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Capillary electrophoresis (CE) has emerged as a powerful technique for comprehensive physicochemical
characterization of monoclonal antibodies (mAbs) as well as other therapeutic modalities. The method
provides high resolution separation and high sensitivity characterization for analysis of therapeutic
biomolecules. CE based techniques such as sodium dodecyl sulphate capillary gel electrophoresis (SDS-
CGE, also referred to as CE SDS), capillary zone electrophoresis (CZE) and imaged capillary isoelectric
focusing (iCIEF) have been increasingly adopted to assess size heterogeneity, glycosylation heterogeneity
and charge heterogeneity in mAbs and related therapeutic modalities. This paper reviews the latest
application developments of CE based methods for routine release testing, stability testing and in-depth
characterization. In addition, advantages and disadvantages of each of these techniques are critically
discussed.

© 2021 The Author(s). Published by Elsevier B.V. This is an open access article under the CC BY-NC-ND
license (http://creativecommons.org/licenses/by-nc-nd/4.0/).
1. Introduction

Monoclonal antibodies (mAbs) and related therapeutic modal-
ities, e.g. highly glycosylated Fc-Fusions, bi- and tri-specific mAbs,
mAb-ADCs, mAb fragments, PEGylated proteins and other varieties
have entered the market or clinic [1] and represent a rapidly
growing class of therapeutics treating numerous diseases such as
cancer, autoimmune disorders, and various infectious diseases
including the culprit of the recent pandemic. mAbs alone have a
revenue potential of USD 300 billion by 2025 [2]. Due to their pro-
teinaceous nature, heterogeneity accumulates throughout bio-
processing, with potentially deleterious variants acquired from
mutations during translation, uncontrolled modifications after
translation (post-translational modifications, or PTMs), and degra-
dation events occurring during the complex manufacturing process
such as fermentation, purification and storage. PTMs of a single
n.kaur@aurobindo.com (H. Kaur).
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protein sequence can lead to large molecular diversity given the
number of functional groups subject to various reactions including
glycosylation, glycation, phosphorylation, etc. [3]. Protein degrada-
tion events are often chemical in nature and can lead to, amongst
other things, a reduction in efficacy or increase in aggregation and
even immunogenicity, and these events occur at varying rates
depending on sequence, formulation, and storage conditions [4].
Thus, stringent analytical methods are necessary to comprehen-
sively identify, characterize andmonitor these quality attributes and
ultimately to ensure the release of purified and efficacious drug
products at the clinic and commercial stages. The latter requires
validated testing be performed in a quality control (QC) laboratory
with fit-for-purpose instrumentation and use of appropriate refer-
ence controls and system suitability tests. The results need to fit
within set acceptance limits, or specifications, on the reported level
of purity, amount(s) of known impurities, potency, etc., to control
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Abbreviations:

ADC Antibody Drug Conjugate
BGE Background Electrolyte
BLA Biologic License Application
CE Capillary Electrophoresis
CEX Cation Exchange Chromatography
CPA Corrected Peak Area
CZE Capillary Zone Electrophoresis
DMSO Dimethyl Sulfoxide
EOF Electroosmotic Flow
ESI Electrospray Ionization
FDA Food and Drug Administration
GU Glucose Units
HILIC Hydrophilic Liquid Interaction Chromatography
HMW High Molecular Weight
iCIEF Image Capillary Isoelectric Focusing

IEX Ion Exchange Chromatography
IND Investigational New Drug Application
LC Liquid Chromatography
LIF Laser Induced Fluorescence
LMW Low Molecular Weight
mAb Monoclonal Antibody
MS Mass Spectrometry
NG Non-Glycosylated
pI Isoelectric Point
PTMs Post Translational Modifications
QC Quality Control
QL Quantification Limit
RSD Relative Standard Deviation
SDS-CGE Sodium Dodecyl Sulphate-Capillary Gel

Electrophoresis
SEC Size Exclusion Chromatography
UV Ultraviolet
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critical quality attributes [5], with Health Authority monitoring and
feedback at each stage of the process [6]. Similar requirements apply
to the commercialization of biosimilars with the added expectation
of establishing comparability to the original product [7].

Capillary electrophoresis (CE) has proven to be an essential
separation technique for these purposes because of its fast analysis
times with minimal sample consumption, high resolution, general
adaptation into the QC environment, and equally importantly,
complementarity to chromatographic approaches. The most pop-
ular modes in the industry include capillary SDS gel electrophoresis
(SDS-CGE), capillary zone electrophoresis (CZE) and capillary iso-
electric focusing (regular cIEF and imaging iCIEF modes) [8e13],
with some modes readily hyphenated to mass spectrometry (MS),
and are routinely utilized to assess size, charge and glycosylation
heterogeneity of protein biologics.

2. SDS-CGE and size heterogeneity

Size heterogeneity is a critical aspect of the physicochemical
characterization of a biological product [ICH Q6B]. Product related
aggregates (dimers, tetramers and even multimers), also known as
high molecular weight (HMW) species, and fragments of low mo-
lecular weight (LMW) relative to the parent molecule are often
considered critical quality attributes requiring close monitoring
during manufacturing, release, stability and storage and must meet
set acceptance criteria to minimize the risk of negative immune
responses and/or reduction in potency [14e16].

SDS-CGE is used for the purpose of evaluating size heterogeneity
under denaturing conditions with platform reagents and auto-
mated instrumentation available from several commercial manu-
facturers that can be utilized in the QC space. The performance and
usability of some of the more commonly used instruments in the
industry have been compared [17]. The method proceeds as fol-
lows. Briefly, upon application of an electric field, SDS-protein
complexes, ideally of uniform surface charge densities, migrate
towards a detector window to produce an electropherogram of
peaks representing increasing size over time. The most common
(and commercial) approach uses a capillary consisting of an inner
surface composed of bare-fused silica and filled with a sieving
matrix of dextran cross-linked with borate and other components
which serve to alter electroosmotic flow (EOF) [18,19].

Ideally, during electromigration, sample proteins are to be in a
uniformly denatured and unfolded state with SDS bound at an
optimized ratio with the protein [20]. This may be challenging for
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proteins that, for example, contain PTMs or highly negatively-
charged domains resistant to SDS binding and include proteins
with relatively high kinetic stability [21,22]. Method-induced HMW
formation can be a consequence of a non-ideal SDS-protein ratio
and can be detected by observing unexpectedly large variations in
relative % values upon testing across the anticipated concentration
range of the assay [12]. Correction may require optimization of the
SDS-protein ratio and/or a change of detergent to one that binds
protein with higher affinity (Fig. 1A) [13]. Alteration of the
monomer/cross-linker ratio has also proven to be useful to increase
the resolution of highly glycosylated species [19] as well as
increasing the capillary length and optimizing denaturation tem-
perature (Fig. 1B) [23]. In addition, sample preparation requires
careful consideration of pH, denaturation time, and concentration
of a free-thiol alkylating agent to prevent disulfide scrambling, or
disulfide reductant etc., with a primary goal being the prevention of
excess method-induced fragmentation [24]. Achieving this goal
would predictably improve method robustness and reproducibility
and ensures that the observed fragments represent real species
present in the sample prior to treatment.

Optimal separation conditions would ensure adequate peak
quantification of product and product-related variants of interest,
either known or anticipated. The optimization process may require
testing of aged samples, specimens from in-process purification
steps, and samples forcibly degraded, e.g., by subjecting it to partial
reduction, deglycosylation, UV light exposure, high pH, high tem-
perature, and/or peroxide treatment [25]. For example, partial
sample reduction assessments are necessary if the upstream
fermentation process produces enzymatically-reduced mAb prod-
uct impurities [26] and peptide N-glycosidase (PNGase) deglyco-
sylation experiments ensure that a protein yielding a broad peak
profile is simply a homogeneous protein bound to a highly complex
network of N-glycan structures. Representative in-process samples
can be useful in the case of antibody-drug conjugates (ADCs) by
helping to identify the mAb-drug stoichiometry via comparison of
electropherograms of pre- and post-conjugated samples [27,28], or
to ensure clearance of monoclonal parental mAb impurities from
the target bispecific mAb product [29].

For a typical mAb, SDS-CGE is considered an “LMWmethod” due
to its ability to resolve product-related species smaller than the
parent molecule and complements size exclusion chromatography
(SEC) when needed to assess the larger HMWspecies [30]. SDS-CGE
is run under denaturing conditions thus can reveal variants not
observed by native SEC, for example, a fragmented protein held



Fig. 1. Improving CGE separation efficiencies when evaluating challenging protein modalities. A) Use of higher affinity detergents, in this case SHS in place of SDS, to improve the
resolution of the main peak of an Fc-fusion from a product impurity (with permission from Ref. [13]). B) Optimizing denaturing temperature and increasing the effective capillary
length from 10 to 20 cm to resolve two light chains with similar MW of a bi-specific mAb. Inset: 10 cm effective capillary length (modified with permission from Ref. [23]).
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together by secondary and/or tertiary interactions [31]. Denaturing
and reducing conditions can reveal fragmentation not observed
under non-reducing conditions alone, for example, when a CAP256
mAb clip was shown to only be held together by an intra-disulfide
bond [32]. If an important size variant cannot be resolved from its
intact parent molecule due to relatively small molecular weight
(MW) differences, dropping the MW via reduction and/or enzy-
matic cleavage may be sufficient to achieve full resolution. For
example, accurate and quantitative tracking of the non-
glycosylated (NG) IgG variant, a variant linked to reduced bioac-
tivity and effector function [33], can be achieved by mAb reduction
or IdeS cleavage to fully resolve NG-Heavy Chain or NG-Fc/2 from
their parent molecules respectively [10].

