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Keywords: The physical properties of alginate beads were examined both in

normal condition and under compression, to illustrate its mechanical

Thermal effect stability and to calculate the shear modulus through Hertz model.

Modeling Furthermore, the modeling of physicochemical variation of micro-

g'qginateod | beads under the ultrasonic thermal effect was performed. The
ear moaule

temperature rose simultaneously with ultrasonic thermal effect. The
shear modul e and diameter of micro-beads changed with theincrease
of temperature in the solution. The descriptive model and the
predictive model for the reationship between temperature and the
module/diameter of micro-beads were established, and the
validation process presented the effectiveness of the models.

In the drug ddivery system, ultrasonic
gtimulation can be used as an externa

1. Introduction
Alginate bead can be made through dropping the

alginate solution with different concentrations
into chloride calcium solution for the gelling
process. This hydrogel plays an important role
in biomedical equipments and devices as
biomaterials. The beads made of naturd
materials have advantages over the synthetic
beads. The biocompatibility, biodegradability
and non-toxicity of natural aginate beads are
advantageous [1], whereas the mechanical
properties aretheir shortage. The alginate beads,
weakly cross-linked three-dimensiona
hydrophilic polymers absorbing a large amount
of water, can encapsulate various kinds of
biologica molecules, plant or animal cells as
well as different chemical molecules[2].
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stimulation to control drug release from aginate
carriers. The effect of ultrasonic stimulation on
drug carriers should be investigated. The change
in physical properties of aginate bead is
valuable in displaying these effects. In the last
decades, for the purpose of understanding the
mechanical properties of biomaterias, they are
exposed to mechanical oad such as compression
between two paralle rigid plates [3]. Both the
stain and full-field displacement are measured.
The compression method has been largely
applied in the measurement of suspension-
cultured cells and microparticles, as well as
mammalian cells, yeast and bacteria cells[4, 5].
Normally, threefactors, namely the cross-linker,
the gelling environment and the polymer
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characteristics, can determine the mechanica
properties of aginate hydrogel [6]. It was found
that the higher guluronic acid contents and the
gelling cations of higher chemical affinityled to
stiffer alginate beads[7].

Alginate is a thermally sensitive material.
Therma effect from the environment can
change the mechanical properties of alginate gel
[8]. This property has also been demonstrated
by D Serp [9]. Ultrasonic stimulation as an
externa stimulation to control drug delivery has
atherma effect on the solution. Thermal effect
can be influenced by the power, the pulse mode
aswell asduration. However, in previousworks,
the effect of each factor on aginate physica
properties has not been studied. Therefore, it is
very necessary to investigate the effect of these
three key factors on aginate micro-bead
mechanical properties.

In this work, the changes of solution
temperature with these three key factors are
tested; then the thermal effects on the
mechanical properties were summarized and
numerical modeling was performed to predict
the variation of physicochemical properties in
alginate microspheres. Residual anayses were
conducted to validate the models.

2. Materials and methods

2.1. Alginate micro-beads fabrication
Micro-beads are made of a 2% aginate (A0682,
Sigma Aldrich, USA) solution. The alginate
solution is extruded through a 24 gauge needle
(Fisher Scientific), which defines the bead size,
by a perigatic pump (Ismatec 1SM834C,
Switzerland) at aflow rate of 1 ml/min. Droplets
of aginate solution are formed at the tip of the
needle. When the droplet gravity is greater than
the adhesion force of the alginate solution, the
droplets fal into a 50 ml calcium chloride
solution at aconcentration of 1.7%. They areleft
in the calcium solution for 20 minutes so as to
polymerize. The distance between the needletip
and the cation solution surfaceis 10 cm to obtain
spherical droplets. The beads are stored in the
1.7% calcium chloride solution to stabilize the
alginate gel.

