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(57) ABSTRACT

Processes for preparation of macroporous membranes having
unusually high equilibrium protein binding capacities are
described. Membranes include a self-supporting porous
membrane substrate and a grafted polymeric film on the pore
surfaces of the substrate. A polymeric film may be grafted to
the porous membrane substrate using surface-initiated poly-
merization. The grafted polymer chains within the polymeric
film can act as molecular ‘brushes’ or ‘tentacles’ in solution
and can contain one or more capture chemistries for biomol-
ecules. Membranes can be used in the separation and purifi-
cation of biomolecules such as proteins, nucleic acids, virus
or virus-like particles, endotoxins, and the like.
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1
MEMBRANE SURFACE MODIFICATION

CROSS REFERENCE TO RELATED
APPLICATIONS

This application claims filing benefit of previously filed
U.S. Provisional Patent Application Ser. No. 61/494,182 hav-
ing a filing date of Jun. 7, 2012, incorporated herein by
reference in its entirety.

BACKGROUND

Ion-exchange chromatography is a very widely used unit
operation in the biopharmaceutical industry for the down-
stream processing of protein therapeutics at capture, interme-
diate, and polishing purification stages. lon exchange agents
contain charged functional groups attached to a solid base
matrix. The functional groups can be charged positively (an-
ion-exchangers) or negatively (cation-exchangers) and inter-
act with charged molecules primarily via electrostatic inter-
actions. Historically, resin-based chromatography has been a
work horse for the industry. While effective and reliable, this
unit operation has low mass throughput, high pressure drop
and complex scale-up criteria. These limitations, combined
with tremendous pressure from global competition and gov-
ernment regulations, are forcing the biopharmaceutical
industry to look for an alternative to resin column chroma-
tography.

In recent years, membrane chromatography has been pro-
moted as a promising alternative to conventional resin chro-
matography. Membrane chromatography was introduced
several years ago as a technology especially suited for large-
scale processes—an unmet need of biotechnology and biop-
harmaceutical industries. Traditionally, adsorptive ion-ex-
change membranes have been produced using physical
polymer coating techniques such as dip coating, spray coat-
ing, meniscus coating and the like. In these techniques, the
porous membrane substrate is wetted by a polymer or copoly-
mer solution. The polymer or copolymer solution may addi-
tionally contain cross-linkers and/or other additives. The
polymer coating is fixed on the membrane substrate by curing
the membrane at high temperature or by a phase inversion
process to produce a polymer film-coated composite mem-
brane.

There are several disadvantages of this traditional technol-
ogy. For instance, it requires multiple steps that may include
polymer synthesis, coating, curing and surface functionaliza-
tion of the coating material. Controlling the thickness of the
polymer film coating is labor intensive and often requires the
optimization of a large set of process parameters to achieve
the desired thickness. Additionally, controlling the final pore
size and pore-size distribution across the polymer film coated
membrane produced using the phase inversion method is
complex and often results in small size pores. This leads to
high mass transfer resistances and limited accessibility of
biomolecules within the coated membrane pores. Finally,
these processes are unable to provide independent control
over film thickness and polymer chain density on the surface.

Graft polymerization is a versatile technique that has been
used to modify porous substrates with polymer films. How-
ever, while graft polymerization can produce a large number
of binding sites on a membrane, improved control schemes
are needed to avoid pore blocking and associated diffusion
limited transport of biomolecules.

Previously known methods have utilized atom transfer
radical polymerization (ATRP) methods for forming modi-
fied membranes. ATRP is a redox-initiated polymerization
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reaction in which the reaction occurs between an initiator
with a radically transferable atom and a catalyst complex
comprising a transition metal in a lower oxidation state that is
coordinated to a ligand. Unfortunately, however, the transi-
tion metal complex in a lower oxidation state is susceptible to
reaction with oxygen or other oxidizers, and promoting the
metal to a higher oxidation state that serves as a deactivator
for the ATRP process. Accordingly, to prepare surface modi-
fied membranes with consistent performance properties
according to an ATRP process, the preformed catalysts must
be stored under an inert atmosphere and experimental pre-
cautions are needed to maintain an oxygen-free environment
throughout the process. Dissolved oxygen is the primary oxi-
dizer in the surface modification formulation (mixture of
monomer, catalyst complex, and solvent), and it must be
removed from the solution prior to the polymerization reac-
tion. The preparation of catalyst also must be done in a de-
oxygenated solvent and under an oxygen-free environment to
avoid the oxidation of catalyst. Accordingly, the process of
catalyst complex handling can be challenging and may
become impractical at the industrial scale.

