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DNA polymerases are crucial for maintaining the fidelity of
genetic information encoded into DNA, and failure to repair aberrant
bases in damaged DNA strands is notoriously implicated in
oncogenesis. During base excision repair (BER),1,2 DNA poly-
meraseâ (pol â) inserts the correct deoxynucleoside triphosphate
(dNTP), replacing an excised damaged or mismatched nucleoside
residue, with release of pyrophosphate. The smallest eukaryotic
cellular DNA polymerase, polâ is an error-prone enzyme that is
tightly down-regulated in normal somatic cells, but often overex-
pressed in human tumors, and has been the subject of extensive
studies examining its roles in BER2 and cancer.3

Probes of molecular interactions with nucleic acid polymerases
can be created by designed modifications in the structures of natural
dNTPs. Although such analogues may be usefully modified in their
nucleoside moieties to create active site probes, as shown for
example by the recent work of Kool,4 changes to the triphosphate
group are of particular interest because this group is the locus of
chemical transformation catalyzed in the polymerase active site.
Replacement of the PR-O-Pâ bridging oxygen by a carbon atom
(CXY) will prevent hydrolysis, whereas a Pâ-CXY-Pγ modifica-
tion will alter the leaving group properties, depending on the nature
of substituents X and Y, while conferring resistance5 to dephos-
phorylation. The introduction of these substituents potentially may
also enable entirely new bonding (or repulsive) active site interac-
tions, not present with the natural nucleoside triphosphate, and thus
could inform inhibitor design seeking to exploit polâ as a drug
target.

Recently, a series of unfluorinated (X,Y) H, 1) and fluorinated
(X,Y ) F, 2; X,Y ) H,F, 3 (R) or F,H 4 (S)) â,γ-methylene-
bisphosphonate analogues of dGTP (Chart 1) and related com-
pounds were used to examine leaving group effects on polâ
catalysis and fidelity.6 These analogues are substrates of the
polymerase, but release an X,Y-methylenebisphosphonate in place
of the natural pyrophosphate leaving group. Severalâ,γ-CXY dNTP
analogues were previously investigated as inhibitors of different
DNA polymerases and viral reverse transcriptases,7 but the
structures of the putative complexes formed during turnover were
not determined. In previous studies, the CHX analogues (or more
generally, CXY analogues where X* Y) have been used as the
diastereomer mixtures always obtained synthetically when the
substituted methylenebisphosphonate is coupled to a dNMP, and
their potential for a stereospecific interaction with the polymerase
active site has received little or no attention.

In this Communication, we report X-ray crystallographic studies
and computer docking simulations of terminal ddNMP primer-
template polâ complexes with dGTPâ,γ-fluoromethylenebis-
phosphonate analogues3 and4, leading to the first demonstration
of stereospecificityin dNTPâ,γ-CHX analogue-enzyme complex
formation.

(R/S)-â,γ-CHF-dGTP (3/4) (and also the corresponding CH2 and
CF2 analogues) were prepared by DCC-mediated conjugation of
the morpholidate8,9 of dGMP (5) in anhydrous DMSO with the
tributylammonium salt of the appropriate methylenebisphosphonic
acid, followed by two-stage preparative HPLC to achieve a high
degree of purity with respect to contaminating nucleotides. The
(mono- and difluoromethylene)bisphosphonic acids10,11 (6b, 7b)
were prepared using the more convenient12 Selectfluor (8) in place
of perchloryl fluoride10 to synthesize the intermediate fluorinated
esters (6a, 7a)10,11 from tetraisopropyl methylenebisphosphonate.
In consistency with an early study of the mixed (R/S)-â,γ-CHF
analogues of ATP,13 at pH 10 or higher,3 and 4 could be
individually detected and quantified (1:1) by their overlapping but
resolvable19F NMR resonances, exhibited as a pair of ddd withδ
-218.61 and-218.77 ppm.

For protein crystallography, human polâ was overexpressed in
E. coli and purified as described previously.14 The double-stranded
DNA substrate consisted of a 16-mer template (5′-CCGACCGCG-
CATCAGC-3′), a complementary 9-mer primer (5′-GCTGATGCG-
3′), and a 5-mer downstream oligonucleotide (5′-pGTCGG-3′), thus
creating a two-nucleotide gap with annealed primer. Addition of
ddCTP terminates the primer and creates a one-nucleotide gap. The
1:1 mixture of3 and4 was added to a solution of the preformed
protein-DNA complex.