2.2. Ultrasonic stimulation setup

A 30 kHz ultrasonic generator (UP50H,
Hielscher, Germany) assembled with a 7 mm
diameter sonotrode (MS7, Hielscher, Germany)

is used to generate ultrasonic waves. Ultrasonic
stimulation duration (ts) is the whole ultrasonic
stimulation time, power amplitude (As) is the
percentage of ultrasonic stimulation maximal
power P, and pul se mode percentage (fp) ispulse
work percentage of every second. Three
parameters vary in different experiments. For
every stimulation experiment, we take six beads
as an assay. These beads are put into atube with
2.5ml 1.7%cal cium chloride solution inside and
are stimulated under different ultrasonic
conditions. The ultrasonic stimulation time is
ranged from 2 to 30 min, the ultrasonic
stimulation power from 0.48 to 17.46 W and the
pulse mode percentage from 20% to 100%.
During ultrasonic stimulation, the sonotrode tip
is immersed in the solution. The physicd
properties and the solution temperature for each
assay were measured before and after the
conduction of the experiments.

2.3. Principle to measur e the alginate bead
shear module

In order to measure the bead shear module, the
compression technology was used. The bead
was compressed between two rigid paralld
plates and the varying distances between the two
plates were recorded. The bead deformation and
the compression force exerted on the beads are
recorded.

According to the geometrical differences of
the samples, different theoretical models were
introduced to analyze these experimental data
[10]. The Hertz law [11], shown as follows in
formula 1, was presented to cal culate the shear
modulus for a solid spherical bead following the
Hooke's law. The compression force variation
was expressed for a sphere positioned between
two rigid plates, with ro as the bead original
radius.

15

8ur; (3(1))

F(t)=
3(1-v)

where y and v are the shear modulus and the
Poisson ratio of the bead material, respectively.
Since the Poisson ratio of alginate bead has been
found to be 0.5 [12], the force F(t) predicted by
Hertz law becomes:

16pr2 (3 (1))

(D
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For every couple of F(t) and &(t) values
measured experimentally, we thus deduce the
shear modulus p.

2.4. Compression test on the alginate bead

A computer-controlled traction/compression
device (Synergie 400, MTS Systems, France) is
fitted with a2 N force transducer (accuracy 10-
4 N). The alginate bead is placed on the lower
plate within a transparent cup filled withl.7%
calcium solution, and its shape is continuously
monitored by a CCD camera (JAIM150, Imasys
S.A., France).The images are acquired with the
Scion Image software (Scion Image, Scion
Corporation, USA) and analyzed with Image J
1.42q (National Ingtitutes of Health, USA).
Contour analysisis performed to detect the bead
edge and the initial hight Do and width Lo of the
bead. The bead is amost spherica and its
volume is computed assuming axisymmetric.
An apparent radius ro of the bead, which is
defined as the radius of a sphere equivaent to
the measured bead volume, is 1.12+0.01 mm.
The alginate bead is compressed by a piston that
moves down at a constant speed of 0.6 mm/min,
which islow enough to eliminate inertia effects
but large enough to avoid potentia osmotic
effects. At each time step, the acquisition system
automatically records the imposed displacement
of the piston D(t) and the resultant force exerted
on the piston.

The initial contact point between the piston
and the bead corresponds to D(0)= O; it is
determined with a precision of +20um. We
define the ratio 6 = D(t) /Do as the compression
ratio. The buoyancy force acting on the piston is
subtracted from the force measured to determine
the net force F(t) acting on the bead. The
variation of F(t) on the function of 4 is called the
compression curve.

3. Results and discussion

3.1. Measurement of micro-bead shear
module and its stability

The compression force F(t) and the deformation
o(t) of an alginate micro-bead, which is
conserved in 1.7% calcium chloride solution for
24 hours, are recorded. For every couple of F(t)
and d(t) values measured experimentally, the
shear modulus p(t) is deduced from Formula 1.
The shear modulus p (t) is relatively constant for
compression ratios in the range of 5-15%.

Therefore, the experimental shear modulus of
the aginate bead is around 42.5kPa. The
experimental compression curve has a good fit
with the theoretical compression curve.

