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ABSTRACT: The interfacial structuring of Acacia gum at various pH
values on self-assembled monolayer (SAM) surfaces was investigated
in order to evaluate the respective importance of surface versus
biopolymer hydration in the adsorption process of the gum. To this
end, SAMs with four different ending chemical functionalities (—CHS,,
—OH, —COOH, and —NH,) were used on gold surfaces, and the gum
adsorption was monitored using multiparametric surface plasmon
resonance (MP-SPR) and quartz crystal microbalance with dissipation.
Surface modification with alkanethiol and the subsequent adsorption
of Acacia gum were also characterized by contact angle measurements
using both sessile drop and captive bubble methods. According to MP-
SPR results, this study demonstrated that gum adsorbed on all surfaces
and that adsorption is the most favorable at both acid pH and
hydrophobic environments, ie., when both the surface and the
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biopolymer are weakly hydrated and more prone to interfacial dehydration. These results reinforce our recent proposal of interfacial
dehydration-induced structuring of biopolymers. Increasing the pH logically decreased the adsorption capacity, especially on a
hydrophilic surface, enhancing the hydration rate of the layer. A hydrophilic surface is unfavorable to Acacia gum adsorption except if
the surface presents a negative surface charge. In this case, interfacial charge dehydration was promoted by attractive electrostatic
interactions between the surface and biopolymers. In the aggregate, the water percentage and the viscoelastic properties were closely
related to the properties of the surface function: the negative charge and hydrophobicity significantly increased the hydration rate

and viscoelastic properties with the pH, while the positive charge induced a rigid and more dehydrated layer.

B INTRODUCTION

The adsorption between biopolymers and solid surfaces plays a
pivotal role in a multitude of scientific and industrial
applications, ranging from pharmaceuticals to food science,
but also environment and biomaterials.'~® Understanding the
adsorption behavior of biopolymers, such as Acacia gum, on
surfaces with varying properties, is of paramount importance as
it not only contributes to our fundamental knowledge of
interfacial phenomena but also finds practical relevance in
numerous technological advancements. Self-assembled mono-
layers (SAMs) serve as a versatile platform to study adsorption
due to their precise control over surface properties, including
hydrophobicity, hydrophilicity, and charge, mimicking real-
world scenarios.

Acacia gum, a complex highly branched arabinogalactan-
protein (AGP) extracted from Acacia tree exudates, is widely
used in food and pharmaceutical industries as a stabilizing,
thickening, and gelling agent.”” Acacia gums differ by their
chemical composition, molecular weight distribution, protein
content (~1-3%), and composition in minor compounds
(minerals, polyphenols).® Basically, AGPs are composed of
protein backbones decorated with massive polysaccharide
blocks.” Several previous studies have investigated the
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adsorption of Acacia gum on solid surfaces, like gold, oxide,
or latex particles."””"® These studies highlighted that the
adsorption of Acacia gum is the highest on hydrophobic and
negatively charged surfaces, resulting in highly viscoelastic
hydrated layers. Considering liquid oil—water interfaces,
Faucon et al.'* suggested that the dehydration of the interface,
i.e.,, signature of surface hydrophobicity, is responsible for the
gum adsorption near the oil hydrophobic interface. Further-
more, a recent study shows using in situ ATR-FTIR that Acacia
senegal gum (A. senegal) adsorbs directly through the protein
moieties on gold nanoparticle surfaces, while the carbohydrate
blocks responsible for the high swelling capacity of the gum
seem to be farther away from the interface.'* However, most of
these results were obtained on native and heterogeneous
surfaces with no direct control over the surface charge or
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hydrophobicity, two parameters that are intimately related.
One possible route is to use well-defined and homogeneous
surface chemistry such as SAMs of alkanethiolates with
different ending chemical groups on gold surfaces. The
adsorption of Acacia gum on SAM surfaces can be influenced
by several factors, including the chemical composition and
structure of the SAMs, as well as the pH and the ionic strength
of the solution, to name a few. Several studies have investigated
the influence of surface charge and wettability on the
adsorption mechanism of proteins,' ™ polymers,”' bacteria,”*
or polysaccharides™~*° using SAMs combined with QCM-D,
SPR, and/or contact angle measurements.

