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Guanidine modification improves functions
of natural RNA-targeting alkaloids†
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Tatsuya Ohyama,a Peter Podbevšek,c Janez Plavec, cde Kazumitsu Onizuka, b

Fumi Nagatsugi b and Naoki Sugimoto *af

One of the important issues for RNA-targeting drugs is to improve

their binding properties. Herein, we modified berberine, which inter-

acts with structured RNAs, with the guanidine moiety. Protein expres-

sion from target mRNA was efficiently reduced by the modification,

suggesting a simple strategy to improve the therapeutic activity.

Drugs have been developed by mainly targeting proteins. How-
ever, a limited number of proteins are relevant to diseases and
have structural properties to be recognized by small drugs.1

Since a variety of drugs have already been developed, the
depletion of proteins as potential new drug targets has been a
concern. RNA has been attracting attention as an alternative
drug target.2,3 Although the building blocks for RNA are four
ribonucleotides, which is much smaller than twenty amino
acids composing proteins, the RNAs form complicated tertiary
structures. The formation of tertiary structures in RNAs enables

the modulation of gene expressions, some of which contribute
to the development of diseases.4,5 Non-coding RNAs are also
involved in diseases, whereas their detailed mechanisms are
under investigation.6

Intramolecular base pairing, which forms secondary struc-
ture motifs such as hairpin, bulge, and internal loop, is the first
step for the formation of complex tertiary structures in RNA.
RNA structures are also known to be highly modular at the level
of secondary structures including modules involved in simple
tertiary organized units such as junction and turn.7 Based on
the structure features of RNAs, the secondary structure is
expected to be a potential target for RNA-targeting drugs.8 In
addition, some biologically important RNAs such as microRNAs
and disease-related repeat sequences are intrinsically forming
secondary structures that can be targets of small chemicals.9

Natural chemical compounds, which show some biological
activity, have been used as seeds for developing drug mole-
cules. Natural antibiotics, aminoglycosides, and their deriva-
tives have been demonstrated to target RNAs,10 suggesting the
feasibility of drug discovery targeting disease-related RNAs.11 In
the present field, the most critical challenge is identifying seed
molecules capable of targeting RNA secondary structures and
further developing strategies to modify these seed molecules to
enhance interactions for improved RNA-binding properties.12

We have recently demonstrated that a natural alkaloid
molecule, berberine, which has the potential to interact with
several structured nucleic acids, such as triplexes,13 transfer
RNA (tRNA),14 and G-quadruplexes,15 also interacts with the
RNA secondary structure consisting of a single nucleotide
bulge.16 The preferential binding was observed with the C-
bulged RNA (Fig. 1a) consisting of 50-UCG-30 and 50-UA-30.
The analysis of the tertiary structure of the complex between
berberine and the C-bulged RNA elucidated the contribution of
each chemical group of berberine to the interaction. The
tertiary structure provides important information for further
chemical modifications.16 In this study, we synthesized berber-
ine derivatives modified with the guanidine moiety. Since
the guanidine moiety provides positive charge and hydrogen
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Večna pot 113, p. p. 537, SI-1000 Ljubljana, Slovenia
f Graduate School of Frontiers of Innovative Research in Science and Technology

(FIRST), Konan University, 7-1-20 Minatojima-minamimachi, Kobe, 650-0047,

Japan

† Electronic supplementary information (ESI) available: Experimental methods,
scheme to synthesize berberine derivatives (Scheme S1, and Fig. S1–S8), affinities
between berberine derivatives and RNA (Table S1), potassium effects on RNA
binding affinity (Fig. S9 and Table S2), analyses based on molecular dynamics
simulation (Fig. S10 and Tables S3 and S4), berberine derivative for simulation
(Fig. S11), structure analysis by NMR (Fig. S12), affinities between berberine
derivatives and RNA G-quadruplex (Fig. S13), protein expression levels from
mRNA containing G-quadruplex module (Fig. S14), and correlation between
suppression of protein expression and interaction affinities (Fig. S15). See DOI:
https://doi.org/10.1039/d3nj05833f

Received 19th December 2023,
Accepted 8th April 2024

DOI: 10.1039/d3nj05833f

rsc.li/njc

NJC

COMMUNICATION

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 0

8 
A

pr
il 

20
24

. D
ow

nl
oa

de
d 

on
 4

/5
/2

02
6 

8:
01

:2
0 

A
M

. 
 T

hi
s 

ar
tic

le
 is

 li
ce

ns
ed

 u
nd

er
 a

 C
re

at
iv

e 
C

om
m

on
s 

A
ttr

ib
ut

io
n-

N
on

C
om

m
er

ci
al

 3
.0

 U
np

or
te

d 
L

ic
en

ce
.

