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Abstract

In present study, linoleic acid from sunflower oil and propylene
glycol as solvent were used to synthesize conjugated linoleic
acid (CLA), and the response surface methodology (RSM) was
applied to optimize the process. The results showed that the
propylene glycol as solvent and reaction time were found to
have positive influence on the response, but the high reaction
temperature especially at high solvent levels and reaction time,
has led to a reduction in the production of CLA. Solvent content
of 6.25 mL, a temperature of 100 °C and a time of 140 min
were found to be the optimal conditions in the isomerization for
the production of cis9-trans11 and trans10-cis12 CLA isomers.
In the next step, the produced CLA were concentrated and
purified and used for the enrichment of skim milk. Then,
qualitative characteristics of milk including pH, peroxide value,
sensory properties and CLA retention during storage of
enriched milk in the 5 °C were investigated for 90 days. There
was no significant (P>0.05) difference between the control and
treated samples for one month after storage (P>0.05), but with
increasing storage time up to 60 and then 90 days the
differences increased (P<0.05). According to the results, the
level of remaining CLA in milk, as well as pH decreased over
time, but the peroxide value of the samples was increased.
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Introduction

Conjugated linoleic acid (CLA) refers to a
group of conjugated fatty acid isomers of
octadecadienoate (C;s,) with unsaturated
bonds with different positional and
geometric arrangements (Khaskheli,
Talpur, Demir, Cebeci, & Jawaid, 2013).
There is enhancing interest in producing
CLA as a food additive and functional
supplement because of its possible health
profits associated with its absorption
(Yurawecz, Kramer, Gudmundsen, Pariza,

& Banni, 2006). CLA has been shown to
prevent tumor promotion in tentative
animals, to decrease atherosclerotic plaque
and to lower blood cholesterol (Yeung,
Yang, Huang, Wang, & Chen, 2000). CLA
may increase immune functions and reduce
fat supply while it develops muscle and
bone density (Li & Watkins, 1998).
However, CLA as an antioxidant is found
ineffective (Yang, Huang, Wang, & Chen,
2002).
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It is found, 28 isomers out of a total of
56 1somers theoretically possible have
been identified, including 6,8; 7,9; 8,10;
9,11; 10,12; 11,13; and 12,14 carbon
locations in all the possible geometric
arrangements cis-cis, cis-trans, trans-cis,
and  trans-trans  (Roach, = Mossoba,
Yurawecz, & Kramer, 2002). However,
only cis9-trans11 CLA and trans10-cis12
CLA Isomers have shown significant
biological activity (Pariza, Park, & Cook,
2001). The principal isomer in the natural
food products is the cis9-transl1 CLA.
The sources containing this fatty acid are
milk, dairy products, meat and fat of the
ruminants such as beef, goat and sheep, as
this isomer is produced by the bacteria of
the tripe microorganisms (Salamon, Visi,
Andrés, Kiss, & Csapo, 2012).

Industrial production of CLA includes:
(1) alkali isomerization of linoleic acid; (2)
dehydration of ricinoleic acid methyl ester;
and (3) microbial synthesis of ¢9-t11 -18:2
from linoleic acid wusing different
microorganisms (Jiang, Bjorck, & Fonden,
1998). Each of these methods produces a
different level of CLA isomers. Among
these methods, alkali conversion of
linoleic acid is the most commonly process
for synthesize of CLA because it is
financially viable (Yang et al., 2002). In
contrast to the chemical catalysis,
microbiological methods have a high
specificity results and argument toward
the production of bioactive CLA isomers,
mainly toward the cis9-trans11-CLA
isomer (Khaskheli et al, 2013).
Unfortunately, the low transformation of
linoleic acids (LA) to CLA and the long
reaction times using by the
microbiological procedures make them
uncompetitive against alkali isomerization
(Salamon et al., 2012).

In alkali isomerization, the positions of
protons were transformed to conjugated
locations of the double bonds during the
hydrocarbon chain of LA, that is, without
methylene  carbons  between  them
(Lundberg, 1958). For this purpose,
vegetable oils with a high LA level are
heated at 180 °C with a strong alkali as

sodium or potassium hydroxide and
ethylene glycol for appropriate time
(Salamon et al., 2012; Yang & Liu, 2004).

Silva-Ramirez, Rocha-Uribe, Gonzalez-
Chavez, & Gonzalez (2017) found that the
selective synthesis of bioactive CLA is
produced at the optimal reaction
conditions even when oils rich in LA are
employed as substrate.

After finding beneficial effects of CLA,
different kinds of foods were evaluated in
order to determine, which can be the best
source of CLA. Food products such as
milk, cheese, yogurt, butter, cream and
meat were found to contain the highest
level of CLA (0.2-2 g CLA/100 g fat). But
based on the results of surveys with
different animals, the daily intake doses of
CLA, which can effectively contribute to
the prevention of cancer in humans 3.5 g
CLA/day, is significantly higher than the
average true CLA consumption (0.5- 1.5 g
CLA/day). With the increase of
consumption of commercial dairy product
the effective intake level cannot be
achieved (Jiang ef al., 1998). The solution
could be the formulation of food with
increased CLA-level. There are three
different approaches to receiving higher
level of CLA in functional foods. The first
one is synthetic CLA addition to the food
product (Garcia, Keough, Arcos, & Hill Jr,
2000). The second is extraction of meat fat
fraction enriched in CLA and addition it,
to the food products (Romero, Rizvi,
Kelly, & Bauman, 2000). And at last CLA
content of dairy products can be enhanced
with  different  feeding  techniques
(Donovan, Schingoethe, Baer, Ryali,
Hippen, & Franklin, 2000).

Several studies have been conducted
during the two recent decades in an effort
to enhance the CLA content of milk and
meat. For example, Bauman, Baumgard,
Corl, & Griinari (1999) published an
excellent article describing the
biosynthesis of CLA in ruminants. Other
articles have focused on the potential
health benefits of CLA (MacDonald, 2000;
Pariza, Park, & Cook, 2000). In other
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studies Martinez-Monteagudo, Saldafia,
Torres, & Kennelly (2012) evaluated the
effect of pressure-assisted thermal
sterilization (PATS) conditions on CLA
residue in enriched milk. Their results
showed after 14 min of treatment at 100
MPa, at least 80% of CLA was retained,
regardless of temperature used. CLA was
not stable up to 14 min of treatment at 600
MPa and 120 °C with a retention value of
approximately 3%. Under the same PATS
conditions, CLA was lost to a greater
extent in enriched milk than in enriched
AMEF. Possibly, CLA is lost through an
oxidation reaction that is catalyzed by free
metal ions released when applying
pressure. The addition of catechin at 1
g/kg of milk effectively enhanced CLA
retention (>90%) at any PATS condition in
both milk and anhydrous milk fat (AMF).
Shantha, Decker, & Ustunol (1992)
studied the effective factors on the
formation of CLA in dairy products. These
researchers reported that addition of whey
protein and skim milk powder increased
the amount of this fatty acid in cheese and
fatless yogurt.

