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Abstract

The usefulness of modern DFT methods is considered for establishing the absolute configurations
of DNA lesions by comparisons of computed and experimentally measured optical rotatory
dispersion (ORD) and electronic circular dichroism (ECD) spectra. Two rigid, structurally
different DNA lesions (two spiroiminodihydantoin stereoisomers and four equine estrogen 4-
hydoxyequilenin — DNA sterecisomeric adducts) have been investigated. In all cases, the signs
and shapes of the computed ORD spectra reproduced the experimentally measured ORD spectra,
although the magnitudes of the computed ORD values are different. The computed ECD spectra
also reproduced the shapes of the experimental ECD spectra rather well, but are blue-shifted by 10
— 20 nm. The assignments of the absolute configurations of the DNA lesions studied based on
computed and experimental ORD and ECD spectra are fully consistent with one another. The
computational DFT method shows significant promise for determining the absolute configurations
of DNA lesions. Establishing the stereochemistry of DNA lesions is highly useful for
understanding their biological impact, especially when sufficient amounts of material are not
available for other methods of structural characterization.
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INTRODUCTION

The mechanisms of cellular DNA damage caused by endogenous reactive oxygen and
nitrogen species secreted during the inflammatory response are of considerable interest
because of the potentially genotoxic nucleobase lesions that are formed (1). If not repaired
by cellular DNA repair systems before DNA replication occurs, error-prone translesion
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synthesis can lead to mutations in genes that code for proteins that play important roles in
the development and progression of many cancers. Many chemical carcinogens present in
our polluted environment are metabolized to highly reactive intermediates that also form
covalent adducts with cellular DNA bases. The polycyclic aromatic hydrocarbon (PAH)
class of chemical carcinogens that are formed by the combustion of fossil fuels, are present
in tobacco smoke and play an important role in the etiology of lung and other forms of
cancer (2). The stereochemical properties of the metabolites and the sterecisomeric DNA
lesions formed play an important role in their formation (2), the conformations of the DNA
lesions formed (3), and their processing by biological replication (4-9) and DNA repair
systems (10-13).

While the absolute configurations of most of the PAH metabolite-DNA adducts are well
established (14-16), our interests have focused more recently on chemically very different
stereoisomeric DNA lesions with absolute configurations that had not yet been studied.
These include the stereoisomeric spiroiminodihydantoin (Sp) lesions that are oxidation
products of guanine in DNA (17, 18), and DNA lesions derived from metabolites of equine
estrogens equilin and equilenin that constitute the active ingredients in the hormone
replacement therapy formulation Premarin (Figure 1). The latter is widely prescribed to
alleviate post-menopausal symptoms (19) and has been associated with some adverse side
effects such as enhanced risk of heart disease and breast and uterine cancer (20-24). The
absolute configurations of these DNA lesions are of critical importance for understanding
the biochemical processing of these stereocisomeric DNA adducts in vitro and in vivo (25—
27). Unfortunately, these DNA lesions are available only in small amounts and establishing
their absolute configurations is a challenge in the absence of crystal structures (28).

A review of the literature indicates that significant progress has been made in recent years
on computing the chiroptical characteristics, such as optical rotatory dispersion (ORD) and
electronic circular dichroism spectra (ECD) (29-45). The reliability of these methods for
determining the absolute configurations of chiral organic molecules has increased
substantially (46—48). The combined use of both ORD and ECD leads to more reliable
assignments of absolute configurations and provides generally good agreement between
computed and experimentally measured ORD and ECD spectra, although exceptions have
been noted (37, 46, 49-57).

In this article, we briefly summarize the important structural and biological characteristics of
the DNA lesions that motivated this work, and present a mini-review of our combined
experimental and computational results (28, 58, 59). We also recall some of the findings
drawn from the rich literature describing the determinations of absolute configurations of
chiral organic compounds by computational methods. The microgram quantities of DNA
lesions available to us necessitated the assembly of a simple but sensitive instrument for
measuring the wavelength dependence of ORD. These experimentally determined spectra
were then compared to computed ORD and ECD spectra, and we discuss how mass
spectrometry methods were used to establish the absolute configurations of the 4-
hydroxyequilenin-2’-deoxycytosine adducts (4-OHEN-C, Figure 1). While the calculated
and experimental characterization of vibrational circular dichroism (VCD) spectra has
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provided yet another method for studying absolute configurations (50, 51, 60-64), this
approach is beyond the scope of our studies.

