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Abstract

Biodegradable, edible wheat gluten films offer a renewable alternative to plastic food packaging or
can be incorporated directly in the food product. Wheat gluten is a good option because it forms a
fibrous network, lending strength and elasticity to films. The goal of this research project was to
produce, with a water-based film formulation and methodology, smooth, homogeneous wheat gluten
films with low water vapour permeability (WVP). The water-based film formulation also served to
compare the FT Wonder wheat cultivar, grown in Ontario, to commercially produced wheat gluten
and determine the effect of wheat source on the film properties, surface morphology, surface
hydrophobicity, WVP, and film swelling in water for different pH, temperature and casting surface
conditions. Fluorescence, SPR, and casting formulation viscosity provided preliminary information
on the mechanism of film formation and on gluten protein structure induced by modifying the film

formulation.

Films cast on a silicone surface were less hydrophobic than films cast on a glass surface coated with
silicone grease (contact angles of 80.6° and 91.1° respectively). Examination of the top of the film
surface by FTIR revealed the presence of silicone for the gluten films cast on the glass surface coated
with silicone grease. Casting on a silicone surface resulted in smoother, more homogeneous films
than the glass surface. Thus, the silicone surface was chosen for the wheat gluten films produced and

characterized in this project.

The gluten solution temperature affected film surface hydrophobicity determined by water contact
angle and surface morphology obtained by visual inspection when the temperature was varied
between 70, 80 and 100°C. The highest surface hydrophobicity was observed at 70°C for films
produced from old Wonder wheat (top and bottom contact angles of 68.5° and 93.1° respectively)
and 80°C for the new Wonder wheat (top and bottom contact angles of 63.4° and 84.3° respectively).
The most hydrophobic surface for ADM gluten films was obtained on the top film surface when the
gluten solution was heated to 100°C (contact angle of 79.5°) but was most hydrophobic on the bottom
surface when the gluten solution was heated to 80°C (contact angle of 92.0°). Surface morphology
revealed a much more heterogeneous surface, containing protein aggregates, when films were
produced from a gluten solution at 100°C, irrespective of gluten source. Intrinsic fluorescence
spectroscopy measurements of the film surface revealed a blue shift for the tryptophan peak which
increased with increasing gluten solution temperature, suggesting the occurrence of molecular
structural changes as gluten solution temperature was increased. These results suggest that gluten

proteins adopted different conformation in the dry film according to the gluten solution temperature.



Smoother more homogeneous surface morphology was observed for films cast from pH 11 gluten
solutions compared to films produced from pH 4 gluten solutions. Lower water vapor permeability
was also observed at pH 11 (average of 361 g.mm/(day.m®atm) for the three wheat sources)
compared to pH 4 (averaged of 891 g.mm/(day.m?.atm) for the three wheat sources) and was
attributed to a higher degree of protein aggregation induced at pH 11. The lower degree of protein
networking in the pH 4 film resulted in a higher water vapour permeability by producing a more
heterogeneous, uneven film with higher content of voids and capillaries and larger surface area for
vapour to contact. The larger surface area interfacing with the water vapour, as well as the looser
protein network resulting from a lower degree of protein aggregation both combined to produce
higher water vapour permeability in the pH 4 film compared to the pH 11 film. Higher surface
hydrophobicity was observed for most films cast from the Wonder wheat source at pH 4 (average
contact angles of 79° and 86° on top and bottom respectively) compared to pH 11 films (average
contact angles of 64° and 86° on top and bottom respectively). The effect of pH on Wonder gluten
was also observed by intrinsic fluorescence spectroscopy analysis which showed increased
tryptophan peak intensity for pH 4 films (average intensity of 139 and 120 on top and bottom surfaces
respectively) compared to pH 11 films (average intensity of 116 and 71 on top and bottom surfaces
respectively), suggesting changes in protein conformation also occurred. SPR studies revealed a
reduced attraction of gluten molecules to hydrophilic SAM surfaces for solutions at pH 11 compared
to pH 7.7, suggesting that there exists a higher electrostatic repulsion between the negative charge on
the amino acids of gluten in pH 11 solutions and the SAM surfaces. Gluten solution viscosity also
increased with increasing pH, suggesting a higher degree of intermolecular penetration and

aggregation of protein, which may explain the improved WVP for films prepared at pH 11.

Surface hydrophobicity of films was more consistent for films prepared with commercial gluten
compared to laboratory produced gluten from Wonder wheat cultivar. The commercial gluten films
had more hydrophobic surfaces for all gluten solution temperatures investigated (contact angle range
of 76.4 - 79.5° on the top surface and 75.4 - 92.0° on the bottom surface). Intrinsic fluorescence
spectroscopy measurements of commercial gluten films revealed 1.4 to 1.7 times higher tryptophan
peak intensities compared to laboratory produced Wonder gluten films, suggesting molecular
differences according to gluten preparation or gluten type. The surface morphology of films produced
from laboratory prepared gluten of Wonder wheat was very different than for commercial gluten
films. The laboratory prepared gluten films had dark flecks spread throughout and an irregular
texture, whereas the commercial gluten films had no dark flecks and a much smoother surface

texture.



For commercial and new Wonder gluten, conditions of pH 11 and 80°C produced the smoothest, most
homogeneous and most hydrophobic gluten films with the lowest water vapour permeability (345 and
292 g.mm/(day.m?.atm) respectively). Films prepared from old Wonder gluten produced the
smoothest, most homogeneous and most hydrophobic gluten films with the lowest water vapour

permeability (370 g.mm/(day.m?.atm)) when the gluten solution conditions were pH 11 and 70°C.

This research provides an alternate use for some Ontario wheat cultivars based on their properties in
films compared to commercial sources of gluten. As a result, using Ontario cultivars to prepare gluten
film packaging material has potential as an alternate source of income for Ontario farmers. This
research also defines the film properties for gluten films produced from aqueous solutions, helping to
identify processing parameters that could bring gluten films on par with plastic packaging and make
gluten films a viable alternative food packaging material. Finally, it was determined that the water

vapour permeability of wheat gluten films was not correlated to film surface contact angle.
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1 Introduction

1.1 Research Motivation

Food packaging has become an integral part of food production and distribution in most of the
developed world. Packaging food keeps freshness, avoids external contamination and can serve for
marketing and as a source of information to consumers (Marsh, Bugusu 2007). One of the main
packaging materials used today is plastic. Unfortunately, plastic films are much more difficult to
identify and separate from waste compared to more rigid forms of plastic (Marsh, Bugusu 2007), with
the result that significant quantities of plastic film from food packaging ends up as waste and far
outlasts its use. Therefore, research into biodegradable and renewable alternatives for packaging

materials is needed.

Gluten, the protein from wheat grain, is one such renewable and biodegradable alternative. Wheat
gluten protein, a renewable resource, is capable of forming a fibrous network which lends strength,
elasticity, and plasticity when formed into a film with glycerol (Shewry et al. 2002, Gontard, Guilbert
& Cug 1993). Research and characterization of wheat gluten protein films using Ontario wheat
cultivars could lead to an alternative application for Ontario farmers and their crops, potentially

increasing revenue at the farm gate.

Ethanol is a common solvent for lab scale preparation of wheat gluten films because of the solubility
of gluten in ethanol, allowing for a homogeneous dispersion of wheat gluten to be obtained easily.
However, at the industrial scale, green solvents are desired since environmental and health risks are
significantly reduced. Therefore, environmentally friendly techniques for casting wheat gluten films

from aqueous dispersions are needed.

The wheat gluten films investigated in this research project were designed to replace plastic wrap for
the packaging of cookies. Nylon and polystyrene are some common choices for cookie packaging
plastics and have water vapour permeabilities of 7.5 and 3.9 g.mm/(mZ.day.atm) respectively (Massey
2003). However, gluten films are known for their great gas barrier qualities, not their water vapour
barrier qualities and have water permeability values in the hundreds instead of the tens (Olabarrieta et
al. 2006). Ideally, water vapour permeability should be reduced below 20 g.mm/(m®.day.atm) to
provide food packaging with preservation times comparable to plastics. It is hoped that water vapour
permeability in gluten films can be reduced by increasing surface smoothness and film homogeneity,
tightening the protein network and increasing surface hydrophobicity. Due to the prevalence of gluten

allergies and celiac disease, gluten films should be limited to wheat containing foods.

1



1.2 Research Objectives

121

Goal

Prepare water-based gluten films and investigate film properties and protein structure by modifying

selected elements of the film formulation and preparation for two gluten types, Ontario wheat cultivar

and commercial gluten.

1.2.2

1.

123

Hypotheses

Changing the casting surface from a silicone grease coated glass tray to a flexible silicone
tray should produce more uniform and homogeneous film, but may also increase the water
vapour permeability of the film by eliminating contamination from the silicone grease
coating.

Increasing the temperature of the heating stage during film preparation should improve film
surface uniformity, increase film hydrophobicity and decrease film water vapour permeability
(WVP).

Increasing the pH of the casting solution during film preparation should produce a more
uniform film surface, increase film hydrophobicity, and decrease film water vapour
permeability.

Selecting two gluten types, Wonder wheat gluten and ADM commercial gluten, should
modify the gluten film properties.

Objectives

The objectives to test the above hypotheses are as follows:

1.

w

Evaluate WVP, surface hydrophobicity, and surface appearance of films produced with a
silicone grease coated glass tray and with a flexible silicone tray (no grease coating).

Examine the effect of gluten solution temperature to 80 and 100 °C on film properties.
Examine the effect of pH 4 and pH 11 gluten solutions on film properties.

Compare gluten film properties (WVP, surface hydrophobicity, surface appearance, structure)
for two gluten types, laboratory scale gluten produced from Wonder wheat cultivar and
commercially produced gluten.



2 Literature Review

2.1 Wheat

Wheat grain (botanical name "Triticum aestivum™) provides a food staple for many people around the
world. In Canada, wheat is grown most abundantly in the Prairie Provinces but is also grown locally
in Ontario. To maximize the chances of a successful harvest, the type of wheat to grow can be

selected to address climate challenges specific to the region.

Winter wheat is appropriate for cooler climates having sub-zero temperatures and low precipitation or
moisture in the winter. It is sown in the fall, sprouts, and then lies dormant through the winter and
continues its growth in the spring and can be harvested in the early summer. Winter wheat requires
the cool winter period in order to grow to maturity (termed vernalization). In contrast, spring wheat is
grown in regions where the summers are not too hot. The seeds are sown in the spring and harvested
late in the summer (Skinner, Bellinger 2010, Wrigley 2000, Commodity Futures and Equity Analytics
2000).

Additionally, protein content affects the selection of a wheat type. The wheat grain can be classified
as hard or soft and can have a kernel colour of red or white. Hard wheat tends to have a higher protein
content than soft wheat, so that hard wheat is well suited to bread making (strong and extensible),
while soft wheat is often used to make pastries (weak and extensible) (Wrigley 2000). The four
Ontario wheat cultivars included in this study are Harvard, Emmit, FT Wonder, and Norwell. Harvard

and Norwell are hard red winter wheat, whereas Emmit and FT Wonder are soft red winter wheat.

Wheat grain has an outer shell or hull made from cellulose, called bran (Figure 1). Endosperm
comprises a large part of the wheat grain's interior. Wheat endosperm provides the flour commonly
used for making bread, pasta, and pastries. At the semi-pointed tip (bottom of Figure 1), the inside of
the grain is filled with wheat germ. In addition, there is a pigment strand in the grain crease, located

on the end opposite to the germ (Wrigley 2000).
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Figure 1 - Simplified Diagram of a Wheat Grain Cross-Section. Adapted from Wrigley et al. (Wrigley 2000)

2.2 Wheat Flour to Wheat Gluten

Wheat flour is obtained by crushing the wheat grain in a milling process and removing the bran and
germ. Figure 2 shows that starch represents approximately 72 wt% of wheat flour while protein only
accounts for 10 wt% of wheat flour (VVeraverbeke, Delcour 2002, Pareyt, Delcour 2008).

Flour Composition Protein Composition

Arabinoxylan_  Lipids

80% Gluten Protein Storage Proteins
(Glutenin, Gliadin)

Protein
10% )
20% Non-Gluten Protein | Structural and

(Albumin, Globulin) Metabolic Proteins

Figure 2 - Wheat Flour and Wheat Protein Composition, Based on Information Gathered from Literature
(Veraverbeke, Delcour 2002, Pareyt, Delcour 2008)

Washing wheat flour removes the starch, leaving the protein. Figure 2 further shows that wheat
protein is approximately 80 wt% gluten (storage) protein and 20 wt% non-gluten (structural and
metabolic) protein (Veraverbeke, Delcour 2002, Pareyt, Delcour 2008). The two non-gluten proteins

have mostly metabolic or structural purposes. They are the water soluble albumin and generally water



insoluble globulin. Glutenin and gliadin are storage proteins. These proteins are responsible for
providing the strength and elasticicity in applications such as bread dough and wheat gluten films
(Veraverbeke, Delcour 2002). Glutenin is a polymeric protein, whereas gliadin is a monomeric
protein (Lafiandra et al. 2000). There are various classes and sub-classes for glutenin proteins
(Figure 3).

Subunit Class Sub-class

<

Figure 3 - Types of Glutenin Protein, Based on Information Gathered from Literature (Lafiandra et al. 2000). HMW
and LMW Stand for High and Low Molecular Weight Respectively. B, C, and D type LMW Reflect Differences in
Biochemical Characteristics. The sub-classes s, m, and i of B type LMW reflect the starting amino acids serine,
methionine, and isoleucine, respectively, at the N-terminal.

Gliadin can be classified as a-,B-, y-, or w-gliadin based on the N-terminal amino acid sequence
(Lafiandra et al. 2000, Herndndez-Mufioz et al. 2003). Cysteine is present in a-,-, and y-gliadin, so
disulphide bonds can form between different cysteine groups within the chain (intramolecular),
whereas w-gliadin contains no cysteine and thus cannot form disulphide bonds (Domenek et al.
2002).

Based on size, glutenin proteins are termed high (HMW) or low molecular weight subunits (LMW).
The subunits are separate molecules, but they can be bound together by intermolecular disulphide
bonds. The LMW subunit types B, C, and D reflect differences in LMW biochemical characteristics.
The sub-classes in the B type LMW class reflect the amino acid located at the start of the N-terminal:
serine for LMW-s, methionine for LMW-m, and isoleucine for LMW-i (Lambourne et al. 2010). The
C type LMW shares similarities with y-gliadin and the D type LMW shares similarities with w-
gliadin. (Lafiandra et al. 2000) Examples of the amino acid sequence for each type of wheat gluten

protein are included in Appendix 3.



2.2.1 Primary through Quaternary Structure of Wheat Gluten Proteins

2.2.1.1 HMW Glutenin Structures

HMW glutenin subunits have the general structure: N-terminal domain | repetitive domain | C-
terminal domain. The cysteine residues tend to be located near either end of the chain, and participate
in disulphide bonds at the tertiary and quaternary levels of structure. The secondary structure of the
repetitive domain is not certain for HMW glutenin. Potential conformations include B-reverse turns,
B-turns organized to give a B-spiral structure, or y-turns organized to give a different spiral structure

(Shewry et al. 2002). Another suggested alternative is B-turns and p-sheets (Belton 1999).

The secondary structure of the non-repetitive, C- and N-terminal domains, are predicted to have
different structures from each other and from the repetitive domain. A large amount of published
work agrees that the N-terminal domain contains three to five cysteine residues, has a globular
structure and contains one or more a-helices (Shewry et al. 2002, Kohler et al. 1997, Tatham, Shewry
& Miflin 1984, Tatham, Miflin & Shewry 1985, van Dijk et al. 1998). The C-terminal domain
contains only one cysteine residue and is believed to be a-helical (Tatham, Shewry & Miflin 1984,
Bekkers et al. 1996).

The backbone of the HMW glutenin tertiary structure consists of polypeptides with cross-linking by
means of covalent disulfide bonds between cysteine sulphur groups. However, hydrogen bonds also
seem to contribute to tertiary structure. (Hamer, Vliet 2000) HMW subunits of glutenin have a
significant amount of glutamine, and often a significant amount of glycine and proline as well. The
three residues glutamine, glycine and proline appear to participate in large amounts of hydrogen
bonding. It is believed that the repeating sequence sections of HMW subunits are linked together by

means of many hydrogen bonds (Shewry et al. 2002, Belton 1999) .

2.2.1.2 LMW Glutenin Structures

LMW glutenin subunits have been less extensively studied because they are smaller proteins and
believed to have less of an impact on gluten protein structure. On the secondary structure level, the
repetitive domain of LMW glutenin has an "extended conformation with an equilibrium between
poly-L-proline Il-like structure and type II' B-turns" (Lambourne et al. 2010). Poly-L-proline Il is
defined as “an extended left-handed helix with no intra-molecular hydrogen bonding along the
polypeptide backbone; the amide groups of the backbone and glutamine side-chains being available
for inter-molecular hydrogen bonding.” (Tatham, Shewry 1995) On the other hand, the non-repetitive
domains are more compact and globular, with many a-helices. Dynamic light scattering (DLS)

suggests that repetitive and non-repetitive domains interact, creating more compact protein
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conformations at the tertiary level of structure. The importance of LMW glutenin subunits to overall
gluten properties may depend on the ratio of inter-chain to intra-chain hydrogen bonds in a particular
type of wheat. (Lambourne et al. 2010)

2.2.1.3 Gliadin Structures

Recently, ultracentrifugation combined with UV absorption studies have been used to elucidate the
shape of wheat gluten in solution (Ang et al. 2010). The types a-, y-, and w-gliadin were discernibly
different but shape determination was still difficult. Gliadin had an asymmetric, extended structure,
with a-gliadin being the most extended and y-gliadin being the least extended. (Ang et al. 2010) The
general shape of gliadin is supported by previous results with small-angle X-ray scattering (SAXS)
(Thomson et al. 1999). In addition to the overall protein rod-like shape of gliadin in solution, Blanch
et al. found that the repetitive domains of gliadin appear to be a mixture of poly-L-proline II and f-
reverse turn structures, while the non-repetitive domains are rich in a-helical structures (Blanch et al.
2003). Blanch et al. specified that the C-terminal domain of a-gliadin contains a-helices and smaller
quantities of poly-L-proline helices and B-structures. In contrast, m-gliadin did not contain a-helices

but did contain large amounts of poly-L-proline sturcture and some B-turns.(Blanch et al. 2003)

The rod-like extended structures observed for gliadin proteins indicates that neighbouring molecules
would easily "stick" together by means of extensive hydrogen bonding and other non-covalent
interactions, including van der Waals forces. These intermolecular interactions are expected to
increase the viscosity of gluten solution especially since there are so many repetitive domains that are
similar for all gliadin and because there are many sections of the gliadin protein that could interact
with similar sections of neighbour proteins. Also, the asymmetry of gliadin repetitive domains should

increase contact with neighbouring protein molecules (Ang et al. 2010).

2.3 Wheat Gluten Films

Research on the preparation and properties of wheat gluten films arose because of the excellent
viscoelastic properties of wheat gluten. The two general methods used to prepare wheat gluten films

are dry processing or solvent casting.

Gluten films obtained by dry processing are generally prepared with a small amount of plasticizer but
very little water (<10%) compared to solvent cast films (Lagrain et al. 2010). Examples of the various
dry methods used for preparing wheat gluten films include thermoforming (Angellier-Coussy et al.
2011), compression molding (Chen et al. 2012, Gallstedt et al. 2004), cold pressing (Song, Zheng
2008), and extrusion (Lagrain et al. 2010). Dry process gluten films are generally stronger than



solvent cast films (Lagrain et al. 2010) but are sometimes much thicker (Pommet et al. 2005,
Kayserilioglu et al. 2003).

Solvent cast gluten films often use an aqueous ethanol solvent to dissolve the gluten since gluten is
soluble in ethanol (Olabarrieta et al. 2006). However, the industry trend towards greener solvents
(Gu, Jérbme 2010, Kerton 2009) has encouraged efforts to prepare gluten films using water as the
only solvent. In either case, the general procedure is to disperse the gluten and plasticizer in the
solvent and then alter protein interactions in solution by methods such as pH adjustment, temperature,
sonic or chemical treatments to cleave disulfide bonds (Lagrain et al. 2010, Gennadios, Weller &
Testin 1993). The final gluten solution is cast and dried in a controlled environment (temperature,
relative humidity) to remove the solvent and obtain a film. As the solvent evaporates, the gluten
concentration in the film increases and facilitates intermolecular bond formation so as to produce the

desired three dimensional gluten network (Lagrain et al. 2010).

In solvent cast gluten films, alkaline conditions above the isoelectric point of gluten, 7.5 (Gennadios,
Weller & Testin 1993), tend to produce stronger films, likely because of increased gluten

polymerization and cross-linking at higher pH (Lagrain et al. 2010, Olabarrieta et al. 2006).

The preparation of a gluten film by casting is believed to produce an open, loose protein network that
is conducive to hydrophobic inter-chain bonding as well as cross-link formation when exposed to a
heating and stirring step during film preparation (Lagrain et al. 2010, Jerez et al. 2005, Micard et al.
2001).

Typically glycerol and/or water are used as plasticizers because they are most effective (Lagrain et al.
2010). The purpose of a plasticizer, such as glycerol, is to improve film flexibility. Glycerol is a polar
molecule, which breaks up some of the hydrogen bonds between protein chains. In the absence of
glycerol, gluten would form a brittle film due to the high glutamine content in gluten (Shewry et al.
2002, Gontard, Guilbert & Cuq 1993, Belton 1999, Lagrain et al. 2010).

According to literature (Domenek et al. 2002, Angellier-Coussy et al. 2011, Schofield et al. 1983),
heating wheat gluten encourages disulfide interchange reactions. Heating induces protein unfolding,
which in turn exposes hydrophobic groups and cysteine residues that are usually hidden inside the
protein molecule. (Domenek et al. 2002) The exposed cysteine residues react to re-stabilize the
molecule by participating in disulphide interchange reactions with other cysteine residues. Although
the total number of disulfide bonds in the system does not increase, the interchange of disulfide bonds

throughout the protein shifts the bonds from intramolecular to intermolecular and locks the protein



into a more stable, less soluble network that remains even after cooling. (Angellier-Coussy et al.
2011, Schofield et al. 1983) The polymeric gluten protein, glutenin, begins disulfide interchange
reactions at the lowest temperature (~ 60-70°C) due to its higher content of sulphur-containing
cysteine groups (Angellier-Coussy et al. 2011). In contrast, the smaller monomeric gliadin proteins
begin participating in disulfide interchange reactions only above 90°C and when the rate of disulfide
interchange reactions slows for the glutenin molecules (Domenek et al. 2002). As one might expect,
the cysteine deficient w-gliadin does not participate in disulphide bond interchange reactions and
remains soluble even after heating to 100°C (Schofield et al. 1983)

Ultrasound treatment of protein solutions has been investigated. The ultrasound treatment technique
employs ultrasonic waves (Marcuzzo et al. 2010). Liu et al. reported that some ultrasound treatments
of peanut protein isolate (PPI) casting solutions can have a detrimental effect on mechanical film
properties (Liu, Tellez-Garay & Castell-Perez 2004). However, a 10 min ultrasound treatment of the
PPI casting solution increased mechanical properties and water solubility of the PPI films (Liu,
Tellez-Garay & Castell-Perez 2004). Marcuzzo et al. commented that in general, ultrasound
treatments can be used to degas a protein casting solution (Marcuzzo et al. 2010). Marcuzzo et al. also
reported that ultrasound treatment can improve gluten dispersion and improve film appearance in pH
4 films, which is believed to result from the breakdown of large protein aggregates at the mesoscopic
level and not the breakdown of the gluten protein chains at the molecular level (Marcuzzo et al.
2010).

Wheat gluten films have excellent oxygen and carbon dioxide barrier properties compared to plastic
films but have low water vapour barrier properties compared to plastic films (Olabarrieta et al. 2006,
Gennadios, Weller & Testin 1993, Park, Chinnan 1995). A linear relationship between gluten film
thickness and film barrier properties for oxygen and carbon dioxide gas was observed by Park et al.
(Park, Chinnan 1995). Further, Olabarrieta et al. reported an increase in oxygen permeability for pH 4
wheat gluten films compared to pH 11 wheat gluten films, which could be attributed to reduced
protein aggregation and a more heterogeneous wheat gluten film structure at pH 4 (Olabarrieta et al.
2006). Significant decrease of the water vapour permeability (WVP) for wheat gluten films has
proven quite challenging to achieve and represents a major limitation in the application of wheat

gluten films for food packaging materials (Angellier-Coussy et al. 2011).

Although the isoelectric point of wheat gluten occurs at pH 7.5, the two main constituents of gluten,

glutenin and gliadin, have distinct isoelectric points, pH 7.1 and 8.1, respectively (Gennadios, Weller



& Testin 1993). Because of the differences in the amino acid sequences of gliadin and glutenin, pl

values vary further depending on the specific glutenin or gliadin types (Table 1).

Table 1 — Estimated pl Values for Various Glutenin and Gliadin Types with a Known Amino Acid Sequence

Gluten Component

I

I T

' ' B-type B-type D-type

o wp- ' HMW | LMW-s | LMW-m | LMW

| Gliadin | y- Gliadin | o- Gliadin | Glutenin | Glutenin | Glutenin | Glutenin
pl* | 8.58 8.41 4.74 | 6.11 8.22 8.22 4.78

*pl was calculated using full sequences and a software program by Stothard (Stothard 2000)

Given that wheat cultivars probably contain different mixture ratios of glutenin and gliadin types, the

overall gluten pl is expected to shift accordingly.

