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Simple Summary: Increasing the polyunsaturated fatty acid content of ruminant milk represents a
much needed step to increase the functional properties of the milk. However, boosting milk fatty acids
through feeding strategies has remained a significant challenge for years; it requires new solutions to
deliver unsaturated fatty acids in a much safer form for rumen microorganisms than the traditional
supplemented raw oil form. The goal is to target less biohydrogenation, which results in less saturated
fatty acid accumulation in the rumen and milk. In the present study, the ultrasonic nanoemulsification
of corn oil was introduced as a replacement for the raw form of oil supplementation; it was used at
3% of the offered feed dry matter in a trial on dairy goats. The new form of corn oil supplementation
was more effective than the raw form of corn oil in increasing milk productivity and fat percentage
and preserving a more significant proportion of polyunsaturated fatty acids in the milk of dairy goats.
Conversely, the raw form of corn oil resulted in milk fat depression and lower total solid content in
addition to milk with higher proportions of saturated fatty acid.

Abstract: Oil in water nanoemulsion represents a new and unstudied form of oil supplementation
to the ruminant diet; that is why the aim was to evaluate the potential of nanoemulsified corn oil
in dairy goats’ diets on milk productivity and fatty acid proportion. Twenty-four lactating Zaraibi
goats in early lactation were randomly allocated to the following treatments: control—a basal diet
without any supplementation, CO—the control diet + corn oil supplied at 3% on a dry matter basis
(DM), NCO—the control diet + nanoemulsified corn oil provided at 3% on a DM basis. A completely
randomized design that lasted 30 days (25 days of adaptation + 5 days of sampling) was used with
eight goats in each treatment. The control diet consisted of 50% concentrate and 50% Egyptian
berseem clover. The NCO increased the milk production, fat percentage, and yield compared to the
CO and the control. The proportions of oleic, linoleic, and linolenic acids were higher in the NCO
compared to the control and CO. The NCO had less effect on the biohydrogenation intermediates’
profile than the CO; noticeably, higher proportions of unsaturated fatty acid (UFA) were associated
with the NCO. In conclusion, the NCO increased milk production and decreased the transformation
rate of UFA to saturated fatty acids in the biohydrogenation environment.

Keywords: nanoemulsion; corn oil; dairy goats; milk; amino acid; fatty acid

1. Introduction

Feeds supplemented with polyunsaturated-fatty-acid (PUFA)-rich oils of either plant
or marine origin are widely used in ruminant nutrition [1]. Previous studies showed that
PUFA-rich oils alter the rumen fatty acid content, especially the accumulation of long-chain
fatty acid and the formation of trans-vaccenic acid and conjugated linoleic acid, by affecting
the number and activity of rumen microorganisms, mainly biohydrogenation bacteria such
as Butyrivibrio fibrisolvens and Butyrivibrio proteoclasticus [1-3]. However, rumen lipolysis
and biohydrogenation decrease the amount of dietary PUFA reaching and incorporating
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into ruminant products (meat and milk) [3]. Rumen microorganisms biohydrogenate
dietary unsaturated fatty acids (UFAs) to saturated fatty acids (SFAs) to protect themselves
from the harmful effect of the UFAs on their cell construction, especially PUFAs, which
can disrupt the membrane integrity of the rumen biohydrogenation bacteria [4,5]. These
processes eventually lead to an increase in the outflow of saturated fatty acid to post-
ruminal digestion and absorption [4-6]. That is why, according to O'Donnell [7], fat
from dairy products provides around 25-35% of the total intake of saturated fatty acids,
while contributing up to 15-25% of the total fat humans consume daily. Based on the
literature, the fatty acid composition of the milk fat from the milk of ruminants is about 70%
saturated fatty acids (SFAs), 8% trans fatty acids, and less than 5% long-chain unsaturated
fatty acids (LCUFAs) [7]. The intake of saturated fatty acids has been linked to increased
risks of cardiovascular diseases, obesity, and arteriosclerosis [5,8]. On the other hand,
LCUEFAs, especially Omega 3, Omega 6, and conjugated linoleic acid (CLA), are known for
their significant importance as active dietary compounds for preventing arteriosclerosis,
coronary heart disease, and inflammatory conditions and retarding the growth of tumor
cells based on the results of studies conducted on different animal models (including mice,
rats, and pigs) [8,9]. As for children, studies have shown that docosahexaenoic acid and
other Omega 3 s are essential for infant brain, eye, and nervous system development
and have been shown to support long-term heart health, which was supported by trials
on mice and rats and clinical studies on children [9,10]. That is why it is desirable to
investigate other forms of supplemented oils for the ruminant diet that could preserve the
PUFAs from being digested through rumen lipolysis and biohydrogenation, significantly
without a negative effect on the rumen fermentation pattern and the rumen microorganisms
at the same time [3-6]. Oil in water nanoemulsion is considered an unstudied form in
ruminant nutrition; it is one of the most important nanotechnologies widely used in several
scientific and practical applications. Nanoemulsions are known as multiphase colloidal
dispersions formed by dispersing one liquid in another immiscible liquid by physical-
share-induced rupturing at the nanoscale with droplet sizes less than 100 nm [11]. Based
on previous in vitro studies [12,13], a higher outflow of unsaturated fatty acids from the
rumen (bypassing the rumen) may be expected when introducing a nanoemulsified form of
edible corn oil to lactating goat nutrition; hence, it may increase the unsaturated fatty acids’
profile in the produced milk. Accordingly, the hypothesis-driven idea is that the small
size of dietary edible oil droplets (nanoscale) produced with nanoemulsion technology
and supplied to goats’ daily nutrition will have a lower impact on the rumen fermentation
and microorganisms than raw oils. Consequently, the following study aimed to evaluate
the effects of corn oil in raw form (CO) or nanoemulsified form (NCO) on the productive
performance (milk production and composition) and fatty acids” profile in the milk of
Zaraibi dairy goats.

2. Materials and Methods

Corn oil in raw form (CO) and nanoemulsified form (NCO) was evaluated in a
trial using twenty-four lactating Zaraibi goats to study its effect on goats’ productive
performance (milk production and composition), milk amino acids’ profile, and fatty acids’
proportions. The corn oil was chosen based on an earlier in vitro evaluation phase of
different oil nanoemulsions produced from three edible oils (olive oil, corn oil, and linseed
oil) purchased from local markets in Egypt; these studies showed that corn oil at 3%
of supplementation had positive effects on the rumen volatile fatty acid formation and
the PUFA accumulation when compared to nanoemulsions produced from olive oil and
linseed oil.

