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ABSTRACT

This study aimed to determine the optimum condition of MRSAcin production from Methicillin resistant Staphylococcus
aureus (MRSA) and compared its therapeutic effects with vancomycin on experimental MRSA skin infection. Bacterial
samples from hospital contaminated burned skin were obtained for identification of MRSA. A total of 40 bacterial samples
(out of 100) were diagnosed to be Saphylococcus aureus, only 33 of them were MRSA. The optimum conditions for
MRSAcin production include pH 6, temperature 37°C for 48 hr and inoculums size 6x10° cell/ml, while the best stability
condition was pH 5-7 and the resistant temperature 50-75 °C for 10-30 minute. In vivo study showed that MRSA
contaminated wound reveadled severe inflammation, necrosis, edema and hemorrhage, the lesion extended to the
subcutaneous tissue. Treating the infected skin with MRSAcin lead to localization of the lesion to incision site with
complete epithelial regeneration and proliferation of connective tissue, while vancomycin treated group showed severe
necrosis, marked inflammatory reaction, and the lesion extended to the S/C tissue. In conclusion local treatment of skin
wound infected with MRSA using a crude MRSAcin lead to localization of the lesion and enhanced the healing process
compared with vancomycin, which showed less therapeutic effect.
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INTRODUCTION positive and negative bacteria, Bacteriocins from lactic
Methicillin resistant Staphylococcus aureus (MRSA) is a acid bacteria are used as food preservative like in dairy
Gram positive bacterium acquired a gene (mecA gene) products. It has a useful use in health care products and
that makes it resistant to nearly all beta-lactam antibiotics. cosmetics for treatment of acne, also being used in

Resistance to other antibiotics is also common especially toothpaste to inhibit dental caries and in mouthwashes for
in hospital-associated MRSA. This organism is serious the periodontal diseases (Indira et al., 2011). S aureus
nosocomial pathogen, and finding an effective treatment produce a wide variety of inhibitory substances including
can be a big challenge. Strains of community-associated Staphylococcin, which showed very potent activity against
MRSA are originated outside hospitals, while these many clinical isolates of Mycobacterium tuberculosis,
organisms have generally been easier to treat, some strains many antimicrobia substances produced by staphylococci
have transferred into hospitals and become more resistant have been categorized as true bacteriocins (Coelho et al.,
to drugs other than beta-lactams (Chaudhary et al., 2017; 2014). Vancomycin is an antimicrobial agent worldwide
Hussein, 2016). Strains of MRSA are usually resistant to used in the treatment of MRSA infection (Levine, 2006).
wide spectrum of antibiotics and also intrinsic resistance Recently, decreasing vancomycin susceptibility among S
to R- lactam antibiotics, it shows a particular ability to aureus, the appearance of non-susceptible MRSA strains
spread in hospitals and now present in many countries and the frequent vancomycin failure in treatment of
including Irag (Hussein, 2016). The most important risk MRSA infection regardless of the minimum inhibitory
factors for the hospital acquisition of MRSA include concentration of isolate, provides evidence of the need for
prolonged hospitalization that stay in an intensive care more effective therapies and therapeutic approaches (Choo
unit, chronic diseases such as malignancy and chronic and Chambers, 2016). However, the current study aim to
renal failure, surgery, prior exposure to antibiotics and determine the in vitro and in vivo antibacterial effect of
contact with a patient colonized or infected with MRSA crude MRSAcin produced by MRSA and compared their
(Abdulgader et al., 2015). Bacteriocins are peptides therapeutic effects with vancomycin.

natural released by different varieties of bacteria and

archea that are active against other bacteria and the MATERIALS & METHODS

producer has a specific immunity mechanism (Dobson et Clinical isolates

al., 2012). Bacteriocins which have inhibitory effects One hundred clinical samples of bacterial isolates from
towards sensitive strains are produced by both Gram hospital contaminated burns wound at Al-Yarmouk
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Teaching Hospital and Baghdad Teaching Hospital
(Baghdad-lraq) were obtained during the period
November 2015 to January 2016 in order to search for S
aureus.

