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The aim of this work was the study of native and deglycosylated a-galactosidases from Penicillium
canescens under denaturing conditions caused by guanidine hydrochloride. Calculation of kinetics and
constants of enzymes inactivation was carried out on using experimental kinetic curves of enzyme dena-
turation. We observed significant differences in the kinetics of inactivation of native and deglycosylated
a-galactosidases from P. canescens caused by guanidine hydrochloride. Native enzyme was stable within
the selected range of guanidine hydrochloride concentrations (from 0.1 to 3.0 M), retaining no less than
50% of the initial enzyme activity for 3 days. Deglycosylated enzyme preparations were less stable and
they lost their activity within 5—30 minutes, when they were treated with guanidine hydrochloride in
concentrations above 1 M. Dissociation rate constant of native and deglycosylated forms of the enzyme
differed by 10 to 100 folds. It was shown that subunit interactions play a major role in the process of
inactivation of the enzyme, and the carbohydrate component is essential for stabilizing of subunit bonds
and maintaining conformational stability of the enzyme under denaturing conditions of chemical agents.
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Investigation of the mechanism of
inactivation and reactivation of enzymes
is very interesting from a theoretical and
practical point of view. The processes of
folding and unfolding of the molecule, and
hence the catalytic properties of the enzyme
are largely dependent on the conditions
of the reaction medium. The interest in
these processes is also associated with the
appearance of work concerning genetic
engineering, gene cloning, folding and
the acquisition of the catalytically active
conformation of recombinant and modified
proteins.

It is known that a carbohydrate component
of extracellular enzymes may have a significant
effect on their stability and activity [1, 2].The
amount of protein glycosylation sites of the
molecule may vary substantially depending
on the way of producer growing. So, the study
concerning the stability of various forms of
enzymes that were obtained as a result of
modifications of the carbohydrate component
of the protein molecule can determine the

role of carbohydrate in maintaining of active
conformation and quaternary structure of the
protein. One of the ways of such modification
is the growing of enzyme producers in the
presence of inhibitors of glycosylation:
tunicamycin, 2-deoxy-D-glucose, a-factor, and
others [3—6].

We have previously obtained a-galac-
tosidase (EC 3.2.1.22) from Penicillium
canescens and shown that this enzyme is
a glycoprotein with a molecular weight of
400 kDa, in which the carbohydrate content is
16% (m / m)[7]. The carbohydrate component
includes mannose, D-glucosamine, arabinose
and rhamnose.

The aim of this work was to explore how
the inhibition of N- and O-glycosylation
affects the stability of a-galactosidase from
P. canescens under condition of chemical
denaturation, to investigate the kinetics
of enzyme denaturation using guanidine
hydrochloride and find opportunities for
renaturation of enzymes with different content
of carbohydrate component.
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Materials and Methods

It was used native and modified prepa-
rations of a-galactisidase from Penicillium
canescen that were purified from culture liquid
of the producer by precipitation with 90%
ammonium sulfate. The preparations were
purified to homogeneity by gelfiltration on
TSK Toyoperl HW-55 and Sepharose 6B, and
using ionexchange chromatography on DEAE-
Toyoperl 650M [7]. Treatment of enzymes
was carried out with guanidine hydrochloride
(AppliChem GmbH, Germany).

Effect of inhibitors on the secretion of
a-galactosidases was studied in this manner.
Micromycetes culture was pregrown for
48 hours then mycelium was separated by
centrifugation and transferred to medium of
standard composition containing the desired
inhibitor.The cultures were grown in the
presence of 100 and 150 pug/ml of 2-deoxy-
D-glucose or 15 pg/ml of tunicamycin.
Then the cultures were grown for 3 days.
a-Galactosidase activity was determined by the
rate of degradation of p-nitrophenyl substrate.

The degree of substrate hydrolysis was
defined by the colorimetric method as it was
shown in [8]. One unit of activity corresponded
the amount of enzyme that catalyzes the
hydrolysis of 1 uM substrate for 1 min under
standard test conditions (37 °C, pH 5.2).

