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DEVELOPMENT OF A BIOSENSOR OF UREA
WITH THE APPLICATION OF POLYMER TECHNOLOGIES
FOR BLOOD AND URINE ANALYSIS

Abstract. Based on polymeric nanotechnologics, enzyme sensors and microreactors have been developedin the
way, that they can determine urea in liquids. The technology of manufacturing an enzymatic biosensor does not
differ significantly from the known technology of manufacturing microcapsules with an enzyme by the laer-by-lacr
method. This allows us, when constructing a biosensor, to use the information obtained on encapsulated enzymes by
other authors. It is shown that urea biosensor is able to work for a long time (up to 2 months) without significant loss
of enzyme activity. Polymer technology for manufacturing sensors is less laborious and expensive compared to other
similar technologies. We propose to develop biosensor devices — urea analyzers with polymer enzyme chips for
express diagnostics of biological fluids (blood, urine). One of the significant results of this work from our point of
view is two factors. The first factor is the optimization of the conditions for the production of a functionally active
enzyme immobilized in a polyelectrolyte coating, when the enzyme after the immobilization procedure shows an
activity comparable to that of a freshly prepared free enzyme. Such a result will allow reducing the cost of enzymes
when creating a sensitive layer of the developed urea analyzer. And the second factor is that the polymer coating
with the enzyme is able to work not only as an enzyme electrode, but also as an enzyme microreactor, without de-
creasing the rate of signal registration after passing the catalytic urease-urea reaction.
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Introduction. The volume of laboratory research worldwide is steadily increasing and reaches 45
billion analyzes per vear, and in industrialized countries the number of analyzes per person reaches 40-60
per year. Universal biochemical analyzers analyze any biological fluids (substrates, enzymes, lipids,
drugs, hormones, proteins, electrolytes, drugs). They are produced by about 60 companies, the main pro-
ducers are Abbott (USA), ABCI (Austria), Koné (Finland), Nova (USA), Coming (England), Beckmann
(USA), "Radiometer" (Denmark). Ready-made sets of reagents are in great demand. Their market is about
27 billion dollars in the world market of laboratory instruments in 6 billion dollars.

Spectroscopic analyzers are used for biochemical studies (determination of organic and inorganic
chemicals, such as potassium, sodium, calcium, magnesium, lithium, chlorine, substrates, metabolites,
enzymes of biochemical processes in blood and other human biological fluids). Universal biochemical
analyzers with the help of which an analysis of any biological fluids for the content of various compo-
nents are recognized as promising. However, at the present time there are no portable devices of this class.
The development of portable devices for the analysis of biological fluids is an urgent task of modern
medical diagnostics. Of particular interest among portable analyzers of various substances undoubtedly
represent analyzers based on biosensors. Any biosensor consists of two functional elements: a biosensor
containing a bioselective material, and a physical converter that transforms any generated signal (ion
concentration, mass, color, etc.) into an electrical signal. In the role of biosecting material are all types of
biological structures - enzymes, antibodies, receptors, nucleic acids and even living cells. In biosensors
are used a variety of physical converters: amperometric, conductometric, optical, luminescent, fluorescent,
acoustic, gravitational, etc.
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The development of biosensors is an extremely time-consuming process. The most important stage in
the development of enzyme sensors is proper immobilization of enzymes on solid supports (substrates).
We have developed a method for immobilizing enzymes using polymer technologies, in which the
immobilized enzyme is in a functionally active state [ 1-3]. Immobilization of enzymes was carried out in
a biosensor sensitive coating, which is a combination of nanometer polyelectrolyte layers and micro-
encapsulated enzymes placed between these layers (figure 1).
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Figure 1 — Enzyme electrode with sensitive biosensor coating:
A — 1s a glass pH electrode with a sensitive coating containing the enzyme urease;
B — image of a polyelectrolyte coating with microcells in a light microscope;
C - is a schematic representation of a sensitive coating with an enzyme

As it was shown in these works, enzymes in microcells of a polymeric material are reliably protected
from aggressive influences of environment (microbes, proteases, etc.); able to detect substrates for a long
time (up to 3 weeks in storage at room temperature). This work continues to improve the characteristics of
the developed urea biosensor.