STRUCTURAL AND BIOLOGICAL PROPERTIES OF EQUINE ESTROGEN
AND Sp LESIONS

Stereoisomeric DNA lesions derived from the reactions of 4-OHEN with DNA

Equilin and Equilenin are structurally similar to the human estrogen estrone (Figure 1)
except that they possess one- and two additional double bonds, respectively (19). In living
cells, these conjugated estrogen derivatives are rapidly metabolized to the catechol 4-
hydroxyequilenin (4-OHEN) that, in turn, readily auto-oxidizes to the o-quinone form (19,
65-67). These quinoids are cytotoxic and genotoxic, and can react with dC, dA, and dG in
DNA to form unusual stable, stereoisomeric cyclic bulky adducts (27, 65, 68, 69). These
adducts have been detected in animals (70) and humans exposed to equine estrogens (71),
suggesting that they may play a role in mammary carcinogenesis, a potentially significant
adverse side effect of hormone replacement therapy (67). The metabolite 4-OHEN forms
bulky covalent DNA adducts with cytosine and adenine in DNA (27), not only with
strikingly different absolute configurations (72) (Figure 1), but also with opposite
orientations relative to the modified bases in double-stranded DNA. These differences have
an impact on the processing of these DNA lesions by cellular enzymes, although these
phenomena are still poorly understood. Suzuki et al. reported that the miscoding frequencies
and specificities of 4-OHEN-2’-deoxycytosine adducts in vitro were strikingly influenced by
the adduct stereochemistry and DNA polymerase used (73), while Chen reported that
nucleotide excision repair of these DNA lesions was also adduct stereochemistry-dependent
(74).

The stereiosmeric Spiromiminodihydantoin lesions in DNA

Among the oxidatively formed DNA lesions (18, 75), the diastereomeric
spiroiminodihydantoins that are oxidation products of guanine and 8-oxo-7,8-
dihydroguanine in DNA, have received significant attention in recent years (17, 76—79). QM
geometry optimization studies have shown that the Sp R and S enantiomers (in the absence
of the deoxyribose residue) have two rigid and nearly flat rings in a near-perpendicular
nonplanar orientation with respect to one another (Figure 2) (80). Because of the unique
chemical structures of the Sp enantiomers, the impact of these lesions on the properties of
DNA and their biological functions are of great interest. Experimental (81) and
computational studies (26) have shown that the two Sp lesions severely distort the DNA
duplex in a stereoisomer-dependent manner. There is evidence that the two stereoisomeric
Sp lesions are processed differently during translesion bypass in vitro, and are highly
mutagenic in vitro (82, 83) and in vivo (84, 85) and cause G->C and G->T transversion
mutations in E. coli (82, 85, 86). It has also been observed that the mutational properties of
these lesions in E. coli are stereochemistry-dependent (85). The two Sp stereoisomeric
lesions are also repaired with different efficiencies via the base excision repair pathway by
the human Neill glycosylase (87). Recently, Sp was detected in repair-deficient Escherichia
coli cells following exposure to chromate (88), thus, suggesting that Sp may contribute to
oxidative DNA damage in vivo under conditions of oxidative stress (18).
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COMPUTATIONS OF ORD AND ECD

The density functional theory (DFT) has been the most widely used approach for computing
and deducing the chiroptic properties of sterecisomeric compounds based on their absolute
configurations. Comparisons of these characteristics with experimentally measured ORD
and ECD properties provides a useful approach for determining absolute configurations of
stereoisomeric molecules (40, 42). The B3LYP hybrid functional with different 6-31G(d)
basis sets are commonly used, and other approaches like coupled cluster (CC) (36, 54, 89,
90) and enhanced basis sets including diffuse p-functions of hydrogen atoms (32) are in use.
Complicating factors are the effects of solvent (54, 55) on solute-solvent (57) and solute-
solute interactions (91), and multiple conformations (42, 53, 92) that can be affected by the
solvent environment (52, 93), or by bulky substituents (56). We consider selected examples
of some of these approaches for evaluating absolute configurations in the following section.

