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Simple Summary: Camel milk has recently gained the interest of consumers and the dairy industry, as
it is widely suggested as an ideal substitute for cow milk. The nutritional value and the bioactivity of
camel milk proteins have received particular attention from research groups and industrial companies
around the world. Camel milk proteins can be used as ingredients in the manufacturing and
stabilization of foods and beverages; however, in these applications, the controlled aggregation of
milk proteins and stability at high temperatures and in alcohol are desirable. The ethanol stability of
milk could be used as an indicator of its freshness and provide information on the stability of raw
milk ultra-high temperatures and powder processing.

Abstract: This research was carried out to study the variation in ethanol stability and chemical
composition of five camel milk samples, including two pasteurized samples (Alwatania and Darir
alabaker) and three raw samples (Majaheim, Wadah, and Hamra). Ethanol stability was analyzed
by dispersing camel milk samples with 0 to 100% ethanol (v/v). The findings indicate that camel
milk samples precipitated after adding an equal volume of ethanol at concentrations between 50%
and 64% ethanol, depending on the milk sample. The addition of sodium chloride at different
concentrations (1-10%) to camel milk resulted in a significant increase in ethanol stability, and samples
from Majaheim and Alwatania exhibited the highest ethanol stability values (88%). In contrast, the
addition of EDTA to camel milk for pH ranging between 5.9 and 7.1 has increased ethanol stability
with a sigmoidal shape in camel milk. The largest ethanol stability differences were observed in a
camel milk sample from Alwatania. Thus, the level of Ca* in camel milk may contribute to ethanol
stability by shifting the entire profile to higher ethanol stability values. The chemical composition of
different camel samples was also determined. The lactose content of camel milk varied significantly
(p < 0.05) across samples, ranging from 4.37% in Majaheim camel milk to 4.87% in Alwatania camel
milk. The total solids of camel milk varied significantly between raw and pasteurized samples,
ranging between 10.17% and 12.10%. Furthermore, protein concentration in camel milk obtained
from different camel samples varied, from 2.43% to 3.23% for Hamra and Alwatania, respectively.
In conclusion, ethanol stability in camel milk was dependent on the camel breed, pH level, ionic
strength, and EDTA addition.
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1. Introduction

Mother’s milk of different species is a high-quality source of nutrients at the early
stages of life. Cow milk is the most commonly consumed and processed milk. Consumption
of milk from other animals, such as camel milk, is becoming more widespread. Camel
milk has recently gained the interest of consumers and the dairy industry, as it is widely
suggested as an ideal substitute for cow milk [1]. Recently, the presence of alcohol (ethanol)
and/or heat during the dispersion of sodium caseinate was found to have a significant
effect on protein solubility but have no effect on the physical parameters of protein’s
aggregations, such as size and surface charge [2].

In camel milk, despite the low ratio of casein to whey proteins, the casein fraction is
mainly a substrate for bioactive peptide generation [3-5]. Camel milk caseins are primarily
composed of 3-casein, followed by a-casein and k-casein (65%, 21%, and 3.47% of total
casein, respectively) [6]. The camel milk whey proteins are predominantly a-lactalbumin,
lactoferrin, camel serum albumin, peptidoglycan recognition protein, and immunoglobu-
lins [7]. In contrast to bovine milk, 3-lactoglobulin, which is a common allergen, is deficient
in camel’s milk [8,9]. This deficiency, combined with the abundance of (3-casein, ensures
that camel milk is easier to digest and less allergenic than cow’s milk, making it tolerable
for people suffering from allergic symptoms [10].

The nutritional value and the bioactivity of camel milk proteins have received particu-
lar attention from the scientific community and industrial companies around the world.
Camel milk or proteins can be used as ingredients in the manufacturing and stabilization
of foods and beverages; however, in these applications, controlled aggregation of milk
proteins and stability at high temperatures and in alcohol is desirable. In the past, the
ethanol stability of milk was used as an indicator of its freshness and to provide information
on the stability of raw milk at ultra-high temperatures and powder processing [11,12]. Thus,
alcohol testing was extremely useful to the global dairy industry since it allowed acidic
milk, such as colostrum or mastic milk, to be processed without causing quality issues or
coagulation in the dairy pasteurizer’s heating plates [13]. Much attention has been devoted
to the heat stability of camel milk in recent years [14], but there is relatively little published
information on the effects of ethanol on camel milk protein stability.

Ethanol stability is defined as the minimum concentration of added aqueous ethanol
that results in milk coagulation. It is related to the chemical properties of milk, including
pH, divalent cation content, and saline balance. The ethanol stability of cow milk is pH
dependent with a typical sigmoidal pH profile; increasing the pH value of milk increases
its ethanol stability.

Regarding casein fraction, the addition of ethanol to milk allows for interaction be-
tween charges on the k-casein layer by reducing the dielectric constant of the medium [15],
which decreases the negative micellar charges and their repulsion force and then promotes
milk coagulation. Hence, it is relevant to know how milk proteins are destabilized by
ethanol from a technological point of view. Furthermore, Horne [12] and Rosa et al. [13]
reported that ethanol stability differs from one species to another. In comparison to cow
milk, there is a scarcity of current understanding in the alcohol stability of camel milk.
Sagar et al. [16] reported that camel milk has negative alcohol stability, though no visible
flakes nor coagulation formation were reported. On the other hand, in other studies, the
addition of salts and increasing pH values were found to improve the alcohol stability
of camel milk to up to 85% [16,17]. Furthermore, the addition of EDTA to camel milk
can improve ethanol stability [18]; moreover, it could convert sterilized camel milk from
type A to B [19]. Therefore, we can correlate the particular ethanol stability of camel’s milk
based on its chemical and protein profiles. The assessment of camel milk quality before
processing is becoming increasingly important due to the recent increase in interest from
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consumers and the dairy industry. In this respect, this study aims to compare the chemical
composition of camel milk collected from five samples and furthermore provide additional
evidence on the effect of adding NaCl at different pH values and EDTA (ethylene diamine
tetra acetic) levels by removing Ca?* on the ethanol stability.