According to Domenek et al., covalent disulfide bonding can be viewed as an aggregation reaction
because intermolecular bonding is formed (Domenek et al. 2004). Hydrophobic interactions and
hydrogen bonds are the non-covalent interactions that connect different gliadin units together and to
glutenin units (Lagrain et al. 2010, Ukai, Matsumura & Urade 2008). Wheat gluten is fairly insoluble
in water because water is polar and the non-covalent interactions between protein segments are
increased, causing aggregation at pH 7 (Day et al. 2009). Depending on the type of amino acid side
groups, water will interact with neighbouring amino acid side groups by means of hydrophobic, van
der Waals, and/or electrostatic interactions, as well as hydrogen bonds. Day et al. demonstrated the
importance of these interactions for solubility by replacing the amide groups on many glutamine units
of gluten with carboxyl groups and causing the water solubility to increase. The increased solubility
was attributed to a reduction in the inter- and intra-molecular interactions in the wheat gluten because
the modification of glutamine side groups removed the ability to form hydrogen bonds and increased

electrostatic repulsion between gluten molecules (Day et al. 2009).

Ukai et al. reported that the addition of NaCl to gluten dough followed by washing with water,
affected both interactions and distances between gluten units. Monomeric o/p- and y-gliadin were
released from the gluten network because of the NaCl addition increasing gliadin-gliadin interactions
while disrupting gliadin-glutenin interactions. Further, when the extracted gliadin was exposed to
NaCl, aggregation occurred (Ukai, Matsumura & Urade 2008). By studying the rheological properties
of wheat gluten, van der Zalm deduced that NaCl addition can separate gluten from starch starting
from flour as a result of the increased interactions between the gluten aggregates, which
simultaneously draws the aggregates together and separates them from the flour (Zalm, Goot & Boom
2010).
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In a study of hot-pressed wheat gluten films, the film swelling decreased and the shear modulus
increased with increasing SDS-insoluble protein aggregation, suggesting that the primary cross-
linking reaction in the system is disulfide bonding (Domenek et al. 2004). Further, the relationship
between the shear modulus and protein aggregation content suggested that protein formed a network
at the molecular scale and that gluten films consist of a mesoscale particle network having fractal
inner structure (fractal dimension close to 3) (Domenek et al. 2004). Dynamic and retardation (creep
and creep recovery) rheological experiments by Lefebvre et al. show that gluten viscoelastic
behaviour over a large time or frequency scale exhibits a wide viscoelastic plateau and suggesting a
transient type of network structure. Thus, Lefebvre suggested that aqueous gluten solution should be
viewed as a particle network formed by aggregated particles connected by hydrogen bonds and

hydrophobic interactions (Lefebvre et al. 2003)
2.4 Techniques and Film Properties

2.4.1 Dynamic Thermogravimetric Analysis (TGA)

There are two types of thermogravimetric analysis (TGA), dynamic (or scanning) and isothermal. In
dynamic TGA, the temperature is increased at a constant rate and mass loss is recorded as a function
of temperature. In isothermal mode, the temperature is kept constant and the mass loss is recorded as
a function of time. Dynamic TGA allows one to measure mass loss (due to thermal degradation of the
sample) as a function of temperature. Since sample constituents will undergo thermal degradation at
its own specific temperature, the technique can be used to distinguish different constituents of a
material and their weight percent relative to the total mass of the sample (Patnaik 2004, PerkinElmer
2010). In the case of wheat gluten films, the interactions of gluten proteins with glycerol and water
can be analyzed by TGA according to temperature at which each constituent degrades relative to the

temperature of degradation of the pure constituent (Gomez-Martinez et al. 2011).

TGA can be conducted in an inert nitrogen environment (pyrolysis) or in a reactive air or oxygen
environment (oxidation). If an inert nitrogen environment is selected, we can expect higher residual
mass at the end of the heating period. In the oxygen environment, most of the mass of an organic
sample would degrade by oxidation such that lower residual mass will be obtained at the end of the
heating period (PerkinElmer 2010).

The derivative of the TGA curve (DTGA) can be used to identify the regions of rapid thermal
degradation. Low moisture content samples can be expected to exhibit a very small first DTGA peak

in the range of 50 to 100°C, which is commonly attributed to water evaporation (Chiou et al. 2010).
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According to Mohamed et al., gluten should have a maximum rate of thermal degradation near 300°C
(Mohamed et al. 2008). On the other hand, pure liquid glycerol should undergo thermal degradation
with a maximum at 168°C (Dou et al. 2009).

2.4.2 Surface Plasmon Resonance (SPR)

Surface plasmon resonance is a tool that can be used to study the interaction between molecules in
solution and the coating on the SPR gold disk surface. Some coating options include biomolecules,
polymers, or, as for the work presented in this thesis, a self-assembled monolayer (SAM). SPR
measures change in resonance angle over time resulting from the following sequence of events:
addition of running buffer to the cuvette and signal stabilization (baseline), addition of sample to
cuvette and letting it sit (association), and washing and soaking the cuvette with running buffer to

remove any loosely bound protein (dissociation) as outlined in Table 2 (Eco Chemie B.V. 2006).

Table 2 - Description of Each Phase of the SPR Response Curve

Phase Component of Procedure

Baseline Add running buffer to cuvette, wait for stable signal.

Association Add sample to cuvette

o Washed cuvette with running buffer.
Dissociation ] ] ] ]
Injected more running buffer in cuvette and let sit 300 s

The amount of irreversibly/strongly bound protein can be measured by the SPR by comparing the
signal after completing the dissociation phase to the signal at the start of the association phase
(Barrett et al. 2005).

Wang et al. reported absorption of zein from an aqueous solution to a hydrophilic self-assembled
monolayer (SAM) of 11-mercaptoundecanoic acid (Wang, Crofts & Padua 2003). A study of human
serum albumin (HSA) protein absorption to different types of SAM layers over time, by Barrett et al.,
also showed differences in protein-to-SAM affinity can be measured successfully by the SPR
technique (Barrett et al. 2005).

2.4.3 Contact Angle and Surface Hydrophobicity
Contact angle measurements represent the interior angle between a solid surface and a liquid droplet
sitting on that solid surface (Figure 4) (KRUSS GmbH. 2004).
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Figure 4 - Diagram of Water on Hydrophobic and Hydrophilic Surfaces with Contact Angle Location Designated by
Theta

Static (sessile drop) contact angle measurements provide a means to study surface wettability
(KRUSS GmbH. 2004). Wetting occurs on a solid surface "when the work of adhesion Wy between
the solid surface and the liquid is greater than work of cohesion W within the liquid" (KRUSS
GmbH. 2004). Complete wetting occurs when 6 = 0°, good wetting at 15°, and poor wetting at 95°
(KRUSS GmbH. 2004). Wetting progressively decreases between 15° and 95°.

Although, the terms hydrophobic and hydrophilic are often treated like relative terms, for
biomaterials, VVolger et al. define a division point between hydrophobic and hydrophilic surfaces at a
water contact angle of 65° (Vogler 1998). So a surface should be hydrophobic if the contact angle is

above 65°, but hydrophilic if the contact angle is below 65° (Vogler 1998).

The water contact angles for different types of wheat gluten films tend to range between about 55 and
100°, with film formulation and preparation techniques having significant impact on the values
reported. For example, ethanol solvent cast wheat gluten and glycerol films (with a 70°C heating step)
prepared by Marcuzzo et al. exhibited a higher water contact angle (80°) when the casting solution
was adjusted to pH 4, compared to a water contact angle of 55° when the solution was adjusted to pH
11 (Marcuzzo et al. 2010). The addition of a 10 min ultrasound step to pH 4 gluten solution reduced
the film water contact angle to 54°C (Marcuzzo et al. 2010). A different formulation by Larre et al.,
where the enzyme transglutaminase was added to the gluten solution and heated to 70°C only while
drying the casting solution into film form, resulted in a significantly higher water contact angle, 97°
(Larré et al. 2000).

According to Marcuzzo et al., gluten film porosity and swelling can affect contact angle
measurements (Marcuzzo et al. 2010). The effect of film swelling due to water absorption can be
minimized by careful selection of the video frame that corresponds to the droplet just after water

drop deposition (and stabilizing), and prior to any water absorption (Roman-Gutierrez 2001). Film
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porosity, is more difficult to minimize. When film solvent casting is used, one can select the film

surface that was in contact with the casting surface (smoother) to reduce standard deviation.

2.4.4 \Water Vapour Permeability (WVP)

Water vapour permeability (WVP) of wheat gluten films depends on the protein network structure
(including tightness) and the affinity of the film constituents for water (Gontard, Guilbert & Cuqg
1993, Gennadios, Weller & Testin 1993, Park, Chinnan 1995). For example, not only composition
but also bubbles, pinholes, or points of weakness due to material folding can increase water vapor
permeability (Park, Chinnan 1995, Heiss 1959, Pascat 1986).

Although decreasing water vapor permeability in gluten films is a challenge, some inroads have been
made. Gennadios et al. report that soaking wheat gluten films in a pH 7.5 (isoelectric point of gluten)
aqueous solution increased tensile strength and reduced WVP by tightening the film structure
(Gennadios, Weller & Testin 1993). Gennadios et al. also observed that WVP increased in gluten
films when sodium sulfide was added to the formulation. Sodium sulfide cleaves disulfide bonds
which is expected to increase chain mobility and bonding during film drying and reduce polypeptide
chain length (Gennadios, Weller & Testin 1993). Gennadios et al. further reported that the addition of
mineral oil and hydrolyzed keratin to the formulation reduced WVP of gluten films by 23 to 25%
(Gennadios, Weller & Testin 1993). Mineral oil improved water barrier properties as a result of its
non-polar and hydrophobic properties and also reduced the film tensile strength. The addition of
keratin is believed to have improved WVP by forming links with gluten units (Gennadios, Weller &
Testin 1993).

The effect of plasticizer content was studied extensively. Park et al. reports that increasing plasticizer
content increases water vapor permeability for gluten films cast in aqueous ethanol and with
ammonium hydroxide addition (Park, Chinnan 1995). Gontard et al. reported similar effects and
attributed the addition of glycerol to the loosening of the protein network, lending flexibility but
making the network less dense and more water permeable (Gontard, Guilbert & Cuqg 1993). In
addition, the hydrophilic nature of glycerol is also believed to improve water adsorption and water
permeation (Gontard, Guilbert & Cuq 1993). Park et al. also indicated that as film thickness
increases, WVP increases (Park, Chinnan 1995). The effect of film thickness on WVP was attributed
to changes in structure or to film swelling (Park, Chinnan 1995, McHugh, Avenabustillos & Krochta
1993).
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2.45 Fluorescence Spectroscopy

Luminescence is defined as the emission of light from any substance (Lakowicz 2006). Luminescence
can occur quickly (fluorescence) or slowly (phosphorescence), depending on the nature of the original
excitation state of the electrons. Fluorescence emission occurs from singlet excited states where the
excited electron is paired by opposite spin to the electron in the ground-state orbital, such that return
to ground state is spin allowed. Therefore, fluorescence emission occurs very quickly (Lakowicz
2006).

Fluorescence spectroscopy is a technique where light, in a pre-selected range of wavelengths, excites
electrons to an excited state, followed by the emission of a photon and rapid return of the electron to
ground state. The wavelength of the emitted photon will depend on the chemical structure of the
fluorophores present in the material being studied and its surrounding environment. Therefore,
excitation and emission wavelengths, along with associated intensities can provide information on the

chemical structure and the environment of a substance (Lakowicz 2006).

Fluorescence properties of proteins are given by the fluorescence ability of their native amino acids.
Fluorescing amino acids are those that contain aromatic side groups, tryptophan, tyrosine or
phenylalanine. Tryptophan fluoresces at A, = 275 nm and with A¢, range 330-350 nm. Tyrosine
fluoresces at Aex = 275 nm and A, = 305 nm. Phenylalanine fluoresces at e, = 260 nm and Ay, = 282
nm (Lakowicz 2006, Genot et al. 1992). Tyrosine and phenylalanine tend to transfer absorbed energy
to tryptophan, making tryptophan the main peak in protein fluorescence spectra and masking tyrosine

and phenylalanine fluorescence (Lakowicz 2006).

2.4.6 Fourier Transform Infra-Red (FTIR)

Infra-red (IR) spectroscopy provides information on the molecular vibrations and rotations associated
with changes in the dipole moments of a molecule. IR spectrum will be produced when molecules
possess electric dipole moments that change as the different functional groups of the molecules move
(twists, stretches, vibrates, rotates). IR radiation is passed through the sample and the fraction of
incident radiation absorbed at each wavenumber is recorded. The fraction of incident radiation
absorbed at a specific wavenumber corresponds to the frequency of a specific molecular vibration or
rotation within the molecule being studied. Peaks at a specific wavenumber correspond to the
vibration frequencies of well-defined bonds or parts of the molecule. However, the vibration of one
bond in the molecule typically impacts the vibrations in other bonds of the molecule. Therefore, each
type of molecule will produce a slightly different IR spectrum, which can be viewed as a fingerprint
(Stuart 2005).
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Fourier transform IR technique, in particular, makes use of the interference of radiation between two
light beams. The change in path length between the two beams produces a signal called an
interferogram. Fourier transformation allows for the conversion of the signal (variation in power
density as a function of the difference in path length) to the typical FTIR spectrum (variation in

intensity as a function of wavenumber) (Stuart 2005).

ATR-FTIR (Attenuated Total Reflectance-FTIR) is a modification of conventional FTIR where the
IR rays are aimed at the reflecting surface (with the sample material pressed against the surface) at an
angle greater than the critical angle of incidence of the surface so that the rays undergo total internal
reflection. However, the rays still penetrate the reflecting surface a fraction of a wavelength and lose
energy at the absorbing wavenumbers of the sample material before reflecting back towards the
detector. This means that at certain wavenumbers, the IR rays will be attenuated, again producing an
IR spectrum with peaks at the wavenumbers corresponding to the molecular vibrations and rotations
of the sample material (Stuart 2005). In this method, the sample does not have to be IR transparent

which enables the analysis of intact films since no alteration of the film is required (Hofmann 2006).

Common characteristic FTIR peaks for proteins have been classified as described by Barth et al. in
Table 3 (Barth 2007).

Table 3 - Common FTIR Peaks Characteristic of Protein, According to Barth et al. (Barth 2007)

Vibration Type Wavenumber (cm™)
Amide A: 3300

NH stretch (3310-3270)
Amide B: 3070

NH stretch (3100-3030)
Amide 1: 1650

C=0 stretch, CN out-of phase stretch, CCN deformation, NH in plane bend (1600-1700)

Amide 2:
Combined out of phase bends of the groups: 1550
NH in-plane bends, CN stretch, some CO in-plane bends, CC and NC stetch

Amide 3:
In-phase NH bending, CN stretching, and some CO in-plane bending and CC (1400-1200)

stretching
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FTIR peaks reported for wheat gluten include amide 1 and amide 2 peaks. Olabarrieta et al. identify
the amide 1 and 2 peaks at wavenumbers 1580-1720 cm™ and 1535 cm™ respectively for an ethanol
solvent cast pH 11 wheat gluten film and a glycerol peak at 850 cm™ since glycerol was added to the
formulation (Olabarrieta et al. 2006).

When the intensity of a peak changes relative to its neighbouring peaks, information on changes in
the protein conformation are obtained and can also reflect changes of the protein environment. Such
changes were reported by Olabarrieta et al., where increased protein aggregation was measured for a
pH 11 gluten film compared to pH 4 gluten film. Therefore, FTIR can be useful in the interpretation

of the physical properties of gluten films (Olabarrieta et al. 2006).
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3 Materials and Methods

3.1 Materials

Whetpro80 wheat gluten was obtained from ADM (Decateur, Illinois). ADM provided the following
compositional information for Whetpor80: 80% protein, 8% moisture, 1% fat, 1% ash, and 10% non
assigned. The University of Guelph (Guelph, Canada) provided wheat gluten from the Ontario wheat
cultivar FT Wonder. Further, the University of Guelph obtained a protein content of 72% wt/wt
(N=5.7) for FT Wonder wheat gluten using an NA2100 Nitrogen and Protein Analyzer (Thermo
Quest, Milan, Italy). Old Wonder and new Wonder gluten refer to wheat glutens prepared in 2009 and
2011 respectively, from the Wonder Ontario wheat. Glycerol (item code GX0185-2), having a purity
> 99.5%, and sodium hydroxide, having a purity > 95%, (item code SX0600-3) were obtained from
EMD Chemicals Inc. (Darmstadt, Germany). Anhydrous calcium chloride pellets, with a 4-20 mesh
size, was obtained from Fischer Scientific (item code C614-3, Fair Lawn, New Jersey, United States).
Glacial acetic acid, having a purity > 99.7% was obtained from Fisher Scientific (item code A38
P212, Nepean, Ontario, Canada). Magnesium nitrate having a purity > 98% was obtained from Alfa
Aesar (item code 11564, Ward Hill, MA, United States).

3.2 Film Preparation

Wheat gluten reference films were prepared as described by Kayserilioglu (Kayserilioglu et al. 2003).
Using a molecular sieve (Cellector, Tissue Sieve, Bellco Glass Inc., USA) with a 1.52 mm x 1.52 mm
mesh size, 10% wt/wt wheat gluten (percent of total solution mass before pH adjustment) was added
to Milli-Q water (Millipore) containing 2% wt/wt glycerol (percent of total solution mass before pH
adjustment), under constant stirring. The solution pH was increased to pH 11 according to a
SevenMulti pH meter (S47, Mettler Toledo, Schwerzenbach, Switzerland) with 1 M NaOH and
stirred for 30 min. The solution was then placed in a water bath (150 x 75 mm crystallization dish, no.
3140, Pyrex, Germany) and heated at 2°C/min to 70°C. After reaching 70°C the solution was held at
70°C for an additional 10 min. The heated solution was placed in a Bransonic 52 (Branson Cleaning
Equipment Company, Shelton, CT, United States) sonicating water bath for 10 min and the foam
layer on the surface was carefully removed using a spoon and transfer pipette. The casting tray was
placed in a Versatile Environmental Test Chamber (MLR-351H) from Sanyo Electric Co., Ltd.
(Moriguchi, Osaka, Japan) and leveled. Then the final film solution was poured onto the casting tray.
The film was placed in 50% relative humidity (RH) and 23°C for 20 - 30 h so that it was dry enough

to peel up without deforming. Once the film was dry, the edges were loosened from the sides of the

18



tray and the film was peeled up. The film was then placed back in the environmental chamber (50%

RH, 23°C) for 2 days of conditioning prior to testing.

In early research stages, films were cast on hand-made glass trays having a metal frame sealed around
the edges of clear window glass. The dimensions of the casting surface were 0.295 m x 0.17 m
(0.05015 m?). A release layer of silicone grease (Dow Corning High Vacuum Grease, Dow Corning
Corporation, Midland, Michigan, United States) was evenly applied to the whole surface with
Kimtech Science Kimwipes (Kimberly-Clark Inc., Mississauga, Ontario, Canada) prior to casting. In
later research stages, films were cast on silicone trays (Professional Bakeware 9” Square Pans,
supplied by the company Arts, China). The dimensions of the silicone tray surface were 0.215 m x
0.215 m (0.046225 m?).

3.3 Film Thickness

Film thickness was measured with an Electronic Digital Micrometer, from Marathon Watch
Company Ltd. (Richmond Hill, Canada) to the nearest 2.5 um. Average film thickness and standard

deviation were determined from 15 thickness measurements for each prepared film.

3.4 Kjeldahl Analysis

Protein content in wheat gluten and wheat gluten constituents, glutenin and gliadin, was measured by
microdetermination of Kjeldahl nitrogen as described by Lang (Lang 1958). Prior to the experiment,
the Kjeldahl digestion solution was prepared by dissolving 40 g of potassium sulfate in 250 ml of
Milli-Q water with heating and stirring on a magnetic stir plate. Next the solution was set to stir in an
ice bath in the fume hood and 250 ml of sulfuric acid was added slowly, to avoid overheating.
Finally, 2 ml of selenium oxychloride was added to the solution before storing it in the dark (in the

cupboard below the fume hood) until needed.

Between 15 and 20 mg of each dry powder sample was weighed, recorded, and transferred to a 30 ml
digestion flask. Likewise, 1 ml of standard solution of ammonium sulfate in Milli-Q water (4.714g/L)
was transferred to a 30 ml digestion flask and subsequently treated like the dry powder protein
samples. Next, 3 ml of the Kjeldahl digestion solution was added to each 30 ml digestion flask, and
the flasks were placed on a digestion unit and brought to a boil for 3 to 4 hours. After the solution
transitioned to brown and back to clear, the digestion was complete and the samples were left to cool
for at least 1 hour. The cooled solutions were each diluted to 100 ml in a volumetric flask with Milli-
Q water and used in a colorimetric assay. Note that, the dilution to 100 ml in the volumetric flasks

gives a first dilution factor of 100 (d;=100), to be used in the final calculation.
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The standard solution of ammonium sulfate in Milli-Q water, that was digested alongside the
samples, was diluted to four additional lower concentrations, to be used along with a blank as a

calibration curve for the digested samples.

To bring the digested samples within the concentration range of the calibration curve, 200 uL of each
sample was placed in a separate volumetric flask and mixed with 600 pL of Milli-Q water. Note that

this dilution gives a second dilution factor of 4 (d, = 4), to be used in the final calculation.

Next, 50 pL of sample (or calibration curve standard, or water blank) was placed into separate wells
on a 96 well plate, in triplicate. Then 150 uL of Milli-Q water was added to each well, followed by 50
uL of Nessler reagent. The plate was shaken for about 15 seconds using the shake function in the
spectrophotometer (BioTek Instruments, USA) and then placed in the dark for 15 minutes for colour
development. Finally, the plate was inserted back in the spectrophotometer, shaken another 15

seconds, and measured at 420 nm wavelength.

The nitrogen conversion factor to protein was 5.7, specific to wheat (Genot et al. 1992). A sample

calculation is provided in Appendix 7.

3.5 Surface Plasmon Resonance (SPR)

Surface Plasmon Resonance (SPR) is a technique which allows the measurement of molecules on a
planar surface. A change in SPR signal occurs when there is a change in the mass accumulated on the
sensor surface. SPR signals were measured at room temperature (~23°C) on gold coated SiO, disks
(Au-SiO, SPR disks, Metrohm, USA) coated with a self-assembled monolayer (SAM) using a
cuvette-based AUTOLAB Springle system (Eco Chimie BV, Utrecht, Netherlands).

The gold coated SiO, disks were coated with SAMSs and provided by Nicholas Ignagni according to
the procedure detailed in his thesis (Ignagni 2011). The procedure involves washing the disks with
95% ethanol, followed by a rinse with Milli-Q water, and drying under a nitrogen steam. The disks
were then immersed in an ethanol-based SAM forming solution (1 mM 11-mercaptoundecanoic acid)
for 12 h. The disks were then washed with 95% ethanol, followed by a rinse with Milli-Q water, and
dried under a nitrogen stream. All SPR experiments were performed on SAM coated disks prepared
as just described.

ADM wheat gluten was dissolved in Milli-Q water at a concentration of 1 mg/ml with either no pH
adjustment (pH 7.7) or pH adjusted to 11 using 1 M NaOH. Both were mixed for 20 h prior to the
SPR measurements. Running buffers were prepared with 1 M NaOH to match the pH of each of the

samples and also consisted of Milli-Q water. The experimental sequence was adapted from the
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"Curve-SA-a full kinetic plot" (Autolab 2006) sequence provided in the Springle software Data
Acquisition (version 4.2.2, Eco Chimie BV, Utrecht, Netherlands). At the start of the sequence, the
sample delivery lines were flushed and replaced with running buffer. The recorded experiment started
with the baseline phase: 50 ul of running buffer was injected in the SPR cuvette and the baseline was
recorded for 120 s. The association phase was then initiated with the injection of 50 pl of the wheat
gluten solution in the cuvette and the signal recorded for 400 s. Finally, the dissociation phase was
initiated by washing loosely associated material from the surface with 500 pl of running buffer. This
was followed by the second dissociation phase when 50 ul of running buffer was injected in the
cuvette and the signal recorded for 300 s. If the same spot on the sensor surface was to be used for a
new experiment, the surface was regenerated by cleaning with a regeneration solution of 0.01 M HCI.
For the regeneration cycle, the cuvette was flushed with 200 pl of regeneration solution and then an
additional 50 pl of regeneration solution was injected into the cuvette and left for 10 to 15 min.
Following regeneration, the surface was flushed with running buffer and then the baseline was

measured.

3.6 Viscosity

A Cannon-Fenske Routine Viscometer (Model 2707, size 100, Technical Glass Products Inc., Dover,
NJ, United States) was used to measure the viscosity of an aqueous wheat gluten and glycerol
solution at room temperature (~23°C) as a function of pH. The solution was prepared using the same
initial steps as for film preparation. Using a molecular sieve, 10% wt/wt wheat gluten was added to an
aqueous solution of 2% wt/wt glycerol, under constant stirring. The solution pH was increased to the
desired pH (9.5, 10, 10.5, or 11) with 1 M NaOH and stirred for 30 min. A 15 ml sample of the
solution was poured through the molecular sieve and collected in a small beaker. Then the 15 ml
sample was poured into the viscometer and six consecutive efflux times were obtained. A fresh
gluten solution was prepared for each new pH. The kinematic viscosity (Cts) was calculated by
multiplying the efflux time by the viscometer constant (0.01439 Cts/s). A sample calculation is

provided in Appendix 8.

