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Abstract: We provide a method for quantifying the kinetics of gelation in milk acidified with glucono-
d-lactone (GDL) using image analysis techniques, particle image velocimetry (PIV), differential
variance analysis (DVA) and differential dynamic microscopy (DDM). The gelation of the milk
acidified with GDL occurs through the aggregation and subsequent coagulation of the casein micelles
as the pH approaches the isoelectric point of the caseins. The gelation of the acidified milk with
GDL is an important step in the production of fermented dairy products. PIV qualitatively monitors
the average mobility of fat globules during gelation. The gel point estimated by PIV is in good
agreement with that obtained by rheological measurement. DVA and DDM methods reveal the
relaxation behavior of fat globules during gelation. These two methods make it possible to calculate
microscopic viscosity. We also extracted the mean square displacement (MSD) of the fat globules,
without following their movement, using the DDM method. The MSD of fat globules shifts to
sub-diffusive behavior as gelation progresses. The fat globules used as probes show the change in
matrix viscoelasticity caused by the gelling of the casein micelles. Image analysis and rheology can
be used complementarily to study the mesoscale dynamics of the milk gel.
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1. Introduction

Quantifying the gelation of food proteins is important to achieve the desired texture
of various food products. The gelation of proteins has been extensively studied using a
variety of physical methods such as transmitted electron microscopy (TEM), small-angle
X-ray scattering (SAXS), nuclear magnetic resonance (NMR), dynamic light scattering (DLS)
and rheological measurements [1-15]. Among them, dynamic light scattering (DLS) and
rheology are the well-known and most used techniques to characterise gelation behavior.
DLS provides the average information about soft-matter dynamics and is widely used
to characterize the thermodynamic properties of different systems. Diffusing wave spec-
troscopy (DWS), known as a derivative of DLS developed for turbid systems, has also
been used to characterize the gelation dynamics of casein micelles [11-16]. These optical
techniques make it possible to determine the gel point and analyze the structure of gel
networks [17,18], thus providing information on the temporal evolution of the characteristic
length scale of the gel network, such as the mesh size.

Rheological experiments, on the other hand, directly measure various mechanical
properties of the systems and are most commonly used to study gelation behavior. Shear-
modulus measurements identify the gel point and characterize the stiffness of the gel net-
work. The elasticity of materials is generally given by a simple relationship, G ~ kgT/ 63,

Gels 2023, 9, 202. https:/ /doi.org/10.3390/ gels9030202

https:/ /www.mdpi.com/journal/gels


https://doi.org/10.3390/gels9030202
https://doi.org/10.3390/gels9030202
https://creativecommons.org/
https://creativecommons.org/licenses/by/4.0/
https://creativecommons.org/licenses/by/4.0/
https://www.mdpi.com/journal/gels
https://www.mdpi.com
https://doi.org/10.3390/gels9030202
https://www.mdpi.com/journal/gels
https://www.mdpi.com/article/10.3390/gels9030202?type=check_update&version=2

Gels 2023, 9, 202

20f13

where ¢ is a characteristic length scale, kg is the Boltzmann constant and T is the temper-
ature. Since the characteristic mesh size ¢ of the casein gel network, roughly a few pm,
contributes to the modulus of the milk gel [19,20], the combination of optical microscopy
and mechanical methods is essential to understanding how the evolution of the mesoscale
structure leads to mechanical properties. However, the application of imaging microscopy
to the study of gelation dynamics is still limited. In our recent studies on the rennet-induced
gelation of milk, the gelation kinetics was studied using image analysis techniques such
as particle image velocimetry (PIV) and differential variance analysis (DVA) by tracking
the fat globules as a probe [21,22]. Previous studies have shown that the Brownian motion
of fat globules reveals the change in matrix viscoelasticity as a result of the gelation of the
casein micelles. The fat globules can be used as a probe to detect the viscoelastic properties
of the matrix as a result of gelation. These studies proved that imaging microscopy is a
powerful tool to study the mesoscale dynamics of the milk gel.

In this study, we apply the image analysis technique to the gelation of milk acidified
with glucono-é-lactone (GDL). Hydrolysis of GDL to gluconic acid lowers the pH of the
milk. When the pH approaches the isoelectric point of the caseins, the casein micelles are
destabilized and form the gel network structure. During acidification, the casein micelles
undergo dramatic changes in structure and stability as a function of pH [13,23]. As the
pH decreases from 6 to 5.2, the net charge of the casein micelles progressively decreases
and the calcium phosphate (CaP) nanoclusters gradually dissolve out of the micelles. As
recently shown by Moitzi et al, the loss of charge causes the micelles to shrink [4]. A
further decrease in pH from 5.2 to 5 leads to the aggregation of the casein micelles, because
the a-, B-, and x-caseins that electrostatically stabilize the micelles collapse completely.
These experiments provided us with convincing evidence that the gelation of acidified milk
proceeds hierarchically from micro- to macroscopic events. Although it is well-known that
acid-induced gelation proceeds hierarchically, the mesoscopic feature linking the micro-
and macroscopic behavior of gelation is still unknown. Bacterial fermentation of dairy
products such as fresh cheese and yogurt is mimicked by GDL-induced acid gel. To improve
the texture and physical propertie of acidified milk products, the mesoscopic information
is required. In this article, we show how image analysis techniques can be applied to the
gelation of acidified milk. The study of mesoscale dynamics can provide useful information
for the quality control of dairy products.