When sensitivity is a concern, signal can be enhanced through
use of CEwith laser-induced fluorescence (LIF) detection [34] either
using native fluorescence or after proper labeling. SDS-CGE
microchip instrumentation using LIF (mSDS-CGE) has been widely
implemented in process development laboratories due to its high
sensitivity and throughput capabilities, but has had limited success
as a QC release method due to reproducibility concerns [35].
Although release testing typically does not require high
throughput, bridging this technology into commercial QC labora-
tories would minimize comparability risks inherent to switching
platforms mid-development [36]. To this end, recent vendor-driven
mSDS-CGE method improvements, including the addition of an
automated standard mAb calibration step helping to optimize dye
content within the capillary, have produced reproducibility results
comparable to the more established, lower throughput SDS-CGE
options, with % area relative standard deviations (RSDs) of ~1%
(intra-assay precision) to 4% (inter-assay precision) [17].

With regard to CGE peak variant characterization, online
hyphenation of MS to SDS-CGE has not yet been achieved at the
commercial stage and requires more indirect means [37,38].
The main bottleneck is MS-incompatibility of sieving matrix
components, such as SDS and high concentration co-ions,
although great strides have been taken to improve the situa-
tion, for example, the use of cyclodextrins in interface solutions
to sequester detergents [39].

3. Charge heterogeneity

Many protein variants differ in overall charge relative to the
parent molecule and can yield a large range of effects, from
complete inactivation to higher relative potency [40], and often
3

cannot be separated by SDS-CGE due to their comparable MWs.
The most common charge variant monitoring methods in the
biotechnology industry include ion exchange chromatography
(IEX), capillary-based isoelectric focusing without (cIEF) or with
(iCIEF) capillary-wide imaging capability, and CZE [41]. Several
commercial instruments performing CZE and (i)cIEF have been
adopted into the QC space [42,43]. IEX will not be discussed here,
except to say that it has a valuable place in the industry with well-
established MS compatibility [44]. Note, however, that IEX, unlike
CZE and cIEF/iCIEF, does not separate analytes based on overall
charge, but on the charge available for interaction with the solid
phase. Thus, a particular proteoform could be separated by CE but
not by IEX thereby yielding complementary information as
orthogonal techniques. This difference can be important when
monitoring the profile of ADCs [45] since the physical character-
istics of the conjugated drug could interfere with the IEX solid-
phase interaction of the parent mAb. As discussed below and
shown in Fig. 2, iCIEF, CZE and its offshoots, such as micellar
electrokinetic chromatography (MEKC), are also not expected to
yield comparable profiles and together are uniquely informative
depending on the specific variant(s) under scrutiny [46]. MEKC
and other promising CZE derivatives will not be discussed in detail
here in order to focus on the most common methods utilized in
the industry today.

CZE migration rates primarily depend on the ratio of the overall
charge-to-hydrodynamic radii of the analytes. Typically, the sample
is injected as a plug at one end of a capillary filled with a back-
ground electrolyte (BGE) buffered at a pH providing the desired
mobilities and capable of maintaining a constant field strength.
Unlike IEF, isoelectric point (pI) identification is not possible,
however, its advantages are sensitivity, MS compatibility and high
throughput; the latter particularly when judiciously implementing
EOF. These characteristics are ideal for routine quality monitoring
tasks such as ensuring batch lot-to-lot conformity. Although EOF
can be advantageous in this regard, reproducibility suffers due in
large part to the instability of the zeta potential at the capillary
inner surface [47]. As with SDS-CGE, these challenges have been
largely overcome through use of excipients that virtually eliminate
EOF and protein-surface adhesion while using a bare-fused silica
capillary. Comparable peak profiles and CPA% within a standard
deviation of ± 0.9 were shown across companies [43], at least
within the target predicted pI range of 7.4 and 9.5. For this reason,
CZE has grown in popularity and is being added to biologics release
testing panels [48].



Fig. 2. iCIEF, CZE (MEKC), and IEX (Cation exchange chromatography, CEX) profiles of the NIST mAb standard. These results underscore how methods utilizing the same basic
separation principle (“separation by charge”) can produce different profiles. The method chosen for monitoring would depend on the method that best resolves the variant(s) of
interest (Reprinted with permission from Ref. [46]).
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Capillary isoelectric focusing has the unique capability of
identifying an effective isoelectric point, or pI, of a protein of in-
terest and of each of its charged variants via migration across a pH
gradient to the point of neutrality. Resolving power depends on
field strength and the slope of the linear pH gradient established
across the medium, with resolution improving with shallower
gradients. Theoretically, pIs differing by 0.01 pH units or less can
be separated [49], although the requirement is a concentrated
mixture of amphoteric compounds, or “ampholytes”, collectively
covering the pH range of interest with closely-spaced pIs. Each
ampholyte must contain functional groups with pKas closely
flanking its pI to provide the conductance needed to generate a
uniform field strength. Importantly, each protein analyte may
require its own solubilizers/stabilizers [50], e.g., DMSO, urea,
formamide or one if its derivatives [51], to ensure robust and
reproducible performance.

Ampholytic mixtures yielding linear pH gradients of various
slopes and ranges are readily available on the vendor market, e.g.
Bio-Lyte from Bio-Rad, Pharmalyte from Cytiva, Servalyte from
Serva Electrophoresis, and Aeslytes fromAES Ltd., and can bemixed
and matched to achieve a sufficiently resolved profile. Although
Pharmalyte lot-to-lot reproducibility has been demonstrated [52],
method development should include lot evaluations to ensure
reproducibility for the specific protein of interest, and salts and
other additives can impact the linearity of the ampholyte pH
gradient [53].
4

Relative to conventional cIEF, iCIEF has become popular as a
monitoring, release and stability test due to its ability to visualize
the final, focused variant profile in real time without requiring
mobilization of the focused peaks towards a detector window
either by chemical or hydrodynamic means. Mobilization may
modify the profile [54] or negatively impact resolution due to
laminar flow [55], respectively. Recently it has achieved acceptance
by the FDA as a characterization and QC method based on its
common inclusion in IND and BLA submissions [56] with laboratory
support provided by multi-company demonstrations of precision,
robustness, etc., all satisfying Q2(R1) ICH guidelines [52,57].
Quantification limits (QLs) of approximately 2e4% of the total
protein load were demonstrated when detecting by UV absorbance
at 280 nm. This QL lowers several-fold when utilizing the natural
fluorescence of tryptophan, allowing an evaluation at lower protein
load [58].

With regard to the use of iCIEF as a release and stability test, the
reported pI of a typical mAb is simply the peak of highest relative
proportion [57]. Product release specifications early in the pipeline
may report total relative % acidic and basic species compared to the
reported pI. These species may be considered impurities in lieu of
characterization evidence identifying particular variant(s) as either
confirmed impurities or not, at which point adjustments are made
to the specifications [59]. Thus, limits on relative quantities of
allowable acidic and/or basic variants are set late in development
once the needed characterization data is collected. Due to its
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relative simplicity with regard to method preparation and execu-
tion, biotechnology companies have utilized iCIEF internally as an
identification method for release of clinical material in place of the
relatively complex ELISA or peptide mapping methods [57]. How-
ever, it has been observed that two mAb therapeutics within the
same product portfolio can have virtually identical profiles, even
after subjecting the product to reducing and/or subunit analysis.
This indicates that the risk may be too high to implement iCIEF as a
standalone commercial-stage identity method and this risk would
increase if testing involved a CRO [60]. Perhaps the entrance of new
and complex modalities into the biotherapeutics space, in partic-
ular Fc fusions with their accompanying complex charge variant
profiles, may lower this risk. However, the tradeoff would be an
increased reliance on characterization tools like CE-MS and de-
mand for more innovative cartridge coatings and additives to
reduce non-specific interactions and increase sample solubility,
stability, proteoform resolution, and method robustness.

4. Glycosylation heterogeneity

N- and O-linked carbohydrates are the most commonly occur-
ring forms of protein glycosylation [61], with some exceptions such
as reported in Ref. [62]. In this review we will focus on the analysis
of N-glycan since this represents the vast majority of oligosaccha-
rides bound to marketed protein therapeutics.

Glycosylation at the conserved CH2 Asn297 site of mAbs and Fc
fusion proteins can greatly impact the pharmacokinetic (PK) and
pharmacodynamic (PD) properties of a protein [63]. Because of the
large number of linkage and positional options, glycosylation is
highly heterogeneous, resulting in numerous glycosylation patterns
[64], and this complexity varies by the host cell and by the
manipulation of bioprocessing parameters, such as growth phase,
nutrition, oxygen level, pH, temperature, etc. [65]. Taken together,
complex glycosylation has the potential to impact patient safety
and product efficacy, thus, requires glycan content testing at drug
product release to ensure profile consistency [66] and in-depth
characterization as discussed below.

CE-based N-glycan analysis can occur at four levels [67e69];
Intact (Level 1), subunit, (Level 2), peptide (Level 3), and released
glycan (Level 4). At Level 1, CZE and iCIEF can differentiate glycan-
altering modifications such as sialylation, acetylation, sulfation or
phosphorylation, due to their impact on the overall charge density
of the protein. As discussed earlier, SDS-CGE can readily differen-
tiate between the glycosylated an non-glycosylated product forms
[19]. Hyphenation of CE with MS is another excellent way to
conduct Level 1 analysis due to the availability of low flow interface
operations (nanoliter- or low microliter per minute) in either
sheathless or sheathflow setups, which result in excellent separa-
tion efficiency and high signal strength due to efficient ionization/
low ion suppression at these flow rates [69].

