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Simple Summary: Enhancement strategies for native goat breeds are essential for sustainable pro-
duction. In the present study, milk and cheese derived from the Teramana goat, a native bread of the
Abruzzo region, were analysed and compared with those of the intensive Saanen breed. The outcomes
showed that the milk and cheese of the Teramana were richer in some fatty acids, mainly linoleic
acid. A low concentration of compounds such as ketones and esters, and a higher concentration of
carboxylic acids found in Teramana cheeses improve the cheese’s oxidative stability during ripening.
The variations in volatile profile, lipolytic action and technological characteristics were confirmed
by sensory analyses. Our findings open new prospects for the valorisation and preservation of the
Teramana goat.

Abstract: The preservation and enhancement of native breeds is a central issue to initiate new
breeding policies, which are sustainable and adapted to climate changes. The aim of this study
was the characterisation of the qualitative traits of milk and cheese obtained from Teramana goats
compared with Saanen goats reared in the same breeding facilities or environment. The research
involved 41 Teramana goats and 40 Saanen goats. The milk of each group was collected and used
to produce cheese, which was analysed fresh and after 30 and 60 days of ripening. Cheese samples
were subjected to evaluations of the physical parameters, including colour and the TPA test, in
addition to chemical evaluations that were focused on the determination of total lipids, fatty acids
composition, volatile profile and proteolysis. The results showed the Teramana goat to be rich in
fat, characterised by a significant increase in conjugates of linoleic acid (CLA), which are attributed
to important health benefits. The analysis of volatile compounds showed more oxidative stability
of Teramana goats” cheeses during the ripening. The results from sensory analyses indicated an
improved hardness and yellowness, which could be accompanied by an improvement in customer
acceptance. In conclusion, our study shows interesting results regarding the milk and cheese from the
Teramana goat, as well as a positive evaluation by consumers, findings that encourage the importance
of promoting native breeds.

Keywords: biodiversity; Teramana goat; cheese quality

1. Introduction

Nowadays, goat milk has been re-appreciated by consumers, in terms not only of milk
taste but also of health benefits. Consumers associate goat milk with natural, rural and
sustainable farming. The welfare of animal farms is among the major consumer worries,
as are also the quality and safety of food products, and the effect of agriculture on climate
change [1]. This explains the recent high demand for and consumption of healthy foods
in developed countries, as well as the increased interest in dairy goats and goat milk
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products [2]. Goat milk is the third most produced variety of milk in the world, after cattle
and buffalo, according to statistics from the Food and Agriculture Organisation of the
United Nations (FAO). In 2016, about one billion goats were bred with an average milk
production of 15,262,116 tons. France has the highest production of goat’s milk in Europe,
followed by Spain and Greece [3]. In recent decades, goat milk has doubled its production,
with market trends suggesting a further increase of 53% by 2030 [4].

Goat’s milk is mainly used to produce dairy products. The quality of the milk, under
the technological-dairy profile, is understood as the ability to obtain a good cheese, with
an excellent yield [5,6]. In fact, in the last years, there has been an increased interest in
the genetic value of rustic goat breeds, with Italy having a potential leading role in this
due to its high concentration of native goat breeds [7-9]. One of them is autochthonous
from Teramo’s province in the Abruzzo region, an endangered goat breed called Teramana
goat. This goat was previously described by Ianni et al. [10] as a medium-sized goat with
a dark coat (mainly black or dark brown), sometimes presenting with white streaks on
the head. The head is long with a straight frontal-nasal profile, with the possibility of
having horns in both sexes (see Supplementary Materials). Their structural and anatomical
features allow them to exploit the inaccessible and uncomfortable pastures typical of
Abruzzo [11]. This Italian region offers several opportunities, such as being a territory
useful for sustainable breeding.

In recent years, breeding policies have focused on intensive goat breeds and focused
only on product quantity. However, it is important to consider the advantages of native
breeds, with phenotypes linked to the climate and geography of the region in which they
evolved, and thus the possibility to acquire higher quality production (both nutritionally
and organoleptically) than non-native breeds [12]. Local breeds can produce milk with
higher fat and protein content than intensive breeds, characteristics much more appreciated
by cheesemakers using goat milk to produce cheese [2,13]. Flavour cheese is related to
milk quality, processing operations and microbial activity [14]. The obtained cheese is
characterised by a complexity of microbial populations, which contribute to numerous
biochemical reactions leading to the formation of volatile compounds [15]. The combination
of volatile compounds and their interactions contributes primarily to the formation of the
aroma and taste, which together constitute cheese flavour [16,17]. This last aspect, in
combination with the overall appearance of cheese and its texture, is decisive for consumer
selection and preference [18,19]. Consequently, the importance of studying cheese flavour
is related principally to the acceptance of cheese within the market [14].

In the current study, we aimed to evaluate the production of cheese from milk derived
from the Teramana goat. In order to improve the current knowledge of local breed produc-
tion, the cheese product was studied along the various stages of maturation, comparing it
with that produced by the Saanen goat, a more industrial breed.

A multiple-step approach was adopted to evaluate the potential effects of breed on
the qualitative attributes of cheese in terms of total lipids, fatty acid composition, volatile
profile and proteolysis. Finally, a sensory analysis was performed to assess the customer
acceptance of the products.

2. Materials and Methods

The experimental plan was carried out in compliance with Directive 2010/63/EU of
the European Parliament (European Union, 2011) and Directive 86/609/EEC (European
Economic Community, 1986), relating to the protection of animals used for scientific pur-
poses. The trial was carried out on a dairy goat farm where other livestock practices were
introduced in addition to those already adopted by the farmer. Therefore, there were no
ethical issues to deal with.

2.1. Experimental Design, Cheesemaking and Sampling

This study is part of a project studying the quality of milk and derived dairy products
of an endangered goat breed, the Teramana goat, compared with a cosmopolitan breed,
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the Saanen goat. The study was conducted between February and June 2022. Teramana
goats are an endangered breed; forty samples of Saanen goats were collected from the
same farms or in the same area as the Teramo goats. At the time of sampling, all animals
were homogeneous in terms of lactation period and body weight. In addition, all feed
information was collected through questionnaires completed by farmers. The modules
required animal feed, including the pasture’s composition and the barn’s type of feed. On
all farms, the components of diets were almost similar, considering Abruzzo’s small reality.
As a result, the effect of the diet was reduced. Individual milk samples were collected and
used to evaluate the milk’s chemical composition and fatty acid profiles. The remaining
milk was then pooled and used in cheese production according to the protocol outlined
below. Bulk milk was pasteurised at 72 °C for 20 s, and cooled to 40 &= 1 °C. Then, the
milk was transferred to a container in which a combination of thermophilic and mesophilic
starter cultures was added (500 U/5000 L; White Daily, Chr Hansen, Hoersholm, Denmark).
Subsequently, for acidification, rennet was added to the milk at a ratio of 1:20,000 (75% of
chymosin and 25% of pepsin; Clerici, Cadorago, Italy). After 45 min of incubation, the
curd was broken into small pieces, portioned in aliquots of ca. 3 kg in plastic moulds, and
kept at 48 °C £ 1.5 °C until the pH reached 5.20 £ 0.2. At this time, all forms were salted
with a solution of NaCl 20% in water and then stored in the ripening room with controlled
temperature and humidity (10 °C £ 0.5 °C; 85%, respectively). From the cheesemaking,
6 forms of cheese for each breed were produced, 2 were analysed after 1 (T0), 2 after 30 (T30)
and 2 after 60 (T60) days of ripening (see Supplementary Materials).

2.2. Fatty Acid Profile of Milk and Cheese

The milk fatty acid profile was extracted according to the official AOAC method [20],
while cheese fatty acid was extracted according to the Folch method [21]. For both milk
and cheese, 50 mg of extracted lipids were weighed and reconstituted with 1 mL of hexane
and methylated with 500 puL of 2N sodium methoxide in methanol. The detection of the
fatty acids methyl esters (FAME) in each sample was achieved by following the procedure
previously used and described by Florio et al. [22]. The identified fatty acids were reported
as a mean relative percentage of the total FAME. The value attributed to each fatty acid was
also used to calculate the sum of saturated fatty acids (SFA), monounsaturated fatty acids
(MUFA) and polyunsaturated fatty acids (PUFA). Desaturation indices (DI) for C14, C16
and C18 were calculated using the formula suggested by Brogna et al. [23].