What are needed in the art are membrane preparation tech-
niques that can yield membranes with a high polymer chain
density and easily accessible protein binding sites, for
instance in formation of efficient chromatographic separation
materials and methods.

BRIEF DESCRIPTION OF THE FIGURES

A full and enabling disclosure of the present subject matter,
including the best mode thereofto one of ordinary skill in the
art, is set forth more particularly in the remainder of the
specification, including reference to the accompanying fig-
ures in which:

FIG. 1 represents the effect of ascorbic acid concentration
during polymerization reaction on protein binding capacity of
surface-modified anion-exchange membranes. The bottom
x-axis represent the molar ratio of ascorbic acid to the copper
(IT) chloride concentration. The top x-axis represents the con-
centration of ascorbic acid. The y-axis represents the static
protein binding capacity of bovine serum albumin (BSA)
protein in milligrams per milliliter (mg/mL) of adsorptive
membrane bed.

FIG. 2 represents the effect of ascorbic acid concentration
during polymerization reaction on protein binding capacity of
surface-modified anion-exchange membranes. The bottom
x-axis represent the molar ratio of ascorbic acid to the copper
(IT) chloride concentration. The top x-axis represents the con-
centration of ascorbic acid. The y-axis represents the static
protein binding capacity of BSA protein in milligrams per
milliliter (mg/mL.) of adsorptive membrane bed.

FIG. 3 represents the effect of polymerization reaction time
on protein binding capacity of surface-modified anion-ex-
change membranes. The bottom x-axis represent the poly-
merization time in minutes. The y-axis represents the static
protein binding capacity of BSA protein in milligrams per
milliliter (mg/mL.) of adsorptive membrane bed.

DETAILED DESCRIPTION

Reference will now be made in detail to various embodi-
ments of the disclosed subject matter, one or more examples
of'which are set forth below. Each embodiment is provided by
way of explanation of the subject matter, not limitation
thereof. In fact, it will be apparent to those skilled in the art
that various modifications and variations may be made in the
present disclosure without departing from the scope or spirit
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of the subject matter. For instance, features illustrated or
described as part of one embodiment, may be used in another
embodiment to yield a still further embodiment.

According to one embodiment, disclosed are methods for
preparation of macroporous membranes having unusually
high equilibrium protein binding capacities. Disclosed mem-
branes can include a self-supporting porous membrane sub-
strate and a grafted polymer film on pore surfaces of the
substrate. Also disclosed are methods for grafting a polymer
film on a porous membrane substrate using surface-initiated
polymerization. Grafted polymer chains of a polymer film
can act as molecular ‘brushes’ or ‘tentacles’ in solution and
can include one or more capture chemistries, for instance one
or more capture chemistries specific for biomolecules.

Membranes prepared according to disclosed methods can
be used in the separation and purification of biomolecules
such as proteins, nucleic acids, virus or virus-like particles,
endotoxins, and the like according to adsorptive downstream
bioseparation unit operations. By way of example, disclosed
membranes can be utilized for membrane chromatography
applications. In one embodiment, disclosed macroporous
adsorptive membranes can have ion-exchange functionality
produced by grafting polymeric thin films at the surface of
self-supporting base porous substrates using activators regen-
erated by electron transfer atom transfer radical polymeriza-
tion (ARGET-ATRP) or activators generated by electron
transfer atom transfer radical polymerization (AGET-ATRP).

