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The aim of study was to investigate the effect of new growth regulators “Stimpo” and “Regoplant”,
producedbyState Enterprise Interdepartmental Science and Technology Center —ISTC "Agrobiotech™,
on the proline and free amino acids content, and lipid peroxidation reactions intensity in comperison
to the action of gibberellic acid and “Treptolem” (a second-generation growth regulator) in 14 day
sunflower sprouts. The plants were cultured on soil substrates made from the coal mine rock waste
of the Central Concentrating Factory in the Chervonohrad mining region.

It was shown that the free amino acids and proline content increased, and the intensively of lipid
peroxidation reactions (evaluated by the content of malonic dialdehyde) decreased. This indicated to
the increase of plants resistance to unfavorable conditions of the coal mine rock under the action of
the growth regulators studied.

One could assump that “Stimpo” and “Regoplant” are promising agents in phytochemical
treatment of coal mine rock dumps.

”
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free amino acids, proline, lipid peroxidation reactions.

Plant growth regulators belong to the third
generation of biotechnological breakthroughs.
“Regoplant” (TU U 24.2-31168762-006) and
“Stimpo” (TU U 24.2-31168762-005) have a
wide spectrum of action and a bioprotective
effect. Previously, “Stimpo” and “Regoplant”
were not used as growth stimulators for
the phytochemical treatment of rock dump
technoland. Therefore, in this research
their influence on the content of free amino
acids and proline, and the intensity of lipid
peroxidation reactions was investigated
to evaluate resulting plant resistance to
unfavorable edaphic conditions of rock dumps.

Effectively cleansing soils of pollution
and technogenic changes caused by heavy
metals is an important issue everywhere,
including Chervonohrad mining region

(ChMR). The recultivation of such soils is
problematic, the process is multi-stage and
has several disadvantages [1, 2]. Biologically,
recultivation aims to improve soil productivity
with plants [3]. Phytorecultivation is one
of approaches used to improve soils of the
Central enriching plant (CEP) using plants
which accumulate heavy metals [1, 4]. These
plants tolerate the effects of heavy metal in
concentrations, toxic for most plant species
[5]. Scientists have found how to identify such
tolerant plants [6, 7]. Particularly, plants of
the genera Calamagrostis, Phragmites, and
Brassica napus L. were used to recultivate
substrates of coal mine wastes at the CEP [8—
10]. There are also studies of compounds which
can potentially enhance plant tolerance during
phytorecultivation [11-14].
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Two growth regulator (GR) preparations,
“Regoplant” (TU U 24.2-31168762-006)
and “Stimpo” (TU U 24.2-31168762-005),
were produced in ISTC “Agrobiotech” (Kyiv,
Ukraine). The preparations have a wide range
of action and bioprotection effect. The main
components of “Stimpo” and “Regoplant”
are metabolites of microscopic fungi and the
bacterium Streptomyces avermetilis. These
preparations were produced in vitro in fungal
culture, isolated from root systems of ginseng
plants. The preparations contain a complex
of amino acids, fat acids, polysaccharides,
phytohormones, microelements and
metabolites of Streptomyces avermitilis, which
include avermectins (complex anthelmintic
macrolide antibiotics). Thus they enhance
the physiological indices of plants grown on
normal soils [12, 15—18]. Improvement of soils
under heavy metal pollution is a long-term
process and requires effective biotechnologies
to reverse those disturbed habitats to their
previous natural state. Hence, plant growth
regulators are needed there to create optimal
growth conditions and increase plant tolerance
to unfavorable edaphic and microclimatic
conditions.

Sunflower plants are relatively tolerant to
heavy metals and can accumulate several of
them[11, 19, 20]. However, their metabolism is
not studied in conditions of growing the plants
on substrates of rock dumps and treatment with
the mentioned GR. Our work aimed to evaluate
the effect of “Stimpo” (S) and “Regoplant”
(R) compared to gibberellic acid (GA) and
another GR of previous (second) generation,
“Treptolem” (T), on free amino acid content
(particularly, proline) and intensity of lipid
peroxidation (LPO) reactions in sunflower
plants grown on substrates of ChMR dumps.

Materials and Methods

Previously, we have determined the
optimal concentrations of GR for sunflower
plants, namely 0.5 ml/I of “Stimpo” and 0.1
ml/1l of “Regoplant” . Optimal concentrations
of GA (10 mg/1) and “Treptolem” (1 ml/1)
were taken from other publications [11, 19,
21, 22]. Seeds were soaed in 1 hr in solutions
of the mentioned concentrations and then
washed in distilled water. Seed germination
was performed in Petri dishes in darkened
thermostat at 22 °C for 3 days, and then seeds
were planted into black (not burnt-out) and
red (burnt-out) substrates of rock dumps for
14 days. Sprouts soaked in distilled water and
planted into garden soil were used as control.
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Substrates were collected at CEP dumps, in
Silets village, Sokalsky district of Lviv region
at the depth of 20 cm.

