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Effect of 24-epibrassinolide on lipoxygenase activity in
maize seedlings under cold stress

V. N. Kopich, S. V. Kretynin, O. V. Kharchenko, R. P. Litvinovskaya', N. M.

Chashina', V. A.Khripach'

Institute of Bioorganic Chemistry and Petrochemistry of National Academy of Sciences of Ukraine

1, Murmanska str, Kyiv, Ukraine, 02094;

! Institute of Bioorganic Chemistry of National Academy of Sciences of Belarus

5/2, Kuprevich str., Minsk, Bielorus, 220141

kopich@bpci.kiev.ua

Aim. To investigate 24-epibrassinolide influence on the maize seedlings 9- and 13-lipoxygenases activity
(9- and 13-LOX) under normal conditions (25 °C) and cold stress (5 °C). Methods. LOX activity was
measured after treatment of seedlings with 0.01 and 1 mM 24-epibrassinolide. The enzymes were extracted
from maize seedlings with 0.1 M sodium acetate (pH 4.5) buffer, supplemented with a non-ionic detergent
(0.1 % Brij-99) and EDTA (0.1 mM). The 9- and 13-LOX activities were determined spectrophotometrically
at 234 nm using linoleic acid as substrate at pH 6.0 and 7.0 in the presence or absence of 0.02 % Lubrol PX.
Results. 3-6-fold increase in LOX activity of 24-epibrassinolide-treated seedlings was demonstrated under
normal conditions. Cold stress in the presence of 1uM 24-epibrassinolide enhances the activities of 9- and
13- LOX by 4 and 10 times, respectively. Conclusions. The results obtained enlarge our understanding of

possible pathways of LOX metabolites involvement in the formation of cell response to brassinosteroids.
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Introduction. Lipoxygenases (EC 1.13.11.12, LOX)
are the enzymes that catalyze oxidation of
polyunsaturated fatty acids (PUFA) with the 1,4-cis,
cis-pentadien system, thus causing] the formation of
hydroperoxides of trans-, cis-conjugated dienes [1].
Further enzyme-induced transformations lead to the
formation of oxidized derivatives of PUFA, including
physiologically active substances — signal compounds,
such as jasmonic acid, bactericides and fungicides [2,
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3]. It has been shown that in vivo stress factors induce
activation and change the LOX gene transcript levels
[4-7]. Expression of genes of enzymes of LOX-way of
PUFA conversion is also modulated by signal
molecules (jasmonic, salicylic and abscisic acids) [5,
8-12]. Participation of LOX-signal system in the
response of plant cells, induced by brassinosteroids
(BRs), was demonstrated in [13]. However, direct
influence of BRs on the activity of LOX-way of PUFA
metabolism has not been studied yet. Nevertheless,
there are some reports indicating that both BRs and
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jasmonic acid stimulate an expression of
stress-dependent genes (OPR3, LOX2) [14-16]. So, the
connection between the BRs action and the
lipoxygenase metabolite level can be suggested.

The present study is aimed to investigate an
influence of 24-epibrassinolide on the modulation of
maize 9- and 13-LOX activity during the development
of plant cell response to the action of cold stress.

Materials and methods. The following chemicals
and materials were used: linoleic acid, arachidonic
acid, non-ionic detergent Lubrol PX, anionic detergent
Brij-99 (“Fluka”, Switzerland);
ethylenediaminetetraacetic acid (EDTA) (‘“Reanal”,
Hungary). All other reactants were of chemical or extra
purity. 24-epibrassinolide was synthesized in the
Laboratory of Steroid Chemistry of Institute of
Bioorganic Chemistry of NAS of Belarus. The
biological object was 5-day-growing maize seedlings
(Goverla hybrid).

Maize seeds were germinated during 5 days in a
thermostat (25 °C) in the dark with supplementation of
0.01 or 1 MM of 24-epibrassinolide or in the absence of
this chemical. Some of 5-day seedlings were stayed
during 24 h at 5 °C for inducing cold stress, others were
placed for the same period at 25 °C (control seedlings).
After this the mesocotyls were isolated with a scalpel.

LOX was extracted from mesocotyl tissue [17] with
further homogenization in five volumes of 0.1 M
sodium acetate buffer (pH 4.5) containing 0.1%
Brij-99, 0.1 uM EDTA and 2 mM sodium
metabisulfite. After 30-min extraction with stirring,
homogenates were centrifugated (45 min, 5000 rpm) in
PC-6 centrifuge (Russian Federation). All procedures
were performed at 4 °C. The obtained supernatant was
used for LOX activity determination. Protein
concentration was measured by Bredford method [18].

