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STUDY ON THE INTERACTION OF A PALLADIUM COMPLEX WITH DNA
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The complex [Pd(bipy)Cl,] (1) (bipy = 2,2-bipyridyl) has been synthesized and characterized
by NMR spectroscopy, elemental analysis and X-ray diffraction method. The first step hy-
drolysis reaction kinetics for the complex was studied by UV-absorption spectroscopy; the
speed constant (k;) was found to be 3.0x10™* s™'. The fluorescence spectra have been collected
to investigate the interaction of complex (1) with fish sperm DNA (FS-DNA) and the results
indicate that the complex (1) has an effective intercalation within DNA. The reaction of com-
plex (1) with adenine in ethanol/water results in the compound [Pd,(bipy),(ade),]Cl,-3H,0 (2)
(ade = adenine) whose crystal structure was determined by X-ray diffraction method. The
structure is orthorhombic, Pmmn, a=12.993(4), b=14.512(5), c¢=9.837(3) A V=
1854.8(11) /&3, Z =2 (C;30H3¢CL,N403Pd,), final R; = 0.0675. The palladium complex is a bi-
nuclear cation, where two ade ligands bridge two Pd(II) centers, while each Pd(Il) is also che-
lated by one bipy ligand.

Keywords: palladium(Il) complex, adenine, interaction mechanism, kinetics, crystal struc-
ture.

INTRODUCTION

Over the past decades, the studies on the interaction of metal complexes with deoxyribonucleic
acid (DNA) were of interest and the research on the metal complexes had attracted much attention due
to their potential applications as anticancer medications and stereoselective probes of nucleic acid
structures [ 1—3]. As is well-known, cis-diamminedichloroplatinum(Il) (Cis-DDP, Cisplatin) was
approved for use in the 1970 s for the treatment of a selection of human cancers, but its development
was limited because of its toxic side effects and resistance [ 4 ]. In recent years, researchers were fo-
cused on the palladium complexes owing to their similar to platinum complexes coordination geome-
try and character [ 5—S8].

Our team is interested in the preparation and anticancer activity of palladium complexes with
mixed ligands and has obtained some valuable conclusions about their anticancer mechanism [ 9—
15]. In a previous paper we reported the synthesis and crystal structure of the compound
[Pd,(phen),(ade),]Cl,-4.5H,0 (phen = 1,10-phenanthroline; ade = adenine) [ 16 | which provided im-
portant information for understanding the activity mechanism of active palladium complexes with
DNA. DNA is the primary intracellular target of platinum-based anticancer drugs and the interaction
between small molecules and DNA can cause DNA damage in cancer cells, blocking the division of
cancer cells, and result in the cells death [ 17—19 ].

There are four kinds of nucleobases in DNA, adenine, guanine, cytosine and thymine, which may
provide coordination sites for active metal complexes interacting with DNA [ 20 ]. It is well known
that platinum complexes can react with DNA, by coordinating to N7 of guanine, forming the classical
intrastrand and interstrand Pt-DNA cross-links that are responsible for the cellular damage [21—24 ].
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It has been reported that the interaction mechanism of palladium complexes with DNA is different
from that of cisplatin [ 25, 26 ]. In this paper, we report on the synthesis of complex [Pd(bipy)CL] (1)
(bipy = 2,2'-bipyridyl), which crystal structure has already been reported [ 27 |, and investigate its in-
teraction with DNA using fluorescence spectra. The complex reveals strong intercalation action with
DNA. In order to investigate the interaction mechanism further, we designed an experiment illustrated
below (see Chart). Also, we synthesized compound [Pd,(bipy).(ade),]Cl,-3H,0 (2) (ade = adenine)
and studied its crystal structure by single crystal X-ray diffraction.
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Chart. General process scheme studied

