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Signal transduction is one of the most active fields in modern biomedical research. Increasing
evidence has shown that signaling proteins associate with each other in characteristic ways to
form large signaling complexes. These diverse structures operate to boost signaling efficiency,
ensure specificity and increase sensitivity of the biochemical circuitry. Traditional methods of
protein analysis are inadequate to fully characterize and understand these structures, which are
intricate, contain many components and are highly dynamic. Instead, proteomics technologies
are currently being applied to investigate the nature and composition of multimeric signaling
complexes. This review presents commonly used and potential proteomic methods of analyzing
diverse protein complexes along with a discussion and a brief evaluation of alternative ap-
proaches. Challenges associated with proteomic analysis of signaling complexes are also dis-
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1 Introduction

The modern field of cell signaling can be traced back to the
mid-1950s, when it was discovered that reversible phospho-
rylation could control enzyme activity [1]. Since the late
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1980s, astonishingly rapid progress has been made in
understanding the mechanisms of signal transduction.
Many old concepts have been abandoned or revised and
new ones have emerged. In the past two decades, one of the
most important new concepts is that signaling molecules
organize into multiprotein assemblies referred to as signal-
ing complexes and, occasionally, signalosomes or transdu-
cisomes [2, 3].

Signaling complexes are composed of enzymes such
as kinases and phosphatases, their substrates, and adap-
tor/scaffold proteins, which cohere using modular pro-
tein-protein interaction domains [4]. Adaptor/scaffold pro-
teins are composed exclusively of these interaction
domains and lack intrinsic enzymatic activity. The differ-
ence between adaptors and scaffolds is that adaptors only
link together two partners whereas scaffolds link together
three or more partners [4]. Recently, it has become clear
that adaptor/scaffold proteins play essential roles in cell
signaling by: (i) serving as backbones of signaling com-
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plexes and achieve different outputs by using distinct
combinations of binding partners [5]; (ii) controlling oli-
gomerization [6, 7]; (iii) targeting signaling complexes to
specific compartments [8, 9]; and (iv) acting as sorting
adaptors and coincidence detectors to enhance specificity
in cellular responses [10-12].

Rather than freely diffusing in the cytoplasm, signaling
complexes are often stably associated with plasma mem-
branes via protein-protein interactions (e.g. transmembrane
receptor complexes), transiently attached to membranes via
lipid-protein interactions (e.g. Akt complexes), or reversibly
associated with membranes via synergistic combinations of
protein-protein interactions and lipid-protein interactions
(e.g- Ste5 complexes) (reviewed in [13]). In addition, signaling
complexes are also found on various subcellular membranes
such as Golgi, mitochondrial, and nuclear membranes and
the cytoskeleton [9]. The assembly of various components
into tight multiprotein clusters on or near cell membranes
provides great advantages for the enhancement of signaling
efficiency and specificity [14]. However, inappropriate orga-
nization of signaling complexes results in deranged signal-
ing and has been linked to a variety of diseases like cancer
[15, 16].

Due to the biological and therapeutic importance of these
structures, understanding the nature of signaling complexes
is a major focus of signal transduction research. To gain a
comprehensive understanding of these structures, several
basic questions need to be addressed. What is the composi-
tion and stoichiometry of these protein assemblies? When,
where, and how are signaling complexes formed and regu-
lated? How do these structures regulate signaling pathways
downstream? A variety of techniques, including proteomics
tools and fluorescence resonance energy transfer microsco-
py, have recently been employed to address these questions
[17]. Among these techniques, proteomic approaches have
been demonstrated to be very powerful for characterization
of multiprotein complexes. These tools were adopted to
investigate a number of signaling complexes such as those
harboring the N-methyl-D-aspartate (NMDA) receptor [18—
20], protein kinase C (PKC)-g [21-23], NF-xB [24], and Akt/
protein kinase B [25]. Here we review commonly used and
potential proteomic approaches to analyzing multiprotein
signaling complexes (see Fig. 1). The strengths and short-
comings of these approaches, and the challenges ahead, are
discussed.

2 Isolation of signaling complexes

Isolation of signaling complexes is a critical step for further
MS analysis. The goal of this step is to purify the target
structure with a minimum of contaminants, as well as to
maintain the integrity of the native binding partners and
their interactions. In other words, a balance has to be found
between reducing the non-specifically bound proteins and
maintaining the interactions with weak binding partners.
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Figure 1. Proteomics workflow for the analysis of signaling
complexes. First, complexes are separated and purified. Then the
protein components are identified by MS. True interactors can be
distinguished from nonspecific interactors by employing quanti-
tative proteomic techniques. The stoichiometry of subunits can
be accurately determined by using absolute quantitative prote-
omic techniques. Protein PTMs are characterized by MS after the
PTM peptides are enriched. The spatial organization of the sig-
naling complexes can be determined by combining chemical
cross-linking with MS. Finally, the signaling complexes are
reconstructed and their functions can be predicted.

2.1 Subcellular fractionation

Rather than being evenly distributed in the cytoplasm, sig-
naling complexes are localized within specific compart-
ments. Increasing evidence has shown that subcellular
localization is a major determinant of their molecular com-
position and function. A case in point is the targeting of
protein kinase A complexes to specific compartments, such
as the plasma membrane, mitochondria, cytoskeleton, and
centrosome, by distinct A-kinase anchoring proteins [8, 9].
Therefore, the first step is often to obtain a concentrated
subcellular fraction of interest using well-established tech-
niques [26-31]. After homogenization of cells or tissue (by
douncing, sonicating, etc.), released organelles are usually
separated by differential centrifugation, density gradient
centrifugation or both procedures in sequence. Recently,
many companies such as Sigma, Pierce and Calbiochem
have launched subcellular fractionation kits for isolation of
mitochondria, lysozyme, endoplasmic reticulum, peroxi-
some, plasma membrane, and synaptic vesicles. Though the
kits are relatively expensive, they facilitate rapid and easy
isolation of specific organelles with high purity, which can be
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assessed using appropriate marker detection kits. Purified
organelles are a robust starting material for subsequent iso-
lation of subcellular location-specific protein complexes.
Notably, a variety of signaling proteins, such as seven-
transmembrane receptors, heterotrimeric G proteins, G-
protein coupled enzymes, and receptor and nonreceptor ty-
rosine kinases, are enriched in cholesterol-rich and liquid-
ordered microdomains called lipid rafts or detergent-resist-
ant membranes [32]. It has become clear that lipid rafts/
detergent-resistant membranes serve as a crucial platform
for signal transduction and that many types of signaling
complexes are assembled within cholesterol-rich micro-
domains upon ligand activation [33]. Thereby, isolation of
lipid rafts may be a good starting point for studying a variety
of signaling complexes, particularly those associated with
plasma membrane receptor systems activated by extra-
cellular soluble ligands. Numerous detergent- and non-
detergent-based methods have been applied to isolate lipid
rafts (reviewed in [34]). However, the classic isolation method
utilizing Triton X-100 insolubility and subsequent floatation
on sucrose density gradient is still the “gold standard” [35].