2.1. Locations of the Study

The trial on dairy Zaraibi goats was conducted at the experimental farm of the Fac-
ulty of Agriculture, Al-Azhar University, Cairo, Egypt (30°03/29.7" N 31°18'45.1" E). The
dairy goats” experimentation, handling, and management followed the guidelines of the
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Polish act on the protection of animals used for scientific and educational purposes (Dz.U.
26 January 2015, item 266), authorized by the granting committees of the Science, Technol-
ogy, and Innovation Funding Authority (STDF) and the National Research Centre, Egypt.
The experiment was also authorized by the Faculty of Agriculture, Al-Azhar University,
Egypt. Nanoemulsified corn oil preparation, chemical analysis of the collected samples,
and related data management, processing, and manuscript preparation were performed
at the Laboratory of Dairy Production, Department of Dairy Science, National Research
Centre, Egypt.

2.2. Nanoemulsions Preparation

Corn oil in water emulsion was premixed at 13,500 rpm with a digital high-speed
homogenizer for 2 min (HG-15D Homogenizer, Daihan Scientific C., Gangwon-Do, South
Korea) to reach a droplet size distribution of 5.3 £ 0.6 um. Then, the preparation of corn oil
in water nanoemulsion was performed on the pre-homogenized solution using a Sonics
VCX750 ultrasonic processor with 750-Watt nominal power and a frequency of 20 kHz
equipped with a 25 mm sonotrode tip (80% amplitude for 20 min; Sonics and Materials,
Newtown, USA). which resulted in a droplet size distribution range of 25-190 nm, where
90% of that distribution was on average 58 & 11 nm. The procedure stated was conducted
according to the findings of [14]. The oil in water emulsion formulation was 15% corn
oil (purchased from the Egyptian market), 5.6% Tween 80 (Sigma Aldrich, Darmstadt,
Germany), and 79.4% distilled water. A Zetasizer Nano ZS (Malvern Instruments, United
Kingdom) was used to track the size of the produced nanoemulsion liquid suspension
measured weekly at 25 °C.

2.3. Animal Management

In a completely randomized design with a 25-day adaptation period and a 5-day
sampling period for a total of 30 days, 24 lactating Zaraibi goats (33 & 1.5 kg body weight,
2.6 £ 0.7 parity (the parity per treatment was as follows: control 2.7 & 0.7, raw corn oil
2.6 + 0.7, and nanoemulsified corn oil 2.5 £ 0.6), 7 + 2 d in milk, 32 £ 5.3 months of age,
and 812 £ 55 g/d of milk production in the previous lactation season (mean + SD)) were
used. The goats in each group were kept with their kids in separate stalls (7 x 10 m each),
and they were fed in treatment groups based on body weight. According to the NRC [15],
the supplied feed was designed to suit the nutritional needs of a mature dairy goat with
twin kids and body weight between 30 and 40 kg (all goats assigned to the experiment had
twin kids).

2.4. Diet and Treatments

The offered feed was composed of 50% concentrate feed mixture and 50% roughage
(berseem clover), as shown in Table 1. Initially, after one week of parturition, the lactating
goats were randomly allocated (8 goats per group) to one of the following treatments:
control—a basal diet without any supplementation consisting of a 50:50 concentrate to
roughage ratio as described in Table 1: CO—the control group diet + 3% of corn oil in
the raw form calculated on the DM basis, and NCO—the control group diet + 3% of corn
oil in the nanoemulsified form calculated on the DM basis. The corn oil supplementation
level and type were selected based on the in vitro results obtained from previous studies.
Feed was offered to lactating goats twice daily at 7 a.m. and 7 p.m. The feed used for all
treatments was analyzed in triplicate every ten days to check the total chemical composition,
especially dry matter, and adjust it if necessary. The raw corn oil supplementation (CO)
was mixed with 150 g of concentrate and then offered individually for each animal twice
daily before the morning and evening feeding to ensure that each animal received the
specified amount of oil supplementation. However, the nanoemulsified form of corn oil
(NCO), prepared daily, was divided into four equal portions, then offered to the goats to
drink (using a 50 mL plastic syringe) at an interval of three hours from 7 a.m. to 7 p.m.
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Samples from the feed and milk of the lactating goats were collected during the sampling
period. The fatty acid composition of the offered feed and supplements is shown in Table 2.

Table 1. Ingredients and chemical composition of the control diet.

Item Control Diet
Ingredients, g/kg of DM

Corn grain 75.5
Cotton seed meal 116
Sunflower seed meal 85.5
Wheat bran 175
Molasses 35.5
Mineral-vitamin mixture 12.5
Berseem clover 500

Chemical composition, g/kg of DM

Organic matter 903
Ash 97.0

Crude protein 162
Either extract 39.0
Neutral detergent fiber 365
Acid detergent fiber 205

Table 2. Fatty acid composition (g/100 g of FA) of the control diet and supplements.

Supplements !

Item Control

Cco NCO

C14:0 0.74 0.10 0.21
C16:0 21.6 12.2 9.56
C18:0 2.89 2.10 1.93
C18:1 cis-9 21.8 28.3 29.9
C18:2 cis-9,cis-12 449 55.1 56.3
C18:3 cis-9,cis-12,cis-15 7.71 0.90 0.82
Other FA 2 0.36 1.30 1.28
SFA 3 25.6 15.2 12.5

UFA 4 74.7 84.8 87.6
MUFA ° 52.6 28.8 30.4
PUFA © 21.8 56.0 57.1

1 Supplements: CO—corn oil, NCO—nanoemulsified corn oil; 2 sum of other fatty acids including C6:0, C8:0,
C10:1, C11:0, C12:0, C13:0, C19:0, C18:2 cis-9,cis-15, C21:0, C20:2, and C22:0; 3 sum of saturated fatty acids; * sum
of unsaturated fatty acids; > sum of monounsaturated fatty acids; ® sum of polyunsaturated fatty acids.

