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Abstract: In tissue engineering, porous biodegradable scaffolds are developed with morpho-
logical, chemical and mechanical properties to promote cell response. Therefore, the scaffold
characterization at a (sub)micrometer and (bio)molecular level is paramount since cells are
sensitive to the chemical signals, the rigidity, and the spatial structuring of their microenviron-
ment. In addition to the analysis at room temperature by conventional quasi-static (0.1-45 Hz)
mechanical tests, the ultrasonic (10 MHz) and p-Brillouin inelastic light scattering (13 GHz)
were used in this study to assess the dynamical viscoelastic parameters at different frequencies of
elastomeric scaffolds. Time-temperature superposition principle was used to increase the high
frequency interval (100 MHz-100 THz) of Brillouin experiments providing a mean to analyse the
viscoelastic behavior with the fractional derivative viscoelastic model. Moreover, the y-Raman
analysis carried out simultaneously during the u-Brillouin experiment, gave the local chemical
composition.

© 2019 Optical Society of America under the terms of the OSA Open Access Publishing Agreement

1. Introduction

The aim of tissue engineering is to develop porous biodegradable structures (scaffolds) adequate
for the migration, the adhesion, the proliferation and the differentiation of cells seeded in the
material before the implantation or recruited from the implantation site [1]. It is well known
that the scaffold properties, such as surface chemistry, porosity and mechanical properties, affect
cells response [2-5]. Indeed, surface chemistry has a huge impact on the local adhesion, the cell
spreading and overall biocompatibility [6], while the mechanical properties in relation to the
porosity influence the cell form, proliferation, and cortical stiffness [7]. As a consequence, it
is of very high importance to be able to deeply characterize scaffolds at (sub)micrometer and
(bio)molecular levels. For this purpose, u-Raman spectroscopy is a technology increasingly used
in the field of biomedical research. This technique uses the inelastic scattering of light by matter
to give informations related to the (bio)chemical composition of cells, tissues, and scaffolds [8].
Regarding u-Brillouin spectroscopy, this non-destructive and non-invasive technique has only
been considered recently for the biomedical field [9]. Based on the analysis of the frequency
spectrum (position and full width at half maximum of the inelastic peaks) of the light scattering
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induced by the coupling of a bulk acoustic wave with the light propagating in the matter [10], it
is possible to quantify locally the viscoelastic properties of cells and biomaterials.
Polyurethane-based scaffolds have been increasingly used in tissue engineering since the
elastomeric character offers an alternative to conventional rigid thermoplastic scaffolds [11].
Indeed, elastomeric scaffolds can be used to regenerate soft and dynamic tissues such as
skin, tendons, and muscles, since the mismatch of Young moduli is reduced and the material
is able to recover large mechanical deformations. CSPBAT has developed biodegradable
poly(ester-urethane)-based scaffolds (PCLU) that can support the adhesion of cells [12]. This
study shows the potential of the combination use of the nanoindentation tests, the pulse-echo
ultrasonic technique and of the u-Brillouin spectroscopy vs temperature to assess some dynamical
viscoelastic parameters of elastomeric scaffolds at very different frequencies (Hz—100 THz).
Moreover, the scaffold longitudinal moduli obtained by Brillouin spectroscopy are compared
with the experimental data of conventional quasi-static (0.1 Hz) mechanical tests in an uni-axial
stress mode of compression, as well as in a tri-axial stress mode of compression to mimic the
containment to which the material can be subjected after implantation in cavitary defects. Finally,
the scaffold chemical properties were also followed by an original coupled p-Raman—y-Brillouin
spectroscopies system and compared with the results obtained from infrared spectroscopy.

2. Methods
2.1. Materials

All solvents were purchased from Fisher and used as received. Triol poly(e-caprolactone)
oligomers, hexamethylene diisocyanate, Span 80, dibutyltin dilaurate, were purchased from
Sigma-Aldrich.

2.2. Elaboration and characterization of PCLU scaffolds

PCLU scaffolds were obtained through a high internal phase emulsion process named polyHIPE,
and characterized by determination of their density, porosity and pore inter-connectivity, as
previously described [12]. The glass transition temperature was estimated below - 80 °C by
differential scanning calorimetry.

The scaffold morphology was monitored using an environmental scanning electron microscope
(ESEM TM3000 - Hitachi).

