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Abstract

Angiogenesis is critical for wound healing. Insufficient angiogenesis can result in impaired
wound healing and chronic wound formation. Electrical stimulation (ES) has been shown to
enhance angiogenesis. We previously showed that ES enhanced angiogenesis in acute
wounds at one time point (day 14). The aim of this study was to further evaluate the role of
ES in affecting angiogenesis during the acute phase of cutaneous wound healing over mul-
tiple time points. We compared the angiogenic response to wounding in 40 healthy volun-
teers (divided into two groups and randomised), treated with ES (post-ES) and compared
them to secondary intention wound healing (control). Biopsy time points monitored were
days 0, 3,7, 10, 14. Objective non-invasive measures and H&E analysis were performed in
addition to immunohistochemistry (IHC) and Western blotting (WB). Wound volume was
significantly reduced on D7, 10 and 14 post-ES (p = 0.003, p = 0.002, p<0.001 respectively),
surface area was reduced on days 10 (p = 0.001) and 14 (p<0.001) and wound diameter re-
duced on days 10 (p = 0.009) and 14 (p = 0.002). Blood flow increased significantly post-ES
on D10 (p =0.002) and 14 (p = 0.001). Angiogenic markers were up-regulated following ES
application; protein analysis by IHC showed an increase (p<0.05) in VEGF-A expression by
ES treatment on days 7, 10 and 14 (39%, 27% and 35% respectively) and PLGF expression
on days 3 and 7 (40% on both days), compared to normal healing. Similarly, WB demon-
strated an increase (p<0.05) in PLGF on days 7 and 14 (51% and 35% respectively). WB
studies showed a significant increase of 30% (p>0.05) on day 14 in VEGF-A expression
post-ES compared to controls. Furthermore, organisation of granulation tissue was im-
proved on day 14 post-ES. This randomised controlled trial has shown that ES enhanced
wound healing by reduced wound dimensions and increased VEGF-A and PLGF expres-
sion in acute cutaneous wounds, which further substantiates the role of ES in up-regulating
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angiogenesis as observed over multiple time points. This therapeutic approach may have
potential application for clinical management of delayed and chronic wounds.

Introduction

Angiogenesis is a critical component for processes in wound healing and is defined as the for-
mation of new capillaries from pre-existing blood vessels [1, 2]. Insufficient angiogenesis can
result in impaired wound healing and chronic wound formation [4-8]. Electrical stimulation
(ES) in its various forms has been shown to enhance wound healing by promoting the migra-
tion of keratinocytes and macrophages, enhancing angiogenesis, stimulating fibroblasts, and
influencing protein synthesis throughout the inflammatory, proliferative and remodelling
phases of healing [9-11]. Electrical signals have been shown to stimulate angiogenesis and or-
ganise blood vessel formation [3]. There is limited information on the influence of ES on angio-
genesis after acute wounding in human skin, as most research is restricted to animal models.
Animal studies have shown that angiogenesis is induced by ES in ischemic and non-ischemic
rat limbs, and is facilitated by the increased expression of VEGF in muscle cells [12,13]. Endog-
enous electric fields are able to direct the migration of epithelial cells during wound healing
and may contribute to regulation of angiogenesis [14].

Previous studies have shown that certain electrical currents, such as direct and alternating
currents, are useful in treating; diabetic foot ulcers, skin ulcers and chronic wounds [15,16].
We have investigated the in vitro effect of different types of ES on the expression of collagen in
skin fibroblasts. Importantly, we highlighted the role of a novel waveform termed degenerate
wave (DW is a degenerating sine wave, which deteriorates over time) and demonstrated its
beneficial effects compared to other known waveforms such as direct and alternating currents
[17]. In a recent in vivo study, we also demonstrated the application of an ES biofeedback de-
vice, which produces DW in a human volunteer study (n = 20) involving only one time point
(day 14) punch biopsy [18]. The results showed increased blood flow in acute cutaneous
wounds following the biopsy compared to controls that had not received ES. Additional experi-
mental gene and protein studies corroborated these findings by demonstrating up-regulation
of angiogenesis and down-regulation of inflammation in ES treated wounds [19]. However,
this study [18,19] only evaluated the effects of ES at one time point (day 14), with 20 partici-
pants and using only two objective measures.

In view of the above scientifically interesting and clinically relevant findings, the aim of this
study was to further evaluate the role of ES in affecting angiogenesis during the acute phase of
cutaneous wound healing over multiple time points to identify if the enhanced effect occurred
earlier than day 14. In addition to multiple time points, we also used an increased number of
sequential skin biopsies, increased number of participants (n = 40) with randomisation verified
using additional non-invasive objective devices such as a three-dimensional camera and a Der-
macorder (BioElectromed Corporation, USA).

Methods
Ethics Statement

Healthy participants were enrolled into the study at the University Hospital of South Manches-
ter NHS Foundation Trust, England, UK. South Manchester Research Ethics Committee and
Trust Research and Development department approval were granted for the study (Ethics
number: 09/H1012/3). If suitable (inclusion and exclusion criteria outlined in S1 Table),
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participants were asked to provide written consent to take part and were then enrolled in the
study. All study participants provided written consent.

Demographics

Cohort 1. Twenty participants were recruited onto cohort 1, the majority of which were
female (n = 14, 70%). Most participants were between the ages of 19-24 years and all were of
Caucasian ethnicity (n = 40, 100%). Most participants had a Fitzpatrick skin type of II (fair
skin, tans poorly, burns easily) (n =9, 45%) or skin type III (fair skin, tans moderately, some-
times burns) (n =9, 45%). Furthermore, all participants were right handed.

Cohort 2. Twenty participants were recruited onto cohort 2, the majority of which were
female (n = 15, 75%). Most participants were between the ages of 25-30 years and all were of
Caucasian ethnicity (n = 40, 100%). Most participants had a Fitzpatrick skin type III (fair skin,
tans moderately, sometimes burns) (n = 10, 50%). Furthermore, all participants were right
handed. Demographic data for both cohorts are outlined in S2 Table.

Study Design

Forty healthy volunteers were split equally into two groups: Cohort 1 and Cohort 2 (Fig 1). The
rationale for including two cohorts was to look at multiple time points. This would not have
been possible in one cohort to look at day 0, 3, 7, 10 and 14 due to the large number of punch
biopsies to be performed in each participant.

Cohort 1. On day 0, participants had two 5mm diameter full thickness skin biopsies per-
formed under local anaesthetic (0.5% Bupivacaine) in their upper inner arm which acted as the
control arm to monitor normal wound healing. Full thickness was defined as removing the en-
tire epidermis and dermis to expose hypodermic fat. Additionally, the anaesthetic used has
been utilised routinely following surgery and there has been no evidence, which suggests this
could have any detrimental effects on angiogenesis or wound healing. The punch biopsies were
performed 5c¢cm from the axillary hairline and parallel to the medial epicondyle and were 2.5cm
in distance from each other (Fig 2). Pressure was applied to each biopsy site until haemostasis
had been achieved. Participant arms were also randomised to allocate for handedness and to
avoid anatomical side-specific effects.

On day 3, one 7 mm diameter skin biopsy was performed encompassing one of the previous
wound sites. On day 7, another 7 mm diameter skin biopsy was performed to excise the second
previous wound site. On the same day, the process was repeated in the same anatomical loca-
tion (on the corresponding days 7, 10 and 14) but on the contralateral arm and an intervention
stage of ES was instigated to the second arm (on days 7, 10, 12 an 14). This cohort also had fol-
low-up time points on days 30, 60 and 90 in both arms. Objective measurements were taken
before the application of ES at each visit.