2. Results and Discussion
2.1. Bulk Rheology

Dynamic viscoelasticity combined with pH measurement provides fundamental infor-
mation on the gelation of acidified milk. The critical time for gelation was obtained from
these data. The time evolution of the shear moduli shows that the gelation of acidified milk
can be divided into three steps: incubation time, gelation of the casein micelles and the
aging of the acidified milk gel.

Figure 1 shows the time evolution of pH (a), the time evolution of storage shear
modulus G’ and loss modulus G” measured at an angular frequency of w = 1s~! (b), and
tand as a function of angular frequency w at different elapsed times ¢ (c). Here, the elapsed
time ¢ is the time since GDL was added. The pH value decreases monotonically with ¢ due
to acidification. It took t = 34 min to reach a pH of 5.2, which is a measure of the onset of
gelation, i.e., the gel point of the acidified milk [23]. As the gel point is approached, both
the shear moduli G’ and G” (Figure 1b) increase abruptly at around ¢ = 32 min, which is
in reasonable agreement with the time dependence of pH. The appearance of elasticity is
apparently due to the percolation of the casein networks. The time evolution of the dynamic
shear moduli was also measured at different angular frequencies. All the data obtained at
different w showed the same behavior. In Figure 1c, we plotted tand at each elapsed time as
a function of the angular frequency used to measure the time evolution of the shear moduli.
As shown in Figure 1¢, tané (= G”/G’) is close to 1 at t = 32 min and remains constant. This
behavior in tand is observed in chemically cross-linked gel [24]. Thus, the gel point in this
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system coincides with the time at which pH = 5.2. This characteristic time, ¢. = 32 min,
could be called the critical time for gelation. Beyond the critical time, G’ grows more than a
hundredfold and tand shows a frequency dependence in the high-w region, as shown in
Figure 1a,c.

In the time evolution of the shear moduli in Figure 1b, both moduli reach a local
maximum and then gradually decrease according to a power law of time, i.e., G ~ t =023
and G/ ~ 7038, respectively. Thus, tand decreases with time as tand ~ t~015 In addition,
tand is independent of the gel strength and allows us to focus on the temporal evolution
of the casein network. This characteristic has never been observed for the rennet-induced
gelation of milk [6,21,22]. The gradual decrease in the shear moduli has been attributed
to several causes, such as the redissolution of aggregates due to overacidification [25] and
rearrangement of the casein network structure due to the dissociation and reincorporation
of caseins based on the dual binding model of caseins [26,27].

The aggregation of casein micelles is induced by the loss of their negative net charge
as the pH decreases to the isoelectric point of caseins (pH ~ 4.6). In the over-acidification,
the casein micelles acquire a positive net charge, causing a partial redissolution of the
casein aggregates beyond the isoelectric point. In the dual binding model, casein micelles
are formed by two couplings: the hydrophobic interactions of casein and intermolecular
cross-linking by colloidal calcium phosphate (CaP) nanoclusters, which dissolve around
pH =5.2. The loss of CaP could increase the dissociation of the network structure and,
thus, cause the decrease in the modulus. The continued decrease in protein charge with pH
allows the internal bonds to reform and rearrange. As the redissolution and rearrangement
of casein micelles affects the network structure of caseins and is, thus, related to the aging
of the gel network, such as syneresis, the detailed dynamics should be studied in the near
future. Rheological measurements show that the gelation of acidified milk can be divided
into three steps: the incubation period, and the network formation of the casein micelles
and their aging. In the following, we focus only on the early process of gelation, the
incubation period and network formation, in acidified milk, but not on the aging dynamics.
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Figure 1. Time evolution of pH value (a), time evolution of the storage and loss moduli measured
atw =1s"1(b), and tand as a function of w (c). Vertical arrows in panels (a,b) indicate the time
when pH value reached pH = 5.2, a measure of the initiation of the gelation. Solid curves in panel
(b) correspond to power law relations, G’ ~ 7923 and G” ~ 7938, Dotted lines in panel (c) are the
guide for eyes. Each symbol corresponds to the data measured at different times, t.

2.2. Image Analysis
2.2.1. Particle Image Velocimetry (PIV)

PIV is a useful method to visualize the average mobility of the fat globules in the
milk [21]. The use of this method provides us with a qualitative understanding of the
kinetics, such as the critical time for gelation. The critical time estimated by PIV is in good
agreement with t., obtained by rheometry. The displacement fields of the fat globules
during gelation were determined using the PIV plugin in Image]J [28].

The fat globules in the milk show vigorous jittering. Following the same procedure
as in our previous analysis [21], we analyzed the time evolution of the mobility of the fat
globules after the addition of GDL. In Figure 2a, the displacement of the fat globules during
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the time lag At = 0.1 s is shown as a heat map, where the magnitude of the displacement
is expressed by color. The brightness of the heat map at t = 0 indicates the high activity
of the fat globules. It becomes darker as the time t elapses after the addition of GDL. The
darkness at t = 50 min shows that the diffusion of the fat globules is frozen due to the
formation of the casein network.

To evaluate the average mobility of the fat globules, the averaged optical intensity
over the region of interest (ROI) was calculated using the same procedure as in the previous
paper [21]. We also calculated an average of I(t, 6t), and (I(t)s)¢, over an ensemble of
differential images at different times ¢. Figure 2b shows the time evolution of the averaged
optical intensity (I(t)a;—0.1s)¢ normalized to that at t = 0 min. Here, the time lag, At, was
fixed at 0.1 s. The normalized optical intensity (I(t))/(I(0))at—0.1s in Figure 2b decays
suddenly at ¢ = 35 min, whereas it decays gradually in the pre-gel state. This characteristic
time t = 35 min agrees well with the critical time f. = 32 min in the rheometry.

