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PURIFICATION AND BIOCHEMICAL PROPERTIES
OF WHEAT ENDOCHY TINASE

Abstract. Chitinolytic enzymes are the most important components of the plant defense system against various
pathogens. Chitinases hydrolyze the N-acetyl-f-glucosamine-containing polymer substrates (chitin, chito-oligosac-
charides), which are part of the cell walls of fungi, nematodes and insects. The high polymorphism of chitinases in
cereals, including wheat, the poor knowledge of their biochemical properties and activity regulation is one of the
main obstacles in understanding the functioning of this enzyme complex.

The aim of the work was the study of some physico-chemical characteristics of wheat endochitinase. Using
chromatography on a specific chitin affinity sorbent, endochitinase was purified from shoots, roots and seeds of
wheat seedlings. The enzyme was represented by several isoforms with a molecular weight of about 30 kDa and pl
in the acidic, neutral, and alkaline regions. There were no significant differences in the isoenzyme composition of
endochitinase from different organs of the wheat seedlings. Some physico-chemical properties of wheat endochi-
tinase were determined - pH and temperature optimum, thermal stability, the effect of different 2-valent metal ca-
tions on activity. The results can be used in the enzymology of the interaction of plants and phytopathogenic fungi.
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Introduction. To date, a large amount of factual material has been accumulated on the induction in
plants in response to the lession of specific pathogenesis related (PR) proteins by viruses, bacteria and
fungi. These proteins are classified into 17 families according to their structure and properties [1]. Special
attention in connection with the study of plant protection mechanisms against phytopathogens is given to
chitinases (EC 3.2.1.14), capable of destroying the cell walls of fungi [2-4]. As part of the PR proteins,
these enzymes form 4 families. In plants, chitinase, like other polymer hydrolases, is represented by
several isoenzymes and is encoded by a family of genes. Chitinases are subdivided into constitutive and
inducible forms, differ in tissue specificity of expression [5]. The significant polymorphism of the enzyme
is due to the complex organization of natural substrates - chitin and its various oligosaccharide deriva-
tives, suggesting differences in their substrate specificity and structural features of the isoenzymes [6].

According to the type of action on the substrate in the composition of chitinases, endochitinases and
exochitinases are distinguished. The first enzymes cleave chitin randomly inside the polymer, producing
soluble low molecular weight N-acetylglucosamine multimers, such as chitotriose, chitotetraose, and
diacetylchiobiose dimer. The last enzymes are capable to cleave only the terminal carbohydrate residue of
the polymer [7, 8]. Based on the primary structure, plant chitinases are divided into 7 classes (I — VII). It
is shown that there is no definite correlation in the distribution of chitinases by plant species, their organs
and tissues. However, it was found that only some chitinases have antifungal properties [9, 10].

The chitinase complex and its functioning are most studied in tobacco, and among cereals - in barley
and rye. In wheat, the composition of this enzyme has about 10 isoforms having a wide range of pl in the
acidic, alkaline, and neutral pH from 3.1 to 9.7. It has been shown that some isoforms to some extent may
be involved in protecting the plant from pathogenic attack [11-13]. Despite certain successes, wheat
chitinases are still relatively poorly studied, especially their physicochemical properties and activity
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regulation. The main difficulties in their study is the relatively high polymorphism of the enzyme.
Additional difficulties are imposed by the existence of constitutive and inducible forms of the enzyme, the
tissue specificity of their expression, as well as hormonal and metabolic control of their activity.

In the present work, we studied some biochemical properties of wheat endochitinase purified by
affinity chromatography on chitin.

Materials and methods of research. The objects of study were wheat (7. aestivum L.) seedlings and
their individual organs.

Determination of chitinase activity. To determine the activity, 1 ml of colloidal chitin (5 mg/1 ml of
0.05 M acetate buffer pH 5.2) was added to a 0.1 ml sample and incubated for 4 h at T 37°C on a shaker at
a speed of 120 rpm. After incubation, the reaction was stopped with 1 ml 3,5-dinitrosalycilic acid (DNS),
the mixture was boiled in a water bath for 5 min, then centrifuged for 5 min at 8000 rpm. After centri-
fugation, the optical density was measured at a wavelength of 545 nm [14]. The resulting amount of
N-acetyl-D-glucosamine was found using the calibration curve for N-acetyl-D-glucosamine. The enzyme
activity was expressed in mg of N-acetyl-D-glucosamine per 1 hin 1 ml.