Cohort 2. Cohort 2 followed the same process as Cohort 1 but at different biopsy time
points, days 0, 10, 14 (control arm) and corresponding days 14, 24 and 28 (post-ES arm). ES
was applied on days 14, 17, 21 and 24. Additionally, objective non-invasive measures were per-
formed at each visit for all participants in both cohorts and were taken before any intervention
or measurements at each visit.

Wound site care

The biopsy wound sites were dressed with Kaltostat (ConvaTec, Middlesex, UK), gauze and
Tegaderm + pad dressing (3M, Minnesota, USA). Participants were asked to ensure the dress-
ings remained in situ for 48 hours only and then no further dressings were required and
wounds were left exposed to the air for the rest of the study. Additionally, all wounds were
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Fig 1. Flowcharts outlining the study methodology. A. A flowchart outlining the methodology of the study for cohort 1. Time points for this cohort were at
days 0, 3,7,10, 12, 14, 30, 60 and 90. B. A flowchart outlining the methodology for the study for cohort 2. Time points for this cohort were at days 0, 10, 14,
17,21,24 and 28.

doi:10.1371/journal.pone.0124502.g001

monitored at each visit. No sutures were required following the biopsy procedures for any of
the participants.

Electrical Stimulation Device

The electrical stimulation device used was the Fenzian system (Fenzian Ltd, Hungerford, UK)
which is Food and Drug Administration (FDA) 510(k) registered and Conformite Europenne
(CE) approved. It is a transcutaneous low intensity device, which detects changes in skin im-
pedance. This device forms part of a biofeedback link with the individual’s normal physiologi-
cal repair. This modality follows the theory that the normal electrical potential of skin forms a
global electrical network, which reflects the underlying neurological activity through changes
in skin impedance. Using a concentric electrode the device detects the skin’s electrical imped-
ance and adjusts the outgoing microcurrent electrical biofeedback impulses. The device pro-
duces the degenerate waves and delivers 0.004 milliamps, 20-80V, has a frequency default of
60Hz and impulses, which last approximately six-hundredth of a second. ES therapy was ad-
ministered for all participants in both cohorts to the arms on 4 occasions. For cohort 1, ES was
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Fig 2. lllustrations to demonstrate the punch biopsy method. A. Two 5mm punch biopsies were
performed in the inner upper arm. B. One 7mm punch biopsy was used to excise one of the previous biopsy
sites. C. A further 7mm punch biopsy was performed to encompass the second previous biopsy site.

doi:10.1371/journal.pone.0124502.9002
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performed on days 7, 10, 12 and 14. For cohort 2, ES was administered on days 14, 17, 21 and
24. Electrical stimulation was applied by a single researcher and administered according to a
standardised local protocol around the wound site. Treatments were performed for approxi-
mately 30 minutes. The intensity of the device was comfortable for the participant and the
treatment was painless.

Objective Non-invasive Measures

Objective non-invasive imaging modalities were used at each time point for both cohorts prior
to any intervention to monitor the progression of wound healing which will be outlined below.

Full-field Laser Perfusion Imaging. Full-field Laser Perfusion Imaging (FLPI) (Moor In-
struments Ltd, Axminster, UK) is a technique, which measures blood flow in the skin’s micro-
circulation. This device uses low power light from a monochromatic stable laser and this is
applied to a tissue, which becomes scattered by moving red blood cells which broadens the fre-
quency. This is then photo detected and is processed to provide a blood flow measurement.
Blood flow known as “flux” is described in arbitrary “perfusion units”. This is proportional to
the speed and concentration of red blood cells in the tissue [20]. This device has been used in
an acute human wound model and demonstrated that this technique is useful for small acute
wounds [21].

Three-Dimensional (3D) Camera. The 3D LifeViz camera (Quantificare S.A., Cedez,
France) in conjunction with its software system provides 3D visualisation with quantitative
measurement [22]. The DermaPix image management software enables analysis of the images.
This device was used to provide accurate imaging and measurements of the volume, surface
area, and diameter of all participants’ biopsy sites as well as the depth of the wounds. 3D imag-
ing has also been used to quantitate the surface roughness of skin and scars in a study by Bloe-
men et al [23]. They found that the inter-observer reliability was satisfactory.

Dermacorder. The Dermacorder (BioElectromed Corporation, USA) is a bioelectric field
imager used for measuring the electrical field (EF) in human skin [24]. It is thought that skin
has a transepidermal potential of approximately 10-60mV [25]. In addition to the polarised
distribution of ion channels, the distribution of Na*/K" ATPase ion pumps is also highly local-
ised [25]. When a wound is made, a low resistance pathway is formed and the transepidermal
potential reaches OmV at the wound. However, at distances of 1mm away or greater, the poten-
tial remains normal [24]. This drives a current of injury out of the wound and generates a later-
al EF that can be detected non-invasively using the Dermacorder. The use of this device has
been verified in an acute human skin wound study by Nuccitelli et al [26]. We used this device
to measure the EF at the edges of the biopsy wounds on half of the patients (n = 20) due to
availability of the device.

RNA isolation, cDNA synthesis and quantitative real time- polymerase chain reaction.
For in vivo biopsies obtained on different days of healing, RNA isolation, cDNA synthesis,
and qRT-PCR were performed as explained previously [27]. Briefly, after tissues were diced,
0-5-1 ml Trizol was added and the tubes were introduced to Qiagen tissue lyser (Qiagen, Craw-
ley, UK) to homogenization. Additionally, it was centrifuged and the resulting supernatant was
mixed with 0-2 ml chloroform (cat. 10050090; Fisher Scientific, Loughborough, UK). The mix-
ture was then spun to get the upper aqueous layer and mixed with an equal volume of 70% eth-
anol, which was then further processed with RNeasy kit (cat. 74106; Qiagen) according to the
manufacturer’s instructions to extract total RNA. DNase treatment was then carried out using
DNA-free kit (cat. 79254; Life Technologies, Paisley, UK) according to the manufacturer’s pro-
tocol. qScript cDNA SuperMix (cat. 95048; Quanta Biosciences, Gaithersburg, MD, USA) was
used for cDNA synthesis. QRT-PCR was done in LightCycler 480 II platform (Roche
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Diagnostics, Burgess Hill, UK). RPL32 was used as the internal control and AACt method was
used to calculate fold change of gene expression. The primers used are detailed in S3 Table.

Tissue processing and histological analysis

Immunohistochemistry. Tissues (biopsies from human volunteers) at different time
points of healing were initially collected in neutral-buffered formalin (cat. F5304; Sigma-Al-
drich, Dorset, UK). They were fixed for 3-4 days in formalin at 4°C and later, they were wax-
embedded. Tissue sections were further analysed for Hematoxylin and Eosin (H&E) staining.
Briefly, the sections were de-waxed in a series of xylene (cat. X/0200/17; Fisher Scientific,
Loughborough, UK) for 25 min and rehydrated in graded ethanol (100% to 50%; cat. E/
06500F/17; Fisher Scientific, Loughborough, UK). They were washed in water and stained for
nuclei with Harris haematoxylin (cat. 72711; Thermo Scientific, Loughborough, UK) for
10 min and washed with tap water. The tissues were differentiated in 0.5% acid-alcohol solu-
tion and washed again. They were counter-stained with Eosin Y (cat. 6766007; Thermo Scien-
tific) for 1 min and washed. Later, sections were dehydrated in graded ethanol (95% and
100%), cleared with xylene and mounted on slides. Immunohistochemical staining was per-
formed as detailed in our previous report [27]. Briefly, dewaxing was done in the same way as
explained for H&E staining. Antigen retrieval was done with citrate buffer (pH 6.0) at 60°C for
1 h and then followed Novolink polymer detection kit protocol (cat. RE7150-K, Leica Biosys-
tems Newcastle Itd., Newcastle Upon-Tyne, UK) which included endogenous peroxidase
blocking for 30 min, protein blocking for 30 min and further incubation with primary and sec-
ondary (post primary) antibodies. After Novolink polymer incubation, sections were incubated
with the substrate/chromogen, 3,3’ - diaminobenzidine (DAB), prepared from DAB chromo-
gen and Novolink DAB substrate buffer (Polymer). Sections were counterstained with Hema-
toxylin and cover-slipped. Antibodies, incubation time and detection methods are detailed in
$4 Table.

