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METHODS INVOLVING WHEY PROTEIN 
ISOLATES 

RELATED U.S. APPLICATION DATA 

This application claims priority to provisional application 
No. 60/569,078, ?led on May 7, 2004, Which is hereby 
incorporated by reference in its entirety. 

BACKGROUND OF THE INVENTION 

1. Field of the Invention 
The present invention relates generally to the ?eld of 

protein chemistry. More particularly, it provides a process of 
isolating Whey proteins. The invention further relates to 
methods and compositions involving a Whey protein isolate 
that has loW turbidity across a Wide range of pH values. 

2. Description of Related Art 
One of the most superior classes of food protein is Whey 

protein. It is knoWn for its excellent amino acid pro?le, high 
cysteine content, rapid digestion, and interesting bioactive 
proteins (lactoglobulins, immunoglobulins, and lactofer 
rins). Nutritionally speaking, Whey protein is knoWn as a 
naturally complete protein because it contains all of the 
essential amino acids required in the daily diet. It is also one 
of the richest sources of branched chain amino acids 
(BCAAs) Which play a large role in muscle protein synthe 
sis. Moreover, some of the individual components of Whey 
protein have been shoWn to prevent viral and bacterial 
infection and modulate immunity in animals. 
Whey protein makes up one of the tWo major protein 

groups in milk, comprising approximately 20% of the total 
proteins in milk. Caseins account for the other protein 
portion in milk. In terms of nutrition, Whey protein has been 
rated as a higher quality protein than casein. Additionally, it 
is more soluble than casein, making it more attractive as 
food additives. Compositionally, Whey protein is actually 
made up of a mixture of different biological proteins. The 
majority of Whey protein consists of ot-lactalbumin (alpha 
LB) and [3-lactoglobulin (beta-LG). Present in lesser 
amounts can be immunoglobulin, bovine serum albumin, 
glycomacropeptide, lactoferrin, and lactoperoxidase. 
Whey proteins can be prepared from Whey, a by-product 

of the cheesemaking process, or by running milk through a 
micro?lter and collecting the How through. Using the 
cheesemaking process, the production of Whey protein 
involves several steps. After fresh milk is pasteuriZed, the 
casein or “curd” is removed to make cheese. The remaining 
liquid is knoWn as Whey. A number of methods are used to 
isolate and purify Whey proteins from liquid Whey. These 
processes include selective precipitation, membrane ?ltra 
tion, and ion exchange chromatography. The tWo major 
commercial isolation procedures for Whey proteins are ion 
exchange methods and micro?ltration, Which yield approxi 
mately 90%-95% Whey proteins. 

In selective precipitation, the Whey is physically adjusted 
to promote insolubility for a particular protein. Proteins tend 
to aggregate and precipitate at certain pHs and temperature. 
For example, ot-lactalbumin precipitates at a pH of 4.2 and 
a temperature of 65° C. In contrast, membrane ?ltration is 
essentially separating the liquid Whey by molecular mass. 
The liquid Whey is run through semi-permeable membranes 
to separate Whey proteins from other components. Both of 
these processes are volume-dependent, requiring large, 
expensive equipment to process large volumes of liquid 
Whey. 
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2 
Puri?cation by ion exchange chromatography can be 

accomplished through tWo different processes: selective 
adsorption or selective elution. In selective adsorption, a 
single protein is bound to the adsorbent leaving the rest of 
the Whey to run through the exchange column. [3-lactoglo 
bulin has been isolated in this Way using immobiliZed 
retinal. Alternatively, selective elution requires that all the 
proteins be trapped simultaneously onto an adsorbent. The 
proteins are Washed free from contaminants, and then eluted 
one by one to manufacture many different puri?ed proteins. 
As opposed to selective adsorption Which isolates only a 
single protein, selective elution alloWs the isolation of 
several different proteins. In comparison to membrane ?l 
tration and selective precipitation, ion-exchange chromatog 
raphy is less volume dependent because capacity depends on 
mass of protein recovered, not the volume of liquid pro 
cessed. 
TWo classes of Whey protein are currently in the market 

place: Whey protein concentrates and Whey protein isolates. 
Whey protein concentrates are rich in Whey proteins, but 
also contain fat and lactose. Typically, Whey protein con 
centrates are produced by membrane ?ltration. On the other 
hand, Whey protein isolates consist primarily of Whey pro 
teins With minimal fat and lactose. Whey protein isolates 
usually require a more rigorous separation process such as a 
combination of micro?ltration and ultra?ltration or ion 
exchange chromatography. After Whey proteins are pro 
duced in the cheesemaking process from coWs’ milk and the 
curd is removed, about 12% of the solids in the remaining 
byproduct liquid Whey is protein. It is generally understood 
that a Whey protein isolate refers to a mixture in Which at 
least 90% of the solids are Whey proteins. A Whey protein 
concentrate is understood as having a percentage of Whey 
protein betWeen the initial amount in the byproduct and a 
Whey protein isolate. 
Whey proteins in their native state are soluble and have an 

average isoelectric point (pI) of about 4.6. TWo major Whey 
proteins: [3-lactoglobulin and ot-lactalbumin make up about 
90 percent of total Whey proteins and have pI values of 4.4 
(EtZel 1998) and 5.2 (Hambling 1997), respectively. Whey 
proteins are knoWn to remain soluble at across a range of 
pHs. This includes solubility at their isoelectric point, mak 
ing Whey proteins unique in this regard (Damodaran 1996). 
HoWever, if denatured, Whey proteins may aggregate and 
form precipitates that make the solutions turbid, particularly 
at and near their isoelectric pH (Damodaran 1996). Exposure 
to harsh processing conditions is knoWn to denature Whey 
proteins (Damodaran 1996). Most commercial Whey protein 
products form turbid solutions in the pH range of about 4.0 
to 5.5. 

Although the use of Whey protein for human food has 
demonstrated potential, it has limitations related to the 
functional properties of the Whey proteins, especially in their 
solubility and turbidity. These shortcomings have prevented 
Whey protein from being properly utiliZed in the large and 
groWing beverage marketplace. LoW-protein, high-carbohy 
drate drinks, such as soft drinks and fruit juice, encompass 
nearly 80% of the beverage market. None of these products 
contain a signi?cant amount of protein. A more nutritional 
alternative Would be a high-protein, reduced sugar drink. 
Whey protein isolate Would provide an ideal high-quality 

protein additive for such a beverage. Balancing sWeetness 
and acidity is critical in a beverage formulation. The major 
ity of clear soft drinks are acidic (for example, Coca ColaTM 
has a 2.5 pH). At a very loW pH, the solutions become very 
tart; consequently, a large quantity of sugar is needed to 
sWeeten the drink. In a drink With high-protein and loW 
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sugar content, to achieve the desired sweetness, the target 
pH would preferably have to be between 3.0 and 4.6. 
Unfortunately, when added to liquids, whey proteins form 
sedimentary layers and produce turbid solutions at pHs of 
4.0 to 5.5. However, at a pH below 3.0, solutions with whey 
protein produce clear solutions without precipitation. The 
problem is that reducing the sugar content of a drink requires 
a corresponding increase in pH. Consequently, a beverage 
with high whey protein content at a pH in the desired range 
would be cloudy and unappetiZing to the average consumer. 
On the other hand, lowering the pH would render the drink 
clear, but unpalatable unless a substantial amount of sweet 
ener is added. Thus, methods of overcoming the problem of 
turbid, high pH solutions containing whey protein are 
needed. 

SUMMARY OF THE INVENTION 

The present invention is based on techniques developed 
for preventing the denaturation of whey proteins during their 
isolation. By controlling the environment in which whey 
proteins are desorbed from a cation exchange column, 
denaturation is signi?cantly reduced or prevented. Thus, the 
present invention concerns methods for preparing or isolat 
ing whey protein, as well as compositions and methods 
concerning the use of that prepared whey protein. Methods 
of the invention provide a whey protein isolate or whey 
proteins that are substantially nondenatured. As a result, the 
whey proteins produced by methods of the invention are 
soluble across a broad range of pH, including at their 
isoelectric points. The resulting protein can be used in a 
variety of ways, such as in foodstuffs, as a protein supple 
ment, or in pharmaceutical formulations or therapeutic 
applications. The term “range of pHs” covers a pH range 
relevant to biological systems of at least three pH units; for 
example, a range of pH could be from about 4 to about 6 
(covering the pH units of 4, 5, and 6). The term “broad range 
of pH” covers a range of at least four pH units; for example, 
a broad range of pH could be from about 3 to about 6. 

Methods of the invention for preparing whey proteins 
involve a particular puri?cation process that prevents the 
proteins from becoming denatured and aggregating during 
that process. In some embodiments, there are methods of 
obtaining a “whey protein isolate,” which refers to a mixture 
of whey proteins comprising two or more different whey 
proteins, in which 90% or more of the solids in the com 
position is whey proteins (that is, at least 90% of the weight 
of all solids in the isolate can be attributed to the weight of 
whey protein). In certain embodiments, an isolate is about, 
at least about, or at most about 90, 91, 92, 93, 94, 95, 96, 97, 
98, 99% or more whey protein, or any range derivable 
therein. In many embodiments, the isolate contains [3-lacto 
globulin and ot-lactalbumin. In others, the isolate does not 
contain glycomacropeptides. It will be understood that 
embodiments discussed with respect to preparing whey 
proteins are applicable to preparing a whey protein isolate, 
and vice versa, unless speci?cally indicated as otherwise. 
Furthermore, other concentrations of whey proteins can be 
obtained using methods of this invention. 

These methods involve implementing ion exchange chro 
matography and employing certain conditions for retrieving 
the whey proteins from the chromatographic support. In 
embodiments of the invention, methods include: a) contact 
ing whey proteins with a cation exchange support under 
conditions to allow the whey proteins to be adsorbed to the 
support; b) ?owing a desorption solution across the support 
wherein the desorption solution has a pH of about 7 or more; 
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4 
and, c) collecting the desorbed whey proteins. In particular 
embodiments of the invention, the elution or desorption of 
proteins is implemented directionally, meaning that the 
desorption occurs generally in one direction. Thus, in certain 
embodiments of the invention, a desorption solution is 
applied to the support and the solution is made to ?ow across 
the support to which whey proteins are desorbed. The term 
“?owing” is used according to its ordinary and plain mean 
ing as referring to “cause to move along in a current,” which 
means in a directional mannerithat is, generally in one 
direction. It will be understood that “generally in one 
direction” means that the solution ?ows generally directly 
from point A to point B. It will also be understood that, in 
certain embodiments desorption solution ?ows generally 
from pointAto point B, and not from point B to point A. The 
term “contacting” is used according to its ordinary and plain 
meaning to refer to the “bringing together” or “placing in 
close proximity.” The term “applying” is used according to 
its ordinary and plain meaning, and it includes “placing” and 
“adding.” 