2.3. Western Blot Analysis of A°-Desaturase and Fatty Acid Synthase in Somatic Cells

Goat milk samples were centrifugated at 4000x g for 20 min at 4° C. The pellet was
washed in PBS + EDTA (0.05 M) by centrifugation at 12,000x g for 5 min at 4 °C. The
cells were resuspended in a Lysis Buffer pH 8.5 (7 M Urea, 2 M Thiourea, 30 mM Tris-
HCI, 4% SDS pH 8.5). The extracted proteins were then quantified using the Bradford
method [24], using BSA as a standard.

To evaluate the identification of A’-desaturase and fatty acid synthase, we used
Western blot analysis (WB). Protein samples (25 ug) were migrated on an SDS-PAGE
10% gradient gel and blotted on a polyvinylidene difluoride (PVDF) membrane. The
membranes were stained with Ponceau solution. Membranes were blocked overnight
at 4° C, using TBS-T (10 mM Tris-HCl pH 7.4, 150 mM NaCl, 1% Tween 20). Then, the
incubation with primary antibodies was performed for 1 h at room temperature for the
identification of A°-desaturase (1:1000) (SCD1 antibody; Biorbyt Ltd., Cambridge, UK).
After washing, membranes were incubated with secondary antibody IgG (1:5000) (donkey
anti-rabbit antibody HRP; Biorbyt Ltd., Cambridge, UK). Peroxidase was revealed using
the chemiluminescent (ECL) system (WESTAR nC Ultra 2.0; Bologna, Italy) and the images
were digitally captured using an Azure C300 (Chemiluminescent Western Blot Imaging
System, Azure Biosystems).

Fatty acid synthase was assessed on the same membranes by stripping the previous
antibodies with Restore™ Western Blot Stripping Buffer (ThermoFisher). After washing,
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membranes were blocked with TBS-T (10 mM Tris-HCl pH 7.4, 150 mM NaCl, 1% Tween
20) for 1 h and incubated with fatty acid synthase antibody (1:1000) (Fatty Acid Synthase
antibody; Biorbyt Ltd., Cambridge, UK) in PBS-T for 1.5 h. After washing, membranes
were finally incubated with the secondary antibody IgG (1:5000) (donkey anti-rabbit an-
tibody HRP; Biorbyt Ltd., Cambridge, UK) for 1 h and revealed as described previously
in this section. At least three biological replicates were performed for each antibody and
experimental group.

2.4. Cheese Moisture and Total Lipids Content

The cheese lipid fraction was extracted following the AOAC official method [25]. The
moisture content was determined according to AOAC methods [20]. The lipid extraction
was carried out via acid hydrolysis. Briefly, 3 g of cheese were homogenized with 20 mL of
HCl 25% in water and, after deproteinization, lipids were extracted with 80 mL of diethyl
ether and petroleum ether (1:1). The upper solution containing non-saponifiable lipids was
recovered in a previously calibrated round-bottom flask and the solvent was evaporated
to dryness at 38 °C with a Strike-Rotating Evaporator (Steroglass S.r.1, Perugia, Italy). The
flasks were then placed in a stove at 50 °C for 1 h to then be left to cool at room temperature.
This allowed us to weigh the collected fat which was then expressed as a percentage on a
dry matter basis.

2.5. Cheese Protein Extraction and Sodium Dodecyl Sulfate Polyacrylamide Gel
Electrophoresis (SDS-PAGE)

For cheese protein extraction, the protocol was previously reported by Bennato
et al. [26]. The extracted proteins were then quantified using the Bradford method [24],
using BSA as a standard. Protein extracts were mixed with an equal volume of sample
buffer (0.5 M Tris-HCl, pH 6.8; 2% (wt/vol) SDS; 7% (vol/vol) glycerol; 4.3% (vol/vol)
-mercaptoethanol; 0.0025% (wt/vol) bromophenol blue). The mixture was boiled for
3 min to inactivate the enzymes and denaturate the proteins. The samples (7.5 ug) were
loaded onto 12% SDS-PAGE for separation. The electrophoresis was performed in a mini
protean III dual slab cell (Bio-Rad Laboratories, Watford, UK) at a constant voltage of 120 V.
At the end of the run, the results were visualised by staining the gels with 0.5% (wt/vol)
Coomassie Blue R-250, dissolved in 40% (vol/vol) ethanol and 10% acetic acid for 30 min.
The densitometric analysis was performed using Image] software (National Institutes of
Health, Bethesda, MD, USA). The relative caseins, B-lactoglobulin and «-lactalbumin were
expressed as a percentage of the total protein content, calculated with the reference lane.

2.6. Cheese Volatile Profile

Volatile compounds (VOCs) present in cheese at 60 days of ripening were extracted
by solid-phase microextraction (SPME) and the separation was carried out by gas chro-
matography (GC Clarus 580; Perkin Elmer, Waltham, MA, USA) coupled with a mass
spectrometer (SQ8S, Perkin Elmer). The GC was equipped with an Elite-5MS column
(length x internal diameter: 30 x 0.25 mm; film thickness: 0.25 um; Perkin Elmer). For all
samples, 4 g of earlier shredded cheese was mixed with 10 mL of saturated NaCl solution
(360 g/L) containing the internal standard (4-methyl-2-heptanone). VOCs were extracted
using a divinyl-benzene-carboxen-polydimethylsiloxane SPME fibre (length: 1 cm; film
thickness: 50/30 215 um; Supelco) at 60 °C with a 40 min exposition time. Helium was
used as a carrier gas at a flow rate of 1 mL/min, and VOCs identification was performed by
comparison with the mass spectra of a library database (NIST Mass Spectral library, Search
Program version 2.0, National Institute of Standards and Technology, US Department of
Commerce, Gaithersburg, MD, USA) and by comparing the eluting order with Kovats
indices. Data were expressed as the mean relative percentage of the total VOCs identified.
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2.7. Evaluation of Colour and Textural Properties

The cheese colour in all the ripening times (T0, T30, and T60) was performed consider-
ing the recommendations of the International Commission on Illumination (Commission
Internationale de L'éclairage (CIE), 1978), using the colorimeter Konica Minolta Chroma
Meter CR-5. Cheese moulds were specifically cut into two halves and colour evaluations
were conducted at various points on the inner surface of the cheese. The aperture size of
the optical system was adjusted to 3 mm and the samples were characterised for lightness
(L*) and yellow /blue chromaticity (b*). The yellow index (YI) was also calculated by using
the following formula: YI = 142.86-b*/L*.

Textural properties were evaluated at room temperature (21 £ 1 °C) using an Instron
Universal Testing Machine (Model 4452, Instron Ltd., Wycombe, UK) equipped with a 500 N
load cell. A TPA test was carried out at a crosshead speed of 0.42 mm s~!. Each sample
(15 mm x 10 mm x 10 mm) was compressed by 20% of its initial height, using a plunger
with a plane, circular surface (58 mm diameter) and employing a double-compression
method with a 5 s delay between the first and the second bite. Hardness, cohesiveness and
gumminess were determined according to Bourne [27]. The data reported are the average
of ten replicates.

2.8. Confocal Analysis of Cheese

The microstructure of cheese samples, ripened for 0, 30 and 60 days, was analysed
using a Nikon Alr laser confocal scanning microscope, equipped with a Plan Apo A 60X
Oil objective, detector Galvano, with a pinhole size of 69 um and a pixel size of 0.04 um.
The samples were cut using a blade and the proteins were stained with 0.2% Fast Green,
while fats were stained with 0.5% Nile Red diluted in distilled water. We used an average
of 2 modes in channels series, as follows: channel 1: Nile Red: Agxc = 488 nm, Aem = 563 nm;
channel 2: Fast Green: Aexc = 633 nm, Aepn = 650 nm.

