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Abstract

Background—~Protein kinases represent one of the most promising groups of drug targets owing
to their involvement in such pathological conditions as cancer, inflammatory diseases, neural
disorders, and metabolism problems. In the last few years, numerous pharmaceutical and biotech
companies have established kinase high-throughput screening (HTS) programs, and the reagent and
service industries for kinase assay platforms, kits, and profiling services have begun to thrive.

Objective—The plethora of different assay formats available today poses a great challenge to
scientists who want to select a technology that will be cost efficient, convenient to use, and have low
false positive and false negative rates.

Methods—In the current review, we summarize the most commonly used kinase assay methods in
the drug discovery process, present the advantages and disadvantages of each of these methods, and
discuss the challenges of discovering kinase inhibitors by using these technologies.

Conclusions—The decision of selecting the assay formats for HTS or service platform for profiling
should take into account not only the final goals of the screens but also the limitation of resources.

Keywords
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1. Introduction

Protein kinases play an integral role in many cell signaling pathways and comprise one of the
largest families of homologous proteins, with ~ 518 members in the human kinome [1]. As
such, protein kinases represent the largest ‘druggable’ gene family within the human genome
[2]. Overexpression and/or dysregulation of protein kinases result in many diseases, thus
providing numerous targets for drug development [3]. Since 2001, the FDA has approved nine
kinase inhibitors for oncology targets (Table 1), and many more are now in clinical trials for
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the treatment of such diseases as cancer and cardiovascular and inflammatory diseases [4]. At
present, ~ 24% of all research spending on drug discovery and development is focused on
kinases [5]. Given the huge demand for small molecules that target this class of proteins, many
technologies and platforms have been developed for discovering kinase inhibitors, including
biochemical based functional assays and compound binding competition assays.

Protein kinases are phosphoryl transferases that transfer the y-phosphate of ATP to conserved
serine, threonine, or tyrosine residues on specific substrate proteins. Classical methods to assay
kinase activity involve the quantification of this phosphoryl transfer by detection of the
production of the phosphorylated product or the change in the ratio of ATP to ADP. The
traditional biochemical based method used to achieve this goal is the radioisotope filtration
binding assay, in which the reactions are performed using radioisotope labeled y-ATP. The
incorporation of this radiolabeled phosphate into the kinase substrate is then assayed after a
series of binding and washing steps to remove unincorporated radioisotope. This allows for
the detection of kinase phosphoryl transfer activity, which is directly proportional to the amount
of phosphorylated substrate. Despite the sensitivity and resolution of this assay, this method
is not commonly used in a high-throughput screening (HTS) format owing to the drawbacks
associated with the use of radioisotope materials, such as waste disposal, radiation safety, and
the cumbersome washing and detection process.

To facilitate the HTS for kinase inhibitors, many convenient and automation friendly ‘mix and
read’ assays have been recently developed that use fluorescence emission as a detection
method. Technologies such as fluorescence intensity (FI), fluorescence polarization (FP),
fluorescence resonance energy transfer (FRET), time-resolved fluorescence (TRF), time-
resolved fluorescence resonance energy transfer (TR-FRET), and chemiluminescence offer the
advantage of reagents that contain no radioactive materials. However, these new methods also
pose new challenges in areas such as assay development, data analysis, and interpretation. In
addition, these assays are susceptible to fluorescence interference caused by fluorescent
compounds and fluorescently-labeled substrates, antibodies, and tracers [6—8]. More critically,
owing to the modified reaction components and the variety of detection methods, assays with
different formats for screening the same library and target could create strikingly different sets
of inhibitors [9-16]. Therefore, extensive confirmation assays to validate hits are necessary to
reduce the false positive and false negative rates. In addition to these common fluorescence
and luminescence methods, there exist several special platforms that monitor the production
of phosphorylated substrates or the binding of potential chemical inhibitors to target kinases.
Such platforms include the scintillation proximity assay, ELISA, mobility shift assay, and
protein binding assay. A common advantage of these assays is that there is little to no
interference from compound or probe labeling [7,8,14].

The myriad of screening technologies have given scientists the freedom to pick the screening
parameters that suit their individual drug discovery platforms or personal preferences.
However, the plethora of assay formats also poses a great challenge to scientists who must
decide on a technology that will be cost efficient and convenient to use for internal screening,
as well as providing low false positive and false negative results. In the sections below, we will
discuss the commonly used kinase assay methods along with their pros and cons in general
drug screening applications. The common kinase profiling models used at present are also
discussed in detail with reference to data reliability and how data obtained from kinase profiling
may be used to guide the drug discovery process.

