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The study of non-covalent immobilized lysozyme, as well as physico-chemical and biochemical
properties of obtained mucoadhesive gel was the aim of the research. Lysozyme activity was determined
by bacteriolytic method (Micrococcus lysodeikticus cells were a substrate). Lysozyme immobilization was
conducted by the method of entrapment in gel. Enzyme/carrier interaction was studied by viscometric,
spectrophotometric and spectrofluorimetric methods. Mucoadhesive gel with immobilized lysozyme,
possessing antiinflammatory and antimicrobial activities, was prepared. Due to immobilization, protein-
polymer complex with the original enzymatic activity was formed. The product is characterized by high
mucoadhesive properties, quantitative retaining of protein and bacteriolytic activity, prolonged release
of the enzyme, improved biochemical characteristics (extended pH-activity profile, stability in acidic
medium and during storage for 2 years), and it is perspective for further studies. The proposed method
for lysozyme immobilization in the carboxymethyl cellulose sodium salt gel allows to obtain a stable,
highly efficient product, with high adhesive properties for attachment to the mucous membranes, that is

promising for use in biomedicine.
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The mucous membrane plays a special role
in humans as it provides for them absorption
the necessary materials and protection against
foreign ones. However, continuous movement
of mucous membrane damp surface prevents
strong attaching and reliable retention of
drugs. Adding of polymers prolongs the time
of drugs staying on it, thus increasing their
bioavailability. It has led to the creation of
mucoadhesive medicinal forms, i.e. those that
may be in close contact with the surfaces of
the mucous membranes of the eyes, mouth,
gastrointestinal (GI) tract, the respiratory
system, women genitals [1].

Considering the limited number of studies
in the field of lysozyme mucoadhesive forms
development and widespread enzyme usage
in antibacterial therapy, the elaboration of
new lysozyme forms, promising for usage in
dentistry and ophthalmology, is actual.

Bacteriolytic enzymes and complexes
immobilization is viewed preferably
concerning lysozyme. Recently its immobilized
forms are obtained with following polymers
usage: cellulose derivatives [2]; chitosan [3],
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high molecular weight polymers, activated by
silane reagents [4], silicate nanoparticles [5],
carboxymethyl cellulose modified, by calcium
carbonate [6], polyamide [7], gelatin hydrogel
[8], calcium alginate [9], cryogel of polyvinyl
alcohol [10], etc. However mucoadhesive
properties of polymers previously did not
taken into account, besides there are no works
on development of mucoadhesive gel with
immobilized lysozyme for the usage in medical
practice.

In this connection the development of
immobilized lysozyme new forms, according
to its purpose, and mucoadhesive polymeric
carriers usage is perspective.

The aim of the work was the immobilization
of lysozyme in carboxymethyl cellulose
gel, and physico-chemical and biochemical
properties of the developed mucoadhesive gel
investigation.

Materials and Methods

Egg white lysozyme (EC 3.2.1.17) was
used (M. m. 14.4 kDa, 68 000 units/mg;
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Applichem, Belgium), cells of Micrococcus
lysodeikticus 2665 (Sigma-Aldrich, Germany),
carboxymethyl cellulose sodium salt (Na-CMC)
(M. m. 125 kDa; FMCBiopolymer, Ireland).

Lysozyme activity was determined by bac-
teriolytic method in Na-phosphate buffer solu-
tion (NaH,PO,/Na,HPO,, pH6.2,0.1 mol/dm?)
using M. lysodeikticus 2665 cells as a substrate
(1 mg/cm®) [11]. The amount of enzyme that
decreases the optical density of cell suspension
by 0,001 per minute at 55 °C was taken as its
activity unit — for the maximum activity of
lysozyme determination, and at 37 °C — for
the activity under physiological conditions
of determination. Free lysozyme activity was
taken as 100 % and it was compared with the
activity of immobilized enzyme.

Protein content was determined by Lowry-
Hartree [12].

Spectrophotometric study was performed
at 25 °C using the Shimadzu UV-2401PC.
Spectrofluorimetric — at a temperature of
25 °C using the Cary Eclipse Varian (Australia)
with a 150 W xenon lamp. Distilled water was
used to prepare Na-CMC solutions of 0.1 to
0.25% concentrations. The final concentration
of lysozyme in solution was 0.02 % .