View Article Online
View Journal  | View Issue

https://orcid.org/0000-0001-5272-5896
https://orcid.org/0000-0003-3339-5793
https://orcid.org/0000-0003-1570-8602
https://orcid.org/0000-0001-9713-4619
https://orcid.org/0000-0002-5526-6020
https://orcid.org/0000-0003-2928-7028
http://crossmark.crossref.org/dialog/?doi=10.1039/d3nj05833f&domain=pdf&date_stamp=2024-04-22
https://doi.org/10.1039/d3nj05833f
https://rsc.li/njc
http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d3nj05833f
https://pubs.rsc.org/en/journals/journal/NJ
https://pubs.rsc.org/en/journals/journal/NJ?issueid=NJ048019


8530 |  New J. Chem., 2024, 48, 8529–8533 This journal is © The Royal Society of Chemistry and the Centre National de la Recherche Scientifique 2024

bond-donor capabilities on berberine, the interaction with the
C-bulged RNA would be enhanced by the electrostatic interac-
tions and the formation of hydrogen bonds.17

Based on the tertiary structure between berberine and the
C-bulged RNA, one of the two methoxy groups of berberine is
oriented toward the major groove side without direct inter-
action with RNA (Fig. 1b).16 We modified this methoxy group
using the guanidine moiety with an ethylene glycol linker of
different lengths (Fig. 1c). Three kinds of berberine derivatives,
Ber-EG1-Gua, Ber-EG2-Gua, and Ber-EG3-Gua, were synthesized
by coupling carboxy-modified berberine and guanidine having
amino linkers with different lengths of ethylene glycol (Scheme
S1 and Fig. S1–S8, ESI†). Interactions between the C-bulged
RNA and synthesized berberine derivatives were evaluated
based on their fluorescence changes after binding to the RNA
(Fig. 2). Compared to the parental berberine, all derivatives
showed higher association constants (KA) toward the C-bulged

RNA (Table S1, ESI†). Ber-EG1-Gua, which has the shortest
linker, showed a KA value that was more than 10-fold as
compared to that of berberine. Electrostatic interactions have
been suggested to be one of the important factors in enhancing
the binding affinity because the decrease in binding affinity of
PEG-EG1-Gua, depending on cation concentration, was more
sensitive as compared to the parental berberine (Fig. S9 and
Table S2, ESI†).

To evaluate the potential of the guanidine moiety to form
hydrogen bonds with the C-bulged RNA, we have performed a
molecular dynamics simulation based on the tertiary structure
between RNA and parental berberine. The berberine complexed
with the C-bulged RNA was replaced by the derivatives, and the
dynamics of the complexes were simulated by GROMACS.18

From triplicated simulation at every 1 ps from 40 to 100 ns, the
numbers of hydrogen bonds formed between the berberine
derivatives and the RNA were analysed. Hydrogen bonds were
formed between the guanidine donor and the phosphate
acceptor (Fig. S10, ESI†). The number of hydrogen bonds was
larger when the linker length was shorter (Table S3, ESI†),
suggesting the contribution of the hydrogen bonds in enhan-
cing the binding affinity. The nucleotide positions, where the
hydrogen bonds were formed between the guanidine and the
phosphate backbone, were more limited in the case of shorter
linkers (Table S4, ESI†). The results suggest that the longer
linker was too flexible and dynamic to enhance the binding
affinity.

The berberine derivative, Ber-Gua (Fig. S11, ESI†), was also
simulated as a model chemical, which has the guanidine
moiety directly linked with berberine. The total number of
hydrogen bonds formed between Ber-Gua and the C-bulged
RNA was significantly less as compared to that formed between
Ber-EG1-Gua and the C-bulged RNA (Fig. S11, ESI†) due to
insufficient physical distance, suggesting that a too-short linker
cannot contribute the additional interaction with the RNA. It
would be important to estimate the appropriate linker length,
e.g., by simulation, in order to efficiently enhance the binding
affinity.

The structure of the complex between the C-bulged RNA and
Ber-EG1-Gua was analysed by NMR. Similar to the parental
berberine, the berberine unit of Ber-EG1-Gua was found to
reside at the binding pocket formed by the cytosine bulge.16

Interaction with Ber-EG1-Gua induced the formation of the U–A
and G–U base pairs adjacent to the cytosine bulge (Fig. S12,
ESI†). The guanidine moiety of Ber-EG1-Gua was too dynamic
and did not give rise to observable NOE contacts with the
berberine unit or RNA. The result is in agreement with the
molecular dynamics simulation, in which hydrogen bonds
between various phosphate and guanidine moieties were
observed.

