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Abstract
Mixed-mode chromatography (MMC) is an interesting technique for challeng-
ing protein separation processes which typically combines adsorption mech-
anisms of ion exchange (IEC) and hydrophobic interaction chromatography
(HIC). Adsorption equilibria in MMC depend on multiple parameters but sys-
tematic studies on their influence are scarce. In the presentwork, the influence of
the pH value and ionic strengths up to 3000mMof four technically relevant salts
(sodium chloride, sodium sulfate, ammonium chloride, and ammonium sulfate)
on the lysozyme adsorption on the mixed-mode resin Toyopearl MX-Trp-650M
was studied systematically at 25°C. Equilibrium adsorption isotherms at pH 5.0
and 6.0 were measured and compared to experimental data at pH 7.0 from previ-
ous work. For all pH values, an exponential decay of the lysozyme loading with
increasing ionic strength was observed. The influence of the pH value was found
to depend significantly on the ionic strength with the strongest influence at low
ionic strengthswhere increasing pH values lead to decreasing lysozyme loadings.
Furthermore, a mathematical model that describes the influence of salts and the
pH value on the adsorption of lysozyme inMMC is presented. Themodel enables
predicting adsorption isotherms of lysozyme on Toyopearl MX-Trp-650M for a
broad range of technically relevant conditions.
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1 INTRODUCTION

Chromatographic purification techniques play an impor-
tant role in biotechnological downstream processing [1,
2]. Mixed-mode chromatography (MMC) has attracted
much interest in recent years [3, 4], in particular for chal-
lenging protein separation processes as MMC combines
at least two interaction modes, which can act individu-
ally or mutually. The most commonly used MMC resins
are combinations of ion exchange chromatography (IEC)
and hydrophobic interaction chromatography (HIC) resins
[5]. At low ionic strengths, the ion exchange interactions
between the protein molecules and the MMC resin are
dominant, i.e., the MMC resin becomes similar to an
IEC resin. The addition of salts not only weakens ionic
interactions by shielding the surface charges on protein
molecules and resin, but also enhances hydrophobic inter-
actions [6]. Hence, at high ionic strengths, hydropho-
bic interactions become more important, i.e., the MMC
resin behaves more like a HIC resin if sufficiently large
amounts of salts are added. Mixed-mode resins provide
many advantages compared to traditional single-mode
resins: they can offer high binding capacities for proteins,
in particular compared to single-mode HIC resins [7], and
improved selectivities due to the multitude of interac-
tion mechanisms [8, 9]. Furthermore, a higher salt toler-
ance compared to IEC resins [10] usually enables wider
operating ranges for MMC processes, which may even
allowdirect processing of high conductivity feedstocks [11].
Moreover, the simultaneous operation of different interac-
tion modes can enable capturing and purification of tar-
get molecules from complex solutions in a single process
step [12, 13].
In general, chromatographic processes for the purifica-

tion of proteins build on complex adsorption mechanisms
and there is still a lack of understanding these mecha-
nisms inmany cases. Therefore, conceptual process design
of protein chromatography is often based on experimental
high-throughput screenings (HTS) in practice [14], which
are less targeted and uneconomical. The higher complexity
of MMC processes compared to conventional single-mode
chromatographic methods additionally hampers finding
and selecting suitable or even optimized process condi-
tions, as there are many parameters that have to be con-
sidered, such as pH value, ionic strength, and type of salt.
To date, systematic experimental studies to describe the
adsorption equilibria of proteins inMMC for a broad range
of process parameters are still rare. Studies in the literature
are mostly restricted to covering the influence of the pH
value in salt-free solutions or solutions containing sodium
chloride only, e.g., [15, 16, 17]. In the present work, we fill
this gap and provide a comprehensive study of the influ-
ence ofmultiple process parameters on the protein adsorp-

PRACTICAL APPLICATION

In the present work, we provide a comprehensive
experimental study of the influence of four differ-
ent salts, the ionic strength, and the pH value on
the adsorption of lysozymeon amixed-mode resin.
We furthermore present amathematical model for
describing the influence of all parameters on the
adsorption in the complete technically relevant
ranges. Themodel allows the prediction of adsorp-
tion isotherms also for conditions not included in
the training set. Our model approach is thereby
generic and can be transferred to other systems
(proteins, resins, salts) in a straightforward man-
ner. It is therefore a valuable tool for applications
in the simulation, the conceptual design, and the
optimization of separation processes of proteins
with mixed-mode chromatography in general.

tion on a MMC resin; the MMC resin that is thereby con-
sidered combines IEC and HIC ligands.
In single-mode IEC, protein adsorption is based on

attractive ionic interactions between the proteinmolecules
and the resin, mainly due to opposite surface charges of
the protein and the resin [18, 19, 20]. The net charge of
the protein is thereby, in combination with the employed
type of IEC resin, a suitable indicator for the adsorption of
the protein. The net charge of a protein, in turn, strongly
depends on the pH value: at pH values above its isoelectric
point (IEP), a protein carries a negative net charge and
favorably adsorbs on an anion exchange resin, whereas at
pH values below its IEP, the protein carries a positive net
charge and favorably adsorbs on a cation exchange resin.
The elution of proteins in IEC is typically controlled by
either shifting the proteins’ net charge by altering the pH
value, or by increasing the ionic strength as ions present
in the solution weaken the ionic interactions by shielding
the protein molecules and the resin. Hence, pH value and
ionic strength are both important process parameters to
control adsorption and elution in IEC [1, 21].
In single-mode HIC, by contrast, the adsorption of pro-

teins is based on hydrophobic interactions between protein
and resin. These hydrophobic interactions are especially
favored by the presence of kosmotropic salts, as defined by
theHofmeister series [22], which affect the hydrate shell of
protein molecules and HIC ligands and lead to increased
adsorption by salting-out effects [6, 23, 24]. However, kos-
motropic salts do not always induce a stronger adsorption
of proteins onHIC resins than chaotropic salts, i.e., protein
adsorption cannot always be explained by the Hofmeis-
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ter series. It is, for example, well-known that lysozyme
follows the Hofmeister series only at high ionic strengths
and pH values, while at low ionic strengths and pH val-
ues, chaotropic salts are found to lead to a stronger adsorp-
tion of lysozyme onHIC resins [25, 26, 27]. Usually, protein
adsorption in HIC is carried out at high ionic strengths of
kosmotropic salts, while elution is controlled by reducing
the ionic strength. As a consequence, ionic strength and
type of salt present in solution are the predominant pro-
cess parameters to control adsorption in HIC [28, 29].
Protein adsorption on MMC resins that combine IEC

and HIC ligands is obviously more complex as process
parameters affecting both single-mode adsorption mech-
anisms have to be considered. Furthermore, single param-
eters can have opposing effects on the underlying mecha-
nisms, i.e., favoring adsorption on IEC sites while weak-
ening adsorption on HIC sites (e.g., low ionic strength),
and vice versa. Hence, there are many ways to control
adsorption and elution in MMC processes; most com-
monly, changing ionic strength or the pH value are consid-
ered, whereby pH-gradient elution enables superior chro-
matographic resolution [9].
As a consequence of the insufficient experimental exam-