Diagnosisof S. aureusisolates

All samples cultured on mannitol salt agar and incubated
at 37°C for 24 hr and then colony morphology, Gram stain
reaction and biochemical characteristics (ie. Oxidase
reagent, Coagulase, Catalase reagent) was examined to
diagnose S. aureus and MRSA strain was confirmed by
vitek 2 system.

Antibiotic Resistance Test

Antibiotic resistance test was performed on Mueller-
Hinton agar plates at 37 °C for 18 hr in the presence of 10
different types of antibiotics disc including Methicillin (5
Hg), Oxacillin (1 pg), Clindamycin (15 pg), Tetracycline
(30 ug), Erythromycin (15 pg), Cefoxitin (30 pg),
Gentamicin (10 pg), Chloramphenicol (30 pg), Penicillin
G (10 pg) and Vancomycin (30 pg) (Bioanalyse®, USA).
The zone of inhibition (in mm) around each disk was
documented and compared with a standard interpretive
chart (Clinical and Laboratory Standards Institute)
(Wright, 2014).

Extraction of Bacterocin (MRSAcin)

MRSA isolate which showed the widest inhibition zone in
antibiotic resistance test was selected to produce and
extract of MRSAcin. The isolates cultured on Tryptic Soay
broth (TSB) (2)% inoculated with 6x10° cell/ml of MRSA
and incubated at 37 °C for 24 hours under aerobic
conditions (Ali, 2010). Cells were harvested by
centrifugation at 6000 rpm for 15 minutes, the cell-free
supernatant was referred to as crude MRSAcin extract
which heated to 80° C for 10 minutes, then cooled and
centrifuged at 6000 rpm for 15 minutes (Powell et al.,
2007) followed by filtration of the supernatant through a
0.2 um pore-size nylon syringe filter. The supernatant was
stored at -20 °C.

MRSAcin activity assay

The crude MRSAcin activity was tested by detect its
inhibitory effects on the growth of indicator organisms
such as Saphylococcus aureus, Escherichia coli and
Pseudomonas aeruginosa (indicator bacteria was obtained
from Department of Biology, College of Science,
University of Baghdad, Irag). The antibacterial activity of
crude MRSAcin was examined using agar well diffusion
(AWD) and spot disc method.

Bacteriocin concentration

The best activity for MRSAcin was detected a a
concentration of 6250 pg\ml, the concentration
determined according Lowry et al. (1951) method.

Effect of pH on MRSAcin

MRSAcin solution was mixed with 10 mM potassium
phosphate buffer and the pH values was adjusted to
ranging from 2 to 12 (at increments of one pH unit) using
NaOH (1 N) or HCI (IN) and incubated at 37°C for 30
minutes.

Effect of Temperature

Samples of MRSAcin solution were exposed to different
temperature degrees (20, 25, 30, 37 and 40)°C respectively
for 30 minutes, also the activity tested at 121°C for 15
minutes. The protein concentration in each sample was
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measured before and after the temperature test using
Lowry et al. (1951).

Experimental design

Seventy mice were divided into 5 groups, the mice in the
1%, 2" 39 and 4™ groups (n=15 for each group) were
anesthetized with an intraperitoneal injection of a mixture
of xylazine (5 mg/kg) and ketamine (75 mg/kg), then the
hair of the right flank was shaved (3x2 cm) using
electrical shaver and the remaining hair was shaved using
disposable hand shaver. The shaved area was cleaned by
soap and sterile D.W., after drying skin wound was
induced using sterile lancet in which 3 parallel line of
superficial skin wound was made. The 5" group (n=10)
considered as control negative group.