The chemical composition of PCLU scaffolds was monitored by Fourier-transformed infrared
spectroscopy (FTIR Nicolet 380 - Thermo Scientific) in an attenuated total reflectance mode
(ATR - Smart Omni Sampler) within the range 500-4000 cm~! with a resolution of 4 cm ™!, as well
as by y-Raman analysis. Here, we used an original setup that enabled to perform simultaneously,
p-Raman and p-Brillouin local analysis. Raman spectra were recorded with the same microscope
setup from the backscattered light with a Raman spectrometer (Horiba Jobin-Yvon iHR 550, 300
lines mm™! grating, 50 um entrance slit). More details on this setup can be found in Ref. [13].

The number average molecular weight between cross-links M. of a porous cross-linked
structure can be determined through swelling measurement. For this purpose, PCLU scaffolds
were immersed in toluene at room temperature up to swelling equilibrium. At the end of the
immersion period, PCLU scaffolds were removed from toluene, rapidly wiped to remove solvent
excess at the sample surface, and weighted to obtain the wet mass of the scaffold. The apparent
polymer volume fraction in the porous system vy, Was calculated using Eq. (1) [14]:

Mgry X Ps
pS

Pporous

ey

V2app =

Mgry X Pnon-porous X ( - 1) + Myer X Pnon-porous

where my;y is the mass of the scaffold before swelling, m,,., is the mass of the scaffold after
swelling, p; is the density of the swelling agent (toluene), p,on—porous is the density of the
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non-porous PCLU network prepared in the same conditions compared to the porous scaffold
without the addition of water, and pporous is the density of the porous PCLU scaffold.
Thereafter, the actual polymer volume fraction vg, which is related to the measured apparent
polymer volume fraction v, determined from Eq. (1) and the porosity P of the scaffold, can
be expressed by Eq. (2) [14]:
1 P

1
— = - 2)
Uog V2app 1-P

Finally, the number average molecular weight between cross-links 1\/71C is calculated using the
Flory- Rehner equation, Eq. (3) [15]:

- 2
M, =-= 2 (3)
U X [ln(l —Uyg) U + X X Uzs]

st(uéf—%)

where V; is the molar volume of the swelling agent (toluene), v is the specific volume of the
polymer, y is the Flory polymer-solvent interaction parameter calculated from the solubility
parameters using Bristow and Watson equation, Eq. (4) [15]:

2

V.
X=0.34+ﬁ>< (65— 6p) “)
where V; is the molar volume of the solvent (toluene), R is the universal gas constant, T is
the absolute temperature, J; is the solubility parameter of the solvent, and 6, is the solubility
parameter of the polymer network calculated using the group contribution method based on Van
Krevelen’s molar attraction constants [16].

2.3. Compression tests

The mechanical behavior of PCLU scaffolds was determined by compression test carried out in
the axial direction to the foam rise with a universal machine. Specimens’ dimensions were 8
mm in height and 18 mm in diameter. Compressive properties were determined in a 500 N force
range, a 7 mm displacement range, and a displacement rate of 5 mm.min~'. The stress/strain
relation was computer-recorded and processed using Realview 3.0 software. The linear regression
procedure was applied for determination of elastic moduli at the beginning of the curve for the
porous PCLU scaffold, and at the end of the curve for the non-porous PCLU material. The typical
acquisition time of the linear slope (strain increasing of 0.05-0.1) was of ~10 s corresponding to
a 1/10 Hz frequency for this test. The mechanical behavior of confined PCLU scaffolds was also
determined in a similar experiment except that the scaffold was confined in a hole of 16 mm in
diameter.

2.4. Nanoindentation tests

The mechanical properties of the films were determined from load-displacement curves obtained
with a MTS Nanoindenter XP apparatus. Nanoindentation tests with continuous stiffness measure-
ment (CSM) were carried out for indentation modulus E;7r measurements. All experiments
were performed with a diamond-type Berkovich indenter. The strain rate and the frequency
oscillation of the displacement was varied in the range 0.01-0.2 s~! and 1-45 Hz, respectively.
The parameters set for the measurement are a depth of 2 um and an amplitude of 2 nm. Each
value was computed as the average of 20 measurements in the range of 0-2000 nm penetration
depth by using the Oliver and Pharr method [17].
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2.5. Ultrasound echoes

The pulse-echo technique was employed to measure the longitudinal sound velocity V;, from the
time of flight of the echoes that are traveling forth and back along the length of two PCLU dense
samples (3.5 mm and 3.8 mm) of the cylindrical shaped sample with 10 mm in diameter and
opposite parallel faces. The travel time of ultrasonic waves propagating through the sample with
a 10 MHz frequency was measured using a Sofranel D20 ultrasound device with a measuring
time accuracy of 0.5 ns. The accuracy for the sound velocity is about 0.1 %. Acoustic attenuation
was not measured.