ination of adsorption equilibria of proteins inMMC to date,
also suitable mathematical models for describing these
adsorption equilibria are scarce. There are only few exam-
ples, which all have limited scope: the adsorption isotherm
models of Ghose et al. [30] and Gao et al. [31] are based on
a modified Langmuir equation and consider the effect of
the pH value by including the concentration of hydrogen
ions. However, only low ionic strengths up to 500 mM are
considered in these approaches. The model of Nfor et al.
[32], which is based on Mollerup’s generalized thermody-
namic framework for protein adsorption in IEC and HIC
[2, 33, 34, 35], was applied for describing the influence of
only sodium chloride at different pH values. To the best of
our knowledge, no model considering the influence of the
pH value and a wide range of ionic strengths for multiple
salts on the adsorption of proteins onMMC resins has been
reported yet.
In a recent study, we have developed a mathematical

model for describing the influence of the ionic strength
of four important salts (sodium chloride, sodium sul-
fate, ammonium chloride, and ammonium sulfate) on the
lysozyme loading of a mixed-mode resin at a constant pH
value of 7.0 [36]. Thismodel covers the entire range of tech-
nically relevant ionic strengths of the studied salts and fol-
lows the approach introduced in earlier work of our group
for describing adsorption equilibria in HIC [37, 38, 39, 40],
which has already been successfully applied for predict-
ing elution profiles of proteins for the conceptual process
design of HIC processes [41]. However, our current model
[36] is not capable of describing the influence of the pH
value; this gap is filled in the present work.

In the present work, we have systematically studied the
influence of the pH value and the ionic strength of differ-
ent salts on the adsorption of the model protein lysozyme
on themixed-mode resin Toyopearl MX-Trp-650M in equi-
librium adsorption experiments. The studied salts were
sodium chloride, sodium sulfate, ammonium chloride,
and ammonium sulfate and the ionic strength was varied
between 0 and 3000mM. All experiments were carried out
at 25°C. As pH values, pH 5.0 and 6.0 were studied and the
results were compared to those from our previous work at
pH 7.0 [36]. Furthermore, the mathematical model from
[36] that describes the adsorption of lysozyme on a mixed-
mode resin at a constant pH value was extended to also
describe the influence of the pH value in the present work.
The predictive capacity of the model was tested based on
several adsorption isotherms at pH 8.0 that were addition-
allymeasured in the presentwork but not used for develop-
ing and fitting the model. The final model enables the pre-
diction of equilibrium adsorption isotherms of lysozyme
on Toyopearl MX-Trp-650M at 25°C and any pH value in
the range between approx. 5.0 and 8.0, and ionic strengths
up to 3000 mM of the four studied salts, which basically
covers the entire technically relevant range of these param-
eters. The presented approach should also be transferable
to other systems (proteins, MMC resins, salts) in a straight-
forward manner and therefore constitutes a valuable tool
for the conceptual design of MMC processes for protein
separations in general.

2 MATERIALS ANDMETHODS

2.1 Materials

All materials used in the present work were the same
as used in Kreusser et al. [36]. Hen egg white lysozyme
(Lys, M = 14.3 kDa) with a purity over 90% was obtained
from Sigma-Aldrich and the mixed-mode resin Toy-
opearl MX-Trp-650M, a methacrylic polymer-based
resin with a tryptophan ligand and an ion exchange
capacity of 0.08–0.15 eq/L as specified by the supplier
[42], was obtained from Tosoh Bioscience. The salts for
the preparation of the buffers, namely, monosodium
phosphate (NaH2PO4⋅2H2O) and disodium phosphate
(Na2HPO4⋅2H2O), and the salts that were studied, namely,
sodium chloride (NaCl), sodium sulfate (Na2SO4),
ammonium chloride (NH4Cl), and ammonium sul-
fate ((NH4)2SO4), were of analytical grade. All salts
were obtained from Carl Roth, except for ammonium
chloride which was obtained from Bernd Kraft. For
the adjustment of the pH value of the buffer and salt
solutions, 1 N sodium hydroxide (NaOH) and 1 N
hydrochloric acid (HCl) were used, which were obtained
from Carl Roth. The high-purity water used as solvent
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was produced with a Milli-Q machine from Merck
Millipore.

2.2 Experimental procedure and
correlation of individual adsorption
isotherms

Batch adsorption experiments were carried out on a fully
automated liquid handling station FreedomEVO 200 from
Tecan as described in detail in Kreusser et al. [36]. A 25mM
sodium phosphate buffer was prepared for each studied
pH value. The pH value of the buffers was adjusted to
5.0, 6.0, or 8.0, respectively, with 1 N sodium hydroxide
or 1 N hydrochloric acid. Preliminary lysozyme solutions
and additional solutions of one of the studied salts (NaCl,
Na2SO4, NH4Cl, or (NH4)2SO4) were prepared gravimetri-
cally by dissolving lysozyme or the salts, respectively, in the
corresponding 25 mM sodium phosphate buffer with the
desired pH value. After dissolving the salts, the pH values
of the salt solutionswere revised and, if necessary, adjusted
to pH 5.0, 6.0, or 8.0, respectively, as described above. To
obtain the final stock solution that was subsequently used
in the equilibrium adsorption experiments, a preliminary
lysozyme solution and a salt solution of the same pH value
were mixed in a 1:1 (v/v) ratio yielding ionic strengths of
the studied salts varying between 0 mM and 3000 mM.
Equilibrium adsorption measurements were carried out

with 50.9 μL resin and 500 μL lysozyme solution. All
adsorption experiments were performed at a constant tem-
perature of 25°C and the equilibration time was always
6 h. UV absorption measurements at 280 nm were used
for analyzing the lysozyme concentration in the liquid
phase after equilibration. Lysozyme-free solutions were
measured as blank values for each studied salt, each stud-
ied ionic strength, and each studied pH value. For these
batch adsorption experiments, a relative error of the equi-
librium loading of the resin of about 10%, except for very
small loadings, was determined by Werner et al. [43].
The experimental data of the individual isotherms were

correlatedwith the semi-empirical approach ofOberholzer
and Lenhoff [44, 45]:

𝑐Lys =
𝑞Lys

𝐾ads
⋅ exp

⎡⎢⎢⎢⎣𝛽 ⋅
√
𝑞Lys∕𝑞0 ⋅ exp

−𝛾√
𝑞Lys∕𝑞0

⎤⎥⎥⎥⎦ (1)

with cLys the lysozyme concentration in the liquid phase,
qLys the lysozyme loading of the resin, andKads the adsorp-
tion equilibrium constant. The lumped fitting parame-
ters β and γ were made dimensionless by introducing
q0 = 1 mg/mL. In this work, Equation (1) was used as a cor-
relation tool only since the respective parameters (except

forKads) do not exhibit any coherence with any of the stud-
ied process parameters (pH value, ionic strength, salt type)
as, e.g., shown in Tables S1–S3. Hence, any mathematical
correlation yielding a good description of the experimental
data could have been used instead of Equation (1) without
significantly affecting the results of this work.

2.3 Data processing

MATLAB was used for all data processing and modeling
steps. In the following, the results are discussed in terms
of the ionic strength I, which enables a better comparabil-
ity between the four studied salts (NaCl, Na2SO4, NH4Cl,
(NH4)2SO4). The ionic strength is defined based on the
ion molarities here; the small concentration of buffer salts
(25 mM) that was present in all solutions was thereby not
considered for calculating the ionic strength throughout
this work.
For extending the model from our previous work [36]

to additionally describe the dependence of the adsorption
of lysozyme on the pH value, the experimental data at
pH 5.0 and 6.0, that weremeasured in this work, were used
together with the experimental data at pH 7.0, obtained in
our previous work [36]. The experimental data from sev-
eral adsorption isotherm measurements at pH 8.0, which
were additionally carried out in this work, were used for
testing the predictive capability of themodel for the extrap-
olation to further pH values only; these data were not used
for developing and fitting the model and are therefore not
discussed in detail in the following sections.