In some embodiments of the invention, methods of pre 
paring whey protein concern producing a whey protein 
isolate that has a relatively low turbidity compared to 
commercial whey protein isolates and this relatively low 
turbidity is preserved across a range of pH values, including 
at its isoelectric point. Thus, methods of the invention allow 
for the preparation of a whey protein isolate (about 25 g/L) 
that has a turbidity of about, at least about, or at most about 
10, 20, 30, 40, 50, 60, 70, 80, 90, 100, 110, 120, 130, 140, 
150, 160, 170, 180, 190, 200, 210, 220, 230, 240, 250, 260, 
270, 280, 290, 300, 310, 320, 330, 340, 350, 360, 370, 380, 
390, 400, 410, 420, 430, 440, 450, 460, 470, 480, 490, 500, 
510, 520, 530, 540, 550, 560, 570, 580, 590, 600, 610, 620, 
630, 640, 650, 660, 670, 680, 690, 700, 710, 720, 730, 740, 
750, 760, 770, 780, 790, 800 Nephelos Turbidity Units 
(NTU), or any range derivable therein, in a solution having 
a pH of about, at least about, or at most about, 2.0, 2.1, 2.2, 
2.3, 2.4, 2.5, 2.6, 2.7, 2.8, 2.9, 3.0, 3.1, 3.2, 3.3, 3.4, 3.5, 3.6, 
3.7, 3.8, 3.9, 4.0, 4.1, 4.2, 4.3, 4.4, 4.5, 4.6, 4.7, 4.8, 4.9, 5.0, 
5.1, 5.2, 5.3, 5.4, 5.5, 5.6, 5.7, 5.8, 5.9, 6.0, 6.1, 6.2, 6.3, 6.4, 
6.5, 6.6, 6.7, 6.8, 6.9, 7.0, 7.1, 7.2, 7.3, 7.4, 7.5, 7.6, 7.7, 7.8, 
7.9, 8.0, 8.1, 8.2, 8.3, 8.4, 8.5, 8.6, 8.7, 8.8, 8.9, 9.0 or more, 
or across or within any range derivable therein. In certain 

embodiments, isolated whey proteins (about 25 g/L) have a 
turbidity below about 400 NTU across a pH range between 
about 2 and about 8, or a turbidity below about 200 NTU 
across a pH range between about 2 and about 8, or a turbidity 
below about 50 NTU across a pH range between about 2 and 
about 8. In other embodiments, a solution containing iso 
lated whey proteins at a concentration of about 25 g/L has 
a turbidity below about 200 NTU across a pH range of about 
4 to about 6 or a turbidity below about 50 NTU across a pH 
range of about 4 to about 6. It will be understood that the 
term “low turbidity” refers to whey proteins whose physical 
characteristics are such that they have an NTU of 400 or less 
across a pH range between about 2 and about 8, when in a 
solution at a concentration of 25 g/L. The term “substantially 
low turbidity” refers to whey proteins whose physical char 
acteristics are such that they have an NTU of 200 or less 
across a pH range between about 2 and about 8, when in a 
solution at a concentration of 25 g/L. The concentration of 
whey protein in solutions of the invention includes 25 g/L; 
however, this concentration is not meant to be limiting in 
any way and is used as a standard for purposes of deter 
mining the level of turbidity of a solution. Thus, the standard 
of 25 g/L is simply the concentration at which the physical 
properties (i.e., extent of denaturation) of a whey protein 
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isolate are measured. In other Words, When the isolated Whey 
proteins are in a solution at that concentration, they have a 
certain level of turbidity at a certain pH. The level of 
turbidity for a standardized protein amount on a gram per 
liter basis can be extrapolated from a measurement using a 
sample a concentration of 25 g/L. Thus, the turbidity units 
in the pH ranges discussed above can apply to a concentra 
tion of Whey proteins that is about, at least about, or at most 
about 1, 2, 3, 4, 5, 6, 7, 8, 9, 10, 11, 12, 13, 14, 15, 16, 17, 
18, 19, 20, 21, 22, 23, 24, 25, 26, 27, 28, 29, 30, 31, 32, 33, 
34, 35, 36, 37, 38, 39, 40, 41, 42, 43, 44, 45, 46, 47, 48, 49, 
50, 51, 52, 53, 54, 55, 56, 57, 58, 59, 60, 61, 62, 63, 64, 65, 
66, 67, 68, 69, 70, 71, 72, 73, 74, 75, 76, 77, 78, 79, 80, 81, 
82, 83, 84, 85, 86, 87, 88, 89, 90, 91, 92, 93, 94, 95, 96, 97, 
98, 99, 100 g/L or more, or any range derivable therein. It 
is contemplated that turbidity can be measured in NTU, as 
described herein, such as in the Examples. 

It Will be understood that a “nondenatured” Whey protein 
or Whey protein isolate refers to Whey proteins that have an 
NTU of about 1000 or less across a pH range from about 2 
to about 8 (in a solution having 25 g/L of Whey protein). It 
Will be understood that a “substantially nondenatured” Whey 
protein or Whey protein isolate refers to Whey proteins that 
have an NTU of about 200 or less across a pH range from 
about 2 to about 8 (in a solution having 25 g/L of Whey 
proteini“standard concentration”). Thus, “nondenatured” 
Whey proteins or a Whey protein isolate refers to Whey 
proteins having an NTU of about 1000, 900, 800, 700, 600, 
500, 400, 300, 200, or less at the isoelectric points of the 
Whey proteins When at the standard concentration. 

Methods of the invention involve employing ion 
exchange chromatography, particularly cation exchange 
chromatography because of the chemical properties of Whey 
proteins. Embodiments involve a cation exchange support, 
Which refers to a physical structure containing cation 
exchangers, that is, having a negatively charged stationary 
phase. The exchangers may be on or part of a ?lter or 
semi-permeable membrane or on a solid structure, such as a 

particle, bead, paddle, stirrer, slide, plate, or dish. In par 
ticular embodiments, the support is a bead, Which may or 
may not be porous. Methods of the invention involve, in 
some embodiments, a bead that is not porous. Beads for ion 
exchange chromatography are readily available, and can be 
purchased through a number of vendors. The siZe of the 
beads can vary, though in particular embodiments, the 
average diameter of a Wet bead is about, at least about, or at 
most about 1, 2, 3, 4, 5, 6, 7, 8, 9, 10, 11, 12, 13, 14, 15, 16, 
17, 18, 19, 20, 21, 22, 23, 24, 25, 26, 27, 28, 29, 30, 31, 32, 
33,34, 35,36,37, 38, 39,40,41, 42,43,44,45, 46,47,48, 
49,50, 51, 52, 53, 54, 55, 56, 57, 58, 59, 60, 61, 62, 63, 64, 
65,66, 67, 68, 69, 70, 71,72,73, 74,75,76,77, 78,79, 80, 
81,82, 83, 84, 85, 86, 87, 88, 89, 90, 91, 92, 93, 94, 95, 96, 
97, 98, 99, 100, 110, 120, 130, 140, 150, 160, 170, 180, 190, 
200, 210, 220, 230, 240, 250, 260, 270, 280, 290, 300, 310, 
320, 330, 340, 350, 360, 370, 380, 390, 400, 410, 420, 430, 
440, 450, 460, 470, 480, 490, 500 um (micrometers) or 
more, or any range derivable therein. In certain embodi 
ments, the bead siZe is about 80 um to about 150 pm in 
diameter, and in speci?c embodiments, the bead siZe is about 
100 um to about 300 um in diameter. 

In certain embodiments, a charged support is a gel or resin 
or part of a gel or resin. Beads can be contained in such 
mixtures. Gels or resins may be contained in a non-reacting 
structure, Which refers to a physical structure that holds the 
charged item(s). It is contemplated that the physical struc 
ture may be a column, such as those readily used in 
chromatography procedures, as Well as a tank or other vessel 
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6 
that could hold the sample and the item on Which the ion 
exchange occurs, such beads or other porous or solid sup 
port. In particular embodiments, a column holds beads that 
provide the support for separating molecules on the basis of 
charge. Moreover, pre-packed columns are also readily 
available, such as Amersham Biosciences’ Mono S columns. 
Furthermore, the column diameter can vary. In certain 
embodiments, the column diameter is about, at least about, 
or at most about 1, 2, 3, 4, 5, 6, 7, 8, 9, 10, 11, 12, 13, 14, 
15, 16, 17, 18, 19, 20, 21, 22, 23, 24, 25, 26, 27, 28, 29, 30, 
31, 32, 33, 34, 35, 36, 37, 38, 39, 40, 41, 42, 43, 44, 45, 46, 
47, 48,49, 50, 51, 52, 53, 54, 55, 56, 57, 58, 59, 60, 61, 62, 
63, 64, 65, 66, 67, 68, 69, 70, 71, 72, 73, 74, 75, 76, 77, 78, 
79, 80, 81, 82, 83, 84, 85, 86, 87, 88, 89, 90, 91, 92, 93, 94, 
95, 96, 97, 98, 99, 100, 110, 120, 130, 140, 150, 160, 170, 
180, 190, 200, 210, 220, 230, 240, 250, 260, 270, 280, 290, 
300, 310, 320, 330, 340, 350, 360, 370, 380, 390, 400, 410, 
420, 430, 440, 450, 460, 470, 480, 490, 500 or more cm, or 
any range derivable therein. HoWever, it is contemplated that 
large scale production using methods of the invention is 
possible by scaling up the reactions described herein. Thus, 
much larger columns, such as on the order of about or at 
least about 2x, 5x, 10x, 20x, 50x, or 100><larger than the 
columns described above can be employed. The volume of 
the structure or support can vary as Well. It is contemplated 
that the volume can be about, at least about, or at most about 

1, 5, 10, 15,20,25,30,35,40,45, 50, 55, 60, 65,70, 75, 80, 
85, 90, 95, 100, 200, 300, 400, 500, 600, 700, 800, 900, 
1000, 1100, 1200, 1300, 1400, 1500, 1600, 1700, 1800, 
1900, 2000, 3000, 4000, 5000, 6000, 7000, 8000, 9000, 
10,000, 15,000, 20,000, 25,000 ml or liters or more, or any 
range derivable therein. The upper volumes are speci?cally 
contemplated for large-scale isolation of Whey proteins. 

In methods of the invention Whey proteins are applied to 
the cation exchange support. It is contemplated that prior to 
subjecting the Whey proteins to ion exchange chromatogra 
phy, other steps may be implemented toWards isolating or 
purifying Whey proteins. Whey proteins can be isolated from 
any variety of cheese or milk product. It is contemplated that 
Whey proteins may be collected after milk has been pasteur 
iZed (in Whey), such as during the cheesemaking process, or 
they may be collected Without undergoing the cheesemaking 
process, such as from micro?ltered milk. After Whey or 
Whey proteins is collected, in some embodiments of the 
invention, physical separation means are employed. In par 
ticular embodiments, the Whey proteins are ?ltered before 
applying it to the cation exchange support. Different ?ltra 
tion devices and methods can be employed, including the 
use of a pleated sheet cartridge ?lter. 

The ion exchange support can be prepared for chroma 
tography using standard methods, such as equilibrating the 
column prior to applying the sample. Typically, the support 
is equilibrated With a solution (“equilibration solution”) that 
is similar, such as in pH, to the solution in Which the sample 
is. In embodiments of the invention, the solution comprises 
a salt and has a pH of about, at least about, or at most about 

1.0, 1.1, 1.2, 1.3, 1.4, 1.5, 1.6, 1.7, 1.8, 1.9, 2.0, 2.1, 2.2, 2.3, 
2.4, 2.5, 2.6, 2.7, 2.8, 2.9, 3.0, 3.1, 3.2, 3.3, 3.4, 3.5, 3.6, 3.7, 
3.8, 3.9, 4.0, 4.1, 4.2, 4.3, 4.4, 4.5, 4.6, 4.7, 4.8, 4.9, 5.0, 5.1, 
5.2, 5.3, 5.4, 5.5, 5.6, 5.7, 5.8, 5.9, 6.0, 6.1, 6.2, 6.3, 6.4, 6.5, 
6.6, 6.7, 6.8, 6.9, 7.0, 7.1, 7.2, 7.3, 7.4, 7.5, 7.6, 7.7, 7.8, 7.9, 
8.0 or more, or any range derivable therein. 
The Whey proteins are applied to the cation exchange 

support under conditions to promote their adsorption to the 
support. The term “adsorption” is used according to its plain 
and ordinary meaning to a protein biochemist. This meaning 
is understood as “the process by Which speci?c substances 
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in solution adhere to the exposed reactive groups of a solid 
material With Which they are in contact.” In certain embodi 
ments of the invention, Whey proteins are applied to the 
support in a solution having a pH of about, at least about, or 
at most about 1.0, 1.1, 1.2, 1.3, 1.4, 1.5, 1.6, 1.7, 1.8, 1.9, 2.0, 
2.1, 2.2, 2.3, 2.4, 2.5, 2.6, 2.7, 2.8, 2.9, 3.0, 3.1, 3.2, 3.3, 3.4, 
3.5, 3.6, 3.7, 3.8, 3.9, 4.0, 4.1, 4.2, 4.3, 4.4, 4.5, 4.6, 4.7, 4.8, 
4.9, 5.0, 5.1, 5.2, 5.3, 5.4, 5.5, 5.6, 5.7, 5.8, 5.9, 6.0, 6.1, 6.2, 
6.3, 6.4, 6.5, 6.6, 6.7, 6.8, 6.9, 7.0, 7.1, 7.2, 7.3, 7.4, 7.5, 7.6, 
7.7, 7.8, 7.9, 8.0 or more, or any range derivable therein. In 
certain embodiments, the pH of the solution is betWeen 
about 1 and about 7, or particularly at about 4 or 4.1. 