In this study, we investigated the
production of CLA from sunflower oil by
alkali isomerization and its application in
the enrichment of low-fat milk. Therefore
present research was carried out in two
stages; (1) Optimization of the conditions
for CLA production by alkaline
isomerization and use of propylene glycol
as solvent. (2) Concentration and
purification of produced CLA and its use
in skim milk enrichment.

Materials and methods

Materials

Refined sunflower oil was purchased from
Nina Corporation (company), which
contained about 55% linoleic acid. Boron
trifluoride-metanol complex, H,SO4, HCI,
n-Hexane, Sodium methoxide, and
Potassium methoxide purchased from
Merck  Company. Propylene glycol
purchased from Sigma-Aldrich Company
and NaOH purchased from Applichem
Company.

Chemical isomerization

Production of CLA with LA isomerization
was performed as described by Chin, Liu,
Storkson, Ha, & Pariza (1992).
Accordingly, 1.2 g of the desired alkali
was dissolved in 5 mL of the propylene
glycol under nitrogen gas blast conditions
for 20 min at the desired temperature.
Then 2.5 mL of oil was added to the
mixture with 100, 120, 140, 160 and 180
°C temperatures. The temperature and time
required to perform isomerization reaction
were kept constant. After the reaction
mixture was completed, the mixture was
cooled at room temperature and then
neutralized by 40 mL of phosphoric acid
(H3PO,) phosphoric acid (H;PO,) because
phosphoric acid prevents the possible
degradation of CLA fatty acids (Liu,
Wang, Xu, Ding, & Guo, 2017). The pH
was reduced to less than 4 (about 3) and
then distilled water was added and mixed
for 5 min. After that the extraction
procedure was performed 3 times with 20
mL hexane. To remove hexane, mixture
was rinsed by NaCl 5% solution and
finally, hexane remaining was removed by
vacuum rotary evaporation (BUCHI,
Model R215-B491) and the purification
and dewatering step was performed by
sodium sulfate (Chin ef al., 1992; Silva-
Ramirez et al., 2017).

Methylation of oil samples

About 10 drops of oil were poured into test
tubes. Then, 7 mL of special
chromatography hexane solvent and 2 mL
of methanol potassium 2 M were added to
the test tubes, respectively. The test tubes
were sealed, well stirred and afterward
were placed in a serology water bath with
temperature of 50-55 °C for 15 min. The
water bath temperature was regularly
controlled by the thermometer to remain
constant at the desired temperature and the
contents of the test tubes were stirred
every 5 min. After 15 min, the test tubes
remained stationary for 5 min in water
bath at 50-55 °C. Afterward, the test tubes
were removed from the water bath without
shaking and the supernatant was used for
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injection into the gas chromatography
(IS0, 2000).

CLA and fatty acid determination

The fatty acid methyl esters according to
the ISO standard were measured by the gas
chromatography  (Model 6890 N,
AGILENT company, China) mobilized
with FID detector and HP-5 capillary
column (30 m length, 0.320 mm width,
0.25 um thickness) under the following
conditions: The injector temperature was
250 °C and the oven temperature was 160-
215 °C (The column temperature is same
oven temperature). The air pressure and
nitrogen were set to be 6 bars. The
chromatograms were analyzed with the
Galaxi software V1.19 and the peaks were
appointed with comparison with a GC
reference FAME standard (463-Nu Check
Prep., Inc., Elysian, MN) (Cruz-
Hernandez, Deng, Zhou, Hill, Yurawecz,
Delmonte, Mossoba, Dugan, & Kramer,
2004).

Purification of CLA mixture by urea-
inclusion crystallization

The crude mixture of CLA was gradually
added to urea and dissolved in methanol
(70 °C) in a ratio of 1:5:2 (oil, urea,
methanol). Then it was cooled at room
temperature for 4 h and its pH decreased to
3 by HCl. CLA was recovered in the
primary liquor by vacuum filtration with
45 pum diameter. Using this process, the
CLA concentration increased up to 90%
(Yang & Liu, 2004).

Enrich the milk with CLA

For this purpose, 3.3 g synthesized and
purified CLA (Cruz-Hernandez et al.,
2004) added to 675 mL skim-milk with fat
content of 0.5% and then the sterilization
process was performed. Enriched skim-
milk was stored in a refrigerator at 5 °C for
3 months. During this period, the quality
parameters of the product including pH,
peroxide value, sensory properties and also
CLA durability were investigated.

pH

To determine the pH of milk, pH meter
with an appropriate electrode model
Metrohm 744 was used.

Peroxide Value (PV)

The peroxide value of milk samples was
calculated based on the measurement of
iodine produced by reaction with
peroxides. 5 g of milk was intermixed by
10 mL of chloroform and 15 mL of acetic
acid (3:2 ratio), and then 1 mL of saturated
iodine potassium solution increased. After
I min stirring and keeping for 5 min in a
dark place, 1 mL starch glue and 30 mL
distilled water were added. The final
mixture was titrated with sodium
thiosulfate 0.02 N and the peroxide value
was calculated based on the following
equation (Jacobsen, 2010).

(1)

(S—B) x N x 1000
m

PV = (meg0,/kg) =

In this equation, S is the amount of
thiosulfate sodium used for milk samples
(mL), B volume of thiosulfate consumed
for the control sample (mL), N is the
sodium thiosulfate solution normality and
m is the sample weight of the milk.

Sensory properties

Sensory evaluation was performed by 10
trained panelists. The panelists were
selected on the basis of their accuracy and
interest, and were trained about milk score
test in the form of hedonic 5-point scale.
The scores of this test are in the range of 1
to 5, so that the number 5 is the best and
the number 1 is the worst (Meilgaard,
Carr, & Civille, 1999).

Experimental planning and statistical
analysis

The present study was carry out in two
separate stages. In the first stage response
surface  methodology (RSM)  was
employed to assess the effect of
independent changeable (Solvent content,
x1; heat of the process, x2; reaction time,
x3) on the production of c9-t11 and
t10-c12 1somers. Face central composite
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design was used to plan the experimental
data. Tentative data was modeled
employing the three-dimensional
representations of the response surface
generated by the model and Design Expert
software version 6.01 (States Inc.,
Minneapolis, USA). For this purpose
second-order polynomial fitted on the data
(Eq. 2). For data analysis in the milk
enrichment step, a completely randomized
one-way design by Minitab 16 software
were used. Differences were considered
significant at (P<0.05) with the Duncan's
multiple range experiment.

Y= bO +Z bl'xl' + Zbiixiz +Z bl-]-xl-x]-

In this equation Y is the predicted
reaction, by is the constant coefficient, b; is
linear effects, b;; is quadratic effects and by;
is interaction effects, and x;, Xx; are
independent coded changeable.