2.6. u-Brillouin spectroscopy and time-temperature superposition principle

The longitudinal sound velocity V; was measured locally (laser spot size of a few um?) by
the p-Brillouin light scattering technique [8, 9, 13] in the backscattering geometry with a
long-working-distance (6 mm) x100 objective (Mitutoyo plan-apo infinity corrected (N.A. 0.7)
and an entrance pinhole = 300 um for the Brillouin spectrometer. More details about the setup
and procedure are given in Ref. [13]. We just give here a brief summary. For Brillouin scattering
experiments, the incoming light from a single longitudinal mode laser at A;, = 532 nm (Coherent
Verdi 6) was coupled to the microscope. The intensity was kept below 100 mW at the sample.
The light back-scattered into the objective was analyzed with a 2x3-pass tandem Fabry-Perot
interferometer (Sandercock TFP-1) to record its Brillouin spectrum. The wavevector modulus k&
of the probe bulk acoustic wave is defined by:

k =4nn/Ag 5

n ~1.6 = 0.05 is the refractive index of the PCLU material. From the measurement of the
Brillouin frequency shift fp of the inelastic scattered light, the sound velocity V7, is calculated by:

VL = fB/lL/Zn (6)

The intensity as a function of the frequency shift f was fitted with a damped harmonic oscillator
(DHO) function considering a Brillouin frequency shift fg and a full-width at half-maximum I'g,
convoluted with the instrumental response well reproduced by a Gaussian profile (line-width 418
MHz). The dynamical longitudinal viscosity r7 can be estimated from the natural line-width (I'g)
obtained after deconvolution of the instrumental line-width, by the following relation:

n=plp/k? (7

The complex longitudinal modulus M = M’ +iM”, M’ being the storage modulus and M" the
loss modulus, is defined by:
M = pVi +in2x fp ®)

The same mechanical characterization (i.e. the longitudinal modulus M) carried out at room
temperature (20 °C) by varying the frequency could only be applied for 10 MHz (ultrasound
echoes) and 13 GHz (BLS). Nevertheless, an attempt to estimate the high frequency behavior of
M is accessible via the time-temperature superposition principle (TTSP) by performing BLS as a
function of the temperature. It states that the effect of changing the temperature is the same as
applying a multiplication factor to the timescale (frequency), ar (T, T,-), which is given by the
William-Landel-Ferry (WLF) equation [18]:

CI(T - Tr)

In(ar(T,T;)) = TG+ T-1)

(€))

T, is the reference temperature (here, 20 °C) at which we calculate the translated frequency
ar(T,T,) = f with the modulus M(f,T), in case of a thermo-rheologically simple polymer
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(.e. M(f,T) = M(ar(T,T,) = f,T,)) [19]. In some cases, for heterogeneous materials with
multiple relaxation times, it can be necessary to consider a vertical shift b7 (7, T;.) for the modulus.
This shift is related to thermal expansion effects, which for most polymers can be neglected.
Nevertheless, it can be theoretically evaluated if the thermal expansion of the polymer is known
[19], but it is not our case. A direct calculation considering the minimisation of a criterion based
on the Kramers-Kronig relations has also been proposed by Rouleau et al. [20]. To partially
overcome this difficulty, we considered the closest modulus measured at 10 MHz and room
temperature by ultrasounds, as a reference, through which the used viscoelastic model have to go
through and as closest as possible to the higher frequency data obtained by BLS. Similar methods
in which the shifts coefficients are identified along the parameters of a viscoelastic model have
already been proposed [21, 22] This concept works well for amorphous and self-adhesive rubber,
as an example, and allows for the construction of master curves of the complex modulus on a
broad frequency scale [18, 23].