The reaction mixture for the 9-LOX activity
determination in supernatants contained 0.1 M sodium
phosphate buffer solution (pH 6.0), 0.02% Lubrol PX,
0.1 mM linoleic acid. The mixture for determination of
13-LOX activity contained 0.1 M sodium phosphate
buffer solution (pH 7.0) and 0.02 mM linoleic acid [5,
17, 19]. The reaction was initiated by the adding of 1-2
pg of the enzyme to the mixture and then the enzyme
activity was measured with spectrophotometer Specord
M-40 (“Carl Zeiss, Jena”, Germany) by monitoring the

changes in optical density of the reaction mixture in
time scale at A = 235 nm.

The results of LOX activity determination have
been presented in optical units (A = 235 nm) that
corresponds to maximum absorbance of conjugated
diene chromophore in a molecule of linoleic acid
hydroperoxide (the molar coefficient of extinction is
equal to 23000 M'cm™ [20]) in 1 min per 1 ml of
protein solution and in optical units in 1 min per 1 mg
of protein. Measurements were performed in
thermostated plates at 25 °C in three repetitions. Buffer
solutions such as 0.1 M sodium acetate (pH 4-5); 0.1 M
MEC-NaOH (pH 5-6.5); 0.1 M sodium phosphate (pH
6-8); 0.1 M sodium borate (pH 8-9) were used to study
pH-dependence of the steady-state rate Vst of linoleic
acid oxidation catalyzed by 9-and 13-LOX.

The statistical analysis included calculation of M +
m, where M is a mean value, m is its standard error;
number of repetitions n = 3-6. Mann-Whitney U-test
was used to compare the group tested. The values of
p<0.05 were considered statistically significant.

Results and discussion. Optimal conditions for the
determination of the 9- and 13-LOX activities have
been selected for series of experiments concerning
24-epibrassinolidine effect on the functioning of maize
seedling LOX. 9-LOX catalyzes the formation of
9-hydroperoxide, and 13-LOX induces the formation
of 13-hydroperoxides of PUFA [17].

LOX activity was studied considering physical and
chemical conditions in course of oxidation of linoleic
acid since the Ilatter is a substance practically
water-insoluble at neutral and acid pH values. The
enzyme activity of various LOX substantially depends
on the aggregate state of reaction substrate, pH of
reaction mixture, and the presence of natural or
synthetic ~ amphiphilic =~ substances such  as
phospholipids and detergents [5, 17, 21-25]. Optimal
pH values for action of different LOX can vary from
5.5t09.5. Such wide pH range conditions unavoidable
changes in ionization degree of PUFA and
orresponding alteration of their aggregate state from
emulsion to true solution [26]. As we previously
demonstrated there were two types of LOX. The first
type oxidizes predominantly a water-soluble substrate
(ionized PUFA in the concentrations significantly
lower than critical micelle concentration (CMC)), the
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Fig. 1. Dependence of maize seedling 9-LOX (7, 3) and 13-LOX (2)
activities on linoleic acid concentration :/, 2 - intact seedlings; 3 -
seedlings treated with 24-epibrassinolide (107° M).

second one oxidizes an aggregated form of substrates
that are parts of membranes or micelles compositions)
[27]. A typical representative of the first class is the
soybean 15-LOX (LO-1) that displays enzymatic
activity at alkaline pH and oxidizes the ionized form of
substrate in true solution. This enzyme is inhibited with
such surface-active compounds as Tween-20, Brij 35,
Lubrol PX, Triton X-100, aerosol OT, etc. The similar
effect is determined by effective substrate absorbance
from the aqueous into micelle phase, not due to the
direct interaction between the enzyme and detergent.
The example of the second class is 5-LOX from potato
tubers, which catalyzes oxidation of non-soluble
substrate in the micelle phase formed by Lubrol PX
[21-25] and] exhibits maximum activity at pH 6.3.

To optimize the conditions of functioning of
9-LOX, isolated from maize mesocotyl, we studied
dependence of Vst of linoleic acid oxidation on pH and
substrate concentration in the presence of Lubrol PX.
The optimal pH was determined to be 6.0] (data not
shown), which is in accordance with the results by
other authors [17]. Fig. 1 shows the dependence of
9-LOX activity in maize seedling mesocotyls of intact
plants and those treated with 10° M
24-epibrassilinolide on linolic acid concentration.
Difference in Vst values in the range of linoleic acid
concentration of 80-150 uM did not exceeded 5 %.
Therefore, further experiments were carried out in the
presence of linoleic acid in concentration of 100 pM
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that was considered to be saturating for the enzyme
under given conditions. The reaction mixture,
containing 0.1 M sodium phosphate buffer solution
(pH 6.0), 0.02 % Lubrol PX and 100 uM linolic acid,
was used in the following experiments to study the
effects of 24-epibrassinolide and low temperature on
9-LOX activity.