2.9. Sensory Analysis

A sensory analysis of T60 cheeses was performed by a panel composed of fifteen
healthy, non-smoker, non-colour-blinded, untrained panellists (ISO, 4120:2004). Before
the analysis, brief training was carried out to verify and discuss the vocabulary. One
visual attribute (yellow colour intensity), one odour attribute (odour intensity), four texture
attributes (elasticity, hardness, gumminess, creaminess/graininess), five taste attributes
(saltiness, sourness, bitterness, sweetness, pungency) and five flavour attributes (mouldy,
fruity, rind, hay, grassy) were used to describe the samples. Pagliarini et al. [28] and
Bérodier et al. [29] introduced the terms flavour and textural attributes, respectively. The
sensory analysis was conducted in a laboratory designed according to ISO 858929 (1985)
and equipped with individual cabins and white lighting (D65). Sensory evaluation was
performed in two sessions, morning and afternoon, by ISO 6658 (1988). All the samples
were evaluated in each session. Samples were equilibrated at room temperature (21.1 °C)
before testing and each wheel of cheese was split into two pieces. One half was used “as is’
for visual assessment and the other half was cubed for odour, texture, taste and flavour
assessment. The samples were identified by random three-digit codes and presented to
judges in a random order. Panellists rated the intensity of each attribute on a five-point
structured scale (from 1 = extremely low, to 5 = extremely high) on a paper scorecard and
were free to test the cheese cubes as often as they desired. Mineral water and unsalted
crackers were used as palate cleansers between samples.

2.10. Statistical Analysis

Statistical data analysis was conducted using the JMP Pro 14 program (SAS Institute,
Cary, NC, USA). All data were treated with ANOVA (analysis of variance) to analyse the
impact of breed (R), ripening (T) and the interaction between breed and ripening (R x T).
Regarding the fatty acid profile and sensory analyses, data were analysed considering only
the impact of the breed. Sample means were assessed by HSD Tukey’s test and differences
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were considered significant for p < 0.05. Data were reported as least square means & pooled
standard error of the mean (SEM).

3. Results
3.1. Fatty Acid Profile of Milk and Cheese

First, we analysed the fatty acid profile of the milk and cheese of the two breeds,
Teramana and Saanen goats. As observed in Table 1, the fatty acid profiles were differ-
ent for the two breeds’ milk samples. The main changes were the greater presence of
stearic (C18:0, p < 0.01), vaccenic (C18:1 trans-11, p < 0.01) and linolenic (C18:3, p < 0.01)
acids, monounsaturated fatty acid (MUFA, p < 0.01) and conjugated linoleic acids (CLA,
p < 0.001) in the Teramana breed. Furthermore, it was possible to observe a greater presence
of myristic acid (C14:0, p < 0.01) and saturated fatty acid (SFA, p < 0.05) in the Saanen
breed. As observed in milk, the fatty acids profile of the cheese is very similar and was
influenced by the breed (Table 2). In particular, major changes were observed regarding
the greater presence of stearic (C18:0, p < 0.001), vaccenic (C18:1 trans-11, p < 0.001) and
linolenic (C18:3, p < 0.01) acids, as well as polyunsaturated fatty acid (PUFA, p < 0.01) and
conjugated linoleic acid (CLA, p < 0.001) in the Teramana breed. At the same time, it was
possible to observe a greater presence of myristic acid (C14:0, p < 0.001) and saturated fatty
acid (SFA, p < 0.05) in the Saanen breed.

Table 1. Fatty acid composition of milk and fresh cheese (T0) obtained from two goat breeds:
Teramana and Saanen.

Milk Cheese
Teramana Saanen SEM p-Value Teramana Saanen SEM p-Value
C4:0 1.75 1.65 0.16 ns 2.13 1.33 0.05 ns
C6:0 2.38 2.23 0.20 ns 257 1.94 0.09 ns
C8:0 3.22 3.02 0.26 ns 3.22 2.86 0.22 ns
C10:0 11.21 11.20 0.85 ns 10.79 11.99 3.85 ns
C12:0 492 5.21 0.29 ns 3.83 5.95 0.56 ns
C14:0 9.84b 11.02 2 0.24 0.01 951b 11412 0.68 0.001
C15:0 1.23 1.06 0.01 ns 1.00 1.10 0.01 ns
C16:0 26.42 P 28.77 2 0.44 0.01 28.89 b 29.28 2 0.91 0.001
C18:0 11.002 9.83P 0.52 0.01 13.582 11.75P 0.96 0.001
C20:0 0.33 0.23 0.01 ns 0.37 0.21 0.01 ns
Cl4:1 0.43 0.40 0.01 ns 0.43 0.40 0.01 ns
C16:1 0.35 0.26 0.02 ns 0.96 0.74 0.01 ns
C18:1,t11 1572 1.10° 0.06 0.01 1.532 0.87P 0.02 0.001
C18:1,c9 17.48 16.33 0.73 ns 14.77 14.65 2.98 ns
C18:1,c11 0.08 0.11 0.02 ns 0.16 0.29 0.01 ns
C18:2 1.22 1.31 0.04 ns 1.88 1.31 0.06 ns
C18:3 1.062 0.93b 0.04 0.01 1.042 0.89P 0.01 0.01
SFA 72.50 P 74.852 0.97 0.05 73.44 P 76.75 8 3.09 0.05
MUFA 19.822 17.90 b 0.79 0.01 19.54 17.20 3.81 ns
PUFA 4.07 3.89 0.14 ns 3522 281b 0.10 0.01
CLA 1.802 1.65P 0.07 0.001 1.79 2 1.29b 0.01 0.001
OTHERS 3.71 3.69 0.09 ns 1.59 1.52 0.01 ns
DICl14 4192 3.50P 0.12 0.01 4352 295b 0.20 0.01
DIC16 0.942 0.90b 0.26 0.01 2902 2470b 0.13 0.01
DIC18 61.38 61.99 0.45 ns 52.65 58.48 0.44 ns
DICLA 44952 40.00° 2.25 0.01 55.78 2 44340 3.31 0.01

All data are reported as least square means the percentage of total fatty acids. Different letters in the same row
indicate significant differences. SEM: pooled standard error of the mean; ns: not significant. CLA = Conjugated
Linoleic Acids; SFA = Saturated Fatty Acids; MUFA = Monounsaturated Fatty Acids; PUFA = Polyunsaturated
Fatty Acids; DI = Desaturation Index.
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Table 2. Chemical composition of cheese at 0 (T0), 30 (T30), and 60 (T60) days of ripening, obtained
from the milk of two goat breeds: Teramana and Saanen.

TO T30 T60 SEM p-Value
Teramana Saanen Teramana Saanen Teramana Saanen R T RxT
gﬁ’/ll)vlatter 52.06 4 4037°¢ 73.480 60.08 77.82 2 72.25b 400 0001 0.001 0.001
Lipids % 23.35b 14.54 ¢ 28.89 2 16.86 ¢ 27.77ab 18.28 ¢ 651  0.001 0.001 ns

All data are reported on a dry matter basis (DM). Different letters in the same row indicate significant differences.
SEM: pooled standard error of the mean. R: breed; T: ripening; ns: not significant.

3.2. Western Blot Analysis of A-Desaturase and Fatty Acid Synthase

To investigate variations in the fatty acid profile, we carried out a Western blot analysis
on somatic cells to identify A%-desaturase (SCD) and fatty acid synthase (FAS). Specific
antibodies were used to verify the presence of SCD and FAS in somatic cells isolated in
milk samples (Figure 1). As represented in Figure 1, a significant increase in SCD and FAS
was observed in Teramana milk compared to Saanen milk (p < 0.05).

ZSOkDaI‘-"'-—'-.“'-—--"—---‘-—.—*.lFAS

41 kDa I""" e G — . ~,-'—--;—| SCD

45 kDa |-— — — e — T — -—.I B-ACTIN

L )L )

I I
A Teramana Saanen

M Teramana Saanen

Sk

Protein Quantification
(Arbitrary Area Value)
B

B FAS SCD

Figure 1. Western blot analysis of SCD and FAS. (A) Representative image of WB of SCD and FAS
in somatic cells of milk from Teramana and Saanen goat. (B) Densitometric values normalised on
[-actin expression. Data are reported as area percentage £+ S.D. * p < 0.05. (n = 3).