Level 2 analysis, as outlined earlier, can be done using SDS-CGE
to evaluate reduced/denatured and/or partially clipped forms using
endopeptidases [70] with CZE- or cIEF-MS providing detailed gly-
coform information [71].

Level 3 requires proteolytic digestion (e.g., trypsin) followed
by low nL/min flow rate CE-MS or CE-MS/MS analysis of the
resulting glycopeptides [68]. Analysis of glycosylation together
with the corresponding glycopeptides provides site specificity
information. Furthermore, peptide analytical approaches such as
isotope, isobaric and fluorescent labeling for quantification,
metabolic incorporation, and mass defect analysis can be
simultaneously accomplished using low flow sheathless in-
terfaces with different sheath liquid additives [72]. CE-MS also
enables linkage-isomer separation through targeted modification
of the isomers resulting in distinguishable mass analytes, e.g.,
5

ethyl esterification of sialic acid-containing isomers of the pros-
tate specific antigen [73].

Finally, at Level 4, the attached carbohydrates are either chem-
ically or enzymatically removed from the polypeptide backbone and
analyzed at the released glycan level. Liquid phase separation-based
carbohydrate analysis, however, requires derivatization of the free
glycan structures with a UV or fluorescently active agent, and for CE
this tag should also be charged to support proper electromigration
[74,75]. Level 4 N-linked carbohydrate analysis starts with specific
enzymatic removal of the glycan moiety, in most instances using
PNGase F. This endoglycosidase releases most asparagine-linked
oligosaccharides except e.g., the alpha 1e3 core fucosylated ver-
sions, to mention the most important one. For efficient release, in
most instances the polypeptide chains should be unfolded to ensure
full access of the glycosidase, typically using mixtures of denaturing
and reducing agents such as SDS, dithiothreitol (DTT), iodoacetic
acid (IAA), etc. This is especially important for newmodalities, such
as fusion proteins and multi-specific antibodies, in which cases a
denaturing temperature gradient is suggested [76]. For labeling, the
most commonly used CE fluorescent agent is the triple negatively
charged 8-aminopyrene-1,3,6-trisulfonic acid (APTS), which binds
covalently via a classical Schiff-base formation reaction followed by
reduction to obtain a stable conjugate. The use of positively charged
tags is also possible, but not recommended for sialylated structures
as the net charge of the carbohydrate e dye complex can become
zero (equal number of negatively charged sialic acids and positive
charges on the tag) resulting in no differential electromigration.
Other labeling dyes have also emerged utilizing NHS ester-based
chemistries rather than the commonly used reductive amination
technique [74]. The applied labeling agents have to be added in large
excess to the derivatization reaction mixture in order to ensure
acceptable reaction speed, and associated parameters such as
temperature, derivatization time and catalyst concentration all have
to be optimized to improve reaction yields. Due to the large excess
of tagging agent, the labeled sample must be purified prior to
electrophoresis using either HILIC type micro-columns or magnetic
micro-particles [77]. In both instances, the cleanup process is based
on binding of the labeled glycans to the applied stationary phase
under high organic solvent conditionse typically acetonitrilee and
eluted by water. The entire workflow can be fully automated to
provide the required robustness of the approach for downstream
validation [78].

Detailed structural elucidation of the sugar structures including
positional and linkage information is either based on calculated
glucose unit (GU) values and an associated database search (www.
GlycoStore.com) [79] or by MS identification [80]. For GU calcula-
tion, either an oligosaccharide ladder is run prior to or after the
sample separation step or a bracketing standard set is co-injected.
Alternatively, the ladder can be co-injected with the sample using
tags with different excitation/emission wavelengths. In both in-
stances the GU based database search usually provides adequate
structural elucidation of the separated glycans [81].

When neither the GU value search nor MS analysis gives un-
ambiguous results, exoglycosidase digestion-based glycan
sequencing is necessary to properly identify the sequence of the
sugar components along with their positional and linkage infor-
mation [82]. This can include a type of sequencing workflow uti-
lizing multiple enzymes either consecutively or in an array format
to specifically release the carbohydrate building sugar monomers
one by one, starting from the non-reducing end of the oligosac-
charide structure, as shown in Fig. 3. For most biotherapeutics,
sialic acids are the usual capping residues at the non-reducing end,
which are readily released by appropriate neuraminidase enzymes
with alpha 2e3,4,6 or 8 specificities. Considering the most
frequently occurring glycan structures shown in Fig. 3,

http://www.GlycoStore.com
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Fig. 3. Fully automated capillary electrophoresis based carbohydrate sequencing of etanercept. Panel A: workflow of the consecutive exoglycosidase digestion steps, Ⓢ sample
injection, Ⓘ incubation, Ⓔ exoglycosidase enzyme addition. The dotted line depicts the temperature profile during the exoglycosidase digestion steps. Panel B: the resulting CE
separation traces after the addition of the exoglycosidases. With permission from Ref. [82].
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galactosidases are to be used next to cut b1-3,4 linked Gal residues.
This particular treatment is of high importance since it can identify
any highly immunogenic alpha 1e3 Gal epitopes [83]. Next, the
GlcNAc residues are released, both antennary and bisecting types,
using appropriate hexosaminidase enzymes. Finally, the core fucose
is removed by fucosidase. Note that in rare cases arm fucosylation is
possible, at which case, the fucosidase should be used first because
its non-reducing capping position would inhibit further digestion
steps. The same thing is applicable for the alpha 1e3 Gal as that is
usually at the same non-reducing end position [83]. If necessary for
antennary positioning identification, the mannose residues can be
released by applying the corresponding 1e3 or 1e6 mannosidases
of the partially digested core [83]. The mannosidase enzyme be-
comes especially important in analyzing hybrid structures and
samples containing high mannose glycans. After each digestion
step, the target sample is re-analyzed by CE, and from themigration
time shifts and peak area changes the type and the number of the
removed residues can be readily calculated. Please note that
sequencing should start from the non-reductive end usually with
the removal of the sialic acids, followed by the galactoses and
GlcNAc residues in order to ensure that consecutively used en-
zymes are not inhibited by non-removed sugars.

5. CE-MS

The various complexmAb-relatedmodalities can yield relatively
highly complex charged-isoform profiles relative to a typical mAb.
Companies are combining one or more proteins in so-called com-
bination therapies, which further complicate the isoform profile
[84]. Consequently, such complexity underscores the importance of
MS characterization.

As mentioned earlier, MS-based methodologies are widely
used to support characterization and development testing of
biopharmaceuticals at various levels of analysis, from intact to
6

peptide map to glycan release, and are becoming increasingly
popular even with the potential of GMP implementation [85].
Although LC-MS and LC-MS/MS are the predominant MS-based
hyphenated techniques, the role of CE-MS in the biopharmaceu-
tical field has increased and examples have been successfully
applied to the analysis of complex glycoproteins, ADCs, bispecifics,
and protein mixtures [86e89]. CE-MS can serve as an orthogonal
and complementary approach to LC-MS as discussed below and
shown in Fig. 4 [90] and its lack of stationary phase poses less risk
of nonspecific interaction and injection-to-injection carryover.

Electrospray ionization (ESI) is the most common MS ion
source for large molecule analysis including protein charge vari-
ants. Its integration with CE requires an interface, the purpose of
which is to maintain stable electric contact at the CE outlet elec-
trode and assist in steady spray formation by ESI [72]. Significant
amounts of effort have been devoted to CE-ESI interface design
and several comprehensive reviews have highlighted the tech-
nical innovations in terms of instrumentation and methodology,
e.g. Ref. [72]. The application of CE-MS is facilitated by these
dedicated designs and their commercialization, for example the
sheathless porous tip interface (commercialized as CESI 8000,
SCIEX, USA), coaxial sheath-flow interface (G1607B, Agilent
Technologies, USA) and nanoflow sheath liquid interface (EMASS-
II, CMP Scientific, USA).

The sheathless interface enables the BGE to be electrosprayed
directly from the CE capillary without additional dilution, giving
rise to enhanced sensitivity and has been used in characterization
of complex intact proteins, elucidation of their glycosylated struc-
tures and conformational heterogeneities, as well as identification
of low-abundance PTMs [86,91]. The method detection range of
protein biomarkers could be as low as ng/mL when combined with
a pre-concentration process [92]. Although compromised sensi-
tivitymay occur in sheath liquid interfaces due to dilution effects by
the liquid flow employed to maintain electrical contact,



Fig. 4. CEX-MS and CZE-MS comparative characterization of the monoclonal antibody cetuximab. pH gradient-based separation by CEX-MS and CZE-MS were both capable of
efficient separation of cetuximab charge variants with eight major peaks baseline resolved, although with different separation selectivity (Reprinted with permission from Ref. [90].
Copyright (2020) American Chemical Society).
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introduction of sheath liquid provides BGE component flexibility.
Sufficient robustness and accuracy assessments of sheath liquid has
been shown by studies characterizing degradation variants of mAbs
and their fragments via screening and monitoring of specific
modifications [93,94]. By coupling with immunoaffinity capture
techniques, sheath liquid CE-MS has also been used to evaluate
in vivo stability of fusion proteins through monitoring of protein
catabolites in serum samples [95].

iCIEF-MS analysis can be achieved by offline fractionation where
fractions are first collected, processed with MS-compatible com-
ponents if needed, and subsequently introduced into MS for char-
acterization. Although more time consuming and labor intensive,
offline fractionation is not limited to separation of analytes
requiring only MS-compatible components [93] and may be
necessary to fully characterize some highly complex proteins at the
intact level, for example highly glycosylated Fc-fusions [96]. More-
over, the labor intensive efforts can be alleviated by the availability
of preparative systems and high throughput methods [97].

