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Abstract: Methodologies for the global analysis of proteins in a sample, or proteome analysis, have
been available since 1975 when Patrick O0 Farrell published the first paper describing two-dimensional
gel electrophoresis (2D-PAGE). This technique allowed the resolution of single protein isoforms, or
proteoforms, into single ‘spots’ in a polyacrylamide gel, allowing the quantitation of changes in a
proteoform0 s abundance to ascertain changes in an organism0 s phenotype when conditions change.
In pursuit of the comprehensive profiling of the proteome, significant advances in technology have
made the identification and quantitation of intact proteoforms from complex mixtures of proteins
more routine, allowing analysis of the proteome from the ‘Top-Down’. However, the number of
proteoforms detected by Top-Down methodologies such as 2D-PAGE or mass spectrometry has
not significantly increased since O’Farrell’s paper when compared to Bottom-Up, peptide-centric
techniques. This article explores and explains the numerous methodologies and technologies available
to analyse the proteome from the Top-Down with a strong emphasis on the necessity to analyse intact
proteoforms as a better indicator of changes in biology and phenotype. We arrive at the conclusion
that the complete and comprehensive profiling of an organism0 s proteome is still, at present, beyond
our reach but the continuing evolution of protein fractionation techniques and mass spectrometry
brings comprehensive Top-Down proteome profiling closer.
Keywords: Proteomics; Top-Down; Bottom-up; Mass spectrometry; Electrophoresis; Isoelectric
focusing; Proteoform; Chromatography

1. Introduction
The mere mention of the phrase ‘Top-Down Proteomics’ is likely to incite some strong and varied
opinions from proteomics researchers. This is mainly due to the lack of a precise definition of what
the ‘Top-Down’ analysis of a protein actually means. The term Top-Down came about to distinguish
protein identification using intact protein isoforms, or proteoforms [1], from the very widely used term
‘Bottom-Up’ [2], that is used to describe the analysis of a proteome by first enzymatically digesting all
of the proteins into peptides and subjecting them to a ‘shotgun’ analysis (a term first used in DNA
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sequencing [3,4]). Top-Down was coined by those seeking to identify intact proteins using a mass
spectrometer [2,5], performing no enzymatic digestion events prior to introducing the proteoform
molecules into the mass spectrometer. However, this use of the term ‘Top-Down’ ignores a large
number of techniques that also allow the analysis of a proteome from intact proteoforms.
The definition of Top-Down proteomics that we will adopt here places more weight on the
quantitation of intact proteoforms and less on the need to identify the proteoform as an intact molecule,
allowing the isolated proteoforms identification through its peptides. Shotgun methods require that a
peptide be identified and assigned to a gene product, the amino acid sequence that is bioinformatically
determined from a gene [6], before quantitation is performed using a limited number of peptides
to infer the abundance of a gene product rather than a proteoform. Here, we define Top-Down as
the quantitation of an intact proteoform before its identification. At first glance this may seem odd
but it revolves around performing proteome analysis by fractionating intact proteoforms until single
proteoforms are isolated, a workflow routinely performed in 2D-PAGE fractionation but also able to
be achieved through multiple, orthogonal methods of chromatography. Quantitation using 2D-PAGE
is then able to be carried out prior to identification through the densitometric analysis of the gel.
Differences in the intensity of the same spot in replicate gels of the samples being compared is used
to determine which spots are changing in abundance without the need for identification. Once the
spots that are altered in abundance are determined, the protein within that spot can be digested to
peptides to release them from the gel thereby allowing for mass-spectrometric analysis and subsequent
identification of only the proteoforms altered in abundance rather than all proteoforms. However,
using this technique and a robotic spot cutter, a researcher could analyse every visible spot in a gel and
therefore the majority of detectible proteoforms, at the cost of an extremely large amount of instrument
time, although this concept will be explored in a later section in more detail.
LC-MS/MS analysis of intact proteins can also resolve to proteoforms, where the same
deconvoluted mass, derived from the mass-to-charge ratios (m/z) of different molecular charge
states of the proteoform, is detected at an identical chromatographic retention time in different samples.
In reality, even after three dimensions of orthogonal separation [7] (charge by liquid IEF, molecular
mass by continuous elution SDS-PAGE, and hydrophobicity by reversed phase chromatography),
proteoforms can still co-elute and be simultaneously ionised. The ability of the MS to determine the
deconvoluted proteoform mass from the isotope series of a single charge state and select only the
molecules of the ion for fragmentation while excluding all other ions entering the MS makes the
ionisation of multiple proteoforms at the same time less of an issue. The key point of contention is
whether Top-Down proteomics requires ions of intact proteoforms to enter the MS for analysis or
whether the purification of a proteoform to homogeneity, prior to the proteoforms enzymatic digestion
and identification by MS analysis of the resulting peptides is also Top-Down proteomics. It is our firm
belief that both approaches can be considered Top-Down proteomics and this review aims to define the
current employed methodologies for the system-wide analysis and quantitation of intact proteoforms
rather than analysis and quantitation through inferring the presence of a protein through its peptides.
2. Why Analyse Intact Proteoforms?
Despite the fact that mass spectrometers continue to rapidly increase in speed, sensitivity and
dynamic range, the most common implementation of the technology, the detection and quantitation
of peptides to infer changes in the abundance of gene products, has to be acknowledged as flawed.
Many reports prioritise throughput of biological and technical replicates at the expense of both deep
proteome coverage and high sequence coverage of individual proteoforms. While the sampling of
a proteome in a single analytical run, such as the work of the Mann [8–10] and Coon [11] groups
is potentially very useful for providing rapid and comprehensive data on the abundance of gene
products, a significant proportion of the proteins ‘identified’ are actually inferred by a small number
of peptides. In this case, we refer to gene products as the translated protein sequence that is in the
database being searched, which may not contain entries for transcript or splice variants as those are
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not encoded at the genome which is being sequenced. While the reporting of protein identifications by
a single peptide is generally discouraged by proteomics journals [12], it appears to be entirely arbitrary
that the detection of two peptides is considered a definitive identification, especially if those peptides
are not proteotypic. This is particularly relevant for the identification of the products of small open
reading frames or smORFs, which are difficult to identify by bioinformatics and mass spectrometry
and have been shown to have a high rate of essentiality in bacteria [13]. In shotgun-based LC/MS/MS
proteome analysis, protein inference is a term that arose in relation to an inherent problem with this
technique and other methods that create peptides from a mixture of proteoforms. The problem expands
further when the peptides are then further fractionated, completely disconnecting them from their
parent proteoform. Protein inference is concerned with deconvoluting where peptides originated
from [14,15]. In other words, which proteoform does a particular molecule of a peptide belong to?
This very clearly makes the point that shotgun methodologies are identifying the presence of gene
products rather than proteoforms.
Reviews on the subject of comprehensive proteome coverage by shotgun techniques refer to
literature that provides direct evidence for the protein translation of 90% of human genes, referring to
‘gene products’ [16], rather than proteoforms. While this gives the impression that proteomics as a
field is nearing the ability to definitively analyse human biology at the molecular level, it overlooks the
necessity for proteomics to identify and quantify proteoforms which are often significantly different
to the gene from which it was first translated. The starkest case in point is the twin publications of
drafts of the human proteome in Nature in 2014 [17,18]. Wilhelm et al. [17] report the combining of
~17,000 LC-MS/MS experiments into a dataset that provides peptide evidence for 92% of genes listed
in SwissProt (18,907/19,629) but only 22% of the proteoforms listed (19376/86771). No discussion is
made about how many peptides identify each gene product. Kim et al. [18] supply this information
(extended data Figure 1b) with less than 5500 gene products, or ~32% of the total detected gene
products, described by less than 5 peptides with the overall median sequence coverage being ~28%
which, in our opinion, cannot be considered a comprehensive analysis of a proteome. Other researchers
have a similar opinion such as Ezkurdia et al. [19] who reanalysed the data of Kim et al. after noting
the presence of peptide evidence for genes of olfactory origin, when nasal tissue was not sampled.
Ezkurdia et al. point out that neither study distinguishes between discriminatory, or proteotypic, and
non-discriminatory peptides.
Astute readers will therefore understand this review0 s emphasis on performing identification
and quantitation on intact proteoforms rather than gene products. The currently employed strategies
and methodologies for Top-Down proteome analysis identify 1000–1500 proteoforms [20,21]. This
is more than 10-fold lower than the human proteome drafts and is due to the combination of the
dynamic range of proteoform concentration within the proteome and the analysis techniques of
2D PAGE and mass spectrometry being concentration sensitive techniques that require significant
fractionation of the proteome in order to detect low abundance proteins [22,23]. The fractionation
required for comprehensive proteome analysis creates sample numbers that are beyond the resources
and willingness of most labs to analyse. The result of this is that it is rare that every detectable
proteoform in a sample is actually identified. Spots from 2D-PAGE are often ignored or not able
to be reliably quantitated, while ionised proteoforms may not produce sufficient sequence ions for
reliable identification.
The work to optimise 2D-PAGE methodologies by the Coorssen laboratory has shown that
~3000 protein spots can be resolved from 100 µg of total mouse brain protein by separating soluble
protein and membrane protein fractions, using infrared detection of coomassie blue stained proteins
and a deep imaging strategy that excises high abundance proteins prior to reimaging of the gels [21].
This work employed the smallest commercial IPGs available, 7 cm pH 3–10 non-linear gradients.
The mouse genome is estimated to have 20,210 coding genes (UniProt proteome ID UP000000589)
meaning ~15% of gene products could be represented in this data but it is likely far less when
many ‘spot trains’ are in reality related proteoforms that differ by post-translational modifications
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(PTMs) that alter their isoelectric point (pI), such as phosphorylation. Further evidence for this being
correct is shown in the work of Pieper et al. [24] who analysed the human serum proteome using
2D-PAGE after sample fractionation using immunodepletion to remove the eight most abundant
proteins (and any proteins bound to those) prior to anion exchange chromatography and subsequent
size exclusion chromatography of those fractions. The 66 fractions produced were then each subjected
to 2D-PAGE, resolving ~3700 spots of which 1800 could be identified by mass spectrometry. These
1800 identifications could be collapsed into 325 proteins or gene products, representing ~1.6% of the
possible human products.
Top-Down MS similarly reports the identification of ~1000–1500 proteoforms (In this case,
a distinct proteoform is defined by a high accuracy measurement of the masses of the charge states
and isotope series of the proteoform0 s ions to calculate the deconvoluted mass. Identification of the
proteoform is through the observation of sufficient sequence ions from fragmentation of one the
molecules of one (not all) of the charge states to identify the gene product. The proteoform0 s measured
mass may vary from the calculated mass of the gene product and thus the nature of the modification
can be inferred from the mass difference. Thus, Top-Down MS should give an accurate number of
proteoforms as the sequence ions identify the gene product and the intact mass measured defines the
proteoform. However, the number of charge states increases with proteoform size as the number of
amines and protein length increases [25] and the number of isotopes and thus observed peaks (if the
mass spectrometer0 s resolution is high enough) increases within a charge state as more C-13 atoms are
present in larger proteins [26]. As the number of molecules of a proteoform being ionised are spread
over numerous charge states and only a single charge state ion can be selected for fragmentation
in current instruments, sensitivity is reduced when compared to performing mass spectrometry on
peptides that are most often in a single charge state. The solution to this would be to ‘force’ all of the
molecules of a proteoform into a single charge state within the instrument0 s mass range, measuring the
mass by deconvolution of the isotope series of that charge state, and then performing fragmentation
on the ions of the single charge state. One solution to this challenge is termed “super-charging” which
involves a solvent additive prior to electrospray ionisation to increase ion charge states. The first of
these additive compounds were m-nitrobenzyl alcohol or sulfolane [27,28], which sought to increase
the number of charges of every ionisable molecule to the theoretical maximum, to increase signal and
sensitivity. More recent development of this technology has gone beyond the theoretical maximum
charge for model proteins, using carbonate additives such as 1,2-butylene carbonate [29]. This additive
compound allowed a dramatic increase in sequence coverage of model proteins to 85%–95% up to a size
of 66.5 kDa. These additives are yet to be used with chromatographic fractionation but if compatible
could great improve proteome coverage using Top-Down MS because of the increase in sensitivity
gained by having more protein ions in a small number of charge states. However, the smaller number
of charge states will require mass spectrometers of even higher resolving power which are currently
beyond the resources of most facilities, a fact to be further addressed in a later section.
In 2016, the pursuit of quantifying proteome changes has meant that a comprehensive analysis is
equally reliant on electrophoresis, both in polyacrylamide gels and in liquid, chromatography and
mass spectrometry. With the current technical limitations and the concentration sensitive nature of the
applied techniques, the comprehensive profiling and quantitation of proteome changes is still reliant
on the application of unbiased fractionation techniques that reduce sample complexity and increase
the concentration of low abundance proteoforms to a level that allows analysis with high sequence
coverage and thus reliable quantitation. However, it is necessary to remember that increasing the
number of fractionation techniques can lead to unintended loss of sample and requires a considerable
amount of sample that may not be obtainable.
3. Defining ‘What’ Proteome Analysis Actually Is
With the current limitations imposed by technology and methodology, and researcher0 s
understandable unwillingness to devote weeks or months of analysis time to a single sample, there
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remains a question as to the future direction of whole proteome analysis. In the experience of our
Core Facility, we can define this as the ‘what do you want out of life?’ question. The first option
is the complete characterisation of the entire proteome of a cell, or the detection of every single
proteoform and its characteristic PTM, something that is beyond our current reach. Our extensive
work on Mycoplasmas, an organism with a genome of ~893 kb with less than 700 predicted ORFs, has
shown that the most highly expressed ORFs are extensively proteolytically processed into multiple
proteoforms meaning that this so-called ‘simple’ organism produces many thousands of proteoforms
from its reduced genome. The inability to fully characterise this proteome further demonstrates that
complete proteome characterisation is currently unachievable [30–32].
Alternatively, proteome analysis could also be defined as simply determining the difference in
the abundance of particular proteoforms through performing differential display, where only the
detectable proteoforms that are altering in abundance need to be identified. Thus, changes in biology
are defined by changes in the abundance of a particular proteoform rather than the abundance of a
gene product. This could necessitate unbiased sample fractionation to increase the depth of analysis
and requires careful experimental design to minimise sample losses.
For the purpose of this review we will define proteome analysis as any method which seeks
to identify, with or without quantitation, the range of detectable proteins and proteoforms from a
biological sample in a defined point of time. The selection of technique and workflow very often comes
down to limitations of the sample, time and financial costs as well the experimental aim or hypothesis
to be tested. Common workflow choices are outlined in Figure 1 and the range of techniques that
could be utilised in this workflow is outlined in Table 1.
Table 1. Summary of the commonly used techniques described in this review, including brief comments
on their advantages and disadvantages.
Technique

