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Abstract

Through the use of mechanical reinforcement of collagen matrices, mechanically strong and
compliant 3D tissue mimetic scaffolds can be generated that act as scaffolds for soft tissue
engineering. Collagen has been widely used for the development of materials for repair,
augmentation or replacement of damaged or diseased tissue. Herein we describe a facile method
for the layer-by-layer fabrication of robust planar collagen fiber constructs. Collagen gels cast in a
phosphate buffer were dried to form dense collagen mats. Subsequent gels were layered and dried
atop mats to create multilayer constructs possessing a range of tunable strengths (0.5 - 11 MPa)
and stiffness (1 - 115 MPa). Depending on processing conditions and crosslinking of constructs,
strain to failure ranged between 9 to 48%. Collagen mats were constructed into hernia patches that
prevented hernia recurrence in Wistar rats.
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Introduction

One of the common uses for materials in medicine is for surgical wound closure in the
treatment of hernias. Hernia repair is known to be the most commonly performed general
surgical procedure in the United States accounting for over a million procedures per annum
[1]. Current treatment includes primary closure of the fascia surrounding the abdominal wall
defect tissue with or without the use of mesh and associated relaxing fascial incisions to
achieve tension-free wound closure. Typically, mesh placement is preferred as it results in
lower reherniation rates [2]. A variety of synthetic polymeric materials (polypropylene,
polyethyleneterephathalate, polytetrafluoroethylene) [3] or decellularized matrices have
been used for abdominal wall repair [4]. Patients treated with these materials often suffer
from reherniation due to failure at the material-tissue interface or in the case of bioprosthetic
matrices of the material itself, infection due to surgical site or implant contamination,
seroma formation and general discomfort due to a biomechanical mismatch between the
implant and host tissue [3-9]. Several strategies have been employed for the development of
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a surgical mesh and other soft tissue replacements that enhance biointegration with host
tissue, minimize risk of infection, and improve patient comfort [10].

The generation of scalable mechanically matched and biocompatible materials comprised of
native or recombinant structural proteins for soft tissue engineering remains a critical
challenge [11]. Synthetic non-degradable and biodegradable polymers that recapitulate the
nanofibrous architecture typical of the ECM environment have been widely attempted
[12-16]. Concerns over immune rejection, macrophage or neutrophil mediated degradation,
chronic inflammation, mechanical failure, and the capacity of these matrices to be integrated
into the host system remain significant hurdles. Decellularization of native tissue matrices
has been studied as an alternative to the generation of ECM-mimetic scaffolds [17-19].
Given that decellularized tissues are often derived from non-human sources, the presence of
residual xenoantigens, as well as the potential for viral or bacterial transmission exists.
Decellularized scaffolds have been studied as a niche for host cell infiltration. However,
subtle structural and biochemical damage to decellularized matrices can occur during
processing. Decellularized tissues are often crosslinked to maintain stability and mechanical
integrity, but the ability to truly tailor mechanical properties of such matrices remains
limited.

To address these challenges, we have designed a bottom-up approach for the creation of
bioartificial matrices for soft tissue applications, and particularly for hernia repair. We
hypothesize that the use of reconstituted collagen with specific hierarchical structure and
organization afforded by our fabrication technique will better mimic the structure and
mechanics of native tissue by providing a more homogeneous and controlled system than
decellularized matrices. Further, we show that systematically controlling collagen gel
hydration and global micro- and macrostructure, strong collagen sheets can be developed
with tunable mechanical properties. Similar reports have noted the diffusivity of collagen
films [20], the strength of rolled films [21], the influence of cyclic loading and collagen
fibril diameter [22-24] on matrix strength. We have built upon these technologies through a
process of layer-by-layer collagen sheet lamination and dehydration. This has yielded
matrices that mimic native tissue in nanofibrous structure, mechanical integrity, and
biological response, complementing prior studies [21, 22]. Evaluation of collagen matrices
in a rat ventral hernia repair model demonstrates the utility of such matrices and their
reintegration into host tissue, resolution of inflammatory response, and angiogenesis over a
3-month period.