Average nominal pore size of a porous membrane substrate
can range from about 0.01 micrometers (um) to about 50
micrometers. For instance, the average nominal pore size can
range from about 0.05 pm to about 15 um, such as from about
0.10 pm to about 10 um.

The selection of polymer for a thin film to be formed on the
porous membrane substrate can be based on the pendent
ion-exchange functional group available in the molecular
structure of the monomer. In one embodiment, a polymeric
thin film can include a homopolymer including one or more
pendant ion-exchange groups provided by the monomer unit
used to form the homopolymer. For instance, the monomer
can be a monomer with tertiary or quaternary amine function-
ality. Examples of monomers that can be used include sty-
rene, acrylate, methacrylate, acrylamide, or acrylonitrile
based-monomers containing anion-exchange or cation-ex-
change pendant groups. For example, the monomer can be
dimethylaminoethyl methacrylate (DMAEMA). The unifor-
mity of polymer chain density and thickness of the polymeric
thin film can determine the transport and adsorption proper-
ties of the resulting ion-exchange membranes.

Regardless of the monomer used, the formation of the
polymeric thin film can add mass to the porous membrane
substrate. For instance, mass increase can be from about 1%
to about 100% by weight of the porous membrane substrate,
such as from about 1% to 50% in some embodiments and
from about 1% to about 25% in still other embodiments. As
shown in FIGS. 1 and 2, ion-exchange membranes prepared
according to disclosed methods can have extremely high and
fully reversible protein binding capacities in excess of about
150 mg/ml. for proteins, such as from about 10 mg/mlL to
about 175 mg/mL in some embodiments and from about 25
mg/ml to about 150 mg/ml in still other embodiments.
Examples of proteins that can bind to the membranes dis-
closed herein are bovine serum albumin and monoclonal anti-
bodies.

According to disclosed methods, surface-initiated graft
polymerization can be utilized to modify a porous membrane
substrate to include a polymeric thin film. More specifically,
a polymeric thin film can be prepared by a ‘grafting from’
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approach so as to incorporate ion-exchange functionality
onto the internal pore surfaces of a porous membrane sub-
strate. More specifically, a two step surface modification pro-
cess can be used to prepare the modified porous films. In the
first step, membranes can be functionalized with an ATRP
initiator, and in the second step, initiator-functionalized
membranes can be further modified by surface-initiated
ARGET or AGET-ATRP utilizing a monomer bearing ion-
exchange functionality.

A typical initiator functionalization solution can include an
ATRP initiator precursor and one or more solvents. Suitable
ATRP initiator precursors can include organic halides such as
bromine or chlorine based initiator precursors. For example,
the ATRP initiator precursor can be 2-bromoisobutyryl bro-
mide (2-BIB). Common solvents can include but are not
limited to tetrahydrofuran, methanol, ethanol, acetonitrile,
and mixtures of one or more of these solvents. The concen-
tration of the ATRP initiator precursor in the solution can
range from about 1 millimolar (mM) to about 40 mM, such as
from about 10 mM to 30 mM in some embodiments and from
about 15 mM to 20 mM in still other embodiments. The
initiator functionalization can be carried out a temperature
ranging from about 0° C. to about 45° C., such as at a tem-
perature of about 35° C.

A polymerization solution for use in the second step of a
process can include a monomer with ion-exchange function-
ality (e.g., a monomer with tertiary or quaternary amine func-
tionality), a catalyst complex including a metal salt and ligand
molecule, a solvent, and a reducing agent. Examples of
monomers that can be used include styrene, acrylate, meth-
acrylate, acrylamide, or acrylonitrile based-monomers con-
taining anion-exchange or cation-exchange pendant groups.
For example, the monomer can be dimethylaminoethyl meth-
acrylate (DMAEMA).

Further, the metal salt can be a transition metal salt such as
copper, titanium, molybdenum, rhenium, iron, ruthenium,
osmium, rhodium, cobalt, nickel, or palladium. One example
of'a suitable metal salt is copper(II) chloride. Meanwhile, the
ligand can be a nitrogen-based ligand such as an amine or the
ligand can be a phosphorous ligand. For instance, the ligand
can  be 1,1,4,7,10,10-hexamethyltriethylenetetramine
(HMTETA). Methanol, ethanol, 2-propanol, water and mix-
tures of one or more solvents can be used, but it should be
understood that other suitable solvents can also or alterna-
tively be used.