The viscosity of polymer aqueous solutions
was measured using Ostwald viscometer with
capillary diameter 0.73 mm at 25 °C according
to [13]. The concentration of the sample
solution was in the range of 0.05 to 0.25%.
The measurements were performed 5 times.

Lysozyme immobilization was performed
by its entrapment into the gel according to the
developed technique [14]: lysozyme solution
was introduced into the prepared Na-CMC gel
(finalconcentrationoftheenzymeinthegelwas
0.5%), thoroughly stirred. As a supplement
to the gel promising for usage in dentistry,
peppermint alcoholic extract (10% ), glycerol
(2%), chlorhexidine bigluconate (2% ) were
added. An alcoholic extract of peppermint
was not added into the gel intended for the
usage in the treatment of eye burns. The
mixture was adjusted by calculated volume of
water to a final concentration of Na-CMC 3%
and was emulsified for uniform distribution
of components in the gel, and then tightly
packed.

Determination of obtained gel adhesion was
performed according to [15], using TA.XT2
Texture analyzer (UK).

Asamucous membrane model the surface of
the porcine small intestine was used. Before the
experiment, the tissue was washed with saline,
and morphologically homogeneous mucosal
samples of 5 cm? area were excised. During

the experiment mucosa was additionally
moistened.

Mucoadhesive gel with a layer thickness
of 0.3 mm was fixed on a moving rod and
connected with mucosa. Load on the rod and
retentiontime (60s)were fixed. Then abruption
of the rod with a fixed gel on was performed
at 90° angle. Adhesion was calculated as the
abruption force of rod, coated with the gel,
from the mucosa.

To assess the dynamics of lysozyme release
from immobilized sample physiological
solution was added to the gel (volume ratio
1: 5). Solution samples of 0.1 cm?® were taken
out at regular intervals for 3 hours and
bacteriolytic enzyme activity was determined.

PH-optimum of enzyme activity was
established by adding substrate suspension
(1 mg/cm?) in a buffer solution of 0.1 mol/dm?
concentration and pH in the range of 3.0 to
10.0 to the equal by activity samples of free
and immobilized preparation.

To determine the pH-stability, an equal by
the activity samples of free and immobilized
lysozyme were incubated in Na-phosphate
buffer (0.1 mol/dm3, pH 5.5; 37 and 25 °C)
for 3 h, activity was controlled at intervals of
10—30 minutes.

Thermo-optimum of specimens’ enzyme
activity was found by the activity of lysozyme
in the temperature range of 20—80 °C.

The final immobilized preparation was
stored at 4 °C. Bacteriolytic activity of immo-
bilized lysozyme was measured at intervals of
1 month for two years.

Experimental data were subjected to
statistical analysis according to [16]. The
degree of difference significance of results
between series of experiments at n = 5 number
of parallels and relative to initial activity of
free lysozyme (68 000 units/mg of enzyme)
was estimated.

Results and Discussion

Sodium carboxymethyl cellulose is widely
used in the manufacture of drugs — for oral
and external use, especially to increase their
viscosity; at a concentration of 4-6% it is part
of ointments, pastes as hydrogel base, as well
as of drugs for parenteral usage. It is applied
also as binding and fluffing material in the
manufacture of tablets (concentration 2.3%),
of liquid medicines like anion-active emulsifier
and emulsions stabilizer.

In addition, Na-CMC is one of the main
ingredients of adhesive-absorbing systems in
the treatment of problem wounds, for removal
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of wound content, exudates etc. Through
mucous binding property, Na-CMC is used
to increase the stability of systems active
ingredients in contact with mucous membranes,
and to modify their release kinetics [17].
Considering the above, Na-CMC was selected
as a carrier for lysozyme immobilization.

The completeness of lysozyme inclusion in
Na-CMC was investigated at different mass
ratio enzyme: polymer (Table 1).

Table 1. Visual assessment of gel
with immobilized lysozyme

Lgi?éﬁng : Characteristics of the sample
1:0,4 Lysozyme is not included,
1:2 gel is muddy
1:4
1:6 Lysozyme is fully included,
1:8 transparent gel
1:10

From these results it follows, that lysozyme
immobilization occurs at mass ratios of
1:4-1:10, while the use of Na-CMC in lower
concentrations does not lead to full enzyme
entrapment-that is visible to the naked eye.