Materials and methods. For the production of enzymatic biosensors and enzyme micro-reactors,
lyophilized urease (EC 3.5.1.5) was used from the Canavalia ensiformis beans of Sigma and Fluka, an
urease solution from the Urea KT(200) kit, (Deacon-DS) with an activity of 253000 U/1., Urea extra clean
(Reachim), MES buffers (Sigma), Tris-HCl (Sigma). Salts of CaCl,, Na,CO;, NaCl and KCI had a
gradation of chemically pure or pure for analysis. Ethylene glycoltetraacetic (EGTA) and ethylenedia-
minetetraacetic (EDTA) acid (both Sigma-Aldrich, USA). To form films and shells of microcapsules,
domain enzymes, polyelectrolytes were used: polyethylencimine (PEI) weight 600000-1000000,
polystyrene sulfonate (PSS), polyallylamine hydrochloride (PAAH), (all - Aldrich) with a mass of
60000-70000. The test substances were used as solutions in 0.33 M NaCl. All salt solutions were prepared
on deionized water obtained by purifying distilled water with Arium 611-UF (Sartorius). The conductivity
of the water was 1 uS/cm.

The following instruments were used in the work: spectrophotometer Bekman UV/Vis DU 520
(USA), Nikon eclipse E200 microscope, 4-channel potentio-microamperometric analog-digital amplifier
"Record-4usb" with computer connection (development of IBK RAS), pH- meter Bekkman F 690 pH /
Temp/mV/ISE Meter (USA), Axiovert 200 microscope, photometer (model 680 BIO-RAD, USA), Vortex
(shaking and mixing device), ultrasonic bath, magnetic stirrer, table centrifuge, semi-automatic micro-
pipette for 2-20 ul, 20-200 pl, 200-1000 pl, 5000 pl, chamber Goryaev.

Preparation of enzyme-containing calcium carbonate crustal particles. Composive microspherolites
CaCO;- protein were used as core microparticles for the preparation of polyelectrolyte capsules.

CaCO; microspherolites were obtained by the ion exchange reaction when mixing solutions of
calcium chloride and carbonate in the presence of protein (enzyme) — by biomineralization [4-7].

Preparation of enzyme-containing polyelectrolyte microcapsules. Polyelectrolyte microcapsules with
urease were produced by the method of alternate layer-by-layer adsorption with the application of
polystyrene sulfonate (PSS) and polyallylamine hydrochloride (PAAH) molecules to composite calcium-
carbonate spherulites containing urease as described in [4-6, §].
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Alternate layering of oppositely charged macromolecules of polyelectrolytes on colloidal particles
was carried out three to five times, obtaining three/five shells with the architecture of
PAAH/(PSS/PAAH), and PSS/(PAGE/PSS), where n=1.2. The procedure for the formation of micro-
capsules was carried out at room temperature (15-25°C). Microcapsule size and sphericity of calcium
carbonate particles were monitored with a Nikon eclipse E200 light microscope. The removal of calcium
carbonate particles from the microcapsules was carried out while maintaining the solution with
microcapsules in dialysis bags for 3 hours to 12-15 hours in 25 mM EGTA or EDTA at a temperature of
4°C or 20°C with basic alkalinization (pH 7.2-7.5). The number of capsules in the solution was counted
using a cameraGoryacv.

Potentiometric method for determination of urea concentration with a standard pH electrode. Using
the technique described in [1, 2], a potentiometric polymer biosensor of urea was prepared on the basis of
a modified glass pH electrode (figure 1A). Measurements of the hydrogen ion concentration in the test
solution were carried out using a four-channel ADC — "Record 4usb". The solution was stirred with a
magnetic stirrer and maintained at 25 + 1 °C with a U-1 thermostat (Germany). Then, the enzyme prepa-
ration was added thereto in the required quantities or a modified pH electrode was introduced. The
alkaline pH shift recorded (in mV) was saturated for 20-30 seconds.

Results and discussion. For the first time, the possibility of measuring the urea concentration by a
modified glass pH electrode on which an ultrathin sensitive polymer coating with urease was deposited
was demonstrated by us in [1, 2]. The following properties of the polymer coating provided this possi-
bility: good permeability of polyelectrolyte multilayers for the substrate (urea) and its decomposition
products by urease; impermeability of these layers for the enzyme; preservation of the enzyme in the cells
of the coating, high activity for a sufficiently long time; as well as significant alkalization of the medium
during the decomposition of urea to carbon dioxide and ammonia. Improving the characteristics and
properties of the polymer sensitive coating of the urea sensor is associated with an increase in the initial
activity of the immobilized enzyme, an increase in the duration of the sensor operation, and the ability to
measure urea in biological fluids. As was shown in [9], we managed to achieve a sufficiently high activity
of the immobilized enzyme, which amounted to 40-50% of the activity of the free freshly prepared
enzyme.