2.5. Monitoring Production and Sampling

During the sampling period, does were separated from their kids for 12 h from 20:00
to 08:00 of the following day to record the milk production yield, and all does were hand-
milked at 08:00 on Days 26 to 30 of the experiment. After milk recording, two aliquots of
milk (50 mL each) were sampled from all goats throughout the sampling period (for each
animal: 1 time-point X 2 tubes (50 mL) x 5 days). One of the collected milk aliquots was
immediately subjected to an infrared examination to determine the chemical makeup of the
milk; however, the second aliquot was stored at —20 °C for a future chromatographic study
(amino acid and fatty acid). Every ten days, a sample of the fresh feed was taken and kept
at —20 °C for chemical analysis. On Days 26, 28, and 30 of the experiment, 10 mL of blood
samples was collected from all goats at 4 h after the morning feeding from the jugular vein.
Blood samples in tubes without anticoagulants were centrifuged at 5000x g for 15 min at
4 °C, and the serum was collected into 2 mL Eppendorf tubes and frozen at —20 °C.
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2.6. Chemical Analysis

The feed samples (concentrate and berseem) collected every 10 days were dried
separately for 48 h at 55 °C, then milled to pass through a 1 mm screen (FZ102, Shanghai-
Hong Ji Instrument Co., Ltd., Shanghai, China). Ground dry samples were analyzed
separately in triplicate for the dry matter content, ash, crude protein, and ether extract;
following each corresponding official method of the AOAC [16], the organic matter (OM)
was calculated by the difference. Neutral detergent fiber (NDF) and acid detergent fiber
(ADF) analyses were performed using an ANKOM200 Fiber Analyzer unit (ANKOM
Technology Corporation, Macedon, NY, USA) following the method described in [16,17]
and expressed without residual ash. Samples analyzed for NDF were pretreated with
alpha-amylase and sodium sulfite at the start of the analysis. Milk samples collected
daily (from Day 26 to Day 30 of the experiment) for the basic chemical composition were
analyzed in triplicate for fat, crude protein, and lactose using a milk analyzer equipped
with an infrared measuring instrument (Milkotester LM2, Belovo, Bulgaria). The milk
total and non-fat solids content was calculated. The collected blood serum was analyzed
for total proteins, albumin, urea-N, glucose, alanine aminotransferase (ALT), aspartate
aminotransferase (AST), triglycerides, high-density lipoprotein cholesterol (HDL), low-
density lipoprotein cholesterol (LDL), beta-hydroxybutyrate (BHB), and non-esterified fatty
acids (NEFAs) using test-specific ready kits (Cayman Chemical, Ann Arbor, MI, USA). The
globulin concentration was calculated by subtracting the albumin concentration from the
total protein concentration.

Quantitative amino acid (AA) measurements were performed for the milk protein in
accordance with Millipore Corporation’s HPLC-Pico-Tag method following the preparation
process [18]. Briefly, phenyl isothiocyanate (PITC, also known as Edman’s reagent) was
utilized for pre-column derivatization. At the same time, phenylthiocarbamide (PTC)
derivatives identified by their UV absorbance were separated using reversed-phase gradient
elution high-performance liquid chromatography (HPLC). The sample corresponding to
the protein was weighed into a 25 x 150 mm hydrolysis tube and placed in an oven for
24 h at 110 °C. Quantitatively, the tube contents were transferred to a volumetric flask, and
the desired volume was then achieved using HPLC-grade water. A 0.45 um sample filter
was used to filter around 1 mL of the solution. Aliquots of the hydrolysate were poured
into a reaction vial with the proper standards in soda glass from Fisons and disposable
glass sample tubes from Waters Associates. After attaching the vial to the workstation
manifold and opening the vacuum control valve, the samples were dried under vacuumin a
PICO-Tag workstation to eliminate the hydrochloric acid. The process of derivatization was
started by adding a freshly made reagent, mixing it with a vortex, and letting it sit at room
temperature for 20 minutes. Derivatized samples can be kept in this dried state for several
weeks in the freezer before analysis, if necessary. The gradient of the Pico-Tag solvent
(Eluents A and B) at 38 °C and a flow rate 1 mL/min was followed for HPLC analysis, and
20 mL of the sample was injected and loaded on an amino acid stainless steel C18 column
(100 x 4.6 mm). Using UV absorption measurements with a fixed wavelength (254 nm)
(Waters detector), the PTC derivatives were detected. The apparatus was calibrated using
two injections of the lysine standards before injecting the samples.

Following the fatty acid methyl ester (FAME) analysis outlined in [12], the milk and dry
ground feed’s fatty acid content samples were examined. Briefly, 500 mg and 100 mg of milk
and dry feed samples, respectively, were introduced to 3 mL of 2 M NaOH for hydrolysis
of the samples in a closed system using 15 mL screw-cap Pyrex tubes with Teflon stoppers.
The hydrolyzed samples were incubated for 40 min at 90 °C in a block heater. The samples
were then extracted, esterified in methanol with 0.5 M NaOH, and transformed to FAME in
boron trifluoride (1.3 M; Fluka-Sigma Aldrich, St. Louis, MO, USA). A gas GC-MS system
(7890B, Agilent, Santa Clara, CA, USA) with a mass spectrometer detector and a 100 m
fused silica capillary column (0.25 mm i.d., coated with 0.25 m Agilent HP; Chrompack
CP7420; Agilent Technologies, Santa Clara, CA, USA) (5977A) was used. During the
chromatographic FAME analysis, the carrier gas was hydrogen, flowing at 1.3 mL/min.
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Temperatures for the injector and detector were 200 °C and 250 °C, respectively. The oven’s
temperature was set to start at 120 °C for 7 min, elevating by 7 °C per minute, reaching
140 °C, held for 10 min, and then increased by 4 °C per minute to 240 °C. The sample
was injected into the GC Column in a volume of 1 uL, and the peaks were detected by
comparing them to the retention times of the relevant FAME standards (37 FAME Mix,
Sigma Aldrich, PA, USA) using Open Lab CDS version 2.6 (Agilent, Santa Clara, CA, USA).

Additionally, the retention time of a reference standard was compared with the con-
jugated linoleic acid peaks to identify them (a mixture of cis- and trans-9,11 and 10,12-
octadecadienoic acid methyl esters; Sigma Aldrich, PA, USA). For the AA and FA analyses,
the compositions of the two groups of acids were given as g/100 g of milk protein and
total FA, respectively. The chromatographic AA and FA analyses were performed at the
National Research Centre, Egypt, by the Central Service Unit.

