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ABSTRACT

DNA triplet repeats, 5-d(CTG), and 5-d(CAG),, are
present in genes which have been implicated in
several neurodegenerative disorders. To investigate
possible stable structures formed by these repeating
sequences, we have examined d(CTG),, d(CAG), and
d(CTG)ed(CAG), (n = 2 and 3) using NMR and UV
optical spectroscopy. These studies reveal that single
stranded (CTG), (n > 2) forms stable, antiparallel
helical duplexes, while the single stranded (CAG),
requires at least three repeating units to form a duplex.
NMR and UV melting experiments show that the T,
increases in the order of [(CAG)3]o < [(CTG)3]o <<
(CAG)3¢(CTG);. The (CTG); duplex is stable and ex-
hibits similar NMR spectra in solutions containing
0.1-4 M NaCl and at a pH range from 4.6 to 8.8. The
(CTG); duplex, which contains multiple-TeT mis-
matches, displays many NMR spectral characteristics
similar to those of B-form DNA. However, unique NOE
and 'H-31P coupling patterns associated with the
repetitive TeT mismatches in the CTG repeats are
discerned. These results, in conjunction with recent in
vitro studies suggest that longer CTG repeats may
form hairpin structures, which can potentially cause
interruption in replication, leading to dynamic expan-
sion or deletion of triplet repeats.

INTRODUCTION

The discovery of the association between trinucleotide repeat
expansions and several hereditary neurological disorders has
far-reaching implications for disease diagnosis and treatment
(1,2). These neurodegenerative diseases often exhibit an increase
in repeat unit length, a phenomenon known as dynamic mutation,
and a related increase in severity and/or decrease in the age of
onset of the disease with successive generations. There has been
an intensive effort focused on ascertaining the functional role that
nucleic acid repeat sequences may play in the mutational
mechanisms by which certain inherited human disorders are
transmitted. The DNA trinucleotide repeat 5’-(CAG)y, is found in
the open reading frame of gene sequences, which are associated
with the onset of at least six neurodegenerative disorders (3-8).

Myotonic dystrophy (9) shows a correlation to increased copies
of CTG repeats, but these are located in a 3’ untranslated region
of the MD gene, which has sequence homology to a cyclic-AMP
dependent protein kinase (10). Another class of triplet expansion
diseases are characterized by CCG/CGG triplet repeats, which are
associated with hypermethylation of CG islands adjacent to the
repeating sequence (11,12). This induces formation of fragile
sites, such as FRAXA and FRA16A, found in X syndrome (11)
and Jacobsen syndrome (12) related genes, respectively.

Trinucleotide repeat expansion is a well-recognized, but poorly
characterized, mutational mechanism implicated in human gen-
etic diseases. A fundamental question is whether these triplet
repeats would associate in an unconventional structure, which
may serve as a basic structural motif in formation of stable or
transient in vivo molecular assemblies. The discernment of such
structural motifs could provide a clue to the mechanisms that lead
to the manifestation of the degenerative disease states. It has been
recognized that certain repeating sequences may form stable
structures which, while lacking perfect Watson—Crick comple-
mentarity, may be essential to cellular function (13-15). NMR
studies have recently demonstrated that a heptamer strand
d(CGACGAC) containing the triplet repeat CGA or GAC forms
a parallel-stranded (denoted IT) DNA duplex at low pH (16,17).
The CGA trinucleotide has been shown to be able to promote the
formation of I1 DNA duplexes in a variety of sequence contexts.
Furthermore, long (CTG), repeats (n = 26-250) have been shown
to have a high probability of forming nucleosome assemblies
compared to the flanking random sequences in plasmid DNA
(18). The creation of such strong nucleosome positioning signals
inregions containing a high number of CTG repeats may interfere
with a cascade of biological processes, leading to dynamic
expansion/deletion of triplet repeats. These results demonstrate
the need for understanding the structure—function relationships of
certain DNA repeats.

In light of the crucial functional role of the triplet repeats, we
are interested in using NMR spectroscopy to investigate whether
short stretches of DNA triplet repeats can form stable secondary
structures. Our selection of the triplet sequences in this initial
study originated from the following considerations. Statistically,
all 60 unique triplets formed by the four natural nucleotides
(excluding four homo-trinucleotides) can be expressed in 20
oligonucleotide strands or 10 complementary duplexes. Among
these sequences, there are six unique triplets which fall into the
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Figure 1. Representative melting profiles of the imino proton region of the
nonamer sequences. (A) (CAG)3, (B) (CTG)3; and (C) the complementary
(CAG)3¢(CTG)3 duplex. NMR samples have a concentration of ~ 0.6-1 mM
in single strand DNA. Spectra were recorded in H,O in the presence of 0.1 M
NaCl, 10 mM sodium phosphate and 0.1 mM EDTA at pH 6.3.

category of either CNG or GNC (N = A, C, G and T). Thus far,
CTG/CAG and CCG/CGG repeats have been found to be
associated with triplet repeat expansion diseases. We have
initiated studies of the solution conformation of the six CNG and
GNC sequences and found very different spectral characteristics
from these triplet repeats (19). A new duplex motif, the e-motif;,
has been discovered for the d(CCG), sequence (20). This report
focuses on the NMR and UV studies of d(CTG),, d(CAG), and
d(CTG)ed(CAG), (n = 2 and 3, d for deoxy is omitted in the
following text). In particular, the relative stability of the (CAG),
and (CTG), duplexes, a complete analysis of the two dimensional
(2-D) NMR spectra of the stable (CTG)3 duplex and the structural
features of the TeT mismatch in CTG repeats are presented.