In this paper, data are presented on the continuation of studies related to an increase in the initial
activity of the urease sensor. Figure 2 shows the data on the dependence of the response of the glass pH
clectrode on urea concentration in the measuring cell for the free (line 1) and encapsulated (line 2)
enzyme.

It can be seen from the figure that the activity of the encapsulated enzyme is comparable to the
activity of a free freshly prepared enzyme and was about 75% of its activity. In the encapsulation process,
the enzymes are partially damaged, and in the first studies on capsules with the enzyme, a high initial
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Figure 2 — Dependence of the response of the glass pH electrode on the urea concentration
(0.5 pg enzyme concentration was determined by the Bradford method): 1 - free enzyme (urease),
2 - encapsulated enzyme contained in microcapsules with the architecture of the PSS-PAAG-PSS envelope.

Study medium: 1 mM Tris-HCI, 1 mM MES, 100 mM NaCl, initial pH 5.3.
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activity of the encapsulated enzyme was not achieved. Usually, the activity of encapsulated enzymes
decreased by a factor of 6-7 [1, 6, 10-15]. Close results to our experimental data presented in this study on
encapsulated urease were obtained in [16-19]. Authors, using the enzyme dextranase, obtained encap-
sulated enzymes with a catalytic activity equal to 80% of the activity of the free enzyme (the capsules
were formed from calcium alginate with the inclusion of silica).

Since unmodified glass pH electrodes were used for measurements in cells with a free and en-
capsulated enzyme, we tried to compare pH measurements during the passage of the urcase-urea catalytic
reaction using a modified by our method an ¢lectrode and an unmodified electrode that were simul-
tancously placed in a measuring cell. In this case, the decomposition reaction of urea passed in the
biosensitive layer of the modified electrode (figure 3).
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Figure 3 — Diagram of the experiment for measuring urea concentration with unmodified (upper curve)
and modified pH electrodes.
A sensitive coating with urease is deposited on the ball of the lower electrode. Microcells of sensitive coating with the
architecture of the shell of PAAG-PSS-PAAG.
Study medium: 1 mM MES, 100 mM NacCl, initial pH 6.0

Since unmodified glass pH electrodes were used for measurements in cells with a free and encap-
sulated enzyme, we tried to compare pH measurements during the passage of the urease-urea catalytic
reaction using a modified by our method an electrode and an unmodified electrode that were simul-
tancously placed in a measuring cell. In this case, the decomposition reaction of urea passed in the
biosensitive layer of the modified electrode (figure 3).

It can be seen from the experimental diagram that the response time after the catalytic reaction of the
enzyme-substrate with the help of the modified and unmodified electrodes is practically the same. This is
due to the fact that the substrate — urea and the decay products of the urease-urca catalytic reaction —
carbon dioxide and ammonia easily penetrate through the nanometer polyelectrolyte shell that separates
urcase from the external solution. Such experimental results allowed us to create not only enzyme
electrodes, but also enzyme microreactors (when the recording electrode is separated from the sensitive
layer).

As a microreactor, plastic and glass cuvettes with a polyelectrolyte coating were applied, the same as
for a ball of a modified pH electrode. This coating, which is a multilayer film, between layers of which
was a layer of polyelectrolyte capsules with a diameter of about 2-5 microns filled with urease molecules,
was applied to one of the walls of the cuvette. The presence of several, not less than five polyelectrolyte
layers separating enzymes from the external environment, prevented the latter from inactivation, for
example, by foreign enzymes or microbes. One of the features of the coating was that the total thickness
of the polymer layers was less than 2% of the inner cell diameter in it.

Figure 4 presents data on the catalytic activity of the urcase microreactor.
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Figure 4 — Dependence of the response of the glass pH electrode on urea concentration
(enzyme concentration 3 pig was determined by the Bradford method):
1 - free enzyme (urease); 2 - enzyme immobilized on the lateral surface of the spectrophotometric cell and contained
in the microcells of the sensitive coating with the architecture of the PAAG- (PSS-PAGE) 2 shell.

