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Abstract: Kinetic analysis was used to study the destabilization of mayonnaise by focusing on the
fat crystals. Mayonnaise prepared from rapeseed oil and soybean oil was stored at temperatures
ranging from —20 to —40 °C. The destabilization kinetic parameters were measured by observing oil
separation over time. The destabilization rate constant, k;, increased with decreasing temperature.
The highest value of k; was 1.28 x 1072 min~! at —40 °C for rapeseed oil mayonnaise (RoM) and the
lowest was 1.95 x 107% min~! at —20 °C for soybean oil mayonnaise (SoM). At each temperature,
the k; value in RoM was higher than that in SoM. However, the order of destabilization, n, followed
no specific pattern. The crystallization rate constant, K., and Avrami constant, n, were calculated
using microscopic images of the fat crystals. The increase in crystallization kinetic parameters with
decreasing temperature revealed changes in crystal behavior. Both the destabilization rate constant, k;,
and the crystallization rate constant, K., depended on the temperature. This temperature dependency
behavior showed a correlation between k; and K., suggesting that the destabilization rate depended
on the rate of growth of fat crystals during the freeze-thawing of mayonnaise.
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1. Introduction

Mayonnaise is a semi-solid oil-in-water (O/W) emulsion composed of vegetable oil as the oil
phase and vinegar, egg yolk (emulsifier), salt, and sugar as the water phase. Mayonnaise usually
contains 70-80% fat [1] and is widely consumed with different foods to improve their palatability and
desirability. Many food emulsions, such as sauces and beverages, can be frozen to increase their shelf
life [2-4] or are frozen for easier commercial transportation. However, the destabilization or phase
separation of emulsions during freeze-thawing is an important problem to overcome.

Most O/W emulsions are destabilized after freeze-thawing because of crystallization of the
fat and water in the respective phases [2,5] through coalescence or partial coalescence [6]. Several
approaches have been reported that study how water and fat crystallization affects destabilization
during the freeze-thawing of O/W emulsions. Ice crystals can destabilize emulsions by flocculating
oil droplets, increasing ionic strength, and changing the pH in the unfrozen aqueous phase [5,7,8].
These changes in the emulsion increase contact between oil droplets. Ice crystals can also become
larger by recrystallizing during storage, which disrupts the interfacial membranes [9]. Ice crystal may
have influence on destabilization in mayonnaise type emulsion but fat crystal is strongly related with
the stability during freeze-thawing [10]. During freezing, fat crystals can penetrate neighboring oil
droplets, which causes partial coalescence in the O/W emulsion [11,12]. These partially-coalesced
droplets then collapse to form larger droplets, which appear in the separated oil when the emulsions
are heated. Research interest in the freeze-thaw stability of mayonnaise-type O/W emulsions has been
increasing. Recently, the role of fat crystals on the freeze-thaw stability of mayonnaise type emulsions
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has been reported. Magnusson et al. [3] reported that the oil composition and freezing rate significantly
affect freeze-thaw stability and that a high oleic acid content in the oil is negatively correlated with the
freeze-thaw stability of mayonnaise. Miyagawa et al. [10] also reported similar results, finding that
the time for crystallization of soybean oil was longer than that of rapeseed oil, suggesting that the
dispersion stability of mayonnaise depended on the crystallization of the oil. In canola oil, Ishibashi
et al. [13] observed the partial coalescence of oil droplets by fat crystals. Based on these studies, it could
be assumed that the freeze-thaw stability of mayonnaise would depend on the amount of fat crystal
growth. Fat crystals can increase coalescence by increasing the number of effective collisions between
droplets and higher and faster crystal growth would result in poor stability. However, the influence
of crystal amount (nucleation and growth) on destabilization is unclear. Basically, the phenomena of
destabilization and crystallization are different. Destabilization is the consequence of crystallization so
making it difficult to evaluate these two phenomena simultaneously.

To clarify the influence of crystallization on destabilization, kinetic analysis would be an effective
tool. For this reason, the effect of temperature on the rates of destabilization and crystallization must
be considered. A typical first order rate equation [14] has been used to analyze destabilization kinetics
and crystallization kinetics using the Avrami model [15]. No quantitative approach has yet been
reported for analyzing the destabilization and crystallization of mayonnaise. Therefore, the objective of
the present study is to clarify the destabilization and crystallization kinetic parameters in mayonnaise
and so improve the understanding of the influence of crystallization on destabilization.