In rennet-induced gelation, PIV analysis clarified the emergence of a mesoscale va-
cancy in which the serum is confined [21]. The vacancy has a diameter of about 5-10 pm.
The formation of the vacancy has also been reported in GDL-induced gel [23,29]. However,
we did not find the formation of such a vacancy, even during and after gelation in Figure 2a.
Microstructural investigations revealed that the gel made from unheated milk has larger
protein clusters, while a highly branched fine structure is formed in the heated milk [23,29].
Lucey et al. proposed that the aggregation of denatured whey proteins during the acidifica-
tion of heated milk cross-links the casein networks and, thus, affects the microstructure of
the casein gel network [29]. Although the experimental conditions in this study did not
induce vacancy formation, vacancy formation may be controlled by the physical properties
of the casein gel network induced by heat treatment.
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Figure 2. (a) PIV images obtained at fixed time lag At = 0.1 s at various times t. Scale bar corresponds
to 10 um. (b) Normalized optical intensity < I(t) > / < I(0) > At = 0.1 s calculated from PIV image
at time lag Af = 0.1 s as a function of . Vertical dashed line indicates f = 32 min.

PIV shows the qualitative behavior of gelation. The gel point estimated from PIV is
in good agreement with the rheology. The optical intensity gradually decreases during
the incubation period. PIV detects the decrease in the mobility of the fat globules over
the incubation period, indicating the increase in viscosity. Although PIV is useful for
detecting qualitative behavior, one would like to have more quantitative information, such
as viscosity. In the following sections, we present another technique to extract another
aspect of the gelation dynamics.

2.2.2. Differential Variance Analysis (DVA)

DVA provides quantitative information on the relaxation dynamics of the fat globules
and the microscopic viscosity of the system, in addition to the critical time for gelation. The
relaxation time of the fat globules T is obtained from an analysis of the relaxation curve
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obtained by DVA, and the microscopic viscosity of the milk is estimated from the relaxation
time even during the incubation period.

The idea of DVA is to isolate only the contribution of moving objects in the sam-
ple solution by taking the differences between images separated by a variable time-lag
At [22,30]. Figure 3a shows two images separated by a time lag At and their different
images at two time lags At = 0.1 and 1.0 s. In the different images, traces of the migration
of the fat globules can be seen as spots during Af. As At increases, the spots become clear.
It is obvious from the different images that the displacement of the fat globules develops
with At.

The time evolution of the displacement of the globules allows us to calculate the
relation time of the globules. From the definition of the relaxation time T of colloidal
particles, the globules will move a distance comparable to their size on this time scale T [31].
At time scales longer than 7, the fat globules will move away from their original position
and the number of trajectories will increase. The temporal evolution of the different images
was estimated quantitatively by the variance of Al over the whole image. A representative
optical intensity I(t, At) at t = 0 is shown in Figure 3b. At t = 0, the fat globules are freely
diffusing. I(t, At);—o gradually increases and reaches the plateau value I; « at a sufficiently
long At compared to the relaxation time. The DVA curve, I(t, At), is closely related to the
relaxation process of the fat globules and can be used to make the relaxation behavior more
intuitive and easier to understand.

We extracted the relaxation time of fat globules from a series of gelation process
in the following. Since the relaxation of fat globules is influenced by the casein network
formation associated with their gelation, we refer to it as structural relaxation. The following
relationship to calculate the DVA dynamic order parameter, Q(t,At), is introduced to
properly describe the relaxation of the fat globules,

(I(t, At))y

Qlt,At) =1 I(t, Atoo)

@

The dynamic order parameter of the DVA at t =0, Q(t, At);—o, is plotted as a function
of At in Figure 3c. The single exponential decay in Q(t, At) indicates that the DVA, using
the fat globules as a probe, captures well the characteristic feature of the averaged mobility
of the globules, i.e., the relaxation process. Q(t, At) can, therefore, be used to quantitatively
describe the structural relaxation of milk.

DVA images with a fixed time lag At = 0.1 s at different times ¢ are summarised as
a sequence with increasing t in Figure 4a, and the optical intensity in the DVA images
is plotted as a function of ¢ in Figure 4b. In the DVA images, it can be seen that the
trajectories spread homogeneously in the ROI, which proves that all the fat globules diffuse
homogeneously. As t = 40 min, it is obvious that the number of trajectories decreases and,
finally, the trajectory disappears at t = 50 min. The variation in the trajectories is expressed
quantitatively by the optical intensity in Figure 4b. The optical intensity normalized over
the initial value at ¢ = 0 is plotted as a function of ¢. Similar to the PIV data in Figure 2b, the
optical intensity decreases abruptly at t = 35 min.

To assess how the relaxation dynamics of the milk evolve with t, the structure relax-
ation Q(t, At) at each t is analyzed in Figure 5. In Figure 5a, the Q(t, At) curves are plotted
at several t. The entire curve was fitted to a stretched exponential function,

Q(t, At) = exp[—(At/T)P], ©)

where T is the relaxation time and f is a stretched exponent. The relaxation curves are well-
fitted by Equation (2) with T and j as two fitting parameters, as can be seen in Figure 5a.
The fitting was performed using the numerical computing software Matlab, with the least-
square approximation method. The relaxation time T obtained from the fitting corresponds
to a characteristic time for the diffusion of the fat globules. The temporal evolution of
Q(t, At) characterized by Equation (2) allows evaluation of the relaxation behavior in the