Advantages

Disadvantages

Reference

Shotgun
LC/MS/MS

High proteome coverage.

Proteoform information disconnected from
measured peptides unless particular
peptide detected

[8,10,16–18]

1D-PAGE/
Shotgun
LC/MS/MS

Proteoform size preserved allowing proteolytic
cleavage of parent protein to be inferred.
High proteome coverage.
SDS can be used to solubilise proteins.

Proteoform information disconnected from
measured peptides unless particular
peptide detected.

[32–34]

2D-PAGE

High resolution separation of intact
proteoforms.
Parallel processing of multiple samples.
Robust quantitation of proteoforms

GelFREE
LC/MS/MS

High accuracy measurement of proteoform
mass that can infer nature of PTMs or
proteolytic cleavage.

Native PAGE

Maintains biological context of protein-protein
interaction

Ligand blotting

Supportive orthogonal method to confirm
interactions between 2 or more molecules

Bait-prey
affinity
isolation

Allows for a robust labelled capture-based
technique for interacting proteins

High amount of sample required compared
to shotgun LC/MS/MS.
Perception of high technical difficulty.
Low proteome coverage compared to
LC/MS/MS
Low proteome coverage compared to
LC/MS/MS.
Cannot parallel process multiple samples.
Enormous amount of MS acquisition time
required for one sample resulting in low
throughput.
Sample handling needs to be controlled for
temperature, pH and physical movement.
Transient interactions can be easily lost if
these parameters are not maintained.
Titration of ligand to binding partner
requires optimisation as in antibody
western blot systems
Precipitation of proteins in sample
preparation can preclude them from the
method. False-positive interactions can
occur with binding sites of proteins folding
changes in altered buffering conditions.

[21]

[20,35]

[36–38]

[31]

[31,34]
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Figure 1.
1. Common
Common workflows
workflows for Top-Down analysis. The
The grey
grey box
box represents the start point of
the collection
collection of
of clinical,
clinical, environmental
environmental samples
samplesor
ortissue/cell
tissue/cell culture including
experimental design, the
growth conditions for treated samples with controls. At this point, proteins can be labelled during
orcell
cellculture
cultureforfor
later
quantitation
if desired,
for example
byamino
15N amino
orIsotope
Stable
tissue or
later
quantitation
if desired,
for example
by 15N
acids oracids
Stable
Isotope Labelling
of acids
Amino
acidsculture
in Cell(SILAC).
culture For
(SILAC).
For enrichment/extraction
surface
Labelling
of Amino
in Cell
enrichment/extraction
of surfaceofproteins,
proteins,
protein biotinylation
can beonperformed
onbefore
washed
cell lysis
and protein
protein
biotinylation
can be performed
washed cells
cellcells
lysis before
and protein
extraction.
Native
protein extraction is performed to maintain their physiological associations and/or in their structural
conformations. Native protein lysates may be analysed by Blue or Clear Native PAGE to gain insight
about protein complexes and interactions. Alternatively, denaturing buffers and surfactants can be used
to solubilise as many proteins as possible without retaining their secondary and tertiary structure. The
sample may then be enriched for proteins of interest using techniques such as affinity chromatography
to extract a subset of proteins from the sample (e.g., only those proteins capable of interacting with
the host molecule heparin). Once extracted, the soluble proteins may also be chemically labelled for
relative quantitation of samples by fluorescence (e.g., Differential In Gel Electrophoresis (DiGE)) or
mass spectrometry (e.g., isobaric Tagging for Relative and Absolute Quantification (iTRAQ) or Tandem
Mass Tags (TMT)). The proteins are often separated to homogeneity by Isoelectric Focussing and/or
PAGE, which may be followed by densitometry, mass spectrometry or immuno/western blotting
analysis. Boxes in green represent possible endpoints of sample analysis.