2. Materials and Methods

2.1. Materials

The ingredients of the oil and water phases for the mayonnaise were obtained from the Oriental
Yeast Company (Tokyo, Japan). Two types of mayonnaise were prepared, rapeseed oil mayonnaise (RoM)
and soybean oil mayonnaise (SoM). The oil phase consisted of only rapeseed oil or soybean oil and the
water phase consisted of egg yolk as the emulsifier, salt, sugar, water and vinegar. Tables 1 and 2 show
the composition of the water and oil phases of the two mayonnaises and fatty acid composition of oil
phases, respectively. The principal fatty acid in rapeseed oil was oleic acid (18:1) and in soybean oil it was
linoleic acid (18:2).

Table 1. Ingredients of the two mayonnaises (prepared in batches of 32.6 g).

Ingredient % Weight Weight (g)
Water phase
Egg yolk 14.1 4.6
Vinegar 7.7 2.5
Egg Albumen 3.7 1.2
Salt 21 0.7
Sugar 0.3 0.1
Water 21 0.7
Total 30 9.8
Oil phase
Rapeseed oil/Soybean oil 70 22.8

Table 2. Fatty acid composition of oil phases.

Fatty Acid (%)
Oleic Acid (18:1) Linoleic Acid (18:2) Linolenic Acid (18:3)

Rapeseed 72 13 4
Soybean 18 65 2

0il
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2.2. Methodology

2.2.1. Preparation of Mayonnaise Samples

To prepare 32.6 g of mayonnaise, 22.8 g of the oil phase and 9.8 g of the water phase were used at
a ratio of 7:3. The water phase was placed in a 50-mL centrifuge tube then the oil phase was added
and mixed in eight stages. Each time, one eighth of the oil phase was added then homogenized for
45 s at 25,000 rpm concluding with homogenization for 1 min [16]. A Polytron Pt 1200e homogenizer
(Kinematica AG, Lucerne, Switzerland) was used for preparing the mayonnaise. The median diameter
of the oil droplets was 1.1 um, which was been calculated from the microscopic image of oil droplets
through image processing using Image ] software (Image J 1.43u, Java 1.6.0_10 (32-bit), National
Institute of Health, Bethesda, MD, USA).

2.2.2. Measurement of Freeze-Thaw Stability of Mayonnaise Using a Capillary Tube

The freeze-thaw stability of the mayonnaise samples was tested using a capillary tube (Drummond
Scientific Co., Broomall, PA, USA). The volume of the capillary was 6.6 uL, with an inner diameter of
0.34 mm, an outer diameter of 0.86 mm and a length of 72 mm. The sample was placed in the tube
using a suction pump (Rikakikai Co., Ltd., Tokyo, Japan). Araldite adhesive was used to seal the
opening of the capillary tube. The capillary tubes with samples were then frozen directly by hanging
them in a chilled liquid at temperatures ranging from —20 to —40 °C. The oil separation had been
measured with time until the separated oil fraction was reached at 95%. After freezing, the samples
were thawed in a hot water bath at 60 °C for 5 min then centrifuged for 5 min at 1250x g in a KN-70
table top centrifuge (Kubota Corporation, Tokyo, Japan). After centrifugation the separated oil formed
a distinct layer in the capillary. Images of the capillary with the separated oil were taken using a camera
(Canon Speedlite 90EX, EOS, Canon Inc., Tokyo, Japan) and then used to calculate the weight of the
separated oil using Image J software (Image J 1.43u, Java 1.6.0_10 (32-bit), National Institute of Health,
Bethesda, MD, USA).

2.2.3. Polarized Light Microscopy

To calculate the crystallization kinetic parameters, the fat crystals in the mayonnaise samples were
observed during storage at —20, —30 and —40 °C, using a polarized light microscope (PLM) (DP73,
Olympus, Tokyo, Japan). The samples were placed in a temperature-controlled microscope stage
(LK-600PM and 10021, Linkam Scientific Instruments Ltd., Tadworth, UK). The samples were placed
between two cover slips then frozen to temperatures of —20, —30 and —40 °C at a rate of 5 °C/min
then held for 10 h, 8 h and 5 h at —20, —30 and —40 °C, respectively, for the rapeseed oil mayonnaise.
The soybean oil mayonnaise samples were held for 24 h, 18 h and 10 h at —20, —30 and —40 °C,
respectively. Images were captured from the first appearance of fat crystals. The sample chamber of
the microscope stage was filled with nitrogen gas to prevent water condensation on the surface of
the samples [13]. Changes in the amount of fat crystals (crystallized area) with time were measured
by image processing using Image J software, which was also used to calculate the crystallization
kinetic parameters.