Experimental Methods

Isolation and purification of monomeric collagen

Monomeric Type | rat tail tendon collagen was obtained by acid extraction from Sprague-
Dawley rats (Pel-Freez Biologicals, Rogers, AR) following a procedure adapted from Silver
and Trelstad [25]. Briefly, rat tail tendons were extracted with the aid of autoclaved pliers
and dissolved in 10 mM HCI for 4 h at 25°C to dissolve the proteinaceous components.
Insoluble tissue and other contaminants were removed by centrifugation at 30,000 g at 4°C
for 30 min with subsequent vacuum filtration through 20 pm, 0.45 um, and 0.2 pm filters.
The sterile filtered collagen in HCI was precipitated from solution by adding NaCl to a final
concentration of 0.7 M. The precipitated collagen was pelleted by centrifugation,
redissolved in 10 mM HCI, and dialyzed against 20 mM phosphate buffer at room
temperature and then at 4°C, followed by 10 mM HCI at 4°C and deionized water at 4°C.
The collagen was then frozen and lyophilized until used.
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Production of collagen fiber mats

Monomeric rat tail tendon collagen dissolved in 10 mM HCI (0.625 - 2.5 mg/mL) and
neutralized using a gelation buffer (GB, 4.14 mg/mL monobasic sodium phosphate, 12.1
mg/mL dibasic sodium phosphate, 6.86 mg/mL TES (N-tris (hydroxymethyl) methyl-2-
aminoethane sulfonic acid sodium salt, 7.89 mg/mL sodium chloride, pH 8.0) at 4°C in
rectangular molds (10 x 7 x 0.4 cm) for 24 h. Gels were subsequently placed in a fiber
incubation buffer (FIB, 7.89 mg/mL sodium chloride, 4.26 mg/mL dibasic sodium
phosphate, 10 mM Tris, pH 7.4) at 37°C for 48 h to promote fibrillogenesis [26]. Individual
gels were washed in 2 L of deionized water for 6 hr with 3 changes to remove salts. Gels
were then dried at room temperature under a steady air stream to create collagen mats.
Stacked mats consisting up to four layers were generated by serially drying additional gels
on top of dried mats. Some specimens were crosslinked in genipin (Wako Chemicals USA,
Richmond, VA) at 6 mg/mL in PBS at 37°C for 24 h. The density of these mats was
determined by lyophilizing and weighing 1 x 1 cm squares for each crosslinking and
layering configuration (n = 8/group).

Imaging of composite architecture

Optical, fluorescence, scanning electron (SEM), and transmission electron microscopy
(TEM) were used to analyze mat and collagen structure. For SEM studies, dry collagen mats
were hydrated in water for 24 h and dehydrated in serial exchanges of ethanol-water
mixtures from 30%-100%. The samples were then critical point dried (Auto Samdri 815
Series A, Tousimis, Rockville, MD), sputter coated with 8 nm of gold (208HR Cressington,
Watford, England) and imaged at an accelerating voltage of 10,000 eV using a field
emission scanning electron microscope (Zeiss Supra 55 FE-SEM, Peabody, MA). Collagen
fibril diameters were determined by measuring the diameters of at least 8 fibrils in eight
separate 50,000x magnification images for each concentration and crosslinking condition.
To determine the presence of D-periodicity, hydrated samples were prepared for TEM.
Samples in PBS were washed in 0.1 M cacodylate buffer and fixed in glutaraldehyde. After
washing in water, samples were partially dehydrated in ethanol and stained with uranyl
acetate. Samples were then dehydrated in ethanol, embedded in resin, and polymerized.
Ultrathin (60 - 80 nm) sections were cut using a RMC MT-7000 ultramicrotome (Boeckeler,
Tucson, AZ). Post-staining with uranyl acetate and lead citrate was followed by imaging
using a JOEL JEM-1400 TEM (JOEL, Tokyo, Japan) at 90,000 V.

Mechanical testing of composites

Collagen sheets were cut using a dog-bone press to yield samples with a gauge length of 13
mm and 4.5 mm width. Samples were mounted onto a Dynamic Mechanical Thermal
Analyzer V (DMTA V, Rheometric Scientific, Piscataway, NJ) and immersed in PBS at
37°C. Samples were preconditioned 15 times to 66% of the average maximum failure strain
determined from pilot samples and then tested to failure at 5 mm/min (n = 4/group).
Hydrated thickness was measured using optical microscopy for calculation of cross-
sectional area. Young's modulus was determined from the slope of the last 4% of the stress-
strain curve, to allow comparison to published studies.