In this study, we explore the adsorption behavior of Acacia
senegal gum (A. senegal) on SAM surfaces with differing
polarities (hydrophobic, polar, charged) at three different pH
conditions using quartz crystal microbalance with dissipation
(QCM-D) and multiparametric surface plasmon resonance
(MP-SPR). QCM-D and MP-SPR are employed to investigate
the adsorption amount, the hydration rate, and the viscoelastic
properties of the adsorbed layers, providing a comprehensive
overview of the adsorption process. Contact angle measure-
ments, in both sessile drop (SD) and captive bubble (CB), are
used to evaluate the impact of the gum on surface wettability in
both air and buffer. By elucidating the interfacial interactions
between Acacia gum and these diverse SAMs, we aim to shed
light on the driving events governing this adsorption.

The findings of this study will not only advance our
understanding of biopolymer-surface adsorption but also
contribute to the development of improved Acacia gum-
based formulations for diverse industrial applications.
Furthermore, this research provides a valuable template for
exploring the adsorption behavior of other biopolymers on
structured surfaces, facilitating the design and optimization of
advanced biomaterials and functional coatings.

B EXPERIMENTAL SECTION

Materials. 1-Octadecanethiol (UDT: —CHj, 98%), 11-mercapto-
1-undecanol (MUD: —OH, 97%), 1l-mercaptoundecanoic acid
(MUA: —COOH, 95%), and 1l-amino-1-undecanethiol hydro-
chloride (AUT: —NH,, 97%) were all purchased from Sigma-Aldrich
company. Ethanol absolute solution (99%) was purchased from
Fisher Scientific.

The experiments were carried out using commercially available
Acacia senegal (A. senegal, lot OF152413) soluble powders, provided
by the Alland & Robert Company — Natural and Organic Gums (Port
Mort, France). Biochemical composition and structural parameters
are provided in the Supporting Information (Table S1). Dilution of
stock gum dispersions (C = 10 g L™") to the desired concentrations
was performed in 10 mM acetate (VWR Chemicals) with S0 mM
NaCl salt. Gum concentrations in stock dispersions were quantified
by the dry matter method. pH was set from 3 to 8 using HCI or
NaOH solution (Merck, analytical grade, Molsheim, France). All
stock solutions were prepared at room temperature and filtered with a
0.2 pum filter unit (GHP, Life Science), using fresh purified water
(Milli-Q, Millipore) with a resistivity of 18.2 MQ cm.

SAM Preparation and Cleaning. Gold substrates (QCM sensors
and MP-SPR chips) were cleaned in piranha solution H,SO,/H,0,
(7:3, v/v) for 3 min, rinsed exhaustively first with Milli-Q water and
then with absolute ethanol, and dried under a stream of nitrogen.
SAMs were formed by immersing gold substrates into 2 mM thiol
solutions in absolute ethanol overnight (~18 h) at room temperature
in the dark. Substrates were rinsed twice with absolute ethanol and
dried under N,. SAMs were kept away from light before contact angle
analysis and after the adsorption experiment. After adsorption
experiments, all substrates were rinsed thoroughly with Hellmanex
2%, ethanol, and water before recleaning with piranha solution.

MP-SPR. MP-SPR experiments were carried out on an MP-SPR
Navi 210A VASA (BioNavis, Tampere, Finland). The wide angular
range of 40°—78° available and the use of two wavelengths (670 and
785 nm) allow the direct determination of layer thickness and
refractive index. An equilibration of 1—2 h with the buffer solution at
the desired pH condition was needed to reach a stable state,
corresponding to the baseline conditions. Considering the isotherm
result obtained in our previous study, a concentration of 150 ppm was
chosen for A. senegal adsorption in both MP-SPR and QCM-D
experiments, corresponding to the maximum coverage concentra-
tion.'” When the gum adsorption reached steady state, desorption was
investigated by rinsing the system with an initial buffer solution.

The Navi LayerSolver software was used for the determination of
the refractive index, thickness, and mass of the adsorbed gum using
both wavelengths. For SAM film thickness determination, two
different media (air and buffer) were also used combined with the
two wavelengths. The following equation was used to calculate the
adsorbed mass:

Tvp—spr = dMP—SPR*/) (1)

The film density was assumed to be the inverse of the partial
specific volume v,°, p = 1/(1/50),26 ie, 1.703 cm® g7'. The
temperature was set to 20 °C with a flow rate of SO uL.min~". All
experiments were repeated at least twice, and all calculated data
presented in this study corresponded to the mean =+ standard
deviation.