2. Radiometric based assays

Radiometric based assays are the most reliable methods for detecting kinase reactions;
therefore, they are the preferred method for kinase profiling [8].
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2.1 Filtration binding assay

The radiometric based filtration binding assay is considered the ‘gold standard’ to which non-
radiometric methods are compared. In this assay format, the kinase reaction is performed in
the presence of 32 P-y-ATP or 33 P-y-ATP, followed by binding of the final radioisotope labeled
products to filters after which unreacted phosphate can be washed away without interfering
with the detection of real phosphorylated products. The major advantage of this method is that
itisatrue universal kinase assay method which can be used for any kinase and substrate without
limitations. This method does not require any special substrate labeling or modification, and
detection is free from interference from compounds and unreacted radioisotope. However, the
use of radioisotopes and the complex washing and separation steps present a major limitation
to applying this technology for large-scale HTS. Nevertheless, filtration binding assays
represent one of the most favorable assay methods for kinase profiling work, owing to its error-
free detection. Both Reaction Biology Corporation’s HotSpotSM [17] and Millipore’s
KinaseProfiler [18] use this technology for profiling large kinase panels. The HotSpotSM
technology is a miniaturized kinase assay platform which reduces the consumption of
radioisotope materials, kinase targets, substrates, and chemical compounds. As such, this
technology is easily adaptable for use in HTS.

2.2 Scintillation proximity assay

The separation and washing steps used in the radiometric filtration binding assays limit its
application in large-scale screenings. To circumvent the need for separation steps, GE and
PerkinElmer have developed the scintillation proximity assay (SPA), which is a mix and read
method similar to homogenous fluorescence-based detections. GE’s SPA assay is a
homogenous system that uses microscopic beads containing a scintillant that can be stimulated
by beta particles or auger electrons to emit light. This stimulation event occurs only when
radiolabeled molecules of interest are bound to the surface of the beads, which results in the
emission of light that can be detected using standard scintillation counters or with a CCD
(charge coupled device) camera-based imaging instrumentation, such as the LEADseeker™
made by GE. Unbound radiolabeled molecules are not in close enough proximity to stimulate
the bead to emit light. Therefore, the washing of unbound radiolabeled materials from the assay
system is unnecessary. To reduce interference from intrinsic emission and absorption
properties of chemical compounds used in the assays, GE has developed beads that emit red-
shifted light [19]. PerkinElmer takes a different approach by offering two types of scintillant-
coated microtiter plates, Scintiplates® and Flashplates®, for direct assays that eliminate the
need to add scintillation cocktail as with bead-based assays. The interior of each well is
permanently coated with a thin layer of polystyrene-based scintillant, which provides a
platform for non-separation assays using a variety of isotopes (e.g., 3H, 1231, 14C, and 33p)
[20]. ProQinase (Freiburg, Germany) uses the FlashPlate® technology for its 33 PanQinase®
profiling services [21].

3. Fluorescence-based detection assays

Kinase assay formats that use fluorescence-based detection are the most widely used methods
for HTS-based kinase drug discovery because they are automation friendly, easy to use,
relatively low cost, and widely available. In this type of assay format, some of the more
commonly applied techniques use FP, FRET, and TRF to identify lead compounds.

3.1 Fluorescence Intensity assays

Flis arguably the most common fluorescence-based method for detecting enzyme activity, and
is widely used among assays that use protease-based detection reactions. However, to detect
the transferase activity of a kinase using this assay, one or more coupling reactions must be

used. One such Fl-based method is to detect the production of ADP by using linked reactions
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involving pyruvate kinase, pyruvate oxidase, and horseradish peroxidase. After completion of
the kinase reaction, pyruvate kinase is added to convert ADP to ATP and phosphoenolpyruvate
to pyruvate. Subsequently, the pyruvate oxidase converts pyruvate to hydrogen peroxide
(H205), which is then detected by using the fluorescent substrate Amplex Red (10-acetyl-3,7-
dihydroxyphenoxazine) and horseradish peroxidase, resulting in the production of highly
fluorescent resorufin [22]. This approach is commercially available from DiscoveRx as ADP
Hunter™, which is a universal and sensitive assay. However, the multistep reactions involve
many enzymes, which can complicate the hit conformation process. Another FI method is
Promega’s ProFluor® approach, in which a rhodamine-110 fluorophore is conjugated with a
peptide substrate. The non-phosphorylated peptide can be digested by a proprietary
endopeptidase to release free fluorescent dye rhodamine-110, but the phosphorylated peptide
is resistant to such digestion [23]. We have tested the ProFluor® PKA assay kit using the
DisocoveryDot ™ chemical microarray technology and found that the assay is very robust and
sensitive, with faithful detection attained in a 1 nl reaction volume by using a CCD imager or
DNA microarray scanner [24]. However, at present only a few assay kits are available for a
few kinases, simply because it is difficult to develop enough peptide substrates that can be used
by both the kinases and the special peptidase in the reaction.