MATERIALS AND METHODS
Sample preparation

All DNA strands were synthesized on DNA synthesizers
(Biosearch 8600 and Cruachem PS100) using phosphoramidite
chemistry. The oligonucleotides were purified using C18 reverse-
phase HPLC with 4,4’-dimethoxyltrityl on and then off, followed
by size exclusion and Na‘* exchange chromatography. After
purification, the oligonucleotides were dissolved in 0.1 M NaCl,
10 mM sodium phosphate, and 0.1 mM EDTA D,0 or 90%
H;0-10% D,0 solutions. The pH values were accurate to + 0.1
U and those reported in DO were uncorrected pH meter readings.

UV experiments

UV thermal melting studies were conducted on a Cary 3E (Varian
Associates, Inc.) spectrophotometer equipped with a peltier 12 cell
holder capable of temperature variation from 268 to 368 K. Each
oligonucleotide sequence was dissolved in 2 ml of buffer solution
containing 0.1 M NaCl, 10 mM sodium phosphate and 0.1 mM
EDTA adjusted to pH 6.8. The sample concentrations are 16-18
UM for all n = 3 repeats, 34 uM for (CTG); and 9 uM for (CTG)g.
Temperature was ramped from low to high and back to low at a rate
of 0.2 K per min. Aygp was monitored. Temperature independent
thermodynamic parameters (21) were derived from a two state
analysis of the melting profiles using the Meltwin program (a kind
gift from D. H. Turner at University of Rochester) (22) and/or a
similar approach using the Excel software. Ty,s determined by
NMR or UV have an error estimation of + 0.5-1.5 K. The values
of thermal energies were within * 15%.

NMR experiments

All NMR experiments were conducted on a Bruker AMX 600
MHz spectrometer. D;O or 10% Dy0/90% H,0O were used as
solvents for observation of non-exchangeable and exchangeable
protons, respectively. Proton chemical shifts were referenced to
the HOD resonance (4.70 p.p.m. at 298 K, temperature correction
factor —0.0109 p.p.m./K). 3P chemical shifts were referenced
relative to an external trimethyl phosphate in an aqueous solution
containing 0.1 M NaCl (pH 6.5). NMR data were processed using
the UXNMR program (Bruker Instruments, Inc.) and the Felix
2.3 program (Biosym Technologies, Inc.).

One dimensional NMR. Sample concentration of various se-
quences for one dimensional (1-D) NMR studies ranged between
~0.6 and 1.0 mM in single strands. 1-D melting, pH titration and
salt concentration-dependent spectra were recorded in H,O buffer
using the Jump-Return (J-R) pulse sequence for HOD suppression,
with maximum excitation frequency centered at 12.8 p.p.m. (23).
1-D spectra of the CAG sequences were recorded in a pH range of
3.3-8.5, while those for the CTG sequences were recorded at pH
4.6-8.8. At pH <5.5, single stranded (CAG); and (CAG)3
exhibited very broad multiple signals in the spectral region of
10-13 p.p.m.. This condition prevented further studies. Imino
line-broadening as a function of temperature was measured at near
neutral pH using a minimum of 10 min equilibration time between
temperature changes. NMR melting curves were obtained by
plotting the half linewidth of marker imino proton resonances as a
function of temperature. In the (CTG)3 duplex, the imino proton
resonances of the most internal GeC pair and TeT mismatch were
used as markers. To provide adequate comparison, the imino
protons of the most internal GeC and AeT base pairs in the
(CTG)3¢(CAG)3 duplex were monitored. 1-D NMR spectra were
recorded at various temperatures and at pH 6.8 and 8.5 with salt
concentrations varying from 0.1 to 4 M.

