanion layers, the
coated biomaterial is coated with at least one layer contain-
ing at least one active agent. In certain non-limiting embodi-
ments, the coated biomaterial is sterilized.

6. BRIEF DESCRIPTION OF THE FIGURES

FIG. 1 illustrates a Layer by Layer coating procedure
performed on polypropylene surgical meshes.

FIG. 2A provides x-ray photoelectron spectroscopy spec-
tra (XPS) of LbL coated (dark gray), RFGD treated (gray)
and pristine (light gray) mesh.

FIG. 2B provides images of alcian blue stained 1 cm?®
pieces of pristine (i), RFGD treated (ii) and LbL coated
meshes (iii).

FIGS. 3A-3H provide scanning electron microscopy
images of meshes, where FIGS. 3A-3D provide images at
40x FIGS. 3E-3H provide images at 150x. FIGS. 3A and 3E
show pristine meshes; FIGS. 3B and 3F show RFGD treated
meshes; FIGS. 3C and 3G show LbL coated meshes; and
FIGS. 3D and 3H show IL-4 loaded [40B] meshes. In FIGS.
3A-3H, scale bars represent 200 pum.

FIGS. 4A-4B provide attenuated total reflectance—Fou-
rier transform infrared (ATR-FTIR) spectra of pristine
(blue), RFGD treated (red) and LbL. coated (green) meshes
from wavelengths 2800-3700 cm™ (FIG. 4A) and 1300-
1800 cm™ (FIG. 4B).

FIG. 5A provides confocal microscopy images of 1L.-4
immunolabeled polypropylene fibers of pristine (i), coated
[no IL.-4] (ii) and IL.-4 loaded [40B] (iii) mesh. Scale bars
represent 100 pm.

FIG. 5B provides cumulative release of I[.-4 (nanograms)
versus time (days) from 1 cm?® pieces of IL-4 loaded mesh
(20, 40 and 60 bilayers). Coated (no 1L.-4) mesh was used as
a control. Power law dependence curves along with equa-
tions and coeflicients are presented.

FIG. 6 shows the log-log linear fittings of IL.-4 cumulative
release versus time.

FIG. 7A illustrates arginase-1 immunolabelled bone mar-
row-derived macrophage cultures exposed to 1 cm® pieces of
pristine, coated (no I1L.-4) and IL.-4 loaded (40B) meshes for
72 hrs. IL-4 (20 ng/mL) was used as positive control. Scale
bars represent 100 um.

FIG. 7B shows the concentration of IL.-4 released by 1L.-4
loaded meshes (40 bilayers) for 72 hours. Bars represent the
mean+SEM.

FIG. 8A provides CellProfiler image analysis from argi-
nase-1 immunolabeled macrophages in an in-vitro culture
exposed to 1 cm?® pieces of pristine, coated [no IL-4] and
1L-4 loaded [40B] mesh. Isotype and IL-4 [20 ng/mL.] were
used as negative and positive controls, respectively.

FIG. 8B shows the number of arginase-1 positive mac-
rophages determined from the CellProfiler analysis of FIG.
8A. Bars represent the mean+SEM. (*) Statistically signifi-
cant (p<0.05), using one-way ANOVA and Tukey’s test. (ns)
Non-significant.

FIG. 9 shows H&E stained tissue sections at 10x from
mice implanted with a 1 cm?® piece of pristine, coated (no
1L-4) and IL.-4 loaded (40B) mesh at 7 days (top panel) and
14 days (bottom panel). Healthy and SHAM (no mesh
surgery) were used as controls. Scale bars represent 200 um.
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FIG. 10A shows arginase-1 immunolabeled (brighter
cells) tissue sections of mice implanted with a 1 cm? piece
of pristine, coated (no 1L-4) and I[.-4 loaded (40B) mesh for
7 days (top panel) and 14 days (bottom panel). DAPI was
used to stain cell nuclei. Scale bars represent 40 pm.

FIG. 10B illustrates the arginase-1/DAPI pixel ratio ver-
sus distance of arginase-1 immunolabeled tissue sections at
7 days.

FIG. 10C provides the arginase-1/DAPI pixel ratio at 50
um of arginase-1 immunolabeled tissue sections at 7 and 14
days. Points and bars represent the mean+SEM (N=7-9). (*)
Statistically significant (p<0.05), using one-way ANOVA
and Tukey’s test. (ns) Non-significant.

FIG. 10D shows iNOS immunolabeled (brighter cells)
tissue sections of mice implanted with a 1 cm® piece of
pristine, coated (no IL.-4) and IL.-4 loaded (40B) mesh for 7
days (top panel) and 14 days (bottom panel). DAPI was used
to stain cell nuclei. Scale bars represent 40 pm.

FIG. 10E illustrates the iNOS/DAPI pixel ratio versus
distance of iNOS immunolabeled tissue sections at 7 days.

FIG. 10F provides the iNOS/DAPI pixel ratio at 50 um of
iNOS immunolabeled tissue sections at 7 and 14 days.
Points and bars represent the meantSEM (N=7-9). (*)
Statistically significant (p<0.05), using one-way ANOVA
and Tukey’s test. (ns) Non-significant.

FIGS. 11A-11D provide image analysis of cells. FIG. 11A
shows total cells (DAPI) and FIG. 11B shows F4/80p cells
as percentages of total cells (DAPI) surrounding single mesh
fibers of tissue cross sections of mice implanted with a 1 cm?
piece of pristine, coated (no 1L.-4) and IL.-4 loaded (40B)
mesh for 7 days and 14 days. FIG. 11C shows arginine-1
positive F4/80 positive cells and FIG. 11D shows iNOS
positive F4/80 positive cells as percentages of total F4/80
positive cells surrounding single mesh fibers of tissue cross
sections of mice implanted with a 1 cm? piece of pristine,
coated (no IL.-4) and I1.-4 loaded (40B) mesh for 7 days and
14 days. Bars and points represent the mean+tSEM (N=8).
Statistical significance as (*) p<0.05, (**) p<0.01, (***)
p<0.001 and (****) p<0.0001, using two-way ANOVA with
Tukey’s (groups) and Sidak’s (days) tests. All other differ-
ences are non-significant.

FIG. 12A shows Masson’s Trichrome stained tissue sec-
tions of mice implanted with a 1 cm® piece of pristine, coated
(no IL.-4) and I1.-4 loaded (40B) mesh at 90 days. Scale bars
represent 200 pm.

FIG. 12B provides image analysis of capsule deposition
(area %) surrounding mesh fibers (3 images of a single fiber
at 20x per sample, N=8 samples). Bars represent the
mean+SEM. (¥) Statistically significant (p<0.05), using two-
way ANOVA and Tukey’s test. All other mean differences
are non-significant.

FIG. 12C shows Picro Sirius Red stained tissue sections
(20x) of mice implanted with a 1 cm® piece of pristine,
coated (no IL.-4) and IL.-4 loaded (40B) mesh at 90 days.
Scale bars represent 100 um.

FIG. 12D provides image analysis of collagen capsule
quality, surrounding mesh fibers (3 images of a single fiber
at 20x per sample, N=8). Bars represent the mean+SEM. (*)
Statistically significant (p<0.05), using two-way ANOVA
and Tukey’s test. All other mean differences are non-sig-
nificant.

FIG. 13 provides the mean thickness surrounding mesh
fibers (3 images of a single fiber at 20x per sample, N=8
samples). Bars represent the mean+SEM. Statistical signifi-
cance as (**) p<0.01 and (****) p<0.0001, using two-way
ANOVA with Tukey’s test. All other differences are non-
significant.
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7. DETAILED DESCRIPTION OF THE
INVENTION

The present invention provides biomaterials coated with
an active agent eluting coating, wherein implantation of the
coated biomaterial results in modulation of the local immune
reaction and reduced implant-related complications and/or
improved integration of the biomaterial into the host tissue
and further relates to kits containing the coated biomaterial.
In certain non-limiting embodiments, the biomaterials are
coated with at least one polycation layer, at least one
polyanion layer, and at least one active agent containing
layer. In certain non-limiting embodiments, the active agent
is released from the coating and polarizes macrophages to an
M2 phenotype. The present invention further provides meth-
ods and kits for coating the biomaterial.

The term ‘“biomaterial,” refers to a material which has
properties that are adequate for mammalian body recon-
struction, medical device construction, and/or drug control/
release devices or products. This term includes absorbable
devices and products (e.g., absorbable sutures, absorbable
clips, absorbable staples, absorbable pins, absorbable rods
(for repairing broken bones), absorbable joints, absorbable
vascular grafts, absorbable fabrics or meshes (e.g., for hernia
repair, soft tissue patches), absorbable sponges, absorbable
adhesives and absorbable drug control/release devices) as
well as non-absorbable devices and products, (e.g., implant-
able repair or support meshes (e.g., for pelvic organ pro-
lapse, artificial chest wall, artificial thoracic or abdominal
wall prosthesis, or hernia support) acetabular or tibia com-
ponents of joint prostheses, and bone cement. The term
“absorbable” as used herein refers to materials that will be
degraded and subsequently absorbed by the body. The term
“non-absorbable” as used herein refers to materials that will
not be degraded and subsequently absorbed by the body.

The terms “macrophage polarization” or “polarization of
macrophages™, as used interchangeably herein, refer to
controlling the macrophage microenvironment to elicit a
particular macrophage phenotype. Polarized macrophages
can be broadly classified into two main phenotypes: 1) M1,
which is pro-inflammatory and 2) M2, which is anti-inflam-
matory/regulatory. Materials which elicit improved or
regenerative remodeling outcomes are associated with a
shift from an initially M1 to a more M2 profile during the
early stages of the inflammatory response which follows
implantation. Macrophages can be polarized to M2 by
treating the microenvironment with cytokines (e.g., 1L-4,
1L-13, IL-10, or combinations thereof) and/or glucocorti-
coids.

The term “polyelectrolyte layers™ refers to coating layers
that are charged. For example, the polyelectrolyte layer can
be either a polycation layer or a polyanion layer. A “poly-
electrolyte bilayer” refers to combination of a polycation
and a polyanion polymer in a bilayer.