Microchip CE-MS is a trending technology thanks to its fast
analysis time, high throughput, high sensitivity and low sample
consumption. The narrowing of hydraulic channels enables
implementation of higher field strengths which accelerates sample
movement and consequently reduces analysis time [72]. Innovative
capillary coatings have been applied to improve performance by
reducing EOF and protein adsorption [71,98]. Examples of micro-
chip iCIEF-MS and CZE-MS are now commercially available and
show great potential for applications such as early development
screening and monitoring of specific protein quality attributes
[71,99]. The integration of microchip capillary electrophoresis
based imaged isoelectric focusing with MS is a promising new
combination, allowing in-line peak identification of the separated
species [71]. Application of transillumination supporting wafer
materials enables direct monitoring of the separation and immo-
bilization steps prior to entrance of the focused molecules to the
mass spectrometer for structural elucidation. Recently, the utility of
microchip CZE-MS was demonstrated through its generation of a
native charge variant profile yielding several low abundant variants
7

not observed by IEX-MS, achieving complementary results to
traditional LC-MS with relatively high sensitivity in minutes per
sample [90]. Note that the platform format of this technology and
its pre-mixed buffer kits can reduce method development and
optimization timelines [90]. That said, vendors, when possible,
should “open” platforms to accommodate molecules not fitting
within the typical paradigm by adjusting BGE compositions and/or
modifying locked method parameters.

6. Conclusion and future perspectives

The molecular complexity of mAbs and other therapeutic mo-
dalities requires a large variety of analytical methods to identify
and monitor deleterious modifications and degradation products.
CE has emerged as an important component of the overall testing
strategy as an orthogonal and complementary technique to LC in
the assessment of size, charge, and glycan heterogeneity. CE-MS
characterization has gained importance in the field due to its
high sensitivity and inherent structural elucidation potential.
Robust and reproducible non-hyphenated CGE, CZE, and cIEF/iCIEF
methods can be developed for testing at all stages of the
manufacturing process, from monitoring of upstream and in-
process samples to the release and stability testing of patient-
ready products. In particular, the versatility of the above dis-
cussed CE-based workflow for rapid analysis of complex glycan
structures at different levels, including linkage and positional
identification of isomers, is a promising addition to the in-process
control toolbox. As the biopharmaceutical industry continues to
diversify with increasingly complex modalities (relative to mAbs),
in particular bi-and tri-specific mAbs, conjugated proteins with
improved activity and/or PK (e.g. PEGylated, fatty acid conjugated,
and ADCs), highly N- and O-glycosylated Fc-fusions with high
melting temperatures, proteins utilizing specific glycans to
manipulate the immune response (e.g., fucosylated versus afuco-
sylated), etc., it will become increasingly important to properly
extract the complementary information only these CE methods can
provide.



H. Kaur, J. Beckman, Y. Zhang et al. Trends in Analytical Chemistry 144 (2021) 116407
Funding

This research did not receive any specific grant from funding
agencies in the public, commercial, or not-for-profit sectors.
Declaration of competing interest

The authors declare that they have no known competing
financial interests or personal relationships that could have
appeared to influence the work reported in this paper.
Acknowledgments

The authors would like to thank Drs., Xin Zhang and Richard
Ludwig for critical review of themanuscript, and Contribution #189
of the Horv�ath Csaba Memorial Laboratory of Bioseparation Sci-
ences (A.G. and M.S.). This work was also supported by the
TKP2020-IKA-07 project financed under the 2020-4.1.1-TKP2020
Thematic Excellence Programme by the National Research, Devel-
opment and Innovation Fund of Hungary.
References

[1] W.R. Strohl, Current progress in innovative engineered antibodies, Protein Cell
9 (2018) 86e120. https://doi.org/10.1007/s13238-017-0457-8.

[2] R.-M. Lu, Y.-C. Hwang, I.-J. Liu, C.-C. Lee, H.-Z. Tsai, H.-J. Li, H.-C. Wu, Devel-
opment of therapeutic antibodies for the treatment of diseases, J. Biomed. Sci.
27 (2020) 1. https://doi.org/10.1186/s12929-019-0592-z.

[3] A.C. Conibear, Deciphering protein post-translational modifications using
chemical biology tools, Nature Reviews Chemistry 4 (2020) 674e695. https://
doi.org/10.1038/s41570-020-00223-8.

[4] W. Wang, S. Singh, D.L. Zeng, K. King, S. Nema, Antibody structure, instability,
and formulation, J. Pharmacol. Sci. 96 (2007) 1e26. https://doi.org/10.1002/
jps.20727.

[5] J.E. Schiel, A. Turner, The NISTmAb Reference Material 8671 lifecycle man-
agement and quality plan, Anal. Bioanal. Chem. 410 (2018) 2067e2078.
https://doi.org/10.1007/s00216-017-0844-2.

[6] M.E.B. Holbein, Understanding FDA regulatory requirements for investiga-
tional new drug applications for sponsor-investigators, J. Invest. Med. 57
(2009) 688e694. https://doi.org/10.2310/JIM.0b013e3181afdb26.

[7] R. Ratih, M. Asmari, A.M. Abdel-Megied, F. Elbarbry, S. El Deeb, Biosimilars:
review of regulatory, manufacturing, analytical aspects and beyond, Micro-
chem. J. 165 (2021) 106143. https://doi.org/10.1016/j.microc.2021.106143.

[8] M. Szigeti, J. Chapman, B. Borza, A. Guttman, Quantitative assessment of mAb
Fc glycosylation of CQA importance by capillary electrophoresis, Electropho-
resis 39 (2018) 2340e2343. https://doi.org/10.1002/elps.201800076.

[9] H. Kaur, Characterization of glycosylation in monoclonal antibodies and its
importance in therapeutic antibody development, Crit. Rev. Biotechnol. 41
(2021) 300e315. https://doi.org/10.1080/07388551.2020.1869684.

[10] L. Duhamel, Y. Gu, G. Barnett, Y. Tao, S. Voronov, J. Ding, N. Mussa, Z.J. Li,
Therapeutic protein purity and fragmented species characterization by
capillary electrophoresis sodium dodecyl sulfate using systematic hybrid
cleavage and forced degradation, Anal. Bioanal. Chem. 411 (2019) 5617e5629.
https://doi.org/10.1007/s00216-019-01942-8.

[11] X. Zhang, L. Chemmalil, J. Ding, Z. Li, A novel approach enables imaged
capillary isoelectric focusing analysis of PEGylated proteins, Electrophoresis
41 (2020) 735e742. https://doi.org/10.1002/elps.201900406.

[12] Q. Guan, J. Atsma, R. Tulsan, S. Voronov, J. Ding, J. Beckman, Z.J. Li, Minimi-
zation of artifact protein aggregation using tetradecyl sulfate and hexadecyl
sulfate in capillary gel electrophoresis under reducing conditions, Electro-
phoresis 41 (2020) 1245e1252. https://doi.org/10.1002/elps.201900435.

[13] J. Beckman, Y. Song, Y. Gu, S. Voronov, N. Chennamsetty, S. Krystek,
N. Mussa, Z.J. Li, Purity determination by capillary electrophoresis sodium
hexadecyl sulfate (CE-SHS): a novel application for therapeutic protein
characterization, Anal. Chem. 90 (2018) 2542e2547. https://doi.org/
10.1021/acs.analchem.7b03831.

[14] K.D. Ratanji, J.P. Derrick, R.J. Dearman, I. Kimber, Immunogenicity of thera-
peutic proteins: influence of aggregation, J. Immunot. 11 (2014) 99e109.
https://doi.org/10.3109/1547691X.2013.821564.

[15] J. Vlasak, R. Ionescu, Fragmentation of monoclonal antibodies, mAbs 3 (2011)
253e263. https://doi.org/10.4161/mabs.3.3.15608.

[16] H. Kaur, Stability testing in monoclonal antibodies, Crit. Rev. Biotechnol. 41
(2021) 692e714. https://doi.org/10.1080/07388551.2021.1874281.

[17] J. Kahle, K.J. Maul, H. W€atzig, The next generation of capillary electrophoresis
instruments: performance of CE-SDS protein analysis, Electrophoresis 39
(2018) 311e325. https://doi.org/10.1002/elps.201700278.
8

[18] C.E. S€anger-van de Griend, CE-SDS method development, validation, and best
practice-An overview, Electrophoresis 40 (2019) 2361e2374. https://doi.org/
10.1002/elps.201900094.

[19] C. Filep, A. Guttman, Effect of the monomer cross-linker ratio on the separa-
tion selectivity of monoclonal antibody subunits in sodium dodecyl sulfate
capillary gel electrophoresis, Anal. Chem. 93 (2021) 3535e3541. https://
doi.org/10.1021/acs.analchem.0c04927.

[20] M. Jafari, F. Mehrnejad, F. Rahimi, S.M. Asghari, The molecular basis of the
sodium dodecyl sulfate effect on human ubiquitin structure: a molecular
dynamics simulation study, Sci. Rep. 8 (2018) 2150. https://doi.org/10.1038/
s41598-018-20669-7.

[21] K. Xia, S. Zhang, B. Bathrick, S. Liu, Y. Garcia, W. Col�on, Quantifying the kinetic
stability of hyperstable proteins via time-dependent SDS trapping, Biochem-
istry 51 (2012) 100e107. https://doi.org/10.1021/bi201362z.

