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Abstract: Ruminant meat is considered to be a potent vehicle of foodborne pathogen transmission.
Edible coatings are considered to be promising for enhancing meat safety. Here, edible chitosan
membranes were applied to whole cuts of beef and mutton to test the survival of the pathogenic
bacteria Listeria monocytogenes and methicillin-resistant Staphylococcus aureus. Meat pieces weighing
approximately 200 g were inoculated with a cocktail of three S. aureus isolates or four L. monocy-
togenes isolates (6.00 log10CFU/g). The meat pieces were encased in a chitosan coating formed
by immersion and incubated aerobically or vacuum-packaged in LDPE/PA/LDPE bags for up to
21 days. A decrease in both S. aureus (x = −1.95 log10CFU/g, standard error = 0.23 log10CFU/g) and
L. monocytogenes counts (x = −1.07 log10CFU/g, standard error = 0.26 log10CFU/g) was observed.
No significant differences were observed between L. monocytogenes-spiked beef and mutton pieces;
statistically higher S. aureus counts were observed in mutton versus beef under similar treatments.
Aerobic storage of meat pieces inoculated with L. monocytogenes enhanced the antibacterial effects
of chitosan—a trend that was not observed in meat pieces inoculated with S. aureus. According
to the results, edible chitosan membranes were effective in controlling the growth of S. aureus and
L. monocytogenes.
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1. Introduction

Foods of animal origin—and especially meat—are essential for the human diet because
they constitute excellent sources of nutrients, such as proteins of high biological value,
essential amino acids, and vitamins. Still, meat is prone to deterioration and bacterial
contamination. Edible membranes are thin coatings that can be applied to a wide variety
of food products to enhance their quality and shelf life. Chitosan films are predominately
used for meat products because they form strong coatings and they positively contribute to
their quality [1]. Chitosan is a cationic polysaccharide of N-acetyl-d-glucosamine and d-
glucosamine units and is derived from the partial deacetylation of chitin [2]. It is generally
recognized as safe (GRAS) by the United States Food and Drug Administration (FDA) as a
food additive and food preservative of natural origin [1]. Chitosan possesses a wide variety
of biological activities, i.e., anti-inflammatory, anti-allergic, anti-hypertensive, antidiabetic,
hypolipidemic, hypocholesterolemic, anticoagulant, antineoplastic, and neuroprotective
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activities [3,4]. However, its most distinctive characteristic is related to its antimicrobial
properties [2].

Several foodborne pathogens can be transmitted through meat consumption. Among
them, Staphylococcus aureus has regularly been implicated in human disease [5]. S. aureus is
a Gram-positive and catalase-positive coccus that is commensal in humans and domestic
animals [6]. It can grow in a wide range of temperatures (7 ◦C to 48 ◦C), pH levels (4.2–9.3),
and concentrations of sodium chloride (up to 15%) [7]. It is not able to form spores, but
it can contaminate food products during food processing [7] and produce enterotoxins
under favorable conditions and temperatures [8]. Staphylococcal foodborne diseases
are dominant worldwide and can cause a wide variety of symptoms, including nausea,
vomiting, diarrhea, and abdominal pain [7]. Although it is a self-limiting disease, it can
cause serious symptoms to high-risk groups of people, such as infants, the elderly, the
pregnant, and the immunocompromised [8]. The staphylococcal enterotoxins are resistant
to heat, freezing, drying, pH, and proteolytic enzymes [9]; once produced, it is hard to
remove them from the food product. In addition, methicillin-resistant Staphylococcus aureus
(MRSA) is the most prominent example of an antibiotic-resistant human pathogen that can
be transmitted between animals and humans via contaminated food—and especially meat.
Therefore, to tackle this major threat to human health, more precautionary strategies should
be implemented to reduce the occurrence and survival of S. aureus—and especially MRSA—
in meat and meat products [9]. Meat is often implicated as the causal food commodity
of foodborne illness in humans; S. aureus usually ends up in food after slaughter, with
food handlers being mainly responsible for meat contamination. In a review of foodborne
diseases in the USA from 1998 to 2008, S. aureus was the second most common causative
agent of foodborne disease due to meat consumption [5,10]. Thus, the inhibition of S.
aureus from growing on food products is of vital importance to prevent the accumulation of
staphylococcal enterotoxins and the transfer of microbial resistance to susceptible humans.

Listeria monocytogenes is a notorious foodborne pathogen, causing the often-fatal food-
borne disease listeriosis. It is a Gram-positive, catalase-positive, and facultative anaerobic
rod [11]. It is widely distributed in nature, present in soil, water, vegetation, sewage, and an-
imal feces [12]. Moreover, it is commonly isolated from the environment of food processing
facilities and from surfaces due to its ability to form strong biofilms. Cross-contamination is
considered to be the most important cause of Listeria contamination in food products [10,13].
When healthy people are infected with L. monocytogenes, the symptoms are usually mild, as
L. monocytogenes causes only febrile gastroenteritis. However, in high-risk groups of people,
L. monocytogenes can cause sepsis, meningoencephalitis, and abortion and can result in high
mortality and morbidity [13,14]. Apart from the severity of the disease, L. monocytogenes
is also a psychrotrophic bacterium that can survive and grow at temperatures lower than
7 ◦C [10]. Thus, refrigeration appears to be ineffective against L. monocytogenes, and sup-
plementary measures are needed to control its growth in food products. Listeriosis can
be caused by meat consumption; still, the necessity for the control of L. monocytogenes is
dictated mainly by the severity of the disease that it may cause [5].

The evidence in the literature suggests that chitosan has antimicrobial properties that
could help control the growth of Gram-positive and Gram-negative bacteria in vitro [2,15]
and in food systems—mainly in fruits, vegetables, bakery products, fish, pork, and chicken
meat [1,16]. However, there is scarce information about the antibacterial activity of chitosan
against pathogenic bacteria in meat from ruminants. To the best of our knowledge, no
data have been published regarding the survival of Listeria monocytogenes on chitosan-
coated mutton meat. Thus, the objective here was to test the antimicrobial activity of
chitosan against sensitive and methicillin-resistant S. aureus and L. monocytogenes in beef
and mutton meat.
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2. Materials and Methods
2.1. Meat Samples

Beef and mutton meat from the thigh region (M. quadriceps femoris) was provided by a
collaborating meat company located in Northern Greece. The meat was produced locally by
animals slaughtered in the company’s abattoir and transferred to the laboratory of Hygiene
of Food of Animal Origin—Veterinary Public Health, School of Veterinary Medicine, in
insulated polystyrene boxes with ice within two hours for analysis. Pieces of approximately
200 g each were aseptically produced and stored under refrigeration before the application
of chitosan. The meat pieces mimicked the actual weight of the commercial packages of
meat usually marketed at the retail level.