2. Materials and Methods
2.1. Milk Sample Collection

A total of 12-15 pasteurized camel milk samples and 28-35 raw camel milk samples
(originated randomly from 7 to 10 lactating females) of different breeds were collected
and then tested between April and June of 2021. One-liter samples were included from
two commercially available brands of pasteurized (at 75 °C for 15 s) whole camel milk
(Alwatania and Darir alabaker) purchased from the local market in the city of Riyadh (in
the central region of Saudi Arabia). In addition, 2 L of raw samples was collected from a
local private farm in the central region of Saudi Arabia. These samples included milk from
three major breeds of camels (Camelus dromedarius) (Majaheim, Wadah, and Hamra) for
comparison. Fresh morning milk samples were collected from healthy animals (individual
camels) and during the same stage of lactation (from 10 to 16 weeks). All camels were fed
approximately the same diet on the farm, including fresh-cut grass (alfalfa), hay, and mixed
grain concentrate. After collection, fresh milk samples were immediately transported to
the laboratory in an icebox at 4 °C for analysis.

2.2. Chemical Composition
2.2.1. Protein Determination

The standard Kjeldahl method of the AOAC [20] was used to determine the nitrogen
concentration in milk. In the Kjeldahl procedure, after digestion in concentrated sulfuric
acid (15 mL), the total organic nitrogen in a volume of 5 mL of milk is converted to
ammonium sulfate. Under alkaline conditions, ammonia is formed and distilled into
boric acid solution. The formed borate anions are titrated with standardized hydrochloric
acid, and the nitrogen content representing the amount of crude protein in the studied
milk sample is calculated. Protein was finally calculated by multiplying the nitrogen
concentration by a conversion factor of 6.38.

2.2.2. Mineral Determination

Calcium and sodium concentrations were determined by dissolving in 2% HCI, then
analyzed using a flame atomic absorption spectrophotometer (PerkinElmer Model 3110,
Norwalk, CT, USA). Lanthanum (1%) was added to the final calcium dilution to overcome
phosphate interference with calcium. A full set of standards (Sigma-Aldrich, St. Louis, MO,
USA) was analyzed prior to analysis of the samples.

2.2.3. Fat Determination

The Gerber acid butyrometer method was used to determine fat concentrations in the
milk samples. Milk fat is separated from proteins by adding sulfuric acid (10 mL), and the
separation is facilitated using amyl alcohol (1 mL) and centrifugation for 3-5 min. The fat
content is read directly via a special calibrated butyrometer. The milk volume used in each
measurement is about 11 mL, and the results were expressed as percentages (%, w/v).

2.2.4. Total Solids Content

Total solids concentrations, expressed in g/L of milk, were determined by weighing
the samples dried at 105 °C for 6 h. A volume of 4 mL of camel milk samples for each test
was used to determine the total solid content [21].

2.2.5. Lactose Determination

The content of lactose was determined using the method described by Abu-Lehia [22].
A total of 5 mL of fluid milk was mixed thoroughly with 5 mL of TCA. Then, the mixture
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was filtered through 40 filter paper, while 2 mL of the clear filtrate was diluted to 100 mL
with distilled water. A 1.0 mL aliquot of the diluted filtrate was transferred to a 15 mL
screw-cap tube. To the contents of the tube, a 2.5 mL aliquot of the diluted working solution
was added and thoroughly mixed. The tube was stoppered and placed in a vigorously
boiling water bath for exactly 2.5 min, to a depth of 4 to 6 cm. The tube was then quickly
cooled under cold tap water before being filled with 7 cc of distilled water and well mixed.
The absorbance at 520 nm was compared to a blank that contained all of the reagents except
for the milk, which was replaced with distilled water.

2.3. Determination of the Ethanol Stability of Milk

The ethanol stability of the milk samples was measured using the method described
by Guo et al. [23]. Using this method, 5 mL of milk sample was mixed in a glass petri dish
with an equal volume (5 mL) of ethanol solution ranging from 10% to 100% (v/v) at room
temperature, and all samples in the current study were run in triplicate. The effects of
adding sodium chloride (NaCl) at different concentrations and pH ranging between 5.9
and 7.1 on ethanol stability at room temperature were measured. The concentration of
sodium chloride was ranging between 1 and 10%. EDTA was added to milk samples at
a concentration of 6.0 mmol/L before the ethanol stability test, and 1 milliliter of EDTA
solution can chelate 0.1 milligram of Ca?* [18]. The pH of milk samples was adjusted by
adding appropriate amounts of 1 M HCl or NaOH. The maximum concentration of aqueous
ethanol that failed to cause the milk to coagulate was defined as the ethanol stability point.
This study was designed according to Guo et al. [23] and Zhao et al. [18].

2.4. Statistical Analysis

The data were analyzed using SPSS software for Windows, version 10.0 (IBM, Armonk,
NY, USA), and are reported as means and standard deviations (SDs). The ANOVA test was
used to analyze variation between groups, followed by Duncan’s multiple range test. The
level of statistical significance was set at p < 0.05.

3. Results
3.1. Chemical Composition

The chemical compositions of camel milk samples are presented in Table 1. The con-
centrations of fat, protein, lactose, total solids, and minerals varied significantly (p < 0.05)
among camel milk samples. Fat concentration in milk ranged from 1.83% to 3.07% in camel
milk samples.

Table 1. Chemical composition of camel milk from five samples—Alwatania, Alquasim, Majaheim,
Wadah, and Hamra (%: g per 100 g of milk sample). 2~ Different letters in the same line indicate
significant differences (p < 0.05) between camel milk samples.

Alwatania (Da:;qﬁiz?;ker) Majaheim Wadah Hamra

Fat (%) 3.072 +0.06 3.072 +0.06 1.830 +0.12 2.58 ¢ 4+ 0.06 2404 4+ 0.00

Protein (%) 3.232 4 0.06 3.00° +0.10 2.87° +0.06 2.47° +0.06 2.43°+0.06
Lactose (%) 4.872 +0.06 453° +0.06 4.37°+0.06 440% +0.10 457° +0.06

Ash (%) 0.782 4+ 0.01 0.782 +0.01 0.782 +0.01 0.79 2 4+ 0.01 0.80° +0.01

Total solid (%) 12102 + 1.0 11.37P £ 0.06 10.27 € + 0.06 10.17 € £ 0.06 10.57 € + 0.06
Calcium/Cations (ppm) 112.75° + 4.60 111.70® +1.98 106.95° + 2.62 124.752 4 4.45 128.30 2 + 4.53
Sodium/Cations (ppm) 217.63bd +11.77 206.069 +0 232.78b + 0 261.182 £5.16 188.64 ¢ 4 2.19

Note: Data presented as mean =+ standard deviation.