3.2 Fluorescence polarization assays

FP, atechnique that monitors molecular movement and rotation, is a widely employed detection
method used in HTS for kinase inhibitors. The principle of this assay is that when excited with
polarized light, a molecule with high molecular weight will have a slower rotational movement
compared with a molecule with low molecular weight. Similarly, when a molecule is linked
to a fluorescence tracer, the polarized fluorescent signal will be dominated by the size of the
molecule. Fluorescence polarization (P) is defined by the following equation: P = (I — 1 L)/
(I + 1.L)[25], where 1| is the emission intensity parallel to the excitation plane and 1 is the
emission intensity perpendicular to the excitation plane of a fluorophore when excited by
polarized light. The polarization value (P) is not dependent on the intensity of the emitted light
or on the concentration of the fluorophore. When the fluorophore is free to rotate, the
polarization is a smaller number, which is called low FP, and after the fluorophore binds to a
larger molecule that limits the rotation of molecule, the polarization becomes a larger number,
which is called high FP.

Many companies have developed assay Kits that use this method, including BellBrook’s
Transcreener™ FP assay, DiscoveRx’s HitHunter™ FP Assay, Invitrogen’s Far-Red
PolarScreen™ FP Assay, Millipore’s KinEASE™ FP Assay, and Molecular Devices’
IMAP™ FP assay. This larger group of assays can be further divided into two groups based on
the method used to monitor Kinase activity. The first method, which is used in the
Transcreener™ Kinase FP assay, uses an ADP-specific antibody to detect the conversion of
ATP to ADP by the target kinase (Figure 1A). By contrast, the second method detects the
production of phosphorylated substrates as in the HitHunter™, PolarScreen™, and
KinEASE™ systems, which use substrate-specific antibodies (Figure 1B), and in the
IMAP™ assay, which uses the high affinity of trivalent metal ions to phosphate (Figure 1C).

The advantages of the FP assay include a mix and read approach that is automation friendly,
low cost of materials, and the availability of many assay formats. However, the cost of
developing new assays is high, especially for the methods that use specific antibodies and
tracers. Therefore, the approaches adapted by IMAP™ and Transcreener are more generally
applicable to a variety of kinases. Generally speaking, the Transcreener™ method can also be
used for other types of enzymes that generate ADP in the reaction systems.

Similar to other types of fluorescence-based detection methods (described later), FP detection
can generate both false positive and false negative results because of the fluorescence

Expert Opin Drug Discov. Author manuscript; available in PMC 2009 August 5.



1duasnuey Joyiny vVd-HIN 1duasnue Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Ma et al.

Page 5

interferences from fluorescent tracers, labeled substrates, and colored and fluorescence
compounds. For example, Kashem et al. used the competition FP method to screen a 10,280
compound library against the IL-2 inducible T cell kinase and found nine florescent compounds
that were false positive, six of which were also colored [16]. In an early study by Beasley et
al.[11], many strong inhibitors generated from the FP-based assay were shown as weak
inhibitors in the TRF and TR-FRET assays. The authors suggest that a few situations could
cause the observed high mP values. The first was the low concentration of phosphorylated
substrate and high concentration of antibody-tracer complex used in the assays; the second
was the aggregation of fluorescent compounds interfering with the signal from the antibody—
tracer complex; the third was that compound aggregation could increase light-scattering during
detection or sequester the kinase or tracer. Invitrogen has studied the compound and tracer
interference by mixing 10 uM of Sigma’s LOPAC1280 Jibrary compounds with 1 nM of green,
red, and far-red tracers individually, and found that using green tracer produced the most
number of compounds that could interfere with detection, with 1.5% compounds showing >
50% signal intensity. The red tracer followed with 0.7% compounds showing > 50% signal
intensity and the far-red tracer had the least problems with 0.2% compounds showing > 50%
signal intensity [26]. Based on this information, the Far-Red PolarScreen™ FP Assay may be
a good choice for a library with a high incidence of fluorescent compounds.