Inactivation of the enzyme with guanidine
hydrochloride was carried out by the following
procedure. To a solution containing 1.5 U/ml
of a-galactosidase in 0.1 M phosphate-citrate
buffer (PCB, pH 5.2) we added guanidine
hydrochloride in different concentrations
(from 0.1 to 4 M) and at the enzyme activity
was registered at regular intervals.

native enzyme

O-modified
enzyme

N-modified
enzyme

To perform reactivation the solutions of
enzyme treated with guanidine hydrochloride
were dialyzed against 0.1 M PCB, pH 5.2.
Changes in the activity of the native and
modified enzyme were recorded over several
days.

The study of the kinetics of inactivation
and calculation of correspondent constants
were performed according to [9].

All experiments were carried out at least
in 3-5 repetitions. Statistical processing
was performed by standard methods with
the definition of Student’s t test at the 5%
significance level.

Results and Discussion

We used three a-galactosidase preparations
from Penicillium canescens: the native
preparation isolated from the culture
medium under standard conditions and two
deglycosylated samples obtained by cultivation
of the producer in the presence of tunicamycin
and 2-deoxy-D-glucose.

The total carbohydrate content was
reduced from 16.5% (native enzyme) to 11.7%
(N-modified) and 8.2% (O-modified). After
appropriate purification, we obtained enzymes
that were different by quantitative content of
neutral monosaccharides (Fig. 1).

Our further investigations concerned the
role of carbohydrate component in supporting
of active conformation of the enzyme under
influence of guanidine hydrochloride and the
kinetics of the protein denaturation. There are
data about denaturation of different proteins
in the presence of guanidine hydrochloride or
urea [10]. This process can take place in one
irreversible stage or include some reversible.

rhamnose
arabinose
mannose

Carbohydrate content, %

Fig. 1. Changing the content of neutral monosaccharides in N- and O-modified o-galactosidases
from Penicillium canescens compared to the native enzyme (glycosylation %)
Here and after * — P < 0.05
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After removing of the denaturant the
spontaneous recovery of activity sometimes
takes place. The investigated preparations of
the enzyme in 0.1 M PCB (pH 5.2) possessed
100% of activity under the room temperature
for 7 days. We chose these conditions as initial
to carry out denaturation of o-galactosidase
from P. canescens by guanidine hydrochloride.
When guanidine hydrochloride was added
to different preparations of a-galactosidase
the gradual decrease of enzyme activity was
observed (Fig. 2).

However, there were significant differen-
ces in kinetics of native and deglyco-
sylated preparations. First of all, the
degree of denaturating action of guanidine
hydrochloride depended on enzyme prepa-
ration. The native enzyme was more resistant
to different concentrations of guanidine
hydrochloride (from 0.1 to 3.0 M) keeping no
less than 50% of the initial activity for 3 days.
Deglycosylated preparations were less resistant
to high concentrations of the denaturant.
These preparations lost brashly their activity

at denaturant concentration more than 1M
over 5—30 min. At lower concentrations the
native preparation decreased its activity
over the first 150 min, then we observed the
increase of activity followed by the decrease
and then the rate was not high. Probably,
in this case there was a change of some
conformation states of the enzyme when it was
switching to a less stable form. The decrease
of activity was 20-30%, so we can suggest
that partial unfolding of the molecule does not
touch the active center of the enzyme.

There are data concerning the presence
of lag-periods during thermal inactivation of
different proteins in cases when the intermediate
form of the enzyme appears, whose activity is
comparable to the initial one[11].

The analysis of inactivation curves of
a-galactosidase from P. canescens under
influence of guanidine hydrochloride at 20 °C
let us suggest that at all used concentrations
of guanidine hydrochloride the dependence
activity on the time can be described by two
exhibitors. These kinetics curves are similar

; ; Time, min
A Time, min B
0.1 mM <:o
o 0.5 mM NS 0.5 mM
3 0.8 mM < 0.8 mM
< 1 mM = 1 mM
k= 2 mM 2 mM
3 mM
¢ Time, min
0.1 mM
=) 0.8 mM
< 1mM
< 2 mM
=

Fig. 2. Kinetics curves of guanidine hydrochloride inactivation of native (4) and deglycosylated (B —
0-deglycosylated; C — N-deglycosylated) o.-galactosidases from P. canescens
in semi-logarithmic coordinates: pH 5.2, 20°C, n =5
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to the curves of thermal inactivation of
o-galactosidase at 55-65 °C [12]. It proves
the oligomeric structure of this enzyme.
So, dissociative character of the enzyme
denaturation takes place in case of guanidine
hydrochloride: dissociation of tetramer into
less active monomers with their following
irreversible inactivation.