The crystal structure of the resulting complex was resolved at
2.1 Å. The analogue was found in the enzyme active site position
normally occupied by dGTP, and its configuration overall was a
good match for that of the natural substrate. However, despite both
CHF stereoisomers being present at very similar concentrations in
the crystallizing mixture, electron density was only observed for a
single fluorine atom in the complex, corresponding to the (R)-CHF
stereoisomer (3) (Figure 1). In contrast, in a comparable crystal-
lography experiment, the correspondingâ,γ-CHCl analogue stereo-
isomers populated the DNA pol active site about equally (Pedersen,
L. C., personal communication). Exclusion of the (S)-â,γ-CHF
analogue is not the result of an unattainable binding conformation,
because the crystal structure of the corresponding CF2-analogue
complex6 superimposes well with that of the (R)-stereoisomer.
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Chart 1. â,γ-CXY Analogues of dGTP (Charges Omitted)
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Thus, in the absence of an dominant steric factor, asymmetric
polarization induced by the F substituent presumably influences3
versus4 binding specificity electrostatically.15 If we assume that
the limit for detection of fluorine electron density at the (S)-F
position corresponds to aS/R ratio of roughly 1:4 or less, then a
stereospecific interaction on the order of 0.8 kcal/mol would suffice.
The fluorine atom in the3 complex is located 3.1 Å from an Arg183
guanidine N atom (Figure 1), raising the possibility that an unusual16

F‚‚‚H bonding interaction17 contributes to stabilizing the preferred
stereoisomer within the desolvated and preorganized15,18 enzyme
active site complex. Further studies are in progress to explore this
possibility and alternative explanations.16b

Molecular docking calculations19 are often valuable in studying
protein-ligand interactions. Prior to attempting the crystallography
studies, we first carried out an exploratory ligand docking experi-
ment based on theR,â-NH-dUTP-DNA-polâ structure (2FMS),20

using Autodock 3.0,21 substitutingâ,γ-CF2-dTTP for the dUTP
analogue. Docking runs predicted a preferredâ,γ-CF2 triphosphate
chain orientation similar to that of natural dNTPs, but placing one
of the two diastereotopic F atoms close to Arg183 in the active
site environment. Redocking of3 using our recently availableâ,γ-
CF2-dGTP-DNA-pol â structure (2ISO)6 revealed a clustering of
solutions placing the F atom within bonding proximity of the
Arg183, whereas with4 such an interaction was less favored. An
overlay of the nucleoside moieties and triphosphate backbones of
1, 2, and3 within the DNA polâ complexes (X-ray crystallographic
data) reveal them to be substantially congruent, confirming that
introduction of the F atom(s) does not perturb the overall fit of the
substrate to the active site and that the F atom positions are similar
in 2 and3.

In conclusion, under crystallization conditions,3 is preferentially
bound from a 1:1 mixture of diastereomers3 and4 into a DNA-
pol â complex, in which a polar CHF bond to Arg183 is spatially
allowed. Docking simulations predicted this configuration to be
more likely with 3 than with itsS stereoisomer4, which was not
observed in the crystal complex. Substitution of a single fluorine
atom at the bridging carbon atom of aâ,γ-CH2-dNTP analogue,
while offering the advantage pKa properties more closely mimicking
those of the dNTP substrate,22 also may result in stereospecific
binding to the targeted active site, determined by the CHF chirality.
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Note Added in Proof: A PDB search for ligand C-F
interactions with the guanidinium group of Arg has documented
a number of examples underscoring the fluorophilic character
of the Arg side chain: Mu¨ller, K.; Faeh, C.; Diederich, F.
Science2007, 317, 1881-1886.

Supporting Information Available: Synthesis and characterization
data for1-7; crystallographic data for the complex of3 with DNA
pol â (PDB ID, 2PXI); computer docking results. This material is
available free of charge via the Internet at http://pubs.acs.org.
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Figure 1. Detail from X-ray crystal active-site structure of DNA polâ:DNA
complex soaked with a 1:1 mixture of3 and4.
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