)

Results and discussion

The effect of variables on the ¢9-t11 isomer
production

The effect of variables of temperatures
(100, 120, 140, 160, and 180 °C), times
(20, 50, 80, 110, and 140 min) and solvent
content (1.25, 3.75, 6.25, 8.75, and 11.25
mL) on production conditions of c9-tl11
isomer was presented in Fig. (1).
According to the results of the analysis
variance and coefficients of the assorted
model on the response data, it was found
that among the variables, the most impact
belonged to the amount of propylene
glycol solvent, and then it was reaction
temperature of isomerization. As can be
seen, with increasing the temperature to
180 °C and increasing the solvent ratio to
11.25 mL the amount of ¢9-tl1 isomers
increased (Fig. 1a).

It should be noted that in a constant
amount of solvent, by decreasing the
temperature to 100 °C, the c9-t11 isomer
production was partially reduced, but these
changes were not significant (P>0.05), so
that, the highest production of c¢9-tll
isomer was observed at temperature of 180

°C and 1.25 mL solvent. Using the
temperature of 100 °C with increasing
solvent content to 6.25 mL, the production
of ¢9-t11 isomer was increased, but by
increasing the solvent content up to 6.25
mL, the rate of this isomer declined.

According to the results, it was found
that solvent concentrations lower than or
greater than 6.25 mL had an undesirable
effect on isomerization and the production
of c9-t11 isomer. Therefore, by decreasing
and increasing the solvent as the reaction
medium, the amount of -catalyst and
substrate availability is disturbed, and
finally isomerization and production of
c9-t11 isomer decreased. In other words,
in more quantities of propylene glycol, the
ability of catalyst in bonding to the
substrate is reduced due to the high
dilution of the reaction medium, and in
concentrations less than 6.25 mL, due to
the concentration of the reaction medium,
the ability of catalyst in connect to the
substrate decreased, as a result, the
isomerization reaction and the production
of ¢9-t11 isomer decreased.

The interaction impression of time and
temperature process on the production of
c9-t11 isomer is presented in Fig. (1b). As
can be seen, the rate of isomerization
reaction first slowly increased for 80-90
min, but in the final 40 min the reaction
speed increased significantly (P<0.05). In
the fixed amount of solvent (6.25 mL), the
lowest quantity of isomerization and
production of c9-t11 isomer was obtained
at 180 °C during 80 min, also the highest
isomerization of LA and production of
c9-t11 isomer was performed for 140 min
at 100 °C. Therefore, it can be concluded
that more time and especially high
temperature have no positive effect on the
increase of isomer production and due to
the conversion of c9-tl1 isomer to other
isomers (which are mainly trans-isomers),
its amount in the reaction mixture is
reduced.

The results of this study are consistent
with other researchers' reports. For
example; Yang ef al. (2002) considered the
conversion efficiency in the alkaline
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isomerization method more than any factor
dependent on temperature and reported
that the profile of conjugated linoleic acid
i1s a responsibility of temperature. When
used at 50 °C, only the ¢9-t11 and c¢9-cl1
isomers were produced, but with
increasing temperature to 120 °C, two
other isomers (t10-t12 and t9-t11) were
also produced. More trans-isomers
including t10-t12, t9-t11 and t8-t10
appeared at 160 °C. Yang & Liu (2004)
also reported that temperatures below 160
°C are suitable for the maximum
production of translO-cis12 and cis9-
transl1 isomers. They announced that,
when high temperatures and long times are
used, the amount of these isomers were
reduced and the c10-c12 isomer increased,
and when the temperature is set at 160 °C
and time factor increases, both of the
major isomers were reduced and the trans-
linoleic acid form of the CLA, including
t10-t12, is further enhanced. Iwata,
Kamegai, Sato, Watanabe, & Kasai (1999)
showed that with the use of propylene
glycol as a solvent, a higher conversion
rate of LA to CLA was observed compared
to the ethylene glycol, while the CLA
products obtained by this method had a
much lower coloration than other
conventional methods and more solubility
than other solvents.

Response function to estimate the
amount of c9-t11 isomer according to the
calculated regression coefficients was
obtained as the following equation (Eq. 3).
As the coefficients of the equation show
the changes in the amount of isomers has
inverse relationship whit changing the
studied variables, so that the quadratic
effect of the temperature and the linear
effect of the solvent had the least and the
most effect on the amount of isomer
production, respectively.

3)
Y(€9,T11) = 12.13 — 0.422x; — 0.048x, — 0.006x;
—0.026x? + 0.00006x?

+0.00015x2 + 0.0051x; x,
+0.0016x, x5 — 0.00016x,%5

7.46421 |

6.66222 1
5.86023 |

&
- Lz
5.05824 1 IIII//;;;;;;;;;;;’
AREsE L TT7772
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7.40717 ‘

6.8845 7

6.36184 |

/,,.«*’%40.00
C: Time 50.00 " 2 20.00
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Fig. 1. Response surface for the effect of (a)
solvent content and temperature (time; 80 min) (b)
temperature and time (solvent; 6.25 mL) on the

production of ¢9-t11 isomer

The effect of variables on the t10-c12 isomer
production

The changes in synthesize of trans10-cis12
isomer in the reaction mixture was similar
to the c9-t11 isomers. The latter fitted
model indicating the synthesize yield of
the t10-c12 isomers as a function of the
independent changeable is established as
Eq. (4). According to the results of the
analysis variance and coefficients of the
fitted model, the linear effect of the
temperature and solvent and also the
interaction effect of these two variables on
the amount of t10-c12 isomers were more
than the other studied variables effect.

As shown in Fig. (2a), with increasing
process temperature and solvent content,
the production of t10-c12 isomer increased
non-linearly. Decreasing the solvent to
1.25 mL and also raising the temperature
to 180 °C resulted in a sharp drop in the
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production of isomer t10-c12. While at
100 °C, with increasing solvent content to
6.25 mL, the production of t10-c12 isomer
increased. However, with an increase in
the amount of solvent to values higher than
6.25 mlL, the isomerization reaction
reduced again, although these changes
were not significant. Therefore, similar to
those observed in ¢9-t11 isomer, more and
less than 6.25 mL of solvent had an
adverse effect on the isomerization and
production of t10-c12 isomer.

The reaction time had less effect on the
changes in the production of isomers than
the temperature and solvent.

As shown in Fig. (2b), with increasing
the reaction time, the amount of t10-c12
increased, but these changes were not
noticeable at higher temperatures and
lower solvent content. Therefore, it can be
said that the effect of time in lower
temperature (100-140 °C) conditions and
average solvent content (6.25 mL) has a
greater impact on the production of CLA
isomers.