Moreover, Whey proteins can be applied to the support at 
temperatures of about, at least about, or at most about 4, 5, 
6, 7, 8, 9, 10, 11, 12, 13, 14, 15, 16, 17, 18, 19, 20, 21, 22, 
23, 24, 25, 26, 27, 28, 29, 30, 31, 32, 33, 34, 35, 36, 37, 38, 
39, 40, 41, 42, 43, 44, 45, 46, 47, 48, 49, 50° C. or more, or 
any range derivable therein. In speci?c embodiments, the 
temperature is betWeen about 10° C. and about 40° C. It is 
further contemplated that these temperatures may also be 
applied during other steps during the chromatography, such 
as the elution or desorption step, or Washing steps. Applying 
the Whey proteins to the support may involve passing a 
solution containing Whey proteins multiple times (i.e., more 
than once) over or onto the support. 

After the Whey proteins are adsorbed to the ion exchange 
support, one or more steps can folloW. In certain embodi 
ments, a support may be Washed With a Wash solution. 
Typically, the Wash solution is applied or added to the 
support to remove substances that are not adsorbed to the 
support. In embodiments of the invention, the Wash solution 
is the same solution as the equilibration solution and/or 
adsorption solution. In embodiments of the invention, a 
support is rinsed With a solution having a pH of about, at 
least about, or at most about 1.0, 1.1, 1.2, 1.3, 1.4, 1.5, 1.6, 
1.7, 1.8, 1.9, 2.0, 2.1, 2.2, 2.3, 2.4, 2.5, 2.6, 2.7, 2.8, 2.9, 3.0, 
3.1, 3.2, 3.3, 3.4, 3.5, 3.6, 3.7, 3.8, 3.9, 4.0, 4.1, 4.2, 4.3, 4.4, 
4.5, 4.6, 4.7, 4.8, 4.9, 5.0, 5.1, 5.2, 5.3, 5.4, 5.5, 5.6, 5.7, 5.8, 
5.9, 6.0, 6.1, 6.2, 6.3, 6.4, 6.5, 6.6, 6.7, 6.8, 6.9, 7.0, 7.1, 7.2, 
7.3, 7.4, 7.5, 7.6, 7.7, 7.8, 7.9, 8.0 or more, or any range 
derivable therein. The solution comprises a salt in some 
embodiments. In other embodiments, a support may be 
rinsed With Water. 

In some embodiments, it is contemplated that the equili 
bration solution, adsorption solution, and/or Wash solution 
do not have a pH that Will lead to desorption of the protein 
from the charged support. Thus, embodiments of the inven 
tion involve non-desorption solutions that have a pH at 
about or beloW about 7, 6, 5, 4, 3, or 2, or any range 
derivable therein. 

Moreover, these solutions, in addition to a desorption 
solution, may be bu?fered. The adsorption solution has a 
bulfer in several embodiments of the invention. It is con 
templated that in particular embodiments, the bulfer has a 
pKa above about 4.0. Thus bulfers used in methods of the 
invention are contemplated to have a pKa of about or at least 

about 4.0, 4.1, 4.2, 4.3, 4.4, 4.5, 4.6, 4.7, 4.8, 4.9, 5.0, 5.1, 
5.2, 5.3, 5.4, 5.5, 5.6, 5.7, 5.8, 5.9, 6.0, 6.1, 6.2, 6.3, 6.4, 6.5, 
6.6, 6.7, 6.8, 6.9, 7.0, 7.1, 7.2, 7.3, 7.4, 7.5, 7.6, 7.7, 7.8, 7.9, 
8.0, 8.1, 8.2, 8.3, 8.4, 8.5, 8.6, 8.7, 8.8, 8.9, 9.0, 9.1, 9.2, 9.3, 
9.4, 9.5, 9.6, 9.7, 9.8. 9.9, 10.0 or more, or any range 
derivable therein. For example the bulfer may comprise 
phosphate, glycine, citrate, TRIS, HEPES, TES, carbonate 
and, imidiZole bu?fers. In certain embodiments of the inven 
tion, the bulfer is phosphate, citrate, or a combination of 
both. The concentration of bulfer in the solution is about, at 
least about, or at most about 0.1, 0.2, 0.3, 0.4, 0.5, 0.6, 0.7, 
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8 
0.8,0.9,1.0,1.1,1.2,1.3,1.4,1.5,1.6,1.7,1.8,1.9,2.0,2.1, 
2.2, 2.3, 2.4, 2.5, 2.6, 2.7, 2.8, 2.9, 3.0, 3.1, 3.2, 3.3, 3.4, 3.5, 
3.6, 3.7, 3.8, 3.9, 4.0, 4.1, 4.2, 4.3, 4.4, 4.5, 4.6, 4.7, 4.8, 4.9, 
5.0, 5.1, 5.2, 5.3, 5.4, 5.5, 5.6, 5.7, 5.8, 5.9, 6.0, 6.5, 7.0, 7.5, 
8.0, 8.5, 9.0, 9.5, 10.0, 10.5, 11.0, 11.5, 12.0, 12.5, 13.0, 
13.5,14.0,14.5,15.0,15.5,16.0,16.5,17.0,17.5,18.0,18.5, 
19.0, 19.5, 20.0, 21, 21, 22, 23, 24, 25, 26, 27, 28, 29, 30, 
31, 32, 33, 34, 35, 36, 37, 38, 39, 40, 41, 42, 43, 44, 45, 46, 
47, 48,49, 50, 51, 52, 53, 54, 55, 56, 57, 58, 59, 60, 61, 62, 
63, 64, 65, 66, 67, 68, 69, 70, 71, 72, 73, 74, 75, 76, 77, 78, 
79, 80, 81, 82, 83, 84, 85, 86, 87, 88, 89, 90, 91, 92, 93, 94, 
95, 96, 97, 98, 99, 100, 200, 300, 400, 500, 600, 700, 800, 
900 mM (millimolar) or more, or any range derivable 
therein. In particular aspects of the invention, the concen 
tration of one or more bulfers in the solution totals betWeen 
about 0.5 mM and about 100 mM, or less than about 20 mM. 
The bulfer may be added to the solution as a salt. Thus, 

in some cases, the adsorption solution contains a compound 
that acts as a salt and bulfer, such as sodium phosphate. In 
certain embodiments, the solution also contains sodium 
chloride. 

In certain embodiments, a solution contains a salt, Which 
is a term used according to its ordinary and plain meaning 
in chemistry. The term “salt” is understood as referring to a 
“compound formed by the union of an acid radical With a 
basic radical.” The ionic strength of the solution (0.5[mo 
lality><(valence)2]) or the concentration of salt or salts in the 
solution may be about, at least about, or at most about 0.1, 
0.2, 0.3, 0.4, 0.5, 0.6, 0.7, 0.8, 0.9, 1.0, 1.1, 1.2, 1.3, 1.4, 1.5, 
1.6,1.7,1.8,1.9,2.0,2.1,2.2,2.3,2.4,2.5,2.6,2.7,2.8,2.9, 
3.0, 3.1, 3.2, 3.3, 3.4, 3.5, 3.6, 3.7, 3.8, 3.9, 4.0, 4.1, 4.2, 4.3, 
4.4, 4.5, 4.6, 4.7, 4.8, 4.9, 5.0, 5.1, 5.2, 5.3, 5.4, 5.5, 5.6, 5.7, 
5.8, 5.9, 6.0, 6.5, 7.0, 7.5, 8.0, 8.5, 9.0, 9.5, 10.0, 105,110, 
11.5,12.0,12.5,13.0,13.5,14.0,14.5,15.0,15.5,16.0,16.5, 
17.0, 17.5, 18.0, 18.5, 19.0, 19.5,20.0,21,21,22,23, 24,25, 
26, 27, 28, 29, 30, 31, 32, 33, 34, 35, 36, 37, 38, 39, 40, 41, 
42, 43, 44, 45, 46, 47, 48, 49, 50, 51, 52, 53, 54, 55, 56, 57, 
58, 59, 60, 61, 62, 63, 64, 65, 66, 67, 68, 69,70, 71,72,73, 
74, 75, 76, 77, 78, 79, 80, 81, 82, 83, 84, 85, 86, 87, 88, 89, 
90, 91, 92, 93, 94, 95, 96, 97, 98, 99, 100, 200, 300, 400, 
500, 600, 700, 800, 900 mM (millimolar) or millimolal, or 
any range derivable therein. In speci?c embodiments, the 
concentration of salt in the desorption solution is betWeen 
about 0.5 mM and about 100 mM, or it may be less than 
about 20 mM. In embodiments of the invention, the salt 
includes, but is not limited to, sodium salt; hoWever, other 
salts such as potassium salt are contemplated for use in 
solutions. 

After the Whey proteins are adsorbed, they may be des 
orbed from the support using a desorption solution. The term 
“desorption” is used according to its ordinary and plain 
meaning in the ?eld of protein chemistry to refer to the 
“liberation of a substance from the support upon Which it is 
adsorbed.” As described above, the desorption solution may 
be bu?fered, for example With a phosphate and/or citrate 
system. In some embodiments the desorption solution may 
comprise multiple bu?fering agents. In certain embodiments, 
it contains a salt, as described above. Furthermore, because 
of the charge on the Whey proteins, the desorption solution 
has a basic pH, or a pH of about or at least about 5.0, 5.5, 
6.0, 6.5, 7.0, 7.5, 8.0, 8.5, 9.0, 9.5, 10.0, 10.5, 11.0, 11.5, 
12.0, 12.5, 13.0, 13.5, 14.0, or any range derivable therein, 
in methods of the invention. 

In some embodiments, one or more properties of the 
desorption solution that ?oWs across the support may be 
monitored. For example, the protein concentration of the 
solution may be monitored to determine the amount of 
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protein that is desorbed from the support. In certain embodi 
ments the pH of the solution is monitored before, after, 
and/or during the time is in contact With the support. In 
speci?c embodiments, the pH of the desorption solution 
coming off the support (exiting solution) is monitored. Thus, 
in some embodiments the desorbed proteins and buffer may 
be collected When they reach a certain pH. For example, 
eluted proteins may be collected When the solution that is or 
has been incubated With the support reaches a pH of about 
or at most about 5.0, 5.5, 6.0, 6.5, 7.0, 7.5, 8.0, 8.5, 9.0, 9.5, 
10.0, 10.5, 11.0. In some cases the desorbed protein is 
collected When the solution reaches a pH of about 9.0. In 
further embodiments of the invention, the desorbed protein 
solution is pooled and the pH of the eluted protein fraction 
is determined. In certain embodiments, the total eluted 
protein solution has a pH of about or less than about 5.0, 5.1, 
5.2, 5.3, 5.4, 5.5, 5.6, 5.7, 5.8, 5.9, 6.0, 6.1, 6.2, 6.3, 6.4, 6.5, 
6.6, 6.7, 6.8, 6.9, 7.0, 7.1, 7.2, 7.3, 7.4, 7.5, 7.6, 7.7, 7.8, 7.9, 
8.0, 8.1, 8.2, 8.3, 8.4, 8.5, 8.6, 8.7, 8.8, 8.9, 9.0. In certain 
embodiments, the pH of the total eluted protein fraction is 
about 6.5 or less. 

