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CELL/ GENE THERAPY FOR DIABETIC WOUND HEALING
Pui-yan R Lee, PhD
University of Pittsburgh, 2005

Wounds in diabetes are difficult to heal. Current standard strategy employs series of medical
treatments to clean and remove the infected tissue, and keep moisture with adequate blood
supply. However, the standard treatments may not be sufficient enough. According to ADA,
there are an increasing number of amputation cases in diabetes. In this thesis, recent development
of therapies in wound healing is reviewed and results of using a TGF-1 plasmid DNA or stem
cells in genetically diabetic mouse model are reported.

In previous study, we have found that the diabetic wound healing has been improved by
intradermally injecting TGF-B1 plasmid DNA. This finding supports the feasibility of using
naked DNA as a therapeutic approach for treating diabetic wounds. Since naked DNA approach
yields low efficiency of gene transfer, we seek strategies that can enhance the gene expression.
Hydrogel as well as electroporation which involves an application of electric pulses has been
shown to enhance gene transfection. On the other hand, electrical stimulation (ES) which
involves the application of a different condition of electric pulses from electroporation or
hydrogel wound dressing has been shown to improve wound healing. In this thesis project, we
develop a more effective strategy to improve diabetic wound healing by combining the available
wound therapy and gene therapy.

However, application of exogenous single cytokine gene may not be sufficient for severe wound
problems. Owing to the self renewal and multipotent characteristics of stem cells, stem cells may

have the potential to differentiate into some of the essential cells in wound healing such as
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macrophages, keratinocytes and fibroblasts. We develop a strategy to topically apply three
different types of stem cells individually with the thermosensitive hydrogel in an attempt to
improve wound repair.

Three new strategies in this thesis project are reported. (1) Intradermal injection of TGFf-1
plasmid DNA followed by electroporation or (2) Topical application of TGFB-1 plasmid DNA
with themosensitive hydrogel made of PEG-PLGA-PEG triblock copolymer. (3) Topically
application of the thermosensitive hydrogel with three different types of stem cells: muscle

derived stem cell, mesenchymal stem cells or hematopoietic stem cells.
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1.0 INTRODUCTION

Wound healing impairment is a complication of diabete mellitus, which affects dominately the
people in the developed countries. There are two common types of diabetes: Type I (10%) and
Type II (90%). According to American Diabetes Association (ADA), 18,000,000 people were
diagnosed with diabetes in the United States in 2002 and 15% (approximately 2,400,000) will
develop ulcers and risk of amputation (Pecoraro et al 1990). There has been an increasing
number of amputations among diabetic patients. According to a recent statistics report by ADA
in 2001, 84,000 more cases of amputation among diabetics are performed each year, or
approximately 2-fold increase each year. Furthermore, the morbidity and mortality associated
with diabetic foot ulcers is substantial. 39-68% of patients who have an amputation will die
within 5 years.

The incidence of amputation in diabetic patients is attributed to single or multiple causes.
There are seven individual potential causes: ischemia, infection, neuropathy, poor wound
healing, minor trauma, cutaneous ulceration and gangrene. 72% of the amputations occur with a
combination of potential causes, from minor trauma, cutaneous ulceration and wound healing
failure. Among all the individual causes, poor wound healing is one of the main causes that

contribute to the amputation (81% of the amputation cases) (Pecoraro et al 1990).



1.1 BIOLOGY OF WOUND HEALING

1.1.1 Normal wound healing

Normal (acute) wound healing involves a cascade of sequential biological processes (Enoch and
Price 2005). Cellular and biochemical activities including phagocytosis, cell migration, cell
proliferation, collagen synthesis and cytokine production are well coordinated in normal wound
healing. Those activities occur in 4 major overlapping steps: inflammation, re-epithelialization,

granulation tissue formation and tissue remodeling (Singer et al. 1999, Martin 1997).

1.1.1.1 Inflammation

Tissue injury can cause leakage of blood from damaged blood vessels. The formation of a blood
clot reestablishes hemostasis and provides a provisional matrix through which cells can migrate
during the repair process. The clot acts as a reservoir of cytokines and growth factors. Vasoactive
mediators and chemotactic factors generated at the site of the wound attract neutrophils to
cleanse the bacteria and foreign particles. In response to specific chemoattractants such as TGF-3
produced by platelets, monocytes also migrate to the wound site and later become activated
macrophages stimulated by the binding to the extracellular matrix (Singer and Clark 1999,
Dipietro et al 2001). Macrophage seems to play a vital role in regulating inflammation and
initiation of wound repair (Riches 1996). The binding of macrophage to extracellular matrix
induces the production of many important cytokines that are necessary for tissue repair such as
transforming growth factor (TGF)-f, interleukin-1 (IL-1), TGF-a, platelet derived growth factor
(PDGF). For example, TGF-B-1 and B-2 are related to induce keratinocyte migration while
PDGF is related to induce fibroblast proliferation (Singer and Clark 1999). Moreover,

macrophages are also important in the phagocytosis of any remaining damaged cell debris


http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Dipietro+LA%22%5BAuthor%5D

(Brown 1995). After 2-3 days, the number of neutrophils begins to decline but macrophages

continue to accumulate at the wound site.

1.1.1.2 Re-epithelialization

Reepithelialization is the process to regenerate epithelium. Within hours, keratinocytes at the
edges of the wound begin to migrate to cover the wound (Singer and Clark 1999). The
provisional matrix formed at the wounds helps keratinocyte migration. Furthermore, growth
factors such as TGF-B1 enhance the motility of keratinocytes through the wound by stimulating
their expression of integrins. Concomitantly, the expression of tissue-type plasminogen activator
(tPA) and urokinase type plasminogen activator (uPA) is also upregulated in the keratinocytes.
These activators are necessary to transform plasminogen into plasmin, an enzyme that lyses the
fibrin clot thereby facilitating keratinocyte migration across the wound. Matrix metalloproteinase
family such as MMP9 can also facilitate the epithelial regeneration probably by digesting the
provisional matrix (Mohan et al 2002). One or two days after injury, keratinocytes at the wound
edge begin to proliferate behind the previous migrating ones (Clark 1996). The growth factors
regulating the proliferation and motility of keratinocytes are part of the epidermal growth factor
(EGF) family comprising EGF, TGF-a and heparin binding-epidermal growth factor (HB-EGF).
Their major sources of production include platelets, macrophages and keratinocytes. In addition,
keratinocyte growth factor (KGF) is produced by fibroblasts and has also been characterized as

having mitogenic effects on keratinocytes (Singer and Clark 1999).



1.1.1.3 Formation of granulation tissue

Approximately 3 or 4 days after injury, dermal fibroblasts begin to migrate into the provisional
matrix where they proliferate and contribute to new extracellular matrix production (Clark 1993).
As previously mentioned, the degradation of the provisional extracellular matrix is required to
permit fibroblasts and endothelial cells to move into the wound space. In order to do so, an active
proteolytic system of enzymes including plasminogen activator and various members of the
matrix metalloproteinase family (MMPs) such as, MMP2 and MMP 9 (Arumugam et al 1999)
play an important role. After injury, the fibroblasts stimulated perhaps by TGF-f1 will be
responsible for the synthesis of a rich collagen matrix, which will replace the provisional matrix
and give the wound tensile strength. During the formation of the granulation tissue, angiogenesis
occurs to form new blood vessels/ capillaries to support the formation of granulation tissue.
Macrophages provide a good source of cytokines such as acidic fibroblast growth factor (aFGF),
basic fibroblast growth factor (bFGF), TGF-§ and vascular endothelial growth factor (VEGF)
which can stimulate wound angiogenesis (Wiseman et al 1988, Bates and Jones 2003, Tonessen
et al 2000). When most of the provisional extracellular matrix is replaced by collagen in the
granulation tissue, the formation of new blood vessels stop and those new blood vessels will be

degenerated (Tonesen et al 2000).

1.1.1.4 Tissue remodeling

Tissue remodeling involves the continuous synthesis, degradation and reorganization of collagen.
During this process, random deposited collagen in the granulation tissue remodels to a more
organized structure. Type III collagen is the main component but is replaced with type I collagen

as the wound matures. This remodeling process contributes to developing the tensile strength



(Clark and Singer 1999). MMPs are apparently essential in collagen degradation (Clark and
Singer 1999) in addition to the degradation of the provisional extracellular matrix. For example
MMP-2 and MMP-9 in the gelatinase subgroup of the MMPs, have been known to denature

collagens (Birkedal-Hansen 1995) such as collagen type I (Corbel et al 2000).

1.2 PATHOLOGIC WOUND HEALING CONDITIONS IN DIABETES

The relationship between pathophysiologic and impaired wound healing in diabetes is not
completely understood. However, alterations of the cellular and biochemical activities have been
implicated in the failure of wound healing in diabetes. As a result, the entire wound healing
process is disrupted: abnormal cellular infiltration, defective cytokine production and impaired

tissue remodeling have all been found in diabetic wounds (Brown et al 1997).

1.2.1 Abnormal cellular activity

As discussed in the previous session, both macrophages and fibroblasts are essential cells in the
normal wound healing process. Macrophages and fibroblasts both demonstrated defective
migration or proliferation in diabetic wounds (Lerman et al. 2003, Wetzler et al 2000). It was
also shown that the infiltration of macrophages and neutrophils was prolonged in diabetes
(Wetzler et al 2000). Furthermore, in diabetes, the macrophages produce in a reduced level of

cytokines (Zykova et al 2000).

1.2.2 Defective cytokine production

The dysfunction of macrophages and fibroblasts in cytokine production or extracellular matrix

regulation contributes to the impairment of wound healing. Macrophages in diabetics


http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Birkedal%2DHansen+H%22%5BAuthor%5D

demonstrated a decreased release of many potent chemokines such as tumor necrosis factor-
alpha (TNF-a) and interleukin-1beta (IL-1B). Both fibroblasts and macrophages demonstrated a
decreased release of vascular endothelial growth factor (VEGF), a potent angiogenic factor
(Zykova et al 2000). It has been suggested that type II diabetic patients have defective signaling

of IL-1p and IFN in macrophages and neutrophils.

1.2.3 Impaired tissue remodeling

When the wound matures, collagen should replace the provisional matrix thereby promoting
tensile strength (Veves et al 2002) and wound contraction (Veves et al 2002). In the diabetic
condition, collagen deposition is reduced due to decreased synthesis and accelerated degradation
(Bowersox 1986, Seibold et al. 1985). On the contrary, provisional matrix components such as
chondroitin sulfate and fibronectin excessively accumulate and extendedly exist in the wound
bed (Loots el al. 1998). Diabetic fibroblasts have been shown to produce reduced levels of
collagen (Seibold et al. 1985). Excessive MMP-9 (Lerman et al 2003) and MMP 2 (Wall et al
2003) was also found in diabetic wounds with increased concentrations of 14-fold and 6 fold

respectively compared with the concentrations in the non-diabetic wounds (Lobmann et al 2002).

1.3 RECENT DEVELOPMENT OF WOUND THERAPIES

Foot ulcer is a common problem resulting from diabetes (Boulton 2004). Foot ulcer can be only
a loss of epidermis or can extend to dermis and deeper layers such as bone and muscle (Boulton
2004). Standard management can include a series of treatments: debridement, sufficient
application of dressings, frequent dressing changes, and efforts to reduce the pressure points on a

patient’s feet. The purpose of the series treatments is to clean or remove the infected tissue as



well as to keep a moist wound environment with adequate blood supply. If the necrotic or
infected tissue is thick, patients may need deeper debridement by surgery, which creates more
pain and a larger open wound. Commonly for diabetic patients, multiple debridements may be
necessary. The effectiveness of this complicated procedure varies. As mentioned before, there
has been an increasing number of death associated-amputation cases which are mainly caused by
the wound healing failure. Furthermore, the cost of treating poorly healing wounds is 1.5 billions
dollars in US per year. These facts urge researchers to develop new, more effective wound
treatments for diabetic patients.

New technologies for diabetic patients who do not respond to conventional methods
employ living cell constructs and growth factor proteins. However, the efficacy in clinical
applications is not uniform. Furthermore, these technologies require frequent application and
they mostly show promise in wound healing when they are used with standard wound care
techniques. The technologies include living cell constructs, Graftskin (Apligraf; Organogenesis,
Inc) (Curren and Plosker 2002) and Dermagraft (Dermagraft; Advanced Tissue Sciences)
(Marston et al 2003)as well as a protein construct becaplermin (Regranex; Ortho-McNeil)
(Smiell et al 1999). Apligraf is made from bovine collagen and living fibroblasts and
keratinocytes derived from human infant foreskin. In a controlled clinical trial, 47 % of the non-
healing patients treated with Apligraf along with standard therapy showed improved wound
closure, compared with 19% of the patients treated with standard therapy (Curran and Plosker
2002). Dermagraft is a cryopreserved human fibroblasts-derived dermal substitute. Dermagraft
1s made from extracellular matrix, a bioabsorbable scaffold and human fibroblasts derived from
neonatal foreskin tissue. Dermagraft demonstrates less wound closure improvement in clinical

trial than Apligraf. In a different controlled clinical trial, 30% Dermagraft treated patients



showed complete wound closure; while 19% of the conventional therapy treated patients showed
complete wound closure (Marston et al 2003). The therapeutic effect of the two living cell
constructs varies more than that of the growth factor therapy; the clinical outcome of these
constructs show 15- 20 % increase in improving diabetic wound healing compared to treating
with saline soaked gauze, a control conventional therapy approved by the FDA (Hansbrough et
al 1997, Philips 1993, Veves et al 2001). Regranex' ", the first bioengineered product approved
by the FDA for treating diabetic ulcers, is a topical gel consisting of platelet-derived growth
factor (PDGF). PDGF is the only growth factor protein commercialized to date and approved for
use in diabetic ulcers. Again, the clinical outcome shows that the effectiveness is not uniform.
Although one clinical study found that approximately 57.5% of the patients treated with
Regranex' ™ had resulted in complete healing compared with 36% of placebo-treated patients
(Smiell et al 1999), another study showed only 28% of the treated patients with complete wound
closure (Niezgoda et al 2005). This disappointing clinical experience may limit the ability of

other growth factor proteins to reach the marketplace.

1.4 TRANSFORMING GROWTH FACTOR-BETA (TGF-B) in WOUND HEALING

Although the clinical outcome of growth factor therapy has not yet yielded a totally satisfactory
result in the PDGF study described above, growth factor approach is still believed to be
important in treating nonhealing wounds. In chronic wounds such as those occurring in the lower
extremities of individuals with diabetes, there is a significant deficiency of growth factors,
proteins that mediate the growth and proliferation of cells or growth factor receptors. Beer et al
(1997) demonstrated a reduced expression PDGF A and B and of PDGF A-type receptor in

wounded and unwounded diabetic skin. Insulin-like growth factor (IGF)-I was found to be



reduced by 42 % in wound fluid and by 48% in serum in diabetes-related impairment (Bitar and
Labbad, 1996). Decrease of transforming growth factor-beta (TGF-f3) expression is predominant
in diabetic wound. A 55% reduction of TGF-[3 expression in diabetic wound fluid has also been
shown in the study of Bitar and Labbad (1996).

TGF-B family plays an important role and is multifunctional in wound healing (Martin et
al 1993, Frank et al 1996). All three isoforms TGF-31, 2 and 3 are found in wounds (Frank et al
1996). However, studies have found that only TGF-f3 (Schmid et al 1993) and TGF-B1 (Kane et
al 1991) expresses constuitively in human intact skin. Exogenous application of TGF-1, 2 and 3
has been shown to enhance wound closure, reepithelialization and angiogenesis (Grose and
Werner 2004, Hebda 1988). In addition to the enhanced wound repair, exogenous TGF-f3 has
been shown to correlate to reduce scar formation (Ferguson and O’Kane 1999). Interestingly,
another study showed that exogenous TGF-33 increased the granulation tissue formation but not
reduce the scarring within the dose which can enhance wound repair (Wu et al 1997).
Furthermore, TGF- family is known as potent modulator of the synthesis of various growth
factors (Strutz et al 2001, Abboud 1993, Miyazono et al 2001). While TGF-f induces the
synthesis of PDGF (Abboud 1993. Janat et al 1992), fibroblast growth factor (FGF) (Strutz et al
2001) and IGF-I (Simmons et al 2002), TGF- inhibits the synthesis of epidermal growth factor
(EGF) (Miyazono et al 2001).

The lack of TGF-B1 may suggest the tendency of disrupted wound healing such as in the
case of the chronic wounds. TGF-B1 was not found in chronic wounds but in acute wounds
(Schmid et al 1993, suggesting that the use of exogenous TGF-B1 for treating chronic wound

treatment may be attractive. TGF-f1 is a potent cytokine and is produced in macrophages and



platelets in response to wound healing and has been shown to have multiple functions in wound
healing. On the other hand, TGF-B1 is known as a chemokine for different cells such as
macrophages, myofibroblasts, keratinocytes and fibroblasts, which are substantial cells in
inflammation phase, wound contraction, reepithelialization and tissue remodeling, respectively.
In a study from Lanning’s group (Lanning et al 2000), TGF-1 has been shown to induce
myofibroblast production, resulting in a significantly reduced wound size in a non-contractile
fetal rabbit model. Sidhu et al (1999) demonstrated that TGF-B1 increased migration of
myofibroblasts, fibroblasts and macrophages and enhanced collagen content as well as
reepithelialization (Sidhu 1999). TGF-B1 is known to be an inhibitor of keratinocytes
proliferation in vitro (Yang et al 1996, Hashimoto 2000, Haber et al 2003). Interestingly, TGF-
B1 perhaps can induce keratinocyte proliferation in vivo (Fowlis et al 1996). Fowlis et al showed
that an overexpression of TGF-B1 may promote the epidermal cell growth in TGF-1 transgenic
mouse model (Fowlis et al 1996). In addition, TGF-B1 induces keratinocyte migration by up-
regulating the synthesis of laminin 5, which has a dual function in keratinocyte adhesion or
migration (Decline et al 2003). Since an enhanced formation of capillary by TGF-B1 was found
in vitro (Sakuda et al 1992), TGF-B1 is possibly a potent chemokine for endothelial cells. In
summary, TGF-B1 is beneficial to wound healing by enhancing reepithelialization, wound
contraction, collagen deposition and neovascularization. For these reasons, TGF-B1 was

employed in this thesis project.
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1.5 CUTANEOUS DELIVERY OF NAKED DNA IN THE WOUND ENVIRONMENT

To date, only PDGF-BB is approved by FDA for treating diabetic ulcers, yielding only a limited
improvement of healing in patients. The disappointing clinical outcome is perhaps due to the
inherent difficulties in delivering the growth factors which are high molecular weight and liable
molecules in sufficient quantities and duration of activity. This may be due to the proteins’ short
half life, degradation by wound proteases and difficulty to maintain the level of active protein in
the wound above the therapeutic threshold. All of the limitations support the discovery of a better
alternative to protein therapeutics. Growth factor gene therapeutics has therefore attracted
attention as a cost-effective alternative to protein therapeutics. It is speculated that a gene therapy
approach will prolong the availability of therapeutic proteins, yielding improved healing
responses. Overexpression of a therapeutic gene is not necessary after wound healing is
complete. Thus, only temporary gene expression is required for wound repair in wound healing,
which is not as the case in gene therapy for the inherited diseases. Therefore, gene therapy for
wound healing may be more easily achieved.

The choice of gene transfer strategies in wound healing depends on whether the
modification of gene expression is temporary or permanent. Long-term genetic modification can
be achieved by most of the viral vectors such as retrovirus, adeno-associated virus and the HIV-
based lentivirus. On the other hand, the majority of the nonviral vectors and some of the viral
vectors such as adenovirus and herpes simplex virus can achieve temporary genetic modification.
In wound healing, as mentioned, a permanent genetic modification is not necessary. Thus, most
of the viral vector strategies may not be suitable to deliver therapeutic genes in wounds.
Furthermore, using viral vectors in transient genetic modification may not be preferred. Since

viral transfection strategies are based on the natural ability of viruses to infect cells, the
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transfection efficiency could be associated with increased antigenicity owing to the viral
sequence for replication. One example is the adenovirus. The strong immunogenicity of viral
vectors revealed from clinical experiences presents a risk to compromise the wound repair,
particularly in the nonhealing wounds where inflammation is disrupted. In order to reduce the
immunogenicity, researchers have developed a new generation of helper dependent viral vectors,
in which all the viral coding sequences have been removed. However, more animal and clinical
studies are necessary to test whether or not the immunogenicity is successfully reduced.

Nonviral gene transfer strategies evade some of the drawbacks associated with the viral
gene transfer strategies. In particular, there is no concern of viral integration and replication. It is
therefore believed to have lower cytotoxicity and antigenicity compared with viral gene transfer
strategies. The efficiency varies widely from 5%- 20% and up to 90% depending on the target
cells and tissues. Examples of nonviral gene transfer techniques include: the simplest approach
which is direct injection of plasmid DNA, physical methods of hydrodynamic pressure,
electroporation, particle bombardment or microseeding and chemically methods using liposome
polymers and proteins.

The success of a gene delivery method depends on whether a gene is able to transport to
the cells of the target tissue for gene expression. Skin is one of the attractive targeted tissue for
therapeutic delivery (Spirito et al 2001, Pfutzner and Vogel 2000). Skin is the most accessible
organ and it is therefore believed that a relatively simple and minimally invasive method, such as
local injection and topical application, is feasible. However, due to the complexity of skin
structure, gene transfer strategy in skin is more limited than expected. In fact, diffusion of
macromolecules was shown to be increasingly hindered by high level of collagen type I (Pluen et

al 2001), one of the major extracellular matrix proteins in skin, in particular, during the process

12



of wound healing. Thus, transport of large-sized molecules such as plasmid DNA without
accompanying of vectors could be favorable. Indeed, it has been shown that delivery of naked
DNA is relatively efficient compared with delivery of DNA in liposome or in the form of
lipoplex (lipid /DNA complex) (Sawamura et al 1997, Udvardi et al 1999, Meuli et al 2001).
Following the diffusion in the extracellular environment, internalization of DNA is a crucial
process for allowing the transgene to be expressed in the cells. Both keratinocytes and
fibroblasts, which are essential cells in wound repair, are able to internalize naked DNA
(Udvardi et al 1999, Kamiya et al 2002). Therefore, the delivery of exogenous naked DNA to

skin appears to be feasible.