2.4 Model of the influence of salts

As in our previous work [36], an exponential correlation
function was used here for describing the dependence of
the lysozyme loading qLys of themixed-mode resin at a con-
stant lysozyme concentration in the liquid phase cLys on
the ionic strength I for each salt S:

𝑞Lys
(
𝑐Lys = const.

)
mM

= 𝑘0 − 𝑘F + 𝑘F ⋅ exp

(
−𝑘𝑆 ⋅

𝐼

1000mM

)
(2)

where k0, kF, and kS are model parameters that depend
on the lysozyme concentration in the liquid phase cLys as
described in the following.
If no additional salt is present in solution, i.e., I= 0mM,

qLys equals k0, which in turn depends on cLys and corre-
sponds to the equilibriumadsorption isothermof lysozyme
in pure buffer solution. The semi-empirical correlation
function of Oberholzer and Lenhoff, which was already
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used for the correlation of the individual adsorption
isotherms, cf. Equation (1), was applied for describing the
dependence of k0 on cLys:

𝑐Lys

mM
=

𝑘0

𝑎
(1)
0

⋅ exp

[
𝑎
(2)
0
⋅
√
𝑘0 ⋅ exp

−𝑎
(3)
0√
𝑘0

]
(3)

where 𝑎(1)
0
, 𝑎(2)

0
, and 𝑎(3)

0
are dimensionless model parame-

ters that correspond to the Lenhoff parameters Kads, β, and
γ, respectively.
At very high ionic strengths, the lysozyme loading qLys

approaches the difference k0−kF, cf. Equation (2). Similar
to our previous work [36], a linear correlation functionwas
deployed for describing the dependence of k0−kF on cLys:

𝑘0 − 𝑘F = 𝑎
(1)
F

⋅
𝑐Lys

mM
(4)

where 𝑎(1)
F
equals the adsorption equilibrium constant of a

linear adsorption isotherm, which is assumed here for very
high ionic strengths.
For the salt-specific parameter kS, which describes how

strong a specific salt S affects the adsorption of lysozyme
on the mixed-mode resin, a correlation function similar
to Equation (2) was introduced in analogy to our previous
work [36]:

𝑘𝑆 = 𝑎
(1)

𝑆
− 𝑎

(2)

𝑆
+ 𝑎

(2)

𝑆
⋅ exp

(
−𝑎

(3)

𝑆
⋅
𝑐Lys

mM

)
(5)

where 𝑎(1)
𝑆
, 𝑎(2)

𝑆
, and 𝑎(3)

𝑆
are salt-specific model parame-

ters.
The parameters 𝑎(𝑗)

0
, 𝑎(1)

F
, and 𝑎(𝑗)

𝑆
(𝑗 = {1, 2, 3}) depend

on the pH value and were determined as described above
for pH 5.0 and 6.0 from the experimental data of this work,
and for pH 7.0 from the experimental data of our previous
work [36].
A detailed description of the model development for the

influence of the ionic strength of different salts on the
adsorption of lysozyme on the mixed-mode resin at con-
stant pH value is given in our previous work [36]. The
extension of the model to also consider the dependence on
the pH value is described in detail in the results section of
the present work.

3 RESULTS AND DISCUSSION

3.1 Experimental adsorption isotherms

Figure 1 shows the experimental equilibrium adsorp-
tion data of lysozyme on Toyopearl MX-Trp-650M at

pH 5.0 and 6.0 for solutions containing sodium chlo-
ride or ammonium sulfate together with the correspond-
ing individual correlations, cf. Equation (1). The remain-
der of the experimental data obtained in this work at
pH 5.0 and 6.0, i.e., for solutions containing sodium
sulfate or ammonium chloride, are shown in Figure
S1. The Lenhoff parameters obtained by individually fit-
ting the experimental adsorption isotherms at pH 5.0
and 6.0 with Equation (1) are summarized in Tables S1
and S2.
The tryptophan ligand of Toyopearl MX-Trp-650M

thereby enables ionic interactions of lysozyme with the
resin via its carboxyl group (acting as a weak cation
exchanger) as well as hydrophobic interactions via its
indole group (acting like a HIC resin) and therefore
an interplay of the different interaction mechanisms. As
already observed at pH 7.0 in our previous work [36], also
the results at pH 5.0 and 6.0 of this work show significantly
higher lysozyme loadings in the cation exchange region (at
lower ionic strengths) than in the hydrophobic interaction
region (at higher ionic strengths) for all studied salts. The
highest lysozyme loadings were observed at I= 0 mM, i.e.,
whenno additional salt was added to the 25mMbuffer, and
the addition of salts led to a decrease of the lysozyme load-
ing with increasing ionic strength up to approx. 1000 mM.
For all studied pHvalues, the highest loadings for a defined
ionic strength were observed for ammonium sulfate, the
lowest for sodium chloride in this region. This fits well
with the expectations: at low ionic strengths, the influ-
ence of the salt type is dominated by the size of the con-
stituent ions with smaller ions (sodium and chloride ions)
leading to an increased shielding effect which hampers
the ion exchange adsorption. At the same time, at low
ionic strengths, one could expect a stronger salting-out
effect of the chaotropic sodium chloride, i.e., an increased
adsorption, compared to the kosmotropic ammonium sul-
fate on the HIC ligands of the resin following the so-called
reversed Hofmeister series as reported in the literature [25,
26, 27]. The results of this work indicate that for themixed-
mode resin studied here at low ionic strengths, the dif-
ferent shielding effects of the salts outweigh the effects
described by the reversed Hofmeister series. At higher
ionic strengths, no significant dependence of the loading
on neither the ionic strength nor the type of salt was found,
which might be due to the in general very small loadings
in this region. The influence of the pH value on the adsorp-
tion depends on the ionic strength and is therefore difficult
to perceive based on the depiction in Figure 1; to facilitate
studying the influence of the pH value on the lysozyme
loading, an alternative representation, which includes
a data reduction as described in the following section,
is chosen.
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DC

A B

F IGURE 1 Experimental equilibrium adsorption isotherms (symbols) of lysozyme on Toyopearl MX-Trp-650M at pH 5.0 (A, B) and
pH 6.0 (C, D) at 25°C for different ionic strengths I of sodium chloride (A, C) and ammonium sulfate (B, D), and corresponding individual
correlations (lines), cf. Equation (1)