EXPERIMENTAL

Reagents and spectroscopy measurements. PdCl,, bipy and KCl1 were of analytical grade; ade,
fish sperm DNA (FS-DNA) were biochemical reagents and were used without further purification.
To increase the solubility of Pd(II), K,[PdCl,] was prepared. "H NMR spectra were recorded on a Mer-
cury-300 (300 MHz) spectrometer (a selection of data is given in Table 1). Elemental analyses (C, H,
N) were performed on a Finnigan EA 1112 instrument. The atomic absorption spectra were recorded
on an AA2600 atomic absorption spectrophotometer; UV-visible absorption spectra were recorded on
a UV-2550 spectrometer; emission spectra, on a Perkin-Elmer LS55 fluorescence spectrofluorometer.

Synthesis of complexes. Complex (1). K;[PdCly], aqueous solution (10 mM, 10 ml), and bipy,
ethanol solution (10 mM, 20 ml) were mixed with stirring. Then a KOH solution (0.5 M) was added to
adjust pH until the turbid solution became clear at pH = 7.12. The mixture was stirred for over two
hours at 40 °C and then the solution was left to evaporate at room temperature. After two weeks prim-
rose yellow transparent crystals were obtained.

Complex (2). An aqueous solution (20 ml) of ade (0.5 mmol) was added dropwise to an etha-
nol/water solution of complex [Pd(bipy)Cl,] with continuous stirring. Then a KOH solution (0.5 M)
was added to adjust pH to pH = 8.31. After filtering off a small amount of insoluble material, the re-
sulting brown transparent solution was left to evaporate at room temperature. After one month brown
crystals were isolated. Anal.: Found, %: C 39.29, H 3.23, N 21.22, Pd 23.17. Calcd, %: C 39.23, H
3.29,N 21.34, Pd 23.18.

X-ray diffraction experiments. Single crystals of complexes (1) and (2) were examined by
X-ray diffraction method. The crystal structure of complex (1) turned out to be known [ 27 ] and is not
discussed here.

A brown crystal of complex (2) with dimensions of 0.20x0.18x0.14 mm was mounted on a glass
fiber. A total of 10414 reflections in the range of 4.14°< 20 < 52.8° were collected using ®-26 scan on
a Bruker Smart CCD X-ray single crystal diffractometer with MoK, radiation (A =0.71073 ﬂ)
at 293(2) K. 2076 observed reflections (R;, = 0.0453) were used in the structure determination and
refinement.

The structure was solved by direct methods. All calculations and drawings were performed by
Siemens SHELXTL crystallographic software package. All non-hydrogen atoms were refined anisot-
ropically. Hydrogen atoms were found from the difference Fourier map and refined isotropically.
Compound (2) forms orthorhombic crystals, space group Pmmn. Crystal structure data and refinement
parameters are listed in Table 2. Selected interatomic distances and angles are given in Table 3. Full
crystallographic data for complex (2) have been deposited with Cambridge Crystallographic Data Cen-
tre (www.ccdc.cam.ac.uk), CCDC deposition number 653543. These data may be obtained free of
charge via www.ccdc.cam.ac.uk/data_request.cif.