1.6  METHODS FOR DELIVERING NAKED DNA TO SKIN

The simplest approach to non-viral vectors is direct injection of naked DNA. The promise of
direct injection of naked DNA was found in Wolff’s study (Wolff et al 1990) on the expression
of a reporter gene following direct intramuscular injection of DNA. Their study revealed that the
reporter gene delivered with the naked DNA could lead to a long-term expression of the gene in
the muscle. Several experiments have since been conducted to introduce naked DNA into skin by
direct injection (Hengge et al 1995; Ciernik et al 1996; Eriksson et al 1998). Injection of
plasmids encoding the [-galactosidase (Lac Z) reporter gene into the superficial dermis of
porcine skin resulted in a visible expression of the encoded protein. The expression of the
reporter gene lasted for three days, whereas the expression of the encoded protein was visualized
for up to three weeks (Hengge et al 1995).

Without the protection of vectors, DNA tends to be degraded easily and the efficiency of

gene transfer can be low. Although long-lasting gene expression is not necessary, enhanced gene
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expression efficiency is important because sufficient gene expression is required to overcome the
therapeutic threshold. Various physical approaches have been developed in an attempt to
increase the gene transfer efficiency in the target tissues.

Hydrodynamic pressure by rapidly injecting large volume of DNA solutions through the
tail vein (so called hydrodynamics-based intravenous injection) induced gene expression in the
kidney, spleen and heart, but primarily in the liver (Liu et al 1999). Hydrodynamic pressure is
commonly used in systemic administration of therapeutics while only local administration of
therapeutics is necessary in the case of wound healing.

Several other physical approaches have been developed to increase gene transfer
efficiency. Jet injection of a low volume of DNA solution in pressurized air was employed as the
driving force for efficient gene transfer in tumor (Walther et al 2002). Electroporation is one of
the most common techniques used in laboratory. Electroporation involves the uses of brief
electric pulses to induce the formation of transient pores in the membrane of the host cell
(Neumann et al 1999). Such pores appear to act as passageways through which the naked DNA
can enter the host cell (Neumann et al 1999, Nishikawa et al 2001). Gene gun is a particle
mediated approach to enhance gene delivery. Gene gun uses particle bombardment to shoot
DNA-coated microscopic pellets through the cell membrane (Nishikawa et al 2001). Compared
to the performance of electroporation in gene delivery, the application of gene gun has been
limited to superficial tissues due to the short penetration depth (<0.5mm in murine muscle) into
tissue (Zelenin et al 1997). Furthermore, the high pressure may cause mechanical damage of
tissue. Until recently, a significant improvement in tissue penetration has been achieved using a

new design of gene gun by Dileo et al (2003). The gene gun which delivers DNA-coated gold
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beads at a high pressure allows the transgene accessing to subcutaneous tissues, such as muscle

or tumors, and consequently achieving longer-term gene expression (Dileo et al 2003).

1.6.1 Electrical-mediated gene delivery

Electroporation has demonstrated success in preclinical trials of gene therapy (Bjordal et al 2003,
Evans et al 2001). Enhancement of gene transfer using electroporation is generally about 100-
1,000 fold greater than the delivery of naked DNA alone. Optimization of electrical parameters
such as voltage, duration of each pulse and number of pulses, for in vivo electroporation is
important to gene delivery. Voltage that is optimal in one tissue may not be optimal in another.
For example, an electric voltage of 200V in a tumor was used to enhance 100 fold gene
expression whereas 100V was necessary in muscle (Cichon et al 2002). In addition to the
voltage, the duration and number of pulses are also necessary for optimization because intense
application of electric pulses causes local inflammation and tissue damage. Electroporation has
been reported to increase gene transfer in liver and muscle (Aihara and Miyazaki 1998, Suzuki et
al 1998). Due to the complexity of the skin, a harsh condition of electroporation is required to
accomplish effective gene transfer. Most studies used an electric field strength that ranged from
700-2000V/cm (Titomirov et al 1991, Heller et al 2001). However, typical applied transdermal
voltage is 50-150V (Vanbever et al 1996). Higher voltage may cause local heating within the
skin and could lead to tissue damage. Indeed, high current and voltage applied to the skin can
cause tissue damage and electrolysis (Pliquett 1999). Electroporation has an attractive potential
in wound healing. Investigators have shown that electrical stimulation (ES) can accelerate wound
closure of chronic ulcers (Houghton et al 2003, Gardner et al 1999) and diabetic foot ulcers

(Baker et al 1997). In addition, many applications of ES for wound-related treatments have been
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long used in clinics with an excellent safety record (Crevenna et al 2001). In Chapter 2, we will
report the feasibility of a proper electric condition that can combine electrical and gene therapies

to treat diabetic wound healing without damaging the tissue.

1.6.2 Topical gene delivery using biodegradable polymer

A topical delivery method is ideally suited for wound healing because it is minimally invasive
and capable to treat for a large surface area. In addition, topical delivery is easy to apply and can
be done in an outpatient setting. Biodegradable polymers have been used as topical drug carriers
with encouraging results (Puolakkainen et al 1995, Sawada et al 1990). Polymers can protect the
drug or gene from degradation. Biodegradable polymers themselves will be degraded in a
relatively brief period and surgical removal is not necessary. Hydrogels composed of
hydrophobic and hydrophilic block copolymers are especially suitable as the potential use of
hydrogels are broad due to their flexible release kinetics, which are mediated by adjusting the
hydrophobic portion or hydrophilic portion of the block copolymer. Some drugs or proteins such
as TGF-B1 require transient administration to accelerate wound healing since persistent TGF-f31
administration causes excessive extracellular matrix component accumulation resulting in skin
fibrosis or scar formation (Ito et al 2001). In contrast, antitumor drugs such as doxorubicin
require prolonged and sustained release. However, most of biodegradable polymers are not
convenient for formulating with drugs since many of the polymers are solid at room temperature.
Thus, a thermosensitve hydrogel made of a triblock copolymer poly [ethylene glycol-b-(D, L-
lactic acid-co-glycol acid)-b-ethylene glycol] (PEG-PLGA-PEG), which is liquid at room
temperature but forms a viscous gel at the body temperature due to its gel-sol transition, is

advantageous. In addition to the potential for drug delivery, some polymers such as
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glucosaminoglycan, have demonstrated to be a suitable wound dressing. However, no one has
combined the characteristics of wound dressing and gene carrier in a delivery system, to the best
of our knowledge. In Chapter 3, we will report the feasibility of the thermosensitive hydrogel,

PEG-PLGA-PEG, to combine the wound dressing and gene carrier in diabetic wound healing.

1.7 STEM CELL-MEDIATED THERAPY

Wound healing involves regeneration of macrophages, keratinocytes and fibroblasts for the
recovery. Since stem cells are capable of self-renewal and multipotency/pluripotency, it is

therefore hypothesized that stem cells can improve the wound healing.

1.7.1 Characteristic of stem cells

Stem cells have the capacity to self-renew and display long-term proliferation capacity. Stem
cells can generate different types of cells. There are two types of stem cells: those from
embryonic/fetal origin and those from adult origin. Embryonic stem cells are long known to be
pluripotent (Gerecht-Nir and Itskovitz-Eldor 2004, Tiedemann et al 2001). However, major
concerns of embryonic stem cells including embryonic stem cell-associated tumor formation
(Chambers and Smith 2004, Andrews 2002) and immune rejection upon differentiation (Drukker
et al 2002). There is also an ethical concern in using embryonic stem cells for therapeutic
applications. Today, researchers have begun investigating adult stem cells because their
multipotent characteristics have been recently identified. For example, it has been found that
hematopoietic stem cells can differentiate to neurons, blood cells and macrophages. It has been

found that muscle-derived stem cells can differentiate into adipogenic, osteogenic, chrondrogenic
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and hematopoietic lineages (in vitro or in vivo) (Shen et al 2004, Sinanan et al 2004, Cao et al

2003).

1.7.2 Muscle-derived stem cells (MDSC)

Cell-based therapy has been proposed as a direct way for regenerating muscle. Satellite cells
isolated from skeletal muscle may have potential in treating Duchenne muscular dystrophy
(Bachrach et al 2004, Morgen and Patridge 2003). The disrupted muscle regeneration in
Duchenne muscular dystrophy is perhaps correlated to the altered proliferation (Maier and
Bornemann 1999) or differentiation (Schuierer et al 2005) of satellite cells. Satellite cells lie
between the muscle fiber and the basement membrane and are typically quiescent (Morgen and
Patridge 2003, Menasche 2003). However, it is reported that satellite cells can proliferate and
fuse with the myotube in vitro (Bischroff 1975). In response to injury, the satellite cells can
proliferate and differentiate to regenerate muscle (Morgen and Patridge 2003). In addition to the
ability to regenerate myogenic lineage (Bachrach et al 2004), satellite cells can commit to
adipogenic and osteogenic lineages (Asakura et al 2001, Wada et al 2002), indicating that
satillete cells are multipotent. Recently, preplate technique was used to isolate a population of
cells from skeletal muscle of postnatal animals and was found apparently different from the
satillete cells (Qu et al 2002). The cells has been called LTP cell and the phenotype of LTP cells
preserved for more than 200 passages (Deasy et al 2005). Furthermore, the LTP can differentiate
into various lineages from muscle to neurons, osteogenic cells, endothelial cells, and
hematopoietic cells. Another group also found that MDSC could have the hematopoietic
potential supporting the mulitpotency of MDSC (Howell et al 2002). Transplantation of MDSC

has been shown to restore partially the dystrophin expression (Gussoni et al 1999) and prevent
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early cell death after skeletal muscle transplantation. Qu et al (2002) also found that the MDSC
were almost negative for the expression of MHC-1 (0.5%), which plays an essential role in the
immune rejection following transplantation.

MDSC may have a higher proliferation rate suggesting that MDSC transplantation may
be an attractive approach to regenerate muscle (Qu-Peterson et al 2002). MDSC displays several
characteristics of bone marrow derived stem cells, including the antigen Sca-1, a marker which
presents in subpopulations of hematopoietic cells with stem cell-like characteristics (Gussoni et
al. 1999). MDSCs may have a potential to differentiate to skin cells. It has been demonstrated
that MDSCs can differentiate to myofibroblasts in the muscle injury site where TGF-B1 is
overexpressed (Li et al 2002).

To summarize, the studies on MDSC have been shown as a promising approach for

regenerating muscle and possibly other tissues including skin.

1.7.3 Bone marrow-derived stem cell (BMDSC)

There are three kinds of stem cells in the bone marrow cavity, hematopoietic stem cell (HSC),
mesenchymal stromal cell (MSC) and endothelial progenitor cells (EPC). Stem cells are less than
0.1 % of all nucleated cells in bone marrow. All bone marrow stem cells are derived from the
mesoderm and are all round in morphology. While HSC and MSC shares common
morphological characteristics, HSC and MSC is different in adherence properties. For example,
HSC are non-adherent whereas MSC are adherent (Turksen 2004). The isolation of MSC is
based on their adherence properties whereas HSC can be isolated using CD34 (Engelhardt et al
2002). Recently, HSCs were also found in CD34- fraction (Engelhardt et al 2002, Turksen 2004).

In contrast to MDSC, bone marrow- derived stem cells have been studied since the 60s
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(Cudkowicz et al 1964, Lewis et al 1964). Bone marrow—derived stem cells were studied
extensively because they are relatively easy to harvest from patients. With the advanced
techniques and instruments, the harvest of MDSC:s is relatively non-invasive and can be achieved

by using a simple syringe.

1.7.4  Stem cell therapy in wound healing

Keratinocytes, fibroblasts and macrophages all have an important role in wound healing. While
the majority of the mature cells have a limited self renewal capability, stem cells are able to be
self-renewed and pluripotent/ multipotent. Stem cells would be a valuable cell source for
regenerating tissues in wound healing. Stem cells have been used in different wound healing
studies. Several types of stem cells such as BMDSCs, HSCs or MDSCs have been shown to
enhance the healing in bone, cartilage, muscle or skin after injury (Evangelos et al 2003, Peng et
al 2003, Stocum 2001). BMDSCs are able to be recruited and incorporated into a cutaneous
wound site (Badiavas et al 2003). In their study, they injected bone marrow derived stem cells
intravenously and found the stem cells incorporating into the hair bulge region at the wound site

and differentiating into epithelial cells.

1.8 ORGANIZATION OF DISSERTATION

At the beginning of this thesis project, we found that the diabetic wound healing has been
improved by a simple approach which is a direct injection of naked DNA. Chesnoy et al (2002)
have shown that intradermal injection of TGF-B1 plasmid DNA significantly enhances the
diabetic wound repair. This finding supports the feasibility of using naked DNA as a therapeutic

approach for treating diabetic wounds. Since naked DNA approach yields low efficiency, we
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seek strategies that can enhance the therapeutic level of gene expression and comtribute to
improvements in wound healing. One of the primary goals in this thesis project is to develop a
more effective strategy to improve diabetic wound healing compared with the conventional
methods for treating wounds such as electrical stimulation (ES) and hydrogel wound dressing.
Additionally, we use muscle derived stem cells in an attempt to improve wound repair as the
stem cells may have the potential to differentiate into essential cells in the wound such as
macrophages, keratinocytes and fibroblasts. The following are the three specific aims in this
thesis project:

1) To test a positively synergistic effect on wound healing using electroporation for delivering
TGF-B1 gene. Based on the findings that electroporation can enhance gene transfer (Aihara and
Miyazaki 1998, Suzuki et al 1998) and electric therapy can accelerate wound recovery in
diabetic patients (Baker et al 1997), it is hypothesized that using electroporation to deliver the
TGF-B1 gene at the condition where both electroporation and electric therapy will synergistically
accelerate the wound healing. Two different types of electrodes i.e. caliper and syringe
electrodes will be tested to deliver TGF-B1 gene to the wound. In Chapter 2, we will discuss this
topic in detail.

2) To test whether wound repair synergistically accelerates using thermosensitive hydrogel as a
carrier of TGF-B1 gene.

There is growing evidence that wet and moist environments result in improved wound healing of
full and partial thickness wounds (Svensjo et al 2000, Vogt et al 1995, Chen et al 1992). A
hydrogel dressing is an available treatment for providing a moist environment in the wound
(Vogt et al 2001, Eisenbud et al 2003). In addition, hydrogels have been shown to be effective

drug delivery systems, for growth factors (Iwakura A et al 2003, Hatano et al 2003) and DNA
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(Li et al 2003) in animal models (Amant et al 1999, Vogt et al 2001, Reimer et al 2000) and in
clinical trials. Based on all these facts, it is hypothesized that using thermosensitive hydrogel,
PEG-PLGA-PEG as a wound dressing and as a vehicle to deliver TGF-f1 gene improves
synergistically wound repair. In Chapter 3, we will describe the feasibility of the thermosensitive
hydrogel as a gene delivery vehicle and wound dressing in the diabetic wounds.

3) To test whether using thermosensitive hydrogel to assist the delivery of muscle derived stem
cells accelerate wound repair.

Previously we have found that the thermosensitive hydrogel promotes cell proliferation.
Together with the finding of muscle derived stem cells differentiating into myofibroblasts (Li et
al 2002), which are one of important cells in wound contraction, it is hypothesized that the
muscle derived stem cells possibly accelerate the wound healing and differentiate to essential
cells in wound healing such as keratinocytes, fibroblasts or macrophages. In Chapter 4, we will

discuss the approach using muscle derived stem cells in diabetic wound healing in detail.
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20 WOUND CLOSURE STUDY AND HISTOLOGIC EVALUATION OF THE
SYNERGISTIC EFFECT OF ELECTROPORATIC THERAPY AND DELIVERY OF
TGF-1 ON DIABETIC WOUND HEALING

(Lee PY, Chesnoy S, Huang L. Electroporatic delivery of TGF-betal gene works synergistically
with electric therapy to enhance diabetic wound healing in db/db mice. J Invest Dermatol.

123(4):791-8, 2004.)

2.1 ABSTRACT

Electrical stimulation is a therapeutic treatment for wound healing. Electroporation, a type of
electrical stimulation, is a well-established method for gene delivery. Since both processes
involve electrical treatment at the wound site, we hypothesize that proper conditions can be
found with which both electrical and gene therapies can be additively applied to treat diabetic
wound healing. For the studies of TGF-B1 local expression and therapeutic effects, full thickness
excisional wound model on db/db mouse was used. We measured TGF-f1 cytokine levels using
ELISA at 24 h postwounding and examined wounds histologically using H&E, picrosirius, anti
BrdU and anti factor VIII-related antigen staining. Furthermore, wound closure was evaluated by
wound area measurements at each day for a total of 14 days. We found that syringe electrodes
were more effective than the conventional caliper electrodes. Furthermore, diabetic skin was
more sensitive to the electroporative damage than the normal skin. The optimal condition for
diabetic skin was 6 pulses of 100V/cm with the duration of 20ms. Under such conditions, the
healing rate of electrically treated wounds was significantly accelerated. Furthermore, when the

TGF-B1 gene was delivered by electric pulses, the healing rate was further enhanced. Five to
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seven days postapplication of intradermal injection of plasmid TGF-B1 followed by
electroporation, the wound bed showed an increased reepithelialization rate, collagen synthesis
and angiogenesis. Our data indicate that the electric effect and gene effect were synergistic in the

genetically diabetic model.

2.2 INTRODUCTION

For decades, investigators have attempted to treat problems related to wound impairment by
electrical stimulation (ES). Most of the ES applications are safe and effective. For example, ES
has long been used in clinics for wound-related pain control (Bjordal et al 2003, Evans et al
2001) and neuromuscular rehabilitation with an excellent clinical safety record (Crevenna et al
2001). Bjordal et al reported that electrical nerve stimulations reduced analgestic consumption in
postoperative patients in an average of 35.5%. Chronic heart failure patients were not observed
with heart abnormalities during administration of ES on the thigh muscle (Crevenna et al 2001),
suggesting that ES can be highly safe to apply in patient. Furthermore, electric pulses can
accelerate the healing of diabetic ulcer (Baker et al 1997). In other human studies, ES has been
shown to accelerate healing of various types of chronic wounds (Gardner et al 1999).
Electroporation is a type of electrical treatment which can enhance cell permeability to
allow penetration of macromolecules such as DNA (Banga and Prausnitz 1998). It has been
reported to increase gene transfer in liver and muscle (Aihara and Miyazaki 1998, Suzuki et al
1998). Delivery of chemotherapeutic agents for cancer using electroporation has progressed to
Phase II clinical trials (Jaroszeski et al 1999, Heller et al 1999). Due to the complexity of the
skin, the harsh condition of electroporation, ranged from electric field strength of 400-

2,000V/cm, was primarily used to accomplish effective gene transfer (Titomirov et al 1991,
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Heller et al 2001). Typical transdermal voltage for drug delivery is 50-150V (Vanbever et al
1996). High current and voltage applied to the skin can cause tissue damage and electrolysis
(Pliquett 1999).

Administration of exogenous growth factors has been successfully used to accelerate the
pathologic wound healing in animal models. Topical application of PDGF shortens the
prolonged inflammatory phase in genetically diabetic mice (Beer et al 1997). A single dose of
TGF- B in a collagen vehicle can restore the diabetes-related decrease in tensile strength of
collagen (Bitar and Labbad 1996). Broadley et al (1989) also reported that injection of TGF-f3
induced accumulation of granulation tissue, and collagen production and maturation. However,
one disadvantage of the application of the growth factor is the high expense. Another problem is
the need to have continuous or repeated delivery of the growth factor, which becomes inactivated
in the wound. Instead of using growth factors, an alternative approach is to administer a gene that
encodes the growth factor (Yao and Eriksson 1989). The contribution of growth factor gene
therapy to problematic wound healing appears as successful as the growth factor itself, although
no direct comparison has been reported. Subcutaneous injection of interleukin-6 plasmid to mice
restores abnormal wound healing (Gallucci et al 2001). In a dermal ulcer model, topical
application of PDGF embedded in collagen sponges promotes reepithelialization, wound closure
and new granulation tissue formation (Tyrone et al 2000). In our previous study, intradermal
injection of TGF-B1 gene accelerated wound closure (Chesnoy et al 2003). TGF-B1 is a
multifunctional growth factor. TGF-B1 is a chemokine for fibroblasts, and enhances wound
contraction rate, extracellular matrix production in vivo (Lanning et al 2000, Mustoe et al 1991)

and the formation of capillaries in vitro (Sakuda et al 1992). TGF-B1 influences tissue repair by

activation of Smad signaling (Dijke et al 2003). TGF-B1 signals through heteromeric complexes
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of type Il and type I transmembrane Ser/Thr kinase receptors which then initiate phosphorylation

cascades involving receptor-regulated Smads, a co-Smad, and inhibitory Smads.
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Figure 2.1 The signaling of TGFB. TGF-B1 signals through heteromeric complexes of type II and type I
transmembrane Ser/Thr kinase receptors which then initiate phosphorylation cascades involving receptor-regulated
Smads, a co-Smad, and inhibitory Smads.

We hypothesized that proper conditions could be found in which both electrical and gene
therapies could be additively applied to treat diabetic wound healing without damaging the
tissue. The first step of our study was the optimization of parameters such as applied voltage,
pulse duration, number of pulses and type of electrodes. We then examined if the condition
optimal for TGF-B1 gene transfer at the wound site could also benefit healing due to its electric

effect.
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2.3 METHODS

2.3.1 Animal Model

Female mice (C57BL/6 or C57BKS.Cg-m +/+ Lepr® (type II diabetes)) in 7-9 weeks old, were
obtained from Jackson Laboratories (Bar Harbor, Maine). C57BKS.Cg-m +/+ Lepr‘]lb mice have
been used as a model for wound healing in diabetics, especially for studies involving cytokines
and growth factors (Greenhalgh et al 1990, Okumura et al 1996). Mice homozygous for the
diabetes spontaneous mutation (Lepr®) become identifiably obese around 3 to 4 weeks of age.
Elevations of plasma insulin begin at 10 to 14 days and elevation of blood sugar at 4 to 8 weeks.
All mice were housed in the animal facility at the University of Pittsburgh. All animal protocols

were approved by IACUC of the University of Pittsburgh.
2.3.2 Preparation of Plasmids

Human TGF-B1 ¢cDNA in pcDNA3.1/GS (Invitrogen Corporation, Carlsbad, CA) was amplified
in TOP10 competent cells (Invitrogen Corporation, Carlsbad, CA). The plasmid DNA was
isolated by alkaline lysis and purified by ion exchange column chromatography (Qiagen Inc.
Valencia, CA). Plasmid pNGVL-luc, which encodes luciferase as a reporter protein (National

Gene Vector laboratory) was obtained similarly.
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2.3.3 Wounding Protocol and Treatment

A total of 36 C57BL/6 and 136 C57BKS.Cg-m +/+ Leprdb mice were anesthetized by inhalation
of Isoflurane and randomly divided into different control and treatment groups. Forty
micrograms of plasmid pNGVL-luc (dissolved in 50uL 1.5X PBS) intradermally injected into
the skin of C57BKS.Cg-m +/+ Leprdb or C57BL/6, followed by electroporation using a caliper
(BTX Gentronics, Inc. San Diego, CA) or a syringe (Liu and Huang 2002) electrodes for
optimization of the electric conditions. Intradermal injection of plasmid pNGVL-luc was also
conducted for comparison. Two 7 x 7mm full thickness excisional wounds were created in
parallel on the back of each mouse after the mice were anesthetized. Human recombinant
plasmid TGF-B1, (30ug dissolved in 50uL PBS), was intradermally injected to the lateral sides
of a wound followed by electroporation using a syringe electrode. Control mice received no
treatment, electroporation only, intradermal injection of empty plasmid with or without

electroporation, or intradermal injection of plasmid TGF-B1 without electroporation.