2.2.4. Thermal Behaviors of Mayonnaise and Oil Phases Using Differential Scanning Calorimetry (DSC)

A heat-flux type Exstar SII-6200 DSC (Seiko Instruments Inc., Chiba, Japan) was used to investigate
the thermal behavior of the mayonnaise, and oil phases. The samples (10 mg) were placed in an
aluminum pan and then sealed tightly. An empty aluminum pan was used as reference. A temperature
profile from 0 to —75 °C, holding for 5 min at a cooling or heating rate of 5 °C/ min was used.
The crystallization temperature was determined from the onset temperature of the peaks and the
melting temperature from the peak top temperature on the thermograms.
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2.2.5. Destabilization Kinetic Analysis

Civan et al. [14] suggested that the destabilization of emulsions was a single irreversible isothermal
reaction. Thus, the destabilization of mayonnaise can be written as Equation (1):

——= = kqSu" @)

where S, is the remaining oil fraction of the mayonnaise, k; is the destabilization rate constant, 7 is the
order of destabilization, and ¢ time.

Taking this into account, the initiation of mayonnaise destabilization during freezing is delayed
by a certain time (induction time), t;, and stability at that time, S;, so the initial condition can be defined
by Equation (2):

Sm=S5i, t=t @)

Therefore, the analytical solution of Equation (1) under isothermal conditions subject to Equation (2)
can be given as Equation (3):

S " =S — (1=n)ka(t—t) (©)

Thus, determining the destabilization rate constant, k;, and the order of destabilization, 1, could be
achieved using differential method of analysis from the fitted graph using Equation (3) [17].

2.2.6. Crystallization Kinetic Analysis

The Avrami equation has been used for the kinetic analysis of crystallization [15] (Equation (4)):
1-X; = exp (—Kct") 4)

where X; is the relative degree of crystallinity at time t; K, is the crystallization rate constant, which depends
on temperature; and # is the Avrami exponent.

2.2.7. Statistical Analysis

All experiments were repeated four times. The differences between means (from replicates) were
examined using Tukey’s honest significant difference test at a significance level of p < 0.05 using
Kaleida Graph (Synergy Software, Reading, PA, USA).

3. Results

3.1. Freeze-Thaw Stability of Mayonnaise at Different Freezing Temperatures

The oil separation after freezing at different temperatures and times differed significantly, as shown
in Figure 1A,B for RoM and SoM, respectively. The graphs show a typical sigmoidal pattern: first,
the preparation for oil separation (induction time), then a sudden increase in the speed of separation
and, finally, the separation slowed down. The point when the remaining oil ratio reached 0.95 was
considered the induction time. The induction times of oil separation for RoM and SoM are shown in
Table 3. Mayonnaise kept at temperature 0 °C was not frozen and did not separate, even after storage for
seven days.
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Figure 1. The stability of mayonnaise showing remaining oil ratio versus time after fitting the data.
(A) RoM (rapeseed oil mayonnaise); and (B) SoM (soybean oil mayonnaise) for freezing at temperatures
Of =20 °C (), =25 °C (wunn1), =30 °C (mmmmu), =35 °C (mm ==), and — 40 °C (== =« =). Points on the
fitted curves indicate the experimental data. Results are expressed as the mean of four trials.

Table 3. Induction time of oil separation for RoM and SoM.

Induction Time (min)
Temperature (°C)

RoM SoM
-20 251.92 633.32
—-25 33.2°P 578.4b
—30 34¢ 516.7 ¢
-35 15¢ 26734
—40 09¢ 1405 ¢

Results are expressed as the mean of four trials. Mean values with superscripts containing different letters in the
same column are significantly different (p < 0.05). RoM, rapeseed oil mayonnaise; SoM, soybean oil mayonnaise.

The longest induction time at —20 °C for SoM was 633.3 min and the shortest 0.9 min at —40 °C
for RoM. The induction time varied significantly with temperature and oil type, and was lower for
RoM than SoM at each freezing temperature. When considering the time for kinetic measurements,
the induction time was ignored because, during this period, the rate of separation was zero.

After the induction period, the speed of oil separation increased. It also varied with temperature
and between RoM and SoM. The time needed to reach the maximum separated fraction was lower for
RoM than SoM and decreased as the temperature decreased from —20 °C to —40 °C. The mayonnaise
samples frozen at —20 °C took the longest time to reach their maximum separated fraction. Overall,
the rate of oil separation was influenced by the temperature and the oil type.

