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Abstract: Cotija cheese is an artisanal matured Mexican cheese from unpasteurized milk. This work
determined the microbiological characteristics and behavior of Staphylococcus aureus, Salmonella spp.,
Listeria monocytogenes and staphylococcal toxin during cheese elaboration and ripening. Sixteen 20-kg
cheeses were used, eight inoculated with 6 log CFU/mL of each pathogen, and eight uninoculated,
and samples were taken at each stage of the process. In the uninoculated samples, the survival of
S. aureus and L. monocytogenes decreased after 30 days of ripening. The average counts of S. aureus
in milk, curd, and serum were 7 log MPN /mL, and 8.7 log MPN /g in cheese, decreasing from
day 15. Salmonella spp. counts (initial inoculum: 7.2 log MPN /mL) decreased after 24 h, and
L. monocytogenes counts (8.7 log MPN/g at 24 h) decreased from day 15 in the cheese. Salmonella
spp. and L. monocytogenes were not detected in any sample after 60 days of ripening, unlike S. aureus,
which was detected at the end of the study. Lactic acid bacteria counts were 9 log CFU/mL in milk
and whey and 7.2 log CFU/g in cheese. Pathogens behavior during the ripening process reduces the
health risks by consuming products made with unpasteurized milk when subjected to ripening.

Keywords: Cotija; Staphylococcus aureus; Salmonella spp.; Listeria monocytogenes; maturing cheese

1. Introduction

The prevalence of pathogens in milk is influenced by numerous factors, such as the size
of the farm, the number of animals, hygiene, variability in the sampling, and the techniques
used for sample analysis, geographic location, and the season of the year. However, within
the variability that these factors may have, milk is one of the most important sources of
pathogens that cause foodborne diseases [1]. In Mexico, most fresh cheeses are handmade
using rustic methods in micro-industries located in small cities. These industries generally
have little or no quality control and high composition and sensory parameters variability,
leading to a limited shelf life [2-4]. However, artisanal matured cheeses show a different
reality due to the fermentative processes during the maturation time, giving rise to the
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formation of inhibitory compounds for certain microorganisms [5]. The microbiota is an
essential component that plays an essential role during cheese maturation [6,7]. Interaction
within the milk microbiota is vital for the characteristics of the final product. It participates
from the acidification of the curd to the formation of compounds that determine the aroma,
flavor, and texture during ripening [8,9]. Even raw milk is used in the elaboration of some
matured cheeses. Therefore, the diversity of the native microbiota contributes to the final
sensory properties and biopreservation [10,11].

Cotija cheese is a typical matured Mexican cheese that is artisanal-made and produced
exclusively with milk from crosses of zebu cattle (Bos taurus indicus). It is manufactured
from July to October in the Cotija area, located between the states of Jalisco and Michoacan.
The salt added during the manufacturing process contributes to its flavor and firm consis-
tency. During the aging process, salt concentration and other solutes produce a reduction
in the water activity, promoting a selective medium in which halo-tolerant microorganisms
like various genera of lactic acid bacteria dominate others, transform the physicochemical
properties and composition of the cheese. Although the action of the different microbial
populations from the milk used, the environment of the cheese factory and the production
practices, the climatic conditions of the geographical area where the cheese is made and ma-
tured, favor the dynamics of the microbial populations, characteristics and, consequently;,
the distinctive characteristics of this cheese [5,12,13].

During the ripening process, adverse conditions are created for the development
of pathogens. In the case of Cotija cheese, salt is added. However, some pathogenic
bacteria may survive, causing health problems. An example occurred in Illinois due to
the consumption of cheese produced in the USA, marketed as Cotija, contaminated with
Salmonella enterica serotype Newport [14]. Another pathogen frequently recovered in Cotija
cheese is Staphylococcus aureus, which can originate from the mammary glands of infected
cows [15].

The objective of this work was to investigate microbiological characteristics and
behavior of Staphylococcus aureus, Salmonella spp., Listeria monocytogenes and staphylococcal
toxin during elaboration and maturation of Cotija cheese.

2. Results

Each 20-kg cheese was made using 180 L of unpasteurized milk. Cheeses were made
immediately after the milk was obtained, and the main matrix was salted within the first 9 h.
Sixteen cheeses were made for this work. Eight were left uninoculated (negative controls).
Eight were inoculated with 6 log CFU/mL of S. aureus ATCC 13565, S. Typhimurium ATCC
14028, L. monocytogenes ATCC BAA-751, respectively, and staphylococcal toxin. The analysis
of the cheese already molded and in the process of maturing began at 24 h. It is worth
mentioning that at each sampling time, a complete cheese was taken. For sampling, each
cheese was divided into three uniform vertical: (A) Core, (B) Main matrix, and (C) Surface
(Figure 1).

2.1. Microbiological Parameters in Uninoculated Samples
Milk, Curd, and Whey Analysis

Before the beginning of the cheese production, the natural presence of Staphylococcus
aureus, Salmonella spp., Listeria monocytogenes and staphylococcal toxin was analyzed, as
well as lactic acid bacteria (LAB), aerobic mesophilic bacteria (AMB), coliform organisms
(CO), molds and yeasts (M/Y) indicators in milk, uninoculated curd and whey. Only
S. aureus and Listeria were recovered in milk, curd, and whey (Table 1), and two species
were identified, L. moncytogenes and L. ivanovii. Enterotoxin (<1 ng/mL) and Salmonella
were not detected in any non-inoculated samples.
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(A) Core (10 cm in diameter)

(C) Surface (2 cm deep
mixing of three areas of the
cheese surface)

(B) Main matrix (Mixing of three
parts obtained from the center and
the cortex)

Figure 1. Revaluated sections of Cotija cheese (From Chombo-Morales et al., 2016 [12]).

Table 1. Behavior of pathogens in Cotija cheese made with uninoculated milk.

Staphylococcus aureus Listeria monocytogenes
(Log MPN/mL or g) (Log MPN/mL or g)

Milk Curd Whey Milk Curd Whey

0* 5.9 6.4 5.9 59 75 7
Cheese Surface Main matrix Core Surface Main matrix Core

24 h 7.4 7.2
7d 6.52 6.1 49P 344 438 418
15d 6.72 6.5P 5.6P 314 2.78B 298
30d 452 39b ND 14 03B ND
45d 112 ND ND ND ND ND
60d ND ND ND ND ND ND
75d ND ND ND ND ND ND
90d ND ND ND ND ND ND

d = days of maturation; ND = not detected; * Salmonella and staphylococci enterotoxin were not detected. Values
with different superscripts (** or #8) in the rows, are significantly different between adjacent columns of the
same pathogen (p < 0.05).