Biochemical indices were analyzed at
the 14% day. Free amino acid content was
determined spectrophotometrically according
to [23] on KFK-3 at 580 nm. Recalculated
for mg/100 g of studied compound. Proline
content was estimated by changes in optical
density of reaction mixture at 520 nm
according to [24], calculating for mg/100 g of
raw mass. Lipid peroxidation reaction intensity
was determined spectrophotometrically by
malondialdehyde content at 530 and 600 nm
following [25]. Data was statistically processed
in programs MS Excel and Statistics.

Results and Discussion

Helianthus annuus L. plants are suitable
for dump recultivation, due to their tolerance
to heavy metals (HM) [8, 11], that is metallic
elements with density more than 6 g/cm?,
atomic weight no less that 50 carbon units.
Soils easily accumulate heavy metals and
conversely are slowly and laboriously purged.
The elements can induce diseases in plants,
animals and humans.

The resistance of plants can increase due to
changes in the synthesis of amino acids, which,
under various stresses, perform regulatory
and protector functions. Free amino acids are
involved in the formation of various forms
of nitrogen, and in maintaining the cellular
osmotic potential. They also can respond to the
environmental stress factors [26, 27]. They
act as buffers, binding anions and cations,
reducing their concentration in the cell [8].
This is definitely a positive phenomenon for
plants that grow in environments with high
contents of toxic substances [28]. Hence, we
started with studying the effect of GR on the
content of free amino acids in sunflower plants
grown on the coal dump substrates (Fig. 1).

The content of free amino acids increased
in sunflower seeds treated with GR and grown
on the garden soil. This is a possible indication
of increased protein synthesis. Plants treated
with “Stimpo” and Regaplanet, had higher
content of free amino acids than those treated
with “Treptolem” and GA, grown in the garden
soil or on the substrates of ChMR.

Free amino acid content was higher in
plants grown on black substrate compared to
those grown on red substrate. A possible reason
for that is more acidic pH of the black substrate,
where plants accumulate heavy metals faster
and neutralize them with amino acids.
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Fig. 1. Influence of growth regulators on the content of free amino acids in Helianthus annuus L. grown
on soil substrates (mg/100 g of raw mass)
Hear and after: *1. Control — Garden soil; 2. Garden soil + GA; 3. Garden soil + Treptolem (T); 4. Garden
soil + Stimpo (S); 5. Garden soil + Regoplant (R); 6. Red substrate; 7. Red substrate + GA; 8. Red substrate + T;
9. Red substrate + S; 10. Red substrate + R; 11. Black substrate; 12. Black substrate + GA; 13. Black substrate

+ T; 14. Black substrate + S; 15. Black substrate + R.

* — P < 0.05 compared with control.

The effect of “Regoplant” was stronger
compared to “Stimpo”. The difference between
the increases in the content of free amino acids on
the garden soil was 26% , 6% at the red substrate
and 7% at the black substrate. Indices of plants
grown on the garden soil and not treated with GR
were used as control. Obviously, that increase in
the content of free amino acids may be explained
by adaptation to adverse edaphic conditions of
substrates[9, 10, 29].

Stressed plant organisms, particularly
influenced by HM, continuously adapt to
preserve and restore the dynamic constancy
of their internal environment [30]. One of
the mechanisms by which plants adapt to
adverse conditions is the accumulation of
osmoactive substances, among which proline
plays an important role. This compound is
involved in protective reactions, in particular
in stabilizing the cytoplasm [27]. Therefore,
further work was to determine the content of
proline (Fig. 2).

In plants treated with GR the proline content
was higher compared to control. This may
indicate increased photosynthesis and nitrogen
accumulation on garden soil in experimental
plants [31] and plants reaction to stress (heavy
metals and the moisture deficit) on ChMR
substrates [14, 24, 32]. In plants grown on
garden soil, the effect of “Regoplant” was higher
compared to “Stimpo”: proline content increased
by 491% in experiment with “Regoplant”
compared to 352% under treatment with
“Stimpo”. The difference between indices was
139% . In plants grown on artificial substrates
and treated with GR, the content of proline
increased exceedingly: by 1011% and 1023%
on the red substrate, and by 1112% and 1119%

on the black substrate, for “Stimpo” and
“Regoplant” respectively. That corresponded
to the 12% difference in the effectiveness of
“Regoplant” over “Stimpo” on red substrate,
and the 7% difference on black substrate. The
proline content in plants grown on garden soil
without GR treatment was used as control in
calculations.