3.7 Thermogravimetric Analysis (TGA)

The thermal stability of wheat gluten films, liquid glycerol, as well as crude wheat gluten in powder
form were characterized in TA Instruments Q500 Thermogravimetric Analyzer (New Castle, United
States). Samples, each weighing a minimum of 9 mg, were heated at a rate of 10 °C/min from 30 °C
to 600 °C. Samples were tested in a nitrogen environment with a flow rate of 50 ml/min. Before

testing, samples were conditioned in an environmental chamber for at least 48 h at 23 °C and 50 %

21



RH. Relative mass change (Aw %) and rate of mass change over time (DTGA) were collected along
with temperature and analysed for 1% onset degradation, temperatures of DTGA peak maxima, and
change in weight percent for each major DTGA peak. The 1 % onset of degradation was estimated
by considering the section of the TGA data after the evaporation of water mass, around 50 to 100°C
(Chiou et al. 2010). The initial temperature used to calculate the 1% onset of degradation was defined
as the temperature of the first DTGA minimum (located just after the water evaporation peak). The
initial mass used to calculate the 1% onset of degradation was then set as the sample mass
corresponding to the initial temperature. The 1 % onset was the temperature at which the sample mass
decreased by 1% from the initial mass (see Appendix 9) and was calculated to provide a comparison
between samples for the temperature at which the sample begins to degrade. Onset values are not
consistent throughout literature and include values such as temperature at 1 and 5% onset (Ishida, Lee
2001, Song, Zheng 2009). TGA measurements presented here had the same trends for 1 and 5%
onset. A 1% onset was selected to present in the results because it is closer to the temperature at
which thermal degradation began. The mass loss (Aw%) of a given peak represented the difference

between the relative mass at the beginning of the peak and the relative mass at the end of the peak.

3.8 Film Surface Investigation

Macroscopic surface investigation was performed once films were dried and peeled from the casting
trays. The films were visually inspected under good lighting for bubbles or other defects and all films
were photographed with a regular camera, except the initial film cast on a glass tray with a silicone
grease layer. Qualitative observations were recorded regarding film appearance. Images of wheat
gluten films were obtained at 80x magnification (for ADM gluten films at early stages of research) or
12.6 x magnification (for films cast from different wheat gluten sources), according to the microscope
optics, on the Leica MZ6 microscope using the Leica DFC 290 camera attachment and accompanying

Leica Application Suite v. 2.6.0R1 software (Leica Microsystems, Wetzlar, Germany).

Samples were prepared by first applying two sided tape near the outer edges of a 0.02m x 0.02m
(0.0004 m?) section on a glass microscope slide. Then a 0.0004 m? sample of film was placed on the

tape. Imaging was done in the center of the sample.

3.9 Contact Angle (CA)

Sessile (static) drop measurements of contact angle for water in air on the film surface were obtained
with a KRUSS GmbH Drop Shape Analysis System DSA100 (Hamburg, Germany). The Tangent
Method-1 was selected to determine the contact angle in the accompanying software DSAL version
1.9 (KRUSS GmbH., Hamburg, Germany). The software measures the left and right side of the liquid
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drop separately and takes an average of the two angles to give the most consistent results across

multiple drop measurements.

In earlier research stages, two film samples were cut from each prepared film and affixed, top side up,
to a blank glass microscope slide (Pearl, China) with two sided tape. In later research stages, two
additional film samples were cut from each film and affixed to blank glass microscope slides, bottom
side up, to measure the contact angle of the bottom of the films. In all cases, the contact angle of a
minimum of five different water drops were measured per film sample. Each water drop was
delivered from the syringe of the DSA100 dosing system. The DSA100 dosing system controls the
volume and rate of delivery for the liquid drop delivered to a sample. The 10 uL water drop volume
was delivered at a rate of 240 ul/min. All film samples were held at 50% RH using supersaturated
magnesium nitrate during the contact angle test period. Individual film samples were removed from
the 50% RH environment prior to contact angle measurements. Measurements were conducted at

room temperature (~23°C).

3.10 Fourier Transform Infra-Red (FTIR) Spectroscopy

Infrared (IR) spectra of wheat gluten films were measured on the Tensor 27 FTIR Spectrometer and
accompanying OPUS v 4.2 software produced by Bruker Optik GmbH (Ettlingen, Germany). The
ACCESS ATR attachment (Harrick Scientific Products Inc., Pleasantville, New York, United States)
flattens the film samples against the FTIR-ATR crystal and holds the film in position during
measurement. The films tested had an average thickness of 202 + 14 um . The scan range was 4000 -
550 cm™. Each FTIR spectra was obtained from 32 scans at a resolution of 4 cm™. Two film samples

were measured and each film sample was measured twice without moving the sample.

3.11 Fluorescence Spectroscopy

Fluorescence spectra of the top and bottom of each film surface were collected using an Agilent Cary
Eclipse Fluorescence Spectrophotometer (Mulgrave, Australia) equipped with a Fluorescence Optic
Reflectance Probe. Excitation wavelengths in the range of 250 to 380 nm were scanned at increments
of 10 nm. Emission intensity measurements were collected within the wavelength range of 275 to 600
nm. All spectra were measured at a medium scan speed of 600 nm/min and a photomultiplier voltage

of 600 V. The excitation and emission slit widths were set to 5 nm.

The films were conditioned at 23°C and 50% RH and the spectra collected at room temperature
(~23°C). It was not possible to control the relative humidity during testing. However, each film

sample was individually removed from 50% RH conditions prior to measurement. The fluorescence
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intensity data was graphed as 3D excitation-emission matrices (EEM) with MATLAB (m-file for 3D
and contour plotting written by Ramila Peiris).

The flat bottom of a black 96-well plate (Nunclon, Nunc, Denmark) was placed underneath each film
sample as the background since it was found to minimize interferences with the low intensity protein

peaks.

3.12 Water Vapour Permeability (WVP)

WVP was measured following the ASTM standard D1653-03, Method A (Dry Cup Method),
Condition A, which specifies environmental conditions of 23°C, 50% relative humidity (RH) (ASTM
Standard D1653, 2003 (2008) ). To do this, an aluminum dish was filled with calcium chloride
desiccant and a film sample was sealed to the mouth of the dish with melted wax (Vaghult candles,
Inter IKEA Systems B.V., Germany), giving an internal relative humidity of 0% and an external
relative humidity of 50%. The change in total mass over time was measured daily for 12 days. This
provided the rate of water vapour permeation through the film (g.mm/day.m”atm). A sample

calculation is provided in Appendix 1.

The WVP of three distinct samples was measured for every film. Each film fixed on an aluminum
dish containing desiccant was weighed daily to within 0.0001 g on a Sartorius 1801 scale (Sartorius
GmbH Gottingen, Germany). The discs of film placed on top of the aluminum dish were 0.063 *
0.002 m in diameter, giving a sample surface area of 0.0032 + 0.0001 m% The films and aluminum
dish were placed in an environmental chamber to maintain constant temperature at 23 + 1°C and

relative humidity at 50 + 3%.

3.13 Film Swelling

Film swelling in the presence of water was measured as a function of time over a 24 h period as
follows. Sixteen, 0.0001m?, film samples were cut from a single wheat gluten film and their initial
dry mass was recorded. Each film sample was immersed in a separate Petri dish containing 20 ml of
Milli-Q water. After soaking during 0.25 h, two of the sixteen film samples were removed, held in the
air with tweezers for one minute to allow excess water to drip off, and then weighed. At each of the
other seven selected times during the 24 hour period, two film samples were removed from water, air
dried for one minute, and weighed. The swelling of the film (q) was estimated as follows (Chiou et al.
2010, Yarimkaya, Basan 2007):

masSswollen (1)
massqry

q:
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The total protein content of the soaking water after 24 h was obtained from UV -vis measurements at
280 nm using a Spectronic Genesys 2 (Milton Roy Company, United States). Two replicate
measurements were obtained for each sample of soaking water. In addition, the total solids content of
the soaking water after 24 h was obtained using a convection oven method, as described in a
Laboratory Analytical Procedure Manual entitled Biomass and Total Dissolved Solids in Liquid
Process Samples (Sluiter et al. 2008). All film swelling related sample calculations are provided in
Appendix 10.

3.14 Statistical Analysis

Unpaired, two sided t-tests were employed to compare the means of sample sets, using the case where
the assumption that the population standard deviations are equal is not valid. A 95% confidence
interval (p=0.05) was employed such that the difference between means was deemed significant when
t(observed) values were greater than the t(critical) values. The t-test calculation followed the method
outlined in Montgomery et al. (Montgomery 2009). Standard error was employed for data sets where

n <2, whereas standard deviation was employed for larger data sets.
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4 Results and Discussion

4.1 Investigation of Film Ingredients

4.1.1 Analysis of Gluten Protein Content
Table 4 presents the protein content, determined by Kjeldahl analysis, for commercial ADM wheat
gluten, and wheat gluten from four Ontario cultivars.

Table 4 - Protein Content by Kjeldahl Analysis for Various Wheat Sources (Nitrogen to Protein Conversion factor of
n=5.7)

Wheat Source Protez\ll\r:t(g/g)ntent I(E\;,rto(;o ;
ADM Whetpro75 Gluten * 61.8 1.6
ADM Whetpro80 Gluten * 73.7 1.6
Emmit Gluten grown in 2011 i 75.8 1.7
Harvard Gluten grown in 2010 i 60.2 3.7
Norwell Gluten grown in 2009 62.1 34
Wonder Gluten grown in 2011 75.0 1.8

+ Error is calculated based on slope error of 0.02, balance error of 200 pg, standard deviation of 3 absorbance
values and converted to percentage (sample calculation described in Appendix 7).

*Commercial wheat gluten.

1 Gluten from Ontario wheat cultivars.

The Ontario cultivars divided very clearly into two levels of protein content. Harvard and Norwell
gluten, from hard red winter wheat cultivars, had a lower protein content (60.2 to 62.1 wt%),
compared to the Emmit and Wonder gluten, from soft winter wheat cultivars (75.0 to 75.8 wt%). This
was not expected given that hard wheat tends to have a higher protein content than soft wheat

(Wrigley 2000), and is hypothesized to be specific to the wheat cultivars selected for study.

ADM, the manufacturer of Whetpro75 and 80 wheat gluten, reports a protein content of 75% and
80% protein respectively for Whetpro75 and 80 (ADM 2012), with N=5.7 (Product Sheet in
Appendix 6). The protein contents reported in Table 4 were low for the two ADM samples compared
to the values reported by the manufacturer, using a FP-528 Nitrogen/Protein Determinator (Leco
Corporation, MI, USA).

In comparison to the literature, the protein content for the wheat gluten in Table 4 was lower than
expected. For example, Genot et al. reported 85.0 wt % protein content for commercial wheat gluten
using a nitrogen-to-protein conversion factor of 5.7 (Genot et al. 1992). Given that both the ADM
gluten and the Ontario cultivars display lower protein content compared to literature, it is
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hypothesized that the Kjeldahl method resulted in a consistently lower estimation of the protein

content due to a systematic error in approach used here.

41.1.1 Conclusions

In contrast to the literature, gluten extracted from the hard wheat cultivars in this study (Harvard and
Norwell), had a lower protein content than gluten extracted from the soft wheat cultivars (Emmit and
Wonder). The results for the four Ontario cultivars are hypothesized to be specific to the wheat
cultivars selected for this study. Since the Kjeldahl results for gluten for both ADM and Ontario
cultivars yielded lower protein content compared to literature, it is likely that the low protein content

can be attributed to a systematic error in the approach used here for the Kjeldahl method.
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4.1.2 Surface Plasmon Resonance (SPR)

The sensorgrams for aqueous wheat gluten solutions at pH 7.7 and 11 are presented in Figure 5.
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Figure 5 - SPR Sensorgram of Wheat Gluten in Milli-Q Water (1 mg/ml) at (A) pH 7.7 and (B) pH 11 on a Hyrophilic
SAM (note the different scales for the ordinate axes)

Table 5 provides a description of the three phases of the SPR experiment for the two SPR

sensorgrams of Figure 5.

Table 5 - Description of Each Phase of the SPR Sensorgrams

Phase Description

Baseline (A) pH 7.7 or 11 running buffer added to cuvette

Association (B) | pH 7.7 or 11 aqueous gluten sample added to cuvette (point 1 to 2)

- Running buffer wash (point 2 to 3)
Dissociation (C) . ) ) )
Additional running buffer in cuvette for 300 s (point 3 to 4)

In SPR experiments done by Barrett et al. with bovine and human serum albumin (BSA and HSA
respectively) and their absorption to SAM surfaces, the washing step done at the beginning of the
dissociation phase removed loosely bound protein from the surface such that the protein remaining on
the surface was considered strongly (sometimes irreversibly) bound (Barrett et al. 2005). The same
type of washing step as described by Barrett et al. was carried out in phase C (Dissociation), as
described in Table 5.
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Both the pH 7.7 and pH 11 running buffers resulted in flat baseline phases (after 50 s of stabilization)
with very low noise (maximum variation of 0.8 m®), indicating that the system was stable before
injecting the aqueous gluten samples. The flat baseline also indicates that no particulate matter in the
running buffer was absorbing to the SAM surface confirming that there was no component in the
running buffer contributing to the signal. However, following the addition of the aqueous gluten
sample solution to the cuvette, the pH 7.7 and pH 11 aqueous gluten samples produced very different
SPR curves. After the initial rapid rise in SPR signal (~600 RU), caused by changes in the solution
refractive index in contact with the SPR disk (Ignagni 2011, de Bruijn et al. 1991), the signal for the
pH 7.7 solution first displayed a rapid increase in RU, followed by a slower, almost linear increase in
RU. Overall, the maximum change in RU, due to protein absorption to the surface, was 816 RU
(Table 6).

Table 6 - Key Characteristics of the SPR Sensorgrams Calculated for RU Signal Changes of Aqueous Wheat Gluten
Solution

Characteristic

(position)

Aqueous gluten solution at pH 7.7
(RU)

Aqueous gluten solution at pH 11
(RU)

Max. Absorption
(phase B: 2-1)

816

22

Irreversible Absorption
(phase B and C: 4-1)

669 (82% of max.)

-4 (-18% of max.)

Unbound molecules

102 (12.5% of max.)

24 (109% of max.)

(phase B to C transition:
2-3)

Reversible Absorption
(phase C: 3-4)

45 (5.5% of max.) 2 (9% of max.)

For the pH 7.7 aqueous gluten solution, washing the cuvette with running buffer resulted in an almost
immediate decrease in the SPR signal by 102 RU (12.5% of the maximum change in RU due to
association), suggesting that 12.5% of the gluten protein deposited on the SAM surface was not
actually bound to the surface, or was bound very loosely according to the definition of loosely bound
protein provided by Barrett et al.(Barrett et al. 2005). Between point 3 and 4, during the dissociation
phase, the SPR signal dropped an additional 45 RU (5.5% of maximum change in RU), suggesting
that 5.5% of the gluten protein that deposited on the surface dissociated from the surface while

exposed to running buffer. The difference between the signal at the start of the association phase
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(point 1 in Figure 5 A) and the signal at the end of the dissociation phase (point 4 in Figure 5A) was
669 RU (82% of maximum change in RU), indicating that 82% of the signal increase during the
protein association phase was due to strong or irreversible binding to the SAM surface according to

the definition of strongly bound protein provided by Barrett et al.(Barrett et al. 2005).

The association phase for the pH 11 aqueous gluten sample also exhibited an immediate increase in
the SPR signal (~ 75 RU), due to the change of solution RI contacting the SPR disk (Ignagni 2011, de
Bruijn et al. 1991). However, the magnitude of the jump was much less than at pH 7.7 supporting the
effect of solution pH. During the association phase, the SPR signal decreased by 2 RU during the first
30 s, followed by a linear increase in the SPR signal of 24 RU throughout the remainder of the
association phase. Note that due to the decrease in the SPR signal just after point 1 on Figure 5B,
point 1 was not the lowest point in the association phase at pH 11, whereas it was for pH 7.7 (Figure
5A). However, the maximum absorption value was still defined to be 2-1 for the purposes of selecting
a common basis for comparison of plot A and B and since the 2 RU difference is negligible. Washing
with running buffer resulted in an immediate decrease in the SPR signal by 24 RU (109% of the
maximum change in RU due to association), suggesting that very little of the gluten protein deposited
on the surface during the association phase was strongly bound to the surface according to the
definition of strongly bound protein provided by Barrett et al. (Barrett et al. 2005). Between points 3
and 4, during the dissociation phase, the SPR signal decreased an additional 2 RU, suggesting that the
amount of protein in contact with the SAM surface only decreased a negligibly small amount. The
difference between the signal at the start of the association phase (point 1 in Figure 5 B) and the
signal at the end of the dissociation phase (point 4 in Figure 5B) was -4 RU. This suggests that none
of the signal increase during the protein association phase was due to irreversible binding to the SAM

surface.

Based on the contact angle measurements conducted by Barrett et al., a mercaptoundecanoic acid
SAM layer creates a surface on the gold disk having a contact angle of 49° which the proteins can
interact with when they come into contact with the disk surface (Barrett et al. 2005). In addition,
Barrett et al. suggest that at the nearby pH of 7.4 the (SAM) 11-mercaptoundecanoic acid may have a
negative charge enabling any positively charged protein side groups to participate in electrostatic
interactions with the SAM surface (Barrett et al. 2005). The pl of glutenin and gliadin are 7.1 and 8.1
respectively (Gennadios, Weller & Testin 1993), so that at pH 7.7 it would be expected that the gluten
will have a net charge near zero but still contain a substantial amount of protonated, positively
charged amino acid side groups which can produce electrostatic interactions with the SAM. However,

Barrett et al. point out that the pKa of carboxylic acid has been known to increase "in a tightly packed
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SAM™" environment and may undergo "strong ionic hydrogen bonding™ such that protein interactions
with the surface could be primarily hydrophilic/hydrophobic and not electrostatic. Barrett et al.
further suggest that the SAM surface may exhibit a somewhat hydrophobic nature given the contact
angle of 49°, which was higher than any of the other functionalized alkanethiol SAM's they studied
(Barrett et al. 2005). The magnitude of the changes in SPR signal (Table 6) due to protein association
on the SAM surface were much higher at pH 7.7 compared to pH 11. An increase in RU is associated
with mass absorbing to the surface of the sensor disk (Eco Chemie B.V. 2006), which suggests that
the gluten proteins at pH 7.7 had much higher affinity for the SAM surface compared to pH 11.

Based on Barrett et al., it is hypothesized that the differences in signal and initial shape of the
absorption curves at pH 7.7 and 11 are due to differences in the hydrophobic and electrostatic
interactions between the gluten proteins and the SAM surface and potentially some ionic interactions.
At pH 7.7, the gluten proteins are believed to possess higher attraction to the SAM surface because of
hydrophobic attractions between the SAM and hydrophobic regions of the proteins. There also exists
the potential for a small amount of electrostatic attraction between positively charged amino acid side
groups and the negatively charged SAM. Finally, the formation of "strong ionic hydrogen bond[s]"
between the surface and the absorbed protein is also hypothesized to contribute to the production of
irreversibly bound protein, as measured in the dissociation phase (Barrett et al. 2005). In contrast, at
pH 11, the gluten proteins are believed to possess lower attraction to the SAM surface because of
very strong electrostatic repulsion between the SAM and the proteins since the amino acid side
groups and the SAM carboxylic acid groups would be highly negatively charged, resulting in

repulsion.

It is possible to estimate the thickness of the protein layer absorbed to a SAM surface based on the
molecular weight (MW) and radius of the protein combined with the measured increase in RU, as was
done by Wang et al. with zein in a water-ethanol solution (Wang, Crofts & Padua 2003). However, in
the case of a wheat gluten solution, the calculation would be a challenging because wheat gluten

contains a mixture of proteins, some with very different sizes (Table 7).
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Table 7 - Wheat Gluten Proteins with Molecular Weight, Radius of Gyration, and Relative Contribution to Total

Wheat Gluten Mass

Relative Mass
Protein Type Sub-group Shape MW (kDa)* Rg (nm)i Contribution
(Wt %)t
LMW 5-35 <10 30-43
Gliadin alpha, gamma, | - Extended 15-85 30-35
omega <8
Globullq & i - 25.75 (monomeric) 15-20
Albumin

* (Veraverbeke, Delcour 2002, Angellier-Coussy et al. 2011, Mendichi, Fisichella & Savarino 2008)
1 (Mendichi, Fisichella & Savarino 2008, Stevenson et al. 2003)
+ (Veraverbeke, Delcour 2002, Fu, Sapirstein 1996)

Given the ranges of molecular weights, radii of gyration and relative mass contribution of each gluten
protein component, a quantitative value such as the total coating thickness or total mass of protein

deposited on the SAM cannot be estimated accurately.

4.1.2.1 Conclusions

Aqueous gluten samples at two pH displayed very different SPR sensorgrams, indicating significant
differences in the nature of the interactions of the gluten with its neighbour gluten and the SAM
surface. At pH 7.7, the aqueous gluten solution exhibited a high affinity for the SAM surface believed
to result from hydrophobic and electrostatic attractions between the protein and the SAM surface. The
irreversible binding observed at pH 7.7 is believed to result from ionic interactions. At pH 11, the
aqueous gluten solution exhibited very little affinity for the SAM layer because hydrophobic
attractive forces appeared to be overpowered by electrostatic repulsion between the negative charge
of the gluten proteins and the SAM surface. Since gluten consists of a mixture of proteins, estimation

of the coating thickness absorbed to the SAM surface could not be obtained.
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4.1.3 Kinematic Viscosity of Aqueous Wheat Gluten and Glycerol Solutions as a
Function of pH and Solution Density

During the pH adjustment stage of casting solution preparation, a qualitative increase in viscosity was

observed as the pH was adjusted to pH 11. To quantify these observations, the kinematic viscosity

and density of aqueous wheat gluten and glycerol solutions over the range of pH 9.5 to 11 at room

temperature were determined and are given in Table 8. The dynamic viscosity of the solution can be

obtained from the product of kinematic viscosity and density (correct calculation units: cP = ¢St x
glem?®)

Table 8 - Kinematic Viscosity and Density of Aqueous ADM Wheat Gluten and Glycerol Casting Solutions at
Alkaline pH

H Kinematic Viscosity, n=6 (cSt)* S(Z:Eurtrlgp Er)%ngllt;/i Dynamic Viscosity f
P (Average * Standard Deviation) SN (cP)
(g/cm”)
9.5 15+0.2 0.83 1.2
10.0 13.3+0.4 0.95 13
10.5 164 +0.5 0.97 16
11.0 17.7+0.6 0.97 17

*CentiStokes (cSt).

FAll densities at 10 % wt/wt wheat gluten (percent of total solution mass)

tCentiPoise (cP).

All of the kinematic viscosities were determined to be statistically significantly different from one
another (p<0.05).The kinematic viscosity increased from 1.5 ¢St to 17.7 cSt as the pH was increased

from pH 9.5 to 11. At pH > 10, the increase in viscosity began to plateau (Figure 6).
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Figure 6 - Kinematic Viscosity as a Function of Gluten-Glycerol Solution pH
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The density increased in a very similar manner over the same pH range, increasing from pH 9.5 to 10

and then plateauing as pH approached 11 (Figure 7).

1.00 -

0.95 -

0.90 -

Density (g/ml)

0.85 -

Y
I

0.0 J.'JI'J T T T T 1
0.0 9.5 10 10.5 11 11.5
pH

Figure 7 - Density as a Function of Gluten-Glycerol Solution pH

The increase in density reflects a more compact gluten solution at pH 10.0 compared to pH 9.5,
confirming that significant changes in gluten water interactions occurred, likely caused by
conformational changes of the gluten. In fact, kinematic viscosity and density are approximately
directly proportional to one another within the range of pH 9.5 to 11, with a proportionality constant
of 106 and Rz equal to 0.9923 (Figure 8).
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Figure 8 - Kinematic Viscosity as a Function of Density for Gluten-Glycerol Solutions, Caused by pH Change

The literature on the effect of pH and any type of protein solution viscosity is limited, and is even
more limited or non-existent for basic pH solutions. Mastromatteo et al. reported that aqueous 10
wit% wheat gluten films containing 2 to 6 wt% glycerol and adjusted to pH 11 (also heated to 70°C
for 15 min and cooled to 25°C for testing) are pseudoplastic (n<1) non-Newtonian solutions
(Mastromatteo et al. 2008). They also recorded a dynamic viscosity twice that of the pH 11 ADM
gluten glycerol aqueous solutions studied here (40 cP compared to 17 cP). It is believed that the large
difference between values reported in that literature and the pH 11 dynamic viscosity presented in
Table 8 resulted from the different sample processing prior to testing. Mastromateo et al. heated and
cooled the gluten solution but the results presented in Table 8 did not include a heating step. Heating
a gluten solution allows for intra-molecular disulphide bonds to break and reform as inter-molecular
disulphide bonds, thus strengthening the network (Angellier-Coussy et al. 2011, Schofield et al. 1983)
and likely producing the higher dynamic viscosity for the gluten solutions reported by Mastromateo et
al.

Despite the limited literature on the viscosity of aqueous protein solutions, the literature viscosity data
suggests that the relationship between solution viscosity and pH is not consistent for all types of
proteins dispersed in solution nor for all pH ranges. For example, in a study of a semi-dilute mucin

glycoprotein solution (1 wt%), Maleki et al. observed an increase in zero-shear viscosity from pH 1 to
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2 but a nearly linear decrease in viscosity from pH 2 to 7 (Maleki et al. 2008). In comparison, the
viscosity of aqueous dispersions of the polysaccharide pectin (1 wt%) decreased approximately
linearly by 2 cSt as the pH was increased from pH 3 to 6 (Guimarées, Coelho Junior & Garcia Rojas
2009). Further, unlike the positive linear viscosity to density trend observed for the wheat gluten in
Table 8 and shown in Figure 8, the relationship between kinematic viscosity and density was non-

linear for the 1 wt% aqueous pectin solutions (Guimardes, Coelho Junior & Garcia Rojas 2009).