Staphylococcus aureus. Once the cheese was molded, it was left in the ripening chamber
for 24 h, and then the native S. aureus was enumerated, finding values of 7.4 log MPN/g in
the non-inoculated cheese. Table 1 shows the behavior of S. aureus in the different sections
and sampling times of the non-inoculated cheese.

The statistical analysis of the non-inoculated cheese did not show a significant differ-
ence in the distribution of S. aureus regarding the analyzed sampled area up to 45 days
(p = 0.343), the last sample obtained in which the bacteria was recovered. In addition, dur-
ing the ripening process, no traces of staphylococcal enterotoxin were detected (<1 ng/mL).

Listeria monocytogenes. In cheese made with non-inoculated milk, native L. monocyto-
genes counts increased at 24 h, reaching a population of 7.2 log MPN/g and then drastically
decreased on day 15, when samples from the core had 2.9 log MPN/g, and later, no L. mono-
cytogenes was detected. On the other hand, the main matrix and surface samples allowed
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the pathogen to survive until day 30, with a recovery of 0.3 and 1 log MPN/g, respectively
(Table 1).

2.2. Microbiological Parameters in Inoculated Samples

Staphylococcus aureus. In milk inoculated with 7 log CFU of S. aureus ATCC 13565 per
mL, pathogen counts in curd and serum were 7.8 log MPN/mL and 7.1 log MPN/mL,
respectively, while in the 24 h cheese, 8.7 log MPN/mL were recovered.

After seven days of maturation of the inoculated cheese, microorganisms from samples
taken from the core survived until day 45 (0.15 log MPN/¢g), unlike the main matrix samples
where it was only possible to detect them after 15 days (2.55 log MPN/g). The area where
the longest survival time of S. aureus was observed was the surface, since counts were
detected until day 90 with 3.6 log MPN/g. The statistical analysis of the inoculated cheese
showed no significant differences regarding the recovery of the microorganisms on day
seven (p = 0.326). From the second sampling time (15 days), a statistically significant
difference was observed in the distribution of S. aureus (p = 0.001) in cheese.

All the samples, regardless of the sampling area, were negative for staphylococcal
enterotoxin (>1 ng/mL) in inoculated cheese after 24 h. Initially was detected in milk,
rennet, and whey (Table 2).

Table 2. Behavior of pathogens in Cotija cheese made with inoculated milk.

Staphylococcus aureus

Salmonella Typhimurium

Listeria monocytogenes

(Log MPN/mL or g) (Log MPN/mL or g) (Log MPN/mL or g)
Milk 7.3 7.2 7.3
Inoculum

Cheese Surface Main Matrix Core Surface Main Matrix Core Surface Main Matrix Core

24 h 8.7 48 8.7
7d 672 6.42b 545b 3554 2828 3B 742 7.4b 69b
15d 724 3.77b 5.05P 3854 248 4B 7.1 56b 53b
30d 642 ND 1.8b 4514 0.67 B 368 612 ND ND
454d 532 ND 0.15 1.854 0.728 ND 452 ND ND
60d 474 ND ND ND ND ND ND ND ND
75d 42 ND ND ND ND ND ND ND ND
90d 362 ND ND ND ND ND ND ND ND

d = days of maturation; ND = not detected. Values with different superscripts (P or AB) in the rows, are significantly different between
adjacent columns of the same pathogen (p < 0.05).

Salmonella Typhimurium. In the inoculated milk, S. Typhimurium ATCC 14028 showed
a gradual and continuous decrease in all samples from the 7.2 log MPN/mL initial inocu-
lum. After 24 h of storage, cheese samples had a reduction of 2.5 log (4.8 log MPN/g of
cheese). In the following samplings, the concentration of the pathogen gradually decreased
until it stopped recovering on day 45 (core) and 60 (main matrix and surface) (Table 2).

Listeria monocytogenes. Regarding cheese made with inoculated milk (7.3 log of
MPN/mL), a similar behavior was observed compared to the uninoculated milk. In
cheese, a pathogen concentration increase was observed (8.7 log of MPN/g) after 24 h of
storage, then its presence decreased. In the core and the main matrix, only 5.3 and 5.9 log
of MPN/g were recovered until day 15, respectively, while on the surface, L. monocytogenes
ATCC BAA-751 survived longer since its last recovery was on day 45 with a 4.5 log of
MPN/g. Table 2 shows the behavior of each pathogen in the different parts of Cotija cheese
that were analyzed during its elaboration and maturation process.

Indicator groups. Lactic acid bacteria (LAB), aerobic mesophilic bacteria (AMB),
coliform organisms (CO), molds and yeasts (M/Y) were quantified. Table 3 shows the
microbiota content in milk, curd, whey, and cheese with 24 h of maturation, without
inoculation. No significant differences were observed in LAB, CO, M/Y of milk, curd, and
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whey (p > 0.05). Only the AMB had a higher content in milk and cheese (p < 0.05). The four
types of samples showed <10 Log CFU/ g or mL of molds and yeasts (Figure 2).

Table 3. Indicator groups in milk, curd and whey not inoculated with pathogens.

Lactic Acid Bacteria Aerobic Mes.ophlllc Coliforms Molds and Yeast
Bacteria
Milk * 9.12 8.02 652 3.0b
Curd ** 942 69b 6.12 3.1b
Whey * 8.92 69" 582 3.0P
Cheese ** 724 824 722 42b

* Log of CFU/mL; ** Log of CFU/g. Values with different superscripts (**) in the columns, are significantly
different between rows (p < 0.05).

W24h L) 15 30 W45 m60 |75 H 90

Core Surface Main Core Surface Main Core Surface Main Core Surface Main Core

matrix matrix matrix matrix matrix
Lactic acid bacteria Aerobic mesophilic Coliform organisms Yeast Molds
bacteria

Figure 2. Behavior of indicator groups in Cotija cheese during its maturation process.