In embodiments of the invention, one or more solutions 
may be applied in a directional manner to the ion exchange 
support. It Will be understood that applying a solution in a 
“directional manner” means the solution Was applied to the 
support in a Way such that the solution generally moves in 
one direction across the support. Consequently, in embodi 
ments of the invention, one or more solutions are ?oWed 
across the support. For example, When a column is used for 
chromatography, gravity or a pump or other mechanistic 
device is used to move the solutions through the column 
generally in one direction; that is, so the solution ?ows 
across the support. The rate at Which the desorption solution 
is applied or ?oWs across or on the support can be rather 
high. In certain embodiments, the rate is expressed in terms 
of the volume that the support holds (support volume) as a 
matter of time. In particular methods of the invention, the 
desorption solution is applied to the support and/or ?oWed 
across the support at a How rate of about, at least about, or 
at most about 0.5, 1, 2, 3, 4, 5, 6, 7, 8, 9, 10, 11, 12, 13, 14, 
15, 16, 17, 18, 19, 20, 21, 22, 23, 24, 25, 26, 27, 28, 29, 30, 
31, 32, 33, 34, 35, 36, 37, 38, 39, 40, 41, 42, 43, 44, 45, 46, 
47, 48, 49, 50, 51, 52, 53, 54, 55, 56, 57, 58, 59, 60, 61, 62, 
63, 64, 65, 66, 67, 68, 69, 70, 71, 72, 73, 74, 75, 76, 77, 78, 
79, 80, 81, 82, 83, 84, 85, 86, 87, 88, 89, 90, 91, 92, 93, 94, 
95, 96, 97, 98, 99, 100, 105, 110, 115, 120, 125, 13, 135, 
140,145,150,155,160,165,170,175,180,185,190,195, 
200 support volumes or more per hour, or any range deriv 
able therein. In some embodiments, the How rate is betWeen 
about 10 support volumes per hour and about 100 support 
volumes per hour, betWeen about 50 support volumes per 
hour and about 90 support volumes per hour, or about 90 
support volumes per hour. When the support is a column, the 
rate may be expressed as “column volumes/hour.” The 
previously adsorbed Whey proteins, upon desorption, Will be 
located in the eluate. It Will be understood that chromatog 
raphy conducted under batch-type circumstances (Where 
components are not exchanged) Will typically not involve a 
How rate but a stirring or other mechanism. In embodiments 
in Which the puri?cation is done in batch, it Will be under 
stood that in many cases the desorption solution does not 
How in a directional manner, such as When puri?cation is 
done in a tank and/ or the exposure of the desorption solution 
to the entire support occurs at the same time. 

In certain embodiments the pH of the desorption solution 
may be changed over time as the buffer is passed across the 
support. For example, the pH of the desorption solution may 
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10 
be raised over time as the desorption buffer is applied to the 
support. It Will be understood to one of skill in the art that 
as the desorption buffer is applied to the support the pH of 
the solution Will change as it passes across the support, 
generating a pH front. Therefore, in some embodiments the 
pH of the desorption buffer may be loWered as it is applied 
to the support such that the pH value at the front reaches a 
certain maximal value during the time When the adsorption 
buffer is applied. For example the pH of the adsorption 
bulfer may be loWered from an initial value such that the 
maximal pH of the front is about or less than about 6.0, 6.1, 
6.2, 6.3, 6.4, 6.5, 6.6, 6.7, 6.8, 6.9, 7.0, 7.1, 7.2, 7.3, 7.4, 7.5, 
7.6, 7.7, 7.8, 7.9, 8.0, 8.1, 8.2, 8.3, 8.4, 8.5, 8.6, 8.7, 8.8, 8.9, 
9.0, 9.1, 9.2, 9.3, 9.4, 9.5, 9.6, 9.7, 9.8, 9.9, or 10.0. In certain 
embodiments, changing the pH of the desorption solution 
may comprise mixing tWo or more solutions in various ratios 
prior to their application to the support comprising adsorbed 
Whey protein. In further embodiments, the mixed solutions 
may comprise different buffering agents, and in some cases 
the buffering agents my have maximal buffering capacity 
over different pH ranges. 

Following desorption, the desorbed Whey protein can be 
collected and subjected to one or more additional manipu 
lations. In certain embodiments of the invention, the con 
centration of the desorbed Whey proteins is altered. For 
example, they are subjected to ultra?ltration in some 
embodiments of the invention. For example the desorbed 
Whey protein may be concentrated to about or greater than 
about10,11,12,13,14,15,16,17,18,19,20,21,22,23, 
24, 25, 26, 27, 28, 29, or 30 percent total solids by ultra?l 
tration. In other embodiments, the desorbed Whey protein is 
dried or lyophiliZed. The protein can be spray dried in some 
cases. Moreover, the Whey protein isolate may thereafter be 
dissolved in a solution. 

Speci?c embodiments of the invention include the fol 
loWing methods, and any permutations discussed above. The 
invention encompasses methods for preparing Whey proteins 
comprising: a) contacting Whey proteins to a column under 
conditions to alloW Whey proteins to be adsorbed to the 
column, Wherein the column comprises a cation exchange 
resin or gel having beads With a diameter of at least 100 HM; 
and, b) ?oWing a desorption solution across the support, 
Wherein the desorption solution has a pH of about 7 or more. 
It further involves methods for preparing Whey proteins 
comprising: a) applying Whey proteins to a cation exchange 
column under conditions to alloW Whey proteins to be 
adsorbed to the column; and, b) ?oWing a desorption solu 
tion through the column at a How rate betWeen about 10 
column volumes per hour and 200 column volumes per hour, 
Wherein the desorption solution has a pH of about 7 or more. 
Other methods for preparing Whey proteins include: a) 
applying Whey proteins to a cation exchange support under 
conditions to alloW Whey proteins to be adsorbed to the 
support; and, b) ?oWing a desorption solution across the 
support, Wherein the desorption solution has a buffer, an 
ionic strength betWeen about 0.5 mM and about 100 mM, 
and a pH of about 11.5. In particular embodiments, there are 
methods for preparing substantially nondenatured Whey 
proteins comprising: a) applying Whey proteins to a column 
under conditions to alloW Whey proteins to be adsorbed to 
the column, Wherein the column comprises a cation 
exchange resin or gel having beads With a diameter of at 
least 100 HM; and, b) ?oWing a desorption solution across 
the support at a How rate betWeen about 10 column volumes 
per hour and 200 column volumes per hour, Wherein the 
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desorption solution has a buffer and an ionic strength 
between about 0.5 mM and about 100 mM and a pH of about 
7 or more. 

It is also contemplated that speci?c Whey proteins may be 
selectively desorbed from a charged support. Thus, methods 
of the invention include separation of one or more speci?c 
Whey proteins from other components in the Whey, including 
other Whey proteins. This can be implemented in a pH 
dependent manner. In speci?c embodiments, ot-lactalbumin 
is ?rst desorbed using a solution having a pH of about 4.9 
and the [3-lactoglobulin-rich protein fraction is speci?cally 
desorbed by using a desorption solution having a pH of 
about 11.5. 

In some embodiments the methods of the invention 
involve implementing a?inity puri?cation of Whey proteins 
in a batch. The term “batch” is used according to its ordinary 
and plain meaning in this ?eld to refer to a process in Which 
components of the puri?cation process are incubated 
together, generally Without regard to order or direction. In 
the context of the present invention, it is contemplated that 
puri?cation in batch does not. In these embodiments of the 
invention, methods include: a) contacting Whey proteins 
With a cation exchange support under conditions to alloW the 
Whey proteins to be adsorbed to the support; b) contacting 
the support With a desorption solution Wherein the desorp 
tion solution has a pH of about 7 or more; and, c) collecting 
the desorbed Whey proteins. In some embodiments, the 
support may be enclosed in a tank, and in certain embodi 
ments the support and solutions may be in motion relative to 
one another. For example the solution may be stirred or 
agitated during one or more of the steps of the invented 
method. In some embodiments of batch puri?cation the pH 
of the desorption solution and/ or the desorbed Whey protein 
solution may be monitored over the course of the puri?ca 
tion. Thus, in certain embodiments the pH of the desorption 
solution and/or the desorbed protein solution may be 
adjusted. In yet further embodiments of the batch puri?ca 
tion method of the invention, the turbidity of the desorption 
solution and/or the desorbed protein solution maybe moni 
tored over the course of the puri?cation. Embodiments 
described herein With respect to directional chromatography 
may be implemented With respect to batch puri?cation, and 
vice versa. 

In addition to process methods for preparing a Whey 
protein isolate, the invention includes compositions that 
include the Whey protein isolate. It is contemplated that 
solutions and compositions may be potable or used in edible 
food compositions, or formulation to be pharmacologically 
or pharmaceutically acceptable. Compositions and solutions 
include, but are not limited to, food products, such as 
beverages, dietary supplements, and drugs. 

The present invention includes solutions comprising 
Whey proteins, Wherein the solution has turbidity character 
istics described above When the concentration of Whey 
proteins is at about 25 g/L. In certain embodiments, the 
solution has a turbidity beloW about 400 NTU across a pH 
range of about 2 to about 8. Alternatively, it can have a 
turbidity beloW about 200 NTU across that pH range. Even 
still, the solution may have a turbidity beloW about 50 NTU. 
Moreover, in other embodiments solution With 25 g/L of 
Whey protein have a turbidity beloW about 200 NTU across 
a pH range of about 4 to about 6, or a turbidity beloW about 
50 NTU across a pH range of about 4 to about 6. In certain 
embodiments the solution of the invention may have a 
turbidity at or beloW about 50 NTU over a pH range of about 
6 to about 8. Thus, the Whey protein solution may have a 
turbidity of less than about 40 NTU at a pH of about 7, 
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12 
and/or less than about 50 NTU at a pH of about 6. In some 
embodiments the protein solution may have a turbidity less 
than about 150 NTU at a pH range of about 4.5 to about 5.5. 
Thus, the solution may have a turbidity of less than about 75 
NTU at a pH of about 5.5. In still yet a further embodiment 
of the current invention the Whey protein solution has a 
turbidity of less than about 110 NTU at a pH of about 4. 