Comparisons of computed and experimental OR

Significant success has been documented in computing specific optical rotations, [a]p, on
the optically transparent long-wavelength side of the Cotton effect region at the Sodium D-
line at 589 nm. DFT calculations of [a]p for a series of 65 conformationally rigid alkanes,
alkenes, ketones, and miscellaneous other chiral molecules with small specific rotations
showed that the sign of the predicted [a]p was incorrect for only eight cases (39). In
general, difficulties arise when the [a]p values are small due to overlapping contributions of
opposite signs from different electronic transitions that can lead to a near-cancellation of the
overall specific rotation values. It is now accepted that the calculations of [a], at multiple,
shorter wavelengths A is more accurate since the magnitude of the specific rotation increases
with decreasing wavelength, thus leading to more accurate identifications of absolute
configurations. Following a protocol first introduced by Polavarapu (94), Giorgio et al (37)
systematically used the prediction of ORD curves and their comparison with experimental
data for assignment of absolute configurations. With the ORD curves calculated near to but
not at the frequency of the resonance, this approach provided a reliable method for the
assignment of absolute configuration of both rigid and conformationally flexible molecules
(37, 53, 95-97). Thus, the assignment of absolute configurations by comparison of predicted
and observed ORD curves has been satisfactory, although the exact match between
experiment and theory is a function of the computational methodologies used (see, for
example (90)).

When the molecule of interest is conformationally flexible, the contributions of each
conformer to the Boltzmann equilibrium, each with different values of specific rotations, are
difficult to evaluate accurately by computational methods. The effects of solvents of
different polarities on the chiroptic characteristics of the molecules can be significant
because of hydrogen bonding and van der Waals intra- or intermolecular interactions that
may depend on solvent, thus adding to the complexities of the analysis of absolute
configurations (42, 52, 53, 92).

Most of the reported quantum mechanical ORD studies in the literature have been confined
to the non-resonant region on the longer wavelength side of the Cotton effect. The
calculation of the ORD in the resonant frequency region has been described by Ruud et al.
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(36). Their implementation encompassed Hartree—Fock theory, multi-configurational self-
consistent field theory, and Kohn-Sham DFT (98). The theoretical ORD spectra were also
calculated in the resonant region by Polavarapu (41), using linear response theory, and also
using the KK transform of the theoretical ECD spectrum, at different theoretical levels,
namely BHLYP/6-31G*, B3LYP/6-31G*, BLYP/6-31G*, and HF/6-31G*. Good agreement
was noted between experimental and predicted spectra for Cvg, thus allowing for an
unambiguous determination of the absolute configurations. Calculations with a larger aug-
cc-pVDZ basis set has been attempted, but the 1700 basis functions involved with this basis
set resulted in linear dependencies and convergence problems that made it difficult to pursue
these calculations (41).

Wavelength dependence of ORD

Calculations of ORD values at multiple wavelengths and comparisons of computational and
experimental data for assignments of absolute configurations have been described (37, 52).
The ORD curves were calculated near to but not at the frequency of the resonance,
following a protocol first introduced by Polavarapu (94). The calculation of ORD curves
provides a more reliable method for the assignment of absolute configuration of the rigid
and conformationally flexible molecules than single-wavelength [a]p values (37, 95). In
addition, the B3LYP density functional and three different basis sets, namely 3-21G**,
MidiX and DGDZVP were used for (+)-chlorofluoroiodomethane (96).

