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The protein vital gluten is mainly used for food while interest for non-food applications, like biodegradable ma-
terials, increases. In general, the structure and functionality of proteins is highly dependent on thermal treat-
ments during production or modification. This study presents conformational changes and corresponding
rheological effects of vital wheat gluten depending on temperature. Dry samples analyzed by X-ray photoelec-
tron spectroscopy (XPS), Fourier-transform infrared spectroscopy (FTIR) and thermalgravimetric analysis
coupled with mass spectrometry (TGA-MS) show surface compositions and conformational changes from 25

gfg:g?r:ds‘ to 250 °C. Above 170 °C, XPS reveals a decreased N content at the surface while FTIR band characteristics for -

Biopolymer sheets prove structural changes. At 250 °C, protein denaturation accompanied by a significant mass loss due to

Structure dehydration and decarbonylation reactions is observed. Oscillatory measurements of optimally hydrated vital

Surface science gluten describing network properties of the material show two structural changes along a temperature ramp

SRI;ECIIFOSCODY from 25 to 90 °C: at 56-64 °C, the temperature necessary to trigger structural changes increases with the ratio
eology

of gliadin to total protein mass, determined by reversed-phase high performance liquid chromatography (RP-
HPLC). At a temperature of 79-81 °C, complete protein denaturation occurs. FTIR confirms the denaturation pro-
cess by showing band shifts with both temperature steps.

© 2021 The Authors. Published by Elsevier B.V. This is an open access article under the CC BY license (http://

creativecommons.org/licenses/by/4.0/).

1. Introduction

As a by-product of the industrial wheat starch production, gluten in-
creasingly gains importance for the use in a wide range of materials
both for food and non-food applications [1,2]. The characteristics of
dried and ground gluten, called vital gluten, are affected by the process-
ing conditions as well as the constituents of the raw material [3] and are
crucial for the quality of further products made from the protein [4-7].
While being processed the protein is subjected to various temperatures.
As heat influences protein structures on a molecular level, such process
steps alter the gluten network functionality [8-11]. This change in func-
tionality can be characterized by the glass transition temperature (Tg) of
gluten measured with differential scanning calorimetry (DSC). Transi-
tion temperatures of pure vital gluten powders are measured in the
range of 155-164 °C [12]. Calculations considering the amino acid se-
quence reveal Ty values of 175 °C for glutenin and 186 °C for gliadin
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[13]. In contrast, for hydrated gluten significantly lower T, values in
the range of 40.9-60.3 °C are found with augmenting water content
(12.7-52.1%) [14]. Meanwhile Hoseney et al. (1986) determines T,
values of 50 °C for commercial and 38 °C for laboratory-isolated wet glu-
ten [15]. This indicates that the denaturation and differences in protein
functionality not only depend on the water content but also on the glu-
ten composition. Wheat gluten can be subdivided in the two protein
fractions gliadin and glutenin according to their solubility in aqueous al-
cohols. Gliadin can further be divided in ®5-, ®1,2-, o/~ and y-gliadins
[16]. Glutenin linked by interchain disulfide bonds can be split into low
molecular weight (LMW) and high molecular weight (HMW) glutenins,
with a size of 28-55 kDa and over 80 kDa, respectively [16-18]. The T of
gluten changes with the amount of water and the gliadin to glutenin
ratio [19] and can be further influenced by adding components such
as sugars or lipids [20,21].

When implementing the protein into a hydrated system, the gliadin
to glutenin ratio does not only influence T but decisively influences
structural and thus rheological properties of the gluten matrix proper-
ties; the glutenin polymer is mainly responsible for the elastic behavior
while the gliadin polymer significantly contributes to the viscous com-
ponent [22]. Consequently, there is a visible rheological effect upon
heating as well. Bale et al. (1970) states that heat denaturation shows
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heat denaturation proportional to the temperature and an increasing
number of cross links with no viscous deformation above 90 °C [11].
This means that at this temperature no rheological change can be de-
tected. More specifically, hydrating pure vital gluten significantly varies
the degree of conformational changes the material undergoes during
heating. Heating gluten with a moisture content of 20-25% already re-
veals a clear decrease in both extensibility of the protein and glutenin
extractability and results in less free sulphydryl groups [23,24]. Above
50 °C, the network is measurably affected; interpolypeptide disulphide
bonds form between exposed groups of unfolded glutenins and the
number of cross-links increases [11]. This effect was also pointed out
by Georget et al. (2006) using Fourier-transform infrared spectroscopy
(FTIR); their study additionally indicates that a loss of a-structures
goes hand in hand with an irreversible formation of 3-sheets that are
then locked in by the formation of disulfide linkages [25]. FTIR has
been proven to be an adequate method to analyze the structure of glu-
ten and gluten subunits [26-28] as well as the interactions of single
components within the material down to a molecular level [29,30].
However, FTIR studies on the structural alteration of proteins have not
been linked to rheological data so far. Moreover, a direct link between
thermally induced structural changes has never been directly drawn
to other surface-sensitive measurements. A new possibility to investi-
gate vital gluten in the absence of oxygen is presented by X-ray photo-
electron spectroscopy (XPS) [31,32]. This technique can precisely
determine the composition of a material surface such as the gluten ma-
trix and the functional groups present at the surface at any temperature
suitable for organic materials.

