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Unnatural base pairs mediate the site-specific incorporation of an
unnatural hydrophobic component into RNA transcripts
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Abstract—Site-specific incorporation of a hydrophobic nucleotide analog into RNA, by T7 transcription mediated by unnatural
base pairs, was developed. The nucleotide analog, 5-phenylethynyl-3-(B-p-ribofuranosyl)pyridin-2-one 5-triphosphate (denoted by
Ph-yTP), was chemically synthesized and then site-specifically incorporated by T7 RNA polymerase into RNA opposite the pairing
partner, 2-amino-6-(2-thienyl)purine (denoted by s) in DNA templates. The introduction of Ph-y into a theophylline-binding RNA
aptamer, in which a uridine in the internal loop was replaced by Ph-y, raised the thermal stability of the aptamer. Thus, this
unnatural nucleotide analog would be useful for stabilizing RNA tertiary structures and complexes between RNA and other
molecules.

© 2004 Elsevier Ltd. All rights reserved.

Unnatural base pairs that can work with the natural A—
T and G-C base pairs in transcription enable the site-
specific incorporation of extra components into RNA,
generating novel RNAs with increased functionality.!?
Recently, we developed unnatural base pairs between 2-
amino-6-(N, N-dimethylamino)purine (x)* and (1H)pyr-
idin-2-one (y), and 2-amino-6-(2-thienyl)purine (s) and
y* (Fig. 1). The nucleoside 5'-triphosphate of y (yTP)
was site-specifically incorporated into RNA opposite s
or x in DNA templates by T7 RNA polymerase. In
particular, the specificity of the s—y pairing was as high
as th(?se of the ne}tural base pairings n transc?lptlon.“ In Figure 1. Unnatural x-y and s-y base pairs that function in tran-
addition, a modified yTP, a nucleoside 5'-triphosphate scription.

of 5-iodo-(1 H)pyridine-2-one (I-y), was also specifically
incorporated into RNA at desired positions.”> The I-y
components in RNA molecules have the potential to
function as photoactivated crosslinking residues as well
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as heavy atoms to facilitate X-ray crystallography of
large RNA molecules and RNA-protein complexes. In
addition to these functions, a series of modified y
derivatives can be chemically synthesized from the
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(Ph-yTP), and the specificity of the Ph-yTP incorpora-
tion into RNA fragments by T7 RNA polymerase.
Furthermore, Ph-y was introduced into an RNA apt-
amer, in which a uridine residue in the single-stranded
region was replaced by Ph-y, and the thermal stability of
the modified RNA aptamer was examined. The phenyl
and ethynyl residues in the y analog would be expected
to stabilize RNA tertiary structures®® and the interac-
tions between RNA and other molecules, especially be-
tween RNA and proteins.’

The nucleoside derivatives of Ph-y (3 and 4) were syn-
thesized, as shown in Scheme 1. The introduction of the
phenylethynyl group into the nucleoside of y was carried
out by coupling the ribonucleoside of I-y (2)° and phen-
ylacetylene with Pd(Ph;P),, Cul, and triethylamine,!°
with a 92% yield.!" The nucleoside 3 was converted to
the nucleoside 5'-triphosphate (4)'> according to the
literature.!* The triphosphate was purified by DEAE-
Sephadex column chromatography and C18 reversed-
phase HPLC. The molar absorption coefficient of
Ph-yTP (14,000 at 260 nm and 26,000 at A,,.: 286 nm) at
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pH 7.0 was determined by quantitative analysis of the
phosphorus in the compound.'*

The efficiency and specificity of the Ph-yTP incorpora-
tion into RNA were assessed using a short DNA tem-
plate (35-mer) containing s at a specific position or a
template (35-mer) consisting of natural bases as a con-
trol, from which 17-mer transcripts were obtained (Fig.
2a). The 35-mer template strands included the promoter
sequence for T7 RNA polymerase, followed by a short
sequence consisting of C and T, with s or A at position
+11, and G at position +16. To facilitate the detection
and quantification of the mis-incorporation of Ph-yTP
opposite A and G, the template strands included only
one A and/or G. These template strands were annealed
with a 21-mer nontemplate strand, and the transcription
was carried out by T7 RNA polymerase with 1 mM
natural NTPs, 10mM GMP, and 0.1 pCi/pl [0->*P]ATP
in the presence or absence of Ph-yTP (I mM) at 37°C
for 3 h. The internally labeled transcripts obtained by T7
transcription in the presence or absence of
Ph-yTP were analyzed by gel electrophoresis (Fig. 2b).