Taking into account difference between 9- and
13-LOX of maize in their specifity [17], Vst of
arachidonic and linoleic acid oxidation were compared.
Vst for arachidonic acid was shown to be only 1.53 +
0.46 % of that for linoleic acid, which is an evidence to
the absence of] 13-LOX activity. Maize 13-LOX is
known to interact with arachidonic acid as a specific
substrate, not only with linoleic acid [17]. The part of
water-soluble form of arachidonic acid [at pH 6.0 in the
Lubrol PX micelle-containing system is insignificant
comparing with the membrane-associated fraction. For
that reason, selection of conditions for the 13-LOX
activity determination was performed in [the]
detergent-free medium to avoid PUFA absorbance and,
thus, its removal out of the reaction. The optimal
conditions for the oxidation reaction were revealed to
be: pH 7.0 (data not shown) and 20 uM concentration
of linoleic acid in the reaction medium (see curve 2,
Fig. 1). Comparative determination of Vst for
arachidonic and linoleic acids oxidation under these
conditions demonstrated that Vst of arachidonic acid
oxidation is 100.8 £ 10.1 % of that for linoleic acid,
which indicates the maize 13-LOX to be activated.
Linoleic acid at [the] concentrations more than 20 uM
considerably inhibits the rate of 13-LOX reaction
(curve 2, Fig. 1). This is conditioned by the CMC value
for linoleic acid at pH 7.0 exceeding 20 uM [19], which
results in the linoleic acid micelle formation and the
substrate exclusion from the zone of interaction with
the enzyme. The reaction mixture, containing 0.1 M
sodium phosphate buffer solution (pH 7.0) and 20 uM
linoleic acid, was used for further assessment of
activities of 13-LOX, isolated from intact and
24-epibrassinolide-treated maize seedlings as well as
from plantlets grown at normal or low temperatures.

The results of investigation of 24-epibrassinolide
influence on activities of 9- and 13-LOX, isolated from
maize seedling mesocotyls grown under normal
conditions and at cold stress, are shown in Fig. 2. Over
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Fig. 2. Influence of 24-epibrassinolide on activities of maize
seedling lipoxygenases (a¢ - 13-LOX, b - 9-LOX) under normal
conditions (/) or cold stress (2), M + m (n = 3-6).

* - statistically significant changes, p < 0.05 (at the same
temperature: 25 °C and 5 C);

** _ statistically significant changes, p < 0.05 ( at
concentration of 24-epibrassinolide).

the same

3- and 6-fold increase in mesocotyl LOX activity of the
seedlings treated with 10° or 10° M of
24-epibrassinolide was demonstrated under normal
conditions for 13-LOX (Fig. 2, @) and 9-LOX (Fig. 2,
b) respectively. Cold stress in the presence of
24-epibrassinolide (10* and 10° M) enhances the
activity of 9-LOX by 4 times, whereas the 13-LOX
activity increases 10-fold at 10° M and no change is
observed at 10* M24-epibrassinolide.

A comparative analysis of thel3-LOX activity at
25 and 5 °C has revealed a joint effect of cold stress and
24-epibrassinolide (10° M) that appeared to be 3 times
higher comparing with that at 25 °C. In contrast, cold
stress causes less sufficient increase in the 9-LOX

activity, by 1.4 times less than that at 25 °C). When
24-epibrassinolide action (10° M) at 25 or 5 °C was
compared, it was found that cold stress induced 8-fold
elevation of thel3-LOX activity, whereas there were
no significant changes in the 9-LOX activity. More
pronounced stimulated effect of 24-epibrassinolide on
13-LOX under cold stress points to the intensification
of 13-LOX ways of PUFA transformation. Because
13-LOX is a key enzyme of jasmonic acid synthesis,
cold stress is thought to increase its level under
24-epibrassinolide influence on the plant cell.
24-epibrassinolide stimulates 9-LOX as well, however,
its action appeared to be identical at various
temperatures. Our results indicate the involvement of
lipoxygenase system in the plant cell response to
24-epibrassinolide influence, in particular, under cold
stress condition.