2.7. Statistical Analysis

Before analysis, the results of the amino acids (AAs), fatty acids (FAs), blood chemistry,
and milk production/composition were averaged by goat. The PROC MIXED procedure of
SAS (SAS® OnDemand for Academics, 2022 SAS Institute Inc., Cary, NC, USA) was used to
analyze all parameter data (milk production/composition, milk AA, and FA profile) using
a model that included the fixed effect of treatment and the random effect of the goat within
the treatment. Multiple comparison Tukey tests were used to evaluate differences between
treatments. Atp < 0.05 and 0.05 < p < 0.10, treatment effects were deemed significant or
trending towards significance, respectively. The means and pooled standard errors of the
means are displayed for all values.

3. Results
3.1. Blood Chemistry

The effect of using corn oil in raw and nanoemulsified forms in dairy goats’ nutrition
at 3% of the dry matter intake (DMI) on the blood parameters is presented in Table 3. No
significant effect was observed by treatment on the blood chemistry parameters. However,
the blood globulin and glucose levels tended to increase (p > 0.05) with the nanoemulsified
corn oil supplementation (NCO) when compared to the control diet and raw corn oil
treatment (CO); the NCO also tended to decrease the low-density lipoprotein cholesterol
(LDL) when compared to CO.

Table 3. Effect of the supplementation of raw and nanoemulsified corn oil on blood measurement of

dairy goats.
Item 3 Control co!? NCO 2 SEM p-Value
Total proteins, g/dL 6.95 6.84 6.89 0.013 0.122
Albumin, g/dL 3.73 3.71 3.70 0.011 0.655
Globulin, g/dL 3.22 3.13 3.19 0.015 0.098
Urea-N, mg/dL 22.8 23.1 224 0.084 0.288
Glucose, mg/dL 63.1 63.9 65.9 0.347 0.076
ALT, units/L 14.8 14.3 14.5 0.061 0.332
AST, units/L 30.8 31.3 30.7 0.077 0.176
Triglycerides, mg/dL 180 182 187 0.867 0.110
HDL, mg/dL 88.9 89.3 89.1 0.048 0.567
LDL, mg/dL 69.7 70.1 69.1 0.121 0.089
BHB, mg/dL 0.91 0.89 0.88 0.004 0.144
NEFA, mg/dL 1.66 1.73 1.73 0.009 0.237

1. CO: control diet + 3% corn oil in raw form; 2 NCO: control diet + 3% corn oil in nanoemulsified form; 3 blood
measurements: ALT, alanine aminotransferase; AST, aspartate aminotransferase; HDL, high-density lipoprotein
cholesterol; LDL, low-density lipoprotein cholesterol; BHB, beta-hydroxybutyrate; NEFA, non-esterified fatty acid.
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3.2. Milk Composition

The effects of using corn oil in both raw form and nanoemulsified form (3% of the DMI)
on milk production, yield, and composition are presented in Table 4. In the case of milk
production, our hypothesis was ascertained by an increase in milk productivity (p < 0.05) by
21% and 25% when the dairy goats drank the nanoemulsified corn oil (NCO) compared to
the control or the traditional raw corn oil supplementation (CO), respectively. The increase
in productivity in the NCO was reinforced by a significant increase in fat percentage
compared to the control, which was lower; however, the lowest fat % was observed in the
CO group. The high fat % in the NCO also resulted in higher total solids % compared to
both the CO and the control. Additionally, due to the increase in milk productivity and
noticeably higher fat and protein percentage levels, the fat, protein, lactose, and energy
yields were significantly higher for the NCO than those obtained in the control and CO.

Table 4. Effect of the supplementation of raw and nanoemulsified corn oil on the milk production
and composition of dairy goats.

Item Control co? NCO 2 SEM p-Value
Milk production, kg 1.22°b 1.18"P 1.482 0.069 0.001
Fat % 3.99b 3.89¢ 4202 0.026 0.003
Protein % 3.35P 331P 3442 0.021 0.018
Lactose % 4.11 4.07 4.09 0.009 0.092
Total solids % 114" 11.3° 11.72 0.050 0.008
Solids not fat % 7.46P 7.38 0 7.532 0.029 0.012
Energy, Mcal/kg 0.68 20 0.66 P 0702 0.004 0.009
Fat yield, g 487" 459°¢ 6222 3.199 <0.001
Protein yield, g 409" 39.0b 50.9 @ 2.592 <0.001
Lactose yield, g 50.1° 48.0P 60.52 2913 <0.001
Energy yield, Mcal 0.83P 0.78° 1.042 0.053 <0.001

2= Means within a row with different superscripts differ (p < 0.05); ' CO: control diet + 3% corn oil in raw form;
2 NCO: control diet + 3% corn oil in nanoemulsified form.

3.3. Milk Amino Acid and Fatty Acid Proportion

The effect of nanoemulsified corn oil on the milk amino acid and fatty acid proportions
in dairy goats is presented in Tables 5 and 6, respectively. Higher proportions (p > 0.05) of
arginine, isoleucine, valine, and alanine were observed with the NCO compared to the CO.
The raw form of corn oil had a higher impact on the biohydrogenation intermediates, where
we can find a significantly higher profile of vaccenic acid (TVA) and C18:2 cis-9 trans-11
when compared to both the control and NCO. On the other hand, the NCO treatment
preserved (p < 0.05) a higher profile of oleic acid and linoleic acid compared to both the CO
and control. The NCO preserved (p < 0.05) more monounsaturated fatty acid (MUFA) and
polyunsaturated fatty acid (PUFA) when compared to the CO and control. This expected
finding was also summarized by the NCO'’s decrease in saturated fatty acids (SFAs) at
the expense of an increase in unsaturated fatty acids (UFAs), which was noticeably higher
when compared to the CO and control.

Table 5. The effect of the supplementation of raw and nanoemulsified corn oil on the amino acid
composition in the milk of dairy goats.