Animals 2022, 12, 615

50f11

No significant differences were observed in the fat concentrations of Alquasim and
Alwatania camel milk samples. However, the fat concentrations in Majaheim, Wadah,
and Hamra camel milk samples were significantly lower than those in Alwatania and
Alquasim camel milk, and Majaheim camel milk had the lowest values (1.83%). On the
other hand, protein concentration in camel milk obtained from different camel samples
varied, from 2.43% to 3.23% for Hamra and Alwatania, respectively (Table 1). Alwatania
was significantly different from all other protein samples. While no significant difference
was found between Alquasim and Majaheim as well as between Wadah and Hamra. As
shown in Table 1, the lactose content of camel milk varied significantly (p < 0.05) across
samples, ranging from 4.37% in Majaheim camel milk to 4.87% in Alwatania camel milk.
The total mineral concentration (ash) of camel milk samples ranged from 0.78 to 0.80%.
Significant differences in ash values were observed between different camel samples, where
the Hamra sample has a greater value than the other samples (Table 1).

Table 1 shows that the values varied significantly between raw and heat-treated
samples for the total solids in camel milk, ranging between 10.17% and 12.10%. Likewise,
total solids of camel milk were significantly different in Alwatania and Alquasim (Darir
alabaker) than other samples.

3.2. Calcium and Sodium Content

The sodium concentration (Table 1) in Wadah (261.18 + 5.16 ppm) and Hamra
(188.64 & 2.19 ppm) camel milk samples were significantly different from the sodium
concentration of other camel milk samples. On the other hand, the calcium content of
Wadah and Hamra camel milk was higher than that of the other camel milk samples.
Moreover, significant differences were found in calcium content between heat-treated and
raw samples.

3.3. Ethanol Stability of Camel Milk Samples
3.3.1. Effect of NaCl

The ethanol stability results of the samples as a function of NaCl concentration are
presented in Figure 1. The influence of ionic strength of NaCl on the ethanol stability of
camel samples was studied by conducting experiments with solutions containing various
amounts of NaCl (1-10%). As shown in Figure 1, the effect of NaCl on ethanol stability
varied among camel samples. The addition of 1% (w/v) NaCl has increased the ethanol
stability of camel milk from approximately 56% to 66% as shown in Figure 1. Analogously,
as the concentration of NaCl increased up to 10% (w/v), the stability further improved. A
similar profile was observed in Majaheim and Alwatania milk, which achieved the highest
ethanol stability values (approximately 88%) of all camel milk samples regardless of sodium
chloride concentration. The ethanol stability of Alquasim milk containing 7-10% (w/v)
NaCl was higher than that of both Wadah and Hamra milk with the same added NaCl
content. However, with the addition of NaCl between 1% and 5%, the ethanol stability was
higher in Hamra camel milk (Figure 1).

~—4— Alwatania

=~ (Darir albakar ) Alquasim
70

Majaheim

Ethanol Stability (% V/V)

——Wadah

=¥=Hamra
0% 1% 2% 3% 4% 5S% 6% 1% 8% 9% 10%

Nacl Con.

Figure 1. Effect of sodium chloride concentration (%: g/100 g) on ethanol stability of camel milk
samples—Alwatania, Alquasim (Darir alabakar), Majaheim, Wadah, and Hamra (ethanol stability: %
(v/v). Error bars indicate the standard deviation.
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3.3.2. Effect of pH and Ca?*

The effects of pH and the removal of calcium (using EDTA) were studied in camel
milk as shown in Figure 2. The ethanol stability of camel milk increased when the pH
was increased from 5.9 to 7.1, and it was higher for EDTA-treated milk than control milk
(Figure 2). For camel milk from the Majaheim and Hamra breeds (Figure 2C,E), the stability
was similar between the control and EDTA-treated milk, regardless of the pH value, except
ata pH of 6.4, 6.7, and 6.9 for Hamra milk, where EDTA-treated milk presented higher
ethanol stability than the control (74%, 96%, and 100%, respectively). Contrastingly, EDTA-
treated milk in the Wadah milk sample (Figure 2D) exhibited greater ethanol stability
values than control milk. For Alquasim milk (Darir alabakar), the ethanol stability values of
EDTA-treated milk (Figure 2A) were higher when compared to control milk. However, at a
pH level above 6.8, the control had the highest ethanol stability values (78%) compared to
EDTA-treated milk. The stability of Alwatania camel milk (Figure 2B) increased when the
pH increased and was considerably higher for EDTA-treated milk than control milk. The
Alwatania camel milk sample demonstrated larger ethanol stability differences compared
to milk from other heat-treated camel samples (Figure 2A), suggesting that Alwatania milk
is more sensitive to EDTA treatment.

-
o
o

A - Alquasim <o B - Alwatania
Z
100 S0 -
S 90 &
® go 201
g 201
2 60 - %o
2 50 . - ]
E 40 - EDTA Control go ===EDTA == Control
£ 30
59 6 6.16263646566676869 7 7.1 20 T ‘ ‘
ot 59 6 61 62 63 64 65 66 6.7 68 69 7 7.1
pH
C - Majaheim D - Wadah
__100 __ 100
2 90 2 90
> >
2 80 e 80
z 70 > 70
5 e g 0
£ so0 £ so0
E 40 g EDTA  ==flll= Control _E 40 —p=—=EDTA == Control
E w0 8 30
g 20 T 20

59 6 6162636465666.76869 7 7.1 59 6 6162636465666.76869 7 71
pH pH

m

-Hamra

100 -
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50

40 —4—EDTA == Control

Ethanol Stability (% V/V)

30 -

20 1
59 6 6.162636465666.76869 7 71
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Figure 2. Changes in pH and ethanol stability of camel milk samples, Alquasim (A), Alwatania
(B), Majaheim (C), Wadah (D), and Hamra (E) (ethanol stability: % (v/v)). Error bars indicate the
standard deviation.