2.2. Preparation of the Inoculums

For the contamination of the meat pieces, a cocktail of strains of S. aureus or L. monocytogenes
was used. The S. aureus cocktail comprised three MRSA strains, namely, S. aureus ATCC 43300,
DSM 102262, and DSM 25629; the L. monocytogenes cocktail comprised L. monocytogenes
ATCC 49594 (Scott A), ATCC 19115, ATCC 19112, and ATCC 35152. Prior to revival, the
strains were maintained at −80 ◦C in a 15% glycerol stock. The strains were collected by
scraping the frozen stock culture surface with a sterile loop, without defrosting the stock
culture, and used for the inoculation of tubes containing Brain Heart Infusion Broth (Oxoid
Ltd., Basingstoke, UK). Incubation was performed in an orbital shaking incubator at 37 ◦C
at 300 rpm (ISLD04HDG, Ohaus Ltd., Parsippany, NJ, USA). The turbidity of the inocula
was adjusted to 0.5 McFarland by the use of a densitometer (Densimat, Biomérieux, Marcy
l’Etoile, France). Then, equal amounts of each strain were combined in order to form the
inoculum of four strains of S. aureus or L. monocytogenes that were further used for meat
inoculation. The microbial counts of the working mixtures were calculated by decimal
dilutions in Maximum Recovery Diluent (MRD, Oxoid Ltd., Basingstoke, UK) and surface
plating in Brain Heart Infusion Agar, followed by incubation at 37 ◦C for 24–48 h.

2.3. Application of the Chitosan Solution and the Inocula to the Meat Samples

The selection of chitosan coating with or without vacuum-packaging was based on
preliminary results of different beef and mutton treatments including chitosan or alginate
coatings, combined with the addition of oregano essential oil or olive oil, and stored aerobi-
cally or under vacuum-packaging [17]. A stock of chitosan solution was produced at a final
concentration of 1% by dissolving 1 g of chitosan of medium molecular weight obtained
from crab shells (48165, Sigma-Aldrich. St. Louis, MO, USA) in 100 mL of 1% glacial acetic
acid and stirring overnight at room temperature; finally, the solution was sterilized at
121 ◦C for 15 min [18]. Meat pieces were aseptically immersed in the chitosan solution for
1 min and then dredged up and left on sterilized racks for 5 min to form a strong chitosan
membrane and to drain off the excess solution. Three batches of samples were conducted
for each type of meat: The first was the control, which consisted of meat samples without
chitosan membranes, stored aerobically. The second was meat samples with chitosan
membranes, stored aerobically. The third was meat pieces with chitosan membranes stored
in vacuum-packaging. Each batch was inoculated with the working mixtures of S. aureus or
L. monocytogenes in order to achieve a ~6.70 log10 CFU/mL concentration. The inoculation
of the meat pieces was performed by adding 100 µL of the cocktail directly to the surface
of the meat pieces and allowing it to dry for approximately 30 min on a laminar flow
cabinet. The microbial concentrations were verified by surface platting in Baird-Parker agar
(Biolab S.E.E., Belgrade, Serbia) for S. aureus enumeration or Listeria Agar according to
Ottaviani and Agosti (ALOA—Biolab S.E.E., Belgrade, Serbia) for L. monocytogenes enumer-
ation, after aerobic incubation at 37 ◦C for 24–48 h. Then, the samples were packaged in
LDPE/PA/LDPE bags either aerobically or under vacuum conditions by using a packaging
machine (Lava V.400, Lava GmbH & Co., Bad Saulgau, Germany) and stored at 4 ◦C for
21 days in a Peltier cooled incubator (Labtech, Sorisole, Italy).
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2.4. Microbiological Analysis

Examination of samples for S. aureus and L. monocytogenes counts was performed
according to EN/ISO 6888-1 and EN/ISO 11290-2, respectively, with modifications pro-
posed by the Commission Regulation (EC) No. 2073/2005 on microbiological criteria for
foodstuffs [19,20]. More specifically, 25 g of meat sample was transferred aseptically into a
stomacher bag (Interscience, Saint Nom la Bretêche, France) containing 225 mL of sterile
MRD (Oxoid Ltd., Basingstoke, UK) and homogenized in a stomacher (Interscience, Saint
Nom la Bretêche, France) for 2 min. The appropriate serial decimal dilutions were also
prepared in MRD solution. From each dilution, 0.1 mL of diluent was surface-inoculated
in appropriate media. For the enumeration of S. aureus counts, the Baird-Parker agar was
used, whereas for the enumeration of L. monocytogenes counts the ALOA agar was used.
Incubation for both Baird-Parker agar and ALOA agar was performed aerobically at 37 ◦C
for 24–48 h. After incubation, the characteristic colonies were enumerated. Microbiological
examination was performed on the 1st, 3rd, 7th, 14th, and 21st days of storage.

2.5. Statistical Analysis

Parametric and non-parametric methods were used for statistical evaluation of the data
(N = 108). Parameters were assessed by using measures of central tendency and dispersion
in order to reveal the characteristics of the data. All analyses were performed using the
statistical software program SPSS (v. 27.0). Significance was set at a p-value ≤ 0.05, unless
otherwise specified.

