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Review

Preparative chromatography of biomolecules

Alois Jungbauer
Institut fur angewandte Mikrobiologie, Universitdt fur Bodenkultur, Nussdorfer Lande 11, A-1190 Vienna (Austria)

ABSTRACT

An overview of preparative chromatography is given with a description of both theoretical and practical aspects. Owing to the
large-scale production of recombinant proteins in various hosts, the requirements for speed, recovery and purity are ever
increasing. The introduction of new gels with higher stability, a better understanding of the adsorption process and significant
improvements in equipment such as injectors, pumps, fractionation devices and valves have transformed chromatography from an
art to science and technology. The rules for scale-up are well understood (constant height, constant height-to-diameter ratio,
dynamic similarity) and theoretical solutions including computer programs are available to minimize experimental work.
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1. INTRODUCTION

The requirements for amount, purity and final
concentration of particular biomolecules may

influence the purification strategy, the technique
of scale-up of column liquid chromatography and
the selection criteria for packings, etc. The
requirements for scale-up also depend on the
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optimal working range

U
Fig. 10. Productivity versus velocity according to the defini­
tion by Yamamoto and Sano [73).

ation using FPLC strategies can circumvent cool
room operation, however.

5. CONCLUSIONS AND FUTURE PROSPECTS

Preparative chromatography retains an indis­
putable position in the purification of biomole­
cules and the preservation of their activity. A
variety of specific adsorption/desorption systems
with high yield productivity and simple perform­
ance make this technique superior to others such
as counter-current extraction and preparative
electrophoreis. Improvements of the kinetic by
the introduction of through-pores in the particle
[75] or by membrane adsorption are current
trends. Nevertheless, one should not forget that
kinetics in preparative chromatography are not
the only parameter. The overall story depends
more on productivity, which includes resolution,
dynamic capacity and resistance to fouling and
clogging. Preparative chromatography continues
to serve well "when one wants more" of precious
biomolecules serving mankind.
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Comparison of three activated agaroses for use
affinity chromatography: effects on coupling
performance and ligand leakage

A.P.G. van Sommeren*, P.A.G.M. Machielsen and T.e.J. Gribnau

.
In

Clinical Laboratory Systems Research Unit, Akzo Pharma Division, Organon Teknika BV, P.O. Box 84, 5280 AB Boxtel
(Netherlands)

ABSTRACT

Three commercially available' activated supports, N-hydroxysuccinimide (NHS)-, tresyl chloride- and hydrazide-activated
agarose, were compared with respect to coupling rate and coupling efficiency for the ligand and ligand leakage during both
storage and chromatography. A monoclonal antibody against the E, protein of the rubella virus was used as a ligand. For each
support the monoclonal antibody (mab) was immobilized at three concentrations: 0, and ca. 2.5, 5.0 "and 10 mg IgG per ml gel.
The NHS-activated support showed very fast and complete binding of the ligand. Moreover, using this support the ligand leakage
was considerablyless both during storage and chromatography as compared with the other two supports. It was also shown that
the static binding capacity was comparable for the NHS- and tresyl chloride-derivatized agaroses and it was about a factor of two
lower for the hydrazide-derivatized agarose.

INTRODUCTION

Affinity chromatography based on antigen­
antibody interactions, called immunosorption is
an extremely powerful technique and has been
increasingly successful since the advent of mono­
clonal antibodies (mabs). When, there is a suit­
able monoclonal antibody at hand, immuno­
sorption is an especially attractive technique for
protein purification. Purification factors of 2000­
20000-fold are often achievable, and it is some­
times possible to achieve purification to homo­
geneity in a single step.

The extensive use of antibody-containing af­
finity columns in the purification of biologically
active compounds is severely hampered by the
leaching of antibody or portions thereof from the
immunoaffinity support during elution of the
target antigen. Part of the problem is caused by

• Corresponding author.

the combined use of reducing agents (i.e., thiols)
and chaotropic agents (e.g., detergents and de­
naturants) in the elution step, which causes the
dissociation of heavy and/or light chains from
the immobilized antibody. This part of the leak­
age problem can be diminished by, amongst
other things, intramolecular cross-linking of the
antibody chains at their sites of disulphide inter­
linkage using bifunctional SH-specific reagents
[1] or via the lysine groups using glutaraldehyde.
A decrease in the problems in this context can
also be obtained by the selection of conjugation
methods that yield a more stable chemical link­
age between the matrix and the spacer and
between the spacer and the antibody [2].