The term “polycation” refers to any polymer that has a net
positive charge at the pH the layer is formed. Examples of
polycations include, but are not limited to, a polysaccharide,
a protein, a synthetic polyamine, or a synthetic polymer or
polypeptide. In certain embodiments, polycation polysac-
charides bearing one or more amino groups can be used
herein. In certain embodiments, the polycation is the natural
polysaccharide chitosan. As used herein, the term “chitosan”
refers to a linear polysaccharide composed of randomly
distributed 6-(1-4)-linked D-glucosamine (deacetylated
unit) and N-acetyl-D-glucosamine (acetylated unit). Chito-
san is produced by deacetylation of chitin. The term “chi-
tosan” relates to chitosan, chitosan derivatives and mixtures
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of chitosan and chitosan derivatives (e.g., glycol-chitosan,
amine-grafted chitosan, fluorescent-tagged chitosan). Simi-
larly, the protein can be synthetic or naturally-occurring. In
certain embodiments, the biodegradable polyamine is a
synthetic random copolypeptide, synthetic polyamine such
as poly(p-aminoesters), polyester amines, poly(disulfide
amines), mixed poly(ester and amide amines), and peptide
crosslinked polyamines. The polycation polymers can be
branched, linear, or a combination thereof.

The term “polyanion” refers to any polymer that has a net
negative charge at the pH the layer is formed. Examples of
polyanions include, but are not limited to, a polysaccharide,
a protein, or a synthetic polymer or polypeptide. In certain
embodiments, the polyanion is a polysaccharide. Examples
of polyanion polysaccharides useful herein include, but are
not limited to, a hyaluronate, an alginate, chondroitin sul-
fate, dermatan, dermatan sulfate, heparan sulfate, or any
combination thereof. The polyanion polymers can be
branched, linear, or a combination thereof.

The terms “tune” or “tunable”, as used herein, means the
ability to adjust the number and/or composition of layers of
the coated biomaterial to alter the pharmacokinetic distri-
bution of the active agent. For example, altering the number
and/or composition of layers can alter active agent release
characteristics such as, but not limited to, the dosage, release
rates, duration, and distribution of the active agent. Tuning
of the number and/or composition of layers of the coated
biomaterial can be accomplished a number of ways, includ-
ing but not limited to varying the number of alternating
polycation and polyanion layers (e.g., increasing or decreas-
ing the number of layers) prior to adding the active agent
containing layers; varying the polycation and/or polyanion
used in the alternating polycation and polyanion layers (e.g.
change the polycation and/or polyanion used or utilize
different combinations of polycations and/or polyanions);
altering the number of active agent containing layers; alter-
ing the composition of the active agent containing layer;
adding additional polycation and/or polyanion layers on top
and/or in between the active agent layers.

The term “active agent” refers to an agent that is capable
of having a physiological effect when administered to a
subject. In certain embodiments, the term “active agent”
refers to an agent that can polarize macrophages away from
the M1 phenotype and/or towards the M2 phenotype for
example, but not limited to cytokines (e.g., 1L-4, IL-13,
IL-10, or combinations thereof). and/or glucocorticoids
(e.g., betamethasone, clocortolone, cortisone, dexametha-
sone, fludrocortisone, fluocortolone, fluprednylidene, hydro-
cortisone, medrysone, methylprednisolone, paramethasone,
prednisolone, prednisone, prednylidene, triamcinolone, tri-
amcinolone acetonide and their esters).

For clarity of description, and not by way of limitation,
the detailed description of the invention is divided into the
following subsections:

(1) coated biomaterial;

(2) methods of coating the biomaterial; and

(3) kits.

7.1. Coated Biomaterials

The present invention provides biomaterials coated with
an active agent eluting coating. In certain non-limited
embodiments, implantation of the coated biomaterial results
in modulation of the local immune reaction and reduced
implant-related complications and/or improved integration
of the biomaterial into the host tissue as compared to
non-coated biomaterials or coated biomaterials not contain-
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ing an active agent. In certain embodiments, the biomaterials
are coated with at least one polycation layer, at least one
polyanion layer, and at least one active agent containing
layer. The number and sequence of layers can be modified in
order to provide the desired amount and release time of
active agent from the coated biomaterial.

In certain non-limiting embodiments, the active agent is
released from the coating and polarizes macrophages away
from an M1 phenotype and/or to an M2 phenotype.

In certain non-limiting embodiments, implantation of the
coated biomaterial results in reduced implant-related com-
plications as compared to non-coated or coated biomaterial
not containing and active agent. For example, the coated
biomaterial results in diminished formation of fibrotic cap-
sule surrounding the implant, reduced biomaterial associated
inflammation and tissue degradation, and improved tissue
integration.

In certain non-limiting embodiments, implantation of the
coated biomaterial results in improved integration of the
biomaterial into the host tissue as compared to non-coated
biomaterials or coated biomaterials not containing an active
agent. For example, the coated biomaterial results in faster
remodeling, faster tissue regenerations, increased functional
remodeling of the tissue area, and reduced morbidities.
7.1.1. Biomaterials

The present invention provides for a coated biomaterial,
wherein the biomaterial can be any material which has
properties that are adequate for mammalian body recon-
struction, medical device construction, and/or drug control/
release devices or products as defined above. In certain
non-limiting embodiments, the biomaterial can be, but is not
limited to, mesh, sutures, wound dressings, intraocular
lenses, decellularized matrices, bone plates, joint replace-
ments, biosensors, catheters, pacemakers, artificial organs,
stents, and ventricular assist devices. In a non-limiting
embodiment, as exemplified below, the biomaterial can be a
mesh for implantable repair or support (e.g., for pelvic organ
prolapse, artificial chest wall, artificial thoracic or abdominal
wall prosthesis, or hernia support).

The biomaterial can be made of any materials that will
accept a coating. In non-limiting examples, the biomaterial
can be made of polypropylene, polyesthers (e.g., Mercilene,
Dacron) ePTFE, which is expanded polytetrafluoroethylene,
polyurethanes, titanium, gold, and/or teflon.

In certain non-limiting embodiments, the biomaterial can
be made of a material that can hold a charge and/or a net
charge. The biomaterial can hold either a positive or nega-
tive charge. For example, if the biomaterial holds a negative
charge, the first coating layer next to the biomaterial should
be a positively charged layer, and if the biomaterial holds a
positive charge, the first coating layer next to the biomaterial
should be a negatively charged layer.

In certain non-limiting embodiments, the biomaterial can
be, but is not limited to surgical mesh. In certain non-
limiting embodiments, the mesh can be used to provide
support when repairing weakened or damaged tissue. In
certain non-limiting embodiments, the mesh can be used for
example, but not limited to, pelvic organ prolapse. In certain
non-limiting embodiments, the mesh can be a polypropylene
mesh. In certain non-limiting embodiments, the mesh can be
a non-absorbent polypropylene mesh (e.g., Gynemesh PS
from Ethicon). In certain non-limiting embodiments, the
mesh can be a canonical mesh. The mesh can be of any type,
shape, size, or material.

The total number of layers of the biomaterial coating
should not alter the architecture or topography of the bio-
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material. For example, the biomaterial coating should not
alter the biomaterial shape, size, performance, porosity, or
combinations thereof.

In certain embodiments, the coating on the biomaterial
can be from about 0.5 nm to about 500 um thick. In certain
embodiments, the coating on the biomaterial can be from
about 1 nm to about 400 um, about 10 nm to about 300 pm,
about 20 nm to about 200 um, about 30 nm to about 100 pm,
about 40 nm to about 50 pm, about 50 nm to about 10 pm,
about 60 nm to about 1 um, about 70 nm to about 900 nm,
about 80 nm to about 800 nm, about 90 nm to about 700 nm,
about 100 nm to about 600 nm, about 200 nm to about 500
nm, or about 300 nm to about 400 nm thick. In certain
embodiments, the coating can be from about 0.3 nm to about
0.8 nm, about 0.4 nm to about 0.7 nm, or about 0.5 nm to
about 0.6 nm in thickness. In certain embodiments, the
coating can be from about 1 nm to about 1000 nm, about 10
nm to about 900 nm, about 20 nm to about 800 nm, about
30 nm to about 700 nm, about 40 nm to about 600 nm, about
50 nm to about 500 nm, about 60 nm to about 400 nm about
70 nm to about 300 nm, about 80 nm to about 200 nm or
about 90 nm to about 100 nm in thickness. In certain
embodiments, the coating can be from about 1 um to about
500 pm, about 10 pm to about 400 um, about 20 um to about
300 pm, about 30 um to about 200 um, about 40 um to about
100 um, about 50 um, to about 90 um, or about 60 um to
about 80 um in thickness. In certain embodiments, the
coating is no more than about 0.2 nm, about 0.3 nm, about
0.4 nm, about 0.5 nm, about 0.6 nm, about 0.7 nm, about 0.8
nm, about 0.9 nm, or about 1 nm in thickness. In certain
embodiments, the coating is no more than about 2 nm, about
3 nm, about 4 nm, about 5 nm, about 6 nm, about 7 nm,
about 8 nm, about 9 nm, about 10 nm, about 20 nm, about
30 nm, about 40 nm, about 50 nm, about 60 nm, about 70
nm, about 80 nm, about 90 nm, or about 100 nm in
thickness.

7.1.2. Polyelectrolyte Layers

The present invention provides for a coated biomaterial,
wherein the biomaterial can be coated with polyelectrolyte
layers. In certain non-limiting embodiments, the biomaterial
can be coated with alternating polycation and polyanion
layers (i.e., polyelectrolyte bilayers) (see FIG. 1). The layer
closest to the biomaterial can be either a polycation layer or
a polyanion layer. The layer closest to the active agent
containing layer can be either a polycation layer or a
polyanion layer. In certain non-limiting embodiments, the
polycation and/or polyanion layers can be distributed among
and/or on top of the active agent containing layers.

In certain non-limiting embodiments, the polyelectrolytes
can be antimicrobial. The polycation can be a polysaccha-
ride, a protein, a synthetic polyamine, or a synthetic polymer
or polypeptide as discussed above. The polyanion can be a
polysaccharide, a protein, or a synthetic polymer or poly-
peptide as discussed above. In certain non-limiting embodi-
ments, as exemplified below, the polycation is chitosan.
Chitosan has known biocompatibility, antimicrobial activity,
and is degraded by activated macrophages. In certain non-
limiting embodiments, as exemplified below, the polyanion
is dermatan sulfate. Dermatan sulfate (also known as chon-
droitin sulfate B) plays a role in extracellular matrix (ECM)
regulation and is able to enhance I[.-4 bioactivity in-vivo. In
certain non-limiting embodiments, the alternating polyca-
tion and polyanion layers can be chitosan-dermatan sulfate
alternating layers. In certain embodiments, the alternating
chitosan-dermatan sulfate alternating layers can provide
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enhanced release and bioactivity of the active agent (e.g.,
1L-4) in the context of macrophage mediated host-implant
interactions.