Working with water-soluble polymeric
matrices you can explore the conformational
changes of protein macromolecule at
immobilization by spectrophotometric
methods. Fig. 1 shows the absorption spectra
of free and included in the Na-CMC solutions
lysozyme. It should be noted that at polymer
presence, absorption spectrum increases
(hyperchromic effect), indicating the presence
of interactions between the matrix and
the enzyme and protein-polymer complex
formation.

Luminescence spectra of free and included
in the Na-CMC solutions lysozyme given in
Fig. 2 display thet the enzyme luminescence
intensity decreasing is observed along with
polymer concentration increase, which also
indicates protein-polymer complex formation.
However, in both cases while investigating
absorption (280 nm) and luminescence (350 nm)
Amax Was unchanged, i.e. conformational
changes are minor and does not affect lysozyme
native conformation.

As a result of lysozyme immobilization
by entrapment in Na-CMC gel, the product
is obtained with quantitative protein and
bacteriolytic activity preservation. Into the
composition of the gel promising for usage in
dentistry, peppermint alcoholic extract was

106

0,800 T

Optical density

0,600

04001 | /

0,200

0,001LL —
240 00 350

Wavelength, nm

Fig. 1. Electronic absorption spectra of free
and included in the Na-CMC lysozyme aqueous
solutions:

1 — absorption spectrum of Na-CMC 0.25% solution;

2 — 0.02% lysozyme;

3 — lysozyme with 0.1% Na-CMC addition;
4 — lysozyme with 0.2% Na-CMC addition;
5 — lysozyme with 0.25% Na-CMC addition
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Fig. 2. Luminescence spectra of aqueous solutions
of free and included in the Na-CMC lysozyme:
1 — luminescence spectrum of Na-CMC 0.25% solu-
tion;

2 —0.02% lysozyme;

3 — lysozyme with 0.1% Na-CMC addition;

4 — lysozyme with 0.2% Na-CMC addition;

5 — lysozyme with 0.25% Na-CMC addition
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added to improve the organoleptic properties,
glycerol — to improve elasticity, chlorhexidine
bigluconate — as a preservative to increase
shelf life. The main characteristics of the
product are given in Table 2. It should be noted
that the chosen immobilization method saves
bacteriolytic enzyme activity on the initial level.

In studying of lysozyme release dependence
on incubation time in the solution the prolonged
quantitative enzyme release from mucoadhesive
gel was observed (Fig. 3). Maximum activity
of immobilized preparation is achieved after
180 min of incubation under conditions close to
physiological ones (pH 6.2, t = 37 °C).

One of the most important characteristics of
mucoadhesive gel is its adhesion to the mucous
membranes. Adhesion strength of the developed
gel based on Na-CMC is 6000 Pa regarding the
mucosa, while for the most used mucoadhesive
polymers — in the range of 2 000—9 000 Pa[15],
that indicates a high mucoadhesive properties of
the selected product. It should be noted that the
gel is distributed on the mucosa surface in thin
layer, and glycerol in its composition prevents
drying in case of contact with air.

The study of viscosity showed that lysozyme
addition into the solution of Na-CMC leads to
a pronounced increase in kinematic viscosity
(22.4%). Thus, for the Na-CMC solution the
viscosity is 2.63 = 0.08 mm?/s, whereas for
(Na-CMC + lysozyme) — 3.39 = 0.07 mm?/s.
These results may be caused by the interaction
of the enzyme and the polymer molecules due to
electrostatic, hydrogen bonds.

Table 2. Main characteristics of mucoadhesive gel
with immobilized lysozyme

Results

Indices of the determination

Bacteriolytic activity, 68 200 = 3 410

: (*P < 0,005,
units/mg %P > 0,05)
The lysozyme content 2,0=0,1
of, mg/g of the gel (* P <0,001)
95+ 5,6
Water content, % (* P < 0,005)
pH of the gel 7,0

Uniform, homoge-
neous, keeps its shape,
elastic, plastic; the
Organoleptic properties | smell of mint, yellow-
green (dental gel);
odorless, transparent

(ophthalmic gel)

Note: * — the difference significance between
the series of experiments for n = 5;

*% — relative to free lysozyme initial activity
(68 000 units/mg of the enzyme).

The effectiveness of lysozyme immobi-
lization was evaluated by comparing the
main biochemical characteristics of free and
immobilized enzyme.

Studying the effect of temperature on
immobilized lysozyme activity, the enzyme
activity reduction at 60—80 °C (Fig. 4) was
noted due to the partial destruction of Na-
CMC under the high temperatures that could
destabilize the protein molecule.