2-D NMR experiments of [(CTG)3]>. 2-D NMR spectra of
(CTG)3 were collected at a sample concentration of 2.0 mM
(single strand). Typical experimental parameters were as those
reported previously (24). 2-D NOESY spectra of exchangeable
protons were acquired at 273 and 280 K (1.5 s relaxation delay,
100 and 170 ms mixing times) and those of non-exchangeable
protons (70, 120 and 250 ms mixing times) were acquired at 273
and 283 K to resolve ambiguities in resonance and cross peak
assignments, such as those arising from HOD and H3’ overlaps.
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Figure 2. NMR and UV melting curves of CAG and CTG repeat sequences. (A) Plots of NMR linewidth (Hz) at half peak height of the intenal G or T imino proton
resonances versus temperature for the (CAG)3, (CTG)3 and (CTG)3¢(CAG)3 duplexes. Data were recorded at pH 6.3. (B) Similar NMR melting curves as in (A). Data were
recorded at pH 8.5. Experimental conditions are described in Figure 1. Imino proton resonances of GeC base pairs are represented by solid circles and those of either AeT
base pair or TeT mismatches are represented by open squares. (C) UV melting curves of the four CAG and CTG repeating sequences. The overlay plots show both
experimentally measured (light line) and calculated curves (dark line) (see Materials and Methods) and the scaled Ax/AT (x = fraction of single strand) versus T curves.

NOESY spectra were used to trace through space connectivities
and to obtain chemical shifts of proton resonances. DQF-COSY
and COSY-35 data were obtained for scalar coupling analysis.
The H1’-H2’ and H1’-H2” coupling constants were measured from
the antiphase multiplets of the COSY-35 spectrum. The coupling
information of H2’-H3’, H2"-H3’ and H3’-H4’ were obtained from
qualitative analyses of the COSY-35 and DQF-COSY data sets.
The proton detected H-31P COSY spectrum was obtained at 283
K. 'H-3!P coupling patterns were analyzed by 1-D simulation of
multiplet couplings in the proton dimension based on homo- and
hetero-nuclear Karplus equations (25).

Structure elucidation

More than 300 two-fold symmetrical distance/vol and torsion
angle restraints were derived from cross peak analyses of NOESY
in D70 (120 and 250 ms mixing time) or in H,O (100 ms mixing
time) and various COSY spectra of the (CTG)3 duplex. Distances
were primarily derived from the 120 ms NOESY based on two

spin approximation. Fifty percent of the equilibrium distance was
added to or subtracted from the equilibrium value to give upper
and lower bounds. The maximum and minimum distances were
1.8and 5.5 A, respectively. No restraints were applied to the base
pair alignment of the TeT mismatches. Standard A- and B-form
(CTG)3 duplexes (root-mean-square-deviation, RMSD 5.267 A)
were generated using the Quanta program (Molecular Simula-
tions, Inc., MSI) and used as starting structures. Six structures
were generated from each of the two initial starting models by
molecular dynamics simulations using random initial velocity
assignments. The resulting 12 initial structures have an RMSD
value of 2.412 A, which reflects the diversity among the starting
models. A simulated annealing protocol of molecular dynamics (26)
was performed using the XPLOR program (MSI). After each
generation of calculations, the standard and improper geometry and
energies of the molecule were examined. The calculated distances
of <5 A were compared with the distance restraints used in the
calculations as well as the complete set of original experimental
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Figure 3. Expanded NOESY spectra of the (CTG)3 duplex (4.4 mM). (A)
NOESY (170 ms mixing time) recorded in HyO, pH 6.3, 273 K. NOE
assignments of the imino and amino protons are indicated by the labeled cross
peaks. Each NOE represents two pairs of symmetrical interproton contacts
since the symmetrical residues on the two strands are indistinguishable. A,
T5(HN)-G6(HN); B, G6(HN)-C104(NHp); C, G3(HN)-C107(NHp); D,
G6(HN)-C104(NHpp); E, G3(HN)-C107(NHpp); F, TS(HN)-C104(NHyp); G,
TS(HN)-C4(NHy); H, I and J, geminal amino protons of C residues. (B).
NOESY (120 ms mixing time) recorded in D50, pH 6.3, 283 K. Intraresidue
and sequential connectivities of H1” proton resonances (5.7-6.1 p.p.m.) to base
proton resonances (7.0 - 8.0 p.p.m.) are shown by solid lines with intraresidue
base to H1” NOEs labeled with residue numbers.

NOE cross peaks. This allowed extraction of new distances and
removal of ambiguities in the previous input restraints. The
calculations were repeated at least three times until NMR restraints
were satisfied and a good convergence of structures was reached.
The pairwise RMSD of the final 12 structures (six from the A-form
and six from the B-form) is 0.92 A. The final structures satisfy all
dihedral angle restraints and no NOE violations were found within
a limit of 0.3 A. A full account of the relaxation matrix structure
refinement of the (CTG)3 duplex under hydration conditions
followed by molecular dynamics simulations calculations will be

reported separately (27).

RESULTS AND DISCUSSION

We report temperature, pH and salt (NaCl) dependence studies of
(CTG), and (CAG), sequences and 2-D NMR structural
characterization of the (CTG)3 duplex. The following discussions
present several points unique to the CTG and CAG repeats: (i)
sequence dependent formation of a duplex structure by the CTG
and CAG triplet repeat sequences and their relative stabilities; (ii)
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Figure 4. COSY-35 spectrum of the (CTG)3 duplex. The plotted spectral region
establishes through bond connectivities between H1” (5.7-6.1 p.p.m.) and H2',
H2"” (1.4-2.7 p.p.m.) resonances. Coupling constants of H1’-H2’ and H1’-H2"”
were derived from the frequency separation of the antiphase components in the
spectrum.
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Figure 5. 'H-3!P correlated spectrum for the (CTG)3 duplex. 3P assignments
are labelled in the spectrum and the 3!P scalar couplings to sugar H3 and H4
protons are shown in solid lines.

formation of the stable CTG repeat duplexes which contain
multiple non-W-C base pairs; (iii) interesting spectral features of
the TeT mismatch in CTG repeat sequences and their comparison
with those reported in the literature (28-31).

