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One of the important areas of modern science is the selection of the right forms of drug
delivery. Layered inorganic nanoparticles, such as zirconium phosphate, have proven
themselves well in this area. The study of the properties of these systems and methods of
their preparation makes it possible to determine a rational technology of their manufacture,
storage conditions as well as suggest a possible mechanism of therapeutic action. The
physical dimensions of the formed aggregates, morphology and structure are often the
most influential factors for controlling the active surface area, reactivity, bioavailability
and toxicity of nanoparticles. Aggregation properties of zirconium phosphate nanoparticles
loaded with cluster rhenium(IIT) compounds with propionate ligands of different structure
types (di-, tri- and tetra-carboxylates) and cisplatin were investigated by laser diffraction
method in water. It was shown that the quantity and orientation of propionate ligands
affect the aggregation properties of the investigated compounds. However, the presence of
cisplatin in the composites reduced the aggregation abilities of the nanoparticles which
indicate the formation of new complexes on their surfaces. After sonication, cisplatin-
rhenium compound composites had practically the same size-distribution curves. Our
findings showed that the formation of different complexes with ZrP occurs on the surfaces
depending from the structure of the rhenium substances.

Keywords: dirhenium(III) complex, cisplatine, zirconium phosphate; nanoparticle;
sonication; aggregation properties.
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Introduction

The selection of the right forms of drug delivery
is an important area of modern science. Layered
inorganic nanoparticles, such as zirconium
phosphate, have proven themselves well in this area.
The study of the properties of these systems and
methods of their preparation allows determining a
rational technology of their manufacture, storage
conditions and suggesting a possible mechanism of
therapeutic action. The physical dimensions of the
formed aggregates, morphology and structure are
often the most influential factors for controlling the
active surface area, reactivity, bioavailability and
toxicity of nanoparticles. In our previous publications
[1—3], the methods of preparation and investigation
of zirconium phosphate nanoparticles loaded with
dirhenium(III) compounds of different structural
types and ligands were elaborated. We have prepared

the nanoparticles containing a dirhenium(III)
compound and cisplatin in molar ratio of 4:1
according to the same procedure. Before
characterization the obtained composites by some
expensive methods, we investigated their size
distributions by laser diffraction method to compare
their aggregation properties in water. Molar ratio of
dirhenium(IIT) compound to cisplatin of 4:1 was
taken due to the earlier shown anticancer activity of
liposomes with the same content [4,5]. Besides, the
aggregation properties of nanoparticles in water have
additional significance to predict their fate in
environment and living organisms [6—10].

Materials and methods

The following compounds were used for
preparation of nanoparticles: trans-Re,(C,H;C0O0),Cl,
(trans-tetrachlorodi-p-propionatodirhenium(1II)),
Re,[(C,H;COO0),Cl,;] (trichlorotri-p-propionato-
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dirhenium(III)), Re,[(C,H;COO0),Cl,] (dichlorotetra-
p- propionatodirhenium(II1)), cis-[ Pt(NH;),ClL,] (cis-
diamminedichloroplatinum(II), i.e. cisplatin), and
Zr(HPO,), (zirconium hydrophosphate, ZrP); they
were synthesized according to procedure described
elsewhere [11—15].

Encapsulation procedure was performed
according to refs. [1—3]. In short, ZrP or ZrP and
plus cisplatin were added to the 5-10* M solution of
the dirhenium(IIl) compound in isopropanol in
quantities according to the following molar ratios:
ZrP:rhenium compound of 5:1, or ZrP:rhenium
compound:cisplatin of 20:4:1. After boiling during 5
days with spectral control, the obtained
nanocomposites were washed by solvent and dried

on the fresh air.

Following nanocomposites were obtained
according to this procedure: ZrP/trans-Re,(C,H;COO0),Cl,
5:1 (I), ZrP/trans-Re,(C,H;COO0),Cl,/cisPt 20:4:1
(Ia), ZrP/Re,[(C,H;C0O0),Cl;] 5:1 (II),
ZrP/Re,[(C,H,C0O0),Cl;]/cisPt 20:4:1 (Ila),
ZrP/Re,[(C,H,C00),Cl,] 5:1 (IIl), and
ZrP/Re,|[(C,H;C0O0),Cl,]/cisPt 20:4:1 (111a).

To measure the sizes of particles, the laser
diffraction particle size analyzer Mastersizer Hydro
2000MU (Malvern Instruments Ltd.) was used.

Equimolar quantities of I—III, Ta—IIla in the
range of 5—7 mg were dispersed in 50 mL of water
and rigorously mixed by magnetic stirrer during
5 min. The resulting suspension had a turbidity of 1.8 to
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5.1%. The suspension thus prepared was pumped by means
of a peristaltic pump to the measuring cell of the particle
size analyzer and returned to the measuring flask. After
that, the laser diffraction method with the use of
particle size analyzer was accomplished using Master
sizer HYDRO 2000MU Malvern Instruments
(Malvern Panalytical).