2.3.4 Measurement of luciferase reporter gene expression

Six mice (n=12 wounds) in each group were sacrificed and skin biopsies were collected and
homogenized. Luciferase gene expression (activity) was measured using a luminometer. The

activity was presented as relative unit per mg soluble tissue protein (RLU/mg protein).

2.3.5 Local expression of TGF-B1 using immunoassay

At 24 h post-application, three mice (n= 6 wounds) in each group were sacrificed and wound

biopsies were harvested and homogenized with protease inhibitor (Roche Diagnostics). TGF-B1
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protein concentration was measured with human TGF-1 ELISA kit (R&D Systems) following

the supplier’s protocol.

2.3.6  Wound closure analysis

Six mice in each group were examined. Area of wounds was measured using a caliper at each
day, for a total of 14 days, and evaluated as percentage of wound closure using the equation:
% wound closure = 100 x (wound area at day 0 — wound area at day n) /wound area at day 0

2.3.7 Histology

Three mice from each group were sacrificed and skin biopsies were harvested at days 3, 5 and 7
postwounding. The harvested tissue was formalin-fixed and embedded in paraffin. Sections of
4um thickness were prepared using a microtome, then deparaffinized, hydrated and stained with
Hematoxylin and Eosin for observing the morphology and picrosirius red staining using a 0.1%

picrosirius red solution (Sweat et al 1964).

2.3.8 Cell proliferation using anti 5-bromo-2-deoxyuridine (BrdU) immunohistochemistry

At day 3 postwounding, BrdU (Sigma, St Louis, MO) labeling was performed by
intraperitioneal injection at a dose of 50 mg/kg at 3 h prior to sacrifice. Paraffin sections were
taken from specimens at the wound site. The sections were deparaffinized, hydrated, pretreated
with 2N HCI and trypsin (Sigma). BrdU immunochemical staining was performed by incubation
of a rat monoclonal anti-BrdU antibody (Accurate Chemical& Scientific Corp, Westbury, NY)
for 18 h at 37°C. Sections were then incubated with biotinylated mouse adsorbed rabbit anti-rat
IgG and were peroxidase-labeled with Vetastain Elite ABC Kit (Vector Laboratories,

Burlingame, CA). The immunoprecipitate was visualized by 3,3’-diaminobenzidine
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tetrahydrochloride (DAB) chromogen and Gill 1X hematoxylin (Fisher Scientific) counterstain.
Sections were observed under a microscope (Nikon, Japan), and positively stained cells were

counted in 3 representative fields at 200X magnification.

2.3.9 Angiogenesis using anti-factor V111 related antigen immunohistochemistry

Paraffin sections were taken from specimens at the wound site at day 7 post-wounding. Factor
VIII related antigen immunochemical staining was performed with incubation of rabbit
polyclonal antisera for Factor-VIII antigen. All other steps were performed as the same as

mentioned in the method for anti-BrdU staining. Sections were observed at 200X magnification.

2.3.10 Statistical analysis

Data were expressed as means * standard deviation (SD) and analyzed by two-tailed Student’s t-
test using the PRISM software program (GraphPad Software, San Diego, CA, USA). The alpha
value (Type I error) adjustment was done by using Bonferroni correction in case of multiple

comparisons.

24 RESULTS

2.4.1 Optimization of electroporative condition

In vivo electroporative gene delivery is commonly accomplished using two kinds of electrodes:
calipers and syringe electrodes, a special type of needle electrode. The design of the syringe
electrode has been previously described (Liu and Huang 2002). To compare caliper and syringe

electrodes in the effectiveness on gene delivery, we intradermally injected 40ug of luciferase
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reporter gene to C57BL/6 or C57BKS.cgmLepr® mice followed by electroporation using caliper
or syringe electrodes. We found that the syringe electrodes were more effective in gene transfer
compared with the caliper electrodes. In Figure 2.1A, the luciferase gene expression in the
syringe-electroporated skin was 10 fold higher compared with the caliper- electroporated when
the same applied voltage and duration (100V in 20ms) were used. Therefore, in our further

experiments, we decided to use the syringe electrodes.
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Figure 2.2 Luciferase expression in the normal (A) or diabetic (B) skin 24 h postapplication of electroporation using
either caliper (white bars) or syringe electrodes (black bars). * p<0.001, comparing data of 100V using syringe
electrode with 50V or OV in (B). n=6.
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To optimize the electroporative condition for the syringe electrodes, we tested different
applied voltage and found that 100V in the duration of 20ms with 6 pulses were the optimal
conditions for gene transfer in the skin tissue (Fig. 2.1B). Higher voltage did not induce a
corresponding increase in the gene expression. Furthermore, when we compared the luciferase
gene expression of two skin types (diabetic and normal), the diabetic skin demonstrated a 10-fold
higher expression compared with the normal skin at these conditions. Bubbles, a sign of
electrolysis, were observed surrounding the electrodes in the diabetic skin when 200V/cm field
strength was applied. This observation did not appear in the normal skin, suggesting that the

diabetic skin is more sensitive to electroporation in mouse model.
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Figure 2.3 TGF-B1 cytokine level 24 h after the following treatments: electroporation only [E], intradermal
injection of empty plasmid [ID(TGF)] or plasmid with TGF-f1 gene [ID(empty)], electroporation following
intradermal injection of plasmid with [ID(TGF)+E] or without TGF-B1 gene [ID(empty)+E]. ***p<0.001,
comparing treatment of TGF-B1 gene by electric pulses with all other treatments. *p<0.05, comparing treatment of
TGF-B1 gene by intradermal injection with E, [ID(empty)+E], [ID(empty)], or [untreated] . n = 6.
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2.4.2 Local expression of TGF-B1 at the wound bed

Next, we transfected the diabetic skin tissue with our therapeutic gene, TGF-B1, using the
optimized conditions. To measure the skin transfection by the plasmid, we used an ELISA kit,
which was coated with TGF-B1 receptor to detect human TGF-B1. As shown in Figure 2.2,
intradermal injection of plasmid TGF-B1 gave a significantly (p<0.05) higher expression of
TGF-B1 compared with the untreated, electroporation alone or intradermal injection of the empty
plasmid. Intradermal injection of plasmid TGF-B1 followed by electroporation produced a two-
fold higher cytokine level compared with the intradermal injection of plasmid TGF-B1 alone,
suggesting that electroporation enhanced the gene transfer as previously reported (Heller et al
2000). On the other hand, the untreated tissue produced low level of TGF-B1 cytokine.
Furthermore, wound treated with intradermal injection of empty plasmid or electroporation alone
also produced TGF-B1 cytokine as low as the untreated. These low levels of activity might arise

from the cross reactivity of the antibody with endogenous murine TGF-p1.

2.4.3 Wound healing parameters

Wound healing is a multiple step process. In order to investigate the progress of wound healing,
wound healing phases such as reepithalization, wound closure, collagen synthesis and

angiogenesis were examined in the diabetic skin.
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Figure 2.4 Wound morphology shown by H&E staining at day 5 postwounding following the treatment without
electroporation (A, C & E) or with electroporation (B, D & F). No plasmid (A & B), empty plasmid alone (C & D)
or with TGF-B1 gene (E & F). The leading end of epithelial tongue is indicated by black arrows. Epithelial tissue,
granulation tissue or smooth muscle are indicated respectively by E, G or SM. Magnification X 100.

2.4.3.1 Reepithelialization

Reepithelialization is a process involving keratinocyte migration followed by keratinocyte
proliferation. At day 5 postwounding, H& E staining showed that the leading end of epithelium,
(i.e. the epithelial tongue schematically shown in Fig. 2.4A), of all wounds migrated toward the
center (from left to right in Fig. 2.3). Epithelial tongue (indicated by arrow in Fig. 2.3) moved the
fastest in the wound treated with plasmid TGF-1 injection followed by electroporation. The
electric treatment appears to induce the fibroblast migration. As can be seen in Figure 2.3, cell
density in the granulation tissue (schematically shown in Fig. 2.4A) in the wound treated with
electroporation alone (Fig. 2.3B) was higher than the untreated (Fig. 2.3A). The majority of the
observed cells in the granulation tissue were spindle-like, similar to the shape of fibroblasts.

Anti-BrdU immunohistochemical staining further showed that epithelial cells were the most
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actively proliferated in the electro-TGF-B1 gene treated wound. Cell proliferation was also
significantly induced by simple plasmid TGF-B1 injection. On the contrary, other treatments
produced comparable level of cell proliferation as the untreated.

When we investigated the epidermal cell proliferation at the edge of the wound, the
proliferation rate (Fig 2.4B) at region 2 (Fig 2.4A) was higher than at region 1, which is the
leading edge of the epithelial tongue. The difference tends to be significant (p < 0.05) in the

actively proliferated wound bed which was received the plasmid TGF-B1. In both locations, the

Granulation A
tissue

Epithelial tongue

Smooth muscle

p<0.0001 B

8o - I 1
E
= 80 1 p=0.0001
E 7!
- []region 1
2 s0, |ggregion2
3
2 50 -
e
&
= 40
g
=0
> o 4 l.-.
2 . :
-E 20 4
o | -
L] [ ]
FERTR |
= | L

] : 1,

"-'b % qﬂ‘ '{‘t 0‘\ 1‘\'*‘
'G.' o Qa &
o & & £ @(t

Figure 2.5 Immunostaining for Brdu-positive keratinocytes at the wound edge of epithelium at day 3 postwounding
following different treatments. (A) Schematic drawing of a wound indicating the location of cell counts taken
(Regions 1 and 2). (B) BrdU-positive cell count at region 1 (] ) or at region 2(Jl]) following different treatments.
(n =3). Region 1 indicates the area of migrating cells. Region 2 indicates the area of proliferating cells.
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wound treated with intradermal injection of TGF-B1 gene followed by electroporation induced
higher proliferation than other treatments. Intradermal injection of plasmid TGF-1 also induced
proliferation significantly (p<0.05) in both positions compared with the untreated,

electroporation, intradermal injection of the empty plasmid with or without electroporation.

2.4.3.2 Wound Closure
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Figure 2.6 Wound closure at day 5 postwounding of the untreated (Control) following the applications of
electroporation alone (PBSe), intradermal injection of TGF-B1 with (TGFe) or without electroporation (TGF). n=12.
* p<0.05, comparing the treatment of TGF-B1 gene with or without electric pulses.

Wound contraction is the process to minimize open area by pulling the neighboring tissue
towards the wound center. Myofibroblasts differentiated from fibroblasts generate the contractile
force (Feugate et al 2002, Jester et al 1999). It occurs faster than reepithelialization because no

cell proliferation is involved. We measured the wound contraction rate by percentage wound
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closure until wound was completely closed at day 14 (Fig. 2.5). When compared with the
untreated group, electroporation alone or intradermal injection of plasmid TGF-B1 with or
without electroporation induced wound contraction during the 14 days. Wound closure rate was
significantly (p<0.05) accelerated at early stage (day 2- 5) in the electro-TGF-B1 gene treated
wound bed compared with TGF-B1 gene treated wound bed. This suggests that the additive
effect of electroporation combined with TGF-1 gene treatment on wound closure occurred only

in the early phase of wound healing.

2.4.3.3 Collagen synthesis

Figure 2.7 Collagen formation shown by picrosirius staining and polarized microscopy at day 5 postwounding
following the treatment of electroporation (B, D&F) or without electroporation (A,C&E). No injection of plasmid
(A&B), injection of empty plasmid (C&D) of plasmid with TGF-B1 gene (E&F). Unwounded skin (G). Collagen is
indicated as glowing yellowish orange. Epidermal tissue, granulation tissue, adipose tissue and smooth muscle are
marked as E, G, A and SM, respectively. Magnification 200X.
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At day 5 after treating with intradermal injection of plasmid TGF-B1 with or without
electroporation, a high intensity of collagen was found in the newly formed granulation tissue at
the epithelial tongue, with the former greater than the latter (Fig. 2.6). Picrosirius/polarized light
microscopy reveals regions of organized collagen which increases as the wound matures. The
collagen organization in the electric-gene treated wound appeared the most mature, as it
resembled the unwounded skin at day 5 (Fig. 2.6 F&G). In addition, we observed that the
collagen organization in the smooth muscle layer (white arrow, Fig. 2.6D) is more dispersed

from the granulation tissue.

2.4.3.4 Angiogenesis

Angiogenesis is a process for new capillary growth and one of its components is endothelial cell
migration (Veves et al 2002). At day 7, sections of harvested wound bed were stained with anti-
factor VIII related antigen to identify endothelial cells in the newly synthesized granulation
tissue in the wound. A higher density of endothelial cells was found in the electro-TGF-1 gene
treated wound than all other treatments. In the wound bed treated with simple injection of TGF-
B1 gene, stained endothelial cells could be observed in one of the three representative fields
(black arrow, Fig 2.7E). On the other hand, with electroporation, more intensely stained
endothelial cells were observed in all three fields (Fig. 2.7F). The number of stained endothelial
cells found in different treatment groups is shown in Fig. 2.7G. Only electro TGF-B1 gene
therapy appeared to enhance endothelial cell migration significantly (p<0.05), suggesting an

enhanced angiogenesis.
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Figure 2.8 Angiogenesis in the granulation tissue at the center of the wound bed (region 3) at day 7 postwounding
following the treatment without (A, C&E) or with electroporation. (B, D&F). No injection of plasmid (A&B),
injection of empty plasmid (C&D) or plasmid with TGF-B1 gene (E&F). Endothelial cells are indicated by black
arrow. Magnification 400X. (G) Endothelial cell count in 3 representative fields. *p<0.05, comparing the treatment
of TGF-B1 gene by electric pulses with all other treatments.

2.5 DISCUSSION

This chapter is to report the potential of the combination of gene and electric therapies to treat
diabetic wound healing. For this purpose, we assessed various conditions in which both TGF-f1
gene transfer and electrical treatment would occur. We applied electric pulses immediately after

injection of the luciferase reporter gene. We found that 6 pulses of 100V/cm in 20 ms duration
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with the syringe electrodes was the most effective condition and accomplished transfection level
of approximately 10" RLU/mg protein. Compared with the condition used by most of other
investigators, 700V/cm — 1,200V/cm, our condition used < 700V/cm to reach a comparable
transfection level (Heller et al 2001). This is important since the diabetic skin as shown in Figure
2.1 is more sensitive to electroporation than the normal skin in this mouse model. The use of a
milder condition was necessary to prevent tissue damage.

Next we determined if our optimal condition could result in the therapeutic effects of
TGF-B1 gene transfer and electrical therapy. We investigated several well-recognized wound
healing parameters such as reepithelialization, wound closure, collagen deposition and
angiogenesis with our diabetic excisional wound model. We used the same syringe for the
injection of TGF-B1 gene and the application of 6 pulses of 100V/cm in 20 ms duration without
withdrawing the needle. In this experimental setting, we determined that electric pulses alone
could induce cell migration (Fig 2.3) and wound closure (Fig 2.5). Simple injection of TGF-f1
plasmid could induce reepithelialization, wound closure, collagen deposition and angiogenesis.
As we expected, the application of electric pulses along with the delivery of TGF-B1 plasmid
further enhanced all wound healing parameters. An increase of reepithelialization rate, wound
contraction, collagen synthesis and angiogenesis was found in the wound 5-7 day post-
application of intradermal injection of TGF-B1 followed by electroporation. Not surprisingly, the
improvements in reepithelialization rate, collagen synthesis and angiogenesis were greater than
the additive effects of gene and electric treatments. There was a clear synergism between the two
treatments.

TGF-B1 is a multifunctional cytokine and the response is complicated in wound healing.

It is a potent chemokine for fibroblasts. TGF-B1 enhances granulation tissue and collagen
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formation. The effect of TGF-B1 on reepithelialization is complicated. TGF-B1 is a potent
inhibitor of keratinocyte proliferation in vitro (Garlick et al 1996, Garlick and Taichman 1994).
One possible reason is that TGF-B1 pathway is a negative feedback mechanism for epidermal
growth factor-induced proliferation of human keratinocyte (Yamasaki et al 2003). Interestingly,
in a steroid-impaired rabbit wound model, application of TGF-B1 enhanced reepithelialization
(Beck et al 1991). Another study also shows that TGF-B1 probably can induce keratinocyte
proliferation in vivo (Fowlis et al 1996). Fowlis et al showed that overexpression of TGF-f1
promoted the epidermal cell growth in TGF-1 transgenic model (Fowlis et al 1996), suggesting
the complicated biological activity of TGF-B1. In addition to keratinocyte proliferation,
keratinocyte migration is important in reepithelialization. TGF-B1 can induce keratinocyte
migration by up-regulating the synthesis of laminin 5, which has a dual function in keratinocyte
adhesion and migration (Decline et al 2003). Taken together, TGF-B1 is beneficial to wound
healing. Indeed, the therapeutic effect of plasmid TGF-f1 has been fully documented by our
group (Chesnoy et al 2003). Our data is consistent with the previous findings.

Electrical stimulation has been known as a cell migration promoter. Studies showed that
electrical field stimulates macrophage, corneal epithelial cells and fibroblast migration (Cho et al
2000, Wang et al 2003, Brown and Loew 1994). Our results also showed that electroporation
induces cell migration (Fig 2.3B). The induction is associated with an alteration of cell
movement including cell crawling and possibly cell rolling without changing the cell
morphology (Cho et al 2000). The mechanism of electric field —induced migration is not yet
clearly elucidated, but integrin-dependent signaling may be involved in electric field-induced
macrophage migration (Cho et al 2000). Furthermore, the electric stimulation also enhances the

activation of ERK1/2, a signaling molecule in the MAP kinase pathway (Wang et al 2003).
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In our study, we found that the actively migrating keratinocytes at the leading end (region
1, Fig.2.4A) do not proliferate. Instead, most of the proliferation occurred in the vicinity of
leading end (region 2, Fig. 2.4A). A previous study reported that reepithelialization is temporally
and spatially coordinated: keratinocyte migrates into the wound followed by transiently burst
proliferation at wound margin, and the actively migrating keratinocytes do not proliferate
(Garlick and Taichman 1994). Thus, our data are consistent with previous findings.
In conclusion, we have developed an innovative strategy for therapeutic treatment of
diabetes-induced wound impairment with a combination of electric and gene therapies which

may have a significant implication for clinical applications.
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3.0 THERMOSENTIVE HYDROGEL AS A TGF-1 GENE DELIVERY VEHICLE

ENHANCES DIABETIC WOUND HEALING

(Lee PY, Li Z, Huang L. Thermosensitive hydrogel as a Tgf-betal gene delivery vehicle

enhances diabetic wound healing. Pharm Res. 20(12):1995-2000, 2003.)

3.1 ABSTRACT

This chapter is to report the feasibility to accelerate diabetic wound healing with TGF-1 gene
delivery system using a thermosensitive hydrogel made of a triblock copolymer, PEG-PLGA-
PEG. Two 7x7mm full thickness excisional wounds were created in parallel at the back of each
genetically diabetic mouse. The hydrogel containing TGF-B1 gene was administered to the
wound and formed an adhesive film in situ. Controls were either untreated or treated with the
hydrogel without DNA. We used a commercial wound dressing, Humatrix®, either with or
without DNA, to compare the therapeutic effect with the thermosensitive hydrogel. We found
that the thermosensitive hydrogel alone is slightly beneficial for reepithelialization at early stages
of healing (day 1- 5), but significantly accelerated reepithelialization, increased cell proliferation
and organized collagen were observed in the wound bed treated with thermosensitive hydrogel
containing TGF-B1 gene. The accelerated reepithelialization was accompanied with enhanced

collagen synthesis and more organized extracellular matrix deposition. Humatrix® alone or
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mixed with TGF-B1 gene, had little effect. In conclusion, thermosensitive hydrogel composed of
PEG-PLGA-PEG triblock copolymer provides excellent wound dressing activity and delivers

TGF-B1 gene to promote wound healing in a diabetic mouse model.

3.2 INTRODUCTION

Of the growth factors, TGF-3 family members play a central role in tissue repair. The biological
activities of TGF-B1 in the wound healing process have been previously reported. Lanning et al.
(2000) showed TGF-B1 induces myofibroblast production, resulting in a significantly reduced
wound in a non-contractile fetal rabbit model. Sidhu et al. (1999) demonstrated TGF-B1 locally
improved neovascularization, increased migration of myofibroblasts, fibroblasts and
macrophages and produced higher collagen content, resulting in an accelerated
reepithelialization.

Exogenously administered growth factors can compensate for decreased expression of
endogenous growth factors such as TGF-B1 (Jude et al 2002) and PDGF (Beer et al 1997), to
overcome impaired wound healing in diabetes (Greenhalgh et al 1990). We have recently shown
that plasmid TGF-B1 delivered by intradermal injection of naked DNA effectively accelerated
wound healing in a genetically diabetic mouse model (Chesnoy et al 2003). Accelerated collagen
deposition and cell proliferation were observed in the plasmid TGF-1 treated wound.

Use of biodegradable polymer implants to deliver naked DNA to muscle (Wang et al 2002) and
canine osteotomy model (Bonadio et al 1999) results in a sustained transgene expression.

However, persistent overproduction of growth factors may cause adverse effect. For example,
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transient TGF-B1 administration accelerates wound healing, yet persistent TGF-B1
administration causes excessive extracellular matrix component accumulation resulting in skin
fibrosis (Border et al 1994).

In this study, we have tested the ability of a thermosensitive hydrogel to deliver naked
DNA to the wound surface. We have previously characterized the hydrogel made of a triblock
copolymer, PEG-PLGA-PEG, for naked DNA delivery at the wound site (Li et al 2003). Upon
water evaporation at the skin temperature, the liquid copolymer solution formed an adhesive film
in situ. Adherent interaction prevents wound desiccation as well as reduces the risk of bacterial
infection. In addition to the wound dressing effect, the hydrogel serves as a DNA-release carrier.
Here, we report the findings of using the triblock copolymer as a TGF-1 gene delivery hydrogel

for diabetic wound healing.

