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ABSTRACT

The effects of lactation stage, farm and the stage X farm interaction on the main components, physicochemical
characteristics and fatty acid profile of Awassi ewes’ milk were studied (n = 16) over all lactation stages starting from
day 10 to avoid colostral milk which is very rich in nitrogen due to globulins. Milk was sampled on the following control
days: D10, D30, D70, D100 and D130. Ewes grazed on available natural pasture and supplemented with maize, soybean
meal, concentrate according to their needs. Milk samples were analyzed for milk composition using Milkoscan FT120
instrument and milk fatty acids profile was performed with a gas chromatography equipped with flame ionization
detection (GC-FID). Monounsaturated fatty acid and polyunsaturated fatty acid (PUFA) contents were negatively
correlated with the advance of lactation stage. The PUFAs as C18:2t isomers and conjugated linoleic acid (CLA) had
their highest contents at D30 (0.87+£0.05%, 1.13+£0.05%; respectively). Omega 3 fatty acids had their highest value,
1.4140.05%, at D70 and the omega 6: omega 3 ratio had its lowest value, 1.52+0.19%, during D30-D70, which was
optimal. Thus, the increase in healthy milk fatty acids from grazing ewes will provide healthier dairy products for later
human consumption especially from earlier periods in lactation.
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INTRODUCTION influences affect the chemical composition of milk such
as breed, parity, lactation period as well as environmental
In the Middle East, sheep production plays an factors ( Pulina et al., 2007; De La Fuente et al., 2009;

important role in supporting the livelihoods of resource- Nudda et al., 2014).

poor farmers in the low rainfall regions and dry areas in Nowadays, 'Fhe repercussions of milk fat on
many geographical regions such as Central Asia, Middle humgn health are of lnterc?st to consumers Whp are now
East, North Africa etc. These regions suffer from feed seek.mg health{er versions O_f . the1.r dlet. simce
scarcity due to drought, increasing effects of climate as cardiovascular disease and hyperlipidemia contribute to
well as declines in productivity (Abi Saab er al., 2004; more than 33.4% of the disease-related mortality in
Ben Salem and Smith, 2008). Awassi is the dominant Lebanon (Hospital-based Mortality System (HMS) -
sheep breed in the Middle east and attracts importance in Statistics Department, 2019). In this sense, some studies
different regions like Spain, Australia, CA etc. (Galal et are giving specific attention to enhance fatty acid (FA)
al., 2008), it is well adapted to the prevailing conditions composition of the milk in order to improve human
and its major concentration is in the Bekaa Valley (800— heal‘Fh ( LOCk. and Bauman, 2004). Many authors have
1000 m above sea level, 528 mm year! rainfall). The studied the dietary effect of food by-products on FA
majority of Awassi sheep are reared under semi-extensive profiles of milk from Awassi ewes such as olive cake,
or extensive management systems in which seasonal tomato pomace and sugar beet pulp (Abbeddou et al.,
pastures contribute to the majority of the animals’ diet, 2008; Hilali et al., 2010; Abbeddou et al., 2015; H'ilali et
and concentrate supplementation is given during winter al., 2018) as well as the effect of supplementation of

when accessibility to grazing diminishes (Khazaal, 2005; some lipids (Husvéth ez al., 2010; Titi and Al-Fataftah,
Abi Saab et al., 2011). These management systems 2013). Similar effects were studied by Tsiplakou et al.,

amplify the seasonality of milk production (Khazaal, (2006) but were restricted to examining conjugated
2005), so that the lactation period generally starts in linoleic acid (CLA) content in milk of the sheep breeds
February and ends in early summer. And changes in Awa§si, Lacaune, Frieslanq anq Chios, and _did not
dietary composition can affect the milk fat content and consider the effect of days in milk. Many studies have
composition (Bauman and Griinari, 2003; Vasta e al., investigated lactation stage effect on milk FA profile for
2008). In addition to dietary factors, several other other sheep breeds, including Karagouniko and Chios
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(Sinanoglou et al., 2015) and Sanjabi and Mehraban ewes
(Payandeh et al., 2016), whereas others studied seasonal
effects on the FA profile in milk from Lacha (Perea et al.,
2000; Barron et al., 2001), Churra (De La Fuente ef al.,
2009) and East Friesian breeds (Mayer and Fiechter,
2012). In general, proportions of monounsaturated FAs
(MUFASs) and unsaturated FAs were the highest at late
lactation but the opposite was observed for saturated FAs
(De La Fuente et al, 2009; Sinanoglou et al., 2015).
However, De La Fuente er al., (2009) described an
increase of CLA throughout progression of the lactation
period; seasonal variation led to an increment of 44% of
CLA from winter until spring—summer. Similar seasonal
changes were mentioned by Perea et al., (2000), with
higher proportions of unsaturated and long-chain FAs in
milk taken in June and higher proportions of saturated
and short-chain FAs (SCFAs) in milk taken in April and
February. These observations were due to the fact that
ewes were grazing in June with high grassland abundance
(Atti et al., 2006; Mierlita, 2012; Nudda et al., 2014).
Given the above observations, along with the
little available information concerning FA profile
variation throughout the lactation period in milk from
Awassi sheep, this study aimed to establish a detailed

Table 1. Proximate analysis of pasture and feed.

J. Anim. Plant Sci., 32 (4) 2022

milk FA profile of Awassi ewes from lambing covering
the different lactation periods under a traditional grazing
system in semi-arid areas.

MATERIALS AND METHODS

Animals and diets: The experiment was carried out in
two large farms in Bekaa valley, Lebanon. In each farm,
eight lactating Awassi ewes with average weight of 56.8
kg were enrolled from the day of lambing. Animals were
aged 2—6 years and at least in their second parity. In the
first farm, ewes were reared at Anjar (33°44'34.3"N,
35°56'57.4"E, average rainfall 540 mm year ') and were
grazed on cultivated ryegrass during March—April and
then on available pasture; i.e. Medicago s., trifolium p.,
Avena s., Vicia s.; in spring until the end of lactation. The
second farm was at Mrayjat village (33°4828.5"N,
35°49'04.4"E, average rainfall 690 mm year ') and ewes
were grazed on available pasture in the village as Avena
s., Hordeum b., Medicago s., Vicia s. Ewes in both farms
received 0.5 kg concentrate supplementation consisting
of barley, wheat bran and vitamin premix (crude protein
16%) and had continuous access to clean water (Table 1).