3.3 Fluorescence resonance energy transfer

The FRET assay is another technology that is amenable to automation. This assay uses ‘donor’
and ‘acceptor’ fluorophores in proximity, with the excited donor fluorophore exhibiting non-
radiative energy transfer to an acceptor fluorophore. The commercially available assays include
Invitrogen’s Z-Lyte™ assay and Perkin Elmer’s AlphaScreen®.

Invitrogen has developed a full panel of synthetic FRET-peptide substrates labeled with a donor
(i.e., coumarin) and acceptor (i.e., fluorescein) for its Z-Lyte ™ system. In a non-phosphorylated
state, these peptides can be digested by a reporter protease, which will disrupt the FRET pair
and release fluorescence (Figure 2A). A benefit of the Z-Lyte™ assay is its ratiometric method
to quantify kinase reactions by calculating the ratio of donor emissions to acceptor emissions
after excitation of the donor fluorophore at 400 nm. This method reduces the well-to-well
variations in FRET-peptide concentration and signal intensities.

Invitrogen uses this technology to provide both kinase profiling services [27] and individual
assay Kits [28]. We have tested many Z-Lyte™ Kits on our DiscoveryDot'" chemical
microarray-based assays, and many showed very good activities (HM, unpublished data).
However, this method is not without disadvantages. The use of a protease in the detection
reaction necessitates that inhibitory compounds be screened against the protease to exclude the
possibility that they are protease inhibitors.

AlphaScreen™ uses a different approach by using a biotinylated kinase substrate together with
the proprietary latex donor bead coated with streptavidin and acceptor bead linked with
antiphosphate antibody. Upon laser excitation (680 nm), a photosensitizer in the donor converts
ambient oxygen to the excited singlet state, which diffuses across to react with thioxene in the
acceptor generating chemiluminescence at 370 nm. This in turn further activates fluorophores
on the same acceptor bead to emit fluorescence signal at 520 — 620 nm (Figure 2B).

FRET assays are difficult to develop because the two fluorophores need to be within a closely
defined distance for the energy to transfer. Another specific challenge for the Z-Lyte™ system
is designing specific substrate sequences, so Invitrogen uses only a few common substrates for
many kinases. Similarly, the production of specific antibodies against phosphorylated
substrates, especially for antiphosphorylated serine/threonine peptides as in the
AlphaScreen™ method, is very difficult.
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3.4 Time-resolved fluorescence and time-resolved fluorescence resonance energy transfer

TRF uses fluorophores with long fluorescence decay time, and the fluorescence is monitored
as a function of time after excitation by a flash of light. Lanthanide ions, such as europium,
samarium, and terbium, are often used in this technology owing to their longer emission
lifetimes (hundreds of microseconds versus several nanoseconds for conventional organic
fluorophores). TRF detection, therefore, will reduce background fluorescence from chemical
compounds and increase detection sensitivity. Perkin EImer’s DELFIA® kits are such TRF-
based assays; however, this specific assay involves additional substrate binding and separation
steps for detection.

In DELFIA® assays, the kinase reactions are carried out in a homogeneous fashion with a
biotinylated substrate, and the reaction mixture is then transferred into the capture plate coated
with streptavidin. The plate is washed multiple times before europium-labeled antibody is
added to detect phosphorylated substrates. An enhancement solution is then added to dissociate
the europium ions into solution, which forms a highly fluorescent chelate with components
from the enhancement solution (Figure 3A). The assay is sensitive and free of interference
from compound fluorescence or fluorophore labeling. However, it may not be a time- and cost-
efficient method owing to the multistep process of transferring, washing, developing, and
detecting kinase activity. In addition, antibody selection and development is another issue for
serine/threonine kinase assays. To combine TRF and FRET methods, many companies have
created TR-FRET assay kits. In such Kits, the typical donor is the long lifetime fluorophore
europium and the acceptor is the fluorescent protein allophycocyanin (also known as APC or
XL-665). Available products include PerkinElmer’s Lance® assay, CisBio’s homogeneous
time-resolved fluorescence (HTRF®) KinEASE™, and Invitrogen’s LanthaScreen™.