These results were in with the
investigation highlights conducted by
(Yang & Liu, 2004), who gathering that
the linear or the quadratic term of the time
have no significant effect on the
isomerization (P>0.05). High temperature
over a long time leads to a reduction in
trans-trans isomers and cis-cis isomers
increases, and so the presence of
impurities such as iron, copper and other
metals enhances the trans-transit isomers
production (Bernas, Kumar, Méki-Arvela,
Kul’kova, Holmbom, Salmi, & Murzin,
2003; Cardo, Bergada, Cesteros, &
Salagre, 2012). According to the results
obtained by Sabe (2003) the proper
temperature for production of CLA was
reported between 130 and 180 °C, and the
production of very small amount of sub-
isomers in the product during the reaction
1s inevitable.

In another similar research,
Koohikamali (2017) used temperature of
100 to 140 °C to produce the highest
concentrations of CLA, and stated that the
opposite is observed at temperatures above

140 °C, because the production of the
main CLA isomers is reduced. Studies
show that at temperature of 140 °C the
amount of isomerization reaction and
conversion of linoleic acid to CLA is
almost completed, and the amount of
useful isomers reaches its maximum
production (Bauer, Horlacher, & Claus,
2009; Khanal & Olson, 2004; Kritchevsky,
2000).

4)

Y(T10,€12) = 12.07 — 0.421x; — 0.053x;
—0.0059x; — 0.012x?
+0.00009x2 + 0.00006x2
+ 0.004x;x, + 0.0015x; x5
—0.00008x,x5

7.23625 |

6.56375 1
|

589125 1
5.21875 1

4.54625 |

| .
180.00 ‘\
160.00 ™
140.00 */_

“875
3 “6.25
B: Temprature  120.00 375
A: Solvent
<

" 1125

100.00 *1.25

7.55375
7.04205 *
6.53036 *

6.01866 °

80.00

C: Time 50.00 " /*37s
& A: Solvent
20.00 1.25

Fig. 2. Response surface for the effect of (a)
solvent content and time (temperature; 140 °C) (b)
solvent content and temperature (time; 80 min) on
the production of t10-c12 isomer

Optimization

Optimum condition for the production of
CLA isomers, with the highest production
efficiency, is determined using numerical
optimization of plan Expert software. This
optimum situation with a desirability of
77.5% 1s appendix in Table (1) that
provides the highest value of trans10-cis12
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and cis9-trans11 isomers. This showed that
the optimum conditions for production of
CLA isomers process were: Solvent
concentration of 6.74 mL, reaction
temperature of 100 °C and reaction time of
140 min. In optimal condition the amount
of trans10-cis12 and cis9-transl1 isomers
were equal till 844 and 7.62%,
respectively.

Table 1. Optimization of the reaction process to
produce maximum c9-t11 and t10-c12 isomers

Independent . . optimum
. minimum  maximum
variables value
Solvent (mL) 1.25 11.25 6.74
Temperature 1
o) 00 180 100
Time (min) 20 140 140
Desirability 77.5 %

Quality evaluation of enriched milk

pH

Analysis of variance showed that milk
enrichment had a significant (P<0.05)
impression on its pH changes during
storage time. Means comparison of the pH
values of the control and enriched samples
with CLA is presented in Fig. (3). As can
be seen, in the production day and the first
month, there was no statistically
significant (P>0.05) difference in the pH
of both samples, but in the second and
third months of storage, the pH value of
the control sample was significantly
(P<0.05) higher than the enriched milk.

Storage time also had a significant
effect on the pH of milk samples, so that
with the passing of time pH values of milk
samples decreased, but this reduces was
higher in the enriched milk by CLA.
Therefore, according to the results, the
lowest amount of PH belonged to the
sample of enriched milk after 3 months of
storage that equal to 6.4 and compared to
the production day with pH value of 6.7,
decreased significantly (Fig. 3).

Therefore, according to the results, it
was found that during the storage time pH
of milk samples are leached to
acidification due to oxidation of the fatty
acids, and since CLA are more susceptible
to oxidation because of their binary
bonding, the amount of pH in the enriched

milk samples more decreased
(Koohikamali, 2017). In a similar study
Farmani, Hesari, Bodbodak, & Pashaei
Bahram (2017) by evaluating the
qualitative characteristics of functional
milk-carrot drink reported that the pH of
this product was significantly reduced
during the 13 days of storage, so that the
product had a suitable quality until the
tenth day, but it was unacceptable on the
13™ day. Similar results were obtained by
Georgantelis, = Ambrosiadis,  Katikou,
Blekas, & Georgakis (2007) with
examining the changes in the pH of meat
products during storage. It should be noted
that in the present study after 3 months of
storage, all of sterilized milk samples in
terms of pH were of good quality and had
no problems with consumption.

6.8 1 a oCtrl ETreatment

Storage time (month)

Fig. 3. PH values of control and enriched milk
samples during storage

*® different letters within the storage time indicate
statistically significant differences at (P<0.05).

Peroxide value

Measuring the peroxide value (PV) is
performed to determine the primary
oxidation products in dairy products.
Despite peroxides lack of flavor and taste,
it can be used as an indicator for the
quality changes created by light for each
food product (Mortensen, Serensen, &
Stapelfeldt, 2002). The results of analysis
of variance demonstrated that the effect of
CLA addition and storage time on the
changes in the PV of milk samples were
significant (P<0.05). Means comparison of
the PVs of the control and enriched
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samples with CLA is presented in Fig. (4).
As can be seen, there was no statistically
significant differences in the peroxide
value of both samples on production day
until first month (£>0.05), but in other
times (second and third months), the PV of
the enriched samples were significantly
higher than the control sample.

In both samples, from the production
day until the third month of storage, the
PV increased, so that the highest amount
of PV on the 90™ day was attributed to the
enriched sample. It should be noted that
although the PV of milk samples,
especially in the enriched milk, during the
three months of storage has reached 5-6
times the initial value, but both samples
were useable for the consumer. The reason
for increase in PV of milk samples during
storage 1is oxidation of fatty acids
especially unsaturated fatty acids, and in
enriched milk samples due to presence of
CLA, the oxidation reaction rate has been
higher, which leads to an increase in the
PV.

Oxidation of fatty acids is one of the
main causes of food spoilage and it can
resulted the texture, taste, aroma, color
and shelf-life of the foods, and this limits
the employ of sources containing
unsaturated fatty acids in enrichment of
food products (Jacobsen, 2010). The main
substrates for the reaction of fat oxidation
are unsaturated fatty acids with one or
more double bond (Ottaway, 2008). Based
on the findings, it appears that proper
foods for enrichment with CLA and other
unsaturated fatty acids are those that are
consumed at a high rate, kept in a short
time and at low temperature and sealed in
non-penetrating packages to air and light
(Kolanowski & Weillbrodt, 2007). In
similar research, Ghorbni Hassan Sarai,
Shahidi, Ghodoosi, Motamed Zadegan, &
Varidi (2015) used omega-3 oil for
enriching yogurt and reported that
peroxide value of the enriched yogurt
increased significantly during storage.
Georgantelis et al. (2007) also reported a
develop in the PV of meat products
containing CLA during the shelf life.