The accuracy of assignments of absolute configurations of molecules by ab initio
calculations of the optical rotation values have been improved by adding calculations of
ECD (44, 45, 52, 99, 100). Good resemblance between the signs and positions in wavelength
of the computed and experimental ECD spectra have been observed, although there is often
a nearly uniform shift in wavelength between these spectra, and the agreement between the
computed and experimental rotational strengths are less satisfying (43). Computation of CD
spectra in concert with optical rotations adds robustness to the assignment of absolute
configuration as demonstrated for a variety of different chiral organic molecules, where the
utilization of both optical properties reinforces chiral assignment when the results derived
from the two methods converge (46, 49, 51-53, 92).

In summary, the concerted use of multiple chiroptical spectroscopic methods enhances the
reliability of determination of molecular absolute configurations (48). A critical element in
the computation of ORD and ECD spectra is the choice of level of the basis set (34, 62).
Although there are quantitative differences between computed and experimental data, which
are likely due to imperfections in the density functional, the neglect of solvent and
temperature effects (54), or conformational flexibility (52), these approaches provide
generally reliable assignment of absolute configuration.

INSTRUMENTATION

Apparatus

Standard CD spectrometers have adequate sensitivities that allow for the convenient
recording of reliable CD spectra of chiroptic materials in the tens of micromolar range.
However, a commercial polarimeter available to us for measuring specific rotations required

Chirality. Author manuscript; available in PMC 2014 May 26.



1duosnue Joyiny vd-HIN 1duosnue Joyiny vd-HIN

1duosnuely Joyny vd-HIN

Ding et al.

Page 6

a large volume of solution (20 cm pathlength), and was suitable for measuring optical
rotations at fixed wavelengths only (e.g., at the sodium D-line of 589 nm). The synthesis of
large amounts (>> 10 mg range) of DNA lesions needed for the measurements of optical
rotations using such instruments can be prohibitively labor-intensive, and thus impractical.
Furthermore, as noted above, it is desirable to measure ORD spectra on the long-wavelength
side of the Cotton effect since the sensitivity of the measurement increases as the
wavelength is decreased and approaches the absorption band of the lowest energy electronic
transition. Since a high-sensitivity instrument was not available to us for measuring ORD
spectra, we constructed our own system mainly from commercially available components
(Figure 3). The only, but key component, was the homebuilt operational amplifier. This
feedback device was designed to maintain the output current of the photomultiplier at a
constant value by adjusting the voltage applied to the photomutiplier tube in order to
compensate for the differences in the incident light intensities at different wavelengths. In
this manner, the recording of the wavelength dependence of the optical rotation signals was
facilitated without subsequent corrections for the wavelength dependence of the sensitivity
of the photomultiplier tube or the light intensity. Additional details are summarized
elsewhere (58).

Performance

Using a 4 mm wide, 10 mm optical pathlength cell, we routinely measure ORD spectra
using ~ 300 pg of Sp nucleosides in a sample volume of 300 uL. The performance of this
system is satisfactory above 250 — 260 nm, depending on the sample. Below these
wavelengths, the light levels are too low because of the inexpensive monochromator and the
quartz optics utilized. Typical ORD spectra of several well known amino acids obtained
with this instrument are shown in Figure 4. These spectra, particularly the positive ORD
values for the L-amino acids Ala, His, Glu and lleu, and the negative values for Proline, all
in acid solution, are in qualitative agreement with the spectra reported a long time ago,
although the optical rotation values in Figure 4 are ~ 2 times smaller than reported earlier
(101). However, as shown elsewhere (58), our instrument yields ORD spectra of (1R)-(+)-
and (1S)-(-)-camphor that are qualitatively and quantitatively in agreement with the ORD
spectra published most recently (37).

COMPARISONS OF COMPUTED AND EXPERIMENTALLY MEASURED ORD
AND CD SPECTRA

TDDFT computations

A combination of experimental and computational methods was used to determine the
stereochemistry of several DNA lesions. The experimental and calculated ORD and ECD
spectra were utilized to determine the absolute configurations of the sterecisomeric pairs
that exhibited ORD and ECD of opposite signs. The specific optical rotations were
calculated using ab initio time-dependent DFT (TDDFT) (34, 39) and Gauge-Invariant
Atomic Orbital (GIAO) (32) methods. The hybrid functional B3LYP/6-311++G (2d, 2p)
basis set in Gaussian 03 was employed (102) to calculate ORD values, and the excitation
energies and rotational strengths. B3LYP is a widely used, state-of-the-art hybrid functional,
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while the 6-311++G(2d, 2p) basis set contains diffuse functions, which reduce basis set
errors in the calculated ORD values (34).

