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Introduction

Protein is an essential dietary component and sufficient intake is crucial for a healthy and balanced diet. Today, consumers
are increasingly aware of and knowledgeable about the benefits of protein in the diet. They recognize the important role it
plays in helping manage hunger, sustain energy and maximize performance. Dairy is an important source of high-quality,
versatile and multifunctional protein. Many food and beverage manufacturers are trying to incorporate dairy protein in their
products. In addition to the excellent source of nutrition, milk protein also provides the clean label desired by consumers as
well as a range of functional benefits in finished products: solubility, heat stability, gelling, foaming and emulsification.

Milk is a complex, dynamic nutritional system that provides multiple nutritional and functional benefits. The degree of
processing will affect its properties and how it will behave in food systems. The proteins in milk are particularly complex
and susceptible to many of the processing conditions used in the dairy and food industry (e.g., shear, heat treatment).
Processing results in changes to the milk protein structure, leading to denaturation, aggregation and interactions of
proteins. The type and extent of protein interactions can vary depending on many factors such as processing conditions
(e.g., time-temperature combination), product composition, pH, protein concentration and ionic strength. These changes
in the proteins also can affect the functional properties of dairy ingredients, such as solubility, gelation, heat stability and
emulsification, which ultimately affect their performance in the finished products. On the other hand, the heat-induced
changes in milk protein functionality contribute to improvement of the sensory properties of dairy and food products,
such as yogurt, baked goods and confections. That is why understanding dairy proteins and their functionality can help
bring tailored functional properties to dairy ingredients as well as to finished dairy and food products.

This technical report provides food and beverage formulators with an understanding of the milk protein complexity,
different protein types and characteristics, as well as research about different dairy proteins. It also examines how
processing conditions impact dairy protein performance, and it suggests ways to improve quality and use dairy proteins
to create new food products and beverages. See Page 16 for an index of report sections.
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Protein structure

Amino acids are the building blocks of proteins. The
particular sequence of amino acids in a protein determines
its structure, conformation and properties. Depending on
the type of amino acids present, different conformations are
possible. They are stabilized by various molecular forces.
Molecular forces that determine protein conformation are
electrostatic interactions, hydrogen bonds, disulfide bonds,
dipole-dipole interactions, hydrophobic interactions and
van der Waals' forces (Figure 1)./%2

The native structures of proteins are organized at
four different levels: primary, secondary, tertiary and
quaternary structure (Figure 2). The primary structure
is the specific amino acid sequence along the covalently
linked polypeptide chain (Figure 2a). As a result of
molecular forces created between the amino acid side
chains, the primary structure will fold into an ordered
fashion, forming the secondary and tertiary structures
that give rise to a uniquely folded native structure that
possesses the lowest feasible free energy. The most
abundant regular secondary structures found in proteins
are the a-helix and the B-pleated sheet. The a-helix
emerges through a helical coiling of the amino acid chain
and is stabilized by hydrogen bonding between the atoms
of the peptide bonds. B-pleated sheets are formed by a
linear alignment of some arrays of the amino acid chain
(Figure 2b). This structure also is stabilized by hydrogen
bonding between the strands.

The tertiary structure is the three-dimensional arrangement
of the several arrays that are present within the protein.
The contributions of inter- and intramolecular interactions
are balanced in such a delicate manner that a three-
dimensional structure is formed, which is maintained
by hydrogen bonding, hydrophobic interactions, van der
Waals' forces and electrostatic interactions (Figure 2c).
Quaternary structure is a superassembly of individual
protein molecules. These quaternary structures are
generated as a result of interactions between two or
more polypeptide chains (Figure 2d), formed by the
spatial arrangement by noncovalent interactions into

a multimeric protein.>®

Figure 1. Schematic diagram showing stabilizing forces in
proteins: 1. electrostatic interactions; 2. hydrogen bonds;
3. disulfide bonds; 4. dipole-dipole interactions; and

5. hydrophobic interactions.!

Figure 2. Schematic representation of four different levels
of protein structure: a. primary; b. secondary; c. tertiary;
and d. quaternary structure.”




Protein denaturation

The denaturation or unfolding of proteins is the breaking or alteration of stabilizing forces in the native structure.
It causes protein to lose or unfold its native structure. Heat, pressure, shear or changes in formulation conditions
(e.g., pH orionic strength) may cause proteins to lose their native structure; the compact native protein molecule
begins to unfold into a disordered, random structure (Figure 3). Depending on the formulation or processing conditions,
protein aggregates linked through intermolecular and intramolecular bonds such as covalent (e.g., disulfide bonds) or
noncovalent bonds (e.g., van der Waals' and electrostatic interactions) may be possible. It also is important to note
that the general term denaturation can include many denatured forms of a protein, varying from slight changes in the
tertiary structure without changes to the secondary structure (e.g., nonnative form) or major changes in secondary
and, therefore, tertiary structure.

Figure 3. lllustration of heat-induced changes in the structure of native proteins such as: a. denaturation and
aggregation of proteins, and b. formation of covalent and noncovalent protein interactions.

Milk proteins: identification, structure and physicochemical properties

Milk is a complex biological fluid containing water, fat, lactose, proteins and minerals (Table 1). Water is present as a
continuous phase in which other constituents are either dissolved or suspended. Lactose and a portion of the mineral
salts are found in the solution; proteins and the remainder of the minerals are found in a colloidal suspension.

TABLE 1: AVERAGE COMPOSITION OF RAW BOVINE MILK®

COMPONENT % (W/W) IN MILK
Water 87.30
Lactose 4.60
Fat 3.90
Proteins 3.30

Casein proteins 2.60

Whey proteins 0.70

Minerals 0.70

Organic acids 0.20
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Bovine milk contains 30 to 35 grams of protein per kilogram, which is broadly classified into two main categories,
namely, casein and whey proteins.®’ Casein exists predominantly in the colloidal state; whey proteins exist in soluble
form. The casein and whey proteins provide different functional properties and play different roles depending on their
state and structure in the agueous solution.

Caseins and whey proteins have very different structures and, therefore, different physicochemical properties that
form the basis for the manufacture of many dairy and food products. The comparison of properties of casein and
whey proteins are summarized in Table 2. Based on the properties of casein and whey proteins listed in the table,
it is apparent the properties of milk proteins influence their behavior in food products. A common example is the
precipitation of casein. Lowering the pH of milk via fermentation or direct acidification yields products such as yogurt
and cottage cheese. Coagulation of kappa-casein (k-CN) with rennet leads to production of cheese.

K-CN is one of four major types of casein molecules, which also include alpha-si-, alpha-s2- and beta-caseins. The
alpha- and beta-caseins are hydrophobic proteins that are readily precipitated by calcium. k-CN is a distinctly different
molecule; it is not calcium-precipitable. As the caseins are secreted, they self-associate into aggregates called micelles
in which the alpha- and beta-caseins are kept from precipitating by their interactions with K-CN. In essence, K-CN
normally keeps the majority of milk protein soluble and prevents it from spontaneously coagulating.