Campbell,  Webster, Koziol-McLain,
Block, Campbell, Curry, Gary, Glass,
McFarlane, Sachs, Sharps, Ulrich, Wilt,
Manganello, Xu, Schollenberger, Frye, &
Laughon (2003) and Martinez-
Monteagudo et al. (2012) stated that the
conjugated double bond system (e.g. CLA)
1s more susceptible to autoxidation than
the non-conjugated double bond system
(e.g. linolenic acid).
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Fig. 4. Peroxide values of control and enriched
milk samples during storage

*® different letters within the storage time indicate
statistically significant differences at (P<0.05).

Sensory Properties

The results showed that storage time and
CLA had a significant (P<0.05)
impression on the overall acceptance of
milk samples.

According to the results of the means
comparison, during 3 months of storage,
the acceptance of milks were reduced and
these changes were significantly higher in
the enriched samples (Fig. 5). As can be
seen, there was no significant (P>0.05)
difference in the sensory properties of the
control and the enriched samples during 30
days of storage, and the score of these
samples was in the range of 3.5-4, which is
acceptable in terms of consumption. While
in the second and third months, although
the overall acceptance of both milk
samples decreased, this decrease was
higher in fortified milk so that the lowest
score of overall acceptance belonged to
enriched milk on the 90" day, which
equaled to 2.1 (Fig. 5). Therefore, based



Research and Innovation in Food Science and Technology, 9 (2021) 4,

384

on panelists score the enriched milk had no
problem with consumption until 60-75
days after storage, but with an increase in
storage time until the 90" day, its sensory
properties 1s unacceptable. While the
control sample received an acceptable
consumer score after three months of
maintenance, so that the average score of
panelists on the 90™ day was more than 3
(Fig. 5).

The reason for the reduction of the
overall acceptance score of enriched milk
compared to the control sample in the first
month of storage can be due to the slight
different odor which was caused by the
addition of CLA to milk, and the increase
in the negative response to this product in
the last months of storage, which has a
significant growth, can be due to the
increased oxidation of the product during
storage and the production of metallic taste
in it, which makes the taste unpleasant for
the consumers (EI-Nor & Khattab, 2012).
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Fig. 5. Sensory properties score of control and
enriched milk samples during storage

*® different letters within the storage time indicate
statistically significant differences at (P<0.05).

Constancy of CLA in enriched milk

Alteration of the CLA content of the
enrichment milk samples during the 90
days storage are shown in Fig. (6). The
amount of CLA measured in enriched milk
samples on the production day was
51.75% of the total milk fatty acids, which
was reduced by 51.2% during the first
month of storage at refrigerator
temperature, and these changes were not

statistically ~ significant (P>0.05). The
amount of this fatty acids decreased in the
second and third months of storage, by
50.6 and 49.4%, respectively, which was
significant (P<0.05) compared to the first
day of production.

As noted earlier, the reason for the
reduction of CLA is the presence of double
bands in their structure and, as a result,
more sensitive to oxidation reactions.
Another factor is probably the high
temperature of milk sterilization that can
increase the oxidation reaction rate and
leads to structural degradation of these
fatty acids (Zhang & Chen, 1997). Our
findings are in conformity with the
conclusions of Martinez-Monteagudo et al.
(2012) that examined the stability of CLA
added to milk. They reported that the
amount of CLA decreases rapidly during
product storage, and pressure and
temperature can affect the reaction steps
and accelerate the CLA oxidation. In
another study, it was shown that with the
storage of soybean oil for up to 60 days
due to the sensitivity of unsaturated fatty
acids to oxidation, the amount of
unsaturated fatty acids such as linoleic
acid, decreased from 61.76 to 57.83%
(Khaneghah, Sh, & Ameri, 2012). Zhang
& Chen (1997) also showed that the
oxidation rate of conjugated linoleic acid
as the free fatty acid was similar to that of
free docosahexaenoic acid in air at 90 °C
and considerably greater than those of free
linoleic acid, linolenic acid, and
arachidonic acid. They analyzed the
remaining fatty acids by GC after
esterification with BF;. However, CLA in
the triacylglycerol form was more stable,
although it still oxidized more readily than
linoleic acid, linolenic acid, or arachidonic
acid. The impression of processing
situation, dairy cultures, and storage
situation  on conjugated linoleic acid
amount of dairy products have been
studied. For example, pasteurizing raw
milk for 30 min at 68.3 °C did not change
the conjugated linoleic acid amount of
milk  (Baer, Ryali, Schingoethe,
Kasperson, Donovan, Hippen, & Franklin,
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2001). Producing milk under normal
conditions (for 30 min up to 85 °C) into
dairy products such as, cheese, sour cream
, yogurt and ice cream had no influence on
the conjugated linoleic acid amount (Dave,
Ramaswamy, & Baer, 2002; Shantha et
al., 1992). Various studies have shown that
the conjugated linoleic acid amount of
dairy products when milk is processed at
higher  temperatures. For instance,
clarification of ghee (butter oil) at 110 and
120 °C the CLA amount to 0.9 and 2.1%
of fat, respectively, compared to 0.6% in
raw milk (Aneja & Murthi, 1990). In
another study, the processing of Cheddar
cheese at 80 to 90 °C under atmospheric
conditions increased CLA from 0.40 to
0.51% of fat; however, processing at 70 to
85 °C under nitrogen did not alter the
conjugated linoleic acid amount (Shantha
et al., 1992).
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Fig. 6. Changes of CLA content in enriched milk
samples during storage

*¢ different letters within the storage time indicate
statistically significant differences at (P<0.05).

Conclusions

In this study first, the effect of propylene
glycol content and temperature and reaction
time on the production yield of conjugated

References

linoleic acid from sunflower oil were
optimized and then the produced CLA was
used to enrich the low-fat milk. According
to the results, it was found that by
increasing the solvent concentration to 6.25
mL and time up to 140 min, the linoleic
acid isomerization and CLA production
increased, but the reaction temperature had
a negative impression on the trans10-cis12
and cis9-transl1 conjugated linoleic acid
isomers  production efficiency. The
optimum condition that provided the
maximum value of conjugated linoleic acid
isomers were: process temperature of 100
°C, solvent content of 6.25 mL and reaction
time of 140 min. Conjugated linoleic acid
in dairy products were shown to be a stable
compound under normal cooking and
storage conditions. In milk and dairy
products total of CLA content is about 0.34
to 1.07% of total fat. The results of this
study showed that CLA-enriched milk had
an acceptable stability during the 90 days
refrigerated storage, so that at the end of the
maintenance cycle, only about 4% of the
conjugated linoleic acid isomers were
reduced. The enriched samples in terms of
pH and peroxide value also had a good
quality compared to the control sample; but
organoleptic assessment showed that the
taste of the enriched milk samples after 3
months of storage was unpleasant for
consumers due to the high oxidation of
unsaturated fatty acids spatially conjugated
linoleic acid isomers and the creation of a
metallic taste. Therefore, based on chemical
and sensory evaluations, the shelf life of the
enriched milk in this study conditions is
recommended for 75 days.