3.2. Destabilization Kinetic Parameters Due to Temperature Change

Table 4 shows the values of the kinetic parameters at different temperatures for RoM and SoM.
The destabilization rate constant, k;, had the lowest value of 1.95 x 107® min—! at —20 °C for SoM and
the highest value of 1.28 x 1073 min~! for RoM at —40 °C. The k; value for RoM was higher than SoM
at each temperature and increased with decreasing temperatures. Therefore, for the particle sizes and
other experimental conditions used in the present study, it can be concluded that the main physical
condition causing variation in the destabilization rate constant was the temperature.

The order of destabilization, 1, followed no specific pattern with regard to temperature for both
RoM and SoM. The values ranged from 0.05 to 1.75 for RoM and 0.11 to 1.35 for SoM. The k; value
with unified n value of 1 also increased with decreasing temperature.
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Table 4. Variation of destabilization kinetic parameters with freezing temperature for RoM and SoM.

Temperature (°C) RoM SoM
kg (min—1) n kg (min—1) n
—20 1.78 x 1075 0.05 1.95 x 106 0.43
—25 6.40 x 107° 0.14 483 x 107° 0.54
—-30 428 x 1074 1.37 8.59 x 10~° 1.35
—-35 8.82 x 1074 1.75 337 x 1074 0.11
—40 1.28 x 1073 1.25 7.89 x 10~* 0.76

Results are expressed as the mean of four trials. RoM, Rapeseed oil mayonnaise; SoM, Soybean oil mayonnaise.
k,; (destabilization rate constant) and n (order of destabilization) indicated that the destabilization rate constant was

dependent on temperature.

3.3. Crystallization Kinetics Due to Temperature Change

The images of fat crystals in RoM and SoM (Figure 2A,B) show that the growth of fat crystals in
RoM was higher than in SoM. The differences in crystal growth were governed by temperature and
the type of oil used. In RoM, oleic acid was the dominant fatty acid and in SoM it was linoleic acid so
the crystal growth was faster in RoM than in SoM. To quantify the differences in the crystallization
behaviors in RoM and SoM at different temperatures, the fat crystal data from the PLM images
(Figure 2A,B) were fitted separately using the Avrami equation for crystallization kinetic analysis.

The induction times for fat crystal generation are shown in Table 5, and the crystallization rate
constant, K, and Avrami exponent, 1, are shown in Table 6. The Avrami exponent, #, expresses the
change in crystal dimensions with changes in temperature. In the present study, both RoM and SoM
exhibited a higher Avrami exponent, 1, with decreasing temperature, which means that the dimensions
of the fat crystals changed as the temperature changed.

(A)

Figure 2. Cont.
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Figure 2. (A) Microscopic images of RoM fat crystals (white dots) using PLM (polarized light
microscope) Images: (a—c) storage at —20 °C for 6 h, 6.5 h and 7 h, respectively; (d-f) storage at
—30 °C for 2 h, 2.5 h min and 3 h, respectively; and (g-i) storage at —40 °C for 50 min, 1.5h and 3 h,
respectively. Scale bar is 20 pm. (B) Microscopic images of SoM fat crystals (white dots) using PLM:
(a—c) storage at —20 °C for 14 h 20 min, 15 h 50 min and 16 h 35 min, respectively; (d—f) storage at
—30 °C for 11 h 50 min, 12 h 50 min and 13 h 20 min, respectively; and (g-i) storage at —40 °C for 4 h
20 min, 4 h 50 min and 5 h 5 min respectively. Scale bar is 20 um.

7 of 12

Table 5. Induction time for generation of fat crystals in RoM and SoM.

Temperature (°C) RoM Induction Time (min)  SoM Induction Time (min)

-20 360 860
—30 120 710
—40 50 260

Table 6. Variation of crystallization kinetic parameters with temperature; Avrami exponent, n and
crystallization rate constant, K.

K,
Temperature (°C) " ¢
RoM SoM RoM SoM
-20 0.78 076  9.01x10% 7.87x10°°
—-30 0.98 094 111x1072 9.07 x 1074
—40 1.46 1.34 114 x 1072 1.87 x 1073

The differences between RoM and SoM in the n value observed at each temperature were not
significant. The crystallization rate constant, K., indicating the influence of temperature on the
nucleation rate of fat crystals increased with decreasing temperature.
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The highest nucleation rate was found at —40 °C for RoM with a value of 1.14 x 1072 min~!
and the lowest one for SoM at —20 °C with a value of 7.87 x 10~° min~ 1. However, because of the
variation in the n value, the unit of K, would also differ.