Temperature transition of the CTG and CAG triplet
repeats suggests formation of stable secondary structures

!H imino proton spectra provide evidence Jor the presence of a
(CTG), duplex and mostly random coiled (CAG),. The (CAG),
strand shows a major broad imino resonance at ~11 p.p.m., 273
K, which is indicative of predominantly random structures. In
contrast, under similar conditions, the spectrum of the (CTG),
strand shows three major, moderately sharp resonances at 10.9,
11.1 and 13.2 p.p.m. These resonances belong to W-C base paired
G imino protons (13.2 p.p.m.) and T imino protons (10.9 and 11.1
p.p.m.) [assignments based on 'H chemical shifts of the (CTG);
duplex, Table 1].



Figure 6. Stereo-drawings (cross-eye) of the central 5"-GCTGCeGCTGC
pentanucleotide in the (CTG)3 duplex. The structural drawing is representative
of the 12 calculated structures derived from NMR restrained molecular
dynamics simulations. The global helical feature and the alignment of the TeT
mismatch in the duplex are demonstrated. (A) A side view of the pentamer
sequence illustrating the relative orientation of the T base moieties in the center
of the helix and the alignment of the TeT and GeC base pairs. (B) A view into
the minor groove illustrating the in-plane alignment of the TeT mismatch. Two
hydrogen bonds between the imino protons (HN) and the carbonyl oxygen
atoms (02 and O4) are identified (H-N-O distances <1.78 £ 0.25 A and H-N-O
angle ~166 £ 5°). The cross strand C1’-C1’ separation at the TeT mismatch site
is 8.6 £0.3 A, while the C1’-C1’ separation for a AeT base pair in the B-form
DNA is 10.7 A.

Table 1. Chemical shifts of protons and 3!P of the (CTG)3 duplex?
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IH imino proton spectra reveal that (CAG)3, (CTG); and
(CTG)3¢(CAG)3 form duplexes. Single stranded (CTG)3 and
(CAG)3 exhibit resonances in the 12.6 and 13.1 p.p.m. region
(Fig. 1A and B), indicating formation of W-C GeC base pairs
characteristic of antiparallel duplexes (32). The two sharp signals
at 11 p.p.m. in the spectrum of the (CTG)3 sequence (Fig. 1B)
have been assigned to T(HN) protons by a complete NMR
spectral analysis as discussed later.

NMR and UV T,, comparisons demonstrate that the relative
stability of the mismatch-containing duplexes is sequence de-
pendent. Figure 1 shows representative 1-D NMR spectra plotted
as a function of temperature for the imino protons of the three
duplexes, [(CAG)3]p, [(CTG)3]l; and (CTG)3¢(CAG);. The
corresponding plots of linewidth as a function of temperature
demonstrate NMR melting profiles for the three duplexes (Fig.
2A and B). In comparison, Figure 2C also shows the UV
equilibrium melting curves of [(CTG);]2, [(CAG)3],, [(CTG)3]2
and (CTG)3;¢(CAG);. The UV measurements show that the
melting of [(CTG);]», [(CTG)3], and the complementary duplex
is closer to a two state transition than that of [(CAG)s3],, which
displays a broad melting transition, probably due to premelting of
the AeT base pairs detected by NMR. Table 2 summarizes Ty, and
free energy derived from these data. There is a good agreement
between NMR and UV melting results. The UV Ty, of (CTG)g
included in Table 2 provides support for formation of stable
duplexes by CTG repeats. Analysis of data shown in Table 2 and
in Figures 1 and 2 suggests that duplex stability increases in the
order of [(CAG)3]; < [(CTG)3]2 << (CTG)39(CAG)3. This order
of relative stability of the CAG and CTG repeating sequences is
also observed by electrophoretic measurements of the longer
(CAG);5and (CTG); 5 sequences (33). Thus, the presence of Ae A
mismatches in the sequence context of (CXG), has a more
profound destabilization effect compared to that of the TeT
mismatch. Monitoring 'H linewidth as a function of temperature
reveals that the linewidth and intensity of the most internal TeT
imino resonances are comparable to those of the most internal
GeC imino protons at all temperatures (Fig. 1B). In contrast, the
imino proton resonances (14 p.p.m.) of the AeT base pair in the
complementary (CAG)3¢(CTG)3 duplex disappear much faster
than those of the GeC base pair (Fig. 1C), suggesting partial
premelting at the AeT base pairs.