It is known from previous studies that BRs
participate not only in the processes of growth and
development but also defend plants against various
stress factors, i.e. high and low temperatures, drought,
high salt concentration, and mechanic injuries [16, 28,
29]. LOX take part in the adaptation of plants to stress
factors as well [4-7]. The products of 9- and 13-LOX
(9- and 13-hydroperoxydes of PUFAs) are involved in
the enzymatic processes in plant cell[, which lead to the
formation of a number of biologically active
substances designated as oxylipins [3, 30]. One of the
end products of lipoxygenase cascade is jasmonic acid
and its derivatives (jasmonates) [2, 3, 30]. The
jasmonates action provides the adaptation of plants to
stresses either by direct influence on the activity of
several enzymes or indirectly by induction of gene
expression [9-12]. The jasmonic acid biosynthesis] is
initiated by oxidation of a-linoleic acid to
13-hydroperoxide of linoleic acid catalyzed by
13-LOX; 10, 11-reductase of 12-oxophitodienoate
acid (OPR) being involved in the cascade of enzymatic
reactions [15, 31]. BRs stimulate the expression of
stress-dependent genes OPR3, LOX2 etc. that proves
the BRs influence on jasmonic acid synthesis [14-16].

24-epibrassinolide is known to increase the level of
lipoxygenase oxidation products, while
4-bromophenacyl bromide, an inhibitor of A,
phospholipase, decreases significantly the level of
lipoxygenase metabolites [13]. The authors supposed
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that the oxylipin cell response can occur due to the
changes in enzymatic activity (probably resulting from
phosphorilation/dephosphorilation of the enzymes or
their convertion from proenzyme form), rather than to
the alterations in the enzyme biosynthesis induced by
24-epibrassinolide- and 4-bromophenacyl bromide. On
the other hand, an effect of lipoxygenase metabolism
products, such as 9(Z)-12-hyrdoxy-9-dodecenoic acid
(12-HDA) and methyljasmonate, on the plant protein
phosphorilation has been established [32, 33]. Protein
phosphorilation under 12-HDA action can indicate
the existence of protein kinases directly activated by
this acid, as well as to the initiation of assembly of cell
signaling  systems  (adenylatecyclase-, Ca’'-,
NADP-induced, and probably, “own” lipoxygenase
systems). Noteworthy that cold stress induces more
than 10-time elevation in phosphorilation level of a
protein with molecular mass nearly 15 kDa that is
accompanied with the increase in plant frost
resistance. [34].

In summary, according to the literature and our
own data, 24-epibrassinolide-induced change in the 9-
and 13-LOX activities evidences to the initiation of the
entire complex of cell signal systems, in particular, the
LOX-signal system. This can provide realization of the
anti-stress program during plant adaptation against
harmful environmental conditions. Our results,
concerning the involvement of 9- and 13-LOX-ways of
PUFA conversion to the forming of cell response on
BRs action under cold stress, extend current
knowledge on the mechanisms of BRs influence on
plant cell at low temperatures.

Conclusions. Influence of 24-epibrassinolide on
the activities of 9- and 13-LOX, isolated from maize
seedling mesocotyl under normal conditions and cold
stress has been investigated. It has been established that
24-epibrassinolide treatment in concentrations of 0.01
or 1.0 uM ns induces at normal conditions 3- or 6-fold
increase in the mesocotyl 9- and 13-LOX activities,
respectively. Cold stress in the presence of
24-epibrassinolide enhances the activity of 9-LOX by 4
times comparing with control, whereas 10-fold
elevation of the 13-LOX activity has been observed as
a result of treatment with 1uM 24-epibrassinolide. The
increase of enzyme activity in response to
24-epibrassinolide addition under cold stress suggests
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a potential link between the BRs effects and the level of
oxidized PUFA derivates, which are formed as
products of lipoxygenase reactions.
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B. M. Koniu, C. B. Kpemunin, O. B. Xapuenxo, P. I1. J/limsinoscvka,
H. M. Yawuna, B. O. Xpinau