2.2 Affinity purification

Multiprotein complexes can be isolated via a variety of
methods. Conventional methods such as LC, ultra-
centrifugation, and sucrose density gradient centrifugation
have been used successfully. However, these methods are
usually time-consuming. In contrast, affinity-based methods
usually provide high-efficiency purification. Among these
methods, co-immunoprecipitation (co-IP), epitope-tagging,
tandem affinity purification (TAP), and GST-pulldown are
commonly used.

221 Co-IP

Co-IP is probably the most frequently employed method for
multiprotein complex purification. The principle of this
approach is that when one protein in the complex is pre-
cipitated, additional members of the complex are captured as
well, irrespective of whether they bind directly or indirectly.
This method has been successfully applied to purify death-
inducing signaling complexes [36], NMDA receptor com-
plexes [18-20], PKC complexes [21-23], mGluR5 complexes
[37], and Akt complexes [25]. An obvious advantage of this
approach is that protein complexes are isolated in a state
closest to the physiological condition. In addition, when a
good quality antibody is available, co-IP is much faster to
perform than the other commonly used methods, since there
is no need to clone and express component(s) of the complex.
The disadvantage of this method is that antibodies may
cross-react with other nonspecific proteins. Consequently,
interacting partners of these irrelevant proteins are also
pulled down, resulting in a comparatively high background.
Although using harsher washing conditions may reduce
contamination, some weakly bound but physiologically rele-
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vant components will be lost. Another serious problem of co-
IP is that antibodies have a tendency to leach from the sup-
port matrix during elution steps. Large amounts of anti-
bodies present in the eluate may interfere with the detection
of some low-abundance components, especially when sam-
ples are not separated by gel electrophoresis prior to MS
analysis. In addition, good quality antibodies for co-IP are
not always available, thus limiting the widespread use of the
method. Signaling proteins are normally present at low
levels, which can further complicate isolation by co-IP and
subsequent MS analysis.

2.2.2 Epitope-tagging

To address the above-mentioned problems, epitope-tagging
methods, first described in 1984 [38], have been developed
and are widely used to isolate protein complexes in vivo. In
this approach, a bait protein is genetically fused with an epi-
tope tag, expressed in the host cell, and the complex captured
by binding of the epitope tag (e.g. His, calmodulin-binding
peptide (CBP), Strep II) or immunoaffinity tag (e.g. FLAG,
HA, c-Myc) with the affinity column. Finally, specific elution
is accomplished with the epitope-tag analog. Recently, the
epitope-tagging method has been applied to purify target of
rapamycin [39] and PAKI-BPIX-GIT1-Paxillin complexes
[40]. Additionally, this method has been used for large-scale
protein complex analysis [41, 42]. Compared with co-IP, the
epitope-tagging method has remarkable advantages in many
ways. First, it is generally quicker and easier to genetically tag
a protein than to raise a high quality antibody. Second, pro-
tein complexes can be purified with standardized gentle
conditions by using commercially available kits. In this way,
high-throughput purification is achievable. Third, bait pro-
teins can be overexpressed in a host cell, thereby facilitating
detection and analysis of low abundance complexes. How-
ever, it must be kept in mind that, analogous to the inhibition
of antibody-antigen precipitation in the precipitin test, the
overexpression of certain proteins (e.g. adaptor/scaffold pro-
teins), which may bind two or more other proteins, may in-
hibit the formation of signaling complexes [2, 40, 43]. In this
case, the expression level of the bait must be tightly con-
trolled, for example, by employing an inducible expression
system. The major disadvantage of the epitope-tagging
approach is that the artificially introduced tag may interfere
with proper protein folding and function, as well as the abil-
ity of the bait to interact with other proteins. Therefore, it is
highly recommended to create N-terminal and C-terminal
fusions in parallel.

223 TAP

Although one-step affinity purification can be very effective
in the isolation of multiprotein complexes, nonspecific
binding is frequently observed. To achieve higher purity, a
dual purification strategy termed TAP was introduced in
1999 [44]. The first proposed TAP-tag construct system
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includes protein A (ProtA) of Staphylococcus aureus and CBP
as tandem tags with a tobacco etch virus protease cleavage
site in between. The tag cassette can be fused to either the N-
or C-terminal end of a target protein, and the fusion protein
is expressed in a host cell or organism at, or close to, its nat-
ural level. The first purification step of the fusion protein and
its associated components involves binding of ProtA to an
IgG matrix. After gentle washing, purified complexes are
released by tobacco etch virus enzyme cleavage while non-
specifically bound proteins are left behind. In the second
purification step, the eluate of the first affinity step is incu-
bated with calmodulin-coated beads in the presence of cal-
cium. Following gentle washing, the fusion protein and its
binding partners are specifically released via calcium chela-
tion. Again, proteins that interact non-specifically with the
support matrix are left behind.

Although this method was originally developed for use in
yeast, it was quickly adapted to higher eukaryotes such as
insect cells [45], human cells [46], and plants [47]. Recently, a
variety of new TAP tags such as ProtA-FLAG [48], His6-FLAG
[49], HPM (His-Myc) [50], and PTP (ProtA-ProtC) [51] as well
as multiple affinity purification tags such as CHH (CBP-His-
HA) [52], HCHH (His6-CBP-His8-HA) [53], and BT-ProtA-
CBP [54] have been developed to increase recovery of protein
complexes and/or to improve specificity. Very recently, two
new types of TAP tags have been developed to preserve PTMs
(e.g. ubiquitination) from enzymatic hydrolysis [55] and
increase recovery by about ten-fold [56], respectively. In the
first study [55], Kaiser and co-workers developed a histidine-
biotin tandem tag to allow two-step purification under fully
denaturing conditions such as 8 M urea. The authors
demonstrated that the new TAP method can protect ubiqui-
tination from hydrolysis by successfully purifying an in vivo
cross-linked ubiquitin ligase complex, thereby allowing the
identification of tens of ubiquitination sites with MS. In the
second study [56], Superti-Furga and colleagues developed a
much more efficient TAP procedure for purifying protein
complexes in mammalian cells. Compared with the original
yeast TAP tag, the new GS-TAP tag, which is based on pro-
tein G and the streptavidin-binding peptide, increases the
yield of protein complexes by about an order of magnitude.
With the GS-TAP tag, the authors successfully purified and
identified a DNA-PK protein complex from only 5 x 10’
HEK293 cells. Since much less starting material is required,
the GS-TAP method is expected to be very useful for purifi-
cation of protein complexes from a variety of cell types,
including those not easily cultivated in large quantities (e.g.
neuronal and immune cells) and even primary cells. With
the high efficiency and robustness of the procedure, large-
scale analysis of human cellular machinery becomes more
feasible.

The TAP strategy has not only been applied to purify
static protein complexes on a normal lab scale [44, 57] and a
proteomic scale [58, 59] but also been developed to study dy-
namic structures, such as signaling complexes in the human
TNF-a/NF-xB signal transduction pathway [24], human Par
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protein complexes [46], worm nicotinic acetylcholine recep-
tor complex [60], and human 14-3-3( complex in transgenic
mice [61]. The key advantage of TAP is that, compared with
one-step purification, it significantly improves the purity of
the isolated protein complex [44, 49, 55]. However, it also
suffers from the aforementioned disadvantages of epitope-
tagging. In addition, time-consuming repetitive washes
under non-physiological conditions often lead to the loss of
weak or transient protein-protein interactions.