4. Discussion
4.1. Chemical Composition
The composition of camel milk has been studied in different parts of the world.

Literature data show a wide range of camel milk composition, which is consistent with
our findings. The obtained results of the fat content are consistent with those reported by
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previous authors El-Agamy [24], Haddadin et al. [25], and Shuiep et al. [26], which have
estimated the fat content in camel milk at approximately 2.95%, lower than those reported
by He et al. [27] (5.1-6.24%) for Bactrian camel milk and by Lajnaf et al. [28] (3.54%) for
dromedary camel milk. Faye et al. [29] reported a significantly higher content of fat in
Camelus bactrianus compared to Camelus dromedarius breeds. Mehaia et al. [30] found that
Majaheim camel milk exhibited the highest fat content (3.22%) and Wadah camel milk had
the lowest values (2.46%).

Camel breed was found to play a significant role in the protein content of camel milk.
Camel milk from the same breed, such as Majaheim [31], had similar protein contents (both
casein and whey proteins). Our results referring to protein content are comparable to those
found by the previous researchers Ho et al. [32], Farah and Ruegg [33], Wangoh et al. [34],
and Kamal et al. [35] but lower than the values reported by El-Agamy [25] and Mukasa-
Mugerwa [36]. These authors reported that the protein content is estimated within 3.7 and
4.9%. Furthermore, Alwatania was found to possess the highest protein concentration of
the collected camel milk samples. This is consistent with the findings of Konuspayeva [28]
and Mehaia et al. [30], who reported that Majaheim camel milk had a higher protein
concentration than milk from other camel breeds, such as Wadah and Hamra. On the
other hand, Lajnaf et al. [28] noted that camel milk exhibited lower protein amounts when
compared to that of bovine milk, with values of 2.2 and 2.8% for camel and cow milk,
respectively. It has been reported [23] that ethanol stability is greatly dependent on the
casein content in goat milk. Moreover, De Oliveira et al. [37] reported that the lower the
protein content (casein) in milk, the lower the ethanol stability.

For the lactose concentrations, our findings are comparable to those reported by
Lajnaf et al. [28], Konuspayeva [38], Sawaya et al. [31], Mehaia [30], and Guliye et al. [31],
but higher than the values reported by Shuiep et al. [26], and lower than that of He et al. [27]
for Bactrian camel milk. For instance, the findings of Shuiep et al. [26] indicated that the
lactose content in dromedary camel milk is around 3.12%, while Sawaya et al. [31] reported
that camel milk contains 4.4% lactose. As explained in previous studies, such variation
in lactose concentration in camel milk is a result of the types of plants ingested by camels
in the deserts [32]. Furthermore, lactose concentration in camel milk varies slightly for
some dromedary camel breeds in different world regions [25,30,31]. Total solids values are
in agreement with the results of Bittante et al. [39], Zou et al. [40], Farah and Ruegg [33],
Mehaia et al. [41], and Farag et al. [42] but lower than those of Indra [43]; moreover, they
are higher than those of He et al. [27] for Bactrian camel milk.

Previous studies found that the mineral content of camel milk samples varied signif-
icantly among breeds, including Majaheim, Wadah, and Hamra [30,31,44]. For instance,
results showed that the sodium concentration in Wadah camel milk was substantially
higher than in other camel milk samples. These observations are in agreement with those
of Mehaia et al. [30], who reported that Wadah camel milk had the highest concentrations
of Na 73.4 £ 4.5 mg/100 g. Meanwhile, Mehaia et al. [30] found that Majaheim camel
milk had higher calcium and magnesium concentrations than Wadah and Hamra camel
milk, with a calcium concentration of 120 £ 5.1, 109 £ 4.5 and 119 £ 6.7 mg per 100 g for
Majaheim, Wadah, and Hamra camel milk, respectively.

According to Haddadin et al. [25] and Mehaia et al. [30], the variations in mineral
content in camel milk can be attributed to various factors, including breed differences,
feeding, water intake, and analytical procedures. Similarly, previous studies have reported
that the mineral content of camel milk varies between breeds, including Majaheim, Wadah,
Najdi, and Hamra camels [30,31].

4.2. Ethanol Stability of Camel Milk

In the current study, the ethanol stability of camel milk samples was varied in the
presence of heat (pasteurization), NaCl, EDTA addition and ethanol. The ethanol stability
of milk is a parameter that associated with other milk properties, such as acidity, citrate and
phosphate concentrations, and ionic strength [45]. Variation in ethanol stability amongst the
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five camel milk samples regardless of NaCl concentration could be due to the differences
in milk chemical compositions, camel breed, feeding, as well as heat stress [46]. The most
stable sample to ethanol (Alwatania) presents the highest value of non-fat solids, whereas
Na concentrations were higher in unstable samples (Hamra). Those observations agreed
with those of Chavez et al. [47]. The pasteurization process has no effect on ethanol stability,
but the variation of mineral level such as Na, which influences the ionic strength, was
more important to alcohol stability. In fact, the addition of NaCl to camel milk increases
its sodium and potassium balance, thereby increasing the stabilization of casein micelles.
Guo et al. [23] reported that a low Na/K ratio is one of the factors contributing to poor
ethanol stability in goat’s milk. Therefore, adding NaCl may increase ionic strength by
increasing the hydration of casein micelles and improving its ethanol stability. Moreover,
Malmgren [48] reported that the addition of salts and increasing pH values have improved
the alcohol stability of camel milk to up to 85%.

Moreover, the increase in ethanol stability can be attributed to the particularity of
camel casein micelle composition. In addition, casein micelles are also associated with
colloidal particles with a stabilizing hairy brush of Ca-sensitive k-casein on their surface.
Therefore, added NaCl behaved essentially as Ca-chelating salt and competes with the
casein, increasing its negative charge, which may improve the casein micelle protection
against the ethanol effects and increase its ethanol stability.