The earliest stress reactions occur at the
membrane level [33], therefore the next step in
our work was to determine the activity of the
lipid peroxidation, one of the main indicators
of membrane integrity (Fig. 3).

Lipid peroxidation decreased in treated with
GR sunflower plants grown on the garden soil or
on the substrates of ChMR. Malonic dialdehyde
content was lower after treatment with
newer GR compared to GA and “Treptolem” .
Moreover, on the dump substrates, “Regoplant”
caused the highest reduction of the MDA
content, while the smallest reduction was
caused by gibberelic acid.

MDA content was more reduced under
treatment with “Regoplant” compared to
“Stimpo”. Interestingly, reduction percentage
was almost the same in treated plants grown on
garden soil, whereas there was an 8% difference
of MDA content decrease in plants cultured on
the red substrate, and an 11% difference on
the black substrate respectively. Indicators of
plants that grew on the garden soil without GR
treatment were used as control.

In our opinion, the effects of Ukrainian
growth regulators of different generations on
plants are unequal because of the difference in
their composition. Their basic component are
growth substances of natural origin. The additives
are different, for example in “Treptolem” those
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Fig. 2. Proline content in Helianthus annuus L. grown on substrates of coal mines and treated with growth
regulators (mg/100 g of raw mass)
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Fig. 3. Influence of growth regulators on the content of malonic dialdehyde in Helianthus annuus L. grown
on substrates of ChMR dump (mM/g of raw mass)

are 2,6-dimethylpyridine-1 oxide and amber acid,
without trace elements. There are no boron and
molybdenum in “Stimpo” but they are present
in “Regoplant” , which may explain the latter’s
greater effect on the plants, compared to “Stimpo”
and “Treptolem” .

The obtained results indicate a decreased
oxidative stress, as evidenced by an increase in
the content of free amino acids and proline, and
decreased content of malonic dialdehyde, which
confirms lessened damage of membrane structures
in the plants treated with GR and grown on
substrates of the coal dumps waste mine.

Thus, the free amino acids and proline
content increased, and lipid peroxidation
decreased in sunflower plants treated with
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BIIJIUB « REGOPLANT» I « STIMPO»
HA BMICT BIJIbHUX AMIHOKHUCJIOT,
IIPOJIIHY TA IHTEHCUBHICTH PEAKIIIN
IMEPOKCUAHOI'O OKUCHEHHA JIIIIAIB
Y Helianthus annuus L. 3A POCTY
HA TEXHO3EMAX

C. IO. Marcozouemcol, B. 1. Bapaﬂosl,
C.II. IToHomaperKo

LIbBiBCHK M HaIiOHAJILHUI YHiBEPCUTET
imeni Isana ®@panka, YKpaina
2,I[ep>icaBHe nignpuemcTBo « MiskBigoMumii
HaYKOBO-TeXHOJOTiUHUN IeHTP «ArpobioTex»
HAH Vkpainu i MOH Vkpaiau», Kuis

E-mail: mesofia@ukr.net

MeToro po6oTu 6yJI0 JOCTiAUTH BIJIUB HOBUX
peryiaTopis pocty «Stimp» » Ta «Regoplant» (Bu-
pobHuK [ep:kaBHe mignpuemctBo MiskBimomunii
HayKOBO-TexHoJoriunuii mentp — II MHTI]
«ArpobioTex») IOPiBHAHO 3 ribepeIiHOBOIO KHUC-
JIOTOIO i PeryJATopoOM POCTY APYroro MOKOJIiIHHSI
«Treptolem» ma BMicT BiIBHMX aMiHOKMCJIOT,
OPOJIiHY Ta peakilii IepOKCUIHOTO OKUCHEHHS JIi-
migiB y 14-no6oBux nmapoctkis Helianthus annuus
L. 3a pocTy Ha I'pyHTOBUX cyGcTpaTax mOPOSHOTO
BigBasy ByrinbHux maxt IlenTpansHoi 36arauy-
BaJIbHOI (pabpuku y YepBOHOrPaACbKOMY T'ipHIUO-
IPOMUCJIOBOMY paiioHi.

BcecranoBieHo 306iabIlIeHHS BMICTYy BiJIbHUX
aMiHOKWUCJIOT, IIPOJIiHY Ta 3HUKEHHS iHTEHCUBHOC-
Ti peaKIiii MepOKCUAHOTO OKUCHEHHA JIminiB (3a
BMiCTOM MAaJIOHOBOT'O iaJIbAETiTy), 10 CBIAUUTE ITPO
301JIBIITIEeHHA CTIIKOCT1 POCJNH 0 HeCIIPUSITINBUX
YMOB IIOPOHOTO BiiBaJIy 3a il peryasaTopiB pocTy.