Immunohistochemistry image analysis by Definiens software. Definiens tissue studio
version 3.51 (Definiens AG, Munchen, Germany) was used to quantitate the IHC results. Ini-
tially, in the cellular analysis module, 12 subsets were selected in the tissue specimen for site
recognition. Nuclear detection, nuclear area detection and nucleus classification were also done
on the subsets. For IHC-peroxidase staining, hematoxylin threshold was adjusted for cell detec-
tion. Analysis was done in 20X magnification.

Western blotting (WB). Tissues were retrieved from liquid nitrogen, diced into very small
pieces using a clean razor blade and mashed properly with a mortar and pestle. They were
lysed in RIPA buffer supplemented with protease and phosphatase inhibitor cocktail. The tis-
sues were then homogenised in a tissue lyser (Qiagen, UK) at 30 oscillations s for 10 min.
Subsequently, they were incubated in ice for 30 min. Later, they were centrifuged at 10,000 g
for 20 min and supernatant obtained was the total tissue lysate. Protein estimation was per-
formed with Non-interfering protein assay kit (cat. 488250; Merck, Middlesex, UK). Equal
amount of proteins (30 pg) were denatured and resolved on 4 to 12% Bis-Tris gels (cat.
NP0321; Life Technologies, Paisley, UK) and electrophoresed according to the manufacturer's
instructions. The proteins were blotted on polyvinylidene difluoride membranes (PVDF, cat.
IB401001; Life Technologies) from polyacrylamide gels using iBlot Dry Blotting System (Life
Technologies). Membranes were incubated for 1 h at room temperature in Odyssey blocking
buffer (cat. 927-40000; LI-COR Biosciences, Cambridge, UK). After the blocking step, mem-
branes were incubated overnight at 4°C with the respective primary antibodies, followed by the
secondary antibody incubation for 1 hour at 37°C. 1-step nitro blue tetrazolium / S-bromo-
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4-chloroindoxyl phosphate (NBT/BCIP, cat. 34042; Thermo Scientific) was used to develop the
blot. Antibodies, incubation time and detection methods are detailed in S5 Table.

Statistical Analysis

Due to the variability and skewness of the data distributions, non-parametric summaries of
median and range (minimum, maximum) were utilised. Additionally, measurements for the
control arm and post-ES arm were compared on all wound days using pair-wise Wilcoxon
signed ranks tests. All analyses used a two-sided 1% significance level; adjusting for repeated
comparisons on multiple study days using Bonferroni adjustment. For cohort 1, wound days
30, 60 and 90 were considered to correspond to post-ES arm wound days 23, 53 and 83. At
these follow-up time points, there was no control arm. The data were analysed to identify any
trends or assess any effects that had been sustained in the treated arm. The randomisation was
conducted by the statisticians in nQuery Advisor 7.0 using a computer generated permuted
block design with mixed block sizes and random seed. All summaries and analyses were per-
formed using SPSS (version 20; IBM Corporation, Armonk, NY, USA). For histological experi-
ments, data is presented as mean +/- standard deviation from three independent experiments
performed in triplicates (n = 3). Statistical analysis was calculated using one way ANOVA for
comparison between three groups with Tukey post hoc test, and student’s ¢ test for comparison
between two groups. Confidence intervals of 95% with corresponding p value of 0.05 was cho-
sen throughout analysis. Data collection and analysis were not blinded as a single researcher
performed all aspects of the study except statistical analysis, which was performed by indepen-
dent statisticians. Additionally, the histological analysis was performed by a scientist at the
laboratory.

Results

The non-invasive clinical results will now be presented in relation to wound surface area,
wound volume, wound diameter, wound depth and blood flow. Additionally, the histological
analysis results will also be presented.

Non-invasive clinical results

Three dimensional imaging analysis showed a significant reduction in wound surface
area on days 10, 14, 30, 60 and 90 after electrical stimulation. Wound surface area was less
in the post-ES arm compared to the control arm at all time points (Fig 3A and S6 Table). How-
ever, there were no statistically significant differences for surface area on days 3 and 7 when
comparing the control arm to the post-ES arm. At day 10 wound surface area in the control
arm was generally higher with median of 9.21 (quartiles 7.64 and 10.70) (quartiles are displayed
as lower quartile followed by upper quartile throughout); whereas for the post-ES arm surface
area measurements were significantly lower with median of 7.22 (quartiles 5.11 and 8.88)

(p =0.001). There was a 21.6% decrease in surface area post-ES on day 10. On day 14, surface
area measurements in the control arm were generally higher with a median of 7.70 (quartiles
5.95 and 10.13); whereas post-ES the measurements were mostly lower with a median of 4.49
(quartiles 3.58 and 5.87) (p<<0.001). There was a 41.7% decrease in surface area post-ES on day
14. Surface area was also statistically significantly reduced post-ES on day 30 (p = 0.004), day
60 (p =0.001) and day 90 (p = 0.003). There was a 16.4% decrease on day 30, a 31.1% decrease
on day 60 and a 30% decrease on day 90.

Three dimensional imaging analysis showed a significant reduction in wound volume
on days 7, 10 and 14 after electrical stimulation. Wound volume was lower in the post-ES
arm compared to the control arm at all time points (Fig 3A and S7 Table). Control arm
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Fig 3. Images produced from the non-invasive imaging devices. A. Images from the 3-dimensional camera are shown which demonstrate the size of the
biopsy wound sites are smaller post electrical stimulation (ES) compared to the control. The normal wound image is displayed with the difference in heights
images corresponding shown below. The difference in heights images show the highest points are indicated in red and yellow, whilst the lowest points are
displayed as green and blue. B. Images from the full-field laser perfusion imager at each time point demonstrating the blood flow for the control and post-ES
arm. The differences in blood flow (flux) in the biopsy sites are depicted by the change of colour intensity in the images.

doi:10.1371/journal.pone.0124502.9003
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measurements for wound volume on day 7 were generally higher with a median of 1.98 (quar-
tiles 1.50 and 2.44); whereas post-ES volume measurements were significantly lower with a me-
dian of 1.21 (quartiles 0.56 and 1.95) (p = 0.003). There was a 38.9% decrease in wound volume
post-ES on day 7. On day 10, the volume in the control arm was higher with a median of 2.48
(quartiles 1.78 and 3.81); whereas post-ES, the volume was significantly lower with a median of
1.54 (quartiles 1.26 and 2.77) (p = 0.002). There was a 37.9% decrease in wound volume post-
ES on day 10. On day 14, wound volume was higher with a median of 2.04 (quartiles 1.45 and
3.31); whereas post-ES wound volume was significantly lower with a median of 1.14 (quartiles
0.69 and 1.34) (p<0.001). There was a 44.1% decrease in wound volume post-ES on day 14.

Three dimensional imaging analysis demonstrated a statistically significant reduction
in wound diameter on days 10, 14 and 90 after electrical stimulation. Wound diameter
was less in the post-ES arm compared to the control arm at all time points (Fig 3A and S8
Table). Although, there were no statistically significant differences in diameter size on days 3,
7,30 and 60 when comparing the control to the post-ES arm. However, wound diameter was
significantly less on days 10, 14 and 90. On day 10, control arm measurements for wound di-
ameter were higher with a median of 4.32 (quartiles 3.98 and 4.81); whereas post-ES the diame-
ter was significantly less with a median of 3.84 (quartiles 3.21 and 4.45) (p = 0.009). There was
an 11.1% decrease in wound diameter post-ES on day 10. On day 14, control measurements for
wound diameter were increased with a median of 3.75 (quartiles 3.39 and 4.45); whereas post-
ES measurements were significantly reduced with a median of 3.15 (quartiles 2.82 and 3.44)

(p =0.002). There was a 16% decrease in wound diameter post-ES at day 14. On day 90, wound
diameter was significantly reduced post-ES compared to controls (p = 0.007). There was a
16.2% decrease in diameter post-ES on day 90.