The total number of alternating polycation and polyanion
layers can be adjusted in order to tune the release of the
active agent from the coated biomaterial. In certain embodi-
ments, the bilayer core coating serves to make the surface
charge more solid, consistent, and/or strong for the deposi-
tion of the active agent containing layers.

In certain non-limiting embodiments, the total number of
alternating polycation and polyanion layers (i.e., polyelec-
trolyte bilayers) can be from about 10 to about 1000 bilay-
ers. In certain embodiments, the total number of polyelec-
trolyte bilayers can be from about 20 to about 900, about 30
to about 800, about 40 to about 700, about 50 to about 600,
about 60 to about 500, about 70 to about 400, about 80 to
about 300, or about 90 to about 200. In certain embodiments,
the total number of polyelectrolyte bilayers can be from
about 20 to about 90, about 30 to about 80, about 40 to about
70, or about 50 to about 60. In certain embodiments, the total
number of polyelectrolyte bilayers can be from about 6 to
about 18 bilayers, about 8 to about 16 bilayers, or about 10
to about 14 bilayers. In certain embodiments, the total
number of polyelectrolyte bilayers can be from about 8 to
about 14 bilayers or about 10 to about 12 bilayers. In certain
embodiments, the total number of polyelectrolyte bilayers
can be at least 4 bilayers, at least 6 bilayers, at least 8
bilayers, at least 10 bilayers, at least 12 bilayers, at least 14
bilayers, at least 16 bilayers, at least 18 bilayers, or at least
20 bilayers. In certain embodiments, the total number of
polyelectrolyte bilayers can be about 10 bilayers.

The polycation layer can be made of one type of polyca-
tion or a combination of different polycations. In certain
embodiments, each polycation layer contains only one type
of polycation. In certain non-limiting embodiments, the
coated biomaterial contains more than one type of polyca-
tion, wherein the different polycations are in the same and/or
different layers.

The polyanion layer can be made of one type of polyanion
or a combination of different polyanions. In certain non-
limiting embodiments, each polyanion layer contains only
one type of polyanion. In certain non-limiting embodiments,
the coated biomaterial contains more than one type of
polyanion, wherein the different polyanions are in the same
and/or different layers.

In certain non-limiting embodiments, the polyelectrolyte
layer contains additional excipients known to those of skill
in the art.

7.1.3. Active Agent Containing Layer

The present invention provides for a coated biomaterial,
wherein the biomaterial can be further coated with an active
agent containing layer. In certain non-limiting embodiments,
the biomaterial coated with the alternating polycation and
polyanion layers can be further coated with at least one
active agent containing layer (see FIG. 1). The polyelectro-
lyte layer closest to the active agent containing layer can be
either a polycation layer or a polyanion layer. In certain
non-limiting embodiments, the polyelectrolyte layers can be
distributed among and/or on top of the active agent contain-
ing layers.

In certain non-limiting embodiments, the active agent
containing layer can include either a polycation or a poly-
anion. In certain embodiments, if the active agent containing
layer holds a negative charge, the polyelectrolyte layer next
to the active agent containing layer should be a polycation
layer, and if the active agent containing layer holds a
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positive charge, the polyelectrolyte layer next to the active
agent containing layer should be a polyanion layer.

Materials which elicit improved or regenerative remod-
eling outcomes are associated with a shift from an initially
M1 to a more M2 profile during the early stages of the
inflammatory response which follows implantation. In cer-
tain embodiments, the active agent is one that can mitigate
the foreign body reaction and/or lead to improved implant
integration. For example, the active agent can polarize
macrophages away from the M1 phenotype and/or towards
the M2 phenotype. In certain embodiments, polarization of
the macrophages to the M2 phenotype will mitigate the
foreign body reaction and/or lead to improved implant
integration. In a non-limiting embodiment, as exemplified
below, the active agent can polarize macrophages towards
the M2 phenotype and away from the M1 phenotype.

The macrophage phenotype can be tested by immunocy-
tochemistry. For example, immuno-labeling can be per-
formed to assess the phenotypic profiles of the cells post-
implantation (e.g., 7 and/or 14 days), such as testing for the
presence of arginase-1 (an M2 marker) and/or inducible
nitric oxide synthase (iNOS, an M1 marker). Image analysis
can be performed using a custom-designed algorithm (Wol-
fram Mathematica, Version 10.0) in order to quantify label-
ing (normalized and expressed as cumulative arginase-1/
DAPI pixel ratio) as a function of distance from the
biomaterial surface.

The total number of active agent containing layers can be
adjusted in order to tune the pharmacokinetic profile of the
active agent from the coated biomaterial. In certain embodi-
ments, the total number of active agent containing layers can
be from about 10 to about 1000 bilayers. Depending on what
polyelectrolyte is contained in the active agent layer, each
active agent layer is separated by a polyelectrolyte layer of
the opposite charge with or without an active agent. In
certain embodiments, the total number of active agent con-
taining layers can be from about 20 to about 900 layers,
about 30 to about 800 layers, about 40 to about 700 layers,
about 50 to about 600 layers, about 60 to about 500 layers,
about 70 to about 400 layers, about 80 to about 300 layers,
or about 90 to about 200 layers. In certain embodiments, the
total number of active agent containing layers can be from
about 20 to about 90 layers, about 30 to about 80 layers,
about 40 to about 70 layers, or about 50 to about 60 layers.
In certain embodiments, the total number of active agent
containing layers can be from about 10 to about 75 layers,
about 15 to about 60 layers, about 20 to about 55 layers,
about 25 to about 50 layers, about 30 to about 45 layers or
about 35 to about 40 layers. In certain embodiments, the
total number of active agent containing layers can be from
about 20 to about 30 layers, about 20 to about 40 layers,
about 20 to about 50 layers, about 20 to about 60 layers,
about 30 to about 40 layers, about 30 to about 50 layers,
about 30 to about 60 layers, about 40 to about 50 layers,
about 40 to about 60 layers, or about 50 to about 60 layers.
In certain embodiments, the total number of active agent
containing layers can be from about 22 to about 38 layers,
about 24 to about 36 layers, about 26 to about 34 layers,
about 28 to about 32 layers, about 32 to about 48 layers,
about 34 to about 46 layers, about 36 to about 44 layers,
about 38 to about 42 layers, about 42 to about 58 layers,
about 44 to about 56 layers, about 46 to about 54 layers, or
about 48 to about 52 layers. In certain embodiments, the
total number of active agent containing layers can be at least
20 layers, at least 21 layers, at least 22 layers, at least 23
layers, at least 24 layers, at least 25 layers, at least 26 layers,
at least 27 layers, at least 28 layers, at least 29 layers, at least
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30 layers, at least 31 layers, at least 32 layers, at least 33
layers, at least 34 layers, at least 35 layers, at least 36 layers,
at least 37 layers, at least 38 layers, at least 39 layers, at least
40 layers, at least 41 layers, at least 42 layers, at least 43
layers, at least 44 layers, at least 45 layers, at least 46 layers,
at least 47 layers, at least 48 layers, at least 49 layers, at least
50 layers, at least 51 layers, at least 52 layers, at least 53
layers, at least 54 layers, at least 55 layers, at least 56 layers,
at least 57 layers, at least 58 layers, at least 59 layers, or at
least about 60. In certain embodiments, the total number of
active agent containing layers can be about 20 layers, about
21 layers, about 22 layers, about 23 layers, about 24 layers,
about 25 layers, about 26 layers, about 27 layers, about 28
layers, about 29 layers, about 30 layers, about 31 layers,
about 32 layers, about 33 layers, about 34 layers, about 35
layers, about 36 layers, about 37 layers, about 38 layers,
about 39 layers, about 40 layers, about 41 layers, about 42
layers, about 43 layers, about 44 layers, about 45 layers,
about 46 layers, about 47 layers, about 48 layers, about 49
layers, about 50 layers, about 51 layers, about 52 layers,
about 53 layers, about 54 layers, about 55 layers, about 56
layers, about 57 layers, about 58 layers, about 59 layers,
about 60, about 61, about 62, about 63, about 64, about 65,
about 66, about 67, about 68, about 69, about 70, about 71,
about 72, about 73, about 74, about 75, about 76, about 7,
about 78, about 79, or about 80.

The total number of polyelectrolyte and/or active agent
containing layers can be adjusted in order to tune the release
of the active agent from the coated biomaterial. For
example, the composition of the layers can be altered such
that the dosage, release rates, duration, and distribution of
the active agent can be controlled.

In certain non-limiting embodiments, the polyelectrolyte
and/or active agent containing layers can be adjusted so that
the active agent is released to provide an effective concen-
tration of the active agent at a distance of about 10 um to
about 100 um from the coated biomaterial. In certain
embodiments, the layers can be adjusted so that the active
agent is released at a distance of about 15 um to about 95
pum, about 20 um to about 90 um, about 25 pum to about 85
pum, about 30 um to about 80 um, about 35 pum to about 75
pum, about 40 um to about 70 um, about 45 pum to about 65
um, or about 50 pum to about 60 pm from the coated
biomaterial. In certain embodiments, the layers can be
adjusted so that the active agent is released at a distance of
about 5 pum to about 50 pum, about 10 um to about 45 pm,
about 15 um to about 40 pm, about 20 um to about 35 pm,
or about 25 pum to about 30 pm. In certain embodiments, the
layers can be adjusted so that the active agent is released at
a distance of about 50 um from the coated biomaterial.

In certain embodiments, the layers can be adjusted so that
the active agent is released to provide an effective concen-
tration of the active agent at a distance of up to about 100
pum, up about 95 um, up to about 90 pum, up to about 85 pm,
up to about 80 um, up to about 75 um, up to about 70 pum,
up to about 65 um, up to about 60 um, up to about 55 pum,
or up to about 50 um from the coated biomaterial. As used
herein, the phrase “effective concentration” means a con-
centration of the active agent that is able to polarize mac-
rophages towards the M2 phenotype and away from the M1
phenotype.

In certain non-limiting embodiments, the polyelectrolyte
and/or active agent containing layers can be adjusted so that
the active agent is released for about 2 days to about 14 days,
about 2 days to about 7 days, about 2 days to about 10 days,
about 7 days to about 14 days, or about 7 days to about 10
days. In certain embodiments, the polyelectrolyte and/or
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active agent containing layers can be adjusted so that the
active agent is released for at least about 2 days, at least
about 3 days, at least about 4 days, at least about 5 days, at
least about 6 days, at least about 7 days, at least about 8 days,
at least about 9 days, at least about 10 days, at least about 11
days, at least about 12 days, at least about 13 days, at least
about 14 days, at least about 15 days, at least about 16 days,
at least about 17 days, at least about 18 days, at least about
19 days, or at least about 20 days. In certain embodiments,
the polyelectrolyte and/or active agent containing layers can
be adjusted so that the active agent is released for no more
than about 2 days, no more than about 3 days, no more than
about 4 days, no more than about 5 days, no more than about
6 days, no more than about 7 days, no more than about 8
days, no more than about 9 days, no more than about 10
days, no more than about 11 days, no more than about 12
days, no more than about 13 days, no more than about 14
days, no more than about 15 days, no more than about 16
days, at least no more than about 17 days, at least no more
than about 18 days, at least no more than about 19 days, or
at least no more than about 20 days.