3. Results

The initial concentration of S. aureus in beef and mutton pieces was ~106 CFU/g.
Over time, there was a slight decrease in S. aureus counts in the control samples of beef
and mutton pieces; on day 21, the S. aureus count was approximately 6.00 log10 CFU/g
(Table 1). However, a different trend was observed in chitosan-treated pieces that were
stored aerobically or under vacuum. After the application of chitosan emulsions, an abrupt
decrease of 1.24 log10 CFU/g (standard deviation = 0.10 log10 CFU/g) was observed in the S.
aureus concentrations. Thereafter, the microbial concentrations were variable; after 21 days
of storage they were further reduced, leading to a 1.95 log10 CFU/g decrease in the S. aureus
count (standard deviation = 0.078 log10 CFU/g) compared to the initial inoculum. Chitosan-
treated pieces had significantly lower counts of S. aureus than controls. No significant
differences were observed between chitosan-coated pieces stored aerobically and those
stored under vacuum. The staphylococcal counts (Table 1) were significantly higher in
mutton pieces than in beef pieces, especially on days 14 and 21 of storage. Specifically, the
chitosan-coated beef on days 14 and 21, as well as the vacuum-packed chitosan-coated beef
on day 21, had significantly lower Staphylococcus counts than the corresponding mutton
pieces. The latter trend was not observed in the control groups, where the differences
between beef and mutton pieces were not significant. The microbial counts of S. aureus in
the beef and mutton pieces are depicted in Figure 1.

A similar trend was observed in the L. monocytogenes counts. The beef and mutton
pieces had an initial L. monocytogenes concentration of approximately 106 CFU/g. The
microbial counts of L. monocytogenes in the control pieces were variable and approximately
5 × 105 CFU/g throughout the experiment (Table 2). Conversely, a 1 log10 decrease was
observed in the microbial concentrations of chitosan-coated beef and mutton pieces on
day 1 of storage. Over time, the L. monocytogenes counts showed a declining trend in
the chitosan-coated beef and mutton pieces stored either aerobically or under vacuum.
On day 21 of the analysis, the L. monocytogenes counts were further decreased, finally
reaching a concentration of 104 CFU/g. Similarly to the S. aureus counts, the chitosan
membranes affected the concentrations of L. monocytogenes in all meat pieces. No significant
differences were observed between beef and mutton pieces or between aerobically stored
and vacuum-packaged pieces. However, on day 21 of storage, the counts of L. monocytogenes
in chitosan-treated and aerobically stored meat pieces were 1 log10 lower compared to the



Appl. Sci. 2022, 12, 11345 5 of 11

vacuum-packaged pieces. The microbial counts of L. monocytogenes in the three batches of
beef and mutton pieces are depicted in Figure 2.

Table 1. S. aureus counts during the storage of beef or mutton under refrigeration for 21 days (average
values in bold and standard deviations in italics and parentheses; p ≤ 0.05).

Day

Beef Mutton

Control
(n = 18)

Chitosan
(n = 18)

Chitosan + VP
(n = 18)

Control
(n = 18)

Chitosan
(n = 18)

Chitosan + VP
(n = 18)

0 5.85 (0.00) 5.85 (0.00) 5.85 (0.00) 5.85 (0.00) 5.85 (0.00) 5.85 (0.00)
1 5.30 (0.43) 4.53 (0.18) 4.68 (0.28) 5.07 (0.16) 4.89 (0.02) 4.77 (0.10)
3 5.24 (0.09) 4.42 (0.17) 4.59 (0.16) 5.13 (0.07) 4.87 (0.12) 4.87 (0.04)
7 5.04 (0.06) 4.63 (0.04) 4.24 (0.09) 5.15 (0.04) 4.74 (0.06) 4.95 (0.07)

14 4.63 (0.21) 3.70 (0.43) 4.15 (0.21) 5.09 (0.12) 4.53 (0.18) 4.59 (0.16)
21 4.81 (0.05) 3.84 (0.09) 3.95 (0.07) 5.24 (0.09) 4.39 (0.12) 4.51 (0.05)

VP: vacuum-packaging.
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Figure 1. S. aureus populations during the storage of beef (a) or mutton (b) under refrigeration for
21 days.

Table 2. L. monocytogenes populations during the storage of beef or mutton under refrigeration for
21 days (average values in bold and standard deviations in italics and parentheses; p ≤ 0.05).

Day

Beef Mutton

Control
(n = 18)

Chitosan
(n = 18)

Chitosan + VP
(n = 18)

Control
(n = 18)

Chitosan
(n = 18)

Chitosan + VP
(n = 18)

0 5.95 (0.00) 5.95 (0.00) 5.95 (0.00) 5.95 (0.00) 5.95 (0.00) 5.95 (0.00)
1 5.51 (0.05) 4.98 (0.28) 4.85 (0.21) 5.04 (0.62) 4.80 (0.21) 4.78 (0.25)
3 5.50 (0.28) 4.95 (0.07) 4.87 (0.12) 5.24 (0.34) 5.09 (0.12) 4.84 (0.09)
7 5.44 (0.37) 4.87 (0.04) 4.94 (0.02) 5.39 (0.12) 4.69 (0.21) 4.87 (0.08)

14 5.51 (0.05) 4.48 (0.25) 4.81 (0.05) 5.35 (0.07) 4.77 (0.10) 4.63 (0.21)
21 5.92 (0.11) 3.74 (0.62) 4.74 (0.06) 5.72 (0.17) 4.09 (0.12) 4.81 (0.05)

VP: vacuum-packaging.
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Figure 2. L. monocytogenes populations during the storage of beef (a) or mutton (b) under refrigeration
for 21 days.

4. Discussion

As asserted in the Introduction, the objective here was to investigate the antimicrobial
activity of chitosan against pathogenic bacteria—specifically, L. monocytogenes and both
sensitive and methicillin-resistant S. aureus—in beef and mutton packaging. The available
literature suggests a variety of mechanisms regarding the antimicrobial activity of chitosan,
without a consensus or clarity as to the mode of action [2,21]. Three mechanisms are most
likely involved: The first is based on the cationic properties of chitosan. The positively
charged amino groups of chitosan interact with the negatively charged cell membranes
of microbes, leading to the disruption of the membrane barrier, leakage of intracellular
contents, and cell death [15]. The second mechanism involves the chelating characteristics
of chitosan, since chitosan is able to bind selectively with metals and block the active centers
of various enzymes of the microbial cell, thereby inhibiting the microbial metabolism and
growth [2]. The third mechanism is based on the molecular weight of chitosan, where
chitosan of high molecular weight forms an impermeable polymeric layer on the surface
of microbial cells, blocking the entry of nutrients to the cell and the excretion of toxic
compounds [22]. On the other hand, chitosan of low molecular weight is able to enter the
microbial cell and bind with the microbial DNA, leading to alterations in the transcription
and translation of the DNA [15]. Regardless of the involved mechanism, chitosan exhibits
a wide range of antimicrobial activity, including against Gram-positive and Gram-negative
bacteria, fungi, and yeasts, targeting the cell membrane [2,15].