Inactivation of deglycosylated a-galac-
tosidases from P. canescens takes place at
the higher rate. To achieve the total loss
of activity it needed from 5 to 120 min
depending on the preparation and
guanidine hydrochloride concentration.
When the denaturant concentration was
more than 1M the inactivation of these
enzymes was observed over first 5 min of
incubation.

Our attempts to carry out reactivation of
modified enzymes had no effect. Reactivation
was only observed for native a-galactosidase in
case of removing of guanidine hydrochloride
over first 3 hours, to the point of fracture

A/Ag, %

Time, min

(Fig. 3). It proves the presence of monomers
or dimers that are capable of reversible
denaturation. At the later stages the observed
denaturation was irreversible. Partially
deglycosylated enzymes were not capable of
renaturation.

So, denaturation of the mnative
a-galactosidase from P. canescens by guanidine
hydrochloride can be described by the scheme
that was similar for previously described
thermal inactivation [12]:

Ky Monomer K; Irreversibly
Active that is inactivated
tetramer capable of monomer

K, reactivation

Calculation of kinetics constants of
inactivation of a-galactosidase by guanidine
hydrochloride was carried out according to
Poltorak and Chukhray [9], who investigated
in detail the character of inactivation of
oligomeric proteins.

0.1 mM
0.5 mM
0.8 mM
1 mM
2mM
3 mM

Fig. 3. Reinactivation of the native o-galactosidase
from P. canescens after removing of guanidine hydrochloride:
pH5.2,20°C,n=3

Dissociation rate constants for a-galactosidases that were treated with guanidine hydrochloride (min_l)

Guanidine hydrochloride concentration, M
Enzyme from P. canescens
0.25 0.8 1 2
Native 6.3-107° 8.2:107° 8.5107° 1.9-10*
O-modified 5.4-104 1.3-10°3 - -
N-modified 4.410* 6.3-10°3 - -

Note: «—» dissociation occurs very quickly.
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The constants of dissociation rate of native
and deglycosylated preparations were differed
10-100 (Table). We also calculated other
kinetics parameters of native a-galactosidase
from P. canescens. When concentration
of guanidine hydrochloride was 0.5 M, they
were the following k4 = 7.310™° min!, &, =
7.410°min', K, = 3.8 uM; when 1.0 M — k, =
= 8.510° min"}, k, = 7.4:10°® min!, K, =
= 29 uM; when 3.0 M — k; = 2.3:10°2 min !,
k, = 1.8:10* min!, K, = 92 pM. Inactivation
rate constants for deglycosylated enzymes
at 1.0 M of guanidine hydrochloride were
4-10"2 min™! (O-deglycosylated enzyme) and
7.1-1073 min~! (N-deglycosylated form), and at
2.0 M of guanidine hydrochloride — 9.7-1072
and 7.5-1073 min! respectively.
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JEHATYPAIIIA HATUBHHUX
TA OETJIKO3SUJIBOBAHUX
o-TAJTAKTO3SUAS Penicillium canescens
TYAHIIUHXJOPUIOM