Three dimensional imaging analysis demonstrated reduced wound depth measurements
after electrical stimulation. Wound depth measurements were less in the post-ES arm com-
pared to the control arm at all time points although not significantly (Fig 3A and S9 Table).
Wound depth measurements remained approximately similar across all time points for both
arms (day 3; p = 0.260, day 7; p = 0.048, day 10; p = 0.390, day 14; p = 0.341, day 30; p = 0.732,
day 60; p = 0.040, day 90; p = 0.014).

Electrical field (EF) measurements were higher after electrical stimulation. EF measure-
ments at the wound edges were mostly increased in the post-ES arm on days 3 (p = 0.050), 10
(p =0.028), 14 (p = 0.012) and 30 (p = 0.169) compared to the control arm and were reduced
in the post-ES arm on days 60 and 90 (Table 1). Although, there were no statistically significant
differences noted. At day 3, EF measurements demonstrated a 62% increase in the post-ES

Table 1. Electrical Field (mV/mm): Median (Range) for biopsy arms and differences in biopsy arms.

Day N Control Arm Post-ES Arm Difference of control vs. post-ES P-value
Day 010

Day 3 8 140.0 (50.72,240.0) 226.88 (81.30, 398.2) 67.95 (-84.7, 184.28) 0.050
Day 7 4 230.25 (178.0, 278.2) 255.0 (213.2, 380.0) 18.50 (-15.5, 165.0) -

Day 10 6 153.8 (88.8, 216.8) 225.5(178.0, 283.1) 70.1 (46.6, 130.2) 0.028
Day 14 8 161.3 (80.0, 299.4) 288.2 (117.0, 385.8) 75.5 (18.25, 231.0 0.012
Day 30 10 181.25 (125, 291.6) 202.9 (120.6, 380) 37.3 (-95.0, 100.4) 0.169
Day 60 4 169.2 (120.0, 185.8) 140.45 (95.0, 222.1) -10.65 (-90.80, 65.9) -

Day 90 2 129.45 (96.0, 162.9) 84.5 (84.0, 85.0) -44.95 (-77.9, -12.0) -

Difference: Post ES—control
p-values from unadjusted paired Wilcoxon Signed Ranks Test

doi:10.1371/journal.pone.0124502.1001
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arm. At day 10, EF measurements showed a 47% increase in the post-ES arm compared to the
control. At day 14, there was a 79% increase in the EF post-ES compared to the control arm.

Full-field laser perfusion imaging demonstrated a statistically significant increase in
blood flow on days 10 and 14 after electrical stimulation. There were no statistically signifi-
cant differences for blood flow on days 3, 7, 30, 60 and 90 when comparing changes from nor-
mal skin to the wound site. However, blood flow was statistically significantly increased in the
post-ES arm on days 10 and 14 (Fig 3B and S10 Table). On day 10, blood flow was lower in the
control arm with a median of 82.30 (quartiles 62.70 and 162.38), compared to blood flow,
which was significantly higher in the post-ES arm with a median of 168.35 (quartiles 130.78
and 223.48) (p = 0.002). There was 104.5% increase in blood flow post-ES on day 10. On day
14, blood flow was lower in the control arm with a median of 77.90 (quartiles 39.18 and
105.98), whereas blood flow was increased in the post-ES arm with a median of 139.15 (quar-
tiles 101.38 and 208.75) (p = 0.001). There was a 78.6% increase in blood flow post-ES on
day 14.

All of the aforementioned in vivo data are summarised in Fig 4.

: -
\L/ “ Surface Area
3D Imaging *
*
s * volume
& '
v +
5 Diameter
E Depth
$ .
FLPI *
Bood flow
Dermacorder
Electrical field
0 3 7 10 14 30 60 90
Time points (Days) * = statistically significant

Fig 4. A graph demonstrating a representation of the trends noted. A graph collating the results from this electrical stimulation (ES) temporal punch
biopsy study which displays a representation of the trends found for all of the time points combined. Each line represents the trend for the post-ES arm for
each parameter and displays the points at which these were statistically significant. The different objective non-invasive devices, which were used are shown
on the y-axis and the measurements taken for each are presented by a different colour line on the graph. The statistical significances found are highlighted on
the graph (* = statistical significance). 3-dimensional (3D) imaging showed that the wound surface area was significantly lower on days 10, 14, 30 60 and 90
following the application of ES. Wound volume was significantly reduced post-ES on days 7, 10 and 14. Wound diameter was significantly lower on days 10,
14 and 90 following ES. Full-field laser perfusion imaging (FLPI) demonstrated a significant increase in blood flow at days 10 and 14 following the application
of ES. Furthermore, the Dermacorder showed that the electrical field (EF) at the wound edges were increased post-ES although not significantly.

doi:10.1371/journal.pone.0124502.9004
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Fig 5. Hematoxylin and Eosin staining (healing day 7 and 10). Hematoxylin and Eosin staining on days 7
and 10 on normal healing tissues and corresponding ES treated healing tissues.

doi:10.1371/journal.pone.0124502.g005

Histological Analysis Results

Histological analysis demonstrated improved organisation of granulation tissue on day
14 following electrical stimulation. Histomorphometric progression of cutaneous wound
healing in sequential biopsies were evaluated using H&E staining. All tissue samples (both

PLOS ONE | DOI:10.1371/journal.pone.0124502  April 30,2015 12/22
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Fig 6. Hematoxylin and Eosin staining (normal skin and healing day 14). Hematoxylin and Eosin staining on days 0 (NSDO or normal skin) and 14 of
normal healing tissues (NSD14) and ES treated healing tissues (ESD14). ES samples showed a similar phenotype to normal skin with better wound bed re-
organisation and accelerated granulation tissue stage development. ED is epidermis, DE is dermis, GT is granulation tissue, FT is fat/adipose tissue.

doi:10.1371/journal.pone.0124502.9006

post-ES and control) on day 3, did not show any morphological difference of note. However,
on days 7 and 10, the granulation area was increased and epidermal organisation was markedly
improved in post-ES samples (Fig 5). Post-ES samples on day 14 (ESD14) clearly showed in-
creased granulation tissue area and decreased fat intrusion into the granulation surface, com-
pared to control normal skin samples on day 14 (NSD14) (Fig 6). The thickened neo-
epidermis was flattened and normalised quicker in ESD14 samples compared to NSD14 tissue
sections. Inflammation was decreased in different dermal niches and granulation stroma was
predominantly fibroid in appearance in ESD14 tissue sections compared to a myxoid stromal
appearance observed in normal healing tissue sections on day 14 (NSD14).