DNA binding experiment. The studies on the interaction of the metal complexes with DNA were
carried out in a doubly distilled water buffer containing tris(hydroxymethyl)aminomethane (Tris)
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Table 1 Table 2
Chemical shifts (ppm) for H—Hg protons in 'H Crystal data and structure refinement parameters for
NMR spectra of bipy and complex (1) complex (2)
Compound H, H, H, Hy Compound [Pd,(bipy),(ade),]Cl,-3H,0
bipy 8.714 |8.417 |7.968 |7.470 Gross formula C30H;30CILN,405Pd,
complex (1) |9.115 | 8.585 [8.360 |7.810 M 459.19
Crystal system orthorhombic
Table 3
Space group Pmmn
Selected bond lengths (A) and angles (°) for Unit cell dimensions
complex (2) a,b,c, A 12.993(4), 14.512(5), 9.837(3)
v, A 1854.8(11)
Pd(1)—N(2) [2.020|N(2)—Pd(1)—N@3) |94.59 2
PA()—N@G) |2.123|N@—Pd()—N@) (8132 p 1644
Pd(1)—N(4) |2.020 [N(3)—Pd(1)—N(9A)|89.40  , 293(2)
Pd(1)—N(9A) | 1.861 [N(4)—Pd(1)—NOA)[9459 ooy o 1166
(5 mM) and sodium chloride (50 mM) and ad- Obsle; rC\{[ei:(c)inlémque ref- 2076
justed to pH = 7.2 with hydrochloric acid. The > 20(1
fluorescence spectra of the intercalation of the 1[12 o()] 0.0453
complex with FS-DNA have been assayed by ™ . . 045
previous procedures [ 28 ]. R, [reflections with 0.0675
1>20(1)]
RESULTS AND DISCUSSION R [all data] 0.0947
CCDC deposition N 653543

'"H NMR spectra. The '"H NMR spectral
experimental data of complex (1) and bipy are
compared in Table 1. It can be seen that the chemical shift of H,, Hy,, H. and Hy (for labeling see
Figure 1) in bipy are 8.714, 8.417, 7.968 and 7.470 ppm, as compared to 9.115, 8.585, 8.360 and
7.810 ppm for the corresponding protons in complex (1). The H,—H, signals in complex (1) experi-
ence large shifts with respect to those in free bipy ligand showing that N-atoms of bipy are coordi-
nated to Pd(II). It can be found from 'H NMR spectra that chemical shift for Ho of ade is 12.872 ppm
but this proton resonance peak disappeared in the complex (2) spectrum. These data are in good
agreement with X-ray diffraction analysis showing that Pd(Il) is coordinated with N9 of ade.

Hydrolysis kinetics of complex (1). The hydrolysis of complex (1) was studied by UV-visible
absorption spectroscopy according to a literature method [ 29 ]; the spectra are illustrated in Figure 2.
The hydrolyzation reaction proceeds in two steps:

[Pd(bipy)Cl,] + H,O <> [Pd(bipy)(C1)(H,0)]" + Cl™ K
[Pd(bipy)(CI)(H,0)]" + H,0 <> [Pd(bipy)(H,0),]*" + CI” &,
Only the first step of the hydrolyzation reaction (k;) was studied. The two chlorides of complex
(1) are active groups prone to be gone; the active species [Pd(bipy)(C1)(H,0)]" must combine with
a target molecule once being produced, so the rate of hydrolyzation could be an important factor in the
binding the active complex with DNA. The study on the hydrolyzation reaction of this kind of palla-
dium complex would help to understand the interaction mechanism with DNA from dynamic point of
view. The hydrolyzation of [Pd(N,N)L,] [(N,N) = diamine] coordination complex, suppression dy-

Cl Cl
N,
Pl NHy
TN N 9N N ,N] 8N Fig. 1. Atom labeling schemes for bipy,
b 7N 7 N\ ‘}t _ Ds complex (1) and complex (2)

\_ 7/ _ N\ / —
—d —
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Fig. 2. The hydrolyzation reaction UV spec- 2.59
trum for complex (1)

2.0
namics of coordination saturation com- §l.5-
plex [Pd(en),]”" (or [Pd(bpy)en)]”, &
[Pd(4,4'-Me,bpy)(en)]*", PA(N,N'- £ 1.0+

Mes,en,)]*") have been extensively stud-
ied [ 30, 31 ]. The hydrolyzation reaction —
equation is In(4w— Ay = In(4s, — Ao) — 0 S
— Kos? (4, Ao and A, are absorbencies 200 220 240 260 280 300 320 340 360 380 400
. . . . Wavelength, nm

when time is ¢, 0 and infinity, respec-

tively). For complex (1), the relation between In(4. — 4,) and ¢ is linear and the speed constant (ki)
is 3.0 x 10*s™'. This hydrolyzation reaction rate indicates that [Pd(bipy)(H,0),]*" is able to target
a DNA molecule, blocking the division of DNA.