3.3 MATERIALS AND METHODS

3.3.1 Animal

C57BKS.Cg-m +/+ Lepr™ female mice, 9 weeks old, were used as a model for genetically
diabetic mice (Jackson Laboratories, Bar Harbor, Maine). Mice homozygous for the diabetes
spontaneous mutation (Lepr™) become identifiably obese around 3 to 4 weeks of age. Elevation
of plasma insulin begins at 10 to 14 days and elevation of blood sugar at 4 to 8 weeks. The mice
were housed in the animal facility at the University of Pittsburgh. All animal protocols were

approved by IACUC of the University of Pittsburgh.
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3.3.2 Synthesis of in situ hydrogel solution

We have synthesized a triblock co-polymer, poly [ethylene glycol-b-(D, L-lactic acid-co-glycol
acid)-b-ethylene glycol] (PEG-PLGA-PEG), according to published procedure (Jeong et al 2000,
Jeong et al 1999) with Mw = 29,659, Mn = 15,732 and polydispersity = 1.877. Briefly, the
triblock copolymer was prepared by ring opening polymerization of D, L-lactide (LA) and
glycolide (GA) onto monomethoxy poly (ethylene glycol) (mPEG, Mw = 750 Da), followed by
coupling of the resulting diblock copolymer (mPEG 750-PLGA) using hexamethylene
diisocyanate (HMDI). The resulting triblock copolymer was dried in a pressurized oven. The
structure and composition of resulting products were confirmed by 'H nuclear magnetic
resonance (NMR) spectra recorded at 30°C with a Burker DPX-300 spectrometer using
chloroform (CDCI;) as a solvent. An aqueous solution (30%, w/v) of the triblock copolymer

flows freely at room temperature, but form an adhesive hydrogel film at the wound site.

CH30(CH,CH,0)[(COCH,0)(COCH(CH3)0),JOCNH(CHp)gNHCO[(O(CH3)CHCO) , (OCH,CO) | J(OCH,CH)xOCH;
| | | | | J

PEG PLGA Urethane PLGA PEG

x,y,z=1,1,3

3.3.3 Plasmids

Human TGF-B1 cDNA in pcDNA3.1/GS or empty plasmid, pcDNA3.1/GS, (Invitrogen
Corporation, Carlsbad, CA) was amplified in TOP10 competent cells (Invitrogen Corporation,
Carlsbad, CA). The plasmid DNA was isolated by alkaline lysis and purified by ion exchange

column chromatography (Qiagen Inc. Valencia, CA).
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3.3.4 Wounding protocol and treatment

The mice were anesthetized by inhalation of isoflurane. Two 7x7mm full thickness wounds were
created in parallel on the back of each mouse. Human recombinant TGF-f1 plasmid or the empty
plasmid, in an optimized dose 200ug (dissolved in 20ul. PBS), was mixed with 50uL. of PEG-
PLGA-PEG (30% w/v). TGF-B1 plasmid was also mixed with Humatrix® (Care-Tech®
Laboratories, St Louis, MO) prior to the application of treatment. Humatrix” is a commercial
wound dressing primarily consists of chondroitin sulfate. The mixture was spread evenly with a
sterile pipette tip on the wound and left uncovered. Control mice (n = 6) received either no

treatment, or a 70uL of one of the polymer wound dressings alone.
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Figure 3.1 Structure of chondroitin sulfate

3.3.5 Wound closure analysis

Area of the wound was measured using a caliper at each day, in a total of 14 days, and evaluated
as percentage of wound closure using the equation:

% wound closure = 100 x (wound area at day 0 — wound area at day N) /wound area at day 0
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3.3.6 Histology

Skin biopsies were harvested at day 5. The harvested tissue was formalin-fixed, dehydrated, and
embedded in paraffin. Sections of 4mm thickness were then deparaffinized, dehydrated and
observed either the morphology with H&E staining following or collagen with picrosirius red

staining (Sweat et al 1964).

3.3.7 Cell proliferation using anti 5-bromo-2-deoxyuridine (BrdU) immunohistochemistry

At day 5 postwounding, BrdU (Sigma, St Louis, MO) labeling was performed by intraperitoneal
injection at a dose of 50 mg/kg at 3 h prior to sacrifice. Paraffin sections were taken from
specimens at the wound site. Sections were deparaffinized, hydrated, pretreated with 2N HCI for
20 min at 37C° and incubated with 0.01% trypsin at 37°C for 3 min. BrdU immunochemical
staining was performed by incubation of a rat monoclonal anti-BrdU antibody (Accurate
Chemical& Scientific Corp, Westbury, NY) for 18 h at 37°C. Sections were then incubated with
biotinylated mouse adsorbed rabbit anti-rat IgG and peroxidase-labeled with Vetastain Elite
ABC Kit (Vector Laboratories, Burlingame, CA). The immunoprecipitate was visualized by 3,
3’-diaminobenzidine tetrahydrochloride chromogen and Gill 1X hematoxylin (Fisher Scientific,
Pittsburgh, PA) counterstain. Positively stained cells were counted in 7 representative fields with

400X magnification.

3.3.8 Statistical analysis

All statistics are performed in PRISM software for Student t test.
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Figure 3.2: Time lapse of gene expression in mice, which received free luciferase cDNA (no vehicle), or luciferase
cDNA+PEG-PLGA-PEG (vehicle). n=4. **p< 0.02.

3.4 RESULTS

3.4.1 Expression of gene released from the hydrogel made of PEG-PLGA-PEG

A 30% aqueous PEG-PLGA-PEG solution formed a hydrogel 45 min after its application to the
wound due to evaporation of water at the wound site. Therefore, the film of PEG-PLGA-PEG
covered the entire area of the wound. With the modified triblock copolymer as a vehicle, we
proceeded to evaluate the efficiency of gene expression, which can be seen in Figure 3.1. At day
1, the PEG-PLGA-PEG vehicle significantly enhanced the gene expression compared to no

vehicle (0.1M sodium phosphate buffer). Maximum gene expression was seen at day 1 and then
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decreased on the following days. This demonstrates that the hydrogel formed by the modified
polymer is a fast release vehicle, which is ideal for TGF-B1 gene therapy, as TGF-f1 is a

cytokine that exerts its activity in the early phase of wound healing.

3.4.2 Wound closure

We examined whether plasmid TGF-B1 can elicit therapeutic effect. First, we examined the
wound closure until the wound completely reepithelialized (at day 14 post-wounding). In the
early healing stages (day 1- day 5), we observed significantly accelerated reepithelialization
when the plasmid TGF-B1 was delivered by the triblock copolymer hydrogel. Furthermore, the

wound dressing effect of the hydrogel was slightly beneficial for reepithelialization in early

%
100-
754
—o— untreated
=
D —— Humatrix
(@)
CRE —— Humatirx+TGFgene
S —o— PEG-PLGA-PEG
25 —=— Hydrogel+TGFgene

Figure 3.3: Wound closure presented as % closing of the wounds in untreated mice or mice treated with Humatrix,
PEG-PLGA-PEG, 200ug TGF-B1 gene with Humatrix or PEG-PLGA-PEG. Large wounds (7x7 mm) were used.
n=>5. ¥*p<0.01, *p<0.05.
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Figure 3.4 Wound closure presented as % closing of the wound in the untreated mice or mice treated with sodium
phosphate buffer (Buffer) or 200ug of empty plasmid with (Buffer + TGF) or without TGF-Blgene in sodium
phosphate buffer (Buffer + empty). Large wounds (two 7x7 mm) were used. n=5.
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Figure 3.5 Wound closure presented as % closing of the wound in the untreated mice or mice trated with PEG-
PLGA-PEG dissolved in sodium phosphate buffer (gel) or 200ug of empty plasmid mixed with PEG-PLGA-PEG
which is dissolved in sodium phosphate buffer (gel+empty). Large wounds (two 7x7 mm) were used. n=5. *p<0.05
when untreated compared with gel or gel+empty.
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healing stages. Wound bed treated with hydrogel containing plasmid TGF-B1 produced 56%
wound closure at day 5 while only 30% wound closure was found in animals treated with the
hydrogel alone and 12% with no treatment. The closure rate of the wound treated with the empty
plasmid in hydrogel was not different from the hydrogel alone. Wound treated either with
plasmid TGF-B1 or empty plasmid in buffer did not demonstrate significantly accelerated wound
closure. Since the activity of gene has been shown independent of plasmid or oligonucleotide
form (Hofman et al 2001), the increased closure rate in wound treated with plasmid TGF-f1 in
hydrogel in comparison with in saline suggests that hydrogel is a suitable gene vehicle. On the
contrary, both Humatrix® (a commercial wound dressing primarily consists of chondroitin
sulfate) containing plasmid TGF-f1 and Humatrix® alone did not produce significantly
beneficial effect on reepithelialization in the early stage. Reepithelialization was complete at day
9 in the wound bed treated with the hydrogel containing the plasmid TGF-B1, at day 11 either
with Humatrix® containing plasmid TGF-B1 or both wound dressings alone and at day 14
without any treatment.

Figure 3.2 demonstrates the formation of an adhesive film at 1 h after the treatment in
wounds treated with triblock copolymer hydrogel (B&D in upper panels). In wounds treated with
Humatrix®, only an opaque viscous liquid covered the wound (A&C in upper panel). Gross
morphology at day 5 shows that reepithelialization in wounds treated with plasmid TGF-1 in
hydrogel was the fastest among any other treatments, such as hydrogel alone or Humatrix® with
or without plasmid TGF-B1 (Figure 3). Moreover, scab rejection was found at day 5 in the
wounds treated with the hydrogel but not in those treated with Humatrix®, indicating that the

hydrogel is capable of retaining moisture.

52



3.4.3 Histological examination

H & E staining demonstrated a visibly accelerated migration of epithelium (shown with black
arrow in Figure 3.3) in the wound bed treated with synthetic hydrogel containing plasmid TGF-
B1. Under the same region of the wound bed, the migration of epithelial tongue was significantly
slower in wounded tissue treated with either Humatrix® containing the gene, or controls, which
was either one of the wound dressings alone or untreated. Furthermore, visibly thicker
granulation tissue (marked with “G” in Figure 3.3) was observed in the wound bed with the

treatment of the synthetic hydrogel containing plasmid TGF-f1 than other treatment.

Figure 3.6: Hydrogel mediated TGF-B1 gene therapy on the morphology of wounded skin at day 5 postwounding.
H&E staining of the wound bed from untreated skin (A), skin treated with wound dressing alone, either Humatrix"”
(B) or the synthetic hydrogel (D), skin treated with TGF-B1 gene in either Huamtrix” (C) or the synthetic hydrogel
(E). Black arrows indicate the end of epithelial tongue. Granulation tissue was indicated by G. Magnification
(100X).
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Figure 3.7: Collagen deposition at day 5 postwounding shown by picrosirius red. Skin section were collected from
unwounded animal (A), wounded mice which are untreated (B), or treated with PEG-PLGA-PEG alone (C) or with
TGF-B1 gene (D). Reddish orange color indicates collagen. Black arrow indicates well-aligned, basket weaved
pattern, collagen. 40X magnification.

In Figure 3.4, basket-weave collagen organization was solely found in the wound bed
treated with the synthetic hydrogel containing plasmid TGF-B1. This collagen pattern resembled
the unwounded dermis (shown with black arrow in Figure 3.4).

Active fibroblast proliferation undergoes during wound healing to synthesize
extracellular matrix and wound contraction. Because wound closure at day 5 showed the greatest
difference between both hydrogel formulations, we expected hydrogel formulated with TGF-1
gene increased fibroblast proliferation at that time. Actively proliferating fibroblasts in the
granulation tissue were identified with anti-BrdU antibody. In the center of wound bed at day 5,
there were few stained cells in the granulation tissue of the animals with no treatment or treated
with Humatrix® with or without plasmid TGF-B1. However, the number of actively proliferated

cells was noticeably higher in the wound bed treated with the synthetic hydrogel alone or with
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plasmid TGF-B1 (p<0.0001) (Figure 3.5), with the latter higher than the former (p < 0.05).
However, the enhancement of fibroblast proliferation between both hydrogel formulations is not
as high as in wound closure, suggesting that fibroblast proliferation is not the sole factor for

reepithelialization.
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Figure 3.8: Cell proliferation at the wound bed measured by immunostaining of BrdU positive cells at day 5. The
group treated with copolymer hydrogel, with or without TGF-B1 gene, is significantly different from all other
groups. * p<0.01. n =7

3.5 DISCUSSION

Hydrogels promote wound healing by moist retention to maintain homeostatic environment.
However, hydrogels may be inconvenient in application. Most of the commercial hydrogels,
such as Humatrix® need several re-applications daily with an overlying occlusive wound

dressing. Moreover, occlusive self-adhesive membrane requires some degree of expertise and
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causes pain during changes. The thermosensitve hydrogel alleviates the necessity of repeated and
complicated applications. Furthermore, the potency of the hydrogel as a wound-healing promoter
appears not to be inhibited by drying. The liquid copolymer left uncovered and formed a
hydrogel in situ at 45 minutes after topical application, followed by formation of an adhesive
film. The film was intact until 3 days after application to prevent wound fluid evaporation, and
thereafter biodegraded. The biodegradation of the hydrogel is necessary because hydrogel
becomes less useful when homeostatic environments recover with the coverage of clots and skin
cells. In our study, the wound after a single treatment with the hydrogel compared with
Humatrix® was visibly smaller even at day 5 post-application, suggesting that the copolymer film
is a better wound-healing promoter than Humatrix.

The DNA release from the hydrogel (PEG-PLGA-PEG triblock copolymer) is driven by
diffusion and biodegradation as previously described (Li et al 2003). The copolymer-hydrogel
slowly releases the entrapped DNA with a half-life of approximately 5 days at 37°C (Li et al
2003). When the DNA was amalgamated with triblock copolymer and delivered to the wound, an
early and transient gene expression occurs and peaks at day 1 (Figure. 3.1). We believe some
other mechanisms induce the rapid release of DNA to skin cells. One mechanism may be
initiated by the inflammation condition in the wound site. In a previous report, enhanced
biodegradation was observed with localized pH change, which usually occurs during acute
inflammation and infection (Zaikov 1985).

TGF-B1 is used in this experiment because TGF-f1 is a chemokine for fibroblasts. When
plasmid TGF-B1 formulated with the copolymer, accelerated reepithelialization, increased
fibroblast proliferation, and organized and mature collagen fibers were observed at the early

stages of the healing process. One biological effect of TGF-f1 is to enhance reepithelialization.
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During wound healing, fibroblasts stimulated by the TGF-B1 signaling migrate to the injured
tissue and synthesize collagen (Frank et al 1996). Tensile strength increases as collagen matures.
The granulation tissue bed, mainly comprised of collagen and proliferating fibroblasts, serves as
a foundation for keratinocyte migration resulting in an enhanced reepithelialization.

Skin fibrosis, characterized by disorganized collagen formation (Ito et al 2001) and
epidermal architecture (Christner et al 2000) is the possible adverse effect reported from
cutaneous delivery of TGF-B1. From previous studies, the pathologic fibrosis and scar occurs
mostly due to persistent presence of TGF-B1 caused by sustained release or reapplication in vivo
or in vitro (Lanning et al 1996, Bettinger et al 1996). Therefore, transient expression with single
dose using our copolymer as a vehicle appears to be advantageous in wound healing. Indeed,
none of these pathologic conditions were observed in our studies. Instead, TGF-1 expression
resulting in robust therapeutic effect was observed with our new DNA delivery system at the
early stages of wound healing.

Since endogenous TGF-B1 expression peaks in the early stages of normal wound healing
process (Theoret et al 2002), and the robust therapeutic effects were observed at the early stages
of wound healing, our copolymer hydrogel delivery system seems to mimic the temporal
sequence of the endogenous TGF-B1. While the mechanism of the transient expression is not
clear, our copolymer system seems to be ideally suitable for delivering TGF-B1 gene for
promotion of wound healing.

Diabetes mellitus is one of the major contributors to chronic wound healing problems.
When diabetic patients develop an ulcer, they become at high risk for major complications,
including infection and amputation. These patients show prolonged inflammation, impaired

neovascularization and defective collagen formation. It is reported that deficiency of endogenous
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growth factors is the underlying mechanism. Therefore, our new DNA delivery method might be
advantageous for wound healing in diabetic patients in future.

In conclusion, the thermosensitive triblock copolymer, PEG-PLGA-PEG is a wound-
healing promoter, which is clearly superior to the commercially available wound dressing,
Humatrix®. The further formulation of the thermosensitive hydrogel with a growth factor gene

might be highly applicable in treating problematic wound healing.
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4.0 THERMOSENSITIVE HYDROGEL ASSISTS MUSCLE DERIVED STEM
CELLS TO ACCELERATE DIABETIC WOUND HEALING

41 ABSTRACT

Muscle derived stem cells (MDSC) have been shown to enhance muscle regeneration and bone
healing. PEG-PLGA-PEG is a biodegradable and biocompatible triblock copolymer which forms
a thermosensitive hydrogel and promotes cell proliferation in the cutaneous wound of the db/db
diabetic mice. We applied the MDSCs with the PEG-PLGA-PEG in db/db mice and performed
the wound closure study until the wounds were completely closed. Furthermore, the histological
studies were performed at days 5, 9, 14 post-wounding including immunofluorescence to observe
the localization and differentiation pattern of the -gal engineered MDSCs, and picrosirius red
staining to observe collagen. From the results, MDSCs accelerated the wound healing only when
the PEG-PLGA-PEG was applied on MDSCs. Furthermore, the hydrogel could enhance the
engraftment for the MDSCs; 30 % of the transplanted MDSCs were found at day 9 and 15%
remained when the wound was closed at day 20. From the double immunofluorescent study, we
found that some MDSCs differentiated into fibroblasts and endothelial cells. In conclusion, we
demonstrated the potential of MDSCs in improving diabetic wound healing and the

differentiation pattern of MDSCs at the diabetic cutaneous wound environment.
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4.2 INTRODUCTION

The development of stem cells as a new method for tissue regeneration has become attractive in
the past few years. Due to ethical issues and the tumor induction potential associated with the
embryonic stem cells, there is an increasing recognition of the importance of multipotent post-
natal stem cells in tissue regeneration. Several types of stem cells have been used to regenerate a
variety of tissues including bone, skeletal muscle, cardiac muscle and skin (Peng and Huard
2004, Arinzeh et al 2005, Kocher et al 2001, Orlic et al 2001, Orlic et al 2001) and improve the
function of the new tissue (Penn et al 2004). Hematopoietic stem cells (HSCs) can differentiate
into neurons, blood cells and macrophages (Shen et al 2004, Sinanan et al 2004) while postnatal
muscle derived stem cells (MDSCs) can differentiate into adipogenic, osteogenic, chrondrogenic
and hematopoietic lineages (Cao et al 2003).

Recently, adult stem cells have been shown to enhance wound repair. Bone marrow
derived stem cells, HSCs or MDSCs have been documented to accelerate the healing in bones,
cartilage, muscle or skin after injury (Badiavas et al 2003, Badiavas and Falanga 2003, Peng et al
2003, Stocum 2001). Bone marrow derived stem cells (BMDS) are recruited and incorporated
into cutaneous wound sites (Badiavas et al 2003). In the study of Badiavas et al (2003), the
researchers injected bone marrow derived stem cells intravenously and found the cells
incorporating into the hair bulge region at the wound site and differentiating into epithelial cells.
However, there was little incorporation of BMDS at the wound site in the genetically diabetic
db/db mouse model (Stepanovic et al 2003). If BMDS is used in the cutaneous wound healing,
the efficiency of skin regeneration might be hindered by low efficiency of the cell engraftment to

the wound site. On the other hand, the MDSCs might be suitable for the cutaneous wound
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healing, as they can remain in the engraftment site for a prolonged period and differentiate into
myofibroblasts (Li et al 2004), essential cells for wound contraction (Darby et al 1990).

PEG-PLGA-PEG is a biocompatible and biodegradable triblock copolymer that forms a
thermosensitive hydrogel under the appropriate conditions (Jeong et al 2000, Jeong et al 2000, Li
et al 2003). The polymer solution is in a liquid state at room temperature and becomes a viscous
gel and then eventually a thin film when applied to the cutaneous wounds (Lee et al 2003). The
triblock copolymer displays a relatively low cytotoxicity compared with poly-L-lysine (Li et al
2003). PEG-PLGA-PEG has been shown the potential to sustain drug release in bladder (Tyagi
et al 2004). Recently, PEG-PLGA-PEG has been shown to enhance reepithelialization and assist
cell proliferation (Lee et al 2003) in wound healing.

In this study, we report the findings of using the thermosensitive hydrogel with three
different stem cells, HSCs, MSCs or MDSCs in diabetic wounds. A db/db mouse model, which
is a relevant model for the impaired wound healing in diabetes, have been used in this study
(Tsuboi et al 1992). The first step of our study was to test the wound closure activity of the three
stem cells with the application of the hydrogel. We then examined engraftment activity and

differentiation pattern at the diabetic wound bed.

4.3 RESULTS

4.3.1 Wound closure effect by MSC, HSC and MDSC

We tested the MSC, HSC and MDSC for the capability of enhancing wound healing in the db/db

mouse. As previously reported, HSC and MSC can promote wound healing (Badiavas et al 2003,
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Figure 4.1 (a) Wound closure effect of MDSCs, HSC or MSC mediated by PEG-PLGA-PEG hydrogel copolymer.
Wounds were untreated, treated with PEG-PLGA-PEG or with MDSC, MSC or HSC overlaid by sodium phosphate
buffer alone (MDSC+buffer, MSC + buffer or HSC+buffer, respectively) or with PEG-PLGA-PEG hydrogel
(MDSC+ gel, MSC+gel or HSC+gel, respectively) (b) Wound closure effect by two different application protocols,
topical application or injection using MDSCs. Wounds were left untreated (untreated), treated topically with PEG-
PLGA-PEG hydrogel alone or with the PEG-PLGA-PEG applied on the MDSCs (cell + gel) or intradermal injection
of MDSCs at wound edges followed by the topical application of PEG-PLGA-PEG (cell injection -> gel). (c)
Wound closure effect of the mixing and overlaying protocols using MDSC and the PEG-PLGA-PEG hydrogel.
Wounds were untreated, treated with PEG-PLGA-PEG (gel), MDSC mixed with the sodium phosphate buffer (cell+
buffer) without or with the hydrogel (cell + gel) and MDSC overlaid by the hydrogel (cell ->gel).n=4. * p<0.05.
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Badiavas and Falanga 2003, Stocum 2001). We evaluated the wound closure rate after the
application of various stem cells followed by overlaying with the sodium phosphate buffer with
or without PEG-PLGA-PEG. As shown in Fig. 4.1, the wound closure rate of all stem cell-buffer
treated wounds was not significantly increased compared with the untreated. With the overlaid
PEG-PLGA-PEG hydrogel, the wound closure of MDSC treated wounds was greatly enhanced
while the wound closure of other stem cell treated wounds was not significantly enhanced
compared with the untreated (Fig.4.1a). To see if the protocol we used was optimized for the
application of MDSC, we tested several methods in our wounding model including injection of
MDSC with the topical application of the hydrogel on the wound (Fig. 4.1b), MDSC mixed with
the hydrogel polymer (Fig 4.1c) or the topical application of MDSC followed by overlaying with
the hydrogel copolymer (Fig. 4.1b). We found that the latter (hydrogel overlaying method) was
more favorable for wound healing application in our model.