PLOS ONE | DOI:10.1371/journal.pone.0124502  April 30,2015 13/22
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Fig 7. VEGF-A protein and gene analysis showed up-regulation in ES treated samples. A.
Immunohistochemical analysis of VEGF-A. VEGF-A was significantly up-regulated on days 7, 10 and 14 of
ES treated tissues compared to normal healing tissues of respective days. Number of vessels were also
increased on day 14 ES treated tissues compared to normal healing tissues. Arrows/area inside the dotted
lines indicate VEGF* cells/area. B. Western blotting of VEGF-A. Protein analysis by Western blotting showed
increase on day 14 ES treated tissues compared to control. C. Gene analysis of VEGF-A on different healing
days showed up-regulation in ES treated tissues, compared to control. Grey bars—Normal cutaneous
healing process. Black bars—Electrical stimulation assisted cutaneous healing process. * shows significant
difference (p<0.05).

doi:10.1371/journal.pone.0124502.g007

Angiogenesis markers were up-regulated following electrical stimulation. Expression of
angiogenesis markers such as Vascular endothelial growth factor-A (VEGF-A) and Placental
growth factor (PLGF) were investigated to corroborate the in vivo findings on differential rate
of blood flow in healing tissues. Immunohistochemical staining on days 7, 10 and 14 showed a
significant increase (p<0.05) in VEGF-A expression (Fig 7A) in ES-treated tissue sections
(39%, 27% and 35% respectively) compared to control. Furthermore, day 3 samples did not
show any significant difference in VEGF-A expression. Qualitative analysis by WB (Fig 7B)
showed that there was a marginal increase in VEGF-A expression in day 14 healing samples
post-ES, compared to control. Gene analysis by qRT-PCR (Fig 7C) indicated non-significant
increase in ES-treated samples in all healing days.

Further upon IHC analysis, expression of PLGF (Fig 8A) was significantly increased
(p<0.05) in ES-treated tissues on days 3 and 7 (40% in both days) compared to control. Addi-
tionally, qualitative WB analysis for PLGF showed an increase on days 7 and 14 (Fig 8B) in ES-
treated tissues compared to control. In the initial days of wound healing (days 0-7), PLGF was
mainly expressed by the migrating keratinocytes. However, gene analysis (Fig 8C) indicated
non-significant increase in ES-treated samples on days 10 and 14, compared to control
samples.

Discussion

This multiple sequential biopsy study has demonstrated significant beneficial effects of ES in
enhancing acute cutaneous wound healing. We have shown that wound volume was signifi-
cantly reduced following ES on day 7. Additionally, volume, surface area and diameter of the
wounds were significantly reduced post-ES on days 10 and 14. Furthermore, we noted a statis-
tically significant increase in blood flow on days 10 and 14 post-ES. This particular finding was
further verified with a simultaneous up regulation of angiogenic biomarkers in wound biopsies.
The EF present at the wound edges was increased following ES in the initial days of healing al-
beit decreased in the later stages, compared to the control. To our knowledge, this detailed
study, is unique in investigating the role of ES in enhancing cutaneous wound healing in
human skin. Multiple sequential time points were correlated with a number of objective pa-
rameters including histological markers to demonstrate the role of an exogenous asymmetric
biphasic current in positively impacting the rate of progression of cutaneous wound healing.
The benefits of this study were the relatively larger sample size of 40 compared to our previ-
ously published study of twenty subjects [18], the inclusion of sequential temporal biopsies,
randomisation to account for handedness and the utilisation of multiple non-invasive measur-
ing devices to monitor the progression of wound healing. In the previous study, we did not uti-
lise a device to measure the size of the wounds, therefore in the current study the use of a 3D
camera proved invaluable as it enabled quantitative measurements of wound volume, surface
area and diameter before and after application of ES. Additionally, for the first time, we used
Dermacorder to measure the EF at the wound edges. The homogeneity of the cohorts was a
strength of the study as all subjects were of a similar Fitzpatrick skin type, all were of same

PLOS ONE | DOI:10.1371/journal.pone.0124502  April 30, 2015 15/22



@‘PLOS | ONE

Electrical Stimulation Induces Angiogenesis in Acute Cutaneous Wounds

PLGF

B3

Day0 Day3 Day7 Day10 Day 14

% surface arca of tissue

25KDa

40K Da

0.07
0.06
0.05
0.04
0.03
0.02
0.01

Relative gene expression

PLGF

o = | | i' 'I

Day O Day 3 Day 7 Day 10 Day 14

PLOS ONE | DOI:10.1371/journal.pone.0124502

April 30,2015 16/22



@’PLOS | ONE

Electrical Stimulation Induces Angiogenesis in Acute Cutaneous Wounds

Fig 8. PLGF protein and gene analysis showed up-regulation in ES treated samples. A.
Immunohistochemical analysis of PLGF. PLGF was significantly up-regulated on days 3 and 7 of ES treated
tissues compared to control of respective days. Even though ES treated tissues showed increase of 21% and
23% on days 10 and 14 respectively when compared to control, the results were not statistically significant
(p>0.05). The arrows indicate PLGF* cells. B. Western blotting of PLGF. Protein analysis by Western blotting
showed significant increase of PLGF on days 7 and 14 in ES treated tissues compared to normal healing
tissues. C. Gene analysis of VEGF-A on different healing days showed up-regulation in ES treated tissues on
days 10 and 14, compared to control. Grey bars—Normal cutaneous healing process. Black bars—Electrical
stimulation assisted cutaneous healing process. * shows significant difference (p<0.05).

doi:10.1371/journal.pone.0124502.g008

ethnic origin (Caucasian), all were right handed and all were of a similar age group (under 30
years of age). The participant arms were randomised to account for handedness as their domi-
nant hand may have affected the healing of the wound, as this arm would be most active arm
and in constant use. Additionally, the Fitzpatrick score gave a range of similar skin types for
the participants in relation to having a homogenous cohort of subjects for melanin level mea-
surement pre and post ES treatment. Furthermore, a single researcher conducted the treat-
ments and data collections; therefore, inter-observer biases and errors were reduced. Evidence
of wound crusting did not cause a problem when measuring the biopsy wounds. By day 7, the
majority of crusting was not present with contracting 5mm biopsy wounds, therefore there was
either none or minimal crusting present.

We demonstrated that the wound dimensions reduced following ES treatment compared to
the controls, which was verified objectively and quantitatively by 3D imaging that calculated
the surface area, volume, diameter and depth of the wound sites. This technique has also been
used in other studies [28-31]. Contraction of the wound begins soon after wounding and peaks
at 2 weeks [32]. The degree of wound contraction varies with the depth of the wound. For full-
thickness wounds as in our study, contraction is an important part of healing and accounts for
up to a 40% decrease in the size of the wound [32]. In this study, the greatest reductions follow-
ing ES were for wound volume on days 7, 10 and 14 and this reduced by 38.9%, 37.9% and
44.1% respectively.

We used the Dermacorder to measure the EF at the wound edges and demonstrated that the
EF was increased following the application of ES. We noted that the potential difference be-
tween the wound and the healthy skin was increased on the initial days of healing post-ES
treatment. EF = Potential difference / Distance. On day 3, there was a significant reduction in
the diameter of the wounds post-ES, while the EF was increased. This shows that the potential
difference was increased post-ES treatment. However, on days 10 and 14 the combined effect
of both reduction in wound diameter and increase in potential difference may have resulted in
a greater EF post-ES treatment. It is thought that current of injury decreases with subsequent
time points in wound healing [33]. On day 60, EF was reduced following ES, while the wound
diameter remained similar compared to the normal healing process. This demonstrates that
there is a greater reduction in potential difference following ES application in the later stages of
wound healing, which indicates accelerated repair. This also indicates that a non-leaky epider-
mal barrier had been established faster post-ES treatment.

Nuccitelli et al [26] developed this new approach, which does not require any electrode con-
tact at the wound site therefore making it possible to quantitate the EF near skin wounds
[25,26]. The endogenous EF generated near skin wounds is of interest because keratinocyte mi-
gration and wound healing are strongly influenced by EF [26]. A previous study on the subject
of galvanotaxis involving human keratinocytes indicated that the mean translocation velocity
of cells were proportional to the EF [34]. Additionally, during the maturation and remodeling
phase of wound healing, the epidermis re-established its structure and resistance [26]. Thus,
the wound current and EF would approach to normal or control levels. The epidermal lateral
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EF decreases gradually with stratification in re-epithelialisation [26]. This correlates with the
results observed here.