Given the antimicrobial properties that chitosan exhibits in laboratory experiments,
several researchers have focused on the application of chitosan membranes in food systems,
including meat products. Chitosan can enhance the quality and shelf life of meat products,
including chicken fillets, pork sausages, beef slices, and mutton pieces [23–26], as well as
fish products such as rainbow trout [27]. In addition to spoilage microorganisms, chitosan
coatings are also effective in controlling the growth of pathogenic bacteria in meat products.
Hu et al. [28] prepared beef samples that were coated with 1% chitosan emulsions, and
reported that chitosan reduced the viable Salmonella Typhimurium and Escherichia coli by
about 90% compared to the initial inoculum. Similar results were also observed by Fischer
et al. [29] and Hadian et al. [30], whereas Cui et al. [31] reported antimicrobial activity
of chitosan against E. coli O157:H7 in beef—especially when combined with liposome-
encapsulated phages. Juneja et al. [32] also stated that 3% chitosan reduced the spore
germination and outgrowth of Clostridium perfringens by 2 log10 CFU/g in ground beef.
Regarding mutton, Kanatt et al. [33] reported that chitosan films (2%) eliminated fecal
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coliforms and inhibited the growth of Bacillus cereus and Pseudomonas fluorescens in ready-
to-eat mutton seekh kababs. This is consistent with the findings of He et al. [34] and
Pabast et al. [23], who reported antimicrobial activity of chitosan against a wide range of
Gram-positive and Gram-negative bacteria, including Salmonella Enteritidis, Pseudomonas
aeruginosa, and lactic acid bacteria.

In our study, chitosan coatings reduced the concentrations of S. aureus in beef and
mutton pieces by approximately 1.5 log10 CFU/g. This is consistent with the findings of
Duran and Kahve [35], who reported that chitosan membranes (2%) and vacuum-packaging
reduced the staphylococcal concentrations in beef pieces by around 2 log10 CFU/g. How-
ever, Silva et al. [36] observed a 6-log decrease in staphylococcal concentrations in beef
that was coated with 2% chitosan solution. This difference can be attributed to the higher
concentrations of chitosan solutions used and the use of only one strain of S. aureus, as
opposed to the four strains that were used in our study, given that the strain used by Silva
et al. could have been more chitosan-sensitive. Ashrafi et al. [37] also reported that the
staphylococcal concentrations gradually increased in minced beef samples coated with
1% chitosan emulsions, in contrast to the results of this study, possibly due to the fact
that the minced meat was purchased from a local market with non-specified conditions
concerning meat storage. In addition, shearing of minced meat can increase the area
available for microbial growth [38] and, therefore, can have an impact on the prolifera-
tion of S. aureus. Regarding mutton, Kanatt et al. [33] observed an immediate effect of
chitosan coating (2%) in mutton seekh kababs, as it reduced staphylococcal concentrations
by 2–3 log10 CFU/g. Kanatt et al. [39] also reported that the bactericidal effect of chitosan
on minced lamb meat is concentration-dependent. In this study, no synergic effect of
chitosan and vacuum-packaging on the staphylococcal counts was observed. The main
mechanism of chitosan against S. aureus is the formation of an impervious polymeric layer
on the surface of microbial cells that inhibits the entrance of nutrients to the cells [23];
according to this mechanism, no complementarity exists between the effects of chitosan
and vacuum-packaging; therefore, a synergistic effect is not possible.

Concerning MRSA strains, Guo et al. [40] examined the efficacy of chitosan against
MRSA and its effect on the shelf life of pork; they reported that the combination of epicate-
chin gallate and chitosan extended the shelf life of pork from 5 to 7 d at 4 ◦C and from 36 h to
48 h at 25 ◦C. Rubini et al. [41] reported that chitosan reduced staphyloxanthin production
and, therefore, reduced the virulence of MRSA. In addition, it asserted a dose-dependent
effect on MRSA biofilms. Therefore, chitosan can be effective against MRSA isolates in a
similar way as against the sensitive S. aureus strains. This observation is consistent with
the results of Costa et al. [42], who reported that methicillin resistance did not affect the
antimicrobial and anti-biofilm activities of chitosan. On the contrary, they argued that the
coexistence of methicillin and chitosan can be complementary against MRSA, since both
substances target the bacterial cell wall.

Regarding L. monocytogenes, chitosan coatings reduced its concentrations in beef and
mutton pieces by up to 2 log10 CFU/g. This is consistent with the results of Antoniadou
et al. [43], who also reported a 2-log10 decrease in the counts of L. monocytogenes on ready-
to-eat bovine meatballs coated with 1% chitosan solution. Bento et al. [44] coated bovine
meat pâté with chitosan at a concentration of 5 mg chitosan/g pâté and observed an almost
4-log10 decrease in the inoculated counts of L. monocytogenes due to the antimicrobial
activity of chitosan. The higher decrease observed may be because the meat pâté was
inoculated with only one strain of L. monocytogenes. According to Mojsova et al. [45],
chitosan emulsions with oregano oil were shown to reduce the L. monocytogenes counts
on beef tenderloin by up to 4 log10 CFU/g. On the other hand, Wang et al. [46] reported
that the L. monocytogenes counts of chitosan-coated (1%) beef samples gradually increased
throughout the storage period, even though the counts were lower than those of the control
samples. Similar results were also reported by Beverlya et al. [47], who observed an increase
in the counts of L. monocytogenes in chitosan-coated (1%) roast beef, despite the initial
decrease in the counts by up to 2 log10 CFU/g after the application of the chitosan solution.



Appl. Sci. 2022, 12, 11345 8 of 11

Similar to S. aureus, no synergic effect of chitosan and vacuum-packaging was observed. In
fact, the aerobically stored chitosan-coated meat pieces had lower L. monocytogenes counts
by 1 log10 CFU/g on the last day of storage, compared to the vacuum-packaged pieces. The
antimicrobial activity of chitosan against L. monocytogenes is possibly due to the electrostatic
interaction between the NH3+ groups of chitosan and the negatively charged phosphoryl
groups of the phospholipid components of the Listeria cell membrane [47].