3.2 Modeling the dependence on the
ionic strength

The adsorption isotherm data at pH 5.0 and 6.0 were
reduced in the same way as the data at pH 7.0 in our pre-
vious work [36]: the lysozyme loading qLys of the mixed-
mode resin, as given by the individual correlations, cf.
Equation (1), was considered at a constant lysozyme con-
centration cLys in the interval cLys = (0.01–0.1) mM with
a step size of 0.01 mM and additionally at the very small
lysozyme concentration cLys = 0.001 mM for all studied
ionic strengths. As an example, Figure 2 illustrates the
results of the loading qLys for cLys = 0.01 mM (cf. the verti-
cal dashed lines in Figures 1, S1, S2, and S4) as a function
of the ionic strength I at pH 5.0, 6.0, and 7.0 for all studied
salts.
Figure 2 offers some interesting insights. Overall, the

strong decrease of the lysozyme loading in the cation
exchange region, which we already observed in our pre-
vious work [36], can be found for all studied pH val-

ues. The shielding of the negatively charged groups of
the resin as well as of the positively charged sites on the
lysozyme by the ions in solution increases with increasing
ionic strength, and thereby reduces the adsorption by the
cation exchange mechanism. The effect of adding a cer-
tain amount of salt is apparently directly proportional to
the amount of salt already present in the solution, lead-
ing to the observed exponential decay of the loading with
the ionic strength. At a defined ionic strength, the high-
est loadings weremeasured for the addition of ammonium
sulfate and the lowest for sodium chloride for all studied
pH values, which might be explained by differing shield-
ing effects of the different salts due to the size of the respec-
tive ions. In the hydrophobic interaction region, i.e., at very
high ionic strengths above approx. 1000 mM, adsorption
was found to be independent of the ionic strength for all
pH values.
In Figure 2, also the influence of the pH value on the

adsorption of lysozyme can be recognized, which depends
on the ionic strength. Let us first consider the behavior
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F IGURE 2 Lysozyme loading qLys of Toyopearl MX-Trp-650M at cLys = 0.01 mM, pH 5.0, 6.0 (both this work), and 7.0 [36], and 25°C for
the four studied salts as a function of ionic strength I. Symbols: experimental results (correlated with Equation (1)). Lines: correlations with
Equation (2)

in solutions to which no salt was added, i.e., the data at
I = 0 mM. A rather small but still significant influence
of the pH value can be observed here with the highest
lysozyme loadings at pH 7.0 and the lowest at pH 5.0,
cf. also the comparison of the adsorption isotherms at
I = 0 mM for the different pH values displayed in Figure
S2A. At these conditions (only very small ion concentra-
tions from the buffer salts are present in solution), basically
no adsorption on the hydrophobic ligands of the mixed-
mode resin, but only on the cation exchange part can
be expected. Furthermore, shielding effects from the few
present ions can largely be neglected here. Hence, in this
region, the adsorption of lysozyme is mainly influenced by
the pH-dependent net charge of lysozyme, which should
lead to an increased adsorption with increasing net charge
but which also amplifies the repulsion between lysozyme
molecules – including that between adsorbed and non-
adsorbed molecules – and therefore can also hamper the
adsorption, aswell as the pH-dependent degree of dissocia-
tion of the acid cation exchange ligands of themixed-mode

resin. The isoelectric point (IEP) of lysozyme in aqueous
solutions is at approx. pH 11.2 [46]. Thus, the net charge of
lysozyme is positive at pH 5.0, 6.0, and 7.0 throughout, but
its magnitude increases with decreasing pH value [46], i.e.,
the lower the pH value, the more amino acid residues of
lysozyme carry positive charges and the more pronounced
attractions between lysozyme molecules and the ionic lig-
ands of the resin can arise. However, since at the same time
the electrostatic repulsion between lysozyme molecules
increaseswith increasing net charge, also the charge-based
exclusion of lysozyme increaseswith decreasing pHvalues,
as, e.g., reported for different monoclonal antibodies [47].
Lysozymemolecules already adsorbed on the mixed-mode
resin therebymore andmore impede the adsorption of fur-
ther lysozyme molecules on the resin due to charge repul-
sion. Moreover, the dissociation equilibrium of the weak
cation exchange ligands also depends on the pH value,
with a decreasing degree of dissociation with decreas-
ing pH values. A higher degree of dissociation implies
that more negatively charged ligands are available for the
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adsorption of the positively charged lysozyme.Hence, vari-
ations of the pH value lead to opposing effects, and can
therefore potentially enhance or impair the adsorption of
lysozyme. At I = 0 mM, the influence of the electrostatic
repulsion and the shifting dissociation equilibrium of the
cation exchange ligands of the resin with varying pH value
are apparently dominating, leading to lower adsorption at
lower pH values. Results in [47] support our observations
about the influence of the pH value on the adsorption on
ion exchange ligands at I= 0mM. This trend at I= 0mM is
also confirmed by the adsorption isotherms at pH 4.0 and
pH 8.0, which were additionally recorded in the present
work as shown in Figure S3.
Let us now consider the influence of the pH value on the

adsorption of lysozyme at low but non-zero ionic strengths
up to approx. I = 1000 mM. The behavior at these condi-
tions is opposite to what is observed at I= 0 mM: the high-
est lysozyme loadings are observed at pH 5.0, the lowest at
pH 7.0 for all salts and ionic strengths (up to I= 1000 mM)
here, cf. also Figure S4, where a comparison of the adsorp-
tion isotherms at pH 5.0, 6.0, and 7.0 is depicted at a con-
stant ionic strength of 250mM for all studied salts as exam-
ple. The adsorption of lysozyme on the cation exchange
part of the resin can be still expected to be dominant at
rather low ionic strengths. This adsorption is, as described
above, influenced by the pH dependence of the net charge
of lysozyme and of the degree of dissociation of the acid
cation exchange ligands of the resin and, additionally, by
the shielding effects from the ions present in solutions
here. The ions thereby shield both, the charges of the lig-
ands and of the lysozyme molecules. The reversed influ-
ence of the pH value if salts are present in the solution
(decreasing loading with increasing pH) compared to the
absence of salts (increasing loading with increasing pH)
might be attributed to a stronger shielding of the ligands’
than of the proteins’ charges as well as to a lower influ-
ence of electrostatic protein repulsion due to the shielding
effects of the ions present in solution.
Let us finally consider the influence of the pH value

on the adsorption of lysozyme at high ionic strengths, i.e.,
I> 1000 mM. The experimental results showweak protein
adsorption in this region and a rather small influence of
the pH value on the lysozyme loading for all studied salts,
cf. also Figure S2B, where a comparison of the adsorption
isotherms for the studied pH values is shown at a constant
ionic strength of 3000 mM of sodium chloride as example.
Overall, good correlations with the introduced expo-

nential dependence in Equation (2) were found for all
studied pH values, ionic strengths, and salts, as repre-
sented by the lines in Figure 2. At this point, the model-
ing is done individually for each pH value, each salt, and
each lysozyme concentration. In the following sections,

the model is extended to also consider the dependence of
the lysozyme loading on these parameters.