The Lance® assay uses europium chelate as the donor to link with antiphosphorylated
biotinylated-substrate antibodies and uses straptavidin—-allophycocyanin as the acceptor. In
HTRF assays, the donor europium is in the cryptate form instead of chelate form, which
contains a europium ion caged within a tris-bipyridine structure to improve reagent stability
in acidic media and to avoid potential competing chelating activities from other bioreagents
such as Mn2*. The donor and acceptor can be formed by using antibodies against either
phosphorylated substrate (Figure 3B) or ADP. Invitrogen has used the same technology and
developed the LanthaScreen™ reagent system, in which the terbium chelate replaces the
europium chelate as donor and the small molecule fluorescein is used as the acceptor instead
of streptavidin conjugated allophycocyanin. In these assays, the peptide is labeled with
fluorescein directly. On completion of the kinase reaction, terbium-labeled antiphosphopeptide
antibody is added for detection, with no need to add additional acceptor molecules. In this
manner, the cost of reagents is reduced, whereas at the same time the speed of the FRET
complex formation is increased.

4. Enzyme-linked immunosorbent assay

ELISA-based detection was widely used before fluorescence-based methods gained wide
popularity. In this format, the substrate is captured by the membrane and detected by a specific
antiphosphorylated substrate antibody. The chemical compounds are washed away before
detection; therefore, the final fluorescent signal is not affected by the compound’s fluorescence.
The detection can also be very sensitive when using antibodies labeled with highly fluorescent
dyes. However, the requirement of separation with multiple washing steps limits ELISA’s use
in HTS applications. In addition, the development of a specific antibody that recognizes serine/
threonine kinase substrates presents another challenge. Reaction Biology Corporation has
developed a chemical microarray-based ELISA method, DiscoveryDot ™", for kinase HTS and
profiling applications [29,30]. The drawbacks of ELISA assays are minimized or eliminated
when HTS is conducted using DiscoveryDot ™" technology, which reduces reagent consumption
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(compound, kinase, substrate, and detector reagents), eliminates compound interference, and
allows automation of multiple wash steps [16]. Carna Biosciences (Kobe, Japan) is also
offering tyrosine kinase profiling and assay kits with ELISA detection [31].

5. Luminescence detection

Fluorescence detection is clearly the dominant player in HTS; however, luminescence has also
been adapted for a variety of assays in drug screening both in biochemical and in cell-based
forms, mainly under the strong development by companies such as Promega [32], PerkinElmer,
and DiscoveRx. Whereas the calcium sensitive aequorin protein from jelly fish is used widely
in HTS of G protein-coupled receptors, the firefly protein luciferase is commonly used in HTS
with ATP involved, such as in kinase assays (see the reaction scheme below). This enzyme
converts the substrate luciferin into oxiluciferin, which releases a yellow-green photon of light
with a spectral maximum of 560 nm. Promega’s Kinase-Glo™ detects kinase activity by
measuring the depletion of ATP, making it similar to technologies that measure the production
of ADP. This method is a universal biochemical assay that can be used for any combination
of kinase and substrate, regardless of the nature of the substrate such as peptide, protein, sugar,
and lipids. PerkinElmer’s ATPLite™ method uses the same approach. As observed for other
assay formats that use additional enzymatic components for detection, the assays listed above
that use luciferase require that inhibition of this reporter enzyme by small molecules must be
considered. Reactions in the presence of luciferase inhibitors will produce no light, which can
be easily recognized. However, small molecules that act as partial inhibitors for both luciferase
and kinase could complicate the interpretation of observed inhibitory activity. The probability
of encountering such compounds may be low, as Kashem et al. found that only three
compounds in a 10,280 compound library inhibited luciferase activities > 30% [16].

Luciferas
ATP+D - Luciferin+0; ————5 Oxiluciferin+ AMP+PPi+CO,+light
Mol*

=]

6. Mobility shift assays

The mobility shift assay takes advantage of the fact that the phosphorylated peptide substrate
is more negatively charged than the same substrate in an unphosphorylated state. Consequently,
when a mixture of these peptides is introduced to electrophoresis, they have different
mobilities.

Caliper Life Sciences has developed one of the early microfluidic chip-based assays by using
this approach. In this approach, kinase reactions directly take place in the chip, and the reaction
mixtures are then subjected to electrophoretic separation and detection (on-chip assay). Caliper
has also introduced a second method that allows the reactions to be performed in conventional
microtiter plates after which the reaction mixtures are sipped into the microfluidic chip for
separation and detection (off-chip assay). In general, the on-chip format requires a high
conversion rate (~ 20%) within a short reaction time, which may make the off-chip approach
a better choice for the observation of enzyme kinetics within the linear range. One advantage
of the off-chip assay is that the reaction mixture can be sipped and separated at different time
points to give a real-time kinetic measurement. Similarly, Nanostream has developed a
multichannel chromatography chip that can be used for separation and detection of kinase
reactions [33].

