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We report about the interactions of dirhenium(IIl) compound cis-
[Re,(Trp),Cl,-(CH,CN),|Cl, (I) with bovine serum protein (BSA) and guanine (G4)
quadruplexes DNA by UV-Vis titration. Addition of I to BSA led to the interaction
between these compounds with binding constant 5.6-10° M~! and hyperchromism (20.9%)
of the main protein absorption band (280 nm). These results support our assumption
about formation of the additional conjugated systems during the process of interaction
with BSA. Stabilization of the quadruple bonded rhenium(III) complex compound was
shown in the presence of BSA (the rate of destruction was reduced), that may be explained
by interaction between amino acid residues of BSA and quadruple bond of dirhenium(I1I)
complex compound. In addition, we have obtained data about strong hyperchromism (up
to 100%) and significant shift of the maximum of absorption (blue shift) towards UV (2—
9 nm) and visible (22 nm) regions in the spectra of mixtures G4s and I, that, in our
opinion, correlated with a conformational change in DNA and with formation of additional
conjugated systems around quadruple bond of I. In a whole, our work confirms the strong
binding activity of a cluster dirhenium(III) compound towards G4 quadruplexes, that
exceed the binding activity to proteins and witness to preferential interactions of I with G4
DNA in a living cell. These results may be used in DNA «silencing technology» and
«antisense therapy».
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Introduction

Fundamental processes of gene regulation
depend on the recognition of nucleic acid structure
or base sequence by endogenous proteins or drugs.
Interactions between nucleic acid and a drug can
lead to the formation of complexes that act as
architectural components of the cell and lead to up
and down regulation of a specific gene [1]. It is known
that serum proteins may perform transport function
for metal-containing drugs by interaction with them:;
albumin as a serum protein being the most studied
and convenient model for exploration of such
interactions [2]. Quadruplex nucleic acids—helical
four-stranded structures are formed from guanine-
rich nucleic acid sequences through Hoogsteen-type
hydrogen bonding. They become important targets
for small-molecule drugs, which can stabilize the
quadruplex structures and thereby promoting selective
down-regulation of gene expression and telomerase

inhibition, and also activating DNA damage
responses [3].

Tryptophan (Trp) is a biologically active
essential amino acid, taking place in many
biochemical processes [4]. As a fact, Trp residue is
intercalated strongly between the base pairs of the
21-mer oligonucleotide duplex [1].

Dirhenium(III) complexes with an unique
quadruple bond are especially promising candidates
for clinical development due to their very low toxicity,
anticancer and antioxidant activity [5,6]. Recently,
we have synthesized and characterized a new
compound, containing Trp ligands, bis-acetonitrile-
cis-tetrachlorodi-p-tryptophanatodirenium(III)
chloride cis-[Re,(Trp),Cl,-(CH,;CN),]|Cl, (I), as the
dirhenium moieties [7] (Fig. 1).

Earlier, spectral investigations of the interaction
between rhenium(III) clusters and albumins were
conducted and information about possible
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Fig. 1. Structure of bis-acetonitrile-cis-tetrachlorodi-p-
tryptophanatodirenium(III) chloride
cis-[Re,(Trp),Cl,-(CH;CN),]Cl, (1)

mechanisms of interactions between these molecules
was obtained [8]. Taking into account all above, the
purpose of the present study was to explore the
interaction of I with albumin and two DNA G4
with the help of electronic absorption spectra (EAS).

Materials and methods

Bis-acetonitrile-cis-tetrachlorodi-p-
tryptophanatodirenium(III) chloride cis-
[Re,(Trp),Cl,-(CH;CN),|Cl, (I) was synthesized
according to procedure described elsewhere [7]
Bovine serum albumin (BSA) was purchased from
Human (Germany). All oligonucleotides and
cacodylate buffer components were purchased from
Eurogentec. The sequences for the unlabeled
oligonucleotides were c-kitl
(5'-AGGGAGGGCGCTGGGAGGAGGG-3)
and HTelo22
(5'-AGGGTTAGGGTTAGGGTTAGGG-3").

The rhenium(IIT) complex compound was dissolved
in milliQ water to give 2 mM stock solution. All
solutions were stored at —20°C. Before use, they were
defrosted and diluted to yield the appropriate
concentrations. The process of hydrolysis of 1 was
investigated in physiological solution (0.9% NaCl).

All spectral investigations were carried out on
Cary 300 (Varian) spectrophotometer.

For titration of BSA with the complex
compound, the following solutions were prepared:
BSA (2 mg) was dissolved in 4 mL of saline
(C,’=1.3-10° mol L™"); the complex compound
(7 mg) was dissolved in 5 mL of saline (C, =
=1.4-1073 mol L™'). The following aliquots were then
taken from this solution (in uL): 5, 5, 10, 10, 10, 10,
50, 100, 100, 100, and 100. Further, they were added
to a solution containing BSA and in a cuvette with
saline, in relation to which the EAS was recorded to
obtain differential spectral patterns.