3.3 Modeling the dependence on cLys

As described in Section 3.2, Equation (2) was fitted indi-
vidually for different lysozyme concentrations in the liquid
phase cLys and for each pH value. Hence, the parameters of
Equation (2) depend on cLys and the pH value. The depen-
dence on cLys wasmodeled as in our previous work [36], cf.
Equations (3)–(5) in Section 2.4.
Figure 3 shows the results for the dependence of k0,

which describes the adsorption isotherm at I = 0 mM,
and the difference k0-kF, which describes an adsorption
isotherm at very large ionic strengths, on cLys as well as
the fits with Equations (3) or (4), respectively, at pH 5.0,
6.0, and 7.0.
Figure 3A again shows the rather small influence of the

pH value on the adsorption isotherms at I = 0 mM, which
is represented by k0(cLys). If k0-kF is studied as a function of
cLys, cf. Figure 3B, a slight influence of the pH value (con-
sider the magnitude of the numerical values compared to
Figure 3A) on the adsorption of lysozyme at very high ionic
strengths with the highest loadings at pH 7.0 and the low-
est at pH 5.0 can be observed. At high ionic strengths, basi-
cally no adsorption on the cation exchange part of the resin
but only on the hydrophobic ligands can be expected as
the cation exchange ligands are completely occupied with
salt ions. The adsorption of lysozyme is influenced by the
electrostatic repulsion between the lysozyme molecules
which in turn depends on the net charge of lysozyme. An
increased pH value allows a closer packaging on the sur-
face of the resin due to the lower net charge of lysozyme
leading to enhanced hydrophobic interactions and thus
increasing adsorption with increasing pH value in the
hydrophobic interaction region. The influence of the pH
value at very high ionic strengths corresponds well with
the findings for the influence of the pH value on the load-
ing of single-modeHIC resins. For example, Lienqueo et al.
[24] and Baumann et al. [48] both described an enhanced
lysozyme binding for pH values closer to the IEP due to
minimized electrostatic repulsion between the lysozyme
molecules.
A good description of the parameters k0 and k0-kF was

obtained with the correlations in Equations (3) and (4) for
each pH value as shown by the lines in Figure 3, although
the linearity of the small difference k0-kF decreases slightly
with decreasing pH value. The values of the model param-
eters 𝑎(1)

0
, 𝑎(2)

0
, 𝑎(3)

0
, and 𝑎(1)

F
for describing the dependence

of k0 and kF, respectively, on the lysozyme concentration
are given in Table S4.
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A B

F IGURE 3 Results for k0 (A) and k0-kF (B) obtained by fitting Equation (2) to the experimental data plotted over the lysozyme
concentration cLys at pH 5.0, 6.0, and 7.0 for all studied salts. Symbols: experimental results (correlated with Equation (2)). Lines: correlations
with Equation (3) (A) or Equation (4) (B)

A B

DC

F IGURE 4 Results for kS obtained by fitting Equation (2) to the experimental data plotted over the lysozyme concentration cLys at
pH 5.0, 6.0, and 7.0 for all studied salts. Symbols: experimental results (correlated with Equation (2)). Lines: correlations with Equation (5)

The dependence of the salt-specific model parameter kS
on the lysozyme concentration cLys at pH 5.0, 6.0, and 7.0
and each studied salt S is shown in Figure 4. kS describes
how strong a specific salt S affects the adsorption of
lysozyme on the mixed-mode resin, cf. Equation (2): the

larger the value of kS, the stronger is the impairing effect
of the salt S at a specific lysozyme concentration and pH
value.
An exponential dependence of kS on cLys is observed for

all four salts and all pH values. Of the studied salts, the
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A B

DC

F IGURE 5 Parameters 𝑎(𝑗)
0
, 𝑎(1)

F
, and 𝑎(𝑗)

𝑆
(𝑗 = {1, 2, 3}) of Equations (3)–(5) for correlating the model parameters k0, kF, and kS on the

lysozyme concentration, respectively, plotted over the pH value. Symbols: model results (correlated with Equation (3), (4), or (5)). Lines:
correlations with Equation (6)

strongest influence on the adsorption, i.e., the largest kS,
was found for sodium chloride, the smallest, i.e., the low-
est kS, for ammonium sulfate at all studied pH values. This
can be explained by a stronger shielding effect of the rather
small sodium and chloride ions compared to the larger
ammonium and sulfate ions.
Moreover, a significant dependence of kS on the pH

value was found for all salts; the largest numbers are
obtained at pH 7.0, the smallest at pH 5.0 throughout.
Hence, with increasing pH value, the impairing effect
of the addition of salts on the adsorption of lysozyme
increases. This is in agreement with the results shown
in Figure 2, in which the steepest exponential decay of
the lysozyme loading with increasing ionic strength is
observed at pH 7.0, which can be explained by the largest
values of kS at this pH value.
Excellent correlations were obtained for all studied con-

ditions, which are shown as the lines in Figure 4. The
resulting parameters 𝑎(1)

𝑆
, 𝑎(2)

𝑆
, and 𝑎

(3)

𝑆
of Equation (5)

are summarized in Table S4. Although the dependence of
the lysozyme concentration can be predicted at this point,
modeling still has to be done individually for each pHvalue
and each salt. Therefore, in the next section, the model is
extended to also describe the dependence of the lysozyme
loading on the pH value.

3.4 Modeling the dependence on the pH
value

To model the dependence of the lysozyme loading on the
pH value, the parameters obtained from fitting Equations
(3)–(5), i.e., 𝑎(𝑗)

0
, 𝑎(1)

F
, and 𝑎(𝑗)

𝑆
(𝑗 = {1, 2, 3}), are correlated

over the pH value. The results are shown in Figure 5.
Let us first consider the pH dependence of the salt-

independent parameters shown in Figure 5A. 𝑎(1)
0

and
𝑎
(1)
F

increase with increasing pH value while 𝑎(2)
0

and 𝑎(3)
0

decrease with increasing pH value, cf. also Table S4. The
results indicate a linear dependence of the parameters 𝑎(1)

0
,

𝑎
(2)
0
, 𝑎(3)

0
, and 𝑎(1)

F
on the pH value.

Therefore, a linear correlation function is introduced for
describing the dependence of the salt-independent param-
eters on the pH value:

𝑎
(𝑗)

𝑖
= 𝑏

(𝑗)

𝑖
+ 𝑑

(𝑗)

𝑖
⋅ pH (6)

where 𝑏(𝑗)
𝑖

and 𝑑(𝑗)
𝑖

are the pH-dependent model parame-
ters, which were fitted to the data for 𝑎(1)

0
, 𝑎(2)

0
, 𝑎(3)

0
, and

𝑎
(1)
F
, respectively.
Let us next consider the dependence of the salt-

dependent model parameters 𝑎(1)
𝑆
, 𝑎(2)

𝑆
, and 𝑎(3)

𝑆
on the pH
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F IGURE 6 Experimental equilibrium adsorption isotherms (symbols) of lysozyme on Toyopearl MX-Trp-650M at pH 5.0 (A, B) and
pH 6.0 (C, D) at 25°C for different ionic strengths I of sodium chloride (A, C) and ammonium sulfate (B, D), and corresponding modeled
equilibrium adsorption isotherms (lines)

value,which is depicted inFigure 5B–D for all studied salts.
The parameter 𝑎(1)

𝑆
increases with increasing pH value for

all investigated salts, cf. Table S4. The parameter 𝑎(2)
𝑆

also
shows a linear trend as a function of the pH value for all
four salts, whereas the parameter 𝑎(3)

𝑆
does not show a spe-

cific dependence on the pH value. Nevertheless, the simple
linear correlation function in Equation (6) was deployed
for fitting all salt-dependent parameters as a function of
the pH value.
As represented by the lines in Figure 5, good correlations

are obtained for 𝑎(1)
0
, 𝑎(2)

0
, 𝑎(1)

F
, and 𝑎(1)

𝑆
with Equation (6).

The correlations for 𝑎(2)
𝑆

and 𝑎(3)
𝑆

show larger deviations.
However, as demonstrated in the following, these parame-
ters seem less important for describing the lysozyme load-
ing and therefore the approach followed here yields good
predictions for equilibrium adsorption isotherms, cf. Fig-
ures 6–8 and S5–S6. The resulting model parameters 𝑏(𝑗)

𝑖

and 𝑑(𝑗)
𝑖
, which ultimately allow modeling the lysozyme

loading on Toyopearl MX-Trp-650M as a function of the
pH value, the ionic strength of the four studied salts,
and the lysozyme concentration cLys, are summarized in
Table 1.

