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Comparative evaluation
of Raphanus sativus var. lobo
defense efficiency against

Contarinia nasturtii using foliar
application of sodium selenate,

lonic silicon form and garlic extract

ABSTRACT

Relevance. Contarinia nasturtii Keiffer is one of the most dangerous insect pests of Brassicaceae
plants dramatically affecting plant yield and seed productivity.

Material and Methods. The effect of single foliar application of sodium selenate, ionic form of silicon
(Siliplant fertilizer) and garlic extract on the efficiency of Raphanus sativus lobo defense against
Contarinia nasturtii infestation was evaluated in condition of greenhouse. Concentrations of the
applied reagents were: sodium selenate 26.4 mM; Siliplant - 1 ml/l; garlic extract - 8 g/l. Seed pro-
ductivity and C. nasturtii infestation levels under Se, Si and garlic extract administration under infes-
tation were determined along with the analysis of plant antioxidant status and sugar content.
Results. Foliar application of Siliplant singular or in combination with Se provided the highest seed
productivity and mass of 1000 seeds. Plants treated with Si, garlic extract and Si+Se demonstrated
lack of C. nasturtii infestation only a week after the preparation supply. Contrary, selenate provided
less pronounced defense. Among biochemical parameters tested the values of the total dissolved
solids were the highest in plants treated with Se and Se+Si. Changes in the intensity of plant defense
due to garlic, Se and Si supply were reflected in the increase of the total phenolic content compared
to the values typical for control plants and in a significant accumulation increase of disaccharides,
participating in tissue recovery after herbivory attack. Silicon application also provided an increase
of selenium accumulation by lobo leaves.

KEYWORDS:

Raphanus sativus var. lobo, Contarinia nasturtii, selenium, silicon, garlic extracts, protection against
pests

AN

W,

CpaBHUTENbHAS OLIEHKA 3PHEKTVBHOCTY
3awWwmTbl Raphanus sativus var. lobo

OT KpecToueTHou rannuubl (Contarinia
nasturtii), CNonb3ys BHEKOPHEBOE
BHECEHWE CeneHara HaTpus, MOHHOW

(HOPMbI KPEMHINS 1 3KCTPaKTa YECHOKA

PE3IOME

AkTtyanbHocTb. KpectougeTtHas rannuua Contarinia nasturtii Keiffer — ogu n3 Hanbonee onacHbix
BpeauTeneid pacteHun cemeiicTBa Brassicaceae, CHuXalOWMX CeMeHHY NPOAYKTUBHOCTb pacTe-
HUHA.

Marepuan n metoguka. WccnepoBaHa 3dh(heKTMBHOCTb OAHOKPATHOrO BHEKOPHEBOTO BHECEHMUS
ceneHata HaTpus, MOHHOM (OPMbI KpeMHUA (ypoOpeHne CunuUnnaHT) M JKCTpaKTa YecHOKa Ha
3hheKTUBHOCTB 3aLLMThI pacTeHuin No6o Raphanus sativus lobo ot Contarinia nasturtii B ycnoBusix
3aKpbITOro rpyHTa. Mcnonb3ayemble KOHLEHTpauum: ceneHa 26.4 MM pactsop, Cununnanta - 1 mn/n,
3KCTpaKTa YecHoka — 8 r/n. MpoBoAMNAM OLIEHKY CEeMEHHOI NPOAYKTUBHOCTM U YPOBHEN UH(MLMPO-
BaHWUS pPacTeHUA KPeCTOLBETHOM rannuueid, a Takke Onpeaensny nokasaTenu aHTUOKCUOAHTHOTO
cTaTyca pacTeHui U cofepKaHus caxapos.