Horne and Parker [49] reported that the removal of calcium ions by EDTA treatment
had a reverse effect, shifting the entire profile to lower pH values. These movements
of the profile, to higher pH levels when the soluble calcium content was increased and
to lower pH when it was reduced by EDTA treatment, were also confirmed in previous
studies [50-52]. Cases et al. [53] reported that EDTA-treated milk released 33% of the total
casein micelles proteins, and the proportion of 3-casein in the aqueous fraction was 13%
higher than those of the other caseins. Thus, ethanol stability increased for EDTA-treated
camel milk, suggesting that ethanol stability is closely dependent on the level of soluble
calcium and would be decreased by increasing the free Ca?* concentration [18,54].

In the current study, EDTA samples of pasteurized (heat-treated) camel milk (Figure 2A,B)
have better stability than the control. This is because the content of calcium was reduced
due to the heat-treatment process. Pingle and Pawar [55] reported that raw goat milk has the
highest content of calcium, whereas pasteurized packaged milk has the least. The change in
ionic and soluble calcium in the milk sample is linked to the decrease in calcium content after
heat treatment; hence, the higher the calcium content cause, the lower the ethanol stability.
Furthermore, pasteurized camel milk samples in the current study have better ethanol stability
than raw samples (Figure 2). This is might be due to the higher protein content in pasteurized
camel milk compared to raw samples (Table 1). These results are in line with Lin et al. [2].
On the other hand, the EDTA-pH profile of raw camel milk samples (Figure 2D,E) was
different to that of pasteurized camel milk samples. This could be due to the significant
differences in calcium content between pasteurized and raw samples as shown in Table 1.
Ye and Harte [15] reported that the behavior of casein micelles, above the concentration of
50% ethanol, was pH, calcium and casein concentration dependent. On the other hand, the
EDTA samples of Majaheim (Figure 2C) have better stability than the control at pH below 6.5,
whereas, after this pH point, the EDTA and control profiles were similar. This observation
cannot be explained on the basis of analysis performed in the current study, which is pending
further future investigation.

White and Davies [50] reported that the ethanol stability of milk at its natural pH
is closely correlated with the free calcium ion content in the milk. Indeed, the ionic
calcium level is the dominant parameter in fixing the position of the ethanol stability
profile, regardless of pH value. The same trends were reported for Irish creamery milk [51].
De la Vara et al. [46] found that the ethanol stability of sheep, goat and cow milk was
significantly influenced by pH; increased pH from 5.7 to 7.1 increased stability. Meanwhile,
Zadow et al. [51] found that the poor ethanol stability of goat milk could be resolved by
adjusting the milk’s pH to higher than 7.0 and lowering the ionic Ca* content by adding
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EDTA. This could explain the similarity between EDTA-treated milk and control profile
samples at a pH level above 6.8; this trend was previously reported by Horne and Muir [56].

Ye and Harte [15] observed that casein micelles aggregated at their isoelectric point
and a low ethanol content (<10%), regardless of other factors, such as heating temperature,
protein concentration, and even calcium concentration. Indeed, at pH 4.6, the reduction in
the electronegative charge of micelles causes the collapse of the k-casein layer, leading to
aggregation/coalescence of the destabilized micelles and the creation of sub-micron-sized
aggregates [15,57]. On the other hand, larger aggregates are created at a higher ethanol
concentration (20-40%) and at a pH range of 5.0-6.0.

Zhao et al. [18] reported that increasing the pH of Bactrian camel milk would reduce
the free calcium concentration in the milk. Hence, ethanol stability increases with increasing
pH levels. On the other hand, decreasing milk’s pH enhances the free calcium level, leading
to decreased ethanol stability in camel milk [18].

Horne and Parker [49] confirmed that adding NaCl induced a significant reduction in
the ethanol stability of milk, resulting from an increase in the non-sedimentable calcium
content. Indeed, Horne and Parker [49] reported that NaCl induced a significant reduction
in the casein micelles’ electronegative charge, leading to ethanol-induced milk coagulation.

Similar to camel milk, previous studies found that the addition of 2% (w/v) NaCl
to goat milk increased ethanol stability from 40% to 60%, and it further improved when
the NaCl concentration increased [23]. These authors explained this behavior by the
contribution of the Na/K ratio since the Na/K ratio of goats’ milk is lower than that of
bovine milk. The apparent relationship between ethanol stability and the Na/K ratio
of sheep, deer, cow, and Bacterian camel milk has been discussed by Zhao et al. [18],
Gallego et al. [58], and Park et al. [59] and confirmed by Guo et al. [23]. Although the Na/K
ratio was not studied in this research, based on previous observations, the high ethanol
stability of camel milk with added NaCl may be due to the high ratio of Na/K.

5. Conclusions

This study demonstrated that ethanol stability in camel milk was dependent on the
camel breed, pH level, ionic strength, and EDTA addition. Under natural conditions, camel
milk samples precipitated upon the addition of an equal volume of ethanol between 50%
and 64% ethanol, depending on the camel sample. The ethanol stability of camel milk
improved after the addition of NaCl, with the highest values for Majaheim and Alwatania
milk, especially at high NaCl concentrations (>5%). Furthermore, camel milk ethanol
stability increased with increasing pH (between 5.9 and 7.1) with a sigmoidal trend. The
removal of calcium ions by EDTA treatment had a reverse effect, shifting the entire profile
to higher ethanol stability values. In future, authors need to use a different concentration of
EDTA to understand the EDTA-concentration-pH profile.

Author Contributions: Conceptualization, O.A.A. and M.ES.E.-D.; methodology, O.A.A.and M.A.A;
software, R.L.; formal analysis, M.F.S.E.-D.; investigation, Z.].; resources, O.A.A.; data curation,
M.ESE.-D. and O.A.A.; writing—original draft preparation, O.A.A., R.L.,, Z.J. and M.FS.E.-D.;
writing—review and editing, O.A.A.,R.L., Z.],, MES.E.-D. and H.A ] ; visualization, H.A J.; supervi-
sion, O.A.A,; project administration, M.A.A_; funding acquisition, M.A.A. All authors have read and
agreed to the published version of the manuscript.

Funding: This research received no external funding.

Data Availability Statement: The data presented in this study are available on request from the
corresponding author. The data are not publicly available due to privacy.