Many activated gel matrices ready for the
reaction with a ligand are commercially available
[3]. They differ in, amongst other things, the
reactive group, the extent of activation, intro­
duced spacer length and type, particle size and
porosity. In practice, most of these gel matrices
are based on beaded agarose.

0021-9673/93/$06.00 © 1993 Elsevier Science Publishers B.Y. All rights reserved



24

In spite of some disadvantages, activation by
cyanogen bromide (CNBr) remains a popular
method. The main disadvantages of CNBr-acti­
vated agarose stem from the isourea linkage [4]
between the gel and the amino groups of lysine.
The isourea derivative introduces an extra posi­
tive charge at neutral pH (pK:=:::: 9.5), causing the
gel to act as a weak ion exchanger at low salt
concentrations. This does not usually present a
problem. More serious is the fact that the iso­
urea bond is reversible and can be cleaved, e.g.,
by hydrolysis at weakly alkaline pH (>8) and by
aminolysis with low-molecular-mass amines. In
addition, very slow leakage of the (protein)
ligand from the column occurs over a period of
months to years [5].

Proteins may also be coupled to agarose which
has been derivatized by spacer arms with
N-hydroxysuccinimide ester at their ends [6].
Succinimide esters are very susceptible to nu­
cleophilic attack by the s-amino groups of lysine,
resulting in the formation of a stable amide bond
between the protein and the spacer arm. Limita­
tions of NHS esters in affinity chromatography
and protein immobilization were described by
Wilchek and Miron [2]. On reaction with ligands
containing an amino group, the columns were
unstable to alkali and were plagued by constant
leakage during use. However, they also de­
scribed an alternative two-step method for the
preparation of NHS esters, based first on the
reaction of a carboxyl-containing matrix with a
carbodiimide, that yields stable affinity columns.
Tresyl chloride-activated gel matrices are suit­
able for immobilization of amino- and thiol-con­
taining ligands and allow efficient immobilization
even at neutral pH. The ligand becomes im­
mobilized to the matrix by stable -CHz-S­
(thioether) or -CHz-NH- (amine) linkages. The
thiol groups are more reactive than amines and
also imidazole and tyrosine hydroxyl groups can
displace the sulphonate ester [7].

A hydrazide matrix can be used for immobili­
zation of ligands containing aldehyde and ketone
groups [8]. The reaction occurs at low pH (ca. 5)
and the chemical bond that is formed is a stable
hydrazone, obviating the need for reduction
(although this can be performed if desired) [9].
In the case of antibodies, carbohydrate residues

A.P.G. van Sommeren et al. / J. Chromatogr. 639 (1993) 23-31

in the oligosaccharide chains, mainly at the Fe­
part of the molecule, are oxidized at the vicinal
hydroxyls to form aldehydes. This should have
the advantage that antibodies are immobilized
with optimum orientation [10].

The purpose of this investigation was to
evaluate three commercially available products,
hydrazide-, tresyl chloride- and N-hydroxysuc­
cinimide (NHS)-activated agarose, with respect
to their performance with regard to ligand leak­
age during storage and immunoaffinity chroma­
tography. Moreover, the coupling speed and
coupling efficiency for a mab and the perform­
ance of the immunosorbents with respect to
static binding capacities at three ligand densities
were determined. These factors can be influ­
enced by, amongst other things, temperature,
pH, type and concentration of coupling buffer,
use and type of spacer arm and nature of the
ligand [7,11]. Because investigations according to
these factors were beyond the scope of this
work, preparation of the immunosorbents was
performed according to the manufacturer's
protocol.