ANJAR MRAYJAT
Pasture Feed Pasture Feed

Month Mar May  Jun Jul Mar May Jun Jul

Days in milk D30 D70 D100 D130 D30 D70 D100 D130

Dry Matter% 13.66 15.57 17.08 25.87 89.26 1589 2421 39.73 19.82 89.77
Ash% 12.68 12.97 16.12 12.04 12.51 13.19 9.64 9.77 16.39 6.93

CP% 30.01 2338 19.59  16.6 19.15  23.34 14.81 9.41 18.42 15.17
Milk sampling: Animals were monitored throughout modifications: 1 mL of milk was added to a glass tube

lactation during February—August to cover the entire
period of lactation at the following times: D10, D30,
D70, D100 and D130. On the date of sampling, ewes
were hand milked twice a day, at 08:30 and 16:30, and
samples were mixed and stored at —20 °C in two 50-mL
tubes for milk composition and FA analysis respectively,
at the Lebanese Agricultural Research Institute — Fanar
Station.

Milk composition analysis: An infrared spectroscopy
instrument MilkoScan FT120 (FOSS, Hillered, Denmark)
was used to determine main milk components: fat,
protein, total solids (TS) and lactose (all %); as well as
physicochemical characteristics of density [specific
gravity (SG) x 1000], freezing point depression (FPD,
°C) and total acidity (°SH).

For FA analysis, frozen milk samples were
thawed at 40 °C using a water bath with moderate mixing
in order to homogenize the fat. The FA extraction was
according to Molkentin and Precht (2000) with slight
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and mixed with 2 mL of methanol followed by 1 mL of
chloroform and then vortexed for 1 min. Then 1 mL of
chloroform was added and followed by 1 mL of distilled
water — this step produced different layers, and the lower
phase was transferred to another glass tube and
evaporated under a nitrogen stream (Reacti-Vap; Thermo
Fisher, Waltham, MA, USA). The extracted lipids were
methylated by adding 1 mL of hexane followed by 20 pL
of sodium methylate solution (2 M in methanol),
vortexed for 3 min and then centrifuged for 1 min at
480xg (Z383K, Hermle Labortechnik GmbH, Wehingen,
Germany). Afterwards, 100 mg of sodium hydrogen
sulfate monohydrate was added and vortexed again for 2
min, then centrifuged at 480xg for 1 min. Then 1 pL of
the clear supernatant was automatically injected into gas
chromatograph (GC). The GC parameters for FA analysis
included a highly polar (90% biscyanopropyl/10%
phenylcyanopropyl polysiloxane) capillary column Rtx-
2330 (105 m x 0.25 mm ID, 0.20 um df) installed on a
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Shimadzu GC (GC 2010; Shimadzu Corp., Kyoto, Japan)
with a flame-ionization detector (FID) and a split-
injection port. The temperatures of the injector and
detector were maintained at 250 °C. Helium was used as
a carrier gas with a flow rate of 1.28 mL min™! on linear
velocity control. The initial oven temperature was set to
60 °C for 3 min and then the following thermal program
was used: increase by 8 °C min™! up to 150 °C; isotherm
for 3 min; increase by 3 °C min™' up to 170 °C; isotherm
for 5 min; increase by 10 °C min™! up to 220 °C; isotherm
for 5 min; increase by 5 °C min™! up to 225 °C; and
isotherm for 25 min. The identification and quantification
of FAs were performed with the GC Solution program
version 2.3 (Shimadzu Corp.). The response factor of the
fatty acid methyl ester (FAME) standard (Supelco 37
component FAME Mix varied conc. in dichloromethane,
North Harrison road, Bellefonte, Pennsylvania, USA)
was used to correct FAME proportions. Their quantity in
the milk fat was calculated based on the fat content of
milk.

Statistical analysis: The mixed procedure of
SAS software v. 9.2 (SAS Institute Inc., Cary, NC, USA)
was used to analyze the repeated measured variables. The
statistical model included stage of lactation through the
different days of sampling as the source of variation,
farms and their interactions, and animals as the random
effect. Least squares means were calculated considering
all milk components and FAs. The SAS correlation
procedure was used to estimate Pearson’s correlations
between parameters.

RESULTS
Milk  composition and  physicochemical
characteristics: Milk components were significantly

influenced by the progression of lactation on the farms
(Table 2). Lactation advanced with steady protein and TS
contents showing an overall increment of 26 and 32%,
respectively, during D10-D130. As expected, fat content
increased sharply by 93% (P < 0.01), particularly at the
end of the study period coinciding with the approach of
the end of the lactation season; whereas lactose content
decreased by 15% within the same period (P <0.01).
Milk collected from Anjar showed significantly
lower protein content and higher fat and TS contents
compared to Mrayjat (P < 0.01). However, no significant
differences were observed in lactose content between the
farms. Interaction between lactation stage and farms
(Stage x Farm) showed high significance in the different
milk main components during lactation (P <0.01).
Differences in the physicochemical
characteristics of milk were clearly observed throughout
lactation progression (Table 3). Density remained steady
from D10-D100 (P < 0.01). For FPD and total acidity, a
smooth increment was observed during D30-D70 and
remained steady afterwards. Differences between farms
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were significant for density, FPD (both P < 0.01) and
acidity (P < 0.05).