In certain non-limiting embodiments, the biomaterial
coating provides for a delay in the release of the active agent
from the coating. The delay in release can occur by coating
non-active agent containing layers on top of the active agent
containing layers. The number of layers can be adjusted to
tune the release of the active agent from the biomaterial
coating.

The active agent can be a cytokine such as I1L.-4, 1L-13,
and IL-10 or glucocorticoids such as betamethasone, clo-
cortolone, cortisone, dexamethasone, fludrocortisone, fluo-
cortolone, fluprednylidene, hydrocortisone, medrysone,
methylprednisolone, paramethasone, prednisolone, pred-
nisone, prednylidene, triamcinolone, triamcinolone
acetonide and their esters. In certain non-limiting embodi-
ments, as exemplified below, the active agent can be IL-4. In
certain embodiments, the cytokine is complexed to the
polyelectrolyte, and the concentration of the cytokine is
dependent on the ratio of cytokine complexed with the
polyelectrolyte and the number of active agent containing
layers. For example, IL.-4 can be complexed with dermatan
sulfate at a particular ratio (e.g., 1.5 ng/mL IT.-4 to 2 mg/ml.
dermatan sulfate). In certain embodiments, the ratio of
active agent to dermatan can be from about 1:2000 to about
1:10. In certain embodiments, the ratio of active agent to
dermatan can be from about 1:1900 to about 1:20, about
1:1800 to about 1:30, about 1:1700 to about 1:40, about
1:1600 to about 1:50, about 1:1500 to about 1:60, about
1:1400 to about 1:70, about 1:1300 to about 1:80, about
1:1200 to about 1:90, about 1:1100 to about 1:100, about
1:1000 to about 1:200, about 1:900 to about 1:300, about
1:800 to about 1:400, or about 1:700 to about 1:500.

The active agent containing layer can include one type of
active agent or a combination of different active agents. In
certain embodiments, each active agent containing layer
contains only one type of active agent. In certain embodi-
ments, the active agent containing layer contains more than
one type of active agent, wherein the different active agents
are in the same and/or different layers.

In certain non-limiting embodiments, the active agent
containing layer contains additional excipients. For
example, the active agent containing layer can contain a
polycation and/or polyanion. In certain non-limiting
embodiments, as exemplified below, the active agent can be
IL-4 in combination with dermatan sulfate.

7.2. Methods of Coating the Biomaterial

The present invention also relates to methods for coating
the biomaterial. In certain non-limiting embodiments, the
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biomaterial can be negatively or positively charged or
treated such that the surface becomes negatively or posi-
tively charged. The coating process can occur by alternate
cyclic deposition of multiple polyelectrolyte layers mediated
by opposite electrostatic charges on the surface of a charged
substrate.

In certain non-limiting embodiments, the negatively
charged biomaterial can be coated with a polycation layer. In
certain embodiments, the positively charged biomaterial can
be coated with a polyanion layer. In certain non-limiting
embodiments, the biomaterial can be coated with alternating
polycation and polyanion layers. In certain non-limiting
embodiments, once the biomaterial is coated with alternat-
ing polycation and polyanion layers, the coated biomaterial
can be coated with at least one layer containing at least one
active agent. In certain non-limiting embodiments, polyca-
tion and/or polyanion layers can be among and/or on top of
the active agent containing layer(s). In certain embodiments,
the coated biomaterial can be sterilized.

In certain non-limiting embodiments, the surface of the
biomaterial is cleaned prior to the addition of a charge or any
of the coating layers. For example, the surface of the
biomaterial can be cleaned with a solution of water, acetone,
isopropanol, ethanol, methanol, benzene, hydrogen perox-
ide, dioxane, tetrahydrofuran or combinations thereof.

In certain non-limiting embodiments, as exemplified
below, the biomaterial can become charged. The biomaterial
can be irradiated to form a consistent and durable charge on
the surface of the biomaterial. For example, the biomaterial
can be irradiated with radio frequency glow discharge
(RFGD) or plasma-enhanced chemical vapor deposition
(PECVD) to form either a negative or positive charge on the
surface of the biomaterial.

In certain non-limiting embodiments, the polycation can
be dissolved in a suitable solvent or buffer known to those
of skill in the art for the particular polycation. In certain
embodiments, the polyanion can be dissolved in a suitable
solvent or buffer known to those of skill in the art for the
particular polyanion. Suitable solvent include, but are not
limited to, water and acetate, phosphate, saline buffer, acetic
acid, hydrochloric acid, methanol, isopropanol, ethanol,
n-propanol, n-butanol, isobutanol, t-butanol, dimethyl sul-
foxide, N,N-dimethylformamide, N,N-dimethylacetamide,
methyl acetate, ethyl acetate, isopropyl acetate, acetone,
methyl ethyl ketone, methyl isobutyl ketone, or combina-
tions thereof.

The biomaterial can then be soaked in a solution of the
polyelectrolyte and then washed in water or buffer and
allowed to dry. The coated biomaterial can then be soaked in
a solution of polyelectrolyte of an opposite charge, washed
in water or buffer and allowed to dry. In certain embodi-
ments, the drying process can utilize pressurized clean air.
This process can continue until the appropriate amount of
layers is added to the biomaterial.

In certain non-limiting embodiments, as exemplified
below, the negatively charged biomaterial can be dipped in
a chitosan solution for 10 minutes at room temperature, then
washed three times in milli-Q water and air dried, and once
dried, the biomaterial can be dipped in a dermatan sulfate
solution for 10 minutes at room temperature, then washed
three times in milli-Q water and air-dried.

In certain non-limiting embodiments, once the biomate-
rial is coated with the appropriate amount of polyelectrolyte
layers, it can be coated with an active agent containing layer.
In certain embodiments, the active agent containing layer is
coated on top of the biomaterial without the polyelectrolyte
layers. The coated or uncoated biomaterial can be soaked in
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the active agent containing solution and then washed in
water or buffer and allowed to dry. Depending on the
polyelectrolyte present in active agent containing layer, the
biomaterial is next soaked in a polyelectrolyte solution (with
or without an active agent) of the opposite charge and then
washed in water or buffer and allowed to dry. This process
can continue until the appropriate amount of active agent
containing layers are added to the biomaterial.

In certain non-limiting embodiments, as exemplified
below, the biomaterial can be dipped in a solution of
IL-4-dermatan sulfate mixture for 10 minutes at room tem-
perature, then washed three times in milli-Q water and air
dried, and once dried, the biomaterial can be dipped in a
chitosan solution for 10 minutes at room temperature, then
washed three times in milli-Q water and air-dried.

In certain non-limiting embodiments, the coated bioma-
terial can be sterilized using ethylene oxide gas, gamma
irradiation, and E-beam sterilization.

In certain non-limiting embodiments, the method of coat-
ing the biomaterial can be as follows. For this illustration the
biomaterial is a polypropylene mesh, but any biomaterial
can be used. The method of coating the mesh can entail
washing the biomaterial with a cleaning solution, such as,
but not limited to water, acetone, isopropanol, ethanol,
methanol, benzene, hydrogen peroxide, dioxane, tetrahydro-
furan or combinations thereof (e.g., a 1:1 acetone:isopropa-
nol mixture) followed by air drying. The washed mesh can
then be further cleaned to, for example, remove any organic
contamination by any method known by those of skill in the
art. For example, the washed mesh can be irradiated with gas
plasma, such as but not limited to argon plasma (e.g., at 600
W with a gas flow of 35 mI/min with a steady pressure of
250 mTorr). Once clean, the mesh can be treated to obtain
a negatively charged surface. For example the cleaned mesh
can be exposed to an adapted radio frequency glow dis-
charge (RFGD) via a microwave plasma procedure (e.g.,
maleic anhydride can be used as a monomer for RFGD
treatments followed by hydrolysis). In certain non-limiting
embodiments, the mesh can be washed with water and
boiled in fresh water prior to the coating process. In order to
deposit a conformal coating onto the surface of negatively
charged mesh, a Layer by Layer (LbL) procedure can be
performed. The charged mesh can undergo alternating
immersion into polycation and polyanion solutions (e.g., 2
mg/ml, 10 minutes each at room temperature) with inter-
mediate washings in water. For example, the polycation can
be chitosan (dissolved in 0.5% acetic acid for example) and
the polyanion can be dermatan sulfate (dissolved in water).
First, the mesh can be dipped in the polycation solution for
10 minutes at room temperature, then washed (e.g., 3
times—10, 20 and 30 seconds—in milli-Q water) and air
dried (e.g., using pressurized clean air). Next, the mesh can
be dipped in a polyanion solution for 10 minutes at room
temperature. The mesh can then be washed again in milli-Q
water and air-dried. This coating cycle can be repeated until
a core coating of bilayers is achieved (e.g., 10). After
coating, the mesh can be lyophilized and stored at 4° C.
Next, the core coated mesh can be coated with the active
agent. For example, but not by way of limitation, the active
agent 114 (e.g., 1.5 pg/mL) can be complexed with derma-
tan sulfate (e.g., 2 mg/ml) by incubating the mixture
overnight at 4° C. Then, the coated mesh can be further
coated with 20, 40 and 60 bilayers containing the active
agent using the same Lbl, method used for the core coating.
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After coating, the active agent coated loaded mesh can be
lyophilized and stored at -20° C.

7.3. Kits

The present invention further provides kits that can be
used to practice the invention. For example, and not by way
of limitation, a kit of the present invention can comprise a
coated biomaterial. In certain embodiments, a kit of the
present invention can optionally comprise instructions on
how to use the kit for implanting the coated biomaterial.

The present invention further provides kits for preparing
the coated biomaterial. In certain embodiments, the kit of the
present invention contains the polycation (in dry or liquid
form) and/or polyanion (in dry or liquid form) for applica-
tion on the biomaterial. When the polyelectrolyte is provided
in dry form, the kit can contain the appropriate buffer or
solvent to create the polyelectrolyte solution. In certain
embodiments, the kits can contain the active agent and/or
excipients to create the active agent containing layer. The
kits can optionally contain the biomaterial to be coated
and/or instructions for coating the biomaterial.