The morphology of the wound showed that the migration of epithelial tongue was
achieved faster in the wound treated with MDSC overlaid by the hydrogel than the wound left

untreated (arrows, Fig. 4.2), suggesting that the former promoted reepithelialization.

64



Figure 4.2 The morphology at day 5 postwounding using H& E staining in the wound left untreated (A) and the
wound treated with MDSC with the coverage of PEG-PLGA-PEG (B). Arrows indicated the leading end of the
epithelial tongue. U indicated the unwounded portion. The epithelium migrated from the unwounded to the wounded
tissue toward the left.

4.3.2 The engraftment of MDSC mediated by thermosensitive hydrogel, PEG-PLGA-
PEG

To observe if the hydrogel plays a role in enhancing the engraftment of MDSC, we evaluated the
percentage of the MDSC remained at the wound bed when the cells were overlaid by the
copolymer hydrogel or by a clinically used hydrogel, Humatrix®. Since MDSCs were stably
transduced with a [-gal gene, we measured the -gal activity of the harvested wound tissue.
During the wound healing, we found that the [-gal activity in the wound bed treated with PEG-

PLGA-PEG and MDSCs was higher than all other groups (Fig. 4.3).
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Figure 4.3 The percentage of MDSC remained at the wound bed evaluated by B-gal assay. The wound was treated
with the MDSC overlaid by Humatrix (MDSC+ H), 1:1 mixture of Humatrix with the PEG-PLGA-PEG hydrogel
(MDSC+ gel/H) or sodium phosphate buffer alone (MDSC+Buffer) or with the PEG-PLGA-PEG hydrogel
(MDSC+gel). B-gal assay was evaluated at day 0, 5, 9 or 20 (complete reepithelialization) postwouding. Data was
presented after normalization of the background from the untreated wound. n=5. * p<0.05.

Up to 30% of the original B-gal activity was detected in the wound at day 9. When the
wound was completely closed (at day 20 postwounding), 15 % of the B-gal expressing MDSCs
still remained while no detectable level of B-gal activity was found in the wound bed covered by
the mixture of Humatrix and hydrogel polymer (1:1 ratio) or Humatrix alone (Fig. 4.3),
suggesting that the copolymer hydrogel facilitated the engraftment of the MDSCs. Furthermore,
22% of the original B-gal activity at day 3 postwounding increased to 30% at day 9, suggesting

that the copolymer hydrogel might facilitate the proliferation of the MDSCs.
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Figure 4.4 Anti B-gal immunostaining of skin sections at 14 days postwounding. (A) Untreated. Wound treated
with PEG-PLGA-PEG hydrogel (B), MDSC overlaid with Na phosphate buffer alone (C) or with PEG-PLGA-PEG
hydrogel (D). Blue indicates nuclei counterstained by hematoxylin. Grey indicates positively stained B-gal cells (red

circles). 200x field.
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Figure 4.5 Double immunofluorescence of anti-f3-gal (green) and anti-smooth muscle actin (red) in skin wounds at
day 9 postwounding. (A&B) untreated. (C&D) skin was treated with MDSC overlaid with PEG-PLGA-PEG
hydrogel. Magnification in 20x field (A&C) or in 40x field in the dermal layer (B&D). Nuclei were counterstained
with Hoechst and appeared in blue. Arrows indicate the cell stained positively with both anti-B-gal and anti alpha
smooth muscle actin while arrowheads indicate the cell stained positively with anti-p-gal.

4.3.3 The differentiation of MDSC at the wound bed

To localize the engrafted MDSC in the wound bed, we have used immunofluorescence with anti-
B-gal antibody (Fig. 4.4). At day 14 postwounding, no visible -gal positive cells appeared in the
untreated wound (A), wounds treated with hydrogel alone (B), or MDSC in Na phosphate buffer
(C). But the B-gal positive cells were abundantly found in wounds treated with MDSC in
hydrogel (D); the cells exclusively localized in the dermis layer of the wound bed (Fig. 4.4D).

From the morphology and the dermis location of B-gal positive cells, we predicted some of the
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Figure 4.6 Double immunofluorescence of anti-B-gal (green) and anti-F4/80 (A&B), anti-PECAM (C&D) or anti-
reticular fibroblasts (E&F) respectively (red) was performed on sections of skin wound at day 9 postwounding. (A,
C &E) untreated. (B, D&F) wounded skin was treated with MDSC overlaid by PEG-PLGA-PEG hydrogel.
Magnification in 400x field in the dermal layer (B&D). Nuclei were counterstained with Hoechst and appeared in
blue. Arrows indicate the cell stained positively with both anti-f-gal and antibody for cell markers while arrowheads
indicate the cell stained only positively with anti-f3-gal. Panel II demonstrates a zoom in of Panels IB, D &F (from
left to right, respectively). Nuclei were counterstained with Hoechst and appeared in blue. Arrows indicate the cell
stained positively with both anti-f-gal and antibody for cell markers while arrowheads indicate the cell stained only
positively with anti-B-gal. Panel III a- smooth muscle actin (data from Fig 4.5), F4/80, reticular fibroblasts or
PECAM-positive cell count that is B-gal positive in (n=5) representative fields. * p<0.05.

stem cells might have differentiated into fibroblasts (Fig. 4.4 D). To confirm this, we performed
the double immunofluorescence for [B-gal either with o-smooth muscle actin or reticular
fibroblast (Fig. 4.5, Fig. 4.6 I F). We found that there were many [-gal positive cells (green) in
the dermis of the wound bed at day 9 postwounding. The results also showed that some B-gal
positive cells were indeed a-smooth muscle actin (approximately 10%, Fig 4.6 III) or reticular

fibroblast (approximately 25%, Fig 4.6 III) positive (arrows in Fig. 4.5B, arrow in Fig 4.6 I F),
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confirming the hypothesis that MDSC had differentiated into fibroblasts. Furthermore, we also
wanted to identify if the stem cells differentiated into other cell types such as macrophages or
endothelial cells which are essential cells appeared in the dermal layer in wound healing. Thus,
we performed double immunofluorescence for B-gal either with F4/80 or PECAM. The result
showed that some [-gal positive stem cells (approximately 10%, Fig 4.6 III) were PECAM
positive (arrows in Fig. 4.6 I D) while no B-gal positive cells were noticeably F4/80 positive
(arrowheads in Fig 4.6 I B). The data suggest that some of the stem cells may have differentiated
into endothelial cells but not macrophages. In each set of the double immunofluorescence study,
there were many [-gal positive cells that were not a- smooth muscle actin, reticular fibroblast,
F4/80 or PECAM positive (Fig. 4.5 arrowheads, Fig 4.6 arrowheads), suggesting the presence of

the quiescent, undifferentiated stem cells in the dermis layer of the healed wound.

4.3.4 Collagen deposition at the wound site treated with MDSC

Collagen in granulation tissue could be produced by dermal fibroblasts (Gabbiani et al 1979,
Kayne 1981). If more fibroblasts were present in the dermis, it would be possible to observe
thicker and more mature collagen deposition in the dermis layer at the wound bed. To evaluate
the collagen deposition, we performed the picrosirius red staining on the sectioned skin wounds.
Compared to the untreated wound or the wound treated with MSC, more dispersed glowing
orange staining appeared in the granulation tissue in MDSC-hydrogel treated wound bed (Fig.
4.7), indicating thicker and more mature granulation tissue collagen formation (Berry et al 1998)
in the MDSC-hydrogel treated wound bed. The amount of collagen in the wound bed was further

quantified by using Metamorph program to analyze the microphotograph in Figure 4.7. The
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Figure 4.7 Collagen deposition at the wound site mediated by MSC or MDSC. (A) Untreated wound, or wound
treated with MSC (B) or MDSC (C) followed by covering of the copolymer hydrogel. Glowing orange indicates
collagen Magnification 200x. G indicates the granulation tissue.

result indeed indicates that MDSC promoted collagen deposition, probably due to increased

dermal fibroblasts from the differentiation of MDSC.

4.4 DISCUSSION

We have tested several different types of stem cells in combination with the thermosensitive
hydrogel composed of the polymer, PEG-PLGA-PEG, for treating impaired wound healing in a
diabetic mouse model. Compared to HSC and MSCs, which have been previously documented to
regenerate tissue successfully (Satoh et al 2004, Wang et al 2004), MDSC may have a higher
potential in accelerating the wound closure. This study is the first to demonstrate that MDSC can
enhance cutaneous wound healing. Furthermore, MDSC only significantly accelerated wound
closure when MDSCs were covered with the thermosensitive hydrogel made of copolymer,
PEG-PLGA-PEG. We predicted that the improved wound closure by MDSC and exclusively
with the hydrogel might be because the hydrogel enhanced the MDSC engraftment. Indeed Fig

4.3 showed the enhancement of the engraftment of the MDSC promoted by the hydrogel. When
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we compared the hydrogel with sodium phosphate buffer, pure Humatrix or Humatrix-PEG-
PLGA-PEG mixture, greater amounts of MDSC remained in the wound when the cells were
treated with the PEG-PLGA-PEG hydrogel. Throughout the wound healing until the wound was
closed, 15% or more of MDSC remained in the wound bed when we used the hydrogel. The
amount of MDSC was undetectable at the time of complete wound closure when we used the
sodium phosphate buffer, pure Humatrix or Humatrix-PEG-PLGA-PEG mixture. Many reports
showed that failure of cell transplantation was associated with the fact that the cells were not able
to survive in the recipients (Murry et al 2002). While our system showed a 30% of MDSC
remained at day 9 postapplication, a myocardial muscle repair study showed a 10 % of
embryonic stem cells remained at day 4 and a drop to 1% at day 10 at the transplanted site
(Murry et al 2002). Using fibroblast grafting in skin wound model, no cells remained at day 7
postwounding (Price et al 2004). The increased engraftment of MDSC may be due to the
presence of large component of PEG in the copolymer hydrogel. PEG has been associated with
the capability to reduce immune cell attack and has been shown to be favorable for cell survival
(Lee et al 2004, Lacasse et al 1998) (already checked. No spelling problem).

PEG-PLGA-PEG is apparently a good scaffold for MDSC compared to Humatrix and the
mixture of Humatrix with PEG-PLGA-PEG. We observed that there was an increase of MDSC
at the wound site (22% of the implanted cells remained at day 0 and 30% at day 9) during the
wound healing process when the PEG-PLGA-PEG was used at the time the wound was closed
(Fig 4.3). This would suggest that the PEG-PLGA-PEG might have the capability to promote the
cell proliferation of MDSC. This is consistent with the finding of the ability of the polymer to

promote proliferation of skin cells (Lee et al 2003).
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Another novel finding is about the differentiation potential of the MDSC to the cells
which are essential for cutaneous wound healing. Our result suggests that some of the MDSC
can differentiate into fibroblasts and relatively smaller population of endothelial cells during
wound healing (Fig. 4.5). There are three possibilities that may cause the differentiation of
MDSCs into fibroblasts and endothelial cells: (1) The thermosensitive hydrogel induces the
differentiation of the MDSCs. (2) The wound environment containing growth factors and the
neighboring skin cells promote the differentiation of MDSC to fibroblasts. (3) The MDSC from
the wild type animals correct the deficiency of cytokines (Bitar and Labbad 1996) such as FGFs,
which commonly occurs in the diabetic wound. The increased level of these cytokines may
induce the differentiation into fibroblasts or even endothelial cells.

Fibroblasts are highly populated in the dermis layer during the healing process. One of
the functions of fibroblasts is to produce collagen (Kayne 1981, Wiencke et al 1968), which
gives tensile strength to the wound and promotes cell migration (Scott et al 1985, Hou et al
2000). In our results, we found that collagen deposition in the wound treated with MDSC and
PEG-PLGA-PEG was thicker at day 5 post-wounding compared to the untreated wound or the
wound treated with MSC. The observation of thicker collagen deposition supports that MDSC
are highly possible to differentiate into fibroblasts. More importantly, the results suggest that the
differentiated fibroblasts are highly possibly mature as collagen is mostly produced by the
mature fibroblasts. This observation can be significant in treating diabetic wound healing in the
db/db mice as it is well known that collagen synthesis and growth factor production is impaired
in the db/db model (Brown et al 1997, Bitar and Labbad 1996).

Since MDSC can be readily transduced with viral vectors (Cao et al 2003, Li et al 2002),

gene therapy using MDSC is an attractive approach. Gene therapy with growth factor genes is
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potentially attractive for skin wound healing as shown in our previous findings (Chesnoy et al
2002, Lee et al 2003, Lee et al 2004). Due to the self-renewal property of the MDSC and the
differentiation capacity to skin cells, MDSC may be a good source to produce the growth factor
proteins. The stem cell/gene therapy might further improve the wound healing by treating
multiple defective wound healing processes. This approach offers the advantage of the release of
a growth factor protein at the wound site and alleviates the necessity for repeated application of a
protein. The increased engraftment of stem cells in our system may result in further applications
not limited to wound healing. Many disease states might be treatable with the protein products

generated by the engrafted stem cells.

45 METHODS

45.1 Animals

Female mice of C57BL/6 or C57BKS.Cg-m +/+ Leprdb (a model for type II diabetes) in 7-9
weeks old were obtained from Jackson Laboratories. (Bar Harbor, Maine). Mice homozygous for
the diabetes spontaneous mutation (Lard) become identifiably obese around 3 to 4 weeks of age.
Elevations of plasma insulin begin at 10 to 14 days and elevation of blood sugar at 4 to 8 weeks.
Twenty-six weeks old genetically diabetic mice (db/db) (Jackson laboratory, 40g) were used in

the study. All mice were housed in the animal facility at the University of Pittsburgh.

4.5.2 Wounding protocol and treatments

All procedures were approved by the Institutional Animal Care and Use Committee (IACUC) at

University of Pittsburgh. Two 7x7mm excisional wounds were created on the back of
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anesthetized mice using a pair of scissors. The wound were treated with the 10> of MDSC cells
in 0.1 M sodium phosphate buffer, 32% PEG-PLGA-PEG triblock copolymer solution in 0.1M
sodium phosphate buffer, Humatrix or a 1:1 mixture of the Humatrix with the PEG-PLGA-PEG

copolymer solution.

4.5.3 Stem cell preparation

45.3.1 Muscle derived stem cell

The muscle derived stem cells were given by Dr. Huard’s lab and was prepared by preplating
technique as described (Qu et al 2002). Briefly, harvested muscle from the forelimb and the
hindlimbs was minced using a razor. Cells were enzymatically dissociated with 0.2% collagenase
XI and subsequently the muscle cell extract was preplated on the collagen coated flasks.
According to the time needed for the cells to adhere, the cells were isolated. Preplate 1(PP1)
represents a population of cells that adhere in the first hour after isolation. PP2 represents in the
next 2h. PP3 represents in the next 18 h. The cells obtained at 24 hours interval was represented
by PP4-6. Clone FN12A5.6E of pp6 after passage 11 was used in our experiment and had been
used in other applications (Lee et al 2001). B-gal has been shown to localize in the nucleus of
MDSC using the monoclonal anti-B-gal antibody (Sigma Aldrich, St Louis, MO) (Lee et al

2000).

4.5.3.2 Mesenchymal stromal cells (MSC) from bone marrow

The mouse MSCs were obtained from the Tulane University. They prepared the cells as
previously described (Peister et al 2003). Briefly, MSCs were obtained from femurs and tibiae of

C57BL/6 mice. The femurs and tibiae were harvested and immersed into complete isolation
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medium (CIM consists of IMDM supplemented with 9% Fetal bovine serum, 9% Horse Serum,
100U/mL penicillin, 100mg/mL streptomycin and 12mM L-glutamine) before exposing the
marrow by clipping the ends of each tibia and femur. The marrow was collected by
centrifugation followed by resuspension in CIM and filtrating through a 70pm nylon filter. Since

MSCs are adherent, the adherent cells are collected and cultured.

4.5.3.3 Hematopoietic stem cell (HSC)

HSCs from C57Bl/6 female mice were obtained from Dr. Tao Cheng’s laboratory. They
prepared the HSCs as described (Stier et al 2002). Briefly, bone marrow was obtained from the
mice and the procedure for exposing the marrow was similar as described for the preparation of
MSCs. The isolation of HSC was performed by immunoprecipitating with Scal microbeads.

Cells with a selection for Scal+ were collected.

4.5.4 Triblock copolymer PEG-PLGA-PEG

Triblock copolymer, PEG-PLGA-PEG was synthesized according to published procedure (Jeong
et al 1999, Jeong et al 2000). The triblock co-polymer, was characterized with Mw = 29,659, Mn
= 15,732 and polydispersity = 1.877 (Li et al 2003). An aqueous solution (32%, w/v) of this
polymer flows freely at room temperature, but forms an adhesive hydrogel film at the wound site

in approximately 30 min.

455 B-gal assay

Biopsies of the entire wounded tissue were harvested followed by homogenization, 4 freeze-thaw

cycles and centrifugation. The supernatant of cell lysate from centrifugation was collected for the
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evaluation of the -gal activity using a (3-gal assay kit (Invitirogen, Carlsbad, CA) according to

the vender’s protocol.

4.5.6 Histology

The harvested tissue of entire wound site was formalin-fixed and embedded in paraffin. Sections
of 4um thickness was prepared using a microtome, then was deparaffinized, hydrated and the
staining was performed either with Hematoxylin and Eosin for observing the morphology,
picrosirius red for collagen staining using 0.1% picrosirius red solution as previously described
(Lee et al 2004). Collagen was analyzed from Figure 4.7 microphotograph with the Metamorph

software provided by the CBI at the University of Pittsburgh.

4.5.7 Double immunostaining for B-gal and different cell markers

The double staining was performed by an incubation of the deparaffinized sections or frozen
sections with a mixture containing a mouse biotinylated monoclonal anti-f-gal antibody diluted
to 1:100 in PBS (Sigma Aldrich, St Louis, MO) and a cy3-conjugated anti-alpha smooth actin
muscle or antibody for other cell markers, rat anti F4/80, rat anti PECAM or rabbit anti reticular
fibroblasts diluted to 1:1000 in 0.5% BSA (Sigma Aldrich, St Louis, MO) for overnight at 4°C.
Sections were then incubated with streptavidin conjugated Alexa 488 at the concentration of
1:500 in PBS (Molecular Probes). For staining for F4/80, PECAM or reticular fibroblasts,
sections were incubated with secondary antibody, either Alexa 596 conjugated anti rat or Alexa
555 anti rabbit respectively, at the dilution of 1:500 in 0.5% BSA for 1h. Sections were then

observed under a fluorescent microscope (Nikon, Japan) at 200X and 400X magnification.

78



Double positive cells were counted in 5 representative fields and presented as percentage of [3-

gal-positive cells.

4.5.8 Statistical analysis

Data were expressed as means + standard deviation (SD) and analyzed by two-tailed Student’s t-

test using the PRISM software program (GraphPad Software, San Diego, CA, USA).
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5.0 CONCLUSION AND FUTURE DIRECTION

5.1 GENERAL DISUSSION

The conventional clinical approach for treating diabetic wound healing largely employs a series
of palliative treatments involving removal of infected tissue and moisture retention. Unlike the
conventional therapy such as saline soaked gauze, new technology is bioactive instead of
palliative. Furthermore, those new technologies such as growth factors, bioengineered skin are
designed in an attempt to correct the problematic wound environment instead of treating
symptoms. Growth factor therapy, the first FDA approved therapeutic approach for treating
diabetic ulcer, is a direct way to correct the decreased level of growth factors in diabetic wounds.
However, the challenge is to maintain the level of therapeutic proteins at sufficient time and
amount. Thus, patients need to receive multiple injections until the wound heals. Gene therapy is
an attractive option to protein therapy as the introduction of a gene rather than its product is
potentially more efficient to correct the growth factor levels and less expensive. Although there
are limited gene delivery methods available to sustain a long-term gene expression, transient
gene expression is relatively desirable in treating wounds as the expression of the introduced
gene is not necessary after complete healing. Furthermore, skin is an attractive target for gene
delivery due to the easy accessibility. Thus, it is highly feasible to choose the least invasive but
the most effective way from a wide variety of modalities to introduce certain genes into the
wounds. In particular, topically application or simple injection can be feasible. To date, most of

the work related to growth factor gene therapy has been conducted in animals; however, certain
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approaches may be feasible in humans. For example, introduction of naked plasmid DNA
yielded promising results in a clinical trial (Isner et al 1998). The data indicates the importance
of naked plasmid DNA approach as an alternative to treat non-healing wounds.

Bioengineered living cell constructs such as Dermagraft and Apligraft is another way to
correct the abnormal environment. Clinical result shows those living cell constructs improve the
wound healing in some patients. However, unlike growth factor therapy, living cell constructs
are not as widely accepted by clinicians (Falanga et al 2004). This may be due to the fact that the
cells in the construct will die before the wounds heal (Philips et al 2002). Although the
mechanism is not fully understood, it is possible that the cells may release the growth factors and
serve to protect the wound, which are applying the same concepts as wound dressing and growth
factor therapy. Stem cells may be a good alternative because of their self-renewal ability.
Furthermore, the multipotent characteristic of stem cells potentially allows the regeneration of
epidermal, dermal and vascular components in skin.

In this thesis project, several strategies were taken to improve wound healing in diabetes.
All of the approaches were developed to use a physical treatment to benefit biological therapy
(either nonviral gene therapy or cell therapy) with a protocol of single administration. For gene
therapy approaches, we used a simple and safe technique, naked DNA. To improve the gene
expression, we used electroporation as the first approach (Chapter 2) and a thermosensitive
hydrogel composed of PEG-PLGA-PEG as the second approach (Chapter 3). The third approach

used stem cells with the PEG-PLGA-PEG thermosensitive hydrogel (Chapter 4).
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5.2 DELIVERY OF TGF-f1 BY ELECTROPORATION

A prior study from our lab reports a promising treatment approach by simple injection of TGF-
B1 naked plasmid DNA (Chesnoy et al 2003). As mentioned, TGF has multiple functions in
wound healing. Intradermal injection of TGF-B1 followed by applying electric pulses at the
optimal condition yields an increased gene expression of TGF-B1 and synergistic improvement
in diabetic wound healing compared with saline treated wounds. Multiple processes of wound
healing including angiogenesis, re-epithelialization and wound closure can be observed a
synergistic improvement in recovery. We also found that diabetic skin was more sensitive to the
electric condition. Using 100V/cm, the gene expression was 10 fold higher compared with the
normal skin. Applying 200V/cm or higher to the diabetic skin, we observed electrolysis which
did not occur the normal skin. The corresponding higher sensitivity might be due to the
difference in the diabetic cell structure or the difference in chemical components in the diabetic
wound environment. Further studies will be needed to determine the difference of cellular or
biochemical components in diabetic wound environment using cells harvested from the diabetic
skin. Those further studies may give more insight on the biology and the biochemistry in
diabetic wound environment.