DNA-binding study of complex (1). The fluorescence spectra of complex (1) interacting with
FS-DNA were studied according to previously developed procedures [ 32 ]. The spectra are shown in
Figure 3.

The fluorescence intensity of ethidium bromide (EtBr, classical fluorescence probe [ 31 ]) itself is
very faint, but it was shown to emit intense fluorescence light in the presence of DNA due to its inter-
calation into DNA between base pairs. Upon addition of a second molecule, which binds to DNA
more strongly than EtBr, the DNA-induced EtBr emission would be quenched [ 34, 35 ], indicating the
replacement of EtBr by the second molecule intercalated into DNA [ 36, 37 ]. The emission spectrum
of EtBr bound to DNA in the absence and presence of complex (1) is given in Figure 3. It is clear from
the Figure that the addition of complex (1) to DNA pretreated with EtBr causes appreciable reduction
in the emission intensity. The higher the concentration of complex (1), the weaker the emission. When
the ratio of Cy/Cpna Was 0.3, the fluorescence intensity of EtBr-DNA dropped below ~50 % of the
intensity observed in the absence of complex (1) indicating that complex (1) interacted with DNA
strongly.

Interaction of complex (1) with adenine. In order to investigate the interaction of complex (1)
with a DNA nucleobase, the crystal stucture of complex (2) was studied. The molecular structure of
complex (2) is shown in Figure 4, together with atom numbering scheme. In the binuclear complex

Intensity. a.u.

T T T
650 700 750
Wavelength, nm

550 600

Fig. 3. Emission spectrum of EtBr bound to DNA in the ab-

sence and presence of complex (1) (Cgg= 5x107° M,

Cona =5x10°M, a—> g: Ccomplex/ Cona = 0, 0.05, 0.1, 0.15, Fig. 4. Molecule structure of complex ca-
0.20, 0.25, 0.30, Aey = 527 nm) tion in (2)
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cation, each Pd(Il) is chelated by one bipy ligand (coordinated by N1, N4), while the two Pd(II)
cations are bridged by two ade ligands (one coordinated by N3, N9A, another, by N9, N3A). From
Table 3 it can be seen that Pd(II) has a square-planar (distorted to rectangular) coordination geometry.
The distance Pd1—Pd1A is 3.061 A, indicating chemical metal—metal interaction [ 38 ]. The distances
for the corresponding C...C contacts between the two bipy moieties are 4.258, 4.713, 4.551, 3.883,
3.460, and 3.640 A, the average distance being 4.084 A, that may suggest intramolecular n— stacking
interaction which is slightly weaker than that (3.954 A) previously observed in the complex
[Pdy(phen),(ade),]Cl,-4.5H,O [ 16 ].

Many studies have been reported dealing with the binding mechanism of platinum complexes to
DNA [39] and recently a class of palladium complexes containing bipy ligand has been reported
[40, 41 ] but the mechanism of its action is not completely understood. In this paper the study on the
hydrolysis kinetics of complex (1), synthesis and characterization of complex (2) provide more insight
into the binding mechanism of these palladium complexes with DNA.

CONCLUSION

The palladium complex [Pd(bipy)Cl,] (1) has been synthesized, characterized and examined for
the DNA-binding properties with the use of fluorescence spectra. The results support the fact that the
complex binds to DNA in an intercalation mode. The reaction of complex (1) with ade yields
[Pd,(bipy)a(ade),]Cl,-3H,0 (2) whose crystal structure was determined by single crystal X-ray diffrac-
tion method. This study on the synthesis and crystal structure of complex (2) provides important in-
formation which could help to understand the mechanism of activity of the palladium complexes inter-
acting with DNA.
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