TABLE 2: COMPARISON OF SELECTED PHYSICOCHEMICAL PROPERTIES OF CASEIN AND WHEY PROTEINS®

PROPERTIES CASEINS WHEY PROTEINS

Lack well-defined secondary,
Structure tertiary and quaternary structure;
possess random coil structure

Well-defined tertiary and
quaternary structure

. . . Low in sulfur-containing amino acids; Relatively high in sulfur-containing
Amino acid composition o : - o ; h
high in proline amino acids; low in proline
Elivysies S Exist as large coH_owda! aggregates Exist as globular proteins m»form of
called casein micelles monomer-octamers, depending on pH
Solubility at pH 4.6 Insoluble at pH 4.6 Soluble at pH 4.6
Very heat-stable (can withstand severe heat Heat-labile (can be completely
Heat stability treatment such as sterilization, ultrahigh denatured, particularly when heating
temperature (UHT) or retort processing) at 90°C or higher)

Can be coagulated by specific,
limited proteolysis (e.g., rennet coagulation)
or ethanol

Coagulation by limited
proteolysis or ethanol

Cannot be readily coagulated by enzyme
or limited proteolysis or ethanol

CASEINS

Caseins are the major proteins in milk. They represent about 80% of the total nitrogenous material in bovine milk.
They exist in the milk as casein micelles. Various models of the casein micelle structure have been proposed since the
initial reports in 1969.° Because of the amphiphilic nature of casein, it has excellent surface-active and emulsification
properties. Caseins have a relatively high charge and contain many proline residues but few cysteine residues.’® A
detailed overview of the structure and properties of casein micelles has been published.”

Caseins possess low levels of secondary and tertiary structures, a feature that contributes to their remarkable stability at
high temperatures. However, when subjected to severe heat treatment, caseins undergo changes, such as dephosphorylation
and proteolysis. Polymerization of caseins can occur as a result of condensation reactions (e.g., Maillard-type reactions) and
the formation of lysinoalanine. The changes in casein micelles upon heat treatment include an increase in hydrodynamic
diameter, decrease in zeta potential and hydration, and the dissociation of caseins from micelles,”® which have been
reviewed in detail."*"




The association and dissociation of casein micelles may occur depending on processing conditions, pH and ionic

environment. This is an important property of casein micelles, which forms the basis for various products and
functional dairy ingredients such as yogurt, cheese and sodium caseinate (Figure 4).

Many technologically important properties of milk, such as heat stability, rennet coagulability and the strength and
syneresis properties of rennet gels, are strongly influenced by calcium ions (Ca?"). The binding of Ca?* to caseins is
mainly through phosphoseryl residues and also via the carboxylic acid side chains.

Figure 4. Various approaches to modify the functionality of milk proteins.”” Schematic diagram showing changes in the
casein micelle as affected by change in processing and formulation conditions.

WHEY PROTEINS

Whey proteins or milk serum proteins are the proteins that remain soluble following the isoelectric precipitation of
casein at pH 4.6 at 20°C to produce acid whey or following the coagulation of casein by limited proteolysis with
rennet to produce sweet whey.'®"” The average compositions of these two whey types are shown in Table 3.

Whey proteins represent about 20% (i.e., 5 to 7 grams per liter) of the total nitrogenous material in bovine milk.
The principal whey proteins are 3-lactoglobulin (3-LG), a-lactalbumin (a-LA), bovine serum albumin (BSA) and
immunoglobulins (Igs) in decreasing order of whey protein concentration.? Whey proteins are predominantly globular with
a rather uniform distribution of hydrophobic/hydrophilic amino acids along their polypeptide chains (in contrast to caseins).

TABLE 3: PROTEIN COMPOSITIONS OF SWEET WHEY AND ACID WHEY®117

APPROXIMATE % OF TOTAL WHEY PROTEIN

PROTEIN ACID WHEY SWEET WHEY
[-lactoglobulin 54 45
a-lactalbumin 23 18

Bovine serum albumin 6 5
Immunoglobulins 6 5
Casein-derived peptides 2 20
Enzymes 2 2
Phospholipid-protein complexes 5 5
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They lack the amphiphilic nature of casein monomer subunits, a feature that confers on them many unigue functional
properties.’® The substantially lower proline content of the whey protein molecules permits a globular conformation
with a large amount of helical content, which again explains their strong susceptibility to denaturation by heat.”°

Whey proteins are sold commercially as food and nutritional ingredients, such as whey powders, whey protein
concentrates (WPCs) and whey protein isolates (WPIs). WPCs and WPIs are valuable ingredients in the food industry
because of their exceptional nutritional value and important functional properties, such as emulsification, solubility and
ability to form heat- or pressure-induced gels.?"?? The composition of commercial WPCs varies widely,?*?* affected by
various factors such as concentration, seasonal variation, the type of whey (whey source) and the processing methods
used to manufacture the WPC (Table 4).

The denaturation of whey protein occurs when hydrogen, hydrophobic or covalent bonds are affected.”® This often
exposes hydrophobic amino acid side chains that normally are buried within the native three-dimensional structure
and, thus, causes an increased reactivity of such groups. Through sulfhydryl-disulfide interchange and hydrophobic
interactions, the unfolded protein molecules may associate with each other to form aggregates (Figure 3), which will
become insoluble as they grow in size. Severe heat treatments can lead to interactions with other protein molecules,
which result in intermolecular association and aggregation and, finally, precipitation or gelation, depending on several
factors, including the protein concentration, heating and cooling rates, pH and ionic strength.?>2618.2143 Descriptions of
possible heat-induced changes in the milk proteins has been summarized in Table 4.

TABLE 4: DESCRIPTIONS OF POSSIBLE HEAT-INDUCED CHANGES IN PROTEINS?

Protein denaturation is any modification in Aggregation or polymerization: The terms Gelation is an orderly aggregation of native
secondary, tertiary or quaternary conformation aggregation or polymerization, precipitation, and/or (partially) denatured proteins, forming
that is not accompanied by the rupture of coagulation and flocculation refer to unspecified a three-dimensional network structure in
peptide bonds involved in the primary structure. protein-protein interactions that result in the which protein-protein and protein-solvent
The final conformation after denaturation can formation of large complexes with higher interactions are balanced to produce a well-
correspond to a totally (random coil) or partially molecular weights. ordered matrix that is capable of holding
unfolded polypeptide structure. significant amounts of water.

Structure-function relationship of milk proteins

The relationship between the structure and function of milk proteins dictates their role in final products. Milk is a

colloidal system. Extrinsic and intrinsic factors affect interactions within and between proteins. Extrinsic factors that
affect levels of denaturation, aggregation and protein-protein interaction at the molecular level include temperature,
protein concentration, pH, ionic strength and type of ion, processing conditions, and external energy such as shear,
heat, high pressure or ultrasonication. Intrinsic factors include hydrophobicity, electrostatic interactions, disulphide

bonds, molecular weight and amino acid composition (Figure 5).28

EXTRINSIC FACTORS INTRINSIC FACTORS

Temperature Amino acid composition
Pressure Molecular weight
pH Hydrophobicity
Protein concentration Electrostatic interaction
lonic strength Number of disulfide bonds and free sulfyral groups

Type of salts (monovalent, divalent)

Figure 5. Factors affecting protein-protein interactions.?®




The structure of a food determines the appearance, body, texture, sensory attributes, bioavailability and nutrient
delivery in the final product. Therefore, specific formulations and processing conditions can be used to tailor specific
protein-protein interactions, which ultimately lead to the development of food products with different structures.
Different types of protein interactions depend on the environment in the food system, which are summarized in
Figure 6. Therefore, knowledge of protein structure and protein-protein interactions is used in the development of
dairy ingredients with specific functionalities as well as in the development of final food products and beverages.