Certain embodiments of the invention concern composi 
tions comprising Whey protein isolate that is substantially 
soluble over a pH range of about 2 to about 8. Substantially 
soluble Whey protein isolate is de?ned as conferring a 
turbidity ofless than about 10, 15, 20, 25, 30, 35, 40, 45, 50, 
60, 70, 80, 90, 100, 110, 120, 130, 140, 150, 160, 170, 180, 
190 or 200 NTU over at a pH of about 2.0, 2.1, 2.2, 2.3, 2.4, 
2.5, 2.6, 2.7, 2.8, 2.9, 3.0, 3.1, 3.2, 3.3, 3.4, 3.5, 3.6, 3.7. 3.8, 
3.9, 4.0, 4.1, 4.2, 4.3, 4.4, 4.5, 4.6, 4.7, 4.8, 4.9, 5.05.0, 5.1, 
5.2, 5.3, 5.4, 5.5, 5.6, 5.7, 5.8, 5.9, 6.0, 6.1, 6.2, 6.3, 6.4, 6.5, 
6.6, 6.7, 6.8, 6.9, 7.0, 7.1, 7.2, 7.3, 7.4, 7.5, 7.6, 7.7, 7.8, 7.9, 
8.0 or any range derivable therein, When in solution at a 
concentration of about 25 g/L. In certain embodiments Whey 
protein isolate of the invention may have a turbidity at or 
beloW about 50 NTU over a pH range of about 6 to about 8. 
Therefore substantially soluble Whey protein isolate may a 
turbidity of less than about 40 NTU at a pH of about 7, 
and/or less than about 50 NTU at a pH of about 6. In some 
embodiments the Whey protein may have a turbidity less 
than about 150 NTU at a pH range of about 4.5 to about 5.5. 
Thus, the solution may have a turbidity of less than about 75 
NTU at a pH of about 5.5. In still yet a further embodiment 
of the current invention the substantially soluble Whey 
protein isolate has a turbidity of less than about 110 NTU at 
a pH of about 4. In some embodiments of the invention the 
substantially soluble Whey protein isolate may be used in a 
solutions having a pH of about or at most 2.0, 2.1, 2.2, 2.3, 
2.4, 2.5, 2.6, 2.7, 2.8, 2.9, 3.0, 3.1, 3.2, 3.3, 3.4, 3.5, 3.6, 3.7. 
3.8, 3.9, 4.0, 4.1, 4.2, 4.3, 4.4, 4.5, 4.6, 4.7, 4.8, 4.9, 5.05.0, 
5.1, 5.2, 5.3, 5.4, 5.5, 5.6, 5.7, 5.8, 5.9, 6.0, 6.1, 6.2, 6.3, 6.4, 
6.5, 6.6, 6.7, 6.8, 6.9, 7.0, 7.1, 7.2, 7.3, 7.4, 7.5, 7.6, 7.7, 7.8, 
7.9, 8.0, or any range derivable therein. 

Other embodiments of the invention concern composi 
tions comprising substantially isolated nondenatured Whey 
proteins, either as a Whey protein isolate or as individual 
Whey proteins. In addition to the de?nition of “Whey protein 
isolate” described earlier, it Will be understood that the term 
“substantially isolated” or “substantially puri?ed” means the 
Whey protein(s) is separated aWay from other undesirable 
components, Which could be other Whey proteins, such that 
the desired protein is in an amount that is about or at least 
about 80, 81, 82, 83, 84, 85, 86, 87, 88, 89, 90, 91, 92, 93, 
94, 95, 96, 97, 98, 99 or more percent, or any range derivable 
therein, of the total Weight of the Weight of solids in a 
sample. Of course, casein, fat or lactose can be added to the 
compositions comprising substantially isolated Whey pro 
teins Without altering the understanding of that term. Fur 
thermore, the term “substantially isolated nondenatured” 
Whey proteins refers to Whey proteins that are substantially 
isolated and substantially nondenatured, as de?ned above. 

Because of the clarity that can be achieved With Whey 
protein isolates of the invention, beverages and other food 
stuffs having this isolate are contemplated. In some embodi 
ments, there is a high protein clear beverage comprising 
substantially puri?ed Whey protein. A “high protein clear 
beverage” means a beverage With a protein concentration of 
at least about 25 g/L, a turbidity of about or less than about 
100 NTU across a pH of at least about 4 to about 6. It is 
contemplated that the beverage has a natural or arti?cial 
sWeetener, such a sugar, in additional embodiments of the 
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invention. In certain embodiments, the amount of sWeetener 
is about, at least about, or at most about 1, 2, 3, 4, 5, 6, 7, 
8, 9, 10, 20, 30, 40, 50, 60, 70, 80, 90, 100, 110, 120, 130, 
140, 150, 160, 170, 180, 190, 200, 210, 220, 230, 240, 250, 
260, 270, 280, 290, 300, 350, 400, 450, 500 g/L or more, or 
any range derivable therein. In particular embodiments, the 
amount of sugar in the beverage is about 100 g/L. Alterna 
tively, the amount can be expressed as about, at least about, 
or at most about 1, 2, 3, 4, 5, 6, 7, 8, 9, 10, 11, 12, 13, 14, 
15, 16, 17, 18, 19, 20, 21, 22, 23, 24, 25, 26, 27, 28, 29, 30, 
31, 32, 33, 34, 35, 36, 37, 38, 39, 40, 41, 42, 43, 44, 45, 46, 
47, 48, 49, 50 g of sugar per 240 mls ofliquid, or any range 
derivable therein. In particular embodiments, the amount of 
sugar is 18 grams or less per 240 mls. Moreover, such 
beverages may be considered as having “reduced sugar” or 
“reduced calories,” according to industry standards. It is 
speci?cally contemplated that Whey protein isolates of the 
invention can be used in sports and diet drinks. The pH 
values for the beverage can be any pH described With respect 
to Whey protein isolates discussed above. 

Other embodiments of the invention include, but are not 
limited to, an edible composition, a food ingredient, a 
thickening and stabiliZing food product such as an infant 
formula or an enteral formula, an emulsion, a foam, or a 
pharmaceutical composition. Such compositions may or 
may not have a loW sugar content, such as can be found in 
foodstuffs knoWn as diet and health foods. 

It is contemplated that any method or composition 
described herein can be implemented With respect to any 
other method or composition described herein. Moreover, it 
is clearly contemplated that embodiments may be combined 
With one another, to they extent they are compatible. 

The use of the term “or” in the claims is used to mean 
“and/or” unless explicitly indicated to refer to alternatives 
only or the alternatives are mutually exclusive, although the 
disclosure supports a de?nition that refers to only alterna 
tives and “and/or.” 

Throughout this application, the term “about” is used to 
indicate that a value includes the standard deviation of error 
for the device or method being employed to determine the 
value. 

It is speci?cally contemplated that any embodiments 
described in the Examples section are included as an 
embodiment of the invention. 

Following long-standing patent laW, the Words “a” and 
“an,” When used in conjunction With the Word “comprising” 
in the claims or speci?cation, denotes one or more, unless 
speci?cally noted. 

Other objects, features and advantages of the present 
invention Will become apparent from the folloWing detailed 
description. It should be understood, hoWever, that the 
detailed description and the speci?c examples, While indi 
cating speci?c embodiments of the invention, are given by 
Way of illustration only, since various changes and modi? 
cations Within the spirit and scope of the invention Will 
become apparent to those skilled in the art from this detailed 
description. 

BRIEF DESCRIPTION OF THE DRAWINGS 

The folloWing draWings form part of the present speci? 
cation and are included to further demonstrate certain 
aspects of the present invention. The invention may be better 
understood by reference to one or more of these draWings in 
combination With the detailed description of speci?c 
embodiments presented herein. 
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FIGS. 1A-B. Nephelos Turbidity Units (NTU) versus pH 

of Whey Protein Isolate solutions containing 25 g/L Whey 
protein. Commercial samples (AIALACEN Whey Protein 
isolate, NZMP, Lemoyne, Pa., USA, BIBiPRO, Davisco 
Foods Intl., Eden Prairie, Minn., U.S.A.) Were compared to 
a samples made using the invented product made using the 
process described above (CIGrande Cheese Co., BroWns 
ville, Wis.). FIG. 1A. Graph shoWing turbidity pro?le after 
elution With 0.01 M sodium phosphate, pH 11.5. FIG. 1B. 
Graph shoWing turbidity pro?le after elution With 0.01 M 
sodium phosphate and 0.015 sodium chloride, pH 11.5. 

FIG. 2. Nephelos Turbidity Units (NTU) versus pH of 
prototype beverages containing 25 g/L Whey protein and 100 
g/L sucrose. Commercial samples (AIBiPRO, Davisco 
Foods Intl., Eden Prairie, Minn., U.S.A. and BIPoWerPro, 
Land O’Lakes Food Ingredients, Arden Hills, Minn., 
U.S.A.) Were compared to a sample made at the University 
of Wisconsin, Madison, using the proposed process 
(C:Wisconsin). The shaded region covers the pH range for 
acid foods as de?ned by the Food and Drug Administration. 

FIG. 3. Proteins Were isolated from moZZarella cheese 
Whey and separated by ion exchange chromatography as 
described herein. Samples Were eluted With either 0.01 M 
sodium phosphate, pH: 11.5 or With 0.01 M sodium phos 
phate, 0.015M NaCl at pH: 11.5, as indicated. FolloWing 
elution protein solutions Were spray dried and equilibrated to 
a protein concentration of 25 g/L for turbidity analysis. 
Graph plots Nephelos Turbidity Units (NTU) versus pH of 
Whey protein isolate solutions that Were isolated With the 
indicated elution buffer. 

FIGS. 4A-D. A comparison of Whey protein isolates from; 
NZMP 8890, NZMP, Lemoyne, Pa., USA (FIG. 4A), NZMP 
89400, NZMP, Lemoyne, Pa. (FIG. 4B) ALACEN 895, 
NZMP, Lemoyne, Pa., USA, (FIG. 4C), BiPRO, Davisco 
Foods Intl., Eden Prairie, Minn., U.S.A (FIG. 4D). All 
samples Were equilibrated to 25 g protein per L. Graphs plot 
Nephelos Turbidity Units (NTU) versus pH of Whey Protein 
Isolate solutions. 

FIGS. 5A-F A comparison of Whey protein isolates from; 
Europrotein WPI 90, Euro Proteins, Wapakoneta, Ohio, 
USA (FIG. 5A), EuroProtArmor, Euro Proteins, Wapakon 
eta, Ohio, USA (FIG. 5B), Provon 190, Glanbia Nutritionals, 
Monroe, Wis., USA (FIG. 5C), Provon 190 HS, Glanbia 
Nutritionals, Monroe, Wis., USA (FIG. 5D), Thermax 690, 
Glanbia Nutritionals, Monroe, Wis., USA (FIG. 5E) and 
Proteient WPI, Protient, St. Paul, Minn., USA (FIG. 5F). All 
samples Were equilibrated to 25 g protein per L. Graphs plot 
Nephelos Turbidity Units (NTU) versus pH of Whey Protein 
Isolate solutions. 

FIG. 6. Nephelos Turbidity Units (NTU) versus pH of 
prototype beverages containing 25 g/L Whey protein and 100 
g/L sucrose. Whey protein isolate of the invention Was used 
to manufacture a prototype clear beverage and the turbidity 
of the beverage Was determined over a range of pH from 3 
to 7. Error bars indicate standard deviation from the mean. 

FIG. 7. Solutions containing Whey protein isolate of the 
invention (25 g/L) and 100 g/L of sucrose, Were exposed to 
high pH for 10 or 60 minutes as indicated in FIG. 7. The 
solution Was then adjusted to pH 4.6 and the turbidity (NTU) 
Was measured. Data is plotted as turbidity at pH 4.6 (y-axis) 
versus the exposure pH (x-axis). Error bars at each data 
point indicate standard deviation for the mean, 
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DESCRIPTION OF ILLUSTRATIVE 
EMBODIMENTS 

The present invention concerns methods and composi 
tions that involve Whey protein isolates. It provides methods 
for isolating or purifying Whey proteins from a sample in a 
Way that substantially limits or prevents their denaturation 
across a range of pH values. As a result, the yields from such 
reactions have a number of applications because the non 
denatured Whey proteins are substantially pure and they are 
not aggregated, thus making a solution cloudy or turbid. 
Methods of the invention generally involving employing ion 
exchange chromatography in conjunction With a number of 
improved Ways of desorbing Whey protein during the chro 
matography procedure. Such Ways concern the physical 
characteristics of the ion exchange supportiincluding its 
volume and/or surface area (siZe of beads)ibu?°er condi 
tions, and application of buffers and solutions. 