3. Results and discussions
3.1. Scaffold elaboration and structural characterization

Various elastomeric polymers have been proposed as scaffolds for tissue engineering. Among
available biocompatible and biodegradable elastomers, polyurethane, poly(ester-urethane) and
poly(ester-urethane-urea) are of much interest since they can be synthesized with various
chemical and mechanical properties, as well as with various degradation rates [11]. In this
study, poly(ester-urethane)-based scaffolds (PCLU) were elaborated from a high internal phase
emulsion in which oligoesters contained in the continuous phase were cross-linked. Depending
of the emulsion parameters, various multi-scale and interconnected porosities can be obtained
[12]. More specifically here, PCLU scaffolds were designed to present a 85.1% open-porosity
that did not contain closed voids, and pore sizes ranging from below 150 to 1800 um (Fig. 1(a) -
left and Fig. 1(b)). A non-porous material, which is transparent, was also prepared in the same
conditions compared to the PCLU scaffold without the addition of water (Fig. 1(a) - right).

It was demonstrated that during the scaffold elaboration, side reactions with water arose leading
to the formation of urea moieties [12]. Thereby, the determination of the scaffold chemical
composition is critical as it may affect the degradation behavior, as well as the mechanical
properties since urea moieties are known to act as hard segments in poly(ester-urethane-urea)
[24]. The FTIR and the y-Raman analyses of the porous PCLU scaffold and the non-porous
material exhibits characteristic bands of poly(ester-urethane)-based material (Fig. 1(c) and
1(d)) [12]. Indeed in the u-Raman spectrum (Fig. 1(d)), it is possible to identify the following
chemical groups for the non-porous material [25, 26]: stretching of urethane NH groups shifted
by H-bonding at 3385 ¢m™!, asymmetric and symmetric stretching of CH, groups at 2925,
2870 and 2740 c¢m™', stretching of urethane and ester free C=0 groups at 1731 cm™' and
hydrogen-bonded C=0 groups for the shoulder of the peak at 1639 cm™!, bending of urethane
NH group and stretching of CN groups at 1544 cm™!, bending of CH, groups at 1451 and 1372
cm™!, and stretching of CN and CO groups at 1304 cm™~!. For the porous PCLU scaffold, it
was also identified two additional peaks attributed to urea C=0 and NH—-C=0 groups at 1650
and 1620 cm™!. u-Raman spectroscopy is very interesting for further scaffold analysis since the
technique allows the enhancement of polyurethane characterization and can be used to follow
polyurethane degradation processes at a molecular level [25].

3.2. Determination of the scaffold quasi-static mechanical properties

Due to the presence of additional urea moieties in the structural composition of PCLU scaffolds,
it is necessary to confirm the retention of the elastomeric behavior. Therefore, the quasi-static
mechanical properties were determined through compression tests. In an uni-axial stress mode
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Fig. 1. (a) Photography of the porous PCLU scaffold (left) and non-porous material (right);
(b) ESEM image of the porous PCLU scaffold; (¢c) FTIR-ATR analysis of the non-porous
material and the porous PCLU scaffold; (d) u-Raman analysis of the non-porous material
and the porous PCLU scaffold. (dotted lines indicate urea functions).

of compression, that is to say when the scaffold only developed stresses in the compression
direction and expanded freely in the two other directions, a typical compressive stress-strain
response of an elastomeric open-cell foam was found (Fig. 2(a)) [27]. At the beginning of
the stress-strain curve, the stress depends linearly on the strain and it is possible to determine
the effective elasticity modulus E7 of the porous scaffold (Fig. 2(b)). Then, the post-buckling
domain is characterized by a long elastic plateau due to pores collapse. Finally, strain increases
dramatically when the densification is reached and it is possible to determine the elastic modulus
of the related non-porous material (E,;n—porous) (Fig. 2(a)).
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Fig. 2. Mechanical behavior of the PCLU scaffold under uni-axial (solid line) and tri-axial
(dotted line) stress modes of compression: (a) all strain range; (b) low strain range.

The compression test gave values of 16 + 2 MPa for Epon-porous and 161 + 14 kPa for E} at a
frequency 1/10 Hz corresponding to the acquisition time of the linear slope. For comparison,
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the nanoindentation tests of the non-porous material provided Young modulus of 49 + 7 MPa, 42
+ 7 MPa and 35 + 8 MPa, for 45 Hz, 10 Hz and 1 Hz frequencies, respectively, at a fixed strain
rate of 0.05 s~!'. Typical load and unload force-displacement curves are shown in Fig. 3 and
evidence the stiffening as the frequency is increasing.

03 45 Hz
10 Hz

’

- 1Hz
= /.
Zo02f L
£ .