The mice in the 1% group were considered as positive
control group and the injured skin did not receive any
treatment, while the injured skin of micein the 2™, 3 and
4™ group was contaminated by MARS using one drop
containing 0.5x10° cfu/ml (McPherson et al., 2005).
Infected skin of mice in the 2™ group did not receive any
treatment. The injured skin of mice in the 3 group was
treated locally with a 0.1 ml drop of MRSAcin (conc.
62.50ug\ ml) after 2 hrs of infection and the treatment
repeated every 12 hr, while mice in the 4™ group treated
locally with a vancomycin ointment (Elbe Pharma Nig.
Ltd company) after 2 hr post infection and treatment
repeated every 12 hr.

Histopathological Study

Five mice were euthanized from each group at 24, 48 and
72 hr post injury and samples (1x2 cm) of injured skin
were taken and fixed immediately in 10% formalin
solution for 48 hrs, then the samples were processed
routinely and sectioned by microtome (thickness 4-6
micron) and the slides stained by Hematoxyline and Eosin
stain (Presnell and Schreibman, 1997). For scoring the
microscopic lesions, the current study depends on
parameters and semiquantitative scoring system designed
by Kugelberg et al. (2005) with modifications, as
following: for scoring of the inflammation (in the dermis
and S/C tissue, separately): 0, no inflammation present; 1,
little inflammation present; 2, moderate inflammation
present; and 3, severe inflammation present. For scoring of
the presence of neutrophils: 0, no neutrophils present; 1, a
few neutrophils present; 2, moderate occurrence of
neutrophils; and 3, abundant occurrence of neutrophils.
For scoring of the presence of MNCs: 0, no MNCs
present; 1, afew MNCs present; 2, moderate occurrence of
MNCs; and 3, abundant occurrence of MNCs. For scoring
of the presence of necrosis. 0, no necrosis; 1, mild
necrosis; 2, moderate necrosis; and 3, severe necrosis. For
scoring of the presence of fibrin: 0, no fibrin deposition; 1,
little fibrin deposition; 2, moderate fibrin deposition; and
3, abundant fibrin deposition. For scoring of the presence
of Epithelial regeneration: 0, complete regeneration; 1,
moderate regeneration; 2, little regeneration; and 3, no
regeneration. For scoring of the presence of hemorrhage:
0, no hemorrhage;1, mild hemorrhage; 2, moderate
hemorrhage; and 3, severe hemorrhage.

Statistical analyses

The Statistical Analysis System - SAS (2012) program
was used to analyze the difference between groups. Least
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significant difference —-LSD test (ANOVA) was used to
significant compare between meansin this study.

RESULTS

Identification of clinical isolates

Antibiogram of bacterial isolation from hospital indicates
that from 100 sample, 40 (40%) bacterial isolate diagnosed
as Saphylococcus aureus and only 33 (82.5%) out of 40
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were diagnosed as MRSA strain. The diagnosis of MRSA
isolates was confirmed using Vitek 2 system; al 33
isolates gave positive result with probability of 98-99%.
MRSA isolates were resistant to all tested antibiotics
especially Erythromycin, Gentamicin, Cefoxitin and
Chloramphenicol, while it is sensitive to vancomycin
(Table 1).

TABLE 1: Antibiotic susceptibility test of S aureus

Antibiotic Resistance Intermediate Sensitive
No. (%) No (%) No. (%)
Methicillin 33(82.5%) 1(2.5%) 6 (15%)
Oxacillin 33(82.5%) 3(7.5%) 4 (10%)
Clindamycin 31(77.5) 2 (5%) 7 (17.5%)
Penicillin G 30(75%)  3(%7.5) 7 (17.5%)
Tetracycline 30 (75%) 3 (%7.5) 7 (17.5%)
Erythromycin 28 (70%) 0 (0%) 12 (30%)
Gentamicin 27 (67.5%) 3(%7.5) 10 (25%)
Cefoxitin 27 (67.5%) 2 (5%) 11 (27.5%)
Chloramphenicol 26 (65%) 4 (10%) 10 (25%)
Vancomycin 17 (42.5%) 2 (5%) 21 (52.5%)

Screening for crude MRSAcin
One of the MRSA isolate was selected among other
MRSA isolates as the best producer of crude MRSAcin

according to their wide inhibition zone that reached 15
mm when tested on the basic indicator bacteria (Fig. 1).