PesynbTatbl. Ucnonb3oBaHue CununnaHta 6e3 M COBMECTHO C CENeHaTOM HaTpusi obGecnevnBano
HamboNbILYK CEMEeHHYK MpPOAYKTMBHOCTb pacTeHuit No6o u Hambonbwyk maccy 1000 cemsiH.
O6paboTka CEMEHHbIX pacTEHNI KPeMHUEM, IKCTPAKTOM YECHOKa M COBMECTHOE MPUMEHEHME KpeM-
HUA U ceneHa obecnevnBanu 100% 3awuty pacteHui ot C. nasturtii yxe yepe3 Hegento nocne obpa-
6oTkn. HanpoTue, NpumMeHeHne ceneHaTta HaTpusa obecneynBano NUWb YacTUYHYH 3awmTy. Cpeau
uccnefoBaHHbLIX GMOXMMUYECKUX NOKa3aTeneil ypoBeHb BOAOPacTBOPUMbIX coeauHeHui (TDS) 6bin
HaubonblMM y pacTeHui, obpaboTaHHLIX CeneHoM 6e3 M Ha (hoHe MCMONb3OBAHUS KPEMHMUS.
WN3MeHeHUs! B UHTEHCMBHOCTHU 3alLMThl PacTeHWI OT KPeCTOLIBETHOM rannuubl 6naroaaps MCNonb3o-
BaHUI JKCTPAKTa YeCHOKA M PacTBOPOB CeNieHaTa HaTpusi U CununnaHTa oTpaxanucb B Bo3pacTa-
HUM YPOBHEW HakonneHusi NonudgeHoNoB B NUCTLAX MO CPABHEHUIO C AAHHLIMU AN KOHTPOJNbHbIX
MONTHOCTHI0 MH(MLMPOBAHHBIX PacTEHWI U B 3HAYUTENILHOM BO3PacTaHUM HaKOMMEHUs aucaxapu-
[I0B, y4acTBYHOLMUX B BOCCTAHOBNEHWUW TKaHell nocrne aTaku BpeAHbIX HAaceKOMbIX. YCTaHOBNEHO
TaKke, YTO KpEMHUI CTUMYNUPYET akKyMynMpoBaHUe CeneHa IMCTbAMM pacTeHUN Kak 6e3, Tak U npu
00paboTke pacTeHU ceneHaToM HaTpus.

KNIOYEBBIE CNOBA:

Raphanus sativus var. lobo, Contarinia nasturtii, ceneH, KpeMHUIA, IKCTPAKT YeCHOKaA, 3awWuTa oOT
BPeAHbIX HaCEKOMbIX
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Introduction

ne of the most dangerous insect pests of

Brassicaceae plants is Contarinia nasturtii Keiffer dra-
matically affecting yield and seed productivity of broccoli,
cauliflower, cabbage, Brussels sprouts, turnip, radish, etc. It
is widely distributed in Europe, Scandinavia, Mediterranean
countries, Turkey and western Russia [1]. Contarinia nasturtii
lays eggs in inflorescences, causing severe damage to seed
yield, loba seeds in particular, preventing seed set. Literature
data indicate that seed vyield losses caused by C. nasturtii
may reach more than 85% [2].

The main methods of C. nasturtii control include synthetic
insecticides application (such as neonicitinoids) and crop
rotation [3-6]. On the other hand, numerous investigations
indicate high prospects of garlic extract utilization [7] and
application of selenium (Se) and silicon (Si) preparations [8-
10] in insect pest control. Thus, the silicon application pro-
vides reduced oviposition, feeding and digestibility of insects.
Selenium in relatively high concentrations results in low pest
reproduction, increased mortality and reduced pest longevi-
ty. Aqueous garlic extract is a plant biostimulant, improves
crop quality and provides the defense responses of receiver
plants [11].

The attractiveness of Se, Si and garlic extract application in
protection of plants is also connected with a well-known fact
of the growth-stimulation effect, increase in plant immunity
and tolerance to various biotic and abiotic stresses [8]. In this
respect, the aim of the present investigation was evaluation of
the efficiency of Raphanus sativus var. lobo protection
against Contarinia nasturtii using foliar application of sodium
selenate, potassium silicate (Siliplant fertilizer) and garlic
extract. Margelan radish (Raphanus sativus var. lobo) is origi-
nated from China and is grown in most countries of the world.
Its popularity is connected with high nutritional value, pleasant
taste and low content of radish oil. C. nasturtii infestation of
plants is a serious problem of Lobo seed production.