Not only may the derivation occur between the diabetic and normal wound environment,
but the mechanism of action about electric pulse may vary in different cell types even in the
same wound environment. Based on our result that the therapeutic effect of electric pulses on
wound closure was larger than angiogenesis and reepithelialization, the action of electric pulses
may vary from keratinocytes, fibroblasts to endothelial cells. Further studies need to be
conducted to determine the difference of the action in different cell types using different types

harvested from the skin.
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5.3 DELIVERY OF TGF-f1 BY THERMOSENSITIVE HYDROGEL

Previous study has shown the promising approach of using thermosensitive hydrogel made of
PEG-PLGA-PEG to enhance naked DNA delivery (Li et al 2003). Given that hydrogel wound
dressings can enhance wound healing in humans, it is logical to select the hydrogel for
improving diabetic wound healing. The treatment of the wound with the hydrogel mode of the
copolymer, and TGF-B1 plasmid synergistically enhanced scab rejection, reepithelialization,
collagen synthesis and wound closure in the early phase of wound healing. However, we used a
high loading of DNA (200ug) for topical application using PEG-PLGA-PEG. In further studies,
we suggest to lower the loading amount of DNA by enhancing the delivery efficiency of DNA,
i.e. maximize the amount of DNA uptake by the cell. For example, to increase the hydrophobic
of polymer surfaces to make more cells accessible to DNA. More cells attached to the polymer
may allow more cells to be transfected by DNA. Since hydrogel wound dressings allow the
topical application, a patient-friendly administration mode, this simple and effective strategy is

attractive as it could be feasible in an outpatient setting.

54 STEM CELL DELIVERY USING THE THERMOSENSITIVE HYDROGEL

From this study, we report that MDSC (muscle-derived stem cells) uniquely improved the wound
closure with the thermosensitve hydrogel, PEG-PLGA-PEG, which functions to promote the
survival of stem cells. Furthermore, we find that it is highly possible that some of the MDSCs
differentiate to fibroblasts in the wound environment.

Cell development and cell differentiation are influenced by stimuli in tissue

microenvironment (niche) including neighboring cells, extracellular matrix and growth factors.
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For example, mesenchymal stem cells (MSC) will differentiate to airway epithelial cells (AEC)
when coculturing with AEC (Wang et al 2005). Growth factors could be another influencing
factor to drive stem cell differentiation (Chang et al 2003). The diabetic wound environment is
known to have a decreased expression of multiple growth factors such as IGF, TGF-B3, FGF EGF
TNF-a IL-1B and VEGF (Bitar et al 1996, Zykova et al 2000). It is possible that such an altered
wound environment drives the differentiation of MDSC into fibroblasts. Another possibility is
that that the diabetic wound environment consists of some growth factors or extracellular matrix
that is uncommon in the normal wound environment to induce the differentiation of MDSC to
skin cells. Further studies will be necessary to identify the novel component(s) or the change of
the biochemical and cellular conditions in diabetic wound environment. So far, MDSC promotes
skin repair as well as bone and muscle regeneration (Qu et al 2002, Li et al 2004). However, the
control of the stem cell differentiation and the underlying mechanism has not yet to be fully
elucidated. Thus, the proposed study may contribute to the tissue engineering by creating an
effective and regulated regenerative therapy for skin ulcers through the understandings of the
biology of the stem cell.

Since MDSC can be readily transduced with viral vectors (Cao et al 2003, Li et al 2002),
gene therapy using MDSC is also an attractive approach. By transducing the stem cells with
growth factor; or cytokine genes in particular leptin gene which play an important role in wound
healing, the stem cell/gene therapy may further improve the wound healing by treating multiple
defective wound healing processes. As shown in our previous findings, gene therapy for growth
factors is very attractive for skin wound healing (Chesnoy et al 2002, Lee et al 2003, and Lee et
al 2004). Due to the self-renewal property of the MDSC and the differentiation capacity to the

cells which are essential for wound healing, MDSC may be a good source to produce the growth
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factor proteins. This approach offers the advantage of the release of a growth factor protein at the
wound site and alleviates the necessity for repeated application of a protein. The prolonged
presence of stem cells in our system may also allow the application not limited to wound healing.
Many disease states might be treatable with the protein products generated by the engrafted stem

cells.

85



10.

1.

BIBLIOGRAPHY

. Abboud SL. A bone marrow stromal cell line is a source and target for platelet-derived

growth factor. Blood. 81(10):2547-53, 1993.

Aihara H, Miyazaki J. Gene transfer into muscle by electroporation in vivo. Nat
Biotechnol. 16:867-70, 1998.

Andrews PW. From teratocarcinomas to embryonic stem cells. Philos Trans R Soc Lond
B Biol Sci. 357(1420):405-17, 2002.

Arinzeh TL, Tran T, McAlary J, Daculsi G. A comparative study of biphasic calcium
phosphate ceramics for human mesenchymal stem-cell-induced bone formation.
Biomaterials. 26(17):3631-8, 2005.

Arumugam S, Jang YC, Chen-Jensen C, Gibran NS, Isik FF. Temporal activity of
plasminogen activators and matrix metalloproteinases during cutaneous wound repair.
Surgery 125(6):587-93, 1999.

Bachrach E, Li S, Perez AL, Schienda J, Liadaki K, Volinski J, Flint A, Chamberlain J,
Kunkel LM. Systemic delivery of human microdystrophin to regenerating mouse
dystrophic muscle by muscle progenitor cells. Proc Natl Acad Sci U S A. 101(10):3581-
6,2004.

Badiavas EV, Abedi M, Butmarc J, Falanga V, Quesenberry P. Participation of bone
marrow derived cells in cutaneous wound healing. J Cell Physiol. 196(2):245-50, 2003.

Badiavas EV, Falanga V. Treatment of chronic wounds with bone marrow-derived cells.
Arch Dermatol. 139(4):510-6, 2003.

Baker LL, Chambers R, DeMuth SK, Villar F. Effects of electrical stimulation on wound
healing in patients with diabetic ulcers. Diabetes Care. 20:405-12, 1997.

Banga AK, Prausnitz MR. Assessing the potential of skin electroporation for the delivery
of protein- and gene-based drugs. Trends Biotechnol. 16:408-12, 1998.

Bates DO, Jones RO. The role of vascular endothelial growth factor in wound healing. Int
J Low Extrem Wounds. 2(2):107-20, 2003.

86


http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Andrews+PW%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Arumugam+S%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Jang+YC%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Chen%2DJensen+C%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Gibran+NS%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Isik+FF%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Bachrach+E%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Li+S%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Perez+AL%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Schienda+J%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Liadaki+K%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Volinski+J%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Flint+A%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Chamberlain+J%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Kunkel+LM%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Bates+DO%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Jones+RO%22%5BAuthor%5D

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

Beck LS, Deguzman L, Lee WP, Xu Y, McFatridge LA, Amento EP. TGF-beta 1
accelerates wound healing: reversal of steroid-impaired healing in rats and rabbits.
Growth Factors. 5:295-304, 1991.

Beer HD, Longaker MT, Werner S. Reduced expression of PDGF and PDGF receptors
during impaired wound healing. J Invest Dermatol.109:132-8,1997.

Berry DP, Harding KG, Stanton MR, Jasani B, Ehrlich HP. Human wound contraction:
collagen organization, fibroblasts, and myofibroblasts. Plast Reconstr Surg. 102(1):124-
31, 1998.

Bettinger DA, Yager DR, Diegelmann RF, Cohen IK. The effect of TGF-beta on keloid
fibroblast proliferation and collagen synthesis. Plast Reconstr Surg 98(5):827-33, 1996.
Birkedal-Hansen H. Proteolytic remodeling of extracellular matrix. Curr Opin Cell Biol.
7(5):728-35, 1995.

Bischoff R. Regeneration of single skeletal muscle fibers in vitro. Anat Rec. 182(2):215-
35, 1975.

Bitar MS and Labbad ZN. Transforming growth factor-beta and insulin-like growth
factor-I in relation to diabetes-induced impairment of wound healing. J Surg Res. 61:113-
9, 1996.

Bjordal JM, Johnson MI, Ljunggreen AE. Transcutaneous electrical nerve stimulation
(TENS) can reduce postoperative analgesic consumption. A meta-analysis with
assessment of optimal treatment parameters for postoperative pain. Eur J Pain.7:181-8,
2003.

Bonadio J, Smiley E, Patil P, Goldstein S. Localized, direct plasmid gene delivery in
vivo: prolonged therapy results in reproducible tissue regeneration. Nat Med 5:753-9,
1999.

Border W.A. and Noble N.A., TGF [ in tissue fibrosis. N. Engl. J. Med. 10: 1286-1292,
1994.

Boulton AJ. The diabetic foot: from art to science. The 18th Camillo Golgi lecture.
Diabetologia. 47(8):1343-53, 2004.

Bowersox JC. In vivo collagen metabolism in spontaneously diabetic (db/db) mice. Exp
Mol Pathol. 45(2):221-6, 1985.

Broadley KN, Aquino AM, Hicks B, Ditesheim JA, McGee GS, Demetriou AA,
Woodward SC, Davidson JM. The diabetic rat as an impaired wound healing model:

stimulatory effects of transforming growth factor-beta and basic fibroblast growth factor.
Biotechnol Ther. 1: 55-68, 1989-90.

87


http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Berry+DP%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Harding+KG%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Stanton+MR%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Jasani+B%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Ehrlich+HP%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Birkedal%2DHansen+H%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Bischoff+R%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Boulton+AJ%22%5BAuthor%5D

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

Brown D.L, Kao WW-Y, and Greenhalgh DG. Apoptosis down-regulates inflammation
under the advancing epithelial wound edge: delayed patterns in diabetes and
improvement with topical growth factors. Surgery 121:372-380 (1997).

Brown MJ, Loew LM. Electric field-directed fibroblast locomotion involves cell surface
molecular reorganization and is calcium independent. J Cell Biol. 127(1):117-28, 1994.

Cao B, Zheng B, Jankowski RJ, Kimura S, Ikezawa M, Deasy B, Cummins J, Epperly M,
Qu-Petersen Z, Huard J. Muscle stem cells differentiate into haematopoietic lineages but
retain myogenic potential. Nat Cell Biol. 5(7):640-6, 2003.

Chambers I, Smith A. Self-renewal of teratocarcinoma and embryonic stem cells.
Oncogene. 23(43):7150-60, 2004.

Chang MY, Son H, Lee YS, Lee SH. Neurons and astrocytes secrete factors that cause
stem cells to differentiate into neurons and astrocytes, respectively. Mol Cell Neurosci.
23(3):414-26, 2003.

Chesnoy S, Lee PY, Huang L. Intradermal injection of transforming growth factor-betal
gene enhances wound healing in genetically diabetic mice. Pharm Res. 20: 345-50, 2003.

Cho MR, Thatte HS, Lee RC, Golan DE. Integrin-dependent human macrophage
migration induced by oscillatory electrical stimulation. Ann Biomed Eng. 28:234-43,
2000.

Christner PJ, Artlett CM, Conway RF, Jimenez SA. Increased numbers of microchimeric
cells of fetal origin are associated with dermal fibrosis in mice following injection of
vinyl chloride. Arthritis Rheum 43:2598-605, 2000.

Clark RA. Regulation of fibroplasia in cutaneous wound repair. Am J Med Sci.
306(1):42-8, 1993.

Clark RAF. Wound repair. Overview and genereal considerations. In: Clark RAF, editor.
Moelcular and Cellular Biology of Wound Repair. New York: Plenum Press, 3-50, 1996.

Coats TJ, Edwards C, Newton R, Staun E. The effect of gel burns dressings on skin
temperature. Emerg Med J 2002 May;19 (3):224-5

Corbel M, Boichot E, Lagente V. Role of gelatinases MMP-2 and MMP-9 in tissue
remodeling following acute lung injury. Braz J] Med Biol Res. 33(7):749-54, 2000.

Cowin AJ, Hatzirodos N, Holding CA, Dunaiski V, Harries RH, Rayner TE, Fitridge R,
Cooter RD, Schultz GS, Belford DA. Effect of healing on the expression of transforming

growth factor beta(s) and their receptors in chronic venous leg ulcers. Invest Dermatol
117(5):1282-9, 2001.

88


http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Chambers+I%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Smith+A%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Clark+RA%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Corbel+M%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Boichot+E%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Lagente+V%22%5BAuthor%5D

38.

39.

40.

41.

42.

43.

44,

45.

46.

47.

48.

49.

Crameri RM, Weston A, Climstein M, Davis GM, Sutton JR. Effects of electrical
stimulation-induced leg training on skeletal muscle adaptability in spinal cord injury.
Scand J Med Sci Sports. 12:316-22, 2002.

Crevenna R, Mayr W, Keilani M, Pleiner J, Nuhr M, Quittan M, Pacher R, Fialka-Moser
V, Wolzt M. Safety of a combined strength and endurance training using neuromuscular

electrical stimulation of thigh muscles in patients with heart failure and bipolar sensing
cardiac pacemakers. Wien Klin Wochenschr. 115:710-4, 2003.

Cudkowicx G, Upton AC, Smith LH, Gosslee DG, Hughes WL. Udkowicz G, Upton AC,
Smith LH, Gosslee DG, Hughes WL. An approach to the characterization of stem cells in
mouse bone marrow. Ann N Y Acad Sci. 114:571-85, 1964.

Curran MP, Plosker GL. Bilayered bioengineered skin substitute (Apligraf): a review of
its use in the treatment of venous leg ulcers and diabetic foot ulcers. BioDrugs.
16(6):439-55, 2002.

Davidson JM, Whitsitt JS, Pennington B, Ballas CB, Eming S. Gene therapy of wounds
with growth factors. Curr Top Pathol 93: 111-21, 1999.

Deasy BM, Huard J. Gene therapy and tissue engineering based on muscle-derived stem
cells. Curr Opin Mol Ther. 4(4):382-9, 2002.

Decline F, Okamoto O, Mallein-Gerin F, Helbert B, Bernaud J, Rigal D, Rousselle P.
Keratinocyte motility induced by TGF-betal is accompanied by dramatic changes in
cellular interactions with laminin 5. Cell Motil Cytoskeleton. 54:64-80, 2003.

Dennler S, Goumans MJ, ten Dijke P. Transforming growth factor beta signal
transduction. J Leukoc Biol. 71(5):731-40, 2002

Dijke P., Goumans M. J., Itoh F., Itoh S. Regulation of cell proliferation by Smad
proteins. J. Cell. Physiol., 191: 1-16, 2002.

Dipietro LA, Reintjes MG, Low QE, Levi B, Gamelli RL. Modulation of macrophage
recruitment into wounds by monocyte chemoattractant protein-1. Wound Repair Regen.
9(1):28-33,2001.

Drukker M, Katz G, Urbach A, Schuldiner M, Markel G, Itskovitz-Eldor J, Reubinoff B,
Mandelboim O, Benvenisty N. Characterization of the expression of MHC proteins in

human embryonic stem cells. Proc Natl Acad Sci U S A. 99(15):9864-9, 2002.

Engelhardt M, Lubbert M, Guo Y. CD34(+) or CD34(-): which is the more primitive?
Leukemia. 16(9):1603-8, 2002.

89


http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22CUDKOWICZ+G%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22UPTON+AC%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22SMITH+LH%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22GOSSLEE+DG%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22HUGHES+WL%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Curran+MP%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Plosker+GL%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Dennler+S%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Goumans+MJ%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22ten+Dijke+P%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Dipietro+LA%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Reintjes+MG%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Low+QE%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Levi+B%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Gamelli+RL%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Drukker+M%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Katz+G%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Urbach+A%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Schuldiner+M%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Markel+G%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Itskovitz%2DEldor+J%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Reubinoff+B%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Mandelboim+O%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Benvenisty+N%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Engelhardt+M%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Lubbert+M%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Guo+Y%22%5BAuthor%5D

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

Enoch S, Price P. Cellular, molecular and biochemical differences in the pathophysiology
of healing between acute wounds, chronic wounds and wounds in the aged. World Wide
Wounds, 2004.

Evans RD, Foltz D, Foltz K. Electrical stimulation with bone and wound healing. Clin
Podiatr Med Surg. 18:79-95, 2001.

Falanga V. Advanced treatment for non-healing chronic wounds. EWMA Journal 4(2):
11-13, 2004.

Ferguson MW, O'Kane S. Scar-free healing: from embryonic mechanisms to adult
therapeutic intervention. Philos Trans R Soc Lond B Biol Sci. 359(1445):839-50, 2004.

Feugate JE, Li Q, Wong L, Martins-Green M. The cxc chemokine cCAF stimulates
differentiation of fibroblasts into myofibroblasts and accelerates wound closure. J Cell
Biol. 156(1):161-72, 2002.

Flaumenhaft R, Kojima S, Abe M, Ritkin DB. Activation of latent transforming growth
factor beta. Adv Pharmacol 24: 51-76, 1993b.

Fowlis DJ, Cui W, Johnson SA, Balmain A, Akhurst RJ. Altered epidermal cell growth
control in vivo by inducible expression of transforming growth factor beta 1 in the skin of
transgenic mice. Cell Growth Differ. 7(5):679-87, 1996.

Frank S, Madlener M, Werner S. Transforming growth factors betal, beta2, and beta3
and their receptors are differentially regulated during normal and impaired wound
healing. J Biol Chem. 271(17):10188-93, 1996.

Gabbiani G, Le Lous M, Bailey AJ, Bazin S, Delaunay A. Collagen and myofibroblasts
of granulation tissue. A chemical, ultrastructural and immunologic study. Virchows Arch
B Cell Pathol. 21(2):133-45, 1976.

Gallucci RM, Sugawara T, Yucesoy B, Berryann K, Simeonova PP, Matheson JM, Luster
MI. Interleukin-6 treatment augments cutanecous wound healing in immunosuppressed

mice. J Interferon Cytokine Res. 21: 603-9, 2001.

Gardner SE, Frantz RA, Schmidt FL. Effect of electrical stimulation on chronic wound
healing: a meta-analysis. Wound Repair Regen. 7:495-503, 1999.

Garlick JA, Parks WC, Welgus HG, Taichman LB. Re-epithelialization of human oral
keratinocytes in vitro. J Dent Res. 75: 912-8, 1996.

Garlick JA, Taichman LB. Effect of TGF-beta 1 on re-epithelialization of human
keratinocytes in vitro: an organotypic model. J Invest Dermatol. 103: 554-9, 1994.

90


http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Ferguson+MW%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22O%27Kane+S%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Frank+S%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Madlener+M%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Werner+S%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=PubMed&cmd=Search&term=%22Gabbiani+G%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=PubMed&cmd=Search&term=%22Le+Lous+M%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=PubMed&cmd=Search&term=%22Bailey+AJ%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=PubMed&cmd=Search&term=%22Bazin+S%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=PubMed&cmd=Search&term=%22Delaunay+A%22%5BAuthor%5D

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

74.

75

76.

Garlick JA, Taichman LB. Fate of human keratinocytes during reepithelialization in an
organotypic culture model. Lab Invest. 70:916-24, 1994.

Gerecht-Nir S, Itskovitz-Eldor J. The promise of human embryonic stem cells. Best Pract
Res Clin Obstet Gynaecol. 18(6):843-52, 2004.

Glasspool-Malone J, Somiari S, Drabick JJ, Malone RW. Efficient nonviral cutaneous
transfection. Mol Ther. 2:140-6, 2000.

Gray P. The Microtomist’s Formulary and Guide, Robert E. Kreuger Publishing Co., Inc.,
New York, 1975.

Greenhalgh DG, Sprudel KH, Murray MJ, Ross R. PDGF and FGF stimulate wound
healing in the genetically diabetic mouse. Am J Pathol 136:1235-1246, 1990.

Grose R, Werner S. Wound-healing studies in transgenic and knockout mice. Mol
Biotechnol. 28(2):147-66, 2004.

Gussoni E, Blau HM, Kunkel LM. The fate of individual myoblasts after transplantation
into muscles of DMD patients. Nat Med 3:970-7, 1997.

Gussoni E, Soneoka Y, Strickland CD, Buzney EA, Khan MK, Flint AF, Kunkel LM,
Mulligan RC. Dystrophin expression in the mdx mouse restored by stem cell
transplantation. Nature. 401(6751):390-4, 1999.

Haber M, Cao Z, Panjwani N, Bedenice D, Li WW, Provost PJ. Effects of growth factors
(EGF, PDGF-BB and TGF-beta 1) on cultured equine epithelial cells and keratinocytes:
implications for wound healing. Vet Ophthalmol. 6(3):211-7, 2003.

Hall BM, Jelbart ME, Dorsch SE. Suppressor T cells in rats with prolonged cardiac

allograft survival after treatment with cyclosporine. Transplantation. 37(6):595-600,
1984.

Hashimoto K. Regulation of keratinocyte function by growth factors. J Dermatol Sci. 24
Suppl 1:S546-50, 2000.

Hebda PA. Stimulatory effects of transforming growth factor-beta and epidermal growth
factor on epidermal cell outgrowth from porcine skin explant cultures. J Invest Dermatol.
91(5):440-5, 1988.

. Heller R, Gilbert R, Jaroszeski M. Clinical applications of electrochemotherapy. Adv

Drug Del Rev 35: 119-129,1999.
Heller R, Schultz J, Lucas ML, Jaroszeski MJ, Heller LC, Gilbert RA, Moelling K,

Nicolau C. Intradermal delivery of interleukin-12 plasmid DNA by in vivo
electroporation. DNA Cell Biol. 20:21-6, 2001.

91


http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Gerecht%2DNir+S%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Itskovitz%2DEldor+J%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Grose+R%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Werner+S%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Gussoni+E%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Soneoka+Y%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Strickland+CD%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Buzney+EA%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Khan+MK%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Flint+AF%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Kunkel+LM%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Mulligan+RC%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Haber+M%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Cao+Z%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Panjwani+N%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Bedenice+D%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Li+WW%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Provost+PJ%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Hashimoto+K%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Hebda+PA%22%5BAuthor%5D

77.

78.

79.

80.

81.

82.

3.

&4.

85.

86.

87

88.

Hofman CR, Dileo JP, Li Z, Li S, Huang L. Efficient in vivo gene transfer by PCR
amplified fragment with reduced inflammatory activity. Gene Ther. 8(1):71-4, 2001.