[22] Y. Shi, R.A. Mowery, J. Ashley, M. Hentz, A.J. Ramirez, B. Bilgicer, H. Slunt-
Brown, D.R. Borchelt, B.F. Shaw, Abnormal SDS-PAGE migration of cytosolic
proteins can identify domains and mechanisms that control surfactant bind-
ing, Protein Sci. 21 (2012) 1197e1209. https://doi.org/10.1002/pro.2107.

[23] A. Guttman, Multilevel capillary gel electrophoresis characterization of new
antibody modalities, Anal. Chim. Acta (2021). https://doi.org/10.1016/
j.aca.2021.338492.

[24] A.L. Esterman, A. Katiyar, G. Krishnamurthy, Implementation of USP antibody
standard for system suitability in capillary electrophoresis sodium dodecyl
sulfate (CE-SDS) for release and stability methods, J. Pharmaceut. Biomed.
Anal. 128 (2016) 447e454. https://doi.org/10.1016/j.jpba.2016.06.006.

[25] E. Tamizi, A. Jouyban, Forced degradation studies of biopharmaceuticals: se-
lection of stress conditions, Eur. J. Pharm. Biopharm. 98 (2016) 26e46. https://
doi.org/10.1016/j.ejpb.2015.10.016.

[26] P. Tang, Z. Tan, V. Ehamparanathan, T. Ren, L. Hoffman, C. Du, Y. Song, L. Tao,
A. Lewandowski, S. Ghose, Z.J. Li, S. Liu, Optimization and kinetic modeling
of interchain disulfide bond reoxidation of monoclonal antibodies in
bioprocesses, mAbs 12 (2020) 1829336. https://doi.org/10.1080/
19420862.2020.1829336.

[27] T. Chen, Y. Chen, C. Stella, C.D. Medley, J.A. Gruenhagen, K. Zhang, Antibody-
drug conjugate characterization by chromatographic and electrophoretic
techniques, J Chromatogr B Analyt Technol Biomed Life Sci 1032 (2016)
39e50. https://doi.org/10.1016/j.jchromb.2016.07.023.

[28] A. Wagh, H. Song, M. Zeng, L. Tao, T.K. Das, Challenges and new frontiers in
analytical characterization of antibody-drug conjugates, mAbs 10 (2018)
222e243. https://doi.org/10.1080/19420862.2017.1412025.

[29] S. Huang, A. Segu�es, D.L. Hulsik, D.M. Zaiss, A.J.A.M. Sijts, S.M.J. van Duijn-
hoven, A. van Elsas, A novel efficient bispecific antibody format, combining a
conventional antigen-binding fragment with a single domain antibody, avoids
potential heavy-light chain mis-pairing, J. Immunol. Methods 483 (2020)
112811. https://doi.org/10.1016/j.jim.2020.112811.

[30] O.O. Dada, R. Rao, N. Jones, N. Jaya, O. Salas-Solano, Comparison of SEC and CE-
SDS methods for monitoring hinge fragmentation in IgG1 monoclonal anti-
bodies, J. Pharmaceut. Biomed. Anal. 145 (2017) 91e97. https://doi.org/
10.1016/j.jpba.2017.06.006.

[31] K.M. Hutterer, R.W. Hong, J. Lull, X. Zhao, T. Wang, R. Pei, M.E. Le, O. Borisov,
R. Piper, Y.D. Liu, K. Petty, I. Apostol, G.C. Flynn, Monoclonal antibody disulfide
reduction during manufacturing, mAbs 5 (2013) 608e613. https://doi.org/
10.4161/mabs.24725.

[32] V.B. Ivleva, N.A. Schneck, D. Gollapudi, F. Arnold, J.W. Cooper, Q.P. Lei, Investi-
gation of sequence clipping and structural heterogeneity of an HIV broadly
neutralizing antibody by a comprehensive LC-MS analysis, J. Am. Soc. Mass
Spectrom. 29 (2018) 1512e1523. https://doi.org/10.1007/s13361-018-1968-0.

[33] D. Reusch, M.L. Tejada, Fc glycans of therapeutic antibodies as critical quality
attributes, Glycobiology 25 (2015) 1325e1334. https://doi.org/10.1093/gly-
cob/cwv065.

[34] Z. Zhang, J. Park, H. Barrett, S. Dooley, C. Davies, M.F. Verhagen, Capillary
electrophoresis-sodium dodecyl sulfate with laser-induced fluorescence
detection as a highly sensitive and quality control-friendly method for
monitoring adeno-associated virus capsid protein purity, Hum. Gene Ther.
(2021). https://doi.org/10.1089/hum.2020.233.

[35] M.T. Smith, S. Zhang, T. Adams, B. DiPaolo, J. Dally, Establishment and vali-
dation of a microfluidic capillary gel electrophoresis platform method for
purity analysis of therapeutic monoclonal antibodies, Electrophoresis 38
(2017) 1353e1365. https://doi.org/10.1002/elps.201600519.

[36] ICH Topic Q 5 E Comparability of Biotechnological/Biological Products; June
2005, CPMP/ICH/5721/03.

[37] W.-H. Wang, J. Cheung-Lau, Y. Chen, M. Lewis, Q.M. Tang, Specific and high-
resolution identification of monoclonal antibody fragments detected by
capillary electrophoresisesodium dodecyl sulfate using reversed-phase HPLC
with top-down mass spectrometry analysis, mAbs 11 (2019) 1233e1244.
https://doi.org/10.1080/19420862.2019.1646554.

[38] M. Dadouch, Y. Ladner, C. Perrin, Analysis of monoclonal antibodies by
capillary electrophoresis: sample preparation, separation, and detection,
Separations 8 (2021) 4. https://doi.org/10.3390/separations8010004.

[39] J.P. Quirino, Sodium dodecyl sulfate removal during electrospray ionization
using cyclodextrins as simple sample solution additive for improved mass
spectrometric detection of peptides, Anal. Chim. Acta 1005 (2018) 54e60.
https://doi.org/10.1016/j.aca.2017.12.012.

[40] B. Hintersteiner, N. Lingg, P. Zhang, S. Woen, K.M. Hoi, S. Stranner,
S. Wiederkum, O. Mutschlechner, M. Schuster, H. Loibner, A. Jungbauer,

https://doi.org/10.1007/s13238-017-0457-8
https://doi.org/10.1186/s12929-019-<?thyc=10?>0592-z<?thyc?>
https://doi.org/10.1038/s41570-020-00223-8
https://doi.org/10.1038/s41570-020-00223-8
https://doi.org/10.1002/jps.20727
https://doi.org/10.1002/jps.20727
https://doi.org/10.1007/s00216-017-0844-2
https://doi.org/10.2310/JIM.0b013e3181afdb26
https://doi.org/10.1016/j.microc.2021.106143
https://doi.org/10.1002/elps.201800076
https://doi.org/10.1080/07388551.2020.1869684
https://doi.org/10.1007/s00216-019-01942-8
https://doi.org/10.1002/elps.201900406
https://doi.org/10.1002/elps.201900435
https://doi.org/10.1021/acs.analchem.7b03831
https://doi.org/10.1021/acs.analchem.7b03831
https://doi.org/10.3109/1547691X.2013.821564
https://doi.org/10.4161/mabs.3.3.15608
https://doi.org/10.1080/07388551.2021.1874281
https://doi.org/10.1002/elps.201700278
https://doi.org/10.1002/elps.201900094
https://doi.org/10.1002/elps.201900094
https://doi.org/10.1021/acs.analchem.0c04927
https://doi.org/10.1021/acs.analchem.0c04927
https://doi.org/10.1038/s41598-018-20669-7
https://doi.org/10.1038/s41598-018-20669-7
https://doi.org/10.1021/bi201362z
https://doi.org/10.1002/pro.2107
https://doi.org/10.1016/j.aca.2021.338492
https://doi.org/10.1016/j.aca.2021.338492
https://doi.org/10.1016/j.jpba.2016.06.006
https://doi.org/10.1016/j.ejpb.2015.10.016
https://doi.org/10.1016/j.ejpb.2015.10.016
https://doi.org/10.1080/19420862.2020.1829336
https://doi.org/10.1080/19420862.2020.1829336
https://doi.org/10.1016/j.jchromb.2016.07.023
https://doi.org/10.1080/19420862.2017.1412025
https://doi.org/10.1016/j.jim.2020.112811
https://doi.org/10.1016/j.jpba.2017.06.006
https://doi.org/10.1016/j.jpba.2017.06.006
https://doi.org/10.4161/mabs.24725
https://doi.org/10.4161/mabs.24725
https://doi.org/10.1007/s13361-018-1968-0
https://doi.org/10.1093/glycob/cwv065
https://doi.org/10.1093/glycob/cwv065
https://doi.org/10.1089/hum.2020.233
https://doi.org/10.1002/elps.201600519
https://doi.org/10.1080/19420862.2019.1646554
https://doi.org/10.3390/separations8010004
https://doi.org/10.1016/j.aca.2017.12.012


H. Kaur, J. Beckman, Y. Zhang et al. Trends in Analytical Chemistry 144 (2021) 116407
Charge heterogeneity: basic antibody charge variants with increased bind-
ing to Fc receptors, mAbs 8 (2016) 1548e1560. https://doi.org/10.1080/
19420862.2016.1225642.

[41] S. Chung, J. Tian, Z. Tan, J. Chen, J. Lee, M. Borys, Z.J. Li, Industrial bioprocessing
perspectives on managing therapeutic protein charge variant profiles, Bio-
technol. Bioeng. 115 (2018) 1646e1665. https://doi.org/10.1002/bit.26587.