The opportunity is to combine the knowledge of structure-function relationships, protein-protein interactions and
functional properties to modify processing outcomes such as the denaturation and aggregation pathways of milk
proteins. For example, milk proteins possess excellent stabilizing, water-holding and emulsification properties. These
properties can be optimized to develop clean-label food products (i.e., minimizing the use of stabilizers and emulsifiers).
Achieving tailor-made food structures requires combining the knowledge of physicochemical properties of proteins and
the interactions between processing and formulation parameters.

Figure 6. Schematic diagram showing the possibility to manipulate protein interactions as affected by various
processing parameters and formulation conditions.?®

Changes in protein structure and protein-protein interaction as well as interactions of proteins with other components
in the food system contribute to the textural and functional properties (e.g., gelling, viscosity) of the final products.
Proteins can interact with other proteins or with other components present in the food systems, such as carbohydrates,
fats and minerals. This makes the system more complex but provides opportunities to develop products with novel
texture. For example, protein gels, in the presence of lipid-containing small fat globules with narrow particle size
distribution, have been reported to have smooth texture and higher gel strength.?° This suggests that it also may be

possible to manipulate the texture and smoothness of the final product by manipulating interactions between proteins
and lipids in the food systems.

A protein molecule’s charge at a given pH is important because it affects the electrostatic repulsion and interaction of
proteins (Figure 7).3'3? The repulsive forces can be altered by changing the pH of the protein solution or by the addition
of ions or salt to the protein solution, which allows for tailored protein-protein interactions.

This is one of the reasons for reduction of electrostatic repulsive forces upon an increase in ionic strength.>® The type
of salt (e.g., monovalent salts vs. divalent salts) also affects the protein-protein interactions and the type of gel formed.
The salt concentration required to change gel microstructure depends on the salt's position in the Hofmeister series.?*
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Figure 7. Net negative charge: Schematic diagram showing effect of pH on the charges of protein molecules and
protein interactions.®

MILK PROTEIN FUNCTIONALITY

In addition to being an excellent source of nutrition, milk proteins play an important role in providing desirable functional
properties in final products. Dairy ingredients are used as functional ingredients for a range of applications in the food industry
(Table 5). Ingredients such as whole milk powder (WMP), skim milk powder (SMP), milk protein concentrates (MPC),
WPCs and WPIs are used in the formulations of nutritional and meal replacement beverages or recombined milk products.

In many instances, these foods and beverages are subjected to severe heat treatments such as ultra-high temperature
(UHT) treatment or retort sterilization to extend shelf life and ensure food safety for human consumption. Therefore, dairy
ingredients intended for food and beverage applications that require the protein system to maintain its solubility, such as
in ready-to-drink (RTD) beverages, must be heat-stable and able to withstand commonly used severe heat treatments.

Heat stability is the ability of proteins to survive severe heat processing without detrimental changes, such as excessive
turbidity, increased viscosity, phase separation, precipitation or gelation, during or shortly after processing.*! Heat stability
of milk is a function of its protein stability.*> The application of heat leads to levels of denaturation and aggregation,
resulting potentially in thickening or gelation of the mixture.** In some cases where heat stability is desired, denaturation
and aggregation of whey proteins can be detrimental. Examples of poor heat stability consequences during processing are:

* Restriction on the concentration of solids (total solids) that can be processed
* Reduced process efficiency
* Reduced ability to tolerate time and temperature during processing

Therefore, heat stability is one of the most important processing considerations when selecting ingredients for use in
food and beverages.

Whey proteins, in particular, can undergo heat-induced denaturation, aggregation and gelation (Figure 8). The ability to
form heat-induced gels to achieve desired sensory and textural properties in foods is an important functional property
of whey proteins. These gels can be classified as “fine-stranded” or “particulate” (by appearance, microstructure or
rheological properties). The type of the structure will contribute to different textural properties of the final products.
Development of noncovalent (mostly hydrophobic) and disulfide-linked protein aggregates are possible during whey
protein aggregation and gelation.**#>4¢




TABLE 5: SELECTED FUN

TIONAL PROPERTIES OF DAIRY INGREDIENTS AND THEIR APPLICATIONS IN THE FINAL PRODUCTS36:37.3839.40

NO. PROPERTY DESCRIPTION EXAMPLES OF SELECTED APPLICATION
Meat products
Bakery products
i Confecti
1 e Interalcts Wlth product co.mponentls to 9” ?C lonary
provide high water-holding capacity Imitation cheese
Frozen desserts
Prepared foods
Soups and sauces
Interactions with other product components,
. . . ; Yogurts
2 Viscosity concentration, protein structure and heat Puddi
processes all contribute Uelellngss
Beverages
Coffee whitener
Ice cream
- o o o Salad dressings
- Ability to maintain two immiscible liquids :
3 Emulsification e ; Sausages (meat emulsions)
(e.g., water and oil) in a stable emulsion _
Soups, sauces and dips
Mayonnaise
Processed cheese
Ice cream
Frozen desserts
Ability to form stable foams at air-water interfaces, Whipped cream and toppings
4 Foaming providing excellent whipping ability (i.e., ability to Aerated confections
incorporate and hold air in the product) (e.g., nougat and marshmallows)
Cakes and mousses
Meringues
Yogurts
Bakery
Provides physical structure to food products
. o S Custards
5 Gelation by cross-linking proteins; improves mouthfeel focti
in certain applications Confectionary
Meat products
Prepared foods
Recombined, UHT and sterilized milk
Ability to remain in solution under different Soups and sauces
6 Solubility/ processing conditions and concentrations, in Infant and clinical nutrition
heat stability addition to varying conditions such as changes Coffee whitener
in pH, mineral levels and heat process Sports beverages
Protein-fortified juice beverages
Fortified milk beverages
Protein sports beverages
. . Visual attributes from opacity in beverages Chocolate
7 Opacity/clarity to clarity in high-acid sports beverages Confections/caramels
Sauces
Dressings
Confectionary, caramels
Usually associated with the Maillard reaction, Soft sweets and confection coatings
8 Flavor/color development providing desirable characteristics such as Baked goods

uniform brown color and caramelized flavors

(dough, cake, muffins, crackers)
Sauces/soups
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Protein gelation traditionally has been achieved by heating, but other physical and chemical processes also can be
used.?” Pressure is another physical means. Chemical means include acidification, enzymatic cross-linking and the
use of salts. These cause modifications in the protein structure and interactions of proteins with proteins and with
other components in the solutions. The characteristics of each gel will vary depending on factors such as protein
concentration, degree of denaturation caused by pH, temperature, ionic strength and/or pressure.*® The protein-protein
and protein-solvent interactions also are reported to be influenced by factors that affect protein gelation as well as
affecting the type and properties of gels.**?'

Figure 8. lllustration showing effects of severe heat treatments, such as UHT or retort sterilization, of whey protein
solutions. Severe heat treatment of whey protein solutions can lead to denaturation, aggregation and gelation or
excessive thickening of whey proteins.