The second measurement of nanoparticles sizes
was accomplished after 2 minutes of ultra-sonication.
Each measurement was repeated 10—12 times and
the average curves of nanoparticles sizes distribution
were plotted.

In addition to the particle size distribution, such
values as d10, d50, and d90 were calculated and the
largest and smallest particles observed during the
measurement were determined. The characteristic
values (d10, d50, and d90) are defined as follows:
d10 — particles of this and smaller diameters
constituting 10% of the total volume of all particles
in the sample, d50 (average particle size) — particles
of this and smaller diameters constituting 50% of
the total volume of all particles in the sample, and
d90 — particles of this and smaller diameters
constituting 90% of the total volume of all particles
in the sample.

Any time when the term «dimension» or «size»
of the particles is mentioned in this study, it means
the equivalent diameter of the particles, which value
is the average of the measurement interval within
the range of approximately 7% of a given value.

Results and discussion

Figure and Table show the size distribution
curves of I—III, Ia—IITla nanocomposites.

It is well-known that a high ratio of surface
area to volume of nanoparticles leads to highly
reactive and instable colloid as compared with bulk
substrates. Thus, there is no surprise that simple
procedure of mixing of I—III and Ia—IIla in water led
to the formation of aggregates with sizes of 1000 pm
and larger (dashed and solid lines in Figure,
accordingly).

Size-distribution curves before sonication (dash
lines) have no strict relation to the structure of the
investigated substances that may be an effect of

nanocomposites storing and water molecules
entrapping.

The sonication procedure breaks aggregates and
shifts the size distribution curves to smaller particles,
however of different distribution. In the preparations
without cisplatin, this shift led to the formation of
smaller particles.

The smallest particles were achieved for the
composite I (~0.5 um) while the largest ones were
observed for the composite I (~5 um). It is likely
that the aggregation abilities depend on the structure
of the dirhenium(IIT) compounds, in particular on
hydrophobic interactions of the propionate ligands,
abundant in Re,[(C,H;C0O0),Cl,], where there are
4 hydrophobic ligands, and on the quantity of
chlorine atoms in the molecule, that is the largest
for trans-Re,(C,H;C0OO0),Cl, amounting to four
atoms of chlorine. The chlorine atoms are the most
electronegative atoms in the molecules of the
investigated dirhenium(III) compounds and may be
responsible for electrostatic interactions between
nanoparticles, while hydrophobic interactions may
be more responsible for aggregation of the III
composite. The symmetry of the molecules structure
may also impact on the aggregation abilities of the
complexes. In any case, the structure of the
encapsulated substances influences the aggregation
properties of the composites.

Encapsulation of cisplatin changed the size
distribution of the composites in a large extend after
sonication procedures. It is interesting that these
cisplatin-rhenium composites after sonication
exhibited practically the same size-distribution curves.
Most particles were in the range of about 0.1-0.5 um and
the average particle size (d50) was about 0.2-0.25 pum
(Table).

According to colloid science and aggregation
theory, the aggregation of nanoparticles occurs when
physical processes bring particle surfaces in contact
with each other [7]. When contact occurs, it can
result in attachment or repulsion depending on the
surface properties (charge, moieties, etc.). The
obtained results allow us to conclude that the
formation of different complexes with ZrP took place

Characteristic values of nanoparticles size (I—III, Ia—IIla) before and after sonication

Composite before sonication (1m) after sonication (um)

min max d10 ds0 doo min max d10 dso doo

I 0.275 | 778.1 | 4.69 | 264 | 2262 | 0.182 | 24.6 | 0.60 | 4.10 12.4

Ia 0.209 | 677.7 | 0.57 579 | 119.8 ] 0.120 | 28.2 0.14 0.22 1.2

11 0.724 | 2046.6 | 20.56 | 135.6 | 809.8 | 0.120 [ 214 | 0.15 0.25 5.5

ITa 0.316 | 42.8 1.63 5.7 20.1 | 0.105 | 6.18 0.13 0.2 1.6

111 0.55 | 677.7 ] 10.81 | 43.8 | 105.6 | 0.182 | 170.2 | 0.42 4.7 37.1
1la 0.158 | 513.1 | 0.37 61.0 | 2139 ] 0.105 | 0.590 | 0.13 0.2 0.3
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on the surfaces of I—III, depending on the structure
of the rhenium substrates. However, the formation
of the complexes similar in polarity or even structure
may occur in the case of Ia—IIla.