Angja, R., & Murthi, T. (1990). Conjugated linoleic acid contents of Indian curds and ghee. Indian Journal of Dairy

Science, 43(2),231-238 .

Baer, R., Ryali, J., Schingoethe, D., Kasperson, K., Donovan, D., Hippen, A., & Franklin, S. (2001). Composition and
properties of milk and butter from cows fed fish oil. Jowrnal of dairy science, 84(2), 345-353.

doi:https://doi.org/10.3168/jds.S0022-0302(01)74483-9

Bauer, P., Horlacher, P., & Claus, P. (2009). Direct isomerization of linoleic acid to conjugated linoleic acids (CLA)
using gold catalysts. Chemical Engineering & Technology: Industrial Chemistry-Plant Equipment-Process
Engineering-Biotechnology, 32(12), 2005-2010. doi:https://doi.org/10.1002/ceat.200900384


https://doi.org/10.3168/jds.S0022-0302(01)74483-9
https://doi.org/10.1002/ceat.200900384

Research and Innovation in Food Science and Technology, 9 (2021) 4, 386

Bauman, D., Baumgard, L., Corl, B., & Griinari ,d. J. (1999). Biosynthesis of conjugated linoleic acid in ruminants.
Paper presented at the Proceedings of American Society of Animal Science.

Bernas, A., Kumar, N., Miki-Arvela, P., Kul’kova, N. V., Holmbom, B., Salmi, T., & Murzin, D. Y. (2003).
Isomerization of linoleic acid over supported metal catalysts. Applied Catalysis A: General, 245(2), 257-275.
doi:https://doi.org/10.1016/S0926-860X(02)00646-4

Campbell, J. C., Webster, D., Koziol-McLain, J., Block, C., Campbell, D., Curry, M. A., Gary, F., Glass, N., McFarlane,
J., Sachs, C., Sharps, P., Ulrich, Y., Wilt, S. A., Manganello, J., Xu, X., Schollenberger, J., Frye, V., & Laughon, K.
(2003). Risk factors for femicide in abusive relationships: results from a multisite case control study. Am J Public
Health, 93(7), 1089-1097. doi:https://doi.org/10.2105/ajph.93.7.1089

Cardd, X., Bergada, O., Cesteros, Y., & Salagre, P. (2012). Effect of catalyst acidity and porosity on the catalytic
isomerization of linoleic acid to obtain conjugated linoleic acids (CLAS). Chemical Engineering Journal, 183, 459-
465. doi:https://doi.org/10.1016/j.cej.2011.12.088

Chin, S., Liu, W., Storkson, J., Ha, Y., & Pariza, M. (1992). Dietary sources of conjugated dienoic isomers of linoleic
acid, a newly recognized class of anticarcinogens. Journal of food composition and analysis, 5(3), 185-197.
doi:https://doi.org/10.1016/0889-1575(92)90037-K

Cruz-Hemandez, C., Deng, Z., Zhou, J., Hill, A. R., Yurawecz, M. P., Delmonte, P., Mossoba, M. M., Dugan, M. E., &
Kramer, J. K. (2004). Methods for analysis of conjugated linoleic acids and trans-18: 1 isomers in dairy fats by using
a combination of gas chromatography, silver-ion thin-layer chromatography/gas chromatography, and silver-ion
liquid chromatography. Journal of AOAC International, 87(2), 545-562. doi:https://doi.org/10.1093/jacac/87.2.545

Dave, R., Ramaswamy, N., & Baer, R. (2002). Changes in fatty acid composition during yogurt processing and their
effects on yogurt and probiotic bacteria in milk procured from cows fed different diets. Australian Journal of Dairy
Technology, 57(3), 197 .

Donovan, D., Schingoethe, D., Baer, R., Ryali, J., Hippen, A., & Franklin, S. (2000). Influence of dietary fish oil on
conjugated linoleic acid and other fatty acids in milk fat from lactating dairy cows. Journal of dairy science, 83(11),
2620-2628. doi:https://doi.org/10.3168/jds.S0022-0302(00)75155-1

El-Nor, S. A., & Khattab, M. S. (2012). Enrichment of Milk with Conjugated Linoleic Acid by Supplementing. Pakistan
Journal of Biological Sciences, 15(14), 690-693. doi:https://doi.org/10.3923/pjbs.2012.690.693

Farmani, B., Hesari, J., Bodbodak, S., & Pashaei Bahram, R. (2017). Effect of operating parameters and storage time on
the quality and microbial characteristics functional milk-carrot drink Food Science and Technology, 14(64), 229-217 .

Garcia, H., Keough, K., Arcos, J., & Hill Jr, C. (2000). Interesterification (acidolysis) of butterfat with conjugated
linoleic acid in a batch reactor. Journal of dairy science, 83(3), 371-377. doi:https://doi.org/10.3168/jds.S0022-
0302(00)74891-0

Georgantelis, D., Ambrosiadis, 1., Katikou, P., Blekas, G., & Georgakis, S. A. (2007). Effect of rosemary extract,
chitosan and a-tocopherol on microbiological parameters and lipid oxidation of fresh pork sausages stored at 4 C.
Meat science, 76(1), 172-181. doi:https://doi.org/10.1016/j.meatsci.2006.10.026

Ghorbni Hassan Sarai, A., Shahidi, F., Ghodoosi, H. B., Motamed Zadegan, A., & Varidi, M. (2015). Oxidative stability
of enriched yoghurts with different omega 3 sources during storage. Food Science and Technology, 13, 165-173 (in
Persian) .

ISO, P. (2000). Animal and vegetable fats and oils—preparation of methyl esters of fatty acids. Polish Standard Method
PN-EN ISO, 5509, 2000 .

Iwata, T., Kamegai, T., Sato, Y., Watanabe, K., & Kasai, M. (1999). Method for producing conjugated linoleic acid:
Google Patents.

Jacobsen, C. (2010). Enrichment of foods with omega-3 fatty acids: a multidisciplinary challenge. Annals of the New
York Academy of Sciences, 1190(1), 141-150 .doi:https://doi.org/10.1111/j.1749-6632.2009.05263.x

Jiang, J., Bjorck, L., & Fonden, R. (1998). Production of conjugated linoleic acid by dairy starter cultures. Journal of
Applied Microbiology, 85(1), 95-102. doi:https://doi.org/10.1046/j.1365-2672.1998.00481.x

Khanal, R., & Olson, K. (2004). Factors affecting conjugated linoleic acid (CLA) content in milk, meat, and egg: A
review. Pakistan Journal of Nutrition, 3(2), 82-98. doi:https://doi.org/10.3923/pjn.2004.82.98

Khaneghah, M., Sh, S., & Ameri, M. (2012). Effects of storage conditions and PET packaging on quality of edible oils in
Iran. Advances in Environmental Biology, 6(2), 694-701 .