2.2.4 GST pulldown

GST pulldown is commonly used for purification of multi-
protein complexes in vitro. In this approach, the protein/do-
main of interest is expressed in Escherichia coli as a GST-
fusion and immobilized on a solid support (e.g. glutathione-
sepharose beads), while GST alone is often used as a control.
Once a cellular lysate is applied to the beads or column, tar-
get protein/domain competes with endogenous protein for
interacting proteins, forming protein complexes in vitro.
Bound complexes can then be pulled-down with the beads or
column and eluted after several washings to remove
unbound proteins. In the control group, those proteins that
bind to the GST coated beads or column are usually false
positives and are subtracted from the protein complex data.
Recently, this approach has been applied to purify activated
human epidermal growth factor receptor (EGFR) complex
[62] and mouse macrophage-colony stimulating factor
receptor complex [63]. An advantage of this method is that it
is robust and easy to use. Moreover, because high concentra-
tions of the purified target can be immobilized on the affinity
beads or column, proteins that have low affinity for the pro-
tein of interest can be retrieved. However, the method has
several limitations. First, not all proteins can be easily over-
expressed in a soluble form in E. coli. Second, fusion proteins
expressed in E. coli may lack the PTMs required for protein-
protein interactions. Third, certain proteins that do not
interact with the protein/domain of interest physiologically
may also be purified, thereby increasing false positive rates.

2.3 Separation of affinity purified signaling
complexes

Due to their dynamics and complexity, signaling complexes
enriched by the above-mentioned approaches are sometimes
a population of distinct multiprotein assemblies [9, 64-66].
To isolate an individual complex, further separation is
required. This can be achieved by blue native (BN)-PAGE
[67—69], sucrose density gradient ultracentrifugation [70-72],
and SEC [23, 70].

BN-PAGE was firstly introduced by Schigger and Von
Jagow for isolation of membrane protein complexes in 1991
[67]. In this method, the anionic dye Coomassie blue G-250,
instead of ionic detergent, is introduced to make the multi-
protein complexes negatively charged while retaining most
protein-protein interactions. Consequently, the protein com-
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plexes can be electrophoretically separated by the sieving
effect of the polyacrylamide gel with running buffer at a
physiological pH of 7.5. Using this method, Hedman and co-
workers separated multiple glucocorticoid receptor com-
plexes and validated the existence of glucocorticoid receptor
in at least four of the high molecular weight complexes with
immunoblotting [66]. The advantage of BN-PAGE is that it is
a robust method for separation of multiprotein complexes
with high resolution [69]. Moreover, BN-PAGE can be cou-
pled to colorless native PAGE to obtain even purer prepara-
tions [69, 73]. Nevertheless, some protein-protein interac-
tions can be affected to some extent by the presence of the
anionic CBB dye [69]. Another drawback of BN-PAGE is that
giant protein complexes are restricted from entering the
matrix, presumably due to the physical constraints of the
polyacrylamide pore size. Although this problem can be
alleviated by using an agarose-acrylamide composite native
gel system [74], the high resolution of BN-PAGE is impaired.

Sucrose density gradient ultracentrifugation is a classic
method for isolation of cell organelles and enveloped viruses,
etc. This method has also been applied to separate multi-
protein complexes. Different protein complexes differ in
specific density, so they can float at different levels in a den-
sity gradient and thus be separated. Using this method,
Kirschner and co-workers purified a WAVE1l-containing
complex from crude complex-containing chromatographic
fractions [70]. SEC, also known as gel filtration chromatog-
raphy, has also been used to separate multiprotein com-
plexes. For example, Ping and colleagues used this method to
separate signaling complexes containing PKCe-Akt-eNOS
modules, some of which were much larger than thyro-
globulin (669 kDa) [23]. Compared with BN-PAGE, sucrose
density gradient ultracentrifugation and SEC only have
moderate resolution but they work better for separation of
giant protein complexes.

3 Protein identification, validation and
stoichiometry determination

3.1 Protein identification by MS

In the post-genome era, MS is the preferred method for pro-
tein identification. Compared with the traditional protein
sequencing method, Edman degradation, MS offers superior
speed, sensitivity, versatility, and is applicable to protein
mixtures. However, it is not suitable for analyzing native
complex mixtures (e.g. a multiprotein complex) directly.
Therefore, protein/peptide separation has to be performed
prior to MS analysis. Among all the combinations of protein/
peptide separation and MS, 2-DE in combination with
MALDI-MS, multi-dimensional LC coupled with ESI-MS/
MS, and 1-DE followed by LC in combination with ESI-MS/
MS are the most frequently used strategies.

2-DE is an established and widely accessible technology
which has unparalleled resolving power (>1000 spots/gel)
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and can separate different protein isoforms and PTM protein
species [75-77]. Protein spots can be visualized by chemical
stains such as CBB stain, silver stain, and fluorescent stains.
In addition, glycoproteins and phosphoproteins can be
selectively detected by fluorescent stains such as Pro-Q
Emerald [78, 79] and Pro-Q Diamond [80] or Phos-tag [81],
respectively. After in-gel digestion, the peptide mixture is
mixed with an appropriate matrix and analyzed by MALDI-
TOF MS to obtain a PMF. The PMF is then in silico compared
with “virtual” fingerprints obtained by theoretical cleavage of
protein sequences stored in protein databases. The top-scor-
ing proteins are retrieved as possible candidate proteins. A
major advantage of MALDI-MS is that it is experimentally
simple and fast to perform, relatively tolerant to salt and
detergent, and very sensitive (fmol) and accurate (ppm).
Another advantage of MALDI-MS is that the results are
usually straightforward to interpret. However, proteins with
low molecular weight (<15 kDa) or a high level of modifica-
tions present problems because effective proteolytic peptide
number is not sufficient for unambiguous identification. In
addition, PMF is dependent on the size of the available pro-
tein sequence databases. Nevertheless, with the advent of
MALDI-TOF/TOF instrumentation [82], many of these
problems can be effectively addressed.

Multi-dimensional LC-ESI-MS/MS is a gel-free approach
for protein identification. In this method, isolated multi-
protein complexes are digested in solution. The resulting
peptides are separated by strong cation exchange chroma-
tography followed by RP chromatography and analyzed in
line by ESI-MS/MS. The mass spectrometer accurately and
sensitively records the m/z of the precursor ions and their
product ions generated by CID. The resulting mass spectra
are then searched against protein databases to determine the
amino acid sequences of the peptides and the identities of
the proteins. In the past few years, a number of protein
complex profiling studies have been successfully performed
on this platform [50, 83-87]. Compared with the 2-DE gel-
based method, multi-dimensional LC-ESI-MS/MS is more
streamlined and overcomes several limitations of 2-DE such
as the robust detection of hydrophobic and low-abundance
proteins. However, proficiency and sophistication in multi-
dimensional chromatography are required.

1-DE LC-ESI-MS/MS is a compromise between the
advantages and disadvantages of the above-mentioned 2-DE
and shotgun proteomic profiling methods [88]. In this
method, proteins are normally separated by conventional
SDS-PAGE. Gel slices or protein bands are excised and sub-
jected to in-gel digestion. Generated peptides are separated
and sequenced by LC-ESI-MS/MS and finally the proteins
are identified. Compared with 2-DE-MALDI-MS and multi
dimensional LC-ESI-MS/MS, 1-DE LC-ESI-MS/MS is tech-
nically simple and allows large-scale and high-throughput
identification of proteins, including those with transmem-
brane domains.