I. Whey Proteinaceous Compositions 
Whey proteins comprise one of the tWo major protein 

groups of bovine milk and account for approximately 20% 
of the milk composition. HoWever, the present invention is 
not limited to Whey protein from bovine milk and can be 
implemented With respect to the milk from other species. 
Whey protein is derived as a natural byproduct of the 
cheese-making process. In addition to proteins, the raW form 
contains fat, lactose and other substances. The raW form is 
processed to produce protein-rich Whey protein concentrates 
(WPC) and Whey protein isolates (WPI), among other 
things. Thus, Whey proteins are comprised of high-biologi 
cal-value proteins and proteins that have different functions. 
The primary Whey proteins are [3-lactoglobulin and ot-lac 
talbumin, tWo small globular proteins that account for about 
70 to 80% of total Whey protein. Proteins present in lesser 
amounts include the immunoglobulins IgG, IgA and IgM, 
but especially IgG, glycomacropeptides, bovine serum albu 
min, lactoferrin, lactoperoxidase and lysoZyme. 

Thus, in certain embodiments, the present invention con 
cerns protein compositions comprising at least one proteina 
ceous molecule, such as a Whey protein. Typically, the Whey 
protein is a nonrecombinant protein, that is, the protein is the 
natural product of a cell. As used herein, a “proteinaceous 
molecule,” “proteinaceous composition, proteinaceous 
compound,” “proteinaceous chain” or “proteinaceous mate 
rial” generally refers, but is not limited to, a protein of 
greater than about 50 amino acids or the full length endog 
enous sequence translated from a gene; a polypeptide of 
greater than about 100 amino acids; and/or a peptide of from 
about 3 to about 100 amino acids. All the “proteinaceous” 
terms described above may be used interchangeably herein. 

In certain embodiments the proteinaceous composition 
comprises at least one protein, polypeptide or peptide. For 
example, a Whey protein isolate is a proteinaceous compo 
sition. In further embodiments the proteinaceous composi 
tion comprises a biocompatible protein, polypeptide or 
peptide. It is contemplated that recombinant or altered Whey 
proteins can be isolated by methods of the invention. The 
altered Whey proteins may possess desirable properties for a 
variety of applications. These altered proteins may be bio 
compatible. As used herein, the term “biocompatible” refers 
to a substance Which produces no signi?cant untoWard 
effects when applied to, or administered to, a given organism 
according to the methods and amounts described herein. 
Such untoWard or undesirable effects are those such as 
signi?cant toxicity or adverse immunological reactions. In 
preferred embodiments, biocompatible protein, polypeptide 
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or peptide containing compositions Will generally be mam 
malian proteins or peptides or synthetic proteins or peptides 
each essentially free from toxins, pathogens and harmful 
immunogens. 
The term “biologically functional equivalent” is Well 

understood in the art and is further de?ned in detail herein. 
Accordingly, sequences that have betWeen about 70% and 
about 80%; or more preferably, betWeen about 81% and 
about 90%; or even more preferably, betWeen about 91% 
and about 99%; of amino acids that are identical or func 
tionally equivalent to the amino acids of a Whey protein 
provided the biological activity of the protein is maintained. 

II. Isolation and Puri?cation of Whey Proteins 
In particular embodiments, the present invention provides 

a method of preparing or obtaining Whey protein from a 
Whey protein-containing sample. This can be accomplished 
by extracting or isolating the Whey protein from the sample. 
Because of the biochemistry involved in isolating macro 
molecules such as Whey proteins from a sample, the terms 
“extracting” and “isolating” are used synonymously to refer 
to the process of separating a Whey protein from other 
components in a Whey protein-containing sample. In par 
ticular embodiments, the present invention provides an ion 
exchange method for preparing, obtaining or collecting a 
Whey protein from a Whey protein containing sample. In 
further embodiments, the present invention contemplates a 
Whey protein or Whey protein containing sample applied to 
an ion exchange support and desorbed directionally With a 
desorption buffer at an appropriate pH. The present inven 
tion further contemplates desorbing Whey protein direction 
ally to create a moving interface betWeen desorbed Whey 
protein in the mobile phase and absorbed Whey protein in the 
stationary phase such that the desorbed Whey protein acts as 
a buffer. 

Typically, puri?cation methods Will involve initial meth 
ods of cheesemaking and thereafter, curds Will be separated 
from Whey proteins. Methods of cheesemaking are Well 
knoWn to those of skill in the art. Such methods include 
those described in the folloWing patents, Which are hereby 
incorporated by reference: US. Pat. Nos. 6,572,901; 6,558, 
716; 6,551,635; 6,548,089; 6,485,762; 6,475,538; 6,468, 
570; 6, 465,033; 6,458,394; 6,455,092; 6,443,379; 6,416, 
797; 6,413,568; 6,410,076; 6,401,604; 6,399,121; 6,335, 
040; 6,297,042; 6,270,823; 6,258,390; 6,242,036; 6,183, 
804; 6,140,078; 6,139,889; 6,120,809; 6,103,277; 6,026, 
740; 5,988,052; 5.948,459; 5,853,786; 5,688,542; 5,643, 
621; 5,635,228; 5,554,398; 5,547,691; 5,505,979; 5,462, 
755; 5,429,829; 5,395,631; 5,356,639; 5,106,631. 

A. Ion Exchange Chromatography 
Ion exchange chromatography (IEC) relies on the revers 

ible adsorption-desorption of ions in solution to a charged 
solid matrix or polymer netWork. This technique is the most 
commonly used chromatographic technique for protein 
separation. In ion exchange chromatography, charged sub 
stances are separated via column materials that carry an 
opposite charge. Three critical steps are employed in ion 
exchange chromatography: sample application, Washing the 
column to remove Weakly bound proteins, and elution of the 
protein of choice With a properly designed gradient. 

The ionic groups of exchanger columns are covalently 
bound to the gel matrix and are compensated by small 
concentrations of counter ions, Which are present in the 
buffer. When a sample is added to the column, an exchange 
With the Weakly bound counter ions takes place. Ion 
exchange chromatography (IEC) is applicable to the sepa 
ration of almost any type of charged molecule, from large 
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proteins to small nucleotides and amino acids. It is very 
frequently used for proteins and peptides, under Widely 
varying conditions. However, for amino acids standardized 
conditions are used. 

1. Ion Exchangers and Columns 
In ion exchange chromatography tWo exchanger types are 

differentiated: basic (positively charged) and acidic (nega 
tively charged). These tWo types can be further divided into 
Weakly basic or acidic exchangers or strongly basic or acidic 
exchangers. With strongly basic or acidic materials all 
functional groups are alWays present in ioniZed form vastly 
independent from the pH value in the speci?ed operating 
range. For example, the quaternary amino groups (R3N+i) 
are positively charged, While the sulfonic acid groups 
(iSO3i) are negatively loaded. The pK values of the 
quaternary amino groups are around 14, those of the sul 
fonate residues beloW 1. 

In addition, Weakly basic types (pK values betWeen 8 and 
11) and Weakly acidic types (betWeen 4 and 6) exist. The 
Weakly basic types consist of secondary and tertiary amino 
functional groups; the Weakly acidic types of carboxyl 
functional group. Thus, a Weakly basic exchanger should 
only be used at pH values beloW 8.5, Weakly acidic exchang 
ers only at pH values above 6. Outside these ranges strongly 
basic, or strongly acidic exchangers should be used. Many 
proteins can be separated as polyanions (pH>pl) or as 
polycations (pH<pl), as long as the pH stability of the 
protein of interest alloWs this selection. 
Common functional ion exchanger groups may include, 

but are not limited to, Trimethylammoniumethyl-group 
(TMAE-Group), pK>13, strongly basic; Diethylaminoethyl 
group (DEAE-Group), pK 11, Weakly basic; Dimethylami 
noethyl-group (DMAE-Group), pK 8-9, Weakly basic; Car 
boxy-group (COO-Group), pK 4.5, Weakly acidic; 
Sulfoisobutyl-group (SO3-Group), pK<1, strongly acidic; 
Sulfoethyl-group (SE-Group), pK<1, strongly acidic. 

In ion exchange chromatography a positively charged 
matrix is called an anion-exchanger because it binds nega 
tively charged ions (anions). Anion exchangers can be 
classi?ed as either Weak or strong. The charge group on a 
Weak anion exchanger is a Weak base, Which becomes 
deprotonated and, therefore, loses its charge at high pH. 
DEAE-cellulose is an example of a Weak anion exchanger, 
Where the amino group can be positively charged beloW pH 
of about 9 and gradually loses its charge at higher pH values. 
A strong anion exchanger, on the other hand, contains a 
strong base, Which remains positively charged throughout 
the pH range normally used for ion exchange chromatogra 
phy (pH 1-14). Anion exchangers provide the best results 
When the pH value of the buffer is 1.5-2 higher than the pI 
value of the protein. LoWering the pH value shortens the 
retention time With anion exchangers. Increasing the ionic 
strength of the counter ion shortens the retention time (With 
anion and cation exchangers). 

Another type of ion exchanger used in ion exchange 
chromatography is a cation-exchanger, a negatively charged 
matrix Which binds positively charged ions (cations). Cation 
exchangers can be classi?ed as either Weak or strong. A 
strong cation exchanger contains a strong acid (such as a 
sulfopropyl group) that remains charged from pH 1-14; 
Whereas a Weak cation exchanger contains a Weak acid (such 
as a carboxymethyl group), Which gradually loses its charge 
as the pH decreases beloW 4 or 5. Cation exchangers provide 
the best results When the pH value of the buffer is 1.5-2 units 
beloW the protein’s pI. Increasing the pH value shortens the 
retention times With cation exchangers. 
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Analytical ion exchange columns include strong or Weak 

anion exchangers With the functional group/resin being 
Quaternary ammonium (QA) and Diethylaminoethyl 
(DEAE) respectively; and strong or Weak cation exchangers 
With the functional group/resin being Sulfopropyl (SP) and 
Carboxymethyl (CM) respectively. The columns may be 
used at a pH ranging from 2-12 and may involve the use of 
salt concentrations less than 1.5 M. 

It is also contemplated in the present invention that a 
tentacle ion exchanger may be used. With most ion exchange 
gels the ionic groups (exchangers) are ?xed directly on the 
surface of the matrix. On any given gel matrix, only a certain 
number of ionic groups can be attached because of the 
chemistries used and the limited inner surface of the matrix. 
Once attached, the ionic groups must be accessible to the 
biopolymers for binding them. The spatial requirements of 
this binding process dictates the limit in protein binding 
capacity of these kinds of ion exchangers. 

Tentacle ion exchangers, hoWever, covalently anchor the 
exchanger groups to the matrix via linear polymer chains. 
Therefore, exchange capacity for proteins can be increased 
signi?cantly. The medium length of the polymer chains is 15 
to 50 monomer units, carrying the same number of side 
chain ligands. The ?exibility of the tentacle alloWs more 
accessibility of these sites for the biopolymers because of 
less steric hindrance. For large proteins, tentacle media 
provide higher binding capacities compared to conventional 
supports. 

In addition to heat or extreme pH conditions, various 
surface phenomena on the column matrix can lead to dena 
turation of proteins and loss of their biologic activity. 
Denaturations due to conformational changes are often 
irreversible, but can be prevented or minimiZed by the use 
of tentacle ion exchangers, Where the backbone of the 
stationary phase is hidden. 