Therefore, to examine the effect of temperature and oil type, K. was recalculated using a unified
n value of 1 because the Avrami exponent 7 for temperature and oil type was close to 1. The recalculated
K. values are shown in Table 7.

Table 7. Variation of crystallization rate constant, K., with temperature recalculated using an Avrami
exponent, n, of 1.

K. (min—1
Temperature (°C) n c (min™")
RoM R? SoM R?
-20 1 473 x 1073 0.91 3.60 x 10~ 0.83
—30 1 1.09 x 1072 0.99 7.68 x 1074 0.99
—40 1 2.80 x 1072 0.90 2.88 x 1073 0.95

The recalculated K. values (Table 7) also show the same tendency as those in Table 6, i.e.,
with decreasing temperature, the K. value increased and was higher in RoM than in SoM. Similar to the
destabilization rate constant, k;, the crystallization rate constant, K., also depended on temperature.

3.4. Influence of Crystallization on Destabilization

Figure 3A,B shows the relationship between the crystallization rate constant, K., and the
destabilization rate constant, k;, of RoM and SoM, respectively. For both types of mayonnaise,
there were strong correlations between k; and K., with R? values of 0.96 and 0.99 for RoM and SoM,
respectively. These results show that both parameters were strongly dependent on temperature and
increased with decreasing temperature. The increasing K. value at a lower temperature indicated that
changes in the nucleation and/or growth rates of the fat crystals might influence the separation rate.

(A) (B)
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Figure 3. Relationship between crystallization rate constant K. and destabilization rate constant k; for:
(A) rapeseed oil mayonnaise; and (B) soybean oil mayonnaise.

3.5. Thermal Behavior of Mayonnaise

The thermal behavior of the two types of mayonnaise and their oil phases was investigated using
DSC. The DSC thermograms of crystallization and melting of both RoM and SoM and their oil phases
are shown in Figure 4A during cooling from 0 to —75 °C at a rate of 5 °C/min and Figure 4B during
melting from —75 to 0 °C. The RoM exhibited three exothermic peaks during cooling. The sharp,
long exothermic peak at —31.8 °C indicated the crystallization of water in the mayonnaise [3]. The small
exothermic peak (marked by an arrow in Figure 4A before water crystallization at —29 °C) indicated
the crystallization of high melting saturated fat and another exothermic peak after water crystallization
at —58.1 °C indicated the crystallization of the low melting unsaturated fat fraction of mayonnaise.
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The exothermic peaks for rapeseed oil also indicated the crystallization of low melting unsaturated
fat. The exothermic peaks for saturated fat and water were distinct for SoM at —17.6 °C and —31.8 °C,
respectively. The broad exothermic peaks at —70.8 °C and —53.3 °C indicated unsaturated fat and the
peak at —21.6 °C indicated the saturated fat of soybean oil. These DSC results indicated that in both
mayonnaise samples the high melting saturated fat fraction crystallized first, followed by the water
and then the low melting unsaturated fat [13].

(A) (B)

<>
2mW
o |
>
MU T

v W
//L = d g
L - b é - E
d
=75 56 =36 =16 =15 =56 -36 -16
Temperature "C Temperature ‘C

Figure 4. (A). Thermal behavior with DSC during cooling at a rate of 5 °C/min: (a) RoM; (b) rapeseed
oil; (c) soybean oil; and (d) SoM from 0 to —75 °C. (B) Thermal behavior with DSC (Differential Scanning
Calorimetry) during melting at a rate of 5 °C/min: (a) rapeseed oil; (b) RoM; (c) SoM; and (d) soybean
oil from —75to 0 °C.

The DSC thermograms of mayonnaise and their oil phases during melting from —75 to 0 °C
are shown in Figure 4B. The endothermic peaks at —10 °C indicated the melting of ice in both
mayonnaise samples. The endothermic peaks at —24.7 and —15.7 °C for rapeseed oil and RoM,
respectively, corresponded to the melting of unsaturated fat. The broad endothermic peaks at —37.4
and —23.9 °C for soybean oil and SoM, respectively, corresponded to the melting of unsaturated fat.
These results show that the crystallinity of RoM and SoM differed during freezing from —20 to —40 °C.
This difference might have caused the differences in the crystallization rate constant, K.