Opnep:xaHi pesyJibTaTH BKA3yIOTh HA IIEPCIIEK-
TUBHICTH ITOAJBIIIOTO 3aCTOCYBaHHA «Stimpo»
Ta «Regoplant» 3a dpiTopexyabpTuBaiii mopogamux
BimBaJIiB.

Knrmouwosi cnosa: Helianthus annuus L., «Stim-
po», «Regoplant», «Treptolem», cy6cTpaTu
HNOPONHUX BiABaJNiB BYriJIbHUX IIIaxT, BiJbHI
aMiHOKMCJIOTH, TPOJIiH, peakIii IMepoOKCUIHOTO
OKMCHEHHS JIiTimiB.
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BJIUAHUNE «REGOPLANT» 1 « STIMPO»
HA COAEP:KAHUE CBOBOJIHBIX
AMHMHORKHUCJIOT, ITIPOJIUHA
U UHTEHCUBHOCTH PEAKITU
ITEPOKCUIHOTO OKUCJIEHUA JUIIUTO0OB
Y Helianthus annuus L. ITPA POCTE
HA TEXHO3EMAX

C. 0. Marcozonemcol, B. 1. Bapauoel,
C. IT. ITonomapenxo®

1JInBoBCK Mt HAMOHATBHBLI YHUBEDPCUTET
nmeHu Bana @paHKo, YKpauHa
I'ocymapCcTBEeHHOE IPeAIPUATIE
«Me:KBeIOMCTBEHHBIN HAYUYHO-TeXHOJOTUYECKU A
meHTp «Arpoouorex» HAH VKpanHbI»
u MOH VYxkpaunsl, Kues

E-mail: mesofia@ukr.net

ITenrio paboThl OGBIJIO HCCIETOBATH Heii-
CTBUE HOBBIX PEryJsITOPOB pocTta «Stimpo» u
«Regoplant» (upousBogurens 'ocygapcTBernHOE
npennpusaTue Me:XBeJOMCTBEHHBIII HAYUHO-TEX-
"Hosornueckuii meHTp — I'Il MHTII «Arpo6uo-
TeX») II0 CPAaBHEHUIO C TUO00ePeIJIMHOBOM KUCJIO-
TOIl M PEryJsTOPOM POCTa BTOPOTO IOKOJEHUSA
«Treptolem» Ha comep:raHme CBOOOIHBIX aMUHO-
KUCJIOT, IPOJINHA M aKTUBHOCTH IIEPOKCUIHOTO
OKMCJIEHUS JUMIUI0B y 14-CyTOUHBIX IIPOPOCTKOB
Helianthus annuus L. ipu pocTe Ha I'PYHTOBBIX
cybcTpaTax IMOPOAHOTO OTBaJa YrOJbHBIX IIAXT
ITenTpasbHO oboraTuTenbHOM (pabpuru B Yep-
BOHOT'DAZICKOM I'OPHOIIPOMBINIIJIEHHOM patioHe.

YcraHOBJIEHO YBeJIMUEHNE CONEPIKAHUA CBO-
0OIHBIX AMUHOKUCJIOT, IIPOJIMHA 1 CHUYKEHNEe aK-
TUBHOCTHU ME€POKCUIHOTO OKUCJIEHUS JUIUAOB (IO
CcoIep:KaHUI0 MaJIOHOBOTO AUAJILIETH/A), YTO CBU-
JIeTeJIbCTBYET 00 YBeJIUUYEHUN YCTOMYUBOCTH pac-
TeHUH K HeOJaTOIPUATHBIM YCJIOBUAM IIOPOTHOTO
OTBaJIa IPU IeHCTBUY PETYIATOPOB POCTA.

IlonyueHHBIE pE3yJAbTATHI YKa3bIBAIOT Ha
MePCIeKTUBHOCTD MaJIbHEHIero mpuMeHeHUs
«Stimpo» u «Regoplant» mpu ¢puTopeKyabTHBA-
1Y ITOPOJHBIX OTBAJIOB.

Knrwueswvie cnoea: Helianthus annuus L.,
«Stimpo», «Regoplant», «Treptolem», cydcTpa-
THI TOPOJHBIX OTBAJOB YIOJBHBIX IIIAXT, CBOOOI-
Hble AMUHOKMCJIOTBI, IIPOJIMH, PEAKIMN IIEePOK-
CUJHOI'O OKMCJIEHUS JIUIINI0B.