Khaskheli, A. A., Talpur, F. N., Demir, A. S., Cebeci, A., & Jawaid, S. (2013). A highly selective whole cell biocatalysis
method for the production of two major bioactive conjugated linoleic acid isomers. Biocatalysis and Agricultural
Biotechnology, 2(4), 328-332. doi:https://doi.org/10.1016/j.bcab.2013.06.004

Kolanowski, W., & Weillbrodt, J. (2007). Sensory quality of dairy products fortified with fish oil. International dairy
Journal, 17(10), 1248-1253. doi:https://doi.org/10.1016/j.idairyj.2007.04.005


https://doi.org/10.1016/S0926-860X(02)00646-4
https://doi.org/10.2105/ajph.93.7.1089
https://doi.org/10.1016/j.cej.2011.12.088
https://doi.org/10.1016/0889-1575(92)90037-K
https://doi.org/10.1093/jaoac/87.2.545
https://doi.org/10.3168/jds.S0022-0302(00)75155-1
https://doi.org/10.3923/pjbs.2012.690.693
https://doi.org/10.3168/jds.S0022-0302(00)74891-0
https://doi.org/10.3168/jds.S0022-0302(00)74891-0
https://doi.org/10.1016/j.meatsci.2006.10.026
https://doi.org/10.1111/j.1749-6632.2009.05263.x
https://doi.org/10.3923/pjn.2004.82.98
https://doi.org/10.1016/j.bcab.2013.06.004
https://doi.org/10.1016/j.idairyj.2007.04.005

Shayanmehr et al. Optimization of Conjugated Linoleic Acid (CLA) Synthesis ... 387

Koohikamali, S. (2017). Response Surface Optimization of a Solvent Free Production of cis-9, trans-11 and trans-10 ,cis-
12 Isomers of Conjugated Linoleic Acid Using High Linoleic Sunflower Oil. Food and Nutrition Sciences, 8(06),
658. doi:https://doi.org/10.4236/fns.2017.86047

Kritchevsky, D. (2000). Antimutagenic and some other effects of conjugated linoleic acid. British journal of nutrition,
83(5), 459-465. doi:https://doi.org/10.1017/S000711450000058 1

Li, Y., & Watkins, B. A. (1998). Conjugated linoleic acids alter bone fatty acid composition and reduce ex vivo
prostaglandin E 2 biosynthesis in rats fed n-6 or n-3 fatty acids. Lipids, 33(4), 417-425.
doi:https://doi.org/10.1007/s11745-998-0223-9

Liu, S., Wang, Z., Xu, X., Ding, Y., & Guo, Z. (2017). Production of conjugated linoleic acid-rich cottonseed oil by
supported  Ru  catalyzed isomerization.  Industrial ~ Crops and  Products, 97, 10-20.
doi:https://doi.org/10.1016/j.indcrop.2016.12.004

Lundberg, W. (1958). Alkali-isomerization reactions of unsaturated fatty acids. The American journal of clinical
nutrition, 6(6), 592-593. doi:https://doi.org/10.1093/ajcn/6.6.592

MacDonald, H. B. (2000). Conjugated linoleic acid and disease prevention: a review of current knowledge. Journal of
the American College of Nutrition, 19(sup2), 111S-118S. doi:https://doi.org/10.1080/07315724.2000.10718082

Martinez-Monteagudo, S. 1., Saldafia, M. D., Torres, J. A., & Kennelly, J. J. (2012). Effect of pressure-assisted thermal
sterilization on conjugated linoleic acid (CLA) content in CLA-enriched milk. Innovative Food Science & Emerging
Technologies, 16,291-297. doi:https://doi.org/10.1/+) 7j.ifset.2012.07.004

Meilgaard, M. C., Carr, B. T., & Civille, G. V. (1999). Sensory evaluation techniques: CRC press.

Mortensen, G., Serensen, J., & Stapelfeldt, H. (2002). Comparison of peroxide value methods used for semihard cheeses.
Journal of agricultural and food chemistry, 50(18), 5007-5011. doi:https://doi.org/10.1021/jf0200220

Ottaway, P. B. (2008). Food fortification and supplementation: Technological, safety and regulatory aspects: Elsevier.

Pariza, M. W., Park, Y., & Cook, M. (2000). Mechanisms of Action of Conjugated Linoleic Acid: Evidence and
Speculation (44457). Proceedings of the Society for Experimental Biology and Medicine, 223(1), 8-13.
doi:https://doi.org/10.1177/153537020022300102

Pariza, M. W, Park, Y., & Cook, M. E. (2001). The biologically active isomers of conjugated linoleic acid. Progress in
lipid research, 40(4), 283-298. doi:https://doi.org/10.1016/S0163-7827(01)00008-X

Roach, J. A., Mossoba, M. M., Yurawecz, M. P., & Kramer, J. K. (2002). Chromatographic separation and identification
of conjugated linoleic acid isomers. Analytica Chimica Acta, 465(1-2), 207-226. doi:https://doi.org/10.1016/S0003-
2670(02)00193-9

Romero, P., Rizvi, S., Kelly, M., & Bauman, D. (2000). Concentration of conjugated linoleic acid from milk fat with a
continuous  supercritical ~ fluid  processing system. Jowrnal of dairy science, 83(1), 20-22.
doi:https://doi.org/10.3168/jds.S0022-0302(00)74849-1

Sabwe, A. (2003). Commercial synthesis of conjugated linoleate. Advances in conjugated linoleic acid research, 2, 71-81 .

Salamon, R., Visi, E., Andras, C. D., Kiss, Z. C., & Csapo, J. (2012). Synthetic methods for obtaining conjugated linoleic
acids (CLA) by catalysis. Acta Univ. Sapientiae, Alimentaria, 5, 32-51 .