Ventral hernia repair model

Layered collagen mats were used to repair a ventral hernia using a rat animal model [27].
Abdominal wall defects were created in 225-250 g female Wistar rats and repaired with
collagen mats or a commercially available decellularized porcine dermal matrix crosslinked
with hexamethylene diisocyanate (HMDI) control implant (1 mm thick Permacol™,
Covidien, Mansfield, MA). All studies were approved by the Beth Israel Deaconess Medical
Center Institutional Animals Care and Use Committee. Rats were anesthetized using
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isoflurane (2.5% induction, 1.5% maintenance); a 5 cm midline incision was made between
the xyphoid and pubis. The skin was separated from the muscle layers and a 2.5 cm x 1.5 cm
incision was made through the muscle layers to the peritoneum. The patch was placed over
the defect and sutured in place using 6-0 Prolene™ suture. A 1 cm long relaxing fascial
incision was made 1 cm lateral to either side of the abdominal defect. The skin was closed,
and animals were administered pain medication for 48 hr.

Animals were sacrificed at 1, 2, and 3 months, the adhesions between the skin and the
implant were noted and changes in implant size measured by photographic analysis. 5 rats
were used for each group (Permacol™ or collagen) per timepoint. Harvested samples were
removed along with adjacent tissue and fixed in 10% buffered formalin for 24 hours prior to
processing. Samples were embedded in paraffin, 5 um sections obtained and stained for
infiltrating cells (Hemotoxylin & Eosin), extracellular matrix production (Masson's
Trichrome), monocyte / macrophages (CD68) and endothelial cells, EC, (vWF) (Abcam,
Cambridge, MA). Monocyte / macrophage infiltration was measured by counting positively
stained nuclei in 6 random fields for 6 samples at each time point. To measure the strength
of integration, 4 x 20 mm strips of patch and adjacent tissue were excised and mounted on
opposing platens of a uniaxial tensile tester (DMTA V, Rheometric Scientific, Piscataway,
NJ) and failure tension determined. Implant area changes were measured from photographs
of implants prior to closing and at explantation. Briefly, photographs were taken, as in
Figure 8, the outlines of the implant and explant traced in Image J (NIH, Bethesda,
Maryland), and compared for each animal.

Statistical Analysis

Results

Mean values and standard deviation was obtained for all measurements, image analyses and
mechanical data. Comparisons were performed using the Student's t test for unpaired data,
ANOVA for multiple comparisons, and Tukey post hoc analysis for parametric data.
Nonparametric tests were carried out using the Kruskal-Wallis ANOVA, with Dunn's post
hoc analysis as indicated. Values of p < 0.05 were considered statistically significant.

Fibrillar microstructure and preservation of native collagen structure

Layer-by-layer collagen networks were produced and both ultrastructure and mechanical
properties analyzed (Fig. 1). No distinguishable interface (Fig. 2 A, D) or delamination
between layers was observed. Likewise, efforts to peel off individual layers were
unsuccessful. Signifcantly, we observed that multilayered constructs displayed a higher
density than measured for a single layered film (205 + 9.35 vs. 268 + 12.6 mg/cm?3, p <
0.01).

Collagen fibril structure was observed using high magnification, 50,000x, SEM images,
(Fig. 2 B, C). We observed no significant difference in fibril diameter with collagen
concentration (83.1 + 9.44 nm (2.5 mg/mL gels), 75.7 + 14.8 nm (1.25 mg/mL gels), 74.3 +
11.4 nm (0.625 mg/mL gels). TEM confirmed the presence of a D-periodic, 67 nm collagen
banding pattern (Fig. 2 E, F).