The G4 DNA was dissolved in potassium or
sodium cacodylate buffer (10 mM KCI/90 mM

LiCl/10 mM LiCac, pH 7.4). G4 DNA was dissolved
in milliQ water to give 20 uM stock solutions. The
solutions were then diluted to 0.4 uM by using the
appropriate buffer and annealed at 95°C for 5 min.
Finally, they were allowed to slowly cool to room
temperature overnight. The concentration of G4
DNA was checked by using their molar extinction
coefficients. Ligands were diluted from stock solutions
in the same buffer as the tested sequence to yield
specific final concentrations.

The binding affinity of G4 DNA to Re(III)
complexes was obtained from UV-Vis absorption
titration from 230 to 900 nm at room temperature
(constant G4 DNA concentration). 1—15 uM of the
complex were added to 1 uM G4 DNA solution in a
sample 1-cm methacrylate cuvette and the mixture
was incubated for 7 min prior to recording the
absorption spectra. The titration was continued until
only small changes in the absorption spectra were
observed upon successive addition of rhenium
complex compound.

Hyperchromism was calculated according the
following formula:

%HyperChromismz[(Abamax_Abamin)/Abamax] -100% ’

where A,,,..x and A,, ..., are the absorbances of bound
complex with absorbance minimum and bound
complex with absorbance maximum, respectively.

Binding data were analyzed according to the
following equation [9] (at constant G4 DNA or BSA
concentration) by plotting (A,/A—A,) vs. 1/C¢
dependences that give the binding constant (K) as
the ratio of the intercept to the slope:

A, _& & 1

A-A, ¢ ¢K C.
where A, and A are the absorbances of G4 DNA or
BSA in the absence and presence of the complex at
256 nm (for G4 DNA) and 280 nm (for BSA),
respectively; g; and g, are the extinction coefficients
of free and bounded G4 DNA or BSA, respectively;
and C is the concentration of the complex.

Results and discussion

Absorption of the dirhenium(IIl) clusters in
the range of visible spectra (500—900 nm) resulted
from 8—§8" transition is a well-studied property of
the quadruple bond [5,6]. Hydrolysis of the clusters
with the subsequent destruction of the quadruple
bond has been also studied [10,11]. As expected,
the intensity of the band at A=610 nm was decreased
with time in the visible spectra of the physiological
solution of I (Fig. 2,a).
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Fig. 2. Spectra of the physiological solution of 1 (a) and in the presence of BSA (b) in the area
of absorption of the quadruple bond

The intensity of 88" transition is usually very
low, but the addition of BSA increased the intensity
of the band from 0.19 to 0.28 units of absorbance at
once (Fig. 2,b). During 3 days after preparation, the
cluster compounds I was destructed by approximately
two times according to the extent of a decrease in
the intensity of the characteristic band. In the
presence of BSA, the rate of destruction was reduced
and was decreased only by 28.6% through 3 days.
Thus, it is a kind of stabilization of the quadruple
bond, that may be explained by existence of
interaction between amino acid residues of BSA and
quadruple bond of I. The preferential type of binding
may be formation of covalent bond between histidine
and I with subsequent conjugation between quadruple
bond and aromatic ring of the protein amino acid
residues. If we compare these data with those
obtained for interaction of the analogical compound
of the cis-dicarboxylate type that has the main
difference with I in ligands (isobutiric acid and
tryptophan), we can clearly see that stabilization of
the quadruple bond by BSA in I is much more
effective. The intensity of the main peak in the
experiments with isobutirate analogue was decreased
from 0.44 to 0.36 units A (by 18.2%) during 1 hour,
and in experiments with the tryptophan compound
it changed from 0.28 to 0.27 units of A (by 3.6%).
Thus, tryptophan moiety makes impact on the
interaction with the protein, more likely through
the inclusion of the aromatic ring of indole in the
upper proposed conjugation.

The next step in the study on the interaction
of BSA with I, was investigation of absorption of
protein aromatic amino acid residues in the UV
region of 280 nm under titration of the protein by I
(Fig. 3).
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Fig. 3. UV-spectra of the titration of BSA
(C,’=1.3-107° mol L") by a solution of |

Here, we detected the hyperchromic effect that
reached 20.9% and witnessed to the interaction of
aromatic amino acids with I. These results support
our assumption about formation of the additional
conjugated systems during the process of interaction
with BSA. In addition, such results may reflect the
hydrophobic interaction of Trp with hydrophobic
amino acids of the protein. The calculated constant
of interaction is 5.6-10° M. This value is lower than
the constants of binding of different Cu-complexes with
BSA [12], the values of which reached 10*—10° M.