3.3. Cheese Moisture, Total Lipids

In order to obtain a detailed knowledge of the differences in production between the
breeds, the cheeses, ripened for 0, 30 and 60 days, were analysed for moisture and total
fat content. As shown in Table 2, for moisture content, the variation was identified as an
effect of both breed and ripening time (p < 0.001). The same result was obtained for the
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total fat content (calculated on a DM basis), which shows significant changes in both breed
and ripening time, with an increase in total fat in cheese with ripening times T30 and T60
compared to fresh cheese (T0) (p < 0.001).

3.4. Cheese Protein Profile and Proteolysis

The cheese protein profile was assessed using an electrophoretic approach under
denaturing and reducing conditions (Figure 2); the variations observed for casein and
band A and band C, resulting as products from the proteolysis, were dependent on the
maturing period and not on the breed. For «s2-casein, asl-casein, 3-casein, k-casein, band
A and band C, there is a statistical significance (p < 0.001), while for the whey proteins
(B-lactoglobulin and «-lactalbumin) no significant differences were detectable (Table 3).

kDa
250 —
150 o
75 D
50 [T
37 Bpecig o
—— —— asZ-casein
asl-casein
P S e B el B-casein
25 [T s - i K-casein
A
20 o B
C
15 ; B-Lactoglobulin
a-Lactoalbumin
10

T0 T30 Te0 T0 T30 Te60

Teramana goat Saanen goat

Figure 2. A representative image of SDS-PAGE analysis of cheeses at 0 (T0), 30 (T30) and 60 (T60)
days of ripening, obtained from the milk of Teramana and Saanen goats. (1 = 3).

Table 3. Densitometric analysis of SDS-PAGE protein bands (Figure 1) of cheese at 0 (T0), 30 (T30),
and 60 (T60) days of ripening, obtained from the milk of goat breeds: Teramana and Saanen.

TO T30 T60 SEM p-Value
Teramana Saanen Teramana Saanen Teramana Saanen R T RxT

as2-casein 28.182 24.00b 17.91°¢ 14114 8.89 ¢ 9.89¢ 2.74 0.01 0.001 0.01
asl-casein 9.19 ab 10.58 2 7.01 abe 5.28 be 3.28¢ 3.77°¢ 3.98 ns 0.001 ns
B-casein 33.19P 33.12P 39.143b  3873ab  37774b 40.202 8.55 ns 0.001 ns
k-casein 7.00P 8.00" 7.30P 8.65 b 12.162 10.02 ab 2.89 ns 0.001 ns
A 330P 3.63P 12.602 10.16 2 13512 8.662 4.62 ns 0.001 ns
B 3.29 254 255 446 1.80 8.29 424 ns ns ns
C 1.92b 3.78b 2.86P 2.66 P 5.852 4072 0.64 ns 0.001 ns
-lactoglobulin 11.23 11.80 8.19 14.01 12.69 11.46 3.18 ns ns ns
o-lactoalbumin 2.65 2.50 2.39 1.89 4.00 3.59 1.56 ns ns ns

All data are reported as relative least square means, with the percentage of the total protein content calculated in
the reference lane. Different letters in the same row indicate significant differences. SEM: pooled standard error of
the mean. R: breed; T: ripening; ns: not significant.

3.5. Identification of Volatile Compounds in Cheese

The analysis of VOCs identified compounds from four chemical families: carboxylic
acids, ketones, aldehydes and methyl esters (Table 4). The behaviour of these classes
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of compounds was significantly influenced by the maturing period in the two breeds.
Carboxylic acids showed higher concentrations in Teramana samples at 60 days of ripening
(Octanoic acid, p < 0.05), a condition that appeared to be closely associated with the
concomitant and significant reduction of ketones (2-Heptanone and 2-Nonanone, p < 0.01)
and methyl esters (Hexadecanoic acid methyl ester, p < 0.05), which are more frequently
expressed in the Saanen breed. Meanwhile, aldehydes do not show a significant difference
between the two breeds.

Table 4. The main classes of volatile compounds detected in cheese at 60 (T60) days of ripening were
obtained from the milk of Teramana and Saanen breeds.

Teramana Saanen SEM p-Value
Aldehydes
Nonanal 0.26 nd 0.03 ns
Carboxylic Acids
Butanoic acid 2.21 5.31 1.48 ns
Hexanoic acid 28.09 21.36 1.60 ns
Octanoic acid 35.632 31.78b 2.70 0.05
Nonanoic acid 0.40 0.18 0.07 ns
Decanoic acid 24.23 21.47 2.36 ns
Dodecanoic acid 0.82 0.84 0.03 ns
Ketones
2-Heptanone 0.36 P 7482 0.69 0.01
2-Nonanone 6.52b 6.96 2 2.86 0.05
2,7-Octanedione 0.26 0.17 0.05 ns
Methyl ester
Hexadecanoic acid, 0.05b 0.272 0.01 0.05
methyl ester
Others 0.18 0.13 0.01 ns

All data are reported as least square means. Different letters in the same row indicate significant differences. SEM:
pooled standard error of the mean. ns: not significant; nd: not detectable.

3.6. Confocal Microscopy Image of Cheese

The structure of the samples was also analysed under the confocal microscope after 0,
30 and 60 days of ripening (see Figure 3). The images show a continuous protein network
permeated by fat, more organised and compact in cheese samples produced with milk from
Teramo goats compared to samples from Saanen goats.

3.7. Physical and Sensorial Properties of Cheese

Regarding the physical parameters, cheese has been characterised by colour and
rheological profile. In regard to the colour, the breed and the ripening time seem to have
significantly influenced the brightness (L*), the yellow chromaticity (b*) and YI (Table 5,
p < 0.001), the values of which were lower in T30 and T60 cheese in both of the two breeds.

The rheological profile was evaluated for hardness, cohesivity and gumminess of
cheeses, which increased along with ripening time (Table 5). Only the ripening time
influenced the texture profile of the cheeses, with a significant increase in hardness
(p < 0.001) and gumminess (p < 0.001). From this point of view, no variation was high-
lighted in regard to the cohesivity. Upon completion of the instrumental analyses, a sensory
analysis was carried out after the recruitment of untrained panellists. A quantitative de-
scriptive analysis was conducted on cheeses at the end of ripening (T60), therefore ready
for consumption, by evaluating 16 quality attributes. The results are reported in Figure 4.
The untrained panellists found Teramana’s cheese to have a higher colour intensity than
Saanen’s cheese (p < 0.05). The results agreed with the previous analytical results.
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Figure 3. Microstructure of cheese. (A,C,E) Confocal microscopy image of cheese from Teramana
goat milk; (B,D,F) cheese from Saanen goat milk. Samples were ripened for 0, 30, 60 days. The Nile
Red stained fat appears red and the fast green FCF stained protein appears green in these images.

Table 5. Physical properties of cheese at 0 (T0), 30 (T30), and 60 (T60) days of ripening, obtained from
the milk of goat breeds: Teramana and Saanen.

TO T30 T60 SEM p-Value
Teramana Saanen Teramana Saanen Teramana Saanen R T RxT
Color
L* 92,122 88.10 b 82.36¢ 81.07°¢ 83.82°¢ 81.54°¢ 3.82  0.001 0.001 ns
b* 10.46 b 7.48¢ 12.07 2 9.10 be 11442 9.01 be 0.95 0.001  0.001 ns
YI 16.23 be 12.16 4 21.022 16.04 ¢ 19.49 ab 15.78 ¢ 345  0.001  0.001 ns
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Table 5. Cont.
T30 T60 SEM p-Value
Saanen Teramana Saanen Teramana Saanen R T RxT
1.49P 20.394 22314 25272 21.242 25.01 ns 0.001 ns
0.99 0.99 0.99 0.99 0.98 0.10 ns ns ns
1.48"P 20.34 2 22254 25212 21.062 25.15 ns 0.001 ns

All data are reported as least square means. L*: lightness; b*: yellow/blue chromaticity; YI: 142.86:(b*/L*).
Different letters in the same row indicate significant differences. SEM: pooled standard error of the mean. R: breed;
T: ripening; ns: not significant.