Study medium: 1 mM MES, 100 mM NacCl, initial pH 6.0

Thus, it has been shown that by potentiometric method using a new type of polymeric urease sensor
on a glass pH electrode it is possible to measure urea concentrations ranging from 10-20 uM. The upper
limit of the measurement depends on the concentration of urease placed in the polyelectrolyte coating and
on the properties of the electrode. We were able to measure more than 100 mM urea. In fact, when deve-
loping a urea sensor for medical diagnosis, it is not necessary to measure such high urea concentrations,
since the normal urea content in the human blood is between 1.8 and 7.5 mM, depending on the age.

Studies of the stability of a new type of urea sensor showed that when stored in distilled water at a
temperature of 4 °C, the sensor is capable of operating for up to 2 months. At the same time, the decrease
in activity of immobilized urease is initially 40-50%. The stability of the sensor over time can, among
other things, be due to the stability of the polyelectrolyte shells that protect the enzymes from the external
environment in the microcells of the coating. Perhaps in this case, the size of the microcapsules, as well as
the number of polyelectrolyte layers forming the microcapsule shell, will be important for increasing the
stability of the polyelectrolyte coating. We carried out preliminary studies of the strength of 10 pum
microcapsules containing a calcium-carbonate core with the help of a NanoScan-4D nanodidomer [20].
It was shown that the destruction of a single microcapsule occurred when it was compressed by 1.1 um
and a load value of 25 mN. Investigation of the strength of microcapsules with a remote calcium carbo-
nate nucleus depending on the size of microcapsules and the number of layers of capsule shell polyelec-
trolytes is of interest for improving the stability of microcapsules and a new polyelectrolyte coating.

The necessary component of research in the development of biosensors is testing on biological fluids.
Investigations of the urease polymer sensor for the determination of urea in biological fluids were
conducted using urine and blood as an example. These experiments are presented in [9], from which it
follows that if the accuracy of measuring by our method the concentration of urea in daily urine diluted
100 times approaches the error obtained during dilution of urine, then a different picture is observed when
measuring urea in serum. Blood in different people has its own pH and buffer capacity, so when mea-
suring urea in blood serum, we tested the "double additives" method, which increased the accuracy of
measurements to 5%.

The sensitivity of the urcase sensor can be significantly increased by using pH-sensitive field effect
transistors (figure 5).

As can be seen from the figure, the field effect transistor has increased the sensitivity of the sensor by
more than an order of magnitude. The enzyme consumption during the creation of a sensitive field-
transistor coating was 20 ul from the 3 ml set (see Materials and Methods). This amount of enzyme is
used for one or two measurements in enzyme analysis by the usual spectral method in polyclinics.
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Figure 5 — Comparison of the response of the pH-sensitive field-eftect transistor
and the glass pH electrode to the urea concentration.
The sensitive coating is applied to the glass electrode ball and to the surface of the recording element of the transistor.
Study medium: 2 mM Tris-HC1, 200 mM NacCl, initial pH 7.8

Conclusion. The urea biosensor manufactured with the help of polymer technologies and repre-
senting a combination of polyelectrolyte layers and microcapsules with an enzyme inside and a shell of
the same polyelectrolytes, as shown by the experimental data, is perfectly suitable for determining the
urea concentration in blood and urine. The technology of manufacturing an enzymatic biosensor does not
differ significantly from the known technology of manufacturing microcapsules with an enzyme by the
lacr-by-lacr method [4-6]. This allows us, when constructing a biosensor, to use the information obtained
on encapsulated enzymes by other authors. In this case, the urea biosensor is able to work for a long time
(up to 2 months) without significant loss of enzyme activity. One of the significant results of this work
from our point of view is two factors. The first factor is the optimization of the conditions for the pro-
duction of a functionally active enzyme immobilized in a polyelectrolyte coating, when the enzyme after
the immobilization procedure shows an activity comparable to that of a freshly prepared free enzyme.
Such a result will allow reducing the cost of enzymes when creating a sensitive layer of the developed
urea analyzer. And the second factor is that the polymer coating with the enzyme is able to work not only
as an enzyme ¢lectrode, but also as an enzyme microreactor, without decreasing the rate of signal regis-
tration after passing the catalytic urease-urea reaction. This is due to the fact that the layers of poly-
clectrolytes separating the enzyme from the external analyte solution have a nanometer thickness and are
casily permeable to urea and decomposition products of the urease-urea catalytic reaction. Separation of
the sensitive sensor from the recording electrode provides many opportunities for designers of urea
analyzers based on a polymer ultrathin coating.
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"KopkeIT ATa atsiEaars! KeI3bIIopaa MeMiIekeTTik yHuBepcHTeTi, Kb3biaopaa, Kaszakcran,
% Peceit Frumbiv AkaneMHACHIHBIH TCOPHANBIK sKOHE TOKIpHOETiK 6Ho(pu3HKa HHCTHTYTHL, TTymmHo, Peceit