4. Discussion

The kinetics of destabilization and crystallization for crystallization temperatures ranging from
—20 to —40 °C and for two oil types were analyzed. Two different types of oil, rapeseed and soybean,
were used to provide compositional variation. The variation of temperatures and oil types led to
differences in induction times as well as in the kinetic parameters. The induction time for oil separation
decreased with decreasing temperature and was lower in RoM than in SoM at each temperature
(Table 3). In the present study, the stability of mayonnaise was evaluated using capillary tubes by
calculating the induction time or oil separation and the kinetic parameters. The induction time for fat
crystal generation was also calculated from microscopic images. The induction time for oil separation
(Table 3) and induction time for fat crystal generation (Table 5) showed similar trends with temperature,
although they did not overlap each other. This might have been due to differences in the size of the
samples. The lowest values of induction time for oil separation were measured using capillary tubes
rather than larger bulky tubes. The induction time for oil separation and induction time for fat crystal
generation would be the same if the sample size and thickness was the same as the microscopic sample
but, practically, it is difficult to measure oil separation using microscopic samples. These results
suggest that the oil separation started with the generation of fat crystals.

After the induction period, the oil started to separate. Figure 1 shows that the speed of oil
separation depended on the temperature as well as the oil type. The highest speed of oil separation
occurred at —40 °C and the lowest at —20 °C for both types of mayonnaises. The fastest speed
of oil separation led to the highest destabilization rate constant, k;, at —40 °C and decreased with
increasing temperature. On the other hand, the microscopic images of fat crystals in Figure 2 showed
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that speed of the growth of fat crystals was higher at —40 °C than at —20 °C and also faster in RoM
than in SoM. The kinetic analysis of crystallization in Table 6 showed that the crystallization rate
constant, K., increased with decreasing temperature. The increasing K. value indicated changes in the
nucleation and/or growth rate of the fat crystals. Because K, is a combined function of nucleation
and growth of the fat crystal, it also indicates changes in crystal morphology. Another parameter,
the Avrami exponent, #, also increased with decreasing temperature. This could indicate differences
in the geometry of crystal growth and the type of nucleation because 7 is a function of the number
of dimensions.

The DSC results shown in Figure 4A,B confirmed that the crystallization temperature of rapeseed
oil and soybean oil differed. These differences in crystallization resulted from the lower K, value for
SoM compared with RoM. However, the amount of fat crystals depends on the fatty acid composition
of the oil phase. The rapeseed oil was mainly composed of oleic acid, whereas, in soybean oil,
linoleic acid was dominant [18]. The melting point of oleic acid is higher than that of linoleic
acid. These compositional variations resulted in the higher quantity of fat crystals in RoM than
in SoM that produced a higher value of k; in RoM than in SoM at each temperature. Magnusson
et al. [3] have reported that a high content of oleic acid negatively affected the freeze-thaw stability of
a mayonnaise-type O/W emulsion. Figure 3A,B show an almost linear positive relationship between
crystal growth and oil separation and also show that both parameters increased with decreasing
temperature. The tendency for the destabilization rate to increase with decreasing temperature
might have resulted from the crystallization of the fat. The PLM image in Figure 2 showed that the
growth of fat crystals was faster with decreasing temperature which agreed with results reported
by Magnusson et al. [3]. They found that the crystallization of fat and water mostly influenced the
freeze-thaw stability of O/W emulsions. Both k; and K. were the coincidence isothermal freeze-storage.
The increasing quantity of fat crystals with decreasing temperature was caused by supersaturation at
lower temperatures. In the shorter time, higher amounts of fat crystal were generated at the lower
temperature resulting in the higher value of k;. This might have been caused by a high collision
frequency between oil droplets causing a higher rate of coalescence.

The destabilization order, 1, followed no specific pattern which meant that the mechanism of
coalescence differed at each temperature. Recently, Ishibashi et al. [13] reported that canola and soybean
oil mayonnaise destabilize in different ways and that the mechanism of coalescence also differed from
—15 to —20 and —30 °C because of morphological changes in the fat crystals. In the crystallization
kinetics, the Avrami exponent, n, was found to increase with decreasing temperature which showed
that the change in crystal type occurred with decreasing temperature. In both mayonnaise samples,
the value of the Avrami constant increased by 0.7 from —20 °C to —40 °C resulting in a change of
crystal type from needle to plate. Although there was no direct clear evidence for this explanation,
Ishibashi et al. [13] observed changes in crystal morphology and polymorphic change using X-ray
diffraction (XRD). Kaufmann et al., Kalnin and Silva et al. [19-21] also reported changes in the form
and structure of fat crystals with temperature change. The changes in crystal types occurring in RoM
and SoM were insignificant, but the change in crystallization rate differed significantly. The present
study has suggested that crystallization is the key factor in destabilization and that the speed of growth
of crystals greatly affects destabilization.