Absolute Configurations of Equine Estrogen — derived 4-OHEN-DNA adducts Adduct
stereochemistry

In the reaction of 4-OHEN with oligonucleotides in vitro, 4-OHEN-dC and dA adducts are
the major products (27), although guanine adducts have also been detected in vivo (70). The
4-OHEN-dC and dA adducts have the same bicyclo[3.3.1]nonane type linkage site (Figure
1) with three chiral centers connecting the nucleobase-4-OHEN ring system. However,
because of some highly strained ring conformations, only four different stereoisomeric
adducts are observed for each base adduct. The four stereoisomers differ from one another
by the absolute configurations of substituents about the C1', C2' and C3' atoms (Figure 1).
However, only the absolute configurations at C2' and C3' determine the chiroptic properties
of the 4-OHEN-C and -A adducts. The unsaturated bicyclo[3.3.1]nonane type linkage site
causes the conformations of the 4-OHEN-C and 4-OHEN-A base adducts to be severely
restricted. The chirality of the C3' atom determines the handedness of the 4-OHEN-C/A ring
systems, and the C2' chirality governs the orientation of its OH group. The 1'S,2'S,3'R-4-
OHEN-C1 and 1'R,2'R,3'S-4-OHEN-C2 stereoisomers are a pair with inverse R and S
configurations, as are the 1'S,2'R,3'R-4-OHEN-C3 and 1'R,2'S,3'S-4-OHEN-C4
stereoisomers. These pairs are thus nearly mirror images of one another; the symmetry is
broken only by the D ring with its C18" methyl group on the equilenin rings with S
configuration in all stereoisomers (Figure 1). In the 4-OHEN-C1/C2 pair, the C2' OH group
is oriented toward the cytosine base moiety, while in the 4-OHEN-C3/C4 pair this group
points toward the equilenin moiety. The characteristics of the 4-OHEN-A1/A2 and 4-
OHEN-A3/A4 pairs are identical to those of the C analogs. Here we shall focus on the 4-
OHEN-C adducts since the considerations for the 4-OHEN-A adducts are entirely similar
(28).

Distinguishing the four experimentally observed 4-OHEN — dC reaction products C1, C2,

C3, and C4

When 4-OHEN and 2’-deoxycytidine are reacted with one another in aqueous solution, four
reaction products are generated that are designated by their elution order in reversed phase
HPLC separation experiments using C18 columns. After complete removal of the
deoxyribose group by alkaline phosphatase, the resulting 4-OHEN-cytosine nucleobase
adducts are designated by the order of elution of their precursor 4-OHEN-dC adducts as the
4-OHEN-cytosine adducts C1, C2, C3, and C*. The yields of C1 and C2 adducts are
significantly lower than the yields of the C3 and C* pair of adducts at the nucleoside (68)
and oligonucleotide (27) levels. As shown elsewhere (28), this difference is attributed to the
unfavorable steric orientation of the C2’-OH group in the C1 and C2 cases which lowers the
yield of products.

Molecular modeling and molecular dynamics simulation studies show that the
conformations of the 4-OHEN-dC and -dA stereoisomeric adducts in DNA duplexes are
specifically governed by their unique stereochemical properties (25). Since the
stereochemical characteristics of these two types of adducts are similar, we focus here on the
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4-OHEN-C adducts, specifically on the 4-OHEN-C3/C4 adduct because we have associated
these with the experimentally observed C3 and C* major products of reaction (27, 28). We
found that the computed chiroptic spectra of the dC" nucleoside and C" nucleobase adducts
(n=1, 2, 3, or 4) are not significantly different.