QCM-D Monitoring. The adsorption process was monitored in
situ by QCM-D using a Q-sense E4 instrument (Sweden) using a
piezoelectric AT-cut quartz crystal coated with gold electrodes, with a
nominal resonance frequency of S MHz (SX301, Q-Sense) and a
peristaltic pump to maintain the flow of the liquid through the
measurement chamber. The detailed principles of the QCM-D
method have been described elsewhere.””*® Briefly, by recording
changes in the resonance frequency (AF) and the change in the
dissipation energy (AD), this method allows the investigation of the
mass change, the layer thickness, the kinetics of the adsorption
process, and the viscoelastic properties of the adsorbed layer. The
experimental process is identical to our previous study at 20 °C with a
flow rate of 200 uL/min in an independent closed-system
configuration for each cell.’> As for MP-SPR, when the gum
adsorption reached the steady state, desorption was investigated by
rinsing the system with an initial buffer solution.

In this study, the Voigt model® ™' was used to evaluate the mass,
thickness, and viscoelastic properties of the adsorbed layer with the
Dfind software with at least five overtones with a good signal-to-noise
ratio (Biolin Scientific, Q-Sense, Sweden). The adsorbed film was
assumed to have both a uniform thickness and a uniform density. All
experiments were conducted at least three times. The ninth overtone
presenting the best signal-to-noise ratio was used for data
representation.

By comparing the “dry” mass from MP-SPR and the “wet” mass
results from QCM-D, it is possible to estimate the apparent hydration
rate of the adsorbed film according to the following equation:

Toenin — Nursor
%H,O = QCM-D MP-SPR 0

rQCM—D (2)

Contact Angle Measurement. Contact angle measurements
were performed using two different methods: SD or CB, with a
Tracker automatic drop tensiometer (Teclis Scientific). Images were
analyzed with WDROP software.

SD contact angle measurements were performed by the method of
SD. A drop of 2 uL of 10 mM acetate buffer containing S0 mM NaCl
at the desired pH was deposited on the cleaned sensor surface at
room temperature. Images were recorded during 60 s, and
measurements obtained in a stable state (i.e, 30 s) are presented in
this study. At least five measurements on each different surface were
averaged to obtain reliable results.

For the CB contact angle, a homemade support for a quartz crystal
sensor was created (Figure S1). Sensors were suspended face down,
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Table 1. SAM Surface Properties

surface chemical formula SAM name Osp pH S (deg) Ocp pH S (deg) features pPK, charge at pH S dyp_spr (nm)
CH; HS(CH,),,CH, UDT 104 + 2 101 + 1 hydrophobic neutral 1.50 + 0.31
NH, HS(CH,),,NH,-HCl AUT 67 + 4 S8 +2 hydrophilic 65 + 3.15 + 0.74
COOH HS(CH,),(COOH MUA 2+1 25+2 hydrophilic 46 - 1.69 + 0.27
OH HS(CH,),;0H MUD 26 + 4 20+ 3 hydrophilic neutral 1.67 + 0.66
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Figure 1. Contact angle measurements on SD and CB methods before and after A. senegal gum adsorption as a function of pH on (a) CH;, (b)

NH,, (c¢) COOH, and (d) OH SAM functions.

and the support was submerged in a quartz tank, containing the buffer
solution, by around 1 cm above the sensor. An air bubble with a
volume of 5 uL was deposited at the interface by using a curved
needle. To evaluate the surface pK, of charged SAMs, ie, MUA:
—COOH and AUT: —NH,, a CB experiment was used by varying the
pH of the tank solution (50 mM NaCl degassed with N,) over the
same SAM surfaces. Experiments were carried out on two different
sensors for both SAM surfaces.