5. Conclusions

In this study, the freeze-thaw stability of RoM and SoM was investigated kinetically to clarify
the influence of fat crystals on destabilization. The induction time for oil separation and fat crystal
generation decreased with decreasing temperature, thus supporting the linking of oil separation to
fat crystal generation. Both the destabilization rate constant, k;, and crystallization rate constant, K,
increased with decreasing temperature, showing the temperature dependency which revealed the
dependency of k; on K.. The destabilization of mayonnaise during freezing was influenced by the
crystallization properties of the fat with its stability being influenced mostly by the growth of fat
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crystals rather than the type of crystal. The longer induction time and lower crystal growth of SoM
gave it a greater stability than RoM.

Author Contributions: ILM.S., N.K. and T.N. conceived and designed the experiments. L. M.S. performed the
experiments, analyzed the data and wrote the paper.

Acknowledgments: We acknowledge the experiment samples provided by Nisshin Seifun Group Inc., Japan.

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

References

1.  Depree, J.A; Savage, G.P. Physical and Flavour Stability of Mayonnaise. Trends Food Sci. Technol. 2001, 12, 157-163.
[CrossRef]

2. Degner, BM.; Chung, C.; Schlegel, V.; Hutkins, R.; McClements, D.]. Factors influencing the freeze-thaw
stability of emulsion-based foods. Compr. Rev. Food Sci. Food Saf. 2014, 13, 98-113. [CrossRef]

3. Magnusson, E.; Rosen, C.; Nilsson, L. Freeze-thaw stability of mayonnaise type oil-in-water emulsions.
Food Hydrocoll. 2011, 25, 707-715. [CrossRef]

4. Marquez, A.L,; Salvatore, G.N.; Otero, R.G.; Wagner, J.R.; Palazolo, G.G. Impact of freeze-thaw treatment on
the stability of calcium-fortified soy beverages. LWT—Food Sci. Technol. 2015, 62, 474-481. [CrossRef]

5. Ghosh, S.; Coupland, J.N. Factors affecting the freeze-thaw stability of emulsion. Food Hydrocoll. 2008, 22, 105-111.
[CrossRef]

6.  McClements, D.J. Food Emulsions: Principles, Practice, and Technigues, 2nd ed.; CRC Press: Boca Raton, FJ, USA;
London, UK, 1999.

7. Komatsu, H.; Okada, S.; Handa, T. Suppressive effects of salts on droplet coalescence in a commercially
available fat emulsion during freezing for storage. J. Pharm. Sci. 1997, 86, 497-502. [CrossRef] [PubMed]

8. Thanasukarn, P; Pongsawatmanit, R.; McClements, D.]. Influence of Emulsifier Type on Freeze-thaw Stability
of Hydrogenated Palm Oil-in-water Emulsions. Food Hydrocoll. 2004, 18, 1033-1043. [CrossRef]

9.  Fioramonti, S.A.; Arzeni, C.; Pilosof, A.M.R.; Rubiolo, A.C.; Santiago, L.G. Influence of freezing temperature
and maltodextrin concentration on stability of linseed oil-in-water multilayer emulsions. J. Food Eng. 2015,
156, 31-38. [CrossRef]

10. Miyagawa, Y.; Ogawa, T.; Nakagawa, K.; Adachi, S. Destabilization of mayonnaise induced by lipid
crystallization upon freezing. Biosci. Biotechnol. Biochem. 2016, 80, 786-790. [CrossRef] [PubMed]

11. Boode, K.; Walstra, P.; Degrootmostert, A.E.A. Partial coalescence in oil-in-water emulsions 2: Influence of
the properties of the fat. Coll. Surf. A Physicochem. Eng. Asp. 1993, 81, 139-151. [CrossRef]

12.  Palanuwech, J.; Coupland, J.N. Effect of surfactant type on the stability of oil-in-water emulsions to dispersed
phase crystallization. Coll. Surf. A Physiochem. Eng. Asp. 2003, 223, 251-262. [CrossRef]