Ascorbic acid is one suitable reducing agent, but others can
alternatively be used. For instance, other suitable reducing
agents include copper oxide, tin(Il) 2-ethylhexanoate, glu-
cose, or hydrazine. In the second step, the monomer can be
added to the solvent, where the concentration of the monomer
in the solvent ranges from about 0.25 molar (M) to about 5 M,
such as from about 0.5 M to 4 M in some embodiments and
from about 1 M to 3 M in still other embodiments.

A catalyst can then be formed by the addition of the metal
salt and ligand. The concentration of the metal salt in the
solution can range from about 5 parts per million (ppm) to
about 400 ppm, such as from about 10 ppm to about 350 ppm
in some embodiments and from about 25 ppm to about 250
ppm in still other embodiments. For instance, the concentra-
tion of the metal salt in the solution can range from about 0.01
mM to about 0.8 mM, such as from about 0.02 mM to about
0.6 mM in some embodiments and from about 0.05 mM to
about 0.5 mM in still other embodiments. Meanwhile, the
concentration of the ligand in the solution can range from
about 10 ppm to about 800 ppm, such as from about 20 ppm
to about 700 ppm in some embodiments and from about 50
ppm to about 500 ppm in still other embodiments.
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Next, the reducing agent can be added in an amount so that
the molar ratio of reducing agent to transition metal salt can
typically range from about 0 to about 100, such as from about
0 to about 40 in some embodiments, and from about 0.5 to 20
in still other embodiments. For example, the reducing agent
can be added in an amount of from about 0 mM to about 8
mM, such as from about 0.25 mM to about 6 mM in some
embodiments and from about 0.5 mM to 4 mM in still other
embodiments.

Further, the step of modification by surface-initiated
ARGET or AGET-ATRP described above can be carried outa
temperature ranging from about 0° C. to about 80° C., such as
at a temperature of about 40° C.

Surface-initiated ATRP, a catalyst-activated reaction, can
allow independent control over polymer chain grafting den-
sity as well as the thickness of the polymeric film grafted at
membrane pore surfaces. By controlling polymer chain graft-
ing density and polymer film thickness independently, the
protein binding capacity and transport properties of mem-
branes can be optimized.

As discussed above, problems have been encountered
when utilizing an ATRP process for surface modification of a
membrane. Presently disclosed methods can overcome these
problems by forming the active catalyst and removing dis-
solved oxygen simultaneously through addition of an oxygen
scavenger compound to the solution.

Disclosed methods further include a polymer grafting pro-
cess using surface initiated ATRP in the presence of dissolved
oxygen and very low catalyst concentration to prepare sur-
face-modified adsorptive membranes. Specifically, disclosed
modified membranes can be charged adsorptive membranes.

Modified membranes formed as disclosed herein can be
used in the separation and purification of charged molecules
such as proteins, nucleic acids, virus or virus like particles,
endotoxins, and the like. Disclosed membranes include a
porous membrane substrate and a polymeric thin film grafted
covalently at pore surfaces of the porous membrane substrate.
In one embodiment the porous membrane substrate can be a
macroporous membrane formed of a hydrophilic material.
For example, the porous membrane substrate can be formed
from cellulose, cellulose derivatives, regenerated cellulose or
nylon. However, it is to be understood that the use of a hydro-
philic material is not required, and the porous membrane
substrate can be formed from other materials known to those
of ordinary skill in the art, such as polysulfone, polyethersul-
fone, polyvinylidene fluoride, polyacrylonitrile, polyether-
imide, polypropylene, polyethylene, or polyether terephtha-
late. A macroporous membrane substrate can exhibit high
volumetric flow rate due to micron-size pores, low non-spe-
cific adsorption of proteins, and high density of surface func-
tionality that can be used as reactive sites.