Separation, isolation or extraction of Whey protein from a 
Whey protein containing sample may further include using a 
support such as a column, membrane or slide. Solid supports 
may include supports involving silica. In some embodi 
ments, the silica is glass. Supports may further include, but 
are not limited to, columns and ?lters such as glass ?ber 
?lters or columns, cellulose, polymer-based monolithic sup 
ports, beads, gels or resins. 
Due to the good selectivities and high ef?ciencies, col 

umns packed With tentacle media provide good chromato 
graphic results and highly concentrated fractions can be 
obtained. Columns may also be stainless steel columns, 
acrylic columns or high-density columns With matrices that 
are silica based, resin based, polymer-based or hydrous 
oxide based. 

Depending on the desired resolution, linear ?oW rates to 
380 cm/hr (:5 ml/min for a 1 cm column) can be used for 
the S-type gels (strong cation gels). In addition to expressing 
?oW rates as a measure of support volume/hour, ?oW rates 
may also be expressed in cm/minute. Using the column in 
Example 1, about 30 column volumes/hour Was about 7.5 
cm/min; alternatively, about 150 column volumes Was about 
375 cm/min. FloW rates in cm/min that correspond to the 
How rates described herein as support volume/hr are con 
sidered part of the invention. The mechanical stability of the 
Fractogel® tentacle material alloWs the use of high ?oW 
rates (up to 800 cm/h for M-type gels) Without loss of 
capacity. 

2. pH and Selectivity in Ion Exchange Chromatography 
The charge on the protein affects its behavior in ion 

exchange chromatography. Proteins contain many ioniZable 
groups on the side chains of their amino acids as Well as their 
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amino- and carboxyl-termini. These include basic groups on 
the side chains of lysine, arginine and histidine and acidic 
groups on the side chains or glutamate, aspartate, cysteine 
and tyrosine. The pH of the solution, the pK of the side chain 
and the side chain’s environment in?uence the charge on 
each side chain. In general terms, as the pH of a solution 
increases, deprotonation of the acidic and basic groups on 
proteins occur, so that carboxyl groups are converted to 
carboxylate anions (RiCOOH to RiCOOi) and ammo 
nium groups are converted to amino groups (RiNH3+ to 
RiNHZ). In proteins the isoelectric point (pl) is de?ned as 
the pH at Which a protein has no net charge. When the 
pH>pI, a protein has a net negative charge and When the 
pH<pI, a protein has a net positive charge. The pl varies for 
different proteins. 

The property of a protein Which govern its adsorption to 
an ion exchanger is the net surface charge. Since surface 
charge is the result of Weak acidic and basic groups of 
protein; separation is highly pH dependent. Going from loW 
to high pH values the surface charge of proteins shifts from 
a positive to a negative charge surface charge. The pH versus 
net surface curve is an individual property of a protein, and 
constitutes the basis for selectivity in IEC. At a pH value 
beloW its isoelectric point a protein (+surface charge) Will 
adsorb to a cation exchanger (—) such as one containing 
CM-groups. Above the isoelectric point protein (—surface 
charge) Will adsorb to a anion exchanger (+), eg one 
containing DEAE-groups. 
As in all forms of liquid chromatography, conditions are 

employed that permit the sample components to move 
through the column With different speeds. At loW ionic 
strengths, all components With a?inity for the ion exchanger 
tightly adsorb at the top of the ion exchanger With nothing 
remaining in the mobile phase. When the ionic strength of 
the mobile phase is increased by adding a neutral salt, the 
salt ions compete With the protein and more of the sample 
components partially desorb and start moving doWn the 
column. Increasing the ionic strength even more causes a 
larger number of the sample components to be desorbed, and 
the speed of the movement doWn the column to increase. 
The higher the net charge of the protein, the higher the ionic 
strength needed to bring about desorption. At a certain high 
level of ionic strength, all the sample components are fully 
desorbed and move doWn the column With the same speed 
as the mobile phase. SomeWhere in betWeen total adsorption 
and total desorption the optimal selectivity for a given pH 
value of the mobile phase is obtained. Thus, to optimiZe 
selectivity in ion exchange chromatography, a pH value is 
chosen that creates suf?ciently large net charge differences 
among the sample components. Then, an ionic strength is 
selected that fully utiliZes these charge differences by par 
tially desorbing the components. The respective speed of 
each component doWn the column is proportional to that 
fraction of the component Which is found in the mobile 
phase. Thus, the pH of the gradient, elution or sample buffer, 
or buffer component of the present invention can be betWeen 
about, about at least, or about at most 1.0, 1.1, 1.2, 1.3, 1.4, 
1.5, 1.6, 1.7, 1.8,1.9, 2.0, 2.1, 2.2, 2.3, 2.4, 2.5, 2.6, 2.7, 2.8, 
2.9, 3.0, 3.1, 3.2, 3.3, 3.4, 3.5, 3.6, 3.7, 3.8, 3.9, 4.0, 4.1, 4.2, 
4.3, 4.4, 4.5, 4.6, 4.7, 4.8, 4.9, 5.0, 5.1, 5.2, 5.3, 5.4, 5.5, 5.6, 
5.7, 5.8, 5.9, 6.0, 6.1, 6.2, 6.3, 6.4, 6.5, 6.6, 6.7, 6.8, 6.9, 7.0, 
7.1, 7.2, 7.3, 7.4, 7.5, 7.6, 7.7, 7.8, 7.9, 8.0, 8.1, 8.2, 8.3, 8.4, 
8.5, 8.6, 8.7, 8.8, 8.9, 9.0, 9.1, 9.2, 9.3, 9.4, 9.5 or any range 
therein or greater than. In preferred embodiments, the pH of 
the desorption bulfer/ solution is greater than or about 7.0, 
7.0, 7.1, 7.2, 7.3, 7.4, 7.5, 7.6, 7.7, 7.8, 7.9, 8.0, 8.1, 8.2, 8.3, 
8.4, 8.5, 8.6, 8.7, 8.8, 8.9, 9.0, 9.1, 9.2, 9.3, 9.4, 9.5, 10.0, 
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10.1,10.2,10.3,10.4,10.5,10.6,10.7,10.8,10.9,11.0,11.1, 
11.2, 11.3, 11.4, 11.5, 11.6, 11.7, 11.8, 11.9, 12.0, or greater. 

3. Buffers 
It is necessary to select a resin and buffer so that the 

protein of interest Will bind to the resin. In a cation exchange 
separation, the protein of interest needs to be positively 
charged to bind to the stationary phase in the column. It is 
generally preferred that the buffering ion have the same sign 
of charge as the ion exchanger used to avoid the changes in 
pH that may result from adsorption or desorption of the 
buffering ion When altering the ionic strength. In the context 
of the present invention, bulfers that are contemplated for 
use With the invention include those With a pKa above about 
4.0. This includes phosphate, glycine, citrate, TRIS, TES, 
ImidiZolem succinic, and boric acid, all of Which are com 
mon biological buffers. In some case lactate glycine is used, 
or another buffer with a pKa above 4.0. 

Positively charged bu?fering ions are used for anion 
exchangers and negatively charged ones for cation exchang 
ers. Phosphate buffers are generally used on both anion or 
cation exchangers. In some embodiments of the invention, 
the buffer of the invention can further include a salt, Which 
is sodium. The concentration of the buffer is betWeen about, 
at least about, or at most about 0.1, 0.2, 0.5, 1, 2, 5, 10, 20, 
25, 30, 35, 40, 45, 50, 55, 60, 65, 70, 75, 80, 85, 90, 95, 100, 
150, 200, 250, 300, 350, 400, 450, 500, 550, 600, 650, 700, 
750, 800, 850, 900, 950, 1000, 2000, 5000 mM or more, or 
any range therein. The sodium may be provided in the buffer 
as NaCl. In addition, it may be provided in the buffer in 
multiple Ways, such as by adding more than one compound 
that includes sodium. All buffers are as pure as possible and 
may be made up from MilliQ-Water and ?ltered (0.45 or 0.22 
pm ?lter). 
Some bulfers commonly used in IEC include, but are not 

limited to, Tris, pH range 7-9, With DEAE ion exchanger; 
Phosphate, pH range 6-8, With CM (DEAE) ion exchanger; 
and Acetate, pH range 4-6, With DEAE ion exchanger. Ion 
exchange containing diethyl aminoethyl (DEAE) or car 
boxymethyl (CM) groups are most frequently used. Other 
bulfers may include L-histidine at 20 mM With a buffering 
range of pH 5.5-6.8; bis-Tris at 20 mM With a buffering 
range of pH 5.8-7.0; bis-Tris propane at 20 mM With a 
bu?fering range of pH 6.4-7.3; Triethanolamine at 20 mM 
With a buffering range of pH 73-82; or diethanolamine at 20 
mM With a bu?fering range of pH 84-94 which may all be 
used for anion exchange chromatography. For cation 
exchange chromatography the buffers used are acids and 
may include formate at 20 mM With a bu?fering range of pH 
3.3-4.3; MES at 20 mM With a bu?fering range of pH 
5.5-6.7; acetate at 20 mM With a bu?fering range of pH 
4.2-5.2; phosphate at 20 mM With a buffering range of pH 
2.0-7.6; and HEPES at 20 mM With a buffering range of pH 
76-82. Additional bulfers may include CHES/TEA or 
TEAA. The concentration of any of the buffers described 
herein may vary. The concentration of any of the buffers 
employed in the present invention may be at about 0, 0.5, 1, 
10, 20, 30, 40, 50, 60, 70, 80, 90, 100 mM or greater; or at 
about 0.2, 0.3, 0.4, 0.5, 0.6, 0.7, 0.8, 0.9, 1.0 M or greater. 
Moreover, it is contemplated that the speci?c bulfers 
described above may be modi?ed according to the present 
invention, such as by reducing the ionic strength and 
employing it at a loWer pH (for adsorbing and Washing), 
such as around 4.0, or at a higher pH (for elution or 
desorption), such as around 11.5. 

Before use, the buffer is thoroughly degassed and passed 
through a ?lter, for example, a 1 micron ?lter. Desorption is 
then brought about by increasing the salt concentration or by 
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altering the pH of the mobile phase. Alteration of the pH of 
the mobile phase is discussed elseWhere. 

4. Elution Gradient 
In order to elute a protein of interest from the column, a 

gradient such as a salt gradient can be used in ion exchange 
chromatography. Very often the sample components vary in 
their adsorption to the ion exchanger such that a single value 
of the ionic strength cannot make the sloW ones pass through 
the column in a reasonable time. In order to elute these 
proteins a salt gradient can be used Which causes a continu 
ous increase of ionic strength in the mobile phase. The salt 
concentration may also be varied in bulfers/ solvents used for 
IEC so that the more Weakly bound proteins Will wash off 
the column in the Wash, even if they are positively charged. 
The salt gradient alloWs for the sample components to be 
gradually desorbed in the order of increasing net charge, 
until all the components are fully desorbed. At this point, 
hoWever, the components of the sample are already sepa 
rated. Thus, a salt gradient compresses a chromatogram so 
as to elute components With Widely different adsorptive 
properties Within a reasonable time. If it is necessary to 
selectively increase resolution someWhere Within the gradi 
ent, but still to elute the sloW components Within a reason 
able time, a section of loWer gradient slope is built into the 
gradient so that it covers that part of the chromatogram 
Where increased resolution is desired. This is called the 
adapted gradient technique and requires an advanced pro 
grammable gradient device. 