The effect of pH on solution viscosity and density in Table 8 may be better understood by considering
the literature on wheat gluten films and molecular protein interactions in aqueous solutions.
Olabarrieta et al. determined that for gluten-glycerol films (~11 wt% wheat gluten and ~4 wt%
glycerol) prepared with a 75°C heating step, there is an increase in the level of intermolecular
interactions for dried pH 11 films compared to pH 4 films, based on SE-HPLC results, indicating that
pH 11 films have a lower fraction of SDS soluble protein compared to pH 4 films (Olabarrieta et al.
2006). Olabarrieta et al. further concluded that a higher degree of denaturation was present during the
preparation of pH 11 films (Olabarrieta et al. 2006). In a study of acidic aqueous zein protein
solutions, Li et al. suggested that at high zein concentrations (above 43mg/ml), the protein molecules
come into contact facilitating intermolecular interactions and intermolecular penetration occurs (Li et
al. 2011). It is also known that the pl of wheat gluten is 7.5 (Gennadios, Weller & Testin 1993) and
thus increasing the pH of an aqueous wheat gluten solution from 9.5 to 11 will increase the number of
negative charges on the wheat gluten molecules (Lehninger, Nelson & Cox 2004). The increase in
number of negative charges with increasing pH would likely contribute to wheat gluten denaturation
and rearrangement, resulting in a new stable conformation in the alkaline environment. Therefore, the
increase in viscosity and density as pH was increased suggest the wheat gluten was increasingly

denatured as reflected in the viscosity.

4.1.3.1 Conclusions

The viscosity of aqueous glycerol gluten solutions increased significantly when pH was increased
from 9.5 to 10. When the pH of the aqueous glycerol gluten solution was further increased from pH
10 to pH 11.0, the magnitude of the viscosity increase was smaller. The increase in viscosity suggests
that most of the changes in the gluten solution occur in a narrow pH range and could be associated
with wheat gluten denaturation, intermolecular penetration and a resulting increase of intermolecular
interactions. The approximately parallel increase in density with increasing pH, supports the
hypothesis that increasing the pH increases solution viscosity due to wheat gluten denaturation,

intermolecular penetration, and increasing intermolecular interactions.
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4.2 Thermal Stability of Wheat Gluten, Glycerol, and Wheat Gluten

Films

4.2.1 Thermal Stability of Primary Film Ingredients: Wheat Gluten and Glycerol
Sample TGA and DTGA plots for the gluten of four different Ontario wheat cultivars and two
commercial wheat glutens are shown in Figure 9. The properties of the TGA curves for wheat gluten

film ingredients are summarized in Table 9.

The characteristics of the gluten TGA and DTGA curves reported in Figure 9 are consistent with
TGA and DTGA results reported by Mohamed et al. for commercial vital wheat gluten (Mohamed et
al. 2008). Mohamed et al. reported a primary DTGA peak occurring around 310°C, with a shoulder to
the right of the primary DTGA peak similar in size and location to the shoulder observed for the
Wonder, Emmit and Sigma wheat gluten main DTGA peaks. The wheat gluten TGA and DTGA
results of Mohamed et al. also included a minor peak, occurring around 60°C, and a residual mass of

approximately 22% at 595°C (Mohamed et al. 2008).

For the gluten analyses presented in Figure 9, the primary thermal decomposition peak (largest peak
on the DTGA curve, and largest drop in the TGA curve) for all the wheat gluten samples covered the
range between 250 and 400°C, with the peak maximum always near 300°C (between 294 to 318°C for
all samples). In Table 9, the primary peak for gluten DTGA thermograms is labeled Peak 3.
According to TGA and DTGA curves for wheat gluten presented by Mohamed et al., this primary
peak can be attributed to wheat gluten (Mohamed et al. 2008).

A shoulder also appeared to the right side of this main DTGA peak occurring near 400 - 450°C for all
of the samples. However, the Emmit, Wonder, and Sigma samples did not have as large of a shoulder
as the Norwell, Harvard, and ADM Whetpro80 samples. TGA studies of gluten constituents by
Gomez-Martinez et al., show that gliadin undergoes thermal decomposition before glutenin and
degrades more rapidly and at a lower temperature than glutenin, which is characterized by a sharp
gliadin DTGA peak and a short broad glutenin DTGA peak (Gémez-Martinez et al. 2011). Therefore,
the “sharp” character of the largest DTGA peak for the glutens in Figure 9 is believed to be the
gliadin component of gluten while the shoulder on the right of the peak is believed to result from the
slightly later thermal degradation of glutenin. The proximity of the temperatures for thermal
degradation for glutenin and gliadin mean that the gliadin and glutenin thermal degradation peaks

merge so it is difficult to differentiate between them (Figure 9 A through F).
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Figure 9 - Thermogravimetric (TGA) and Differential Thermogravimetric (DTGA) Curves Conducted in Nitrogen at
a rate of 50 ml/min for Gluten from the Ontario Cultivars (A) Wonder, (B) Emmit, (C) Harvard, and (D) Norwell, as
well as the Commercial Wheat Glutens (E) Sigma and (F) ADM Whetpro80.
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Table 9 - Characteristics of the Thermogravimetric Analysis Conducted in Nitrogen at a Flow Rate of 50 ml/min for
Glycerol and Gluten from Four Different Ontario Wheat Cultivars and Two Commercial Sources

Peak 1 Peak 2 Peak 3 Residual
I Test Date g/o Oréset_ of Mass at
Sample (D-M-Y) | Dedradation | pTGA | AW | DTGA | AW | DTGA | AW | s5950C
0 O | @) | O | %) | CO* | %) | ()
12-Jan-11 203.0 76.0 3.2 N/A N/A 316.4 73.3 23.5
Wonder 3175
Gluten - - o
10-Aug-11 206.9 63.0 7.4 N/A N/A (295.4) 69.8 22.8
12-Jan-11 203.3 721 | 52 | NA | NA | 270 1679 | 269
Emmit (318.3)
Gluten
10-Aug-11 208.8 66.2 7.0 N/A N/A 318.6 70.2 22.8
Harvard 302.6,
Gluten 12-Jan-11 209.3 69.7 5.2 N/A N/A (315.2) 68.2 26.7
Norwell 294.5,
Gl 12-Jan-11 217.0 76.0 4.9 N/A N/A (308.3, 68.6 26.5
uten
322.7)
12-Jan-11 212.9 75.4 5.4 N/A N/A 315.1 68.7 25.9
Sigma
Gluten 313.2
09-Aug-11 213.4 59.8 8.4 N/A N/A (265.8) 69.9 21.8
315.3,
ADM 09-Aug-11 216.9 67.3 6.7 NIA | NIA | 2075 | 681 25.3
Whetpro (301.3)
80 317.7
Gluten -Feb- :
02-Feb-12 219.0 85.6 25 N/A N/A (301.5) 75.1 22.5
10-Aug-11 124.6 63.0 2.1 238.9 97.9 N/A N/A -0.02
Glycerol
02-Feb-12 149.7 12.7 0.46 275.7 99.4 N/A N/A 0.13

*Numbers in brackets are the temperatures for the second highest neighboring DTGA peak maximum.

For TGA studies of wheat gluten films by Chiou et al. a small DTGA peak around 100°C was
attributed to water evaporation (Chiou et al. 2010). It is believed that the small secondary DTGA peak
observed below 100°C in Figure 9, with a peak maximum between 60 and 76°C for all the wheat
gluten samples, can be attributed to water evaporation. The residual mass at 595°C was quite large,

ranging between 22 and 27% of the mass for the various wheat gluten samples.

The similarity in peaks shared between Ontario and commercial wheat gluten in Figure 9, as well as

with literature results by Mohamed et al., is a good indication that wheat gluten was indeed obtained
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when washing Ontario wheat cultivar flours to remove starch. Further, the similarities observed

support the expectation that all the wheat gluten samples have similar compositions.

As mentioned earlier, the gluten from hard red winter wheat (Norwell and Harvard cultivars), had a
larger shoulder to the right of the primary DTGA peak, compared to the gluten from soft red winter
wheat (Wonder and Emmit cultivars). The larger shoulder in the Harvard and Norwell DTGA
thermograms is attributed to a component in the hard red winter wheat gluten present in smaller
guantities in the soft red winter wheat gluten and to a larger proportion of hard red winter wheat
gluten being more thermally stable than soft red winter wheat. In addition, if the trend holds true for
all types of wheat gluten, Sigma commercial wheat gluten is from a soft winter wheat while ADM
Whetpro80 commercial wheat gluten is a hard winter wheat (information not available from either
ADM or Sigma-Aldrich).

The effect of Test Date (Table 9) on the TGA of the gluten from Wonder, Emmit, Sigma, and ADM
Whetpro80 was obtained by conducting the analysis on two different dates. Despite the variation in
lab humidity conditions that might be expected to occur during the summer and winter months, there
is only a small amount of variation in temperature for the peak 1 and 3 DTG maxima for a given type
of gluten sample. By comparing the peak 1 DTGA temperatures for a given type of gluten sample
along with their associated relative mass change (AW), it is observed that the rate of water
evaporation reaches a maximum at a lower temperature for a more humid gluten powder sample
(higher AW),).

The 1% onset of thermal degradation listed in Table 9 are slightly higher for the commercial wheat
glutens Sigma and Whetpro80 compared to the gluten from Ontario wheat cultivars, with the
exception of Norwell wheat gluten. The gluten sources with higher 1% onset of degradation suggest

that they are slightly more thermally stable samples.

The 1% onset of thermal degradation for glycerol (a liquid at room temperature) are also listed in
Table 9 and are much lower and more variable than for wheat gluten powder, indicating that glycerol
is less thermally stable than wheat gluten powder. The TGA and DTGA curves for glycerol are

shown in Figure 10.
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Figure 10 - Sample TGA and DTGA curves for Glycerol

The main DTGA peak temperature (peak 2) for glycerol from Table 9, at 239 or 276°C was also quite

inconsistent between the two test dates compared to the gluten peak temperatures, suggesting that the

thermal stability of glycerol may be very sensitive to environmental conditions or may change

gradually over time. The glycerol used in this study had a higher thermal stability than in a

thermogravimetric study by Dou et al. for pure glycerol (heated at 10°/min in a nitrogen

environment), where a maximum rate of mass loss was observed at 168°C, and a final mass loss

temperature of 237°C was observed (Dou et al. 2009).

4.2.2 Thermal Stability of Wheat Gluten Films

Table 10 provides the film solution conditions without glycerol that were used to prepare the gluten

films at each stage of the film casting procedure.

Table 10 - Description of Gluten Film Preparation Conditions Without Glycerol

Temperature of o
No Glycerol Gluten ] . Sonication?
Casting pH Solution Heat
Film Label Yes/No
Treatment (°C)
NGT30pH7 7 30 No
NGT30pH11 11 30 No
NGT70ph1l 11 70 No
NGT70ph11 sonicated 11 70 Yes
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Figure 11 shows sample TGA and DTGA plots for wheat gluten films cast using ADM Whetpro80
gluten with glycerol and gluten films without glycerol where the casting solution was adjusted
according to pH, temperature, and sonication prior to casting the film (described in Table 10). The
characteristics of the TGA curves of ADM Whetpro80 wheat gluten films with and without glycerol
are summarized in Table 11.

From Figure 11, all the films exhibited a primary DGTA peak accounting for the thermal degradation
of 50 to 71% of the sample mass and with a maximum between 291 and 315°C (peak 3 of Table 11).
The maximum for peak 3 of the DTGA for ADM WP80 gluten powder (Table 9), also occurred
between 301 and 318°C, indicating that the temperature of peak 3 for the wheat gluten films is also
associated with thermal degradation of wheat gluten. The DTGA of the films also exhibited the same
shoulder characteristic to the right of peak 3, suggesting that glutenin still degrades over a longer
temperature range and with a slightly higher temperature for maximum rate of degradation compared
to gliadin (GOmez-Martinez et al. 2011). Therefore, the sharp character of the largest DTGA peak for
the gluten films (Figure 11) is believed to be the gliadin component of gluten while the right shoulder
of the peak is believed to result from the thermal degradation of glutenin that occurs at a higher
temperature. The proximity of the temperatures for thermal degradation for glutenin and gliadin result

in a thermal degradation peak that is partially merged as seen in Figure 11 A through E.

According to the TGA studies for wheat gluten films by Gomez-Martinez et al., the presence of
glycerol reduces intermolecular forces in the three-dimensional protein network of the film, thus
increasing protein chain mobility (Gomez-Martinez et al. 2011). Therefore, the lower 1% onset of
thermal degradation observed for film T70pH11SR with glycerol compared to the film with no
glycerol (NGT70pH11sonicated) is believed to occur because glycerol creates chain mobility
between protein molecules in the T70pH11SR film with glycerol. The multiple DTGA peaks
contained in peak 2 (Table 11) for the T70pH11SR film with glycerol are believed to be associated
with glycerol evaporation (Gomez-Martinez et al. 2011) and are suspected to occur because the

protein matrix hinders glycerol release.

The ADM Whetpro80 films (T70pH11SR) with glycerol prepared and tested on August 2011 and
February 2012 exhibited a fair bit of difference for the DTGA peak 1 temperature and the 1% onset of
degradation temperature, with the August 2011 film having the higher temperature. However, for
peaks 2 and 3 (associated with glycerol and wheat gluten peaks, respectively), the film prepared and

tested in the winter term (Feb 2012) had higher peak temperatures and thus is believed to be more

42



thermally stable. The most likely cause for the improved thermal stability of the Feb 2012 film is

from differences in ambient humidity during film preparation.
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Figure 11 - Thermogravimetric (TGA) and Differential Thermogravimetric (DTGA) Thermograms performed under
Nitrogen with a flow rate of 50 ml/min for Gluten Films Containing Glycerol (A) ADM WP80 Film or No Glycerol
and Cast at Varying Stages of the Film Solution Preparation: (B) NGT30pH7, (C) NGT30PH11, (D) NGT70pH11,

(E) NGT70pH11sonicated.




Table 11 - Characteristics of the Thermogravimetric Analysis Conducted under Nitrogen at a Rate of 50 ml/min for
Gluten Films Cast With and Without Glycerol and at VVarying Stages of Film Solution Preparation

1% Peak 1 Peak 2 Peak 3 Residual
S | Test Date Mass at
ample M. Onset | DTGA | AW | DTGA | AW | DTGA | AW o
(D-M-Y) . 595°C
CO | o | @) | O | %) | O | ) (%)
T70pHIISR | 10.aug-11 | 186.6 | 1012 | 9.0 | 2226 | 134 | 2901 | 574 20.4
Film with 1 ' ' O a2 | B4 | @owz) | O :
Glycerol 269.0 298.9
03-Feb-12 | 1502 | 759 | 8O | Ou'n | 240 | guey | 49.9 18.1
314.7
NGT30pH7 03-Feb-12 | 2343 | 982 | 9.9 N/A N/A | (325.2, | 70.9 19.2
285.7)
307.5
NGT30pH11 | 03-Feb-12 | 2187 | 975 | 9.9 N/A N/A (2023) | 683 21.8
297.5
NGT70pH11 | 03-Feb-12 | 2246 | 1014 | 10.0 | N/A NIA | (3063) | 690 20.9
NGT70pH11 306.7
sonicated 03-Feb-12 | 223.4 | 1188 | 93 N/A NIA | o06) | 700 21.7

Several changes in TGA curve characteristics can be observed for the films prepared with no glycerol
and cast at progressive stages of the regular film casting procedure. Increasing the pH of the solution
from pH 7 to pH 11 decreased the 1% onset temperature by 15.6°C but subsequent heating of the film
solution to 70°C increased the 1% onset temperature of the NGT70pH11 film by 5.9°C compared to
the NGT30pHL11 film. The increase in pH from pH 7 to 11 also appeared to decrease the temperature
of the peak 3 DTGA maximum, suggesting that wheat gluten is slightly less thermally stable at pH 11
compared to pH 7 (in the absence of glycerol). Finally, adding a sonication step at the end of the film
solution preparation resulted in an increase in the temperature for the maximum DTGA peak of water
moisture in the film, suggesting that the sonication step may allow the film to retain more moisture.
Marcuzzo et al. reported that wheat gluten films prepared with a sonication step in the casting
procedure may result in a breakdown of large protein aggregates at the mesoscopic level, potentially
creating a slight plasticizing effect in the film due to the smaller molecular weight gluten fragments.
Therefore, here it is believed that, the NGT70pH11sonicated film may retain more moisture due to a

more open structure (Marcuzzo et al. 2010).

4.2.2.1 Conclusions
Wheat gluten undergoes thermal decomposition between 250 and 400°C with a maximum rate of
degradation around 300°C that is fairly constant for gluten in powder or film form and whether or not

the film contained glycerol. The shoulder on the right side of this primary DTGA peak may be

44




attributed to glutenin which degrades at slightly higher temperatures and more gradually than gliadin,
and was observed for gluten powder and gluten films. The small DTGA peak below 100°C was

attributed to evaporation of water from the sample.

For gluten powder, an inert nitrogen environment resulted in a relatively high residual gluten mass of
22 t0 27% at 595°C. The height of the shoulder on the right of the primary DTGA peak was larger
for the hard red winter wheat compared to the soft red winter wheat. The testing environment did not
impact curve characteristics as much as expected but the higher the moisture content of a gluten
powder sample was at the outset, the lower the temperature of the maximum DTGA peak associated
with water evaporation. The commercial wheat gluten samples tended to have a higher 1% onset of
thermal degradation compared to the Ontario wheat cultivars, except for Norwell gluten, suggesting a
greater thermal stability in the commercial gluten samples and the Norwell gluten. Glycerol had a
much lower 1% onset of thermal degradation, a much lower water content and the primary DTGA
peak occurred at a lower temperature compared to gluten samples, suggesting that glycerol is less

thermally stable than gluten.

The presence of glycerol in wheat gluten films is believed to reduce intermolecular forces between
protein chains, resulting in a lower 1% onset of thermal degradation for glycerol containing films
compared to with no glycerol (NGT70pH11sonicated). A larger temperature range for glycerol
evaporation in films compared to pure glycerol is believed to result from protein matrix interactions

with glycerol hindering its escape.

Films prepared with no glycerol and cast at pH 11 had a lower onset temperature than when cast at
pH 7. However, heating the film solution to 70°C increased the 1% onset temperature partially again.
The increase in pH from pH 7 to 11 also appeared to decrease the temperature of the peak 3 DTGA
maximum, suggesting that wheat gluten is slightly less thermally stable at pH 11 compared to pH 7
(in the absence of glycerol). Finally, adding a sonication step at the end of the preparation of the film
solution resulted in an increased temperature for the maximum DTGA peak of water moisture in the
film, suggesting that the sonication step may allow the film to retain more moisture in it due to a more

open structure.
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4.3 Film Surface Investigation

4.3.1 Film Surface Morphology - Effect of Modifying ADM Film Preparation
Methodology

4.3.1.1 Effect of Film Casting Surface
Top surface microscope images of gluten films cast on a glass surface with a silicone release layer
and on a silicone surface with no release layer are shown in Figure 12. The top film surface is defined

as the surface exposed to air.

Figure 12 - Microscope Images of ADM Gluten Film Surface (Gluten solution at pH 11, 70°C) Cast on (A) Glass
Surface with Silicone Release Layer and (B) Silicone Surface with no Release Layer.

Microscope images of the film top surface revealed 8 to 12 um wide parallel grooves in the gluten
film cast on a glass surface. However, inspection of the glass casting surface after the application of a
silicone grease release layer and before film casting, revealed parallel ridges in the silicone grease
layer, like those seen under the microscope. Therefore, it was determined that the silicone grease
release layer applied to the glass casting surface produced the parallel ridges seen in the microscope
image in Figure 12A. Subsequent inspection of the top and bottom surface of the film cast on the
glass surface (Appendix 4) showed a very smooth top surface but a bottom surface covered with very
small parallel lines. It was concluded that microscope images of the top surface of the wheat gluten
films also captured features from the bulk of the film and bottom film surface due to the semi-
transparent nature of wheat gluten films. The semi-transparent nature of wheat gluten films is fairly
well documented in the literature (Sanchez et al. 1998, Cho, Gallstedt & Hedenqvist 2010, Gontard,
Guilbert & Cuq 1992). The similar lines present on the bottom film surface and the casting surface
suggests that the wheat gluten film solution conforms to the casting surface and maintains the form as

it dries. This conformation of the gluten film to the casting surface would be an ideal property for dip
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coating applications as demonstrated by Tanada-Palmu et al. with wheat gluten casting solutions
(Tanada-Palmu, Grosso 2005).

The film cast on a silicone surface (Figure 12B) had a relatively featureless, homogeneous
appearance with a few dark (black or grey) spots spread across the surface, possibly submerged in the
film bulk. The homogeneous appearance of the film cast on a silicone surface agrees with
observations during film solution preparation where the film casting solution also appeared
homogeneous. The indistinct outline of several small circle structures also appeared in the microscope
images of both films (Figure 12). These circle structures could not be identified and have not been
reported in literature. By changing the focal length of the microscope, it was determined that the rims
of these circles protruded out of the film surface while the centers remained at the same height as the

film outside the circles.

Given that the top surface of the film cast on the glass surface (Figure 12A) could not be properly
captured (Figure 12A and Appendix 4), a more detailed visual inspection was also carried out on the
two films. The visual inspection revealed that the gluten film cast on the silicone surface was more
homogeneous and had a smoother surface than the film cast on the glass surface. It is suspected that
the film cast on the glass surface was not as homogeneous because the spreading of silicone on the
casting surface was done manually affecting the uniformity of hydrophobicity across the surface.
Since proteins can respond to the hydrophobic surface because they are made up of both hydrophobic
and hydrophilic regions (Davis, Copeland 2000), one might expect that the distribution of the gluten
proteins during film casting would be affected by the hydrophobicity of the casting surface.
Furthermore, since the water evaporates exclusively from the air-solution interface during drying, the
components in the lower part of the film surface will have more time to rearrange in solution
(Marcuzzo et al. 2010) and, in the case of the glass surface, the rearrangement will be affected by the
uneven degree of hydrophobicity of the casting surface. The uneven distribution of hydrophobic
silicone grease is believed to make the film cast on the glass surface more heterogeneous than with
the uniform surface of the silicone surface. In addition, it is suspected that the heterogeneous
distribution of the protein in the bulk of the film could affect the top surface of the film too, reducing

the surface smoothness of the film cast on the glass surface compared to the silicone surface.

As gluten films cast on glass surface stuck to the glass during drying, making it very difficult to peel
the dried film (results not shown), a layer of silicone vacuum grease was applied to the glass surface
before film casting to prevent films from sticking to the surface excessively and help with their

removal. However, the use of silicone grease also introduced a source of contamination to the film
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(details presented in chapter 4.3.4 Film Surface Hydrophobicity). Alternatives to eliminate the
addition of silicone grease while being able to remove the dried films relatively easily was obtained
by casting the films on the silicone surface. The use of a smooth casting surface having no release
layer eliminates a potential source of contamination and error in studying the film properties, as well
as producing a smoother film. Therefore, a silicone surface was adopted and films produced on this

surface will be discussed in the remaining sections of this chapter.

4.3.1.2 Effect of Heating Temperature for ADM Gluten Films

The gluten solutions prepared by heating at temperatures of 70 and 80°C were all homogeneous
before and during casting, containing no protein aggregates. However, the gluten solution prepared at
100°C contained aggregates or clumps. After drying, the ADM gluten films appeared as shown in

Figure 13.

Figure 13 - Camera Images of ADM Gluten Films Cast from Solutions Heated to (A) 70 °C, (B) 80 °C, and (C) 100 °C.
Arrow denotes an example of a raised bump.

The gluten film solutions prepared at 70°C produced beige, semi transparent, very homogeneous and
fairly smooth films (Figure 13A). However, close inspection showed small channels/grooves spread
across the surface of the films, but which did not pass through the films. These small grooves are the
lines seen all over the film surface in Figure 13A, giving the film a slightly rippled appearance. The
gluten solution prepared at 80°C produced an extremely smooth and homogeneous film (Figure 13B)
that was slightly more opaque than the 70 °C gluten films but very similar in colour. The gluten
solution prepared at 100°C produced a film slightly darker than the 70 °C films but with raised bumps
(Figure 13C) of a slightly lighter colour than the rest of the film, making it a quite heterogeneous
film. The flat areas of the film, between the raised bumps were smooth like the whole 80 °C film,
with no grooves/channels formed on the surface. The bumps on the surface were determined to be
solid, and not air bubbles.

The differences in surface morphology may be related to the size of gluten proteins when exposed to
different temperatures. For example, Domenek et al., investigated the SDS-soluble gluten protein
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fraction of wheat gluten films moulded at different temperatures by SE-HPLC (Domenek et al. 2002).
Domenek et al. reported that the high molecular weight wheat gluten constituent, glutenin, is most
reactive and participates in disulfide interchange reactions at lower temperatures (beginning ~60-
70°C), while the lower molecular weight wheat gluten constituent, gliadin, is less reactive and only
participates at higher temperatures (beginning ~90°C) (Domenek et al. 2002). Angellier-Coussy et al.
observed that as the heating temperature is increased, more of the glutenin molecules are able to
participate in disulfide interchange reactions, which should improve the protein network (Angellier-
Coussy et al. 2011). Therefore, it is believed that increasing the heat treatment temperature from 70 to
80 °C allowed more of the glutenin molecules to participate in disulfide interchange reactions,
creating a more complete protein network with better inter-molecular cross-links. The value of
increasing the protein network is in the type of cross-linking formed by disulfide interchange
reactions when wheat gluten is heated. Before heat treatment, intra-molecular disulfide bonds exist
between glutenin subunits in a single glutenin unit. Increasing the temperature unfolds the proteins so
that glutenin (and gliadin at temperatures above 90°C) participate in disulfide interchange reactions
between exposed groups (inter- and intra-molecular), locking the protein into a three-dimensional
network (Domenek et al. 2002, Angellier-Coussy et al. 2011). Therefore, an increased three-
dimensional protein network at 80°C is believed to be associated with the improved surface

smoothness and homogeneity observed by increasing the temperature from 70 to 80°C.