KAH )KOHE HECEITI TAJIJAY YIIIH HOJUMEPJII TEXHOJTOTUSAJIAPABI MAWJIAJIAHY
APKBLIBI MOUYEBHUHA BHOJATUYMI'TH KACAY

Annoranua. TlommMepri HAHOTCXHOJIOTHSIAP HCTI3HAC CYHBIKTHIKTAPAA MOUCBHHAHBI AHBIKTAH AIATHIH
(hDCPMEHTTI TIpPKEYIIITEP MCH MHUKPOPCAKTOPIAp skacamapl. OepMEHTTI TIPKEYIINTI Kacay TeXHOIOTHACH lacr-by-laer
omiciMeH ()epMEHTTI MHKPOKAIICYJIAJap acayablH OCIrili TEXHOIOTHACHIHAH aWTApIbIKTal epekmencuoenni. byn
Oisre 0acka aBTOPIAPMCH HHKANICY IAUISIAHFAH (DCPMCHTTCPACH ANIBIHFAH MOTIMETTCPIH OHOTIpKEYilI sKacayaa ak-
mapar peTinae MyMKIHIIK Oepeai. MoueBrHA OHOCCHCOPHI Y3aK YaKbIT OOHBI (PEPMEHTTIH OCICCHIUTITIH A TapPIIbIK-
Tal >KOFanTmal Y3aK YakeIT OOMbI (2 aifira JACHiH) >KYMBIC jKacall amaTbIHABFRI TAOBUTABL [loauMeprm TEXHOIOTHA
0acka a YKcac oicTepre KaparaHAa *KCHL JKOHE ap3aH OO TAOBLIAAbl. BHOTOTHSIBIK CYHBIKTAPAB! (KaH, HOCCIT)
JKCIIPECC aHBIKTAY YIOIH moimMmepiti epMeHTT] Umim 6ap MOUYCBHHA aHATM3ATOPHI YCHIHBIIAABL. by xymbicTa 6i3-
JiH OWMBIMBI3IIAANTAPIBIKTAN €Ki apTHIKMBUIBIK (hakropsl Oap. BipiHmi (akTop — MOAMANEKTPOIHTTI KaOBIHFA
AMMOOWIH3AIMSIIaHFAH ()Y HKRIHOHAIABI-O0EICEH I ()ePMEHT Ay »KaFTaibIH OHTAMIAHABIPY, MYHIA HMMOOH I 3AII
OPCKETiHCH KeHiH ()CpPMCHT JKaHA AasgpiaHFaH 00C (epMCHTTIH OeIceHAITiHe YKcac OenceHamK kepcereai. MyH-
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Jalf HOTWKE MOYCBMHA AHAIM3aTOPHI KOHABIPFBICHIH jKacay1a ce3iMTaa KadaTThl JalbIHAayAa (pepMEHTTEpre KeTe-
TIH IIBIFBIHAAPABI ap3aHiaTansl. Exinmn ¢akrop, gepmenti 6ap mommvepri >ka0bH (DEPMEHTTI 37CKTPOI PETIHIC
FAaHA YKYMBIC Kacam KoWMail, ypea3a-MOUYCBHHA KaTATUTHKAIBIK PEAKIMICH 6TKEHHEH KEHiH TIPKEY >KbLIIAMIBIFBIH
TOMEHICTIICH (DEPMEHTTI MHKPOPEAKTOP PETIHICE A€ IC aTKAPaIbL.