HEAT TREATMENT AND MILK PROTEINS: EFFECTS ON FUNCTIONALITY

Heat treatment is an essential unit operation employed in the dairy industry to make products microbiologically safe,
extend shelf life and modify the functional properties of milk products.”1444505T Table 6 lists examples of the most
common heat treatments used in dairy processing.”'

TABLE 6: COMMON HEAT TREATMENTS EMPLOYED IN THE COMMERCIAL PROCESSING OF MILK AND MILK PRODUCTS"

HEAT TREATMENT TEMPERATURE/TIME CONDITIONS
Thermization 65°C/30 seconds
Pasteurization 72°C/15 seconds

Preheat treatment for milk powder 80 to 120°C/2 to 10 minutes
Preheat treatment for yogurt manufacture 90°C/5 to 10 minutes
UHT sterilization 140°C/3 to 20 seconds

Sterilization/retorting (batch/in-container) 110 to 120°C/5 to 20 minutes

These heat treatments all lead to various degrees of denaturation, aggregation and interactions of proteins.>%>?.53
Immunoglobulins, lactoferrin and BSA are sensitive to thermal processing. Partial denaturation of these proteins occurs
during commercial pasteurization. 3-LG and a-LA are extensively denatured during preheat treatments used for milk
powder manufacture and during UHT treatment. Depending on the severity of heat treatment, they form varying
proportions of high-molecular-weight aggregates linked via disulfide bonds or hydrophobically linked aggregates.
Also, in addition to formation of soluble aggregates such as dimers and trimers of B-LG, a-LA and BSA, disulfide-
linked complexes between caseins (K-CN and a_,-CN) and whey proteins are formed.>®>*>? Such process-induced
interactions also can be linked to specific functional properties.
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Upon the heating of milk, where both casein and whey protein are present, whey proteins interact with the casein micelles
to form casein-whey protein complexes (Figure 9).°>565253 Most studies conclude that thiol/disulfide interchange

reactions, which lead to the formation of intermolecular disulfide bonds, play an important role in the heat-induced
aggregation of 3-LG and its interaction with other proteins, including the caseins. Studies also report that, as well as
the aggregation by intermolecular covalent (disulfide) bonds, noncovalent interactions (such as hydrophobic or ionic
interactions) also are involved in the heat-induced interactions of milk proteins. The interactions between B-LG and
K-CN have been considered very important for functionality of many dairy products. Two disulfide bridges and a free
sulfhydryl group present in the native structure of 3-LG play an important role in its heat-induced interactions with k-CN
(Figure 9)_57,14,58,59,52

Figure 9. Schematic diagram showing possible protein interactions in the heat-treated milk system.

Some well-known examples of the beneficial effects of the heat-induced functionality of milk proteins include heat-
induced gelation of whey proteins,® preheat treatments for improving the heat stability of milk powder, evaporated and
sterilized milk products;®®¢"improved functional properties of milk powder;*? and improved yogurt texture.®® This topic
has been reviewed in detail >

HEAT TREATMENT AND WHEY PROTEINS: EFFECTS ON FUNCTIONALITY

Upon heating, whey proteins can denature and form soluble aggregates or insoluble aggregates (gels) by interacting
with other whey proteins (see Table 5 for description of terminology) in the system 64656667686970.46.71.72.73 Notably,
different whey proteins have different responses to heat treatment in terms of conformational changes, altered bonding
patterns, formation of interprotein aggregates via disulfide bond interchange and altered hydrophobic associations.
There are distinct differences in the denaturation behaviors of individual whey proteins because different whey proteins
have different thermal transition temperatures (Table 7). Because of the heterogeneity of the whey protein system, and
because the individual proteins exhibit different responses to heat, the thermal denaturation and aggregation of the
total whey proteins reflect the collective response of the component proteins.”*

TABLE 7: THERMAL DENATURATION TEMPERATURES AND ENTHALPIES OF WHEY PROTEINS?7517

WHEY PROTEIN TD (°C) TTR (°C) AH (kJ/mol)
B-LG 78 83 3N
a-LA 62 68 253
BSA 64 70 803
Ig 72 89 500

TD = the initial denaturation temperature; TTR = the temperature at the differential scanning calorimetry peak maximum; AH = the enthalpy of denaturation.

n
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SOME COMMERCIAL APPLICATIONS OF HEAT TREATMENTS FOR PROTEIN FUNCTIONALITY
1. Yogurt

Preheat treatments (e.g., 90°C for 10 minutes) are commonly applied to milk used in yogurt manufacture and are
reported to improve the textural, microstructural and rheological properties of yogurt.”®’” The heat-induced interactions
between 3-LG and k-CN, via sulfhydryl-disulfide interchange, are believed to be central to the improvement in the yogurt
texture.'*>? Also, yogurts made from preheated milks have higher pHs at gelation and produce considerably firmer gels
than yogurts made from unheated milks.’6:636.78

2. Milk powders

During the manufacture of milk powders, a range of preheat treatments are applied to milk with the aim to produce
milk powders with specific functional properties. Skim milk powders are broadly classified as low-, medium- and high-
heat powders. This classification is usually based on the whey protein nitrogen index (WPNI), which is the amount
of undenatured whey protein present in the powder. It is related to the denaturation of whey proteins as a result of
specific heat treatment that is used during the manufacture of milk powders, particularly during preheat treatment,
evaporation and drying.” The interactions between denatured whey proteins and casein micelles ultimately influence
the functionality of milk powders. These protein interactions also affect how the casein micelles behave during further
processing such as evaporation and drying.”” During evaporation, the casein micelle size increases primarily due to
the aggregation of the micelles or association of whey proteins with the micelles.

In the manufacture of high-protein powders, concentration of milk by ultrafiltration, in particular diafiltration prior to
drying, can cause dissolution of colloidal calcium phosphate, resulting in loosening of the casein micelle structure and
possible swelling of the casein micelles. Increasing the degree of concentration causes progressive breakdown of micellar
structure from an intact micelle to a swollen diffuse micelle and, finally, to a smaller fragmented micellar structure. Such
changes in the casein micelle predispose the milk system to further protein-protein interactions during spray drying and,
consequently, impact the functionality of the ingredients.”®8081

NONHEAT MODIFICATIONS TO FUNCTIONAL PROPERTIES OF MILK PROTEINS

Stability and functional properties of milk proteins such as viscosity, gelling and emulsification can be modified through
physicochemical modifications of milk proteins (i.e., using heat, shear, high-pressure processing, ultrasonication, pH,
jonic strength and charge manipulations); through enzymatic modifications (e.g., transglutaminase (TGase) cross-linking
of proteins); or through chemical modifications (e.g., succinylation, lactosylation and ligand binding). Such approaches
can be used to tailor the functional properties of milk proteins to meet customer expectations.