13. Ishibashi, C.; Hondoh, H.; Ueno, S. Influence of morphology and polymorphic transformation of fat crystal
on the freeze thaw stability of mayonnaise type oil in water emulsion. Food Res. Int. 2016, 89, 604—613.
[CrossRef] [PubMed]

14. Civan, E; Alarcon, L.J.; Campbell, S.E. Laboratory Confirmation of New Emulsion Stability Model. J. Pet.
Sci. Eng. 2004, 43, 25-34. [CrossRef]

15. Meng, Z; Yang, L.; Geng, W.; Yao, Y.; Wang, X.; Liu, Y. Kinetic study on the isothermal and nonisothermal
crystallization of monoglyceride organogels. Sci. World ]. 2014, 2014, 149753. [CrossRef] [PubMed]

16. McGee, H. On Food and Cooking: The Science and Lore of the Kitchen; Simon & Schuster: New York, NY, USA,
2004; pp. 633-634. ISBN 0-684-80001-2.

17.  Levenspiel, O. Chemical Reaction Engineering, 3rd ed.; Wiley: New York, NY, USA, 1999.

18. Chow, C.K. Fatty Acids in Foods and Their Health Implications; Marcel Dekker Inc.: New York, NY, USA, 1992.

19. Kaufmann, N.; Kirkensgaard, J.J.K.; Andersen, U.; Wiking, L. Shear and rapeseed oil addition affect the

crystal polymorphic behavior of milk fat. J. Am. Oil Chem. Soc. 2013, 90, 871-880. [CrossRef]


http://dx.doi.org/10.1016/S0924-2244(01)00079-6
http://dx.doi.org/10.1111/1541-4337.12050
http://dx.doi.org/10.1016/j.foodhyd.2010.08.024
http://dx.doi.org/10.1016/j.lwt.2015.01.005
http://dx.doi.org/10.1016/j.foodhyd.2007.04.013
http://dx.doi.org/10.1021/js960166r
http://www.ncbi.nlm.nih.gov/pubmed/9109055
http://dx.doi.org/10.1016/j.foodhyd.2004.04.010
http://dx.doi.org/10.1016/j.jfoodeng.2015.01.013
http://dx.doi.org/10.1080/09168451.2015.1123611
http://www.ncbi.nlm.nih.gov/pubmed/26760458
http://dx.doi.org/10.1016/0927-7757(93)80240-F
http://dx.doi.org/10.1016/S0927-7757(03)00169-9
http://dx.doi.org/10.1016/j.foodres.2016.09.012
http://www.ncbi.nlm.nih.gov/pubmed/28460956
http://dx.doi.org/10.1016/j.petrol.2003.11.002
http://dx.doi.org/10.1155/2014/149753
http://www.ncbi.nlm.nih.gov/pubmed/24701138
http://dx.doi.org/10.1007/s11746-013-2226-z

Foods 2018, 7,75 12 0of 12

20. Kalnin, D.J.E. Characterization of lipid nanostructures using DSC coupled to SAXS and WAXS. JEEP 2009,
2009, 00017. [CrossRef]

21. Silva, J.C,; Plivelic, T.S.; Herrera, M.L.; Ruscheinsky, N. Polymorphic phases of natural fat from Cupuassu
(Theobroma grandiflorum) beans: A WAXS/SAXS/DSC study. Cryst. Growth Des. 2009, 9, 5155-5163. [CrossRef]

® © 2018 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http:/ /creativecommons.org/licenses/by/4.0/).



http://dx.doi.org/10.1051/jeep/200900017
http://dx.doi.org/10.1021/cg901081j
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Materials 
	Methodology 
	Preparation of Mayonnaise Samples 
	Measurement of Freeze-Thaw Stability of Mayonnaise Using a Capillary Tube 
	Polarized Light Microscopy 
	Thermal Behaviors of Mayonnaise and Oil Phases Using Differential Scanning Calorimetry (DSC) 
	Destabilization Kinetic Analysis 
	Crystallization Kinetic Analysis 
	Statistical Analysis 


	Results 
	Freeze-Thaw Stability of Mayonnaise at Different Freezing Temperatures 
	Destabilization Kinetic Parameters Due to Temperature Change 
	Crystallization Kinetics Due to Temperature Change 
	Influence of Crystallization on Destabilization 
	Thermal Behavior of Mayonnaise 

	Discussion 
	Conclusions 
	References