The contact angles of all SAM surfaces, in both contact angle
methods, were characterized immediately after functionalization, to
control the SAM formation before adsorption, and right after gum
adsorption in QCM-D to evaluate the impact of the gum on
wettability. Sensors were kept in a buffer solution after the adsorption
experiment and directly analyzed with CB contact angle measure-
ment. After analysis, sensors were dried with N, for static contact
angle measurement. While the SD contact angle can be directly
measured (0gp), the CB contact angle must be recalculated since the
angle measured is the contact angle between the air bubble and the
solid surface with the following equation:>*

Ocp = 180° — 0, (3)

B RESULTS AND DISCUSSION

Characterization of SAMs. SAM formations were
characterized by contact angle measurements, and their
thicknesses were measured by MP-SPR and ellipsometry.
The obtained contact angles of SAM surfaces (Table 1) are
consistent with the literature data.'®*°~** Images of contact
angle measurements at pH 5 in both methods are available in
Table S2. As expected, the SD contact angle measurements
suggested the most hydrophobic surface is —CH; (104° + 2°),
while the surfaces coated with the other groups are more polar:
with —OH: 26° + 4° with — NH,: 67° + 4° and with
—COOH: 22° + 1°. One hydrophobic interface (CH;) and
three more or less hydrophilic ones (OH, COOH) were
therefore obtained. CB contact angle presents very similar
results, with however a global tendency for the SAM surfaces
to be more wettable when directly put in solution.

The apparent surface pK, of SAMs has been investigated by
different surface analysis techniques, such as quartz crystal
microbalance,”** surface plasmon resonance spectroscopy,”
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. . 36—38 . 7. .
chemical force microscopy, indirect laser-induced temper-

ature jump,” voltammetry,**~** and contact angle titration.**
As shown by Marmisollé et al,,*' the SAM apparent surface pK,
values vary depending on the chain length and the alkanethiol
conformations, leading to some discrepancies in literature data.
The apparent surface pK, also varies according to ionic
strength. In this study, the apparent surface pK, of the two
charged —COOH and —NH, SAMs was estimated through CB
contact angle methods with 50 mM NaCl. This technique
allows the complete wetting of the surface and thus the direct
determination of the angle variation as a function of pH. CB
measurement indicates that the SAM surface used in this study
presents apparent pK, at 4.6 and 6.5 for —COOH and —NH,
SAMs, respectively (Figure S2).

The thicknesses of the SAMs were measured by MP-SPR in
both air and buffer media before the gum adsorption (Table
1). SAM thicknesses were around 1.70 nm at the three studied
pHs for all groups except for NH,, where the thickness was
double. The values are in agreement with previous
studies.”*>¥***> The difference in NH, SAM thickness is
probably due to steric constraints induced by hydrogen atoms
overlapping. The SAM thicknesses were also measured by
ellipsometry, right after the SAM formation, for comparison,
and the present similar results were compared to those
obtained using MP-SPR. The ellipsometry and MP-SPR results
are presented in the Supporting Information (Table S3). SAM
layer thicknesses are therefore identical before and after
hydration in the buffer.

Monolayer formation depends on many factors such as
adsorption time, temperature, the purity of the thiols, the
quality of the Au surface, and also its roughness.*>*’
Discrepancy in contact angle or thicknesses between identical
samples can indicate that the yield of SAMs is incomplete, and
it presents defects or molecular disorders resulting in a
discontinuous monolayer. Moreover, SAMs are sensitive to
ultraviolet and thus can be unstable over time.* To prevent
these drawbacks, SAM formation was controlled with contact
angle measurements before each adsorption with only freshly
prepared surfaces, and the impact of gum adsorption on those
surfaces’ contact angle was investigated right after the end of
each experiment. These results will be discussed later.

Contact Angle Results. Surface contact angle measure-
ments were performed on each QCM-D quartz before and
after A. senegal adsorption (Figure 1), on both SD and CB
methods to measure the gum adsorption impact on surface
wettability in air and when immersed in a buffer. The CB
method measures the wetting contact angle using an air bubble
at a solid—liquid interface. This method is well suited for
hydrophilic surfaces on which a liquid usually spreads out,
making the SD method more difficult, and is more suitable to
measure the wettability of surfaces that operate under a
liquid 3%

For all SAM surfaces, the total immersion in water leads to a
slight increase of surface wettability, as discussed in the surface
characterization section. From a general point of view, the
contact angle variation after A. senegal gum adsorption is weak
(<10°) except on the positively charged surface (—NH,),
where the impact on surface hydration is more visible. The
following analysis mainly presents tendencies rather than
quantitative issues.