The indicator groups in cheese showed that after seven days of maturation, LAB
continued to show a homogeneous behavior in the microbial content of the different areas
analyzed (core, main matrix, and surface) and between the non-inoculated and inoculated
cheese. In non-inoculated cheese, indicator groups maintained an average of around 9.0 log
of CFU/g until day 45, then decreased to 1 log CFU/g from day 60, maintaining those
count values until the end of this work. In the inoculated Cotija cheese, the LAB behavior
was similar. However, it was maintained with an 8.8 log CFU/g until the end of the study.

The statistical analysis showed a significant difference between the main matrix and
the core in the indicator groups at 15, 75 and 90 days (p < 0.05). There was no difference in
either of the two groups, inoculated and not inoculated (p > 0.05).

From cheeses with seven days of maturation, main matrix and surface samples from
days 7 and 15 had the highest content of indicator groups with an average of 5.9 and 6.4 log
of CFU/g, respectively, while the core had 5.0 log of CFU/g. After 30 days, a gradual
decrease in the microbial load was observed, more critical in the main matrix and the
core. At 90 days, the AMB content was 2.4 log CFU/g in the core, 2.2 log CFU/g in the
main matrix and 3.4 log CFU/g in the surface. Statistically, there was a difference in the
AMB content in the surface regarding the main matrix and the core on days 7, 30, 45, 60,
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75 and 90, while on day 15; the ABM content in the core, main matrix and surface was
different (p < 0.05). The coliform content gradually decreased in the non-inoculated and
the inoculated cheeses until it practically disappeared. In the non-inoculated cheese, the
main matrix and the core had 3 log CFU/g at 7 days, ceasing to recover at 90 and 60 days
in the main matrix and core, respectively, while in the surface, the CO content at 7 days
was 5.8 log CFU/g, decreasing to 0.2 log CFU/g on day 90. In the inoculated cheese, the
initial count of the core, main matrix and surface was 3 log CFU/g on day 7, and at the end
of the study, the counts decreased to 0.3, 0.5, and <1 log CFU/g in the main matrix, surface,
and core. A significant difference was observed on days 7, 30 and 60 between the surface,
core and main matrix of non-inoculated cheese. Inoculated cheese showed a significant
difference in surface compared to main matrix and core on days 7, 15 and 45; and between
the core compared to the surface and main matrix on days 30 and 60 (p < 0.05).

In the case of yeasts, the content was heterogeneous in both types of cheese, non-
inoculated and inoculated. The initial load (7 days) in the non-inoculated cheese was 1.4,
6.2 and 7.5 log CFU/g for the main matrix, surface, and core. At the end of the study,
1.4 log CFU/g were found in the main matrix, 4.4 log CFU/g in the surface and 1.2 log
of CFU/g in the core. Yeast content in inoculated cheese was higher on the surface with
5.5 log CFU/g and lower in the main matrix and core (3.7 log CFU/g in both).

At 90 days, the content was higher in the surface (4.4 log CFU/g) and lower in the
main matrix and core (1 log CFU/g). Statistically, all sampling times showed differences
between the non-inoculated and the inoculated cheeses (p < 0.05). Finally, molds appeared
after 60 days in not inoculated and inoculated cheeses. In non-inoculated cheese, no molds
were recovered from the core in any sample (<1 log CFU/g). The main matrix had a mold
content of 2.8, 2.1, and 0.67 log CFU/g on days 60, 75 and 90, respectively, while the surface
presented 1.3, 2.3 and 2.9 log CFU/g on days 60, 75 and 90, respectively. In inoculated
cheese, the main matrix had an increase from 0.3 log CFU/g at 60 days to 1 log CFU/g on
days 75 and 90, while in the surface, mold increased by 1 log CFU/g on day 60 at 3.2 log
CFU/g on day 75, to 3.5 log CFU/g on day 90. In the core, molds were only detected on
days 75 and 90 (5.1 and 5.2 log CFU/g, respectively). The statistical analysis showed a
significant difference between the three types of samples (main matrix, surface, and core)
and the three sampling times in which the presence of molds in the non-inoculated cheese
was detected. In contrast, in the inoculated cheese, there was only a significant difference
on days 75 and 90 between the core, the main matrix, and the surface (p < 0.05).

2.3. Physicochemical Parameters

Changes were observed during the maturation time in titratable acidity, pH, water
activity (Wa), and sodium chloride percentage (%) within the cheese’s physicochemical
parameters analyzed in different sections. The changes of each variable had a different
dynamic and gave rise to a distinguishing composition between each cheese section:
(A) Core (10 cm in diameter); (B) Main matrix (Section between the core and the surface),
and (C) Surface (Obtained 2-cm deep from the surface) (Figure 1).

The surface had a constant increase of 0.22% of lactic acid, increasing to 1.1% at the
end of the study (90 days); pH dropped from 5.9 after seven days of maturation to 5.5 at
day 90; Wa decreased from 0.96 to 0.86, and sodium chloride increased from 3.2 to 4.06
due to moisture loss on the surface. In the cheese main matrix, the initial lactic acid was
0.4% and gradually increased to 0.9% at day 90, while the pH dropped slightly from 5.5
to 5.01; the Wa decreased from 0.91 to 0.89 and sodium chloride increased from 3 to 3.4.
The samples from the core of the cheese showed the most contrasting changes compared to
the surface; the acidity content increased from 0.32% (day 7) to 1.52% on day 90; the pH
decreased from 5.9 at day 7 of maturation to 5.0 at day 90; Wa also decreased from 0.92 on
day 7 to 0.89, and the sodium chloride content increased from 2.9 to 3.5 (Table 4).



Appl. Sci. 2021, 11, 8154 70f13
Table 4. Physicochemical parameters during the cheese maturation process.
Surface Main Matrix Core
Acidity Wa pH NaCl (%)  Acidity Wa pH NaCl (%) Acidity Wa pH NaCl (%)
7 0.222 0922 592 324 0.324 09214 554 2.89 A 042 09162 5.012 3a
15 0482 092 622 3212 0434 09184 564 3.044 0422 09162 522 3a
30 0762 0.872 622 3.232 0.928B 0.899A 564 3124 0472 0.9102 5.092 3a
45 09P 0.872 55b 3.872 1218 08994  51B 3324 0.642 0.907 2 52 3262
60 1b 0.83b 55P 4° 1.32B 08664 508 3454 0.85P 0.8972 492 3294
75  1.19°P 0.84b 55P 3.852 148 08704 508 3494 0.89b 0.8912 502 3.072
90 1.1b 0.86P 55P 4062 1.52B 0.8854 508 3524 09P 0.8952 5.012 344

Wa: water activity Values with different superscripts (** or 2B) in the cheese section columns, are significantly different between rows

(p < 0.05).

