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ABSTRACT

Purpose: To make quantitative assessment of zinc oxide-labeled
nanoparticles’ biokinetics in laboratory animals’ (rats’) organism after
single oral administration.

Material and methods: Suspension of zinc oxide nanoparticles with
30 nm median diameter was used as source material. Before the injection
nanoparticles were irradiated to thermal neutron beam, so that part of
the atoms was activated with formation of radioactive nucleus of “*Zn
with half-life of 234.8 days. Four groups of animals were used in the
experiment (3 male Wistar rats with average body weight of ~ 170 g in
each group). According to number of animals used in the experiment,
the suspension of nanoparticles was divided into 12 parts of 0.5 mL each.
Animals were sacrificed at hours 4, 24, 72 and 120 after administration;
then organs of the sacrificed animals including brain, heart, lung, liver,
spleen, pancreas, kidneys, testicle, also remained carcass, blood,
excrement and urine were analyzed. Changes of organs’ activity were
recorded on low-background gamma-ray spectrometer.

Results: Biokinetic parameters of Vistar rat-males are evaluated
after single oral administration of zinc oxide nanoparticles. Maximum
content of nanoparticles was observed in 24—72 hours after oral
administration. “Zn mass distribution in rats’ organs at maximum point
decreases according to the following sequence: liver — kidneys — spleen
— pancreas — heart — blood — brain.

Conclusion: 1. Technology of producing new type of product —
labeled nanoparticles by means of irradiating them with thermal
neutrons of nuclear reactor is elaborated. 2. It is proved that there is a
possibility to do research of nanoparticles’ biokinetics in the laboratory
animal organisms using labeled atoms technology. 3. ®Zn activity
records in the rats’ brain (near 0.06 % of administered activity) proves
that nanoparticles can mount blood brain barrier.

Key words: nanoparticles, zinc oxide, radioactive label, experi-
ment, rats, biokinetics, blood brain barrier

PEDEPAT

Llenb: KonmnuecTBeHHas1 OlleHKAa OMOKMHETHMKN HAHOYACTHIT
OKMCH LIMHKA B OpraHM3Me J1abopaTOPHBIX KMBOTHBIX (KPBIC) MOCIEe
OITHOKPATHOTO MEePOPATLHOTO BBEICHHUSI C MUCTIOTh30BAHMEM TEXHO-
JIOTUM MEYEHBIX aTOMOB.

Marepuan u meronbl: MICXOTHBIM MaTepuaioM SIBJISIIACH CYC-
MEeH3MsI HAHOYACTHUII OKUCH LIMHKA C MEIMAHHBIM THaMETPOM OKOJIO
30 uM. ITepen BBegeHUEM XXKMBOTHBIM HAHOYACTUIIBI OOTYJIaIUCh TIO-
TOKOM TEIUIOBBIX HEMTPOHOB, B PE3yJIbTaTe YEro YaCcTh aTOMOB aKTH-
BMPOBANACH C 00PA30BaHUEM PAIMOAKTUBHLIX Aep “°Zn ¢ nepuoaom
nosaypacnazaa 243,8 nHsl.

VccnenoBaHue IPOBOAMIOCH Ha YETBIPEX IPYIIIax XKUBOTHBIX (B
Kax[oii rpyrmrie no 3 Gesible KpbIChl-caMmilbl JIMHUU Bucrap co cpen-
Helt maccoit Tena ~ 170 r). CycrnieH3usl HAaHOYACTUIL ObUIa pa3iesieHa
Ha 12 yacteii mo 0,5 mi1. 3a00i JKUBOTHBIX TPOM3BOAMIICS Yepes 4, 24,
72 n 120 yacoB 110cye BBeIeHUsI CYCTIeH3MU HAHOYACTUII C MOCIIEAYIO-
LIMM B3STHEM Ha MCCJICJIOBAHWE OPraHOB KMBOTHBIX, BKJIIOYAs TO-
JIOBHOI MO3T, Cepjlle, JIeTKoe, TIeUeHb, CEJIE3EHKY, MOKETYIOUHYIO
JKese3y, MOYKM M CEMEHHMKM, a TaKXe OCTaBIIYIOCS TYIIKY, KPOBb,
KaJl 1 Movy. I3MepeHust akTUBHOCTU OPTaHOB U TKAHEU OCYIIIECTBIIS -
JIOCh Ha HU3KO(OHOBOM TaMMa-CIeKTPOMETpE.

