
Conformational Restraint is a Critical Determinant of Unnatural
Nucleotide Recognition by Protein Kinases

Scott M. Ulrich,a Nathan A. Salleeb and Kevan M. Shokata,c,*
aDepartment of Cellular and Molecular Pharmacology, University of California, San Francisco, CA 94143-0450, USA

bProgram in Chemistry and Chemical Biology, University of California, San Francisco, CA 94143-0450, USA
cDepartment of Chemistry, University of California, Berkeley, CA 94720, USA

Received 11 April 2002; accepted 27 April 2002

Abstract—This report describes the synthesis of N4-(benzyl) AICAR triphosphate, a conformationally restrained analogue of
N4-(benzyl) ribavirin triphosphate. Both of these nucleotides were evaluated as phosphodonors for wild-type p38MAP kinase and
T106G p38MAP kinase, a designed mutant with expanded nucleotide specificity. The conformationally restrained nucleotide,
N4-(benzyl) AICAR triphosphate, is orthogonal to (not accepted as a substrate by) wild-type p38MAP kinase, in contrast to
N4-(benzyl) ribavirin triphosphate. Furthermore, N4-(benzyl) AICAR triphosphate, is accepted as a substrate by T106G p38MAP
kinase, in contrast to N4-(benzyl) ribavirin triphosphate. We hypothesize that the presence of an internal hydrogen bond in
N4-(benzyl) AICAR and its absence in N4-(benzyl) ribavirin triphosphate is the main determinant for their differing structure–
activity relationships.
# 2002 Elsevier Science Ltd. All rights reserved.

Protein kinases are a large enzyme family that catalyze
phosphoryl group transfer from ATP to tyrosine or
serine/threonine residues on cellular proteins. Protein
phosphorylation is a central mechanism of cellular sig-
nal transduction and controls pathways such as insulin
signaling, T- and B-cell activation, cellular differentia-
tion, mitogenic signaling, and many others.1�3

Identification of the direct substrate(s) of an individual
protein kinase within a complex signaling cascade
involving many kinases has been difficult to accomplish
with existing experimental techniques. Efforts to eluci-
date protein kinase substrates using peptide libraries4�7

do not account for the secondary and tertiary structure
of substrate proteins, known to be a critical determinant
of protein kinase substrate specificity.8 Screening cDNA
libraries expressed on phage for protein kinase sub-
strates has also been used to identify candidate sub-
strates of MAP kinases9 and Src.10 However, it is clear
that these experimental conditions are vastly different
from conditions found in the cell, where protein–protein
interactions and cellular localization are both critical
determinants of protein kinase substrate specificity.1

Our laboratory has developed a chemical-genetic11�13

strategy to identify the direct substrates of protein
kinases. This method involves engineering a protein
kinase to utilize a synthetic analogue of ATP [N6-(benzyl)
ATP] that is orthogonal to, or a poor substrate of, all
wild type kinases. The benzyl substituent of N6-(benzyl)
ATP contacts I338 in v-Src, causing a severe steric
clash.14 Truncating the I338 residue to glycine in v-Src15

(or the corresponding mutation in other kinases16,17)
allows N6-(benzyl) ATP to bind and support phos-
phoryl group transfer. Adding g-[32P]-N6-(benzyl) ATP
to a complex cell preparation such as a cell lysate or
immunoprecipitation containing the mutant kinase
results in specific labeling of the direct substrates of only
the mutant kinase, even in the presence of all cellular
wild type kinases.15

Live or intact cells are the best context in which to
identify bona fide kinase substrates, since subcellular
localization and protein–protein interactions are key
determinants of kinase signaling specificity.1 Labeling
kinase substrates in vivo would require transient per-
meablization of the cell membrane to allow impermeant
ATP analogues to enter.18 This limited amount of
g-[32P] labeled ATP analogue would then compete with
the high (millimolar) cellular concentration of ATP for
the mutant kinase active site. In this case, it would be
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desirable to engineer a kinase allele that solely uses
analogues of ATP, but not ATP, GTP, or any other
naturally occurring nucleotide triphosphate. A kinase
that is insensitive to ATP will provide a higher signal-
to-noise ratio of substrate labeling, which is likely to be
critical for the identification of low abundance kinase
substrates in intact cells.