3. Discussion

Dairy production follows several stages, ranging from obtaining the milk on the farm
to further processing in the dairy company or, in many cases, on the farm itself. During
this process, the risk of contamination can enter at various points along the supply chain,
compromising food safety [16]. During cheese making, microbial contamination can occur
at any stage from cheese production to consumption, making cheese a significant vehicle for
foodborne illness [4,17]. In the case of Cotija cheese, it is a Mexican artisan product made
from raw cow milk without any heat treatment. The ripening process occurs spontaneously
and is influenced by environmental conditions [12,18].

The fermentation of Cotija cheese is carried out by the native biota present in the milk;
since starter cultures are not added, the initial microbiota is diverse and will influence
its sensory characteristics and the safety of the final product. Because of the above, we
decided to carry out this project in the region of Cotija. It was used the milk produced in
the area. There was a space to work with inoculated milk, and the cheeses were stored for
90 days for their maturation, such as the traditional process of Cotija cheesemaking.

Therefore, the native biota as control (not inoculated) and inoculated cheeses had the
same diversity of microorganisms. This allowed us to know the natural behavior that the
microbiota has throughout the cheese maturation process and the microbial diversity in the
milk obtained in the Cotija region, Michoacan, to the final product generated after 90 days
of maturation.

The use of unpasteurized milk has represented a debate in the dairy industry due to
the risk posed by the possibility that it is contaminated with pathogens, causing health
problems for consumers. There are multiple reports of products made with raw milk in
various outbreaks [19-21]. However, this does not mean that all products, particularly
cheeses made with raw milk, pose a health risk to consumers. The presence of pathogens
in cheese depends on several factors: the type of cheese, the microbiological quality of
the milk used, and the storage conditions. Fresh cheeses made with unpasteurized milk
represent a greater risk because nothing inhibits the pathogen that may be present in the
raw milk, favoring the development and/or survival of pathogens [2,4,20]. The difference
with a fermented cheese is that the same fermentation process causes the production of
compounds and changes in some parameters that can inhibit the development of the
pathogens, like pH, lactic acid and the bacteriocins produced by some of the lactic acid
bacteria that participate in the fermentation and cheese ripening [18]. It is important to
mention that this study was done in the Cotija region using milk sourced from the dairy
herd, which is regularly used for cheesemaking under the same environmental conditions
as Cotija ripening.

In the present work, the inoculated pathogens: S. aureus, S. Typhimurium and L. mono-
cytogenes were no longer detected in the different sections of the cheese after day 45 of
ripening. However, S. aureus, was detected until the end of the maturation process (90 days)
in surface samples, probably because of their halotolerant characteristics [22]. Cheese na-
tive S. aureus from uninoculated cheese was not detected at 45 days. Meanwhile, a different
behavior was observed in S. aureus (ATCC 13565) from inoculated cheese which was still
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being detected until the end of the study (90 days). In both cases, they remained longer on
the surface of the cheese. It may be due to the increased sensitivity of the native strain to
the metabolites of cheese microbiota or the lower halotolerance in comparison to ATCC
strain. S. aureus was recovered in the surface in concentrations significantly higher than
in the core and the main matrix (p < 0.05). The behavior of the distribution of S. aureus in
the inoculated and non-inoculated cheese did not show differences (p > 0.05); both were
decreasing as time passed. On the surface of both cheeses, inoculated and non-inoculated,
always remained in higher concentration (2 log MPN/g). Behavior of native L. monocy-
togenes of no inoculated cheese was like inoculated strain; they were not detected to 30
and 40 days, respectively. On the other hand, the distribution of L. monocytogenes in the
inoculated cheese showed significant differences (p = 0.0045). The surface showed 3 log
more with respect to the core and the main matrix. The distribution of L. monocytogenes in
the inoculated and non-inoculated cheese did not show significant differences (p > 0.05). In
both cheeses, inoculated and non-inoculated, the surface had the highest concentration of
this pathogen. While the distribution of S. Typhimurium in the inoculated cheese, showed
significant differences (p = 0.0005). It was observed that it was similar in the main matrix
and the core, meanwhile, the surface showed 1.5 log more than the main matrix.

The inhibition of pathogens in ripened cheeses made with raw milk, like Cotija,
has also been reported by other authors [23] who have shown the gradual demise of
pathogens such as L. monocytogenes [24], and the inhibition of other pathogens in fermented
cheeses [25,26]. The absence of inoculated pathogens is associated with the metabolic
processes that occurred during cheese maturation and the inhibitory compounds that the
other microorganisms have, such as lactic acid bacteria [18,26,27]. Garcia-Cano et al. [25],
reported production of bacteriocins from Enterococcus faecium and E. faecalis recovered
from Cotija cheese. This author showed inhibition of S. aureus, Yersinia enterocolitica,
S. Typhimurium and Pseudomonas aeruginosa. Escobar-Zepeda et al. [18] did not detect
pathogenic bacteria like Salmonella, Listeria monocytogenes, Brucella, or Mycobacterium in
a metagenomic analysis performed on Cotija cheese. They reported three predominant
phyla (Lactobacillus, Leuconostoc and Weissella) associated with the production of various
metabolites with antimicrobial activity. Within the complex microbiota in Cotija cheese,
the presence of lactic acid bacteria can inhibit the inoculated pathogens, and the yeast
present could have participated in this process [28-30]. Chombo et al. [12] observed that
surface of Cotija cheese showed higher counts of yeasts, which is like our study. These
microorganisms could contribute to the inactivation of pathogens observed in cheese’s
surface, in conjunction with physicochemical factors. Also, yeasts can be present in different
cheeses [28,31].