Gels 2023, 9, 202

6 of 13

gelation process. The T obtained by fitting the DVA is shown in Figure 5b. DVA curves at
t =40 and 50 min do not asymptotically decay smoothly to 0. This is due to the artifact
resulting from the insufficient ensemble averaging of the DVA data at long time lags. To
resolve this artifact, we need more long-term observations.
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Figure 3. Representative result obtained from DVA analysis. Two images on the left side in (a) were
taken at interval of time-lag At = 0.1 s. Image on the right side shows a differential image at two time
lags At =0.1 s and 1.0 s. Scale bar corresponds to 10 um. As the fat globules move with the interval
At, bright spots in the differential image becomes large and increase its intensity. Time evolution of
the optical intensity I(f, At) at t = 0 is shown in (b). Time evolution of I(, At) is converted to Q(t, Af)
following Equation (1) in (c).
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Figure 4. (a) DVA images obtained at fixed time-lag At = 0.1 s at various times t. Scale bar corresponds
to 10 pm. (b) Normalized optical intensity (I(t))/(I(0))as=0.1s calculated from DVA images at time
lag At = 0.1 s as a function of t. Vertical dashed line indicates t. = 32 min.
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Figure 5. (a) DVA curves Q(t, At) calculated at different ¢. Solid curves are the best fit to Equation (2).
In this panel, each symbol corresponds to 0 min (), 10 min (), 20 min (A), 30 min (V), 40 min (>),
and 50 min (<), respectively. Relaxation time 7 obtained from the fitted results is shown in (b).
Microscopic viscosity #; calculated is shown in (c). In the panel (b,c), both data obtained from DVA
and DDM are plotted. Vertical dashed line shows f. = 32 min.

During the incubation period, T increases slightly within 10 min after the addition of
GDL and remains almost constant, but increases with ¢ beyond t. = 32 min. The diffusion
time T of a spherical particle in a solvent is given by the relationship T = 6717R3 /kgT with
the viscosity of the suspending medium 7, the radius of the particle R. Here, we refer
to the viscosity estimated from the diffusion time as the microscopic viscosity #;. The
fundamental idea of microscopic viscosity is the same as passive microrheology [32]. In
passive microrheology, the trajectories of a micron-sized particle embedded in the system
as a probe are measured by microscopy. By analyzing the trajectory of diffusing particles,
we can calculate the viscoelasticity using the generalized Stokes-Einstein relation. Since the
viscoelastic properties of the medium affect the diffusion of the particles, the microscopic
viscosity calculated in Figure 5¢ provides information about the dynamics at the scale of
the probe particle. The slowing down of T can be translated into an increase in microscopic
viscosity. It should be noted that the microscopic viscosity at ¢ = 0 agrees well with the milk
viscosity [22,33]. The DVA method can be useful to monitor the early process of gelation.

DVA is sensitive to the mechanical balance between the strength of the casein network
and the Brownian force. A closer look at the time evolution of the microscopic viscosity in
the short time region (f = 0-10 min) shows that 7, increases slightly at the very beginning
of acidification, before t.. In the short time region, the pH drops sharply from 6.4 to
5.6. The slight increase in 7, suggests that the rapid decrease in pH induced the local
aggregation of the casein micelles. The normalized optical intensity in Figure 4b also
decreases slightly 10 min after the addition of GDL, as do the PIV data in Figure 2b.
The slight decrease corresponds to an increase in microscopic viscosity. Thereafter, the
normalized optical intensity in DVA recovers while the relaxation time remains almost
constant. The subsequent recovery behavior is an issue to be clarified.

The stability of casein is highly pH-dependent. Upon acidification, the casein micelles
first dissociate into their constituents [4]. The CaP dissociates because lowering the pH
increases its aqueous solubility [1]. As the colloidal CaP is responsible for integrating the
casein micelles, its dissociation eventually causes the dissociation of the casein molecules.
At the same time as the casein micelles dissociate, the casein loses its negative charge.
The loss of negative charge leads to intramicellar flocculation, followed by the gelation
of the caseins. The ongoing flocculation during acidification can be seen as an increase
in microscopic viscosity. The slight increase in 7+ is, thus, caused by several factors: the
internal changes in the micelles, the loss of CaP and the change in net charge during the
pH change.
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The DVA method provides us with averaged information on relaxation and access
to microscopic viscosity. DVA opens the door to quantifying the gelation dynamics using
image analysis techniques. The acquisition of the microrheological property is an advantage
of the DVA method. It characterizes the system by diffusion time 7 and microscopic
viscosity 77 based on real space imaging. Although DVA potentially contains information
about the diffusion of particles, it has difficulty in deriving statistical information such as
the mean square displacement (MSD) of diffusing particles because DVA tracks the optical
intensity but not the motion of the diffusing particle itself. To extract information about
the diffusion of the fat globules, we used another effective method which also provides
averaged information about the relaxation of the structure in Fourier space.

2.2.3. Differential Dynamic Microscopy (DDM)

Differential dynamic microscopy (DDM) provides us with the relaxation dynamics
of fat globules in the same way as DVA. The main difference with DVA is that DDM
includes information in wave number space. We extracted the mean square displacement
(MSD) information of the fat globules by performing the analysis at the wave number
corresponding to their size.