FA profile: The progression of milking season
significantly affected the milk FA profile (Table 4). The
highest proportions of FAs in milk were for palmitic
(C16:0, 26%), oleic (C18:1c9, 20%), myristic (C14:0,
10%), stearic (C18:0, 9%) and capric acids (C10:0, 6%).
In general, SCFAs (FAs of C4:0-C10:0) increased
slightly during D10-D30 and then showed a smooth drop
at D70 followed by another pronounced drop of 13, 21,
23 and 22%, for C4:0, C6:0, C8,0 and C10:0
respectively, at D100 before increasing again (P < 0.05).
Butyric (C4:0) and caproic acids (C6:0) showed no
significant differences between the farms. However,
Anjar farm showed 15 and 16% higher amounts of
caprylic (C8:0) and capric (C10:0) acids, respectively,
compared to Mrayjat (P < 0.05). The medium-chain FAs
(MCFAs), like C12:0 and C14:0, increased with the
advance of lactation at different magnitudes (15 and 36%
at D70, respectively) until D100 when a drop was
observed, followed by a marked increment toward the
end of lactation. This drop was observed earlier (D10)
with another MCFA, C16:0, followed by an increase of
37% at the end of the study period. A positive correlation
was found between MCFA and days of lactation (r =
0.71; P < 0.0001). Comparing the two farms, Anjar had
14% higher lauric acid (C12:0) and 4% lower palmitic
acid (C16:0; P < 0.05), whereas there was no significant
difference in myristic acid (C14:0). In addition, C18:0
showed its maximum contents at the beginning of
lactation followed by a drop of 18% at D30 then a plateau
was observed until declining again by 40% at D130 (P <
0.05). C18:0 showed negative correlation with days of
lactation (r = —0.53; P < 0.01). Focusing on MUFAs, a
decrease of 23% was noted from beginning till the end of
lactation and confirmed by the negative correlation
between MUFAs and days of lactation (r = —0.62; P <
0.01). This was also the case for C18:1c isomers but not
for C14:1, which increased with advance of the milking
season (P < 0.05). Other MUFAs, like C10:1 and C16:1
isomers, showed a drop of 38% at D30 and 23% at D70,
respectively, in comparison to D10 then a significant
increase later until the end of lactation. However, the
C18:1 t isomer showed a sharp increment of 60% at D30
followed by a severe drop until D130. No significant
differences were noted between farms in MUFAs, C16:1
isomers and C18:1 c¢ isomers. Significant variations
between farms were observed in C10:1, C14:1 and C18:1
t isomers (P < 0.05). In regard to polyunsaturated FAs
(PUFAs) in general and C18:2 t isomers particularly, an
increment occurred at D30 (14% and 37%, respectively),
then a drop was observed until the end of lactation. This
last decline was also shown in the negative correlation
between PUFAs and days in milk (r = —0.50; P < 0.01).
Likewise, CLA c9 t11 showed a similar trend throughout
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lactation with the highest point at D30 with an increment
of 47% compared to the beginning of lactation. The CLA
¢9 tl1 was positively correlated with PUFAs (r = 0.62, P
< 0.01). However, C18:2 ¢ isomers showed a drop of
37% at D30 followed by an increase for the rest of
lactation. However, C18:3 isomers showed a different
pattern with 47% higher amount at D70 compared with
D10. Differences between farms were significant for all
the PUFAs (P < 0.05). Moreover, omega 3 FAs had the
highest amount at D70 (P < 0.05). The omega 3 FAs
were negatively correlated with C18:1 cl11 (r = —0.52; P
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< 0.01). However, omega 6 FAs showed its lowest
amount at D30 (P < 0.05). Meanwhile, omega 9 showed
a decreased pattern toward the end of lactation. The
omega 9 was negatively correlated with SCFAs and
MCFAs (r = —0.69 and —0.72, respectively; both P <
0.01).

The stage x farm interaction had a significant
effect (P < 0.05) on the majority of the FAs particularly
on MUFAs (C18:1n9¢c, Cl18:1c isomers and CI18:1 t
isomers), PUFAs (C18:2 n6c, CLA c9tl1 and Cl18:2¢c
isomers), as well as on omega 3, 6 and 9.

Table 2. Milk main components throughout lactation for the different farms (%).

Protein Fat TS Lactose
Stage!
D10 4.63+0.30° 4.36 +0.30¢ 14.95 £ 0.40¢ 4.73+£0.12°
D30 4.80+0.31° 530+ 0.31° 15.81 + 0.42¢ 4.42 +0.12%
D70 5.17+£0.31°% 5.23+£0.30° 16.27+0.41°¢ 4.58 +£0.12%
D100 5.26 & 0.33%¢ 7.12+0.32° 18.02 +0.43° 428 +0.13%
D130 5.86 +0.42% 8.42+ 041 19.71 £0.56* 4.00+0.17°
Farms

Anjar 544 +£0.18° 6.96 +0.18° 17.88 £ 0.24° 4.10+0.07
Mrayjat 6.12+£0.21° 5.60+0.21* 17.40 +0.28* 4.25+0.09
P-values
Stage ok ok k% ok
Farm ok *k *k nS
Stage x Farm ok *k *k ok
#dLeast squares means within a column within a category with different superscripts differ (P < 0.05).
'D10-D130; corresponds to Day 10 to Day 130.
**P <0.01; ns = not significant
Table 3. Physicochemical characteristics of milk throughout lactation in the two farms.
Density (SG x1000) FPD! (°C) Total acidity (°SH)

Stage?
D10 1036.41 £ 0.852 0.59 +0.02° 10.59 + 1.02°
D30 1034.29 + 0.88% 0.58 £ 0.02° 11.25+1.06°
D70 1035.50 = 0.86* 0.65 +0.02° 12.66 £ 1.04%
D100 1031.93 £ 0.92° 0.65 +0.02° 1297 £1.11%
D130 1031.67+1.17° 0.66 + 0.02° 15.02+1.412
Farms
Anjar 1032.69 £ 0.51° 0.61+0.017 13.48 £ 0.62
Mrayjat 1035.96 = 0.60° 0.68 +0.01° 1530+ 0.72
P-values
Stage *k *% sk
Farm - - ns
Stage x Farm - ns -

#dLeast squares means within a column within a category with different superscripts differ (P < 0.05).