4. Two-Dimensional Gel Electrophoresis Using Isoelectric Focusing in Immobilised pH
Gradients and SDS-PAGE
As stated elsewhere in this issue, what is referred to as 2D-PAGE was first reported by Patrick
O0 Farrell in 1975 [39]. The use of tube gels and ampholytes to establish the pH gradient in the
first dimension of isoelectric focusing (IEF) required considerable technical skill and suffers from
pH gradient instability and drift, making it difficult to create reproducible gel images [40,41]. This
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changed dramatically in 1982 with the introduction of immobilised pH gradients (IPG) by groups led
by Angelika Gorg and Pier Georgio Righetti [42,43]. The stability of the pH gradient along with the
reproducibility and convenience provided by commercial production of IPG strips made 2D-PAGE the
most highly resolving technique for fractionating proteomes available and one could argue that this is
still the case in 2017. However, there is still a regular flow of articles that reinforce an old “myth” by
proclaiming that 2D-PAGE is challenging, has poor reproducibility, has difficulty with hydrophobic
proteins, membrane proteins and proteins at the extremes of the pH range. It is likely that these ‘myths’
came about from people handling large format 18 or 24 cm gels, but these ‘myths’ have been proven to
be incorrect through a series of articles adequately establishing the techniques0 reproducibility [44–48].
The vast majority of problems encountered in 2D-PAGE are historically the result of poor sample
preparation, or more simply having a sample that contains molecules that are not proteins. A great
deal of work has been performed that demonstrates that the correct use of chaotropes, surfactants,
ampholytes, the complete reduction and alkylation of cysteine bonds and the removal of all salts and
conductive non-protein species is necessary for the creation of well resolved gels [49,50]. The amount
of protein loaded and the dynamic range of concentration must also be carefully controlled to ensure
reproducibility. It must also be acknowledged here that it is possible that two proteoforms differing by
an amino acid substitution that does not alter protein charge, such as a glycine to alanine substitution,
may not be able to be resolved into two distinct spots. To our knowledge this has not been empirically
tested. However, a biochemistry textbook also contains the knowledge that the pKa of an amino acid0 s
side chain is determined by the amino acids around it, so in the above scenario, the resolution of both
proteoform0 s might be possible. If the researcher is fortunate enough that the peptide defining each
proteoform is detected by the MS after in-gel digestion, a false negative result will be avoided. One
could argue that Top-Down MS analysis is the solution to this issue because, even if the proteoforms
are ionised into the MS at the same time, the resolving power of an FTICR-based MS would reveal two
distinct masses for the two proteoforms. However, there are a number of combinations of two or three
amino acids that have almost identical masses, such as DT and ES both summing to 216.0746 Da and
NT, QS, AGS and GGT all summing to 215.0906 Da [51]. These proteoforms would not be able to be
resolved by current MS instrumentation. Ultimately, this reinforces the notion that proteome analysis
should not be carried out by a single technique.
While the most common extraction methodology observed in the literature is still to disrupt the
sample in the presence of 8 M of the chaotrope urea and 4% of the zwitterionic surfactant CHAPS,
this will undersample the proteome in question. Sample disruption is a critical step, especially for
bacterial [48] and plant samples [52] with rigid cell walls, however the frozen disruption method used
for these samples is equally applicable to tissue samples and results in higher proteome yields [53].
The production of a fine ‘talcum-like’ powder then allows a far higher extraction of proteins most likely
due to the increased surface area and thus accessibility of the proteins. Protein extraction can then
be performed using solutions of increasing solubilisation power [54], such as low molarity Tris-HCl
or PBS followed by a surfactant and chaotrope mixture (urea, thiourea and zwitterionic surfactant)
and finally boiling the remaining insoluble material in SDS, a simple route to reducing proteome
complexity. However, protein extraction can be performed in more ways than there is space in this
manuscript to include, with the aim of either solubilising as many proteins as possible in one step
or sub proteomes using different surfactants [44,55–58] or solvents [46,59]. It is at this point that
reduction and alkylation of cysteine should be performed to ensure the presence of single proteoforms.
Phosphine-based reducing agents are the best choice as they only react with disulphide bonds and not
with alkylating reagents as thiol-based reducing agents [60].
The aim of isoelectric focusing of proteoforms is to resolve all of the molecules of each proteoform
in the narrowest space in the IPG strip at the proteoform0 s isoelectric point, or the pH at which the
molecules of a proteoform have a net charge of zero. This means that any solubilising reagents that can
alter the protein0 s charge, such as SDS, cannot be present. In addition, the low conductivity of proteins
means that effective performance of IEF relies the IPG being subjected to extremely high voltages or
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field strengths (up to 10,000 volts) at extremely low currents (as low as 1 µA) [50]. Thus, denaturing
proteome extraction has relied on the chaotrope urea since the 19700 s [61,62] at a concentration between
7–9 M, later being supplemented with 2 M thiourea [63,64], and surfactants to disrupt the association of
lipids and help maintain protein solubility during IEF [50,65]. The mechanism by which urea disrupts
protein structure is controversial, with theories that it either disrupts the water structure around
and within the protein, weakening hydrophobic interactions and making hydrophobic residues less
compact and more readily solvated, or that urea interacts with the protein directly through stronger
electrostatic interactions or preferential van der Waals attractions [66].
Surfactants, or detergents, are more straight-forward in their mechanism of protein disruption.
Surfactants typically consist of two distinct regions in their molecular structure, a hydrophobic region of
long hydrocarbon chains with no ionisable groups that interacts with the protein and an ionisable group
that interacts with solvent molecules such as water. For use in IEF, surfactants must be zwitterionic or
contain both a positively charged group, typically an amine, and a negative charged group, typically a
sulfoxide, that can interact with surrounding solvent but the charges cancel each other out and the net
charge on the molecule is zero. This means that when bound to a protein molecule, the zwitterionic
surfactant does not alter the molecules isoelectric point but enhances solubility by interaction with
solvent molecules that the protein cannot perform as changes in pH during focusing cause amino
acid side chains to become charged or neutral, altering their solvent interactions. CHAPS is the
most commonly used surfactant more than 30 years after its introduction [67,68], but numerous other
amidosulfobetaine-based surfactants are available that can be considered to have greater solubilising
power [56,58,69]. Most core facilities will have their preferred protein extraction protocol as an
initial attempt with a new sample but it is common in our facility and others to alter the extraction
conditions [70], sample permitting, to improve extraction or alter the proteins being extracted.
One overlooked aspect of sample preparation is the need to reduce disulphide bonds and prevent
their reforming by alkylating the resulting thiol. In 2D-PAGE, this is necessary to ensure that individual
proteoforms resolve to the correct pI while in LC-MS/MS it is important to ensure that disulphide
bonded dipeptides are not being selected and fragmented. As a result, the measured parent mass of
the dipeptide will be significantly larger than either peptide and the MS/MS spectrum will contain
fragments from both peptides, the result being that the spectrum will remain unmatched upon database
searching. By far the most popular reagent for reduction of disulphides is dithiothreitol (DTT) at a
relatively high concentration of ~20 mM. This is necessary because DTT is itself a thiol and will react
with the reagents subsequently used to alkylate the protein thiols. It is for this reason that reduction
and alkylation of proteins with DTT is a two-step process with DTT treatment for ~30 min followed by
alkylation for a further ~30 min, most commonly by iodoacetamide at double the concentration of DTT
to ensure the protein thiols are alkylated. However, a simple alternative exists using phosphine-based
reducing agents which only react with disulphide bonds and not reagents used for alkylation. This
allows reduction and alkylation to be performed in single step and has also been shown to improve
spot resolution [60]. The need to alkylate and block reduced protein thiols comes from the observation
that spot resolution is improved [71,72], cysteine containing peptides are detected more frequently [73]
and that cysteine can undergo beta-elimination at alkaline pH which can subsequently cleave peptide
bonds [71]. This artefact is completely eliminated by alkylation. Iodoacetamide is still the most
commonly used alkylating reagent, but is light sensitive [74] and the reaction must be performed in the
dark. A simple and cheaper alternative is to use acrylamide monomers, which are not light sensitive
and had been observed as alkylation ‘artefacts’ in SDS-PAGE [75,76]. While discussing artefacts,
some researchers cite carbamylation of lysine as an issue when performing protein extraction and
solubilisation in solutions of urea. The work of McCarthy et al. [77] showed that carbamylation only
occurs if the sample is left at high temperatures (>50 ◦ C) or for long periods of time (>48 h) and during
IEF, the cyanate ions are removed by the electric field and modification does not occur.
One key limitation of 2D PAGE is that if a whole sample is analysed on a single 2D gel then the
number of spots, or proteoforms, that are observable on that single gel is likely to be less than 15%
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of the gene products predicted by the genome. If the researcher is only concerned with proteoform
abundance changes in the highest abundance proteoforms, then a single 2D gel is likely to be acceptable.
However, if one is trying to assess not only the total number of gene products in a proteome but the
range of proteoforms, a single gel is inadequate as simply loading more sample will reach the dynamic
range of concentration, a point well-illustrated by a figure by Anderson showing the dynamic range
of proteins in human serum [78]. The solution to this is the unbiased pre-fractionation of the sample
prior to IEF on the IPG which is reliant on having sufficient sample available.
A great number of technical advances were made in the areas of sample preparation and
pre-fractionation [79,80] to address the problems of the dynamic range of protein concentration.
However, despite the central nature of this issue to all proteome analysis techniques there is a growing
trend that it is ignored in the quest for high throughput as mass spectrometer manufacturers push to