2. Material and Methods

2.1. Growing Conditions and Experimental Protocol

Planting of seed plants of Loba cv Krasavitsa
Podmoskovya was carried out in a greenhouse on 20 April
with spacing of 30 cm between the plants along the rows
which were 70 cm apart. Before planting, milling was carried
out to a depth of 20 cm. Regular watering (three times per
week), double N1s5P15Ks fertilization at a rate of 40 kg/Ha dur-
ing the peduncle formation phase were applied. During the
period of the peduncle formation - the beginning of bud-
ding/flowering, with the primary signs of the manifestation of
flower infection foliar treatments with selenium, silicon and
garlic extract preparations began (15 June). Treatments were
carried out three times with an interval of 4-7 days in the
evening hours, after watering, when the temperature in
closed ground dropped to 20...25 °C. The experimental treat-
ments, applied to Loba were carried out according to the fol-
lowing scheme: (1) control (water foliar spray), (2) sodium
selenate solution, 26.4 mM (50 mg L"), (3) Siliplant treat-
ment, 1 ml/L; (4) sodium selenate + Siliplant (the same con-
centrations), and (5) garlic extract. Garlic extract was pre-
pared via the homogenization and extraction of fresh garlic
bulbs with distilled water (8 g:1000 mL) and the filtration of a
mixture. A split plot design was used for the treatment distri-
bution, with three replicates and each experimental unit cov-
ering 10 m2.
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2.2. Sample Preparation

2.2.1. Seeds

Onthe 10 of September after full ripening, number of pods,
number of seeds per pod, mass of 1000 seeds were meas-
ured.

2.2.2. Samples for biochemical analysis

A small amount (3-5) of fresh leaves from each plant were
gathered at the stage of seed formation (15 August), homog-
enized and used for the determination of nitrates and the
ascorbic acid content. The remaining parts of plant
homogenates were dried at 70 °C to constant weight and
homogenized for obtaining fine powders. The latter were
used for the determination of the total antioxidant activity
(AOA), total polyphenols (TP), sugar and Se content.

2.3. Dry Matter
The dry matter was assessed gravimetrically by drying the
samples in an oven at 70 -C until constant weight.

2.4. Selenium

Selenium content was analyzed using the fluorimetric
method previously described for tissues and biological fluids
[12]. Dried homogenized samples were digested via heating
with a mixture of nitric and perchloric acids, subsequent
reduction of selenate (Se*®) to selenite (Se**) with a solution of
6 N HCI, and the formation of a complex between Se** and
2,3-diaminonaphtalene. Se concentration was calculated by
recording the piazoselenol fluorescence value in hexane at
519 nm A emission and 376 nm X excitation. Each determina-
tion was performed in triplicate. The precision of the results
was verified using the mitsuba reference standard of Se-forti-
fied stem powder in each determination, with a Se
concentration of 1865 pg kg (Federal Scientific Vegetable
Center).

2.5. Total Polyphenols (TP)

Total polyphenols were determined in 70% ethanol
extracts of samples using the Folin-Ciocslteu colorimet-
ric method as previously described [13]. Half a gram of
dry homogenates was extracted with 20 mL of 70%
ethanol/water at 80°C for 1 h. The mixture was cooled
down and quantitatively transferred to a volumetric
flask, and the volume was adjusted to 25 mL. The latter
mixture was filtered through filter paper, and 1 mL of
the resulting solution was transferred to a 25 mL volu-
metric flask, to which 2.5 mL of saturated Na>CO3 solu-
tion and 0.25 mL of diluted (1:1) Folin—Ciocglteu
reagent were added. The volume was brought to 25 mL
with distilled water. One hour later the solutions were
analyzed through a spectrophotometer (Unico 2804 UV,
Suite E Dayton, NJ, USA), and the concentration of
polyphenols was calculated according to the absorption
of the reaction mixture at 730 nm. As an external stan-
dard, 0.02% gallic acid was used. The results were
expressed as mg of gallic acid equivalent per g of dry
weight (mg GAE g d.w).