As the gdation of aginate is a process, the
alginate gel needs a certain time to be on the
stable state[13]. We prepared five batches of the
alginate beads in order to test aginate micro-
bead's stability time. They are respectively
conserved in 50 ml calcium solution (1.7%) for
20 min, 60 min, 12 hours, 1 days, and 2 days.
The shear modulus of the beads is obtained by
the method presented above. The measurements
are repeated on a minimum of 6 beads for each
batch. The shear modules of the alginate beads
conserved for different times show that the shear
module of aginate bead increases with the
conversation time in the first 12 hours and
arrives at a stable stat after 24 hours. Other
research works report that alginate reaches its
stable state after about 15 hours of conversation
in calcium solution [14]. Hence, we consider
that a gelation time of 24 hours is sufficient to
stabilize the alginate gel.

3.2. Thermal effect of ultrasonic stimulation
on solution'stemperature

In the experiment, ultrasonic stimulation is
executed in 25 ml 1.7% calcium chloride
solution for each six stable beads. A great part
of ultrasonic energy is trandated into thermal
energy, which results in an increase of
temperature in the solution. One of the three
parameters of ultrasonic stimulation (ts, Ap, fs) is
varied respectively in different experiments.
When beads are stimulated by A,=0.2, f,=0.2
and different ts, the temperature of the stimul ated
solution increased linearly as a function of
ultrasonic stimulation duration (Fig. 1(a)). The
relationship between temperature and duration
was established by formula 3:

T =1.526t_+20.4 ®3)

When the beads are stimulated by Ap=0.2,
ts=5min, and different fs, the temperature of the
stimulated solution also increases in a linear
manner with the augmentation of the pulse
modes percentagefs (Fig. 1(b)). Therelationship
between temperature and the pulse modes
percentage was established by formula 4:

T = 54.526f, + 20.4 4
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When the beads are stimulated by ts=5 min,
fs=0.2 and different A, the temperature in the
stimulated solution also rose in a linear way
(Fig. 1(c)). The therma effects correlated
positively with theinput power. Therelationship
between temperature and the power amplitude
was established by formula 5:

T = 25.456A , + 20.4 (5)

With respect to energy trandation, ultrasonic
energy is trandated into thermal energy and
mechanical energy during the stimulation
process. In the solution, the increase of the
thermal energy is shown by increase of the
temperature. It is caculated by function:
Q=CMAT, where c is the solution specific heat
capacity, m is the solution mass and AT is the
temperature difference. The ultrasound is
generated by ultrasound generator. Ultrasonic
energy is defined by the generator parameters.
The whole ultrasonic energy is caculated by
function. W=Psts, where Ps is ultrasonic
stimulation power, ts is ultrasonic stimulation
duration. Therefore, linear increase of ts, As, and
fs means a linear increase of the whole
ultrasonic energy w. From the experiment
results, we found that all these three parameters

have a linear relationship with thermal energy
increase in the solution. It is hence considered
that a certain percentage ultrasonic energy,
which induces the increase of temperature, is
trandated into the solution. If the linear
coefficient isdefined ask, the temperature of the
solution after ultrasonic stimulation T can be
obtained from function:

T= k—ASfStSP +T, (6)

Cm

where To is the initid temperature in the
solution.

3.3. Modeling of mechanical module
variation

With the increase of temperature, the shear
module of the stimulated alginate beads is
measured by the compression test. Irrespective
of the stimulation condition difference, we
found that shear module p of alginate beads
increase with the temperature increase in the
solution (Fig. 2 (a).The module variation as a
function of temperature followed the |aw:

U =0.008T*-0.169T +43.32 [20<T<80] (7)

R2 = 0.998 showed good correlative properties
for the experimental conditions.
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Fig. 1. Temperature of the solution after the stimulation (a) with different ts and Ap=0.2, f,=0.2 ; (b) with
different fs and Ap=0.2, ts=5min ;(c) with different A, and ts=5 min, fs=0.2.
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Formula 7 is considered to be the modeling of
the shear module depending on the temperature.
We further vaidated its descriptive
effectiveness. Through residua analysis of the
model, the averagerelative error islessthan 1%,
and the experiment conditions fell near the
model lines (Fig. 2(b)). The relative error is
obtained by caculating the difference between
the experimental values and the predicted values
of modeling. Theresidua analysis validated the
good descriptive properties of the model.