The following Example is offered to more fully illustrate
the disclosure, but is not to be construed as limiting the
scope thereof.

8. EXAMPLE 1: SHIFTS IN MACROPHAGE
PHENOTYPE AT THE BIOMATERIAL
INTERFACE VIA IL-4 ELUTING COATING

8.1 Introduction

The present example describes the development of a
cytokine eluting coating for transiently shifting macrophage
phenotype at the host-implant interface and demonstrates
associated improvements in tissue integration of a polypro-
pylene mesh commonly utilized in the repair of pelvic organ
prolapse, a procedure associated with high rates of implant-
related complications. In particular, the present example
examined whether transient and controlled polarization of
macrophages at the tissue-implant interface towards an
anti-inflammatory/regulatory (M2) phenotype during early
stages of the host response would mitigate the chronic
foreign body reaction and promote better integration of
polypropylene mesh into the host tissue in the long-term.

A nanometer-thick coating capable of locally releasing
IL-4 (an M2 polarizing cytokine) from an implant surface
(e.g., mesh in this example) in a controlled manner was
developed. IL-4 was selected as it is widely used to polarize
macrophages to an M2 phenotype in-vitro and a known
driver of macrophage polarization in-vivo (2, 20, 21). The
nanometer thickness of this coating was designed to pre-
serve the architecture of the implantable mesh, which is
commonly thought to be important for adequate tissue in
growth and mechanical performance in clinical settings (22,
23). This coating is based on the layer by layer (LbL)
technique (24, 25), consisting of an alternate cyclic deposi-
tion of multiple polyelectrolyte layers mediated by opposite
electrostatic charges on the surface of a charged substrate
(FIG. 1). This method has previously been shown to produce
a tunable, uniform and conformal coating of nanometer
thickness for controlled release of proteins (24-31). There-
fore, the number and sequence of layers can be easily
modified in order to provide the desired amount and release
time of IL-4.

Results of XPS, ATR-FTIR and Alcian blue staining
confirmed the presence of a uniform, conformal coating
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consisting of chitosan and dermatan sulfate. Immunolabel-
ing showed uniform loading of IL.-4 throughout the surface
of the implant. ELISA assays revealed that the amount and
release time of IL-4 from coated implants were tunable
based upon the number of coating bilayers and that release
followed a power law dependence profile. In-vitro macro-
phage culture assays showed that implants coated with 1L.-4
promoted polarization to an M2 phenotype, demonstrating
maintenance of IL-4 bioactivity following processing and
sterilization. Finally, in-vivo studies showed that mice with
IL-4 coated implants had increased percentages of M2
macrophages and decreased percentages of M1 macro-
phages at the tissue-implant interface during early stages of
the host response. These changes were correlated with
diminished formation of fibrotic capsule surrounding the
implant and improved tissue integration downstream. The
results of this example demonstrate a versatile cytokine
delivery system for shifting early-stage macrophage polar-
ization at the tissue-implant interface and suggest that modu-
lation of the innate immune reaction, rather than attempts to
evade the immune system, may represent a preferred strat-
egy for promoting biomaterial integration and success.

8.2 Materials and Methods

Materials.

A polypropylene mesh, Gynemesh® PS (Ethicon, Somer-
ville, N.J.) was used. Maleic anhydride, chondroitin sulfate
B, chitosan (low molecular weight, deacetylation degree
85%), chondroitinase ABC, chitosanase, bovine serum albu-
min (BSA) and histologic staining materials were supplied
by Sigma Aldrich (St. Louis, Mo.). Murine IL.-4, anti-murine
1L-4 antibody, murine IL.-4 ELISA detection kit were sup-
plied by Peprotech (Rocky Hill, N.J.). Mouse Arginase-1
antibody (rabbit), anti-rabbit Alexa-fluor 488 (donkey), and
anti-rabbit Alexa-fluor 594 (donkey) were supplied by
Abcam (Cambridge, Mass.). Mouse iNOS antibody (rabbit)
was supplied by Santa Cruz (Dallas, Tex.), mouse F4/80
antibody (rat) was supplied by AbD Serotec/Bio Rad (Ra-
leigh, N.C.), and anti-rat Alexa-fluor 488 (donkey) and
anti-rabbit Alexa-fluor 546 (donkey) secondary antibodies
were supplied by Thermo Fisher (Pittsburgh, Pa.).

Plasma Treatment, Layer by Layer (LbL) Coating and
1L-4 Loading of Polypropylene Meshes.

Polypropylene (PP) meshes were cleaned using a 1:1
acetone:isopropanol mixture and then air dried prior to
irradiation with 15 seconds of argon plasma at 600 W, an
argon gas flow of 35 ml/min and a steady state pressure of
250 mTorr (50 mTorr initial pressure) using an Ion 40 Gas
Plasma System (PVA Tepla America, Inc).

An adapted radio frequency glow discharge (RFGD)
based on a previously developed microwave plasma proce-
dure was used to obtain a negatively charged surface (32).
Maleic anhydride (MA) was used as a monomer for RFGD
treatments followed by hydrolysis. Alternating immersion
into chitosan and dermatan sulfate solutions (2 mg/mlL, 10
minutes each at room temperature) with intermediate wash-
ings in water was then performed. This cycle was repeated
until desired number of bilayers was achieved. IL.-4 was
incubated with dermatan sulfate prior to the coating proce-
dure for IL.-4 containing mesh groups.

In particular, maleic anhydride powder (1.5 gr) was
placed into a glass plate inside of the machine chamber. 1
cm? pieces of PP mesh were then placed around the plate to
a distance of 8.5 cm. After an initial pressure of 50 mTorr
was reached, 30 seconds of maleic anhydride plasma treat-
ment was performed at 600 W, an argon gas flow of 35
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ml./min and a steady state pressure of 250 mTorr. Finally, in
order to remove the physisorbed maleic anhydride and to
hydrolyze the anhydrides and produce carboxylic acid
groups (negatively charged at physiological pH), PP meshes
were rinsed for 30 minutes with milli-Q water and then
boiled for 20 minutes in fresh milli-Q water.

In order to deposit a conformal coating of nanometric
thickness onto the surface of negatively charged PP meshes,
a Layer by Layer (LbL) procedure was performed. Chitosan
was chosen as polycation and dermatan sulfate (chondroitin
sulfate B) as polyanion. Chitosan was dissolved in 0.5%
acetic acid and dermatan sulfate in milli-Q water. Both
polyelectrolytes were prepared at a concentration of 2
mg/mL. First, meshes were dipped in chitosan for 10 min-
utes at room temperature, then meshes were washed 3 times
(10, 20 and 30 seconds) in milli-Q water and air dried
(pressurized clean air). Next, meshes were dipped in a
dermatan sulfate solution for 10 minutes at room tempera-
ture. Meshes were washed again in milli-Q water and
air-dried. This cycle was repeated until a core coating of 10
bilayers was achieved. After coating, meshes were
lyophilized and stored at 4° C.

Prior to IL-4 loading onto the meshes, an 1L.-4 (1.5
png/ml)—dermatan sulfate (2 mg/ml) mixture was made
and incubated overnight at 4° C. in order to complex 1L.-4
into the polyanion. Then, polypropylene meshes with a
10-bilayer core coating were further coated with 20, 40 and
60 bilayers containing 1L-4 (PP[CH/DS],, [CH/DS%4],
where x stands for the number of bilayers and DS stands
for dermatan sulfate-bound IL.-4). After coating, 11.-4 loaded
meshes were lyophilized and stored at —20° C. Coated (no
1L-4) meshes were used as controls, using the same numbers
of bilayers used for IL.-4 loaded meshes. All mesh materials
were then terminally sterilized using ethylene oxide.

In-Vitro and In-Vivo Studies:

Coating Characterization.

An alcian blue staining was performed to stain the GAG
components and reveal the coating. A 1% alcian blue solu-
tion was made on 3% acetic acid and adjusted to pH 2.5.
Coated meshes and controls were re-hydrated in distilled
water and then immersed into the alcian blue solution for 30
minutes at RT. Then meshes were washed in running tap
water for 5 minutes and rinsed 5 minutes in distilled water.
Images were taken using a standard optical camera.

Additionally, elemental composition of the coated meshes
was performed using an X-ray photoelectron spectroscopy
(XPS), using an ESCALAB 250Xi, Thermo Scientific (Pitts-
burgh, Pa.). To identify the elements in the coating/surface
of'the meshes, an initial survey of 10 scans was obtained and
for detailed elemental information, spectra of 25 scans were
obtained for Carbon, Oxygen, Nitrogen and Sulfur. Spectra
data was analyzed using Avantage software, Thermo Scien-
tific.

Finally, meshes were analyzed under Fourier transform
infrared spectroscopy with attenuated total reflectance
(ATR-FTIR) using a Bruker Vertex 70 (Billerica, Mass.)
equipped with a germanium ATR crystal at a resolution of 1
cm™', 2 mm of aperture, 32 scans and processed by OPUS
software to adjust the baseline, to smooth spectra and to
remove H,O and CO, peaks due to environmental noise.

IL-4 Loading and Release Assays.

Immunolabeling was used to qualitatively corroborate the
loading of 1L.-4 into the coating. 11.-4 loaded, coated (no
IL-4) and pristine meshes were immersed in a 1% BSA
solution to block non-specific adsorption of antibodies (1 h,
RT). Washing was performed in between each step by
dipping the meshes 4 times in 0.05% Tween 20. Then
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meshes were immersed and incubated in a solution of
anti-murine [L.-4 (from rabbit) as primary antibody (1:100 in
0.1% BSA, 2 hours, RT). Later on, meshes were immersed
in a solution of anti-rabbit-Alexa Fluor 546 as a secondary
antibody (1:100 in 0.1% BSA, 30 min, RT). Mesh fluores-
cence was observed under confocal microscopy (Leica
DMI4000 B, Buffalo Grove, 11l.), in which an excitation/
emission of 480/520 nm has been used to observe the mesh
autofluorescence (green) and 561/572 nm to observe the
specific fluorescence due to the loaded IL.-4 (red).

Loading efficiency and release assays were performed
following manufacturer instructions of Peprotech IL-4
ELISAkit. First, 1 cm? pieces of IL-4 loaded (20, 40 and 60
bilayers) and coated (no IL.-4) meshes were immersed into
400 pL of a solution 0.05 units/ml. chondroitinase ABC and
0.05 units/mL chitosanase in 1xPBS. Incubation was per-
formed to multiple time points at 37° C., after which 400 pL.
of solution were aliquoted and stored at —80° C. until the end
of the experiment. After collection, replacement with fresh
solution was performed to continue the release assay. To
perform the ELISA assays, 100 uL aliquots were used from
each sample (N=9) at each time point.