2.6. Antioxidant Activity (AOA)

The antioxidant activity of Lobo leaves was assessed on
70% ethanolic extracts of dry leaf powder using a redox titra-
tion method [13]. The values were expressed in mg gallic acid
equivalents (mg GAE g"' d.w.).

Vegetable crops of Russia Ne4 2024 ISSN 2072-9146 (Print)



2.7. Ascorbic acid

The ascorbic acid content in leaves was determined by
visual titration of plant extracts in 3% trichloracetic acid with
Tillman’s reagent [14]. Three grams of fresh leaf
homogenates were mixed with 5 mL of 3% trichloracetic acid
and quantitatively transferred to a measuring cylinder. The
volume was brought to 60 mL using trichloracetic acid, and
the mixture was filtered through filter paper 15 min later. The
concentration of ascorbic acid was determined from the
amount of Tillman’s reagent that went into titration of the sam-

ple.

2.8. Sugars

The monosaccharides were determined using the ferri-
cyanide colorimetric method, based on the reaction of mono-
saccharides with potassium ferricyanide [15]. Total sugars
were analogically determined after acidic hydrolysis of water
extracts with 20% hydrochloric acid. Fructose was used as an
external standard. The results were expressed in % per dry
weight.

2.9. Total Dissolved Solids (TDS)
Portable conductivity meter TDS-3 (Korea) was used for
the determination of the total dissolved solids.

2.10. Nitrates

Nitrates were assessed using ion-selective electrode with
ionomer Expert-001 (Econix Inc., Moscow, Russia) according
to [16].

2.11. Statistical Analysis

Data were processed by analysis of variance, and mean
separations were performed through Duncan’s multiple
range test, with reference to the 0.05 probability level, using
the SPSS software version 28 (Armonk, NY, USA).

3. Results and Discussion

Raphanus sativus lobo is easily infestated by Contarinia
nasturtii (Fig. 1). Single spraying of lobo plants by (1) sodium
selenate solution, (2) Siliplant fertilizer as a source of ionic sil-
icon and (3) garlic extracts during the period of active gall
midge infestation resulted in 100% larvae mortality only one
week later in cases of Siliplant application, either singly or in
combination with sodium selenate and garlic extract supple-
mentation (Table 1). The lack of a significant positive effect of
sodium selenate supplementation may be connected both
with the lower gall midge sensitivity to Se and/or the necessi-

Table 1. Seed productivity and C. nastursii infestation levels
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Fig. 1. Raphanus sativus var. lobo infested

by Contarinia nasturtii

Puc. 1. Pacteune Raphanus sativus var. lobo,
3apaxeHHoe Contarinia nasturtii

ty for a longer period of exposure. Neither Se nor Si have
been earlier used for plant protection against C. nasturtii.
Contrary, garlic oil along with eucalyptus oil were shown to act
as repellents for C. nasturtii [17]. Selenium protection against
pests is connected with the toxic effect of the element, while
silicon application along with the anti- feeding effect was
shown to induce the emission of plant volatile attractants of
natural predators and parasitoids [8,18,19].

Furthermore, it should be indicated that all three supple-
ments (Se, Si and garlic extract) are known as powerful
growth stimulators improving plant immunity, antioxidant
defense and stimulating photosynthesis that positively affect
seed productivity and quality. Thus, investigations on lettuce
seed plants revealed the increase in seed productivity, proline
and phenolic content increase due to foliar application of
sodium selenate, sole or in combination with garlic extract
[20]. In the present research mass of 1000 seeds varied from
13.5 to 25.2 g being the highest for plants treated with
Siliplant separately or in combination with sodium selenate.
Thus, the most promising method for lobo protection against
C. nasturtii was Siliplant foliar supplementation.