In this study, we also showed that there may be a direct effect of ES current through the skin
on blood flow. We demonstrated that blood flow was significantly increased on days 10 and 14
following the application of ES. Our results are further corroborated by the findings from our
previous study [18], where we showed that blood flow was significantly increased at day 14
(p =0.027). These results were further supported by the previous gene and protein studies [19],
which showed that ES significantly up-regulated angiogenesis and down-regulated inflamma-
tion on day 14. However, to validate the results in the current study, we further investigated
VEGF-A and PLGF mitogens. VEGF-A is involved in the normal physiological development of
blood vessels [35] and its biological effects on maturing endothelium usually takes place over
the course of minutes to days during angiogenesis in wound healing. This phenomenon in-
cludes VEGF receptor phosphorylation, existing vascular dilation and permeability, and activa-
tion of endothelial cell precursors [36-39]. PLGF is also a member of the VEGF family [40]
and has been shown to have strong angiogenic properties in mice [41]. However, it has been
shown to be up-regulated in the active angiogenic phase of wound healing in both migrating
keratinocytes and endothelial cells of blood vessels within the human wound bed [42].

The increasing vascularisation over time, associated with multiple signs of active neo-angio-
genesis in the dermal microvasculature indicated that the quiescent endothelium was respon-
sive to ES, which activated potent angiogenic mitogens [43,44]. However, the developing
vascular phenotype of human dermis following ES and controls, had no distinct features, other
than an increase in capillary/vessel number when observed in ES treated tissues. This striking
angiogenic phenotype induced by up-regulated VEGF-A and PLGF raises the possibility that
these cytokines could be further modulated exogenously when ES is given to enhance neo-an-
giogenesis for therapeutic purposes.

We noted an association between blood flow and wound diameter, volume and surface area
post-ES on days 10 and 14, compared to the control. Blood flow was increased whilst wound
dimensions decreased following treatment with ES. It has been shown in a previous study
using transcutaneous electrical nerve stimulation in patients with peripheral arterial disease
that capillary density was increased following treatment at 3 and 6 weeks [45]. Additionally, an
increase in transcutaneous oxygen measurements were reported at the same time points.
Therefore, it may be possible that ES could enhance the formation of capillaries. Follow-up
time points on days 60 and 90 were used in both the current study (Cohort 1) and the previous
trial [18]. The results from both studies were compared, looking at the data produced from the
common measurement device, FLPI, measuring blood flow. There were some similarities be-
tween the results from both studies. However, there was a reduction in blood flow by day 90
that was shown in both studies.

The ES device used forms part of a biofeedback link with the individual’s normal physiologi-
cal repair. This modality follows the theory that the normal electrical potential of skin forms a
global electrical network, which reflects the underlying neurological activity through changes
in skin impedance. The treatment was well tolerated by all participants and was relatively easy
to use in clinical practice.

Limitations of this study include, the total number of time points employed for evaluation
and performing sequential biopsies. In addition, the potential use of additional tools and objec-
tive devices for monitoring the process of repair non-invasively may add further detail and
value to this study. Future studies are required to note the long-term effect of delivering ES to
acute wounds beyond the day 14 time point and whether there is a need for additional treat-
ments to be given beyond the time points discussed in this study.
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Conclusions

This study indicates that ES accelerates acute cutaneous wound healing evidenced by a reduc-
tion in wound volume, diameter and surface area and an increase in blood flow. There is clear
evidence from invasive and non-invasive modalities that treatment with ES resulted in in-
creased angiogenesis. This study further substantiates the role of ES in enhancing cutaneous
wound repair evidenced by quantifiable objective measures and histological analysis observed
in multiple time points. Furthermore, this treatment may have potential application for treat-
ment of delayed and chronic wounds.

Supporting Information

S1 Table. Inclusion and exclusion criteria. Table displaying the inclusion and exclusion crite-
ria for assessing participant suitability to be enrolled onto this study.
(DOCX)

$2 Table. Demographic data. Table outlining the demographic data for the two cohorts com-
bined.
(DOCX)

$3 Table. Details of primers used for the study.
(DOCX)

S4 Table. List of antibodies used for immunohistochemistry analysis. Primary antibodies,
secondary antibodies, concentration of antibodies, incubation parameters and detection meth-
ods used for immunohistochemistry analysis.

(DOCX)

S5 Table. List of antibodies used for Western blotting. Primary antibodies, secondary anti-
bodies, concentration of antibodies, incubation parameters and detection methods used for
Western blotting.

(DOCX)

S6 Table. Wound surface area data. Table displaying the data for wound surface areas for
both cohorts 1 and 2: Surface Area (mm?) Median (Range) for Biopsy Arms and Differences in
Biopsy Arms. Wound surface area was significantly reduced on days 10, 14, 30, 60 and 90.
(DOCX)

S7 Table. Wound volume data. Table displaying the data for wound volume for both cohorts
1 and 2: Volume (mm?) Median (Range) for Biopsy Arms and Differences in Biopsy Arms.
Wound volume was statistically significantly reduced following degenerate wave electrical
stimulation on days 7, 10 and 14.

(DOCX)

S8 Table. Wound diameter data. Table displaying the data for wound diameter for both co-
horts 1 and 2: Diameter (mm) Median (Range) for Biopsy Arms and Differences in Biopsy
Arms. Wound diameter was statistically significantly reduced following degenerate wave elec-
trical stimulation on days 10, 14 and 90.

(DOCX)

S9 Table. Wound depth data. Table displaying the data for wound depth for both cohorts 1
and 2: Average Depth (mm) Median (Range) for Biopsy Arms and Differences in Biopsy
Arms.

(DOCX)

PLOS ONE | DOI:10.1371/journal.pone.0124502  April 30, 2015 19/22


http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0124502.s001
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0124502.s002
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0124502.s003
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0124502.s004
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0124502.s005
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0124502.s006
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0124502.s007
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0124502.s008
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0124502.s009

@’PLOS | ONE

Electrical Stimulation Induces Angiogenesis in Acute Cutaneous Wounds

$10 Table. Wound blood flow data. Table displaying the data for wound blood flow for both
cohorts 1 and 2: Full-field laser perfusion imaging (FLPI) Median (Range) of Changes and Dif-
ferences of Changes in Biopsy Arms. Blood flow was statistically significantly increased on

days 10 and 14 following degenerative wave electrical stimulation.
(DOCX)

Acknowledgments

This paper was presented as an oral podium presentation at the SAWC/WHS meeting in Den-
ver, Colorado, USA in May 2013.

Author Contributions

Conceived and designed the experiments: AB JC PG MB. Performed the experiments: SU AS.
Analyzed the data: SU AB SW JM AS. Contributed reagents/materials/analysis tools: JC PG
RN CP. Wrote the paper: SU AB AS.