=== Teramana
* — e e
Color intensity Saanen
) .. (yellow)
Creaminess/Grainine 5 . .
ss Odor intensity
Gumminess 4 Mold
3
Hardness 7 Rind
NEE/ < AN
Elasticity 1 X Fruit
p
Spicy | 4 Hay
Bitter s
Salty Sour
Sweet

Figure 4. Graphic representation of the sensory evaluation by quantitative descriptive analysis at
60 days of ripening obtained from the milk of two goat breeds: Teramana and Saanen. *: p < 0.05.

4. Discussion

The milk from Teramana goat, an indigenous breed from central Italy, was used in this
study to produce and characterise the chemical and nutritional qualities of the cheese.

Intriguing variations in the relative quantity of the fatty acids composition of both
milk and cheese were discovered, and the same variations were found in both products.
The Saanen goat’s milk and cheese samples were found to be richer in SFA, a finding that
was fully supported by greater levels of myristic (C14:0) and palmitic acids (C16:0). There
is little doubt that the most logical explanation for these disparities should be explored
endogenously. The Teramana goats had a greater desaturation index for myristoleic (C14:1)
and palmitoleic (C16:1) acids; this is deeply related to higher expression levels or simply
higher activity levels of the enzymes implicated in these pathways, including SCD [30].
The higher SCD expression in the Teramana goat was confirmed by WB analysis on milk
samples. This is further supported, at least in part, by Saanen samples’ lower levels of
C18:1 and C16:1.

Other factors are involved in the metabolism of fatty acids, such as the degree of
expression or activity of certain enzymes. In several studies, it has been seen that in
rustic breeds [31,32], these enzymes are more expressed. Fatty acid synthase (FAS) is a
multifunctional enzyme responsible for the de novo production of palmitate from acetyl-
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CoA, malonyl-CoA and NADPH [33]. It is conceivable that the Teramana goat exhibits
a higher level of this enzyme’s constitutive expression, which would have a substantial
effect on the production of FA. In fact, in Teramana samples, the increased concentration
of FAS has been confirmed by WB. In addition, since Teramana samples were found to be
higher in stearic acid (C18:0), we could speculate that the lower levels of C16:0 in these
samples are a result of elongase-6 using C16:0 as a substrate more frequently (elongase of
the long chain fatty acid family 6, ELOVL6). The extension of the palmitate stearate chain
is catalysed by this microsomal enzyme, which is ubiquitous in practically all mammalian
tissues and influences the fatty acid content of tissues [34].

It was also possible to highlight a significant increase in the concentration of linoleic
acid conjugates (CLA), whose production is correlated to the activity of SCD. The beginning
of this process is given by vaccenic acid (C18:1 trans-11), which, with the activity of the
enzyme SCD, converts vaccenic acid into CLA [35] in the mammary gland.

Stearic acid (C18:0) represents the final product of rumen biohydrogenation, leading
to an increased concentration of this fatty acid. As with the enzyme FAS, also for SCD, it is
conceivable that Teramana goats may have higher expression levels, validated by WB. On
the other hand, the presence of more vaccenic acid would promote the increased conversion
and activity of the enzyme, obtaining a greater production of CLA and confirmed by a
greater desaturation index of CLA. Given its correlation with lower risks for coronary heart
disease and cancer growth, this condition is typically linked to an improvement in the
nutritional qualities of dietary products [36].

Then, the volatile profile in cheese was analysed to assess in detail the differences
between breeds. The results showed four different chemical families: carboxylic acids,
ketones, aldehydes and methyl esters. Carboxylic acids are the most prevalent family in
the samples studied, derived from the lipolysis of the triglycerides by several enzymes
from microbial, milk and added rennet pastes [37]. Carboxylic acids contribute, on the one
hand, to the formation of the cheese flavour directly and, on the other hand, to the indirect
formation of methyl ketones, secondary alcohols, aldehydes, lactones and esters [38].
Noteworthy, octanoic acid is significantly higher in cheeses made from Teramana goat milk
than in those made from Saanen goat milk.

In this regard, ketones were detected in cheese samples. In detail, 2-Heptanone and
2-Nonanone were significantly higher in cheeses made from Saanen goat milk. These com-
pounds are correlated with strong, unattractive aromatic notes that, due to their extremely
low threshold, can be detected despite the presence of low concentrations [39]. They can
also be further converted to secondary alcohols by moulds (such as Penicillium spp.) [37].
Since cheese is a very reducing environment, unsaturated fatty acids may be involved in
autoxidation, producing aldehydes that are characterised by “green grass-like” aromas,
such as nonanal [14], found in samples of cheese made from Teramana goat milk.

The SDS-PAGE was carried out to determine the entity of the various protein fractions
in cheeses during maturation and their total protein content to monitor the potential
proteolytic process. As caseins are the primary protein source in milk and are involved
in enzymatic coagulation, they are positively correlated with cheese production [39]. The
level of degradation affects the creation of their specific textures and plays a significant role
in the development of flavours, since peptides and amino acids are produced [40]. Casein
is particularly significant because it contributes to cheese yield, curd firmness, syneresis
rate, moisture retention, and ultimately cheese quality by creating the structural matrix of
the curd that holds fat and moisture [41,42]. The SDS-PAGE patterns of cheese showed a
great proteolytic activity of as2- CN and «s1-CN and a high presence of 3-CN and k- CN.
Caseins were all susceptible to proteolysis, but to varying degrees. In general, as-CN was
more susceptible than 3-CN and k- CN. After 30 days of ripening, the residual content of
these caseins was lower. 3-CN and k- CN were more resistant to proteolysis than as-CN,
particularly after 30 days. These findings are consistent with previous research [42], which
found that 3-CN degradation progressed over a longer period of ripening. Holt et al. [43]
and Prieto et al. [44] observed that the 3-CN had a lower degree of hydrolysis than the
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as-casein during ripening due to low plasmin activity and its resistance to chymosin. On
the other hand, it has been shown that the structure and arrangement of cheese proteins,
which control the accessibility of proteolytic enzymes to the cheese substrates, substantially
influence the rate of protein degradation [45].

The colour analysis evaluation evidenced a significant reduction in lightness in both
samples at the end of the ripening period (T60). As previously reported by Eissa et al. [46],
the lightness in a dairy product can be directly related to the moisture content. Since our
study has shown a greater loss of humidity by the cheese after 60 days of cheesemaking, it
is plausible that this could represent the most obvious key reading of the observed finding.
In addition, both exhibit noticeably larger values of the chromatic coordinate b*, which
attests to the dairy product’s propensity to assume a lighter totality. The literature links
this type of fluctuation to the existence of water-soluble or fat-soluble metabolites that
can be taken by ruminants along with their feed and released into the milk through the
mammary gland, which may partially help to explain this observation. As an example,
larger values of the b* parameter in cheese result from the presence of fat-soluble vitamins,
such as retinol and xanthophyll, which cause the cheese to appear yellower and lighter [47].
Considering this, a greater presence of these compounds in the diet is hypothesised.

The various proteolytic pathways could oversee the changes in the texture of the
cheeses and are regarded by consumers as indicators of the overall quality of the final
product. As the metrics are invariably tight in relation to the amount of water and the
makeup of the fat and proteins that define the food matrix, and since their interpretation
is not always straightforward, a TPA test was conducted to measure the many textural
parameters [48]. Since the force-displacement curves showed that no fracture occurred
within this deformation extent, the samples in this study were compressed to 20% of their
height rather than the initial 25% compression extent in TPA [27]. Casiraghi et al. [49] also
investigated the same deformation and discovered that it had a greater link with sensory
hardness than higher deformations. In this study, the Teramana cheeses were characterised
by higher hardness than the Saanen ones at the end of ripening time. Considering that the
moisture content of these samples decreases, hardness increase during ripening could be
related to the moisture decrease, with water as the major plasticizer in food [50,51]. The
same thing happens for gumminess, but this could be explained by proteolytic phenomena.
This may relate to the changes occurring in the matrix of caseins, since the o-caseins
presented significant changes in the same period of maturation. These results show a
positive correlation between hardness and «-caseins [52].