Apart from beef and mutton, many researchers have demonstrated the antimicrobial
activity of chitosan against S. aureus and L. monocytogenes in other types of meat. Shekar-
foroush et al. [48] reported a 1-log10 decrease in the counts of L. monocytogenes in chicken
pieces coated with 2% chitosan and stored under refrigeration. Kanatt et al. [33] also
observed that chitosan-coated (2%) chicken seekh kabab had 2-3-log10 CFU/g lower staphy-
lococcal counts compared to the controls. Regarding pork, Mojsova et al. [42] reported a
3-log10 and a 2-log10 reduction in the counts of L. monocytogenes in chitosan-coated (1%)
smoked pork neck and ham, respectively. Similarly, Zhao et al. [49] concluded that chitosan
solution (0.5%) lowered the staphylococcal counts of fresh chilled pork by 1 log10 CFU/g,
and that the combination of chitosan with nisin and tea polyphenols extended the shelf life
of fresh chilled pork by up to 11 days.

Regarding the different meat types (beef or mutton), statistically significant differences
were observed only in Staphylococcus aureus-spiked meat pieces, with the difference being
statistically significant after the 14th day of storage. Beef pieces had lower S. aureus counts
than mutton pieces. In contrast, L. monocytogenes-spiked meat pieces did not show any
differences between meat types. S. aureus can readily colonize both beef and mutton meat,
as shown by Jaja et al. [50], who reported that the prevalence of Staphylococcus aureus in
beef and sheep carcasses was comparable. Still, small differences in meat composition
have been reported to alter the growth potential in these two meat types. It is possible
that differences in the meats’ pH may be the cause, as evidenced by Kaur et al. [51], who
reported that a rather consistent 0.41 pH difference between beef and lamb had an effect on
bacterial growth rates. This difference is expected to be more profound in S. aureus- than in
L. monocytogenes-spiked meat pieces, since S. aureus is rather sensitive at low pH values [52],
whereas L. monocytogenes exhibits greater tolerance at pH levels lower than 4.5 during cold
storage [53]. Nevertheless, this hypothesis needs to be further explored.

Regarding the choice of aerobic storage or vacuum-packaging, little-to-no synergistic
effect was observed on either beef or mutton meat pieces. A similar observation was re-
ported by Assanti et al. [54], who found no significant difference between vacuum-packed
and chitosan-coated vacuum-packed chicken burgers, stating that the effect of chitosan
surpassed the effect of vacuum-packaging. Similarly, Duran and Kahve [35] reported
that the combination of chitosan coating and vacuum-packaging was more effective than
vacuum-packaging alone. In contrast, Karami et al. [55] reported a synergistic effect of
vacuum-packaging and chitosan in minced trout fillets against the microbial indicators ex-
amined. As already mentioned, the main antimicrobial mechanisms of chitosan on S. aureus
and L. monocytogenes are probably different, with chitosan restricting membrane diffusion
in S. aureus [23], whereas it forms electrostatic interactions in L. monocytogenes [47]. The
observed lack of differences in S. aureus counts between aerobic and vacuum-packed meat
pieces may justify the proposed mechanism of chitosan’s antimicrobial activity. However,
in the case of Listeria monocytogenes, the observed differences in favor of the aerobic storage
of chitosan-covered meat pieces implies a possible effect on the electrostatic interactions
that, due to their complexity, should be further investigated.

5. Conclusions

Edible chitosan membranes are effective in controlling the growth of pathogenic bacte-
ria, such as methicillin-resistant S. aureus and L. monocytogenes, as they were able to reduce
their concentrations in beef and mutton meat by up to 2 log10 CFU/g. Chitosan coatings
could be used as a supplementary measure to promote the safety of beef and mutton. More-
over, they can enhance meat’s quality and prolong its shelf life. The antimicrobial properties
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of chitosan emulsions with essential oils—such as oregano oil—against pathogenic mi-
croorganisms in beef and mutton meat should also be examined. Even though there are
numerous studies that demonstrate the application of chitosan coatings in food products
at a laboratory scale, future research is needed to focus on large-scale manufacturing and
commercial applications, in order to fully substantiate chitosan’s properties and capabilities
in food packaging.

Author Contributions: Conceptualization, G.A. and V.E.; methodology, A.T. (Anestis Tsitsos), and
V.E.; data curation, A.T. (Alexandros Theodoridis), A.T. (Anestis Tsitsos) and V.E.; writing—original
draft preparation, A.T. (Anestis Tsitsos) and V.E.; writing—review and editing, V.E., I.A. and G.A.;
project administration, G.A.; funding acquisition, G.A. All authors have read and agreed to the
published version of the manuscript.

Funding: This research was co-financed by the European Regional Development Fund of the Eu-
ropean Union and Greek national funds through the Operational Program of Competitiveness,
Entrepreneurship, and Innovation, under the call RESEARCH—CREATE—INNOVATE (project code:
T1EDK-05479).

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: Not applicable.

Conflicts of Interest: The funders had no role in the design of the study; in the collection, analyses,
or interpretation of data; in the writing of the manuscript; or in the decision to publish the results.

References
1. Yuan, G.; Chen, X.; Li, D. Chitosan films and coatings containing essential oils: The antioxidant and antimicrobial activity, and

application in food systems. Food Res. Int. 2016, 89, 117–128. [CrossRef] [PubMed]
2. Kumar, S.; Mukherjee, A.; Dutta, J. Chitosan based nanocomposite films and coatings: Emerging antimicrobial food packaging

alternatives. Trends Food Sci. Technol. 2020, 97, 196–209. [CrossRef]
3. Ngo, D.-H.; Vo, T.-S.; Ngo, D.-N.; Kang, K.-H.; Je, J.-Y.; Pham, H.N.-D.; Byun, H.-G.; Kim, S.-K. Biological effects of chitosan and

its derivatives. Food Hydrocoll. 2015, 51, 200–216. [CrossRef]
4. Morin-Crini, N.; Lichtfouse, E.; Torri, G.; Crini, G. Applications of chitosan in food, pharmaceuticals, medicine, cosmetics,

agriculture, textiles, pulp and paper, biotechnology, and environmental chemistry. Environ. Chem. Lett. 2019, 17, 1667–1692.
[CrossRef]

5. Bennett, S.D.; Walsh, K.A.; Gould, L.H. Foodborne disease outbreaks caused by Bacillus cereus, Clostridium perfringens, and
Staphylococcus aureus–United States, 1998-2008. Clin. Infect. Dis. 2013, 57, 425–433. [CrossRef]

6. Fluit, A.C. Livestock-associated Staphylococcus aureus. Clin. Microbiol. Infect. 2012, 18, 735–744. [CrossRef]
7. Kadariya, J.; Smith, T.C.; Thapaliya, D. Staphylococcus aureus and staphylococcal food-borne disease: An ongoing challenge in

public health. BioMed Res. Int. 2014, 2014, 827965. [CrossRef]
8. Argudín, M.A.; Mendoza, M.C.; Rodicio, M.R. Food poisoning and Staphylococcus aureus enterotoxins. Toxins 2010, 2, 1751–1773.