For practical analysis of multiprotein complexes, the
choice among the aforementioned methods should depend
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on the primary interest of the investigators and the com-
plexity of the interaction partners. If PTMs are of primary
interest, a 2-DE gel-based method is a good choice. If the
interest is in identifying as many proteins as possible, 1-D
LC-ESI-MS/MS or multi-dimensional LC-ESI-MS/MS is
more suitable. In addition, if the interaction partners are few
(<50), LC-MS/MS alone may be sufficient for identification
[89].

3.2 Validation of interaction partners by relative
quantitative proteomics techniques

As mentioned before, isolated protein complexes are usually
contaminated by irrelevant (nonspecific) proteins. Some-
times the problem is so severe that bona fide interaction
partners have to be identified amidst a sea of false positive
interactors. For example, Selbach and Mann showed that
after co-IP, more than 95% of the identified proteins might
be false positive interactors [90]. This critical issue highlights
the necessity of validating the identified interaction partners.
Traditionally, the identities of the proteins are commonly
verified by immunoblotting experiments; the interactions
between the interaction partners are usually validated by co-
IP, GST-pulldown and yeast two hybrid experiments; and the
colocalization of the proteins is determined via confocal
microscopic analyses. However, these methods are usually
labor-intensive and time-consuming. Fortunately, recently
developed quantitative proteomics technologies provide a
solution to distinguish specific from nonspecific interactions
rapidly and sensitively. Consequently, efforts required to
validate the interaction partners by the traditional methods
are greatly reduced.

Although label-free quantification methods are under
continuous development [91], they are still in their infancy.
Currently, the most widely used quantitative proteomics
technologies are label-based, including Stable Isotope
Labeling with Amino acids in Cell culture (SILAC) [92],
Isotope-Coded Affinity Tag (ICAT) [93], iTRAQ [94], and
DIGE [95]. These methods have been proven to be able to
yield quantitative results with reasonable accuracy [96-102].
A major difference among these methods is where the
isotope or fluorescent labeling is performed (see Fig. 2).
Given that this area has been well reviewed [103-107], the
principles of these quantitative proteomic techniques and
their strengths and shortcomings are only summarized
below.

3.2.1 MS-based quantification methods

In the MS-based methods, the samples to be compared are
labeled with ‘light’ (native) and ‘heavy’ stable isotopes (e.g.
24, Bc, PN, etc.), respectively, by either metabolic (e.g.
SILAC) or chemical (e.g. ICAT, iTRAQ) methods. The prin-
ciple of the quantification using isotope labeling is that iso-
topically labeled peptides have identical physico-chemical
properties except for the mass, so they can be concurrently
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eluted and ionized and subsequently distinguished accord-
ing to their different masses. The ratio of their peak inten-
sities corresponds to the relative abundance ratio of the pep-
tides (and proteins).

3.2.1.1 SILAC

SILAC is performed at the cell culture stage and stable
isotopes are metabolically introduced (Fig. 2A). In SILAC,
cells are grown in the presence of isotopically distinguish-
able amino acids (e.g. L-arginine and Cglabeled L-argi-
nine). After at least five doublings, equal amounts of ‘light’
and ‘heavy’ labeled cells are combined. The proteins are
extracted and digested with a sequence-specific protease
(e.g. trypsin). The resulting peptides are then sequenced
and quantified by MS. Because the ‘light’ and ‘heavy’ cell
populations are combined immediately after harvesting,
any protein/peptide losses in the remaining steps would
occur equally for the two groups of samples. Therefore,
compared with the other quantitative proteomics tech-
niques, SILAC is expected to have the smallest technical
variations. In addition, unlike chemical labeling methods,
which can be tedious, this metabolic labeling method is
relatively easy to perform. The disadvantage of SILAC is
that the complexity of the sample is doubled, thereby
resulting in more severe undersampling. Moreover, SILAC
can not be directly applied to study samples that cannot be
labeled metabolically (e.g. human biopsies), though the
recently developed culture-derived isotope tag [108] strategy
can overcome this problem to a large extent. However, this
disadvantage is not greatly inhibiting with regard to sig-
naling complex analysis, because much signal transduction
research is generally carried out using cultured cells. In
fact, exciting results from Matthias Mann’s and other
groups have demonstrated that SILAC is a powerful tool
for characterization of cell signaling mechanisms (reviewed
in [109]).

3.2.1.2 ICAT

ICAT is a cysteine-specific protein tagging method (Fig. 2B).
The first-generation ICAT is composed of a cysteine-reactive
iodoacetyl group, a differentially isotope-coded linker region,
and a biotin affinity tag [93]. Later, several modified versions
of the ICAT such as solid-phase ICAT [110], cleavable ICAT
[111], and visible ICAT [112] were designed to alleviate cer-
tain problems encountered with the original ICAT method
(reviewed in [107]). In the ICAT approach, two different pro-
tein mixtures are treated with isotopically ‘light’ (e.g. "H, '*C)
and ‘heavy’ (e.g. °H, *C) ICAT reagents, respectively. The two
protein mixtures are combined and proteolyzed (usually by
trypsin). ICAT labeled peptides are purified by biotin-avidin
affinity chromatography and then analyzed by LC-MS/MS.
The major advantage of ICAT is that it allows selective cap-
ture and analysis of cysteine-containing peptides, thus sig-
nificantly reducing the complexity of the peptide mixture.
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However, proteins that lack cysteine residues (8% for yeast
and less than 5% for human) cannot be detected by this
method.

3.2.1.3 iTRAQ

iTRAQ is a global tagging method and is performed at the
peptide level (Fig. 2C). An iTRAQ reagent consists of three
components: (i) an amine-reactive group, which can cova-
lently link to the N-terminal amine of peptides and the side
chain of lysines; (ii) a charged reporter group with an MS/MS
fragmentation site, which may give rise to diagnostic ions of
m/z 114, 115, 116 or 117; and (iii) a neutral mass balance
group to maintain an overall mass of 145 Da. Owing to the
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isobaric mass design of the iTRAQ reagents, differentially
labeled peptides appear as single peaks in an MS scan, thus
reducing the possibility of peak overlap and increasing
detection sensitivity. When iTRAQ-tagged peptides are sub-
jected to MS/MS analysis, the mass balance moiety is
released as a neutral fragment and isotope-encoded reporter
ions are liberated to provide quantitative information on
proteins. Another key advantage of iTRAQ is that it is a
multiplexed technology, allowing the identification and
quantification of up to four samples simultaneously. A new
generation of iTRAQ (eight-channel), which has very
recently been applied to compare the activity of six leukae-
mogenic tyrosine kinases [113], will be launched by Applied
Biosystems soon. However, iTRAQ also has some limita-
tions. First of all, since all peptides can be labeled by iTRAQ,
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Figure 2. Comparison of the most commonly used quantitative proteomic techniques for discriminating bona fide interactors from non-
specific interactors. (A) SILAC. (B) ICAT. (C) iTRAQ. (D) DIGE. See Section 3.2 for more detail. In each panel, interacting A, B, C, D represent
authentic binding partners in a multiprotein complex; N1 and N2 represent nonspecific binding proteins; red-violet spheres attached to

peptides represent heavy isotopes.

sample complexity is maintained. Consequently, high-abun-
dance proteins are frequently identified. Secondly, since the
labeling is performed at the peptide level, samples have to be
processed separately until after digestion. This increases the
potential for errors introduced during cell lysis, protein
extraction, and/or proteolysis. Finally, since the derivatized
peptides are indistinguishable in MS, MS/MS spectra have to
be acquired for quantification, thus requiring more analysis
time than performing result-dependent analysis on differ-
ential peptide pairs in MS.