Changes in biochemical characteristics of plants due to
Se, Si and garlic extract application are directly connected
with the improvement of plant adaptability and participation of
the antioxidant defense system [8,21].

under Se, Si and garlic extract administration under infestation.

Ta6nuya 1. CemeHHasi npodyKmueHOCMb U ypO8HU UHUYUPOBaHUs KpecmouyeemHol 2annuyel
8 ycs108USAX UCMO/IL308aHUSI Mpenapamos cesieHa, KpeMHUsl U 3Kcmpakma 4ecHoKa

Parameter Control
MapameTtp KoHTponb
Seed productivity, g/plant 0.2*

CeMeHHas NPoAYKTUBHOCTb, r/pacTeHun

Mass of 1000 seeds, g 135
Macca 1000 cemsiH, © :

Presence of alive larvae

+++
MpucyTcTBME KMUBBIX NUYUHOK

‘+++’- fully infested plants; -* = 100% mortality of larvae,

Siliplant Se Se + Siliplant Garlic

cununnaHT Se+ CununnaHt YecHok
22.3 6.1 20.3 104
25.2 14.4 221 14.8

‘+’- 50 % reduction of live larvae

ISSN 2618-7132 (Online) Ogouwu Poccun Ned 2024 [ 25 ] Vegetable crops of Russia Ne4 2024 ISSN 2072-9146 (Print)
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Table 2. Dry matter, total dissolved solids (TDS), nitrate and ash content in lobo leaves.
Tabnuya 2. CodepxaHue cyxo20 eeujecmea, sodopacmeopumbix coeduHeHull (TDS) u 305kl 8 nucmbsix 106b1

Parameter

Control Siliplant Se + Siliplant Garlic
Mapamerp KoHTponb CununnaHT Se Se+CununnaHt YecHok
Dry matter, %
Cyxoe BemegTBo, % 1229 a 11.67 a 11.25a 1248 a 11.56 a
Water-soluble compounds TDS, mgl/g
BopopacTBopuMbIie coeguHeHus, Mrir 57.1b 7282 704a 56.3b 58.0b
Nitrates, mg/Kg d.w.
HUTpaTLI, MI/KT C.M. 2968 a 3112 a 3306 a 2326 b 2750 ab
o 10.0 109a 113a 9.1a 91a
Values in lines with similar letters do not differ statistically according to Duncan test at p<0.05
Data presented in Table 2 indicate lack of significant Se, Si
and garlic extract effect on the dry matter content of plants E]
and ash content. Only Siliplant and Se application increased § 1800 :
significantly the water-soluble compound content (TDS) 2 1500 1 b A
exceeding that of the control plants by 1.23-1.27 times. The { o b +
same tendency was registered for nitrate accumulation with g t
the lowest values being typical to Se+Siliplant treated plants. g 900
Antioxidant status of plants is directly connected with the E 600 - c
protection against different stresses including insect pest % b
infestation [21]. The results of the present work indicate lack ‘g’
of any differences in the total antioxidant activity between fully L - ; ;
infested (control) plants and plants treated with Si, Se and 5 a Tl_mmmtSHS’ Cahs

garlic extract. Contrary, all treatments provided a significant
increase in the polyphenol content with the highest positive
effect of garlic extract confirming the known results of
polyphenols importance in plant protection against her-
bivories [21]. It should be specially noted that the presented
values of both total antioxidant activity (AOA) and total pheno-
lics (TP) refer to the antioxidants soluble in 70% ethanol.
Numerous investigations in optimization of polyphenol extrac-
tion conditions indicate significantly lower levels of TP in water
extracts compared to ethanol utilization [22,23].