Gradient elution plays a role in effecting band broadening. 
The exchange of sample molecules betWeen the mobile and 
stationary phases is governed by diffusion, and the band 
broadening e?‘ect operate as the molecules pass through the 
column. Small particles promote rapid mass transfer, push 
ing the optimal ?oW rate toWards higher values, and uniform 
spherical particles minimize the effect of eddy diffusion. In 
a gradient, the rear of a sample Zone moves at a slightly 
higher speed than the front. This is because the ionic strength 
of the gradient is slightly higher at the rear. As a conse 
quence, the Zone Will be sharper than it Would be Without the 
gradient. The steeper the gradient, the sharper the Zone. 

In order to fully utiliZe the resolving poWer of a gradient 
eluted column, the length of the column is such that it does 
not exceed that needed to fully desorb the last component. 
An extra-long column does not produce higher resolution 
and can result in extra band broadening. In order to achieve 
optimum results, the gradients used for elution should not be 
too steep. With a column volume of 4-5 ml (?he content of 
a 50-10 cartridge), a gradient volume of 20 to 25 ml is 
su?icient. 

B. Batch Puri?cation of Whey Protein 
It is contemplated that under certain circumstances, the 

methods described above may also be applied in a batch 
method of producing Whey protein isolate With high clarity 
and loW protein denaturation. The methods and conditions of 
batch puri?cation, including pH, temperature, ionic strength 
and concentration used to equilibrate the resin, promote 
adsorption, Wash the resin and desorb the adsorbed proteins, 
as described for a column process may also be used in a 
batch process. 

For example a batch puri?cation of the invention may 
comprise, placing cation-exchange resin in a tank With an 
equilibration solution and mixing. The equilibration solution 
may then be drained and a sample solution containing Whey 
proteins placed in the tank and exposed to the resin under 
conditions that promote protein adsorption to the resin. The 
conditions promoting adsorption are analogous to those 
described for the column process. This step may be folloWed 
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by draining the protein depleted sample solution from the 
tank and Washing the system including the resin With a Wash 
solution as described previously, one or more times. This 
may then be folloWed by draining of the Wash solution from 
the tank and exposing the Washed resin to conditions that 
promote desorption on the proteins. This can be achieved by 
placing the desorption solution in the tank and mixing it With 
the resin to facilitate desorption of the proteins. As described 
above, in certain cases the pH of the desorption solution may 
changed during the course of mixing the solution With the 
resin. Following desorption, the desorbed Whey protein 
solution may be collected and subjected to one or more 
additional manipulations as described herein. 

C. Puri?cation and Concentration of Whey Protein 
Prior to or subsequent to subjecting Whey proteins to IEC, 

they may be subjected to additional puri?cation techniques 
Well knoWn to those of ordinary skill in the art. 

Thus, certain aspects of the present invention concern the 
puri?cation, and in particular embodiments, the substantial 
puri?cation, of Whey protein. The term “puri?ed protein or 
peptide” as used herein, is intended to refer to a composition, 
isolatable from other components, Wherein the protein or 
peptide is puri?ed to any degree relative to its naturally 
obtainable state. A puri?ed protein or peptide therefore also 
refers to a protein or peptide, free from the environment in 
Which it may naturally occur. 

Generally, “puri?ed” Will refer to a protein or peptide 
composition that has been subjected to fractionation to 
remove various other components, and Which composition 
substantially retains its expressed its activity, as may be 
assessed, for example, by protein assays, as are knoWn to 
one of ordinary skill in the art for the speci?c or desired 
protein, polypeptide or peptide. These techniques involve, at 
one level, the crude fractionation of the cellular milieu to 
certain fractions of different polypeptides. 

There is no general requirement that the protein or peptide 
alWays be provided in their most puri?ed state. Indeed, it is 
contemplated that less substantially puri?ed products Will 
have utility in certain embodiments. Partial puri?cation may 
be accomplished by using feWer puri?cation steps in com 
bination, or by utiliZing different forms of the same general 
puri?cation scheme. For example, it is appreciated that a 
cation-exchange column chromatography performed utiliZ 
ing an HPLC apparatus Will generally result in a greater 
“-fold” puri?cation than the same technique utiliZing a loW 
pressure chromatography system. Methods exhibiting a 
loWer degree of relative puri?cation may have advantages in 
total recovery of protein product, or in maintaining the 
activity of an expressed protein. 

Thus, after separated or isolating or extracting the Whey 
protein of the present invention from other proteins or 
protein components using the ion exchange method dis 
closed herein, the Whey protein may be further puri?ed using 
chromatographic and electrophoretic techniques to achieve 
partial or complete puri?cation (or puri?cation to homoge 
neity). Various techniques suitable for use in protein puri 
?cation Will be Well knoWn to those of skill in the art. These 
include, for example, precipitation With ammonium sulfate, 
PEG, antibodies and the like or by heat denaturation, fol 
loWed by centrifugation; chromatography steps such as gel 
?ltration, reverse phase, hydroxylapatite and affinity chro 
matography; isoelectric focusing; gel electrophoresis; and 
combinations of such and other techniques. Analytical meth 
ods particularly suited to the preparation of a pure Whey 
protein include ultra?ltration, dia?ltration, reverse micellar 
extraction (RM), channel modules, exclusion chromatogra 
phy; polyacrylamide gel electrophoresis; isoelectric focus 
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ing. A particularly e?icient method of purifying peptides is 
fast protein liquid chromatography or even HPLC. Thus, any 
of a number of protein puri?cation methods knoWn to one of 
ordinary skill in the art may be used in combination With the 
ion exchange method of the present invention to obtain or 
prepare a puri?ed or substantially puri?ed Whey protein. As 
is generally knoWn in the art, it is believed that the order of 
conducting the various puri?cation steps may be changed, or 
that certain steps may be omitted, and still result in a suitable 
method for the preparation of a substantially puri?ed protein 
or peptide. 

Various methods for quantifying the degree of puri?cation 
of the Whey protein Would be by any method knoWn to those 
of skill in the art. An example is found in Method No. 991.20 
in Association of Of?cial Analytical Chemists, 2000 Of?cial 
Methods for Analysis, Vol II, 17”’ Ed. AOAC, Gainthers 
berg, Md., Which is hereby incorporated by reference. 

Other methods include, for example, determining the 
speci?c activity of an active fraction, or assessing the 
amount of polypeptides Within a fraction by SDS/PAGE 
analysis. A method for assessing the purity of a fraction is to 
calculate the speci?c activity of the fraction, to compare it 
to the speci?c activity of the initial extract, and to thus 
calculate the degree of purity, herein assessed by a “-fold 
puri?cation number.” The actual units used to represent the 
amount of activity Will, of course, be dependent upon the 
particular assay technique chosen to folloW the puri?cation 
and Whether or not the expressed protein or peptide exhibits 
a detectable activity. As discussed above, a Way to describe 
protein isolation in the ?eld of Whey protein production is 
With respect to the Weight of Whey protein in a sample as a 
percentage of the total Weight of all solids in the sample. 

D. Other Methods of Protein Extraction/Puri?cation 
The present invention further contemplates the use of 

additional methods for extracting or isolating or purifying a 
Whey protein and that may be employed in combination With 
the ion exchange method of the invention. Such methods 
may involved the adsorption characteristics of a protein, or 
siZe of a protein or charge of a protein. 

1. Protein Separation Methods Based on pH 
a. Af?nity Chromatography 
Adsorption chromatography involves the separation of 

compounds by selective adsorption-desorption at a solid 
matrix that is contained Within a column through Which the 
mixture passes. Separation is based on the different af?nities 
of different proteins for the solid matrix. Af?nity and ion 
exchange chromatography are the tWo major types of 
adsorption chromatography commonly used for the separa 
tion of proteins. Separation can be carried out using either an 
open column or high-pressure liquid chromatography. 

Af?nity chromatography uses a stationary phase that 
consists of a ligand covalently bound to a solid support. The 
ligand is a molecule that has a highly speci?c and unique 
reversible af?nity for a particular protein. The sample to be 
analyZed is passed through the column and the protein of 
interest binds to the ligand, Whereas the contaminating 
proteins pass directly through. The protein of interest is then 
eluted using a buffer solution Which favors its desorption 
from the column. This technique is the most ef?cient means 
of separating an individual protein from a mixture of pro 
teins, but it is the most expensive, because of the need to 
have columns With speci?c ligands bound to them. 

Af?nity Chromatography is a chromatographic procedure 
that relies on the speci?c af?nity betWeen a substance to be 
isolated and a molecule that it can speci?cally bind to and is 
Well knoWn in the art. This is a receptor-ligand type inter 
action. The column material is synthesiZed by covalently 
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coupling one of the binding partners to an insoluble matrix. 
The column material is then able to speci?cally adsorb the 
substance from the solution. Elution occurs by changing the 
conditions to those in Which binding Will not occur (e.g., 
alter pH, ionic strength, and temperature). 

b. Protein Separation by Electrophoresis 
Electrophoresis relies on differences in the migration of 

charged molecules in a solution When an electrical ?eld is 
applied across it. It can be used to separate proteins on the 
basis of their siZe, shape or charge. 

i. Non-Denaturing Electrophoresis 
In non-denaturing electrophoresis, a buffered solution of 

native proteins is poured onto a porous gel (usually poly 
acrylamide, starch or agarose) and a voltage is applied 
across the gel. The proteins move through the gel in a 
direction that depends on the sign of their charge, and at a 
rate that depends on the magnitude of the charge, and the 
friction to their movement: 

Proteins may be positively or negatively charged in solu 
tion depending on their isoelectic points (pl) and the pH of 
the solution. A protein is negatively charged if the pH is 
above the pl, and positively charged if the pH is beloW the 
pl. The magnitude of the charge and applied voltage Will 
determine hoW far proteins migrate in a certain time. The 
higher the voltage or the greater the charge on the protein the 
further it Will move. The friction of a molecule is a measure 
of its resistance to movement through the gel and is largely 
determined by the relationship betWeen the effective siZe of 
the molecule, and the siZe of the pores in the gel. The smaller 
the siZe of the molecule, or the larger the siZe of the pores 
in the gel, the loWer the resistance and therefore the faster a 
molecule moves through the gel. Gels With different porosi 
ty’s can be purchased from chemical suppliers, or made up 
in the laboratory. Smaller pores siZes are obtained by using 
a higher concentration of cross-linking reagent to form the 
gel. Gels may be contained betWeen tWo parallel plates, or 
in cylindrical tubes. In non-denaturing electrophoresis the 
native proteins are separated based on a combination of their 
charge, siZe and shape. 

ii. Isoelectric Focusing Electrophoresis 
This technique is a modi?cation of electrophoresis, in 

Which proteins are separated by charge on a gel matrix 
Which has a pH gradient across it. Proteins migrate to the 
location Where the pH equals their isoelectric point and then 
stop moving because they are no longer charged. This 
methods has one of the highest resolutions of all techniques 
used to separate proteins. Gels are available that cover a 
narroW pH range (2-3 units) or a broad pH range (3-10 units) 
and one should therefore select a gel Which is most suitable 
for the proteins being separated. 

iii. TWo Dimensional Electrophoresis 
Isoelectric focusing and SDS-PAGE can be used together 

to improve resolution of complex protein mixtures. Proteins 
are separated in one direction on the basis of charge using 
isoelectric focusing, and then in a perpendicular direction on 
the basis of siZe using SDS-PAGE. 

2. Protein Separation Due to SiZe Differences 
Proteins can also be separated according to their siZe. 

Typically, the molecular Weights of proteins vary from about 
10,000 to 1,000,000 daltons. In practice, separation depends 
on the Stokes radius of a protein, rather than directly on its 
molecular Weight. The Stokes radius is the average radius 
that a protein has in solution, and depends on its three 
dimensional molecular structure. For proteins With the same 
molecular Weight the Stokes radius increases in the folloW 
ing order: compact globular protein<?exible random 
coil<rod-like protein. 




