© 2008 WILEY-VCH Verlag GmbH & Co. KGaA, Weinheim

3.2.2 Gel-based quantification method - DIGE

DIGE is a gel-based quantitative proteomic technique
(Fig. 2D). In this approach, proteins from different samples
are labeled with spectrally-resolvable fluorescent dyes (Cy2,
Cy3, Cy5), pooled, and separated by 2-DE. Protein spots are
then imaged with different excitation and emission filters to
detect the protein profiles for each sample. Differences in
protein levels are then calculated according to spot color and
intensity. Because proteins from different samples are sepa-
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rated in a single gel, the advantage of DIGE is the elimination
of gel-to-gel variation and, accordingly, overall technical var-
iation is significantly reduced. Moreover, DIGE is a very sen-
sitive technique, capable of detecting as little as 0.5 fmol of
protein and protein differences down to = 15% [114]. How-
ever, running 2-D gels is labor-intensive and time-consuming.
In addition, proteins have to be identified separately.

3.2.3 Quantitative proteomics for the differentiation
of specific and non-specific binding partners

Recently, several groups have demonstrated that quantita-
tive proteomic techniques are very effective in distinguish-
ing specific from nonspecific interactions [62, 66, 115-119].
The principle of this strategy is straightforward. When an
experimental sample/control pair is labeled with iso-
topically or fluorescently distinguishable reagents, non-
specific interactors should be present in a nearly 1:1 ratio,
while specific intearctors can be identified by their signifi-
cantly changed abundance (see Fig. 2). In 2003, Mann’s
and Aebersold’s group independently reported the applica-
tion of this strategy [62, 115]. Using SILAC, Mann and co-
workers identified 228 Grb2-SH2-interacting proteins after
GST pulldown, of which only 28 were selectively enriched
(with ratio >1.3) upon EGF stimulation [62]. Using ICAT,
Aebersold and colleagues identified 326 proteins in a RNA
polymerase II preinitiation complex after a simple one-step
DNA affinity purification, of which only 49 proteins (with
ratio >1.9) were accepted as bona fide components of the
complex. In fact, 45 of the 49 proteins were known com-
ponents of the complex [115], demonstrating the effective-
ness of this strategy in selecting for biologically important
protein interactions. Subsequently, this strategy was suc-
cessfully applied to study multiprotein complexes, such as
(i) proline-rich Son of Sevenless peptide-binding partners
using SILAC [116], (ii) MyD88-interacting partners using
amino acid coded mass tagging [117], (iii) insulin-regulated
glucose transporter-interacting proteins using SILAC [118],
(iv) Grb2-interacting proteins using iTRAQ [119], and (v)
glucocorticoid receptor-interacting proteins using DIGE
[66]. Very recently, by combining SILAC, RNA interference,
and co-IP, Mann and Selbach have developed an ingenious
QUICK (QUantitative Immunoprecipitation Combined
with Knockdown) technology to identify cellular interaction
partners of endogenous proteins in mammalian cells with
very high confidence [90]. This method offers substantial
advantages over many other approaches. It can effectively
eliminate false positives, such as proteins with cross-reac-
tivity to the antibody and proteins non-specifically bound to
the beads or the antibodies. Notably, the method only
requires depletion of the target sufficient to yield signifi-
cant protein ratios rather than complete depletion of the
target. In summary, the quantitative proteomic technology-
based strategy provides a powerful new way of reliably
distinguishing specific complex components from co-puri-
fying proteins. It obviates the need for extensive purifica-
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tion (e.g. TAP), thereby saving time, increasing protein
complex recovery, and reducing the risk of losing weakly
and transiently interacting proteins.

3.3 Stoichiometry determination by absolute
quantitative proteomics techniques

When multiprotein complexes are resolved into individual
subunits by SDS-PAGE or 2-DE, the stoichiometry of protein
subunits can be assessed by comparing the intensity of the
bands or the spots. However, this method is usually semi-
quantitative at best. Accurate stoichiometric information can
be obtained by MS-based absolute quantification. In this
strategy, known amounts of stable isotope-labeled peptides,
either synthetic or proteolytic, are added to the digested
complexes and used as internal standards (see Fig. 3). Con-
sequently, the absolute amount of each subunit is deter-
mined and the stoichiometry can be calculated. The first
reported absolute quantification using synthetic peptides
with incorporated stable isotopes was in 1996 [120]. However,
the idea was not significantly extended until 2003, when Gygi
and co-workers developed a strategy termed AQUA (Abso-
lute QUAntification) [121]. The major advantage of AQUA is
that it can measure the levels, not only of proteins. but also of
PTMs directly from cell lysates. Nevertheless, synthesis of
isotopically labeled peptides is labor-intensive and time-con-
suming. Moreover, the accuracy of quantification may be
impaired by variable purity of synthetic peptides and incom-
plete enzyme cleavage of target proteins. To overcome these
weaknesses, two groups have independently developed novel
absolute quantification strategies, concatemer of Q peptides
(QCAT) [122] and peptide-concatenated standard (PCS) [123]
using artificial peptide-concatenated proteins. The principles
of the two strategies are similar. For each protein to be
quantified, a unique Q peptide is selected according to sev-
eral criteria [122, 123]. The sequences of the selected Q pep-
tides are concatenated in silico and used to design a gene.
Then the artificial gene is expressed in a heterologous
expression system (e.g. E. coli), which permits metabolic
labeling with stable isotopes. The synthetic protein is puri-
fied to homogeneity and used as a standard for subsequent
quantification. Different from QCAT, PCS carries each pep-
tide with its natural flanking sequences on both sides to
precisely recapitulate the cleavage efficiency in its parental
protein, thereby considerably improving the accuracy of
quantification. The PCS strategy has been validated by accu-
rately quantifying component stoichiometry of the eIF2B-
elF2 complex [123]. The advantages of the artificial protein
strategy for absolute quantification are significant. First, the
daunting task of preparation and handling of many synthetic
peptides is eliminated. Second, equimolar addition of multi-
ple standard peptides to the sample is guaranteed. Third,
technical variation caused by incomplete enzyme cleavage is
reduced. Nevertheless, these methods do have their short-
comings. For example, the size of synthetic proteins is lim-
ited because gene construction and protein expression is
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much more difficult for very large proteins. Therefore, for
stoichiometry determination of macromolecular protein
complexes, multiple QCATs or PCSs have to be designed,
expressed and purified.