The findings of the TPA test were enhanced by analysing the cheese samples under
confocal microscopy. Cheese microstructure is deeply related to sensory and nutritional
properties. Several variables have an effect on the microscopic organisation of cheese, for
instance, renneting pH, the temperature during coagulation and calcium content [53]. Our
results show a continuous protein network permeated by fat, being more organised and
compact in cheese samples produced with milk from Teramana goats compared to milk
from Saanen goats, confirming the data from the TPA test.

Finally, the results showed clear differences between the breeds. Thus, it was deemed
appropriate to carry out a panel test in order to clarify the actual degree of acceptability of
the experimental dairy products by the consumers.

The sensory analysis results confirm the information given by the colour analysis, with
Teramana cheese presenting a yellower colour than the Saanen cheese. The hardness and
saltiness of the cheese (p = 0.051) confirm some information given by the texture analysis,
both influenced by less moisture and proteolytic activity since the final products formed
during proteolytic phenomena could act as saltiness enhancers [54]. Increased levels of
hardness, saltiness and yellowness may increase the product’s acceptability by cheese
customers who value a flavourful cheese. As a result, this could make Teramana cheese a
great candidate in the dairy market.
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5. Conclusions

The current study gathers important data for the valorisation of milk and cheese
derived from Teramana goats, a local breed of central Italy. Specifically, milk and cheese
products were rich in CLA, the consumption of which in animal products is frequently
correlated to significant consumer health benefits. Reduced concentrations of compounds
such as ketones and esters, and greater concentrations of carboxylic acids would improve
the cheese’s oxidative stability during the ripening process. The variations in volatile
profile, lipolytic action and technological characteristics were in part confirmed by sensory
analyses. The hardness, saltiness and odour intensity of the cheeses increased, indicating an
improvement in customer acceptance of the product. Thus, this encourages the manufacture
of traditional cheese variations that can fill specific market niches.

Supplementary Materials: The following supporting information can be downloaded at: https://
www.mdpi.com/article/10.3390/ani13081344/s1. Supplementary Materials: representative images
of Teramana goats and cheeses at different ripening time. Figure S1: A typical goat breed of Teramo,
called the Teramana goat. These medium-sized goats have a dark coat (primarily black or dark
brown), a long head with white streaks, a straight frontal nasal profile, and the potential for horns
in both sexes. Figure S52: Images of Teramana cheeses at 0 (T0, A), 30 (T30, B) and 60 (T60, C) days
of ripening.

Author Contributions: G.M., A.L. and EB. conceptualised the study; G.M., AL, M.F. and EB. de-
signed the experiments; M.F. and L.G. performed the experiments; L.V. and C.C. realised the confocal
microscopy experiments, image acquisition and figures; M.F. analysed the data; M.F. and C.C. pre-
pared the original draft; all authors contributed to the analysis, writing and editing of the manuscript;
G.M. supervised and funded the research. All authors have read and agreed to the published version
of the manuscript.

Funding: This research was partly funded by the European Union—Next Generation EU. Project
Code: 427 ECS00000041; Project CUP: C43C22000380007; Project Title: Innovation, digitalization and
428 sustainability for the diffused economy in Central Italy—VITALITY. The work was also funded by
the Gran Sasso-Monti della Laga National Park; Project Title “Valorizzazione della Capra teramana”;
Project Code: E12E18006730005.

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

Data Availability Statement: The data presented in this study are available on reasonable request
from the corresponding author.

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

References

1.

@

European Commission; Office for Official Publications of the European Communities; Statistical Office of the European Commu-
nities; European Union; European Commission. Food: From Farm to Fork Statistics; Publications Office of the European Union:
Luxembourg, 2011; ISBN 9789279202391.

Miller, B.A.; Lu, C.D. Special Issue—Current Status of Global Dairy Goat Production: An Overview. Asian-Australas J. Anim. Sci.
2019, 32, 1219-1232. [CrossRef] [PubMed]

Canton, H. Food and Agriculture Organization of the United Nations—FAQO. Eur. Dir. Int. Organ. 2021, 2021, 297-305. [CrossRef]
Pulina, G.; Milan, M.].; Lavin, M.P,; Theodoridis, A.; Morin, E.; Capote, J.; Thomas, D.L.; Francesconi, A.H.D.; Caja, G. Invited
Review: Current Production Trends, Farm Structures, and Economics of the Dairy Sheep and Goat Sectors. J. Dairy Sci. 2018, 101,
6715-6729. [CrossRef] [PubMed]

Skeie, S. Characteristics in Milk Influencing the Cheese yield and Cheese Quality. J. Anim. Feed Sci. 2007, 16, 130-142. [CrossRef]
Cosentino, C.; Colonna, M.A.; Musto, M.; Dimotta, A.; Freschi, P; Tarricone, S.; Ragni, M.; Paolino, R. Effects of Dietary
Supplementation with Extruded Linseed and Oregano in Autochthonous Goat Breeds on the Fatty Acid Profile of Milk and
Quality of Padraccio Cheese. . Dairy Sci. 2021, 104, 1445-1453. [CrossRef] [PubMed]

Nicoloso, L.; Bomba, L.; Colli, L.; Negrini, R.; Milanesi, M.; Mazza, R.; Sechi, T.; Frattini, S.; Talenti, A.; Coizet, B.; et al. Genetic
Diversity of Italian Goat Breeds Assessed with a Medium-Density SNP Chip. Genet. Sel. Evol. 2015, 47, 62. [CrossRef]


https://www.mdpi.com/article/10.3390/ani13081344/s1
https://www.mdpi.com/article/10.3390/ani13081344/s1
https://doi.org/10.5713/ajas.19.0253
https://www.ncbi.nlm.nih.gov/pubmed/31357263
https://doi.org/10.4324/9781003179900-41
https://doi.org/10.3168/jds.2017-14015
https://www.ncbi.nlm.nih.gov/pubmed/29859690
https://doi.org/10.22358/jafs/74164/2007
https://doi.org/10.3168/jds.2020-18805
https://www.ncbi.nlm.nih.gov/pubmed/33309367
https://doi.org/10.1186/s12711-015-0140-6

Animals 2023, 13, 1344 15 of 16

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.
20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.
34.

Tarricone, S.; Giannico, F.; Ragni, M.; Colonna, M.A.; Rotondi, P.; Cosentino, C.; Seidavi, A.; Tufarelli, V.; Laudadio, V. Effects of
Dietary Extruded Linseed (Linum usitatissimum) and Oregano (Origanum vulgare) on Growth Traits, Carcass Composition and
Meat Quality of Grigia Di Potenza Suckling Kids. Int. J. Agric. Biol. 2021, 25, 1147-1152. [CrossRef]

Colonna, M.A.; Giannico, E; Tufarelli, V.; Laudadio, V.; Selvaggi, M.; De Mastro, G.; Tedone, L. Dietary Supplementation with
Camelina Sativa (L. Crantz) Forage in Autochthonous Ionica Goats: Effects on Milk and Caciotta Cheese Chemical, Fatty Acid
Composition and Sensory Properties. Animals 2021, 11, 1589. [CrossRef]

Tanni, A.; Bennato, F.; Martino, C.; Di Luca, A.; Martino, G. Qualitative Attributes of Meat from Teramana Goat Kids, an Italian
Native Breed of the Abruzzo Region. Anim. Biosci. 2022, 35, 1091-1099. [CrossRef]

Baudoin, A.; Ammouche, L.; Noutary, E.; Lapujade, ]J.; Ruiz, I.; Tozanli, S.; Hadad-Gauthier, EF.E. LACTIMED, Cross-Border
Cooperation to Promote Typical Dairy Products in the Mediterranean. 2015. Available online: https://anima.coop/en/lactimed-
cross-border-cooperation-to-promote-typical-dairy-products-in-the-mediterranean (accessed on 12 April 2023).