Modified membranes can be prepared using surface-initi-
ated graft polymerization. The ‘grafting from’ approach, as
opposed to coating or the ‘grafting to” approach of other
processes, realized with A(R)GET-ATRP can be used to graft
polymer chains at the surface of the porous membrane sub-
strate. A polymeric film can be made of homopolymer with
ion-exchange functionality. Disclosed methods can offer
independent control of thickness of polymeric film and the
grafting density of polymer chains to optimize the protein
binding capacity and flow properties of ion exchange mem-
branes.

The present disclosure may be better understood with ref-
erence to the Examples, provided below.

Example 1

This example describes a method to prepare an ion-ex-
change membrane with an anion exchange polymeric film

20

25

30

35

40

45

50

55

60

65

6

anchored to a porous, self-supporting, regenerated cellulose
membrane matrix. Further illustrated is the protein binding
capacity of the prepared membrane.

Surface modification of regenerated cellulose membranes
was carried out in two steps. Initiator molecules were
anchored to the membrane pore surfaces in a first step.
ARGET ATRP was used in the second step to graft a thin film
of poly-(2-(dimethylamino)ethyl methacrylate) (poly-
(DMAEMA)) from the initiator sites. Initiator functionaliza-
tion was carried out in tetrahydrofuran (THF) at 35° C. Mem-
branes were removed from the THF and dried for 5 minutes
before placing into the solution for initiation.

A typical solution comprised the initiator precursor, 2-bro-
moisobutyryl bromide (2-BIB) at a concentration of 18 mM,
and solvent anhydrous THF (50 mL). After 2 hours (h), the
membrane was removed from the reaction mixture, washed
thoroughly with methanol, THF and HPLC water to remove
excess unbound 2-BIB.

Initiator-functionalized membranes were modified further
by surface-initiated ARGET-ATRP. A typical procedure fol-
lows: monomer, DMAEMA was added to the solvent, 2-pro-
panol to prepare a2 M monomer solution in a flask. A catalyst
was formed by addition of copper(Il) chloride (50 or 200
ppm) and amine ligand with 1,1,4,7,10,10-hexamethyltrieth-
ylenetetramine (HMTETA; 100 or 400 ppm) into the mono-
mer solution. Next, this mixture was placed on a magnetic stir
plate for 15 minutes until it became homogeneous, indicating
the formation of a fully soluble catalyst complex. Initiator-
functionalized membrane was placed inside a 40 mL serum
glass vial and 35 mL polymerization solution was added to
this vial. The glass vial was sealed using a rubber stopper and
aluminum cap to make it air tight. A reducing agent, ascorbic
acid (AA), was dissolved into 2-propanol solvent using a
second serum glass vial. Next, this vial was placed into an
ultrasonic bath for 15 minutes until ascorbic acid was solu-
bilized. The resulting ascorbic acid solution was injected into
the 40 mL serum glass vials containing the membrane and
polymer solution using a syringe under air tight conditions.
The temperature of the polymerization reaction mixture was
raised to 40° C. by placing the glass vials in a constant
temperature shaker bath. After 4 hours, the membrane was
removed from the reaction mixture, washed thoroughly with
methanol and HPLC water.

Inthe first set of experiments, the concentration of ascorbic
acid was varied while the concentration of catalyst was kept
constant.

The effect of ascorbic acid concentration on protein bind-
ing capacity of surface-modified ion-exchange membranes
was measured using static protein binding capacity experi-
ments.

Bovine serum albumin (BSA) was used as model protein to
measure static protein adsorption capacities of modified
membranes. BSA concentration of 3.0 mg/mL was prepared
in 10 mM PBS buffer. Each membrane (47 mm diameter) was
placed in a 40 mL glass bottle (IChem*short, wide-mouth,
Fisher Scientific) and incubated in 10 mL protein solution for
20 hours to reach equilibrium in a shaker bath at 22° C. Next,
membranes were removed from the glass bottles and equilib-
rium concentrations of the protein solutions were measured.
Binding capacities, reported as the adsorbed mass of protein
per unit volume of membrane, were calculated by mass bal-
ance using initial and equilibrium concentrations of protein
solution determined from a calibration plot.