H. B. Bopsosa

TactuTyT Mikpobiosorii i Bipycosorii
im. [I. K. 3a6omoraoro HAH Vkpainuu,
Kuis

E-mail: nv_borzova@bigmir.net

Metoo po6GoTtu OyJio IOPiBHAJIBHE TOCJIi-
MUKEeHHSA HaTUBHUX Ta [IeriKO3UJIbOBAHUX
o-raysakTosugas Penicillium canescens 3a ymMOB
IeHaTyPyIUuoro BILIMBY TI'yaHiAUHXJIOPUIY.
PospaxyHOK KiHeTMKU Ta KOHCTAHT iHaKTWBa-
mii mpoBoAMIM HA Ii/CTaBi aHaJIi3y eKCIepu-
MEHTAJbHUX KiHeTUYHUX KPUBUX JeHATypaIrii
eH3uMiB. BusBieHo 3HAUHI BiAMiHHOCTI B KiHe-
THUITi iHAaKTUBAI[il HATUBHOI Ta JeTrJIiK03naboBa-
HOIl a-rajakTosumasu P. canescens 3a nmii ryasi-
puHaxJopuny. HaruBauii eH3uM OyB CTiHKUM Y
BCBOMY OOCJi’KEeHOMY Oialas3oHi KOHIIEHTpa-
mi# ryaniguaxaopuny (Bixg 0,1 o 3,0 M), 36e-
piratoun mHe menin Hixxk 50% Bim BuximHol ak-
TUBHOCTI nIporarom 72 rox. IeraikosmuaboBaHi
npemapaTyé MeHII CTiliKi I 3a KOHIIEHTpaIliii
ryaHigmaxJgopuny Buire 3a 1 M Oysau cTpiMKO
imakTuBoBaHi nmporarom 5—30 xB. Koucrauru
IIBUAKOCTI mucoIrriamii HaTUBHUX Ta HerJiKo-
3UJIbOBAHUX €H3UMIiB BifpisHamucsa na 1-2 mo-
panku. IlokasaHo, 110 cy0OAMHUYHI B3aeMOIil
BiZlirpaioTh rOJIOBHY POJIb Y TIPOIlECi iHAKTMBA-
il eH3UMY, a BYTJIEBOAHUNA KOMIOHEHT CYTTEBO
BIIJIMBAE Ha 3a0e3meueHH I MiITHOCTI 3B’ A3KiB Ta
KoH(popMaIriiiHol cTifikocTi g0 ximiuHOI meHa-
Typarrii.

Knrouwosi cnoea: o-ramaxtrosupasa, Penicillium
canescens, TyaHiTUHXJOPUI, JeHATypaIlisa.
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ITennio paboThl OBLIO CPaBHUTEJNLHOE WK3-
yuYeHre HATUBHOM M AeTJIMKO3WJIMPOBAHHBIX
o-ramaxkro3unas Penicillium canescens B yc-
JIOBUAX JeHATypPUPYIOIIero BO3MeliCTBUSA Tya-
HUAUHXJOpHUIA. PacueT KMHETUKYU U KOHCTAHT
WHAKTUBAI[UY MTPOBOAMJINA HA OCHOBAHUU aHA-
34 BKCIEPUMEHTAJbHBIX KHUHETUYECKUX
KPUBBIX JeHarypauuy 3SH3UMOB. OTMeueHBI
3HAYUTEJbHBbIE OTJUYUA B KHUHETHUKE WHAK-
TUBAIIMY HATUBHOW W METJINKO3UJINPOBAHHON
a-rajakTosunas P.canescensnon neficTBUEM I'y-
aHuguHXJopuLa. HaTuBHBIN 9H3UM OBLI YCTOM-
YMB BO BCEM WCCJIEJOBAHHOM IHMAA30HE KOH-
meHTpanuii ryaauguaxjgopuga (ot 0,1 mo 3 M),
coxpauas He menee 50% OT MCXOQHOI AKTHUB-
HOCTH B TeueHue 72 4. [[erTMKO3UINPOBAHHbBIE
mpenapaThl MeHee YCTOMYWBBI U IIPU KOHIIEH-
TpanuAx ryaHuguuxJgopuga Beime 1 M ObLin
WHaKTUBUPOBaHbI B TeueHue 5—30 muH. KoH-
CTAaHTBI CKOPOCTU IUCCOITMAIIMYU HATUBHBIX U
IeTJIUKO3UINPOBAHHBIX 9H3UMOB OTJINYATIUCH
Ha 1-2 mopsaaka. ITokasaHo, 4TO CyOBLeqUHMIY-
HbI€ B3AMMO/IEHICTBUS UTPAIOT OCHOBHYIO POJIb B
IIpoIlecce MHAKTUBAIIMY SH3UMA, a YIJIEBOIHBIN
KOMIIOHEHT OKAa3BbIBAET CYIIIeCTBEHHOE BIIMIHUE
Ha TPOYHOCTH CBA3eHl M KOH(MOPMAIIMOHHYIO
YCTOMYMBOCTD K XUMUYECKOH TeHaATypPaIluu.

Kanarwueswvte crosa: o-ranaxkrosunasa, Penicillium
canescens, T'yaHUIUHXJIOPHU, JeHATYPAIIA.