4 Characterization of PTMs

PTMs play a crucial role in protein activity, localization,
turnover, and interactions with other proteins. In higher
eukaryotic cells, signaling complexes are mainly assembled
on demand [2]. The assembly of an intracellular signaling
complex on the tail of a membrane anchored receptor is
usually triggered by reversible PTMs, phosphorylation in
particular [2, 13]. Subsequently, some signaling proteins that
are recruited to form the receptor complexes are post-trans-
lationally modified, especially by phosphorylation, to achieve
the active forms that trigger downstream signaling. Due to
the great importance of PTMs for biological function, map-
ping PTMs is indispensable for full characterization of pro-
tein complexes. In view of the central importance of phos-
phorylation, next we focus on the commonly used meth-
odologies for detection and enrichment of phosphorylated
proteins and peptides as well as the progress in MS analysis
of phosphorylation, following a brief introduction to bioin-
formatic analysis of identified proteins. Readers interested in
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learning about the recent advances in proteomic analysis of
other PTMs are directed to recent reviews [124-131].

4.1 Bioinformatic prediction of protein
phosphorylation

With the accelerating progress in applications of proteomics,
the number of experimentally identified PTM sites grows
exponentially. Accordingly, numerous PTM databases have
been constructed to compile the colossal amount of data.
Based on these data, a variety of programs have been devel-
oped to predict PTM sites from a protein sequence with fairly
high accuracy. For instance, the PhosphoSite (http://
www.phosphosite.org) [132] database contains more than
58000 phosphorylation sites, among which more than
17000 are curated from the literature. The Phospho.ELM
(http://phospho.elm.eu.org) [133] database contains more
than 16 000 experimentally verified phosphorylation sites in
eukaryotic proteins. The dbPTM (http://dbptm.mbc.nctu.
edu.tw) [134] database contains more than 22000 experi-
mental and 1800000 putative phosphorylation sites. The
human protein reference database (HPRD, http://
www.hprd.org) [135, 136] lists more than 8800 expert-curated
phosphorylation sites and compiles more than 13 000 addi-
tional phosphorylation sites in Human Proteinpedia. In
addition to the protein phosphorylation databases, there are

www.proteomics-journal.com



842 W. Yang et al.

several bioinformatic tools available for the prediction
of phosphorylation sites such as NetPhos (http://
www.cbs.dtu.dk/services/NetPhos) [137] and ScanSite
(http://scansite.mit.edu) [138]. Although not a replacement
for experimental validation, in silico prediction of putative
PTM sites is a promising strategy to conduct preliminary
analysis and can effectively direct subsequent MS experi-
ments, as demonstrated in the multiple reaction monitoring
strategy [139].

4.2 Detection of phosphoproteins

A classic method for detecting protein phosphorylation is
radioactive **P labeling combined with 2-DE. Although this
method is highly sensitive, it is not compatible with sub-
sequent MS analysis because of safety issues associated with
handling the material and contamination of instrumenta-
tion. For proteomic analysis of protein phosphorylation,
western blotting and phospho-specific staining are the most
frequently used methods to detect phosphorylated proteins.
High-quality anti-pTyr antibodies are commercially available,
with which tyrosine phosphorylated proteins can be detected
with high sensitivity. However, anti-pSer/pThr antibodies
that can universally detect Ser/Thr phosphorylation are still
not available because existing antibodies are sensitive to
amino acid sequence context. Recently, two universal phos-
phoprotein dye technologies termed Pro-Q Diamond [80]
and Phos-tag [81] have been developed and commercialized
by Molecular Probes (Eugene, OR, USA) and PerkinElmer
(Waltham, MA, USA), respectively. These fluorescent dyes
can detect pSer-, pThr-, and pTyr-containing proteins directly
in SDS-PAGE gels and 2-DE gels with high sensitivity, and
are fully compatible with subsequent MS analysis.

4.3 Enrichment of phosphoproteins and
phosphopeptides

Protein phosphorylation is usually present at low stoichio-
metry and difficult to detect in complex mixtures. Specific
enrichment of phosphorylated proteins and/or peptides is
generally required to facilitate subsequent MS analysis. Most
commonly used enrichment methods are based on immu-
noreactivity, charge and chemical reactivity of phosphate
groups. Anti-pTyr antibodies are widely used to purify tyro-
sine-phosphorylated proteins [140-143]. In contrast, anti-
pSer/pThr antibodies are seldom used because these anti-
bodies typically do not work in IP experiments [144]. IMAC,
in which a resin is chelated with trivalent metal ions such as
Fe(III) [145] or Ga(IlI) [146], is frequently used to enrich for
phosphorylated peptides. The selectivity of this method has
been further improved by methylesterification of acidic resi-
dues prior to IMAC enrichment [147, 148]. An alternative to
IMAC involves enrichment methods based on metal oxides/
hydroxides such as titanium dioxide [149, 150], aluminium
hydroxide [151], or zirconium dioxide [152], which can be
used for phosphopeptide purification with high specificity.
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Based on the finding that most phosphopeptides carry a
much lower net solution charge state than most tryptic pep-
tides do, strong cation exchange chromatography has also
been successfully applied to enrich phosphopeptides [153].
In addition to the above-mentioned methods, chemical tag-
ging strategies have attracted a lot of interest. In most of
these approaches, phosphate groups in pSer/pThr residues
are removed by B-elimination under alkaline conditions. The
resulting double bonds can react with various nucleophilic
compounds by a Michael-type addition, which allows sub-
sequent isolation of phosphopeptides [154] or phospho-spe-
cific proteolysis of phosphoproteins [155]. These B-elimina-
tion-based strategies have several limitations including (i) the
occurrence of numerous side reactions and (ii) the inability
to label tyrosine phosphorylated proteins or peptides.
Another issue is that unmodified serine or threonine resi-
dues may also be affected to some degree [156]. In addition to
these p-elimination-based approaches, another type of
chemical tagging strategy termed phosphoramidate chem-
istry has been developed to allow equal purification of phos-
phopeptides containing pSer, pThr or pTyr residues [157,
158]. Very recently, Aebersold and colleagues have used
phosphoramidate chemistry, IMAC, and TiO, to enrich
phosphopeptides on a large scale [159]. They concluded that
these methods detect different, partially overlapping seg-
ments of the phosphoproteome, which implies that none of
the methods can enrich phosphopeptides in an unbiased way
and highlights the necessity of combining several strategies
for a comprehensive analysis of protein phosphorylation.

4.4 MS analysis of phosphorylation

The most frequently used method for fragmentation of
phosphopeptides is CID. Because the phosphoester linkage
is more susceptible to cleavage by fragmentation than the
peptide backbone, a characteristic product ion is usually
generated when phosphopeptides are fragmented in the
mass spectrometer (reviewed in [124]). The product ion gives
rise to a specific peak in the product spectrum, which can be
monitored to trigger MS/MS and MS® sequencing of the
candidate phosphopeptide (reviewed in [160]). Determina-
tion of phosphorylation sites in phosphopeptides containing
only one candidate site is usually straightforward. However,
precise annotation of phosphorylation sites in phosphopep-
tides containing two or more candidate sites can be prob-
lematic and requires manual validation. To relieve this bot-
tleneck, Gygi and colleagues have recently developed com-
putational techniques for automatic assignment of protein
phosphorylation sites [161].