H8 H6 HS HI’ H2' H2” H3 H4 HN NH,p NHp 31p
C1/101 7.66 5.74 5.92 2.11 2.49 457 4.03 7.00 7.48 —4.20
T2/102 7.36 1.65 5.87 1.88 2.30 476 4,09 11.07 424
G3/103  7.94 5.81 2.67 2.62 491 4.30 13.05 —4.02
C4/104 7.37 5.30 6.01 2.07 2.50 4.66 423 6.57 827 —4.47
T5/105 7.09 1.56 5.74 1.52 2.13 475 3.93 10.85 —-4.38
G6/106  7.91 5.75 2.66 2.60 4.90 4.29 13.09 -3.93
C7/107 7.37 5.29 5.99 2.11 2.42 4.65 421 6.51 8.25 —-4.28
T8/108 7.22 1.63 5.86 1.65 2.17 472 3.98 11.07 —4.17
G9/109  7.88 6.05 2.58 2.31 4.60 407

aChemical shift assignments (p.p.m.) of non-exchangeable proton and 3!P resonances were measured at 283 K. Exchangeable proton chemical shifts were measured
at 273 K. Fine multiple splitting was detected for some resonances in both the HyO and D0 spectra. However, the differences were too small to give distinguishable

chemical shifts.
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Table 2. NMR and UV summary of the (CTG), and (CAG), sequences

Sequence Tnme (K)2 Tuv (K)P AG(kCal/mol)  pH effect®

(CAG), ~273 n.a. n.a. n.a.

(CTG), >273 268 -2.90 n.a.

(CAG)3 288 296-3004 -5.98 n.a.

(CTG)3 300 290 —4.85 @300 K, Intensity T(HN):G(HN) 1:2
(CAG);%(CTG)3 325 324 -9.50 @325 K, Intensity THN):G(HN) 1:3
(CTG)g® n.a. 332 -10.29 n.a.

3T nnmr (K) was derived from line broadening of imino proton resonances as a function of temperature (Figs 1 and 2). Tnmr (K) is the
point where the first derivative of the curve is approaching maximum. All NMR samples contain 0.1 M NaCl, 10 mM phosphate.
bUV samples contain 0.1 M NaCl, 10 mM phosphate, pH 6.8. n.a. means information not available.

cpH effect was examined to probe the behaviour of TeT mismatch and its comparison with the AeT base pair.

d(CAG)3 exhibits broad transitions, Ty, thus derived is likely to be higher than the actual Tp,.

€T is concentration independent with 12x range, indicating formation of a hairpin structure.

Basic pH 'H spectra show stable TeT imino protons

The imino proton spectra of the (CTG); and (CAG)3¢(CTG)3
duplexes were recorded at pH 8.5 (NaOH as the base) to probe
line broadening due to base catalyzed exchange of imino protons
with solvent water. Under these conditions, OH™ catalyzes
solvent H-transfer to monomer T at a rate 10°-10°% [s71] (=
collision rate constant X [OH™]). As expected, under basic pH
conditions, the terminal imino proton resonances are rather broad.
The interesting feature is that TeT imino proton resonances at ~11
p.p-m. maintain, at high pH, comparable linewidth to that of the
GeC imino protons (13 p.p.m.). These experimental observations
contradict conventional thinking of TeT mismatch being an
‘open’ base pair (29-31). In those cases, TeT imino proton
resonances would be too broad to be observed under basic
conditions, while the W-C base paired G imino proton resonances
would give sharp signals (29,31). The unusual behavior of the
TeT imino proton resonances may be attributed to two causes: the
formation of a tightly hydrogen bonded TeT mismatch or the
restricted access of these imino protons by the solvent water
molecules. The first cause is unlikely, since the (CTG)3 duplex is
much less stable than the complementary duplex (Table 2). Thus,
the internal T imino protons of the TeT mismatch in CTG repeats
may be protected from OH~ catalyzed H-exchange. The lower
limit of the exchange life time (Tex) of imino proton resonances
is estimated to be 0.13 ms (1/Tex = Av X 1t /21/2) at temperatures
<290 K, based on the 3.5 kHz chemical shift separation between
HOD and the sharp TeT imino proton resonances. It is possible
that water molecules are involved in the TeT pairing in a way
similar to that observed in the crystal GeT wobble base pair (34).
The putative water in the major and/or the minor grooves
(Scheme 2) may be stabilized by weak hydrogen bonds between
water protons and acceptor groups, such as the T carbonyl groups.
However, other hydrogen bonding schemes, such as those
involving the nearest neighbor C or G residues, cannot be ruled
out. Molecular dynamics simulations using hydration conditions
and further NMR experiments are underway to examine the
presence of water in helical grooves (35-37) and to investigate
the molecular origin of the stable TeT mismatch protons in the
(CTG)3 duplex.
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Scheme 1. ® and x represent Watson—Crick and mismatch base }Sairs, respect-

ively.
ME  0---H- 5 \;
_— }—("_"___o "\W

N —~

N
Sugwr O-—=H—

oy

0 sugw Sugwr O
Major groove
H
7 Ny--- s
N
sﬁg. 0---H—
H N‘
w/ -

Minor groove

Scheme 2. TeT mismatch alignment and plausible hydration pattern.