FIGURE 1: Screening of crude MRSAcin against E. coli on Nutrient agar at 37° C for 24-48 hrs.

Comparison between antimicrobial activitiesfor crude
bacteriocin using agar methods

Comparing the two methods (WDA and spot disc
methods) used in this research, both showed antibacterial
activity of crude MRSAcin against indicator bacteria of S
aureus, Escherichia coli and Pseudomonas aeruginosa

FIGRURE 3:
A. S aureus on mantiol salt agar, control well (black arrow), crude MRSAcin (yellow arrow).
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(Fig. 2), the WDA method give higher diameter of
inhibition zone ranged between 12 tol5 mm in which is
significantly (p<0.05) higher when compared with spot
disc diffusion methods in which inhibition zone ranged
between 5-6 mm (Fig. 3).

Antibacterial activity of MRSAcin (WDA method) for 24-48 hr at 37°C
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B. P. aeruginosa on nutrient agar, control well (black arrow), crude MRSAcin (yellow arrow).

FIGURE 3: Antimicrobial activity spot disc agar method
against E. coli in Mueller Hinton agar for 24-48 hrs at 37
°C, control disc (black arrow), MRSAcin disc (yellow

arrow).

Precipitation of MRSAcin

Crude MRSAcin was heated to denaturant any proteases
and heat-sensitive proteins. Ammonium sulphate 70% was
used to precipitation bacteriocin to obtain partia
purification and increased the diameter of inhibition zone
compared with crude bacteriocin. The inhibition zone
diameter reached 17 mm (Fig. 4).

FIGURE 4: Antibacterial activity of Crude MRSAcin
using 70% ammonium sulphate, control (black arrow),
MRSAcin (yellow arrow).

PH Stability of Crude MRSAcin

The activity of crude MRSAcin in different pH ranges
showed that crude MRSAcin was stable and remained
active at pH value ranged between 2 to 7, while the
optimum pH was 6 which achieved the maximum
antibacterial  activity ~ of crude MRSAcin, and the
bacteriocin completely loss its antibacterial activity below
1 and above 8 (Fig. 5).
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FIGURE 5: Stability of MRSAcin at different pH values.

Thermostability for MRSAcin
Thermostability for crude MRSAcin was assayed at
different temperatures. As shown in (Fig. 6), the MRSAcin

is resistant to temperature ranged from 50 to 75 °C for 10
and 30 minute, while MRSACin loss its themostability at
100°C for 10 minutes.
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FIGURE 6: Residual activity of Crude MRSAcin at different temperatures for 30 min except at 121 °C for 15 minutes.
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Histopathology

The score system showed that the 1% group (positive
control) revealed the lowest score among other groups
followed by the 2™ (MRSAcin) and the 3 (vancomycin)
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groups, respectively, while the 2™ (MRSA infected) group
showed the highest score. The scores of the skin response
in different groups were summarized in table 2.

TABLE 2: Groups score of skin response.

Scoring system Groups
Gl G2 G3 G4
(n=15) (n=15) (n=15) (n=15)
24h  48h 72h 24h  48h 72h 24h  48h 72h 24h  48h 72h
(n=5) (=5 (n=5) (=5 (n=5) (n=5) (n=5) (n=5) (n=5) (=5 (n=5) (n=5)
Inflam. (skin):
- Derma 1.4 16 14 3 3 3 2.6 2.2 2 2.6 2.6 24
- S/IC 0 0 0 12 2 26 0 0.4 0.6 0 0.4 0.6
Neutrophils 14 22 2.2 2.6 2.6 3 2 2.2 2 2.4 2.6 2.2
MNCs 0.8 12 14 0.8 14 24 0 12 2 0.4 18 22
Hemorrhage 0 0 0 18 22 22 0 0 0 0 0 0
Deg. and 2 2 18 3 3 3 2.4 2 18 2.8 2.6 2.2
Necrosis
Fibrin 0 0 0 12 12 16 0 0 0 0.4 0.8 12
Epithelia 3 18 0.4 3 3 3 3 2 0.8 3 26 26
regeneration
Sum 8.6 8.8 7.2 166 184 208 10 10 9.2 116 134 134
8 (sum+8) 108 11 0.9 208 23 26 125 125 115 145 168 168
2 Mean 3.08¢c 6.98a 365¢c 481b
Score (Mean+3) 1.03c 233a 122c¢ 1.60b
LSD value 0.362 **