Ianni, A.; Bennato, F.; Martino, C.; Odoardi, M.; Sacchetti, A.; Martino, G. Qualitative Attributes of Commercial Pig Meat from an
ITtalian Native Breed: The Nero d’Abruzzo. Foods 2022, 11, 1297. [CrossRef]

Tedone, L.; Giannico, F,; Tufarelli, V.; Laudadio, V.; Selvaggi, M.; De Mastro, G.; Colonna, M.A. Camelina Sativa (L. Crantz) Fresh
Forage Productive Performance and Quality at Different Vegetative Stages: Effects of Dietary Supplementation in Ionica Goats on
Milk Quality. Agriculture 2022, 12, 91. [CrossRef]

Bertuzzi, A.S.; McSweeney, PL.H.; Rea, M.C; Kilcawley, K.N. Detection of Volatile Compounds of Cheese and Their Contribution
to the Flavor Profile of Surface-Ripened Cheese. Compr. Rev. Food Sci. Food Saf. 2018, 17, 371-390. [CrossRef] [PubMed]

Fox, PF.; Guinee, T.P.; Cogan, T.M.; McSweeney, P.L.H. Biochemistry of Cheese Ripening. Fundam. Cheese Sci. 2017, 57, 391-442.
[CrossRef]

Niimi, J.; Eddy, A.L; Overington, A.R.; Silcock, P.; Bremer, PJ.; Delahunty, C.M. Sensory Interactions between Cheese Aroma and
Taste. J. Sens. Stud. 2015, 30, 247-257. [CrossRef]

Zehentbauer, G.; Reineccius, G.A. Determination of Key Aroma Components of Cheddar Cheese Using Dynamic Headspace
Dilution Assay. Flavour Fragr. . 2002, 17, 300-305. [CrossRef]

Drake, M.A.; Delahunty, C.M. Sensory Character of Cheese and Its Evaluation. In Cheese: Chemistry, Physics and Microbiology, 4th
ed.; Springer: New York, NY, USA, 2017; Volume 1, pp. 517-545. [CrossRef]

Kilcawley, K.N. Cheese Flavour. In Fundamentals of Cheese Science; Springer: New York, NY, USA, 2017; pp. 443—474. [CrossRef]
AOAC International-Association of Official Analytical Chemists. Offcial Methods of Analysis, 17th ed.; The Association of Official
Analytical Chemists: Gaithersburg, MD, USA, 2000.

Folch, L.; Less, M; Stanltey, S.A. Simple Method for the Isolation and Purification of Total Lipids from Animal Tissues. J. Biol.
Chem. 1957, 226, 497-509. [CrossRef] [PubMed]

Florio, M.; Giannone, C.; Ianni, A.; Bennato, F.; Grotta, L.; Martino, G. Seasonal and Feeding System Effects on Qualitative
Parameters of Bovine Milk Produced in the Abruzzo Region (Italy). Agriculture 2022, 12, 917. [CrossRef]

Brogna, D.M.R.; Nasri, S.; Salem, H.B.; Mele, M.; Serra, A.; Bella, M.; Priolo, A.; Makkar, H.P.S.; Vasta, V. Effect of Dietary Saponins
from Quillaja Saponaria L. on Fatty Acid Composition and Cholesterol Content in Muscle Longissimus Dorsi of Lambs. Animal
2011, 5, 1124-1130. [CrossRef]

Bradford, M.M. A Rapid and Sensitive Method for the Quantitation of Microgram Quantities of Protein Utilizing the Principle of
Protein-Dye Binding. Anal. Biochem. 1976, 72, 248-254. [CrossRef]

AOAC International-Association of Official Analytical Chemists. Official Methods of Analysis, 15th ed.; Association of Official
Analytical Chemists: Washington, DC, USA, 1990.

Bennato, F,; Ianni, A.; Martino, C.; di Luca, A.; Innosa, D.; Fusco, A.M.; Pomilio, F.; Martino, G. Dietary Supplementation of
Saanen Goats with Dried Licorice Root Modifies Chemical and Textural Properties of Dairy Products. J. Dairy Sci. 2020, 103,
52-62. [CrossRef]

Bourne, M.C. Texture Profile Analysis. Food Technol. 1978, 7, 62-66.

Pagliarini, E.; Lembo, P.; Bertuccioli, M. Recent Advancements in Sensory Analysis of Cheese. Ital. ]. Food Sci. 2013, 3, 85-99.
Bérodier, F; Lavanchy, P.; Zannoni, M.; Casals, J.; Herrero, L.; Adamo, C. Guide d’Evaluation Olfacto-Gustative Des Fromages a
Pate Dure et Semi-Dure. LWT Food Sci. Technol. 1997, 30, 653—-664. [CrossRef]

Bernard, L.; Leroux, C.; Hayes, H.; Gautier, M.; Chilliard, Y.; Martin, P. Characterization of the Caprine Stearoyl-CoA Desaturase
Gene and Its MRNA Showing an Unusually Long 3'-UTR Sequence Arising from a Single Exon. Gene 2001, 281, 53-61. [CrossRef]
[PubMed]

Bovo, S.; Ribani, A.; Mufioz, M.; Alves, E.; Araujo, ].P,; Bozzi, R,; Candek-Potokar, M.; Charneca, R.; di Palma, F.; Etherington,
G.; et al. Whole-Genome Sequencing of European Autochthonous and Commercial Pig Breeds Allows the Detection of Signatures
of Selection for Adaptation of Genetic Resources to Different Breeding and Production Systems. Genet. Sel. Evol. 2020, 52, 33.
[CrossRef]

Conte, G.; Palombo, V.; Serra, A.; Correddu, F.; D’andrea, M.; Macciotta, N.P.P.; Mele, M. Study of the Fatty Acid Profile of Milk in
Different Sheep Breeds: Evaluation by Multivariate Factorial Analysis. Animals 2022, 12, 722. [CrossRef] [PubMed]

Wakil, S.J. Fatty Acid Synthase, A Proficient Multifunctional Enzyme. Biochemistry 1989, 28, 4523-4530. [CrossRef]

Green, C.D.; Ozguden-Akkoc, C.G.; Wang, Y.; Jump, D.B.; Olson, L.K. Role of Fatty Acid Elongases in Determination of de Novo
Synthesized Monounsaturated Fatty Acid Species. J. Lipid Res. 2010, 51, 1871-1877. [CrossRef]


https://doi.org/10.17957/IJAB/15.1775
https://doi.org/10.3390/ani11061589
https://doi.org/10.5713/ab.21.0352
https://anima.coop/en/lactimed-cross-border-cooperation-to-promote-typical-dairy-products-in-the-mediterranean
https://anima.coop/en/lactimed-cross-border-cooperation-to-promote-typical-dairy-products-in-the-mediterranean
https://doi.org/10.3390/foods11091297
https://doi.org/10.3390/agriculture12010091
https://doi.org/10.1111/1541-4337.12332
https://www.ncbi.nlm.nih.gov/pubmed/33350078
https://doi.org/10.1007/978-1-4899-7681-9_12
https://doi.org/10.1111/joss.12155
https://doi.org/10.1002/ffj.1102
https://doi.org/10.1016/B978-0-12-417012-4.00020-X
https://doi.org/10.1007/978-1-4899-7681-9_13
https://doi.org/10.1016/S0021-9258(18)64849-5
https://www.ncbi.nlm.nih.gov/pubmed/13428781
https://doi.org/10.3390/agriculture12070917
https://doi.org/10.1017/S1751731111000048
https://doi.org/10.1016/0003-2697(76)90527-3
https://doi.org/10.3168/jds.2019-16838
https://doi.org/10.1006/fstl.1996.0235
https://doi.org/10.1016/S0378-1119(01)00822-8
https://www.ncbi.nlm.nih.gov/pubmed/11750127
https://doi.org/10.1186/s12711-020-00553-7
https://doi.org/10.3390/ani12060722
https://www.ncbi.nlm.nih.gov/pubmed/35327119
https://doi.org/10.1021/bi00437a001
https://doi.org/10.1194/jlr.M004747