Hou G, Mulholland D, Gronska MA, Bendeck MP. Type VIII collagen stimulates smooth
muscle cell migration and matrix metalloproteinase synthesis after arterial injury. Am J
Pathol. 156(2):467-76, 2000.

Houghton PE, Kincaid CB, Lovell M, Campbell KE, Keast DH, Woodbury MG, Harris
KA. Effect of electrical stimulation on chronic leg ulcer size and appearance. Phys Ther.
83(1):17-28, 2003.

Howell JC, Yoder MC, Srour EF. Hematopoietic potential of murine skeletal muscle-
derived CD45(-)Sca-1(+)c-kit(-) cells. Exp Hematol. 30(8):915-24, 2002.

Isner JM, Baumgartner I, Rauh G, Schainfeld R, Blair R, Manor O, Razvi S, Symes JF.
Treatment of thromboangiitis obliterans (Buerger's disease) by intramuscular gene

transfer of vascular endothelial growth factor: preliminary clinical results. J Vasc Surg.
28(6):964-73, 1998.

Ito Y, Sarkar P, Mi Q, Wu N, Bringas P Jr, Liu Y, Reddy S, Maxson R, Deng C, Chai Y.
Overexpression of Smad2 reveals its concerted action with Smad4 in regulating TGF-
beta-mediated epidermal homeostasis. Dev Biol. 236:181-94, 2001.

Iwakura A, Tabata Y, Koyama T, Doi K, Nishimura K, Kataoka K, Fujita M, Komeda M.
Gelatin sheet incorporating basic fibroblast growth factor enhances sternal healing after

harvesting bilateral internal thoracic arteries. J Thorac Cardiovasc Surg. 126(4):1113-20,
2003.

Janat MF, Liau G. Transforming growth factor beta 1 is a powerful modulator of platelet-
derived growth factor action in vascular smooth muscle cells. J Cell Physiol. 150(2):232-
42, 1992.

Jaroszeski MJ, Gilbert R, Heller R. Electrochemotherapy: an emerging drug delivery
method for the treatment of cancer. Adv Drug Del Rev 26: 185-197, 1997.

Jeong B, Bae YH, Kim SW. Drug release from biodegradable injectable thermosensitive
hydrogel of PEG-PLGA-PEG triblock copolymers. J Control Release. 63(1-2):155-63,
2000.

.Jeong B, Bae YH, Kim SW. In situ gelation of PEG-PLGA-PEG triblock copolymer

aqueous solutions and degradation thereof. J. Biomed. Mater. Res. 50:171-77, 2000.

Jeong B, You H, Sung W. Biodegradable thermosensitve micelles of PEG-PLGA-PEG
triblock copolymers. Colloids and Surfaces B: Biointerfaces 16: 185-93, 1999.

92


http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Hofman+CR%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Dileo+JP%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Li+Z%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Li+S%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Huang+L%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Howell+JC%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Yoder+MC%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Srour+EF%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Janat+MF%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Liau+G%22%5BAuthor%5D

&9.

90.

91.

92.

93.

94.

95.

96.

97.

98.

99.

100.

Jester JV, Petroll WM, Cavanagh HD. Corneal stromal wound healing in refractive
surgery: the role of myofibroblasts. Prog Retin Eye Res. 18(3):311-56, 1999.

Jude EB, Blakytny R, Bulmer J, Boulton AJ, Ferguson MW. Transforming growth factor-
beta 1, 2, 3 and receptor type I and II in diabetic foot ulcers. Diabet Med 19:440-7, 2002.

Kamiya H, Fujimura Y, Matsuoka I, Harashima H. Visualization of intracellular
trafficking of exogenous DNA delivered by cationic liposomes. Biochem Biophys Res
Commun. 298(4):591-7, 2002.

Kane J , Hebda PA, Mansbridge JN, Hanawalt PC. Direct evidence for spatial and
temporal regulation of transforming growth factor beta 1 expression during cutaneous
wound healing. J Cell Physiol.148(1):157-73, 1991.

Kaye GI. The futility of electron microscopy in determining the origin of poorly
differentiated soft tissue tumors. Prog Surg Pathol.1981; 3: 171-179

Kimberley TJ, Carey JR. Neuromuscular electrical stimulation in stroke rehabilitation.
Minn Med. 85:34-7,2002.

Junqueira LC, Assis Figueiredo MT, Torloni H, Montes GS. Differential histologic
diagnosis of osteoid: A study on the human osteosarcoma collagen by the histochemical
picrosirius-polarization method. J of Pathology, 148:189-196, 1986.

Lacasse FX, Filion MC, Phillips NC, Escher E, McMullen JN, Hildgen P. Influence of
surface properties at biodegradable microsphere surfaces: effects on plasma protein
adsorption and phagocytosis. Pharm Res. 15(2):312-7, 1998.

Lanning DA, Diegelmann RF, Yager DR, Wallace ML, Bagwell CE, Haynes JH.
Myofibroblast induction with transforming growth factor-betal and -beta3 in cutaneous
fetal excisional wounds. J Pediatr Surg 35:183-7; discussion 187-8, 2000.

Lanning DA, Nwomeh BC, Montante SJ, Yager DR, Diegelmann RF, Haynes JH. TGF-
betal alters the healing of cutaneous fetal excisional wounds. J Pediatr Surg. 34(5):695-
700, 1999.

Lee DY, Nam JH, Byun Y. Effect of polyethylene glycol grafted onto islet capsules on
prevention of splenocyte and cytokine attacks. J Biomater Sci Polym Ed. 15(6):753-66,
2004.

Lee JY, Qu-Petersen Z, Cao B, Kimura S, Jankowski R, Cummins J, Usas A,

Gates C, Robbins P, Wernig A, Huard J. Clonal isolation of muscle-derived cells capable
of enhancing muscle regeneration and bone healing. J Cell Biol. 150(5):1085-100, 2000.

93


http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Hebda+PA%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Mansbridge+JN%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Hanawalt+PC%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Junqueira+LC%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Assis+Figueiredo+MT%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Torloni+H%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Montes+GS%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Lee+JY%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Qu%2DPetersen+Z%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Cao+B%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Kimura+S%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Jankowski+R%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Cummins+J%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Usas+A%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Gates+C%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Robbins+P%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Wernig+A%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Huard+J%22%5BAuthor%5D

101. Lee PY, Chesnoy S, Huang L. Electroporatic delivery of TGF-betal gene works
synergistically with electric therapy to enhance diabetic wound healing in db/db mice. J
Invest Dermatol. 123(4):791-8, 2004.

102. Lee PY, Li Z, Huang L. Thermosensitive hydrogel as a Tgf-betal gene delivery
vehicle enhances diabetic wound healing. Pharm Res. 20(12):1995-2000, 2003.

103. Lerman OZ, Galiano RD, Armour M, Levine JP, Gurtner GC. Cellular
dysfunction in the diabetic fibroblast: impairment in migration, vascular endothelial
growth factor production, and response to hypoxia. Am J Pathol. 162(1):303-12 2003.

104. Lewis JP, Trobaugh FE Jr. Haematopoietic stem cells. Nature. 204:589-90, 1964.

105. Li Y, Foster W, Deasy BM, Chan Y, Prisk V, Tang Y, Cummins J, Huard J.
Transforming growth factor-betal induces the differentiation of myogenic cells into

fibrotic cells in injured skeletal muscle: a key event in muscle fibrogenesis. Am J Pathol.
164(3):1007-19, 2004.

106. Li Z, Ning W, Wang J, Choi A, Lee PY, Tyagi P, Huang L. Controlled gene
delivery system based on thermosensitive biodegradable hydrogel. Pharm Res.
20(6):884-8, 2003.

107. Liu F, Huang L. A syringe electrode device for simultaneous injection of DNA
and electrotransfer. Mol Ther. 5:323-8, 2002.

108. Lobmann R, Ambrosch A, Schultz G, Waldmann K, Schiweck S, Lehnert H.
Expression of matrix-metalloproteinases and their inhibitors in the wounds of diabetic
and non-diabetic patients. Diabetologia. 45(7):1011-6, 2002.

109. Lombry C, Dujardin N, Preat V. Transdermal delivery of macromolecules using
skin electroporation. Pharm Res.17(1):32-7, 2000.

110. Loots MA, Lamme EN, Zeegelaar J, Mekkes JR, Bos JD, Middelkoop E.
Differences in cellular infiltrate and extracellular matrix of chronic diabetic and venous
ulcers versus acute wounds. J Invest Dermatol. 111(5):850-7, 1998.

I11. Maier F, Bornemann A. Comparison of the muscle fiber diameter and satellite cell
frequency in human muscle biopsies. Muscle Nerve. 22(5):578-83, 1999.

112. Marston WA, Hanft J, Norwood P, Pollak R; Dermagraft Diabetic Foot Ulcer
Study Group. The efficacy and safety of Dermagraft in improving the healing of chronic

diabetic foot ulcers: results of a prospective randomized trial. Diabetes Care. 26(6):1701-
5, 2003.

94


http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22LEWIS+JP%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22TROBAUGH+FE+Jr%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Li+Z%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Ning+W%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Wang+J%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Choi+A%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Lee+PY%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Tyagi+P%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Huang+L%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Lobmann+R%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Ambrosch+A%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Schultz+G%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Waldmann+K%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Schiweck+S%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Lehnert+H%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Maier+F%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Bornemann+A%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Marston+WA%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Hanft+J%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Norwood+P%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Pollak+R%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Dermagraft+Diabetic+Foot+Ulcer+Study+Group%22%5BCorporate+Author%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Dermagraft+Diabetic+Foot+Ulcer+Study+Group%22%5BCorporate+Author%5D

113. Martin M, Lefaix JL and Delanian S, TGF-[11 and radiation fibrosis: a master
switch and a specific therapeutic target. Int. J. Radiat. Oncol. Biol . Phys. 47: 277-290,
2000.

114. Martin P, Hopkinson-Woolley J, McCluskey J. Growth factors and cutaneous
wound repair. Prog Growth Factor Res. 4(1):25-44, 1992.

115. Martin P. Wound healing — aiming for perfect skin regeneration. Science 276: 75-
81, 1997.

116. Mason DW, Morris PJ. Effector mechanisms in allograft rejection. Annu Rev
Immunol. 4:119-45, 1986.

117. McCulloch JM, Kloth LC,. Feedar JA. Wound healing: alternatives in
management F.A. Davis., Philadelphia, PA, 1995.

118. Menasche P. Skeletal muscle satellite cell transplantation. Cardiovasc Res.
58(2):351-7, 2003.

119. Meuli M, Liu Y, Liggitt D, Kashani-Sabet M, Knauer S, Meuli-Simmen C,
Harrison MR, Adzick NS, Heath TD, Debs RJ. Efficient gene expression in skin wound
sites following local plasmid injection. J Invest Dermatol. 116(1):131-5, 2001.

120. Milton AD, Fabre JW. Massive induction of donor-type class I and class II major
histocompatibility complex antigens in rejecting cardiac allografts in the rat. J Exp Med.
161(1):98-112, 1985.

121. Mohan R, Chintala SK, Jung JC, Villar WV, McCabe F, Russo LA, Lee Y,
McCarthy BE, Wollenberg KR, Jester JV, Wang M, Welgus HG, Shipley JM, Senior
RM, Fini ME. Matrix metalloproteinase gelatinase B (MMP-9) coordinates and effects
epithelial regeneration. J Biol Chem. 277(3): 2065-72, 2002.

122. Mohan R, Chintala SK, Jung JC, Villar WV, McCabe F, Russo LA, Lee Y,
McCarthy BE, Wollenberg KR, Jester JV, Wang M, Welgus HG, Shipley JM, Senior
RM, Fini ME. Matrix metalloproteinase gelatinase B (MMP-9) coordinates and effects
epithelial regeneration. J Biol Chem. 277(3):2065-72, 2002.

123. Morgen JE, Patridge T. Muscle satellite cells. Int J Biochem Cell
Biol.35(8):1151-6, 2003.

124. Murry CE, Whitney ML, Reinecke H. Muscle cell grafting for the treatment and
prevention of heart failure. J Card Fail. 8(6 Suppl):S532-41, 2002.

125. Mustoe TA, Pierce GF, Morishima C, Deuel TF. Growth factor-induced

acceleration of tissue repair through direct and inductive activities in a rabbit dermal
ulcer model. J Clin Invest. 87:694-703,1991.

95


http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Martin+P%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Hopkinson%2DWoolley+J%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22McCluskey+J%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Menasche+P%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Mohan+R%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Chintala+SK%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Jung+JC%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Villar+WV%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22McCabe+F%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Russo+LA%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Lee+Y%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22McCarthy+BE%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Wollenberg+KR%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Jester+JV%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Wang+M%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Welgus+HG%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Shipley+JM%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Senior+RM%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Senior+RM%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Fini+ME%22%5BAuthor%5D

126. Neumann E, Kakorin S, Toensing K. Fundamentals of electroporative delivery of
drugs and genes. Bioelectrochem Bioenerg. 48(1):3-16, 1999.

127. Niezgoda JA, Van Gils CC, Frykberg RG, Hodde JP; OASIS Diabetic Ulcer
Study Group. Randomized Clinical Trial Comparing OASIS Wound Matrix to Regranex
Gel for Diabetic Ulcers. Adv Skin Wound Care. 18(5):258-266, 2005.

128. Nishikawa M, Huang L. Nonviral vectors in the new millennium: Delivery
barriers in gene transfer. Hum Gene Ther 12(8):861-70, 2001.

129. Okumura M, Okuda T, Nakamura T, Yajima M. Acceleration of wound healing in
diabetic mice by basic fibroblast growth factor. Biol Pharm Bull. 19(4):530-5, 1996.

130. Orlic D, Kajstura J, Chimenti S, Bodine DM, Leri A, Anversa P. Transplanted
adult bone marrow cells repair myocardial infarcts in mice. Ann N Y Acad Sci. 938:221-
9,2001.

131. Orlic D, Kajstura J, Chimenti S, Limana F, Jakoniuk I, Quaini F, Nadal-Ginard B,
Bodine DM, Leri A, Anversa P. Mobilized bone marrow cells repair the infarcted heart,
improving function and survival. Proc Natl Acad Sci U S A. 98(18):10344-9, 2001.

132. Pecoraro RE, Reiber GE, Burgess EM. Causal Pathway to amputation: basis for
prevention. Diabetes Care 13:513-521, 1990.

133. Peng H, Huard J. Muscle-derived stem cells for musculoskeletal tissue
regeneration and repair. Transpl Immunol. 12(3-4):311-9, 2004.

134. Peng H, Huard J. Stem cells in the treatment of muscle and connective tissue
diseases. Curr Opin Pharmacol. 3(3): 329-33, 2003.

135. Penn MS, Zhang M, Deglurkar I, Topol EJ. Role of stem cell homing in
myocardial regeneration. Int J Cardiol. 95 Suppl 1:S23-5, 2004.

136. Pfutzner W, Vogel JC. Advances in skin gene therapy. Expert Opin Investig
Drugs. 9(9):2069-83, 2000.

137. Phillips TJ, Manzoor J, Rojas A, Isaacs C, Carson P, Sabolinski M, Young J,
Falanga V. The longevity of a bilayered skin substitute after application to venous ulcers.

Arch Dermatol. 138(8):1079-81, 2002.

138. Pliquett U. Mechanistic studies of molecular transdermal transport due to skin
electroporation. Adv Drug Deliv Rev. 35(1):41-60, 1999.

139. Pluen A, Boucher Y, Ramanujan S, McKee TD, Gohongi T, di Tomaso E, Brown
EB, Izumi Y, Campbell RB, Berk DA, Jain RK. Role of tumor-host interactions in

96


http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Niezgoda+JA%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Van+Gils+CC%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Frykberg+RG%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Hodde+JP%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22OASIS+Diabetic+Ulcer+Study+Group%22%5BCorporate+Author%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22OASIS+Diabetic+Ulcer+Study+Group%22%5BCorporate+Author%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Pfutzner+W%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Vogel+JC%22%5BAuthor%5D

interstitial diffusion of macromolecules: Cranial vs. subcutaneous tumors Proc Natl Acad
Sci U S A. 10;98(8):4628-33, 2001.

140. Price RD, Das-Gupta V, Harris PA, Leigh IM, Navsaria HA. The role of allogenic
fibroblasts in an acute wound healing model. Plast Reconstr Surg. 113(6):1719-29, 2004.

141. Puolakkainen PA, Twardzik DR, Ranchalis JE, Pankey SC, Reed MJ, Gombotz
WR. The enhancement in wound healing by transforming growth factor-beta 1 (TGF-beta
1) depends on the topical delivery system. J Surg Res. 58(3):321-9, 1995.

142. Qu Z, Balkir L, van Deutekom JC, et al. Development of approaches to improve
cell survival in myoblast transfer therapy. J Cell Biol. 142:1257-67, 1998.

143. Quagliano D, Nanney LB, Ditesheim JA, and Davidson JM. Transforming growth
factor-beta stimulates wound healing and modulates extracellular matrix gene expression
in pig skin: incisional wound model. J. Invest. Derm. 97:34-42 (1991).

144. Qu-Peterson, Deasy B, Jankowski RJ et al. Identification of a novel population of
muscle stem cells in mice: potential for muscle regeneration. J Cell Biol 157:851-64,
2002.

145. Riches D. Macrophage involvement in wound repair, remodeling and fibrosis. In:
Clark RAF, editor. The molecular and cellular biology of wound repair. New York:
Plenum Press,1996:95-131.

146. Frank S, Madlener M, Werner S. Transforming growth factors B1, B2, and B3 and
their receptors are differentially regulated during normal and impaired wound healing. J.
Biol. Chem. 271:10188-10193, 1996.

147. Sakuda H, Nakashima Y, Kuriyama S, Sueishi K. Media conditioned by smooth
muscle cells cultured in a variety of hypoxic environments stimulates in vitro
angiogenesis. A relationship to transforming growth factor-beta 1. Am J

Pathol.141:1507-16, 1992.

148. Satoh H, Kishi K, Tanaka T, Kubota Y, Nakajima T, Akasaka Y, Ishi T.
Transplanted mesenchymal stem cells are effective for skin regernation in acute
cutaneous wounds. Cell Transplatation. 13:405-12, 2004.

149. Sawada Y, Suzuki T, Hatayama I, Sone K. Silicone gel including antimicrobial
agent. Br J Plast Surg. 43(1):78-82, 1990.

150. Sawamura D, Meng X, Ina S, Ishikawa H, Tamai K, Nomura K, Hanada K,
Hashimoto I, Kaneda Y. In vivo transfer of a foreign gene to keratinocytes using the
hemagglutinating virus of Japan-liposome method. J Invest Dermatol. 108(2):195-9,
1997.

97



151. Schmid P, Cox D, Bilbe G, McMaster G, Morrison C, Stahelin H, Luscher N,
Seiler W. TGF-beta s and TGF-beta type II receptor in human epidermis: differential
expression in acute and chronic skin wounds. J Pathol. 171(3):191-7, 1993.

152. Schuierer MM, Mann CJ, Bildsoe H, Huxley C, Hughes SM. Analyses of the
differentiation potential of satellite cells from myoD-/-, mdx, and PMP22 C22 mice.
BMC Musculoskelet Disord. 6(1):15, 2005.

153. Scott PG, Chambers M, Johnson BW, Williams HT. Experimental wound healing:
increased breaking strength and collagen synthetic activity in abdominal fascial wounds
healing with secondary closure of the skin. Br J Surg. 72(10):777-9, 1985.

154. Seibold JR, Uitto J, Dorwart BB, Prockop DJ. Collagen synthesis and collagenase
activity in dermal fibroblasts from patients with diabetes and digital sclerosis. J Lab Clin
Med. 105(6):664-7, 1985.

155. Shen HC, Peng H, Usas A, Gearhart B, Cummins J, Fu FH, Huard J. Ex vivo gene
therapy-induced endochondral bone formation: comparison of muscle-derived stem cells
and different subpopulations of primary muscle-derived cells. Bone. 34(6):982-92, 2004.

156. Shen HC, Peng H, Usas A, Gearhart B, Fu FH, Huard J. Structural and functional
healing of critical-size segmental bone defects by transduced muscle-derived cells
expressing BMP4. J Gene Med. 6(9):984-91, 2004.

157. Sidhu G.S., Mani H.M., Gaddipati J.P., Singh A.K., Seth P., Banaudha K.K.,
Patnaik G.K. and Maheshwari R.K. Curcumin enhances wound healing in stretozocin
induced diabetic rats and genetically diabetic mice. Wound Rep Reg. 7:362-374, 1999.

158. Simmons JG, Pucilowska JB, Keku TO, Lund PK. IGF-I and TGF-betal have
distinct effects on phenotype and proliferation of intestinal fibroblasts. Am J Physiol
Gastrointest Liver Physiol.283(3):G809-18, 2002.

159. Sinanan AC, Hunt NP, Lewis MP. Human adult craniofacial muscle-derived cells:
neural-cell adhesion-molecule (NCAM; CD56)-expressing cells appear to contain
multipotential stem cells. Biotechnol Appl Biochem. 40(Pt 1):25-34, 2004.

160. Singer A, Clark R. Cutaneous wound Healing. New Eng J Med 341:738-46, 1999.

161. Singer AJ, Clark AF Cutaneous wound healing. New. Engl. J. Med. 341 (10):
738-746, 1999.

162. Smiell JM, Wieman TJ, Steed DL, Perry BH, Sampson AR, Schwab BH. Efficacy
and safety of becaplermin (recombinant human platelet-derived growth factor-BB) in
patients with nonhealing, lower extremity diabetic ulcers: a combined analysis of four
randomized studies. Wound Repair Regen. 7(5):335-46, 1999.

98


http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Schmid+P%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Cox+D%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Bilbe+G%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22McMaster+G%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Morrison+C%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Stahelin+H%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Luscher+N%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Seiler+W%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Schuierer+MM%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Mann+CJ%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Bildsoe+H%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Huxley+C%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Hughes+SM%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Smiell+JM%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Wieman+TJ%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Steed+DL%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Perry+BH%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Sampson+AR%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Schwab+BH%22%5BAuthor%5D

163. Somiari S, Glasspool-Malone J, Drabick JJ, Gilbert RA, Heller R, Jaroszeski MJ,
Malone RW. Theory and in vivo application of electroporative gene delivery. Mol Ther.
2:178-87,2000.

164. Spirito F, Meneguzzi G, Danos O, Mezzina M. Cutaneous gene transfer and
therapy: the present and the future. J Gene Med. 3(1):21-31, 2001.

165. Stepanovic V, Awad O, Jiao C, Dunnwald M, Schatteman GC. Leprdb diabetic
mouse bone marrow cells inhibit skin wound vascularization but promote wound healing.
Circ Res. 92(11):1247-53, 2003.