In contrast to the film cast from a gluten solution at 80°C, the appearance of clumps observed in the
film for the gluten solution heated to 100 °C suggests that too many disulfide interchange reactions
occurred at 100°C. Recall that above 90 °C, both gliadin and glutenin participate in disulfide
interchange reactions (Domenek et al. 2002). Since distinctive bumps appeared across the surface of
the very smooth film, it is believed that the participation of gliadin in disulfide interchange reactions
produced excessive cross-linking. The solid appearance of the distinctive bumps and the consequence
of disulfide interchange reactions which polymerizes proteins (Schofield et al. 1983), suggest that the

distinctive bumps are protein aggregates.

4.3.1.3 Effect of Solution pH for ADM Gluten Films

When the pH of the gluten solution was adjusted to pH 4, the dried gluten film was very bumpy, with
1 to 2 mm diameter indentations relatively uniformly distributed across the film surface, as shown in
Figure 14A.
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Figure 14 - Camera Images of ADM Gluten Films Cast from Gluten Solutions Adjusted to (A) pH 11 and (B) pH 4

In addition, the film contained clear, transparent sections interspersed with beige opaque sections in a
heterogeneous manner. In contrast, when the gluten solution was adjusted to pH 11, the resulting film
was much smoother as shown in Figure 14B. The pH 11 film did have some non-uniformity, in the
form of channels/grooves that spread across the surface, but they were much shallower. The pH 11

film was also homogeneous and semi-transparent.

The homogeneous and smooth appearance of the pH 11 film surface and the heterogeneous and
uneven character of the pH 4 film surface are consistent with the literature and have been attributed to
higher and lower degrees of protein network formation, respectively (Olabarrieta et al. 2006,
Marcuzzo et al. 2010, Cho, Géllstedt & Hedenqvist 2010). The formation of a better protein network
is believed to also be at the root of the superior surface properties seen in Figure 14 for the pH 11

film, relative to the pH 4 film.

4.3.2 Film Surface Morphology - Effect of Wheat Gluten Source
In order to simplify the discussion of film features in the following section, the key features of the

gluten films are presented in Figure 15.
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-Flecks: Dark Brown

-Fibrous Structures

-Flecks: Red/Brown

-Black Specks

Figure 15 - Terms Describing Key Features of Wheat Gluten Film Surface Morphology

One key feature was the "flecks" that appeared "dark brown™" in low magnification images and
"red/brown" in higher (12.6 x) magnification images. Flecks were always jagged around the edges
and varied in size even within one microscope image. Another key feature was the "fibrous
structures” that looked like small, un-branched twig segments. The third key feature identified was
"black specks" only visible under higher magnification. The black specks were generally half the size

or smaller than the jagged dark brown flecks.

4.3.2.1 Effect of Temperature and Wheat Gluten Source on Film Appearance
Pictures of gluten films, in relation to the heating temperature of the gluten solution, are shown in
Table 12.
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Table 12 - Pictures of Gluten Films with Varying Wheat Gluten Source and Processing Temperature

Temperature Wheat Source
(°C) ADM New Wonder Old Wonder
70
80
100

There are two distinctive differences in appearance for films produced from different gluten sources:
surface roughness/smoothness and frequency of dark flecks. The old and new Wonder refer to the
age of the gluten and potential differences in their composition resulting from the gluten being
isolated by different individuals. The old Wonder and new Wonder wheat glutens were prepared in
2009 and 2011, respectively. Although both batches of Wonder cultivar grain were ground with the
same mill, the wheat flour was washed by two different operators communicating the procedure by e-
mail, which could have affected the consistency of the preparation method. In particular, a Kitchen-
aid mixer and dough hook attachment were used to knead the new Wonder batch (in water) to reduce
the amount of starch in the final gluten. After kneading, what appeared portions of the seed coat
remained at the bottom of the water of the mixing bowl (gluten preparation detailed in Appendix 5).
The Wonder wheat cultivar had dark flecks in both the new and old sources. In the old Wonder films,
the dark flecks tended to gather in one area and didn't distribute evenly across the film when pouring
the casting solution and during drying. In contrast, there were fewer dark flecks, and they were evenly
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distributed across the film surface, in the new Wonder films. It is believed that either gluten age,
gluten preparation, or a combination of the two factors affected the concentration and distribution of
the dark flecks in Wonder films. The mechanized kneading step for the new Wonder could account

for the decrease in fleck concentration in the new Wonder films compared to the old Wonder films.

The Wonder cultivar films were also quite rough and many of the bumps were topped by dark flecks.
The ADM films were smoother, with wide gentle waves or ripples on the surface with very few and

smaller dark flecks, visible only by microscopy (Table 13).
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Table 13 - Microscope Images (12.6 x) of Gluten Films for different Wheat Gluten Sources and Gluten Solution
Processing Temperatures

Temperatur Wheat Source

e (°C) ADM ‘ New Wonder Old Wonder

70

80

100

ADM Whetpro 80 wheat gluten is a commercial wheat gluten product (ADM 2012), whereas the
Wonder cultivar wheat gluten was prepared with a small scale mill and so the gluten likely underwent
a less refined seed coat and flour separation process. Therefore, it is believed that the "flecks" are

pieces of seed coat (Cho, Géllstedt & Hedengvist 2010) that were not removed during processing.
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Based on the film appearance and magnified images presented in Table 12 and Table 13, the ADM
wheat gluten films possessed relatively smooth but wavy surfaces until the gluten solution was heated
to 100°C, when a few more bumps on the film surface were observed. The films from old and new
Wonder cultivar had a rough surface even when the gluten solution was heated to 70°C. However,
the 70 and 80°C Wonder films maintained relatively consistent appearances, while the 100°C Wonder

films showed a marked increase in surface roughness.

The surface for the film prepared from new Wonder at 100°C (Table 12) is an example of the
heterogeneous nature of localized sections of the film (approximately one third of the film). There are
large sections of smooth film surrounded by bumpy raised film sections. Visual inspection of the film
revealed that the smooth sections are clear and transparent, while the raised bumpy sections are beige
and opaque. It is suspected that the significant differences in the appearance of the new Wonder
100°C film compared to the other two types of gluten films is caused by variation in the preparation
methodology. During the preparation of the new Wonder 100°C film, after stirring 30 min, the gluten
solution was placed in the water bath at a temperature between 40 and 45°C instead of room
temperature before the heating stage was initiated, which had the potential to induce different
conformational changes than normal. However, the temperature gap between the temperature during
30 min of stirring and the 40-45°C water bath was not as large as expected because heat generated by
turning on the plate motor (during the 30 min stirring) was found to heat up samples to ~32°C during
the 30 min stirring step in preparation of all films. Therefore, the temperature changed less than

expected for the proteins when going from the 30 min of stirring to the 40-45°C water bath.

The surface roughness observed in the images of the ADM film prepared at 80°C (Table 12 and Table
13) may be a more accurate depiction of the 80°C film morphology. It was discovered that the 80°C
film (discussed in chapter 4.3.1, Figure 13B) was accidentally heated for 18 minutes instead of 10
minutes, whereas the 70 and 100°C films (Figure 13A and C) were heated for 10 minutes and actually
resemble the ADM films prepared at 70 and 100°C from Table 12 and Table 13. However, the
difference in appearance of the 80°C film heated for a longer time (Figure 13B), compared to any of
the 70, 80, or 100°C films heated for 10 minutes (Table 12 and Table 13 and Figure 13 A and C),
raises the possibility that holding the film solution at 80°C for a longer period of time may improve

the protein network and the resulting film morphology.
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4.3.2.2 Effect of Gluten Solution pH and Wheat Gluten Source on Film Morphology

The pictures of the film surface and 12.6 x microscope images for the gluten films prepared from

gluten solutions at pH 4 and pH 11 and different wheat gluten sources are shown in Table 14 and

Table 15.

Table 14 - Pictures of the Gluten Film Surface for Different Wheat Gluten Sources and Solution pHs

’ Wheat Source
P New Wonder Old Wonder
11

4
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Table 15 - Microscope Images (12.6 x) of Gluten Films for Different Wheat Gluten Sources and Gluten Solution pHs

H Wheat Source
P ADM New Wonder Old Wonder
11

4

The surface images of the pH adjusted old Wonder films exhibited a larger number of flecks non-
uniformly distributed on the film surface compared to the pH adjusted new Wonder films, where the
flecks were more evenly distributed and not as numerous (Table 14). The difference in fleck
distribution and concentration may be attributed to either the difference in Wonder wheat gluten age
or gluten preparation procedure or a combination of the two factors (as seen previously for the

temperature adjusted films of Table 12).

An increased separation between clear and beige patches was observed in the pH 4 old Wonder film
compared to the pH 4 new Wonder film (Table 14). Cho et al. and Olabarrieta et al. reported that a
more heterogeneous, uneven solvent cast wheat gluten film surface was associated with a lower
degree of protein network formation (Olabarrieta et al. 2006, Cho, Gallstedt & Hedenqvist 2010).
Therefore, it is hypothesized that protein degradation due to aging of the old Wonder wheat gluten
and/or the gluten preparation procedure may have reduced the degree of protein network formation in
old Wonder pH 4 films, thus resulting in the increased separation between the clear and beige
sections observed for the pH 4 old Wonder films.
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The ADM gluten film surface changed from a smooth homogeneous and wavy surface at pH 11 to a
heterogeneous and bumpy surface with no waves at pH 4. These changes in surface morphology for
films between pH 4 and 11 is consistent with observations reported by Olabarrieta et al. and Cho et al.
for cast wheat gluten films (Olabarrieta et al. 2006, Cho, Gallstedt & Hedenqvist 2010). Olabarrieta et
al. attributed the more homogeneous film structure observed at pH 11, to increased protein
"aggregation and polymerization” (Olabarrieta et al. 2006). Cho et al. also suggested that the
transparent regions are probably gliadin-rich, while the beige regions are believed to be glutenin-rich
(Cho, Géllstedt & Hedenqvist 2010). Therefore, the pH 11 films shown in Table 14 and Table 15 are
likely smoother and more homogeneous in terms of surface morphology than the pH 4 films due to

increased protein aggregation and intermolecular network formation.

The manufacturer of ADM Whetpro 80 gluten advertises that one of the benefits of their product is
for “food systems requiring improved binding strength, increased ingredient carrying capacity and
restructuring” (ADM 2012). The most drastic change in surface morphology due to pH adjustments
occurred with films from this commercially processed (and likely more standardized) wheat gluten
source (Table 15), demonstrating how sensitive pH induced changes are to the molecular make-up of
the gluten source. Although, the pH 4 and 11 ADM gluten films exhibited the largest change in
surface morphology, they still had a more homogeneous morphology on a large scale compared to the
Wonder cultivars. It is hypothesized that the "improved binding strength” that ADM wheat gluten is
advertized to possess (ADM 2012), provided the ADM wheat gluten films with a more homogeneous

morphology at a large size scale.

4.3.3 Conclusions

The microscope images of the top surface of wheat gluten films captured features found in the bulk of
the film and on the bottom film surface due to the semi-transparent nature of the wheat gluten films.
Pictures of the film surface and low magnification images (12.6 x instead of 80 x) were preferred for
revealing difference in the film surface morphology. The uneven distribution of hydrophobic silicone
grease on the glass casting surface is believed to be the reason for the more heterogeneous film
surface compared to the very smooth and uniform film surface obtained with the silicone tray. The
film heterogeneity induced in the bulk is also believed to have translated into a more heterogeneous

film surface.

Increasing the temperature of the gluten solution from 70 to 80 °C may have resulted in a higher level
of glutenin participation in disulfide interchange reactions, improving the three-dimensional protein

network and correspondingly the film surface smoothness and homogeneity. In contrast, the
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appearance of bumps in the film from gluten solutions heated to 100 °C suggests that the participation
of gliadin in disulfide interchange reactions produced excessive protein cross-linking, adversely
affecting the film surface morphology. It is also believed that the distinctive bumps seen on the 100°C
films are protein aggregates. The improvement of the protein network is believed to also be at the root

of the superior surface properties seen for the pH 11 films, relative to the pH 4 films.

The wheat gluten source had a noticeable impact on the film surface morphology. Old Wonder films
had more flecks than new Wonder films and the flecks were not distributed evenly across the film
surface. The difference may be attributed to the age of the Wonder wheat gluten, its preparation or a
combination of the two factors. ADM gluten films had very few flecks. It is believed that the "flecks"

are pieces of seed coat.

Variations in surface roughness were visible in the films for gluten solutions heated at temperatures
between 70 and 100°C. The Wonder cultivar films were quite irregular, while the ADM films were
smoother, with wide, gentle waves or ripples on the surface. However, all of the 100°C films showed
a marked increase in surface roughness compared to the 70 and 80°C films. Adjusting the pH of the
gluten solution resulted in the most noticeable changes to film surface morphology, irrespective of the
wheat gluten source. Further, the age or gluten preparation method of the old Wonder wheat gluten

contributed to an increased separation between clear and beige sections in all three wheat sources.
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4.3.4 Surface Film Hydrophobicity - Effect of Modifying ADM Film Preparation
Methodology

4.3.4.1 Effect of Film Casting Surface
The hydrophobic character of the films cast on a glass surface (coated with a silicone grease layer)
compared to a silicone surface were obtained from contact angle measurements on the top of the films

(Table 16). A higher contact angle means a higher degree of hydrophobicity.

Table 16 - Contact Angles for ADM Gluten Films Cast on Silicone and Glass Surfaces (70°C, pH 11)

Contact Angle (°) Number of Measurements,
Film Casting Surface (Average + Standard Deviation) n
Silicone Tray 80.6+2.9 46
Silicone Grease Coated Glass Tray 91.1+£5.1 86

The films prepared on a silicone surface had statistically significantly lower contact angle (p<0.05)
than when prepared on a glass surface. It is believed that the hydrophobic silicone grease from the
release layer of the glass casting surface contaminated the film, thus increasing its hydrophobic
character on the top surface. Since Infra-Red (IR) only penetrates a few micrometers into the film
surface (Olabarrieta et al. 2006), FTIR spectra on the top surface of the films were examined for any
indication of silicone grease, according to Table 17. FTIR spectra confirmed the presence of silicone
at the surface of the film cast on the glass surface coated with silicone grease, as indicated by the
1261 cm™ peak associated with bending and symmetric deformation of Si-CH; and the 799 cm™ peak
associated with Si-C stretching and CHj; rocking. The two silicone-related peaks were absent for the

film cast on the silicone tray (Figure 16).

Table 17 - FTIR Peaks Associated with Silicone

Vibration Type Wavenumber (cm™) Reference
Stretching of CH, 2800-3100
1513, 1453, .

CHs asymmetric deformation of Si- CH; or Si-Ph 1415-1412 (Elf(i?/l; Ztoilé)zmo’
Bending /symmetric deformation of Si- CHz* 1258-1261
Si-0-Si stretching vibrations (polymer backbone) 1008 -1091
S- CH3 Rocking Vibrations* 864 (Kaali et al. 2010)

(Kaali et al. 2010,
Si-C stretching vibration and CHj; rocking 787-799 Exova 2012)

*|dentified in gluten film cast on glass tray (Figure 16)
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Figure 16 - FTIR Spectra for Top Surface of Films Cast on Glass and Silicone Surfaces (arrows indicate positions
characteristic for silicone)

Other silicone related peaks listed in Table 17 could not be identified due to overlap with glycerol,
water and protein peaks (Appendix 2). It is hypothesized that silicone grease reached the film surface
during the casting and drying stage. Audic et al. reported that for the surface of caseinate protein
films coated with silicone grease, the silicone layer partially solubilised in water with stirring since
the silicone is not covalently bound to the protein film (Audic, Chaufer 2010). The casting solution
for the films prepared here was aqueous and around 60°C when poured in the glass tray. It is
suspected that the heating of the solution and long drying time (~1 day) helped to dissolve some
silicone grease in the casting solution and alter the film surface hydrophobicity. Therefore, it is
believed that eliminating the hydrophobic silicone layer reduced hydrophobicity for the gluten film

cast on the silicone tray.

Table 18 presents literature contact angles for wheat gluten films produced with commercial wheat

gluten.
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Table 18 - Contact Angles for Wheat Gluten Films Cast with Commercial Wheat Gluten

Step Parameter Reference
(Tuncetal. | (Larré et al. 2000) (Marcuzzo et al. 2010)
2007)
Film Gluten Amylum Amylum Commercial: Sigma-Aldrich
Formulation Type
Type of Agueous Agueous Ethanol
Casting
Solution
Gluten 25 10 10
(9/100g
solution)
Additives Acetic Tris-HCI (for pH); | HCI (for HCI (for | NaOH
Acid (pH); | Glycerol; pH); pH); (for pH);
Glycerol; | Transglutaminase | Glycerol Glycerol | Glycerol
Sodium
sulfite
pH 4 ~8 4 4 11
Adjustment
Mixing / Rest 30 25000 rpm Mixed 15 Mixed Mixed
Heating / min; mixing; 15 min of | min at 15 min 15 min
Duration Degassed 1 | 1000g 70°C; at 70°C; | at 70°C;
h; centrifuging; 10 min
Mix 15 Incubated 4 h at ultrasound
min; 37°C treatment
No heating
Film Method Cast Cast Cast
Preparation Drying 25°Cand | 70°C, unknown 25°C and 40%RH
Conditions | 70%RH RH
Aging None None None
Conditions
Film Contact 76.13 £ 96 +7 54 +5 807 55+4
Characterization | Angle (°)* | 2.30

*Measurement method: initial contact angles for water droplets on the leveled film surface.

Clearly, the contact angles can vary drastically based on formulation and preparation techniques for

the films. Marcuzzo et al. prepared gluten films at similar temperature and pH to the reference films

prepared in this research (70°C and pH 11) with the difference that ethanol was added to their

formulation. The ethanol-based solution decreased the gluten film contact angle by ~25°. Larre et al.

prepared an aqueous gluten film around pH 8 with a different formulation procedure (lower
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temperature) and preparation techniques (heating at a high temperature during the drying stage). None

the less, the contact angle for this pH 8 gluten film is only ~16° higher than for the films cast on a

silicone tray and falls within standard deviation for the gluten films cast on a glass tray.

4.3.4.2 Effect of Gluten Film Solution Temperature

The contact angle for the gluten films prepared at different heating temperature for the film solutions

and cast using a silicone surface, are shown in Table 19.

Table 19 - Contact Angle of ADM Gluten Films at pH 11 according to Gluten Solution Heating Temperature

Gluten Solution Heating Contact Angle (°)
o Number of Measurements, n
Temperature (°C) (Average + Standard Deviation)
70 80.6 +2.9 46
80 97.3+0.6 17
100 82.6+6.0 13

The gluten solution heated to 80 °C produced a film with significantly higher hydrophobicity
(p<0.05) than for the gluten solutions heated to either 70 or 100°C. According to literature (Domenek
et al. 2002, Angellier-Coussy et al. 2011, Schofield et al. 1983), heating wheat gluten encourages
disulfide interchange reactions. Heating induces protein unfolding, which in turn exposes
hydrophobic groups and cysteine residues that are usually hidden inside the protein molecule
(Domenek et al. 2002). The exposed cysteine residues react to re-stabilize the molecule by
participating in disulphide interchange reactions with other cysteine residues. Although the total
number of disulfide bonds in the system does not increase, the interchange of disulfide bonds
throughout the protein shifts the bonds from intramolecular to intermolecular and locks the protein
into a more stable, less soluble network that remains even after cooling (Angellier-Coussy et al. 2011,
Schofield et al. 1983). The polymeric gluten proteins, glutenins, begin disulfide interchange reactions
at the lower temperature (~ 60-70°C) because it has the highest content of sulphur-containing cysteine
groups (Angellier-Coussy et al. 2011). In contrast, the smaller monomeric gliadin proteins begin
participating in disulfide interchange reactions only above 90°C and when the rate of disulfide
interchange reactions slows for the glutenin molecules (Domenek et al. 2002). As one might expect,
the cysteine deficient w-gliadin does not participate in disulphide bond interchange reactions and

remains soluble even after heating to 100°C (Schofield et al. 1983).
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It is therefore believed that the higher hydrophobicity of the film produced from the solution heated to
80°C compared to the films produced from the solution heated to 70°C was the result of a higher
proportion of hydrophobic groups exposed during heating and locked into place with disulphide
bonds (Domenek et al. 2002, Angellier-Coussy et al. 2011, Schofield et al. 1983). Thus, in the cooled
state, it is reasonable that more exposed hydrophobic regions were located at the surface of the film
and increased the surface hydrophobicity. Further, for films prepared at 80°C, a much smaller
standard deviation than those prepared at 70 and 100°C, is reflected in its superior homogeneous
surface appearance (described in chapter 4.3.1 Film Surface Morphology). It is suspected that the film
homogeneity impacts the contact angle standard deviation because each contact angle measurement is
taken at a new location on the film. If the film hydrophobicity varies drastically with location across

the film, then the average contact angle should have a higher standard deviation.

The film produced from a solution heated to 100°C did not increase significantly in surface contact
angle compared to the one produced from a solution heated to 70°C. It is hypothesized that heating
the gluten solution to 100°C exposed too many hydrophobic groups and destabilized the system
because gliadin had also begun participating in disulphide interchange reactions at this temperature
(Domenek et al. 2002, Angellier-Coussy et al. 2011). This hypothesis is further supported by the
observations presented in the Film Surface Morphology chapter (4.3.1). The film surface showed
solid raised bumps spread throughout the film which resembled protein aggregates or insoluble
protein. It has been previously reported that the aggregation of excess hydrophobic groups helps to
stabilize agueous wheat protein (Day et al. 2009). Therefore, it is suggested that this aggregation of
excess hydrophobic groups in the agueous wheat protein solution reduces the surface hydrophobicity

of the dried wheat protein film.

4.3.4.3 Effect of Gluten Film Solution pH
The contact angle for water on the gluten film surface was significantly higher (p<0.05) when the pH
of the gluten solution was adjusted to pH 4, compared to pH 11(Table 20).

Table 20 - Contact Angle for Gluten Films made from Solutions Heated at 70°C and Adjusted to pH 4 and pH 11

Contact Angle (°)

pH of Gluten Solution (Average + Standard Deviation) Number of Measurements, n
11 80.6+29 46
4 86.1+4.3 16
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The gluten film surface was more hydrophobic when the gluten solution was adjusted to pH 4 than
11. Olabarrieta et al. attributed pH 11 ethanol cast wheat gluten films with a more complete protein
network than at pH 4, based on FTIR measurements and film protein solubility (Olabarrieta et al.
2006). In addition, Cho et al. attributed a more open protein structure, identified in FTIR studies, to a
lower degree of intermolecular interactions in pH 4 ethanol cast wheat gluten films compared to at pH
11(Cho, Géllstedt & Hedengvist 2010).

Here it is hypothesized that the degree of protein network formation in pH adjusted gluten films is
also reflected in the gluten film surface hydrophobicity. The higher contact angle of the pH 4 water
cast gluten film surface suggests that a lower degree of protein networking results in a film with more
hydrophobic regions exposed at the film surface. Whereas, the lower contact angle seen for water
gluten films cast at pH 11 suggests that a higher degree of protein networking produces a film with

less hydrophobic regions exposed to the surface.

Marcuzzo et al. also reported that the surface of ethanol cast gluten films produced at pH 4 were more
hydrophobic than those produced at pH 11 (Marcuzzo et al. 2010), although the choice of an ethanol
casting solvent appears to create a much larger spread in surface hydrophobicity (Table 18).
Marcuzzo et al. also reported challenges in contact angle measurements of the pH 4 ethanol cast
gluten films due to the surface roughness, suggesting that film surface morphology can affect surface

hydrophobicity measurements (Marcuzzo et al. 2010).
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435 Surface Film Hydrophobicity - Effect of Wheat Gluten Source and Contact
Surface During Drying
In section 4.3.4, sections of the films were selected randomly for contact angle measurements. In this
subsequent analysis, all contact angle specimens were selected from sections of the film with similar
visual appearance to obtain more consistent readings. In the previous study (section 4.3.4), contact
angles were not determined immediately following each water drop, possibly allowing the film
sample to dry out by the time the subsequent contact angles were measured. Therefore, in this
analysis, all water drops were captured one right after the other and the videos were analyzed
afterwards. This was expected to improve the consistency of the contact measurements for each

sample.

4.3.5.1 Effect of Gluten Casting Solution Temperature and Wheat Gluten Source
The contact angle of wheat gluten films prepared by varying the gluten solution temperature at pH 11,
using the silicone casting surface, and for different wheat gluten sources are shown in Table 21.

Table 21 - Effect of Varying Gluten Solution Temperature and Wheat Gluten Source on Film Surface Contact Angle.
Silicone Casting Surface and pH 11 Solution.

Heating Wheat Contact Angle (°) with n=10 Contact Angle (CA)
Temperature (Average + Standard Deviation) Difference (°)
Source

(°C) Top Surface Bottom Surface [CA(bottom)-CA(top)]
ADM 764 +£25 906 £4.1 14.2
70 Old Wonder 68.5+2.7 93.1+28 24.6
New Wonder 585+1.1 66.7 +1.8 8.2
ADM 772+15 920+£1.3 14.8
80 Old Wonder 556 £4.9 76.2+1.7 20.6
New Wonder 63.4+3.0 84.3+4.0 20.9
ADM 795109 754 +3.2 -4.1
100 Old Wonder 576 £3.7 68.9 +3.8 11.3
New Wonder 48724 65.1+2.1 16.4

The bottom surface of the gluten film was significantly more hydrophobic (p<0.05) than the top
surface for all gluten sources and temperatures except the film prepared with ADM gluten and the
solution heated to 100°C. Olabarrietta et al. reported glycerol migration in ethanol cast wheat gluten
films (pH 11 adjustment and 75°C heating of gluten solution) after comparing FTIR spectra of the top
and bottom film surfaces (Olabarrieta et al. 2006). In addition, glycerol is hydrophilic (Lens et al.