Here we report progress towards an ATP analogue that
is suited for a protein kinase that is insensitive to ATP
according to the following design strategy. N6-(benzyl)
ATP is a poor substrate for wild type kinases, because it
is sterically excluded from the active site (Fig. 1a). A
complementary space-creating mutation (I338G in
v-Src) is known to allow recognition and catalysis with
N6-(benzyl) ATP (Fig. 1b).19,20 We reasoned that mak-
ing small-to-large amino acid substitutions in the
kinase active site would sterically exclude ATP from
the active site. Synthetic ATP analogues that have
atoms ‘deleted’ from the adenine scaffold could avoid a
steric clash with this second mutation and bind the
pocket. Additionally, in order to label substrates specific
to a mutant kinase, such ATP analogues would have to
be orthogonal to the set of wild type protein kinases in
the cell; thus the original N6-benzyl substituent (and

corresponding I338G kinase mutation) should, if possible,
remain in place (Fig. 1c).

We previously described21 a nucleotide that was
designed to meet these criteria based on ribavirin, a
clinical antiviral agent.22 Ribavirin has the structural
features that we require to fit a sterically occluded pro-
tein kinase active site, yet is capable of presenting a
benzyl substituent to the I338G pocket and satisfies
hydrogen bonding patterns seen in most kinase/ligand
crystal structures (Fig. 2). We synthesized N4-(benzyl)
ribavirin triphosphate and tested this compound as a
phosphodonor for wild type p38 mitogen-activated
protein kinase (MAP kinase)23 and T106G p38y MAP
kinase. We expressed p38 and T106G p38 carrying an
N-terminal 6-histidine purification tag from bacteria as
described.24 Activating transcription factor-2 (ATF-2),
a known p38 substrate25 was used in conjunction with a
phospho-ATF-2 specific antibody (Cell Signaling, Bev-
erly, MA){ to detect p38-dependent phosporylation of
ATF-2 by western blotting (Fig. 3).

In agreement with similar experiments using v-Src and
I338G v-Src,21 the data indicate thatN4-(benzyl) ribavirin

Figure 1. Design goals of natural and unnatural nucleotides with wild
type and mutant protein kinases.

Figure 2. Nucleotides discussed in this report.

Figure 3. Wild type p38 (Row 1) and T106G p38 (Row 2) kinase assay
with no nucleotide (Column 1), ATP (Column 2) and N4-(benzyl)
ribavirin triphosphate (Column 3), using a western blot assay which
detects phospho-ATF-2, a substrate of p38.

yT106 in p38 corresponds to I338 in v-Src by sequence alignment.
{Purified p38 or T106G p38 (100 ng), ATF-2 (2mg), were incubated
with the appropriate nucleotide (100mM) for 20min at 23 �C in kinase
buffer (50mM Tris pH 8, 10mM MgCl2, 100mM NaCl) in a final
volume of 30 mL. Proteins were resolved by PAGE, transferred to a
nitrocellulose membrane and probed by Western blotting.
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triphosphate is not orthogonal to wild type p38. Fur-
thermore, N4-(benzyl) ribavirin triphosphate is not a
competent substrate for T106G p38. This is the exact
opposite of the structure–activity relationship we
desired.

We hypothesized that N4-(benzyl) ribavirin triphosphate
failed to meet our design criteria because the amide
bearing the benzyl substituent is conformationally flex-
ible, and can adopt a conformation (anti in Fig. 4a) that
does not clash with the T106 active site residue as we
observe in the case of N6-(benzyl) ATP.14 Thus,
N4-(benzyl) ribavirin triphosphate is not orthogonal to
wild type p38. The second problem is that N4-(benzyl)
ribavirin triphosphate is not a viable substrate for
T106G p38. Although N4-(benzyl) ribavirin triphos-
phate can also adopt a conformation similar to
N6-(benzyl) ATP (syn in Fig. 4a), we found it binds the
pocket exposed by the I338G mutation in v-Src much
more tightly than N6-(benzyl) ATP does, and appar-
ently in a non-productive orientation.21 Previous studies
on the base pairing preferences of deoxyribavirin incor-
porated into a DNA duplex utilizing NMR measure-
ments as well as semi-empirical calculations of the
amide conformation26,27 indicate that rotation about
the amide bond is extremely facile, and furthermore,
there is no significant energetic difference between the
syn and anti rotamers.