A. senegal gum adsorption on the —CHj hydrophobic surface
(Figure la) presents a weak influence on surface hydro-
phobicity, with only a little decrease of the contact angle,

particularly with the SD method. Despite the fact that angle
variation is very weak for the —OH hydrophilic surface (Figure
1d), a small change is observed in the wettability of surfaces
when the gum is adsorbed, particularly at pH 8, with this
variation coming from the dehydration of the hydration shell
rather than as a direct consequence of gum adsorption.
Moreover, the wettability variation seems to be more visible at
basic pH for —CH; and —OH SAMs on the CB method due to
the less compact gum structure.' ™"

On charged —NH, and —COOH surfaces, the gum
adsorption affects the wettability differently according to the
nature of the surface. The adsorption on the —NH, surface
(Figure 1b) presents the highest impact on surface wettability,
with a clear decrease of the contact angle in both methods
when the gum is adsorbed. Interestingly, the variation of
wettability could be related to the increase of the water content
inside the layer structure. On the —COOH surface (Figure 1c),
the impact of the adsorbed gum on surface wettability presents
an opposite behavior depending on the contact method used.
While the SD method shows an increase of the contact angle,
the reverse is observed with the CB method. This wettability
variation seems to follow surface pK,. At low pH, the
wettability decreases with gum adsorption, while at pH 5.0
and 8.0, the wettability increases. The reverse is observed when
the surface is dried. Therefore, on a charged surface, the nature
of the SAM function has an impact on gum-layer wettability.

Overall, when differences are significant, initially, more
hydrophobic surfaces (CH,, NH,) result in a more polar final
solid—gum interface, while more hydrophilic solid surfaces
(OH, COOH) result in a less polar final interface. This is more
obvious at pH 8 and illustrates experimentally the well-known
dual hydrophilic/hydrophobic nature of Acacia gum.26

MP-SPR. The calculated adsorbed amount (I'yp.gpr) of A.
senegal gum onto SAM surfaces as a function of pH obtained
with MP-SPR experiments is presented in Figure 2. MP-SPR
measures the “dry” adsorbed mass of the adsorbed molecules
and is complementary to the QCM-D method. From a general
point of view, the dry amount of A. senegal gum decreased as

500
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400 4 %
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~ 250+
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= |
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Figure 2. Equilibrium adsorbed amount (I'yp_gpr) of A. senegal gum
onto SAM surfaces as a function of pH for CH; (green square), OH
(orange inverted triangle), NH, (blue circle), and COOH (red
upright triangle) SAM functions. Lines are here to guide the eyes.
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Figure 3. Equilibrium adsorbed amount (Cgcpp) of A. senegal gum onto SAM surfaces as a function of pH for (a) CH, (green square) and OH
(orange inverted triangle); or (b) NH, (blue circle) and COOH (red upright triangle) SAM functions. Lines are here to guide the eyes.

the pH increased for all surfaces. The interfacial concentration
of gum is only significantly different near OH surfaces, except
at pH 3, where surfaces containing the O atom were different
from CH; and NH, surfaces. The adsorption on the —COOH
function is very stable, with only a decrease of 13% between
pH 3.0 and 8.0, while —CH; and —NH, surfaces present a
more important impact of pH with 35—40% mass decrease at
pH 8.0 (Figure 2). The purely hydrophilic surface presents the
lowest adsorption and the highest pH influence with a decrease
of 40% between pH 3 and 5, which reaches a 63% mass
decrease at pH 8. According to Vogler,” the diffusion and
adsorption of proteins to surfaces are strongly related to
interphase dehydration. Moreover, the adsorbent capacity
decreases with increasing hydrophilicity of the surfaces.’
Therefore, A. senegal gum behaves at the interphase like
proteins with the highest adsorbed dry amount on the
hydrophobic surface at the three studied pHs. Surprisingly,
the adsorbed A. senegal dry amounts on NH, and COOH
SAMs, both hydrophilic and charged surfaces, were in the same
order as the hydrophobic CHj; one. This behavior might be
due to the chemical properties of the A. senegal gum that
contains both positive (amine group of amino acids) and
negative (carboxyl group of amino acids and monosaccharides)
charges. Consequently, the adsorption of A. senegal gum is
mainly based on its hydrophobic and charge properties,
allowing interphase dehydration, as previously discussed.'

Gum  stability was also investigated with a desorption
experiment (Figure S3). Gum adsorption is very stable, with
less than 5% mass variation, except for the hydrophilic surface
at pH 8.0, which reaches 10% mass loss. In line with our
previous observations, the lesser the gum adsorbed, the less
stable the adsorption."’