** (P<0.01). Means with the different |etters in row differed significantly.

The histological changes in the 1% group (control positive)
revealed the following, at 24 hrs post injury, there is
necrotic debris of epithelial layer (epidermis) in the
injured area with few neutrophils in the dermis layer (Fig.
7A), while a 48 hr post injury, there is signs of
regenerated epithelia under the necrotic tissue, also thereis

moderate neutrophils infiltration between the collagen
fibers in the dermis layer (Fig. 7B). At 72 hr post injury,
thereis almost compl ete regeneration of the epithelial cells
of the epidermis with mild infiltration of neutrophils in
dermislayer (Fig. 7C).

A [

C

1

FIGURE 7: Histopathological sectionin

dermis layer (200X).
cellular debris (100X).
neutrophilsin dermis layer (100X).

The histopathological changesin skin of 2™ group (MRSA
infected) showed the following, after 24 hr there is edema,
hemorrhage and neutrophils infiltration in the
subcutaneous tissue (Fig. 8A), in addition, other sections
showed deposition of fibrin network in the incision site
and neutrophils infiltration extended to the S/C tissue.
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(control positive) (H & E Stain)

24 hrs post injury: necrotic debris of epithelial layer (epidermis) in the injured area with few neutrophils in the
48 hr post injury shows narrowing incision site with contact of epithelial cells from each edge of incision under

72 hrs post injury: complete regeneration of the epithelial cells of the epidermis with mild infiltration of

After 48 hours, the previous changes became more severe;
in addition, there is necrotic tissue in the incision site with
neutrophils and MNCs infiltration extended to dermal
layer (Fig. 8B). At 72 hours, the lesion was very severe, in
which the edema and neutrophils infiltration became more
abundant in the dermis layer (Fig. 8C).
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FIGURE 8: H|stopatholog|cal section in the skln of mouselnfected Wlth MRSA (H & Estaln)

layer (100X).
S\C tissue with abscess formation (100X).

In the 3% group (infected MRSA and treated with
MRSAcin), after 24 hr there is necrotic tissue with
neutrophils infiltration in the incision site (Fig. 9A) and
dermal layer, while after 48 hr the lesion revealed necrotic
tissue with neutrophils infiltration in the incision site with
moderate edema and inflammatory cells infiltration in the
dermal and subcutaneous tissues with initiation of
epithelial cell proliferation (Fig. 9B). At 72 hr the skin

24 hr post infection: edema, hemorrhage and neutrophils infiltration in the submucosal layer (400X).
48 hr post infection: necrotic tissue in the incision site (arrow) with neutrophils infiltration extended to dermal

72 hr post infection shows cellular debris and neutrophils infiltration and abscess in the incision site, dermis and

showed moderate mononuclear cells infiltration under
complete regeneration of epidermal layer, the lesion did
not extended to the adipose tissue (Fig. 9C). Other section
showed thickness of epithelial layer under necrotic tissue
with edema and few to moderate mononuclear cells
infiltration in the derma layer with connective tissue
proliferation in the dermal layer and adipose tissue.