To determine release profile kinetics; correlation and
curve fitting analyses were performed using the data from
cumulative release versus time, until the first time point
where the release reaches a plateau, which corresponds to
the total release. To corroborate power law dependence,
besides direct curve fitting tests, a linear trend was corrobo-
rated using a LOG (cumulative release) versus LOG (time)
curve.

In-Vitro Macrophage Culture Assay.

An in-vitro macrophage culture assay was performed in
order to demonstrate preservation of bioactivity of I1L-4
released from the coated meshes. Bone-marrow mononu-
clear cells were obtained from murine bone marrow as
previously described (51), then these cells were seeded in
plates and differentiated to macrophages with DMEM, 10%
FBS, 10% [.929 supernatant, 1% HEPES, 2% MEM NEAA,
0.1% p-2-mercaptoethanol (Sigma Aldrich, St. Louis, Mo.)
for 7 days. 5x10° cells were plated into 24-well plates with
a-MEM, 10% FBS, 0.05 units/mL of both chondroitinase
ABC and chitosanase. Macrophages were exposed to 1 cm?
pieces of IL-4 (40 bilayers), coated (no 1[.-4) and pristine
meshes. Immunolabeling isotype (rabbit IgGG) and soluble
1L-4 (20 ng/mL) were used as negative and positive controls,
respectively. Cells were incubated at 37° C. and 5% CO, for
72 hours. After incubation, cells were fixed with 2% PFA
and then blocked with 2% horse serum, 1% BSA, 0.1%
triton X-100, 0.1% tween-20 for 1 hour at RT. Immunola-
beling was performed using anti arginase-1 as primary
antibody (1:200, overnight at 4° C.) and Alexa Fluor-488
(1:300, 1 hour at RT) as secondary. A 500 nM DAPI solution
was used stain nuclei. Images were taken in an array of 3x3
images per each well using a Carl Zeiss Observer.Z1 micro-
scope and then the intensity of arginase-1 staining was
analyzed using Cell Profiler Image Analysis Software
(Broad Institute, Cambridge, Mass.) using the same number
of cells for all tested conditions.

In-Vivo Mouse Mesh Implantation.

An implantation model using C57BL/6 female mice, 8-10
weeks old was used, following proper housing and treatment
procedures approved by the Institutional Animal Care and
Use Committee (IACUC) of the University of Pittsburgh
and the National Institutes of Health Guide for the Care and
Use of Laboratory Animals. A power analysis was per-
formed to determine that 7 animals per group were required
to maintain a statistical power of 80%.
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Briefly, a midline incision was made and a subcutaneous
pocket was created in the abdomen of each mouse in order
to implant a 1 cm? piece of IL-4 loaded (40 bilayers), coated
(no IL-4) or pristine mesh. PCL sutures were used to close
the incision, then 0.5 mg/kg of Baytril and 0.2 mg/kg of
Buprenex were administered for 3 days as antibiotic and
analgesic, respectively. Buprenorphine (Buprenex), an opi-
oid analgesic, has been studied and shown not to exert any
effects or alterations in the immunological response. After 7,
14 or 90 days; mice were euthanized and skin/mesh/muscle
complex tissues were harvested and fixed for 72 hours in
neutral buffered formalin. Finally, fixed tissues were paraffin
embedded and cross-sections of 7 um were used for histo-
logical processing for H&E, Masson’s Trichrome and Picro
Sirius Red staining.

Histological Staining.

Paraffin embedded tissue cross-sections were used for
H&E, Masson’s trichrome and Picro Sirius Red staining.
H&E and Masson’s trichrome stained tissue sections were
imaged on a Nikon Eclipse E600 microscope (Tokyo, Japan)
at 10x and 20x, respectively. Picro Sirius Red stained tissue
sections were imaged at 20x on a Nikon Eclipse TE2000-E
(Tokyo, Japan), equipped with circularly polarized light.

Imagel (version 1.48, NIH) equipped with a color decon-
volution plug-in (version 1.5) was used to quantify the area
of capsule surrounding mesh fibers at 90 days (3 different
single fibers per sample, N=7 each group) in images taken
from histological tissue sections stained with Masson’s
Trichrome.

A custom-designed algorithm (Mathworks MathLab, ver-
sion R2015a. Natick, Mass.) was used to evaluate quantita-
tively the quality of the collagen capsule surrounding mesh
fibers at 90 days (3 different single fibers per sample, N=7
each group) in images taken from histological tissue sections
stained with Picro Sirius Red.

Immunolabeling of histological sections. Paraffin embed-
ded tissue sections were deparaffinized and hydrated in a
series of xylene/alcohol/water. Incubation was performed
with proteinase K (1x) for 10 minutes to retrieve antigens.
After 3 washes in water, samples were incubated at 37° C.
in 50 mM of CuSO, in 10 mM NH,Ac buffer (pH=5), to
reduce tissue background fluoresence. Slides were washed
twice in TBST (25 mM Tris buffer+0.1% tween 20). Then,
a 5% donkey serum+2% BSA+0.1% tween 20+0.1% triton
X-100 solution was used as blocking agent (2 hours, RT). To
immunolabel M2 macrophages, an arginase-1 (1:100) and
F4/80 (1:50) primary antibodies were used (overnight at 4°
C.), followed by anti-rabbit Alexa Fluor 594 (1:200) and
anti-rat Alexa Fluor 488 (1:100) secondary antibodies (40
min at room temperature) in blocking buffer. To immuno-
label M1 macro-phages, iNOS (1:100) and F4/80 (1:50)
primary antibodies were used (overnight at 4° C.), followed
by anti-rabbit Alexa Fluor 594 (1:100) and anti-rat Alexa
Fluor 488 (1:100) secondary antibodies (40 min at room
temperature) in blocking buffer. Vectashield with DAPI
mounting media (Vector laboratories, Burlingame, Calif.)
was used to stain nuclei and mount. Images of centered
single fibers (3 different single fibers per sample, N=8 each
group) were taken on a Nikon Eclipse E600 microscope
equipped with epi-fluorescence at 40x and cell counts were
analyzed using ImageJ (version 1.51a, NIH).

Image analysis algorithms were used to quantify the
results obtained by imaging of histological tissue sections.
First, a custom-designed algorithm (Wolfram Mathematica,
version 10.0. Champaign, I11.) was used to quantify both
arginase-1 and iNOS expression at 7 and 14 days by means
of arginase-1/DAPI and iNOS/DAPI pixel ratio versus the
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distance from the surface of single centered mesh fiber (3
different single fibers, N=8 each group) images taken from
histological tissue sections per sample. Next image analysis
was performed using Imagel (version 1.51a, NIH) in order
to quantify the number of pro-inflammatory (iNOS, M1) and
regulatory (arginase-1, M2) macrophages (F4/80) surround-
ing single mesh fibers in each group.

Statistical Analysis.

Comparisons of means were performed by either one-way
or two-way analysis of variance (ANOVA), using p<0.05 as
statistical significance criteria (one-tailed) followed by
Tukey’s test. Shapiro-Wilk was used to test normality. All
statistical tests were performed on GraphPad Prism V6 (La
Jolla Calif., USA).

8.3 Results

Surgical Mesh Plasma Irradiation, LbL. Coating and Char-
acterization.

An adapted radio frequency glow discharge (RFGD)
method (32) was used to form a consistent and durable
negative charge on the surface of polypropylene (PP) mesh
in order to facilitate the desired LbL coating. The presence
of a negatively charged surface was confirmed by the
appearance of two peaks at 284 eV (C—C) and 288 eV
(O—C=—=0) on the carbon spectrum and a peak at 532 eV on
the oxygen spectrum, while pristine mesh only had a peak at
284 eV (C—C) when evaluated by X-ray photoelectron
spectroscopy (XPS) (FIG. 2A). RFGD treated meshes were
then LbL coated using chitosan as a polycation and dermatan
sulfate as a polyanion. Chitosan was chosen for its known
biocompatibility, antimicrobial activity, and as activated
macrophages highly express chitinase-like proteins (chitin
and chitosan degrading enzymes) (33-35). Dermatan sulfate
(also known as chondroitin sulfate B) was chosen for its key
role in extracellular matrix (ECM) regulation and its
described ability to enhance I1.-4 bioactivity in-vivo (36). As
such, the chitosan-dermatan sulfate LbL. complex was cho-
sen to provide enhanced release and bioactivity of IL-4 in
the context of macrophage mediated host-implant interac-
tions.

A coating of 10 bilayers was performed as core coating
prior to IL.-4 loading. Alcian blue staining was used to
visualize the chitosan and dermatan sulfate components of
the coating. Blue coloration and absence of precipitates
along the mesh surface suggested the presence of a confor-
mal and uniform coating on LbLL coated meshes (FIG. 2B).
Electron microscopy (FIG. 3) was used to confirm the
conformal nature of the coating and showed no apparent
changes in surface topography, porosity and thickness
between LbL coated, RFGD treated and pristine meshes.
The presence of chitosan in the LbL, coating was corrobo-
rated by the appearance of two peaks at 399 eV (C—N) and
401 eV (O—C—N) in the nitrogen spectrum and the pres-
ence of dermatan sulfate by the appearance of a peak at 168
eV (C—S—O0) in the sulfur spectrum when evaluated by
XPS (FIG. 2A), in addition to the presence of peaks at 288
eV (0—C=—0) and 286 ¢V (C—O) in the carbon spectrum,
confirming the presence of both polyelectrolyte chains.
These measurements were performed at different points on
the surface of the PP mesh and spectra were identical
throughout the mesh surface. These findings were consistent
with ATR-FTIR measurements (FIG. 4).

1L-4 Loading, Release and Bioactivity Assessments.