QCM-D. Adsorption of A. senegal gum on SAM surfaces as a
function of pH was followed with the QCM-D technique, and
the calculated mass adsorbed (I'qcyp) is presented in Figure
3. Frequency change, related dissipation energy loss, shear
elastic modulus, and shear viscosity are reported in Figures
S4-S6.

Figure 3a presents the pH influence of gum adsorption on
hydrophobic and hydrophilic surfaces (—CH; and —OH). The
gum adsorption on hydrophobic and hydrophilic surfaces
presents the same behavior over the pH range, with the
decrease of the adsorbed mass with the increase of pH, as also

observed in MP-SPR. However, adsorption on the hydro-
phobic surface is double that on the hydrophilic surface. As in
MP-SPR, the hydrophilic surface presents the lowest gum
adsorption. The adsorption on CH;—SAM was found to be
maximal for many protein and polymeric systems.”>™>" As
shown recently and previously discussed in the MP-SPR
section, it is easier to dehydrate a hydrophobic interface (high
surface tension) than an interface containing OH groups (low
surface tension), explaining the highest interfacial gum
concentration.'” Indeed, the energetic cost of dehydrating a
surface rises sharply with its hydrophilicity behavior.”* Protein
adsorption onto solid surfaces, whatever the amino acid
composition, would therefore be controlled by water.”® Figure
3b presents the pH impact of gum adsorption on charged
surfaces (—COOH and —NH,). The results show a clear
impact of the surface charge over the “wet” gum adsorbed mass
with an opposite behavior according to the charge nature.
Indeed, a significant increase (75%) in the “wet” A. senegal
amount adsorbed to the carboxylic surface was observed at pH
5.0 and 8.0, above the — COOH pK, value of 4.6, when the
chemical group was deprotonated and negatively charged. This
behavior is in perfect agreement with previous studies
performed on gold, TiO,, SiO,, and latex surfaces on which
the “wet” adsorbed A. sene%al mass increased as surfaces
became negatively charged.'”~'*'> The negatively charged
surfaces favor the “wet” protein moiety adsorption of the A.
senegal gum due to attractive interactions between the negative
surface and the positive charges of the protein moieties.”” On
the positively charged amine surface, an opposite effect was
observed according to the charge surface with an increase of
the “wet” adsorbed A. senegal mass as the charge surface was
removed, above pK, (Table 1). The effect of the positive
charge on the surface may be related to a change of orientation
oféxévater molecules at the surface, as demonstrated by Moll et
al.

The present study therefore shows the direct impact of
hydrophobicity/hydrophilicity and charge variations on the
adsorption behavior of A. senegal gum. On an uncharged
surface, the “wet” gum adsorption is maximum at acidic pH on
both hydrophilic and hydrophobic surfaces. On charged
surfaces, the adsorption of “wet” A. senegal gum behavior
appeared antagonistic according to the charge sign of the
surface: a negative charge favored “wet” gum adsorption, while
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a positive one reduced it. As MP-SPR experiments showed a
constant decrease with pH of “dry” A. senegal gum mass, QCM
results certainly highlight differences in the hydration proper-
ties of the films (corresponding to SAM surface, interphase,
and A. senegal gum) according to the polarity and charge of the
surfaces that are discussed below (Figure 4).

Figure 4 presents the I'qcy.p value of A. senegal gum onto
SAM surfaces as a function of the SD contact angle of SAM
surfaces for the three pH conditions. At pH 3.0, the adsorption
seems to follow the hydrophobicity of the surface. Indeed, at
this pH, the — COOH surface should be uncharged, and
therefore, only the surface hydrophobicity affects the gum
adsorption, while the positive charge has no specific influence.

At pH 5.0 (Figure 4b), the addition of the negative charge
has a clear impact on gum adsorption, and the adsorption no
longer follows the hydrophobicity on the —COOH surfaces. By
removing the unfavorable positive charge from the —NH,
surface at pH 8.0 (Figure 4c), the wet gum adsorption largely
increases, while the dry mass obtained using MP-SPR
decreases. Hydration of the film should therefore increase at
pH 8.0 (as discussed in the last paragraph of this study). In all
experiments, the purely hydrophilic surface presents a lower
adsorption capacity. Thus, a hydrophilic surface is unfavorable
to Acacia gum adsorption, or to a difference of hydration,
except if the surface presents a negative charge surface.
Interestingly, the hydrophobic surface presents less adsorbed
mass than the negatively charged surface. Thus, SAM surfaces
show that Coulomb-type electrostatic interactions have an
important effect on the Acacia gum “wet” mass adsorbed.
Keékicheff®" clearly demonstrated that the long-range attractive
hydrophobic forces between macroscopic surfaces have an
electrostatic origin. Other authors rationalized the adsorption
onto solid surfaces by a correlation between independent
electrostatic and hydration forces.”