As previously described, the metabolic activity of the microbiota present during the
fermentation process generates many compounds ranging from peptides, like bacteriocins,
to peroxide and organic acids, among other metabolites that determine the predominance
of some microbial groups such as lactic acid bacteria, responsible for the synthesis of these
compounds, as well as the typical organoleptic characteristics of Cotija cheese [7,18,32].
Even though only the production of lactic acid was quantified in the present investigation,
it should be noted that the absence of pathogens coincided with the increase of lactic acid
and the consequent drop in pH. Water activity and its decrease also influenced, although
to a lesser degree, to the inactivation of the inoculated pathogens. Lactic acid concentration
and pH had the highest impact on the decrease of S. Typhimurium and S. aureus. Both
pathogens showed a gradual decrease associated with increasing acidity and decreasing
pH. On the other hand, the inactivation of L. monocytogenes showed no relationship with
the parameters determined since it occurred drastically.

The present study shows the importance of interaction between microorganisms that
constitute the complex microbiota ecosystem of cheese made with no pasteurized milk.
The same microbiota present in cheese is used for its production. In Cotija cheese, the
robustness of its native ecology is decisive to ensure its quality. Quality control considers
the maturity stage, which ensures the absence of pathogens and takes advantage of the
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characteristics per se of Cotija cheese, including its functional properties provided by its
characteristic microbiota [12]. Likewise, the quality of raw material in Cotija cheese is
important because it is the one that will determine the type of microorganisms that will
carry out the fermentation process and give the desired sensory characteristics. However,
the raw material and milk must be free of pathogens like Brucella and Mycobacterium [18].

4. Materials and Methods
4.1. Bacterial Strains

Strains used in inoculated cheese were typified: Staphylococcus aureus ATCC 13565,
Salmonella Typhimurium ATCC 14028 and Listeria monocytogenes ATCC BAA-751. In uninocu-
lated cheese, native bacteria were isolated from fresh cheese and biochemically characterized.

4.2. Inoculum Preparation

All strains were separately reactivated in trypticase soy broth with yeast extract (CS-
TEL) twice a row. Subsequently, each bacterium was inoculated in Roux bottles containing
200 mL of trypticase soy agar with yeast extract and 20 mL of CSTEL, then incubated
at 35 °C for 18 h. The biomass obtained was separated from the agar using sterile glass
beads and extracted with a pipette. Physiological saline solution was added to the biomass
obtained to a final volume of 40 mL. From this suspension, the count was carried out
in selective agar for each microorganism (Bright Green Agar, Oxford Agar and Baird
Parker agar, respectively) to know the bacterial concentration. Additionally, in the culture
of S. aureus, the presence of staphylococcal toxin was verified by visual immunoassay
(Tecra 3M).

4.3. Cheesemaking

The fresh raw milk (180 L) was filtered through a clean gauze cloth to remove foreign
matter, and once it reached a temperature between 30 to 33 °C, rennet was added, leaving
it to rest until it formed a firm curd, which was cut using lira to obtain approximately 1 cm?
cube.

After a few minutes of standing, the whey was drained, and the curd was transferred
to a stainless-steel table and mixed with 5-10% NaCl until forming a homogeneous mass.
The molding of the dough was done in previously washed and disinfected cylindrical
hoop-shaped stainless-steel molds, provided with an ixtle or cotton blanket. The mass
was pressed for 24 h, and the main matrix was removed from the press. The mold and the
blanket with which the main matrix was wrapped allow it to give the traditional cylindrical
shape of the cheese and print the characteristic mark on the rind. The blanket was removed,
and the hoop was left for the next 15 days. Every 18-24 h, the cheese was removed from
the mold, turned over, and the surface cleaned with a clean cotton cloth. This process was
carried out daily for the first eight days and then alternates every third day until 15 days
were completed; the goal was to have complete drainage and a sturdy piece that could
be handled without the shaping ring. Finally, the cheese was stored to begin its ripening
process. Ripening was carried out for three months within the same geographical area of
Cotija, Michoacan, Mexico, to provide the environmental conditions (Temperature < 28 °C,
Relative humidity: 60 to 95% and Altitude: 700 to 1700 m above the level of the sea) that
give the cheese its specific organoleptic characteristics (Figure 3).
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Michoacan

Region V Tepalcatepec

Figure 3. Cotija region in the State of Michoacan, Mexico.

4.4. Microbiological Parameters

During Cotija cheese production, samples were taken in each process: milk, curd,
whey, and cheese during the aging process (NMX-F-735-COFOCALEC-2011). For the
cheese analysis during aging, samples were taken directly in the ripening chambers, and
seven sampling times were considered (1, 7, 15, 30, 45, 60, 75 and 90 days).

4.5. Milk and Cheese Sampling
4.5.1. Milk

The uninoculated milk was analyzed for S. aureus, staphylococcal toxin, lactic acid
bacteria, aerobic mesophilic bacteria, coliforms, molds, yeasts, pH, and titratable acidity. In
the case of the previously inoculated milk, each pathogen was quantified, and the presence
of staphylococcal toxin was confirmed.

4.5.2. Cheese

For the first sampling (24 h of maturation), only one sample was taken that ranged
from the core to the cheese surface. From the 7th ripening sampling: each cheese was
divided into three uniform vertical sections to take a sample from each section: (A) core
(10 cm in diameter); (B) main matrix (Section between the core and the surface), and
(C) surface (obtained 2-cm deep from the surface) (Figure 1). The samples were placed in
separate sterile bags (A, B and C, respectively) where they were homogenized manually.

4.6. Evaluation of Microbiological Parameters
4.6.1. Pathogen Count in Cheese

Each pathogen was counted on days 1, 7, 15, 30, 45, 60, 75 and 90, employing traditional
counting per culture. In addition, at time 7, lactic bacteria, aerobic mesophilic, coliforms,
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molds, yeasts, pH, and titratable acidity were quantified in both cheeses, inoculated and
non-inoculated. In all cases, the samples were analyzed in duplicate.

The most probable number technique (MPN) was used to enumerate the pathogens
in the cheese. It was weighed 25 g of each sample, then 225 mL of CSTEL were added,
homogenized for 1 min in a Stomacher (Lab Blender 400), and subsequently seven dilutions
were made. Tubes were inoculated with 9 mL of CSTEL and incubated at 35 °C for 24 h
from each dilution. Baird Parker agar (ABP) plates for S. aureus were inoculated from the
tubes that showed bacterial growth; Bright green agar (AVB) for Salmonella and Oxford
agar (OXA) for Listeria monocytogenes to confirm the development of each pathogen.