FIGURE 9: H|stopatholog|cal sections ofm|ce skln infected with MRSA and treated W|th MRSAcm showed (H& E

Stain):

A. 24hrpost treatment: the incision site filled with inflammatory cells and cellular debris.(400X).

B. 48 hrs post treatment: necrotic tissue with neutrophils infiltration in the incision site with moderate edema and
inflammatory cells infiltration in the dermal layer with initiated proliferation of epithelial cells (200X).

C. 72 hrs post treatment: mononuclear cells infiltration under complete regeneration of epidermal layer (arrow)

without extended to adipose tissue (100X).

In 4" group (infected with MRSA and treated with
vancomycin), after 24 hr there is severe necrotic tissue
with marked neutrophils infiltration in the incision site
(Fig. 10A), and after 48 hr the neutrophils infiltration seen
in the dermal layer and reached the muscular region (Fig.
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10B). At 72 hrs post treatment the skin showed severe
necrotic tissue with marked neutrophils infiltration in the
incision site, dermis and S\C tissue (Fig. 10C) with
formation of granulation tissue.
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FIGURE 10: Histopathological sections of mice skin infected with M

Stain):
A.

B.

C.

S\C tissue (100X).

DISCUSSION

Hospital samples of contaminated burn wound revealed
that 40% of the isolates were S. aureus and this refer to
increase in the percentage of this bacterium in hospitals
compared with previous study in Iraq in which only 24.4%
of the hospital bacterial isolates were S aureus (Alwan et
al., 2011). Inaddition, MRSA was resistant to most tested
antibiotic except vancomycin and this contraindicated the
results of Alwan et al., 2011 whom mention S. aureus was
less resistance to chloramphicol 28.57% among 65% in
present study. Other study showed no (0%) resistance of
MRSA to vancomycin and high resistance to gentamicin
100%, oxacillin (or cefoxitin) 100%, Erythromycin 100%,
clindamycin 97.22% (Kaur and Chate, 2015). The
variation in the results with other studies may be dueto the
unique ability of S aureusto respond to new antibiotic
with the development of a resistance mechanism, starting
from penicillin and methicillin until the most recent
antibiotics (Pantosti et al., 2007).

The present results agree with Rahimifard and Naseri,
2016 who compared between 3 antimicrobia activity
methods (spot on lawn, well diffusion and disk diffusion)
using Bifidobacteria infantis and Bifidobacteria bifidum as
probictic bacteria against Salmonella enterica serotype
Enteritidis and they found that the well diffusion assay
(WDA) is the best method to identify the antagonism of
bacteriocin of microorganisms compared with other
methods. The results of antimicrobial activity of MRSAcin
against indicator bacteria S aureus, E. coli and P.
aeruginosa in spot disc diffusion methods ranged between
5-6 mm, while study of Kaur et al. (2015) showed that the
antibacterial activity of the bacteriocin of Lactobacillus
strains showed inhibition zone reached 12-15 mm against
indicator bacteria (S. aureus, E. coli and P. aeruginosa),
also Sharma and Srivastava (2014) found that plantaricin
peptides had anti-candida activity and the inhibition zone
reached 9mm. According to the present study partial
purification of bacteriocin by 70% ammonium sulphate
increase the antibacterial activity of bacteriocin, a fact
mentioned previousy when antimicrobial activities of
pyocin increased against food-spoiling bacteria and food-
borne pathogens after partia purification by 70%
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and treated with vancomycin showed (H& E

24 hrs post treatment: severe necrotic tissue with marked neutrophils infiltration in the incision site (400X).
48 hr post treatment: severe neutrophilsinfiltration in the dermal layer reach muscular region (400X).
72 hr post treatment: severe necrotic tissue with marked neutrophils infiltration in the incision site, dermis and

ammonium sulphate precipitation (Naz and Rasool,
2013).