[CrossRef]
9. Hennekinne, J.; De Buyser, M.; Dragacci, S. Staphylococcus aureus and its food poisoning toxins: Characterization and outbreak

investigation. FEMS Microbiol. Rev. 2012, 36, 815–836. [CrossRef]
10. Omer, M.K.; Álvarez-Ordoñez, A.; Prieto, M.; Skjerve, E.; Asehun, T.; Alvseike, O.A. A systematic review of bacterial foodborne

outbreaks related to red meat and meat products. Foodborne Pathog. Dis. 2018, 15, 598–611. [CrossRef]
11. Rocourt, J.; Buchrieser, C. The genus Listeria and Listeria monocytogenes: Phylogenetic position, taxonomy, and identification. In

Listeria, Listeriosis, and Food Safety, 3rd ed.; Ryser, E.T., Ryser, E.T., Marth, E.M., Eds.; CRC Press: Boca Raton, FL, USA, 2007;
pp. 1–20.

12. Jemmi, T.; Stephan, R. Listeria monocytogenes: Food-borne pathogen and hygiene indicator. OIE Rev. Sci. Tech. 2006, 25, 571–580.
[CrossRef]

13. Allerberger, F.; Wagner, M. Listeriosis: A resurgent foodborne infection. Clin. Microbiol. Infect. 2010, 16, 16–23. [CrossRef]
[PubMed]

14. Lourenco, A.; Linke, K.; Wagner, M.; Stessl, B. The saprophytic lifestyle of Listeria monocytogenes and entry into the food-processing
environment. Front. Microbiol. 2022, 13, 789801. [CrossRef] [PubMed]

15. Hosseinnejad, M.; Jafari, S.M. Evaluation of different factors affecting antimicrobial properties of chitosan. Int. J. Biol. Macromol.
2016, 85, 467–475. [CrossRef] [PubMed]

16. Manigandan, V.; Karthik, R.; Ramachandran, S.; Rajagopal, S. Chitosan applications in food industry. In Biopolymers for Food
Design; Grumezescu, A.M., Holbanand, A.M., Eds.; Academic Press: Cambridge, MA, USA, 2018; pp. 469–491. [CrossRef]

http://doi.org/10.1016/j.foodres.2016.10.004
http://www.ncbi.nlm.nih.gov/pubmed/28460897
http://doi.org/10.1016/j.tifs.2020.01.002
http://doi.org/10.1016/j.foodhyd.2015.05.023
http://doi.org/10.1007/s10311-019-00904-x
http://doi.org/10.1093/cid/cit244
http://doi.org/10.1111/j.1469-0691.2012.03846.x
http://doi.org/10.1155/2014/827965
http://doi.org/10.3390/toxins2071751
http://doi.org/10.1111/j.1574-6976.2011.00311.x
http://doi.org/10.1089/fpd.2017.2393
http://doi.org/10.20506/rst.25.2.1681
http://doi.org/10.1111/j.1469-0691.2009.03109.x
http://www.ncbi.nlm.nih.gov/pubmed/20002687
http://doi.org/10.3389/fmicb.2022.789801
http://www.ncbi.nlm.nih.gov/pubmed/35350628
http://doi.org/10.1016/j.ijbiomac.2016.01.022
http://www.ncbi.nlm.nih.gov/pubmed/26780706
http://doi.org/10.1016/B978-0-12-811449-0.00015-3


Appl. Sci. 2022, 12, 11345 10 of 11

17. Tsitsos, A.; Economou, V.; Chouliara, E.; Theodoridis, A.; Arsenos, G.; Amvrosiadis, I. Effects of chitosan and alginate-based
membranes with oregano essential oil and olive oil in the microbiota of sheep meat. In Proceedings of the 41st International
Congress of the Society for Microbial Ecology in Health and Disease (SOMED), Alexandroupolis, Greece, 14–16 June 2022.

18. Paparella, A.; Mazzarrino, G.; Chaves-López, C.; Rossi, C.; Sacchetti, G.; Guerrieri, O.; Serio, A. Chitosan boosts the antimicrobial
activity of Origanum vulgare essential oil in modified atmosphere packaged pork. Food Microbiol. 2016, 59, 23–31. [CrossRef]

19. ISO 11290-2; Microbiology of the Food Chain—Horizontal Method for the Detection and Enumeration of Listeria monocytogenes
and of Listeria spp.—Part 2: Enumeration Method. International Organization for Standardization: Geneva, Switzerland, 2017.

20. ISO 6888-1; Microbiology of the Food Chain—Horizontal Method for the Enumeration of Coagulase-Positive Staphylococci
(Staphylococcus aureus and Other Species)—Part 1: Method Using Baird-Parker Agar Medium. International Organization for
Standardization: Geneva, Switzerland, 2021.