In order to validate the predictive effectiveness

of the modd, we stimulated the beads by
different conditions, measured the shear module
of the stimulated beads and the temperature of
the solution after the oimulation. The
experimental data are compared with the
theoretical datain Fig. 3(a).

As shown in Fig. 3(b), we can see the three
points fal in the vicinity of the model curve.
Through residual analysis, the average relative
error is less than 3.1%, showing the valid
predictive properties of the model.
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Fig. 2. (8) Variation of the beads shear module with the increase of temperature
(experimental data(m) , model curve (—)); (b) Residual analysis of the model
to verify the descriptive effectiveness of theoretical formula.
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Fig. 3. (a) Validation of the experimental data(m) with the module curve (—) of p as the function of
temperature; (b) Residual analysis of the model to verify its predictive effectiveness.
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3.4. Modeling of diameter variation

The relationship between microsphere diameter
D and temperature was found to be negatively
correlated. With the increase of temperature,
microsphere diameter D of the stimulated
alginate beads is measured by the compression
test. We found that D of aginate beads
decreased with the temperature increase in the
solution (Fig. 4(a)).The Diameter D variation as
afunction of temperature followed the law:

D =-0.003T +2.115 [20< T <80] (8)

Rz = 0.9801 showed good correlative properties
for the experimental conditions.

Formula 8 is considered to be the modeling of
diameter depending on the temperature. We
further validated its descriptive effectiveness.

2.3 ¢
_20 | .
=
218
= =-0.003T + 2.1TS
1.8 B R*=10.980
1.7 1 1
(a) 9] 20 T(anO 60 80

Through residual analysis of the model, the
average relative error is less than 0.1%, and the
points representing experiment conditions fell
near the model lines. The residua anaysis
presented the good descriptive properties of the
model in Fig. 4(b). To validate the predictive
effectiveness of the modd, we stimulated the
beads by different conditions, and measured the
shear module of stimulated beads and the
temperature of the solution after stimulation.
The experimenta data were compared with the
theoretical datain Fig. 5(a).

As shown in Fig. 5(b), we can see the three
points fal in the vicinity of the model curve.
Through residua analysis, the average relative
error is less than 0.5%, showing the valid
predictive properties of the model.
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Fig. 4. (a) Variation of the bead diameter with the temperature (experimental data () , model curve (—))
;(b) Residual analysis on the model to verify its descriptive effectiveness.

1 i

(-El) 0 20 T (’C )40 60 80

006-
g oot
-
=
g 002~
& w0

000+ -

- 002~

1.B% 190 1.92 195 1.97 o0

(b) Diameter

Fig. 5. (8) Vaidation of experimental diameter data (m) with the theory line (—); (b) Residual analysis on the
model to verify its descriptive effectiveness.
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4. Conclusions

In this study, the modeling of physicochemical
variation of micro-beads under the ultrasonic
thermal effect was performed. The shear module
of micro-beads conserved in calcium solution
(1.7%) was found to be stable in two days; the
temperature rose simultaneously with the
ultrasonic thermal effects, including ultrasonic
stimulation duration (ts), power amplitude (As)
and pulse mode percentage (fp). It correlated
positively with each of the three factors. The
descriptive model and the predictive model for
the relationship between temperature and the
module of micro-beads were established, and
the validation process presented the
effectiveness of the model. The descriptive
model and the predictive model for the
relationship between temperature and the
diameter of micro-beads were also presented,
and we validated the effectiveness of this model
through different manipulation.