B a
g z
.
01f 2
L
00bk==z T L L L
0 500 1000 1500 2000 2500

Displacement (nm)

Fig. 3. Load-displacement curves of the dense PCLU from nanoindentation tests for three
different frequency (1 Hz, 10 Hz and 45 Hz) and a fixed strain rate of 0.05 s~ 1.

The effective elasticity modulus £} found for the PLCU scaffold is in good agreement with the

expected theoretical value EY,, . (E},,., = 165 kPa with N = 2.4) evaluated using Eq. (10) [28]:
El*theo = LEnon-porous X (1- P)N (10)

where P is the porosity of the scaffold (P = 85.1%), and N is an exponent value which varies
between 1 and 3 depending on pore shape and orientation.

Moreover, the number average molecular weight between cross-links ]V_IC of the PCLU scaffold
can be evaluated according to the theory of the rubber elasticity using using Eq. (11) [29]:

3pRT

M, =
c Eik

an

where p is the PCLU scaffold density (159 kg.m_3), R is the universal gas constant, and T is the
absolute temperature. The number average molecular weight between cross-links was found to
be 7340 g.mol~! which is in good agreement with the value found by the swelling experiments
(M, =7930 + 1600 g.mol ™).

The mechanical properties of the PLCU scaffold were also studied when confining the scaffold
in a hole to mimic the containment to which the material can be subjected after implantation in
cavitary defects. Therefore, the scaffold developed stresses in all directions. As expected for
the tri-axial stress mode of compression, the stress-strain curve is similar to that under uni-axial
stress mode of compression (Fig. 2(a)); but the compressing requires larger stresses. During
tri-axial stress mode of compression, the effective elasticity modulus E; was found to be 321 kPa

(Fig. 2(b)), which is in good agreement with the theoretical modulus (E;k heo = 308 kPa with N =
2.4 and v, = 0.425) calculated using Eq.(12) [27]:
E3,he(, = Epon-porous X (12)

(2—P)><(1—ﬁ)

1-v,

where Ejon—porous i the elastic modulus of the non-porous material (Epon—porous = 16 £ 2
MPa), P is the porosity of the scaffold (P = 85.1%), and v. is the Poisson’s ratio of the foam
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which varies between 0.1 and 0.4 for polymeric foams - it was found for instance to be 0.4 for
polyester foams and 0.3-0.5 for polyurethane foams [30, 31]. We used a Poisson ratio v = 0.425
to convert the Young’s modulus E measured at low frequency (compression and nanoindentation)
to the longitudinal storage modulus M’ = E(1 —v)/(1 + v)/(1 — 2v), in order to compare later
to the high frequency ones (ultrasonic and BLS). Finally, it is possible to conclude from the
quasi-static mechanical tests that the porous PCLU scaffold behaves as elastomeric foam with
appropriate elastic modulus for soft tissue regeneration [32].

20000

10000

Intentsity (counts)

P S RO ol S
8 9 10 11 12 13 14 15 16 17 18
Brillouin frequency (GHz)

Intentsity (counts)

8 9 10 11 12 13 14 15 16 17 18 19
Brillouin frequency (GHz)

Fig. 4. (a) p-Brillouin light scattering spectra of the non-porous material (dotted line) and
the porous PCLU scaffold (solid line) at room temperature (20 °C). The peak is the inelastic
scattering of the incident light by the longitudinal bulk acoustic wave with a Brillouin
frequency shift fp ~ 13 GHz. (b) u-Brillouin light scattering spectra of the non-porous
material as a function of the temperature (- 40 °C, + 60 °C).

3.3. Determination of the scaffold dynamical viscoelastic properties by u-Brillouin
spectroscopy and ultrasound echoes

A typical spectrum obtained at room temperature, is shown in Fig. 4(a) for the non-porous
material and the porous PCLU scaffold. Their Brillouin frequency shift fp lies close to 13
GHz while their full line-width at half-maximum are I',,ous= 2140 MHz and T'0n—porous
= 1873 MHz, respectively. We measured V7, = 2160 = 110 m/s and the related longitudinal
elastic modulus M’ = 4.8 + 0.4 GPa. The dynamical longitudinal viscosity r defined by Eq. (7),
could be estimated from the natural line-width obtained after deconvolution of the instrument
line-width, 7 ~1.3 mPa.s. It is of the same order of magnitude as for soft glassy polymers [33] in
the glassy state.
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These high-frequency results lead to a stiffer material than the ones measured by the ultrasonic
pulse-echo method with a 10 MHz longitudinal transducer, V; = 1773 £ 53 m/s and M’ = 3.2
+ 0.15 GPa. We plotted the high frequency longitudinal storage modulus together with the
quasi-static results in a log-log scale, as a function of the frequency, in Fig. 5. Finite relaxation
time and low compressibility provide a qualitative explanation for the observed large difference
in modulus between the ultrasound, Brillouin light scattering and quasi-static mechanical tests.