Pesynbratel: OnieHeHbl OMOKMHETHUECKIE ITapaMeTphl TPaHC-
MopTa HaHOYACTULl OKMCH IIMHKA [UIsS KpbIC-CaMLIOB JMHUU Bucrap
TocJie OMHOKPATHOTO TIepOPAILHOTO BBeleHUsI. MakcuMaibHOe CO-
JIep>KaHKe M0 Macce HAHOUACTUIL B OpraHax KpbIC HabJII01aeTcsl B 1e-
puon 24—72 yaca 1ocJie repopaibHOTO BBeeHUs. B Touke Makcumy-
Ma pachpeelieHue cofepxkanus ©°Zn 1o Macce B OpraHax yMeHblla-
€TCsl B COOTBETCTBUU CO CJIEAYIONICi TIOCIENOBATEIbHOCTRIO: TIEYCHD
— TMOYKM —> CeJie3eHKa — MOJKeNyI0YHas Xejieza — cepale —
KPOBb — TOJIOBHOI MO3L

BoiBonbl: 1. OtpaGoTaHa TEXHOJIOTUS MOJIYYEHUs HOBOTO BUIA
MPOMYKIIUM — MEUEHBIX METAJIOCOMEPXKAITNX HAHOYACTHIL ITyTeM
00JTy4eHMsI TETIOBBIMU HEUTPOHAMU SIAEPHOTO peakTopa. 2. [lokasa-
Ha BO3MOXHOCTb TIPOBEICHMSI UCCIIEIOBAHNI OMOKMHETUKY HAHOYA -
CTUIL B OPraHU3Me JJaOOPaTOPHBIX JKUBOTHBIX C MCIOIb30BAHUEM TEX-
HOJIOTMY MEYEHBIX aTOMOB. 3. Perucrpauus aktusHoctd “Zn B ro-
JIOBHOM MO3T€ JIaO0OPaTOPHBIX JKUBOTHBIX (KPBIC) B KOJMYECTBE OKOJIO
0,06 % oT BBeIeHHOI aKTUBHOCTH TOKAa3bIBAET, YTO HAHOUACTHUIIBI
(MM IPOAYKTHI UX MOAMMDUKALMKM B OPraHU3Me) CIIOCOOHBI MPEOI0-
JIeTh TeMaTodH1IehaTnIecKuii bapbep.

KiroueBble clioBa: Hanouacmuuybl, OKUCh YUHKA, paduoaKmueHas
MemKa, dKCnepumMenm, Kpoicol, OUOKUHEMUKA, eeMamosHyedaruqec-
Kuil bapvep
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Introduction

Accelerated development of nanotechnology in Rus-
sia positively creates new source of potential menace and
raises the issues of nanotechnology safety, human health
products produced by means of nanotechnology and safe-
ty of life environment [1]. The addressing this issue pre-
supposes founding specialized laboratories in Russia and
fitting them out with modern equipment to conduct tho-
rough research dedicated to providing safety of human he-
alth in nanotechnology.

One of the issues to be solved at the first stage of rese-
arch of effects of nanoproducts’ influence upon bio-obj-
ects is researching biokinetics of nanoparticles in labora-
tory animal organisms after different types of administra-
tion. By now certain experience in this area is accumula-
ted. There are some reviews containing analysis of this
data [2, 3]. The records of experiment results obtained af-
ter analysis of silver and gold nanoparticles’ biokinetics
are cited in the paper [4, 5]. But, information available in
literary sources does not make it possible to reconstruct a
broad picture of biokinetics of researched nanoproducts,
therefore, this area should be hereafter subject to more de-
tailed study. It also stands to mention that common met-
hods of quantitative estimation of nanoparticles in bio-
objects need rather expensive equipment, moreover they
are very effortful in practical application.

Radiotracer method (or method of radioactive indica-
tors) makes possible to overcome the difficulties inherent
in other methods [1]. Radionuclide tracer virtually does
not influence chemical and surface properties of particles
and does not change its biological behavior (in particular,
ability to penetrate into cells of different organs). Not very
complicated equipment is needed to reveal radionuclide
tracer which allows to fix the tracer’s isotope activity and,
thus, integral quantity of nanoparticles (by weight) in bio-
logical samples (internals, blood and excrements). High
sensitivity, accuracy and selectivity of modern gamma
spectrometric equipment makes possible to use in experi-
ments small amount of radioactive materials which is be-
low the minimum significant activity (MSA) magnitude,
in accordance with radiation safety standards (Radiation
Safety Standards 99/2009).

Experiments on laboratory animals with nanopartic-
les labeled with radioactive isotopes were performed by a
number of researchers and contained particular questions
concerning biokinetics, e.g. “Fe,0, [6].