[NaCl] effect on the melting of [(CTG)3); and
(CAG)3¢(CTG); is insignificant

High salt conditions are known to induce B to Z conformational
transitions of (CG);, sequences (38,39). 1-D proton spectra for the
observation of imino proton resonances were recorded under
various salt conditions ([NaCl] = 0.1-4.0 M), at pH 6.8 and 8.4
and a temperature range from 273 to 305 K, for both (CTG)3 and



(CAG)3¢(CTG)3 duplexes. There are only subtle changes in the
spectra under these conditions and only under extreme condi-
tions, such as high salt concentration (> 1.0 M), high temperature
(close to Ty,) and high pH (8.4), are there moderate universal
line-broadening of the imino proton resonances with a concomi-
tant 3—4 K reduction in Ty, for both (CTG)3 and (CAG)3¢(CTG)3
duplexes. Thus, TeT mismatches in the (CTG)3 duplex are not
particularly sensitive to sodium ion concentration. There is no
structural transition in the (CTG)3 duplex under various salt
concentrations.

2-D Spectral characterization of the (CTG)3 duplex

NOE connectivity analysis reveals helical alignment and a
stack-in conformation for TeT mismatch pairs. A complete
accounting of the proton chemical shifts (except for those of H5
and H5”) of the (CTG)3 duplex is given in Table 1. The contour
plot (6.5-14.0 p.p.m.) of the NOESY spectrum (100 ms mixing
time) of the (CTG)3 duplex in H,O buffer is shown in Figure 3A.
Cross peaks B, C, D and E are assigned to inter-proton
interactions between G imino protons and C amino protons of the
same base pair, indicating that the G and C residues flanking the
TeT mismatch sites are W-C base paired. Several NOEs related
to the T imino proton resonances are identified. These interac-
tions between the T imino and the adjacent G imino protons (peak
A, Fig. 3A) and between the T imino and the adjacent C amino
protons (peaks G and F, Fig. 3A) provide evidence for a stacked
duplex at the TeT mismatch site. Furthermore, it is noted that in
canonical B- or A-form duplexes, such as CTGeCAG, distances
between T imino protons of W-C AeT pairs and the adjacent C
amino protons are longer than 4 A. Usually no corresponding
NOE:s are observed in NOESY spectra recorded in H,O. Thus,
NOE cross peaks G and F (Fig. 3A) observed at the TeT mismatch
site of the (CTG)3 duplex indicate a different stacking pattern at
the TeT mismatch site.

The observed NOE:s related to T imino protons are consistent
with proposed TeT mismatch pairing (31) (Scheme 2), which is
stabilized by two hydrogen bonds: one between the imino H3 and
the carbonyl O4, and the other between the second H3 and the
carbonyl O2 of the opposite strands with glycosidic bonds in an
anti-configuration. Experimentally, only one imino proton reson-
ance was observed for each of the TeT mismatches. Thus, the T
imino protons in either orientation (Scheme 2) are indistinguish-
able, either because of the symmetry of the two strands, or the fast
equilibrium between the two H-bonding states. It is also possible
that the chemical shifts of the two imino proton resonances in
different hydrogen bonding states are coincidentally degenerate.

NOE:s of non-exchangeable protons show alternating patterns of
non-B-structural features. The non-exchangeable proton reson-
ances of the (CTG)3 duplex are well-resolved, as shown by the
expanded NOESY plot recorded at 283 K and pH 6.5 (Fig. 3B).
The chemical shift assignments were obtained by conventional
methods (40) and are given in Table 1. The proton chemical shifts
of the two strands are virtually indistinguishable, thus, for
simplicity only one of the two symmetrical residues will be
mentioned in the following discussion. The chemical shifts of
T(H2’) resonances, especially that of the T5 residue, are upfield
shifted with T5(H2’) resonating at 1.52 p.p.m. [in the correspon-
ding W-C duplex containing AeT base pair, TS(H2') is at 1.91
p.p-m.], while T5(H4") resonance appears upfield compared to its
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own H5’,5” protons (assigned through 'H-3'P COSY). Another
unusual feature is that the H2’ and H2” resonances of the G
residues exhibit an inverted chemical shift pattern with H2” being
downfield shifted from the H2” resonances. These observations
are likely to be associated with the structural features of a CTG
repeat duplex that differs from a canonical B-form DNA duplex.
The inverted chemical shifts of H2” and H2” of G residues are also
observed in the third strand of a DNA triplex (41).