ORD of 4-OHEN-C adducts

The computed and measured ORD spectra of the major C3 and C# adducts are of opposite
sign and symmetric to one another, within experimental error (Figure 5, top panel). The
ORD (and ECD) spectra of the minor products C! and C2 have the same shape and sign as
the major C3 and C* adducts, respectively (28). Thus, there are only two types of ORD and
ECD spectra of opposite sign that we attribute to the absolute configurations of the C1'-C2'-
C3' unsaturated bicyclo[3.3.1]nonane bridge (Figure 1). Calculations of single [a]p values at
589 nm are positive in sign for all four 4-OHEN-C stereoisomeric adducts, while
experimentally, two of the four stereoisomeric C1, C2, C3, and C* adducts exhibit negative
values of [a]p. This result is an illustration of the inaccuracies of computing [a]p values
already noted in this article, since the ORD values are intrinsically small at 589 nm. Minor
changes in the electronic distribution of the wave functions may introduce changes in sign of
the computed values. Therefore, single wavelength calculations of [a]sgg by the presently
available computation methods are not entirely reliable even with a high level basis set, at
least for the 4-OHEN-C adducts. Therefore, we calculated the wavelength-dependent [a ]
values in a wavelength region where the absolute value of the specific rotation increases
sharply with decreasing wavelength (Figure 5, top panel). The values of [a]) were
computed with the small basis set (6-31G*) because the large system under investigation
was computationally intractable using the higher level (B3LYP/6-311G++(2d,2p)) basis set.
The calculated ORD curves of each pair of 4-OHEN-C3/C4 and and the experimentally
measured C3/C* stereoisomeric adducts were compared in the 370 — 600 nm range (Figure
5). Although the quantitative fits are not exact, the absolute signs, as well as the increasing
magnitude of the specific rotation, [a];, as the wavelength is decreased, indicate that this
approach is useful for correlating the absolute configurations of the molecules to the signs of
the ORD spectra. Calculations below 370 nm are less reliable since the DFT method cannot
satisfactorily reproduce the wavelength dependence of ORD spectra in wavelength regions
that are close to electronic absorption bands, i.e., in wavelength regions where the ORD
signal abruptly changes sign (see, for example, (37)). The conformations of the 2'-OH
groups, specifically the dihedral angles H-O-C2'-C1' do not change the sign and shape of the
computed ORD curve (data not shown).

Assignment of the absolute configuration of the 2’-OH group by mass spectrometry
methods and impact of its configuration on 4-OHEN + dC reaction yields

The computed and experimental ORD spectra are not affected by the configuration of the 2’-
OH group at the C2' carbon, and the signs and shapes of the computed ORD (and ECD)
spectra are indistinguishable for the 4-OHEN-C1/C3 and —C2/C4 pairs of sterecisomeric
adducts, or the experimentally measured C/C3 and C%/C# adduct ORD (or ECD) spectra.
However, we have determined the C2’-OH configurations using a mass spectrometric
method based on the earlier findings of Embrechts et al. (69) who showed that the MS/MS"
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ion fragmentation patterns of C3/C# can be used to distinguish the configurations of the 2'-
OH groups (28).

Assignments of Absolute configurations C3/C* adducts from ORD spectra

Although the computational optical [a]) underestimate the experimental values, the signs
and shapes of the ORD spectra shown in Figure 5 (top panel), together with the MS/MS"
fragmentation patterns, suggest that the absolute configuration of the C1'-C2'-C3' bridge is
(+)-1'S,2'R,3'R-4-OHEN-C3 in the case of C3 adducts, and (-)-1'R,2'S,3'S-4-OHEN-C4 for
the C# adducts. Similar comparisons of the 4-OHEN-C1/C2 adducts yields the assignments
(+)-1'S,2'S,3'R-4-OHEN-C1 (experimental C! adduct) and (-)-1'R,2'R,3'S-4-OHEN-C2 for
the C2 adduct (28).