Choosing zinc oxide as subject of research is caused
by the fact that zinc is one of the most important essential
trace elements that are necessary for organism activity and
participate both in process of metabolism and in the form
of saved resources. Radiotracer method when in vivo rese-
arch of biokinetics of essential elements is held has sub-
stantial advantage as it allows to distinguish the admini-
strated element from the one that has been in the orga-

nism before administration. Zinc in the form of its oxide is
chosen as nanoparticles of zinc oxide are rather stable and
do not have strongly marked tendency to agglomerate and
form clusters as opposed to zinc its pure form.

The aim of present experiment is to study biokinetics
of zinc oxide nanoparticles in organism of laboratory rats
after single intragastric administration.

Part of experimental data is published in paper [7],
where the question of zinc availability in form of zinc oxi-
de nanoparticles concerning estimating necessary essenti-
al trace element delivery possibility is considered. Present
work foremost considers methodological component of
experiment, some questions of biokinetics particularly
overcoming of brain-blood barrier and the problem of
translating the results from animals to humans.

Material and methods

Dry ultrafine powder of zinc oxide obtained from
«Sigma-Aldrich» had been taken as initial material and its
water suspension of nanoparticles was prepared. Figure
(Fig.1) demonstrates distribution of typical geometric di-
mensions of initial dry powder’s nanoparticles which was
measured by X-ray diffraction (small-angle X-ray scatte-
ring). This measuring method provides dimensions of na-
noparticles’ crystalline fraction, but at the same time it
does not allow to estimate the size of potential clusters in-
tegrating several crystals. Measured median particle size
in initial dry ultrafine powder of zinc oxide was about 30
nm [7], it coincides with specification of manufacturer. It
is shown that crystals have hexagonal structure with follo-
wing parameters: a = 3.253A and ¢ = 5.209A.

When preparing water suspention of these nanopar-
ticles measures against their aggreration and clusters’

0,7
0,6
0,5
0,4
03
0,2
01

0

Relative unit

10 100 1000

Linear dimention [ nm ]

Fig. 1. Median size distribution in zinc oxide nanoparticles
water suspension measured by photon correlation spectroscopy

composing were taken. For this purpose according to
standard practice surface-active substance — biologically
subactive bovine albumin with concentration about 0.1 %
— was added to utilized deionized water. Distribution of



dimesions of revealed nanoparticles clusters has bimodal
form with median diameter about 50—300 nm relatevely.
As regards fraction with diameter about 50 nm, it corres-
ponds to initial crystal nanoparticles. The difference bet-
ween mesuarments by diffraction and photon correlation
spectrometry is that photon correlation spectrometry pro-
vides the size of nanoparticles in their hydrodynamic dia-
meter (round sphere) approximation, its deflection causes
an increase of magnitude derived from measurements. It
is worthwhile to say that used photon correlation spectro-
metry equipment did not allow to estimate quantatively
the part of fraction with different size, thus, Fig.1 can only
demonstrate that the suspention contains clusters with
size about 300 nm. In order to diminish fraction of these
clusters, the suspention was exposed to the ultasound with
frequency 20 kHz by emitter with power 6 W.

The most common method of radiolabel formation in
zinc oxide nanoparticles is neutron activation of isotope
%Zn that made up 46 % of total natural mix of zinc stable
isotopes. Due to thermal neutrons flow exposure, some
part of “Zn atoms took part in nuclear reaction where ra-
dioactive isotope ®Zn with half-life period equal to 243.8
days is released: “Zn + n, — “Zn. This isotope has two
energy lines of gamma radiation of which the line 1115.5
keV with quantum yield about 51 % is more useful in gam-
ma spectral measurements. The value of specific activity
of suspension produced for experimental research is fore-
most estimated by radiation safety of personnel and then
by resource of measurement technology. The resources of
modern gamma spectral instrumentation make it possible
to measure with satisfactory accuracy specific for *°Zn
energy line while sample activity is about several Bq, i.e.
activity is dramatically below the natural background ra-
diation. In this connection there is a possibility to use level
of activity that is below the minimum significant value (in
accordance with Radiation Safety Standards 99/2009).

After theoretical examination, the questioned opti-
mum time of neutron flow exposure of nanoparticles sus-
pension in channel of IR-8 research reactor was found to
be 48 hours. Water suspension of nanoparticles was sealed
in ampoule by volume of 6.2 mL made from ultra-pure
(99.99 %) quartz that was then placed into container
made from pure aluminum which was put into vertical ne-
utron channel of IR-8 research nuclear reactor (reactor
construction allows to put into and take the samples out in
vertical channels “on-the-run”, without reactor shut-
down).