21. Raafat, D.; Sahl, H. Chitosan and its antimicrobial potential—A critical literature survey. Microb. Biotechnol. 2009, 2, 186–201.
[CrossRef]

22. Zheng, L.; Zhu, J. Study on antimicrobial activity of chitosan with different molecular weights. Carbohydr. Polym. 2003, 54, 527–530.
[CrossRef]

23. Khanjari, A.; Karabagias, I.K.; Kontominas, M.G. Combined effect of N,O-carboxymethyl chitosan and oregano essential oil to
extend shelf life and control Listeria monocytogenes in raw chicken meat fillets. LWT 2013, 53, 94–99. [CrossRef]

24. Lekjing, S. A chitosan-based coating with or without clove oil extends the shelf life of cooked pork sausages in refrigerated
storage. Meat Sci. 2016, 111, 192–197. [CrossRef]

25. Pabast, M.; Shariatifar, N.; Beikzadeh, S.; Jahed, G. Effects of chitosan coatings incorporating with free or nano-encapsulated
Satureja plant essential oil on quality characteristics of lamb meat. Food Control 2018, 91, 185–192. [CrossRef]

26. Cheng, Y.; Hu, J.; Wu, S. Chitosan based coatings extend the shelf-life of beef slices during refrigerated storage. LWT 2021,
138, 110694. [CrossRef]

27. Chamanara, V.; Shabanpour, B.; Gorgin, S.; Khomeiri, M. An investigation on characteristics of rainbow trout coated using
chitosan assisted with thyme essential oil. Int. J. Biol. Macromol. 2012, 50, 540–544. [CrossRef] [PubMed]

28. Hu, Z.Y.; Balay, D.; Hu, Y.; McMullen, L.M.; Gänzle, M.G. Effect of chitosan, and bacteriocin—Producing Carnobacterium
maltaromaticum on survival of Escherichia coli and Salmonella Typhimurium on beef. Int. J. Food Microbiol. 2019, 290, 68–75.
[CrossRef] [PubMed]

29. Fisher, K.D.; Bratcher, C.L.; Jin, T.Z.; Bilgili, S.F.; Owsley, W.F.; Wang, L. Evaluation of a novel antimicrobial solution and
its potential for control Escherichia coli O157: H7, non-O157: H7 shiga toxin-producing E. coli, Salmonella spp.; and Listeria
monocytogenes on beef. Food Control 2016, 64, 196–201. [CrossRef]

30. Hadian, M.; Rajaei, A.; Mohsenifar, A.; Tabatabaei, M. Encapsulation of Rosmarinus officinalis essential oils in chitosan-benzoic
acid nanogel with enhanced antibacterial activity in beef cutlet against Salmonella Typhimurium during refrigerated storage. LWT
2017, 84, 394–401. [CrossRef]

31. Cui, H.; Yuan, L.; Lin, L. Novel chitosan film embedded with liposome-encapsulated phage for biocontrol of Escherichia coli
O157:H7 in beef. Carbohydr. Polym. 2017, 177, 156–164. [CrossRef]

32. Juneja, V.K.; Thippareddi, H.; Bari, L.; Inatsu, Y.; Kawamoto, S.; Friedman, M. Chitosan protects cooked ground beef and turkey
against Clostridium perfringens spores during chilling. J. Food Sci. 2006, 71, M236–M240. [CrossRef]

33. Kanatt, S.R.; Rao, M.S.; Chawla, S.P.; Sharma, A. Effects of chitosan coating on shelf-life of ready-to-cook meat products during
chilled storage. LWT 2013, 53, 321–326. [CrossRef]

34. He, L.; Zou, L.; Yang, Q.; Xia, J.; Zhou, K.; Zhu, Y.; Han, X.; Pu, B.; Hu, B.; Deng, W.; et al. Antimicrobial activities of nisin, tea
polyphenols, and chitosan and their combinations in chilled mutton. J. Food Sci. 2016, 81, M1466–M1471. [CrossRef]

35. Duran, A.; Kahve, H.I. The effect of chitosan coating and vacuum packaging on the microbiological and chemical properties of
beef. Meat Sci. 2020, 162, 107961. [CrossRef]

36. Silva, A.S.; Sampaio, A.P.; Santos, M.S.; de Souza, B.W.S.; Evangelista-Barreto, N.S. Effect of chitosan coating on contamination of
fresh bovine meat sold in the open market. Rev. Cienc. Agron. 2019, 50, 38–43. [CrossRef]

37. Ashrafi, A.; Jokar, M.; Mohammadi Nafchi, A. Preparation and characterization of biocomposite film based on chitosan and
kombucha tea as active food packaging. Int. J. Biol. Macromol. 2018, 108, 444–454. [CrossRef] [PubMed]

38. Fik, M.; Leszczynska-Fik, A. Microbiological and sensory changes in minced beef treated with potassium lactate and sodium
diacetate during refrigerated storage. Int. J. Food Prop. 2007, 10, 589–598. [CrossRef]

39. Kanatt, S.R.; Chander, R.; Sharma, A. Chitosan glucose complex—A novel food preservative. Food Chem. 2008, 106, 521–528.
[CrossRef]

40. Antoniadou, D.; Govaris, A.; Ambrosiadis, I.; Sergelidis, D. Effect of chitosan coating on the shelf life of ready-to-eat bovine
meatballs and the control of Listeria monocytogenes growth on their surface during refrigeration storage. J. Hell. Vet. Med. Soc.
2019, 70, 1495–1502. [CrossRef]

41. Guo, Q.; Ren, C.W.; Cai, J.H.; Zhang, C.Y.; Li, Y.T.; Xu, B.; Farooq, M.A. The synergistic inhibition and mechanism of epicatechin
gallate and chitosan against methicillin-resistant Staphylococcus aureus and the application in pork preservation. LWT 2022,
163, 113575. [CrossRef]

http://doi.org/10.1016/j.fm.2016.05.007
http://doi.org/10.1111/j.1751-7915.2008.00080.x
http://doi.org/10.1016/j.carbpol.2003.07.009
http://doi.org/10.1016/j.lwt.2013.02.012
http://doi.org/10.1016/j.meatsci.2015.10.003
http://doi.org/10.1016/j.foodcont.2018.03.047
http://doi.org/10.1016/j.lwt.2020.110694
http://doi.org/10.1016/j.ijbiomac.2012.01.016
http://www.ncbi.nlm.nih.gov/pubmed/22305883
http://doi.org/10.1016/j.ijfoodmicro.2018.10.003
http://www.ncbi.nlm.nih.gov/pubmed/30300792
http://doi.org/10.1016/j.foodcont.2015.12.007
http://doi.org/10.1016/j.lwt.2017.05.075
http://doi.org/10.1016/j.carbpol.2017.08.137
http://doi.org/10.1111/j.1750-3841.2006.00109.x
http://doi.org/10.1016/j.lwt.2013.01.019
http://doi.org/10.1111/1750-3841.13312
http://doi.org/10.1016/j.meatsci.2019.107961
http://doi.org/10.5935/1806-6690.20190005
http://doi.org/10.1016/j.ijbiomac.2017.12.028
http://www.ncbi.nlm.nih.gov/pubmed/29223753
http://doi.org/10.1080/10942910601048911
http://doi.org/10.1016/j.foodchem.2007.06.036
http://doi.org/10.12681/jhvms.20820
http://doi.org/10.1016/j.lwt.2022.113575