By analyzing structural changes with FTIR, XPS, thermalgravimetric
analysis coupled with mass spectrometry (TGA-MS) and rheological
methods thermally induced protein modifications are proven in both
hydrated and dry vital gluten. An elaborate characterization of the ther-
mal behavior contributes to a deeper understanding of gluten not only
as a food product [33] but also as a renewable and biodegradable mate-
rial in the non-food sector [1,2,34,35], like sustainable substitutes for
plastic foils and containers. This is why the characteristics of vital gluten
have already been determined both in combination with other mate-
rials [36-38] and in its pure form [23]. This knowledge can ultimately
be used to tailor material properties by customizing parameters, such
as temperature or hydration, during production processes. Based on
the hypothesis, that structural changes are dependent on the interplay
between temperature and hydration, this paper characterizes different
technical vital gluten samples by exploiting their properties in dry and
hydrated form. Hydrated gluten was measured only in a range from
20 to 95 °C to prevent evaporation of water during measurement. As
the heat stability of dry gluten is higher, a temperature range of 20 to
250 °C was chosen to conduct experiments on gluten powder. In this
paper, a surface-sensitive spectroscopy is combined with rheological
measurements to characterize conformational changes in the material
and directly correlate them with the mechanical response of thermal
degradation. The experiments aim to investigate the behavior of the
material during processing and its transformation for a wider range of
use, such as packaging or medical materials.

2. Materials and methods
2.1. Materials

Vital wheat gluten from five different industrial suppliers (A-E) was
used. All the analyses were done in triplicate and the values are based
on dry mass displaying the mean (n = 3) and standard deviation.

Starch content (total starch enzyme kit by Megazyme International
Ireland, Ltd., Wicklow, Ireland), fat content (Soxhlet measurement),
ash content (ICC 104/1) and water retention capacity of the samples
(AACC 56-11) are summarized in Table 1. The water absorption of the
vital gluten samples was measured in a complex matrix made of 40%
vital gluten and 60% glass beads (OMICRON NP5-P0, Microper! Sovitec,
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Table 1

Basic analysis of the five vital gluten samples, including starch, fat and ash content and wa-
ter retention capacity. All values come from measurements in triplicate and the mean and
standard deviation were calculated.

Sample Starch content Fatcontent Ashcontent Water retention

[%] [%] [%] capacity [%]
A 44 £07 111 +£ 001 069 + 001 1514 + 3.4
B 47 £ 09 117 £ 005 097 + 000 1502 + 1.1
C 73 £ 07 151 +£ 007 095+ 001 1533 +02
D 45+ 04 1.08 +£ 001 102 + 001 1498 + 06
E 36 £ 0.1 172 £ 002 094 + 001 1626 + 0.9

Schénborn, Germany) with a particle size of 2.60 um to 19.27 um acting
as an inert filler [39] assuming no water absorption from the glass
beads. This complex system has been chosen because the water absorp-
tion measurement of pure gluten in a z-kneading system (doughLAB,
Perten Instruments, Hamburg, Germany) at 30 °C leads to inhomoge-
neous samples. After 8 min kneading time all samples showed a stable
network indicated by a stable torque of the twin-screw at 550 + 20
FU. The corresponding water absorption was measured and then calcu-
lated for 100% gluten samples assuming no water absorption from the
glass beads.