The observed sequential NOEs between base and sugar protons
confirm a right-handed helical structure of the (CTG)3 duplex.
The NOESY (120 ms mixing time) spectral region in Figure 3B
shows the connectivities between base protons (pyrimidine H6
and purine H8) at 7.0-8.1 p.p.m. (F2) and sugar H1’ protons at
5.6-6.1 p.p.m. (F1). Each base proton exhibits NOE:s to its own
and to the 5 flanking sugar H1’ protons (40), and there is no
interruption at the mismatch sites. An interesting feature in this
spectral region is that the intensities of intraresidue NOEs are
equal to or greater than those of inter-residue NOEs for T and G
residues (G6 residue exhibits overlapped intra- and inter-residue
NOEs, Fig. 3B), opposite to the pattern observed in canonical
B-DNA duplexes. This suggests that the helical alignment of the
5’-CT and 5’-TG steps differs from that of the 5’-GC steps in the
(CTG)3 duplex. The NOEs in the base to H2’,2” spectral region
show a similar pattern, which deviates from what is expected for
a typical B-form helix at the 5’-CT and 5’-TG steps.

IH-1H scalar coupling analysis finds CI1’-exo and O4'- endo
sugar pucker throughout the helix. The analysis of the COSY-35
and DQF-COSY data is summarized in Table 3. An expanded
COSY-35 contour plot which establishes through bond connecti-
vities between sugar H1” (5.6-6.2 p.p.m.) and H2’, H2"” (1.4-2.7
p-p-m.) resonances is plotted in Figure 4. The coupling constants
of HI” to H2" and H2” were measured from the frequency
separation of antiphase components of the COSY-35 cross peaks
along the F2 dimension (Table 3). Additionally, the examination
of the fine spectral patterns discernible from the COSY-35 and
DQF-COSY spectra yielded qualitative information for H2’-H3’,
H2”-H3’ and H3’-H4’ couplings (Table 3). The H2" and H2” of
the G residues are less well-resolved (Table 1), but the absence of
the H3’-H4’ coupling cross peaks for these residues indicates that
the sugars are likely to be in the C2’-endo region (42). The
pyrimidine residues show comparable H1’-H2" and H1’-H2”
couplings, as well as moderate H2’-H3" and H3’-H4’ couplings.
These data define a preferred sugar conformation in the range
from C1’-exo to O4’-endo, similar to the conformation usually
observed for pyrimidine residues in canonical B-DNA duplexes.
These results suggest that the accommodation of the three TeT
mismatches in CTG repeats does not require significant change
in the sugar conformation.

IH-31P spectral analysis shows a generally unperturbed back-
bone and an alternating pattern of backbone torsion angles. The
TH-31P COSY spectrum shows well-resolved cross peaks (Fig.
5), establishing connectivities from H3’, H4’ and H5',5” to
backbone {)hosphates. The chemical shifts of 3!P are given in
Table 1 ([3!P;] is the phosphate linking O3’ of residues i with O5’
of residue I + ). Although the chemical shift dispersion of 3!P
resonances is only ~0.5 p.p.m., their cross peaks are well-re-
solved, revealing a certain pattern. The 31P resonances of G3-C4
and G6-C7 (5’-GC type) appear at the most upfield region, while
those of C4-TS5 and T5-G6 (TS5 related type) are the most
downfield shifted (Fig. 5). The 31P resonances of the terminal two
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residues are located in the center of the spectrum shown in Figure
5. In according with the differences in the chemical shifts, the
cross peaks of the three types of residues (the 5’-GC type, the T5
type and the terminal type) show distinctly different patterns. The
5’-GC 3IP resonances show relatively weak coupling to H4’ and
moderate couplings to both H5” and H5” (4.1 p.p.m.), while the
TS5 related 3!P resonances exhibit strong H4’-P and extremely
weak H5',5”-P couplings (too weak to be seen in Fig. 5),
respectively. It is interesting that the alternating pattern observed
in TH-31P couplings is consistent with that of sequential NOEs
(vide supra).

Table 3. Coupling constant analysis of the sugar protons of the (CTG)3
duplex?

H1’-H?’ HI’-H2”  H2-H3"  H2”-H3  H3-H4
C1 6.0 6.0 s—(w+) X (W+) s (m)
T2 7.2 73 m (w) w (x) m (m-)
G3 7.2 7.0 w (wW-) X (X) X (w-)
C4 74 6.5 m (x) w—(w-) m+(m-)
TS5 7.1 7.1 m (W) w (x) s (m)
G6 9.1 7.0 X (W) X (x) X (w=)
Cc7 8.0 6.1 m (X) w—(w-) m+(m-)
T8 7.1 7.0 m+(w-) m—(w-) s (m)
G9 7.1 73 s (w) s (w+) s (m)

aQuantitative coupling constants (+ 0.5 Hz) were obtained from the measure-
ments of the frequency separations between the antiphase multiplets in the
COSY-35 spectrum. Coupling cross peak intensities are expressed in s = strong;
m = medium; w = weak; x = not seen or overlapped. Information in the parenth-
eses was derived from the DQF-COSY spectrum.