Indeed, recent rheological studies have shown that the mechanical modulus (M) of many soft
materials follows a power-law dependence on frequency (f):

M = My(Ly (13)
Jo

Here, M and f are scale factors for stiffness and frequency, respectively, and « is the scaling
exponent factor (o = 0 for purely elastic and 0 < @ < 1 for viscoelastic materials) [34, 35].
a = x — 1 can be related to the "noise temperature” x, introduced in the the soft glassy rheology
(SGR) model [36]. Considering the Young modulus measured at low frequency (0.1 Hz—45 Hz),
a best-fit provided @ = 0.17 and log(Ey/(fo)*) = 2.48. Our « value lies in the range 0.1 - 0.3
measured for several different cells in Ref. [34]. Additional information on the dynamical shear
modulus G are needed to determine separately, the scale factors Eg and f; [37].

707070 0 0 e A A s s e s B B A A M B At B Mt Bt Mt )
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Fig. 5. Longitudinal storage modulus M’ as a function of the frequency f (log-log scale) of
the PCLU dense polymer. The line (red-color on-line) is a fit using the fractional derivative
model described in the text.

For a more complete description of the modulus vs frequency behavior, a viscoelastic model
is needed. The Cole-Davidson model [38], the Maxwell model [39] or the fractional derivative
model [40] have been successfully employed to reproduce such behavior considering at least
one relaxation time. In order to do such analysis, more data were necessary. We applied the
time-temperature superposition principle to the temperature BLS results shown in Fig. 4(b) in
combination with the employed viscoelastic model, described below. The horizontal translational
parameter ar defined by the two constants, C; = 11 K and C; = 225 K (see, Eq. (9) ) was
reasonably determined, ensuring an overall agreement between the viscoelastic model and the
experiments (see Fig. 5).

In order to well interpret the storage modulus M’ variation over the whole frequency range,
using only a few number of parameters, we consider a fractional derivative model: the complex
modulus reads

(iwt)*

M =My + M ———
0 11+(ian')“

(14)
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With My = 0 (in fact, My << M;), M; = 7.85 GPa, a@ = 0.235 and 7 = 1 ns, the calculated
storage modulus variation M’ = R(M*) vs frequency fits well the measurements (see Fig.5).
According to this model, the modulus tends to the unrelaxed modulus M., = My + M, for
frequencies much larger than 7~!. This could explain the observed slow increase of M’ for higher
frequencies. Moreover for frequencies much smaller than 77!, the modulus variation can be
fitted by a power law as previously discussed: for My = 0 and w7 << 1, M* =~ M) (iwT)*

Supplementary information are still necessary, either on the loss-modulus M” and on the
storage longitudinal modulus M’ in the mHz—kHz range, in order to explore with more details
the relaxation processes at lower frequency (< 0.1 Hz) and measuring the relaxed modulus M.

4. Conclusions

We demonstrated that PCLU scaffolds seem to possess the required mechanical features for soft
tissue engineering since the quasi-static compression tests provided the effective Young modulus
of the porous material, and confirmed the elastomeric behavior. The use of the ultrasonic at room
temperature and p-Brillouin inelastic light scattering as a function of the temperature (- 40 °C, +
60 °C) provided a reasonable insight on the the high-frequency dynamical viscoelastic parameters
and the relaxation time. The fractional derivative viscoelastic model with one single relaxation
process successfully reproduced the longitudinal modulus evolution as a function of the frequency
(0.1 Hz-100 THz). Moreover, combining u-Raman and u-Brillouin spectroscopies allowed to
assess locally and simultaneously the chemical composition and the viscoelastic properties of the
scaffold that does not differ significantly from the dense polymer. Therefore, the coupling of the
two techniques should allow to establish relationship between local molecular variations and
changes in mechanical properties during scaffold degradation, extra-cellular matrix deposition
and cell adhesion.
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