Mobility shift detection is heavily dependent on the charge difference between the substrate
and the product. As a result, assay development is focused on the sequence and size of the
substrate used in the reaction. Kinase assays using proteins as substrate are difficult to apply.
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Dunne et al. performed a comparison study for the on-chip assay and off-chip assay. Using
commercially available inhibitors and multiple kinases such as PKA, GSK3p, AKT1, they
noticed that the two methods can identify inhibitors with a 70% overlap but the inhibition value
for the on-chip assay was lower than that of the off-chip assay [34]. These results indicate that
when running a HTS campaign with an on-chip-based method, a different inhibition cutoff for
the follow-up assay may have to be considered to avoid losing too many potential hits.
Similarly, the 30% difference in hitidentification and confirmation could pose a great challenge
for profiling work using this method, especially for compounds with solubility problems.

7. Ligand—kinase binding assay

The functional based kinase assay using purified active enzymes is the dominant assay form
for HTS and profiling work. However, assays that monitor the binding of kinase to substrate
serve an important role for the identification and prediction of lead compounds, especially for
purified Kinases with low basal activity or no known biochemical function. The
KinomeScan™ technology used by Ambit (San Diego, CA) is one of the most popular binding
assay platforms [35], due in part to the large number of kinases offered in the service (over
350). The platform uses a competition-based assay (Figure 4A)[36,37] in which standard kinase
inhibitors have been biotinylated and immobilized with Streptavidin-coated magnetic beads.
The assay is then carried out by combining DNA-tagged kinases produced (either displayed
on the surface of modified T7 phage or in cell culture), test compounds, and binding buffers.
A test compound with a high binding affinity for the target kinase will compete the kinase away
from the bead-bound biotinylated ligands, which will then be eluted and quantified by real-
time quantitative PCR. A group of common inhibitors and drugs in clinical trials or approved
by FDA have been tested using this platform, and their inhibition profiles are found to be similar
to those other publications form [36,37].

Other than the KinomeScan™ technology, FP-based detection has also been used to screen
inhibitors towards kinases, such as the HitHunter™ binding assay kit developed by DiscoveRx
with its proprietary B-galactosidase enzyme fragment complementation technology. In this
approach, standard kinase inhibitors (probes) are conjugated with an enzyme donor (ED),
which retains its ability to form active p-galactosidase enzyme when complemented to the
enzyme acceptor (EA) that catalyzes its substrate to produce an amplified chemiluminescent
signal. In the presence of test compounds that bind tightly to the target kinase, the ED-probes
bound with targets would be displaced from the kinase and complement with EA to form active
B-galactosidase enzyme (Figure 4B). In a GSK3a assay, Vainshtein et al. demonstrated that
the ICsq values generated with the HitHunter™ binding assay were comparable with the values
produced using a radioisotope-based assay [38].

8. Expert opinion

The basic criteria for selecting an assay platform for HTS and profiling in kinase drug discovery
processes is biased. For example, in HTS applications, the assay is optimized for a specific
target kinase and as such should be robust, reliable, amenable for high-throughput, and low
cost for that specific target. By contrast, kinase profiling work seeks to determine the specificity
of a compound towards its targets by assaying the activity of the compound against a large
panel of diverse kinases. As such, a profiling assay format should be acceptable for all kinases
within the panel, and immune from interferences both from detection and compound.
Therefore, of the assay formats discussed above, the homogeneous fluorescence-based and
luminescent platforms are more suitable for HTS, whereas the radioisotope-based filtration
binding assay becomes the choice for kinase profiling assays. The vast availability of
fluorescence-based assays poses a great challenge for scientists who are trying to start a new
program of drug screening because each assay has different requirements and may produce
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different sets of inhibitors from the same library with low overlap [9-16]. Therefore, a few
platforms may have to be evaluated in parallel during the process of developing or selecting
an assay for HTS. Kashem et al. have used three formats (DELFIA®, FP, and Kinase-Glo™
luminescence) to screen a kinase inhibitor focused library with 10,208 compounds for the IL-2
inducible T cell kinase and found that the three formats produced less than 60% common hits,
with the Kinase-Glo™ method yielding the largest number of unique hits [16]. Even less hit
overlap was observed when a 30,000 compound library was screened using three technologies
(SPA, TR-FRET, and FP) by Sills et al.[9]. The reasons for the discrepancy among assays are
also hard to determine because the capability to find hits involves many factors such as substrate
sequence, the labeling of fluorescent probes, the conjugation of biotin/streptavidin beads,
buffer composition, pH, enzyme quality, library quality, compound background, detection
sensitivity, excitation range, reaction steps. Based on others’ and our own experiences, we
strongly recommend that scientists test a few different assay formats for assay development
and validation before making a final decision. For example, we have tested both FP (Echelon
Biosciences, Inc., UT) and TR-FRET (Millipore, CA) assay Kits for PI3K reactions and small-
scale HTS and found that although both assays produced consistent 1Csq values for control
inhibitors such as wortmannin, P13-Ky Inhibitor (5-quinoxalin-6-ylmethylene-
thiazolidine-2,4-dione), and P1-103 (3-(4-(4-morpholinyl) pyrido [3',2":4,5] furo [3,2-d]
pyrimidin-2-yl) phenol), the TR-FRET Kits produced more consistent data in day-to-day
operation [39].