Tyiiin ce3aep: PepMCHTTI OHOCCHCOPIIAP, TOTUMEPIIL HAHOMATCPHA, TIOPTATHBTI AHAM3ATOP, MHKPOPCAKTOP,
MHKPOKAIICY JaJ1ap, MOUYCBHHA.
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"KbI3BLIOpIHHECKHI TOCY IAPCTBEHHBIH yHIBepcHTET M. KopkeiT Ata, Kei3sriopaa, Kasaxcran,
*MHCTHTYT TEOPETHUECKOM H IKCIIEPHMEHTAIbHOM GHopu3uKu Poccuiickoit Akanemuu Hayk, [Tymmneo, Poccus

PA3PABOTKA BUOJATUAKA MOUEBHAHBI C TIPUMEHEHHUEM MOJUMEPHBIX TEXHOJIOT Ui
JJIAA AHAJIN30B KPOBH U MOYHA

AnHoTtanmusi. Ha ocHOBE MOMMEPHBIX HAHOTEXHOJIOTHH CO3JAHBI (DEPMEHTHBIC TATYUKH M MHKPOPEAKTOPHI,
CHOCOOHBIC ONPEACIIITh MOUCBHHY B >KHIKOCTSX. TEXHONOTHS H3TOTOBJICHUSA (PEPMEHTHOTO OMOJATUMKA CYIICCT-
BCHHO HC OTJMYACTCSA OT M3BCCTHOH TEXHOJIOTHH H3TOTOBICHHA MHKPOKANCYJI ¢ (pepMeHTOM MeTomoM lacr-by-laer.
3T0 MO3BOJLIET HAM IPH KOHCTPYHPOBAHHH OMOJATUMKA MOJIB30BATHCS HMH()OPMAIMEH, ITOJYUCHHONH HA MHKATICY-
JTMPOBAHHBIX (PEPMEHTAX APYTHMH aBTOpaMu. [1okazano, 4T0 GHOCEHCOP MOUCBHHBI CIIOCOOCH padOTaTh B TCUCHHC
JUTHTSTFHOTO BPEMCHH (10 2 MECAICB) 0¢3 3HAYUTCIFHON MOTCPH akTUBHOCTH (PpepmeHTa. [TommMepHas TCXHOIOTHA
H3TOTOBJICHUS JATYAKOB MECHEE TPYIOEMKAsI M JOPOTOCTOSINAS 10 CPABHEHHUIO C APYTHMH aHAJOTHYHBIMH TEXHOJIO-
risavu. [Ipeqmararorcs k pa3paboTke OHOCCHCOPHbIC MPHOOPHI — AHAIM3ATOPHI MOUCBHHBI C MTOJMMEPHBIME (ep-
MEHTHBIMH YHUITAMH IS 3KCIIPECC-THATHOCTHKA OMOIOTHICCKUX JKUIKOCTEH (KPOBb, MO4a). OXHHUM M3 CYIIECTBCH-
HBIX PE3YIBTATOB HACTOAMICH PAdOTHI ¢ HAINCH TOYKH 3PCHHA SABILAOTCA AaBa (akropa. [lepesri (akTop — 310
ONTHUMHU3AIMS YCIOBHH HONyUYeHHS (DYyHKIMOHATBHO-aKTHBHOTO (pepMEHTa, UIMMOOHMIH30BAHHOTO B IOJH3ICKTPO-
JUTHOE MOKPBITHE, KOTAa (pepMEHT Imocie Mpone ypsl HMMOOMIN3AIMH TTOKA3bIBACT AKTHBHOCTH CPABHUMYIO C aK-
THBHOCTBIO CBC)KCIIPHUTOTOBICHHOTO CBOOOAHOTO (pepmenTa. Takoil pe3ynbTar MO3BOIMT YICIICBUTh PACXOIBI HA
(pepMEHTHI TP CO3TAHMH 1yBCTBUTCIHHOTO CIIOS pa3padaThIBAEMOTO NMPHOOPa-aHAIN3aTOpa MOUYCBHHBI. M BTOpOH
(haxTop, 3TO TO, YTO MOJUMCPHOC MOKPHITHE C (DCPMEHTOM CIMOCOOHO paboTaTh HE TOMBKO KaK (DCPMCHTHBIH 3JICKT-
POA, HO U KaK (PEPMEHTHBII MHKPOPEAKTOP, IPH 3TOM HE YMCHBINAS CKOPOCTh PETHUCTPAIMH CHTHAJA MOCHE IPO-
XOXKICHUS KATAMMTHICCKON PEaKINH ypea3a-MOUCBHHA.

KmoueBsie ciioBa: jepMeHTHBIC OHOCCHCOPBI, MOJMMEPHBIH HAHOMATEPHAI, TIOPTATUBHBI AHATH3ATOP, MUK-
POpPEaKTOp, MEKPOKAIICY JIbI, MOUCBHHA.
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