OH OH
4 (Ph-yTP)

Scheme 1. (a) I, KI, Na,CO;, 100°C, 4h, (b) phenylacetylene, Pd(Ph;P),, Cul, Et;N, DMF, rt, 4-6h, (c) POCl;, 1,8-bis(dimethylamino)naph-

thalene, (CH;0);PO, 0°C, 2h, (d) bis(tri-n-butylammonium)pyrophosphate,

(a)

tri-n-butylamine, 0 °C, 10 min.
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Figure 2. Site-specific incorporation of Ph-y into RNA by T7 RNA polymerase. (a) Schemes of the experiments. (b) Gel-electrophoresis of the
transcripts. Lane 1: transcription using the template (N=s) in the presence of Ph-yTP, lane 2: transcription using the template (N=s) in the absence of
Ph-yTP. (c) Two-dimensional TLC for nucleotide-composition analyses of transcripts using the templates (N=s or A) in the presence of Ph-yTP. The

quantitative data are shown in Table 1.
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Table 1. Nucleotide composition analysis of T7 transcripts®

Entry Template Ph-yTP (mM) Composition of nucleotides incorporated as 5 neighbor of A
Ap® Gp Cp Up Ph-yp

1 N=s 1 1.06° 4.01 0.91 0.03 0.98
[ [4] (1] (0] (]

2 N=A 1 1.07 4.03 0.87 1.03 0.004
(1] [4] (1] (1] [0]

3 N=A 0 1.05 4.06 0.86 1.03 —

(1

4 (1 (1] [0]

 Transcription was carried out using a solution (20 uM) containing 2 uM of each template, I mM each natural NTP, 2 uCi of [a-**P]JATP, 10 mM

GMP, and 50 units of T7 RNA polymerase at 37 °C for 3 h.

® Composition of nucleotides incorporated as 5' neighbor of p*A, as shown in Figure 2a.
®The values were determined using the following formula: (radioactivity of each nucleotide)/(total radioactivity of all nucleotides) X (total number of

nucleotides at 5’ neighbor of A).
9The theoretical number of each nucleotide is shown in brackets.
¢Not analyzed.

The full length transcript (17-mer) was generated by the
transcription in the presence of Ph-yTP (Fig. 2b, lane 1)
using the template containing s. Although the tran-
scription in the absence of Ph-yTP also gave products
corresponding to a 17-mer and a 16-mer (Fig. 1b, lane
2), the transcription efficiency was lower than that in the
presence of Ph-yTP. In addition, the 17-mer transcript
consisting of natural ribonucleotides showed slightly
higher mobility than that of the 17-mer transcript con-
taining Ph-y. These results indicate that Ph-yTP was
incorporated into RNA by the pairing between the
substrate of Ph-y and s in the template.

To confirm the specificity of the Ph-yTP incorporation,
we performed a nucleotide composition analysis* of the
transcripts. In the transcripts, the nucleotides that
became the 5'-neighbor of A were labeled at their 3'-
phosphates, because [0-*?P]JATP was used for internal
labeling in transcription (Fig. 2a). Then, the transcripts
were digested with RNase T,, and the resulting labeled
nucleoside 3’-monophosphates, including the nucleotide
opposite s, were analyzed by 2D thin-layer chromato-
graphy (2D-TLC) (Fig. 2c¢ and Table 1). On the 2D-
TLC, a spot corresponding to the nucleotide of Ph-y
(Ph-yp) appeared only from the transcription using the
template containing s (Fig. 2c, N=s). In contrast, the
transcription using the control template containing A
instead s gave a spot corresponding to Up, instead of
Ph-yp (Fig. 2c, N=A). To detect the Ph-yTP mis-
incorporation opposite A and G, we added one A and
one G before T in the control template, and confirmed
that no spot corresponding to Ph-y was detected by the
analysis of the transcript from the control template (Fig.
2¢, N=A). Quantification of the spots on the 2D-TLC
also confirmed the site-specific incorporation of Ph-yTP
opposite s (Table 1, entry 1); in the transcription in the
presence of 1 mM Ph-yTP and natural NTPs, Ph-yp was
incorporated into RNA with 98% specificity. Although
Ph-yp showed a large mobility shift on the 2D-TLC
because of its increased hydrophobicity, it was insig-
nificant for the quantification. In the transcript obtained
from the natural template in the presence of Ph-yTP,
Ph-yp was scarcely detected (0.4%) (Table 1, entry 2). In