DDM allows us to perform light-scattering experiments using a standard optical
microscope and extract quantitative information about the structure and dynamics [34,35].
The basic principle of DDM is similar to that of DVA. DDM works by subtracting two
images taken at different time lags At in the movie, just as DVA does in Equation (3). The
dynamics of the system is obtained from the image structure function D(gq, At), which is
calculated by performing a two-dimensional fast Fourier transform (FFT) analysis on the
different images and taking the average over t as

D(q,At) = (|FFT(AI(x,y,t, A1) ?), ®)

where FFT is the FFT operation and g is the wavenumber vector. One can, therefore, obtain
the Fourier power spectrum of the different images, from which one can obtain the image
structure function D(gq, At) for each wave vector g as a function of the time lag At. The time
evolution of the image structure function is described by

D(q,At) = A(q)[1 - f(q,At)] + B(q). 4)

where f(g, At) is the normalized intermediate scattering function, known as the autocorre-
lation function, which can be measured by DLS experiments. Thus, f(g, At) characterizes
the relaxation behavior of the system. A(g) is the function related to the static scattering
properties of the sample, which also depend on the details of the imaging optics used in
this study, and B(q) is a decorrelated background noise and can be regarded as a constant
B. A time series of the Fourier spectrum of the different images allows the calculation of
f(q,At) as
D(q,At) — B
Alq) 7
DDM can be used as an alternative method for DLS and DWS experiments. In the case
of the Brownian particles suspended in a viscoelastic medium, the normalized intermediate
scattering function is expected to be,

f(q, At) = exp[— (Deg?At)F]. 6)

flq,0t) =1~ (5)

Here, Dy is the translational diffusion coefficient of the Brownian particles. The average
motion of the Brownian particles is represented by their mean square displacement (MSD),
(r2(At)) = (x2(At) +y?(At)), and the distribution of the displacement follows the Gaussian.
MSD follows the well-known diffusion behavior

(r*(At)) = 4DiAt, @)
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Finally, by combining Equations (6) and (7), we obtain a relationship for the MSD of
the diffusing particle as follows,

4

(rP(an) = — (~logf(q,A1))"F, ®)

(A=}

Once we obtain the normalized scattering function from the DDM analysis, it can
be translated to MSD. The DDM analysis thus provides us with information on particle
diffusion, which is very sensitive to the viscoelastic properties of the surrounding medium.

The normalized intermediate scattering function f(At) measured at different ¢ is
shown in Figure 6. In Figure 6, f(At) is plotted at g4 = 10.95 um~!, corresponding to
the averaged radius of the fat globules, so that both results from DVA and DDM can
be compared. Here, f(At) was fitted with the same equation as in Equation (2) and the
relaxation time T was estimated. The estimated relaxation time was used to calculate the
microscopic viscosity 7. The T and #; obtained from DDM are compared with the DVA
data in Figure 5b,c. We find that these estimates are in good agreement. As mentioned
in the previous section, the DVA technique necessitates more long-term observations as
the relaxation time slows down. Therefore, we show the microscopic viscosity up to
t = 40 min and the data at ¢ = 45 and 50 min are omitted. Although it is likely that the DDM
curve at t = 40 min may also include the artifact arising from the insufficient ensemble
average at long time lags, the curve in Figure 6a shows a smooth decay, indicating that the
measurements at t = 40 min remain reliable.

To characterize the diffusive behavior of the fat globules, we calculated the mean square
displacement (MSD) of f(At), as shown in Figure 6b. As can be seen from Equation (8), the
exact form of the intermediate scattering function f(Af) contains information about the
motion on the length scale of the fat globules. The MSD at ¢ = 0 increases proportionally
with the time delay At. The linear relationship, (r?(At)) ~ At, at t = 0-30 min indicates
that the fat globules are diffusing in the Newtonian liquid-like environment, i.e., the fat
globules exhibit normal diffusion. In the pre-gel state up to ¢ = 30 min, the magnitude of
the MSD decreases slightly with ¢ while the slope remains unity. This is expected, due
to the increase in microscopic viscosity, as shown in Figure 5c. The increase in viscosity
due to the obstacles created by the local aggregation of the casein micelles reduces the
mobility of the fat globules. As gelation progresses with ¢, the slope deviates from unity.
After the gelation point, at ¢ = 40 min, the slope becomes smaller, which is a signature
of the appearance of subdiffusion behavior due to hydrodynamic interactions with the
casein network. The diffusion of the fat globules is restricted due to the elasticity of the
casein network, resulting in a non-Brownian behavior with a slope less than unity. We
see that at t = 45 min, the slope decreases to less than unity. Similarly to DVA, due to the
extended relaxation time, it was not possible to obtain a sufficient ensemble average at a
large time lag At, thus resulting in an artifact in the determination of A(q) in Equation (5).
However, even taking this into account, there is no doubt that subdiffusion occurred
simultaneously with the extended relaxation time, because the slope of the MSD mainly
depends on the image structure function D(g, At). The diffusion of the fat globules is
significantly suppressed and they become more confined once the casein network is firmly
developed. The subdiffusive behavior at intermediate At indicates that the fat globules are
more difficult to move because they are locally trapped within these casein networks. The
slower relaxation time of the fat globules results in the higher microscopic viscosity #. The
diffusion properties of the fat globules are significantly influenced by the formation of the
casein network.
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Figure 6. Intermediate scattering function f(At) measured at different f (a). Symbols correspond
to the data obtained at different ¢, 0 min (0)), 10 min (d), 20 min (A), 30 min (V), 40 min (>), and
45 min (<). Solid curves are the best fit to Equation (2). Mean square displacement (MSD) at each ¢,
(r2(At)), is shown in (b). In the panel (b), two lines with slope of 1 and 1/3 are shown as the guide
for eyes.

2.2.4. Application of the Image Analysis

Comparing the image analysis method used in this study with light scattering data
presented by another group [36,37], we found that the image analysis data agreed well
with each other. The light scattering method detected the growth in casein aggregates
at the gel point where the elastic modulus begins to develop. This is consistent with the
remarkable decrease in the mobility of fat globules at the gel point obtained by image
analysis techniques. We, therefore, expect that image analysis methods will allow us to
analyze the gelation behavior in real space, complementing light scattering which gives us
information on the dynamics at different length scales.