increase the dynamic range of their instruments which will need to span 10 orders of magnitude rather
than the current 4–6 orders [81]. Pre-fractionation techniques are universally applicable to a protein
sample from any source (plant, bacteria, tissue etc.) and can be performed prior to any downstream
analysis technique, not just 2D-PAGE, as demonstrated by the three dimensions of fractionation
(liquid IEF, preparative SDS-PAGE and RP-HPLC) employed by the Kelleher group for Top-Down MS
analysis [7]. In practice, the fractionation of a sample causes the exponential increase in the number of
2D gels or LC-MS/MS runs that need to be performed to analyse the generated fractions. In the case of
2D-PAGE being performed for differential display through the use of smaller format 7 or 11 cm gels,
the increase in costs is minor whereas using LC-MS/MS the increase in cost due to instrument time is
significant as every fraction needs analysis before quantification can be performed.
Sequential extraction by solubility is the simplest fractionation technique [54] where, following
disruption, the sample is suspended in a physiological buffer, such as PBS or Tris-HCl, and then
centrifuged or further ultracentrifuged to obtain membranes [82]. The pellet is then resuspended
in a solution containing chaotropes and surfactants before being centrifuged again. Any remaining
pellet is then boiled in an SDS-containing buffer to solubilise the most recalcitrant proteins. Using
this approach on whole paralysis ticks resulted in a doubling of observable spots in 2D PAGE of the
separate Tris and chaotrope solubilised fractions with quite different spot patterns [83].
An alternative prefractionation technique prior to IEF in IPGs is the use of liquid phase
IEF using either a Microrotofor (Bio-Rad; [84,85]), ZoomIEFRunner (Thermo; [86,87]) or OFF-GEL
(Agilent, [88,89]). In all of these devices, proteins are focused by pI into separate ‘chambers’ where they
can be removed and analysed separately. Successful fractionation in either of these devices requires
the same conditions as focusing in IPGs in that the sample needs to be as clean as possible in a solution
of 7 M urea, 2 M thiourea, minimal surfactant (such as ≤ 1% C7BzO) and a minimal amount of carrier
ampholytes to assist solubility. A note of caution when performing SDS-PAGE with samples containing
ampholytes. Although very small molecules, it has been observed in our laboratory and others that
ampholytes of basic pH migrate very slowly through SDS-PAGE and bind common protein stains,
obscuring any protein bands or spots up to a ‘mass’ of 20 kDa in samples containing ampholytes with
a pI > 9 (unpublished observation).
The Rotofor uses carrier ampholytes to create the pH gradient which is divided into 12 ‘chambers’
by a permeable membrane, thus creating 12 fractions. While providing highly resolving separation
for ~1 mg of protein, the need for adhesive “scotch” tape to seal the rotofor chamber means that the
device can be difficult to set up without leaking thereby affecting reproducibility and reliability. The
ZoomIEFRunner uses acrylamide membranes of defined pH to separate chambers (up to 7), providing
a very robust separation platform that is more expensive per sample but more reliable. The OFF-GEL
uses an IPG strip to which is mounted a series of chambers spanning the length of the IPG, much like
using multiple sample cups for IPG loading. These chamber cups are filled with a chaotropic solution
and fractionation is reliant on protein molecules moving from chamber to IPG by the electric field,
focusing to their pI in the IPG and then diffusing from the IPG back into the solution in the chamber
above the pI. While effective, we have noticed that there is a considerable amount of protein left in the
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IPG after solutions are harvested from the chambers. This can be remedied by dissection of the IPG
and adding the relevant section to the recovered solution to passively diffuse any remaining protein
from the gel prior to SDS PAGE.
The true power of this fractionation is observed when the proteins in the pI fractions are resolved
on an IPG spanning only the pH range of the pI fraction. For example, focusing a sample on a 7 cm
IPG strip with a range of pH 3–6 increases the resolving power by 2.3-fold (Bio-Rad). However, if an
unfractionated sample was run on this range IPG strip, there would be a wall of protein stacked at the
pH 6 end of the strip containing all of the proteoforms with a pI of 6 and above. The sensitivity is not
increased in this case as much of the loading capacity of the IPG strip is taken up with proteoforms
that don0 t focus within the IPG strip0 s range and the focusing and resolution of spots is compromised
by these molecules at the end of the strip. Thus, it is better to fractionate the sample with the
above-mentioned devices and utilise the loading capacity of the IPG strip by only applying proteoforms
that focus within that range which will boost sensitivity and reveal more proteoform spots and increase
the number that can be properly quantitated.
A prime example of the value of 2D PAGE is highlighted in the M. hyopneumoniae surface adhesin
protein P135. The gene encoding P135 is predicted to produce a protein of approximately 135 kDa
however, this protein is rarely identified by LC-MS/MS analysis of tryptic peptides derived from
proteins that resolve at this molecular mass by 1D PAGE [90]. Instead, peptides matching to the
entirety of the P135 gene product, termed the “pre-protein”, are identified in protein bands that resolve
at approximately 50 kDa [90]. Although these proteins have a similar molecular mass, they possess
distinct isoelectric points, whereby the individual fragments were only resolved when separated by
2D PAGE. Trypsin digestion and subsequent LC-MS/MS analysis of these spots verified that these
spots were distinct proteoforms of the P135 pre-protein, produced as a result of endoproteolysis. These
endoproteolytic cleavage events occur at TTKF↓QE motifs that were identified using a combination
of Edman degradation sequencing and the identification of semi-tryptic peptides [90]. Edman
degradation sequencing involves the adsorption of a peptide to a surface, followed by the labeling
of the N-terminus of the peptide with phenylisothiocyanate [91,92]. Following this, an anhydrous
acid is added to selectively detach the labeled N-terminal peptide which can then be identified using
chromatography. This process is then repeated until the desired protein sequence has been identified.
This technique has long been the gold standard of protein sequencing however it is not without its
limitations. One of the major limitations being that if the peptide sequence contains an N-terminal
modification/PTM, binding of phenylisothiocyanate is blocked; rendering sequencing impossible.
This was demonstrated in the analysis of the endoproteolytic cleavage site in P135 that generates the
central cleavage fragment, P48. The N-terminus of this fragment contains a pyroglutamate in place of a
glutamate, explaining why Edman degradation sequencing failed in this instance. The true N-terminus
of this fragment was only identified through the identification of a semi-tryptic peptide corresponding
to the true N-terminus [90]. A semi-tryptic fragment is defined as “peptides which are cleaved at the
C-Terminal side of arginine (R) and lysine (K) by trypsin at one end but not the other” (Proteome
Software [93]). Thus, in the case of identifying endoproteolytic sites, semi-tryptic peptides that do not
begin after an arginine or lysine residue can be inferred to be the site of cleavage that occurred during
protein maturation in the organism.
Post-translational modifications generated by endoproteolysis, pose a unique challenge for the
identification of defined cleavage fragments and proteoforms. Edman degradation of a purified
proteoform provides direct evidence of endoproteolysis, but the process has low throughput and
Edman sequencers are a rarity (but highly prized and eagerly maintained by a small number of
specialised researchers). However, for the identification of endoproteolytic cleavage events that
occur natively within a cell, Bottom-Up proteomic techniques on their own are not suitable due
to the requirement of digestion of proteins to peptides. Although labelling techniques exist to
identify endoproteolysis by Bottom-Up mass spectrometry, such as COFRADIC [94] and more recently
popularised by reductive dimethylation with peptide enrichment [95], the MS/MS data is not always
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as convincing as it needs to be. Top-Down methodologies can remove the ambiguity of these data
by achieving proteoform resolution of cleavage products as demonstrated in the P135 example
outlined above.
5. Blue and Clear Native PAGE
Whilst 2D PAGE offers a great deal in terms of fractionating individual proteoforms, certain
limitations remain within these conventional methodologies. In particular, biological context of
protein-protein interactions and complexes are lost during denaturing sample preparation and in
both separation dimensions. Furthermore, some hydrophobic membrane proteins can be lost through
precipitation during the first dimension of standard isoelectric focusing, although a great deal of work
has been done in this area [44,96].
The interactions and complexes formed between proteins are responsible for most molecular
processes and vital cellular functions, such as DNA replication, transcription and mRNA translation,
cell signalling, and metabolic, transduction and differentiation pathways [97]. These biological
processes are precisely coordinated and regulated by dynamic signalling networks of interacting
proteins. Accordingly, their analysis is essential to expand our knowledge. Unlike conventional
denaturing methods, the purification of interacting proteins must be performed using conditions that
preserve their native environment to maintain the relevant protein interactions. The Schägger lab [36]
developed native electrophoresis as a single step isolation technique in the preparation of mitochondrial
membrane protein complexes. This procedure has since been utilised to derive intact protein complexes
from various membranes [98], tissue or cell lysates [36] from eukaryotes and prokaryotes [99]. This
preserves the protein0 s oligomeric states allowing for the native protein masses to be determined
(up to 10 MDa) as well as retaining native functions. There are numerous methods available for
the detection and purification of stable protein-protein complexes which associate through strong
interactions. Conversely the detection of very weak or transient protein-protein interactions remains
a difficult task. Transient interactions are expected to control the majority of cellular processes [100],
but they are temporary in nature and typically require a specific set of conditions that promote the
interaction to fulfil their biological function in vivo. Maintaining these interactions subsequent to
extraction demands stringently controlled variables and handling up to and including fractionation.
Blue native and clear native polyacrylamide gel electrophoresis (BN or CN-PAGE) allows for the
study of intact and complete protein complexes or transient protein-protein interactions [36]. Sample
preparation for the isolation of intact protein-protein complexes into a soluble phase requires the use
of mild non-ionic or zwitterionic detergent conditions dependant on the types of interactions to be