Animals 2023, 13, 1344 16 of 16

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

Destaillats, F.; Trottier, ].P.; Galvez, ]. M.G.; Angers, P. Analysis of «-Linolenic Acid Biohydrogenation Intermediates in Milk Fat
with Emphasis on Conjugated Linolenic Acids. J. Dairy Sci. 2005, 88, 3231-3239. [CrossRef]

Simopoulos, A.P. The Importance of the Omega-6/Omega-3 Fatty Acid Ratio in Cardiovascular Disease and Other Chronic
Diseases. Exp. Biol. Med. 2008, 233, 674-688. [CrossRef]

Collins, Y.F; McSweeney, P.L.H.; Wilkinson, M.G. Lipolysis and Free Fatty Acid Catabolism in Cheese: A Review of Current
Knowledge. Int. Dairy J. 2003, 13, 841-866. [CrossRef]

Thierry, A.; Collins, Y.F.; Abeijéon Mukdsi, M.C.; McSweeney, P.L.H.; Wilkinson, M.G.; Spinnler, H.E. Lipolysis and Metabolism
of Fatty Acids in Cheese. In Cheese: Chemistry, Physics and Microbiology, 4th ed.; Springer: New York, NY, USA, 2017; Volume 1,
pp. 423—444. ISBN 9780122636530.

Park, Y.W,; Juarez, M.; Ramos, M.; Haenlein, G.EW. Physico-Chemical Characteristics of Goat and Sheep Milk. Small Rumin. Res.
2007, 68, 88-113. [CrossRef]

Sousa, M.].; Ardo, Y.; McSweeney, P.L.H. Advances in the Study of Proteolysis during Cheese Ripening. Int. Dairy |. 2001, 11,
327-345. [CrossRef]

Lawrence, R.C.; Creamer, L.K.; Gilles, J. Texture Development During Cheese Ripening. ]. Dairy Sci. 1987, 70, 1748-1760.
[CrossRef]

Bara¢, M.B.; Smiljani¢, M.; PeSic, M.B.; Stanojevi¢, S.P,; Jovanovi¢, S.T.; Macej, O.D. Primary Proteolysis of White Brined Goat
Cheese Monitored by High Molarity Tris Buffer SDS-PAGE System. Mljekarstvo Dairy 2013, 63, 122-131.

Holt, C.; Roginiski, H. Milk Proteins: Biological and Food Aspects of Structure and Function. In Chemical and Functional Properties
of Food Proteins; CRC Press: Boca Raton, FL, USA, 2001; pp. 271-334.

Prieto, B.; Franco, I; Fresno, ].M.; Prieto, ].G.; Bernardo, A.; Carballo, J. Effect of Ripening Time and Type of Rennet (Farmhouse
Rennet from Kid or Commercial Calf) on Proteolysis during the Ripening of Leén Cow Milk Cheese. Food Chem. 2004, 85, 389-398.
[CrossRef]

Park, Y.W. Proteolysis and Lipolysis of Goat Milk Cheese. ]. Dairy Sci. 2001, 84, E84-E92. [CrossRef]

El-Nimr, A A ; Eissa, H.A.; EI-Abd, M.M.; Mehriz, A.A.; Abbas, H.M.; Bayoumi, H.M. Water Activity, Color Characteristics and
Sensory Properties of Egyptian Gouda Cheese during Ripening. |. Am. Sci. 2010, 6, 447-453.

Kondyli, E.; Pappa, E.C.; Svarnas, C. Ripening Changes of the Chemical Composition, Proteolysis, Volatile Fraction and
Organoleptic Characteristics of a White-Brined Goat Milk Cheese. Small Rumin. Res. 2016, 145, 1-6. [CrossRef]

Rinaldi, M.; Chiavaro, E.; Massini, R. Pecorino of Appenino Reggiano Cheese: Evaluation of Ripening Time Using Selected
Physical Properties. Ital. ]. Food Sci. 2010, 22, 54-59.

Casiraghi, E.; Lucisano, M.; Pompei, C. Correlation among Instrumental Texture, Sensory Texture and Chemical Composition of
Five Italian Cheeses. Ital. ]. Food Sci. 2013, 1, 53-63.

Delgado, FJ.; Gonzélez-Crespo, J.; Cava, R.; Ramirez, R. Changes in Microbiology, Proteolysis, Texture and Sensory Characteristics
of Raw Goat Milk Cheeses Treated by High-Pressure at Different Stages of Maturation. LWT Food Sci. Technol. 2012, 48, 268-275.
[CrossRef]

Pino, A.; Prados, F;; Galan, E.; Vivo, R.; Fernandez-Salguero, J]. Amino Acids Evolution during Ripening of Goats’ Milk Cheese
Manufactured with Different Coagulants. Int. J. Food Sci. Technol. 2009, 44, 2062-2069. [CrossRef]

Burgos, L.S.; Pece Azar, N.B.d.C.; Maldonado, S. Proteolysis, Texture and Microstructure of Goat Cheese. Int. |. Eng. Appl. Sci.
2020, 3, 14-19.

Lourenco, A.; Handschuh, S.; Fenelon, M.; Gémez-Mascaraque, L.G. X-Ray Computerized Microtomography and Confocal
Raman Microscopy as Complementary Techniques to Conventional Imaging Tools for the Microstructural Characterization of
Cheddar Cheese. J. Dairy Sci. 2022, 105, 9387-9403. [CrossRef] [PubMed]

Rocha, R.A.R;; Ribeiro, M.N.; Silva, G.A.; Rocha, L.C.R.; Pinheiro, A.C.M.; Nunes, C.A.; de Deus Souza Carneiro, J. Temporal
Profile of Flavor Enhancers MAG, MSG, GMP, and IMP, and Their Ability to Enhance Salty Taste, in Different Reductions of
Sodium Chloride. J. Food Sci. 2020, 85, 1565-1575. [CrossRef] [PubMed]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


https://doi.org/10.3168/jds.S0022-0302(05)73006-X
https://doi.org/10.3181/0711-MR-311
https://doi.org/10.1016/S0958-6946(03)00109-2
https://doi.org/10.1016/j.smallrumres.2006.09.013
https://doi.org/10.1016/S0958-6946(01)00062-0
https://doi.org/10.3168/jds.S0022-0302(87)80207-2
https://doi.org/10.1016/j.foodchem.2003.07.016
https://doi.org/10.3168/jds.S0022-0302(01)70202-0
https://doi.org/10.1016/j.smallrumres.2016.10.022
https://doi.org/10.1016/j.lwt.2012.03.025
https://doi.org/10.1111/j.1365-2621.2009.02031.x
https://doi.org/10.3168/jds.2022-22048
https://www.ncbi.nlm.nih.gov/pubmed/36207181
https://doi.org/10.1111/1750-3841.15121
https://www.ncbi.nlm.nih.gov/pubmed/32282071

	Introduction 
	Materials and Methods 
	Experimental Design, Cheesemaking and Sampling 
	Fatty Acid Profile of Milk and Cheese 
	Western Blot Analysis of 9-Desaturase and Fatty Acid Synthase in Somatic Cells 
	Cheese Moisture and Total Lipids Content 
	Cheese Protein Extraction and Sodium Dodecyl Sulfate Polyacrylamide Gel Electrophoresis (SDS-PAGE) 
	Cheese Volatile Profile 
	Evaluation of Colour and Textural Properties 
	Confocal Analysis of Cheese 
	Sensory Analysis 
	Statistical Analysis 

	Results 
	Fatty Acid Profile of Milk and Cheese 
	Western Blot Analysis of 9-Desaturase and Fatty Acid Synthase 
	Cheese Moisture, Total Lipids 
	Cheese Protein Profile and Proteolysis 
	Identification of Volatile Compounds in Cheese 
	Confocal Microscopy Image of Cheese 
	Physical and Sensorial Properties of Cheese 

	Discussion 
	Conclusions 
	References