[42] X. Li, X. Shi, X. Qin, L. Yu, Y. Zhou, C. Rao, Interlaboratory method validation of
imaged capillary isoelectric focusing methodology for analysis of recombinant
human erythropoietin, Anal. Methods. 12 (2020) 3836e3843. https://doi.org/
10.1039/D0AY00823K.

[43] B. Moritz, V. Schnaible, S. Kiessig, A. Heyne, M. Wild, C. Finkler, S. Christians,
K. Mueller, L. Zhang, K. Furuya, M. Hassel, M. Hamm, R. Rustandi, Y. He,
O.S. Solano, C. Whitmore, S.A. Park, D. Hansen, M. Santos, M. Lies, Evaluation
of capillary zone electrophoresis for charge heterogeneity testing of mono-
clonal antibodies, J Chromatogr B Analyt Technol Biomed Life Sci 983e984
(2015) 101e110. https://doi.org/10.1016/j.jchromb.2014.12.024.

[44] J. Baek, A.B. Schwahn, S. Lin, C.A. Pohl, M. De Pra, S.M. Tremintin, K. Cook, New
insights into the chromatography mechanisms of ion-exchange charge variant
analysis: dispelling myths and providing guidance for robust method opti-
mization, Anal. Chem. 92 (2020) 13411e13419. https://doi.org/10.1021/
acs.analchem.0c02775.

[45] Z. Zhang, S. Zhou, L. Han, Q. Zhang, W.A. Pritts, Impact of linker-drug on ion
exchange chromatography separation of antibody-drug conjugates, mAbs 11
(2019) 1113e1121. https://doi.org/10.1080/19420862.2019.1628589.

[46] J. Kahle, H. Zagst, R. Wiesner, H. W€atzig, Comparative charge-based separation
study with various capillary electrophoresis (CE) modes and cation exchange
chromatography (CEX) for the analysis of monoclonal antibodies,
J. Pharmaceut. Biomed. Anal. 174 (2019) 460e470. https://doi.org/10.1016/
j.jpba.2019.05.058.

[47] H.T. Chang, E.S. Yeung, Dynamic control to improve the separation perfor-
mance in capillary electrophoresis, Electrophoresis 16 (1995) 2069e2073.
https://doi.org/10.1002/elps.11501601336.

[48] B. Pajaziti, R. Petkovska, M. Andr�asi, D. Nebija, Application of the capillary
zone electrophoresis (CZE) and capillary gel electrophoresis (CGE) for the
separation of human insulin, insulin lispro and their degradation products,
Pharmazie 75 (2020) 167e171. https://doi.org/10.1691/ph.2020.9188.

[49] Chapter 1 Theory and fundamental aspects of isoelectric focusing, in:
P.G. Righetti (Editor), Laboratory Techniques in Biochemistry and Molecular
Biology, Elsevier, 1983, pp. 1e86. https://doi.org/10.1016/S0075-7535(08)
70214-6.

[50] X. Zhang, L. Chemmalil, J. Ding, N. Mussa, Z. Li, Imaged capillary isoelectric
focusing in native condition: a novel and successful example, Anal. Biochem.
537 (2017) 13e19. https://doi.org/10.1016/j.ab.2017.08.014.

[51] X. Zhang, S. Voronov, N. Mussa, Z. Li, A novel reagent significantly improved
assay robustness in imaged capillary isoelectric focusing, Anal. Biochem. 521
(2017) 1e7. https://doi.org/10.1016/j.ab.2016.12.013.

[52] O. Salas-Solano, B. Kennel, S.S. Park, K. Roby, Z. Sosic, B. Boumajny, S. Free,
A. Reed-Bogan, D. Michels, W. McElroy, P. Bonasia, M. Hong, X. He, M. Ruesch,
F. Moffatt, S. Kiessig, B. Nunnally, Robustness of iCIEF methodology for the
analysis of monoclonal antibodies: an interlaboratory study, J. Separ. Sci. 35
(2012) 3124e3129. https://doi.org/10.1002/jssc.201200633.

[53] J. Wu, T. Huang, Peak identification in capillary isoelectric focusing using the
concept of relative peak position as determined by two isoelectric point
markers, Electrophoresis 27 (2006) 3584e3590. https://doi.org/10.1002/
elps.200500889.

[54] S. Hjert�en, M. Zhu, Adaptation of the equipment for high-performance elec-
trophoresis to isoelectric focusing, J. Chromatogr. A 346 (1985) 265e270.
https://doi.org/10.1016/S0021-9673(00)90512-0.

[55] M. Min�arik, F. Groiss, B. Ga�s, D. Blaas, E. Kenndler, Dispersion effects accom-
panying pressurized zone mobilisation in capillary isoelectric focusing of
proteins, J. Chromatogr. A 738 (1996) 123e128. https://doi.org/10.1016/0021-
9673(96)00083-0.

[56] R. Bhagi, US FDA Adopts New Techniques for Biologics Testing, IBO, 2019.
[57] G. Wu, C. Yu, W. Wang, L. Wang, Interlaboratory method validation of icIEF

methodology for analysis of monoclonal antibodies, Electrophoresis 39 (2018)
2091e2098. https://doi.org/10.1002/elps.201800118.

[58] J.W. Loughney, S. Ha, R.R. Rustandi, Quantitation of CRM197 using imaged
capillary isoelectric focusing with fluorescence detection and capillary
Western, Anal. Biochem. 534 (2017) 19e23. https://doi.org/10.1016/
j.ab.2017.06.013.

[59] R.S. Rogers, M. Abernathy, D.D. Richardson, J.C. Rouse, J.B. Sperry, P. Swann,
J. Wypych, C. Yu, L. Zang, R. Deshpande, A view on the importance of “multi-
attribute method” for measuring purity of biopharmaceuticals and improving
overall control strategy, AAPS J. 20 (2017) 7. https://doi.org/10.1208/s12248-
017-0168-3.

[60] D. Ahluwalia, M. Belakavadi, T.K. Das, A. Katiyar, A three-point identity criteria
tool for establishing product identity using icIEF method, J. Chromatogr. B
1083 (2018) 271e277. https://doi.org/10.1016/j.jchromb.2018.02.042.

[61] A. Varki, P. Gagneux, Biological functions of glycans, in: A. Varki,
R.D. Cummings, J.D. Esko, P. Stanley, G.W. Hart, M. Aebi, A.G. Darvill,
T. Kinoshita, N.H. Packer, J.H. Prestegard, R.L. Schnaar, P.H. Seeberger (Editors),
Essentials of Glycobiology, third ed., Cold Spring Harbor Laboratory Press,
Cold Spring Harbor (NY), 2015.

[62] D. Pennica, V.T. Lam, R.F. Weber, W.J. Kohr, L.J. Basa, M.W. Spellman,
A. Ashkenazi, S.J. Shire, D.V. Goeddel, Biochemical characterization of
9

the extracellular domain of the 75-kilodalton tumor necrosis factor
receptor, Biochemistry 32 (1993) 3131e3138. https://doi.org/10.1021/
bi00063a027.

[63] L. Liu, Pharmacokinetics of monoclonal antibodies and Fc-fusion proteins,
Protein Cell 9 (2018) 15e32. https://doi.org/10.1007/s13238-017-0408-4.

[64] R. Jefferis, Recombinant antibody therapeutics: the impact of glycosylation on
mechanisms of action, Trends Pharmacol. Sci. 30 (2009) 356e362. https://
doi.org/10.1016/j.tips.2009.04.007.

[65] A. Beck, E. Wagner-Rousset, M.-C. Bussat, M. Lokteff, C. Klinguer-Hamour, J.-
F. Haeuw, L. Goetsch, T. Wurch, A. Van Dorsselaer, N. Corvaïa, Trends in
glycosylation, glycoanalysis and glycoengineering of therapeutic antibodies
and Fc-fusion proteins, Curr. Pharmaceut. Biotechnol. 9 (2008) 482e501.
https://doi.org/10.2174/138920108786786411.

[66] L. Zhang, S. Luo, B. Zhang, Glycan analysis of therapeutic glycoproteins, mAbs
8 (2016) 205e215. https://doi.org/10.1080/19420862.2015.1117719.

[67] C. Lew, J.-L. Gallegos-Perez, B. Fonslow, M. Lies, A. Guttman, Rapid level-3
characterization of therapeutic antibodies by capillary electrophoresis elec-
trospray ionization mass spectrometry, J. Chromatogr. Sci. 53 (2015)
443e449. https://doi.org/10.1093/chromsci/bmu229.

[68] G.S.M. Lageveen-Kammeijer, N. de Haan, P. Mohaupt, S. Wagt, M. Filius,
J. Nouta, D. Falck, M. Wuhrer, Highly sensitive CE-ESI-MS analysis of N -gly-
cans from complex biological samples, Nat. Commun. 10 (2019) 2137. https://
doi.org/10.1038/s41467-019-09910-7.