Substrate Chitinase Affinity Chromatography. The endochitinase was purified by affinity chro-
matography on a chitin column at a temperature of +4°C. For this purpose, the shrimp chitin that was pre-
viously swollen in water (for 12 h) was placed in a column of 1.0 x 10.0 cm and equilibrated with 20 mM
sodium bicarbonate pH 8.0. The extract proteins obtained after precipitation of (NH,4),SO, (20-80%) were
transferred to the same buffer after dialysis. The sample was introduced into the column with the sorbent
and washed with buffer, until the complete absence of protein at the exit. Protein fractions were collected
in 5 ml at a flow rate of 30 ml/h of buffer. After washing the column with starting buffer, 20 mM sodium
acetate pH 5.3 was passed. The chitinase bound to the sorbent was eluted with 75 mM acetic acid pH 3.0.
0.2 M NaOH was immediately added to the enzyme fraction and the pH was adjusted to 6.0-7.0. To ob-
tain the maximum amount of purified chitinase, affinity chromatography was performed repeatedly. The
fractions containing the enzyme were combined and concentrated at 4°C in an Amicon cell with a PM-10
filter.

Protein electrophoresis. The electrophoresis of proteins under denaturing conditions with sodium do-
decyl sulfate (SDS-Na,) was carried out in slabs of 10% polyacrylamide gel (PAG) with a size of 8x10 cm
and thickness of 1 mm according to the method of Laemmly. Coomassie brilliant blue G-250 was used for
staining PAG for total protein.

Isoelectric focusing and detection of chitinase in PAG. Native IEF was performed in a 6% PAG plate
9x15 cm and 1 mm thick with 1% Servalyt pH 3-10. 10 ul of the preparation was applied to each well of
the applicator. Enzyme separation was performed at 600 W for 5 h on a Multiphor II (LKB instrument).
Identification of chitinase activity zones was performed using a gel replica with a polymerized substrate
of 0.02% glycol chitin. After IEF, the working gel and replica were incubated for 15 min in 0.05 M ace-
tate buffer pH 5.0. Then the two gels were tightly pressed to each other and incubated as a sandwich for
2 h in an thermostat at 42°C. After that, the gel replica was transferred to 0.5 M Tris buffer pH 8.8 with
0.01% Fluorescent bridgetener 28 and held for 10 min. The gel was left overnight in water at room
temperature. Bands of activity were visualized with the help of a Gel-doc Quantum ST5 (Wilber Lourmat)
with a UV length of 254 nm [15].

Results and discussion. Purification and isozyme composition of chitinases. By their structure,
chitinases are divided into forms containing a chitin-binding domain (chitinase class I) and not containing
this domain (classes Il and III). The presence or absence of ChBD is an important biochemical charac-
teristic and plays a crucial role in the demonstration of the protective properties of the enzyme. A distin-
ctive feature of class I chitinases is their ability to bind with an insoluble substrate — polymeric chitin.
Chitinases that bind to chitin (ChB chitinases) are typical endochitinases.

For purification and identification of wheat seedlings chitinases, a shrimp chitin column was used.
The extract proteins were preliminarily concentrated by precipitation with ammonium sulfate within the
saturation range from 20 to 80%. As a result of column chromatography, it was established that all organs
of the 5-day seedlings - shoots, roots and seeds contain chitinases that have an affinity for the natural
polymer substrate. The results of denaturing electrophoresis in the presence of SDS-Na, and native iso-
electrofocusing using ampholytes in the pH range of 3-10 indicate the complex polymorphism of
chitinolytic enzymes in wheat and, in particular, endochitinases.
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Polymer-bound chitinases from all organs of the seedling are represented by several proteins with a
molecular mass of around 30 kD (figure 1A). In shoots and roots, the composition of ChB chitinases was
similar and included three proteins each with masses of approximately 28, 33, and 35 kD. In contrast, two
additional proteins with masses of 26 and 30 kD were present in the germinating seed.
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Figure 1 — SDS electrophoresis of purified ChB chitinases from different seedlings organs (A)
and IEF spectra of seedlings chitinases, containing and not containing ChBD (B):
A — gel staining of the Coomassie G-250: 1-3 — shoot, root and seed protein prior to application to the chitin column;
4-6 — ChB chitinases of shoot, root and seed respectively; 7 — protein markers m.v. B —1-3 shoot, root and seed chitinase prior
to application to the chitin column, 4-6 — chitinase with ChBD of shoot, root and seed respectively, m — IEF markers