TABLE 1 Parameters 𝑏(𝑗)
𝑖
and 𝑑(𝑗)

𝑖
, cf. Equation (6), for

predicting adsorption isotherms accounting for the pH value, the
ionic strength of the studied salts, and the dependence on cLys

j = 1 j = 2 j = 3
𝑏
(𝑗)

𝑖
k0 -36.79 16.74 11.11
kF -1.82 – –
kNaCl -8.05 -8.45 38.58
𝑘Na2SO4

-8.54 0.29 -63.17
𝑘NH4Cl

-5.04 -4.52 52.14
𝑘(NH4)2SO4

-4.72 -4.22 36.98
𝑑
(𝑗)

𝑖
k0 35.93 -2.02 -1.19
kF 0.38 – –
kNaCl 2.56 2.05 -2.38
𝑘Na2SO4

2.30 0.54 14.76
𝑘NH4Cl

1.99 1.35 -2.14
𝑘(NH4)2SO4

1.55 1.09 -0.17

3.5 Prediction of equilibrium
adsorption isotherms

Inserting Equations (3)–(5) together with Equation (6) in
Equation (2) yields a predictive adsorption isothermmodel
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F IGURE 7 Experimental equilibrium adsorption isotherms (symbols) of lysozyme on Toyopearl MX-Trp-650M at pH 5.0, 6.0, and 7.0
[36] at 25°C for I = 250 mM of the studied salts, and corresponding modeled equilibrium adsorption isotherms (lines)

that includes describing the influence of the pH value, the
ionic strength, and the studied salts on the lysozyme load-
ing as a function of the lysozyme concentration in solution:

𝑞Lys
(
𝑐Lys, pH

)
mM

= 𝑘0
(
𝑐Lys, pH

)
− 𝑘F

(
𝑐Lys, pH

)
+ 𝑘F

(
𝑐Lys, pH

)
⋅ exp

(
−𝑘𝑆

(
𝑐Lys, pH

)
⋅

𝐼

1000mM

)
(7)

Equation (7) can be seen as an extended version of
our previously developed adsorption model in Kreusser
et al. [36], which was augmented to also consider the
influence of the pH value. The model enables the predic-
tion of adsorption isotherms of lysozyme on the mixed-
mode resin ToyopearlMX-Trp-650M at 25°C and pH values
between 5.0 and 7.0 under the influence of sodium chlo-
ride, sodium sulfate, ammonium chloride, or ammonium
sulfate for ionic strengths up to 3000mMusing the param-
eters given in Table 1.
To show the applicability of the model, Figure 6 shows

equilibrium adsorption isotherms for solutions containing

sodium chloride or ammonium sulfate as described by this
model (lines) and compares them to the experimental data
(symbols) at pH 5.0 and 6.0. The remainder of the model
results for the experimental data of this work, i.e., for solu-
tions containing sodium sulfate or ammonium chloride at
pH 5.0 and pH 6.0 as well as for experimental data from
our previous work [36], i.e., for all four studied salts at
pH 7.0, are shown in Figures S5 and S6.
Excellent agreement between model and experimental

data was found for all pH values, all considered ionic
strengths, and all four salts. To further demonstrate that
the model correctly describes the pH dependence of the
lysozyme adsorption, Figure 7 exemplarily shows equilib-
rium adsorption isotherms for a constant ionic strength of
250 mM of sodium chloride, sodium sulfate, ammonium
chloride, and ammonium sulfate for the different pH val-
ues. I = 250 mM was chosen since for this ionic strength,
the strongest influence of the pH value was observed. The
modeled isotherms (lines) are compared to the experimen-
tal data (symbols) at pH 5.0, 6.0, and 7.0 from this and our
previous work [36].
Good correlations with the extended model were

observed for all four salts and all pH values. The presented
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F IGURE 8 Prediction of equilibrium adsorption isotherms (lines) for lysozyme on Toyopearl MX-Trp-650M at pH 8.0 and 25°C for
different ionic strengths I of the studied salts and comparison with experimental data (symbols) of this work

model correctly describes the different influence of the
four salts and the pH value: the highest lysozyme loadings
were obtained at pH 5.0, the lowest at pH 7.0.
The presented model can not only be used for pre-

dicting adsorption isotherms within the parameter ranges
of the adsorption data recorded for developing the
model, but also, to some extent, for the extrapolation to
other conditions as demonstrated in Figure 8. Exemplar-
ily, experimental adsorption isotherms of lysozyme on
Toyopearl
MX-Trp-650M at pH 8.0 and different ionic strengths up

to 3000 mM of sodium chloride, sodium sulfate, ammo-
nium chloride, or ammonium sulfate were recorded in
this work. These data were not used for developing the
model or fitting themodel parameters asmentioned in Sec-
tion 2.3; in fact, no data at pH 8.0 was used for this pur-
pose. However, for the sake of completeness, the Lenhoff
parameters, cf. Equation (1), obtained from a fit to the cor-
responding experimental data of the individual adsorp-
tion isotherms at pH 8.0, are given in Table S3. These
parameters were not used at any point in this work.
The symbols in Figure 8 denote the experimental data
at pH 8.0, the lines represent the predictions with the
presented model.

For I > 0 mM, the agreement of the predictions with
the experimental data is excellent for all studied salts and
ionic strengths. At I = 0 mM, a reasonable description is
obtained. Overall, the results illustrate that the presented
model is a valuable tool for the prediction of equilibrium
adsorption isotherms of lysozyme on a mixed-mode resin;
it gives accurate predictions within the parameter ranges it
was fitted to, but also yields reasonable results when used
for extrapolations to other conditions that are not too far
away from the training conditions, as demonstrated for the
adsorption at pH 8.0.

4 CONCLUDING REMARKS

In the present work, we have systematically studied the
influence of the pH value between pH 5.0 and 7.0 and of
the ionic strength for the entire range of technically rel-
evant ionic strengths, i.e., between 0 mM and 3000 mM,
on the adsorption of lysozyme on the mixed-mode resin
Toyopearl MX-Trp-650M at 25°C for four important salts,
namely, sodium chloride, sodium sulfate, ammonium
chloride, and ammonium sulfate. For all studied pH values
and all studied salts, an exponential decay of the lysozyme
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loading of the resin with increasing ionic strength I was
observed in the cation exchange region up to approx.
I = 1000 mM, which can be explained by the shielding
effect of the ions in solution. At higher ionic strengths,
increasing hydrophobic interactions lead to a lysozyme
adsorption that is almost independent of the ionic strength
with comparably low loadings at all studied conditions.
For all studied pH values and a constant ionic strength,
the smallest lysozyme loadings were found for sodium
chloride, the largest for ammonium sulfate, which can
be explained by the more effective shielding effect of the
rather small sodium and chloride ions compared to ammo-
nium and sulfate ions, which in particular hampers the
lysozyme adsorption on the cation exchange ligands of the
resin. Increasing lysozyme loadings with increasing pH
value were found in salt-free solutions, which could be
explained by the charge repulsion of lysozyme molecules
and the shifting dissociation equilibrium of the weak
cation exchange ligands of the mixed-mode resin. In con-
trast, at I = (250–1000) mM, decreasing lysozyme loadings
with increasing pH value were observed. The decreasing
positive net charge of lysozyme with increasing pH value
appears to be the predominant effect on the adsorption in
the cation exchange region. At very high ionic strengths
(I > 1000 mM), higher pH values lead to higher lysozyme
loadings of the resin. The adsorption in the hydrophobic
interaction region can be explained by a less pronounced
repulsion betweenhydrophobic ligands of themixed-mode
resin and the lysozyme molecules (due to the smaller net
charge) with increasing pH value.
Furthermore, we have extended a previously intro-