[69] M.L.A. De Leoz, D.L. Duewer, A. Fung, L. Liu, H.K. Yau, O. Potter, G.O. Staples,
K. Furuki, R. Frenkel, Y. Hu, Z. Sosic, P. Zhang, F. Altmann, C. Grunwald-Grube,
C. Shao, J. Zaia, W. Evers, S. Pengelley, D. Suckau, A. Wiechmann, A. Resemann,
W. Jabs, A. Beck, J.W. Froehlich, C. Huang, Y. Li, Y. Liu, S. Sun, Y. Wang, Y. Seo,
H.J. An, N.-C. Reichardt, J.E. Ruiz, S. Archer-Hartmann, P. Azadi, L. Bell, Z. Lakos,
Y. An, J.F. Cipollo, M. Pucic-Bakovic, J. �Stambuk, G. Lauc, X. Li, P.G. Wang,
A. Bock, R. Hennig, E. Rapp, M. Creskey, T.D. Cyr, M. Nakano, T. Sugiyama, P.-
K.A. Leung, P. Link-Lenczowski, J. Jaworek, S. Yang, H. Zhang, T. Kelly,
S. Klapoetke, R. Cao, J.Y. Kim, H.K. Lee, J.Y. Lee, J.S. Yoo, S.-R. Kim, S.-K. Suh,
N. de Haan, D. Falck, G.S.M. Lageveen-Kammeijer, M. Wuhrer, R.J. Emery,
R.P. Kozak, L.P. Liew, L. Royle, P.A. Urbanowicz, N.H. Packer, X. Song,
A. Everest-Dass, E. Lattov�a, S. Cajic, K. Alagesan, D. Kolarich, T. Kasali, V. Lindo,
Y. Chen, K. Goswami, B. Gau, R. Amunugama, R. Jones, C.J.M. Stroop, K. Kato,
H. Yagi, S. Kondo, C.T. Yuen, A. Harazono, X. Shi, P.E. Magnelli, B.T. Kasper,
L. Mahal, D.J. Harvey, R. O'Flaherty, P.M. Rudd, R. Saldova, E.S. Hecht,
D.C. Muddiman, J. Kang, P. Bhoskar, D. Menard, A. Saati, C. Merle, S. Mast,
S. Tep, J. Truong, T. Nishikaze, S. Sekiya, A. Shafer, S. Funaoka, M. Toyoda, P. de
Vreugd, C. Caron, P. Pradhan, N.C. Tan, Y. Mechref, S. Patil, J.S. Rohrer,
R. Chakrabarti, D. Dadke, M. Lahori, C. Zou, C. Cairo, B. Reiz, R.M. Whittal,
C.B. Lebrilla, L. Wu, A. Guttman, M. Szigeti, B.G. Kremkow, K.H. Lee, C. Sihlbom,
B. Adamczyk, C. Jin, N.G. Karlsson, J. €Ornros, G. Larson, J. Nilsson, B. Meyer,
A. Wiegandt, E. Komatsu, H. Perreault, E.D. Bodnar, N. Said, Y.-N. Francois,
E. Leize-Wagner, S. Maier, A. Zeck, A.J.R. Heck, Y. Yang, R. Haselberg, Y.Q. Yu,
W. Alley, J.W. Leone, H. Yuan, S.E. Stein, NIST interlaboratory study on
glycosylation analysis of monoclonal antibodies: comparison of results from
diverse analytical methods, Mol. Cell. Proteomics 19 (2020) 11e30. https://
doi.org/10.1074/mcp.RA119.001677.

[70] Y. An, Y. Zhang, H.-M. Mueller, M. Shameem, X. Chen, A new tool for mono-
clonal antibody analysis: application of IdeS proteolysis in IgG domain-
specific characterization, mAbs 6 (2014) 879e893. https://doi.org/10.4161/
mabs.28762.

[71] S. Mack, D. Arnold, G. Bogdan, L. Bousse, L. Danan, V. Dolnik, M. Ducusin,
E. Gwerder, C. Herring, M. Jensen, J. Ji, S. Lacy, C. Richter, I. Walton, E. Gentalen,
A novel microchip-based imaged CIEF-MS system for comprehensive char-
acterization and identification of biopharmaceutical charge variants, Electro-
phoresis 40 (2019) 3084e3091. https://doi.org/10.1002/elps.201900325.

[72] A. Stolz, K. Jooß, O. H€ocker, J. R€omer, J. Schlecht, C. Neusüß, Recent advances in
capillary electrophoresis-mass spectrometry: instrumentation, methodology
and applications, Electrophoresis 40 (2019) 79e112. https://doi.org/10.1002/
elps.201800331.

[73] G.S.M. Kammeijer, B.C. Jansen, I. Kohler, A.A.M. Heemskerk, O.A. Mayboroda,
P.J. Hensbergen, J. Schappler, M. Wuhrer, Sialic acid linkage differentiation of
glycopeptides using capillary electrophoresis - electrospray ionization - mass
spectrometry, Sci. Rep. 7 (2017) 3733. https://doi.org/10.1038/s41598-017-
03838-y.

[74] D.J. Harvey, Derivatization of carbohydrates for analysis by chromatog-
raphy; electrophoresis and mass spectrometry, J Chromatogr B Analyt
Technol Biomed Life Sci 879 (2011) 1196e1225. https://doi.org/10.1016/
j.jchromb.2010.11.010.

[75] S. Mittermayr, J. Bones, A. Guttman, Unraveling the glyco-puzzle: glycan
structure identification by capillary electrophoresis, Anal. Chem. 85 (2013)
4228e4238. https://doi.org/10.1021/ac4006099.

[76] M. Szigeti, A. Guttman, Sample preparation scale-up for deep N-glycomic
analysis of human serum by capillary electrophoresis and CE-ESI-MS,
Mol. Cell. Proteomics 18 (2019) 2524e2531. https://doi.org/10.1074/
mcp.TIR119.001669.

[77] C. V�aradi, C. Lew, A. Guttman, Rapid magnetic bead based sample preparation
for automated and high throughput N-glycan analysis of therapeutic antibodies,
Anal. Chem. 86 (2014) 5682e5687. https://doi.org/10.1021/ac501573g.

[78] M. Szigeti, C. Lew, K. Roby, A. Guttman, Fully automated sample preparation
for ultrafast N-glycosylation analysis of antibody therapeutics, J. Lab. Autom.
21 (2016) 281e286. https://doi.org/10.1177/2211068215608767.

https://doi.org/10.1080/19420862.2016.1225642
https://doi.org/10.1080/19420862.2016.1225642
https://doi.org/10.1002/bit.26587
https://doi.org/10.1039/D0AY00823K
https://doi.org/10.1039/D0AY00823K
https://doi.org/10.1016/j.jchromb.2014.12.024
https://doi.org/10.1021/acs.analchem.0c02775
https://doi.org/10.1021/acs.analchem.0c02775
https://doi.org/10.1080/19420862.2019.1628589
https://doi.org/10.1016/j.jpba.2019.05.058
https://doi.org/10.1016/j.jpba.2019.05.058
https://doi.org/10.1002/elps.11501601336
https://doi.org/10.1691/ph.2020.9188
https://doi.org/10.1016/S0075-7535(08)70214-6
https://doi.org/10.1016/S0075-7535(08)70214-6
https://doi.org/10.1016/j.ab.2017.08.014
https://doi.org/10.1016/j.ab.2016.12.013
https://doi.org/10.1002/jssc.201200633
https://doi.org/10.1002/elps.200500889
https://doi.org/10.1002/elps.200500889
https://doi.org/10.1016/S0021-9673(00)90512-0
https://doi.org/10.1016/0021-9673(96)00083-0
https://doi.org/10.1016/0021-9673(96)00083-0
http://refhub.elsevier.com/S0165-9936(21)00230-2/sref56
https://doi.org/10.1002/elps.201800118
https://doi.org/10.1016/j.ab.2017.06.013
https://doi.org/10.1016/j.ab.2017.06.013
https://doi.org/10.1208/s12248-017-0168-3
https://doi.org/10.1208/s12248-017-0168-3
https://doi.org/10.1016/j.jchromb.2018.02.042
http://refhub.elsevier.com/S0165-9936(21)00230-2/sref61
http://refhub.elsevier.com/S0165-9936(21)00230-2/sref61
http://refhub.elsevier.com/S0165-9936(21)00230-2/sref61
http://refhub.elsevier.com/S0165-9936(21)00230-2/sref61
http://refhub.elsevier.com/S0165-9936(21)00230-2/sref61
https://doi.org/10.1021/bi00063a027
https://doi.org/10.1021/bi00063a027
https://doi.org/10.1007/s13238-017-0408-4
https://doi.org/10.1016/j.tips.2009.04.007
https://doi.org/10.1016/j.tips.2009.04.007
https://doi.org/10.2174/138920108786786411
https://doi.org/10.1080/19420862.2015.1117719
https://doi.org/10.1093/chromsci/bmu229
https://doi.org/10.1038/s41467-019-09910-7
https://doi.org/10.1038/s41467-019-09910-7
https://doi.org/10.1074/mcp.RA119.001677
https://doi.org/10.1074/mcp.RA119.001677
https://doi.org/10.4161/mabs.28762
https://doi.org/10.4161/mabs.28762
https://doi.org/10.1002/elps.201900325
https://doi.org/10.1002/elps.201800331
https://doi.org/10.1002/elps.201800331
https://doi.org/10.1038/s41598-017-<?thyc=10?>03838-y<?thyc?>
https://doi.org/10.1038/s41598-017-<?thyc=10?>03838-y<?thyc?>
https://doi.org/10.1016/j.jchromb.2010.11.010
https://doi.org/10.1016/j.jchromb.2010.11.010
https://doi.org/10.1021/ac4006099
https://doi.org/10.1074/mcp.TIR119.001669
https://doi.org/10.1074/mcp.TIR119.001669
https://doi.org/10.1021/ac501573g
https://doi.org/10.1177/2211068215608767


H. Kaur, J. Beckman, Y. Zhang et al. Trends in Analytical Chemistry 144 (2021) 116407
[79] J.L. Abrahams, G. Taherzadeh, G. Jarvas, A. Guttman, Y. Zhou, M.P. Campbell,
Recent advances in glycoinformatic platforms for glycomics and glyco-
proteomics, Curr. Opin. Struct. Biol. 62 (2020) 56e69. https://doi.org/10.1016/
j.sbi.2019.11.009.