Dynamic changes in the layer conformation or the hydration
water content during the gum adsorption experiment can be
analyzed by plotting the D—{_ 0Plots from the QCM-D
experiments (AD vs AF curves) %" as presented in Figure
S. The viscoelastic properties of the layer are related to the
curve slope, also called regime (IAD/AF!). A viscoelastic and
hydrated layer will present a higher IAD/AF| value than a
more elastic and less hydrated layer, while a slope rupture is
characteristic of a conformational change during the
adsorption process.” It is now well-known that Acacia gum
adsorption occurs through various conformational changes or
rearrangements in time,' 13 However, the gum-layer
behavior varies according to the nature of the surface and
the pH condition.

At least two different regimes can be observed for each
curve. The first slope, or regime, corresponds to the initial state
of the gum when it adsorbs on the SAM surface. Hydrophobic
(UDT) and —COOH (MUA) surfaces present similar curves
with two different behaviors depending on the pH. At acidic
pH, layers present a slightly more rigid behavior with almost
no dynamic changes. The increase in the pH increases the layer
viscoelastic properties, in conjunction with an increase of both
Acacia gum and film hydration, with a higher IAD/AF| value. It
is therefore interesting to note that although the two surfaces
are in opposite states of hydrophobicity, the viscoelastic
properties of the gum layer behave in a similar way according
to the D—f plot. The —NH, surface (AUT) presents the
greatest pH impact on layer viscoelasticity. At pH 3.0, the
—NH, surface is positively charged, and the gum film exhibits a
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Figure 4. Adsorbed amount (gcpp) of part A. senegal gum onto
SAM surfaces in the equilibrium state as a function of the initial SAM
surface SD contact angle at (a) pH 3.0, (b) pH 5.0, and (c) pH 8.0.
Lines are here to guide the eyes.

more rigid behavior during the initial adsorption state, with a
very low |AD/AF| value. This behavior was already observed
on the TiO, surface.”” Increasing the pH induces an increase in
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film viscoelasticity, resulting in three different viscoelastic
behaviors, i.e., three different initial IAD/AF| values. However,
compared to the oxide surface, there is no clear impact of the
pH on viscoelastic properties of the gum film adsorbed on a
hydrophilic surface (MUD), i.e., the three curves are
superimposed with similar dynamic changes. Considering the
dynamic change, a stiffening of layers generally occurs with
conformational changes on SAM surfaces, i.e., the last slope
presents a more rigid behavior than the first one with a lower
[AD/AF! value, indicating progressive interfacial dehydration
of the gum structure. A similar behavior was reported in
previous studies for Acacia gumm’n’13 but also for protein on
hydrophobic surfaces.'”*°® The only exception is for the
positively charged surface at pH 3.0, which presents an
increase in the viscoelastic properties with the conformational
change, due to the gum capacity of adaptation through
conformational change and dehydration to reach the steadiest
and an efficient state on a solid surface."

Desorption experiments (Figure S7) show that all adsorbed
SAM layers are very stable at pH 3.0 and 5.0. However, at pH
8.0, while =COOH and —NH, surfaces show no desorption or
swelling modification, —CH; and —OH surfaces present an
increase of the wet mass, corresponding to the slight swelling
of the layers after adsorption (less than $%). Considering that

the QCM-D technique records the “wet” mass of the adsorbed
gum, which includes water in the hydration shells and
“trapped” inside the gum layer, the hydration percentage of
the adsorbed film (% H,0) can be estimated (Figure 6) by
combining the MP-SPR results (see the Materials and
Methods section).