The growth of each pathogen on selective agar was first confirmed by Gram stain-
ing and the biochemical tests corresponding to each microorganism through the API
system. Additionally, specific tests were carried out for each bacterium. For Salmonella
strains, serological tests were performed with antiserum O Anti-serum Poly A-I & Vi (BD
Difco TM), and the hemolysis test and CAMP (Cristie-Atkins-Munch-Peterson Test) for
L. monocytogenes.

4.6.2. Staphylococcal Toxin

The presence of staphylococcal toxin was investigated by the visual immunoassay
method (Tecra 3M). For which 10 mL of milk or 10 g of cheese were taken and homogenized
with 20 mL of sterile water for 3 min, a 3 mL aliquot was taken. The pH was adjusted to
4; next, the aliquot was centrifuged at 1000x g, and then, the liquid was passed through
a 45 um filter, and the pH was adjusted between 6-7. Subsequently, 1 mL was placed in
an Eppendorf tube, and 50 pL of the additive was added and shaken manually 200 pL
of this mixture were plated in 96-well plates, incubated at 35 °C for 2 h. The liquid was
discarded, and four washes were performed with the washing solution. Plates were
allowed to dry, and 200 uL of the conjugate was added to each well and incubated for 1 h at
room temperature (20-25 °C). The liquid was poured out, and they were carefully washed.
Finally, 200 puL of substrate were added to each well and incubated at room temperature
(20-25 °C) for 30 min and then the samples were read. The support was placed on a white
background, and the reading was done visually by comparing it with the color card.

4.6.3. Lactic Bacteria Count

To 25 g of sample, 225 mL. Man-Rogosa-Sharpe (MRS) broth were added twice the
concentration with aerobic lactic acid bacteria broth (3M) supplement and homogenized
for 1 min in a Stomacher (Lab Blender 400). Subsequently, seven decimal dilutions were
made. The Petri film plates (3M) for anaerobic bacteria were inoculated with 1 mL of each
dilution and incubated at 37 °C for 48-72 h in anaerobic jars provided with a gas pack.

4.6.4. Indicator Groups

The determination of indicator groups (aerobic mesophilic bacteria, coliforms, molds,
and yeasts) was made from 25 g of each sample and homogenized with 225 mL of peptone
diluent for 2 min in a Stomacher (Lab Blender 400). From here, seven decimal dilutions
were made. From each dilution, Petri-film plates (3M) were inoculated with Aerobic Count
and E. coli/Coliform Count, both incubated at 35 °C for 24 h, and Yeast and Mold Count
incubated at 20 °C for 5 to 7 days.

4.7. Physicochemical Parameters

In addition to the microbiological determinations, pH, titratable acidity, water activity
and chlorides were quantified from non-inoculated cheese samples. The pH was mea-
sured in 10 g of sample, placing them in a 100 mL volumetric flask with distilled water;
subsequently, it was filtered, and pH was determined with an Orion3 Star pH Benchtop
meter (Thermo Fisher Scientific, Waltham, MA, USA. In acidity, this was determined by
titration from 10 g of sample, using 0.1 N NaOH and phenolphthalein as indicators. The
test was performed by titration in triplicate. Water activity determination was carried
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out using 3TE Series AquaLab equipment (Decagon Device Inc., Pullman, Washington,
USA). To determine sodium chloride, the AOAC 983.14 “Chloride in Cheese” method was
used, weighing 2 g of ground cheese, and titrating the samples with a standard solution of
0.0856 M AgNOs.

4.8. Statistical Analysis

A one-factor analysis of variance (ANOVA) with an alpha level of « = 0.05 was
performed on the results of the indicator groups, behavior, and distribution of pathogen in
cheese. LSD Fisher method (Least significant difference) was performed for homogeneous
groups. Statistical analysis was performed with Statgraphics Centurion XIX version 19.2.01
software.

5. Conclusions

This work shows important results on the behavior of pathogens and the dynamics that
follow during the ripening process directly in the place where Cotija cheese is traditionally
made. In addition, it shows the reduction of the risk represented by the consumption
of products made with unpasteurized milk by being subjected to a maturation process,
without neglecting good hygiene practices from obtaining the milk to the end of the cheese
fermentation process and its subsequent marketing.

Author Contributions: Conceptualization, A.V.-L. and M.R.T.-V.; methodology, M.d.LA.O.-R. and
P.C.-M,; software, O.V.-P; validation, O.V.-P,, Z.V.-d 1 M. and J.C.-R,; formal analysis, O.V.-P; investi-
gation, Z.V.-d.LM. and L.E.G.-M.; resources, ].C.-R.; data curation, A.V.-L.; writing—original draft
preparation, M.d.LA.O.-R; writing—review and editing, A.V.-L., K.N. and Z.V.-d.1.M.; visualization,
P.C.-M.; supervision, A.V.-L. and M.R.T.-V,; project administration, M.R.T.-V.; funding acquisition,
M.R.T.-V. All authors have read and agreed to the published version of the manuscript.

Funding: This research was funded by CONACYT-INIFAP-UDG, grant number SAGARPA-
2010-147449.

Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.
Data Availability Statement: Not applicable.

Conflicts of Interest: The authors declare no conflict of interest.

References

1.  Oliver, S.P; Jayarao, B.M.; Almeida, R.A. Foodborne pathogens in milk and the dairy farm environment: Food safety and public
health implications. Foodborne Pathog. Dis. 2005, 2, 115-129. [CrossRef]

2. Soria-Herrera, R.J.; Dominguez-Gonzalez, K.G.; Rumbo-Pino, R.; Pifia-Lazaro, A.; Alvarez-Perez, ].J.; Rivera-Gutierrez, S.;
Ponce-Saavedra, J.; Ortiz-Alvarado, R.; Gonzalez-Y-Merchand, J.A.; Yahuaca-Juarez, B.; et al. Occurrence of Nontuberculous
Mycobacteria, Salmonella, Listeria monocytogenes, and Staphylococcus aureus in Artisanal Unpasteurized Cheeses in the State of
Michoacan, Mexico. J. Food Prot. 2021, 84, 760-766. [CrossRef] [PubMed]

3. Cervantes-Escoto, F; Villegas de Gante, A.; Cesin-Vargas, ].A.; Espinoza-Ortega, A. Los Quesos Mexicanos Genuinos. Patrimonio
Cultural Que Debe Rescatarse, 1st ed.; Mundi Prensa Mexico: Mexico City, Mexico, 2008.