Computed ECD spectra are consistent with assignments based on ORD spectra

The ECD spectra of the reaction products C1 and C3 have the same sign and shape, while
adducts C2 and C* also have identical ECD spectra but of opposite signs to those of C! and
C3. The excitation energies and rotational strengths for the four 4-OHEN-C stereoisomeric
adducts were computed at the B3LYP/6-31G* level with Gaussian. The length and velocity
rotational strengths were in good agreement, indicating that the basis set error is small. Like
the experimental ECD spectra of the C3 and C# adducts, the simulated ECD spectra of 4-
OHEN-C3 and —C4 adducts exhibit two major CD bands in the 240 — 400 nm region of
opposite sign (Figure 5). Analogous results are observed in the case of the 4-OHEN-C1 and
—C3 adduct pairs (28). The positions of the computed and experimental maxima and minima
coincide in the case of 4-OHEN-C3 and the adduct C3, and the 4-OHEN-C4 and the C*
adduct (Figure 5). The good agreement between the computed and experimental ECD
spectra (Figure 5) permits the assignment of the absolute configurations of the C1'-C3'
bridge that are completely consistent with the assignments based on the ORD spectra.

In summary, either the ORD results alone, or the ECD results alone, are adequate for
identifying the absolute configurations of the C1'-C2'-C3' bridge of the C1, C2, C3, and C*
4-OHEN + dC reaction products. However, the configuration of the C2’-OH group cannot
be identified by chirooptic methods, and was determined by MS/MS" fragmentation
methods.

Absolute configurations of spiroiminodihydantoin diastereomers Experimental and
computed ORD spectra

The diastereomeric spiroiminodihydantoin 2’ deoxynucleosides are denoted by dSp1 and
dSp2, according to their elution order in reversed phase HPLC experiments using Hypercarb
column (59). The nucleobases Sp1 and Sp2 were obtained by hydrolysis of the 2’-
deoxynucleosides dSp1 and dSp2, respectively, as described earlier (58). The experimentally
determined ORD spectra of the two nucleobases, Spl and Sp2, dissolved in water, are
shown in Figure 6 (solid lines, top panel). The calculations of the ORD values were carried
out by TDDFT methods with Gaussian 03 (102) using the QM-optimized geometry of the
Sp R and S enantiomers obtained by DFT methods at the B3LYP/6-31G(d) level (80). The
computed ORD values are also shown in Figure 6 (top panel, solid circles). While there are
differences in the computed and measured values of the specific rotation values of the Sp
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enantiomers, the wavelength dependence of the measured and computed ORD values
resemble one another. The signs of the experimentally measured and computed ORD values
indicate that Sp1 has (-)-S absolute configuration, while Sp2 has (+)-R absolute
configuration. Recently, Karwowski et al. (103), based on a detailed analysis of 2-D NMR
data of dSp1 and dSp2 2’-deoxyribonucleosides, reached an opposite conclusion concerning
the absolute configurations of the Sp1 and Sp2 nucleobases, a contradiction that will need to
be clarified.

Tautomeric amino vs. imino forms of Sp enantiomers

ECD spectra

All computations were carried out for the amino Sp tautomeric forms (Figure 2). However,
Sp might partially exist in the imino form, as discussed in detail in our earlier publication
(80). Experimental data on the Sp amino-imino tautomer equilibrium are not available, but
QM geometry optimization calculations suggest that the amino form is lower in energy by
only ~1 kcal/mol than the imino form (80). We therefore computed the ORD values for the
imino tautomer of Sp as well. However, the predicted sign and magnitudes of the
wavelength-dependent optical rotation values for either enantiomer are indistinguishable
(58). The amino-imino tautomerism therefore does not influence the assignment of the
absolute configurations, nor does it account for the differences between the computed and
measured specific rotation values (Figure 6).