Generally, there is an increase in the % H,0 when the pH
solution increases. However, the % H,O variation varies
according to the SAM surfaces. The hydrophobic surface layers
present a high water content (72—76%) and are slightly
affected by the pH variation. Surprisingly, there is a large
variation of the water percentage layer on the hydrophilic
surface, from 51 to 75% between acidic and basic pH
conditions, while the viscoelastic properties were similar in
the three pH conditions (cf. D—f plots in Figure S). Therefore,
changes in hydration of layers on —OH surfaces apparently
only involve water of hydration shells and/or on the SAM
surface but not water molecules inside the layer structure. The
— COOH SAM surface shows an increase of the water content
from 61 to 79% after its pK, due to the activation of the
negative charge. Interestingly, the water contents of the
adsorbed layer on hydrophobic and —COOH surfaces are
quite similar, especially at pH 5.0 and 8.0. This observation
confirms that —CH; and —COOH adsorbed layers present a
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similar structure and viscoelastic behavior. The positively
charged surface presents a slightly more linear increase over
the pH range studied, in agreement with the variation of the
layers' viscoelastic behavior over the pH range. At pH 8.0, A.
senegal gum layers are highly hydrated and present similar
water content between 75 and 81% whatever the SAM
surfaces. It was therefore recently demonstrated that A. seyal
gum aggregates completely dissociated above pH 8, in
agreement with the increase of hydration.”” One hypothesis

would be that the excess of positive charges comes from
histidine residues (~6% w/w) that would be involved in the
dissociation process. At high pH, acid groups present in Acacia
gum (—COO") in both protein (10% of aspartic and glutamic
acids) and carbohydrate (16% of glucuronic acids) become
fully ionized, resulting in the “swelling” of the carbohydrate
moieties and thus leading to a more hydrophilic and hydrated
gum as observed by Ma et al.”' However, at acidic pH, the gum
becomes fully protonated and becomes less hydrophilic with
the “compression” of its structure. The change of structure
with pH was corroborated using small-angle X-ray scattering
(Figure S6), where the normalized Kratky plots clearly show
that Acacia gum is less globular and slightly unfolded at pH S
and pH 8, giving rise to a “swelling” or expansion of the
structure, while a more compact conformation is observed at
pH 3. A greater variation in the layer swelling can thus be
observed depending on the nature of the SAM surface, with
the hydrophilic surface presenting the lowest water content
(51%) and the hydrophobic surface presenting the highest
water content (72%). These results are in agreement with our
previous study,”> which has demonstrated a more aggregated
and less hydrogen-bonded adsorbed layer at acidic conditions,
while a more hydrated adsorbed layer was observed after a
change in the secondary structure of the protein moieties at a
higher pH on gold nanoparticles.

Figure 7 summarizes the scientific context and the main
results obtained in the present study, where a subtle interplay
between surface hydration and gum dehydration plays a pivotal
role in the adsorption properties.
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B CONCLUSIONS

The use of QCM-D and MP-SPR techniques enables the
investigation of the adsorption behavior of Acacia senegal gum
on SAM:s by varying the hydrophobicity and charge properties
of the surfaces. This study demonstrates that despite the
surface being hydrophilic, A. senegal gum will adsorb strongly if
the surface contains negative charges. The adsorbed layer
presents the highest dry mass but the lowest water content at
pH 3.0 whatever the SAM surface, while the wet mass
adsorbed follows surface hydrophobicity. The increase in pH
leads to a reduction in the adsorbed dry mass and an increase
in the hydration rate and viscoelastic properties of the layer for
all SAM surfaces but with a different intensity depending on
the surface property. The greatest variation is observed on a
purely hydrophilic surface, whereas a hydrophobic surface is
less affected and thus more stable over pH. The impact of the
negative charge is significant in increasing the hydration rate of
the adsorbed layer. However, a positive charge drastically
affects the layer viscoelastic properties by forming a more rigid
and less hydrated layer at a low pH.

The contact angle experiments have shown that the CB
method is more suitable to measure the wettability variation of
the surfaces before and after gum adsorption. On hydrophobic
surfaces, the gum layer slightly increases the wettability, while
on hydrophilic surfaces, the variation is less significant. Only
the —NH, surface presents a significant wettability increase
with the pH, indicating the formation of a more homogeneous
layer compared to over the SAM surface.

This study aimed to explore the relative importance of the
polarity of solid surfaces and biopolymers from Acacia gum on
the extent of adsorption of the latter. Generally, enhanced
water—surface or water—biopolymer interactions do not favor
the interfacial concentration of the gum through impaired
interfacial dehydration. However, while pH significantly
influences the dry mass adsorption of the gum, it is the
variation in surface properties, mainly surface charge and
hydrophobicity, that has the greatest impact on adsorbed gum
hydration and thus its viscoelastic properties.
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