Mechanically tunable collagen mats as a function of concentration, thickness, and layering

Representative stress-strain curves show the mechanical response of uncrosslinked and
crosslink collagen matrices (Fig. 3). Collagen concentration did not influence ultimate
tensile strength (~0.7 MPa), stiffness (~2.0 MPa) or strain to failure (~45%) for either
uncrosslinked or crosslinked multilayer constructs. Genipin crosslinking produced a
substantial significant increase in tensile strength (~5.0 MPa), stiffness (~60 MPa), with a
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concomitant decrease in strain at failure (~12 %) (Fig. 3, 6, 7; p < 0.01 for comparisons of
strength, stiffness and strain to failure). When compared to single layer matrices, multilayer
matrices showed an unanticipated increase in strength, from 0.7 to 1.5 MPa and from 5to 8
MPa for uncrosslinked and crosslinked matrices, respectively (Fig. 4 A, D). A similar trend
was noted for stiffness. This effect was observed for mats produced from a variety of
collagen concentrations. Single layer collagen mats had a nominal thickness of 10.5 + 1.7 to
76.4 £ 5.2 pm depending on initial casting collagen concentration (Fig. 6, 7). Of note,
laminated collagen gels afforded a decrease in thickness per layer, which was not influenced
by the number of collagen layers (p < 0.01, Fig. 4, 5).

For animal studies, a 12 layer collagen mat, which was 368 £ 16.5 pum in thickness was
produced. Mechanical properties included an ultimate tensile strength of 1.77 + 0.32 MPa,
strain to failure of 34.4 + 3.4%, Young's Modulus of 6.18 + 1.45 MPa (Table 1).

Ventral Hernia Model

A ventral hernia model was created by dissecting the abdominal wall between the xyphoid
and pubis to the peritoneum, n =5/ timepoint/group (Fig. 8 A). Multilayer collagen patches
or Permacol™ patches, as a reference material, were implanted using an overlay technique.
Neither patch type was associated with reherniation at time points of up to 3 months (Fig. 8
E). Since the peritoneum was left intact in these studies, no appreciable adhesion to viscera
was noted. Comparison of measurements of implant area with area of explant at each time
point showed that both multilayer collagen and control patches showed an increase in area at
3 months (collagen 169 + 26 %, Permacol™ 161 + 16 %, NS). Initial explantation at 1
month showed minimal degradation of either multilayer collagen or control patches (Fig. 8
C, G). Conversely, multilayer collagen patches showed a higher level of degradation at 2
and 3 months as compared to Permacol™ (Fig. 8 D, H). Tensile strength at the host-patch
junction was not significantly different between material types (multilayer collagen: 1 month
1.05 + 0.24 Nm, 2 month 0.96 + 0.29 Nm, 3 month 0.98 £ 0.11 Nm; Permacol™: 1 month
1.23 £0.32 Nm, 2 month 0.84 + 0.20 Nm, 3 month 1.03 £ 0.19 Nm).

Histologic evaluation was performed using Masson's Trichrome staining (Fig. 9). Prior to
implantation, engineered multilayer collagen matrix and Permacol™ matrix showed distinct
morphological features. Abdominal muscle stained red and was present adjacent to highly
cellularized peritoneal membrane with neo-tissue formation above and below all implants.
After the 3-month implant period, ECM staining of collagen showed distinct morphologic
differences compared to earlier time points indicating that the multilayer collagen implant
had largely been replaced by new collagen deposition (Fig. 9 B-D). In contrast, the
histomorphology of Permacol™ implants was relatively unchanged over the 3-month
implant period (Fig. 9 F-H). vWF staining confirmed the development of blood vessels as
early as 1 month in both implants (Fig. 10 A, B, E, F). CD68 staining revealed a reduction in
monocyte / macrophage infiltration during the 3 month time frame, with a greater reduction
observed for the multilayer collagen implants as compared to Permacol™ (38.7 + 8.4 % vs.
23.7 £ 5.9 %, p<0.05) (Fig. 10 C, D, G, H).