For biochemical functional based drug profiling and assay validation, radiometric based assays
represent the preferred approach because they produce less false positives and false negatives.
Hubert et al.[40] reported a 95% overlap of inhibitors after screening 30,000 compounds by
using the radiometric filtration binding assay and antibody-based competition FP assay against
the Rho-associated kinase 1l (ROCK-II). Similarly, Ahsen et al. compared the SPA and TR-
FRET assays with a 300,000 compound library HTS against a tyrosine kinase and found that
the correlation of the two technologies for hit discovery has an R? value of more than 0.85.
However, the TR-FRET assay had a 10% false positive rate compared with the 2.5% false
positive rate in the SPA assay [14].

In addition to HTS to identify hits, kinase profiling to select specific inhibitors is another key
application for kinase assay development. Because the ATP binding site is highly conserved
across the human kinome, and most existing kinase inhibitors are ATP competitive inhibitors,
it is essential to profile the lead drugs against a large panel of kinases to avoid any potential
off-target activities. Indeed, screening to determine compound specificity has become a key
component of the kinase drug discovery process. For this application, radiometric filtration
binding assays become the choice for activity-based assays because it is universally applicable
to all kinases, and as such is often referred to as the ‘gold standard’. However, even the direct
detection of kinase activity assayed using radiometric methods does not guarantee the
production of reliable data unless these assays are performed with carefully optimized assay
conditions developed for each kinase. For example, the components and concentration of
detergent, bovine serum albumin (BSA), and MnCl; can all interfere with certain chemical
scaffolds, and substrate selection can dramatically alter the inhibition profiles. The use of
standard control inhibitors in 1C5q mode for each kinase can help to reduce the discrepancy
created by day-to-day operations; therefore, we have developed each kinase assay by running
a group of common control inhibitors and have posted the results as a reference (Figure 5).
The values from these control reactions will allow for the assessment of the quality of the data
obtained for each target in each experimental run. Based on our experiences with profiling
work, we believe that multi-layer controls such as these in each assay are essential.

Other important considerations when choosing kinase profiling assays is the mode in which
the profiling will be performed and the ATP concentration at which the reaction will be carried
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out. When testing a small number of compounds, we suggest that the ICsy mode should be the
first choice, as this method yields more useful and reliable data. By contrast, if a large panel
of compounds is to be tested, researchers may prefer to use a single dose (replicate) mode so
as to manage profiling costs. When considering the ATP concentration at which to perform
kinase profiling work, it is important to remember that assays performed at the K, value of
ATP for a given kinase or a fixed value of ATP can both yield a valid indication of the potency
of a group of compounds. However, the interpretation of data obtained using different ATP
concentrations will require knowledge of the inhibition mode of a given class of compounds.
For example, commonly studied ATP competitive inhibitors have an 1Csq value equal to K;j(1
+[S)/Kp). As such, the 1Csq value will increase with increasing ATP concentration; however,
the K; value should not change. Knowledge of the mode of inhibition of test compounds
combined with the use of such equations makes it easy to interpret the inhibition data obtained
from profiling performed at any ATP concentration. ATP concentration in cells is in the low
millimolar range, yet most kinases assays are performed in the low micromolar range for
finding inhibitors. In general, we suggest a relatively low ATP concentration when ‘casting a
large net’ to identify unwanted off-target effects or when seeking a new potential target for
some known compounds. Conversely, arelatively high ATP concentration would be used when
seeking to determine the specificity of a given compound towards a more focused group of
targets. Ligand binding-based assays may not be affected by ATP concentrations; however, it
should be noted that the binding affinity data generated from binding assays and 1Csq values
generated from functional based assays may be distinct from each other because of the nature
of the assay platforms [41]. Therefore, the Ky values and 1Csq values using these approaches
should not be compared directly without understanding the reaction conditions in each assay.