1 FPD = freezing point depression.
2D10-D130; corresponds to Day 10 to Day 130.
**P < 0.01; ns = not significant
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Table 4. Milk fatty acid composition during lactation (% of total fatty acids).

The J. Anim. Plant Sci., 32 (4) 2022

Fatty acids Stage! Farm P-values
D10 D30 D70 D100 D130 Anjar Mrayjat S F SxF

SFA
C4:0 4.25+0.16% 4.35+0.16 4.07 £0.15% 3.54£0.17¢ 4.11 £0.222 4.05+0.09 3.90£0.11 * ns ns
C6:0 2.86 +0.132 3.00£0.132 2.73 £0.132 2.17 £0.14¢ 2.43 £0.19b° 2.63 £0.08 2.35+£0.09 * ns *
C8:0 2.45+0.14° 2.62 +£0.14° 2.35+0.13% 1.80 £ 0.15°¢ 1.90 +0.19% 2.27 +0.08° 1.94 +£0.10° * * *
C10:0 6.17 £0.41% 7.10 £0.41% 6.84 + 0.4 5.36 +0.434 5.64 +£0.56% 6.58 +£0.24% 5.53+£0.29% * * *
C12:0 3.19 £0.21% 3.57+0.21b 3.65+0.21° 3.00 £0.23¢ 3.10 £ 0.3 3.64+£0.13% 3.14£0.15° * * *
C14:0 7.54 £0.45¢ 8.94 +0.454 10.25 £0.44% 9,50 +£0.47 11.20 £ 0.62° 10.03 +£0.27 9.69 +£0.32 * ns *
Cl16:0 21.95 £ 0.65¢ 22.76 £ 0.65¢ 24.8 +0.63° 24.63 £0.68 31.17 £0.892 25.18 £0.382 26.21 £0.46° * * *
C18:0 11.48 +£0.492 9.40 + 0.49° 10.4 £0.472 10.71 £0.5120 7.15£0.67¢ 9.57+0.29 9.1£0.34 * ns ns
C20:0 0.17 £0.03¢ 0.15£0.03¢ 0.32+0.03b 0.55£0.032 0.52 £0.042 0.25+£0.022 0.33 £0.02° * * *
Unsaturated fatty acids
Cl10:1 0.16 £0.02¢ 0.10 £ 0.024 0.16 £0.02¢ 0.15 +£0.02¢ 0.26 +0.03b 0.20+0.01° 0.17 £0.012 * * ns
Cl12:1 0.01 +£0.01% 0.004 £0.01°¢ 0.01 £0.01% 0.01 £0.01%° 0.02+0.01° 0.034 +£0.004>  0.011 £0.004? * * ns
Cl4:1 0.17 £0.04¢ 0.33 +£0.044 0.45 £ 0.04¢ 0.58 +£0.04° 0.85 £0.05? 0.36 £0.02° 0.59 +0.03b * * *
C16:1n9 0.51 £ 0.06* 0.45 + 0.06%* 0.30 +£0.05*d  0.20 + 0.06¢ 0.38 + 0.0820<d 0.48 +£0.03% 0.22 +0.042 * * *
C16:1 isomers 1.19 £0.08° 1.04 +0.08% 0.91 +0.08¢ 0.94 +0.09¢ 1.62 £0.122 1.28 £0.05 1.24 +£0.06 * ns *
C18:1n9c¢ 23.98 £0.82 18.96 +0.8° 19.01 £0.78° 20.23 £0.84° 17.15+1.1° 19.56 +0.47 20.4£0.56 * ns *
C18:1 c isomer 1.32 £0.09° 1.18 £ 0.092b 0.79 £0.08°¢ 0.90 + 0.09¢de 0.90 + 0.12bed 1.11 £0.05 1.02 £0.06 * ns *
C18:1n9t 0.05+0.02 0.02 £0.02 0.00 £0.02 0.05£0.02 0.00 £ 0.03 0.05+0.01 0.03£0.01 ns ns ns
C18:1t isomers 1.96 £0.184 4.84 £0.18? 2.64 +£0.17% 2.14 +£0.19« 1.69 +£0.254 2.24+0.112 3.07+£0.13° * * *
C18:2 n6c 2.19 +£0.09° 1.82 £0.09° 1.89 +0.09° 1.94 £ 0.09 2.03 £0.12® 1.75£0.052 2.44 £ 0.06° * * *
CLA c9tl1 0.60 + 0.05¢ 1.13 £0.05* 0.81 +£0.05° 0.72 £ 0.05bd 0.70 + 0.07bcd 0.68 +0.03? 0.85+0.04° * * *
C18:2 c isomers 2.32+0.09° 1.88 +0.09° 1.93 £0.09° 1.97 £0.09* 2.09 +0.122 1.89 +0.05° 2.48 £ 0.06° * * *
C18:2 né6t 0.01 £0.01° 0.11+£0.01? 0.02+0.01° 0.03+£0.01° 0.01 +£0.02% 0.03 +£0.01 0.03 +0.01 * ns *
C18:2 t isomers 0.55 +£0.05° 0.87 £0.05% 0.51 £ 0.04° 0.43 +£0.05° 0.44 +0.06° 0.68 £ 0.03° 0.48 £ 0.03? * * *
C18:3 n3 0.70 £ 0.05°¢ 1.18 £0.05° 1.32 £0.05? 1.01 £0.05¢ 0.63 £ 0.06°f 0.86 =0.032 0.89+0.03° * * *
C18:3 isomers 0.70 + 0.054 1.19 £0.05° 1.32 £0.05? 1.01 £0.05¢ 0.63 £ 0.06% 0.87 £0.032 0.89 +0.03° * * *
C20:4 n6 0.21 £0.012 0.10£0.01¢ 0.12 +£0.01%° 0.12 +£0.02b° 0.16 + 0.022 0.14 £0.01 0.14£0.01 * ns *
C20:5 n3 0.04 +£0.01¢ 0.06 + 0.01bed 0.10£0.01? 0.09 £0.01% 0.09 +0.012 0.07 £0.01 0.06 +£0.01 * ns *
C22:6 n3 0.03 £0.012 0.01 £0.01% 0.00 +£0.01° 0.02+£0.01% 0.02 +0.01% 0.03 +0.00° 0.014 +0.042 * * ns
Calculated fatty acids
Omega 3 0.74 £ 0.05¢ 1.24 £0.05° 1.41£0.052 1.10 £0.05° 0.72 +£0.07¢ 0.93 +£0.03 0.95 +0.04 * ns *
Omega 6 2.41 +£0.09? 2.04 £0.09¢ 2.12 £ 0.09b° 2.24 +£(.]2b° 2.40 +£0.132 1.97 £0.05% 2.72+£0.07° * * *
Omega 9 2449 +£0.81° 19.46 £0.81% 19.32+£0.78*  20.43 +0.85° 17.56 £1.11¢ 20.05 +£0.48 20.64 +0.57 * ns *
MUFA 29.3+£0.922 26.81 +£0.922 24.18 +£0.89¢ 25.07 £0.97b 22.71 £1.26% 25.09 +£0.54 26.77 +0.65 * ns *
PUFA 4.53 £0.15% 5.28 £0.15% 4.83+£0.15° 4.42 +£0.16 423 +£0.2]¢ 4.43 £0.09? 494 +0.11° * * *
SCFA 15.77 £0.75®  17.11£0.75 16.01 £0.73®  12.90 +£0.79° 14.09 + 1.03b° 15.57 £ 0.44° 13.75 +0.53 * * *
MCFA 33.05+1.01¢ 35.67+1.01% 39.07 +£0.99¢ 37.16 £ 1.07¢ 45.6+1.4° 39.38+0.6 39.16 £0.71 * ns *
Omega 6: Omega3 3.76 £0.2° 1.68 +£0.2¢ 1.52 +£0.19¢ 2.04 £0.21° 3.35+0.28° 2.26 +£0.12° 4.76 +£0.14° * ) *