The spectra of the native 1EF fractions of the enzyme bound and not bound to chitin is shown in
Figure 1B. Chitinases with ChBD, exhibiting affinity for the sorbent, were present in both the acidic and
alkaline regions of the gel. Some of the isoenzymes had pl in the alkaline region (9.0, 8.7, 8.2, 8.0, 7.6),
and in the acidic region there were components with pl 6.0, 5.0, 4.6, 4.0. It should be noted that the spec-
tra of chitinases with ChB centers in the vegetative organs (root, shoot) and in the seed as a whole is
similar. These are isozymes with pl 9.0, 8.7, 8.2, 5.0, 4.6, 4.0.

Biochemical properties of chitinases. Environmental conditions - temperature, pH, metal cations and
their concentration, are among the most important factors influencing the activity of the enzyme and its
interaction with the substrate. The effect of different pH values on the chitinase activity of wheat seed-
lings was studied. The enzyme showed catalytic activity in a broad wide range of pH - from 3.5 to 9.5
with an optimum in the range of 5-5.5 (figure 2). The wide pH effect of the enzymes on the substrate is
obviously explained by the considerable heterogeneity of the isoenzyme composition, including acid,
neutral and alkaline forms. As can be seen from the IEF spectra (figure 1B), ChB chitinases located in a
wide range of isoelectric points. It should be noted that chitinase from germinating seeds, as compared
with those of shoots and roots, retained greater activity in the alkaline region of pH.

The effect of different positive temperatures (30,40,50,60 and 70°C) on the activity of purified wheat
seedlings chitinase was studied. The optimum temperature of the medium for the display of the catalytic
activity of chitinase was 40°C (figure 3).

The effect of temperature pretreatment (thermo stability) on the activity of purified wheat seedlings
chitinase was investigated. The enzyme samples were heated at 40, 50, 60 and 70°C for 10 min, cooled
sharply, centrifuged, and the activity in the supernatant was measured. From the graphs presented in
figure 4, it can be seen that chitinase is resistant to elevated temperature and partially showed activity at a
maximum value of 70°C. The relative heat resistance within 60°C was characterized by the enzyme from
the roots.

A very important factor in the regulation of enzyme activity are metal cations of the medium. In our
work, we studied the effect of different concentrations of divalent cations Mg®", Ca®, Cu*", Mn®", Ba* on
the activity of ChB chitinases of wheat.
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Figure 2 — The effect of pH on chitinase activity Figure 3 — The effect of temperature on the activity
from different organs of a 5-day seedlings of chitinases from different organs of a 5-day seedlings

For this, metals were introduced into the incubation medium of the enzyme with the substrate in the
form of chloride salts at a concentration of cations of 1, 5, and 10 mM. In addition, the enzyme itself was
preincubated with the cation for 10 min. The data presented in figure 5 indicate significant differences in
the effect of different metals on the chitinase activity of wheat seedlings.
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Figure 4 — Thermal stability of chitinases Figure 5 — The effect of metal cations

from different organs of a 5-day seedlings on the activity of seedling chitinase

The highest inhibitory effect was observed for the Cu”" cations and in the metal concentration of
10 mM the enzyme was almost completely inactivated. In contrast, the Mn’+ cations increased chitinase
activity (at 5 mM concentration). Ba®" cations and slightly less Mg*" had a similar activating effect.