Acknowledgments: The authors extend their sincere appreciation to the Deanship of Scientific
Research at King Saud University (Riyadh, Kingdom of Saudi Arabia) for funding this manuscript
through the College of Food and Agriculture Sciences Research Center.

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



Animals 2022, 12, 615 10 of 11

References

1.

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.
21.

22.
23.
24.
25.
26.
27.
28.

29.

30.

El Hatmi, H.; Jrad, Z.; Oussaief, O.; Nasri, W.; Sbissi, I.; Khorchani, T.; Canabady-Rochelle, L.L.S. Fermentation of dromedary
camel (Camelus dromedarius) milk by Enterococcus faecium, Streptococcus macedonicus as a potential alternative of fermented
cow milk. LWT 2018, 90, 373-380. [CrossRef]

Lin, Y.; Kelly, A.L.; O'Mahony, ].A.; Guinee, T.P. Fortification of milk protein content with different dairy protein powders alters
its compositional, rennet gelation, heat stability and ethanol stability characteristics. Int. Dairy J. 2016, 61, 220-227. [CrossRef]
Jrad, Z.; El Hatmi, H.; Adt, I; Khorchani, T.; Degraeve, P.; Oulahal, N. Antimicrobial activity of camel milk casein and its
hydrolysates. Acta Aliment. 2015, 44, 609-616. [CrossRef]

Alshuniaber, M.; Alhaj, O.; Abdallah, Q.; Jahrami, H. Effects of camel milk hydrolysate on blood pressure and biochemical
parameters in fructose-induced hypertensive rats. Nutr. Food Sci. 2021, 52, 292-307. [CrossRef]

Lajnaf, R.; Gharsallah, H.; Attia, H.; Ayadi, M.A. Comparative study on antioxidant, antimicrobial, emulsifying and physico-
chemical properties of purified bovine and camel 3-casein. LWT 2021, 140, 110842. [CrossRef]

Kumar, D.; Chatli, M.K;; Singh, R.; Mehta, N.; Kumar, P. Antioxidant and antimicrobial activity of camel milk casein hydrolysates
and its fractions. Small Rumin. Res. 2016, 139, 20-25. [CrossRef]

Lajnaf, R.; Picart-Palmade, L.; Cases, E.; Attia, H.; Marchesseau, S.; Ayadi, M.A. The foaming properties of camel and bovine
whey: The impact of pH and heat treatment. Food Chem. 2018, 240, 295-303. [CrossRef]

El-Hatmi, H.; Girardet, ].M.; Gaillard, J.L.; Yahyaoui, M.H.; Attia, H. Characterisation of whey proteins of camel (Camelus
dromedarius) milk and colostrum. Small Rumin. Res. 2007, 70, 267-271. [CrossRef]

Lajnaf, R.; Zouari, A.; Trigui, I.; Attia, H.; Ayadi, M.A. Effect of different heating temperatures on foaming properties of camel
milk proteins: A comparison with bovine milk proteins. Int. Dairy J. 2020, 104, 104643. [CrossRef]

Izadi, A.; Khedmat, L.; Mojtahedi, S.Y. Nutritional and therapeutic perspectives of camel milk and its protein hydrolysates: A
review on versatile biofunctional properties. J. Funct. Foods 2019, 60, 103441. [CrossRef]

Chen, B.; Lewis, M.].; Grandison, A.S. Effect of seasonal variation on the composition and properties of raw milk destined for
processing in the UK. Food Chem. 2014, 158, 216-223. [CrossRef] [PubMed]

Horne, D.S. Ethanol stability and milk composition. In Advanced Dairy Chemistry; McSweeney, P.L.H., O'Mahony, ]J.A., Eds.;
Springer: Berlin/Heidelberg, Germany, 2016; pp. 225-246.

Pinto da Rosa, P; Pio Avila, B.; Damé Veber Angelo, L; Moreira da Silva, P.; Garavaglia Chesini, R.; Nessy Mota, G.; Aristimunho
Sedrez, P.; Albandes Fernandes, T.; Bugoni, M.; Fernando Buttow Roll, V. Factors That Affect the Thermal Stability of Bovine Milk
and the Use of Alcohol Test in the Milk Industry—A Review. Nucl. Anim. 2020, 12, 15-46. [CrossRef]

Zhang, B.Y.; Xu, S.; Villalobos-Santeli, J.A.; Huang, J.-Y. Fouling characterization of camel milk with comparison to bovine milk.
J. Food Eng. 2020, 285, 110085. [CrossRef]

Ye, R.; Harte, F. Casein maps: Effect of ethanol, pH, temperature, and CaCl, on the particle size of reconstituted casein micelles.
J. Dairy Sci. 2013, 96, 799-805. [CrossRef] [PubMed]

Sagar, S.P.; Mehta, B.M.; Wadhwani, K.N.; Darji, V.B.; Aparnathi, K.D. Evaluation of camel milk for selected processing related
parameters and comparisons with cow and buffalo milk. Int. J. Health Anim. Sci. Food Saf. 2016, 3, 27-37.

Metwalli, A.A.; Hailu, Y. Effects of Industrial Processing Methods on Camel Milk Composition, Nutritional Value, and Health
Properties. In Handbook of Research on Health and Environmental Benefits of Camel Products; Alhaj, O.A., Faye, B., Agrawal, R.P, Eds;
IGI Global: Hershey, PA, USA, 2020; pp. 197-239.

Zhao, D.; Bai, Y.; Mutu, J.; Zhang, H. Ethanol stability of Alxa bactrian camel milk. J. Camel Pract. Res. 2010, 17, 189-193.

Alhaj, O.A.; Metwalli, A.A.M.; Ismail, E.A. Heat stability of camel milk proteins after sterilisation process. J. Camel Pract. Res.
2011, 18, 277-282.

AOAC. Official Method of Analysis: Association of Analytical Chemists, 19th ed.; AOAC: Washington, DC, USA, 2012.

AFNOR N F P 98-261-1. Essais Relatifs aux Chaussées: Détermination de la Résistance en Fatigue des Mélanges Hydrocarbonés—Partie 1:
Essai par Flexion a Fleche Constante; Association Francaise Normalisation Fr: Paris, France, 1993.