Acknowledgement

This work was supported by the funding from
the Department of Education, Henan Province
(CN) (17A180036, 17A180037), by Nationa
Natural Science Foundation of China
(31600676) and by the Science Research
Foundation for the Returned Overseas Chinese
Scholars, State Education Ministry (No.49).

References

[1] M.@. Daheim, J. Vanacker, M.A. Ngmi,
FL. Aachmann, B.L. Strand, B.E.
Christensen, “Efficient functionalization of
alginate biomaterials”, J. Biomater., Vol. 80,
2016, pp. 146-156.

[2] JY.Leong, W.H. Lam, K.W. Ho, W.P. Voo,
M.F.X. Lee, H.P. Lim, SL. Lim, B.T. Tey,
D. Poncelet, E.S. Chan, “Advances in
fabricating spherical aginate hydrogels with
controlled particle designs by ionotropic
gelation as encapsulation  systems”,
Particuol., Val. 24, 2016, pp. 44-60.

[3] D. Portnikov, H. Kalman, “Determination of
elastic properties of particles using single
particle compression test” Powder Technol.,
Vol. 268, 2014, pp. 244-252.

[4] E.A. Peeters, C.W. Oomens, C.V. Bouten,
D.L. Bader, F.P. Baaijens, “Mechanica and
failure properties of single attached cells

under compression”, J. Biomech., Vol. 38(8),
2005, pp. 1685-1693.

[5] A. Overbeck, I. Kampen, A. Kwade,
“Mechanical characterization of yeast cdls:
Effects of growth conditions”, Lett. Appl.
Microbiol., Vol. 61(4), 2015, pp. 333-338.

[6] X.Y. Tian, X.B. Chen, “Effects of Cell
Density on Mechanical Properties of
Alginate Hydrogel Tissue Scaffolds”, J.
Biomim. Biomater. Tissue Eng., Vol. 19,
2014, pp. 77-85.

[7] CX. Wang, C. Cowen, Z. Zhang, C.R.
Thomas, “High-speed compression of single
alginate microspheres”, Chem. Eng. Sci.,
Vol. 60(23), 2005, pp. 6649-6657.

[8] ST. Moe, K.I. Draget, G.S. Brak, O.
Simdsrad, “Temperature dependence of the
elastic modulus of alginate gels”, Carbohydr.
Polym., Vol. 19(4), 1992, pp. 279-284.

[9] D. Serp, M. Muedller, U.V. Stockar, |.W.
Marison,  “Low-Temperature  Electron
Microscopy for the study of polysaccharide
ultrastructures in hydrogels Il effect of
temperature on the structure of Ca?* aginate
beads”, Biotechnol. Bio. Eng., Val. 79, 2002,
pp. 253-259.

[10] M.A. Tung, M.D.H. Rogers, Genera
Compressive Measurements, in Current
Protocols in Food Analytical Chemistry, by
John Wiley and Sons, Inc. 2001, H2.1.1-
H2.1.8.

[11] B. David, E. Dore, M.Y. Jaffrin, C.
Legallais, “Mass transfersin afluidized bed
bioreactor using aginate beads for afuture
bioartificial liver”, Int. J. Artif. Organs,,
Vol. 27, 2004, pp. 284-93.

[12] AV. Sdsac, L. Zhang, JM. Gherbezza,
“Measurement of mechanica properties of
alginate beads using ultrasound”, 19eme
Congrees de Mecanique, France, 2009, pp. 1-
6.

[13] S. Vicini, M. Cadgtellano, M. Mauri, E.
Marsano, “Gelling process for sodium
alginate: New technical approach by using
cacium rich micro-spheres’, Carbohydr.
Polym., Vol. 134, 2015, pp. 767-774.

[14] E. Favre, M. Leonard, A. Laurent, E.
Déllacherie, “Diffusion of
polyethyleneglycols in calcium dginate
hydrogels”, Colloids Surf., A, Vol. 194(1-3),
2001, pp. 197-206.