preserved [101]. Digitonin [102], Triton-X 100 [103], C7Bz0 and dodecylmaltoside [36] are widely used
to maintain various levels of transient, hydrostatic, electrostatic and stable protein-protein interactions,
in cold Tris-based or PBS buffers of physiological pH to conserve heat liable complexes. The use of
detergents here is not to denature or act as charge modifiers as in the case of denaturing SDS conditions.
Rather the introduction of Coomassie Blue G-250 or Deoxycholate, respectively giving the Blue or
Clear nomenclature, into the sample and cathode buffer sufficiently coats the proteins and imparting
an overall negative charge to the complex allowing its separation according to relative size in the gel.
The inclusion of Coomassie Blue G-250 is ideal for a high resolution separation of stable protein-protein
interactions such as membrane complexes, however it can act as a detergent in some circumstances
and disrupt a proportion of transient interactions [102]. Thus, clear native preparative steps are best
applied to capturing weaker interactions in hydrophilic and acidic protein complexes.
A number of additions or variations to the Blue or Clear native procedures have been developed
to further resolve the retinue of interacting protein complexes via a Top-Down workflow. The addition
of secondary and tertiary dimensions can be used to reduce sample complexity and increase resolution.
Subsequent to the first native electrophoretic separation, a second dimension can be employed for
further fractionation by dissociating the components of the complex. Individual lanes from the Blue or
Clear native gels can be excised, soaked in 1% SDS and 2-mercaptoethanol, allowing the denaturation
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of complexes within the excised gel strip, which is then rotated 90◦ and laid in the horizontal plane
onto a conventional SDS PAGE akin to the IEF strip in 2D PAGE. The second-dimension electrophoresis
separates the complexes into its components by mass, allowing for the isolation and mass spectrometric
determination of intact proteoforms which can be subsequently identified by in-gel digestion and mass
spectrometry. An example of this work flow was the characterisation of the glutamyl aminopeptidase
MHJ_0125 from M. hyopneumoniae [104]. After solubilisation in the presence of dodecylmaltoside,
analysis was performed by 2D Clear Native PAGE using sodium deoxycholate as the charge modifier,
revealing that the 40 kDa monomer of the protein exists as a 12 unit homo-complex in vivo in the first
dimension, similar to other glutamyl aminopeptidases, before appearing as a single spot at 40 kDa
after complex denaturation and SDS-PAGE in the second dimension. In addition, the complex was
shown by CN-PAGE to spontaneously assemble when the monomer is expressed in E. coli.
2D Blue Native procedures (with two native dimensions) can also be used to isolate intact
supercomplexes in digitonin in the first BN dimension. The excised gel lane can be subsequently
treated with DDM which will disrupt supercomplexes whilst maintaining their subsidiary stable
complexes [105]. This alteration in detergent type between the two dimensions exceptionally separates
complexes of similar electrophoretic mobility without losing native structures. The secondary
dimension here can be excised and coupled with the denaturing gel producing a 3 dimensional
separation of proteoforms comprising the complex.
Continuing with the so-called 3D separation techniques, native IEF using a rotofor in a solution
of ampholytes and zwitterionic mild surfactants to fractionate complexes by isoelectric point has
been performed [84], the fractions of which can then be applied to conventional BN or CN PAGE,
or SDS-PAGE. Laser-induced liquid bead ion desorption-MS of protein complexes from blue-native
gels was developed to eliminate the second dimension PAGE and to directly produce a reproducible
Top-Down system identifying large proteins and complexes whilst being tolerant of detergents [106].
Although this method would be ideal in fast tracking a robust Top-Down isolation of proteoforms
in protein complexes, it is currently prohibitively expensive. The assembly of protein complexes
and membrane protein interactions can also be analysed by mass spectrometry using modified
instrumentation [107–109], but as this requires prior knowledge of the protein or complex and its
purification to homogeneity, it is beyond the scope of this review.
6. Label-Free and DiGE-Based Relative Quantitation in PAGE
Relative protein quantitation by Western blotting is a well-established and highly specific method
of obtaining crude, relative quantitative data on a single proteoform between samples [110]. As it is not
a proteome-wide technique, its usefulness for analysing the variety of changes in protein abundances
in most biological responses is limited. Furthermore, it requires prior knowledge of the protein of
interest to experimentation and relies on the availability and quality of a protein antibody.
Relative quantitation of unique proteoform abundances can also be achieved using label-free
densitometry techniques employing computational software. These methods require accurate
measurement of total protein by BCA [111], Modified Lowry [112] or Bradford [113] assay and
subsequent equal protein loading for two dimensional electrophoresis, usually in 3 or more replicates
for each sample to be compared to account for technical variation. The gels are then stained with
a fluorescent or colorimetric stain such as SYPRO Ruby or Coomassie Blue and scanned with a
high sensitivity and resolution scanner such as GE0 s Typhoon FLA 3500. Replicate gels may be
manually compared for proteoform presence/absence or with image analysis software to assign
relative quantitative values to stained spots containing resolved proteoforms. In addition to the
label-free method, quantitation can be performed on separated proteoforms using protein labelling
technologies to distinguish signal between samples.
The Differential In Gel Electrophoresis (DiGE) [114] method utilises covalent derivatisation
(labelling) of specific chemical groups present in proteins within comparable samples with up to
3 differential fluorophores (Cy2, Cy3, Cy5) [115]. The dyes react via either a maleimide group
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with cysteine residues or through succinimide reacting with lysine residues in the protein sample.
These dyes have net zero charge and identical molecular weights, so there is minimal alteration
to the isoelectric points or size of the labelled proteins. The protein samples to be compared are
then mixed together in equal ratios and then separated by two-dimensional electrophoresis on a
single gel. The gel is then scanned and the fluorescent signal of the different fluorophores enables
detection and relative quantitation of proteoform abundances between different biological samples.
This approach substantially reduces the gel to gel technical variability sometimes encountered in
label-free densitometry, possibly improving accuracy of protein quantitation between samples. After
quantitative analysis, protein spots of interest (differentially abundant) may be extracted from the gel
and identified by mass spectrometry. A pooled internal standard can be created by mixing the two
samples to be analysed and labelling with the third fluorescent dye. This was found to be a critical
step for controlling variability during normalisation of the data, as different normalisation methods
are generally comparable. However, care must be taken during biological interpretation of the data as
different normalisation methods may change the output of statistically significant proteins [116]. The
DiGE method can be used for a variety of samples include tissue sections [117], as well as culture-based
methods, and was found to be complimentary to the SILAC quantitation method (discussed later in
this article) [118].
7. Affinity-Based Separations for the Top-Down Analysis of Complexes and Interactions
Protein-protein interactions underpin almost every aspect of cellular processes that occur within
every domain of life, the investigation of which is crucial to understanding these complex systems.
There are thus numerous methodologies used for the investigation of protein-protein interactions [119],
such as chemical cross-linking [120], two-hybrid screening [121] and affinity purification [122], to name
a few. Selecting any of the aforementioned techniques however requires knowledge about the nature
of the protein-protein interactions being investigated. For simplicity, protein-protein interactions
are often divided into being either stable or transient interactions. Stable interactions are typically
permanent interactions that make up multi-subunit protein complexes, while transient interactions are
reversible interactions that occur on a temporal basis.
Affinity chromatography offers a simple and relatively cost-effective method for the purification
of interacting proteins while also allowing for untargeted analysis to be performed. These experiments
are based upon the labelling of “bait” molecule that can be a protein, a mixture of proteins such
as the cell surface proteome of a pathogen [32,123], or other molecules such as heparin [31]. This
involves the covalent labelling of primary amines such as lysine residues that, due to their positive
charge, are often exposed on the surface of native protein structures, making them an ideal target for
N-hydroxysuccinimide (NHS) ester labelling. These esters are often coupled with an “exploitable”
molecule such as biotin [124–127]. Biotin is a relatively small molecule that shouldn0 t disrupt
pre-existing protein-protein interactions and the avidin-biotin interaction is the strongest known
non-covalent bond which can tolerate a wide range of buffers [128]. Tagging of bait proteins with
biotin allows for the immobilisation of these proteins onto avidin allowing vigorous washing and
removal of non-specifically associated proteins without removal of the bait proteins.
Affinity chromatography allows for an untargeted method of investigating protein-protein
interactions as it does not require any information on potential binding proteins. This method also
allows for the identification of proteoforms created via endoproteolysis. The general workflow for
these experiments requires maintaining proteins in a native conformation. For this, proteins have
been solubilised in 0.5% Triton X-100 in Phosphate Buffered Saline, followed by gentle vortexing and
bath sonication [33]. For the elution of bound proteins numerous methodologies have been used,
including but not limited to; high concentrations of chaotropes or salts, and low pH [129]. The major
limitation of affinity chromatography is the so-called ‘false positives’ attributed to the co-purification
of multi-subunit protein complexes. Due to the experiments being performed under native conditions,
any proteins that form stable interactions with the ‘interacting’ protein will be co-purified and identified
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as a being able to bind the bait protein. Targeted binding studies are subsequently needed to confirm
the binding interaction.
As mentioned above, affinity chromatography can also be utilised for the enrichment and
purification of subproteomes such as membrane fractions and surface proteins. The Djordjevic lab have
performed extensive analyses on the surface proteome of M. hyopneumoniae using two complementary
proteomic approaches: surface biotinylation and trypsin shaving [33,90]. While trypsin shaving is a