Item Control co!? NCO 2 SEM p-Value
Arginine 212 2.08 2.16 0.012 0.093
Histidine 2.01 2.09 2.12 0.017 0.117
Isoleucine 3.89 3.97 4.02 0.019 0.088
Leucine 8.12 8.23 8.19 0.017 0.322

Lysine 6.18 6.23 6.12 0.015 0.109
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Table 5. Cont.
Item Control co!l NCO 2 SEM p-Value
Methionine 7.12 7.35 7.23 0.035 0.216
Phenylalanine 3.93 3.99 3.89 0.015 0.143
Threonine 4.16 4.20 4.09 0.016 0.134
Valine 6.01 5.88 5.93 0.019 0.075
Alanine 3.88 3.69 3.73 0.030 0.066
Aspartic acid 5.89 6.01 5.95 0.018 0.199
Glutamic acid 19.3 19.8 19.1 0.109 0.356
Serine 4.36 4.29 422 0.021 0.453
Tyrosine 1.57 1.63 1.66 0.014 0.173

1 CO: control diet + 3% corn oil in raw form; 2 NCO: control diet + 3% corn oil in nanoemulsified form.

Table 6. The effect of the supplementation of raw and nanoemulsified corn oil on the fatty acid
composition in the milk of dairy goats.

Item Control co? NCO 2 SEM p-Value
C8:0 1.54b 1.712 1.56b 0.018 0.002
C10:0 1.932 1.78 b 1.72b 0.021 0.009
C12:0 3352 2.81b 2.79b 0.061 <0.001
C14:0 3.572 2.83b 2.53¢ 0.103 <0.001
C14:1 cis-9 0.99b 1.292 0.79¢ 0.048 0.012
C16:0 29.6P 30.32 27.2¢ 0.313 <0.001
C16:1 cis-9 1.45b 1.582 1.612 0.016 0.008
C18:0 15.7 P 17.72 13.3¢ 0.424 <0.001
C18:1 trans-10 1.12b 1.512 0.78¢ 0.070 0.011
C18:1 trans-11 2.19P 3.142 1.02¢ 0.204 <0.001
C18:1 cis-9 21.4¢ 23.6b 2752 0.594 <0.001
C18:2 cis-9 cis-12 2122 257b 3772 0.164 0.003
C18:3 cis-9 cis-12 cis-15 0.69 P 0.83b 1.374 0.069 0.022
C18:2 cis-9 trans-11 0.83P 1494 0.632 0.087 <0.001
C18:2 trans-10 cis-12 0.22b 0.492 0.14¢ 0.035 <0.001
C20:0 0.24° 0312 0.23b 0.008 0.012
C22:1 0.13° 0.172 0.12b 0.005 0.019
C20:5n-3 0.12° 0.11b 0.192 0.008 0.021
C22:6n-3 0.09P 0.10"b 0.142 0.005 0.007
Other FA 3 12.72 5.38b 1262 0.809 0.022
SFA * 60.42 60.12 55.1b 0.572 <0.001
UFA > 39.6° 399b 4492 0.672 <0.001
MUFA © 30.1¢ 314b 3392 0.372 <0.001
PUFA 7 9.52P 8.47 ¢ 1092 0.243 <0.001

3= Means within a row with different superscripts differ (p < 0.05); 1 CO: control diet + 3% corn oil in raw form;
2 NICO: control diet + 3% corn oil in nanoemulsified form; 3 sum of other fatty acid including C6, C10:1, C11:0,
C16:1 trans, C18:1 trans-5, C18:1 trans-9, C18:1 cis-11, C18:1 cis-12, C18:1 cis-14, C18:1 cis-15, C18:2 cis-9 cis-15,
C19:0, C20:1 trans, C21:0, C20:2, C22:0, C23:0, C22:2, C24:0, and C24:1; ¢ sum of saturated fatty acids; 5 sum of
unsaturated fatty acids; ® sum of monounsaturated fatty acids; 7 sum of polyunsaturated fatty acids.

4. Discussion

In the last few decades, several studies have been conducted mainly to illustrate the
effects of oil supplementation on milk productivity and fatty acid composition. Most of
the findings emphasized the beneficial effects of additional raw forms of oils on several
metrics. However, specific detrimental effects, such as the depression of milk fat, were
also reported [6,19]. In the current study, nanoemulsified corn oil was introduced at a
recommended level of supplementation (3% of DMI) as a potential replacement for raw
oil supplementation, with the hypothesis that it would have a less detrimental effect on
the rumen fermentation characteristics and a better effect on maintaining PUFA in the
biohydrogenation environment and, consequently, in the final product, the milk.
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4.1. Milk Production and Composition

According to the NRC’s [15] recommendation, the dietary fat content in the lactating
ruminant diet should not exceed 6-7% of the offered dietary dry matter (DM). The total fat
content in the control diet represented around 3.9% of the average DM. The level of corn
oil supplementation was calculated as 3% of the dry matter; in other words, the fat level
in the total diet falls under the recommended level set by the National Research Council,
USA. However, supplementing corn oil in raw form seems to severely impact the milk
composition. According to Zheng et al. [20], who supplemented soybean oil at 2% of the
dry matter intake (DMI), reaching a level of 6-7% of ether extract in the diet, this resulted
in a similar effect on milk production when compared to the control diet. However, a
significant decrease in fat percentage was obtained by around 13% less than the control. A
similar finding was obtained by [21,22]; a reduced fat percentage was found at 14.2% less
when soybean oil was supplied at 3.4% of the DMI, with no effect on milk productivity.
However, when soybean oil was supplemented at around 5% of the DMI by [23], milk fat
percentage and yield reduction were noticed; however, milk production was found to be
lower only in late lactating animals. In general, milk fat depression results from ineffective
ruminal fermentation in the presence of high levels of PUFA [24,25]. This supports the
findings of our study, in which milk fat depression (MFD) was obtained as a result of
corn oil supplementation accompanied by a non-significant reduction in milk production
compared to the control. The similar effect on protein and lactose percentages in our results
was supported by previous research by other authors, which resulted in unaffected protein
and lactose percentages when edible oils were supplemented [23,26]. This could be related
to decreased fiber digestion and feed degradability when corn oil is supplemented with the
dairy goat diet [27].

In the case of nanoemulsified corn oil (NCO) feeding, an adverse effect was obtained
compared to those reported for raw corn oil (CO). The NCO significantly increased milk
productivity; consequently, higher fat, protein, and lactose yields were observed compared
to both the CO and the control. These findings are not supported by the literature, but
following our previous findings [12,13], we can briefly discuss that the boost in productivity
and milk composition by the NCO could be related to a lower impact on rumen fermenta-
tion and rumen microorganisms, allowing a higher amount of the nanoemulsified form to
bypass the rumen to be available for absorption. This explanation could clarify the boost
in the energy level supplied to the dairy goat without altering the overall performance,
resulting in higher productivity and a favorable fat yield.