Irradiated nanoparticles had enrichment with radio-
active isotopes (activity by “Zn: 48.8 Bq/mg expressed as
zinc or 97.6 kBq/mL of suspension) and could be used in
technology of studying biokinetics of radioactive products
in laboratory animals’ organism.

Experiment was performed in 12 Wistar male rats with
mean body weight of 170 g. The ampoule with suspension

was opened before primer, suspension was filtered to cut
off micron fractions and treated with ultrasound to dec-
rease conglomeration of nanoparticles. Individual dosage
was equal to 0.5 mL of suspension contained 1.24 mg of
zinc oxide nanoparticles that conforms to zinc with we-
ight equal to 1 mg and activity equal to 48.8 kBq. Water
suspension was consequently administered into stomach
of animals with a help of steel probe (Fig. 2).

Fig. 2. General view of intragastric administration to rat of zinc
oxide nanoparticles labeled with ®Zn by thermal neutron
radioactivation

Then groups of 3 animals were sacrificed 4, 24, 72,
120 hours after agent administration. Brain, heart, lungs,
liver, spleen, pancreas, kidneys, testes, blood, tibia and re-
maining carcass were taken for gamma counting. Urine
and feces samples were also collected and gamma counted
24 and 72 hours after tracer administration. All organs of
sacrificed animals were weighed carefully and then chan-
ges of activity in organs were recorded on low-background
gamma-ray spectrometer. In order to enhance accuracy
measurements of biosample, the activity was taken for se-
veral times with successive turn of measured sample and
following averaging.

Results and discussion

Table 1 demonstrates results of zinc mass fraction
estimate in organs of sacrificed animals according to ra-
dioactive isotope ©Zn activity corrected to its half-life.
Value of this quantity was obtained by dividing mass zinc
content in animal organism by value of this organ’s mass
and then averaged in group.

Figures 3—4 demonstrate kinetic characteristics of
Zn labeled nanoparticles radioactivity in rat’s internals
[7]. Distribution has funnel shaped form that to a large ex-
tent corresponds to theoretical solution of simultaneous



Table 1

Mass fraction of “Zn, 1077, in organs and tissues of Wistar male rats after single intragastric
administration of zinc oxide labeled nanoparticles suspension estimated with radiotracer method

NeNe Organ Organ’s mass (average Hours after administration

in group), g 4 24 72 120
1 Brain 1,66 1,26£0,27 2,16+0,49 3,85+0,89 3,19+0,66
2 Heart 0,87 7,76+1,83 12,9£3,8 19,1£5,09 5,84+1,60
3 Spleen 1,27 15,6+0,85 20,16£3,48 27,916,48 8,26+1,43
4 Pancreas 0,39 45,3847,43 54,6+15,87 58,34+9,88 7,50£2,09
5 Kidney 1,54 24,42+5,58 27,75+5,89 34,81+4,1 7,55%0,56
6 Liver 8,36 30,1+5,92 46,5+5,96 47,70+6,79 15,38+1,40
7 Lungs 1,66 4,6410,96 8,83+1,12 11,93+£2,2 4,2840,95
8 Testicle 2,40 3,24+0,56 7,53+£0,93 8,24+1,23 2,9340,52
9 Blood 10,78 1,42+0,35 3,27+0,67 5,23£0,92 1,64+0,26
10 Tighbone 1,77 1,57 2,85 3,22 1,78

equations when multi-compartment model of biokinetics
is described. The peak content of nanoparticles in diffe-
rent organs of animals varied from 24 to 72 hours after in-
tragastric infusion. The highest obtainable amount of “Zn
tracer decreased in following order of organs and tissues:
liver — kidney —spleen — pancreas — heart — blood —
brain.

7Zn content analysis in brain allowed to assume na-
noparticles or their biotransformation products ability to
penetrate blood — brain barrier. The largest fraction of
brain “Zn content makes up 0.06 % total radioactivity ad-
ministered that corresponds to 1 % of ®Zn activity remai-
ning in rat’s body at corresponding time.