powerful tool for shotgun approaches, mass context is lost, making it impossible to study proteolytic
cleavage. Biotinylation on the other hand, retains the intact proteoforms that can be separated by
SDS-PAGE and analysed by mass spectrometry. Due to the sample complexity of solubilised surface
proteins, particularly membrane associated proteins, pre-fractionation techniques such as Triton
X114 (TX114) extractions can be performed to simplify these samples. In these experiments, M.
hyopneumoniae cells were biotinylated for 30 s on ice followed by quenching, washing, and protein
solubilisation in TX114. TX114 has a cloud point at 37 ◦ C, making it relatively easy to separate proteins
that partition to either the aqueous or detergent phase. A TX114 insoluble pellet can also be collected
for further analysis; ideally containing integral membrane proteins and other insoluble proteins that
can be solubilised in a mixture of chaotropes and surfactants. Following on from this, biotinylated
surface proteins can be purified using avidin chromatography. Unlike affinity chromatography used
for the purification of interacting proteins, this protocol can be performed under strong denaturing
conditions as the biotin-avidin interaction is stable in the presence of detergents and chaotropes.
In order to dissociate the biotinylated proteins from avidin a low pH elution is employed that typically
contains trifluoroacetic acid in an organic solvent such as acetonitrile [129]. Western blotting using a
HRP-conjugated avidin probe is typically used to test the efficiency of the affinity chromatography
experiment. This allows for visualisation of the presence of biotinylated proteins in the elutions. This
method allows for the enrichment of extremely low abundance proteoforms that would have been
overlooked due to the dynamic range of more complex samples.
The P65 lipoprotein is an excellent example of how pre-fractionation, affinity chromatography,
and immunoblotting can be used in tandem to visualise subproteomes and to visualise how distinct
proteoforms are distributed amongst them. M. hyopneumoniae cell surface proteins were labelled with
sulfo-NHS-LC-biotin, followed by TX-114 extraction, 1D SDS-PAGE, and immunoblotting with P65
antisera. A distinct banding pattern was detected in each of the aqueous, detergent and whole cell
lysate immunoblots with P65 antisera [34]. A dominant band at ~75 kDa can be seen in all lanes;
representing P65. Numerous smaller fragments that reacted with P65 antisera could be seen in the
aqueous and detergent samples, whereas only the band corresponding to P65 could be seen in whole
cell lysates. Lipoproteins that possess transmembrane domains have a tendency to partition to the
detergent phase due to their hydrophobicity. This was shown here where a large number of fragments
were observed in the detergent fraction. It is speculative to suggest that these fragments represent
different forms of P65 that retain an intact lipoprotein attachment site at the N-terminus that have
been cleaved at the C-terminus. Retention of the lipoprotein anchor located at the N-terminus suggests
that the TX-114 detergent is needed to extract these proteoform. The fragments in the aqueous phase
represent fragments of P65 that were removed from the C-terminus by different cleavage events.
Consistent with this hypothesis, the migration patterns of the proteins in both lanes are different.
Specifically, this exemplifies the power of combining pre-fractionation techniques for the superior
enrichment of low abundance cleavage fragments. Duplicate samples that were separated by 1D PAGE,
in-gel trypsin digested and analysed by LC-MS/MS provided powerful information on the amino acid
sequences of these fragments [34].
It is thus apparent that there is a wealth of techniques available for the investigation of
protein-protein interactions, but reinforces the need to analyse intact proteoforms. Processing of
gene products into functional proteoforms impacts on the types of interactions these proteoforms
may participate in. These global methodologies present a relatively inexpensive and rapid means
to characterise protein-protein interactions, however it should be noted that no single technology is
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sufficient to confirm a binding event. Proteins that comprise part of a protein complex but that do not
participate in direct binding to the bait represent a source of false positives. More targeted approaches
such as ELISA [130], Surface Plasmon Resonance [131], and Thermophoresis [132] can be used to
validate binding interactions.
8. The Detection of Low Abundance Proteoforms Using SDS-PAGE and Immunoblotting
As mentioned above, the combination of 1D and 2D PAGE coupled with LC-MS/MS is an
indispensable tool when investigating endoproteolytic processing as a PTM. However, there are often
instances when even these techniques are not sensitive enough on their own to confirm the presence
of low abundance proteoforms that are often beyond the limit of visualisation of 2D PAGE and are
thus hidden, making subsequent LC-MS/MS analysis troublesome. For this, immunoblotting is
an extremely powerful tool for the elucidation of these proteoforms. Western blotting involves the
transferral of proteins from 1D or 2D-PAGE onto a semi-permeable membrane such as nitrocellulose
or polyvinylidene fluoride (PVDF). These membranes can then be “probed” with either an antibody
(immunoblotting [31]) or ligand (ligand blotting [32]) to investigate the presence/absence of a protein
or binding interaction respectively. With the advancement of detection techniques such as enhanced
chemiluminescence [133] and quantum dots [134], proteins can be detected down to the femtogram
level. This allows for a greater flexibility when dealing with low sample yields and high cost reagents
such as antibodies.
As an example of the technique, the P159 surface adhesin of M. hyopneumoniae was first
characterised in 2006 and was shown to be cleaved into 3 distinct fragments [135]. Recombinant
fragments spanning 4 distinct regions of the P159 preprotein were generated (F1–F4) for which
corresponding polyclonal antisera was raised against. This allowed for immunoblots to be performed
on whole cell lysates (WCLs) of M. hyopneumoniae to target the regions that antibodies were specific
for [33]. 1D immunoblots of M. hyopneumoniae WCLs probed with F2 and F3 antisera revealed the
dominant central fragment P110 in addition to multiple smaller mass fragments. Due to limitations in
available technology at the time of the original publication, the sequences of these smaller and less
abundant cleavage fragments could not be defined. In these blots, an intense band that resolves at
~75 kDa could be seen in both 1D immunoblots. A follow up study published in 2013 utilised 2D
PAGE prior to immunoblotting and performed isoelectric focusing using separate 4–7 and 6–11 IPGs.
This provided superior resolution of distinct proteoforms of P159, specifically the ~75 kDa fragment
that was identified in 2006. This proteoform appeared to exist as a serious of spots that reacted
intensely with F2 and F3 polyclonal antisera [33]. Interestingly, this proteoform appeared to undergo
extensive modification due to the ‘spot training’ that occurred across both pI ranges. Given that this
~75 kDa fragment reacted with both F2 and F3 antisera, it would suggest that this proteoform is an
endoproteolytic cleavage fragment of the central P110 proteoform. One would then expect a ~35 kDa
fragment to exist and react with both F2 and F3 antisera and 1D and 2D immunoblots demonstrated
such a fragment. At this point, true identification of these proteoforms via mass spectrometry is
required. As was discussed above, affinity chromatography can be utilised for the enrichment of
subproteomes such as surface proteins and was applied in this case, with the enriched surface proteins
being separated by 2D PAGE and individual spots in gel digested and analysed by LC-MS/MS. From
this, the approximate sequence of the 75 kDa fragment (termed P76) was identified. The cleavage
site that generates P76 was also identified from a semi-tryptic peptide identified from an analogue
of the ~35 kDa fragment mentioned above. This multifaceted analysis demonstrated that the P159
preprotein is extensively endoproteolytically cleaved into approximately 28 fragments demonstrating
the need to move beyond the quantitation of gene products. Similar protocols were used successfully to
characterise the multiple functional proteoforms derived from the P97 cilium adhesin [30,32], P216 [31],
P146 [136] and other members of the P97 and P102 paralog families [137–141] of M. hyopneumoniae and
to identify critical binding domains that target multiple host molecules. These studies highlight how
a highly successful and economically significant pathogen with a reduced genome can expand the
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functional repertoire of its proteome by generating a complex array of functional proteoforms on the
cell surface.
9. Top-Down Mass Spectrometry Methods for Proteoform Quantitation
As mentioned earlier and analogous to 2D-PAGE, the separation of the molecules of a unique
proteoform from other proteoforms prior to ionisation by the mass spectrometer is critical for
comprehensive proteome analysis. As the molecules of a single proteoform assume multiple different
charge states during ionisation, if too many proteoforms are ionised simultaneously, the spectrum
can become too complicated with charge states of different proteoforms intermingling. Fractionation
is therefore critical to reduce the number of co-ionising proteoforms, with the complication that the
isolated proteoform must be available in liquid to be ionised by electrospray. Liquid chromatography
(LC) is a ubiquitous technology that can be coupled, in one form or another, to almost all forms of
mass spectrometry through the use of appropriate volatile solvents, typically water, methanol and
acetonitrile. Numerous variations of LC that have been employed in Top-Down analysis to try and
separate proteins in such a way that unique proteoforms elute individually at a particular retention
time. Multidimensional chromatography is often the first choice for complexity reduction, or more
simply fractionating the sample by one type of chromatography (Strong Cation Exchange, for example)
and subjecting the fractions produced to a different type of chromatography with orthogonal separation
properties. Chen, et al. [142] utilised online hydrophobic interaction chromatography (HIC) followed
by RP to improve chromatographic separation for complex protein mixes. HIC was chosen as it has a
high sensitivity for conformational variation, does not denature proteins and is complementary to RP.
The peaks from the chromatogram also resembled those of native mass spectra, confirming that native
conditions had been maintained allowing for their intact analysis.
An alternative to RP chromatography, developed by Tran and Doucette [143] but applied to
Top-Down Proteomics by the Kelleher lab, is the interestingly named GELFrEE (gel-eluted liquid
fraction entrapment electrophoresis) system to fractionate samples prior to LC-MS/MS [143]. GELFrEE
can use liquid phase IEF as the first dimension separation in a manner similar to a multi-compartment
electrolyser, like the previously described ZoomIEFrunner, but most commonly the sample is
solubilised in an SDS-based buffer and loaded into a horizontal tube of polyacrylamide gel (making