4.2. Milk Fatty Acid Composition

In the case of the fatty acid profile in the produced milk, feeding edible oils rich
in unsaturated fatty acids, especially oleic and linoleic acids, is usually associated with
a modulation in the unsaturated fatty acid profile and a decreased saturated fatty acid
profile, except for the stearic acid level, which tends to increase with edible oil supplemen-
tation [22,23]. The fatty acids in milk usually originate from uptake from blood circulation
or de novo synthesis within the mammary gland [24,28]. Unsaturated-fatty-acid-rich oil
supplementations are susceptible to ruminal biohydrogenation, resulting in considerable
proportions of C18:1 trans-11 and conjugated linoleic acid isomers, together with an ex-
pected increase in the C18 SFA level [29,30]. In our results, it was clear that corn oil (CO)
supplementation for dairy goats’ feed resulted in a significantly higher proportion of bio-
hydrogenation intermediates, supported by the findings of [31]. However, what we found
unexpected is the high proportion of oleic acid in the CO when compared to the control
group. This could result from a possible disturbed ruminal fermentation, resulting in a
higher outflow of oleic acid to the small intestine. This finding is also supported by the
higher proportion of the sum of UFA and the lower proportion of SFA compared to the
control, in addition to the obtained MFD. In the case of NCO feeding, the resulting fatty
acids seem to align with what we reported in the previous in vitro experiments [12,13].
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The NCO seems to be able to preserve a higher level of unsaturated fatty acid from be-
ing biohydrogenated in the rumen. This came clearly with a significantly higher proportion
of linoleic acid compared to the CO and the control, in addition to the lower proportion
of biohydrogenation intermediates. To summarize the general effect of the NCO, we can
suggest that the nanoemulsion technology changes the oils to a less toxic form for rumen
microorganisms [12,13]. The possible inhibition or bypassing of ruminal lipolysis and rumi-
nal biohydrogenation, as supported by the results of [32], in addition to the possible uptake
of the rumen microorganism to the small droplet of the supplemented nanoemulsified soy-
bean oils, as suggested by Bauchart et al. [33], could be the reason why the nanoemulsified
form of corn oil acted differently when compared to the same level of raw corn oil addition.
Other research highlighted that the bioaccessibility of lipids and vitamin D3 are notably
higher when using nanoemulsion as a delivery system for oil-soluble vitamins [34], which
can also support the idea that using corn oil in the nanoemulsified form also has better
solubilization and bioaccessibility in post-ruminal digestion, leading to high incorporation
of PUFAs in milk, despite the possible fact that nanoemulsion is effective in positively
modulating the PUFAs in milk together with an increase in milk productivity and yields.
Several studies are needed to verify the mode of action on a cellular level to track the mode
of action occurring in both the rumen and blood.

5. Conclusions

We hypothesized a preservative action of the nanoemulsion technology against the
rumen biochemical process, consequently achieving a higher flow of the unsaturated fatty
acid to the produced milk. A higher milk production and fat percentage were obtained with
nanoemulsified corn oil supplementation at 3% of the fed DM. Compared to the control and
raw corn oil groups, increased fat, protein, lactose, and energy yields were also observed
with nanoemulsion. These findings were supported by a higher proportion of PUFAs and a
lower proportion of saturated fatty acids and trans C18:1 fatty acids in the milk compared
to the control group. In general, the nanoemulsified form of corn oil (NCO) seems to have
the ability to preserve a higher proportion of unsaturated fatty acids from being saturated
in the biohydrogenation environment without negatively affecting milk production and
composition. Those findings could represent a promising way to deliver edible oils as the
source of unsaturated fatty acids in dairy ruminants’ nutrition. Additionally, the higher
proportions of PUFAs observed with the NCO, especially Omega 3 and Omega 6 fatty
acids, may promote the functional quality and health benefits of the produced milk when
consumed by humans.

Author Contributions: M.A.Y. and M.H.E.: methodology and data curation; H.H.A. and M.S.A K.:
conceptualization, methodology, and investigation; A.M.A.E.T.: formal analysis and data curation;
M.E.-S.: conceptualization, data curation, writing, editing, and project administration. All authors
have read and agreed to the published version of the manuscript.

Funding: This paper is based on work financed and fully supported by the Science, Technology, and
Innovation Funding Authority (STDF), Egypt, under Grant Number 33524 (Reintegration Grants
Call 6).

Institutional Review Board Statement: The dairy goats were cared for following the guidelines
of the Polish act on the protection of animals used for scientific and educational purposes (Dz.U.
26 January 2015, item 266), authorized by the granting committees of the Science, Technology, and
Innovation Funding Authority (STDF) and the National Research Centre, Egypt. The trial was later
approved and authorized by the Animal Production Department, Al-Azhar University, as a part of
the procedure required to proceed with the Masters of Science study of Mr. Mahmoud Atef Yousef.

Informed Consent Statement: Not applicable.

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

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



Animals 2022, 12, 2559 11 of 12

References

1. Chilliard, Y. Dietary Fat and Adipose Tissue Metabolism in Ruminants, Pigs, and Rodents: A Review. . Dairy Sci. 1993,
76, 3897-3931. [CrossRef]

2. Kliem, K.E.; Humphries, D.J.; Reynolds, C.K.,; Morgan, R.; Givens, D.I. Effect of Oilseed Type on Milk Fatty Acid Composition of
Individual Cows, and Also Bulk Tank Milk Fatty Acid Composition from Commercial Farms. Animal 2017, 11, 354-364. [CrossRef]

3. Ramirez Ramirez, H.A.; Harvatine, K.J.; Kononoff, P.J. Short Communication: Forage Particle Size and Fat Intake Affect Rumen
Passage, the Fatty Acid Profile of Milk, and Milk Fat Production in Dairy Cows Consuming Dried Distillers Grains with Solubles.
J. Dairy Sci. 2016, 99, 392-398. [CrossRef]

4. Shingfield, K.J.; Bonnet, M.; Scollan, N.D. Recent Developments in Altering the Fatty Acid Composition of Ruminant-Derived
Foods. Animal 2013, 7, 132-162. [CrossRef] [PubMed]

5. Khattab, M.S.A.; Abd-El-Gawad, A.E.; Abo El-Nor, S.H.A.; El-Sherbiny, M. The Effect of Diet Supplemented with Vegetable Oils
and/or Monensin on the Vaccenic Acid Production in Continuous Culture Fermenters. Anim. Nutr. 2015, 1, 320-323. [CrossRef]

6. Brzozowska, A.M.; Oprzadek, . Metabolism of Fatty Acids in Tissues and Organs of the Ruminants-a Review. Anim. Sci. Pap.
Rep. 2016, 34, 211-220.