3. Methods
3.1. Sample preparation

For Fourier-transform infrared spectroscopy (FTIR) and rheological
measurements, a homogeneous network purely from vital gluten
was developed by using a food processor (CH 6280 W, Grundig
Intermedia GmbH, Fiirth, Germany). Vital gluten powder was mixed
in the device with its corresponding amount of water previously deter-
mined in the doughLAB for 60s so that a homogeneous sample is
achieved. The preparation of hydrated gluten was repeated for every
measurement.

3.2. Thermalgravimetric analysis coupled with mass spectrometry
(TGA-MS)

Thermal gravimetric analysis was performed on a Netzsch STA 409
thermobalance (Netzsch-Gerdtebau GmbH, Selb, Germany) connected
to an Omnistar GSD 301 quadrupole mass spectrometer (Pfeiffer Vac-
uum Technology AG, ARlar, Germany). The dry sample was heated in
stream of 60 sccm 10% O,/Ar. The temperature was linearly raised to
600 °C at a heating rate of 1 °C/min. The change of slope in the curve
of the mass percentage was determined by the 1st derivative of the
curve after binomial smoothing (one pass).

3.3. X-ray photoelectron spectroscopy (XPS)

X-ray photoelectron spectra were recorded on a Leybold-Heraeus
LHS 10 spectrometer (Leybold, Cologne, Germany) using a non-
monochromatized Mg Ko source (1253.6 eV). The powder samples
were pressed into cavities and measured as pellets.

The analyzer was operated at a constant pass energy of 100 eV lead-
ing to an energy resolution with a full width at half-maximum (fwhm)
of ~1.1 eV. The energy scale of the spectra was corrected for sample
charging by using the C 1s main signal (285.0 eV). The denaturation of
protein structures upon irradiation with X-rays was excluded by time-
dependent measurements (see supporting information). All spectra
were recorded in an ultra-high vacuum chamber at a pressure below
5 x 108 mbar. Core level spectra were deconvoluted by using Voigt
functions and linear background subtraction.
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Intensity ratios % were determined by evaluation of the integrals 4
and I of signal A and B, respectively. The error of the intensity ratio,
A('A), was calculated following the propagation of errors:
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Considering the error arising from the deconvolution of the core
level spectra, we estimated a maximum relative error of each integral
as follows:
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Hence, the relative error of an intensity ratio A(f—g) / (f—:) is approxi-
mately 6%.

3.4. Fourier-transform infrared spectroscopy (FIIR)

Infrared (IR) spectra were recorded on a PerkinElmer Frontier FT-IR
spectrometer (PerkinElmer, Inc., Waltham, USA) by attenuated total
reflection (ATR) technique. The signals are given in ¥ [cm™!]. The
second derivative of the transmission was obtained numerically after
a five-point, two-degree polynomial function [40]. In order to achieve
a better signal to noise ratio the derivative spectra were smoothed
with an 11-point, two-degree polynomial Savitzky-Golay function
following a procedure described by Seabourn et al. (2008) [41,42]. The
secondary structures of gluten could then be analyzed in the amide III
region [42-44] and the wavelength values characteristic for the
discussed secondary structures were adopted from Seabourn et al.
(2008) [42].

3.5. Rheological behavior

Rheological measurements of hydrated vital gluten were performed
with a MCR 502 rheometer equipped with a CTD 180 chamber (Anton
Paar GmbH, Graz, Austria) with a parallel plate-plate system (riffled
steel plates PP25/P2) and a constant gap of 2 mm. After the sample
was placed between the plates and excess material was removed, the
sample surface still exposed to air was covered with paraffin oil to pre-
vent dehydration and the sample was relaxed for 20 min. Measure-
ments were performed at a frequency of 1 Hz and a shear deformation
vy of 0.1% while heating from 20 to 95 °C at a heating rate of 0.5 °C/
min. The loss factor tan(6) was determined from the elastic modulus
G” and the viscous modulus G”. To calculate the inflection points of
the loss factor as a function of the temperature, the roots of the second
derivative of the loss factor after second order polynomial 20-point
smoothing was used. All tests were performed in triplicate with a new
sample preparation for every measurement.