duced mathematical model for describing the adsorption
of lysozyme on Toyopearl MX-Trp-650M to also consider
the influence of the pH value in this work. The model
presented here successfully describes the influence of
all studied pH values, ionic strengths, and salts on the
lysozyme loading as a function of the lysozyme con-
centration in solution. Hence, the model can predict
equilibrium adsorption isotherms for a wide range of
technically relevant process parameters. Good agreement
of the model predictions with the experimental data of
this work was found. The model can even be used for
extrapolations to process parameters outside the training
data, which is demonstrated for adsorption isotherms
at pH 8.0 after training the model to data at pH 5.0,
6.0, and 7.0 only. Ultimately, the modeling approach
can be transferred to other systems, e.g., proteins, MMC
resins, or salts, in a straightforward manner if sufficient
training data for the respective system are available
for adjusting the model parameters, and the approach
can be applied for the conceptual process design and
the optimization of separation processes of proteins
with MMC.

NOMENCLATURE

a model parameter
b model parameter
c [mM] liquid phase concentration
c(m) [mg/mL] liquid phase concentration
d model parameter
I [mM] ionic strength
k0 model parameter for

salt-free solutions
Kads adsorption equilibrium

constant
kF model parameter for high

ionic strength
q [mM] loading of the resin
q(m) [mg/mL] loading of the resin
q0 [mM] normalization constant
S salt

ACKNOWLEDGEMENT
Open access funding enabled and organized by Projekt
DEAL.

CONFL ICT OF INTEREST
The authors have declared no conflict of interest.

DATA AVAILAB IL ITY STATEMENT
The data that supports the findings of this study are avail-
able in the supporting information of this article.

ORCID
JannetteKreusser https://orcid.org/0000-0003-0340-
6738
Fabian Jirasek https://orcid.org/0000-0002-2502-5701
HansHasse https://orcid.org/0000-0003-4612-5995

REFERENCES
1. Dismer, F., Petzold, M., Hubbuch, J., Effects of ionic strength

andmobile phase pH on the binding orientation of lysozyme on
different ion-exchange adsorbents, J. Chromatogr. A 2008, 1194,
11–21.

2. Mollerup, J. M., Applied thermodynamics: A new frontier for
biotechnology. Fluid Phase Equilibria. 2006, 241, 205–215.

3. Kallberg, K., Johansson, H.-O., Bulow, L., Multimodal chro-
matography: An efficient tool in downstream processing of pro-
teins, Biotechnol. J. 2012, 7, 1485–1495.

4. Zhang, K., Liu, X., Mixed-mode chromatography in pharma-
ceutical and biopharmaceutical applications, J. Pharm. Biomed.
Anal. 2016, 128, 73–88.

5. Gao, D., Lin, D.-Q., Yao, S.-J., Mechanistic analysis on the
effects of salt concentration and pH on protein adsorption onto
a mixed-mode adsorbent with cation ligand, J. Chromatogr. B
2007, 859, 16–23.

https://orcid.org/0000-0003-0340-6738
https://orcid.org/0000-0003-0340-6738
https://orcid.org/0000-0003-0340-6738
https://orcid.org/0000-0002-2502-5701
https://orcid.org/0000-0002-2502-5701
https://orcid.org/0000-0003-4612-5995
https://orcid.org/0000-0003-4612-5995


KREUSSER et al. 767

6. Jungbauer, A., Machold, C., Hahn, R., Hydrophobic interaction
chromatography of proteins, J. Chromatogr. A 2005, 1079, 221–
228.

7. Brochier, V. B., Schapman, A., Santambien, P., Britsch, L.,
Fast purification process optimization using mixed-mode chro-
matography sorbents in pre-packed minicolumns, J. Chro-
matogr. A 2008, 1177, 226–233.

8. Chung, W. K., Hou, Y., Holstein, M., Freed, A., et al., Investiga-
tion of protein binding affinity in multimodal chromatographic
systems using a homologous protein library, J. Chromatogr. A
2010, 1217, 191–198.

9. Holstein, M. A., Nikfetrat, A. A., Gage, M., Hirsh, A. G., et al.,
Improving selectivity inmultimodal chromatographyusing con-
trolled pH gradient elution, J. Chromatogr. A 2012, 1233, 152–
155.

10. Kaleas, K. A., Schmelzer, C. H., Pizarro, S. A., Industrial case
study: Evaluation of a mixed-mode resin for selective capture
of a human growth factor recombinantly expressed in e. coli, J.
Chromatogr. A 2010, 1217, 235–242.

11. Lu, M.-H., Lin, D.-Q., Wu, Y.-C., Yun, J.-X., et al., Separa-
tion of nattokinase from Bacillus subtilis fermentation broth by
expanded bed adsorption with mixed-mode adsorbent, Biotech-
nol. Bioprocess Eng. 2005, 10, 128–135.

12. Lees, A., Topping, A., Razzaq, A., Reiter, K., et al., Purifying
a recalcitrant therapeutic recombinant protein with a mixed-
mode chromatography sorbent, BioProcess Int. 2009, 7, 42–48.

13. Kennedy, L. A., Kopaciewicz, W., Regnier, F. E., Multimodal liq-
uid chromatography columns for the separation of proteins in
either the anion-exchange or hydrophobic interaction mode, J.
Chromatogr. A 1986, 359, 73–84.

14. Bensch, M., Wierling, P. S., von Lieres, E., Hubbuch, J., High
throughput screening of chromatographic phases for rapid pro-
cess development, Chem. Eng. Technol. 2005, 28, 1274–1284.

15. Zhu, M., Carta, G., Protein adsorption equilibrium and kinetics
in multimodal cation exchange resins, Adsorption 2015, 22, 165–
179.

16. Gao, D., Yao, S.-J., Lin, D.-Q., Preparation and adsorption behav-
ior of a cellulosebased, mixed-mode adsorbent with a benzy-
lamine ligand for expanded bed applications, J. Appl. Polym. Sci.
2007, 107, 674–682.

17. Wu, Q.-C., Lin, D.-Q., Shi,W., Zhang, Q.-L., et al., Amixed-mode
resin with tryptamine ligand for human serum albumin separa-
tion, J. Chromatogr. A 2016, 1431, 145–153.

18. Jungbauer, A., Hahn, R., Chapter 22 ion-exchange chromatog-
raphy, Methods Enzymol. 2009, 463, 349–371.

19. Duong-Ly, K. C., Gabelli, S. B., Using ion exchange chromatog-
raphy to purify a recombinantly expressed protein, Methods
Enzymol. 2014, 541, 95–103.

20. Orellana, C., Shene, C., Asenjo, J., Mathematical modeling of
elution curves for a proteinmixture in ion exchange chromatog-
raphy applied to high protein concentration, Biotechnol. Bioeng.
2009, 104, 572–581.