31P chemical shifts are sensitive to bond geometry measured by
backbone dihedral angle parameters { and o (C3’-03’-P-05’ and
03’-P-05’-C5’, bond angle in bold face) and B and €
(P-O5’-C5’-C4" and C4’-C3’-0O3’-P) (43-45). For a B-type
duplex, the € angle is approximately —150°, which translates to
a30° H3’-C3’-03’-P torsion angle and a 10 Hz coupling constant.
Our experimental results are consistent with this € angle
orientation except for the C4(H3')-P. The reduced cross peak
intensity (Fig. 5) indicates a reduction in the coupling, resulting
from an increase in H3’-P torsion angle as the € angle approaches
180°. The B-form B angle is approximately —170°, which would
place H5" and H5” at 70 and 50°, respectively, with respect to the
phosphate and results in coupling constants of ~9 Hz according
to the heteronuclear Karplus equations (25). Experimentally, both
couplings are detectable as composite cross peaks of the
couplings of H5’,5”-P, H5",5”-H4’ and H5’-H5” proton pairs.
This is the case for the 31P resonances at the lower half of the
spectrum (Fig. 5), however, the cross peaks linking 5’ phosphates
of TS, G6 and T8 residues (cross peaks labeled C4, TS and C7)
with H5” and H5” protons can only be found at very low spectral
level. Two alternatives may be responsible for this observation.
Since the predicted coupling approaches a minimal value of
~2 Hz, as the H-C-O-P torsion angle reaches 90 or 270° angles,
increasing the 3 angle from —170° to a value close to—~150° would
result in a 90° HS5'(5”)-05’-C5’-P torsion angle, causing signifi-
cant intensity reduction. Alternatively, one of the HS’s could be
oriented 90° with respect to the phosphate while the other

geminal proton was -30° with respect to the phosphate,
corresponding to a 10 Hz coupling. It may be that the B angle
fluctuates in the range of —150 to 150°, resulting in an averaged
apparent coupling constant of small value. This seems to be
reasonable, since the T residues are likely in fast exchange
between the two base pairing states (Scheme 2).

Structure refinement of the (CTG)3 duplex reveals
hydrogen bonded TeT mismatches in a B-type helix
and a narrower groove width at the mismatch site

The structure of the (CTG)3 duplex has been elucidated using
molecular dynamics simulations based on distances and dihedral
angles derived from NMR spectral analysis. The stereo-drawing
of the central pentanucleotide 5'-GCTGCeGCTGC in a represen-
tative structure of the (CTG)3 duplex is shown in Figure 6. These
residues are well-converged, while terminal residues exhibit
relatively large deviation in the 12 calculated structures, consist-
ent with end-fraying of these residues. Each of the three TeT
mismatches may be present in at least two pairing forms (Scheme
2), which, in combination, results in four possible forms for the
duplex of identical (CTG);3 strands. Therefore, it is important to
keep in mind that the structure drawn in Figure 6 is a snap shot
of the conformational equilibrium of the (CTG); duplex and
should resemble an averaged form of the conformation assembly.

The TeT mismatch of (CTG)3 is well-accommodated in the
helical duplex with both central T bases stacked in the helix.
Although no hydrogen bonding restraints for the TeT mismatch
were applied during the calculation, the two bases on the opposite
strand are aligned in such a way that two hydrogen bonds between
the imino protons and the carbonyl oxygen atoms are identified
(H-N-O distances <1.78 + 0.25 A and H-N-O angle ~166 + 5°).
The two T residues of opposite strands are not equivalent, because
the base moiety of one of the two T residues is pushed towards the
major groove, adopting an orientation supported by the NOEs
between the T imino proton and the C amino protons. The
formation of the TeT mismatch base pair is accompanied by a
reduced groove width. The cross strand C1’-C1’ separation at the
TeT mismatch site is 8.6 + 0.3 A compared to 10.7 A of a B-form
W-C AeT base pair in the same sequence context. The narrowing
of the groove width suggests direct hydrogen bonds between the
T residues of opposite strands, as opposed to indirect hydrogen
bonds involving a bridging water found in the CeU mismatch (46).

SUMMARY

UV melting, NMR spectral analysis and restrained molecular
dynamics structure refinement reveal the formation of the stable,
antiparallel duplexes of CTG repeats, which are stabilized by
W-C GeC base pairs and H-bonded TeT mismatches in a right
handed helix. In comparison with CTG repeats, CAG repeats
form less stable duplexes at near neutral pH. The distinctive
features of the TeT mismatches observed in this study are that the
T imino proton resonances are not much more broadened more
than those of the CeG pair at elevated temperature or basic pH
(8.5). This suggests that a hairpin structure may readily form in
longer CTG repeat sequences. This is supported by recent
electrophoretic results (33) and primer extension studies (47),
which indicate that CTG repeats cause DNA polymerase to pause
along such tracts during replication in E.coli. The observed
expansion and contraction of the CTG repeats may be attributable
to a slippage mechanism, possibly due to the formation of stable



hairpin  structures and differential stabilities between

(CTG),*(CTG), and (CAG),*(CAG),.
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