The current results resample the results of the pyocin
SA188 which is active at pH range from 4 to 10 (Naz and
Rasool, 2013) also bacteriocin from Lactobacillus murinus
AUOG still 100% active between pH 6-7 and retained 70%
of activity at pH 4 and the effect of tempterture reveaed
that the bacteriocin was stable between 30-80 °C and
retained more than 60% of its activity at 60 °C for 30 min
and decreased dafterwards (Elayargja et al., 2014).
Another important results showed by Wladyka et al.
(2013) in which bacteriocin BacCH91 from S. aureus CH-
91 showed complete bactericidal activity at pH 3-6, while
pH 7 and higher causes loss of the bactericidal activity
until pH 11 which showed complete inactivation of the
bacteriocin, also they found that BacCH91 loss its activity
when incubation at temperatures higher than 60°C for
several hours, and maintained its activity about 1 hour at at
temperatures more than 80 °C. the inactivation induced by
temperature may related to the polypeptide chain
hydrolysis as seen by HPLC and ESI-MS analyses
(Wladykaet al. 2013).

The results of in vivo study, in the 1%group revealed that
the first phase of normally proceeding wound healing is
marked by the influx of inflammatory cellular infiltrate
consisting of PMNs and macrophages under a fibrin plug.
The control wounds group showed good influx of
inflammatory cells, which consisted first mostly of PMNSs.
As expected, the number of PMNs peaked in the control
wounds during the first 3 days, but after 72 there is
decrease in neutrophils in tissue with few macrophages
revealed a normal wound healing process and these results
agreed with He et al. (2003).

In addition, the current results suggest that the complete
regeneration of the epithelia cells and™ the presence of
fibrin plug which seen in this group especialy at 72 hr
post injury was a part of the skin healing process
especially inimmune component animal.

In the 2™group (infected with MRSA), severe tissue
damage (when compare with G1), including edema,
hemorrhage and tissue necrosis, and these changes can be
attributed to the highly pathogenic bacteria (MRSA) which
known to be a highly resistance and capable to evade the
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immune system as well as their virulence factors
(enzymes, toxins, adhesion proteins, and cell surface
proteins) which causes toxic affect (Chipolombwe et al.,
2016), for example Labandeira-Rey et al. (2007)
suggested that S. aureus strain express PVL protein caused
necrotizing pneumonia and the current result may
suggested the same idea to explain the severe necrosis in
the skin, also the heavy infiltration of neutrophils in the
infected area which extend to the dermis at 72 hrs post
wound infection may suggest that neutrophils recruitment
to the site of infection is required for an effective immune
response against S aureus in and during the first 24 hr,
skin wounds of mice inoculated with MRSA developed
large neutrophilic abscesses (Mdlne et al., 2000).
According to the previous facts, the current results agreed
with Kugelberg et al. (2005) who mentioned that
superficial skin wound inoculated with S aureus showed
pronounced acute inflammatory response included most
layers of the skin.

The histopathological changes in the 3" group (infected
with MRSA and treated with MRSAcin) showed that the
lesion localized to incison area and better prognosis
comparing with G2 with complete epithelial regeneration
and C.T. proliferation at 72 hr post treatment and this may
attribute to the S. aureus bacteriocin in which Lysostaphin
may kill staphylococcal bacteria by cleaving the
pentaglycine bridges in the cell wall, Lysostaphin has
attracted renewed attention as a viable antimicrobial
therapy in the light of increasingly prevalent multi-drug
resistance (Kumar, 2008).

The result of the 4™ group showed severe damage to skin
tissue and the lesion extend to the S\C tissue with
minimum healing process when compared with group 3,
this unexpected results (since in vitro study showed that
the bacterium was sensitive to  vancomycin)
contraindicated other previous studies in  which
vancomycin was very effective drug in systemic treatment
(intravenous injection) of MRSA in horses (Orsini et al.,
2005), and subcutaneous or oral administration in mice
(Guoet al., 2013).

In conclusion, Treatment of MRSA infected skin with
MRSAcin limited the skin damage and localized the lesion
to the incision site with good healing process (relatively
resemble norma healing process) compared with
vancomycin treatment which failed to limit the infection
and the lesion spread from the epidermis to the dermis and
subcutaneous tissues.
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