+d1 east squares means within a line within a category with different superscripts differ (P < 0.05).

'D10-D130; corresponds to Day 10 to Day 130.
Omega 3: C18:3¢9,12,15; C20:3c11,14,17; C20:5¢5,8,11,14,17; Omega 6: C18:2¢9,12; C18:2t9,12; C18:3¢6,9,12; C20:3¢8,11,14; C20:4¢5,8,11,14; Omega 9: C16:1n9, C18:1¢9; C22: 1¢cl3;
MUFA = monounsaturated fatty acids: C10:1; C12:1; C14:1; C16:1¢7; C16:1¢9; C18:1t11; C18:1c9; C18:1 minor isomer (C18:1 t 8—13; C18:1c9-12); C20:1; C22:1¢c13; PUFA =
polyunsaturated fatty acids: C18:2t9,12; C18:2¢9,12; C18:2c9t11; C18:3¢6,9,12; C18:3¢9,12,15; C20:2¢11,14; C20:3¢8,11,14; C20:3c11,14,17; SCFA = short-chain fatty acids: C4:0-C11:0;
MCFA = medium chain fatty acids: C12:0-C16:0; S = Stage, F = Farm
" P <0.05; ns = not significant
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DISCUSSION

Variations among milk main components and
physical characteristics in the course of lactation have
generally been very well studied in different sheep breeds
(Antunovic et al., 2001; Ochoa-Cordero, 2002; Oravcova
et al., 2006; Kuchtik et al., 2017) and in Awassi
particularly (Nudda er al., 2002; Kridli et al., 2007
Iniguez and Hilali, 2009; Titi and Al-Fataftah, 2013).
Kuchtik et al., (2017) described the increased trend for
milk components like fat, protein and TS with the
progression of lactation. Their findings are in accordance
with our study except that their experiment started at day
33 and in our trial an ascending phase was observed from
D10 onwards. The studied farms showed significant
differences in most milk components, with 20% higher
fat and 13% lower protein content for Anjar compared to
Mrayjat farm (P < 0.05). This may be due to the
variability in pasture available in each region because
during spring the ewes on Anjar farm were fed mainly on
ryegrass, which is rich in fiber compared to other forage
species (Cabiddu et al., 2003). Similar findings were
reported by Pirisi et al., (2001) on Sarda ewes fed on
ryegrass pasture and a fat content was noted of 6.98%
and protein content of 5.66%. Regarding lactose content,
no significant differences between farms were observed.
It is well known that lactose content in milk is more
stable during the lactation season and is little affected by
feed (Morand-Fehr et al., 2007).

In regard to the physicochemical characteristics
of milk, the total acidity followed the trend of protein
content with the progression of lactation; total acidity
tended to increase after D10 as mentioned by Brito et al.,
(2006), this was related to the content of casein in milk
protein which can alter its acidity. The FPD was 12%
lower at the end lactation compared with D10 (P < 0.05).
These results were in accordance with those of Pavi¢ et
al., (2002). In addition, the values of density in our study
were within the ranges found by Park et al., (2007).