The purification of the E1-E, glycoprotein
complex (M r 300000) of the rubella virus from
culture fluid was used as a model for this study.
A mab directed against the E 1 protein of the
antigen complex was immobilized on the three
gels at three different concentrations. It has been
reported that rubella virus proteins are unstable
at low pH [12] and that they can be purified by
immunochromatography using 0.5 M diethanol­
amine (pH 11.5) [13]. Also in this investigation
basic conditions were used to elute the bound
antigen from the column. Because the isourea
bond is not stable under these conditions, CNBr­
activated agarose was excluded from this evalua­
tion.

EXPERIMENTAL

Materials and reagents
Tresyl-activated Sepharose 4 fast flow (FF)

and protein A Sepharose 4 FF were purchased,
and NHS-activated Sepharose 4 FF (a prototype
gel containing 22 JLmol of NHS groups per ml gel
stored in 2-propanol) was obtained as a gift from
Pharmacia (Woerden, Netherlands). Affi-Gel Hz
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Isoprotein analysis by ion-exchange chromatography
using a linear pH gradient combined with a salt
gradient

O. Kaltenbrunner, C. Tauer, J. Brunner and A. Jungbauer*
Institut fur angewandte Mikrobiologie, Universitiit fur Bodenkultur, Nussdorfer Lande 11, A-1190 Vienna (Austria)

ABSTRACT

Isoproteins of human monoclonal antibodies with a pI range between 8.45 and 8.70 or 8.15 and 8.65 were separated by
ion-exchange chromatography with a linear ascending pH gradient combined with a linear descending salt gradient using borax,
mannitol and salt. The isoproteins were eluted according to their isoelectric points as demonstrated by conventional isoelectric
focusing. Preparative purification and monitoring of the isoprotein composition of human monoclonal antibodies during a
purification process is also presented to demonstrate the applicability of the method.

INTRODUCTION

Owing to post-translatorial modifications,
monoclonal antibodies exhibit strong micro­
heterogeneity [1]. Several methods, such as
isoelectric focusing (IEF) [2,3], chromatofocus­
ing (CF) [4], hydrophobic interaction chroma­
tography (HIC) [5] and capillary zone elec­
trophoresis (CZE) [6], have been described for
the analysis and preparation of their isoforms.
Isoelectric focusing is mainly used for the
analytical determination of isoform patterns [7],
whereas HIC and CF are the methods of choice
for preparative purposes.

Ion-exchange chromatography is a powerful
tool for the purification of monoclonal anti­
bodies. In most applications step gradients are
used to accomplish elution [8]. In principle, ion­
exchange chromatography can also be used for
separating the various isoforms of monoclonal
antibodies. By generating a linear pH gradient
the isoforms can easily be eluted near their
isoelectric points. Shukun et al. [9] used borax-

• Corresponding author.

mannitol solution in free-flow electrophoresis for
generating a pH gradient. The addition of man­
nitol to borate buffer [10] changes the pH to an
acidic milieu. The low conductivity of this buffer
allows the use for ion-exchange chromatography.
In this work, linear pH-salt gradients were used
for the analytical and preparative separation of
isoproteins. As model proteins human mono­
clonal antibodies were investigated.

THEORY

A linear pH gradient is achieved by the
reaction of the cis-diol of mannitol with borate,
which liberates H 30 + in a stoichiometric man­
ner:

I
C-OH

I + H3B03~
C-OH

I

A stable complex is formed, which does not
undergo ageing. The theory of the formation of
new acids by association of boric acids and
planar diols is due to the fact that the "ionization

0021-9673/93/$06.00 © 1993 Elsevier Science Publishers B.Y. All rights reserved
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into two overlapping peaks composed primarily
of IgGI and IgG2, respectively. The distinctive­
ness of the two IgG2 peaks obtained by the
present procedure was indicated by rechroma­
tography of the IgG subclass fractions, which
resulted in the elution of single prominent peaks
eluting at exactly the same pH as their pre­
decessors (Fig. 2). The reasons underlying
the separation of IgG2 into two fractions with
different binding capacities to staphylococcal
protein A have yet to be elucidated. The data
presented here, however, suggest that the two
peaks contain IgG2 specific for different epitopes
on the polysaccharide antigen. Monoclonal IgG2
which reacts only with one antigenic epitope
elutes from the column as a single peak (Fig. 4).