Shantha, N., Decker, E., & Ustunol, Z. (1992). Conjugated linoleic acid concentration in processed cheese. Journal of the
American Oil Chemists’ Society, 69(5), 425-428. doi:https://doi.org/10.1007/BF02540942

Silva-Ramirez, A. S., Rocha-Uribe, A., Gonzalez-Chavez, M. M., & Gonzalez, C. (2017). Synthesis of conjugated
linoleic acid by microwave-assisted alkali isomerization using propylene glycol as solvent. European journal of lipid
science and technology, 119(4), 1600079. doi:https://doi.org/10.1002/¢j1t.201600079

Yang, L., Huang, Y., Wang, H .Q., & Chen, Z.-Y. (2002). Production of conjugated linoleic acids through KOH-
catalyzed dehydration of ricinoleic acid. Chemistry and Physics of lipids, 119(1-2), 23-31.
doi:https://doi.org/10.1016/S0009-3084(02)00052-X

Yang, T.-S., & Liu, T.-T. (2004). Optimization of production of conjugated linoleic acid from soybean oil. Journal of
agricultural and food chemistry, 52(16), 5079-5084. doi:https://doi.org/10.1021/jf0401017

Yeung, C. H. T., Yang, L., Huang, Y., Wang, J., & Chen, Z.-Y. (2000). Dietary conjugated linoleic acid mixture affects
the activity of intestinal acyl coenzyme A: cholesterol acyltransferase in hamsters. British journal of nutrition, 84(6),
935-941. doi:https://doi.org/10.1017/S0007114500002579

Yurawecz, M. P., Kramer, J. K., Gudmundsen, O., Pariza, M. W., & Banni, S. (2006). Advances in Conjugated Linoleic
Acid Research (Vol. 3): AOCS Publishing.

Zhang, A., & Chen, Z. (1997). Oxidative stability of conjugated linoleic acids relative to other polyunsaturated fatty
acids. Journal of the American Oil Chemists' Society, 74(12), 1611-1613. doi:https://doi.org/10.1007/s11746-997-
0086-0


https://doi.org/10.4236/fns.2017.86047
https://doi.org/10.1017/S0007114500000581
https://doi.org/10.1007/s11745-998-0223-9
https://doi.org/10.1016/j.indcrop.2016.12.004
https://doi.org/10.1080/07315724.2000.10718082
https://doi.org/10.1016/j.ifset.2012.07.004
https://doi.org/10.1021/jf0200220
https://doi.org/10.1177/153537020022300102
https://doi.org/10.1016/S0163-7827(01)00008-X
https://doi.org/10.1016/S0003-2670(02)00193-9
https://doi.org/10.1016/S0003-2670(02)00193-9
https://doi.org/10.3168/jds.S0022-0302(00)74849-1
https://doi.org/10.1007/BF02540942
https://doi.org/10.1002/ejlt.201600079
https://doi.org/10.1016/S0009-3084(02)00052-X
https://doi.org/10.1021/jf0401017
https://doi.org/10.1017/S0007114500002579
https://doi.org/10.1007/s11746-997-0086-0
https://doi.org/10.1007/s11746-997-0086-0

Research and Innovation in Food Science and Technology, 9 (2021) 4, 388

30 ol 31 oolaswl g (CLA) 4893565 Suid i vl a8 by (65 lwvainte
0 Gilw e
"o sT hozme 7751y coled rm ol < ptn sy L L jazre

U‘)"‘ ‘)‘5}7'“) g@)’l.w‘ &bi eli.i‘.;b ‘)‘5}?'“" .A.’>‘5 ‘Ls_:L.\.c b:L..o 9 ro9l.c 6..4..\...@‘,4 05; ‘ng.'LSD 69"“‘)“) —\

U‘)"‘ ‘)‘5}7'“) g@)’l.w‘ &bi eli.i‘.;b ‘)‘5}?'“" .A.’>‘5 ‘@LA.C b:L..o 9 ro9l.c 6..4..\...@‘,4 6MJ)9AT 05; 4}:..’."4‘& —Y

(ah_elhami@iaus.ac.ir) Jgtuwe docuws s

Ol lg e oDl 15T oLl )l s 91y (5 5,5LiS cwiige (S50 09,5 ¢,luilo-Y

ouS

5,5 )5 o5 axginge calsd 5 iasT el il o Slblons 3 o1 Jiiliy Jidoey st (CLA) #553558 Sty ol
‘5‘)" (RSM) GMJ[J G!a....« L)‘Jj) )| 9 &l eolaw! CLA e 6‘)" u‘b;ubﬁ" u.cﬁ) )| J..ol} s_i,_i.]}._..] .A...w‘ )| g].cL> axllas B ]
oo Lol 00,135 oo owly 5 oo )...>b 0iiSTy loy 9 Mo lsicds JoSdS flag oS ols ylid zols .ol oolaiwl aiyl 8 g 5lwaige
Voo Gloo id e PIVD Pl lgiome 098 o0 CLA o)y ralSay e (jiiSTy loj 5 Mo oYL polie jo ofrga YU 1Sy
Sedgid ol t10-c12 5 €9-t11 (slo oyl adsi (sl yamml i jog il jo digy Lol i lgicay ad 8o VFe loj 5 ol 5 cles 4 jo
U .)9.»6@ X e &I O j.u.a Lg)l"“gs": 6‘2.1 9 OMM 9 )Sj-"-'-“ c..\.u..\..]y CLA A= 3.1.’>J.A B RWIFVES I 4)45);95
A y0 0 gloo jo oad g8 b 5,50 Jlole ¥ b 0 CLA Jlade g ow oles STy Jlade pH ol i 25 Sleogas
G3lwo 3 5l ol VDo 4y o jles 9wl gladigad cp (P<+/+0) (g b sire B .2E)F 18 w050 o 5 Ol
bl adz gl (P> /- 0) cdl Gioli8l diged 90 cpl cp BB 59, Ve a9 £ U (g laeS loy e rol38l b Lol caid ol
el @Bl ol 3] adiges apnS Ty lade Lol sl alS ley cudS LPH (pioren 5 i ;o onile 8L CLA jlade

o il it gl o (g (J3SAS g p « 2LdE Gamel 3 o9l aS 55355 Setlgid sl guads” slaely


mailto:ah_elhami@iaus.ac.ir

	Fig1
	Fig2
	Fig3
	Table1
	Fig4
	Fig5
	_ENREF_1
	_ENREF_2
	_ENREF_3
	Fig6
	_ENREF_10
	_ENREF_11
	_ENREF_12
	_ENREF_13
	_ENREF_14
	_ENREF_15
	_ENREF_16
	_ENREF_17
	_ENREF_18
	_ENREF_19
	_ENREF_20
	_ENREF_21
	_ENREF_22
	_ENREF_23
	_ENREF_24
	_ENREF_4
	_ENREF_5
	_ENREF_6
	_ENREF_7
	_ENREF_8
	_ENREF_9
	_ENREF_25
	_ENREF_26
	_ENREF_27
	_ENREF_28
	_ENREF_29
	_ENREF_30
	_ENREF_31
	_ENREF_32
	_ENREF_33
	_ENREF_34
	_ENREF_35
	_ENREF_36
	_ENREF_37
	_ENREF_38
	_ENREF_39
	_ENREF_40
	_ENREF_41
	_ENREF_42
	_ENREF_43
	_ENREF_44
	_ENREF_45
	_ENREF_46
	_ENREF_47