3.6. Gluten protein extraction and RP-HPLC

Gluten proteins (gliadins and glutenins) were extracted based on a
modified Osborne fractionation and determined by analytical RP-HPLC
[45]. Vital gluten (20 mg) with added glass beads was extracted with
60% (v/v) ethanol (3 x 1.5 ml) to obtain the gliadins. Subsequently,
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the residue was extracted with a glutenin extraction solution containing
50% (v/v) 1-propanol, 0.05 mol/l Tris-HCl (pH 7.5), 2 mol/I urea (w/v),
1% (w/v) dithiothreitol (DTT) (3 x 1.5 ml, 60 °C and under nitrogen at-
mosphere) to solubilize the glutenins. The extraction was performed by
vortex mixing for 2 min, then magnetic stirring for 10 min at 20-22 °C
(gliadins), respectively 30 min at 60 °C (glutenins), followed by centri-
fugation for 25 min at 3550 xg at 20-22 °C. Corresponding extracts
were collected and made up to a volume of 5.0 ml with the appropriate
extraction solvent. All extractions were performed in triplicate. A
Hitachi Merck instrument (VWR, Darmstadt, Germany) with a Dionex
Acclaim™ 300 C18 column (3 pm, 30 nm, 2.1 x 150 mm, Thermo Fisher
Scientific, Braunschweig, Germany) and the LaChrom Elite software
were used to analyze the fractions. The following parameters were
set: flow rate; 0.3 ml/min, column temperature; 60 °C, UV detection;
210 nm, injection volume; 20 pl, elution solvents; water/trifluoroacetic
acid (TFA) (999/1, v/v) (A) and acetonitrile/TFA (999/1, v/v) (B). The
solvent gradient was 0 min; 24% B, 20 min; 56% B, 21 min; 90% B,
26 min; 90% B, 27 min; 24% B, 37 min; 24% B. Peak integration and
calculation of protein contents was based on a calibration with Prolamin
Working Group (PWG)-gliadin (11.6 to 46.6 pg, dissolved in 60% (v/v))
[46]. The measured peak areas for gliadin and glutenin were put into
relation to calculate a ratio of gliadin to total protein content.

3.7. Analysis and statistical evaluation

Peak identification of the rheological data was conducted with
Matlab R2019a (The MathWorks, Inc., Natick, Massachusetts, USA).
Evaluation of XPS data and TGA-MS data were done with IGOR Pro
6.37 (WaveMetrics, Oregon, USA). All further statistical evaluation was
conducted with Origin 2017.

4. Results and discussion
4.1. Structural changes of dry gluten at high temperatures

The thermal effect on dry gluten was elaborated to characterize
protein modification at high temperatures. As all vital gluten samples
showed matching results only the spectra of the vital gluten sample C
is shown exemplarily for all samples. Thermalgravimetric analysis
(TGA) of vital gluten powder sample C shown in Fig. 1 and the combina-
tion with quadrupole mass spectrometry (QMS) in Fig. 2 outline distinct
mass losses, starting with an initial degassing of H,O at 100 °C.

The TGA curve stabilizes at 170 °C before decreasing again with the
highest loss rate at 300 °C: This can be related to the formation of
water bound within the material, carbon dioxide as well as volatile hy-
drocarbon species derived from QMS data shown in Fig. 2 (signals at
mass-to-charge ratio (m/z) 13, 18 and 44 corresponding to CH*, H,0™
and CO3, respectively). In this range, dehydration as well as decarbox-
ylation processes occur indicating progressive denaturation of the pro-
tein structures. This temperature range is in good agreement with the
literature [47,48]. Above 500 °C, the carbon-based molecules are in-
creasingly oxidized to almost complete conversion into gaseous prod-
ucts at 1000 °C.

To track changes of the surface composition and present functional
groups up to ~3 nm in depth, samples were analyzed as are and after an-
nealing at 70, 85, 170 and 250 °C in air for 2 h by XPS. The measurements
were done for lower temperatures where denaturation should only take
place in hydrated form and higher temperatures at which the TGA-MS
curves showed clear indications for a compositional change in the dry
material (Fig. 3). To characterize the material, high resolution spectra
of the C 1s, O 1s and N 1s core levels were acquired. Note that we
refrained from calculating absolute values for the elemental surface
composition and compared peak areas ratios of different core levels in-
stead. As all signals appear at different kinetic energies they bear a
slightly different depth sensitivity. Calculating the surface composition
demands an elemental distribution as a function of the distance from
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Fig. 1. (a) TGA curve of dry vital gluten sample C shows the mass loss as function of
temperature and (b) its first derivative as a function of the mass loss rate. The mass of
sample C decreases significantly around 100 °C as well as 300 °C.
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Fig. 2. Quadrupole mass spectrometry (QMS) of the gas phase emerging during the TGA
experiment with vital gluten sample C. The signals of m/z 18, 13 and 44, corresponding
to H,0", CH' and CO3, respectively, are shown together with the mass loss as a
function of temperature.