Abu-Lehia, L.H. Physical and chemical characteristics of camel milkfat and its fractions. Food Chem. 1989, 34, 261-271. [CrossRef]
Guo, M.R.;; Wang, S.; Li, Z.; Qu, J.; Jin, L.; Kindsted, P.S. Ethanol stability of goat’s milk. Int. Dairy J. 1998, 8, 57-60. [CrossRef]
El-Agamy, E.I. Studies on Camel’s Milk. Master’s Thesis, Alexandria University, Alexandria, Egypt, 1983.

Haddadin, M.S.Y.; Gammoh, S.I.; Robinson, R.K. Seasonal variations in the chemical composition of camel milk in Jordan. J. Dairy
Res. 2008, 75, 8-12. [CrossRef]

Shuiep, E.S.; El Zubeir, .LE.M.; El Owni, O.A.O.; Musa, H.H. Influence of season and management on composition of raw camel
(Camelus dromedarius) milk in Khartoum state, Sudan. Trop. Subtrop. Agroecosyst. 2008, 8, 101-106.

He, ].; Xiao, Y.; Orgoldol, K.; Ming, L.; Yi, L.; Ji, R. Effects of geographic region on the composition of Bactrian camel milk in
Mongolia. Animals 2019, 9, 890. [CrossRef] [PubMed]

Lajnaf, R.; Trigui, I.; Samet-Bali, O.; Attia, H.; Ayadi, M.A. Comparative study on emulsifying and physico-chemical properties of
bovine and camel acid and sweet wheys. |. Food Eng. 2019, 268, 109741. [CrossRef]

Faye, B.; Konuspayeva, G.; Messad, S.; Loiseau, G. Discriminant milk components of Bactrian camel (Camelus bactrianus),
dromedary (Camelus dromedarius) and hybrids. Dairy Sci. Technol. 2008, 88, 607-617. [CrossRef]

Mehaia, M.A.; Hablas, M.A.; Abdel-Rahman, K.M.; EI-Mougy, S.A. Milk composition of Majaheim, Wadah and Hamra camels in
Saudi Arabia. Food Chem. 1995, 52, 115-122. [CrossRef]


http://doi.org/10.1016/j.lwt.2017.12.040
http://doi.org/10.1016/j.idairyj.2016.06.010
http://doi.org/10.1556/066.2015.44.0034
http://doi.org/10.1108/NFS-04-2021-0130
http://doi.org/10.1016/j.lwt.2020.110842
http://doi.org/10.1016/j.smallrumres.2016.05.002
http://doi.org/10.1016/j.foodchem.2017.07.064
http://doi.org/10.1016/j.smallrumres.2006.04.001
http://doi.org/10.1016/j.idairyj.2020.104643
http://doi.org/10.1016/j.jff.2019.103441
http://doi.org/10.1016/j.foodchem.2014.02.118
http://www.ncbi.nlm.nih.gov/pubmed/24731334
http://doi.org/10.3738/21751463.3734
http://doi.org/10.1016/j.jfoodeng.2020.110085
http://doi.org/10.3168/jds.2012-5838
http://www.ncbi.nlm.nih.gov/pubmed/23200467
http://doi.org/10.1016/0308-8146(89)90103-9
http://doi.org/10.1016/S0958-6946(98)00020-X
http://doi.org/10.1017/S0022029907002750
http://doi.org/10.3390/ani9110890
http://www.ncbi.nlm.nih.gov/pubmed/31683777
http://doi.org/10.1016/j.jfoodeng.2019.109741
http://doi.org/10.1051/dst:2008008
http://doi.org/10.1016/0308-8146(94)P4189-M

Animals 2022, 12, 615 11 of 11

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

Sawaya, W.N,; Khalil, ] K.; AL-SHALHAT, A.; Al-Mohammad, H. Chemical composition and nutritional quality of camel milk.
J. Food Sci. 1984, 49, 744-747. [CrossRef]

Ho, TM.; Zou, Z.; Bansal, N. Camel milk: A review of its nutritional value, heat stability, and potential food products. Food Res.
Int. 2021, 110870. [CrossRef]

Farah, Z.; Ruegg, M.W. The size distribution of casein micelles in camel milk. Food Struct. 1989, 8, 211-216.

Wangoh, J.; Farah, Z.; Puhan, Z. Iso-electric focusing of camel milk proteins. Int. Dairy J. 1998, 8, 617—-621. [CrossRef]

Kamal, A.M.; Salama, O.A; El Saied, K.M. Changes in amino acids profile of camel milk protein during the early lactation. Int. J.
Dairy Sci. 2007, 2, 226-234.

Mukasa-Mugerwa, E. The Camel (Camelus dromedarius): A Bibliographical Review; International Livestock Centre for Africa, Ilca
Monograph: Addis Ababa, Ethiopia, 1985.

De Oliveira, C.A.F,; Lopes, L.C.; Rosim, R.E.; Fernandes, A.M.; Corassin, C.H. Composition, somatic cell count and casein
fractions of ethanol unstable milks. Acta Sci. Technol. 2013, 35, 153-156. [CrossRef]

Konuspayeva, G.S. Camel Milk Composition and Nutritional Value. In Handbook of Research on Health and Environmental Benefits of
Camel Products; Alhaj, O.A., Faye, B., Agrawal, R.P.,, Eds.; IGI Global: Hershey, PA, USA, 2020; pp. 15-40.

Bittante, G.; Amalfitano, N.; Bergamaschi, M.; Patel, N.; Haddi, M.-L.; Benabid, H.; Pazzola, M.; Vacca, G.M.; Tagliapietra, F;
Schiavon, S. Composition and aptitude for cheese-making of milk from cows, buffaloes, goats, sheep, dromedary camels, and
donkeys. . Dairy Sci. 2021, 105, 2132-2152. [CrossRef] [PubMed]

Zou, Z.; Duley, ].A.; Cowley, D.M.; Reed, S.; Arachchige, B.J.; Shaw, PN.; Bansal, N. Comprehensive biochemical and proteomic
characterization of seasonal Australian camel milk. Food Chem. 2022, 381, 132297. [CrossRef]

Mehaia, M.A. Fresh soft white cheese (Domiati-Type) from camel milk: Composition, yield, and sensory evaluation. J. Dairy Sci.
1993, 76, 2845-2855. [CrossRef]

Farag, S.I.; Kebary, KM.K. Chemical composition and physical properties of camel’s milk and milk fat. In Proceedings of the 5th
Egyptian Conference for Dairy Science and Technology, Egyptian Society of Dairy Science, Cairo, Egypt, 19-21 October 1992;
pp- 57-67.