2003). Therefore, the contact angle differences between the top and bottom surface of the films
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suggest different film structure arrangements at the top surface compared to the bottom surface that
may be attributed to a combination of glycerol migration and protein rearrangement during film

drying, as well as to the hydrophobic nature of the silicone casting surface.

The ADM gluten films exhibited a higher contact angle than the gluten films from the new and old
Wonder cultivars for the top surface and the bottom surface with the exception of the bottom surface
of the ADM gluten and old Wonder gluten produced with the solution heated to 70°C. Further, the
contact angle properties of the films prepared with the ADM gluten showed less variation across
temperature than the films prepared with the two sources of Wonder gluten (except for the bottom
surface from the solution heated to 100°C). The ADM gluten Whetpro80 is a commercially prepared
vital wheat gluten. The term vital means that the wheat gluten still has functionality and can therefore
form a viscoelastic network (Van Der Borght et al. 2005). However, as commercially prepared wheat
gluten, one of the treatment steps during gluten preparation, such as drying, may impact the film
forming properties of Whetpro80. In particular, ADM reports that Whetpro80 is useful in “food
systems requiring improved binding strength, increased ingredient carrying capacity and
restructuring” (ADM 2012), suggesting that one or more special treatment steps may have been
included in its preparation. The observed sensitivity to lower temperature of the ADM wheat gluten
and the higher contact angle of the ADM gluten films suggests that the industrial production of the
ADM Whetpro80 has exposed hydrophobic regions of the gluten and locked it in place (Domenek et
al. 2002) so that 70 and 80°C heating does not impact protein network formation significantly
(p>0.05 for ADM films surfaces when solution is heated to 70 and 80°C).

In contrast, the old and new Wonder gluten were more sensitive to changes in heating temperature, as
indicated by the more pronounced differences in the contact angles for different heating temperatures.
The Wonder wheat cultivar was grown in Ontario and the gluten was manually extracted at a small
scale. Therefore, extraction conditions were well controlled. It is hypothesized that the gluten proteins
of the Wonder cultivar are more sensitive to heating temperature because the gluten proteins were not
denatured or significantly altered during the wheat gluten extraction stage (prior to film preparation)
(Van Der Borght et al. 2005).

Films from all three gluten sources, cast from solutions heated to 100°C, exhibited smaller differences
between their respective top and bottom surface contact angles than when the solution was heated to
70 or 80°C, except the 70°C new Wonder film (Table 21). The smaller differences suggest that
heating to 100°C induced a higher degree of network formation throughout the film, locking the

protein into place in a more uniform manner (Angellier-Coussy et al. 2011, Schofield et al. 1983) that
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is less sensitive to the hydrophobic nature of the casting surface. The reduced difference in contact
angle measured on the top and bottom surfaces was more pronounced for the ADM film. The ADM
film produced from the solution heated to 100°C possessed a more hydrophobic top surface and a
more hydrophilic bottom surface, the opposite effect to all eight other film types. Therefore, it is
believed that the temperature of the solution altered the ADM wheat gluten protein network
significantly (Angellier-Coussy et al. 2011, Schofield et al. 1983).

The top and bottom film surface contact angles were highest for the old Wonder wheat gluten films
when the solution was heated to 70°C. The contact angle of the film surface decreased with
increasing heating temperature (p<0.05), except on the top surface of the film produced from the
solution heated to 80 and 100 °C. The contact angle of the top and bottom film surfaces was highest
for the new Wonder wheat gluten when the solution was heated to 80°C. The contact angle of the top
film surface was highest for the ADM gluten films when the solution was heated to 100°C. However,
the ADM gluten film with the highest contact angle for the bottom surface was obtained from the
solution heated to 80°C. The temperature sensitivity of the wheat gluten indicates that each of the
wheat gluten sources responded differently to heating. Further, the age or operator's manipulations of
the wheat gluten can alter its response to heat treatment as can be seen by comparing the contact
angle of the top and bottom film surface of old Wonder (3 years old) and new Wonder (1 year old) for

a given heating temperature.

4.3.5.2 Effect of pH of the Gluten Film Solution and Wheat Gluten Source
The contact angle of wheat gluten films prepared with solution at two pHs and with different gluten
sources are shown in Table 22.

Table 22 - Effect of the pH of the Gluten Solution and Wheat Gluten Source on Film Surface Contact Angle for
Gluten Solutions Heated to 70 C.

Glut Contact Angle (°), with n= 10 Contact Angle (CA)
pH uten (Average + Standard Deviation) Difference (°)

Source CA(bottom)-CA(top)

Top Surface Bottom Surface ( P
ADM 76.4+25 90.6 +4.1 14.2
11 Old Wonder 68.5+2.7 93.1+28 24.6
New Wonder 585+1.1 66.7+ 1.8 8.2
ADM 75.0+4.2 84.1+3.1 9.1
4 Old Wonder 77943 89.5+2.2 116
New Wonder 80.6 +2.9 829+1.7 2.3
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As with temperature adjusted solutions (section 4.3.5.1), the bottom film surface was more
hydrophobic than the top film surface for the two pHs (Table 22). Here again, the contact angle
differences between the top and bottom surface of the films for the two different pHs suggest
different film structure arrangements at the top surface compared to the bottom surface, believed to
result from a combination of glycerol migration and protein rearrangement during film drying, as well

as to the hydrophobic nature of the silicone casting surface (Olabarrieta et al. 2006).

All three films produced from pH 4 gluten solutions displayed smaller contact angle differences
between their respective top and bottom film surfaces compared to pH 11 (Table 22). At pH 4, gluten
films have been reported to have a lower degree of protein denaturation and a lower degree of inter-
molecular bond formation than at pH 11 (Olabarrieta et al. 2006). Since the isolectric point (pl) of
wheat gluten is 7.5 (Gennadios, Weller & Testin 1993), gluten proteins in a pH 4 solution will have a
positive net charge (Lehninger, Nelson & Cox 2004). The smaller contact angle difference between
the top and bottom film surface observed for the gluten film at pH 4 indicates that the top and bottom
surface hydrophobicity were more similar and suggests that wheat gluten protein rearranged more
easily during drying when it had a positive net charge and a lower degree of inter-molecular bond
formation. The uneven surface morphology of films prepared from the pH 4 solution (chapter 4.3.1
Film Surface Morphology) suggests that these films are also not homogeneous from top to bottom
compared to the films prepared from the pH 11 solution. Cho et al. also reported an uneven
distribution of glycerol, glutenin and gliadin in pH 4 films and found that it produces a looser protein
network (Cho, Gallstedt & Hedengvist 2010). It is believed that the uneven distribution of film
constituents observed here also produced a looser protein network, resulting in the localization of the
hydrophilic regions of the proteins in the core domain of the film, away from the top and bottom film

surfaces.

As seen for the temperature effect on the film contact angle measurements (chapter 4.3.4), the
Wonder gluten displayed a more pronounced variation in surface contact angle than the ADM gluten
films when the pH was adjusted to pH 4, supporting the hypothesis of higher pH sensitivity for gluten
extracted in cold water by hand washing and kneading (detailed procedure in Appendix 5). Films
produced from solutions adjusted to pH 4 with Wonder gluten had significantly higher (p<0.05) or
statistically equivalent (p>0.05) top and bottom surface contact angles relative to the ADM gluten
films. ADM gluten films, with their very low variability (p>0.05) in top surface contact angles and
relatively low variability (p<0.05) in bottom surface contact angle when comparing films from

solution at pH 11 and pH 4, indicates that the industrial gluten extraction conditions may have
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significantly affected the gluten properties such that the effect of pH adjustment on protein

conformational changes was reduced.

The contact angle of the top and bottom film surface increased significantly (p<0.05) for Wonder
gluten films (except for old Wonder gluten bottom film surface) produced at pH 4. Contact angle
values reported by Marcuzzo et al. (Table 18) for ethanol cast gluten films (no ultrasound treatment),
agree well with the surface properties of the Wonder gluten. In particular, the new Wonder gluten
film top surface contact angles match perfectly, after accounting for the standard deviation. The
higher top and bottom contact angles, associated with higher hydrophobicity, for the films produced
from the pH 4 solutions suggests a more open protein structure due to a lower degree of
intermolecular interactions (Olabarrieta et al. 2006, Cho, Géllstedt & Hedenqvist 2010) and a film
with more hydrophobic protein regions exposed at the film surfaces. In contrast, the lower contact
angle for the films produced from the pH 11 solution suggests a higher degree of protein networking

and a film with fewer hydrophobic regions exposed at the film surface.

The contact angle of old Wonder gluten films was higher on the top surface when the pH was
adjusted to 4 (p<0.05), but higher on the bottom surface when the pH was adjusted to 11 (p<0.05).
The contact angle of the top and bottom surfaces was higher for the new Wonder gluten films
produced from the pH 4 solution, compared to pH 11 (p<0.05). The contact angle for the ADM gluten
was higher for the bottom film surface (p<0.05) and equivalent for the top film surface (p>0.05) for
the pH 11 solution, compared to pH 4. Clearly the wheat gluten source responded differently in
conformation and to varying degrees according to the pH of the solution. Further, the operator or age
of the wheat gluten played a role in its response to pH conditions of the solution as seen when
comparing the contact angle of the top and bottom film surface for the old Wonder gluten (3 years

old) to the new Wonder gluten (1 year old) at a given solution pH.

A final observation is the range of the contact angle for pH 4 films and the three wheat sources, 5.6°
(75.0° to 80.6°) for the top film surface and 6.6° (82.9° to 89.5°) for the bottom film surface. The
respective ranges for the top and bottom film surfaces of the pH 4 films are smaller than for either the
pH 11 film or the films prepared with varying casting temperatures (Table 21). The bottom surface of
the films produced from the 100°C solution also have a small contact angle range, 10.3°, with the
remaining films having ranges between 15 and 30°. Adjusting the pH of the solution to pH 4 creates a
looser protein network (Olabarrieta et al. 2006). Further, since the three different gluten sources were
all obtained from wheat they should still share strong conformational similarities when cast as a film

by the same method. Therefore, it is believed that the protein molecules rearrange more easily during
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film drying at pH 4, to assume more similar conformations in the dry film according to wheat
sources, and that this is reflected in the more similar contact angles observed between wheat sources

in pH 4 films compared to pH 11.

4.3.6 Conclusions

The effect of varying film casting procedure on contact angle was first explored with the commercial
ADM wheat gluten (Whetpro80). ADM gluten films cast on a silicone surface were more
hydrophobic than gluten films cast on a glass surface coated with silicone grease. FTIR spectra of the
top of the gluten film surfaces revealed that silicone grease contaminated the gluten film cast on the

glass surface, thus increasing its surface hydrophobicity.

The ADM film solution heated to 80°C produced a more hydrophobic film surface than when
solutions were heated to 70 or 100°C. It is believed that hydrophobic groups of the gluten were
exposed during heating and locked into place near the film surface with disulphide bonds. The gluten
films prepared at 80°C, possessed a more homogeneous appearance, and this homogeneity was
reflected in a reduced standard deviation for their contact angles. Heating the ADM gluten solution to
100°C may expose more hydrophobic groups, destabilizing the system because gliadin also
participated in disulphide interchange reactions at this temperature. The increased contact angle at
pH 4 could be due to the lower degree of protein networking taking place and producing a film with

more hydrophobic regions exposed at the film surface.

When the three different wheat sources (ADM, new Wonder, and old Wonder) were examined, the
bottom film surface was more hydrophobic than the top surface for all gluten films, at all temperature
and pH conditions except for the ADM film produced at 100 °C at pH 11. The smallest variations of
the contact angle between the top and bottom film surfaces were achieved for the films produced at
100°C and pH 4.

Each wheat gluten source responded to heating and pH adjustments differently. ADM gluten films
exhibited the highest contact angles for all solution temperature adjustments at pH 11 but not when
pH was adjusted to pH 4. The ADM gluten also exhibited a relatively constant contact angle for all
temperatures and pH conditions investigated. The Wonder gluten was more sensitive to changes in
solution temperature and pH (observed as higher change in contact angle). However, in the case of
pH 4, the contact angle of the Wonder gluten film was similar or higher than for the ADM gluten
films. The differences were attributed to the method of gluten extraction, which was done in cold

water by hand washing and kneading for the Wonder gluten but likely done by an automated process
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for the ADM gluten. The Wonder gluten films also responded differently to pH and temperature
treatments according to age of the material.

Films produced from solutions adjusted to pH 4 at 70°C exhibited smaller contact angle variation

between gluten sources compared to all other solution temperatures and pH 11.
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4.4 Study of Protein Conformation by Fluorescence Spectroscopy on
Top and Bottom Film Surface with Varying pH and Temperature of

Casting Solution
Gluten films were placed on a smooth black surface for the collection of fluorescence spectra in the
form of fluorescence excitation-emission matrices (FEEM), the intensity at combinations of emission
and excitation wavelengths. Figure 17A and B show the 3D and contour plots, respectively of FEEM
of the black background surface. Figure 17C and D present the 3D and contour plots of FEEM for the

new wonder gluten film prepared at 70°C and pH 11 as an example.
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Figure 17 - Fluorescence FEEM of the Black Background Surface before placing a gluten film: (A) 3D and (B)
Contour. Example Fluorescence FEEM of New Wonder Wheat Gluten Film (70°C, pH 11) Top Surface: (C) 3D and
(D) Contour.

The high intensity peaks that form two lines across the excitation-emission plane for both the
background and the film spectra are first and second order Rayleigh scattering, respectively referred

to as FORS and SORS. FORS occurs where emission wavelength equals excitation wavelength
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(Rex=2em). SORS occurs where emission wavelength is twice the excitation wavelength (2Xe=Aem)
(Peiris et al. 2010). The intensity along these two lines actually saturates the detector, surpassing the
instrument's maximum of 1000 a.u. (full intensity not shown in graph). Since Wyatt et al. report that
these light scattering regions can provide information about the particulate/colloidal matter in water
samples (Wyatt 1993) it is believed that solid surfaces studied by fluorescence spectroscopy would
innately have very high levels of scattering in these regions purely due to the nature of the sample.
Therefore, the background itself or the solid nature of the sample may explain the SORS and FORS
peaks seen in the background spectra (Figure 17 A and B) and the film spectra (Figure 17 C and D).

In Figure 17 D, a broad peak is spread across Aex = 340 - 350 nm and A, = 410 - 430 nm.
Zandomeneghi et al. reported a similar peak at Ae / Aem = 350 Nnm/430 nm for powder rice flour
samples using similar fluorescence techniques (Zandomeneghi 1999). The peak was attributed to
either a "nonradiative energy transfer mechanism™ (Zandomeneghi 1999) or to flour fluorophores
after partially re-absorbing the 335 nm wavelength emissions from protein. Zanodomeneghi et al.
further commented that cereals contain 4-aminobenzoic acid, pyridoxine, and tocopherols amongst

other species, which could be responsible for the observed 430 nm emission (Zandomeneghi 1999).

The aromatic nature of the amino acids tryptophan, tyrosine, and phenylalanine make them
intrinsically fluorescent (Lakowicz 2006). Wavelength emission peaks for the three amino acid
residues are 282 nm for phenylalanine, 303 nm for tyrosine, and 350 nm for tryptophan (Lakowicz
2006). Both tryptophan and tyrosine have an excitation Ae, of 280 nm, whereas phenylalanine exhibits
a maximum excitation wavelength at 260 nm (Genot et al. 1992). Therefore, a peak for phenylalanine
is not seen in most protein samples because it is not excited at the commonly used 280 nm excitation
wavelength. Furthermore, an excitation wavelength between 295 and 305 nm is reported to excite
tryptophan without exciting tyrosine (Lakowicz 2006). Finally, both tyrosine and phenylalanine tend
to transfer absorbed energy to the tryptophan residues so that tryptophan is often the main
fluorescence peak seen in spectra, while emission intensities are absent for tyrosine and phenylalanine
(Lakowicz 2006).

In a study of fluorescence and wheat gluten dough, Gennot et al. reported that the expected
fluorescence for phenylalanine was not observed, even for its maximum excitation wavelength of 260
nm. The peak at Aey/Aem = 275 NM/330 to 350 nm was associated with the fluorescence of tryptophan
residues, while the peak at A,/ Aem = 275 NM/305 nm was associated with tyrosine residues (Genot et
al. 1992). From a review of peaks reported by Lakowicz et al and Genot et al., it is believed that the

peak with a maximum intensity at Ae/Aem = 290 nm/331.5 nm in Figure 17C and D represents
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tryptophan residues known to be present in wheat gluten amino acid sequences (Sugiyama et al. 1985,
Arentz-Hansen et al. 2000). However, the oval shape peak intensity located in the tryptophan
excitation/emission intensity range (Figure 17C and D), suggests that the multiple tryptophan residues
in the gluten film had overlapping wavelengths, and resulted in a wider tryptophan FEEM peak. The
oval shape peak intensity also suggests that the multiple tryptophan residues in the gluten films were
excited to varying degrees at different excitation wavelengths (260-300 nm) but all emitted near a
narrower wavelength region (~330-345 nm). Due to the absence of FEEM peaks for tyrosine and
phenylalanine residues, it is also believed that the tyrosine and phenylalanine transferred absorbed
energy to the tryptophan residues, contributing to an increase in the tryptophan peak intensity
(Lakowicz 2006).

Since the emission wavelength of tryptophan residues is said to be "highly dependent upon polarity
and/or local environment™ (Lakowicz 2006), shifts in the emission wavelength at 290 nm excitation
were investigated. Table 23 shows the emission wavelength and associated intensity at which the
fluorescence had the highest intensity (local maximum) at the 290 nm excitation wavelength for the
top and bottom surface of gluten films for different preparation methods (temperature and pH) and
wheat source.

Table 23 - Emission Wavelengths and Associated Intensities (Average + Standard Error, n=2) ) for Local Maxima at

the 290 nm Excitation Wavelength from Fluorescence Spectra of the Top and Bottom Surface of Gluten Films for
Preparation Method (Temperature and pH) and Wheat Gluten Source.

Gluten Top Film Surface Bottom Film Surface
Solution Gluten

Conditions |~ Type* Aem (nm) Intensity Aem (nm) Intensity
70°C, ADM 3325+0.5 161.8+7.2 331.5+25 1153 +0.4
pH 11 oW 331.0+1.0 113.3+3.9 331.5+0.5 64.7 £2.9
NW 3315+15 118.0 +4.5 330.5+0.5 78.0 £1.8
80°C, ADM 3321+1.0 162.1+2.0 332.0+0.0 118.9 +2.5
pH 11 ow 330.1+1.0 106.1 +2.7 330.0+0.0 65.4 £0.7
NW 3295+25 105.3+2.6 331.5+0.5 76.8 £2.9
. ADM 328.5+0.5 155.7+0.3 328.1+1.0 131.7 2.2
1pO|_(|) ﬁ' oW 3285+ 15 98.9+1.4 3285+ 15 75.2 0.0
NW 330.1+1.0 109.4 £0.7 3295+0.5 87.3+0.9
. ADM 329.0+1.0 224.7+0.1 331.1+0.0 210.0+14
ToOH(zzl’ oW 3321+1.0 130.2+6.1 331.0+1.0 106.4 +0.3
NW 3305+15 147.0+0.9 3315+15 133.8 +0.7

*OW = Old Wonder; NW = New Wonder
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As a point of comparison, Genot et al. studied the fluorescence spectra region of amino acids for
viscous hydrated wheat gluten dough (with the sample pressed between two quartz plates) and
reported a peak at Aedhem = 275 NM/333 nm (Genot et al. 1992). Table 24 shows the shift in Aen
between the top and bottom gluten film surfaces of this study (Table 23) compared to the 333 nm
literature value.

Table 24 - Shift of the Emission Wavelength from 333 nm (Reported for Viscous Wheat Gluten Dough, (Genot et al.
1992)) for Top and Bottom Gluten Film Surfaces Prepared at Varying Temperature and pH

. " Emission Wavelength Shift from 333 nm
Gluten Solution Conditions | Gluten Type* g
Top Surface (nm) Bottom Surface (hm)

ADM 0.5 1.5

70°C,
pH 11 ow 2.0 15
NW 1.5 2.5
80°C ADM 0.9 1.0
pH 11 ow 2.9 3.0
NW 3.5 1.5
100°C ADM 4.5 4.9
pH 11 ow 45 45
NW 2.9 3.5
20°C ADM 4.0 1.9
pH 4 ow 0.9 2.0
NW 2.5 1.5

*OW = Old Wonder; NW = New Wonder

Although the gluten dough is more hydrated in the work of Genot et al., the emission wavelength of
333 nm is quite close to the measured values (Table 23). Further, the 333nm emission wavelength
provides a good point of comparison by means of which blue-shifts can be compared for the gluten
film produced in this study. The magnitude of blue shift in the vicinity of 333 nm emission for the top
and bottom gluten film surface increased with increasing gluten solution temperature, except for the
bottom surface of the gluten film prepared at 80°C with the ADM and NW wheat sources. Also, the
magnitude of blue shift increased for the film prepared at pH 4 compared to pH 11 on both top and
bottom film surface. Lakowicz et al. state that the peak for tryptophan "in water [...] is highly
dependent upon polarity and/or local environment” (Lakowicz 2006). In particular, Lakowicz states
that changing the solution pH can affect the protein conformation and cause a shift in the amino acid
peak (Lakowicz 2006). Therefore, based on the increased shifts in the amino acid peak of
fluorescence spectra, it is believed that the increases in temperature or pH in the film preparation

method effects protein conformation in the gluten films.
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The measured intensities of the fluorescence peaks (Table 23) varied according to the gluten source
and according to preparation methods. Difference in the fluorescence spectra were expected
according to wheat cultivar and preparation method since Zandomeneghi report differences in
fluorescence spectra of wheat flour according to wheat cultivar (Zandomeneghi 1999), while
Lakowicz report differences in fluorescence spectra as pH is changed (Lakowicz 2006). Most of the
variations in fluorescence intensity related to wheat gluten source were similar for the top and bottom
film surfaces. First, the fluorescence peak intensity on the top and bottom film surface was
statistically significantly higher (p<0.05) for all the ADM wheat gluten films compared to the
Wonder gluten films, suggesting that the wheat source had a much more significant impact on
fluorescence than the age of the wheat since the peak intensities were not significantly different
between the old and new Wonder cultivars for a given condition (p>0.05), except for the top and
bottom film surface of the 100°C film and the bottom film surface at pH 4. Similar fluorescence peak
intensity of the old and new wonder wheat gluten films was expected since amino acid composition
should not change over time within the same wheat cultivar. The fact that the differences occurred at
the highest heating temperature, 100°C at pH 11 and pH 4 suggests that pH and more extreme heating
conditions can alter protein conformations for different ages of wheat gluten and possibly reflects
protein degradation. However, the absence of statistical difference of the FEEM between old and new
wonder gluten films for 70 and 80°C suggests that as the gluten ages, the tryptophan interactions with

other amino acids do not change and would not contribute to film structural changes.

The fluorescence peak intensity of the bottom film surface was significantly higher (p<0.05) for pH 4
films compared to pH 11 films for a given wheat gluten source. Such differences were reflected in the
morphological differences observed between pH 4 and 11 films (chapter 4.3.1 Film Surface
Morphology).

Bonomi et al. report higher fluorescence peak intensities when wheat flour is hydrated (Bonomi et al.
2004). Since gluten films were all conditioned for two days on a filter paper support with the top
surface exposed to 50% RH, it is proposed that the higher fluorescence peak intensity recorded for the
top film surface compared to the bottom film surface may be caused by a higher degree of film

hydration on the top surface.

4.4.1.1 Conclusions
First and second order Rayleigh scattering peaks were observed for both the background fluorescence
spectra (Figure 17 A and B) and the fluorescence spectra for all the wheat gluten films prepared in

this work, suggesting that they are characteristic of fluorescence spectra of solid film samples or the
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background itself. The fluorescence peak in the region A¢ = 340 - 350 nm and Aep = 410 - 430 nm
was attributed to a non-radiative energy transfer mechanism or re-absorbtion of fluorophores at the
335 nm wavelength emissions. The fluorescence peak around Ae, = 290 nm and Ay, = 330 Nnm was
attributed to tryptophan fluorescence. Further, the observed increased shifts in the tryptophan peak
region at increasing gluten solution temperature and pH 11 or at 70°C and pH 4, support the notion
that there are changes in protein conformation due to changes in film preparation method. Comparing
the tryptophan fluorescence peak intensities, the ADM wheat gluten films had higher intensities than
the Wonder cultivar films suggesting that the wheat source can be differentiated based on tryptophan
peak intensity. With only a few exceptions, there were no statistically significant differences between
old and new Wonder films suggesting that the protein only changed slightly as it aged 2 years. The
bottom film surface also showed a difference in tryptophan peak intensity between the pH 4 and pH
11 films, which is suspected to reflect the morphological changes as previously discussed (chapter
4.3.1 Film Surface Morphology). Increased tryptophan peak intensity observed for the top film
surface compared to the bottom film surface may result from a higher degree of film hydration on the

top surface due to the methods of storage prior to analysis.
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4.5 Gluten Film Water Vapour Permeability
4,5.1 Effect of Modifying ADM Film Preparation Methodology

45.1.1 Effect of Gluten Film Casting Surface
Table 25 compares the water vapour permeability (WVP) of gluten films according to the casting

surface.