The overall cost of profiling lead compounds against a large number of kinases is a driving
factor in the decision making process of when to profile and with which set of compounds. It
is our opinion that if the profiling is performed in the early stage of structure-activity
relationship (SAR) studies, the lead optimization process could be moved forward at a faster
rate than performing the profiling in the later SAR stage, which is the major practice for most
companies. Researchers considering kinase profiling should also note that advances in the
techniques discussed in this review make it possible to profile a very large number of
compounds (over 10,000) using low-volume fluorescence-based assays such as HTRF and
FRET or the low-cost radioisotope filtration binding assays such as the HotSpotSM technology.
The ability to profile such a large number of compounds can greatly aid SAR studies and speed
up the lead optimization process.

In conclusion, the major forms of kinase assay methods and technologies along with their
advantages and challenges are discussed and further summarized in Table 2. Although there
is no single technology that is sufficient to satisfy all kinase drug discovery needs, the good
news is that it should always be possible to find a suitable assay format for specific needs and
targets in the drug development process.
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Figure 1. The common fluorescence polarization (FP) assays

A. This approach (e.g., Transcreener " Kinase FP assay) detects the change of ADP
concentration by using a specific ADP antibody labeled with a fluorescence tracer. The ADP
produced in the reaction will compete off the antibody from the tracer. B. This approach (e.qg.,
HitHunter ™, PolarScreen™, and KinEASE™ assays) requires an antibody that has a different
binding affinity towards the real phosphorylated substrate product and the phosphorylated
peptide tracer. C. The IMAP™ assay is a non-antibody approach that uses the high affinity of
trivalent metal ions to bind the phosphate.
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Figure 2. The common FRET based assays

A.The Z-Lyte™ assay uses FRET-peptide as the substrate with donor (coumarin) and acceptor
(fluorescein) fluorophores. In the reaction, a site-specific protease recognizes and cleaves the
non-phosphorylated FRET-peptides to yield a high coumarin fluorescent signal. B. The
AlphaScreen™ assay relies on the use of a donor and an acceptor bead that are coated with a
layer of hydrogel for conjugating functional groups. The biotinylated substrate and
antiphosphate antibody bring the donor and acceptor beads into close proximity (~ 200 nm);
when excited by a laser the donor bead converts ambient oxygen to a more excited singlet state,
and the singlet state oxygen molecules diffuse across to react with a chemiluminescer in the
acceptor bead, which further activates fluorophores contained within the same bead.
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Figure 3. The common TRF assays

A. DELFIA® assay is very similar to ELISA-based assays but with a lanthanide-labeled
antibody for detection. The lanthanide can be dissociated by a low pH enhancement solution
and forms a stable fluorescent chelate inside a protective micelle in the enhancer solution. B.
The HTRF assay is a combination of the TRF and FRET assays. The europium cryptate
complex can transfer excitation energy to an acceptor molecule, XL665, when they are brought
into close proximity with one another. The energy captured by the cryptate europium during
excitation is transferred to the acceptor and then released as a FRET signal.
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Figure 4. The ligand-kinase binding assay
A. In the KinomeScan™ binding assay, the kinase is first incubated with a standard kinase
inhibitor that is biotinylated and immobilized with a streptavidin-coated magnetic bead. The
new test compound is then added into this mixture, and it will replace the biotinylated kinase
inhibitor if it is a stronger competitor. The displaced kinases can be then quantified by RT-
PCR or other technologies. B. In the enzyme fragment complementation assay, the small
peptide fragment (enzyme donor (ED)) is conjugated with a known ligand that binds with the
kinase, a stronger kinase binder can displace the ligand. The free ED will then rapidly bind
with the large protein fragment (enzyme acceptor (EA)) to form active B-galactosidase enzyme
that hydrolyzes the substrate to produce an easily detectable chemiluminescent or fluorescent
signal. The compound structures in this image are for illustration only.
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Figure 5. The I1Cgq heatmap of common control kinase inhibitors against over 200 kinases

All assays were performed with 1 uM ATP.
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