[80] A. Planinc, J. Bones, B. Dejaegher, P. Van Antwerpen, C. Delporte, Glycan
characterization of biopharmaceuticals: updates and perspectives, Anal. Chim.
Acta 921 (2016) 13e27. https://doi.org/10.1016/j.aca.2016.03.049.

[81] G. Jarvas, M. Szigeti, A. Guttman, Structural identification of N-linked carbo-
hydrates using the GUcal application: a tutorial, J Proteomics 171 (2018)
107e115. https://doi.org/10.1016/j.jprot.2017.08.017.

[82] M. Szigeti, A. Guttman, Automated N-glycosylation sequencing of bio-
pharmaceuticals by capillary electrophoresis, Sci. Rep. 7 (2017) 11663. https://
doi.org/10.1038/s41598-017-11493-6.

[83] Z. Szabo, A. Guttman, J. Bones, R.L. Shand, D. Meh, B.L. Karger, Ultrasensitive
capillary electrophoretic analysis of potentially immunogenic carbohydrate
residues in biologics: galactose-a-1,3-galactose containing oligosaccharides,
Mol. Pharm. 9 (2012) 1612e1619. https://doi.org/10.1021/mp200612n.

[84] J. Kim, Y.J. Kim, M. Cao, N. De Mel, M. Albarghouthi, K. Miller, J.S. Bee, J. Wang,
X. Wang, Analytical characterization of coformulated antibodies as combina-
tion therapy, mAbs 12 (2020) 1738691. https://doi.org/10.1080/
19420862.2020.1738691.

[85] I. Sokolowska, J. Mo, F. Rahimi Pirkolachahi, C. McVean, L.A.T. Meijer,
L. Switzar, C. Balog, M.J. Lewis, P. Hu, Implementation of a high-resolution
liquid chromatography-mass spectrometry method in quality control
laboratories for release and stability testing of a commercial antibody
product, Anal. Chem. 92 (2020) 2369e2373. https://doi.org/10.1021/
acs.analchem.9b05036.

[86] D.R. Bush, L. Zang, A.M. Belov, A.R. Ivanov, B.L. Karger, High resolution CZE-MS
quantitative characterization of intact biopharmaceutical proteins: proteo-
forms of interferon-b1, Anal. Chem. 88 (2016) 1138e1146. https://doi.org/
10.1021/acs.analchem.5b03218.

[87] X. Han, Y. Wang, A. Aslanian, M. Bern, M. Lavall�ee-Adam, J.R. Yates, Sheathless
capillary electrophoresis-tandem mass spectrometry for top-down charac-
terization of Pyrococcus furiosus proteins on a proteome scale, Anal. Chem. 86
(2014) 11006e11012. https://doi.org/10.1021/ac503439n.

[88] C. Gst€ottner, D.L.E. Vergoossen, M. Wuhrer, M.G.M. Huijbers, E. Domínguez-
Vega, Sheathless CE-MS as a tool for monitoring exchange efficiency and
stability of bispecific antibodies, Electrophoresis 42 (2021) 171e176. https://
doi.org/10.1002/elps.202000166.

[89] E.A. Redman, J.S. Mellors, J.A. Starkey, J.M. Ramsey, Characterization of intact
antibody drug conjugate variants using microfluidic capillary electrophoresis-
mass spectrometry, Anal. Chem. 88 (2016) 2220e2226. https://doi.org/
10.1021/acs.analchem.5b03866.
10
[90] F. Füssl, A. Trappe, S. Carillo, C. Jakes, J. Bones, comparative elucidation of
cetuximab heterogeneity on the intact protein level by cation exchange
chromatography and capillary electrophoresis coupled to mass spectrom-
etry, Anal. Chem. 92 (2020) 5431e5438. https://doi.org/10.1021/
acs.analchem.0c00185.

[91] L. Bertoletti, J. Schappler, R. Colombo, S. Rudaz, R. Haselberg, E. Domínguez-
Vega, S. Raimondi, G.W. Somsen, E. De Lorenzi, Evaluation of capillary
electrophoresis-mass spectrometry for the analysis of the conformational
heterogeneity of intact proteins using beta2-microglobulin as model com-
pound, Anal. Chim. Acta 945 (2016) 102e109. https://doi.org/10.1016/
j.aca.2016.10.010.

[92] L. Nyssen, M. Fillet, E. Cavalier, A.-C. Servais, Highly sensitive and selective
separation of intact parathyroid hormone and variants by sheathless CE-ESI-
MS/MS, Electrophoresis 40 (2019) 1550e1557. https://doi.org/10.1002/
elps.201800507.

[93] J. Dai, J. Lamp, Q. Xia, Y. Zhang, Capillary isoelectric focusing-mass spec-
trometry method for the separation and online characterization of intact
monoclonal antibody charge variants, Anal. Chem. 90 (2018) 2246e2254.
https://doi.org/10.1021/acs.analchem.7b04608.

[94] M. Han, B.M. Rock, J.T. Pearson, D.A. Rock, Intact mass analysis of monoclonal
antibodies by capillary electrophoresis-Mass spectrometry, J Chromatogr B
Analyt Technol Biomed Life Sci 1011 (2016) 24e32. https://doi.org/10.1016/
j.jchromb.2015.12.045.

[95] M. Han, J.T. Pearson, Y. Wang, D. Winters, M. Soto, D.A. Rock, B.M. Rock,
Immunoaffinity capture coupled with capillary electrophoresis - mass spec-
trometry to study therapeutic protein stability in vivo, Anal. Biochem. 539
(2017) 118e126. https://doi.org/10.1016/j.ab.2017.10.005.

[96] B.L. Duivelshof, A. Murisier, J. Camperi, S. Fekete, A. Beck, D. Guillarme,
V. D'Atri, Therapeutic Fc-fusion proteins: current analytical strategies, J. Separ.
Sci. 44 (2021) 35e62. https://doi.org/10.1002/jssc.202000765.

[97] B.D. Hosken, C. Li, B. Mullappally, C. Co, B. Zhang, Isolation and character-
ization of monoclonal antibody charge variants by free flow isoelectric
focusing, Anal. Chem. 88 (2016) 5662e5669. https://doi.org/10.1021/
acs.analchem.5b03946.

[98] M. Han, B.M. Rock, J.T. Pearson, Y. Wang, D.A. Rock, Therapeutic monoclonal
antibody intact mass analysis by capillary electrophoresisemass spectrom-
etry, in: J.Q. Xia, L. Zhang (Editors), Capillary Electrophoresis-Mass Spec-
trometry: Therapeutic Protein Characterization, Springer International
Publishing, Cham, 2016, pp. 13e34. https://doi.org/10.1007/978-3-319-
46240-0_3.

[99] Y. Wang, P. Feng, Z. Sosic, L. Zang, Monitoring glycosylation profile and pro-
tein titer in cell culture samples UsingZipChip CE-MS. https://doi.org/10.4172/
2155-9872.1000359, 2017.

https://doi.org/10.1016/j.sbi.2019.11.009
https://doi.org/10.1016/j.sbi.2019.11.009
https://doi.org/10.1016/j.aca.2016.03.049
https://doi.org/10.1016/j.jprot.2017.08.017
https://doi.org/10.1038/s41598-017-11493-6
https://doi.org/10.1038/s41598-017-11493-6
https://doi.org/10.1021/mp200612n
https://doi.org/10.1080/19420862.2020.1738691
https://doi.org/10.1080/19420862.2020.1738691
https://doi.org/10.1021/acs.analchem.9b05036
https://doi.org/10.1021/acs.analchem.9b05036
https://doi.org/10.1021/acs.analchem.5b03218
https://doi.org/10.1021/acs.analchem.5b03218
https://doi.org/10.1021/ac503439n
https://doi.org/10.1002/elps.202000166
https://doi.org/10.1002/elps.202000166
https://doi.org/10.1021/acs.analchem.5b03866
https://doi.org/10.1021/acs.analchem.5b03866
https://doi.org/10.1021/acs.analchem.0c00185
https://doi.org/10.1021/acs.analchem.0c00185
https://doi.org/10.1016/j.aca.2016.10.010
https://doi.org/10.1016/j.aca.2016.10.010
https://doi.org/10.1002/elps.201800507
https://doi.org/10.1002/elps.201800507
https://doi.org/10.1021/acs.analchem.7b04608
https://doi.org/10.1016/j.jchromb.2015.12.045
https://doi.org/10.1016/j.jchromb.2015.12.045
https://doi.org/10.1016/j.ab.2017.10.005
https://doi.org/10.1002/jssc.202000765
https://doi.org/10.1021/acs.analchem.5b03946
https://doi.org/10.1021/acs.analchem.5b03946
https://doi.org/10.1007/978-3-319-46240-0_3
https://doi.org/10.1007/978-3-319-46240-0_3
https://doi.org/10.4172/2155-9872.1000359
https://doi.org/10.4172/2155-9872.1000359

	Capillary electrophoresis and the biopharmaceutical industry: Therapeutic protein analysis and characterization
	1. Introduction
	2. SDS-CGE and size heterogeneity
	3. Charge heterogeneity
	4. Glycosylation heterogeneity
	5. CE-MS
	6. Conclusion and future perspectives
	Funding
	Declaration of competing interest
	Acknowledgments
	References