29

International Journal of Biological Macromolecules 173 (2021) 26-33

the surface which remains unknown for complex protein structures.
Hence, a peak area ratio was used which reflects both, the atomic ratio
and the distribution with respect to the sample surface. The latter is in-
fluenced by changes in the protein folding.

No definable changes are visible at lower temperatures: Similar O
1s/C 1s and N 1s/C 1s ratios are found for all samples within a narrow
range of £10%. The relative signal intensities for C 1s,0 1s and N 1s of
sample C reveal a lower N/C ratio at the protein surface after annealing
to 170 °C while the O/C ratio remains constant within the error bars. A
release of water from the sample at those temperatures observed by
TGA-MS cannot be seen in XPS. The absence of this effect might be at-
tributed to the ultrahigh vacuum conditions during the XPS measure-
ment that can also lead to water evaporation from a protein sample
even at room temperature. The decrease of the N/C ratio might indicate
a change in the protein structure as no significant amount of N-related
species, e.g. ammonia or dinitrogen, was detected by TGA-MS. Hence,
a reduction of amino groups exposed to the surface due to a change of
the protein folding is plausible [49]. Another hint for a changed protein
folding is the increase of the N/C ratio at 250 °C exceeding the initial
level. The simultaneous drop of the O 1s/C 1s intensity ratio most prob-
ably relies on decarboxylation processes upon thermal degradation al-
ready discussed in the TGA-MS section. Hence, an elevated protein
denaturation is detected at 250 °C.

The temperature-dependent decomposition of the material can also
be followed by deconvoluting the C 1s core level, depicted in Fig. 4,
showing the chemical environment of the carbon-related species at dif-
ferent temperatures. Three different species can be derived from the
peak shape which can be attributed by comparing their binding energy
to literature values: sp>- and sp-C at 284.5 eV, C—N and C—O species at
287 eV as well as carbonyl species at ca. 288 eV [50]. At 170 °C, the frac-
tion of C=0 species slightly increases at the expense of C—C species. At
250 °C the opposite trend for the C—C species can be seen as the fraction
increases a lot while the amount of C—O and C—N species decreases
significantly. This indicates a change in protein conformation due to
thermal denaturation processes prior to a complete compositional
change at 250 °C, where denaturation can be explained by the loss of
C—O species, like CO, (see also Fig. 2).

The functional groups of the protein and the spatial protein structure
was studied by FTIR to compare with the findings of the XPS measure-
ments. Fig. 5 shows a shift of the bands characterizing the secondary
structures of gluten upon annealing at high temperatures [42]. This in-
dicates a different protein folding and, thus, implicates a structural
change in the sample. At 170 °C (orange), a shift of the B-sheet signal
at 1242 cm™! could be related to an exposure of N-related species due
to a changed protein folding (see Fig. 3). Heating at 170 °C does not (en-
tirely) destroy secondary structures and/or degrades material around
the o -helices and p -sheets. At 250 °C (red), the IR-signal shows a
completely different course for o-helix (1317 cm™!), p-turn
(1285 cm™') and B-sheet (1242 cm™ ') related structures indicating
that the protein has entirely changed its properties and loses its func-
tionality as a protein.

TGA-MS, XPS and FTIR measurements indicate a structural change of
the proteins at 170 °C, which can be linked to the desorption of water as
well as to altered secondary structure elements. Elevated denaturation
processes including vast structural changes and chemical decomposi-
tion processes, e.g. water formation and decarbonylation, occur at
250 °C. This means a complete loss of protein functionality. Protein fold-
ing up to denaturation and destruction of dry gluten samples can there-
fore be observed by XPS, TGA-MS and FITR.