As shown in FIG. 1, when the concentration of copper(I)
chloride is about 0.4 mM or 200 um, the BSA static binding
capacity ranges from about 0 mg/mL to about 150 mg/mlL..
For example, to achieve a BSA static binding capacity of from
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about 125 mg/mlL to about 150 mg/ml., the absorbic acid
concentration ranges from about 0.4 to about 1 mM, resulting
in a ratio of absorbic acid to copper(Il) chloride that is
between 1 and 2.5.

Example 2

This example describes a method to prepare an ion-ex-
change membrane with an anion exchange polymeric film
anchored to a porous, self-supporting, regenerated cellulose
membrane matrix. Further illustrated is the protein binding
capacity of the prepared membrane. The experimental
method described in EXAMPLE 1 was used to prepare mem-
branes. In this set of experiments, the concentration of cata-
lyst was reduced four-fold, while the molar ratio of ascorbic
acid to catalyst was kept constant. The effect of catalyst
concentration on protein binding capacity of surface-modi-
fied ion-exchange membranes was measured using static pro-
tein binding capacity experiments.

As shown in FIG. 2, when the concentration of copper(Il)
chloride is reduced four-fold to about 0.1 mM or 50 ppm, the
BSA static binding capacity ranges from about 0 mg/mlL to
about 150 mg/ml, even though the ratio of absorbic acid
reducing agent to copper(ll) chloride is larger than in
EXAMPLE 1 due the reduction in the concentration of cop-
per(I]) chloride used. For example, to achieve a BSA static
binding capacity of from about 125 mg/mL to about 150
mg/mL using only 0.1 mM copper(II) chloride, the absorbic
acid concentration is still from about 0.4 to 1 mM, resulting in
a ratio of absorbic acid to copper(I) chloride that is between
4 and 10.

Example 3

This example describes a method to prepare an ion-ex-
change membrane with an anion exchange polymeric film
anchored to a porous, self-supporting, regenerated cellulose
membrane matrix. Further illustrated is the protein binding
capacity of the prepared membrane. The experimental
method described in EXAMPLE 1 was used to prepare mem-
branes. In this set of experiments, the polymerization time,
thus, the degree of polymer grafting, was varied at constant
concentrations of catalyst and ascorbic acid. The effect of
polymerization time on protein binding capacity of surface-
modified ion-exchange membranes was measured using
static protein binding capacity experiments. As shown in FIG.
3, the BSA static binding capacity reached its maximum
value at a polymerization time of from about 120 minutes to
about 200 minutes.

While certain embodiments of the disclosed subject matter
have been described using specific terms, such description is
for illustrative purposes only, and it is to be understood that
changes and variations may be made without departing from
the spirit or scope of the subject matter.

What is claimed is:
1. A method of forming an ion-exchange membrane, com-
prising:

providing a porous substrate having pore surfaces, wherein
the substrate is self-supporting;

anchoring initiator molecules to the pore surfaces by
immersing the substrate into an initiator functionaliza-
tion solution to form initiator sites on the substrate; and

grafting a polymer film from the initiator sites via surface-
initiated activators regenerated by electron transfer-
atom transfer radical polymerization (ARGET-ATRP)
or activators generated by electron transfer-atom trans-
fer radical polymerization (AGET-ATRP) by immersing
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the substrate into a polymerization solution and adding a
reducing agent to the solution, wherein the membrane
has a protein binding capacity in excess of about 100
milligrams per milliliter.

2. The method according to claim 1, wherein the porous
substrate has an average nominal pore size of from about 0.05
micrometers to about 15 micrometers.

3. The method according to claim 1, wherein the porous
substrate comprises cellulose, a cellulose derivative, regener-
ated cellulose, nylon, polysulfone, polyethersulfone, polyvi-
nylidene fluoride, polyacrylonitrile, polyetherimide,
polypropylene, polyethylene, or polyether terephthalate.