7. O’Donnell, J.A. Future of Milk Fat Modification by Production or Processing: Integration of Nutrition, Food Science, and Animal
Science. J. Dairy Sci. 1993, 76, 1797-1801. [CrossRef]

8. Cockbain, A.].; Toogood, G.J.; Hull, M.A. Omega-3 Polyunsaturated Fatty Acids for the Treatment and Prevention of Colorectal
Cancer. Gut 2011, 61, 135-149. [CrossRef]

9.  Meyer, B.J. Are We Consuming Enough Long Chain Omega-3 Polyunsaturated Fatty Acids for Optimal Health? Prostaglandins
Leukot Essent Fat. Acids 2011, 85, 275-280. [CrossRef]

10. Koba, K.; Yanagita, T. Health Benefits of Conjugated Linoleic Acid (CLA). Obes. Res. Clin. Pract. 2014, 8, e525-532. [CrossRef]

11.  Mason, T.G.; Wilking, ].N.; Meleson, K.; Chang, C.B.; Graves, S.M. Nanoemulsions: Formation, Structure, and Physical Properties.
J. Phys. Condens. Matter 2006, 18, 635-666. [CrossRef]

12.  El-Sherbiny, M.; Cieslak, A.; Pers-Kamczyc, E.; Szczechowiak, ].; Kowalczyk, D.; Szumacher-Strabel, M. Short Communication: A
Nanoemulsified Form of Oil Blends Positively Affects the Fatty Acid Proportion in Ruminal Batch Cultures. J. Dairy Sci. 2016,
99, 399-407. [CrossRef]

13.  El-Sherbiny, M.; Cieélak, A.; Szczechowiak, J.; Kotodziejski, P.; Szulc, P.; Szumacher-Strabel, M. Effect of nanoemulsified oils
addition on rumen fermentation and fatty acid proportion in a rumen simulation technique. J. Anim. Feed Sci. 2016, 25, 116-124.
[CrossRef]

14. Kentish, S.; Wooster, T.J.; Ashokkumar, M.; Balachandran, S.; Mawson, R.; Simons, L. The Use of Ultrasonics for Nanoemulsion
Preparation. Innov. Food Sci. Emerg. Technol. 2008, 9, 170-175. [CrossRef]

15.  NRC. Nutrient Requirements of Small Ruminants; National Academies Press: Washington, DC, USA, 2007; ISBN 978-0-309-10213-1.

16.  AOAC. Official Method of Analysis, 18th ed.; AOAC International: Washington, DC, USA, 2005; ISBN 0935584544

17.  van Soest, PJ.; Robertson, ].B.; Lewis, B.A. Methods for Dietary Fiber, Neutral Detergent Fiber, and Nonstarch Polysaccharides in
Relation to Animal Nutrition. J. Dairy Sci. 1991, 74, 3583-3597. [CrossRef]

18. Marrez, D.A,; Cieslak, A.; Gawad, R.; Ebeid, H.M.; Chrenkova, M.; Gao, M.; Yanza, Y.R.; El-Sherbiny, M.; Szumacher-Strabel,
M. Effect of Freshwater Microalgae Nannochloropsis Limnetica on the Rumen Fermentation in Vitro. J. Anim. Feed Sci. 2017,
26, 359-364. [CrossRef]

19. Shivani, S.; Srivastava, A.; Shandilya, U.K.; Kale, V.; Tyagi, A.K. Dietary Supplementation of Butyrivibrio Fibrisolvens Alters
Fatty Acids of Milk and Rumen Fluid in Lactating Goats. . Sci. Food Agric. 2016, 96, 1716-1722. [CrossRef]

20. Zheng, H.C,; Liu, ].X;; Yao, ].H.; Yuan, Q.; Ye, HW.; Ye, ].A.; Wu, Y.M. Effects of Dietary Sources of Vegetable Oils on Performance
of High-Yielding Lactating Cows and Conjugated Linoleic Acids in Milk. J. Dairy Sci. 2005, 88, 2037-2042. [CrossRef]

21. Alzahal, O.; Odongo, N.E.; Mutsvangwa, T.; Or-Rashid, M.M.; Duffield, T.F;; Bagg, R.; Dick, P; Vessies, G.; McBride, B.W. Effects
of Monensin and Dietary Soybean Oil on Milk Fat Percentage and Milk Fatty Acid Profile in Lactating Dairy Cows. J. Dairy Sci.
2008, 91, 1166-1174. [CrossRef]

22.  Szczechowiak, ].; Szumacher-Strabel, M.; El-Sherbiny, M.; Pers-Kamczyc, E.; Pawlak, P; Cieslak, A. Rumen Fermentation, Methane
Concentration and Fatty Acid Proportion in the Rumen and Milk of Dairy Cows Fed Condensed Tannin and/or Fish-Soybean
Oils Blend. Anim. Feed Sci. Technol. 2016, 216, 93-107. [CrossRef]

23.  Altenhofer, C.; Spornraft, M.; Kienberger, H.; Rychlik, M.; Herrmann, J.; Meyer, HH.D.; Viturro, E. Effects of Rapeseed and
Soybean Oil Dietary Supplementation on Bovine Fat Metabolism, Fatty Acid Composition and Cholesterol Levels in Milk. J. Dairy
Res. 2014, 81, 120-128. [CrossRef] [PubMed]

24. Peterson, D.G.; Matitashvili, E.A.; Bauman, D.E. Nutrient-Gene Interactions Diet-Induced Milk Fat Depression in Dairy Cows
Results in Increased Trans-10, Cis-12 CLA in Milk Fat and Coordinate Suppression of MRNA Abundance for Mammary Enzymes
Involved in Milk Fat Synthesis. J. Nutr. 2003, 133, 3098-3102. [CrossRef]