Mesh coated with a 10-bilayer core coating was then
coated with 20, 40 and 60 additional bilayers containing
1L-4. I1.-4 was pre-incubated with dermatan sulfate prior to
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LbL coating, promoting the loading of the cytokine due to
the high affinity of IL-4 (net positive charge, given its
isoelectric point of 9.17) for sulfated glycosaminoglycans
(negatively charged). Confocal microscopy demonstrated
positive IL.-4 labeling distributed throughout the entire sur-
face of IL-4 loaded meshes in contrast to the absence of
positive labeling on coated (no-I[.-4) mesh and pristine
mesh (FIG. 5A). ELISA assays were performed to quantify
IL-4 release over time. Results showed that both the amount
of IL-4 and the length of release are dependent on the
number of bilayers containing 11.-4 in the LbL coating (FIG.
5B). In particular, the in-vitro release of IL.-4 was observed
up to 14, 22 and 30 days for coatings of 20, 40 and 60
bilayers, respectively. The release profile for all IL.-4 loaded
meshes followed a power law dependence, regardless of the
number of coating bilayers (FIG. 6). These findings are
consistent with other studies done on LbL films as a platform
to study protein release. Based upon these results, meshes
coated with 40 bilayers containing I1.-4 were selected for
further in-vitro and in-vivo assays, given the desire to
release 1[.-4 and polarize macrophages towards an M2
phenotype only at early stages of the host response, since the
coating released about 90% of I1.-4 only at early stages of
the host response (up to 14 days). All further assays included
coated (40 additional bilayers with no I[.-4) and pristine
mesh groups as control groups.

In order to show that I[.-4 bioactivity remained after the
coating procedure and terminal sterilization (by ethylene
oxide), an in-vitro macrophage polarization assay was per-
formed using bone marrow-derived macrophages. Macro-
phages exposed to IL-4 loaded meshes for 72 hours were
fixed and immunolabelled against arginase-1, an M2 mac-
rophage specific marker. Image analysis (CellProfiler, Broad
Institute, Cambridge, Mass.) of arginase-1 positive cells
(FIG. 7A) revealed that the IL-4 released from the IL.-4
loaded mesh remained bioactive and able to polarize mac-
rophages towards an M2 phenotype (FIG. 8). No significant
increase of arginase-1 was observed for coated mesh com-
pared to pristine mesh. Of note, the pattern of arginase-1
expression following exposure to 1L-4 coated meshes was
similar to the IL-4 positive control (20 ng/ml.) despite the
lower levels of 1L-4 (2.25 ng/ml) released from the mesh
surface at 72 h (FIG. 7B), suggesting that the coating
components may enhance I[.-4 bioactivity or that 1.4 is
protected by the coating and released gradually.

Studies on Macrophage Polarization and the Early-Stage
Host Response Against Implanted Mesh.

A mouse implantation model was used to test the ability
of IL-4 loaded mesh to promote an early shift (7 and 14
days) in the polarization of macrophages towards an M2
phenotype in-vivo and to examine the effects of such shifts
in macrophage polarization upon downstream tissue remod-
eling (90 days). 1 cm® of IL-4 loaded mesh (40B), coated
mesh (no IL-4), or pristine mesh were implanted into a
subcutaneous pocket in the abdomen of 8-10 week old
female C57BL/6]J mice. Mesh and surrounding tissue
(muscle and skin) were then harvested at 7 and 14 days
post-implantation and used to study macrophage polariza-
tion. Sham surgeries (no mesh implantation) were also
performed. In sham animals, a normal wound healing pro-
cess observed (FIG. 9, top panel) and was characterized by
a transient inflammatory response including significant
immune cell infiltration at 7 days which was largely resolved
by 14 days post-inflammation with restoration of normal
tissue architecture resembling healthy tissue controls. The
histologic appearance in mice implanted with mesh was also
characterized by the presence of inflammatory cell infiltra-
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tion in the surgical site at 7 days; however, this reaction was
not resolved at 14 days and was largely localized to the area
surrounding mesh fibers, regardless of mesh type (FIG. 9,
bottom panel), thereafter. The presence of foreign body giant
cells was noted beginning at 14 days post implantation and
at the 90 day time point, regardless of mesh type. While the
number and distribution of foreign body giant cells was
qualitatively similar across all groups, no attempt was made
in the present study to quantify the number of foreign body
giant cells.

Immunolabeling of F4/80 (pan macrophage marker), argi-
nase-1 (an M2 marker) and inducible nitric oxide synthase
(iNOS, an M1 marker) was performed to assess the number,
location, and phenotypic profiles of the macrophages within
the site of implantation at 7 and 14 days post-implantatio.
Image analysis was performed using a custom-designed
algorithm (Wolfram Mathematica, Version 10.0) in order to
quantify labeling (normalized and expressed as cumulative
arginase-1/DAPI pixel ratio) as a function of distance from
the mesh surface (FIG. 10). In all mesh groups, the number
of'both arginase-1 and iNOS positive cells were observed to
peak within the first 50 pm from the mesh surface (FIGS.
10B and 10D). Therefore, this distance was considered as
the tissue-biomaterial interface, where the most important
interactions of the biomaterial with the surrounding tissue
occur and determine the implant success in the long term.

Total cell infiltration around single mesh fibers was
assessed by DAPI staining, revealing no differences between
groups at 7 or 14 days (FIG. 11A). However, the small
increases in the number of cells within the remodeling site
were observed from 7 to 14 days in the pristine and 1[.-4
loaded mesh implantation groups. Analysis of F4/80 positive
macrophage populations revealed a significantly higher
presence of F4/80 positive cells as a percentage of the total
cell population in mice implanted with pristine mesh, com-
pared to both coated (no I1.-4) and IL-4 loaded mesh groups
at 7 days (FIG. 11B). At 14 days, the percentage of F4/80
positive cells in the pristine mesh group was significantly
reduced and was similar to levels similar to those found in
both coated (no I1L.-4) and 11.-4 loaded meshes. The percent-
age of F4/80 positive cells in the implantation site of 1L.-4
loaded meshes were also significantly decreased compared
to 7 days, but these decreases were smaller than those
observed for the pristine mesh group. There were no differ-
ences in the percentage of F4/80 positive cells between
coated (no IL.-4) and IL.-4 loaded mesh groups at 7 or 14
days. These results suggest that the coating may have had an
inhibitory effect upon the recruitment of macrophages into
the implantation site at early time points.

Additional co-labeling was performed for arginase-1 and
iNOS to assess the M1/M2 polarization profile of the cells
within the implantation site. Results at 7 days post-implan-
tation revealed that mice implanted with 1[.-4 loaded mesh
had an increase in the percentage of arginase-1 positive
macrophages (F4/80") near the mesh surface as compared to
coated mesh and pristine mesh groups (FIG. 11C). The
number of arginase-1 positive cells in the I[.-4 loaded mesh
group was significantly increased in the first 40 to 50 um
from the mesh surface (FIGS. 10B and 10C) as compared to
both coated and pristine mesh, suggesting that the effects of
1L-4 released from the LbL coating are limited to distances
up to 50 um from the surface of the implanted mesh. Coated
mesh did not elicit a significant increase in arginase-1
positive macrophages as compared to pristine mesh (FIG.
11C). These results are consistent with the in-vitro findings
showing significant increases in M2 macrophage polariza-
tion only in the I[.-4 loaded mesh group. Similarly, results at
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7 days post-implantation also showed a reduction of iNOS
positive cells in mice implanted with 1L.-4 loaded meshes
compared to mice implanted with pristine meshes (FIG.
11D). Mice implanted with coated mesh also showed a
reduction in iNOS positive macrophages compared to the
pristine mesh implanted group; however, no significant
differences were observed between the coated mesh and
1L-4 loaded groups (FIG. 8D). These results suggest that the
coating material may have impacted the polarization of
macro-phages towards an M1 profile. Differences in iNOS
labeling were observed to peak at 25 um from the mesh
surface of the pristine mesh implanted group at 7 days (FIG.
10E), again suggesting that the effects of the coating were
limited to the first 50 um from the mesh surface.

Results at 14 days post-implantation revealed a decrease
in both arginase-1 and iNOS labeling as compared to 7 days,
with no significant differences observed between any
groups. However, the percentage of arginase-1 positive
macro-phages was still higher than both coated (no 1L.-4)
and pristine mesh groups (FIG. 11C). The percentage of
iNOSA positive macrophages at 14 days was found to
decline in mice implanted with pristine mesh as compared to
7 days; however, there were no significant differences
observed between any groups at the 14 day time point (FIG.
11D). When the effects of IL.-4 coating upon arginase-1
expression at 7 and 14 days were compared (FIGS. 10C,
10F, 11D) it can be appreciated that arginase-1 expression in
the 1L-4 coated group at 14 days returned to levels similar
to those observed for pristine meshes at both 7 and 14 days.
This suggests that the length of IL.-4 release from the LbL
coated meshes occurs at the early stages of the host response
(<14 days), and that its effects on macrophage polarization
in-vivo are declining by 14 days. Expression of iNOS in the
1L-4 loaded mesh group remained low with no changes
between 7 and 14 days.

While increases in the M2 macrophage population can
likely be attributed to the release of I1.-4 from loaded mesh
as demonstrated in-vitro, there are two possible mechanisms
that could explain the observed reduction in the number of
iNOS positive cells in the 1[.-4 loaded mesh group. First,
iNOS expression may be reduced as a consequence of the
polarization of the macrophages at the tissue implant inter-
face towards an M2 phenotype, given the known competi-
tive nature of pathways leading to iNOS and arginase-1
expression in mice (37-39). Second, decreased iNOS expres-
sion may be due to effects of the coating components upon
macrophage polarization, and hence a diminished M1 mac-
rophage response. This second mechanism is supported by
the significant reduction in iNOS positive macrophages
(FIG. 11D) and also the reduction in F4/80™" cells (FIG. 11B)
observed in the coated mesh group at 7 days, compared to
the pristine mesh group (FIG. 10F). Therefore, the coating
components and/or the modified mesh surfaces themselves
appear to have effects in the reduction of M1 macrophages
but not in promoting M2 macrophage polarization. Thus, the
observed results are likely a combination of mechanisms
driving the reduction of M1 macrophages by 1[.-4 loaded
meshes with 11.-4 mediated increases in the M2 population.

It was noted that some arginine-1 positive and iNOS
positive cells did not express F4/80. This suggests that cells
other than macrophages may produce arginine-1 and iNOS
in the area of implantation, or that a population of macro-
phages that express other markers such as CD11b or CD68,
but not F4/80, are present within the remodeling site.
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Downstream Effects in the Host Response Upon Macro-
phage Polarization Promoted by Implanted Meshes.