The novel IgG fractionation procedure de­
scribed here yielded two functionally active and
structurally unmodified IgG2 preparations. Their
capacity to bind to their respective antigen
demonstrates the presence of a functional an­
tigen-binding region, and both preparations con­
tained largely unmodified IgG molecules, as
shown by unimpaired interaction with the sec­
ond-step antibody. Further, preliminary studies
(data not shown) also demonstrated that the
complement-binding properties of both IgG2
fractions remained intact.

Although more highly purified IgG subclass
preparations can be obtained by monoclonal
antibody-immunoaffinity chromatography, the
use of Protein A Superose for isolating IgG
subclass anti-polysaccharide antibodies has cer­
tain advantages. Ready-to-use chromatographic
columns are available with comparable lot-to-lot
properties. The column can be cleaned with
denaturing detergents and even with some or­
ganic solvents, making reliable removal of pyro­
gens possible. Further, the column matrices
coupled with monoclonal antibodies against IgG
subclasses may leak protein, which will then lead
to the formation of immune complexes with
sample proteins. These immune complexes may
cause unwanted side-effects if present in prepa­
rations used for long-term therapy. Even traces
of immune complexes present as contaminants

H. Leibl et al. I J. Chromatogr. 639 (1993) 51-56

have been shown to exert immune-modulating
effects which lead to impairment of certain
monocyte functions [15-17]. Hence the proce­
dure described here can be employed for the
preparation of IgG2 subclass-enriched products
in which contamination with immune complexes
has to be avoided.
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purification procedure is shown in Tables I and
II . In both cases homogenous enzyme of specific
activity about 1950 U mg- I (Tables I and II) was
obtained after four chromatography steps as
shown by SDS-PAGE (Fig. 3) . The elution
profiles for anionic and catonic exchange are
similar with both FPLC media and process-scale
media . The enzyme eluted from Mono Q in
about 220 mM NaCI and from Q-Sepharose in
about 240 mM NaCl . Enzyme eluted from Mono
Sand S-Sepharose FF in about 250 mM NaCI.
The elution profiles obtained after hydrophobic
interaction chromatography on phenyl-Superose
and phenyl-Sepharose FF are, however, differ­
ent. The enzyme eluted in about 650 mM am­
monium sulphate on FPLC and yet at the end of
the ammonium sulphate gradient in the scaled­
up process. An advantage of this delayed elution
was that dialysis of the eluate was not required.
Blue-Trisacryl M was used in both procedures

TABLE I

DNA POLYMERASE PURIFICATION ON FPLC MEDIA

for triazine-dye affinity chromatography. The
enzyme eluted in about 650 mM NaCI on the
larger scale compared to about 350 mM during
FPLC . The difference may be due to the linear
flow-rate of 25 em h-I at which the scaled-up
process was run compared with 300 em h-Ion
FPLC.

Chromatography was carried out under identi­
cal conditions for both cation-exchange and
anion-exchange chromatography. The pI of 4.9
[17], indicates that the enzyme has a negative
surface charge and should only bind to the
anion-exchange matrices Mono Q and Q-Sephar­
ose FF. The surface charge of the protein is
likely to be negative at pH 7.5 and true cation
exchange cannot take place. The enzyme there­
fore binds to Mono Sand S-Sepharose FF by
some mechanism other than by cation exchange.
A possible mechanism is that a positively
charged DNA-binding site of the enzyme inter-

Step Volume Protein Enzyme Specific activity
(ml) (mg) (Units) (Umg-')

Cell-free extract 10 90 42" 0.5
Mono Q eluate 8 18 245" 14
Phenyl-Superose eluate 5 4 1046" 262
Blue-Trisacryl M eluate 5 2 2989 1495
Mono S eluate 2 0.9 1772 1970

" Apparent DNA polymerase activity is low due to nucleolytic enzyme activity .