By contrast, pH-profile of immobilized
enzyme applies to the area of acid values: at pH
5.5 for the immobilized enzyme activity 42.4%
higher than for free enzyme (Fig. 5).

One of the most important parameters is
pH stability that should be controlled during
the development of antibacterial and anti-
inflammatory drug, because through the
damage of various etiology, usually through
existing microbial contamination, acidosis
is observed [18]. Lysozyme is stable under
physiological conditions at pH 6.0-7.4, but
the shift to acid value leads to a partial loss of
activity. This disadvantage can be avoided by
enzyme immobilization.

* P<0,005
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Fig. 3. Immobilized lysozyme hydrolytic activity
dependence on its incubation time
(pH 6.2; t = 37 °C; here and in Fig. 6: as 100%
maximum enzyme activity was taken)
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Fig. 4. Thermo profile of free and immobilized
lysozyme lytic activity
(here and in Fig. 5: 100% — initial activity, that is
68 000 units/mg for free and 68 200 units/mg
for immobilized lysozyme under optimal condi-
tions)
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Fig. 5. Bacteriolytic activity of free
and immobilized lysozyme dependence
on the pH of incubation medium (t = 55 °C)

The simulated wound environment
conditions is pH 5.5 because acidosis is observed
at various injuries through existing microbial
contamination. Therefore at drugs developing,
special attention is paid to the investigation
of the stability and activity at pH 5.5.
Investigation of lysozyme bacteriolytic activity
pH-stability showed that immobilization in
Na-CMC promotes activity in slightly acidic
environment (pH 5.5) and its preservation of
high level (95-100%) for 3 h at 25 °C is well
as at 37 °C (Fig. 6). Result of immobilization is
positive because free enzyme at pH 5.5 is active
at the level of 25—-30% (Fig. 5).
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MYKOAJITE3UBHU I'EJIb
3 IMMOBLJII30BAHUM JII30ITUMOM:
OJIEPKAHHS TA BJACTHBOCTI

C.C. Hexina, I. 1. Pomanoscvka,
1.1. JIeonenko, A. B. €zoposa

DizuKo-xXiMiuHUHI iIHCTUTYT
im. O. B. Borarcsroro HAH Vkpaiuu, Oxeca

E-mail: s.dekina@gmail.com

MeTor0 poboTH OYJI0 JOCTiIKEeHH HEKOBAJICHT-
HO iMM00iJ1i30BaHOTO JIi30IUMY, 8 TAKOXK (Pi8UKO-Xi-
MiuHHX i 6i0XiMiUHMX BJIACTUBOCTEH OJEPKAHOTO
MYKOAaATe3UBHOTO r'ejifo. AKTUBHICTD Ji301IUMY BHU-
3HaUaIu 6aKTepioNiTHUYHNM MeTomOM (cydcTpaT —
kaituau Micrococcus lysodeikticus). Immobiizariro
JIi30ITUMY TPOBOIAUIN METOIOM BKJIIOUEHHS B T€Jib.
Bsaemogiro eH3uMy 3 HOCieM HOCJIiIKYyBaJId METO-
JTaMu BicKosuMeTpii, crieKTpodoromeTpii Ta cuek-
Tpodayopumerpii. OTpuMaHO MyKOaATe3UBHUH I'eJib
3 iMMO06i/Ti30BaHUM JIi30IIMMOM i3 TPOTU3ATIATIHHOIO
¥ aHTUMiKpPOOHOIO aKTUBHICTIO. Y HACIiOK iMMOGi-
Jizarii yTBoOpuBCA TPOTEIH-TTIOJTIMEPHUN KOMILIEKC
3 BUXiJHOIO €H3MMAaTHUYHOIO aKTuBHicTIO. [IpoaykT
XapaKTepU3yeEThCSA BUCOKUMU MYKOAAT€3MBHUMU
BJIACTUBOCTAMHU, KiTbKiCHUM 30epesKeHHAM IpoTei-
HY i 6aKTepiosiTHYHOI AKTUBHOCTI, IIPOJIOHTOBAHIM
BUBLILHEHHAM €H3UMY, IOJIiNIITeHMY 6ioxiMiuHM-
MU xapakrtepuctTukamu (posmupeaum pH-mpodi-
JleM aKTUBHOCTI, CTa0iIbHICTIO B KUCJIOMY Cepeio-
BUIII ¥ 1mig yac 3b6epiranHsa BIPOAOBIK 2 POKiB) i
€ TePCIEeKTUBHUM [JIs IMONAJBIINX JOCJiJKeHb.
3ampoIroHoBaHUM MeTo ] iMMOobiTisarrii Jisomumy B
reJIb HATPie€BOi coJli KapOOKCUMETUIIIETIONO3H 1€
3MOT'Y OZeP:KyBaTH CTa0lIbHUI BUCOKOe()EK TUBHUIM
MPOAYKT 3 BUCOKMMU aIT€3MBHUMU BJIACTUBOCTAMU
IJIS 3aKPiIlJIeHHA Ha CJIM30BUX 000JOHKAX, IO €
TePCIIeKTUBHUM /15 BUKOPUCTAHH ¥ 0i0MeIUITIHi.