The FAs show remarkable changes with the
advance of lactation (Strzalkowska et al., 2009;
Sinanoglou ef al., 2015). The percentages of the highest
FA shares of C10:0, C14:0, C16:0, C18:0 and C18:1¢c9
were in accordance with Park et al., (2007). The decline
in SCFAs (C4:0-C10:0) from D30 toward the end of
lactation was similarly reported by Sinanoglou et al,
(2015) for which early lactation started at day 42.
Tsiplakou et al., (2008) concluded that grazing animals
had decreases in SCFAs because pasture was rich in
long-chain FAs thus inhibiting de novo synthesis of
SCFAs in the mammary gland. However, in our study,
lauric (C12:0), myristic (C14:0) and palmitic acids
(C16:0) had their highest amounts at the end of lactation
(3.10 £ 0.3, 11.20 + 0.62 and 31.17 = 0.89%,
respectively). Similar observations were described by
Mayer and Fiechter (2012) and Payandeh et al., (2016)
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for lauric and myristic acids, but no trend was reported
for palmitic acid. Another study reported a similar profile
of palmitic acid (Sinanoglou et al., 2015). In addition, the
constant profile observed after D30 for stearic acid
(C18:0) and the drop toward the end of lactation were
similar to that described by Mayer and Fiechter (2012).
Among the MUFAs, oleic acid (C18:1n9¢) was the major
FA and decreased 29% from the beginning of lactation at
D10 until its end — this decline was confirmed by the
negative correlation between C18:1n9¢ and days in milk
(r = —0.61, P < 0.0001). In this sense, Payandeh et al.,
(2016) described the decline of C18:1n9c¢ as a reflection
of the metabolic status of the animal, emphasizing that
the animal mobilizes long-chain FAs from its adipose
tissue in order to cope with the negative energy balance at
the onset of lactation (Palmquist et al, 1993). The
amounts of C18:1n9¢ in both Anjar and Mrayjat farms
were higher than those reported by Hilali et al., (2018)
for Awassi ewes in the control group fed a conventional
diet (19.56 = 0.47, 20.4 + 0.56 and 18.32 £ 0.293%,
respectively) in comparison to our study, for which
animals were grazed on natural rangelands and so led to
these results (Atti et al., 2006). Furthermore, C18:1t
isomers, C18:2t isomers and CLA (C18:2 ¢9t11) showed
their highest contents at D30 at the end of March (4.84 +
0.18, 0.59 + 0.03 and 1.13% =+ 0.05%, respectively)
which coincided with the start of spring in Lebanon when
ewes grazed fresh pasture during most of the day. These
findings were in accordance with De La Fuente et al.,
(2009), who found that spring resulted in significantly
higher levels of PUFAs. In general, biohydrogenation of
PUFAs in the rumen results in trans FAs that promote the
synthesis of CLA (Lock and Garnsworthy, 2002). This
was confirmed by the positive correlation between CLA
(C18:2 ¢9t11) and C18:1t13 (r = 0.75, P < 0.0001).
Nevertheless, a decrease in CLA amount was observed
after D30, coinciding with the start of spring, thus
supporting the conclusion of Cabiddu ef al., (2003) that a
decrease in CLA percentage in milk occurred in spring
when pasture changed its phases from vegetative to
reproductive growth. Moreover, the amounts of CLA
(C18:2 c9t11) found in both Anjar and Mrayjat farms
were higher than those reported by Hilali ez al., (2018)
using conventional rations (0.68 £+ 0.03, 0.85 + 0.04 and
0.335 £ 0.015%, respectively). In addition, omega 3 FAs
had their highest values at mid lactation (D70), and there
were no significant differences between farms. However,
the average amounts for Anjar and Mrayjat farms were
higher than those of Hilali et al, (2018) using
conventional diets (0.93 £+ 0.03, 0.95 + 0.04 and 0.35 +
0.248%, respectively). Interestingly, the omega 6:0mega
3 ratio was 60% lower at D70 compared to D10 (P <
0.05), and was almost 2:1. Simopoulos (2002) stated that
the lower this ratio is the lower is the risk of chronic
disease, and noted that western diets had very high values
for this ratio of 15:1-16.7:1. The omega 6:omega 3 ratio
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result is an interesting point, emphasizing the richness of
the natural pasture in the Bekaa region (both farms) in
PUFAs. Natural pasture in the Bekaa region are now
sought to enrich animal diets and consequently milk fat,
which is considered the main source of CLA in
consumers’ diets (Strzatkowska et al., 2009), and are
known very widely to have beneficial effects on human
health by reducing chronic disease (Shingfield, 2008).

Conclusion: The advance in lactation season had a
significant effect on the FA profile in milk of Awassi
sheep. The stage x farm interaction had a significant
effect on some of the FAs particularly on MUFAs,
PUFAs and omega 3, 6 and 9. Grazing on natural
rangelands in the Bekaa Valley resulted in milk rich in
CLA, C18:1n9c. From a nutritional point of view, this
may be regarded as positively for the quality of ghee and
butter that are consumed widely in the Middle East.
Moreover, FA-profile of these products made in the
spring will differ from the FA-profile of the products
made from milk from other parts of the lactation period.

Acknowledgement: This work was supported by
ICARDA/AFESD Fellowship: “Enhancing the Capacity
of Young Arab Scientists in Agricultural Research for
Development” (Agreement number: 100140) and the
Lebanese Agricultural Research Institute (LARI).

REFERENCES

Abbeddou, S., B. Rischkowsky, M. Hilali, M. Haylani,
H. D. Hess, and M. Kreuzer. (2015).
Supplementing diets of Awassi ewes with olive
cake and tomato pomace: on-farm recovery of
effects on yield, composition and fatty acid
profile of the milk. Trop Anim Health Prod.
47(1): 145-152. doi: 10.1007/s11250-014-0699-
X

Abbeddou, S., S. Riwahib, M. Zaklouta, A. C. Mayer, H.
D. Hess, L. Iniguez, and M. Kreuzer. (2008).
Feeding value of under-utilized food byproducts
and forages as alternatives to conventional feeds
for Syrian Awassi sheep. Competition for
resources in a changing world: New drive for
rural development. International research on
food security, natural resource management and
rural development. Tropentag.

Abi Saab, S., E. El Hage, and B. Jammal. (2004).
Sustainability of small ruminants in the
Lebanese countryside. Seminars of the second
conference of agricultural engineers in Lebanon.
For an  effective  agricultural  policy
symposium(34): 107 -119.

Abi Saab, S., F. T. Sleiman, N. Kallassy, W. Darweesh,
and P. Aad. (2011). Effect of adaptation and
heat stress on reproductive performances of fat-

915

The J. Anim. Plant Sci., 32 (4) 2022

tail awassi rams in eastern mediterranean
introduction. LSJ. 12(1): 31-44.

Antunovic, Z., Z. Steiner, D. Sencic, M. Mandic, and T.
Klapec. (2001). Changes in ewe milk
composition depending on lactation stage and
feeding season. Czech. J. Anim. Sci. 46(2): 75-
82.