Discussion

Dependence of gelation conditions on ultrastructure of collagen gels

Collagen gelation kinetics is highly dependent on collagen isolation method, initial collagen
concentration, temperature of gelation, pH and presence of ions. Several groups have shown
the effects of the aforementioned parameters on fibrillar size and microarchitecture of
collagen matrices [26, 28-32]. Pepsin digested collagen structures are devoid of telopeptide
sequences that are critical to fibril formation with recapitulation of native collagen D-
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periodic structure, unlike acid solubilized collagen, which still retains telopeptide sequences.
Prior reports have noted the effect of longer gelation times and lower initial collagen
concentrations allow more time for fibrillogenesis without spatial restrictions from adjacent
fibrils [33-38]. Our studies indicate that using our gelation conditions and fabrication
technique no significant difference in fibril diameter as a function of concentration (0.625 -
5.0 mg/mL) was noted and did not directly translate to larger scale mechanical differences in
ultimate tensile strength or strain at failure of centimeter scale constructs. Recapitulation of
D-periodicity in collagen fibrils, as exemplified by the 67 nm banding pattern (Fig. 2 D-F)
suggests preservation of cell binding moieties, such as GFOGER that mediate binding to cell
surface integrins [39-41].

Use of purified and reconstituted collagen to mimic the extracellular matrix

The extracellular matrix is composed of several components that provide strength, structural
support, and cell adhesion. Recapitulation of the nanofibrous ECM milieu has been
attempted using a variety of technologies — electrospinning [42, 43], nanofibrous scaffolds
[44] and use of naturally derived, reconstituted matrices [45]. However, several drawbacks
limit the use of these biomaterials, including denaturation of electrospun proteins, residual
pro-inflammatory constituents in decellularized allogeneic or xenogeneic derived scaffolds,
undesirable biodegradation products. Further the inability to tune the mechanical properties
to match those of native tissue limits the application of such materials. The desirability of
collagen as a biomaterial is supported by the its capacity to form a fibrillar nanofibrous
structure capable of supporting cell adhesion, proliferation, and differentiation, a high level
of species homology, and FDA approval of several collagen based products. However, to
date, a major limitation of collagen-based tissue engineering is the inability to modulate the
mechanics, strength, and suturability of relatively weak collagen scaffolds.

Tunable ECM mimetics with enhanced mechanical properties

The present study noted the effect of a variety of processing techniques, such as initial gel
concentration; layering of collagen matrices, and crosslinking on the ultimate tensile
strength, strain at failure, Young's Modulus, and film thickness. Mechanical testing of
hydrated collagen mats showed that concentration did not afford increased ultimate tensile
strength or stiffness for mats. Since ultimate tensile strength is the failure stress divided by
cross-sectional area, increasing collagen mass in constructs with commensurate increase in
thickness did yield significantly different mechanical strengths (Figs. 6, 7). However,
stacking of collagen layers led to an unanticipated increase in the ultimate tensile strength,
which may be due to an apparent structural reinforcement of collagen matrices when layered
as a result of an integration of layers leading to a buttressed fibrillar microstructure. We
observed that during mechanical testing, failure of matrices occurred through transverse
fracture in the direction perpendicular to axial stretch, without delamination of collagen
layers. Additionally, layered structures were associated with a reduction in layer thickness as
compared to single layer mats, further suggesting the integration of collagen fibrils between
layers afforded an interwoven structure. This was corroborated by the observation of a step-
wise increase in density. While there was an increase in ultimate tensile strength and
stiffness, there was no increase in strain to failure upon layering of collagen mats. Collagen
fibrils from adjacent layers likely form a localized interpenetrating network at each
interface, resulting in higher ultimate tensile strengths [46-51]. Coupled with the milieu of
hydroxyl and sulfhydryl groups in collagen, micro-crosslinks, both physical and chemical
(\Van der Waal's, ester, thioester) may form during gel dehydration, which has been shown to
enhance ultimate tensile strength of collagen matrices [52-55].

The capacity to crosslink collagen constructs allows for the generation of mechanically
tunable structures with mechanical properties in the range of those observed for blood
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vessels, cartilage, tendon, abdominal wall defect replacements or artificial skin [56-58]. In
this investigation, genipin, a naturally occurring crosslinker with improved biocompatibility
as compared to glutaraldehyde, was used to crosslink lysine residues [59-61]. Genipin
crosslinking increased ultimate tensile strength and stiffness, Young's modulus, with limited
change in strain at failure.