the GELFrEE acronym somewhat misleading), separating the proteoforms by size into discreet ranges
of increasing mass. These fractions are then subjected to an SDS removal step using either precipitation
or membrane devices [144], followed by reverse phase chromatography which then separates the
proteoforms by the orthogonal property of hydrophobicity using columns with beads of very large pore
sizes (1000–4000 Å) to allow effective diffusion of the proteins into the pores and improved resolution
and separation [145]. These three dimensions of separation provides a separation peak capacity that is
similar to 2D-PAGE but with the need for 2–4 times the amount of sample ([7] supplementary data) .
The ‘fourth’ dimension of separation is considered to be the mass spectrometer itself by making the
assumption that 75 ‘peaks’ can be theoretically ‘fit’ in a 500–2000 m/z scan window ([7] supplementary
data) however it is doubtful that 75 distinct proteoforms will be ionised together.
To achieve comprehensive Top-Down analysis of an entire proteome, the field must aim towards
complete resolution of all proteoforms prior to ionisation into the mass spectrometer or excision from a
gel. Neither chromatography, nor 2D-PAGE can currently offer this, however capillary electrophoresis
(CE) may be capable of this resolution. CE, introduced in 1983 [146], separates molecules in open
capillaries using electro-osmotic flow. Despite CE0 s superior separation capacity, it has not seen routine
analytical use for a number of reasons. To maximise separation efficiencies, nanolitre injection volumes
of low protein concentration solution, 1–3 fold lower concentration than HPLC [147], are required to
minimise band broadening and while techniques to ‘stack’ the analytes into a small volume in the
capillary have been developed, such as electrophoretic sample stacking [148], field enhanced sample
injection [149], and solid phase extraction [150], these methods do not completely fix the problem [151]
nor are they in routine use. With the narrow elution peaks of a few seconds, the acquisition speed
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of the mass spectrometer was not sufficient for quantitative purposes, as not enough points across
the peak could be acquired. Newer instruments with acquisition speeds of 100 Hz have solved
this issue, even in cyclotron-based instruments, such as the Orbitrap, which can be programmed to
increase acquisition times to improve mass resolution. The need to complete the electrical circuit in
the capillary, while not interfering with electrospray ionisation where the capillary outlet is exposed
to air is the greatest challenge of interfacing CE with MS [148]. This online interfacing [152] can be
divided into two main groups, sheath-flow and sheathless. Sheath-flow, as the name suggests, employs
a sheath fluid which the analytes must pass through prior to ionisation, a process that can cause
sample dilution, although recent developments have minimised this [153,154]. Sheathless systems
employ capillaries that have been made porous through hydrofluoric acid treatment, so that very small
ions can pass through, completing the circuit [155] and this has recently been commercialised as the
CESI-8000 interface. As CE-MS has already been shown to be capable of single cell metabolomics [156],
steadily improving in Top-Down proteome coverage [152,157,158], and considering CE0 s potential to
resolve a complex proteome to single proteoforms prior to ionisation, it is likely that CE-MS will allow
Top-Down proteomics to be performed at a greater depth and dynamic range than ever before.
Top-Down mass spectrometry of intact proteoforms in complex mixtures has been investigated
extensively, although extensive purification to obtain a single, or at most a few, proteoforms at a single
point in time is required, prior to ionisation. As with Bottom-Up methodologies, ionisation is most
commonly performed by electrospray ionisation (ESI) coupled to reverse phase chromatography [159]
or increasingly, capillary electrophoresis [153,157,160]. While other ionisation methods are available,
ESI offers benefits that other methods do not. The multiply charged ions produced during electrospray
means that instruments with small mass ranges of up to 3000–6000 m/z can accurately measure the
mass of protein ions over 100,000 Da [26,161–163]. Each observed charge state can contain hundreds
to thousands of molecules of the same proteoform with molecules differing by the number of 13-C
atoms they contain. The resolution of these isotopes in a charge state makes calculation of proteoform
mass more accurate but it requires the use of extremely high resolution mass spectrometers. Fourier
Transform Ion Cyclotron Resonance Mass Spectrometry (FTICR-MS) is the most common form of
high resolution instrument in Top-Down analysis due to its ability to resolve proteoforms to ~1 Da
with a resolution or resolving power of >1,000,000 [164]. However, the requirement for liquid helium
cooled magnets can result in a very high running cost (although manufacturers are addressing this
issue), which has led researchers to another cyclotron-style instrument, the Orbitrap which uses the
resonance of accelerated molecules to determine accurate mass [165,166]. Orbitraps are just as sensitive
as FTICR MS with somewhat lower resolutions >500,000, however they also offer sub 1 Da distinction
between intact proteoforms [167]. Very recently, there has been a report of using a 21-Tesla FTICR
for proteome characterisation [168]. 82 h of instrument time was utilised to analyse 40 fractions of a
single sample, identifying 684 unique protein entries or gene products and over 3200 proteoforms.
This represents more than 50% of the highest coverage Top-Down MS dataset [20,35] but was acquired
in 2% of the number of LC/MS/MS runs used in the previous studies. While this instrument provided
impressive results, it only identified less than 5% of the predicted human proteome over 3.5 days and
only one such instruments is available and thus it is of little use for the majority of laboratories until a
commercial version of the instrument is available.
Similarly to shotgun LC/MS/MS methods for bottom up proteomics, advanced software is
required in Top-Down MS methods to identify the gene product which best describes or 0 matches0
to the MSMS spectrum produced by the fragmentation of the intact protein ion. The description of
such tools and software is beyond the scope of this review, but the reader is directed to the Top-Down
Proteomics Consortium0 s software webpage which provides a comprehensive and up-to-date list of
the available packages [169].
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10. Ion Fragmentation and Selection
Direct, intact protein analysis via mass spectrometry has a number of limitations, foremost of
which is the nature of ESI which will generate protein species with high charge states, potentially
crowding relatively small m/z windows [170]. Attempts have been made to reduce the charge of
molecules through the inclusion of acids, bases and gas phase ion/ion reactions, in an attempt to
spread molecules out over a wider m/z range [171]. By using ion/ion interactions, ions can be ‘parked’
whereby ions are selected in an ion trap based on the decay of these charge states. As more molecules
decay to the same charge state they are trapped thereby increasing signal of a particular m/z value [172].
An evolution of this technique in Top-Down analysis is termed targeted ion parking (TIPing) and
it was pioneered by Campbell and Le Blanc [170] It uses a similar principle to the selected reaction
monitoring (SRM) method for the quantitation of molecules i.e., preselected ions are targeted based
on their expected charge states then ‘decayed’ to a single charge state before being accumulated for
quantitation and measured. The advantage to such a technique relies on the fact that there is no
Collision Induced Dissociation (CID) fragmentation of the molecules and therefore signals are not
diluted by fragment data, nor are the parent ions lost in the fragmentation process. The overall benefit
of this process is for the highly selected and filtered capturing of the same protein in varying charge
states for accurate quantitation [173]. The application described in that work was quantitation of
biotheraputic proteins and for an application requiring such a high level of specificity, the ability to
only select the protein of interest, as well as its companion charge states, allows for a level of ion
selection that would be beyond the capabilities of a normal SRM experiment.
It is important to keep in mind that each mature variant of a protein, including the multitude of
PTM(s) which may occur at multiple locations within a protein, may be functionally distinct and should
therefore be considered and quantitated separately. It is therefore necessary to select methods which are
able to separate the signal of each of these protein species from each other, requiring the ability to detect
distinct protein modifications. Top-Down mass spectrometry is now capable of characterising multiple
functional PTMs in historically challenging protein species, such as transmembrane proteins [174].
In addition to mass spectrometry being used to measure the accurate mass of intact proteins, it is
necessary to fragment these ions, as the fragmentation patterns can elucidate the amino acid sequence,
as well as the specific location of any PTM(s) of the different proteoforms of the same amino acid
sequence, which would otherwise be indistinguishable using exact mass measurements alone [167].
The choice of fragmentation method is also important, as it is common in conventional CID experiments
to fragment or rearrange the bond between the PTM(s) and the protein, rather than simply cleave
peptide bonds of the protein [175], thus losing the ability to identify and quantitate that proteoform.
Electron Transfer Dissociation (ETD) fragmentation alone, or in combination with CID or the more
recently developed High-energy Collisional Dissociation (HCD), is capable of retaining PTM(s) such
as phosphorylation [176]. Thus Top-Down characterisation, down to proteoform resolution, is vital
for true detection of changes in proteoform abundance, not just changes in the expression of a gene
product which may potentially represent multiple proteoforms.
Relative ionisation efficiency of molecules in mass spectrometry is another consideration
which may potentially affect the ability to perform relative quantitation of samples. Described by
Smith et al. [177], the ionisation efficiencies of molecules can introduce bias with some proteoforms
ionising better than others. It is important to note that the relative quantitation of the same proteoform
in different samples relies on the assumption that the proteoform always has identical ionisation
efficiency in the different samples. While all evidence indicates that this is true if the samples have been
subjected to identical sample preparation steps that remove 0 contaminants0 causing ion suppression, if
it was not the case, data would be skewed towards assumptions that certain molecules are significantly
up or down related in relation to others which would simply be untrue. Pesavento et al. [178]
also investigated this by looking at proteoforms of the same H4 histone protein with the aim of
determining the extent of the effect of ionisation efficiency on relative quantitation. They began by
mixing equal ratios of acetylated isomers of H4 histone to see if the mass spectrometry could determine