Enzymatic cross-linking and modifications of milk proteins through TGase have been reported to enhance the functional
properties of milk proteins,®” including increasing the gel strength, water-holding capacity®® and viscosity of acid gels.848>8¢
This allows for the potential to manufacture low-fat yogurt without the addition of gums®® and can help prevent serum
separation or syneresis caused by changes in temperature or physical impacts. TGase treatment of milk protein also
can enhance heat stability of milk proteins.8”#8° The enzymatic modifications also can help improve the surface activity
and emulsification properties of milk proteins.*°

Chemical modifications such as succinylation of milk proteins®® make it possible to develop new products through
formation of electrostatically stable complexes between anionic native proteins and protein derivatives with a net
positive charge. The microlayering of sodium caseinate submicelles to stratify the thin film layer via step transition
could play an important role in stability of food emulsions.??°°

Recently, carbon dioxide treatment of milk proteins has been used to optimize the ratio of micellar to nonmicellar casein
in milk intended for the manufacture of yogurts with customized body, texture and flavor. It also has been used to improve
functional properties (solubility, emulsification and heat stability) of MPC and micellar casein concentrate (MCC).3

Another approach is the application of high-pressure processing (HPP) for the preservation and modification of various
aspects of foods, including alteration of their functional properties.®*%>°6798 |t has been reported as a physical tool for
protein modification and, thus, has the potential to produce new dairy products with modified texture and functional
properties. HPP is gaining acceptance for food processing and preservation because of increased consumer demand for
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microbiologically safe, nutritious, clean-label and “freshlike” food products with an acceptable shelf life 229495 HPP |eads
to protein denaturation, aggregation and gelation by altering the delicate equilibrium between the bonds that stabilize the

native structure of proteins.'00101102103104 The impact is different from heat and is dependent on the type of protein, pH,
jonic strength, the applied pressure and pressurizing temperature, and the duration of the pressure treatment.10>102106107
The destabilization can affect the aggregation behavior, pressure-induced functionality such as gel formation, and physical,
rheological and microstructural properties of whey proteins. /08199101 Comprehensive chapters on the effects of HPP on

milk proteins can be reviewed.>3"12>1113

Ultrasonic processing is an emerging technology in food and dairy applications. Ultrasound refers to sound waves
above the frequency of human hearing (~ >18 kHz). When ultrasound passes through a liquid, bubble nuclei present in
the liquid grow by bubble coalescence and rectified diffusion. When these bubbles reach a critical size, they collapse
under near-adiabatic conditions (without gain or loss of heat), generating extreme conditions that in the surrounding
liqguid include intense shear forces, turbulence and microstreaming. This is known as acoustic cavitation, and these
physical effects are used in the processing of food. Ultrasound-induced physical effects are finding increased use in
dairy processing, in applications such as the enhancement of whey ultrafiltration," reduction of product viscosity,"®
homogenization of milk fat globules and altering fermentation characteristics,”” sonocrystallization of lactose and the
cutting of cheese blocks."

The increased availability of efficient, large-scale continuous flow through ultrasonic systems has enabled these processes
to move from the laboratory to commercial operations throughout Europe and the United States.”?° Ultrasonic processing
is establishing itself as a significant food-processing technology and has the significant potential to modify the functional
application of dairy proteins, both casein and whey. It has the capability for large commercial scale-up and good payback
on capital investment.'?°

Conclusion

Milk and, in particular, milk proteins are fascinating and complex systems designed by nature. They can be processed
into a huge array of nutritious and great-tasting food products and beverages. With the evolution of food science and
technology, we are continually learning to harness the potential of milk proteins to provide increasing nutritional and
functional benefits for the development and marketing of food products. Today's food consumers are becoming ever
more discerning, demanding new products as well as improved flavors and texture, all with ingredient labels that are
simple and clear. Milk and, specifically, milk ingredients are uniquely positioned to provide an ever-widening opportunity
for food scientists to meet and exceed consumer expectations.

For more information about dairy ingredient research, visit ThinkUSAdairy.org or USDairy.com. For assistance with new
or improved products using dairy ingredients, contact Dairy Technical Support at techsupport@ThinkUSAdairy.org.

13



Technical Report: Understanding the Role of Dairy Proteins in Ingredient and Product Performance

References

' Privalov PL, Gill SJ. Stability of protein structure and hydrophobic interactions. Adv Protein Chem. 1988;39:191-234.

2 Paulsson M. Thermal denaturation and gelation of whey proteins and their adsorption at the air/water interface. Lund: Lund University, Sweden; 1990.

3 Singh H, Havea P. Thermal Denaturation, Aggregation and Gelation of Whey Proteins. In: Fox PF, McSweeney PFH, eds. Advanced Dairy Chemistry, Volume T: Proteins.
3rd ed. New York, NY: Kluwer Academic/Plenum Publishers; 2003:1257-1283.

4 Nishiura J. Lecture 2: Structures and Properties of Biological Molecules: Proteins. Retrieved from Brooklyn College Biology 4: http://academic.brooklyn.cuny.edu/
biology/bio4fv/page/3d_prot.htm.

° Considine T, Patel HA, Anema SG, Singh H, Creamer LK. Interactions of milk proteins during heat and high hydrostatic pressure treatments — A Review. Innov Food
Sci Emerg Technol. 2007;8(1):1-23.

¢ Walstra P, Jenness. R. Dairy Chemistry and Physics. John Wiley & Sons, New York; 1984,

7 Fox PF. Milk Proteins: General and Historical Aspects. In: Fox PF, McSweeney PLH, eds. Advanced Dairy Chemistry, Volume 1: Proteins. 3rd ed. New York, NY: Kluwer
Academic/Plenum Publishers; 2003:1-48.

& O'Mahony JA, Fox PF. Milk Proteins: Introduction and Historical Aspects. In: McSweeney PLH, Fox PF, eds. Advanced Dairy Chemistry, Volume 1A, Proteins: Basic
Aspects. 4th ed. New York, NY: Springer Science+Business Media; 2013:43-85.

? Huppertz T. Chemistry of caseins. In: McSweeney PLH, Fox PF, eds. Advanced Dairy Chemistry, Volume TA: Proteins: Basic Aspects. 4th ed. New York, NY: Springer
Science+Business Media; 2013:135-160.

10 Swaisgood HE. Chemistry of the caseins. In: Fox PF, McSweeney PLH, eds. Advanced Dairy Chemistry, Volume T: Proteins. 3rd ed. New York, NY: Kluwer Academic/
Plenum Publishers; 2003:139-201.

" de Kruif CG, Holt C. Casein Micelle Structure, Functions and Interactions. In: Fox PF, McSweeney PLH, eds. Advanced Dairy Chemistry, Volume 1: Proteins. 3rd ed.
New York, NY: Kluwer Academic/Plenum Publishers; 2003:233-276.

2 Fox PF. Heat-induced coagulation of milk. In: Fox PF, ed. Developments in Dairy Chemistry, Volume T: Proteins. London, England: Applied Science Publishers; 1982:189-228.

3 Singh H, Creamer LK. Heat stability of milk. In: Fox PF, ed. Advanced Dairy Chemistry—1 Proteins. 2nd ed. London, England: Elsevier Applied Science Publishers; 1992:621-656.

* Singh H. Heat-induced changes in casein, including interactions with whey proteins. In: Fox PF, ed. Heat-induced Changes in Milk, 2nd ed. Brussels, Belgium:
International Dairy Federation; 1995:86-104.

> Huppertz T, Smiddy MA, de Kruif CG. Biocompatible Micro-Gel Particles from Cross-Linked Casein Micelles. Biomacromolecules. 2007;8(4):1300-1305.

e Donovan M, Mulvihill DM. Thermal Denaturation and Aggregation of Whey Proteins. Ir J Food Sci Tech. 1987;11(1):87-100.