References

1. Greaves NS, Ashcroft KJ, Baguneid M, Bayat A. Current understanding of molecular and cellular mech-
anisms in fibroplasia and angiogenesis during acute wound healing. J Dermatol Sci. 2013; 72: 206—
217. doi: 10.1016/j.jdermsci.2013.07.008 PMID: 23958517

2. Risau W. Mechanisms of angiogenesis. Nature. 1997; 386: 671-674. PMID: 9109485

Arnold F, West DC. Angiogenesis in wound healing. Pharmacol Ther. 1991; 52: 407-422. PMID:
1726477

4. Laschke MW, HarderY, Amon M, Martin |, Farhadi J, Ring A, et al. Angiogenesis in tissue engineering:
breathing life into constructed tissue substitutes. Tissue Engineering. 2006; 12: 2093-2104. PMID:
16968151

5. Romano Di Peppe S, Mangoni A, Zambruno G, Spinetti G, Melillo G, Napolitano M, et al. Adenovirus-
mediated VEGF (165) gene transfer enhances wound healing by promoting angiogenesis in CD1 dia-
betic mice. Gene Therapy. 2002; 9: 1271-1277. PMID: 12224009

6. Galiano RD, Tepper OM, Pelo CR, Bhatt KA, Callaghan M, Bastidas N, et al. Topical vascular endothe-
lial growth factor accelerates diabetic wound healing through increased angiogenesis and by mobilizing
and recruiting bone marrow-derived cells. Am J Pathol. 2004; 164: 1935-1947. PMID: 15161630

7. Drinkwater SL, Burnand KG, Ding R, Smith A. Increased but ineffectual angiogenic drive in nonhealing
venous leg ulcers. J Vasc Surg. 2003; 38: 1106—1112. PMID: 14603223

8. Syeda MM, Jing X, Mirza RH, Yu H, Sellers RS, Chi Y. Prostaglandin transporter modulates wound
healing in diabetes by regulating prostaglandin-induced angiogenesis. Am J Pathol. 2012; 181: 334—
346. doi: 10.1016/j.ajpath.2012.03.012 PMID: 22609345

9. SuhH, Petrofsky J, Fish A, Hernandez V, Mendoza E, Collins K, et al. A new electrode design to im-
prove outcomes in the treatment of chronic non-healing wounds in diabetes. Diabetes Technol Ther.
2009; 11: 315-322. doi: 10.1089/dia.2008.0092 PMID: 19425879

10. Petrofsky J, Lawson D, Prowse M, Suh HJ. Effects of a 2-, 3- and 4-electrode stimulator design on cur-
rent dispersion on the surface and into the limb during electrical stimulation in controls and patients with
wounds. J Med Eng Technol. 2008; 32: 485-497. doi: 10.1080/03091900701574407 PMID: 19005963

11.  Jiinger M, Arnold A, Zuder D, Stahl HW, Heising S. Local therapy and treatment costs of chronic, ve-
nous leg ulcers with electrical stimulation (Dermapulse): a prospective, placebo controlled, double blind
trial. Wound Repair Regen. 2008; 16: 480—487. doi: 10.1111/j.1524-475X.2008.00393.x PMID:
18638265

12. Kanno S, Oda N, Abe M, Saito S, Hori K, Handa Y, et al. Establishment of a simple and practical proce-
dure applicable to therapeutic angiogenesis. Circulation. 1999; 99: 2682-2687. PMID: 10338463

13. HangJ, KongL, GuJW, Adair TH. VEGF gene expression is upregulated in electrically stimulated rat
skeletal muscle. Am J Physiol. 1995; 269: H1827-1831. PMID: 7503283

14. BaiH, Forrester JV, Zhao M. DC electric stimulation upregulates angiogenic factors in endothelial cells
through activation of VEGF receptors. Cytokine. 2011; 55: 110-115. doi: 10.1016/j.cyto.2011.03.003
PMID: 21524919

PLOS ONE | DOI:10.1371/journal.pone.0124502  April 30, 2015 20/22


http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0124502.s010
http://dx.doi.org/10.1016/j.jdermsci.2013.07.008
http://www.ncbi.nlm.nih.gov/pubmed/23958517
http://www.ncbi.nlm.nih.gov/pubmed/9109485
http://www.ncbi.nlm.nih.gov/pubmed/1726477
http://www.ncbi.nlm.nih.gov/pubmed/16968151
http://www.ncbi.nlm.nih.gov/pubmed/12224009
http://www.ncbi.nlm.nih.gov/pubmed/15161630
http://www.ncbi.nlm.nih.gov/pubmed/14603223
http://dx.doi.org/10.1016/j.ajpath.2012.03.012
http://www.ncbi.nlm.nih.gov/pubmed/22609345
http://dx.doi.org/10.1089/dia.2008.0092
http://www.ncbi.nlm.nih.gov/pubmed/19425879
http://dx.doi.org/10.1080/03091900701574407
http://www.ncbi.nlm.nih.gov/pubmed/19005963
http://dx.doi.org/10.1111/j.1524-475X.2008.00393.x
http://www.ncbi.nlm.nih.gov/pubmed/18638265
http://www.ncbi.nlm.nih.gov/pubmed/10338463
http://www.ncbi.nlm.nih.gov/pubmed/7503283
http://dx.doi.org/10.1016/j.cyto.2011.03.003
http://www.ncbi.nlm.nih.gov/pubmed/21524919

@’PLOS | ONE

Electrical Stimulation Induces Angiogenesis in Acute Cutaneous Wounds

15.

16.

17.

18.

19.

20.

21.

22,

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

Feedar JA, Kloth LC, Gentzkow GD. Chronic dermal ulcer healing enhanced with monophasic pulsed
electrical stimulation. Phys Ther. 1991; 71: 639-649. PMID: 1881954

Gentzkow GD, Pollack SV, Kloth LC, Stubbs H. Improved healing of pressure ulcers using dermapulse,
a new electrical stimulation device. Wounds. 1991; 3: 158-170.

Sebastian A, Syed F, McGrouther DA, Colthurst, J, Paus R, Bayat A. A novel in vitro assay for
electrophysiological research on human skin fibroblasts: degenerate electrical waves downregulate
collagen | expression in keloid fibroblasts. Exp Dermatol. 2011; 20: 64—68. doi: 10.1111/j.1600-0625.
2010.01150.x PMID: 20707813

Ud-Din S, Perry D, Giddings P, Colthurst J, Zaman K, Cotton S, et al. Electrical stimulation increases
blood flow and haemoglobin levels in acute cutaneous wounds without affecting wound closure time:
evidenced by non-invasive assessment of temporal biopsy wounds in human volunteers. Exp Derma-
tol. 2012; 21: 758-764. doi: 10.1111/exd.12005 PMID: 23078397

Sebastian A, Syed F, Perry D, Balamurugan V, Colthurst J, Chaudhry IH, et al. Acceleration of cutane-
ous healing by electrical stimulation: degenerate electrical waveform down-regulates inflammation, up-
regulates angiogenesis and advances remodelling in temporal punch biopsies in a human volunteer
study. Wound Repair Regen. 2011; 19: 693-708. doi: 10.1111/j.1524-475X.2011.00736.x PMID:
22092840

Bircher A, de Boer EM, Agner T, Wahlberg JE, Serup J. Guidelines for measurement of cutaneous
blood flow by laser Doppler flowmetry. A report from the Standardization Group of the European Society
of Contact Dermatitis. Contact Dermatitis. 1994; 30: 65—-72. PMID: 8187504

Varol AL, Anderson CD. A minimally invasive human in vivo cutaneous wound model for the evaluation
of innate skin reactivity and healing status. Arch Dermatol Res. 2010; 302: 383—-393. doi: 10.1007/
s00403-010-1043-6 PMID: 20229284

Ascher B, Fanchon C, Kanoun-Copy L, Bouloc A, Benech F. A skincare containing retinol adenosine
and hyaluronic acid optimises the benefits from a type A botulinum toxin injection. J Cosmet Laser
Ther. 2012; 14: 234-238. doi: 10.3109/14764172.2012.712700 PMID: 23016532

Bloemen MC, van Gerven MS, van der Wal MB, Verhaegen PD, Middelkoop E. An objective device for
measuring surface roughness of skin and scars. J Am Acad Dermatol. 2011; 64: 706—715. doi: 10.
1016/j.jaad.2010.03.006 PMID: 21216493

Pullar CE. The Physiology of Bioelectricity in Development, Tissue Regeneration and Cancer. USA:
CRC Press, Taylor and Francis Group; 2011.

Foulds IS, Barker AT. Human skin battery potentials and their possible role in wound healing. Br J Der-
matol. 1983; 109: 512-522.