The present results demonstrate, for the first time, the possibility of measuring the
mesoscale dynamics of milk gelation using generic optical microscopy. The effect of
polydispersity in the network mesh size and the interaction between casein micelles and
fat-globule membranes need to be considered as important factors in the future. The
visualization of the casein network itself by confocal microscopy and the application of
the particle tracking technique will provide further new insights into understanding the
gelling dynamics of acidified milk. The hopping event of the fat globules from the trap
could also be directly visualized using the particle tracking technique. There is a critical
size of the casein network mesh beyond which the mobility of the fat globules decreases
dramatically. As the gelation progresses, hopping becomes more difficult with increasing
network confinement. The combination of the direct visualization of the casein network
with confocal microscopy and fat-globule dynamics, as obtained in this study, is a future
topic. The advances in this study provided by the image analysis techniques will open the
door to deeper investigations of the gelling process of food proteins.

3. Conclusions

Image analysis techniques provide a unique perspective on the formation of milk gels.
We studied the gelation kinetics of acidified milk using several image analysis techniques,
particle image velocimetry (PIV), differential variance analysis (DVA) and differential
dynamic microscopy (DDM), using fat globules as probes. The gel point estimated from
PIV is in good agreement with the rheological data. The relaxation dynamics of the fat
globules provided by DVA and DDM allow us to calculate the microscopic viscosity, which
is also found to be in good agreement with the bulk viscosity. These techniques revealed
that in the very early process of acidification, the microscopic viscosity develops in two
steps: The first step occurs immediately after the addition of GDL, which could be attributed
to the local aggregation of the casein micelles even in the pre-gel state. In the second step,
the microscopic viscosity increases, largely due to the formation of the casein network.
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These data provide evidence that image analysis is sensitive to mesoscale dynamics during
milk gelation.

4. Materials and Methods
4.1. Sample Preparation

Pasteurized milk at a low temperature, 66 °C for 30 min Takanashi Milk Co. Ltd.,
Kanagawa, Japan, was purchased from a local supermarket. The mean radius of the fat
globules was previously estimated to be < R >= 0.57 & 0.027 pm [21]. Glucono-é-lactone
(GDL) was supplied by FUSO Chemical Co. Ltd, Japan. GDL was added to pasteurized
milk at a concentration of 3 wt.%. The mixture was immediately vortexed for 60 s and
transferred to a microscope slide or loaded into the rheometer. The solution on the slide was
quickly sealed with a coverslip for imaging. The pH value of the mixture was measured
using a pH meter, PH71 Yokogawa. In the following, all experiments were carried out at
T=25°C.

4.2. Rheometry

For the dynamic shear modulus measurements, a coaxial double cylinder rheometer
ONRH-1, OhnaTech Inc, was used. The advantage of this rheometer is that the outer
cylinder is made of transparent glass, which allows us to observe the system visually
during the measurement. In this study, the time evolution of the shear moduli, the storage
modulus G’ and the loss modulus G” were measured at angular frequencies of w =1,
5, 10, 50 and 100 s~! and strain amplitude of ¢ = 0.03. From each time evolution of
G’ and G”, we obtained the loss tangent, the ratio of loss to storage modulus, given by
tand = G’ /G/, where ¢ is the phase angle. It is well-known that tand follows the time
evolution of viscoelasticity in the gelling system [24]. The loss tangent, tand, allows us to
identify the gel point when it becomes independent of w around tané = 1. In this study,
tand measured by rheometry was compared with image analysis data.

4.3. Light Microscopy

To observe the fat globules during gelation, microscopy was performed using the
same combination of equipment as in previous studies [21,22]. In the microscopy, the
same position on the slide glass was always observed so that we could correctly evaluate
the mobility of the fat globules. All films were recorded at a frame rate of 50 Hz for
10 s. The movies obtained using microscopy were analyzed using different image analysis
techniques. We used Image] and MATLAB for the image analysis of the obtained movies.

Author Contributions: Conceptualization, S.F. and M.T.; methodology, S.F.; validation, S.F. and M.T,;
formal analysis, K.S. and S.F; investigation, K.S.; data curation, K.S. and S.E.; writing—review and
editing, S.F. and M.T.; project administration, S.F. All authors have read and agreed to the published
version of the manuscript.

Funding: This research received no external funding.
Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.

Data Availability Statement: Not applicable.

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

Dalgleish, D.G.; Law, A.].R. pH-induced dissociation of bovine casein micelles. II. Mineral solubilization and its relation to casein
release. J. Dairy Res. 1989, 56, 727-735. [CrossRef]
De Kruif, C.G. The structure of casein micelles: A review of small-angle scattering data. J. Appl. Crystallogr. 2014, 47, 1479-1489.