166. Stocum DL. Stem cells in regenerative biology and medicine Wound Rep Reg.
9:429-442,2001.

167. Strutz F, Zeisberg M, Renziehausen A, Raschke B, Becker V, van Kooten C,
Muller G. TGF-beta 1 induces proliferation in human renal fibroblasts via induction of
basic fibroblast growth factor (FGF-2). Kidney Int. 59(2):579-92, 2001

168. Suzuki T, Shin BC, Fujikura K, Matsuzaki T, Takata K. Direct gene transfer into
rat liver cells by in vivo electroporation. FEBS Lett. 425 :436-40, 1998.

169. Sweat, F. Puchtler, H. and Rosenthal, S. Sirius red F3BA as stain for connective
tissue. Archs Pathology 78: 69-72, 1964.

170. Theoret CL, Barber SM, Moyana TN, Gordon JR. Preliminary observations on
expression of transforming growth factors betal and beta3 in equine full-thickness skin
wounds healing normally or with exuberant granulation tissue. Vet Surg 31:266-73, 2002.

171. Tiedemann H, Asashima M, Grunz H, Knochel W. Pluripotent cells (stem cells)
and their determination and differentiation in early vertebrate embryogenesis. Dev
Growth Differ. 43(5):469-502, 2001.

172. Titomirov AV, Sukharev S, Kistanova E. In vivo electroporation and stable
transformation of skin cells of newborn mice by plasmid DNA. Biochim Biophys Acta

1088:131-4, 1991.

173. Tonnesen MG, Feng X, Clark RA. Angiogenesis in wound healing. J Investig
Dermatol Symp Proc. 5(1):40-6, 2000.

174. Tsuboi R, Shi CM, Rifkin DB, Ogawa H. A wound healing model using healing-
impaired diabetic mice. J Dermatol. 19(11):673-5, 1992.

175. Turksen K. Adult stem cells. Humana Press, Totowa, NJ, 2004.

99


http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Spirito+F%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Meneguzzi+G%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Danos+O%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Mezzina+M%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Tiedemann+H%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Asashima+M%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Grunz+H%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Knochel+W%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Tonnesen+MG%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Feng+X%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Clark+RA%22%5BAuthor%5D

176. Tyrone JW, Mogford JE, Chandler LA, Ma C, Xia Y, Pierce GF, Mustoe TA.
Collagen-embedded platelet-derived growth factor DNA plasmid promotes wound
healing in a dermal ulcer model. J Surg Res. 93:230-6, 2000.

177. Udvardi A, Kufferath I, Grutsch H, Zatloukal K, Volc-Platzer B. Uptake of
exogenous DNA via the skin. J Mol Med. 77(10): 744-50, 1999.

178. Vanbever R, LeBoulenge E, Preat V. Transdermal delivery of fentanyl by
electroporation. I. Influence of electrical factors. Pharm Res. 13(4):559-65, 1996.

179. Veves A, Giurini J, LoGerfo F. Diabetic Foot: Medical and Surgical
Management. Humana Press 2002, pp.59-70.

180. Wada MR, Inagawa-Ogashiwa M, Shimizu S, Yasumoto S, Hashimoto N.
Generation of different fates from multipotent muscle stem cells. Development.12
(12):2987-95, 2002.

181. Wall SJ, Sampson MJ, Levell N, Murphy G. Elevated matrix metalloproteinase-2
and -3 production from human diabetic dermal fibroblasts. Br J Dermatol. 149(1):13-6,
2003.

182. Wang E, Zhao M, Forrester JV, McCaig CD. Bi-directional migration of lens
epithelial cells in a physiological electrical field. Exp Eye Res. 76:29-37, 2003.

183. Wang FS, Trester C. Bone Marrow cells and myocardial regeneration. Int J
Hematol. 79(4): 322-7, 2004.

184. Wang J, Gigliotti F, Maggirwar S, Johnston C, Finkelstein JN, Wright TW.
Pneumocystis carinii activates the NF-kappaB signaling pathway in alveolar epithelial
cells. Infect Immun. 73(5):2766-77, 2005.

185. Wang J, Zhang PC, Mao HQ, Leong KW. Enhanced gene expression in mouse
muscle by sustained release of plasmid DNA using PPE-EA as a carrier. Gene Ther 9:
1254-61, 2002.

186. Wataya-Kaneda M, Hashimoto K, Kato M, Miyazono K, Yoshikawa K.
Differential localization of TGF-beta-precursor isotypes in normal human skin. J
Dermatol Sci. 8(1):38-44, 1994.

187. Wetzler C, Kampfer H, Stallmeyer B, Pfeilschifter J, Frank S. Large and
sustained induction of chemokines during impaired wound healing in the genetically
diabetic mouse: prolonged persistence of neutrophils and macrophages during the late
phase of repair. J Invest Dermatol. 115(2): 245-53, 2000.

188. Wiencke EC, Cavazos F, Hall DG, Lucas FV. Ultrastructure of human
endometrial stromal cell during menstrual cycle. Am J Obstet Gynecol. 1968; 102: 65-77.

100


http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Wada+MR%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Inagawa%2DOgashiwa+M%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Shimizu+S%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Yasumoto+S%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Hashimoto+N%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Wall+SJ%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Sampson+MJ%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Levell+N%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Murphy+G%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Wataya%2DKaneda+M%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Hashimoto+K%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Kato+M%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Miyazono+K%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Yoshikawa+K%22%5BAuthor%5D

189. Wiseman DM, Polverini PJ, Kamp DW, Leibovich SJ. Transforming growth
factor-beta (TGF beta) is chemotactic for human monocytes and induces their expression
of angiogenic activity. Biochem Biophys Res Commun. 157(2):793-800, 1988.

190. Wu L, Siddiqui A, Morris DE, Cox DA, Roth SI, Mustoe TA. Transforming
growth factor beta 3 (TGF beta 3) accelerates wound healing without alteration of scar

prominence. Histologic and competitive reverse-transcription-polymerase chain reaction
studies. Arch Surg. 132(7):753-60, 1997.

191. Yamasaki K, Toriu N, Hanakawa Y, Shirakata Y, Sayama K, Takayanagi A,
Ohtsubo M, Gamou S, Shimizu N, Fujii M, Miyazono K, Hashimoto K. Keratinocyte
growth inhibition by high-dose epidermal growth factor is mediated by transforming
growth factor beta autoinduction: a negative feedback mechanism for keratinocyte
growth. J Invest Dermatol. 120:1030-7, 2003.

192. Yang Y, Gil M, Byun SM, Choi I, Pyun KH, Ha H. Transforming growth factor-
betal inhibits human keratinocyte proliferation by upregulation of a receptor-type
tyrosine phosphatase R-PTP-kappa gene expression. Biochem Biophys Res
Commun.228(3):807-12, 1996.

193. Yao F, Eriksson E. Gene therapy in wound repair and regeneration. Wound
Repair Regen. 8:443-51, 2000.

194, Yu. W, Kashani-Sabet M. Liggitt D., Moore D., Heath T.D., Debs, R.J. Topical
gene delivery to murine skin. J Invest Dermatol 112:370-375, 1999.

195. Zaikov, G.E. Quantitative aspects of polymer degradation on the living body.
JMS-Rev. Macromol. Chem.Phys, C25(4):551-97,1985.

196. Zykova SN, Jenssen TG, Berdal M, Olsen R, Myklebust R, Seljelid R. Altered

cytokine and nitric oxide secretion in vitro by macrophages from diabetic type II-like
db/db mice. Diabetes. 49(9): 1451-8, 2000.

101


http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Wiseman+DM%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Polverini+PJ%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Kamp+DW%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Leibovich+SJ%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Wu+L%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Siddiqui+A%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Morris+DE%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Cox+DA%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Roth+SI%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Mustoe+TA%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Yang+Y%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Gil+M%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Byun+SM%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Choi+I%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Pyun+KH%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&term=%22Ha+H%22%5BAuthor%5D

	TABLE OF CONTENTS
	LIST OF FIGURES
	Figure 2.1 The signaling of TGFβ. TGF-β1 signals through heteromeric complexes of type II and type I transmembrane Ser/Thr kinase receptors which then initiate phosphorylation cascades involving receptor-regulated Smads, a co-Smad, and inhibitory Smads.
	Figure 2.2 Luciferase expression in the normal (A) or diabetic (B) skin 24 h postapplication of electroporation using either caliper (white bars) or syringe electrodes (black bars). * p<0.001, comparing data of 100V using syringe electrode with 50V or 0V in (B). n = 6.
	Figure 2.3 TGF-β1 cytokine level 24 h after the following treatments: electroporation only [E], intradermal injection of empty plasmid [ID(TGF)] or plasmid with TGF-β1 gene [ID(empty)], electroporation following intradermal injection of plasmid with [ID(TGF)+E] or without TGF-β1 gene [ID(empty)+E]. ***p<0.001, comparing treatment of TGF-β1 gene by electric pulses with all other treatments. *p<0.05, comparing treatment of TGF-β1 gene by intradermal injection with E, [ID(empty)+E], [ID(empty)], or [untreated] . n = 6.
	Figure 2.4 Wound morphology shown by H&E staining at day 5 postwounding following the treatment without electroporation (A, C & E) or with electroporation (B, D & F). No plasmid (A & B), empty plasmid alone (C & D) or with TGF-β1 gene (E & F). The leading end of epithelial tongue is indicated by black arrows. Epithelial tissue, granulation tissue or smooth muscle are indicated respectively by E, G or SM. Magnification X 100.
	Figure 2.5 Immunostaining for Brdu-positive keratinocytes at the wound edge of epithelium at day 3 postwounding following different treatments. (A) Schematic drawing of a wound indicating the location of cell counts taken (Regions 1 and 2). (B) BrdU-positive cell count at region 1 ( ) or at region 2( ) following different treatments. (n = 3). Region 1 indicates the area of migrating cells. Region 2 indicates the area of proliferating cells.
	Figure 2.6 Wound closure at day 5 postwounding of the untreated (Control) following the applications of electroporation alone (PBSe), intradermal injection of TGF-β1 with (TGFe) or without electroporation (TGF). n=12. * p<0.05, comparing the treatment of TGF-β1 gene with or without electric pulses.
	Figure 2.7 Collagen formation shown by picrosirius staining and polarized microscopy at day 5 postwounding following the treatment of electroporation (B, D&F) or without electroporation (A,C&E). No injection of plasmid (A&B), injection of empty plasmid (C&D) of plasmid with TGF-β1 gene (E&F). Unwounded skin (G). Collagen is indicated as glowing yellowish orange. Epidermal tissue, granulation tissue, adipose tissue and smooth muscle are marked as E, G, A and SM, respectively. Magnification 200X.
	Figure 2.8 Angiogenesis in the granulation tissue at the center of the wound bed (region 3) at day 7 postwounding following the treatment without (A, C&E) or with electroporation. (B, D&F). No injection of plasmid (A&B), injection of empty plasmid (C&D) or plasmid with TGF-β1 gene (E&F). Endothelial cells are indicated by black arrow. Magnification 400X. (G) Endothelial cell count in 3 representative fields. *p<0.05, comparing the treatment of TGF-β1 gene by electric pulses with all other treatments.
	Figure 3.1 Structure of chondroitin sulfate
	Figure 3.2: Time lapse of gene expression in mice, which received free luciferase cDNA (no vehicle), or luciferase cDNA+PEG-PLGA-PEG (vehicle). n=4. **p< 0.02.
	Figure 3.3: Wound closure presented as % closing of the wounds in untreated mice or mice treated with Humatrix, PEG-PLGA-PEG, 200µg TGF-β1 gene with Humatrix or PEG-PLGA-PEG. Large wounds (7x7 mm) were used. n=5. **p<0.01, *p<0.05.
	Figure 3.4 Wound closure presented as % closing of the wound in the untreated mice or mice treated with sodium phosphate buffer (Buffer) or 200µg of empty plasmid with (Buffer + TGF) or without TGF-β1gene in sodium phosphate buffer (Buffer + empty). Large wounds (two 7x7 mm) were used. n=5.
	Figure 3.5 Wound closure presented as % closing of the wound in the untreated mice or mice trated with PEG-PLGA-PEG dissolved in sodium phosphate buffer (gel) or 200µg of empty plasmid mixed with PEG-PLGA-PEG which is dissolved in sodium phosphate buffer (gel+empty). Large wounds (two 7x7 mm) were used. n=5. *p<0.05 when untreated compared with gel or gel+empty.
	Figure 3.6: Hydrogel mediated TGF-β1 gene therapy on the morphology of wounded skin at day 5 postwounding. H&E staining of the wound bed from untreated skin (A), skin treated with wound dressing alone, either Humatrix® (B) or the synthetic hydrogel (D), skin treated with TGF-β1 gene in either Huamtrix® (C) or the synthetic hydrogel (E). Black arrows indicate the end of epithelial tongue. Granulation tissue was indicated by G. Magnification (100X).
	Figure 3.7: Collagen deposition at day 5 postwounding shown by picrosirius red. Skin section were collected from unwounded animal (A), wounded mice which are untreated (B), or treated with PEG-PLGA-PEG alone (C) or with TGF-β1 gene (D). Reddish orange color indicates collagen. Black arrow indicates well-aligned, basket weaved pattern, collagen. 40X magnification.
	Figure 3.8: Cell proliferation at the wound bed measured by immunostaining of BrdU positive cells at day 5. The group treated with copolymer hydrogel, with or without TGF-β1 gene, is significantly different from all other groups. * p<0.01. n =7
	Figure 4.1 (a) Wound closure effect of MDSCs, HSC or MSC mediated by PEG-PLGA-PEG hydrogel copolymer. Wounds were untreated, treated with PEG-PLGA-PEG or with MDSC, MSC or HSC overlaid by sodium phosphate buffer alone (MDSC+buffer, MSC + buffer or HSC+buffer, respectively) or with PEG-PLGA-PEG hydrogel (MDSC+ gel, MSC+gel or HSC+gel, respectively) (b) Wound closure effect by two different application protocols, topical application or injection using MDSCs. Wounds were left untreated (untreated), treated topically with PEG-PLGA-PEG hydrogel alone or with the PEG-PLGA-PEG applied on the MDSCs (cell + gel) or intradermal injection of MDSCs at wound edges followed by the topical application of PEG-PLGA-PEG (cell injection -> gel). (c) Wound closure effect of the mixing and overlaying protocols using MDSC and the PEG-PLGA-PEG hydrogel. Wounds were untreated, treated with PEG-PLGA-PEG (gel), MDSC mixed with the sodium phosphate buffer (cell+ buffer) without or with the hydrogel (cell + gel) and MDSC overlaid by the hydrogel (cell ->gel).n=4. * p<0.05.
	Figure 4.2 The morphology at day 5 postwounding using H& E staining in the wound left untreated (A) and the wound treated with MDSC with the coverage of PEG-PLGA-PEG (B). Arrows indicated the leading end of the epithelial tongue. U indicated the unwounded portion. The epithelium migrated from the unwounded to the wounded tissue toward the left.
	Figure 4.3 The percentage of MDSC remained at the wound bed evaluated by β-gal assay. The wound was treated with the MDSC overlaid by Humatrix (MDSC+ H), 1:1 mixture of Humatrix with the PEG-PLGA-PEG hydrogel (MDSC+ gel/H) or sodium phosphate buffer alone (MDSC+Buffer) or with the PEG-PLGA-PEG hydrogel (MDSC+gel). β-gal assay was evaluated at day 0, 5, 9 or 20 (complete reepithelialization) postwouding. Data was presented after normalization of the background from the untreated wound. n=5. * p<0.05.
	Figure 4.4 Anti β-gal immunostaining of skin sections at 14 days postwounding. (A) Untreated. Wound treated with PEG-PLGA-PEG hydrogel (B), MDSC overlaid with Na phosphate buffer alone (C) or with PEG-PLGA-PEG hydrogel (D). Blue indicates nuclei counterstained by hematoxylin. Grey indicates positively stained β-gal cells (red circles). 200x field.
	Figure 4.5 Double immunofluorescence of anti-β-gal (green) and anti-smooth muscle actin (red) in skin wounds at day 9 postwounding. (A&B) untreated. (C&D) skin was treated with MDSC overlaid with PEG-PLGA-PEG hydrogel. Magnification in 20x field (A&C) or in 40x field in the dermal layer (B&D). Nuclei were counterstained with Hoechst and appeared in blue. Arrows indicate the cell stained positively with both anti-β-gal and anti alpha smooth muscle actin while arrowheads indicate the cell stained positively with anti-β-gal.
	Figure 4.6 Double immunofluorescence of anti-β-gal (green) and anti-F4/80 (A&B), anti-PECAM (C&D) or anti-reticular fibroblasts (E&F) respectively (red) was performed on sections of skin wound at day 9 postwounding. (A, C &E) untreated. (B, D&F) wounded skin was treated with MDSC overlaid by PEG-PLGA-PEG hydrogel. Magnification in 400x field in the dermal layer (B&D). Nuclei were counterstained with Hoechst and appeared in blue. Arrows indicate the cell stained positively with both anti-β-gal and antibody for cell markers while arrowheads indicate the cell stained only positively with anti-β-gal. Panel II demonstrates a zoom in of Panels IB, D &F (from left to right, respectively). Nuclei were counterstained with Hoechst and appeared in blue. Arrows indicate the cell stained positively with both anti-β-gal and antibody for cell markers while arrowheads indicate the cell stained only positively with anti-β-gal. Panel III α- smooth muscle actin (data from Fig 4.5), F4/80, reticular fibroblasts or PECAM-positive cell count that is β-gal positive in (n=5) representative fields. * p<0.05.
	Figure 4.7 Collagen deposition at the wound site mediated by MSC or MDSC. (A) Untreated wound, or wound treated with MSC (B) or MDSC (C) followed by covering of the copolymer hydrogel. Glowing orange indicates collagen Magnification 200x. G indicates the granulation tissue.

	1.0 INTRODUCTION
	1.1 BIOLOGY OF WOUND HEALING
	1.1.1 Normal wound healing
	1.1.1.1 Inflammation
	1.1.1.2 Re-epithelialization
	1.1.1.3 Formation of granulation tissue
	1.1.1.4 Tissue remodeling


	1.2 PATHOLOGIC WOUND HEALING CONDITIONS IN DIABETES
	1.2.1 Abnormal cellular activity
	1.2.2 Defective cytokine production
	1.2.3 Impaired tissue remodeling

	1.3 RECENT DEVELOPMENT OF WOUND THERAPIES
	1.4 TRANSFORMING GROWTH FACTOR-BETA (TGF-) in WOUND HEALING
	1.5 CUTANEOUS DELIVERY OF NAKED DNA IN THE WOUND ENVIRONMENT
	1.6 METHODS FOR DELIVERING NAKED DNA TO SKIN
	1.6.1 Electrical-mediated gene delivery
	1.6.2 Topical gene delivery using biodegradable polymer

	1.7 STEM CELL-MEDIATED THERAPY
	1.7.1 Characteristic of stem cells
	1.7.2 Muscle-derived stem cells (MDSC)
	1.7.3 Bone marrow-derived stem cell (BMDSC)
	1.7.4 Stem cell therapy in wound healing

	1.8 ORGANIZATION OF DISSERTATION

	2.0 WOUND CLOSURE STUDY AND HISTOLOGIC EVALUATION OF THE SYNERGISTIC EFFECT OF ELECTROPORATIC THERAPY AND DELIVERY OF TGF-β1 ON DIABETIC WOUND HEALING
	2.1 ABSTRACT
	2.2 INTRODUCTION
	2.3 METHODS
	2.3.1 Animal Model
	2.3.2 Preparation of Plasmids
	2.3.3 Wounding Protocol and Treatment
	2.3.4 Measurement of luciferase reporter gene expression
	2.3.5 Local expression of TGF-β1 using immunoassay
	2.3.6 Wound closure analysis
	2.3.7 Histology
	2.3.8 Cell proliferation using anti 5-bromo-2-deoxyuridine (BrdU) immunohistochemistry
	2.3.9 Angiogenesis using anti-factor VIII related antigen immunohistochemistry
	2.3.10 Statistical analysis

	2.4 RESULTS
	2.4.1 Optimization of electroporative condition
	2.4.2 Local expression of TGF-β1 at the wound bed
	2.4.3 Wound healing parameters
	2.4.3.1 Reepithelialization
	2.4.3.2 Wound Closure
	2.4.3.3 Collagen synthesis
	2.4.3.4 Angiogenesis


	2.5 DISCUSSION

	3.0 THERMOSENTIVE HYDROGEL AS A TGF-β1 GENE DELIVERY VEHICLE ENHANCES DIABETIC WOUND HEALING
	3.1 ABSTRACT
	3.2 INTRODUCTION
	3.3 MATERIALS AND METHODS
	3.3.1 Animal
	3.3.2 Synthesis of in situ hydrogel solution
	3.3.3 Plasmids
	3.3.4 Wounding protocol and treatment
	3.3.5 Wound closure analysis
	3.3.6 Histology
	3.3.7 Cell proliferation using anti 5-bromo-2-deoxyuridine (BrdU) immunohistochemistry
	3.3.8 Statistical analysis

	3.4 RESULTS
	3.4.1 Expression of gene released from the hydrogel made of PEG-PLGA-PEG
	3.4.2 Wound closure
	3.4.3 Histological examination

	3.5 DISCUSSION

	4.0 THERMOSENSITIVE HYDROGEL ASSISTS MUSCLE DERIVED STEM CELLS TO ACCELERATE DIABETIC WOUND HEALING
	4.1 ABSTRACT
	4.2 INTRODUCTION
	4.3 RESULTS
	4.3.1 Wound closure effect by MSC, HSC and MDSC
	4.3.2 The engraftment of MDSC mediated by thermosensitive hydrogel, PEG-PLGA-PEG
	4.3.3 The differentiation of MDSC at the wound bed
	4.3.4 Collagen deposition at the wound site treated with MDSC

	4.4 DISCUSSION
	4.5 METHODS
	4.5.1 Animals
	4.5.2 Wounding protocol and treatments
	4.5.3 Stem cell preparation
	4.5.3.1 Muscle derived stem cell
	4.5.3.2 Mesenchymal stromal cells (MSC) from bone marrow
	4.5.3.3 Hematopoietic stem cell (HSC)

	4.5.4 Triblock copolymer PEG-PLGA-PEG
	4.5.5 β-gal assay
	4.5.6 Histology
	4.5.7 Double immunostaining for β-gal and different cell markers
	4.5.8 Statistical analysis


	5.0 CONCLUSION AND FUTURE DIRECTION
	5.1 GENERAL DISUSSION
	5.2 DELIVERY OF TGF-β1 BY ELECTROPORATION
	5.3 DELIVERY OF TGF-β1 BY THERMOSENSITIVE HYDROGEL
	5.4 STEM CELL DELIVERY USING THE THERMOSENSITIVE HYDROGEL

	BIBLIOGRAPHY