Conclusion. Purification of wheat chitin-binding chitinase was carried out using substrate affinity
chromatography, their composition and some physicochemical properties were determined. According to
the SDS-Na, clectrophoresis of ChB chitinases, seedlings were represented by several proteins with
molecular masses in the region of 30 kD. In shoots and roots, the composition of the enzyme was similar
and included three proteins with masses of 28, 33 and 35 kD, and two additional components with masses
of 26 and 30 kD were present in the germinating seeds. The presence of acidic, neutral and alkaline
isoforms has been established using native IEF as part of ChB chitinase. The spectrum of chitinases in the
vegetative organs (root, shoot) and in the seed as a whole is similar. Major components were pl 9.0, 8.7,
8.2,5.0,4.6,4.0.
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A number of other physicochemical properties ChB chitinases of wheat, which are important for the
demonstration of activity, have been studied. The enzyme was active in a wide pH range - from 3.5 to 9.5
with an optimum in the range of 5-5.5. The optimum temperature for the demonstration of chitinase
catalytic activity is 40°C. Differences in the thermal stability of the purified enzymes were revealed. It
was established that chitinase retained significant activity at 60°C for 10 min, however, heating at 70°C
almost completely inactivated the enzyme. As part of chitinases, acidic isoforms are most sensitive to
temperature increases. Established significant differences in the action of different metals on the activity
of chitinases. The greatest inhibitory effect was exerted by the Cu®" cations. In contrast, Mn®" cations
stimulated the activity of the enzyme. Ba®" and a little less Mg”" had a similar activating effect.

Authors' contributions. Zh D. Beskempirova and A.O. Abaildaev participated in the preparation of
plant material, extracts and measurement of the enzyme activity, V.A. Kuzovlev - in the protein electro-
phoresis and IEF, A. A. Khakimzhanov - in general guidance and preparation of the article.
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KP BFM FK PMM «M. A. AHTXOKHH aTbIHAAFbI MOJICKY TAIBIK OHOIOTHSA KOHE OMOXUMUS HHCTUTY THD?,
Amvarsr, Kazakcran

BUJIAI DHIOXATHHA3A CBIHEIH BHOXUMUSILIK KACHETTEPI JKOHE TA3APTY

AnHOTAamMsI. XUTHHOJIUTHKAIBIK (DEPMEHTTED OPTYPIIl MAaTOTEHACPre KapChl 6CIMAIK KOpFay >KYHECiHIH Ma-
HBI3bI KOMIIOHCHTTEP] OO TaOBLIAABI. XUTHHA3ANAP CAHBIPAYKYIAKTAPABIH, HEMATOATAPABIH JKOHE JKOHIIKTEP-
JIiH 7KaCyIIaNBIK KaOBIPFACHIHBIH KYPAaMBbIHA KipETiH IOJMUMEPII CyOCTpaTTaphl (XHTHH, XHTO-0JHrocaxapuarep) oap
N-anerun-B-rroKo3aMuHAl THAPOIM3ACH . ACTHIK TYKBIMJACTBHIIAPAAFGI, OHBIH IIMiHAC OMTANHNAFbl XUTHHA3AIAP-
JIBIH, JKOFAPHI OTAMOP(H3MI, 01apaAbIH OHOXUMIAIBIK KACHETTCPIH JKOHES OCTICCHIUTIKTEPIH PETTEY AiH HAIIAp 3¢PT-
TENTEHAIT - 0y (PepMEHT KEIICHIHIH »KYMBbIC ICTEYIH TYCIHYACT] HETI3Ti KeAepritep i 0ipi 60bI TAObBUIAIBL.

JKyMBICTBIH MaKcaThl OMAAll SHIOXHTHHA3ACHIHBIH KCHOIP (PH3HKO-XUMHAIBIK CPEKIICIIKTSPIH 3ePTTCY OOIbL
Apmnaitel xutuaAi apduaai copdeHTTeri XpoMaTorpaduss KeMeriMeH OMIAWABIH OCKIHACPIHCH, TAMBIPBIHAH JKOHC
JTOHICPIHCH SHIOXHTHHA3A Ta3apThUIIEL. PEPMCHT MOJICKYIATBIK camMarsl mamameH 30 k/la sxore MOH Kpmken-
JIBIK, OcHTapan >koHE CLITLTIK afiMakTapaarsl OipHeme u3odopmanaap kepceTti. BumaliabH op TYpIi MyImIeIepiHaCTi
SHIOXWTHHA3AHBIH W30(EPMEHTTIK KypaMbIHIA ANTapIibIKTal aHBIPMAIIBIIBIKTAD AHBIKTaIManbl. bupait su#o-
XHTHHA3aCHIHBIH KEHOIP (PH3HKO-XUMILIIBIK KacHeTTepi - pH skoHE TeMIepaTypa OHTAHIBUIBIFEL, TEPMISUIBIK TYpPaK-
TBUTBIFBL, OCICCHAITIKKS OPTYPIL 2-BAJCHTTI MCTAUT KATHOHAAPBIHBIH 9CCpi aHBIKTAIABL. HOTIKeaep eciMIaikTep
MEH ()UTOTATOTCH/IIK CAHBIPAYKYIAKTAPABIH 63aPa OPEKETTECY IH3MMOIOTHACHIHAA KOJIAHBLTY bl MYMKIH.