4. The method according to claim 1, wherein the initiator
functionalization solution comprises an atom transfer radical
polymerization (ATRP) initiator precursor and one or more
solvents.

5. The method according to claim 4 where the ATRP ini-
tiator precursor comprises an organic halide.

6. The method according to claim 5 wherein the ATRP
initiator precursor comprises 2-bromoisobutyryl bromide.

7. The method according to claim 4, wherein the one or
more solvents comprises tetrahydrofuran, methanol, acetoni-
trile, or combinations thereof.

8. The method according to claim 1, wherein the anchoring
is carried out at a temperature of from about 0° C. to about 45°
C.

9. The method according to claim 1, wherein the polymer-
ization solution comprises a solvent, one or more monomers,
and a catalyst complex, wherein the catalyst complex com-
prises a transition metal salt and a ligand, wherein the ligand
is an amine ligand or a phosphorous ligand.

10. The method according to claim 9, wherein the one or
more monomers has ion-exchange functionality, and further
wherein the one or more monomers comprises styrene, acry-
late, methacrylate, acrylamide, or acrylonitrile.

11. The method according to claim 10, wherein the poly-
mer  comprises  dimethylaminoethyl  methacrylate
(DMAEMA).

12. The method according to claim 9, wherein the transi-
tion metal salt comprises copper(Il) chloride and the amine
ligand comprises 1,1,4,7,10,10-hexamethyltriethylenetetra-
mine (HMTETA).

13. The method according to claim 12, wherein the molar
concentration of the copper(Il) chloride in the polymerization
solution is from about 0.01 millimolar to about 0.8 millimo-
lar.

14. The method according to claim 9, wherein the ratio of
the reducing agent to the transition metal salt ranges from
about 0.5 to about 20.

15. The method according to claim 1, wherein the reducing
agent comprises ascorbic acid.

16. The method according to claim 15, wherein the molar
concentration of the ascorbic acid in the polymerization solu-
tion is from about 0.25 millimolar to about 5 millimolar.

17. The method according to claim 1, wherein the grafting
is carried out at a temperature of from about 0° C. to about 80°
C.

18. An ion-exchange membrane, comprising:

a porous substrate, wherein the substrate comprises pore

surfaces and is self-supporting;

initiator sites at the pores surfaces, wherein the initiator

sites are formed by immersing the substrate into an
initiator functionalization solution; and

a polymer film grafted from the initiator sites via surface-

initiated activators regenerated by electron transfer-
atom transfer radical polymerization (ARGET-ATRP)
or activators generated by electron transfer-atom trans-
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fer radical polymerization (AGET-ATRP), wherein the
membrane has a protein binding capacity in excess of
about 100 milligrams per milliliter.

19. The membrane according to claim 18, wherein the
porous substrate has an average nominal pore size of from
about 0.05 micrometers to about 15 micrometers.

20. The membrane according to claim 18, wherein the
porous substrate comprises cellulose, a cellulose derivative,
regenerated cellulose, nylon, polysulfone, polyethersulfone,
polyvinylidene fluoride, polyacrylonitrile, polyetherimide,
polypropylene, polyethylene, or polyether terephthalate.

21. The membrane according to claim 18, wherein the
initiator sites comprise an ATRP initiator precursor.

22. The membrane according to claim 21, wherein the
ATRP initiator precursor comprises an organic halide.

23. The membrane according to claim 3, wherein the
organic halide comprises 2-bromoisobutyryl bromide.

24. The membrane according to claim 18, wherein the
polymer film comprises one or more monomers with ion-
exchange functionality, wherein the one or more monomers
comprises styrene, acrylate, methacrylate, acrylamide, or
acrylonitrile.

25. The membrane according to claim 24, wherein the
polymer film comprises dimethylaminoethyl methacrylate
(DMAEMA).

26. The membrane according to claim 18, wherein the
membrane is used in the separation and purification of bio-
molecules including proteins, nucleic acids, viruses, virus-
like particles, and endotoxins.

#* #* #* #* #*
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