The next part of our work was devoted to the
investigation of interaction of two types of
oligonucleotides with I with the use of the same
approach. The results of the spectral titration are
presented in the Table.

We have obtained data about essential
hyperhromism and significant shift of the maximum
of absorbtion to the low wave side (blue shift) in all
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Characteristics of the UV and visible spectroscopic titration of oligonucleotides

Number of experiment Compound

Alimax, nm |  Hyperchromism, % | K, L mol ™!
| I |

Parameters calculated from the UV spectra

1 c-kitl (constant)+I -2 90.20 7.02-10°

2 HTelo22 (constant)+I -9 103.58 1.31-10°
Parameters calculated from the Vis spectra

3 c-kit] (constant)+I -22 70.09 1.28-10*

4 HTelo22 (constant)+I -22 89.23 5.95-10*

types of experiments that witnessed to the formation
of new complexes. The binding constants for c-kit1
and for HTelo22 were lower than those for
intercalating compounds (10°—107 M™!) [13]. The
blue shifts (Table) are approximately the same for
both nucleotides, except the experiment No. 3. These
data were observed from the first additions of the
complex I (at the molar ratio DNA:I=1:1) and may
witness to the formation of new complexes
nucleotide—I with covalently bond of dirhenium(I1I)
fragment with guanine through the axial positions of
I. We have showed previously such structure of
complexes with both purine bases [14].

The hyperchromism was very large for both
nucleotides and reached more than 100% that to
our knowledge was not shown before for any DNA-
binders. When we compare these results with the
data for BSA hyperchromism shown upper, then we
can clearly see that I is preferentially bound to DNA,
not to proteins. Hyperchromism and some shifts of
the main absorbing bands were earlier shown for the
series of mono- and bimetallic complexes (with
Cu(ll), Pt(Il) and Zn(Il)) during UV/vis
spectroscopic titrations of some quadruplexes [15].
However only small shifts (4—6 nm) in absorption
bands above 300 nm (those corresponding to metal-
to-ligand charge-transfer or intraligand n—=n’
transitions) were considered as characteristic of
n—n  interaction with DNA bases. Maximal
hypochromism in this zone reached 38%. In this
work, it was also confirmed that bi-metallic
complexes had higher affinity towards
G-quadruplexes DNA as compared to their mono-
metallic counterparts. Large values of shifts and
hyperchromicity obtained in our work may be
explained by existence of bimetallic dirhenium(III)
core and aromatic rings in the structure of I.

Analyzing the proposed mechanisms of
G4-metal compounds interactions [3], we consider
that the binding mode of I with DNA is not
exclusively a result of a combination of n—= stacking
interactions, an electrostatic and covalent interaction.
Indication of more than one binding mode can be
rationalized by the multiple targeting nature of the

complex: via n—n stacking interactions atop
quadruplex DNA (with the metal-benzimidazole
core) as well as through electrostatic or covalent
interactions via axial positions to bases/phosphate
backbone in the loops.

According to the current state of our knowledge,
we cannot explain the difference between obtained
data for c-kit1 and HTelo22 oligonucleotides, as both
of them showed intensive interaction with I. The
HTelo22 sequence contains no free guanines besides
those participating in the G4 fold [3], whereas c-
kit1 features three non-stacked guanines. In a whole,
absorption in this region is a well-studied property
of the dirhenium(III) clusters [5,6]. The analysis of
energy position and intensity of the most long-waved
band in EAS of the solutions of the rhenium
compounds allows assigning it to 3-8 -electron
transition. We have found that the addition of the
quadruplex (ckit-1 or HTelo22) led to intensive
increase in this region, which was the same for both
nucleotides. This increase in the intensity can describe
formation of the complexes with the of quadruple
Re—Re bond.

Conclusions

The investigation of binding activity of I with
BSA and two G4s DNA by the method of UV-vis
absorption titration was performed. In the course of
the addition of I to BSA, we detected the
hyperchromic effect that witnessed to the interaction
of aromatic amino acids with I. In addition, we
observed the hyperchromic effect during titration of
both G4 oligonucleotides in the area of absorption
of DNA and quadruple bond. These results witness
to the formation of the additional conjugated systems
during the process of interaction with biological
molecules. We may also assume that this active
absorption appeared due to aggregation of the
nucleotide-1 complex that was shown in some
previous investigations of unwinding oligonucleotides.
All these mechanisms require additional
investigations, but strong binding activity of I towards
G4 quadruplexes showed the possibility of
modifications of DNA, that may be used in future
in medicine.
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B3AEMOJII TPUTITO®AHOBOI KOMILIEKCHOT
CIIOJIYKU JTUPEHIIOII) 3 THK TA BIIKAMN