21. Schmidt, M., Hafner, M., Frech, C., Modeling of salt and pH gra-
dient elution in ion-exchange chromatography, J. Sep. Sci. 2014,
37, 5–13.

22. Hofmeister, F., Zur lehre von der wirkung der salze, Arch. Exp.
Pathol. Pharmakol. 1888, 24, 247–260.

23. Chen, J., Sun, Y., Modeling of the salt effects on hydrophobic
adsorption equilibrium of protein, J. Chromatogr. A 2003, 992,
29–40.

24. Lienqueo, M. E., Mahn, A., Salgado, J. C., Asenjo, J. A., Current
insights on protein behaviour in hydrophobic interaction chro-
matography, J. Chromatogr. B 2007, 849, 53–68.

25. Zhang, Y., Cremer, P. S., The inverse and direct hofmeister series
for lysozyme, Proc. Natl. Acad. Sci. 2009, 106, 15249–15253.

26. Paterová, J., Rembert, K. B., Heyda, J., Kurra, Y., et al., Reversal
of the hofmeister series: Specific ion effects on peptides, J. Phys.
Chem. B 2013, 117, 8150–8158.

27. Schwierz, N., Horinek, D., Sivan, U., Netz, R. R., Reversed
hofmeister series—The rule rather than the exception, Curr.
Opin. Colloid Interface Sci. 2016, 23, 10–18.

28. To, B. C., Lenhoff, A. M., Hydrophobic interaction chromatog-
raphy of proteins, J. Chromatogr. A 2007, 1141, 191–205.

29. Xia, F., Nagrath, D., Garde, S., Cramer, S.M., Evaluation of selec-
tivity changes in HIC systems using a preferential interaction
based analysis, Biotechnol. Bioeng. 2004, 87, 354–363.

30. Ghose, S., Hubbard, B., Cramer, S. M., Protein interactions in
hydrophobic charge induction chromatography (hcic), Biotech-
nol. Prog. 2005, 21, 498–508.

31. Gao, D., Lin, D.-Q., Yao, S.-J., Measurement and correlation
of protein adsorption with mixed-mode adsorbents taking into
account the influences of salt concentration and pH, J. Chem.
Eng. Data 2006, 51, 1205–1211.

32. Nfor, B. K., Noverraz,M., Chilamkurthi, S., Verhaert, P. D., et al.,
High-throughput isotherm determination and thermodynamic
modeling of protein adsorption on mixed mode adsorbents, J.
Chromatogr. A 2010, 1217, 6829–6850.

33. Mollerup, J. M., Hansen, T. B., Kidal, S., Sejergaard, L., et al.,
Development, modelling, optimisation and scale-up of chro-
matographic purification of a therapeutic protein, Fluid Phase
Equilib. 2007, 261, 133–139.

34. Mollerup, J.M.,A reviewof the thermodynamics of protein asso-
ciation to ligands, protein adsorption, and adsorption isotherms,
Chem. Eng. Technol. 2008, 31, 864–874.

35. Mollerup, J. M., Hansen, T. B., Kidal, S., Staby, A., Quality by
design—thermodynamicmodelling of chromatographic separa-
tion of proteins, J. Chromatogr. A 2008, 1177, 200–206.

36. Kreusser, J., Jirasek, F., Hasse, H., Influence of salts on the
adsorption of lysozyme on a mixed-mode resin, Adsorpt. Sci.
Technol. 2021, 2021, 1–11.

37. Werner, A., Hasse, H., Experimental study and modeling of
the influence of mixed electrolytes on adsorption of macro-
molecules on a hydrophobic resin, J. Chromatogr. A 2013, 1315,
135–144.

38. Hackemann, E., Werner, A., Hasse, H., Influence of mixed elec-
trolytes on the adsorption of lysozyme, PEG, and PEGylated
lysozyme on a hydrophobic interaction chromatography resin,
Biotechnol. Prog. 2017, 33, 1104–1115.

39. Hackemann, E., Hasse, H., Influence of mixed electrolytes and
pH on adsorption of bovine serum albumin in hydrophobic
interaction chromatography, J. Chromatogr. A 2017, 1521, 73–79.

40. Hackemann, E., Hasse, H., Mathematical modeling of adsorp-
tion isotherms in mixed salt systems in hydrophobic interaction
chromatography, Biotechnol. Prog. 2018, 34, 1251–1260.

41. Galeotti, N., Hackemann, E., Jirasek, F., Hasse, H., Prediction
of the elution profiles of proteins in mixed salt systems in
hydrophobic interaction chromatography, Sep. Purif. Technol.
2020, 233, 116006.

42. Tosoh Bioscience, Resin information sheet Toyopearl MX-Trp-
650M. Tech. Rep. 1808RIS0038, 2021.



768 KREUSSER et al.

43. Werner, A., Blaschke, T., Hasse, H., Microcaloric study of the
adsorption of pegylated lysozyme and peg on amildly hydropho-
bic resin: influence of ammonium sulfate, Langmuir 2012, 28,
11376–11383.

44. Chang, C., Lenhoff, A. M., Comparison of protein adsorp-
tion isotherms and uptake rates in preparative cation-exchange
materials, J. Chromatogr. A 1998, 827, 281–293.

45. Oberholzer, M. R., Lenhoff, A. M., Protein adsorption isotherms
through colloidal energetics, Langmuir 1999, 15, 3905–
3914.

46. Kuehner, D. E., Engmann, J., Fergg, F., Wernick, M., et al.,
Lysozyme net charge and ion binding in concentrated aque-
ous electrolyte solutions, J. Phys. Chem. B 1999, 103, 1368–
1374.

47. Harinarayan, C., Mueller, J., Ljunglöf, A., Fahrner, R., et al.,
An exclusion mechanism in ion exchange chromatography,
Biotechnol. Bioeng. 2006, 95, 775–787.

48. Baumann, P., Baumgartner, K., Hubbuch, J., Influence of bind-
ing pH and protein solubility on the dynamic binding capacity
in hydrophobic interaction chromatography, J. Chromatogr. A
2015, 1396, 77–85.

SUPPORT ING INFORMATION
Additional supporting information may be found in the
online version of the article at the publisher’s website.

How to cite this article: Kreusser, J., Jirasek, F.,
Hasse, H. Influence of pH value and salts on the
adsorption of lysozyme in mixed-mode
chromatography. Eng Life Sci. 2021;21:753–768.
https://doi.org/10.1002/elsc.202100058

https://doi.org/10.1002/elsc.202100058

	Influence of pH value and salts on the adsorption of lysozyme in mixed-mode chromatography
	Abstract
	1 | INTRODUCTION
	2 | MATERIALS AND METHODS
	2.1 | Materials
	2.2 | Experimental procedure and correlation of individual adsorption isotherms
	2.3 | Data processing
	2.4 | Model of the influence of salts

	3 | RESULTS AND DISCUSSION
	3.1 | Experimental adsorption isotherms
	3.2 | Modeling the dependence on the ionic strength
	3.3 | Modeling the dependence on cLys
	3.4 | Modeling the dependence on the pH value
	3.5 | Prediction of equilibrium adsorption isotherms

	4 | CONCLUDING REMARKS
	NOMENCLATURE
	ACKNOWLEDGEMENT
	CONFLICT OF INTEREST
	DATA AVAILABILITY STATEMENT

	ORCID
	REFERENCES
	SUPPORTING INFORMATION