Indra, R. Temet (Bactrian Camel from Mongolia). Publ. Mong. State Univ. Agric. Oulaan-Bator 2003, 236.

Al haj, O.A.; Al Kanhal, H.A. Compositional, technological and nutritional aspects of dromedary camel milk. Int. Dairy ]. 2010,
20, 811-821. [CrossRef]

Machado, S.C.; Fischer, V.; Stumpf, M.T.; Stivanin, S.C.B. Seasonal variation, method of determination of bovine milk stability,
and its relation with physical, chemical, and sanitary characteristics of raw milk. Rev. Bras. Zootec. 2017, 46, 340-347. [CrossRef]
De la Vara, J.A.; Berruga, M.I.; Cappell, J.; Landete-Castillejos, T.; Carmona, M.; Gallego, L.; Molina, A. Some aspects of the
ethanol stability of red deer milk (Cervus elaphus hispanicus): A comparison with other dairy species. Int. Dairy J. 2018, 86, 103-109.
[CrossRef]

Chavez, M.S.; Negri, L.M.; Taverna, M.A_; Cuatrin, A. Bovine milk composition parameters affecting the ethanol stability. J. Dairy
Res. 2004, 71, 201-206. [CrossRef]

Malmgren, B. Challenges in processing of goat, buffalo and camel milk for longer shelf life. In Proceedings of the 7th International
Symposium on Sheep, Goat and Other Non-Cow Milk, Limossol, Cyprus, 23-25 March 2015.

Horne, D.S.; Parker, T.G. Factors affecting the ethanol stability of bovine milk.: I. Effect of serum phase components. J. Dairy Res.
1981, 48, 273-284. [CrossRef]

White, J.C.D.; Davies, D.T. The relation between the chemical composition of milk and the stability of the caseinate complex.
4. Coagulation by heat. J. Dairy Res. 1958, 25, 281-296. [CrossRef]

Zadow, ].G.; Hardham, J.E; Kocak, H.R.; Mayes, ].J. The stability of goat’s milk to UHT processing. Aust. J. Dairy Technol. 1983,
38, 20.

Donnelly, W.J.; Horne, D.S. Relationship between ethanol stability of bovine milk and natural variations in milk composition.
J. Dairy Res. 1986, 53, 23-33. [CrossRef]

Cases, E.; Rampini, C.; Cayot, P. Interfacial properties of acidified skim milk. J. Colloid Interface Sci. 2005, 282, 133-141. [CrossRef]
[PubMed]

Huppertz, T.; Grosman, S.; Fox, PF,; Kelly, A.L. Heat and ethanol stabilities of high-pressure-treated bovine milk. Int. Dairy ].
2004, 14, 125-133. [CrossRef]

Pingle, S.A.; Pawar, V.R. Effect of heat on calcium from different milk samples from Sangamner Taluka, Maharashtra. Int. Sci. J.
2016, 3, 1747.

Horne, D.S.; Muir, D.D. Alcohol and heat stability of milk protein. J. Dairy Sci. 1990, 73, 3613-3626. [CrossRef]

De Kruif, C.G.; Tuinier, R. Polysaccharide protein interactions. Food Hydrocoll. 2001, 15, 555-563. [CrossRef]

Gallego, L.; Landete-Castillejos, T.; Garcia, A.; Sanchez, PJ. Seasonal and lactational changes in mineral composition of milk from
Iberian red deer (Cervus elaphus hispanicus). ]. Dairy Sci. 2006, 89, 589-595. [CrossRef]

Park, Y.W.,; Judrez, M.; Ramos, M.; Haenlein, G.EW. Physico-chemical characteristics of goat and sheep milk. Small Rumin. Res.
2007, 68, 88-113. [CrossRef]


http://doi.org/10.1111/j.1365-2621.1984.tb13200.x
http://doi.org/10.1016/j.foodres.2021.110870
http://doi.org/10.1016/S0958-6946(98)00092-2
http://doi.org/10.4025/actascitechnol.v35i1.11481
http://doi.org/10.3168/jds.2021-20961
http://www.ncbi.nlm.nih.gov/pubmed/34955249
http://doi.org/10.1016/j.foodchem.2022.132297
http://doi.org/10.3168/jds.S0022-0302(93)77623-7
http://doi.org/10.1016/j.idairyj.2010.04.003
http://doi.org/10.1590/s1806-92902017000400010
http://doi.org/10.1016/j.idairyj.2018.07.006
http://doi.org/10.1017/S0022029904000172
http://doi.org/10.1017/S0022029900021695
http://doi.org/10.1017/S0022029900009274
http://doi.org/10.1017/S0022029900024626
http://doi.org/10.1016/j.jcis.2004.08.115
http://www.ncbi.nlm.nih.gov/pubmed/15576091
http://doi.org/10.1016/S0958-6946(03)00170-5
http://doi.org/10.3168/jds.S0022-0302(90)79064-9
http://doi.org/10.1016/S0268-005X(01)00076-5
http://doi.org/10.3168/jds.S0022-0302(06)72122-1
http://doi.org/10.1016/j.smallrumres.2006.09.013

	Introduction 
	Materials and Methods 
	Milk Sample Collection 
	Chemical Composition 
	Protein Determination 
	Mineral Determination 
	Fat Determination 
	Total Solids Content 
	Lactose Determination 

	Determination of the Ethanol Stability of Milk 
	Statistical Analysis 

	Results 
	Chemical Composition 
	Calcium and Sodium Content 
	Ethanol Stability of Camel Milk Samples 
	Effect of NaCl 
	Effect of pH and Ca2+ 


	Discussion 
	Chemical Composition 
	Ethanol Stability of Camel Milk 

	Conclusions 
	References