Table 25 - WVP of ADM Gluten Films According to Casting Surface (gluten solution at 70°C and pH 11)

WVP
(g-mm/ (day.m®.atm)) Number of
Film Casting Surface (Average + Standard Deviation) Measurements, n
Silicone Tray 341 £55 16
Silicone Grease Coated Glass Tray 322 £33 14

There was no statistically significant difference in film WVP resulting from the two different casting
surfaces (p>0.05). However, the large standard deviation seen for both casting surfaces, suggests that
either the WVP estimation method or the film casting method (or both) may not be accurate enough
to examine the effect of film casting surface on WVP. As such, the large standard deviation may

mask the effect of protein conformation on WVP.

This lack of difference between casting surfaces is surprising since WVP literature (Table 26) shows
that WVP can vary drastically according to many other elements of film formulation, film preparation
method, and WVP characterization method. However, the ASTM D1653-03, states that temperature,
relative humidity and film thickness must be the same in order to reliably compare WVP estimates
(ASTM Standard D1653, 2003 (2008) ). Consequently, here and in many published studies on wheat
gluten films (where film casting techniques are investigated) an adjusted WVP value is employed,
such that thickness variations are accounted for. Further, room temperature is an extremely common
choice of temperature at which to conduct WVP, so that temperature can also be excluded from the
situation. This leaves the relative humidity that creates the water vapour gradient which changes from
publication to publication and is not standardized. Therefore, the humidity gradient may be the largest

contributing factor to the large differences in the WVP values presented in Table 26.
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Table 26 - Literature WVP for Wheat Gluten Films Cast with Commercial Wheat Gluten

Reference
Ste Parameter (Gennadios,
P Weller & Testin | (Lens et al. 2003) (qurg]’ d\tlglcl)(_’)Lg; &
1993)
_(?:/lrj)zen Supplier/ ADM Arkady Amylum Sigma-Aldrich
Type .Of Casting EtOH Aqgueous Agueous
Solution
Gluten
(9/100g solution) 1 unknown 73
. Ammonium Acetic Acid (for
Film Additives Hydroxide (base) N/A pH)
Formulation pH adjustment basic 5 4
Stirred 10 min;
Added water and Add glycerol to Add glycerol to
Mixind / heatin base. aqueous WG ethanol/WG.
/ dura%ion g Final solution dispersion. Heat Adjust pH, Add
temp: 75-77°C. to 80°C, stirring water; heat to
Let stand 2-3 min time 187 min. 70°C for 10 min.
before casting
Drying 32°C, unknown o 0 40°C, unknown
Film Casting Conditions RH 50 °C, 50% RH RH
Preparation Aging 23°C, 11%RH | 20°C,60%RH | 22°C, 60%RH
Conditions
WYP [g.mm/ 490 + 26 906+15 23.3+0.96
(m*.day.atm)]
WVP Gradient
(%) 111 85 60
Film WVP silica in bottles, silica in bottles,
Characterization | WVP method ASl'I;IZAQT;g] F film clamped on | film clamped on
opening opening
. . 16.5+0.73 um/g
I(:Ilr:; Thickness 127+ 11 ~ 350 film forming
H solution*

*Not enough information to convert value to um units.

A silicone casting surface was adopted for all remaining films prepared in this project in order to take

advantage of the uniformity of the film and the elimination of silicone grease contamination (chapter

4.3.1 Film Surface Morphology).

45.1.2 Effect of Heating Temperature of the ADM Gluten Solution

The water vapour permeability of the gluten films in response to the temperature of the gluten

solution is given in Table 27.
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Table 27 - WVP of ADM Gluten Films Made from Gluten Solutions Heated to 70, 80, and 100 °C and pH 11

Temperature of Heating Stage

WVP
(g.mm/ (day.m”.atm))

(°C) (Average * Standard Deviation) | Number of Measurements, n
70 341 +55 16
80 306 + 36 3
100 389+51 3

Variations in the water vapour permeability of the films were not statistically significant (p > 0.05) in
relation to the heating temperature of the ADM gluten solution. Herald et al. made similar
observations and reported that there was no significant difference in WVP, measured with a 55% RH
gradient, for ethanol cast gluten films when the solution was heated to 40 or 80°C (Herald et al.
1995). Numerous studies (Domenek et al. 2002, Angellier-Coussy et al. 2011, Schofield et al. 1983)
show that the fraction of SDS-soluble wheat gluten protein decreases with increasing processing
temperature due to conformational changes and intermolecular cross-linking by disulfide interchange
reactions (Schofield et al. 1983). Therefore, the negligible effect of heating temperature was
unexpected given that an increase in intermolecular cross-linking by disulfide interchange reactions
was anticipated to reduce the WVP of the film (Angellier-Coussy et al. 2011) by increasing the
"tightness" of the protein network forming the film barrier (Gontard, Guilbert & Cuq 1993,
Gennadios, Weller & Testin 1993, Park, Chinnan 1995).

Angellier-Coussy et al. reported that wheat gluten films thermoformed at 120°C had 30% lower WVP
than those processed at 80°C attributed to decreased chain mobility, which in turn decreased the
ability of the proteins to rearrange when water was absorbed from the water vapour permeating the
film (Angellier-Coussy et al. 2011). Since Angellier-Coussy et al. obtained WVP measurements with
8% standard deviation for thermoformed films (Angellier-Coussy et al. 2011) and 16% standard
deviation was obtained for films cast at 70°C (Table 27), it is hypothesized that the difference in film
formation method (thermoformed versus cast) may affect the film quality and thus the large deviation
seen for WVP measurements. This difference may help explain the lack of statistically significant
differences (p>0.05) in WVP obtained in this work for water cast gluten films with different solution

heating temperatures (Table 27).

81




4,5.1.3 Effect of ADM Gluten Solution pH
The WVP of films obtained from ADM gluten solutions adjusted to pH 4 and pH 11 are shown in

Table 28.

Table 28 - Average WVP of ADM Gluten Films Made from Gluten Solutions Adjusted to pH 4 and pH 11

pH of Gluten Solution

WVP
(g.mm/ (day.m®.atm))

(Average + Standard Deviation)

Number of Measurements, n

11

341 +55

16

4

382 + 38

3

There was no statistically significant difference in WVP for films prepared from solutions at different
pH values (p>0.05). This lack of difference was unexpected considering the drastic difference in
physical appearance of the two film types (chapter 4.3.1 Film Surface Morphology). One might
expect that the film prepared at pH 4, that was heterogeneous and had indentations, would have a
higher WVP than the films prepared at pH 11 due to the increased surface area available (in an
irregular surface compared to a flat surface) for contact with water vapour, and proposed by
Olabarrieta et al. to explain increased oxygen permeability for ethanol cast gluten films (Olabarrieta
et al. 2006). However, Olabarrieta et al. also reported no significant difference in WVP (with an 11%
RH gradient) for ethanol cast gluten films prepared from gluten solutions adjusted to pH 4 and 11,
commenting that the larger amount of voids and capillaries in the heterogeneous pH 4 film only
produced small (not statistically significant) differences between the WVP for pH 4 and pH 11 films
(Olabarrieta et al. 2006). The absence of statistically significant differences between films cast at pH
4 and 11 observed in this research and reported in the literature suggest that WVP methodology may

not be accurate enough to examine the effects of changes in the pH of the casting solution.

45.2 Effect of Wheat Gluten Source
The water vapour permeability of gluten films in relation to solution heating temperature, solution

pH, and wheat source is given in Table 29. Film thickness is also presented in Table 29.
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Table 29 - WVP and Thickness of Gluten Films according to Gluten Solution Temperature, pH and Wheat Source

- > -
Temperatre | SO1ton | Wheat | | Average s Standa
(°C) pH Source Deviation (n=3) Deviation (n=3)
ADM 394 £ 56 0.185 +0.009
70 11 Old Wonder 370+ 94 0.217 £0.017
New Wonder 319+£42 0.210 £0.010
ADM 345+ 56 0.190 +0.008
80 11 Old Wonder 439 + 130 0.213 £0.023
New Wonder 292 £42 0.207 £0.012
ADM 322+15 0.205 +0.018
100 11 Old Wonder 338+41 0.233 +0.012
New Wonder 349 £ 49 0.203 + 0.009
ADM 964 + 95 0.283 +0.017
70 4 Old Wonder 895 + 155 0.254 +0.009
New Wonder 814 + 123 0.247 +0.021

Unlike the initial ADM gluten film study (section 4.5.1), a statistically significant increase in the
WVP of the pH 4 films was observed compared to the pH 11 films, irrespective of gluten type
(p<0.05). The difference is likely because, compared to section 4.5.1, films presented in Table 29
were prepared subsequently where more care was taken to select the most identical sections for all
three samples taken from each film. Given the limited size of each film, locating three identical
sections in one film required that the film be consistent across the majority of the surface and thus
reflected the quality of the film preparation. It is believed that the higher content of voids and
capillaries in the heterogeneous pH 4 film compared to the smooth pH 11 film observed in this study
(chapter 4.3.1 Film Surface Morphology) and reported by Olabarrieta et al. (Olabarrieta et al. 2006)
caused the measurable differences in WVP of the most recently prepared films but that practice and
fine tuning of the film preparation procedure and the WVP sample preparation are important to see

such differences.

There was neither a statistically significant difference in WVP with increasing solution heating
temperature nor a statistically significant difference in WVP between wheat sources (p>0.05). As
mentioned in section 4.5.1, either the WVP method or the film casting method (or both) may have too

much variability to examine the effects of solution heating temperature for water cast gluten films.

For all wheat gluten sources, gluten solutions prepared at pH 4 produced significantly thicker films
than at pH 11 with p<0.05 (Table 29). However, the thickness for pH 4 and pH 11 films is a
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macroscopic property that does not reflect details of the film surface morphology where pH 4 films
were heterogeneous and uneven with thinner clear spots and thicker beige hills, while the pH 11 films
were smooth and homogeneous (chapter 4.3.1 Film Surface Morphology). Measurements of the
thickness of the pH 4 films with a calliper reflected the thicker beige hills which did not account for
the thickness of the thinner clear spots. Therefore, it is believed that the change in thickness reflects
the film preparation methodology. Since WVP estimates were standardized by thickness estimates
(Appendix 1), then WVP should also reflect the film morphology and the preparation methodology.

4.5.3 Conclusions

When WVP was initially investigated with commercial ADM wheat gluten (Whetpro80) films, no
statistically significant differences (p>0.05) were observed by varying the gluten solution pH or
temperature or selecting a different casting surface. It was concluded that either the WVP method or
the film casting method (or both) may be too variable to measure the effect of film formulation and
preparation parameters. When a subsequent set of films were produced from three different wheat
sources (ADM, new Wonder, and old Wonder), the films cast from a pH 4 gluten solution had
statistically significantly higher WVP values (p<0.05), irrespective of wheat gluten source, compared
to films cast from a pH 11 gluten solution. The successful measurement of a difference between WVP
of pH 11 and pH 4 films was attributed to better control of the film formulation and preparation
methodology, which produced more uniform films and reduced the experimental error (reflected as
lower standard deviation) for a given film. However, the WVP difference resulting from adjusting
solution pH was attributed to the increased surface area available in an irregular film surface that
occurred for pH 4 film, compared to the regular films for pH 11. Lastly, the film thickness and WVP
both reflect the film preparation methodology and, since WVP estimates were standardized by film
thickness, WVP should not be influenced by the film thickness.
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4.6 Film Swelling
Swelling ratios of wet to dry film sample mass after 1 hour of soaking and after 24 hours of soaking

are presented in Table 30.

Table 30 - Swelling Ratios for Film Samples Soaked for One Hour or Twenty-Four Hours

Film Preparation Parameters Swelling Ratio, q
(all prepared at pH 11) (wet mass/dry mass)
Temperature (°C) Glycerol After 1 h Soak After 24 h Soak
70 Yes 3.01+£0.03 2.13+0.04
80 Yes 3.00+£0.14 2.20+£0.05
100 Yes 3.29+£0.05 2.43+0.04
70 No 6.98 £0.35 4.56 £0.09

The swelling ratio (g) provided a quantitative measurement for film behaviour when exposed directly
to water. The g ratio always decreased from 1 hour to 24 hours of soaking such that the 24 h samples
had a g ratio of approximately 2/3 that of the 1 hour soak samples. Based on experimental work of the
solubility of fish myofibrillar protein films containing glycerol, Cuq et al. attributed the mass of
sample dissolved in the soak water to water soluble glycerol and to low molecular weight protein
chains (Cuq et al. 1997). However, Irissin-Mangata et al. hypothesized that wheat gluten films
containing glycerol may have a lower glycerol solubility because of cross-linking in the protein film,
which traps some of the glycerol molecules in the protein film (lrissin-Mangata et al. 2001).
According to Day et al., wheat gluten is fairly insoluble in water because water is polar and it
increases the non-covalent interactions between protein segments, causing aggregation at pH 7 (Day
et al. 2009). Depending on the type of amino acid side groups, water will interact with neighbouring
amino acid side groups by means of hydrophobic, van der Waals, and/or electrostatic interactions, as
well as H-bonds (Day et al. 2009). Over a 24 hour prolonged soaking time, the film would have time
to become fully hydrated. Therefore, it is hypothesized that the decrease in g observed here, after an
additional 23 h of soaking, could be attributed to a combination of glycerol and gluten dissolving in

the soak water over time.

When the temperature of the gluten solution was increased to 100°C, the film swelling ratio was only
slightly higher at 1 h and 24 h compared to the films prepared at 70°C (after accounting for standard
error). This slight increase in swelling ratio was different than the results reported by Domenek et al.

for thermoformed gluten films (24 h water soak), where film swelling decreased upon temperature

85




increase and was related to increased cross-linking and improved protein structure (Domenek et al.
2004). The opposite results suggest that film preparation method plays a major role in film cross-

linking and the associated extent of film swelling.

For films cast without glycerol at 70°C, swelling ratios at 1 and 24 hours were at least twice those for
films cast with glycerol, suggesting that glycerol affected the degree of swelling in the film. Pommet
et al. and Domenek et al., observed 24 hr swelling ratios for films thermoformed without glycerol that
were lower compared to films thermoformed with glycerol, supporting that the film preparation
method (cast versus thermoformed) has a major effect on the swelling behavior of the films in water
(Pommet et al. 2005, Domenek et al. 2004).

To ascertain the approximate quantity of mass lost over 24 hours, total solids estimates were obtained

from the soak water (Table 31).

Table 31 - Total Solids Content of the Film Soaking Water after 24 h (Dried at 100°C)

Film Preparation Parameters Total Solids Content Total Solids

. . i
(all prepared at pH 11) (Dlssolved Solid Mass o O) Dry Mass
Soak Liquid Mass (mg)
Temperature (°C) Glycerol (%)

70 Yes 0.031 +0.005 2.9+09

80 Yes 0.011 +0.002 1.6+0.1

100 Yes 0.013 +0.001 1.7+0.1

70 No 0.0254 + 0.0003 35+0.2

Some film mass dissolved in the soak water (Table 31). The initial mass of the film samples
conditioned at 50% RH before soaking had an average mass of 19 mg. Therefore, the 1.6 to 3.5 mg of
oven dried sample recovered from the soak water represents an average of 13% of the initial film
sample mass. The total solids results (Table 31) indicate that the lower film swelling ratio observed
after 24 hours soaking (Table 30) was partially due to film mass dissolving in the soak water.
However, because of the differences in moisture content estimates of the oven dried samples and the
film sample conditioned at 50% RH, it is not possible to determine if all the decrease in q after 24

hours soaking was due to film constituents dissolving in the soak water.

Absorbance measurements at 280 nm were obtained for the 24 hour soak water to ascertain the total
protein content in the soak water. The total protein mass in the soak water was determined (Table 32)

based on a BSA calibration curve (Appendix 10).
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Table 32 - BSA Equivalent Total Protein Mass in Film Soaking Solution after 24 h using Absorbance at 280 nm

Film Preparation Parameters
(all prepared at pH 11) Total Protein Mass Estimate (mg)
Temperature (°C) Glycerol
70 Yes 41+5
80 Yes 253
100 Yes 32+1
70 No 777

The protein mass in the soak water, determined by absorbance (Table 32), was larger than when the
protein mass was determined by total solids (Table 31). The difference may be due to limitations of
the balance used to measure total solids since it could not measure past the 4th decimal digit,
potentially limiting the accuracy of the dry solids masses measured. In addition, the use of BSA as the
protein for the absorbance calibration curve may impact the accuracy of the total protein mass
calculation since BSA and the various proteins in wheat gluten do not share similar protein mass,

size, or physical properties.

4.6.1 Conclusions

The swelling ratio of gluten films after 24 h soaking was always approximately 2/3 lower than after 1
h of soaking, which was attributed to a combination of film components dissolving in the soak water
over time When the temperature of the gluten solution was increased to 100°C, the swelling ratio was
nearly the same at 1 hour and at 24 hours compared to the films prepared at 70°C. Since this result
contrasts with those of Domenek et al. for thermoformed gluten films, the film preparation method
affected the film stability and its swelling behavior. The films cast without glycerol at 70°C had
swelling ratios, at 1 and 24 hours, that were at least twice those of the film cast with glycerol. The
reduced film swelling ratio over 24 hours soaking was associated with the solubilisation of some film
components as deduced from the total solids content of the soaking solution, 13% of the original film
sample dissolved in the water during the 24 h soak. Total protein estimate of the soaking solution
obtained by absorbance at 280 nm indicated that some of the mass dissolved in the water after 24 h

was likely protein.

87




5 Conclusions

Although WVP did not vary significantly with the casting surface, the films cast on a silicone surface
were less hydrophobic than the films cast on a glass surface coated with silicone grease (contact
angles of 80.6° and 91.1° respectively). FTIR analysis of the top of gluten film surfaces revealed the
presence of silicone for the films cast with a silicone grease coating, likely resulting in the observed

increase in surface hydrophobicity.

Although WVP did not vary significantly with gluten solution temperature, an increase from 70 to 80
or 100°C in the temperature of the gluten solution produced significant changes in the film surface
hydrophobicity deduced from water contact angle measurements, according to the wheat gluten
source. The highest surface hydrophobicity for the top and bottom surfaces of the films occurred at
70°C for films produced with wheat gluten from old Wonder wheat (contact angles of 68.5° and 93.1°
respectively) and 80°C for films produced with new Wonder wheat (contact angles of 63.4° and 84.3°
respectively). The films from ADM gluten were most hydrophobic on the top film surface when the
gluten solution was heated to 100°C (contact angle of 79.5°) but were most hydrophobic on the
bottom surface when the gluten solution was heated to 80°C (contact angle of 92.0°). These
experimental results are higher than published values for ethanol cast gluten films cast at 70°C and

pH 11 (55°).

Changes in the film protein tryptophan conformation were also correlated with temperature based on
fluorescence spectroscopy measurements. As the temperature of the gluten solution was increased,
there was an increase in the blue shift for the tryptophan peak of the films. The tryptophan peaks is
very sensitive to changes in polarity and/or its local environment, demonstrating that the change in
the preparation method created a change in either tryptophan environment or the conformation of

surrounding protein segments.

When the gluten solution was heated to 100°C, there was an increase in film surface roughness which
was particularly evident when compared to films cast at temperatures of 70 or 80°C, irrespective of
the wheat gluten source. The films produced from ADM gluten exhibited the most drastic change
with raised bumps of aggregated protein for the 100°C films compared to smooth surfaces for films
produced at 70 or 80°C. The swelling ratio of films incubated in water during 24 hours was not
significantly affected by the increase in temperature of the gluten solution, with only a slight increase

for those at 100°C. The above observations suggest that some molecular level changes do occur as a
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result of increasing the temperature of the gluten solution; however, over the temperature range

studied, these are not drastic changes in the final film properties.

Films cast from pH 4 gluten solutions produced much more heterogeneous and bumpy surfaces
compared to the smooth homogeneous films produced from pH 11 gluten solutions. Furthermore, the
WVP increased significantly for films cast from pH 4 gluten solutions compared to pH 11, averaging
a WVP change from 361 g.mm/(day.m?.atm), at pH 11, to 891 g.mm/(day.m?atm), at pH 4, across
the three wheat sources. The experimental WVP results at pH 11 are lower than published WVP
values for ethanol cast gluten films heated to ~76°C and at basic pH (490 g.mm/(day.m?.atm)). In
contrast, the experimental WVP results at pH 4 are higher than published WVP values for aqueous
gluten films cast at pH 4 and 70°C (23.3 g.mm/(day.m?.atm)). However, these WVP values for gluten
films are both still much higher than the values for plastic films like nylon and polystyrene, at 7.5 and
3.9 g.mm/(m*.day.atm) respectively. WVP differences were observed between pH 4 and pH 11 across
all gluten sources. However, only Wonder films exhibited a consistent hydrophobicity trend. That is,
most Wonder films cast from pH 4 gluten solutions had a higher hydrophobic than films at pH 11
(average contact angles of 79° and 86° on top and bottom respectively at pH 4, and average contact
angles of 64° and 86° on top and bottom respectively at pH 11). These experimental results tend to be
similar to or higher than published contact angle values for gluten films cast at 70°C and pH 4 (54 -
80°).

These superior film properties (a smoother, more homogeneous film, with lower water vapor
permeability) for films cast from pH 11 gluten solutions are believed to occur because a higher degree
of protein aggregation was induced in pH 11 films compared to pH 4. Intrinsic fluorescence
spectroscopy showed differences in tryptophan peak intensity between the pH 4 and 11 films,
suggesting that other changes in protein conformation also occurred as pH was modified from pH 4 to
pH 11.

The effect of pH on the viscosity of the glycerol — water — gluten solution was evaluated. Gradual
viscosity increase was observed with increasing pH from pH 7.7 up to pH 11, leveling off as pH 11
was approached. This change in viscosity was attributed to increased protein denaturation and

increased intermolecular interactions and the resulting aggregation.

The effect of pH on gluten protein association in agqueous solution at pH 7.7 and pH 11 was
investigated by SPR using a SAM surface. The gluten in the pH 7.7 solution exhibited a much greater
affinity for the SAM surface than the gluten in pH 11 solution, which is believed to result from
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increased electrostatic repulsion between the negatively charged gluten proteins and the SAM

surface. In contrast, hydrophobic attractive forces and electrostatic attractions dominated at pH 7.7.

Films prepared with commercial gluten were the most hydrophobic for all solution temperature
adjustments (contact angle range of 76.4 - 79.5° on the top surface and 75.4 - 92.0° on the bottom
surface) but Wonder gluten films produced at pH 4 were more hydrophobic (new and old Wonder
contact angles of 77.9 and 80.6° respectively on the top surface and 89.5 and 82.9° respectively on the
bottom surface). The Wonder gluten films were more sensitive to changes in temperature (average
contact angle variation of 14° on top and 22° on bottom) and pH (average contact angle variation of
16° on top and 10° on bottom), while the commercial gluten films generally had a smaller variation in
hydrophobicity with temperature (contact angle variation of 3.1° on top and 16.6° on bottom) and pH
change (contact angle variation of 1.4° on top and 6.5° on bottom). The differences in film
hydrophobicity are believed to result from differences in gluten extraction method according to scale.
Differences in properties of the wheat sources were observed by intrinsic fluorescence measurements
of the films with a higher tryptophan peak intensity for commercial gluten films compared to Wonder

gluten films.

Commercial and Wonder gluten sources could be distinguished according to film surface
morphology. Wonder gluten films had dark flecks dispersed across the surface and a fine, grainy,
rough texture. In contrast, commercial gluten films were much smoother containing little to no dark
flecks. The dark flecks in the new Wonder gluten films were much more evenly distributed across the
film surface, suggesting that the age and/or gluten extraction method also affected the gluten

characteristics. The gluten type did not affect the film WVP.

The WVP and contact angle results obtained for each film type according to temperature, pH, and
gluten source demonstrates that WVP and contact angle are not related. This indicates that that the
film surface hydrophobicity relative to the liquid form of water does not provide an indication of the

degree of film permeability to water in vapour form.

The smoothest, most homogeneous and most hydrophobic gluten films with the lowest water vapour
permeability, 345 and 292 g.mm/(day.m?.atm) respectively for commercial gluten and new Wonder
gluten, were produced when the gluten solution was adjusted to pH 11 and the temperature adjusted
to 80°C. When gluten films were prepared from old Wonder gluten, a temperature of 70°C and pH 11
was required to produce the smoothest, most homogeneous and most hydrophobic gluten films with

the lowest water vapour permeability (370 g.mm/(day.m?.atm)).
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These results demonstrate that wheat gluten films produced from some Ontario cultivars have water
vapour barrier properties similar to films prepared with commercial wheat gluten, illustrating the
potential for gluten films as an alternative use for Ontario wheat cultivars. The use of a silicone tray
casting surface represents an important improvement to the film preparation method, improving film
quality before and after peeling the dry film off the casting surface. The use of the "green™ solvent, to
prepare wheat gluten films was shown to be a viable replacement for the traditional ethanol solvent,
even resulting in lower WVP gluten films than literature values for ethanol cast gluten films.
However, further research is needed to reduce the WVP of gluten films enough to make them

marketable replacements to plastic food packaging.
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6 Future work

The study of a 90°C gluten solution temperature may further improve water vapour barrier properties
of gluten films compared to a 80°C gluten solution without exhibiting raised bumps of protein
aggregates (as occurred for 100°C films) and so could maintain an aesthetically pleasing
homogeneous, smooth film surface. The study of less basic pH conditions such as pH 9 or 10 should
be studied because lower pH in the film casting solution would reduce the alkaline nature of the film
and likely improve its palatability in edible food packaging applications. In addition, combining
wheat gluten protein with proteins from other sources could be explored because linkages between
gluten and other protein types could decrease the water vapour permeability of the film protein
network (as observed with the addition of keratin for Gennadios et al. (Gennadios, Weller & Testin

1993)) while still maintaining the good gas barrier properties that gluten films are known for.