Among other biochemical parameters tested, a significant
disaccharide content increase was recorded under all treat-
ments, especially intensive in the case of garlic extract (Figure
5).

The detected phenomenon is directly connected with the
active participation of carbohydrates in plant protection
[24,25]. Infestation of plants by insect pests affect several

Fig. 2. Changes in disaccharide content
in Raphanus sativus var. lobo treated with Siliplant,
Se and garlic extract under Contarinia nasturtii infestation
Puc. 2. UsmeHeHuns B cogepxaHun aucaxapuaos
B MHOULMPOBaHHbIX PACTEHUsIX JI060 B pe3ynbTaTte
06paboToK CUNNNIAHTOM, CEJIEHOM U IKCTPaKTOM 4YEeCHOKa

secondary metabolites biosynthesis participating in plant
resistance to the biotic stress [26,27]. In this respect, sucrose
is known to participate in wounded tissues repair as an ener-
gy and carbon structure source and as a signal molecule for
activation of the defense gene expression [28] and it is active-
ly transported from injured sites to undamaged organs for
growth recovery [29]. In this respect sucrose invertases and
sucrose transporters are known to be highly affected by her-
bivory attack [30]. Thus, plant carbohydrate restoration due
to Se, Si and garlic extract supply is reflected in a significant

Table 3. Effect of foliar application of Si (Siliplant), sodium selenate and garlic extract on biochemical characteristics
of Raphanus sativus var. lobo under Contarinia nasturtii infestation.
Tabnuua 3. BnusiHue o6pabomok n106b1 CununnaHmom, cesieHamom Hampusi U IKCMPaKmMoM YeCHOKa
Ha 6uoxumuyeckue xapakmepucmuKu pacmeHull 8 ycroeusix UHghuyupoeaHusi kpecmouysemHou aannuyel

Parameter Control
MapameTtp KoHTponb
AOA*, mg GAE/g d.w. 46.1a
AHTUOKCUAAHTHAA aKTUBHOCTb, Mr-akB 'K/r c.m. ’
TP**, mg GAE/g d.w. 13.0b
MonudeHonsl, mr-aks MK/r c.m. :
Se, pg/Kg d.w.
Se, MKI/Kr C.M. 146¢
Monosaccharides, %
MoHocaxapa, % 17.0a
Disaccharides, %
Oucaxapa, % 0.2d
Total sugar, % 17.2ab

O6wee coaepxaHue caxapa, %

Siliplant Se Se + Siliplant Garlic

CcununnaHt Se+CununnaHt YecHok
44 1a 48.6a 46.1a 50.5a
15.0ab 16.0a 16.1a 17.1a
213b 1080a 1295a 150c
16.9a 12.6b 13.9b 16.5a
1.0c 2.2b 2.5b 3.3a
17.9a 14.8b 16.4ab 19.8a

* AOA—total antioxidant activity, **TP— polyphenols. Along each line, values with the same letters do not differ statistical-

ly according to Duncan test at p < 0.05

* AOA— o6Ljasi aHTUMOKCUAAHTHAas1 akTUBHOCTb, **TP—nosingeHosibl. 3HavyeHus: B psiax ¢ OAMHaKOBLIMW UHAEKCaMU He
pasnnyarTcs CTaTUCTUYECKU cornnacHo TecTty [yHkaHa ripy p<0.05
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increase in disaccharide content of the infested plants leaves
with the highest effect typical for garlic extract application.

The lower efficiency of sodium selenate treatment com-
pared to that of Siliplant and garlic extract, and the different
intensities in biochemical changes (Table 2, Figure 4) indicate
that Se protective effects require more time than those of Si
and garlic extracts.

In conditions of the present experiment Se biofortification
levels of lobo plants reached 7.4-8.9 indicating a tendency of
the increase of Se assimilation due to Si supply which was in
agreement with the results of the previous research on chervil
[381]. Furthermore, significant increase in lobo leaf Se level in
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