Knwmouwosi crosa: nizonum, iMmmo0irisaiisa, MyKo-
aJre3UBHUN IeJlb.

MYKOAIT'E3UBHBIN I'EJIb
C UMMOBHUJIN30BAHHBIM JIU30ITUMOM:
IIOJIYYEHHUE U CBOMCTBA

C.C.Jexuna, U. H. Pomanogckas,
U. H.Jleonenko, A. B. Ezoposa

DPUBUKO-XUMUUECKUI THCTUTYT
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ITesnvio paboThl OBLIO HCCIegOBaHUE HEKOBA-
JIEHTHO MMMOOMJIN30BaHHOTO JIM30I[MMa, a TaKKe
PUBUKO-XUMUUYECKUX 1 OMOXUMHUUECKUX CBOMCTB
TIOJIYYeHHOT'0 MYKOAaATe3UBHOTO Tesid. AKTUBHOCTD
JIN30ITMIMA OIIPeAe A 0aKTePUOJIUTIUECKIM METO-
oM (cyberpat — riretku Micrococcus lysodeikticus).
VIMMOOMIM3AINIO JTU30IIIMA IPOBOAUINA METOIOM
BKJIIOUEHUSA B rejib. BaumojeiicTBre sH3UMA C HO-
CHUTeJIeM HCCJIeIOBAIN METOJAMHU BUCKO3UMETPUN,
cuexTpodoromeTpun u cueKkTpodryopumerpuu. 11o-
JIyYeH MYKOaATe3UBHBIN I'eJIb C UMMOOMIN30BAHHBIM
JIU30IIMMOM C TIPOTHBOBOCITAJIUTEIbHON 1 AHTUMU-
KpOOHOU aKTUBHOCTHIO. BeiiecTBrie mMMOOMIN3a-
1Y 00Pa30BaJICs IPOTENH-TIOJINMEPHBIN KOMILIEKC
C MCXOJHOU 9H3MMATUYECKOU aKTMBHOCTBHIO. IIpo-
OIYKT XapaKTepu3yeTcsa BLICOKUMU MYKOaATe3UB-
HBIMU CBOMCTBaMM, KOJIMYECTBEHHBIM COXPaHEeHIEM
mpoTenHa m 0aKTePUOJUTUYECKON aKTUBHOCTH,
IIPOJIOHTUPOBAHHBIM BBICBOOOIKIEHUEM DJH3UMA,
VIIYUITeHHBIMU OMOXUMUYECKUMU XapaKTePUCTH-
Kamu (pacimupeHHbIM pH-podmieM aKTUBHOCTH,
CTabMIBHOCTBIO B KUCJIOI cpefie U MPU XPaHeHU! B
TeueHue 2 JIeT) U MePCIeKTUBEH IJIA TaJbHEeHIITNX
nccaegoBaHuii. I1peaIo:KeHHBIN MEeTOA MMMOOMIN-
3aIlMM JIN30I[IMA B T'eJIb HATPUEBOI COIN KapOOKCH-
METWJIIIEJLTIONO3EI ITI03BOJIAET ITOJTYIUTH CTAOMIIBHBII
BBICOKO2(D(EKTHUBHBIN IIPOIYKT C BLICOKMMU aIT€31B-
HBIMH CBOMCTBAMMU [JIsI 3aKPEILIEHNS Ha CAUBUCTBIX
000JI0YKaX, IePCIEKTUBHBIN IJI MCIOJIb30BAHUSA B
OHMOMEIUITITHE.

Knrwuesvie cnoea: nmmu3onuM, MMMOOMIM3AINA,
MYKOa[re3UBHBIN I'eJib.
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