Nuccitelli R, Nuccitelli P, Li C, Narsing S, Pariser DM, Lui K. The electric field near human skin wounds
declines with age and provides a non-invasive indicator of wound healing. Wound Repair Regen. 2011;
19: 645-655. doi: 10.1111/j.1524-475X.2011.00723.x PMID: 22092802

Sebastian A, Igbal SA, Colthurst J, Volk SW, Bayat A. Electrical Stimulation Enhances Epidermal Prolif-
eration in Human Cutaneous Wounds by Modulating p53-SIVAT1 Interaction. J Invest Dermatol. 2014
doi: 10.1038/jid.2014.502 [Epub ahead of print]

Bowling FL, King L, Fadavi H, Paterson JA, Preece K, Daniel RW, et al. An assessment of the accuracy
and usability of a novel optical wound measurement system. Diabet Med. 2009; 26: 93-96. doi: 10.
1111/j.1464-5491.2008.02611.x PMID: 19125768

Ardehali B, Nouraei SA, Van Dam H, Dex E, Wood S, Nduka C. Objective assessment of keloid scars
with three-dimensional imaging: quantifying response to intralesional steroid therapy. Plast Reconstr
Surg. 2007; 119: 556-561. PMID: 17230090

Korber A, Rietkotter J, Grabbe S, Dissemond J. Three-dimensional documentation of wound healing:
first results of a new objective method for measurement. J Dtsch Dermatol Ges. 2006; 4: 848—854.
PMID: 17010174

Houghton PE, Kincaid CB, Lovell M, Campbell KE, Keast DH, Woodbury MG, et al. Effect of electrical
stimulation on chronic leg ulcer size and appearance. Phys Ther. 2003; 83: 17-28. PMID: 12495409

Li J, Chen J, Kirsner R. Pathophysiology of acute wound healing. Clin Dermatol. 2007; 25: 9—-18. PMID:
17276196

McGinnis ME, Vanable JW Jr. Voltage gradients in newt limb stumps. Prog Clin Biol Res. 1986; 210:
231-238. PMID: 3960912

Nishimura KY, Isseroff RR, Nuccitelli R. Human keratinocytes migrate to the negative pole in direct cur-
rent electric fields comparable to those measured in mammalian wounds. J Cell Sci. 1996; 109: 199—
207. PMID: 8834804

Carmeliet P. Mechanisms of angiogenesis and arteriogenesis. Nature Med. 2000; 6: 389—-395. PMID:
10742145

PLOS ONE | DOI:10.1371/journal.pone.0124502  April 30, 2015 21/22


http://www.ncbi.nlm.nih.gov/pubmed/1881954
http://dx.doi.org/10.1111/j.1600-0625.2010.01150.x
http://dx.doi.org/10.1111/j.1600-0625.2010.01150.x
http://www.ncbi.nlm.nih.gov/pubmed/20707813
http://dx.doi.org/10.1111/exd.12005
http://www.ncbi.nlm.nih.gov/pubmed/23078397
http://dx.doi.org/10.1111/j.1524-475X.2011.00736.x
http://www.ncbi.nlm.nih.gov/pubmed/22092840
http://www.ncbi.nlm.nih.gov/pubmed/8187504
http://dx.doi.org/10.1007/s00403-010-1043-6
http://dx.doi.org/10.1007/s00403-010-1043-6
http://www.ncbi.nlm.nih.gov/pubmed/20229284
http://dx.doi.org/10.3109/14764172.2012.712700
http://www.ncbi.nlm.nih.gov/pubmed/23016532
http://dx.doi.org/10.1016/j.jaad.2010.03.006
http://dx.doi.org/10.1016/j.jaad.2010.03.006
http://www.ncbi.nlm.nih.gov/pubmed/21216493
http://dx.doi.org/10.1111/j.1524-475X.2011.00723.x
http://www.ncbi.nlm.nih.gov/pubmed/22092802
http://dx.doi.org/10.1038/jid.2014.502
http://dx.doi.org/10.1111/j.1464-5491.2008.02611.x
http://dx.doi.org/10.1111/j.1464-5491.2008.02611.x
http://www.ncbi.nlm.nih.gov/pubmed/19125768
http://www.ncbi.nlm.nih.gov/pubmed/17230090
http://www.ncbi.nlm.nih.gov/pubmed/17010174
http://www.ncbi.nlm.nih.gov/pubmed/12495409
http://www.ncbi.nlm.nih.gov/pubmed/17276196
http://www.ncbi.nlm.nih.gov/pubmed/3960912
http://www.ncbi.nlm.nih.gov/pubmed/8834804
http://www.ncbi.nlm.nih.gov/pubmed/10742145

@’PLOS | ONE

Electrical Stimulation Induces Angiogenesis in Acute Cutaneous Wounds

36.

37.

38.

39.

40.

41.

42.

43.

44,

45.

Ferrara N, Gerber HP, LeCouter J. The biology of VEGF and its receptors. Nature Med. 2003; 9: 669—
676. PMID: 12778165

Carmeliet P, Collen D. Role of vascular endothelial growth factor and vascular endothelial growth factor
receptors in vascular development. Curr Top Microbiol Immunol. 1999; 237: 133—158. PMID: 9893349

Brown LF, Detmar M, Claffey K, Nagy JA, Feng D, Dvorak AM, et al. Vascular permeability factor/vas-
cular endothelial growth factor: a multifunctional angiogenic cytokine. Exs. 1997; 79: 233-269. PMID:
9002222

Benjamin LE, Keshet E. Conditional switching of vascular endothelial growth factor (VEGF) expression
in tumors: induction of endothelial cell shedding and regression of hemangioblastoma-like vessels by
VEGF withdrawal. Proc Nati Acad Sci USA. 1997; 94: 8761-8766.

Odorisio T, Cianfarani F, Failla CM, Zambruno G. The placenta growth factor in skin angiogenesis. J
Dermatol Sci. 2006; 41: 11-19. PMID: 16216466

Odorisio T, Schietroma C, Zaccaria ML, Cianfarani F, Tiveron C, Tatangelo L, et al. Mice overexpres-
sing placenta growth factor exhibit increased vascularization and vessel permeability. J Cell Sci. 2002;
115: 2559-2567. PMID: 12045226

Failla CM, Odorisio T, Cianfarani F, Schietroma C, Puddu P, Zambruno G. Placenta growth factor is in-
duced in human keratinocytes during wound healing. J Invest Dermatol. 2000; 115: 388-395. PMID:
10951273

Arnold F, West DC. Angiogenesis in wound healing. Pharmacol Ther. 1991; 52: 407-422. PMID:
1726477

Laschke MW, Harder Y, Amon M, Martin |, Farhadi J, Ring A, et al. Angiogenesis in tissue engineering:
breathing life into constructed tissue substitutes. Tissue Eng. 2006; 12: 2093—-2104. PMID: 16968151

Clover AJ, McCarthy MJ, Hodgkinson K, Bell PR, Brindle NP. Noninvasive augmentation of microves-
sel number in patients with peripheral vascular disease. J Vasc Surg. 2003; 38:1309-1312. PMID:
14681633

PLOS ONE | DOI:10.1371/journal.pone.0124502  April 30, 2015 22/22


http://www.ncbi.nlm.nih.gov/pubmed/12778165
http://www.ncbi.nlm.nih.gov/pubmed/9893349
http://www.ncbi.nlm.nih.gov/pubmed/9002222
http://www.ncbi.nlm.nih.gov/pubmed/16216466
http://www.ncbi.nlm.nih.gov/pubmed/12045226
http://www.ncbi.nlm.nih.gov/pubmed/10951273
http://www.ncbi.nlm.nih.gov/pubmed/1726477
http://www.ncbi.nlm.nih.gov/pubmed/16968151
http://www.ncbi.nlm.nih.gov/pubmed/14681633


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