To remedy these issues, we designed an analogue of
N4-(benzyl) ribavirin triphosphate that is a benzyl sub-
stituted derivative of AICAR triphosphate (5-amino-
imidazole-4-carboxamide ribotide), an intermediate in
purine biosynthesis (Fig. 2).28 N4-(benzyl) AICAR tri-

phosphate was specifically designed to conformationally
restrain the benzyl substituent and properly orient it
towards the T106G pocket, rendering it orthogonal to
wild type p38 and a competent substrate for T106G p38
(Fig. 1c). The 5-amino group, present in AICAR and
absent in ribavirin, should constrain the benzyl sub-
stituent to a conformation similar to N6-(benzyl) ATP
by steric hindrance as well as through an intramolecular
hydrogen bond to the amide carbonyl group (Fig. 4b).
The crystal structure of AICAR shows this hydrogen
bond between the amide carbonyl and 5-amino group,
supporting this idea.29 Furthermore, studies on the
mechanism of AICAR transformylase showed that
N4-(allyl) AICAR and N4-(methyl) AICAR can bind
enzyme active sites that require the syn rotamer, but not
enzymes that require the anti rotamer (Fig. 4b).30

Therefore, we believe that N4-(benzyl) AICAR tripho-
sphate should similarly adopt primarily the syn con-
formation shown in Fig. 4. This is the conformation
that resembles N6-(benzyl) ATP, and should make
N4-(benzyl) AICAR triphosphate orthogonal to wild
type kinases and a substrate of kinases with a mutation
corresponding to T106G in p38. However, N4-(benzyl)
AICAR triphosphate is similar to N4-(benzyl) ribavirin
triphosphate in that it may accommodate mutations
that block ATP binding, our ultimate design goal.21

We synthesized the AICAR nucleoside by benzylation
of inosine31 followed by deformylation in base32 to yield
compound 2. Addition of the triphosphate moiety was
carried out according to the procedure of Ludwig33

(Scheme 1).34

We then evaluated N4-(benzyl) AICAR triphosphate as
a phosphodonor for wild type p38 and T106G p38 (Fig.
5) using the same assay used for N4-(benzyl) ribavirin
triphosphate described above. The result of this experi-
ment indicates that the 5-amino group of N4-(benzyl)
AICAR triphosphate has a profound effect on the
phosphodonor properties with respect to wild type p38
and T106G p38. N4-(benzyl) AICAR triphosphate is
not utilized by wild type p38 (Fig. 5, Row 1), yet is a
substrate for T106G p38 (Fig. 5, Row 2). Densitometry
measurements of the relative amounts of phospho-
ATF2 indicate that ATP is 12-fold more efficient than
N4-(benzyl) AICAR triphosphate as a T106G p38 sub-
strate.x This result confirms our hypothesis that con-
straining the conformation of the benzyl substituent is a
key factor in generating nucleotides that are: (1) ortho-
gonal to wild type kinases and (2) competent substrates
for mutant kinases such as I338G v-Src and T106G p38.

In conclusion, we have demonstrated that N4-(benzyl)
AICAR triphosphate is orthogonal to wild type kinases
and is a substrate of T106G p38, although it is utilized
less efficiently than ATP. This structure–activity rela-
tionship is critically dependent on the conformational
rigidity of N4-(benzyl) AICAR triphosphate. In con-
trast, N4-(benzyl) ribavirin triphosphate, a related
nucleotide that is conformationally mobile, is neither
orthogonal to wild type kinases nor a substrate of

Figure 4. N4-(benzyl) ribavirin triphosphate (a) can readily inter-
convert between two conformers with respect to the amide-triazole
bond. Syn N4-(benzyl) ribavirin triphosphate mimics N6-(benzyl) ATP,
yet binds T106G p38 (a kinase that efficiently uses N6-(benzyl) ATP) in
a non-productive conformation. N4-(benzyl) ribavirin triphosphate,
however, supports catalysis with wild type p38, presumably through
the anti conformation. Both of these facts are in contrast to the more
rigid nucleotide, N6-(benzyl) ATP. We therefore designed N4-(benzyl)
AICAR triphosphate (b), an analogue of N4-(benzyl) ribavirin tripho-
sphate that is restricted to the syn rotamer. Therefore, N4-(benzyl)
AICAR triphosphate is a nucleotide that should replicate the phos-
phodonor properties of N6-(benzyl) ATP, yet share with N4-(benzyl)
ribavirin triphosphate the ability to bind a mutant kinase active site
that excludes ATP.

xMeasured on an Alpha Innotech Chemimager 5500.
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kinases with mutations corresponding to T106G in p38.
N4-(benzyl) AICAR triphosphate is a good candidate
substrate for a kinase which is insensitive to ATP
because it can potentially bind a kinase active site that
sterically excludes ATP. Thus, N4-(benzyl) AICAR tri-
phosphate represents the first step in our ultimate goal
of designing a unique nucleotide triphosphate/protein
kinase pair. This will extend the scope of experiments
designed to label the direct substrates of protein kinases
to include most relevant context, the intact cell.
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