The measured ECD spectra of the enantiomeric Sp nucleobases are depicted in Figure 6
(middle and bottom panels, smooth curves), and are symmetric, as expected. The CD spectra
of the individual precursor dSp1 and dSp2 nucleosides are very similar in sign and
wavelength to the Spl and Sp2 spectra, respectively (data not shown). The vertical scales in
the ECD panels in Figure 6 are expressed in mdeg/absorbance unit at 230 nm (1.0 cm
pathlength) rather than in molar units because the molar extinction coefficients of the Sp
nucleobases could not be established because of the small amounts of material available.
The computed ECD spectra strongly resemble the experimentally measured spectra in shape
and sign (Figure 6, dashed lines). The simulated spectra exhibit three CD bands in the 180 —
340 nm range that reproduce the experimental spectra except for the 10 — 20 nm blue shift
relative to the experimental ECD spectra. Similar shifts of computed vs. experimentally
measured ECD spectra have been reported for other systems (92). These differences are not
well understood, but may be due to errors in the density functional, and the neglect of
solvent and vibrational effects.

In summary, comparisons of the experimentally measured and computed ORD and ECD
spectra clearly indicates that Sp1 has (-)-S absolute configuration, while Sp2 has (+)-R
absolute configuration, in agreement with the ORD results.

SUMMARY AND CONCLUSIONS

The concerted use of multiple chiroptical spectroscopic methods enhances the reliability of
determination of absolute configurations (48). A critical element in the computation of ORD
and ECD spectra is the choice of level of the basis set (34, 62). Although there are
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quantitative differences between computed and experimental data, which are likely due to
imperfections in the density functional, the neglect of solvent and temperature effects, or the
conformational flexibility when relevant, these approaches provide reliable assignment of
absolute configurations of the DNA lesions studied up till now. Both the ORD and ECD
approaches point consistently to the same identifications of absolute configurations, as
found in other applications (56, 104). We find that the ECD approach is particularly useful
because highly sensitive CD spectrometers are widely available. The computed ECD spectra
for all three molecular systems studied resemble the signs and shapes of the experimental
ECD spectra, but are nearly uniformly blue-shifted. Finally, an additional spectroscopic
method,VCD, is another useful approach for the assignment of absolute configuration in
addition to ECD and ORD (47, 51, 60-64).
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Figure 1.
Comparisons of chemical structures of estrone and equine estrogens, the metabolite 4-

hydroxyequilenin, and the stereochemical properties of 4-OHEN-C and -A adducts.
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Structures of spiroiminodihydantoins.
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Block diagram of ORD spectrometer.
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ORD of amino acids measured using the apparatus depicted in Figure 3. Concentrations: 1g/
100mL in 0.1N HCI. The results are presented in terms of molar rotation units to facilitate
comparison with the previous work of lizuka,E. and Yang, J.T., Biochemistry, 3, 1519
(1964).
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Figure5.
Top panel: Comparisons of computed 4-OHEN-C3 and -C4 adduct ORD spectra (circles)

and experimentally measured ORD spectra (solid lines) of C3 and C# adducts (see the text).
Middle and bottom panels: Computed 4-OHEN-C3 and -C4 adduct ECD spectra (dashed
lines), and comparisons with experimentally measured ECD spectra (solid lines) of C3 and
C* adducts (see the text).

Chirality. Author manuscript; available in PMC 2014 May 26.



1duosnue Joyiny vd-HIN 1duosnue Joyiny vd-HIN

1duosnuely Joyny vd-HIN

Ding et al.

2000

1000 4

,deg [dm (glcm3]'1)

o

-1000

ic rotation

Specifi

-2000 .

L} L]
300 400 500
Wavelength, nm

80

600

30

60
404

20

CD (mdeg)

-20 4

R-Sp

80

L B e e e e e S B A
180 200 220 240 260 280 300

—
320

30

60—
40+

20 4

CD (mdeg)

.20
-40

-60 -

-80

S-Sp

Wavelength (nm)

Figure®6.

Top panel: Comparisons of computed S- and R-Sp ORD spectra (circles), and

) L L) ) ) )
180 200 220 240 260 280 300

)
320

Ae (M'1cm'1)

Ae (M'1 cm'1)

Page 23

experimentally measured ORD spectra (solid lines). Middle and bottom panels: Computed
R- and S-Sp ECD spectra (dashed lines), and comparisons with experimentally measured

ECD spectra (solid lines). The experimental CD spectra are expressed in mdeg/per

absorbance unit at 230 nm (1.0 cm optical pathlength).
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