25. Lanier, S.J.; Corl, B.A. Challenges in Enriching Milk Fat with Polyunsaturated Fatty Acids. J. Anim. Sci. Biotechnol. 2015, 6, 26.
[CrossRef]

26. Nawaz, H.; Ali, M. Effect of Supplemental Fat on Dry Matter Intake, Nutrient Digestibility, Milk Yield and Milk Composition of

Ruminants. Pak. J. Agric. Sci. 2016, 53, 271-275. [CrossRef]


http://doi.org/10.3168/jds.S0022-0302(93)77730-9
http://doi.org/10.1017/S1751731116001403
http://doi.org/10.3168/jds.2015-10006
http://doi.org/10.1017/S1751731112001681
http://www.ncbi.nlm.nih.gov/pubmed/23031638
http://doi.org/10.1016/j.aninu.2015.10.004
http://doi.org/10.3168/jds.S0022-0302(93)77511-6
http://doi.org/10.1136/gut.2010.233718
http://doi.org/10.1016/j.plefa.2011.04.010
http://doi.org/10.1016/j.orcp.2013.10.001
http://doi.org/10.1088/0953-8984/18/41/R01
http://doi.org/10.3168/jds.2015-9328
http://doi.org/10.22358/jafs/65571/2016
http://doi.org/10.1016/j.ifset.2007.07.005
http://doi.org/10.3168/jds.S0022-0302(91)78551-2
http://doi.org/10.22358/jafs/81275/2017
http://doi.org/10.1002/jsfa.7277
http://doi.org/10.3168/jds.S0022-0302(05)72880-0
http://doi.org/10.3168/jds.2007-0232
http://doi.org/10.1016/j.anifeedsci.2016.03.014
http://doi.org/10.1017/S002202991300071X
http://www.ncbi.nlm.nih.gov/pubmed/24351793
http://doi.org/10.1093/jn/133.10.3098
http://doi.org/10.1186/s40104-015-0025-0
http://doi.org/10.21162/PAKJAS/16.4781

Animals 2022, 12, 2559 12 0of 12

27.

28.

29.

30.

31.

32.

33.

34.

Veira, D.M.; Charmley, L.L.; Charmley, E.; Lee, A.]. The Effect of Feeding Soybean Oil to Mid-Lactation Dairy Cows on Milk
Production and Composition and on Diet Digestion. Can. J. Anim. Sci. 2001, 81, 425-428. [CrossRef]

Welter, K.C.; de Magalhaes Rodrigues Martins, C.M.; de Palma, A.S.V.; Martins, M.M.; dos Reis, B.R.; Schmidt, B.L.U.; Netto, A.S.
Canola Oil in Lactating Dairy Cow Diets Reduces Milk Saturated Fatty Acids and Improves Its Omega-3 and Oleic Fatty Acid
Content. PLoS ONE 2016, 11, €151876. [CrossRef] [PubMed]

Chilliard, Y.; Ferlay, A. Dietary Lipids and Forages Interactions on Cow and Goat Milk Fatty Acid Composition and Sensory
Properties. Reprod. Nutr. Dev. 2004, 44, 467-492. [CrossRef] [PubMed]

Szumacher-Strabel, M.; El-Sherbiny, M.; Adam Cieslak, A.; Szczechowiak, J.; Winiarska, H. Bioactive lipid components from
ruminant milk and meat: The new face of human health. In Biotechnology of Bioactive Compounds: Sources and Applications; Gupta,
VK., Tuohy, M.G,, Eds.; Wiley: Oxford, UK, 2015; pp. 599-629. [CrossRef]

Suksombat, W.; Thanh, L.P.; Meeprom, C.; Mirattanaphrai, R. Effects of Linseed Oil or Whole Linseed Supplementation on
Performance and Milk Fatty Acid Composition of Lactating Dairy Cows. Asian-Australas ]. Anim. Sci. 2014, 27, 951-959. [CrossRef]
[PubMed]

Khiaosa-Ard, R.; Leiber, F; Soliva, C.R. Methods of Emulsifying Linoleic Acid in Biohydrogenation Studies in Vitro May Bias the
Resulting Fatty Acid Profiles. Lipids 2010, 45, 651-657. [CrossRef] [PubMed]

Bauchart, D.; Legay-Carmier’, F. Lipid Metabolism of Liquid-Associated and Solid-Adherent Bacteria in Rumen Contents of
Dairy Cows Offered Lipid-Supplemented Diets. Br. ]. Nutr. 1990, 63, 563-578. [CrossRef] [PubMed]

Ozturk, B.; Argin, S.; Ozilgen, M.; McClements, D.J. Nanoemulsion Delivery Systems for Oil-Soluble Vitamins: Influence of
Carrier Oil Type on Lipid Digestion and Vitamin D3 Bioaccessibility. Food Chem. 2015, 187, 499-506. [CrossRef] [PubMed]


http://doi.org/10.4141/A01-016
http://doi.org/10.1371/journal.pone.0151876
http://www.ncbi.nlm.nih.gov/pubmed/27015405
http://doi.org/10.1051/rnd:2004052
http://www.ncbi.nlm.nih.gov/pubmed/15636165
http://doi.org/10.1002/9781118733103.ch25
http://doi.org/10.5713/ajas.2013.13665
http://www.ncbi.nlm.nih.gov/pubmed/25050036
http://doi.org/10.1007/s11745-010-3440-1
http://www.ncbi.nlm.nih.gov/pubmed/20582723
http://doi.org/10.1079/BJN19900143
http://www.ncbi.nlm.nih.gov/pubmed/2383533
http://doi.org/10.1016/j.foodchem.2015.04.065
http://www.ncbi.nlm.nih.gov/pubmed/25977056

	Introduction 
	Materials and Methods 
	Locations of the Study 
	Nanoemulsions Preparation 
	Animal Management 
	Diet and Treatments 
	Monitoring Production and Sampling 
	Chemical Analysis 
	Statistical Analysis 

	Results 
	Blood Chemistry 
	Milk Composition 
	Milk Amino Acid and Fatty Acid Proportion 

	Discussion 
	Milk Production and Composition 
	Milk Fatty Acid Composition 

	Conclusions 
	References