[CrossRef]

Pink, D.A ; Peyronel, E.; Quinn, B.; Marangoni, A.G. Spontaneous aggregation of bovine milk casein micelles: Ultra-small angle
x-ray scattering and mathematical modeling. Phys. Fluids 2019, 31, 077105. [CrossRef]


http://doi.org/10.1017/S0022029900029290
http://dx.doi.org/10.1107/S1600576714014563
http://dx.doi.org/10.1063/1.5100161

Gels 2023, 9, 202 12 0f13

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

Moitzi, C.; Menzel, A.; Schurtenberger, P; Stradner, A. The pH induced sol-gel transition in skim milk revisited. A detailed study
using time-resolved light and X-ray scattering experiments. Langmuir 2011, 27, 2195-2203. [CrossRef]

Erturk, M.Y.; Bonilla, J.C.; Kokini, J. Relationship of non-linear rheological properties and quantitative network analysis parameters
as a function of increasingly large amplitude deformations in non-fat, low-fat and high-fat yogurt products. Food Hydrocoll. 2021,
111, 106194. [CrossRef]

Sato, K.; Shima, H.; Nakamura, K.; Kobayashi, N.; Endo, M.; Tanimoto, M. Rheological properties of milk coagulation by crude
enzyme from Hericium erinaceum. Milk Sci. 2016, 65, 161-169.

Mellema, M.; Heesakkers, ]. WM.; van Opheusden, ].H.].; van Vliet, T. Structure and scaling behavior of aging rennet-induced
casein gels examined by confocal microscopy and permeametry. Langmuir 2000, 16, 6847-6854. [CrossRef]

Ong, L.; Dagastine, R.R.; Kentish, S.E.; Gras, S.L. Microstructure of milk gel and cheese curd observed using cryo scanning
electron microscopy and confocal microscopy. LWT 2011, 44, 1291-1302. [CrossRef]

Silva, ].V.; Legland, D.; Cauty, C.; Kolotuev, I; Floury, J. Characterization of the microstructure of dairy systems using automated
image analysis. Food Hydrocoll. 2015, 44, 360-371. [CrossRef]

Gaygadzhiev, Z.; Alexander, M.; Corredig, M. Sodium caseinate-stabilized fat globules inhibition of the rennet-induced gelation
of casein micelles studied by diffusing wave spectroscopy. Food Hydrocoll. 2009, 23, 1134-1138. [CrossRef]

Hemar, Y.; Singh, H.; Horne, D.S. Determination of early stages of rennet-induced aggregation of casein micelles by diffusing
wave spectroscopy and rheological measurements. Curr. Appl. Phys. 2014, 4, 362-365. [CrossRef]

Sandra, S.; Alexander, M.; Dalgleish, D.G. The rennet coagulation mechanism of skim milk as observed by transmission diffusing
wave spectroscopy. J. Colloid Interface Sci. 2007, 308, 364-373. [CrossRef] [PubMed]

Lee, W.; Lucey, J.A. Structure and physical properties of yogurt gels: Effect of inoculation rate and incubation temperature. J.
Dairy Sci. 2004, 87, 3153-3164. [CrossRef]

Le Feunteun, S.; Ouethrani, M.; Mariette, F. The rennet coagulation mechanisms of a concentrated casein suspension as observed
by PFG-NMR diffusion measurements. Food Hydrocoll. 2021, 27, 456-463. [CrossRef]

Li, Z;; Yang, Z.; Otter, D.; Rehm, C.; Li, N.; Zhou, P.; Hemar, Y. Rheological and structural properties of coagulated milks
reconstituted in D,O: Comparison between rennet and a tamarillo enzyme (tamarillin). Food Hydrocoll. 2018, 79, 170-178.
[CrossRef]

Xu, J.; Dong, X.; Zhang, L.F; Jiang, Y.G.; Zhou, L.W. Diffusing wave spectroscopy method based on high-speed charge coupled
device for nonergodic systems of electrorheological fluids. Rev. Sci. Instrum. 2002, 73, 3575-3578. [CrossRef]

Alexander, M.; Piska, I.; Dalgleish, D.G. Investigation of particle dynamics in gels involving casein micelles: A diffusing wave
spectroscopy and rheology approach. Food Hydrocoll. 2008, 22, 1124-1134. [CrossRef]

Norisuye, T.; Inoue, M.; Shibayama, M.; Tamaki, R.; Chujo, Y. Time-resolved dynamic light scattering study on the dynamics of
silica gels during gelation process. Macromolecules 2000, 33, 900-905. [CrossRef]

Glover, Z.].; Ersch, C.; Andersen, U.; Holmes, M.].; Povey, M.].; Brewer, ].R.; Simonsen, A.C. Super-resolution microscopy and
empirically validated autocorrelation image analysis discriminates microstructures of dairy derived gels. Food Hydrocoll. 2019, 90,
62-71. [CrossRef]

Glover, Z.].; Bisgaard, A.H.; Andersen, U.; Povey, M.].; Brewer, ].R.; Simonsen, A.C. Cross-correlation analysis to quantify relative
spatial distributions of fat and protein in super-resolution microscopy images of dairy gels. Food Hydrocoll. 2019, 97, 105225.
[CrossRef]

Koyama, Y.; Tanimoto, M.; Fujii, S. Detection of meso-scale heterogeneity in the rennet-induced gelation process via image
analysis technique. Milk Sci. 2021, 70, 108-117.

Koyama, Y.; Tanimoto, M.; Fujii, S. Quantification of the rennet-induced gelation kinetics using image analysis technique. Milk
Sci. 2021, 70, 118-126.

Lucey, J.A. Formation, structural properties, and rheology of acid-coagulated milk gels. In Cheese, 4th ed.; McSweeney, PL.H.,
Fox, PE, Cotter, P.D., Everett, D.W., Eds.; Academic Press: San Diego,CA, USA; London, UK, 2017; pp. 179-197.