Appl. Sci. 2022, 12, 11345 11 of 11

42. Rubini, D.; Farisa Banu, S.; Veda Hari, B.N.; Ramya Devi, D.; Gowrishankar, S.; Karutha Pandian, S.; Nithyanand, P. Chitosan
extracted from marine biowaste mitigates staphyloxanthin production and biofilms of methicillin- resistant Staphylococcus aureus.
Food. Chem. Toxicol. 2018, 118, 733–744. [CrossRef]

43. Costa, E.M.; Silva, S.; Tavaria, F.K.; Pintado, M.M. Insights into chitosan antibiofilm activity against methicillin-resistant
Staphylococcus aureus. J. Appl. Microbiol. 2017, 122, 1547–1557. [CrossRef]

44. Bento, R.A.; Stamford, T.L.M.; Stamford, T.C.M.; de Andrade, S.A.C.; de Souza, E.L. Sensory evaluation and inhibition of Listeria
monocytogenes in bovine pâté added of chitosan from Mucor rouxii. LWT 2011, 44, 588–591. [CrossRef]

45. Mojsova, S.; Angelovski, L.; Jankuloski, D.; Simonovska, J.; Velickova, E. Antimicrobial effect of oregano-chitosan double coatings
on Listeria monocytogenes in meat products. IOP Conf. Ser. Earth Environ. Sci. 2019, 333, 012082. [CrossRef]

46. Wang, D.; Dong, Y.; Chen, X.; Liu, Y.; Wang, J.; Wang, X.; Wang, C.; Song, H. Incorporation of apricot (Prunus armeniaca) kernel
essential oil into chitosan films displaying antimicrobial effect against Listeria monocytogenes and improving quality indices of
spiced beef. Int. J. Biol. Macromol. 2020, 162, 838–844. [CrossRef] [PubMed]

47. Beverlya, R.L.; Janes, M.E.; Prinyawiwatkula, W.; No, H.K. Edible chitosan films on ready-to-eat roast beef for the control of
Listeria monocytogenes. Food Microbiol. 2008, 25, 534–537. [CrossRef] [PubMed]

48. Shekarforoush, S.S.; Basiri, S.; Ebrahimnejad, H.; Hosseinzadeh, S. Effect of chitosan on spoilage bacteria, Escherichia coli and
Listeria monocytogenes in cured chicken meat. Int. J. Biol. Macromol. 2015, 76, 303–309. [CrossRef] [PubMed]

49. Zhao, S.; Li, N.; Li, Z.; He, H.; Zhao, Y.; Zhu, M.; Wang, Z.; Kang, Z.; Ma, H. Shelf life of fresh chilled pork as affected by
antimicrobial intervention with nisin, tea polyphenols, chitosan, and their combination. Int. J. Food Prop. 2019, 22, 1047–1063.
[CrossRef]

50. Jaja, I.F.; Green, E.; Muchenje, V. Aerobic Mesophilic, Coliform, Escherichia coli, and Staphylococcus aureus counts of raw meat from
the formal and informal meat sectors in South Africa. Int. J. Environ. Res. Public Health 2018, 15, 819. [CrossRef]

51. Kaur, M.; Williams, M.; Bissett, A.; Ross, T.; Bowman, J.P. Effect of abattoir, livestock species and storage temperature on bacterial
community dynamics and sensory properties of vacuum packaged red meat. Food Microbiol. 2021, 94, 103648. [CrossRef]

52. Iyer, V.; Raut, J.; Dasgupta, A. Impact of pH on growth of Staphylococcus epidermidis and Staphylococcus aureus in vitro. J. Med.
Microbiol. 2021, 70, 001421. [CrossRef]

53. Koutsoumanis, K.P.; Kendall, P.A.; Sofos, J.N. Effect of food processing-related stresses on acid tolerance of Listeria monocytogenes.
Appl. Environ. Microbiol. 2003, 69, 7514–7516. [CrossRef]

54. Assanti, E.; Karabagias, V.K.; Karabagias, I.K.; Badeka, A.; Kontominas, M.G. Shelf life evaluation of fresh chicken burgers based
on the combination of chitosan dip and vacuum packaging under refrigerated storage. J. Food Sci. Technol. 2021, 58, 870–883.
[CrossRef]

55. Karami, N.; Kamkar, A.; Shahbazi, Y.; Misaghi, A. Effects of active chitosan-flaxseed mucilage-based films on the preservation
of minced trout fillets: A comparison among aerobic, vacuum, and modified atmosphere packaging. Packag. Technol. Sci. 2020,
33, 469–484. [CrossRef]

http://doi.org/10.1016/j.fct.2018.06.017
http://doi.org/10.1111/jam.13457
http://doi.org/10.1016/j.lwt.2010.08.016
http://doi.org/10.1088/1755-1315/333/1/012082
http://doi.org/10.1016/j.ijbiomac.2020.06.220
http://www.ncbi.nlm.nih.gov/pubmed/32593755
http://doi.org/10.1016/j.fm.2007.11.002
http://www.ncbi.nlm.nih.gov/pubmed/18355679
http://doi.org/10.1016/j.ijbiomac.2015.02.033
http://www.ncbi.nlm.nih.gov/pubmed/25735728
http://doi.org/10.1080/10942912.2019.1625918
http://doi.org/10.3390/ijerph15040819
http://doi.org/10.1016/j.fm.2020.103648
http://doi.org/10.1099/jmm.0.001421
http://doi.org/10.1128/AEM.69.12.7514-7516.2003
http://doi.org/10.1007/s13197-020-04601-4
http://doi.org/10.1002/pts.2530

	Introduction 
	Materials and Methods 
	Meat Samples 
	Preparation of the Inoculums 
	Application of the Chitosan Solution and the Inocula to the Meat Samples 
	Microbiological Analysis 
	Statistical Analysis 

	Results 
	Discussion 
	Conclusions 
	References