Conclusions

Taking into account the formation of the
complex between a rhenium compound and cisplatin
inside in liposome [6] that had been confirmed by
spectral methods, the following structure of a new
complex on the surface of Ia—IIla is proposed:

NHs
cj— P NH;

Cl

s
- A
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ATPETAIIIHI BJACTUBOCTI JESAKAX ®OCPATIB
LINPKOHIIO, HABAHTAXKEHUX KOMILIEKCAMU
JTHAPEHIIO(III)

A.B. Cainkane, H.I. Illmemenxo, P. bpeii, X. O6apcka-
Ilemnkosax, O.B. IlImemenko

Oduicto 3 axcaugux eanyseili Cy4acHoi HayKu cmae euoip
npasuavHux gopm docmasku nixie. lllapyeami neopeaniyni HaHo-
yacmuuKu, maxi Sk gocgpam uupkonito, dobpe 3apekomeHdysaiu
cebe 6 yiul eanysi. Busuenns eracmugeocmeil yux cucmem i memodie
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ix nideomosku 00360459€ BUHAHUMU PAUIOHANbHY MEXHOA0RIH iX
8UPOOHUYMEA, YMO08 30epieats, a MaAKoNC 3aNPONOHY8amMU MOIC-
AueUli mexanizm mepaneemuunoi Oii. Pizuuni posmipu cgopmosa-
HUX agpeeamie, Mopghoaoeis i cmpyKmypa yacmo € Haubinbul 6nau-
osuMU pakmopamu 045 KOHMPOAK AKMUBHOI NAOUL NOBEpXHI,
peaxyiinoi 30amnocmi, 6i000cmMynHOCMI | MOKCUMHOCII HAHOYAC-
MUHOK. Aepeeayiini eaacmueocmi HAHOYACMUHOK UUPKOHIT ¢oc-
amy, nasanmasxnceni knacmeprumu cnoaykamu peniro(I11) 3 npo-
NIOHAMHUMU AieQHOAMU PI3HUX CMPYKMYPHUX munié (Ou-, mpu- i
mempakapbokcusamu) i YUCHAAGMUHOM, 0yaU 00CAiONCeHi Memo-
dom ceimaoposcitosanus 6 600i. [lokazano, wo Kinvkicms i opieH-
mauis NPONioHAmMHuUX NieaHdie 6NAUBAIOMb HA aepeeayiliHi eaacmu-
80cmi 00CAiONCYBAHUX CNOAYK. Ale HAABHICMb YUCNAAMUHY 8 KOM-
no3umax 3MeHuyeano daepeeauitini 30amHocmi HAHOYACMOK, SKI
cgiouams npo opmysaHHs HOBUX Komnaekcie Ha ix nogepxusx. Ilicas
00po0OAeHHs YAbMPA38YKOM KOMNO3UMIE YUCNAAMUH-DeHIE8a Cno-
AYKA Maau npakmuyHo 0OHAKO8I Kpuei po3nodiny 3a posmipamu.
Ompumati namu pe3yromamu 0036045110Mb 3p0OUMU BUCHOBOK NPO
me, W0 6 3ane)CHOCMI 8i0 CMPYKMYypU peHie6oi cnoayKu Ha no-
6epxHi 8i00ysacmucsi ymeopeHHs pizHux Komnaekcie 3 ZrP.

KimouoBi ciosa: xomruiekcu nupenito(Ill), nucrnarun,
dochar uMpKOHiI0, HAHOYACTUHKHM, YJIBTPa3BYK, arperamiiiHi
BJIACTUBOCTI.
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One of the important areas of modern science is the selection
of the right forms of drug delivery. Layered inorganic nanoparticles,
such as zirconium phosphate, have proven themselves well in this
area. The study of the properties of these systems and methods of
their preparation makes it possible to determine a rational technology
of their manufacture, storage conditions as well as suggest a possible
mechanism of therapeutic action. The physical dimensions of the
formed aggregates, morphology and structure are often the most
influential factors for controlling the active surface area, reactivity,
bioavailability and toxicity of nanoparticles. Aggregation properties
of zirconium phosphate nanoparticles loaded with cluster rhenium(111)
compounds with propionate ligands of different structure types (di-,
tri- and tetra-carboxylates) and cisplatin were investigated by laser
diffraction method in water. It was shown that the quantity and
orientation of propionate ligands affect the aggregation properties of
the investigated compounds. However, the presence of cisplatin in
the composites reduced the aggregation abilities of the nanoparticles
which indicate the formation of new complexes on their surfaces.
After sonication, cisplatin-rhenium compound composites had
practically the same size-distribution curves. Our findings showed
that the formation of different complexes with ZrP occurs on the
surfaces depending from the structure of the rhenium substances.

Keywords: dirhenium(III) complex; cisplatine; zirconium
phosphate; nanoparticle; sonication; aggregation properties.
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