While the analysis of dry gluten is important to see thermal effects
on the protein for example during milling processes, a different dena-
turation pattern is expected for hydrated gluten. As Gontard and Ring
(1996) aptly describe, the addition of water acting as a plasticizer
with low molecular weight increases the mobility of a polymer by
adding free volume to the system [51]. Therefore, the hydration of glu-
ten in theory has the same effect on the molecular mobility as increasing
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Fig. 3.0 1s/C 1sratio (red) and N 1s/C 1s ratio (black) of all dry vital gluten samples A-E as are (left). The figure on the right shows exemplarily the composition of sample C after annealing
to different temperatures in air. Changes in the surface composition prove denaturation of protein structures by different protein folding and loss of functional groups at 170 °C. (For
interpretation of the references to colour in this figure legend, the reader is referred to the web version of this article.)

the temperature. In literature, thermal effects on the polymer described
with T, verified a much higher transition temperature for dry samples,
where less mobility is available [12,14,15] and thermal diffusivity de-
creases [52]. In the following chapter thermal effects on hydrated gluten
are observed with an additional focus on the compositional differences
of the samples.

4.2. Structural changes of hydrated gluten at thermal denaturation

During the formation of edible and non-edible products, hydrated
gluten is exposed to thermal stress. Therefore, the structural develop-
ment of the hydrated gluten network was investigated with an oscilla-
tory sweep during a temperature ramp. The network functionality
depending on the temperature increase was investigated on samples
with different fractions of gliadin to total protein mass (gliadin and
glutenin). Fig. 6 presents the loss factor tan (6) at different temperatures
(20 to 95 °C); the loss factor tan (6) serves as a measure for the viscous
modulus G in proportion to the elastic modulus G.

Two inflection points of the decreasing loss factor occur during the
heating; the first one in a broad range of 56.14 4+ 0.63 °C to 63.70 +
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1.09 °C (T; range), the second one in a smaller range of 78.86 +
0.01 °Cto 81.36 & 1.27 °C (T, range). These points mark the tempera-
tures at which structural alteration occurs as the ratio of elastic to vis-
cous modulus changes. As depicted in Fig. 7, the T; range can be
linked to the ratio of gliadin to total protein mass of the samples,
which was calculated from RP-HPLC measurements (see supplemen-
tary material). The different gliadin and glutenin contents in the sam-
ples only show an effect on the gluten functionality when heating the
sample. Sample A with the lowest gliadin fraction (59.3%) undergoes a
first structural change at 56.14 + 0.63 °C while sample E with the
highest gliadin fraction of 63.7% shows the same effect at 63.70 +
1.09 °C. Sample A significantly differs from sample E for T; at a signifi-
cance level of 0.05, while for T, there are no significant differences be-
tween the samples. As gliadin contributes to the viscous factors of a
sample [22], the temperature, at which a rheological change can be de-
tected is higher, the more gliadin is in the sample [53]. Gliadin appears
to be unaltered and more temperature-stable than glutenin, which was
also found by Schofield et al. (1983) using chromatography methods
[53]. The lipid content does not show any influence on the viscoelastic
properties of gluten [54], which is approved by own data (see Table
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Fig. 4. Change of carbon-related surface species of vital gluten sample C. Left: Fractions of C 1s components depending on the heat treatment show a large increase of C—C species at 250 °C
at the expense of C—0 and C—N species indicating protein denaturation. Right: Deconvoluted C 1s signal showing C—C, C—0, C—N and C=0 bindings at their specific binding energy [50].
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Fig. 5. Second derivative of the FTIR spectra of vital gluten sample C as is and after heating
to 70, 85, 170 and 250 °C. A slight increase in the B-sheet related band occurs at 170 °C
before a total change of all signals is found at 250 °C.

1). The starch content of the samples is in a range, where no significant
contribution to the rheological behavior is assumed.

Besides the T, of the protein [19], the gliadin/glutenin ratio also in-
fluences the equilibrium of elasticity and viscosity in the network
[6,22] and the gliadin/glutenin fraction has been described as a contrib-
uting factor to rheological effects [55-57]. Irreversible changes in both T
ranges may occur. According to literature, the polymer size distribution
is affected through sulfhydryl-disulfide (SH-SS) exchange reactions
[7,57] and intramolecuar SS bonds tend to transform into intermolecu-
lar SS- and non-SS bonds as assumed by Rombouts et al. (2011) [47] in
the course of polymerization.