7 Jelen P, Rattray W. Thermal denaturation of whey proteins. In: Fox PF, ed. Heat-induced changes in milk. 2nd ed. Brussels, Belgium: International Dairy Federation; 1995:66-85.

8 Mulvihill DM, Donovan M. Whey Proteins and Their Thermal Denaturation - A Review. Ir J Food Sci Technol. 1987;11:43-47.

19 Pearce RJ. Thermal denaturation of whey protein. Int Dairy Fed Bull. 1989;238:17-23.

20 Sawyer L. B-Lactoglobulin. In: Fox PF, McSweeney PLH, eds. Advanced Dairy Chemistry, Volume T: Proteins. 3rd ed. New York, NY: Kluwer Academic/Plenum
Publishers; 2003:319-386.

21 de Wit JN. Thermal Stability and Functionality of Whey Proteins. J Dairy Sci. 1990,73(12):3602-3612.

22 Mulvihill DM. Production, functional properties and utilization of milk protein products. In: Fox PF, ed. Advanced Dairy Chemistry, Volume 1, Proteins. London, England:
Elsevier Applied Science; 1992:369-404.

23 Morr CV, Foegeding EA. Composition and functionality of commercial whey and milk protein concentrates and isolates: a status report. Food Technol. 1990;44(8):100-112.

24 Huffman LM. Processing of whey for use as a food ingredient. Food Technol. 1996,50(2):49-52.

25 de Wit JN. Functional properties of whey proteins in food systems. Neth Milk Dairy J. 1984;38:71-89.

26 de Wit JN. The use of whey protein products. A review. Ede, Neth: NIZO; 1989.

27 Messens W, Van Camp J, Huyghebaert A. The use of high pressure to modify the functionality of food proteins. Trends Food Sci Technol. 1997,8(4):107-112.

28 Phillips LG, Whitehead DM, Kinsella J. Protein Gelation. In: Phillips LG, Taylor SL, eds. Structure—Function Properties of Food Proteins. San Diego, CA: Academic Press, Inc.;
1994:179-204.

22 Livney YD. Milk proteins as vehicles for bioactives. Curr Op Colloid Interface Sci. 2010;15(102):73-83.

30 Sikorski ZE. Chemical and functional properties of food components. 2nd ed. Lancaster, PA: Technomic Publishing Company, Inc.; 1997:119-160.

31 Kinsella JE, Rector DJ, Phillips LG. Physicochemical properties of proteins: Texturization via gelation, glass and film formation. In: Yada RY, Jackman RL, Smith JL, eds.
Protein Structure-Function Relationship in Foods. New York, NY: Springer Science+Business Media; 1994:1-21.

32 Zayas JF. Functionality of Proteins in Foods. Berlin: Springer-Verlag; 1997:310-365.

33 Foegeding EA, Bowland EL, Harding CC. Factors that determine the fracture properties and microstructure of globular protein gels. Food Hydrocolloids.
1995,9(4):237-249.

34 Bylund G. Dairy processing handbook. Lund, Sweden: Tetra Pak Processing Systems AB; 1995.

35 Mulvihill DM, Kinsella JE. Gelation of B-Lactoglobulin: Effects of Sodium Chloride and Calcium Chloride on the Rheological and Structural Properties of Gels.
J Food Sci. 1988;53(1):231-236.

 Huppertz T, Patel H. Advances in Milk Protein Ingredients. In: Ghosh D, Das S, Debasis B, Smart RB, eds. Innovation in Healthy and Functional Foods. London, England:
CRC Press; 2012:363-386.

37 Morr CV. Functional properties of milk proteins and their use as food ingredients. In: Fox PF, ed. Development in Dairy Chemistry. London, England: Applied Science
Publishers; 1982:375-379.

3 DairyGood website. dairygood.org. Accessed June 24, 2015.

3% Canadian Dairy Commission website. http://www.milkingredients.ca/. Accessed June 24, 2015.

40 Patel H. Prepared Food Application of Milk Powders and Dairy Ingredients. In: Lagrange V, ed. Reference Manual for U.S. Milk Powders: 2015 Revised Edition.
Arlington, VA: US Dairy Export Council; 2015.

41 Burrington KJ, Agrawal S. Technical Report: Whey Protein Heat Stability. Arlington, VA: US Dairy Export Council; 2012.

42 Singh H. Heat stability of milk. Int J Dairy Technol. 2004,;57(2-3):111-119.

43 Singh H, Fox PF. Heat stability of milk: pH-dependent dissociation of micellar K casein on heating milk at ultra high temperatures. J Dairy Res. 1985,52(4):529-538.

44 Patel HA, Singh H, Anema SG, Creamer LK. Effects of Heat and High Hydrostatic Pressure Treatments on Disulfide Bonding Interchanges among the Proteins in
Skim Milk. J Agric Food Chem. 2006,54(9):3409-3420.

4 Havea P, Singh H, Creamer LK, Campanella OH. Electrophoretic characterization of the protein products formed during heat treatment of whey protein concentrate
solutions. J Dairy Res. 1998,;65(1):79-91.

46 Havea P, Singh H, Creamer LK. Heat-induced aggregation of whey proteins: comparison of cheese WPC with acid WPC and relevance of mineral composition.
J Agric Food Chem. 2002;50(16):4674-4681.

47 Aguilera JM. Gelation of whey proteins. Food Technol. 1995,49(10):83-89.

14



48 Totosaus A, Montejano JG, Salazar JA, Guerrero |. A review of physical and chemical protein-gel induction. Int J Food Sci Tech. 2002;37(6):589-601.

4% Hermansson, AM. Aggregation and denaturation involved in gel formation. In: Pour-El A, ed. Functionality and Protein Structure. ACS Symposium Series 92.
Washington, DC: American Chemical Society; 1979:81-103.

°0 Patel HA, Anema SG, Holroyd SE, Singh H, Creamer LK. Methods to determine denaturation and aggregation of proteins in low-, medium- and high-heat skim milk

powders. Lait. 2007;87(4-5):251-268.

Patel HA, Carroll T, Kelly AL. Nonthermal Preservation Technologies for Dairy Applications. In: Chandan RC, Kilara A, Shah NP, eds. Dairy Processing & Quality

Assurance. Ames, |A: Wiley-Blackwell; 2008:465-482.

°> Anema SG. The whey proteins in milk: thermal denaturation, physical interactions and effects on functional properties of milk. In: Thompson A, Boland M, Harjinder

S, eds. Milk Proteins: From Expression to Food. 1st ed. Amsterdam, The Netherlands: Elsevier Inc.; 2009:239-281.

Patel HA, Creamer LK. High pressure-induced interactions involving involving whey proteins. In: Thompson A, Boland M, Singh H, eds. Milk Proteins: From Expression

to Food, Tst ed. Food Science and Technology: International Series. New York, NY: Elsevier Inc.; 2009:205-227.

Considine T, Patel HA, Singh H, Creamer LK. Influence of binding of conjugated linoleic acid and myristic acid on the heat- and pressure-induced unfolding and

aggregation of 3-lactoglobulin B. Food Chem. 2007;102(4):1270-1280.