O.A. Toaiuenxo, H.1. Illmemenko, A.O. Osuapenko,
O.B. IlImemenko

Mu noBinoOMJISIEMO TIPO B32EMO/LiI0 KOMIUIEKCHOI CIIOJTY-
ku maupeHito(I11) mmc-[Re,(Trp),Cl,-(CH;CN),|Cl, (I) 3 6uua-
yuM cupoBaTkoBuM aibdymiHoM (BCA) i ryaniHoBumu (G4)
KBajpyriekcamu 3a gornomoroto UV-Vis TurpyBanss. JlonaBaHHs
I no BCA npuBonmio 10 iX B3a€EMO/Iil i3 KOHCTAHTOIO 3B’SI3yBaH-
Ha 5,6:10° M™! ta rinepxpomizmoM (20,9%) OCHOBHOI cMyru
noriuHaHH Oiika (280 HM). Lli pe3ysbraT MiATBepILKYIOTh Hallle
TPUITYLUEHHS PO YTBOPEHHS 1ONATKOBUX 3B’SI3aHUX CUCTEM Yy
nipotieci B3aemonii 3 BCA. [IponeMoHCTpoBaHO, 1110 MPUCYTHICTb
BCA npuBonuTh mo crabijgizauii KOMIJIEKCHOT CIOJYKU
penito(I11) 3 yerBepHUM 3B’SI3KOM MeTaJl—MeTasl (LUBUAKICTb
Tiaposti3y Mpu LIbOMY 3HMXXYETbCS, L0 MOXE OYTH IMOSICHEHO
B3aEMOIII€I0 MixX aMiHOKUCITOTHUMM 3asninkaMu BCA i yeTBep-
HUM 3B’SI3KOM KoMmIuieKcHoi crionyku mupenito(I11)). Takox
OTpUMaHi JaHi CBiIYaTh Mpo CUJIbHUI rinmepxpomism (1o 100%)
i 3HAYHUI 3CyB MakCUMyMy IMOTJIMHAHHS (CHHIii 3cyB) B YO
(2—9 HM) Ta BUIUMIi (22 HM) IUISTHKAX CIEKTPIiB sl cyMilneit
G4 i I, mo, Ha HaII TIOTJISI, KOPEJIOE 3 KOH(bOpMaIiiiHOI
3miHow JJHK i yrBopeHHSIM 101aTKOBMX KOH’IOTallilHUX cUC-
TeM HaBKOJIO YeTBepHOro 3B’s3ky I. ¥V minomy Hama pobota
MiATBEPIKYE CUTBHY 3B’SI3yI04Y aKTUBHICTb KJIACTEPHOI CIOJY-
ku aupeHito(I11) nmo BigHoweHHIO 10 G4-KBaIpyIUIEKCiB, sIKa
TepEeBUIILYE aKTUBHICTh 3B’I3yBaHHSI 3 OiLIKAMU, i CBiTYUTh MPO
nepeBaxHy B3aemopio I 3 THK G4 y xwusiit kinituni. Li pe-
3yJIBTATU MOXYTb OYTM BUKOPMCTaHi y «TE€XHOJIOTii MOBYaHHS»
JAHK Ta «aHTHCeHCcOoTepartii».

Knouosi cnosa: komrmieke aupenito(IIl), ouvaumii
cupoBarkoBuii ansoymid, [JJHK G4, tpunrodaH, KoHcTaHTH
3B’s13yBaHHSI, TiMepXpOMi3M.
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We report about the interactions of dirhenium(III)
compound cis-[Re,(Trp),Cl,-(CH;CN),|Cl, (I) with bovine serum
protein (BSA) and guanine (G4) quadruplexes DNA by UV-Vis
titration. Addition of I to BSA led to the interaction between
these compounds with binding constant 5.6-10° M~! and
hyperchromism (20.9%) of the main protein absorption band
(280 nm). These results support our assumption about formation
of the additional conjugated systems during the process of
interaction with BSA. Stabilization of the quadruple bonded
rhenium(III) complex compound was shown in the presence of
BSA (the rate of destruction was reduced), that may be explained
by interaction between amino acid residues of BSA and quadruple
bond of dirhenium(III) complex compound. In addition, we have
obtained data about strong hyperchromism (up to 100%) and
significant shift of the maximum of absorption (blue shift) towards
UV (2—9 nm) and visible (22 nm) regions in the spectra of mixtures
G4s and 1, that, in our opinion, correlated with a conformational
change in DNA and with formation of additional conjugated
systems around quadruple bond of I. In a whole, our work confirms
the strong binding activity of a cluster dirhenium(IIT) compound
towards G4 quadruplexes, that exceed the binding activity to
proteins and witness to preferential interactions of I with G4
DNA in a living cell. These results may be used in DNA «silencing
technology» and «antisense therapy».

Keywords: dirhenium(III) complex; bovine serum albumin;
G4 DNA,; tryptophan; binding constant; hyperchromism.
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