Approaches could also be explored as to how to cast clear gluten films without using a two day
extraction process to separate glutenin and gliadin fractions, as making the gluten film clear would
improve its appearance and result in improved product marketability. Since pH 4 films exhibited a
heterogeneous morphology, pH 4 gluten solution conditions may be conducive to separation during

the film casting process.

SPR and viscosity studies of the gluten solution properties should be made at pH 4 in order to
determine how protein interactions in solution relate to and produce the dried film properties with pH
in this research. The time allotted for the association phase in SPR experiments should also be
extended because the preliminary SPR results did not allow enough time for the SPR signal to plateau
during the association phase. Extending the association phase would verify that no other interactions
between the gluten solution and the SAM surface takes place over a longer period of time, thus

providing a better understanding of pH 11 gluten interactions with the SAM surface.

The role of glycerol addition in gluten solution should be investigated by SPR experiments as means
to investigate the nature of glycerol gluten interactions in the solution. TGA experiments with
glycerol containing films cast at incremental stages of the film preparation could help in identifying
which stages of the film making procedure contribute to increasing the thermal stability of the gluten
and glycerol network, based on changes in TGA curve properties (1% onset) and temperature shifts of
DTGA peaks.

Quantitative surface roughness measurements according to film formulation and preparation should

be obtained using an Optical Profiler as the semi-transparent nature of the films limit the amount of
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information provided by microscopy imaging. Quantitative surface roughness measurements would
allow for better interpretation of WVP results because surface roughness increases the surface area
available to interact with water vapour and is therefore believed to contribute to increased water

vapour permeability.
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Appendix 1 — WVP Sample Calculation (metric units)

WVP was calculated using the following equation:

Slope x T x 760 ™19

WVP = atm
Ax(Sx(Ry—Ryp))

Where the slope is the linear region in the graph of sample-mass versus time, T is the film thickness
(mm), A is the surface area (m?) available for water vapour permeation, S is the known saturation
vapour pressure (mmHg) at the test temperature (23 °C), and R; and R, are the relative humidity
decimal values for the vapour source and the vapour sink respectively. The 760 mmHg/atm is a unit

conversion factor.

Sample Data set

Sample mass gain over time Slope=0.0147 g/hr
1.60
1.40 D =Diameter of film specimen=
' AE 0.064m

1.20 &
w 100 " T = Thickness of Film specimen
@ 0.80 =0.134mm
o f ——FE7-A
Z 060 | . o

—s—E7-B R;= Relative humidity at vapoursource

0.40 | £7-C (decimal form)=10.50

0.20 | |

0.00 - . . | R, = Relative humidity at vapour sink

200 400 600 (decimal form)= 0.0
Time (hours)
X : : X S = Saturation vapour pressure at test
Linear region from which to obtain temperature=21.068 mm Hg

slope of mass change over time.

Estimation of the slope

The ASTM D1653 (ASTM Standard D1653, 2003 (2008) ) says “When a straight line adequately fits
the plot of at least four properly spaced points, a nominally steady state exists and the slope of the
straight line is the rate of water vapour transmission.” Therefore, the slope was taken from a
minimum of 4 data points forming a straight line and always starting with the first point to be the
closest to time zero while being part of the other points producing the straight line. Further, when the
slope of the line remained constant after the 4" data point, the slope was taken using as many
additional points as possible without compromising the linearity of the line (Typically this meant up
to around 150 or 250 hours).
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When a data set did not have at least 4 data points to produce a straight line for times shorter than 200
h, this data set was not considered for WVP estimates which was reflected in the number of samples,

n, listed in the WVP summary tables (normally n=3 for each film).

Calculation Steps

1. Calculate test area of film specimen (film area available for water vapour transfer):

D\? 0.064m
Area = n(5> =3.14 X (

2
) = 0.003 m?

2. Calculate Water Vapour Transmission (WVT) rate:

g  24hr
A 0.003 m2 " m?x1lday

3. Calculate Ap:
Ap =S x (R —R;) =21.068 mmHg % (0.50 —0.0) = 10.534 mm Hg
4. Calculate Water Vapour Permeability (WVP) rate:

9
e~ VT _ 0w Tday g
~ Ap  10534mmHg " m2x1ldayxmmHg

5. Calculate Water Vapour Permeability Rate with film thickness included, WVP; (not part of
ASTM):

mmHg g mmHg
WVP, = WVT X T x 760 =11.2 X 0.134 mm x 760
1 atm m? X 1lday XxmmHg 1 atm
X mm
=1136.5 g

m? X 1 day X atm

104



Appendix 2 — Reported FTIR Peaks for Wheat Gluten, Glycerol, and
Water

Table 33 — Major FTIR Gluten Protein Peaks according to Literature

Vibration Type Wavenumber (cm™) Reference
(Olabarrieta et al. 2006, Ukai,
Amide 1 (C=0 stretching, N-H ~1650, broad Matsumura & Urade 20.08'
vibration) (1580-1720) Chiou et al. 2010, Muensri et al.
2011, Georget, Belton 2006,
Mojumdar et al. 2011)
(Olabarrieta et al. 2006, Cho,
Amide 2 (NH bending and CN ~1542, broad Gallsted_t & Hedenqvist 2010,
stretching) (1480-1575) Muensri et al. 2011, Georget,
g Belton 2006, Mojumdar et al.
2011)
Table 34 — Major FTIR Glycerol and Water Peaks of Gluten Films according to Literature
Vibration Type Wavenumber (cm™) Reference

(Olabarrieta et al. 2006, Cho,

C-C-O stretch or CH, twist of glycerol (85%?25 6) Gallstedt & Hedenqvist 2010,
Mojumdar et al. 2011)
OH stretching
(due to Water/glycerol and/or EtOH 3200-3800 (Mojumdar et al. 2011)

molecules)
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Table 35 — Major FTIR Peaks Characteristic of Proteins (Barth et al. ((Barth 2007))

Peak Name | Vibration Type Wavenumber
(cm™)
Amide A NH stretch 3300
(3310-3270)
Amide B NH stretch 3070
(3100-3030)
Amide 1 C=0 stretch, CN out-of phase stretch, CCN deformation, 1650
NH in plane bend (1600-1700)
Amide 2 Combined out of phase bends for: 1550
NH in-plane bends, CN stretch, some CO in-plane bends,
CC and NC stretch
Amide 3 In-phase NH bending, CN stretching, and some CO in-plane bending | (1400-1200)

and CC stretching
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Appendix 3 — Typical Amino Acid Sequences for Various Wheat

Gluten Protein Classes

Below, are typical amino acid sequences for each wheat gluten protein type. Each wheat protein
shown has a different amino acid sequence for its primary structure; however, some similarities are
visible between the different types. For example, parts of the starting, repeating, and ending
sequences of the o/, y, and w gliadins share similarities. Also the B, C, and D type LMW classes of

wheat protein share similarities in their repeating sequences. Note that different sources of wheat can

also possess sequence differences.

Alpha/beta type gliadin amino acid sequence (Reeves, Okita
1 mktfliTall aivattatta vrvpvpgpgp qnpsqpqpqr

61 gpypapapfp sagpylqlap fpgpapfppg Tpypapppfs
121 gqgaqaqqaqq 9qaqqaqqadq qqilpgilgg glipcrdvvl
181 Tqqlccqqlw gipegsrcga ihnvvhaiil hqqqqqqqps
241 psqgnpgaqg svgpqqlpgf eeirnlalqt Iprmcnvyip

Gamma-Gliadin (Arentz-Hansen et al.

1
61
121
181
241

mniqvdpsgq
apqqpqqtyp
liqgslqqql
aaihsivhsi
Tvigtlatmc

vpwpqqapfp
qrpagpfpqt
npcknf11qq
imggeqgeqr
nvyvppycst

aphgpfsqap

qapqapfpgs
ckpvslvssl

qgvqilvpls
irapfasiva

omega-Gliadin (Hsia, Anderson 2001)

mktf1lifvll amamkiataa relnpsnkel
psqapfptpg qqfpeqsqap ftapqaptpi
pfpataqsfp lapqapfpaa paapfpapql
aqgpfpapaagp ipvapqqsfp qgqsqgsqapf
pagpaapfpa apqasfpgap qgpypaqapy

1
61
121
181
241

HMw
1
61
121
181
241
301
361
421
481
541
601
661
721
781

glutenin amino acid sequence (Sugiyama et al.

makrlvlfva
chpvvvspva

vsyypgqgasp
pgqlqgpaqg
apgagqapgq
qlgqgqsgyy
qgapgyypts
qggpgyypts
qgqqgqpgqgqq
pgydptspqq
qgqqgqapgq
qwagpggwaq
yptspqlsgq
atgaqgqqgsgq

vvva1v§1tv
gayeqqivvp
qrpgqgaqgpg
qapgqgqqgr
gaqgaqpgag
ptspqapgqg
pgqsgqgaqpg
plgsgagapg
gaqpgqgqpg
pgqgqqpgq |
gagpaqgqq

pPgqgapgyy

garpgawlqgp
gaqgyyssyh

aegeaseqlq
kggsfypget
qgqdsgqgqq
apgqaqpgyy
aqpgqgqqgq
agpgqlagpa
yyptssqqgpt
yyltspqgsg
yyptspqqsg
qdqpaqgqqgq
QQP?Q?QQQQ
tspliqlgqgq

9qgqqgyypt
vsvehqgaas]

2000)

qqtfpgpqqt

qapqapfpgp
wsmilprsdc

aqqqvgqgt
9iggayr

aspqasfsyq
apqapfpagp
pfpggseqii
agpqqlfpel
gssltsiggq

cerelgelqge
tppaqlqqri
gyyptspqap
ptssqlagpgq
qlgaqgqagyy
qgqgpeqgaq
qsqqpgqgaq
qgqapgqlaq
qgaqpgawaq
gqlaqgqqgaq
apgagaqpgq
qgyyptslaq

spqqsgqgqq
kvakagqlaa

B-type LMw-s Glutenin (Huang, Cloutier 2008)

1 mktflifall avaatsaiaq ienshipgle kpsqqqplpl
61 paqgpcsqaq gqpplsqqqaqp pfsqagppfs qqqapsfsqq
121 pqqgpsfsqaq Tppfsqaqpp fsaqaqqgpvlp qappfsqaaq
181 qqipfvhpsi Tqgglnpckvf Tqqgcspvam pgslarsgml
241 qqsryeaira iiysiilgeq qqvqgsigsq qqqpgqlgqc
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qvplvaqqqf
pPAapypapap
gghniahars

sqvslqqgpqq
pycstttapf

fphapqaqfs
qqqfpagpqap
qgvmrqqccqq
vqgqgiigpq

aapfpagpyp
aapqqpfpap
paqlagpfpl
aqpipqapqq

1985):

relkacqqgvm
fwgipallkr
gawagpeqgq
lggpaqgqag
ptslqqsgqg
gagpgqgqag
gaqqvgqgqgqa
saqgqgkgaqgp
pPgagapgyyp
paqvqqgaqp
gapwyyptsp
pgaggapgqw

lgawlgpgag
glpamcrleg

qqtlshhqqq
qappfsaqgp
pilpagppfs
gqsschvmqq
vsgpaqasaq

1987):
pgaqqatppq
aqypapqqpis
qvlqgstygp
aqypsgagffq
gifgtn

apqqpqqqfi
qqsfpqagps
Taqipqqlqc
gpaqlevirs

aqpypsaqpy
agpfpwapaq
apaqgpfpagp
pfplgpqgapf

dqgqlrdispe
yypsvtspqq
pgyyptspaq
qqpgqgqagq
apgyyptslq
qapgqgaagpg
qqpgaqgqaqpg
gaqgqaqpgagq
tsplapgagq
aqgqqgaqlg
qesgqgqqgpg
qqsgqgghgy

qqgyyptslq
gdalsasq

apvaqqpgpf
pfsqqqgpvi
qqqqqpv1pq
qccqqlpqip
qlgqgpaqaq



301 laqgtflqgph giaqlevmts ialrilptmc

B-type LMw-m Glutenin (Huang, Clouti

1 mktflifall aiaatsaiaq metsrvpgle
61 iilqgspfsq qagpvlpaaq pviilagppf
121 qqqgpvipaq ppfsqqqapp fsqqqgpssq
181 kvflggqgcsh vamsqgrlars gmwqgsschv

241 qgeqqagfvap qqqapgasgd gvsghqqqsq
301 giflgphgis qlevmtsial rtlptmcgvn

C-type LMW Glutenin
no sequence provided on NCBI data

D-type LMW Glutenin (Snegaroff - not
Database/ GenBank CAR82265.1.
1 marglnpsnk elgspgqgsfs hqgqqpfpgap
61 gpftapqgpt plapgapfpg gpagpagpfp
121 qgpaapfpap qlafpaapeq iipqapagpf
181 fpagsaqgsqq pfpgpqaqlfp elqqpipqggp
241 gpqgpfpagp qapfpqapqq pfplapagpf
301 silgpgapfl gpqaqlsqql eqtisqqpqq

rvnvplyrtt

er 2008)
kpwgagp1pp
sqaqgpv 1pg
appfpaghqq
mgqgqgccqqlp
qaqqlgqcst
vplyssttim

base

pubTished).

ypaapypsqq
apqgpfpwap
Tlesqgpfpq
qapfplapaq
plrpggpfsq
pfpaagphgpq
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tsvpfdvgtg

qqgppcsqqq
qppfsqgaqqq
fpaaqipvva
qipeqsrsea
aqpaqlaqlg
pfsigtgvgg

Available

pypsqqpfpt
qgpfpgtqqgs
apaapfpapq
pfpaqsqqpf
apqqgsqqsfp
apypaqapyg

vgay

gpfpqgqqqpi
qaqqagppfs
psvlqgqlnpc
iraivysiil
qapdqaqipq
y

on NCBI Protein

papafpqasq
fplapagpfp
qlipmgpqgp
pagpqgpcp]

apqpqqpqagp
ssltsidgq



Appendix 4 - Images of top and bottom surfaces of gluten film cast

on a glass tray with a silicone release layer

Top Bottom
Film Film
Surface Surface

The film is much smoother on the bottom surface than the top surface at the large (camera) scale but
the eye can easily see the parallel lines on the bottom of the film (as described in chapter 4.3.1 Film
Surface Morphology).
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Appendix 5 - Gluten Preparation Method Comparison
Preparation Method provided by Dr. Loo-Sar Chia (University of Guelph, Guelph, ON) for the

Gluten Preparation of old Wonder Gluten:
Gluten — Hand wash method (AACC approved method)

Objective

Starch, water-soluble pentosans, and water-soluble proteins can be removed from wheat flour
by manipulating the dough in water, using the AACC approved “Hand washing method”,
(Method 38-10.01) (AACC International.). The total wet or dry gluten is expressed as a

percent of sample.

(When you wash the soft wheat, be very careful and use a slow flow of tap water or else you
will wash away all the gluten especially at the beginning. Once you obtain a sponge type of

texture, it will be easier to handle.)
Procedure

1. Weigh 25 g flour into mortar and add sufficient ice cold water to form a firm dough ball.
Hand-knead dough and incorporate fines into a ball. Let dough stand in water at room
temperature for 60 min.

2. Kbnead dough gently in stream of cold tap water over cheesecloth (No name, China) until
starch and all soluble matter are removed. When much of the starch has been removed,
the gluten ball will become darker and will take on a web-like structure.

3. To determine whether the gluten is approximately starch-free, let 1 or 2 drops of wash
water, obtained by squeezing, fall into a beaker containing perfectly clear water. If starch
is present, cloudiness appears.

4. Let gluten thus obtained by washing stand in water 1 hr, press as dry as possible between
the hands, roll into a ball, place in pre-weighed flat-bottom dish, and weigh as moist
gluten.

5. Freeze dry it and store at -80°C

Crude gluten will be used for casting film.
New Wonder wheat gluten was prepared in the same manner except for the following modification:

In step 2, after kneading the sample in cold tap water for 20 to 30 minutes, the sample was placed in
the bowl of a Kitchen-Aid mixer with cold water and the dough hook attachment was used to knead

the sample for 1 h, where the water was replaced every 15 min to remove the starch precipitates.
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Appendix 6 - ADM Whetpro 80 Data Sheet

PrODUCT DATA SHEET

WHETPRO"80

VITAL WHEAT GLUTEN

GeNERAL DESCRIPTION

WHETPRO™50 is a natural high protein, free-
flowing powder extracted flom premium
quality Canadian wheat flour. Careful,
enzyme-free processing, and strimgent quaki
contro]l procedures, puaranty a consistent,
high-guality product. WHETPRO™S0 is a
highly functional vital wheat gluten for use in
food systems requiring improved binding
strength, increased mmgredient camying
capacity and res mg. It is also useful
f&?ad'{?sﬂn’ gﬂlemm.gpmtein-cmbnhydmtemﬂoiu
flor to any desired level and for
strengthening the “hinge™ in buns and rolls.
WHETPRO™S0 helps prevent breakage
and other snack products without
toughening the eating quality.

PropucT CHARACTERISTICS

# Excellent water absorption.

# A natural high protein.

» Fomms a viscoelastic dough, absorbing
about two parts water to one part gluten.

# Readily mixes with other dry

# Increases baking tolerances with
mereased absorphion, mixing time
tolerance, and fermentation tolerance.

INncREDIENT LIST
100%% Vital Wheat Ghaten

SUGGESTED APPLICATIONS

YWYV YYYY

TrricaL ComrosmonaL AnaLysis = Dry Basis

Protein (88% min. Nx6.235) 89
Protein (20% min. Nx3.7) g1
Moisture (8% max.) 6.0
Fat, EE (1.0% max_) 0.6
Ash (1.0% max ) 09
Water Absorption % 170
Reconstitution Time (20 seconds max_) 13

MicrRosioLocicAL ANALYSIS- Maximum

Standard Plate Count 1000/g
Yeast & Mold 100/g
E.coli =10/g
Salmonella Negative/25 g
Staphylococel =10/g

TyricaL PHysicaL PROPERTIES

Color Cream
Granulation: thru 45 USES, % 100
thru 80 USBS, % min 73
thra 100 USBS, % min 70
Bulk Density: packed, Ib/f 44
loose, bt 34

P

ADM

ARCHER DANELS MIDLAND COMPANY. 995 MILL STREET. MONTREAL, QUEBES, CANADA. H3C 1Y5
TELEPHONE: 800-561-3715 or 514-937-9937 Fax-514-937-9578 www. adm.com

Thos okt covuminss’ bt 1 St i i baR sar inosacipe The
.

s [T s L

 pour ror i s
s nofic ke infre ibr any

Code 6006-C

agpiganon, o cihareisa, I i’

PDS0L2011
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Appendix 7 - Total Protein Content Sample Calculation for Kjeldahl
Method

The equation to calculate total protein content from the Kjeldahl method is:

Abssample - AbsBlank

1
*dy xdy, *xdg *5.70 * * 100
B ! 2 3 Wiinitial dry sample

Protein (%) =
Where

Abssample - AbsBlank
B
ADbS s.mple = absorbance recorded for sample

*dq *xdy *d3 *5.70 = Protein [ug]

ADbs giank = absorbance recorded for blank (prepared without adding the protein)
B = slope of calibration curve in 1/ug

d; = dilution in volumetric flask = 100

d, = dilution to fit in calibration curve (M) =4

200 pL
5000 pL
250 pL

d3 = switch from 5 ml test tube scale colorimetric assay to 250 pL 96-well plate scale ( ) =20
W initial dry sample = the recorded mass of the initial dry sample in pg

The 5.7 x factor is the nitrogen to protein conversion factor specific to wheat (Genot et al. 1992)

Sample Data Set

AbS gmple = (0.363+0.365+0.359)/3 = 0.3623 + 0.003 (average of 3 absorbance measurements *
standard deviation)

Abs gk = (0.226+0.228)/2 = 0.227 + 0.001 (average of 2 absorbance measurements + standard
deviation) Here n=2 instead of n=3 because a mistake was made on 1 of the 3 wells.

dl =100
_ (600uL+200 pL\ _
dz_( 200 pL )_4
_ (5000 puLY _
3_(250|1L)_20

wit initial dry sample = 16100 ng
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Calculation of Slope B and Estimation of Associated Error

B is obtained from the standard calibration curve where Abs gk IS Subtracted from each standard

absorbance value (Table 36) and plotted against the standard concentrations (Figure 18).

Table 36 - Kjeldahl Standard Absorbances as a function of Concentrations

Absorbance + Standard Absorbance minus Blank
Sample Concentration (ug) Deviation + Error *

Blank 0 0.22700 + 0.001 0.00000 + 0.002
Standard 20% 0.1 0.26867 + 0.001 0.04167 +0.002
Standard 40% 0.2 0.32233 +0.006 0.09533 + 0.007
Standard 60% 0.3 0.38067 + 0.009 0.15367 +0.010
Standard 80% 0.4 0.43433 + 0.010 0.20733 £0.011

Standard 0.5 0.48467 £+ 0.003 0.25767 = 0.004

* Error is combined with standard deviation from blank absorbance (0.001): add 0.001 to each standard

deviation value from the absorbance column to get the new error values.

0.30
y=0.5111x
R?=0.9969
0.20 +
[}
(8}
c
©
e}
S
o
(7]
<
0.10 | <
L 2
0.00 ; ‘ ; {
0 0.2 0.4
Concentration of N2 (pg)

0.6

Figure 18 - Kjeldahl Absorbance as a function of Concentrations

From the line equation (Figure 18) we have the slope B = 0.5111.
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Error of the slope, B, can be approximated by taking the difference between B (0.5111) and the slope
using the worst case "Absorbance minus Blank™ values at concentrations 0.1 pg and 0.5 pg:

At concentration x = 0.1 pg, change y = 0.04167 to y = 0.04167 - 0.002 = 0.03967
At concentration x = 0.5 ug, change y = 0.25767 to y = 0.25767 + 0.004 = 0.26167
The worst case slope is therefore: 0.5342

Error of slope B = 0.5342 - 0.5111 = 0.0231 ~0.02

Therefore, B = 0.51(11) + 0.02ug ™!

Calculation of Percent Protein Content and Estimation of Associated Error
Protein (%)

_ Abssample - AbsBlank

1
*xdy *dy xdsy *5.70 * * 100

B Wlinitial dry sample

0.3623 —0.2270 100 = 4 = 20 = 5.70
= * * 4 % * 570 * —————— %
0.5111 * ug=1 16100 ug

=75.0%

100

The error is based on standard deviation of absorbance values, error of slope B (0.02 ug~1), and
balance errors for the initial dry sample mass (200 ug)

Error (%)
(Error(Abssample) + Error (AbsB,ank)) * Error(B) * Error (Wtinitial dry Sample) *100%

= (0.003 + 0.001) *0.02 ug~* * 200ug * 100%
=1.8% ~2%
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Appendix 8 - Viscosity Sample Calculation

Sample Data Set
Efflux time = 134.44 s

Viscometer constant = 0.01439 cSt/s

Sample Calculation

Kinematic Viscosity

= efflux time x Viscometer constant
=134.44 s x 0.01439 cSt/s
=1.93459 cSt

~1.93 ¢St
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Appendix 9 - TGA Estimating 1% Onset of Degradation

100 T
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Figure 19 - Sample Data Set: TGA and DTGA curves for Wonder Wheat Gluten

The DTGA minimum occurring directly after water evaporation is located at 141.3°C (Figure 19,
point 1) and also corresponds to a weight percent of 96.83% on the TGA curve (Figure 19, point 2).
To determine the temperature at 1% weight loss beginning after water evaporation, 1% is subtracted
from 96.83%, to yield 95.83% (Figure 19, point 3). The temperature, at 95.83% on the TGA curve is
202.97°C (Figure 19, point 3).

Therefore, temperature at 1% onset of degradation = 203.0°C
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Appendix 10 - Film Swelling Sample Calculations

Swelling Ratio
Sample data set with film sample prepared at 70°C, pH 11:
Mass of sample before soaking, conditioned at 23°C, 50% RH = 0.0176 g

Mass of sample after 24 h soak in water = 0.0368 g
MmasSswolien

1 massgyy

00368 g
©0.0176 g

2.09

Total Solids

Sample data set with film sample prepared at 70°C, pH 11 and soaked 24 h:
Mass of aluminum pan =0.9859 g

Mass of aluminum pan + aqueous sample = 8.4481g

Mass of aluminum pan + solid sample = 0.9879 g

Mass of solid sample (total solids dry mass)

= (Mass of aluminum pan + solid sample) - Mass of aluminum pan
=0.9879 g - 0.9859 g

=0.0020g=2.0mg

Mass of liquid sample

= (Mass of aluminum pan + aqueous sample) - Mass of aluminum pan
=8.4481g - 0.9859 g

=7.4622 ¢

Total solids content

_ (Dissolved Solid Mass
~ \ Soak Liquid Mass

B (0.0020 g
- \7.4622¢g

=0.027 %

All data was measured in duplicate (n=2) and standard error was calculated for each film type.

X 100)

X 100)
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BSA Calibration Curve, Protein Concentration Estimate and Total Mass Estimate

0.800 —+
0.600 —+ y=5.9787x-0.0003
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Figure 20 - BSA Calibration Curve for Wheat Gluten Concentration Estimate (vertical error bars are shown on
graph but are very small)

Sample calculation of wheat gluten concentration estimate:
Absorbance t1 = 0.134
Absorbance t2 = 0.1325

Average absorbance = 0.133

Gluten concentration estimate (using BSA calibration curve)
= (average absorbance - intercept) / line slope

= (0.133-(-0.0003))/(5.9787 g/ml)

=0.0223 g/ml

Total gluten mass estimate (using BSA calibration curve)
= Concentration estimate * sample volume

=0.0223 g/ml * 2ml

=0.0447 g =44.7mg
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