Synthetic hernia meshes are strong plastic materials that are often stiffer than native
abdominal wall fascial tissue and potentially cause increased patient discomfort [62].
Conversely, the designed multilayer uncrosslinked collagen matrix has more suitable
mechanical properties that can be easily tuned based on fabrication conditions (Table 1).
These uncrosslinked collagen matrices showed similar ultimate tensile strengths, strains and
stiffness to a variety of biologically derived meshes and native tissue [63] including,
Permacol™, SIS, native linea alba and abdominal wall fascia [27, 62, 64-66]. Subsequent to
implantation, an important metric in determining mechanical robustness of meshes is
strength of integration with surrounding tissue. This report has shown that multilayer
collagen matrices have strength of integration similar to that of commercially available
meshes: Permacol™, AlloDerm™, Surgisis™ and Vicryl™ woven mesh [67, 68].

Biocompatible, dense fibrillar matrices support tissue ingrowth and remodeling

Dense collagen matrices are currently being investigated for a variety of tissue engineering
applications within our laboratory including development of microvasculature, small
diameter vascular grafts, and soft tissue mimics as demonstrated in this study. Layering of
collagen matrices substantially enhanced mechanical properties, such as ultimate tensile
strength and stiffness. For comparison to commercially available wound closure products,
Permacol, a decellularized porcine dermal matrix crosslinked with hexamethylene
diisocyanate (HMDI), was used as a reference material. Engineered multilayer collagen
matrices were 65% thinner than the 1 mm thick Permacol™ matrices. This may have
contributed to the faster degradation and remodeling of collagen matrices over the 3 month
study period compared to Permacol™ matrices. Differences in the rates of patch
replacement may also be attributable to differences in crosslinking of Permacol™ in HMDI
[69, 70]. The presence of HMDI or residual xenoantigens may also have prolonged the
CD68" inflammatory response in Permacol™ matrices [69, 70]. Neither patch material
showed a predilection for infection, seroma formation, or mechanical failure. These factors
suggest utility of this new construct for hernia repair and further large animal studies are
warranted.

The fabrication scheme outlined herein allows for the introduction of a variety of additional
factors that may enhance wound healing and prevent infection [6]. The casting of hydrogels
and the layer-by-layer stacking technique allows localized incorporation of small molecule
drugs or cells which can potentially reduce the risk of common complications associated
with hernia repair [5, 7]. As such, future studies will aim to evaluate collagen matrices in
surgically infected fields, loading of cells and small molecule drugs to influence the
inflammatory environment and potential strategies for enhanced tissue repair.

Conclusions

Collagen use in biomaterials dates back several decades. Specific to tissue engineering
scaffolds, collagen matrices developed in this study have ultimate tensile strengths that
approximate or exceed that of native soft tissue, and, to our knowledge, is the first report of
a well characterized lamellae that can be manipulated for use in a wide variety of
applications. We have shown an unexpected increase in ultimate tensile strength and
stiffness of matrices with tunable mechanical properties over several orders of magnitude
and preservation of native fibrillar, D-periodic structure. Finally an in vivo model of ventral
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hernia repair, shows the ability of dense collagen matrices to rapidly re-integrate with host
tissue, neotissue formation, reduction in number of inflammatory cells, development of
nascent blood vessels and maintenance of strength — prohibiting reherniation. These results
have provided impetus for studies in larger animal models. The biointegration potential of
these thin strong collagen fabrics, coupled with their muted inflammatory potential support
their use for a variety of other applications currently under investigation.
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Figure 1.

Schematic of fabrication strategy for layered collagen networks. (A) Collagen gels were
neutralized in a rectangular mold (10 x 7 x 0.4 cm) in a gelation buffer, GB, at 4°C for 24 h.
(B) Gels were incubated in fibril incubation buffer, FIB, at 37°C for 48 h. (C) 4mm thick
gels were washed in DI water, and (D) dried to dense micron thick matrices. (E) Subsequent
gels were dried atop dried matrices to generate multilayer constructs (F).
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Figure 2.

Ultrastructure of collagen matrices. Scanning electron micrographs of side views of 4
layered collagen matrix (A), showing indistinguishable interface between layers, magnified
image to show dense fibrillar structure 10,000% (B), and 50,000x (C). Transmission electron
micrographs of 4 layered collagen matrix (D), magnified image to show dense fibrillar
structure at interface of collagen layers (E), and magnified image of a showing D-periodic
banding pattern (F). *Top of layered construct. Box shows interface region between two
collagen layers.
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Figure3.