4. Torres-Vitela, M.R.; Mendoza-Bernardo, M.; Castro-Rosas, ].; Gomez-Aldapa, C.A.; Garay-Martinez, L.E.; Navarro-Hidalgo, V.;
Villarruel-Lépez, A. Incidence of Salmonella, Listeria monocytogenes, Escherichia coli 0157:h7, and staphylococcal enterotoxin in two
types of mexican fresh cheeses. J. Food Prot. 2012, 75, 79-84. [CrossRef]

5.  Gonzalez-Cérdova, A.F; Yescas, C.; Ortiz-Estrada, A.M.; de los Angeles De la Rosa-Alcaraz, M.; Hernandez-Mendoza, A.;
Vallejo-Cordoba, B. Invited review: Artisanal Mexican cheeses. J. Dairy Sci. 2016, 99, 3250-3262. [CrossRef] [PubMed]

6. Montel, M.C.; Buchin, S.; Mallet, A.; Delbes-Paus, C.; Vuitton, D.A.; Desmasures, N.; Berthier, F. Traditional cheeses: Rich and
diverse microbiota with associated benefits. Int. ]. Food Microbiol. 2014, 177, 136-154. [CrossRef] [PubMed]

7. Beresford, T.P,; Fitzsimons, N.A.; Brennan, N.L.; Cogan, T.M. Recent advances in cheese microbiology. Int. Dairy J. 2001, 11,
259-274. [CrossRef]

8.  Callon, C,; Berdagué, J.L.; Dufour, E.; Montel, M.C. The effect of raw milk microbial flora on the sensory characteristics of
Salers-type cheeses. |. Dairy Sci. 2005, 88, 3840-3850. [CrossRef]

9.  Ndoye, B.; Rasolofo, E.A.; LaPointe, G.; Roy, D. A review of the molecular approaches to investigate the diversity and activity of

cheese microbiota. Dairy Sci. Technol. 2011, 91, 495-524. [CrossRef]


http://doi.org/10.1089/fpd.2005.2.115
http://doi.org/10.4315/JFP-20-286
http://www.ncbi.nlm.nih.gov/pubmed/33290541
http://doi.org/10.4315/0362-028X.JFP-11-258
http://doi.org/10.3168/jds.2015-10103
http://www.ncbi.nlm.nih.gov/pubmed/26830738
http://doi.org/10.1016/j.ijfoodmicro.2014.02.019
http://www.ncbi.nlm.nih.gov/pubmed/24642348
http://doi.org/10.1016/S0958-6946(01)00056-5
http://doi.org/10.3168/jds.S0022-0302(05)73069-1
http://doi.org/10.1007/s13594-011-0031-8

Appl. Sci. 2021, 11, 8154 130f 13

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.
29.

30.

31.

32.

Callon, C.; Saubusse, M.; Didienne, R.; Buchin, S.; Montel, M.C. Simplification of a complex microbial antilisterial consortium to
evaluate the contribution of its flora in uncooked pressed cheese. Int. ]. Food Microbiol. 2011, 145, 379-389. [CrossRef]

Mallet, A.; Guéguen, M.; Kauffmann, F.; Chesneau, C.; Sesboué, A.; Desmasures, N. Quantitative and qualitative microbial
analysis of raw milk reveals substantial diversity influenced by herd management practices. Int. Dairy J. 2012, 27, 13-21.
[CrossRef]

Chombo-Morales, P,; Kirchmayr, M.; Gschaedler, A.; Lugo-Cervantes, E.; Villanueva-Rodriguez, S. Effects of controlling ripening
conditions on the dynamics of the native microbial population of Mexican artisanal Cotija cheese assessed by PCR-DGGE.
LWT-Food Sci. Technol. 2016, 65, 1153-1161. [CrossRef]

Flores-Magallon, R.; Oliva-Hernandez, A.A.; Narvaez-Zapata, A.A. Characterization of microbial traits involved with the
elaboration of the Cotija cheese. Food Sci. Biotechnol. 2011, 20, 997-1003. [CrossRef]

CDC. Centers for Disease Control and Prevention Outbreak of multidrug-resistant Salmonella enterica serotype Newport infections
associated with consumption of unpasteurized Mexican-style aged cheese—Illinois, March 2006—April 2007. MMWR Morb.
Mortal. Wkly Rep. 2008, 57, 432—-435.

Toribio-Jiménez, J.; Moral, BM.-D.; Echeverria, S.E.; Pineda, C.O.; Rodriguez-Barrera, M.A.; Veldzquez, M.E.; Romén, A.R;;
Castellanos, M.; Romero-Ramirez, Y. Biotype, antibiotype, genotype and toxin gene tsst-1 in Staphylococcus aureus isolated from
Cotija cheese in the state of Guerrero, México. Afr. J. Microbiol. Res. 2014, 8, 2893-2897. [CrossRef]

van Asselt, E.D.; van der Fels-Klerx, H.].; Marvin, H.].P.; van Bokhorst-van de Veen, H.; Groot, M.N. Overview of Food Safety
Hazards in the European Dairy Supply Chain. Compr. Rev. Food Sci. Food Saf. 2017, 16, 59-75. [CrossRef] [PubMed]
Guzman-Hernandez, R.; Contreras-Rodriguez, A.; Hernandez-Velez, R.; Perez-Martinez, I.; Lopez-Merino, A.; Zaidi, M.B.;
Estrada-Garcia, T. Mexican unpasteurized fresh cheeses are contaminated with Salmonella spp., non-O157 Shiga toxin producing
Escherichia coli and potential uropathogenic E. coli strains: A public health risk. Int. ]. Food Microbiol. 2016, 237, 10-16. [CrossRef]
Escobar-Zepeda, A.; Sanchez-Flores, A.; Quirasco Baruch, M. Metagenomic analysis of a Mexican ripened cheese reveals a unique
complex microbiota. Food Microbiol. 2016, 57, 116-127. [CrossRef] [PubMed]

Costard, S.; Espejo, L.; Groenendaal, H.; Zagmutt, F.J. Outbreak-Related Disease Burden Associated with Consumption of
Unpasteurized Cow’s Milk and Cheese, United States, 2009-2014-Volume 23, Number 6—June 2017-Emerging Infectious Disease
journal-CDC. Emerg. Infect. Dis. 2017, 23, 957-964. [CrossRef] [PubMed]