The impact of the described two-step denaturation is not only visible
in the pure protein, but a clear effect can also be seen when the material
is incorporated in a system such as dough [58]. It can be assumed that
the incorporation of gluten in any system will show network effects at
the above-mentioned temperature ranges. Regarding non-food prod-
ucts the shift towards a more elastic and less viscous polymer can be
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Fig. 6. Hydrated vital wheat gluten samples A-E heated from 20 to 95 -C in an oscillatory
sweep show a decreasing loss factor with two inflection points. The first inflection point
occurs at 56.14 + 0.63 °C to 63.70 & 1.09 °C, the second one at 78.86 + 0.00 °C to
81.36 4 1.27 °C and they imply a structural change in the sample.
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Fig. 7. Transition temperatures T; and T, at which an inflection point of the loss factor tan
(6) of hydrated gluten samples (A-E) as a function of the gliadin content (with respect to
the total protein mass) can be seen. The slope and its error was extracted by linear
regression in x direction.

used as an advantage when the material needs to stay in shape and
still be flexible despite physical stresses.

To further characterize the structural alterations of the thermoset
protein indicated by the above-mentioned rheological effects, FTIR mea-
surements of wet hydrated gluten samples at room temperature and
after heating above T; at 70 °C and above T at 85 °C were performed
(see Fig. 8). A shift of the a-helix bands (1339 cm™! and 1317 cm™ 1)
is observed when heating above 70 °C, indicating that a partial denatur-
ation takes place. Heating up to 85 °C causes an additional change of the
signal for the B-turns. The IR spectra therefore confirm the two-step de-
naturation characteristics of hydrated gluten observed in the rheologi-
cal measurements at two temperature ranges. For gliadins, Georget et
al. (2006) suggested a loss of a-helical structures upon heating to only
45 °C, while there is a formation of new p-structures when heating to
55 °C[25].

5. Conclusion

The structural changes and thermal denaturation of different gluten
macropolymers, were followed using spectroscopic and rheological
methods. The same gluten samples were analyzed in both, dry and
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Fig. 8. Second derivative of the processed FTIR spectra of the hydrated sample C at room
temperature and after annealing at 70 °C and 85 °C for 5 h in a hermetically sealed tube.
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hydrated state, to describe the range of thermally induced changes the
thermosetting protein can undergo. As the molecular mobility and dif-
fusivity of a protein increases with the water content [51,52], thermal
effects on hydrated gluten appear at much lower temperatures than
on dry vital gluten. Gliadin to total protein ratio correlated with the tem-
perature at which a first rheological effect was seen, implicating protein
denaturation. Vibrational spectroscopy confirms that the polymer dena-
tures in two temperature ranges by showing shifts of the a-helices
bands after a first heating step at 70 °C and an additional change of
the B-turn bands after heating at 85 °C proving alteration of the protein
folding and, thus, a stepwise denaturation. Upon denaturation of the hy-
drated gluten protein will achieve resilient, elastic and flexible proper-
ties that are a requirement for a sustainable and biodegradable
substitute for plastic products such as foils and nets.

A much higher temperature stability is expressed by dry vital gluten.
It is the first time that the course of dry gluten protein denaturation was
correlated with the change of the chemical composition by assessing the
elementary surface composition and the chemical environment (XPS),
the secondary structures (FTIR) as well as the gaseous products evolving
during thermal decomposition (TGA-MS). After a distinct mass loss due
to residual water, the gluten mass stabilizes at 170 °C, before reaching
the highest loss rate at 250 °C, where water, carbon dioxide and volatile
hydrocarbon species are formed. Decarboxylation and dehydration pro-
cesses indicate the progressive denaturation of protein. The change in
protein structure and decarboxylation processes are also observed by
XPS as reversible and irreversible changes in the surface composition
upon heating. This implicated structural change of the protein is con-
firmed by FTIR. Besides a shift of the 3-sheet signal at 170 °C, the protein
appears to have most of the secondary structures still in intact condi-
tion. At 250 °C, the IR signal shows an entirely different course indicat-
ing complete loss of protein functionality. When rehydrating
structurally altered gluten, the development of inter- and intramolecu-
lar connections will be less and depending on the degree of denatur-
ation might completely lose the ability to form a consistent network.
This will make the material more soluble and shapeable or even act as
a thickener. In combination with other biopolymers this can be a prom-
ising starting point for the development of biodegradable materials.

The connection between structural and mechanical response to heat
exposure for gluten in both, dry and hydrated state, gives a first insight
on how the protein folding impacts network properties. Knowing the
dynamics of protein denaturation makes the use and processing of
this polymer more predictable, which is very valuable for processing
the material in combination with other polymers. Depending on the hy-
dration of the protein, the material characteristics is very versatile and
by knowing more about the procedure of protein denaturation a step to-
wards customizing the polymer can be made.
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