Chambon, F.; Winter, H.H. Linear viscoelasticity at the gel point of a crosslinking PDMS with imbalanced stoichiometry. J. Rheol.
1987, 31, 683—-697. [CrossRef]

Leocmach, M.; Nespoulous, M.; Manneville, S.; Gibaud, T. Hierarchical wrinkling in a confined permeable biogel. Sci. Adv. 2015,
1, €1500608. [CrossRef] [PubMed]

Horne, D.S. Casein micelles as hard spheres: Limitations of the model in acidified gel formation. Colloids Surfaces A Physicochem.
Eng. Asp. 2013, 213, 255-263. [CrossRef]

Jacob, M.; Noebel, S.; Jaros, D.; Rohm, H. Physical properties of acid milk gels: Acidification rate significantly interacts with
cross-linking and hear treatment of milk. Food Hydrocoll. 2011, 25, 928-934. [CrossRef]

Tseng, Q.; Duchemin-Pelletier, E.; Deshiere, A.; Balland, M.; Guillou, H.; Filhol, O.; Théry, M. Spatial organization of the
extracellular matrix regulates cell-cell junction positioning. Proc. Nat. Acad. Sci. USA 2012, 109, 1506-1511. [CrossRef]

Lucey, J.A.; Teo, C.T.; Munro, P.A.; Singh, H. Microstructure, permeability and appearance of acid gels made from heated skim
milk. Food Hydrocoll. 1998, 12, 159-165. [CrossRef]

Pastore, R.; Pesce, G.; Caggioni, M. Differential variance analysis: A direct method to quantify and visualize dynamic hetero-
geneities. Sci. Rep. 2017, 7, 43496. [CrossRef]

Jones, R.A.L. Soft Condensed Matter; Oxford Press: Oxford, UK, 2016; pp. 50-51.


http://dx.doi.org/10.1021/la102488g
http://dx.doi.org/10.1016/j.foodhyd.2020.106194
http://dx.doi.org/10.1021/la000135i
http://dx.doi.org/10.1016/j.lwt.2010.12.026
http://dx.doi.org/10.1016/j.foodhyd.2014.09.028
http://dx.doi.org/10.1016/j.foodhyd.2008.07.019
http://dx.doi.org/10.1016/j.cap.2003.11.049
http://dx.doi.org/10.1016/j.jcis.2007.01.021
http://www.ncbi.nlm.nih.gov/pubmed/17266978
http://dx.doi.org/10.3168/jds.S0022-0302(04)73450-5
http://dx.doi.org/10.1016/j.foodhyd.2011.09.008
http://dx.doi.org/10.1016/j.foodhyd.2017.12.004
http://dx.doi.org/10.1063/1.1505103
http://dx.doi.org/10.1016/j.foodhyd.2007.06.004
http://dx.doi.org/10.1021/ma991496b
http://dx.doi.org/10.1016/j.foodhyd.2018.12.004
http://dx.doi.org/10.1016/j.foodhyd.2019.105225
http://dx.doi.org/10.1122/1.549955
http://dx.doi.org/10.1126/sciadv.1500608
http://www.ncbi.nlm.nih.gov/pubmed/26601296
http://dx.doi.org/10.1016/S0927-7757(02)00518-6
http://dx.doi.org/10.1016/j.foodhyd.2010.09.003
http://dx.doi.org/10.1073/pnas.1106377109
http://dx.doi.org/10.1016/S0268-005X(98)00012-5
http://dx.doi.org/10.1038/srep43496

Gels 2023, 9, 202 13 0f 13

32.
33.

34.

35.

36.

37.

Furst, E.M.; Squires, T.M. Microrheology; Oxford Press: Oxford, UK, 2017; pp. 86-134.

Bakshi, A.S.; Smith, D.E. Effect of fat content and temperature on viscosity in relation to pumping requirements of fluid milk
products. . Diary Sci. 1984, 67, 1157-1160. [CrossRef]

Giavazzi, F; Crotti, S.; Speciale, A ; Serra, E.,; Zanchetta, G.; Trappe, V.; Buscaglia, M.; Bellini, T.; Cerbino, R. Viscoelasticity of
nematic liquid crystals at a glance. Soft Matter 2014, 10, 3938-3949. [CrossRef]

Reufer, M.; Martinez, V.A.; Schurtenberger, P.; Poon, W.C K. Differential dynamic microscopy for anisotropic colloidal dynamics.
Langmuir 2012, 28, 4618-4624. [CrossRef] [PubMed]

Alexander, M.; Dalgleish, D.G. Application of transmission diffusing wave spectroscopy to the study of gelation of milk by
acidification and rennet. Colloids Surfaces B Biointerfaces 2004, 38, 83-90. [CrossRef] [PubMed]

Donato, L.; Alexander, M.; Dalgleish, D.G. Acid gelation in heated and unheated milks: Interactions between serum protein
complexes and the surfaces of casein micelles. J. Agric. Food Chem. 2007, 55, 4160—-4168. [CrossRef] [PubMed]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


http://dx.doi.org/10.3168/jds.S0022-0302(84)81417-4
http://dx.doi.org/10.1039/C4SM00145A
http://dx.doi.org/10.1021/la204904a
http://www.ncbi.nlm.nih.gov/pubmed/22324390
http://dx.doi.org/10.1016/j.colsurfb.2004.08.012
http://www.ncbi.nlm.nih.gov/pubmed/15465308
http://dx.doi.org/10.1021/jf063242c
http://www.ncbi.nlm.nih.gov/pubmed/17439142

	Introduction
	Results and Discussion
	Bulk Rheology
	Image Analysis
	Particle Image Velocimetry (PIV)
	Differential Variance Analysis (DVA)
	Differential Dynamic Microscopy (DDM)
	Application of the Image Analysis


	Conclusions
	Materials and Methods
	Sample Preparation
	Rheometry
	Light Microscopy

	References