Gould, L.H.; Mungai, E.; Barton-Behravesh, C. Outbreaks Attributed to Cheese: Differences between Outbreaks Caused by
Unpasteurized and Pasteurized Dairy Products, United States, 1998-2011. Foodborne Pathog. Dis. 2014, 11, 545-551. [CrossRef]
Robinson, E.; Travanut, M.; Fabre, L.; Larréché, S.; Ramelli, L.; Pascal, L.; Guinard, A.; Vincent, N.; Calba, C.; Meurice, L.; et al.
Outbreak of Salmonella newport associated with internationally distributed raw goats” milk cheese, france, 2018. Epidemiol. Infect.
2020, 148, E180. [CrossRef] [PubMed]

Ming, T.; Geng, L.; Feng, Y,; Lu, C.; Zhou, J.; Li, Y.; Zhang, D.; He, S.; Li, Y.; Cheong, L.; et al. ITRAQ-Based Quantitative Proteomic
Profiling of Staphylococcus aureus under Different Osmotic Stress Conditions. Front. Microbiol. 2019, 10, 1-16. [CrossRef] [PubMed]
Gao, Z.; Daliri, E.B.M.; Wang, ].U.N,; Liu, D.; Chen, S.; Ye, X.; Ding, T. Inhibitory effect of lactic acid bacteria on foodborne
pathogens: A review. J. Food Prot. 2019, 82, 441-453. [CrossRef]

Genigeorgis, C.; Carniciu, M.; Dutulescu, D.; Farver, T.B. Growth and Survival of Listeria monocytogenes in Market Cheeses Stored
at4 to 30 °C. J. Food Prot. 1991, 54, 662—668. [CrossRef] [PubMed]

Garcia-Cano, I.; Serrano-Maldonado, C.E.; Olvera-Garcia, M.; Delgado-Arciniega, E.; Pefia-Montes, C.; Mendoza-Hernandez, G.;
Quirasco, M. Antibacterial activity produced by Enterococcus spp. isolated from an artisanal Mexican dairy product, Cotija cheese.
LWT-Food Sci. Technol. 2014, 59, 26-34. [CrossRef]

Muhammad, Z.; Ramzan, R.; Abdelazez, A.; Amjad, A.; Afzaal, M.; Zhang, S.; Pan, S. Assessment of the antimicrobial potentiality
and functionality of Lactobacillus plantarum strains isolated from the conventional inner mongolian fermented cheese against
foodborne pathogens. Pathogens 2019, 8, 71. [CrossRef] [PubMed]

Rizzello, C.G.; Losito, I.; Gobbetti, M.; Carbonara, T.; De Bari, M.D.; Zambonin, P.G. Antibacterial activities of peptides from the
water-soluble extracts of Italian cheese varieties. J. Dairy Sci. 2005, 88, 2348-2360. [CrossRef]

Frohlich-Wyder, M.T.; Arias-Roth, E.; Jakob, E. Cheese yeasts. Yeast 2019, 36, 129-141. [CrossRef] [PubMed]

Roostita, T.; Suryaningsih, L.; Lengkey, H.A.W.; Pratama, A.; Utama, G.L. Isolation and identification of yeast in traditional
cottage cheese with strawberry as coagulant. Sci. Pap. Ser. D Anim. Sci. 2017, LX, 300-302.

Younis, G.; Awad, A.; Dawod, R.E.; Yousef, N.E. Antimicrobial activity of yeasts against some pathogenic bacteria. Vet. World
2017, 10, 979-983. [CrossRef]

Cardozo, M.C.; Fusco, A.].V. ; Carrasco, M.S. Yeast microbiota in artisanal cheeses from Corrientes, Argentina. Rev. Argent.
Microbiol. 2018, 50, 165-172. [CrossRef]

Yoon, Y.; Lee, S.; Choi, K.H. Microbial benefits and risks of raw milk cheese. Food Control 2016, 63, 201-215. [CrossRef]


http://doi.org/10.1016/j.ijfoodmicro.2010.12.019
http://doi.org/10.1016/j.idairyj.2012.07.009
http://doi.org/10.1016/j.lwt.2015.09.044
http://doi.org/10.1007/s10068-011-0137-z
http://doi.org/10.5897/AJMR2014.6797
http://doi.org/10.1111/1541-4337.12245
http://www.ncbi.nlm.nih.gov/pubmed/33371550
http://doi.org/10.1016/j.ijfoodmicro.2016.08.018
http://doi.org/10.1016/j.fm.2016.02.004
http://www.ncbi.nlm.nih.gov/pubmed/27052710
http://doi.org/10.3201/eid2306.151603
http://www.ncbi.nlm.nih.gov/pubmed/28518026
http://doi.org/10.1089/fpd.2013.1650
http://doi.org/10.1017/S0950268820000904
http://www.ncbi.nlm.nih.gov/pubmed/32364094
http://doi.org/10.3389/fmicb.2019.01082
http://www.ncbi.nlm.nih.gov/pubmed/31191466
http://doi.org/10.4315/0362-028X.JFP-18-303
http://doi.org/10.4315/0362-028X-54.9.662
http://www.ncbi.nlm.nih.gov/pubmed/31051570
http://doi.org/10.1016/j.lwt.2014.04.059
http://doi.org/10.3390/pathogens8020071
http://www.ncbi.nlm.nih.gov/pubmed/31117307
http://doi.org/10.3168/jds.S0022-0302(05)72913-1
http://doi.org/10.1002/yea.3368
http://www.ncbi.nlm.nih.gov/pubmed/30512214
http://doi.org/10.14202/vetworld.2017.979-983
http://doi.org/10.1016/j.ram.2016.06.006
http://doi.org/10.1016/j.foodcont.2015.11.013

	Introduction 
	Results 
	Microbiological Parameters in Uninoculated Samples 
	Microbiological Parameters in Inoculated Samples 
	Physicochemical Parameters 

	Discussion 
	Materials and Methods 
	Bacterial Strains 
	Inoculum Preparation 
	Cheesemaking 
	Microbiological Parameters 
	Milk and Cheese Sampling 
	Milk 
	Cheese 

	Evaluation of Microbiological Parameters 
	Pathogen Count in Cheese 
	Staphylococcal Toxin 
	Lactic Bacteria Count 
	Indicator Groups 

	Physicochemical Parameters 
	Statistical Analysis 

	Conclusions 
	References