TABLE II

DNA POLYMERASE PURIFICATION ON PROCESS-SCALE MEDIA

Step Volume Protein Enzyme Specific activity
(ml) (mg) (U) (U mg " )

Cell -free extract 250 2250 1056" 0.5
Q-Sepharose FF eluate 190 285 6338" 22
Phenyl-Sepharose FF eluate 50 36 10878" 302
Blue-Trisacry l M eluate 50 18 31047 1725
S-Sepharose FF eluate 20 10 19136 1914

a Apparent DNA polymerase activity is low due to nucleolytic enzyme activity.
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Fig. 1. Scheme of purification procedure.

removed by centrifugation and supernatant (500
mg of dry material) was passed through the CIS
cartridge. The cartridge was then washed succes­
sively with 20 ml of water, 20 ml of 25-75%
aqueous methanol and 20 ml of methanol. The
elution of lipopeptides was monitored by TLC
on silica gel as described above. They were
detected as water spray-positive (white spot),
ninhydrin-negative and chlorination-positive.
The lipopeptides began to elute when the car­
tridge was washed with aqueous methanol of
concentration >50% and were completely eluted
with methanol. Antifungal activity against vari­
ous phytopathogenic moulds was only detected
in the fraction eluted with methanol. The MIC
values for the supernatant and the isolate were
determined and were of 500 and 50 JLg/ml,
respectively, on average.

A chromatogram of lipopeptides eluted from
the Bond Elut CI8 cartridge is presented in Fig.
2. The peaks were analysed by TLC on silica gel
and their amino acid compositions were deter­
mined by HPLC after acid hydrolysis. Table I
gives the results of these analyses. Each peak
gave a single spot in TLC. According to the RF

values and a-amino acid composition, two
groups of known lipopeptides, iturin A (peaks
1-5) and surfactin (peaks 9-13), were identified.
A third group of unknown molecules (peaks
6-8) was also separated.

Fig. 2. FPLC separation of lipopeptides isolated from the
Bond Elut CIS cartridge. Peaks: 1-5 = iturin A; 6-8 =
unknown molecules; 9-13 = surfactin. Column, PepRPC HR
5/5 C

2/CI S ; mobile phase, (A) 0.1% TFA in water and (B)
0.1% TFA in water-acetonitrile (30:70, v/v); gradient, 0% B
in 5 ml, 0-45% B in 20 ml, 45-60% B in 11 ml, 60-80% B in
9 ml, 80-100% B in 15 ml, 100% B in 5 ml; flow-rate, 0.8
ml/min; detection, 214 nm.

DISCUSSION

The present Iipopeptide purification procedure
includes an extraction step exploiting a solid­
phase extraction technique and a chromato­
graphic step involving reversed-phase chroma­
tography with an FPLC system. The Bond Elut
CIS phase is very efficient at adsorbing lipopep­
tides, owing to the important hydrophobic part
of these molecules. Hence the majority of im­
purities such as inorganic materials and polar
contaminants are easily removed by washing the
Bond Elut CI8 cartridge successively with 50%
aqueous methanol. Lipopeptides are completely
retained using less than 50% aqueous methanol
as a washing agent. The TLC system used to
monitor the elution of lipopeptides ensures a
distinction between cyclic lipopeptides and other
substances. Methanol is required to elute the
lipopeptides completely. The antagonistic tests
showed that the isolate is ten times more active
than the crude supernatant by comparison of the
MIC values. This illustrates the effectiveness of
this clean-up step.

The solid-phase extraction on CIS shows some
advantages over classical extraction by acid pre­
cipitation followed by extraction with methanol
[4] or chloroform-methanol (2:1) [3]. It is rapid
and no reactions such as hydrolysis or esterifica­
tion of the lipopeptide functional groups were












	Journal of Chromatography  Vol 639 No.1 June 4, 1993
	Contents
	J.of Chromatography 639 (1993) 1
	J.of Chromatography 639 (1993) 3-16
	J.of Chromatography 639 (1993) 17-22
	J.of Chromatography 639 (1993) 23-31
	J.of Chromatography 639 (1993) 33-39
	J.of Chromatography 639 (1993) 41-49
	J.of Chromatography 639 (1993) 51-56
	J.of Chromataography 639 (1993) 57-66
	J.of Chromatography 639 (1993) 67-74
	J.of Chromataography 639 (1993) 75-80
	J.of Chromatography 639 (1993) 81-85