Finally, mesh and the surrounding tissue complex were
harvested at 90 days post-implantation to evaluate the effects
of mesh coating and I[-4 loading upon long-term tissue
remodeling outcomes. Image analysis of Masson’s
trichrome stained histological sections was performed to
identify and quantify capsule formation. Results revealed
capsule formation around mesh fibers for all groups (FIG.
12A); however, 11.-4 loaded mesh elicited reduced capsule
density compared to the prominent and dense capsules
surrounding fibers of both coated and pristine meshes
(FIGS. 12B and 13). Subsequent analysis of collagen fiber
distribution in picrosirius red stained sections was per-
formed using a custom-designed algorithm (Mathworks
MatlLab R2015a) to assess the quality of the collagen fibers
composing the fibrotic capsule. Circularly polarized light
microscopy was able to reveal the relative thickness of the
collagen fibers as a function of the color hue from thin green
fibers to increasingly thick yellow, orange and red fibers
(40). Results revealed that mice implanted with 1[.-4 loaded
meshes had reduced content of both thick orange and thicker
red collagen fibers, compared to both pristine and coated
meshes (FIGS. 12C and 12D). A concurrent increase in thin
yellow and thinner green collagen fibers was found for 1L.-4
loaded mesh compared to both pristine and coated mesh
(FIGS. 12C and 12D). These outcomes indicate a change in
the quantity and type of the collagen fibers composing the
fibrotic capsule and may be particularly relevant for an
improved mechanical performance of the implanted mesh
in-vivo.

8.4. Discussion

The results of this example demonstrate that the eftects of
the released IL-4 from LbL coated mesh caused a shift in
early-stage macrophage polarization that was associated
with positive long-term effects such as minimized capsule
formation and/or improved tissue quality and composition as
compared to coated and pristine meshes. These results also
suggest that long-term positive outcomes are due to an
increase in the proportion of M2 macrophages, rather than a
decrease in the presence of M1 macrophages, given that
coated meshes were capable of significantly decreasing the
proportion of M1 macrophages (FIG. 10) as compared with
pristine mesh, but were not associated with improved tissue
remodeling outcomes (FIGS. 12A-12D). The present study
demonstrated that it is possible to transiently shift the early
phases of the host response to implants which otherwise
elicit a chronic pro-inflammatory response with impact upon
the tissue remodeling outcome downstream while leaving
key implant characteristics such as material properties and
porosity intact.

It has been previously suggested that excessive long-term
polarization towards either an M1 or an M2 phenotypes may
have negative effects on remodeling outcomes (3, 13, 41).
Additionally, studies have described pathologies associated
with an imbalance and long-term presence of M1 or M2
macrophages, including but not limited to cancer, diabetes
and atherosclerosis (12, 42, 43). Therefore, localized and
temporal delivery of bioactive agents represents an advan-
tage over strategies promoting systemic and or permanent
shifts in the host response as it limits the potential for
adverse long-term interactions and exacerbation of condi-
tions which may exist at distant sites. Similarly, promoting
transient shifts in macrophage polarization in the early host
response represents an improved approach as compared to
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strategies which seek to evade the host immune response.
Previous studies using surface modification of biomaterials
and coatings to escape the innate immune system have
shown only modest improvements at early stages of the host
response against biomaterials and few improvements in
long-term performance (44-48). Finally, the present delivery
system represents an advantage over previous delivery
approaches, given that significant effects on macrophage
polarization are observed at lower, controllable and safer
doses (picograms to nanograms), compared to the high
doses (nanograms to micrograms) of 1[.-4 used in previous
studies. The systemic release of larger amounts 11.-4 may
lead to effects upon distal tissues and/or exacerbated and
contradictory outcomes associated with a fibrotic process or
potential enhancement of the foreign body reaction.

In-vivo, both the chitosan and dermatan sulfate compo-
nents of the coating are degraded by macrophages and other
cells participating in the host response. Layer by layer films
have shown multiple release mechanisms, depending the
nature of the polyelectrolytes composing the films, surface
degradation being the most predominant mechanism that
gradually releases the entrapped bioactive agents by degra-
dation of the most external layer films, followed by more
internal layers. Therefore, IL.-4 can be released by gradual
surface degradation of the coating multilayers, mainly trig-
gered by macrophages and other cells of the immune system
with enzymatic capacity. However, release by diffusion of
IL-4 can also occur to a lesser extent.

In sum, the presence of a uniform and conformal coating
composed of both chitosan and dermatan sulfate was dem-
onstrated. This coating can be loaded with IL.-4 in a uniform
manner through the entire surface of the mesh, and the
amount and length of release can be tuned by simply
changing the number and sequence of coating bilayers. The
released IL-4 from LbL coated meshes is bioactive and can
promote macrophage polarization towards an M2 phenotype
both in-vitro and in-vivo. In addition, the effects of the local
released IL-4 from LbL coated meshes on macrophage
polarization extend up to 50 pm of distance from the mesh
surface at early stages of the host response against bioma-
terials. Consequently, these effects also led IL.-4 loaded
meshes to reduce the percentage of M1 macrophages in-
vivo, compared to pristine meshes. At long term, a decreased
fibrotic capsule formation surrounding mesh fibers and an
improved quality of collagen fibers composing the capsule
observed only in mice implanted with I1L.-4 loaded meshes
indicates an improved resolution of the foreign body reac-
tion. These positive long-term outcomes are mostly attrib-
uted to an increased proportion of M2 macrophages rather
than a reduced presence of M1 macrophages.

Finally, these results support our hypothesis that early-
stage macrophage polarization at the tissue-implant inter-
face towards an M2 phenotype would mitigate the foreign
body reaction and hence promote better integration of the
mesh into the host tissue in the long term, compared to the
outcomes observed from the passive and non-controlled
effects on macrophage polarization promoted by different
biomaterials. This example also demonstrated that strategies
which include modulation of the macrophage response are
beneficial for tissue integration and functional remodeling of
implanted biomaterials, rather than strategies which simply
seek to avoid the innate immune system. While the present
study focused only upon polypropylene mesh commonly
used for soft tissue reconstruction, the methods and findings
presented can be extended to include other material types
and applications.
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Various references are cited in this document, which are
hereby incorporated by reference in their entireties herein.

What is claimed is:

1. A coated biomaterial comprising:

an implantable biomaterial coated with a coating, wherein

the coating comprises:

(a) a plurality of polycation layers;

(b) a plurality of polyanion layers; and

(c) at least one active agent containing layer comprising

dermatan sulfate and an M2 polarizing active agent,
wherein the M2 polarizing active agent is pre-incubated
with the dermatan sulfate in a ratio between about 1:10
to about 1:2000 to be complexed, and

wherein the plurality of polycation layers and the plurality

of polyanion layers alternate to form a plurality of
bilayers.

2. The coated biomaterial of claim 1, wherein the implant-
able biomaterial is mesh, polypropylene, metal, tissue engi-
neering scaffolds, polytetrafluoroethylene, polyethylene,
polystyrene, or combinations thereof.

3. The coated biomaterial of claim 1, wherein the poly-
cation in the plurality of polycation layers is a polysaccha-
ride, a protein, a synthetic polypeptide, a synthetic
polyamine, a synthetic polymer, or combinations thereof.

4. The coated biomaterial of claim 1, wherein the poly-
anion in the plurality of polyanion layers is a polysaccharide,
a protein, a synthetic polypeptide, a synthetic polyamine, a
synthetic polymer, or combinations thereof.

5. The coated biomaterial of claim 1, wherein the poly-
cation is chitosan and the polyanion is the dermatan sulfate.

6. The coated biomaterial of claim 1, wherein the M2
polarizing active agent is 1L.-4.

7. The coated biomaterial of claim 1, wherein the coating
is from about 0.5 nm to about 500 pm.

8. The coated biomaterial of claim 1, wherein the M2
polarizing active agent is released at a distance of from about
10 pum to about 100 pm from the coated biomaterial.

9. The coated biomaterial of claim 8, wherein the M2
polarizing active agent is released at a distance of about 50
um from the coated biomaterial.

10. The coated biomaterial of claim 1, wherein the coated
biomaterial comprises a total of about 4 to about 20 bilayers,
wherein the bilayers do not contain the M2 polarizing active
agent.

11. The coated biomaterial of claim 10, wherein the
coated biomaterial further comprises the at least one M2
polarizing active agent containing layer on top of the bilay-
ers adjacent to the implantable biomaterial that are coated
onto the implantable biomaterial while not containing the
M2 polarizing active agent.

12. The coated biomaterial of claim 11, wherein the
coated biomaterial comprises about 20 to about 100 M2
polarizing active agent containing layers.
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13. The coated biomaterial of claim 12, wherein the
coated biomaterial comprises about 40 M2 polarizing active
agent containing layers on top of about 10 bilayers, wherein
the bilayers do not contain the active agent.

14. The coated biomaterial of claim 1, wherein the coated
biomaterial comprises a total of from about 10 to about 1000
bilayers, wherein the bilayers do not contain the M2 polar-
izing active agent.

15. The coated biomaterial of claim 1, further comprising
at least one bilayer that is coated onto the implantable
biomaterial while not containing the M2 polarizing active
agent on top of the at least one M2 polarizing active agent
containing layer.

16. The coated biomaterial of claim 1, wherein the poly-
cation in the plurality of polycation layers is a polysaccha-
ride and the polyanion in the plurality of polyanion layers is
a polysaccharide.

17. The coated biomaterial of claim 1, wherein the M2
polarizing active agent is 1L.-10.

18. The coated biomaterial of claim 1, wherein the M2
polarizing active agent is 1L.-13.

19. The coated biomaterials of claim 1, wherein immune
cells trigger the release of the M2 polarizing active agent.

20. The coated biomaterials of claim 1, wherein the
plurality of polyanion layers is degraded by cells participat-
ing in the host response.

21. The coated biomaterials of claim 5, wherein the
dermatan sulfate enhances an activity of the M2 polarizing
active agent.
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22. The coated biomaterials of claim 1, wherein the
surface of the coating is degraded by enzymes released from
immune cells.

23. The coated biomaterial of claim 1, wherein the coating
is from about 0.5 nm to about 1000 nm.

24. A method for coating a biomaterial comprising:

(a) creating a negative surface charge on the biomaterial;

(b) coating the charged biomaterial with a polycation
layer;

(c) coating polycation layered biomaterial with a polyan-
ion layer;

(d) repeating steps (b) and (c) to create a polycation and
polyanion coated biomaterial with a plurality of bilay-
ers; and

(e) coating the polycation and polyanion coated bioma-
terial with at least one layer comprising at least one M2
polarizing active agent and dermatan sulfate to create
an active agent coated biomaterial, wherein the M2
polarizing active agent is pre-incubated with the der-
matan sulfate in a ratio between about 1:10 to about
1:2000 to be complexed;

wherein the bilayer is coated onto the implantable bio-
material by performing steps (b) and (c) with a poly-
cation layer and a polyanion layer that do not contain
the active agent.

25. The method of claim 24, further comprising sterilizing

the M2 polarizing active agent coated biomaterial.
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