Although CID is a very powerful method for phospho-
peptide sequencing, it usually produces limited or weak
fragment ions spectra for certain phosphopeptides, espe-
cially large, multiply charged and/or multiply phosphorylat-
ed ones. Consequently, many false-negative and false-posi-
tive identifications are produced. To address this problem,
alternative fragmentation techniques such as electron cap-
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ture dissociation (ECD) [162] and electron transfer dissocia-
tion (ETD) [163] have been developed. In contrast to CID,
ECD and ETD are gentler fragmentation techniques, which
preferentially cleave along the peptide backbone while
retaining the labile phosphate moiety. The obvious differ-
ence between ECD and ETD is that ECD uses free electrons
while ETD employs radical anions (e.g. anthracene [163] or
azobenzene [164]) to fragment peptides or proteins. Since its
introduction in 1998, ECD has been demonstrated to be
powerful for analysis of triply or higher charged phospho-
peptides and is complementary to CID [165, 166]. However,
to date, this type of fragmentation is almost exclusively
available in combination with FT-ICR [163, 167], the most
expensive type of MS instrumentation. To develop an ECD-
like fragmentation method for use with a low-cost, widely
accessible mass spectrometer, Hunt and co-workers intro-
duced ETD in 2004 [163] and demonstrated that this meth-
odology is well suited for characterization of large multiply
charged phosphopeptides on a large scale [168]. Pandey and
colleagues compared ETD versus CID for global phospho-
proteomics analysis and concluded that ETD identifies more
phosphopeptides than CID and that these two methods are
highly complementary [169]. Obviously, ETD is a very prom-
ising approach for the analysis of phosphopeptides. The
combination of ETD with CID will become a common plat-
form for comprehensive analysis of protein phosphorylation
in the near future.

5 Analysis of the spatial organization of
signaling complexes

The identification of interaction partners and their PTMs is a
milestone but not the endpoint of the characterization of a
multiprotein complex. Rather than being randomly distrib-
uted, components in a functional signaling complex are
highly organized spatially. In fact, inappropriate spatial dis-
tribution of signaling complexes has been linked to a variety
of pathological conditions like cancer [15, 16].

Several well-established techniques are available to yield
information on spatial organization of protein complexes,
but each has its shortcomings. For example, X-ray crystal-
lography and NMR spectroscopy can produce high resolu-
tion atomic data but these approaches require relatively large
amounts (milligrams) of pure analyte in a particular crystal-
line or solution state. Moreover, it usually takes months or
even years to generate a molecular structure by applying
these methodologies. In contrast, electron microscopy only
requires limited amounts (micrograms) of material and
image acquisition and analysis take a relatively short time.
However, in most cases the resolution available from elec-
tron microscopy is too low (>10 A) to determine the precise
location of specific subunits [170].

As an alternative, chemical cross-linking technology
provides an attractive way to obtain low resolution intera-
tomic distance information about a macromolecular struc-
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ture. Recently, this technology has been combined with
rapidly developing MS technology (see Fig. 4). In this new
strategy, two functional groups (e.g. amines, sulfhydryls, car-
boxylic acids, etc.), which are located on the interacting sur-
faces of two interaction partners within a protein complex,
are covalently linked by cross-linkers. The protein complex is
digested by sequence specific enzymes (commonly trypsin)
and the cross-linked peptides are analyzed by MS. Finally, the
specific sites of interaction are determined and the archi-
tecture of the complex is deduced [171, 172]. The advantage
of this strategy is that a broad range of cross-linking reagents
with different specificity and lengths are commercially avail-
able and only minute amounts of material are required.
However, MS analysis of the cross-linked peptides is ham-
pered by the enormous complexity of the reaction mixtures.
After cross-linking and proteolytic digestion, a variety of
peptides exists in the reaction mixtures, including predomi-
nantly unmodified peptides, three types of singly modified
peptides (i.e. dead-end, intra-, and inter-cross-linked pep-
tides), multiply modified peptides, and nonspecifically
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Figure 4. Schematic representation of the use of chemical cross-
linking in combination with MS to determine the interacting sites
of binding partners in signaling complexes. Four types of chemi-
cal cross-linkers are used in different steps to reduce the com-
plexity of the reaction mixtures and facilitate analysis by MS.
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modified peptides. Consequently, the identification of inter-
cross-linked peptides is akin to looking for a needle in a
haystack. Moreover, the most commonly used cross-linking
reagents react with e-amine groups of lysine residues,
resulting in a high frequency of missed cleavages and a loss
of positive charge. As a result, cross-linked peptides are
commonly large and sometimes may not be detected by MS.
To reduce the complexity of the reaction mixtures and
facilitate MS analysis, a variety of cross-linkers have recently
been developed, which contain an affinity tag (e.g. biotin)
[173], a fluorogenic group [174], a stable isotope label [175], a
chemical- [176], photo- [177], or MS/MS-cleavable [178] site,
or, more recently, a combination of these groups [179-181]
(see Fig. 4). A comprehensive introduction to these cross-
linkers is beyond the scope of this review. Interested readers
are referred to a recently published review [172]. Moreover,
powerful MS technologies such as FT-ICR can generate high
resolution and high accuracy data and can fragment large
peptides by using ECD or ETD, thus allowing for an unam-
biguous assignment of cross-linked products. In addition,
more and more bioinformatic tools, such as CLPM [182],
VIRTUALMSLAB [183] and Pro-CrossLink [184], have
recently been developed to assign the cross-linked peptides in
the mass spectra. Taking the rapid progress into considera-
tion, MS analysis of cross-linked peptides of multiprotein
complexes with high throughput is feasible. Continuous
efforts in synthesizing novel cross-linking reagents, improv-
ing the resolution and accuracy of MS, and improvements in
software will facilitate the application of this technology.

6 Reconstruction of signaling complexes

Signaling complexes are usually composed of tens or even
hundreds of different proteins. For example, 186 proteins
have been identified through a proteomic analysis of the
NMDA receptor complexes [20]. This represents a formi-
dable challenge: how does one predict the functions of sig-
naling complexes based on the knowledge of the identities of
the components and their PTMs? In other words, how to
reconstruct a descriptive model that reflects the underlying
biological processes as accurately as possible?

Functional annotation of the identified proteins is
usually the first step for modeling multiprotein complexes.
Gene Ontology (http://www.geneontology.org/) is a powerful
tool for molecular function classification as well as biological
process classification (reviewed in [185]). In addition, the
InterPro (http://www.ebi.ac.uk/interpro/) database provides
a wealth of information about domains, families, and other
structural characteristics. Protein sequences can be sub-
mitted for automatic InterProScan analysis to retrieve such
information. Moreover, the relationship between human
genes and genetic disorders is sometimes available from
Online Mendelian Inheritance in Man (OMIM; http://
www.ncbi.nlm.nih.gov/sites/entrez?’db=OMIM). Public and
commercial databases such as HPRD (http://www.hprd.org)
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[135, 136] and HumanPSD (http://www.biobase-inter
national.com/pages/index.phpride=humanpsd) [186] collect
expert-curated information for human proteins or proteins
of human, mouse and rat origin, respectively, including their
molecular functions and relationships to diseases. Never-
theless, the information retrieved from these databases is
often not sufficient for functional annotation. Therefore, it is
usually necessary to query the scientific literature, either by
manual searching or text mining (reviewed in [187, 188]). To
better interpret the relevance of biological annotations of a
set of proteins, statistical analysis should be used. Likely
functional players, such as kinases, phosphatases and adap-
tor/scaffold proteins in a signaling complex can be identified
by MS sequence analysis and database query and/or struc-
tural comparisons with known proteins.