The formation of the U–A and G–U base pairs caused by the
interaction of Ber-EG1-Gua potentially stabilises the C-bulged
RNA. The stabilities of the C-bulged RNA in the absence and
presence of the berberine derivatives were analysed by UV
melting profiles at 260 nm in a buffer containing magnesium
and potassium, which corresponds to the buffer for the

Fig. 1 Design of berberine derivatives. (a) Interaction between berberine
and C-bulged RNA. Numbering on the nucleotides shows positions on the
target RNA. (b) Berberine orientation in the complex state with the target
RNA (PDBID: 7A3Y). Berberine is shown in green. (c) Berberine derivatives
designed in this study. Three variants with different lengths in the linker
between the berberine and guanidine moiety were synthesized.

Fig. 2 Relative fluorescence intensities of berberine derivatives mixed
with the C-bulged RNA. Berberine (purple), Ber-EG1-Gua (red),
Ber-EG2-Gua (blue), or Ber-EG3-Gua (green) at 50 nM was mixed with
various concentrations of the C-bulged RNA in a buffer containing 50 mM
MES-LiOH (pH 7), 0.5 mM MgCl2, 100 mM KCl, 0.1% DMSO, and 0.01%
Tween-20. The fluorescence signals were measured at 25 1C after a
60-minute incubation using 365 nm excitation and 530 nm emission.
Values and errors represent the average � S.D. of triplicate experiments.
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fluorescence titration study (Fig. 3a). The UV melting profile in
the presence of parental berberine was also analysed. Thermo-
dynamic parameters (DH1, DS1, and DG125 (melting)) were calcu-
lated from the melting profiles (Table 1).19 The C-bulged RNA
was stabilised in the presence of both berberine and its
derivatives based on a favourable enthalpic contribution, which
is likely provided by the induction of the U–A and G–U base
pairs adjacent to the cytosine bulge. Berberine derivatives
with shorter linkers caused greater stabilisation of the
C-bulged RNA. Here, we calculated the interaction energy
(DG125 (interaction)) between the C-bulged RNA and berberine
and its derivatives from KA values obtained in the fluorescence
titration (Table S1, ESI†) by using an equation DG125 (interaction) =
�RTlnKA, where R represents the gas constant and T corre-
sponds to the temperature. The DG125 (interaction) values were
plotted against the differences in DG125 (melting) (DDG125 (melting))
in the absence and the presence of the respective ligand. The
plotted data showed a linear correlation (Fig. 3b), suggesting a
similar mechanism of RNA stabilisation provided by the ber-
berine derivatives depending on the binding affinity. The
formation of U–A and G–U base pairs caused by the berberine
unit and hydrogen bonding between the guanidine moiety and
RNA were the main factors in stabilising the C-bulged RNA.

The structures and stabilities of messenger RNA (mRNA) are
known to affect protein expression levels.5,20 When we consider
RNA-targeting drug discovery, targeting the secondary structure
region in the mRNA would be one of the strategies to control
the expression level of proteins. Stabilisation of the secondary
structure could potentially suppress the protein expression.21

Here, model mRNAs containing the canonical hairpin structure
or secondary structure module of the C-bulged RNA were
prepared (Fig. 4a).

In addition to the bulged secondary structure module,
berberine is known to interact with the G-quadruplex formed
by guanine-rich sequences and affect gene expression.22 As
observed in the C-bulged RNA, the guanidine modification
enhanced the interaction with the RNA G-quadruplex, although
the affinity of Ber-EG1-Gua with the model RNA G-quadruplex
(KA = 3.55 � 106 M�1) was relatively weaker than that with the
C-bulged RNA (KA = 28.5 � 106 M�1) (Fig. S13, ESI†). Here, a
reporter mRNA containing a module of the model RNA
G-quadruplex (Fig. S14a, ESI†) was also prepared to evaluate
the effect of the guanidine modification on the protein
expression.