Bruing 24-enibpaccuHoIily Ha JIIMOKCUT€HAa3HY aKTUBHICTB Y TIPO-

pOCTKax KyKypy/3u 3a Jii HU3bKOTEMIIEPaTypPHOTO CTPecy

Pesrome

Mema. [Jocniodcenns enaugy 24-enibpaccunonioy na akmusnicmeo
9- i 13-ninokcueenas (9- i 13-JIOI') 3 npopocmxkie KyKypyo3u 3a
Hopmanvrux ymos (25 °C) ma 3a 0ii HusbKomeMnepamypHo2o cmpe-
cy (5 °C). Memoou. Axkmusnicms JIOI 6uznauanu 3a ymos o6pooxu
npopocmkie 0,01 i 1 mxM 24-enibpaccunonioom. Depmenmu
excmpazyeanu 3 npopocmkis Kykypyosu 6 0,1 M nampii-ayemam-
nomy oyghepi (pH 4,5) 3a npucymnocmi neionnozo demepeenmy (0,1
% Brij-99) ma E[JTA (0,1 mM). Akmusnicms 9-i 13-JIOI” susnauanu
cnexmpogomomempuuno npu 234 HM 3 6UKOPUCMAHHAM AIHOLEBOT
Kuciomu Ak cyocmpamy npu pH 6,0 i 7,0 3a npucymunocmi ma
siocymnocmi 0,02 % Lubrol PX sionosiono. Pesynomamu. [loxasa-
HO, WO 3a HOPMAJbHUX YMO8 8 00pobaenux 24-enibpaccunonioom
npopocmrax akmusHicms JIOI 3pocmae y 3—6 paszis. 3a 0ii Husbko-
memnepamypnozo cmpecy 3a npucymuocmi 1 mxM 24-enibpaccu-
nonioy akmusnicms 9- i 13-JIOI' niosuwyeanacs ¢ 4 ma 10 pasie
610n06iono. Bucnoexu. Odepoicani 6 pobomi pe3yibmamu po3uiu-
PproIomb iCHYI04i HA CbO20OHT YABIEHHI W00 MOICIUBOLO ULNAXY 3d-
nyuenns memabonimie JIOI' 0o popmyearts kiimunHoi 6i0nosioi
Ha 0ito bpaccunocmepoiois.

Kuniouosi crosa: ninonesa kucioma, iinokcueenasa, 24-eniopac-
CUHONIO, aKMUBayis, HU3bKOMeMnepamypHuil cmpec.

B. H. Konuu, C. B. Kpemunun, O. B. Xapuenxo, P. Il. Jlumeunos-
cxas, H. M. Yawuna, B. O. Xpunau

Buusaue 24-3nubOpaccuHoinga Ha JUIOKCUTCHA3HYI0 aKTUBHOCTD
B INPOPOCTKAX KYKYpy3bl NpH JIEHCTBHUM HHU3KOTEMIIEPATYPHOIO

cTpecca

Pesrome

Ilens. Hccneoosanue enusanus 24-snubpaccunoauda Ha akmue-
nocmu 9-u 13-nunoxcueenas (9- u 13-JIOI) us npopocmkoe Kykypy-
361 npu HopmanvHux ycaoguax (25 °C) u npu oelicmeuu Hu3K0-
memnepamypnozo cmpecca (5 °C). Memoowv. Axmusnocme JIOI
uzmepsiau nocne oopabomku npopocmrog 0,01 u 1 mxM 24-snu-
opaccunonudom. Pepmenmol IKCMPAUPOBAIU U3 NPOPOCMKOB K-
Kypyzol 6 0,1 M nampuii-ayemamnom 6yghepe (pH 4,5) 6 npucym-
cmeuu Heuonnozo oemepeenma (0,1% Brij-99) u 914TA (0,1 uM).
Axmusnocmo JIOI' onpedenanu cnekmpogomomempuyvecku npu
234 M ¢ ucnonv308anuemM IUHONEBOU KUCIOMbL 6 Kayecmee cyo-
cmpama (pH 6,0 u 7,0) 6 npucymemeuu u 6 omcymcmeue 0,02 %
Lubrol PX coomeéemcmeenno. Pesynomamet. I[lokazano, umo 6 Hop-
MATbHLIX YCI0BUAX 6 00pabomannvlx 24-snubpaccunoiudom npo-
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pocm

kax akmugnocms JIOI 6ospacmaem 6 3—6 pas. [Ipu deticmsuu

Huskomemnepamypnozo cmpecca 6 npucymemeuu 1 mxM 24-snu-
opaccunonuda akmusnocmo 9- u 13-JIOI" ysenuuusaemcs 6 4 u
10 paz coomseemcmeentno. Boreoowl. [lonyuennvie 6 Hacmosawei pa-
Oome pe3yibmamvl pacuupAIOn cyujecmeyroujie Ha ce200Hs npeo-
cmagneHus 0 603MOACHOM nymu gognedenus memabdonrumos JIOI ¢
@opmuposanue kiemouno2o omeema Ha delicmeue dbpaccunocme-
pouoos.

Kntouegvie cnoea: nunonesas xucioma, nunokcueenasa, 24-
NUOPACCUHONUOD, AKMUBAYUS, HUSKOMEMNePAMYPHbLI CIMPecc.
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