Protein-protein interaction information is also required
for reconstruction of signaling complexes. Cross-linking in
combination with MS can provide first-hand information of
protein-protein interactions in a signaling complex. In addi-
tion, information about protein-protein interactions can be
retrieved from a variety of protein-protein interaction data-
bases such as BIND, DIP, HPRD, IntAct, MINT, MIPS,
PDZBase, and Reactome (reviewed in [189]). Information
about domain interactions can be retrieved from a recently
constructed public database called InterPare [190]. Moreover,
the scientific literature is also an important source for known
protein-protein interactions.

To model the pathway(s) intersecting with a signaling
complex, graphic visualization tools should be employed.
There are a number of such programs available for visualiz-
ing molecular interaction networks, among which Cytoscape
[191] is one of the most advanced. The highly connected
proteins (mostly scaffold proteins) in a signaling complex are
particularly important for network integrity. Knockout or
mutation of such proteins usually has dramatic effects on
cell and organ phenotype [4].

By integrating information from functional annotations,
known protein-protein interactions, and known signaling
pathways, a network model may be constructed. The model
may be useful in making functional predictions about the
complex, for example, about which pathways are activated or
blocked following complex formation. Compared with static
modeling of signaling complexes, dynamic and quantitative
modeling of signaling complexes is much more challenging.
A wealth of quantitative information must be integrated into
a mathematical model. As to a large-scale analysis of signal-
ing complexes, more powerful modeling strategies have to
be developed for a highly integrated description of the net-
work system.

7 Challenges ahead
Although a number of signaling complexes have been suc-

cessfully identified and studied by the application of
employing proteomic techniques, a comprehensive prote-
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omic analysis of signaling complexes is currently unattain-
able due to several unfavorable properties of these multi-
protein assemblies. First, signaling complexes are mostly
low abundant. Second, many protein-protein interactions in
signaling complexes are weak or transient. Third, their
assembly and disassembly is highly dynamic and usually
happens over a short time.

7.1 Low abundance of signaling complexes

In higher eukaryotes, signaling complexes are mainly pres-
ent at very low levels. Typically, adequate amounts of material
for MS identification are isolated from >10% cells. For
example, Blagoev et al. used 2 x 10® Hela cells to isolate
EGFR complexes [62]. Luo et al. started with ~1.5x 10®
Mv1Lu cells to purify Smad2 complexes [192]. Very recently,
Vandermoere et al. isolated Akt complexes from MCF-7 cells,
starting with 15 mg of total protein [25]. Although not a
major problem for analyzing one or several signaling com-
plexes under static conditions, low abundance can be a seri-
ous issue for characterizing dynamic signaling events or for
large-scale analysis. In those cases, starting from 10°~10'
cells is usually a prerequisite, which means hundreds of
75 cm? flasks of monolayer mammalian cells have to be cul-
tured. To address this problem, ultra-sensitive proteomic
approaches have to be developed and made routine.

7.2 Weak and transient protein-protein interactions

Many components of signal transduction networks interact
with each other through weak or transient interactions.
When using affinity purification methods, TAP in particular,
to isolate signaling intermediates, weak and transient inter-
actions are often lost. In vivo chemical cross-linking is an
attractive approach to “cement” the weak and transient pro-
tein-protein interactions. However, this could lead to some
false positive and false negative results. Cross-linkers com-
bine any protein in the vicinity and thus proteins that are not
in direct contact may be cross-linked. On the contrary, when
functional groups (e.g. -amino group of lysine) are not posi-
tioned in the interacting surface, the two interacting proteins
may not be cross-linked. Therefore, the type and concentra-
tion of cross-linker and reaction time must be optimized to
reduce false positives and negatives. Additionally, as we dis-
cuss in Section 5, MS analysis of cross-linked peptides or
proteins is still a challenge.

7.3 Dynamics of signaling complexes

The formation and breakdown of signaling complexes is
highly dynamic. This has been directly observed by high-
resolution multicolor imaging [193]. However, this technol-
ogy is only applicable to known proteins. Fortunately, multi-
plexed quantitative proteomic approaches have recently been
developed to characterize the dynamics of cell signaling. For
example, three isotopic forms of SILAC (with mass differ-
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ences of +6 and +10 Da) have been used to investigate the
early events of EGFR signaling in HeLa cells [194]. iTRAQ
has been used to study the dynamic regulation of specific ty-
rosine phosphorylation sites in the EGFR signaling network
[143]. All these multiplexed quantitative techniques can be
used directly to study the dynamics of signaling complexes.

A critical issue in studying the dynamics of signaling
complexes is that the assembly of signaling complexes is
usually very fast. For example, stimulation of the T cell recep-
tor results in the recruitment of many different proteins
within 15 s of receptor activation [195]. Moreover, by tagging
signaling proteins with variants of enhance green fluorescent
protein, Bunnell et al. found that Tcell receptor complexes can
form within seconds of T'cell receptor complexes engagement
[193]. It is difficult for conventional techniques to deal with
this short time scale with high resolution and robustness.
Very recently, an automated, continuous quench-flow system
has been developed to allow quantitative proteomic assess-
ment of very early cellular signaling events, qPACE, with a
resolution of 1 s [196]. Although the qPACE approach was
only applied to quantitatively analyze the changes of the
phosphorylation of EGFR, Shc (Src homologous and col-
lagen-like protein) and PLCy (phospholipase C gamma 1), it
can be readily applied to quantitatively investigate the forma-
tion of signaling complexes. Nevertheless, qPACE has not yet
been commercialized.

8 Conclusions

The important concept of the “signaling complex” has
emerged in the past two decades. The dynamic formation of
signaling complexes plays a critical role in enhancing signal-
ing efficiency, ensuring specificity and increasing sensitivity
[14]. Powerful proteomic techniques, which can characterize
proteins with high sensitivity, high confidence, and high
throughput, have recently been employed in this area. In this
review, we described the most commonly used approaches
and potential and emerging approaches involving MS tech-
niques. After separation and purification of signaling com-
plexes, MS can identify specific protein components as well as
characterize their PTMs. Especially in combination with
chemical cross-linking, MS can determine many aspects of
the architecture of large multiprotein assemblies. This infor-
mation can then be used to make testable predictions about
their biological function. We also discussed several challenges
ahead of us before we can achieve comprehensive proteomic
analysis of dynamic signaling complexes.

Every technology has its own strengths and shortcomings.
To fully understand the formation, function and composition
of signaling complexes, other technologies such as confocal
microscopy, fluorescence resonance energy transfer micros-
copy, bioluminescence resonance energy transfer microscopy,
isothermal titration calorimetry, site directed mutagenesis,
mouse models with directed mutations (reviewed in [17]) have
to be employed in combination with MS methods. Never-
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theless, the unique ability of proteomic techniques to identify
proteins, characterize PTMs, and discover protein-protein
interactions with high throughput ensures that proteomics
will be a fundamental driver in the coming years in the signal
transduction field. It is a fair bet that, with the continuous
development of proteomic techniques, proteomic approaches
will play a major role in the integration of biochemical infor-
mation with higher-order biological systems.
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