% Anema SG, Li Y. Further Studies on the Heat-induced, pH-dependent Dissociation of Casein from the Micelles in Reconstituted Skim Milk. Lebensm Wiss Technol.
2000;33 (5):335-343.

°¢ Anema SG, Li Y. Association of denatured whey proteins with casein micelles in heated reconstituted skim milk and its effect on casein micelle size. J Dairy Res.
2003;70(1);73-83.

7 Jang HD, Swaisgood HE. Characteristics of the interaction of calcium with casein submicelles as determined by analytical affinity chromatography. Arch Biochem
Biophys.1990;283(2):318-325.

%8 Corredig M, Dalgleish DG. The mechanisms of the heat-induced interaction of whey proteins with casein micelles in milk - effect of protein concentration at pH
6.75 and 8.05. Int Dairy J.1999,9(3):233-236.

%% Cho 'Y, Singh H, Creamer LK. Heat-induced interactions of 3-lactoglobulin A and K casein B in a model system. J Dairy Res. 2003;70(1):61-71.

%0 O'Connell JE, Fox PF. Heat-Induced Coagulation of Milk. In: Fox PF, McSweeney PLH, eds. Advanced Dairy Chemistry, Volume 1: Proteins. 3rd ed. New York, NY: Kluwer

Academic/Plenum Publishers; 2003:879-945.

Nieuwenhuijse JA, van Boekel MAJS. Protein Stability in Sterilised Milk and Milk Products. In: Fox PF, McSweeney PLH, eds. Advanced Dairy Chemistry, Volume 1:

Proteins. 3rd ed. New York, NY: Kluwer Academic/Plenum Publishers; 2003:947-974.

Kelly AL, O'Connell JE, Fox PF. Manufacture and Properties of Milk Powders. In: Fox PF, McSweeney PLH, eds. Advanced Dairy Chemistry, Volume 1: Proteins. 3rd ed.

New York, NY: Kluwer Academic/Plenum Publishers; 2003:1027-1061.

3 Lucey JA, Singh H. Acid Coagulation of Milk. In: Fox PF, McSweeney PLH, eds. Advanced Dairy Chemistry, Volume T: Proteins. 3rd ed. New York, NY: Kluwer Academic/
Plenum Publishers; 2003:1001-1026.

64 McSwiney M, Singh H, Campanella OH. Thermal aggregation and gelation of bovine {3 lactoglobulin. Food Hydrocolloids. 1994;8(5):441-453.

% McSwiney M, Singh H, Campanella OH, Creamer LK. Thermal gelation and denaturation of bovine 3-lactoglobulins A and B. J Dairy Res. 1994,61(2):221-232.

% GezimatiJ, Creamer LK, Singh H. Heat-induced Interactions and Gelation of Mixtures of 3-Lactoglobulin and a-Lactalbumin. J Agric Food Chem.1997;45(4):1130-1136.

7 Prabakaran S, Damodaran S. Thermal Unfolding of 3-lactoglobulin: Characterization of Initial Unfolding Events Responsible for Heat-Induced Aggregation. J Agric

Food Chem.1997,45(11):4303-4308.

Manderson GA, Hardman MJ, Creamer LK. Effect of Heat Treatment on the Conformation and Aggregation of 3-lactoglobulin A, B, and C. J Agric Food Chem.

1998,46(12):5052-5061.

% Manderson GA, Creamer LK, Hardman MJ. Effect of heat treatment on the circular dichroism spectra of bovine B-lactoglobulin A, B, and C. J Agric Food Chem.

1999;47(11):4557-4567.

Havea P, Singh H, Creamer LK. Characterization of heat-induced aggregates of B3 lactoglobulin, a-lactalbumin and bovine serum albumin in a whey protein

concentrate environment. J Dairy Res. 2001;68(3):483-497.

Schokker EP, Singh H, Pinder DN, Norris GE, Creamer LK. Characterization of intermediates formed during heat-induced aggregation of 3-lactoglobulin AB at

neutral pH. Int Dairy J.1999;9(11):791-800.

Schokker EP, Singh H, Creamer LK. Heat-induced aggregation of B lactoglobulin A and B with a-lactalbumin. Int Dairy J. 2000;10(12):843-853.

Hong Y-H, Creamer LK. Changed protein structures of bovine (3 lactoglobulin B and a-lactalbumin as a consequence of heat treatment. Int Dairy J. 2002;12(4):345-359.

de Wit JN, Klarenbeek G. Effects of Various Heat Treatments on Structure and Solubility of Whey Proteins. J Dairy Sci. 1984,;67(11):2701-2710.

Kinsella JE, Whitehead DM. Proteins in Whey: Chemical, Physical, and Functional Properties. Adv Food Nutr Res. 1989,(33):343-438.

Lucey JA, Singh H. Formation and physical properties of acid gels: a review. Food Res Int. 1998;30(7):529-542.

7 Tamime AY, Robinson RK. Yoghurt: Science and Technology. 2nd ed. Boca Raton, FL: Woodhead Publishing Ltd. and CRC Press LLC; 1999.

78 Anema SG, Li V. Effect of pH on the Association of Denatured Whey Proteins with Casein Micelles in Heated Reconstituted Skim Milk. J Agric Food Chem.
2003;51(6):1640-1646

7% Singh H. Interactions of milk proteins during the manufacture of milk powders. Lait. 2007;87(4-5):413-423.

80 Patel H, Huppertz T. Effects of High-pressure Processing on Structure and Interactions of Milk Proteins. In: Milk Proteins: From Expression to Food. 2nd ed.

Amsterdam, The Netherlands: Elsevier Inc.; 2014:243-267.

Patel H, Patel S. Technical Report: Milk Protein Concentrates: Manufacturing and Applications. Arlington, VA: US Dairy Export Council; 2014

@

£

o
Y

~

~
IN]

]

4
¥

~
&

&

=

»
IS

Nonaka M, Tanaka H, Okiyama A, et al. Polymerization of Several Proteins by Ca?*-Independent Transglutaminase Derived from Microorganisms. Agric Biol Chem.
1989;53(10):2619-2623.

Kuraishi C, Yamazaki K, Susa Y. Transglutaminase: Its utilization in the food industry. Food Rev Int. 2001;17(2):221-246.

Faergemand M, Sorensen MV, Jorgensen U, Budolfsen G, Qvist KB. Transglutaminase: effect on instrumental and sensory texture of set style yoghurt.
Milchwissenschaft. 1999;54:563-566.

Bonisch MP, Huss M, Weit, K, Kulozik U. Transglutaminase cross-linking of milk proteins and impact on yoghurt gel properties. Int Dairy J. 2007;,17(11):1360-1371.
Yiksel Z, Erdem YK. The influence of transglutaminase treatment on functional properties of set yoghurt. Int J Dairy Technol. 2010;63(1):86-97.

O'Sullivan MM, Kelly AL, Fox PF. Effect of Transglutaminase on the Heat Stability of Milk: A Possible Mechanism. J Dairy Sci. 2002;85(1):1-7.

O'Sullivan MM, Kelly AL, Fox PF. Influence of transglutaminase treatment on some physico-chemical properties of milk. J Dairy Res. 2002;69(3):433-442.
Mounsey JS, O'Kennedy BT, Kelly PM. Influence of transglutaminase treatment on properties of micellar casein and products made therefrom. Lait. 2005,85:405-418.
Kralova I, Sjéblom J. Surfactants Used in Food Industry: A Review. J Dispers Sci Technol. 2009,;30(9):1363-1383.