Representative stress-strain curves of 2.5 mg/mL uncrosslinked and crosslinked collagen
networks. Uncrosslinked single layer (dotted line, dash-dot) collagen networks show higher
strain at failure and greater extensibility than crosslinked matrices (dashed line, solid line).
Layered matrices showed an increase in ultimate tensile strength for both uncrosslinked
(single layer: dotted vs. four layer:dash-dot) and crosslinked (single layer: solid vs. four
layer: dash) matrices.
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Mechanical strengthening observed during layering of engineered collagen matrices
(collagen concentration 2.5 mg/mL). A, D: Ultimate tensile strength of uncrosslinked (A)
and crosslinked (D) engineered collagen matrices as a function of layering. B, E: Non-linear
decrease in thickness per layer of uncrosslinked (B) and crosslinked (E) engineered collagen
matrices as a function of layering. C, F: Non-linear increase in density of engineered
collagen matrices of uncrosslinked (A) and crosslinked (D) engineered collagen matrices as
a function of layering (*p<0.05).
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Figureb5.

Mechanical strengthening observed during layering of engineered collagen matrices
(collagen concentration 0.625 mg/mL). A, D: Ultimate tensile strength of uncrosslinked (A)
and crosslinked (D) engineered collagen matrices as a function of layering. B, E: Non-linear
decrease in thickness per layer of uncrosslinked (B) and crosslinked (E) engineered collagen
matrices as a function of layering. C, F: Non-linear increase in density of engineered
collagen matrices of uncrosslinked (A) and crosslinked (D) engineered collagen matrices as
a function of layering.
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Figure6.

Mechanics of non-crosslinked engineering collagen matrices as a function of concentration.
Gels of different concentrations were cast at 4 mm initial thickness, dried and mechanically
tested. (A) Ultimate tensile strength, (B) strain at failure, (C) Young's modulus do not
change significantly when concentration of initial constructs is increased. (D) Thickness
shows a linear increase.
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Figure7.

Mechanics of crosslinked engineered collagen matrices as a function of concentration. Gels
of different concentrations were cast at 4 mm initial thickness, dried, crosslinked and
mechanically tested. (A) Ultimate tensile strength, (B) strain at failure, (C) Young's modulus
do not change significantly when concentration of initial constructs is increased. (D)
Thickness shows a linear increase.
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Figure8.
Abdominal wall model and repair. Incisional hernia model was created by cutting through

the abdominal wall to the peritoneum (A). Multilayer (12 layered) collagen patch (B) or 1
mm thick Permacol™ patch (F) was sown into place using 6-0 suture. E: Representative
image showing none of the treatment or control groups exhibited reherniation at any explant
time points, red bracket indicates approximate implant site. Undegraded multilayer collagen
(C) and Permacol™ (G) are clearly present at 1 month. At 3 months, collagen patch shows
appreciable reintegration with host tissue (D), as compared to control (H). Scale bar minor
units in mm.
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Figure9.
Extracellular matrix staining (Masson's Trichrome) of unimplanted and implanted samples.

Multilayer collagen (A) and Permacol™ (E) patches prior to implant show uniform
thickness and distinct morphology. For multilayer collagen implants, wavy morphology
collagen (arrows) is noted above muscle (red) and adjoining highly cellularized peritoneal
layer at 1 month (B), is clearly delineated in the center of the receullularized implant at 2
months (C), and is seen in isolated pockets at 3 months (D). Permacol™ implants can be
clearly distinguished from host tissue at 1 month (F), 2 months (G) and 3 months (H),
resembling preimplant structure and morphology. Scale bar A-D: 200 pm and E-H: 500 pm.
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Figure 10.
Staining of cellular infiltrate of implanted samples. Anti-rat VWF staining characterized

endothelialization of 1 month collagen (A), 3 month collagen (B), 1 month control (E) and 3
month control (F) samples. Arrows point to circular vessel like structures. Monocyte/
macrophage marker CD68 staining of 1 month collagen (C), 3 month collagen (D), 1 month
control (G) and 3 month control (H). Total number of CD68* nuclei decreases more in
collagen implants compared to Control implants at 3 months. Scale bar 100 um.
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