Atti, N., H. Rouissi, and M. H. Othmane. (2006). Milk
production, milk fatty acid composition and
conjugated linoleic acid (CLA) content in dairy
ewes raised on feedlot or grazing pasture.
Livest.  Sci. 104(1-2): 121-127.  doi:
10.1016/j.1ivsci.2006.03.014

Barron, L. J. R., E. F. de Labastida, S. Perea, F. Chavarri,
C. de Vega, M. S. Vicente, F.J. Pérez-Elortondo.
(2001). Seasonal changes in the composition of
bulk raw ewe's milk used for Idiazabal cheese
manufacture. Int. Dairy J. 11(10): 771-778.

Bauman, D. E., and J. M. Griinari. (2003). Nutritional
regulation of milk fat synthesis. Annu Rev Nutr.
23: 203-227. doi:
10.1146/annurev.nutr.23.011702.073408

Ben Salem, H., and T. Smith. (2008). Feeding strategies
to increase small ruminant production in dry
environments. Small Rumin Res. 77(2-3): 174-
194. doi: 10.1016/j.smallrumres.2008.03.008

Brito, M., F. Gonzalez, L. Ribeiro, R. Campos, L.
Lacerda, P. Barbosa, and G. Bergmann. (20006).
Blood and milk composition in dairy ewes from
southern Brazil: variations during pregnancy and
lactation. Cienc. Rural. 36(3): 942-948.

Cabiddu, A., G. Carta, G. Molle, M. Decandia, M. Addis,
G. Piredda, S. Banni. (2003). Relationship
between feeding regimen and content of
conjugated linoleic acid in sheep milk and
cheese. Options Méditerranéennes, Series A,
No. 67.

De La Fuente, L. F., E. Barbosa, J. A. Carriedo, C.
Gonzalo, R. Arenas, J. M. Fresno, and F. San
Primitivo. (2009). Factors influencing variation
of fatty acid content in ovine milk. J Dairy Sci.
92(8): 3791-3799. doi: 10.3168/jds.2009-2151

Galal, S., O. Giirsoy, and 1. Shaat. (2008). Awassi sheep
as a genetic resource and efforts for their genetic
improvement—A review. Small Rumi
Res, 79(2-3): 99-108.

Hilali, M., L. Iniguez, H. Mayer, W. F. Knaus, M.
Zaklouta, M. Wurzinger, and M. Schreiner.
(2010). Effect of Supplementation with Agro-
industrial By-products on milk fatty acids in
Awassi sheep. World Food System - A
Contribution from Europe-Tropentag.

Hilali, M., B. Rischkowsky, L. Iiiguez, H. Mayer, and
M. Schreiner. (2018). Changes in the milk fatty
acid profile of Awassi sheep in response to
supplementation with  agro-industrial  by-



Youssef et al.,

products. Small Rumin Res. 166: 93-100. doi:
10.1016/j.smallrumres.2018.06.001

Hospital-based Mortality System (HMS) - Statistics
Department. (2019). Reported hospital deaths by
ICD10 chapters, 2017. Retrieved 30/1/2020,
from Ministry of Public Health (MOPH)
https://www.moph.gov.lb/userfiles/files/Statistic
s/Reported%20hospital%20deaths%20by%201C
D10%20chapters%2C%?202017.pdf

Husvéth, F., E. Galamb, T. Gaal, K. Dublecz, L. Wagner,
and L. Pal. (2010). Milk production, milk
composition, liver lipid contents and C18 fatty
acid composition of milk and liver lipids in
Awassi ewes fed a diet supplemented with
protected cis-9, trans-11 and trans-10, cis-12
conjugated linoleic acid (CLA) isomers. Small
Rumin Res. 94(1-3): 25-31. doi:
10.1016/j.smallrumres.2010.06.003

Ifiguez, L., and M. Hilali. (2009). Evaluation of Awassi
genotypes for improved milk production in
Syria. Livest. Sci. 120(3): 232-239. doi:
10.1016/.1ivsci.2008.07.016

Khazaal, K. (2005). Small ruminant breeds of Lebanon.
In In L. Iniguez (Ed.), Charcaterization of small
ruminant breeds in West Asia and North Africa
(1: West Asia, pp. 155-181). Aleppo, Syria:
ICARDA (the International Center for
Agricultural Research in the Dry Areas).

Kridli, R. T., A. Y. Abdullah, M. d. M. Shaker, and N. M.
Al-Smadi. (2007). Reproductive performance
and milk yield in Awassi ewes following
crossbreeding. Small Rumin Res. 71(1-3): 103-
108. doi: 10.1016/j.smallrumres.2006.05.007

Kuchtik, J., L. Kone¢na, V. Sykora, K. Sustovd, M.
Fajman, and I. Kos. (2017). Changes of physico-
chemical characteristics, somatic cell count and
curd quality during lactation and their
relationships in Lacaune ewes. Mljekarstvo.
67(2): 138-145.

Lock, A., and P. Garnsworthy. (2002). Independent
effects of dietary linoleic and linolenic fatty
acids on the conjugated linoleic acid content of
cows’ milk. Anim. Sci. 74(1): 163-176.

Lock, A., and D. E. Bauman. (2004). Modifying milk fat
composition of dairy cows to enhance fatty acids
beneficial to human health. Lipids. 39(12):
1197-1206.

Mayer, H. K., and G. Fiechter. (2012). Physical and
chemical characteristics of sheep and goat milk
in Austria. Int. Dairy J. 24(2): 57-63.

Mierlita, D. (2012). Effect of feeding type (pasture vs.
total mixed rations) of Turcana ewes on animal
performance and milk fatty acid profile. J. Food
Agric. Environ. 10: 815-818.

Molkentin, J., and D. Precht. (2000). Validation of a gas-
chromatographic method for the determination

916

The J. Anim. Plant Sci., 32 (4) 2022

of milk fat contents in mixed fats by butyric acid
analysis. Eur. J. Lipid Sci. Tech. 102(3): 194-
201.