this assay, the composition of Cp was relatively small in
comparison to the theoretical number. However, this
did not result from the s-y pairing in transcription,
because this tendency also appeared in the natural
transcription, using the control template in the absence
of Ph-yTP (Table 1, entry 3).

Incorporations of nucleotide analogs containing a
hydrophobic propynyl or phenyl group into nucleic
acids increase the thermal stabilities of their duplex
structures.®®* In RNA-protein complexes, stacking
interactions between the aromatic groups on the pB-
sheets of proteins and the base moieties of RNAs are a
common structural feature.® Thus, the introduction of
Ph-y to appropriate sites in RNAs would strengthen the
stacking interactions and stabilize the tertiary structures
of RNA and RNA-other molecule complexes.

To assess the utility of the specific Ph-y incorporation
into RNA, we introduced Ph-y or y into a theophylline-
binding RNA aptamer,'>!7 in place of the uridine at
position 24 in an internal loop in the aptamer, and
compared the thermal stability of these aptamers with
the original aptamer. The sequence of the original
aptamer is shown in Figure 3, and the uridine at position
24 was replaced by Ph-y or y. Transcription was carried
out by T7 RNA polymerase, with 1 mM natural NTPs,
Ph-yTP (1 mM) or yTP (1 mM), and a double-stranded
DNA template containing s, at 37°C for 6h. The
thermal stability of each RNA aptamer (1.3-1.6 uM)
was examined in 10mM sodium phosphate (pH 7.0),
50mM NaCl, and 0.1 mM EDTA using a SHIMADZU
spectrophotometer, UV-2450, at a heating rate of 0.5 °C/
min. The stability of the aptamer containing Ph-y at
position 24 (Ph-y24: Tm=67.0°C) was greatly
improved in comparison to that of the original aptamer
(U24: Tm=63.3°C). In contrast, the stability of the
aptamer containing y at position 24 (y24: Tm = 63.3°C)
was as low as that of the original aptamer. These results
show the importance of the phenylethynyl group of y for
the stabilization of the RNA aptamer. The binding
efficiency of this Ph-y modified aptamer with theophil-
line is being investigated.



2596 M. Endo et al. | Bioorg. Med. Chem. Lett. 14 (2004) 2593-2596

155 0 16
AeU
GeC
CeG

°
G CC

10, C
@U U24: Tm = 63.3°C
CeG 24 y24:Tm=63.3C
CeG Ph-y24: Tm = 67.0°C

Figure 3. Site-specific incorporation of Ph-y into a theophylline-
binding RNA aptamer. Unnatural components, y and Ph-y, were
introduced at position 24, in place of the uridine of the original apt-
amer (U24). The numbering of the residues corresponds to the original
duplex aptamer.'®!”

By the specific transcription involving the unnatural s—y
pair, the hydrophobic Ph-y can be incorporated into
large RNA fragments at desired positions. The DNA
templates containing s are easily prepared by PCR
amplification with a 3’-primer containing s.> Thus, this
specific transcription mediated by unnatural base pairs
is more useful than chemical RNA synthesis especially
for the preparation of long RNA fragments. Efficient
sites in RNA molecules for the incorporation of
unnatural components can be predicted from the 3D
structures of the RNA molecules. Uridine residues in
single-stranded regions, G-U pairs, and certain base
triplets'® in the RNA molecules might be suitable Ph-y
incorporation sites for the thermal stabilization of RNA
molecules.
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