Protein expressions from the reporter mRNAs were evalu-
ated in vitro in the absence and presence of berberine or
Ber-EG1-Gua (Fig. 4b and Fig. S14b, ESI†). Protein expression
from mRNA containing the usual hairpin structure module

Fig. 3 Stabilisation of RNA by berberine derivatives. (a) UV melting profiles
of the C-bulged RNA. Melting profiles of the C-bulged RNA (2 mM) at
260 nm were measured in the absence (gray) and presence of 10 mM
berberine derivatives, berberine (purple), Ber-EG1-Gua (red), Ber-EG2-Gua
(blue), or Ber-EG3-Gua (green), in a buffer containing 50 mM MES-LiOH
(pH 7), 0.5 mM MgCl2, 100 mM KCl, and 0.1% DMSO. Melting profiles
averaged from quadruplicated samples were normalized. (b) Correlation
between the binding affinity and stabilisation effect provided by the
berberine derivatives. DG125 (interaction) values calculated from RNA titration
in Fig. 2 were plotted against DDG125 (melting) values calculated from the UV
melting profiles.

Table 1 Thermodynamic properties of the C-bulged RNA melting in the
absence and presence of berberine and its derivativesa

DH1

(kcal mol�1)
DS1
(cal mol�1 K�1)

DG125 (melting)

(kcal mol�1)

Without chemical �103 � 2.7 �288 � 8.4 �17.34 � 0.23
Berberine �112 � 1.5 �314 � 4.7 �18.74 � 0.13
Ber-EG1-Gua �120 � 1.8 �334 � 5.3 �20.47 � 0.21
Ber-EG2-Gua �120 � 1.0 �335 � 3.1 �20.39 � 0.04
Ber-EG3-Gua �118 � 0.5 �330 � 1.7 �19.84 � 0.05

a Values are average � S.D. calculated from quadruplicated samples.

Fig. 4 Suppression of protein expression through RNA stabilisation by
berberine or Ber-EG1-Gua. (a) Reporter mRNA constructs consisting of a
coding region of Renilla Luciferase and the hairpin structure module,
control HP or C-bulged HP, at the 50 untranslated region (UTR). (b) Relative
protein expression levels from the reporter mRNAs. mRNAs (100 nM) were
mixed with rabbit reticulocyte lysate and translated at 37 1C for 60 min in
the absence or presence of indicated concentrations of berberine or
Ber-EG1-Gua. Expression levels of Renilla Luciferase were evaluated by
luminescence signals after the addition of coelenterazine. Luminescence
signals were normalized by those obtained from the control sample in the
absence of additional chemicals. Values are expressed as the average �
S.D. obtained from triplicated experiments.
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(control HP) was at similar levels irrespective of the additional
berberine or Ber-EG1-Gua. In contrast, protein expression levels
from mRNA containing the secondary structure module of the
C-bulged RNA (C-bulged HP) were reduced by the addition of
both berberine and Ber-EG1-Gua depending on their concen-
tration. Ber-EG1-Gua showed more efficient suppression as
compared to berberine, suggesting that the stabilisation of
the secondary structure module resulted in reduced protein
expression. In the case of reporter mRNA containing the
G-quadruplex module, Ber-EG1-Gua also exhibited greater sup-
pression of protein expression as compared to berberine at a
concentration of 30 mM. However, the protein expression was
less suppressed as compared to the mRNA containing the
C-bulged HP module (Fig. S14b, ESI†). The relative protein
expression levels, which correspond to suppression efficiency,
depend on the binding affinity irrespective of the type of RNA
module, C-bulged RNA or G-quadruplex (Fig. S15, ESI†), sug-
gesting that the improvement of the affinity is important to
construct a therapeutic material targeting RNAs.

Since the importance of RNAs in regulating biological pro-
cesses has come to light, there has been a strong and active
pursuit in developing molecules that specifically target these
RNAs. Various strategies to obtain chemical compounds includ-
ing natural chemicals that interact with structured regions of
RNA have been proposed.23 The molecules obtained from these
studies could serve as seed molecules for RNA-targeting drug
discovery.3

In this study, we have modified berberine, which potentially
targets structured RNAs, with a guanidine moiety to enhance its
RNA binding affinity. The modification of guanidine with a
linker of appropriate length has increased the binding affinity
more than 10 times and stabilised the C-bulged RNA more
than the parental berberine. The binding affinity with RNA
G-quadruplex was also enhanced by the guanidine modifica-
tion. The stabilisation effect of the C-bulged RNA, which
resulted in the greater suppression of protein expression from
reporter mRNA, was expected due to the formation of hydrogen
bonds and electrostatic interactions between the guanidine
moiety and RNA. Chemical functional groups such as carboxy
and amine facilitate the modification of the guanidine moiety
with different linker lengths. Therefore, as a strategy aimed at
improving the RNA binding affinity of the seed chemicals,
guanidine modification could be simple yet effective.
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