Tyiiin ce3aep: Onmai, SHAOXATHHA3A, H30(PESPMCHTTEP.

K. . Beckemmupora, 9. 0. Adaiiinaes, B. A. Ky3osjes, A, A, XakuM:KaHOB

PI'TI Ha ITXB «HMHCTHTYT MONEKY JILIpHOH Ononornu U Onoxumum» uM. M. A. Alitxoxkura KH MOH PK,
Amvarsr, Kazaxcrau

OUHUCTKA 1 BUOXUMHUYECKHUE CBOMCTBA SHJIOXUTHHA3BI HIITEHUIIbI

AnHoTAHs. XAUTHHOIMTHYCCKHE (DEPMEHTHI ABILIFOTCS BAKHCHIIMMHM KOMIIOHCHTAMH 3aIIUTHOM CHCTEMBI
pacTeHHil MPOTHB PA3IHYHBIX MATOTCHOB. XWUTHHA3BI THAPOIU3YIOT N-aleTuI-f-TIoK03aMUH COIEp KANIe OIH-
MepHBIE CyOCTpaThl (XUTHH, XUTOOIUTOCAXapHUIbI), BXOIAIINE B COCTAB KJICTOYHBIX CTCHOK TPHOOB, HEMATOJ H
HACEKOMBIX. BhICOKas momMMOP(HOCTD XHTHHA3 Y 371aKOBBIX, B TOM YHCIIC MIICHHIBI, C1adas u3y4eHHOCTh HX OHO-
XHMHYCCKHX CBOHCTB U PETYJIAIUH aKTHBHOCTH SBJSICTCS OJHHM W3 OCHOBHBIX IPEIATCTBHH B MOHMMAHHUH (PyHK-
IHOHHPOBAHKS 3TOTO (PEPMEHTHOTO KOMILIEKCA.

Lenpro paboTHI ABHIIOCH HCCICAOBAHUC HCKOTOPHIX (DH3HKO-XHMHICCKAX OCOOCHHOCTCH YHAOXHUTHHAZHI TIIIC-
aunpl. C moMompio XpoMartorpaduu Ha cnenupuaHoM apduaHOM CopOeHTE XHTHHE ObLIA OUMIICHA 3HAOXUTHHA3A
W3 POCTKOB, KOPHEH M 36PHOBOK IIPOPOCTKOB MINCHUIBI. DepMeHT OBLT MPEACTaBICH HECKOJIBKUMHE H30(opMaMHu C
MOJEKYJBIPHBIM BecoM okoJo 30 /] u 3T B kucmo, HeWTpasHOH 1 1meouHoH 001acTH. CyIEeCTBECHHBIX pa3iu-
YU B H30()EPMEHTHOM COCTABE SHIOXHTHHA3HI W3 PA3IMYHBIX OPTraHOB MPOPOCTKA MIICHUIBI HE BBUIBICHO. Otmpe-
JICTICHbI HEKOTOPBIC (PU3HUKO-XUMHICCKUE CBOMCTBA YHAOXHUTHHA3BI IMICHUIBI — PH- ¥ TEMIEepaTypHBIH ONTHMY MBI,
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TEPMOCTAOMIBLHOCTD, BIMSHHIC PA3HBIX 2-BAJCHTHBIX KATHOHOB METAJUIOB HA AKTHBHOCTH. Pe3ysbTaTsl MOTYT OBITH
HCIIOJIb30BAHBI B SH3UMOJIOTHH B3AMMOJCHCTBHS PACTCHHUH M (DHTOTIATOTCHHBIX TPHOOB.
KimoueBnbie ¢/10BA: NIICHAIA, SHIOXUTHHA3A, H30()EPMCHTEL
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