Morand-Fehr, P., V. Fedele, M. Decandia, and Y. Le

Frileux. (2007). Influence of farming and

feeding systems on composition and quality of

goat and sheep milk. Small Rumin Res. 68(1-2):

20-34. doi: 10.1016/j.smallrumres.2006.09.019

A., G. Battacone, O. Boaventura Neto, A.

Cannas, A. H. D. Francesconi, A. S. Atzori, and

G. Pulina. (2014). Feeding strategies to design

the fatty acid profile of sheep milk and cheese.

Rev. Bras. Zootecn. 43(8): 445-456. doi:

10.1590/s1516-35982014000800008

Nudda, A., R. Bencini, S. Mijatovic, and G. Pulina.
(2002). The yield and composition of milk in
Sarda, Awassi, and Merino sheep milked
unilaterally at different frequencies. J Dairy Sci.
85(11): 2879-2884.

Ochoa-Cordero, M. A., Torres-Hernandez, G., Ochoa-
Alfaro, A. E., Vega-Roque, L., and Mandeville,
P. B. (2002). Milk yield and composition of
Rambouillet ewes under intensive management.
Small Rumin Res. 43(3): 269-274.

Oravcova, M., M. Margetin, D. Peskovicova, J. Dano, M.
Milerski, L. Hetényi, and P. Polak. (2006).
Factors affecting ewe's milk fat and protein
content and relationships between milk yield and
milk components. Czech. J. Anim. Sci. 52(7):
189.

Palmquist, D., A. D. Beaulieu, and D. Barbano. (1993).
Feed and animal factors influencing milk fat
composition. J Dairy Sci. 76(6): 1753-1771.

Park, Y. W., M. Juarez, M. Ramos, and G. F. W.
Haenlein. (2007). Physico-chemical
characteristics of goat and sheep milk. Small
Rumin Res. 68(1-2): 88-113. doi:
10.1016/j.smallrumres.2006.09.013

Pavi¢, V., N. Antunac, B. Mio¢, A. Ivankovié, and J.
Havranek. (2002). Influence of stage of lactation
on the chemical composition and physical
properties of sheep milk. Czech. J. Anim. Sci.
47(2): 80-84.

Payandeh, S., F. Kafilzadeh, M. Juarez, M. A. de la
Fuente, D. Ghadimi, and A. L. Marin. (2016).
Extensive analysis of milk fatty acids in two fat-
tailed sheep breeds during lactation. Trop Anim
Health  Prod.  48(8): 1613-1620. doi:
10.1007/s11250-016-1135-1

Perea, S., E. F. de Labastida, A. Najera, F. Chavarri, M.
Virto, M. De Renobales, and L. Barron. (2000).
Seasonal changes in the fat composition of
Lacha sheep's milk used for Idiazabal cheese
manufacture. Eur. Food. Res. Technol. 210(5):
318-323.

Nudda,



Youssef et al.,

Pirisi, A., G. Piredda, M. Scintu, and N. Fois. (2001).
Effect of feeding diets on quality characteristics
of milk and cheese produced from Sarda dairy
ewes. Options Méditerranéennes, Series A, . 46:
115-119.

Pulina, G., A. Nudda, N. P. P. Macciotta, G. Battacone,
S. P. Giacomo Rassu, and A. Cannas. (2007).
Non-nutritional ~ factors affecting lactation
persistency in dairy ewes: a review. Ital. J.
Anim. Sci. 6(2): 115-141. doi:
10.4081/ijas.2007.115

Shingfield, K. J., Y. Chilliard, V. Toivonen, P. Kairenius
and D. I. Givens. (2008). Trans Fatty Acids and
Bioactive Lipids in Ruminant Milk. Bioactive
Components of Milk. Springer 3-65.

Simopoulos, A. P. (2002). The importance of the ratio of
omega-6/omega-3 essential fatty acids. Biomed.
Pharmacother. 56(8): 365-379.

Sinanoglou, V. J., P. Koutsouli, C. Fotakis, G.
Sotiropoulou, D. Cavouras, and I. Bizelis.
(2015). Assessment of lactation stage and breed
effect on sheep milk fatty acid profile and lipid
quality indices. Dairy Sci. Technol. 95(4): 509-
531. doi: 10.1007/s13594-015-0234-5

Strzatkowska, N., A. Jozwik, E. Bagnicka, J. Krzyzewski,
K. Horbanczuk, B. Pyzel, and J. O. Horbanczuk.
(2009). Chemical composition, physical traits

917

The J. Anim. Plant Sci., 32 (4) 2022

and fatty acid profile of goat milk as related to

the stage of lactation. Anim. Sci. Pap. Rep.

27(4): 311-320.

H., and A. R. Al-Fataftah. (2013). Effect of

supplementation ~ with  vegetable o0il on

performance of lactating Awassi ewes, growth

of their lambs and on fatty acid profile of milk

and blood of lambs. Arch. Anim. Breed. 56(1):

467-479. doi: 10.7482/0003-9438-56-045

Tsiplakou, E., A. Kominakis, and G. Zervas. (2008). The
interaction between breed and diet on CLA and
fatty acids content of milk fat of four sheep
breeds kept indoors or at grass. Small Rumin
Res. 74(1-3): 179-187. doi:
10.1016/j.smallrumres.2007.06.008

Tsiplakou, E., K. C. Mountzouris, and G. Zervas. (20006).
The effect of breed, stage of lactation and parity
on sheep milk fat CLA content under the same
feeding practices. Livest. Sci. 105(1-3): 162-
167. doi: 10.1016/j.1ivsci.2006.06.002

Vasta, V., A. Nudda, A. Cannas, M. Lanza, and A.
Priolo. (2008). Alternative feed resources and
their effects on the quality of meat and milk
from small ruminants. Anim. Feed. Sci. Tech.
147(1-3): 223-246. doi:
10.1016/j.anifeedsci.2007.09.020.

Titi, H.