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the correct relative quantity. In order to remove any potential conflicting variables, validation for
the liquid chromatography was determined beforehand to ensure that elution ratios off the column
were all equal; only minor variation (<5%) was found, meaning that all relative quantitation could be
directly attributed to the instrumentation and not the chromatographic separation. It was found
that higher ionisation efficiency and therefore a higher relative ratio was exhibited by proteins
with more acetylations, despite the initial inclusion of equal quantities of 0, 1, 3 and 4 acetylated
proteoforms. The characterisation of histone modifications has been a common use of Top-Down MS
approaches [179,180].
11. Relative and Absolute Quantitation
While absolute quantitation using an internal standard to determine proteome changes is the
‘gold-standard’ to control for losses and variability which occur during sample handling, fractionation
and ionisation, it is a difficult and expensive proposition for Top-Down Proteomics. It is unrealistic
to manufacture a known quantity of stable isotope labelled analogues of all proteoforms, even if one
considers producing recombinant proteins in bacterial or eukaryotic systems grown in a source of heavy
carbon or nitrogen. Thus, methods of relative quantitation are employed, such as the DiGE method
mentioned previously. One method that has been employed is a ’label free’ mass spectrometric method
of relative quantitation of complex bacterial lysates using the proteomic equivalent of ’house-keeping
genes’ i.e., proteins that do not change, quantitatively, in a significant way between samples. This
method was proposed by Williams et al. [181] and focused on identifying two proteins that exhibited
similar levels of protein expression between different strains of E. coli. Once these proteins had been
identified they were used as a scale to determine relative up and down regulation of other proteins.
This methodology is very similar to other differential display workflows (mentioned above in 2D
gels) as it provides a direct comparison between 2 different biological samples, using the total amount
protein as the reference. The label free approach has also been explored in recent work by the Kelleher
lab resulting in an analysis pipeline that can be applied to complex proteome samples [182].
Other MS-based methods of relative quantitation add unique mass 0 tags0 to each sample to be
measured by the mass spectrometer. The labels are isobaric which enables signal from each sample
to be detected at the same point in time in the mass spectrometer. These methods include isobaric
Tagging for Relative and Absolute Quantification (iTRAQ) [183,184], Tandem Mass Tags (TMT) [185],
multiplexed stable isotope dimethyl labelling [186] and Isotope Coded Affinity Tags (ICAT) [187].
The iTRAQ method, for example, employs a multiplexed stable isotope label of all proteins in either
four or eight different biological samples, allowing simultaneous relative quantitative analysis of
protein abundance. Similarly to DiGE, the proteins are mixed in equal ratios and then subjected to
fractionation, usually by reversed phase chromatography, prior to mass spectrometry. Fragmentation
releases reporter ions for each sample which is then computed for relative intensity between samples,
inferring abundance changes for each proteoform. In replicates, it is recommended to switch the label
for the control and treated samples to ensure there is no technical variability or bias attributed to the
different labels. While these methods were designed with Bottom-Up strategies in mind, the TMT
labelling method has been successfully applied to Top-Down, intact protein mass spectrometry using
multiplexed model proteins in a LTQ-Orbitrap Velos which demonstrated that the technique could
accurately quantify the expected relative abundances of proteoforms [188]. Caution must be exercised
during the labelling steps because the labelling chemicals themselves are poorly soluble in aqueous
solutions and require solvents such as 100% ethanol to be solubilised. Adding too high a concentration
of any organic solvent to a protein sample can cause protein precipitation and potential loss of sample.
These chemical protein labelling methods rely on the complete labelling of targeted residues, as
incomplete labelling results in the creation of either multiple chromatographic peaks or a range of
charge states with different masses due to differing numbers of labels on different molecules of the
same proteoform, reducing and separating the signal of each unique proteoform to be quantitated.
Complete labelling may or may not be achieved depending on the buffers required to solubilise the
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protein samples and the degree of steric hindrance inherent to the proteins of interest. As with many
proteomic methodologies, the method suffers most from samples with high dynamic range and requires
careful controls to ensure no bias is introduced in final analysis and biological interpretation [189].
However, Top-Down strategies alleviate some of the issues noted with peptide bias in Bottom-Up mass
spectrometry when quantitating proteoforms [190].
An alternative to chemical protein labelling quantitation techniques, is the metabolic labelling of
proteins, which avoids the issues of poor and/or variable protein labelling efficiencies. These methods
introduce stable isotopic elements such as purified 15 N or amino acids which are incorporated by live
cells during protein turnover throughout cell growth. To ensure completeness, the culture is usually
grown for multiple generations. There are a number of choices of metabolic label, each with their own
limitations, many of which have been applied in model organisms (reviewed in Gouw et al., [191]).
The most widely used metabolic labelling technique is Stable Isotope Labelling of Amino acids
in Cell culture (SILAC), developed by the group of Matthias Mann [192,193]. SILAC involves
supplementing cell culture media with stable isotope versions of amino acids, typically 13 C6 or
13 C 15 N arginine and/or lysine. When cells are grown in this modified medium, the 0 heavy0
6
5
amino acids are fully incorporated into proteins during the cell0 s normal protein synthesis pathways
after five to ten cell divisions. A second control population of cells is grown with a supplement of
unlabelled amino acids (’light label’). As with other labelling techniques the light and heavy labelled
amino acids are usually switched. The observed ion intensity ratio between the resulting peptides
provides the relative differential expression of proteins in response to the changed growth conditions.
In addition to the benefit of complete of incorporation of the label into proteins, this method allows
mixing of the sample to be compared using equal cell counts or cell weights prior to cellular lysis
and protein extraction. This avoids technical variations caused by variations in sample-to-sample
extraction efficiency, inaccuracy in protein measurement, as well as errors in mixing equal quantities
of total protein.
The SILAC method has been evaluated using expressed Grb2 signalling protein, which found the
mass difference between metabolically labelled and unlabelled forms more predictable in contrast to the
stochastic incorporation of 15 N labelling, simplifying Top-Down intact protein mass spectrometry [194].
In an analysis of 15 N labelled proteins from S. cerevisiae grown aerobically vs. anaerobically, 231 paired
proteoforms with molecular weights between 14–35 kDa were detected by intact protein mass
spectrometry and used to compare protein abundance changes. However, fragmentation and protein
identification was not possible for all of these proteins [159]. By comparison, 659 proteoform pairs of
SILAC labelled of Aspergillus flavus were detected by intact protein mass spectrometry with 22 confident
identifications [195].
Absolute quantitation has also been carried out using the Protein Standard Absolute Quantitation
(PSAQ) methodology, which shares similarity to the Absolute Quantitation (AQUA) peptide strategy
where the well-established isotope dilution principle of spiking in isotopically labelled peptides of
known quantity is utilised. PSAQ uses recombinant fusion proteins, which can be produced using
cell-free synthesis, that most often contain 13 C6 , 15 N2 Lysine and 13 C6 , 15 N4 Arginine with a cleavable
hexahistidine tag for purification [196,197]. The addition of only 0 heavy0 lysine and arginine was to
allow the intact standard protein to be spiked into the sample at a known amount at an early point
in sample preparation and the sample digested to peptides for shotgun LC/MS/MS analysis. This
approach was found to have greater quantitative accuracy when compared to AQUA and compatible
with SDS-PAGE and protein capture techniques [197,198]. Being an intact protein standard, PSAQ
would also compatible with Top-Down approaches. In Top-Down MS, isotope dilution has been used
to measure insulin levels [199,200], and while not yet reported, there is no reason that PSAQ could
not be used in 2D-PAGE where the standard would co-resolve with its unlabelled homologue and the
label of the peptides liberated by in gel digestion of the protein can be used to absolutely quantitate
the amount of peptide and therefore protein present by LC/MS/MS. The drawback of this technique
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is the time and resources required to make the isotopically labelled proteins, which would explain
why there are few reports of it being used for Top-Down quantification.
12. Conclusions
The study of the proteome is essential to understanding the genotype phenotype nexus. Despite
significant advances in the sensitivity and speed attained by modern mass spectrometers, advances
in the study of proteoforms and protein complexes remains in its infancy. New researchers to the
proteomics field can be forgiven for thinking that the field is focused on cataloguing the abundance of
gene products through Bottom-Up techniques as a measure of proteome changes and thus changes
in phenotype. This ignores the fact that it is the final protein product, or proteoform, that is the
functional unit that defines a cell0 s phenotype from a proteome viewpoint. Since Patrick O0 Farrell0 s
1975 publication of 2D-PAGE, the number of intact proteoforms able to be detected and identified
has not substantially increased, with an approximate doubling of observable spots on 2D-PAGE and
a similar number identified by Top-Down MS. The complete and comprehensive analysis of the
proteome using Top-Down approaches is still beyond our reach. What this article tries to point out
is that researchers are faced with stark choices when commencing the analysis of a cell0 s or tissue0 s
proteome, choices that are determined by sample availability and equipment availability rather than
technical difficulty. It is the author0 s firm opinion that, provided equipment is available, there are a great
deal of resources available in the published literature to guide even the most inexperienced researcher
in the most appropriate techniques in sample preparation and fractionation to use in proteomics
analysis. The ‘myths’ of 2D-PAGE have been dispelled in numerous articles and while LC-MS/MS of
intact proteoforms is a daunting prospect compared to peptides, the problems encountered are nearly
always due to poor sample preparation, as they are for 2D-PAGE, causing problems in reversed phase
chromatography and ionisation.
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