In analysis of measurements at the point of 24 and 72
hours ©Zn activity in carcass, all animals’ organs and disc-
harge was summarized. The activity value and intragastric
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Fig. 3. Kinetic curves of “Zn tracer accumulation and excretion
in liver and kidney of laboratory rats after single intragastric
administration of labeled zinc oxide nanoparticles water
suspension

administration activity agreed within 10 % [7].
Considering the present technology advances for bio-
kinetics, study of other kinds of other metal nanoparticles
turns to Table 2. The table shows that biokinetics in labo-
ratory animal organism at least biokinetics of four types of
metal-containing nanoparticles may be successfully rese-
arched using the method suggested. Properly, this list may
be enlarged. On the other hand, such results can be obtai-
ned by another method — neutron activation analysis. In
this method, non-activated nanoparticles are injected in
animals’ body, biological samples are analyzed (according
to order considered in the experiment, for example), and
radionuclide tracer is activated when these samples are
exposed to neutrons. This design of experiment has a
number of advantages, especially in the case of short-lived
radionuclide tracer (**Au for example). In case of element
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Fig. 4. Kinetic curves of “Zn tracer accumulation and excretion
in some internals of laboratory rats after single intragastric
administration of labeled zinc oxide nanoparticles water
suspension



Table 2

Elements and isotopes that can be used in technology of labeled atoms derived
from thermal neutron-capture reaction

Nuclide of the target Radioactive nuclide
Nanoparticles Concentration in total Radioactive nuclide Type of
: ype o

Nuclide natural mix, % 0, barm | (iracer) from n,,-capture | v 93 radiation £, .MeV
Zinc oxide “Zn 48.6 0.76 “Zn 243.8 Y 1.1
Ferric oxide *Fe 0.28 1.3 *Fe 44.5 B~y 1.1;1.3
Silver "Ag 48.2 87 tomp o 249.8 By 0.66; 0.88
Gold YTAu 100 98.7 AU 2.70 By 0.41
Symbols:

G, — thermal-neutron capture cross-section, T ,— radio isotope half-life, £, — radio isotope gamma-ray energy

in nanoparticle substance chosen as radionuclide tracer is

biogenic and contained in normal biological tissue, there

is a possibility to derive results by differential method
using control group of laboratory animals.

Considering the advances of present method, future
research is supposed to get answers to following questions:
— how different ways of nanoparticles’ administration

(intravenous, peroral, inhalation) influence on its to-

xicity and biokinetics in laboratory animals’ organism;

— to what extent nanoparticles’ dispersion influences on
biokinetic characteristics;

— how much biokinetic characteristics of nanoparticles
with different by chemical composition differs from
another;

— does nanoparticles form influence on their biokinetic
characteristics (it’s particularly actual for zinc oxide
nanoparticles that can in different conditions assume
various forms) [8];

— is it possible to use biokinetic model with parameters
derived during single primer of animals to forecast bio-
kinetics of nanoparticles if administrated permanent-
ly;

— do nanoparticles cumulate in organs of laboratory ani-
mals (and in human body) if administrated continu-
ously;

— what are the physicochemical characteristics and mic-
rodistribution of nanoparticles in animals’ organs par-
ticularly in brain.

A number of theoretical computation issues related to
present issue are to be solved after the experiment has
been conducted successfully:

— development of mathematical formulation of multi-
compartmental model in order to analyze and forecast
biokinetics of nanoparticles (or its derivatives) in ani-
mals’ organism after different ways of administration;

— biokinetic characteristics estimation using multi-com-
partmental model;

— adapting developed model to make it possible to use in

human body and estimation of its biokinetic characte-
ristics in order to translate appropriately the results of
experiments from animals to humans.

It is also necessarily to solve a number of methodolo-
gical questions especially the question of standardization
of this method in order to match the results of research
conducted in different laboratories.

As gold nanoparticles to a large extend are not going
to have chemical changes during the process of biokinetics
in laboratory animals’ organism (and human body), rese-
arch of biokinetic properties of these particles is more pre-
ferable to solve questions posed.

Conclusion

A technology has been worked out of metal contai-
ning nanoparticles biokinetic study in Wistar male rats ap-
plying radioactive tracers. Said technology merit to be ap-
proved as a standard.

Experiment in adult rats demonstrated that if only
Zn-labeled zinc oxide nanoparticles reaching blood after
intragastric administration do not have any substantial
chemical transformations then said nanoparticles may be
supported to penetrate blood-brain barrier (in amount
about 0.06 % of administered dose that is equal to 1 % ac-
tivity of ©Zn contained in animal’s organism at that mo-
ment).

The peak content of ©“Zn tracer from labeled nano-
particles was observed in organs and tissues of animals
24—72 hours after labeled nanoparticles administration.

The highest obtainable amount of ®Zn tracer decrea-
sed in following order of organs and tissues: liver — kidney
— spleen — pancreas — heart — blood — brain.

Present technology is considered to be applicable in
production of new kind of nanotechnology material — la-
beled nanoparticle tracers for scientific and medical pur-
poses.
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