Ibel K, May RP, Kirschner K, Szadkowski H, Mascher E, Lundahl P. Protein-decorated micelle structure of sodium-dodecyl-sulfate--protein complexes as determined
by neutron scattering. Eur J Biochem. 1990; 190(2):311-318.

2 Dickinson E, Golding M, Povey M. Creaming and Flocculation of Qil-in-Water Emulsions Containing Sodium Caseinate. J Colloid Interface Sci. 1997,185(2):515-529.
Marella C, Salunke P, Biswas AC, Kommineni A, Metzger LE. Manufacture of modified milk protein concentrate utilizing injection of carbon dioxide. J Dairy Sci.
2014;98(6):3577-35809.

®
&

o
S

o
&

@
=S

®
3

®
®

®
8

o
S

©

©
@

15



%4 Datta N, Deeth HC. High pressure processing of milk and dairy products. Aust J Dairy Technol. 1999:54(1):41-48.

95 Datta N, Deeth HC. High pressure processing. In: Roginski H, Fuguay JW, Fox PF, eds. Encyclopedia of Dairy Sciences. London, England: Academic Press; 2003:1327-1333.

% Huppertz T, Kelly AL, Fox PF. Effects of high pressure on constituents and properties of milk. Int Dairy J. 2002;12(7):561-572.

97 Trujillo AJ, Capellas M, Saldo J, Gervilla R, Guamis B. Applications of high-hydrostatic pressure on milk and dairy products: a review. Innov Food Sci Emerg Technol.
2002;3(4):295-307.

%8 Claeys WL, Indrawati O, Van Loey AM, Hendrickx M. Review: are intrinsic TTls for thermally processed milk applicable for high-pressure processing assessment?
Innov Food Sci Emerg Technol. 2003;4(1):1-14.

9% Balny C, Masson P. Effects of high pressure on proteins. Food Rev Int. 1993;9(4):611-628.

100 Balci AT, Wilbey RA. High pressure processing of milk - the first 100 years in the development of new technology. Int J Dairy Technol. 1999;52(4):149-155.

101 Tedford L-A, Kelly SM, Price NC, Schaschke CJ. Interactive Effects of Pressure, Temperature and Time on Molecular Structure of 3-Lactoglobulin. J Food Sci.
1999;64(3):396-399.

102 Fertsch B, Miller M, Hinrichs J. Firmness of pressure-induced casein and whey protein gels modulated by holding time and rate of pressure release. Innov Food Sci
Emerg Technol. 2003;4(2):143-150.

103 Patel HA, Singh H, Anema SG, Creamer LK. Effects of heat and high hydrostatic pressure treatments on the aggregation of whey proteins in whey protein
concentrate solutions. Food New Zealand. 2004;4(3):29-35

104 Patel H, Patel S. Major Characteristics of Milk Powders and Test Methods. In: Lagrange V, ed. Reference Manual for U.S. Milk Powders: 2005 Revised Edition. Arlington,
VA: US Dairy Export Council; 2005.

5 Messens W, Van Camp J, Huyghebaert A. The use of high pressure to modify the functionality of food proteins. Trends Food Sci Technol. 1997,8(4):107-112.

19 Huppertz T, Fox PF, Kelly AL. High pressure treatment of bovine milk: effects of casein micelles and whey proteins. J Dairy Res. 2004,71(1):97-106.

197 Huppertz T, Fox PF, Kelly AL. High pressure-induced denaturation of a-lactalbumin and B-lactoglobulin in bovine milk and whey: a possible mechanism. J Dairy Res.
2004;71(4):489-495.

198 Walkenstrom P, Hermansson A-M. High-pressure treated mixed gels of gelatin and whey proteins. Food Hydrocoll. 1997;11(2):195-208

9% Van Camp J, Feys G, Huyghebaert A. High Pressure Induced Gel Formation of Haemoglobin and Whey Proteins at Elevated Temperatures. Lebensm Wiss Technol.
1996;29(1-2):49-57.

9 Van Camp J, Messens W, Clément J, Huyghebaert A. Influence of pH and Calcium Chloride on the High-Pressure-Induced Aggregation of a Whey Protein
Concentrate. J Agric Food Chem. 1997;45(5):1600-1607.

M Arias M, Lépez-Fandifio R, Olano A. Influence of pH on the effects of high pressure on milk proteins. Milchwissenschaft. 2000,55:191-194

12

Patel HA, Huppertz T. Effects of High-pressure Processing on Structure and Interactions of Milk Proteins. In: Milk Proteins: From Expression to Food. 2nd ed.

Amsterdam, The Netherlands: Elsevier Inc.; 2014:243-267.

Patel HA, Carroll T, Kelly AL. Nonthermal Preservation Technologies for Dairy Applications. In: Chandan R, ed. Dairy Processing and Quality Assurance. 2nd ed. Ames,

lowa: Wiley-Blackwell; 2015.

4 Ashokkumar M, Mason TJ, Sonochemistry. In: Kirk-Othmer Encyclopedia of Chemical Technology. Hoboken, NJ: John Wiley & Sons; 2007. doi:10.1002/0471238961.1
915141519211912.a01.pub?2.

5 Muthukumaran S, Kentish SE, Ashokkumar M, Stevens GW. Mechanisms for the ultrasonic enhancement of dairy whey ultrafiltration. J Membrane Sci. 2005;258(1-2):106-114.

'® Zisu B, Schleyer M, Chandrapala J. Applied ultrasound to reduce viscosity and control the rate of age thickening of concentrated skim milk. Int Dairy J. 2013;31(1):41-43.

7 Wu H, Hulbert GJ, Mount JR. Effects of ultrasound on milk homogenization and fermentation with yogurt starter. Innov Food Sci Emerg Technol. 2008;1(3):211-218.

"8 Zisu B, Sciberras M, Jayasena V, Weeks M, Palmer M, Dincer TD. Sonocrystallisation of lactose in concentrated whey. Ultrasonics Sonochem. 2014;21(6):2117-2121.

® Arnold G, Leiteritz L, Zahn S, Rohm H, Ultrasonic cutting of cheese: Composition affects cutting work reduction and energy demand. Int Dairy J. 2009;19(5):314-320.

20 Patist A, Bates D. Ultrasonic innovations in the food industry: From the laboratory to commercial production. Innov Food Sci Emerg Technol. 2008;9(2):147-154.

INDEX

13

SECTION PAGE NO.
Introduction 1
Protein structure 2
Protein denaturation 3
Milk proteins: identification, structure and physiochemical properties 3
Caseins 4
Whey proteins 5
Structure-function relationship of milk proteins 6
Milk protein functionality 8
Heat treatment and milk proteins: effects on functionality 10
Heat treatment and whey proteins: effects on functionality 1
Some commercial applications of heat treatments for protein functionality 12
Nonheat modifications to functional properties of milk proteins 12
Conclusion 13
References 14

Think %Dairy NDC

© 2015 U.S. Dairy Export Council | WWO50E brought to you by U.S. Dairy Export Council. NATIONAL DAIRY COUNCIL" Managed by Dairy Management Inc.™

16




