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RESULTS OF PRACTICAL APPLICATION OF COCONUT SUBSTRATE
AT THE STAGE OF ADAPTATION OF MICROPLANTS

Research article

Abstract

The transfer of plants from in vitro to ex vitro conditions is the final and most stressful stage for microplants, which
determines the success of the whole work. At this stage, up to 80% of the planting material often dies, since in vitro plants
must adapt to non-sterile ex vitro conditions, which differ significantly from in vitro cultivation conditions (high humidity,
carbon dioxide deficiency). The article presents the results of a study of the influence of coconut substrate on the
morphological development of microplants of clonal rootstocks of fruit crops obtained by micropropagation. The objects of the
study were clonal stocks of American and European selection used for laying intensive and super-intensive orchards —
MaxMal4 (cherry), GF677 and Garnem15 (almond, peach, nectarine), Myrobalan 29C (plum, cherry-plum, apricot), OHF87
(pear, quince), Madrasa and Bayan Shirey (local Azerbaijani varieties of grapes). As a result of the study, it was found that, in
general, the coconut substrate had a positive effect on the morphological development of regenerated plants. The substrate
contributed to the intensification of the growth processes of the aerial and root parts of plants. Rootstock Garnem 15 showed
the highest percentage of adapted plants (86,4%). Rootstock GF 677 was distinguished by a good stem formation of 3,8 cm and
the longest roots of 3,54 cm. A largest number of formed roots was noted in MaxMal4 regenerated plants — 4,3 pcs.
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PE3YJIBTATBI HPAKTUYECKOI'O IPUMEHEHUSA CYBCTPATA KOKOCA
HA DTAIIE AJANTAIIMA MUKPOPACTEHUM

Hayunas cratbs

AHHOTANMA

IepeHoc pacTeHHd M3 yCIOBHH N Vitro B €X VItro siBiseTcs 3aKIIOYMTENBHBIM H HanOoJee HalpsDKSHHBIM 3TaroM JUTs
MHUKPOPACTEHHUH, OT KOTOPOTO 3aBHCHT ycIex Bcel padoTel. Ha aTom arane gacto norubaer 1o 80% mnocagoqHOro mMarepuana,
MIOCKOJIBKY pacTeHust iN Vitr0 MOKHBI aJanTHPOBAThCST K HECTEPHIBHBIM YCIOBHSIM €X VIitr0, KOTOpble 3HAYHTENHHO
OTJIMYAIOTCS OT YCIOBHI BBIPAIMBAHMS N Vitro (BBICOKAS BIAKHOCTH, NE()HUIINT YIIIEKUCIIOTO ra3a). B crarthe mpeacTaBieHs!
pe3yJIbTaThl UCCIIEA0BAHMUS BIUSAHUs CyOCTpaTa KOKOca Ha MOP(OIOTHUECKOEe Pa3BUTHE MHUKPOPACTCHHUI KJIOHOBBIX MOIBOEB
IUIOJIOBBIX KYJIBTYpP, TOJIy4EHHBIX IyTeM MHKpOpa3MHOkeHHs. OObeKTaMH HCCIEA0BAHUS SIBISUINCH KIOHOBBIE MOJBOH
aMEpPHUKaHCKONH M eBPOMNEWCKOW CEeJEeKLUH, HCIOJIb3yeMble JJIsi MOCAJKH HWHTEHCHBHBIX W CBEPXMHTCHCHBHBIX Ca/IOB —
MaxMal4 (uwns), GF677 u Garnem15 (munnmanb, nepcuk, HektapuH), Myrobalan 29C (ciuBa, anbua, adbpukoc), OHF87
(rpyura, aiiBa), Madrasa u Bayan Shirey (mMectHbie azepOaiimxaHckue copTta BUHOrpana). B pesynbrare ucciaenoBaHus ObUIo
YCTAHOBJICHO, YTO CyOCTpaT KOKOCa B II€JIOM OKasaj IIOJIOKHUTENIbHOE BO3JCHCTBHE Ha MOpP(OJIOrHYecKoe pa3BHTHE
pereHeprupoBaHHBIX pacteHHi. CyOcTpar criocoOCTBOBaI HHTEHCU(HUKALMK IPOLIECCOB POCTA BO3AYIIHONH W KOPHEBOH YacTH
pactenuii. Rootstock Garnem 15 moka3san camblil BRICOKHIT IPOLICHT aaNTUPOBAaHHBIX pacTeHuit (86,4%). Rootstock GF 677
OTIIMYMIICS XOopoinM (GopmupoBanneM ctebuist B 3,8 cM U Hanbosee JIIMHHBIMU KOpHAMU B 3,54 cM. HanbGosnbiee KoIM4ecTBO
c(hOpMHUPOBAHHBIX KOPHEH OBLIO OTMEUEHO y pereHeprupoBaHHbIX pacTtennit MaxMald — 4,3 mr.

KiroueBble ¢j10Ba: MUKPOPACTEHHUS, aJaNTalus, yCIOBHS €X Vitro, cybcTpaT Kokoca.
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1. Introduction

Roots formed in in vitro culture differ anatomically from ex vitro roots [2, P. 101-109]. They contain a low content of lignin,
the surface of the roots and their apexes are densely covered with hairs. At this stage, the formation of numerous callus cells is
likely. In the process of in vitro adaptation, the roots lose hairs and stop growing. Such roots grow rapidly and on ex vitro
condition developed new roots that are able to absorb nutrients from the soil. New roots have a wide suction zone, a large number
of hairs, and callus cells between the hairs are absent. However, these roots cannot provide the plant with all the necessary water,
and therefore, increased humidity is created during the adaptation period [1, P. 133-129], [3, P. 1424-1427].

For leaves formed in culture in vitro, a weak development of the cuticle, epicuticular wax is characteristic. The conducting
vessels of the xylem are poorly developed, and there are no transpiration flows that provide plants with water. The stomatal
apparatus does not function under in vitro conditions. All this is a specific reaction of the plant organism to the conditions of
excessive moisture in the cultural vessel [1, P. 133-139], [4, P. 409-412], [5, P. 480]. After transplanting into the soil, due to a
decrease in atmospheric humidity, systems for maintaining turgor and the functioning of stomata are being established in the
plant. Here, survival primarily depends on the ability of the plant to withstand low humidity. Since the leaf blades of test-tube
plants lack an epicuticular wax layer, they are subject to very rapid dehydration when transplanted from in vitro to ex vitro
conditions, which leads to the death of adaptable plants.

Under test tube conditions, photosynthetic activity is limited, nutrition is photomixotrophic in nature (due to sucrose in the
nutrient medium). In the process of adaptation to ex vitro conditions, changes occur in the photosynthetic activity of the leaf, in
particular, in the content of chlorophylls, an increase in the content of which in the leaves of microplants improves their survival
during adaptation [6, P. 629-631].

In connection with the morphological and physiological characteristics of microplants after in vitro culture, for successful
adaptation in non-sterile conditions, a number of additional measures are recommended to improve the process of plant adaptation
and increase their survival rate in non-sterile conditions [2, P. 101-109], [3, P. 1424-1427], [5, P. 480], [7, P. 569-575]: when
preparing plants for transfer to the soil to increases the illumination to 10,000 Ix; in the last stages before planting, to place the
plants on a medium without growth regulators for a period of 3 weeks; to create conditions of high humidity during adaptation,
with subsequent opening of the lid over the adaptable regenerants; to open test tubes for several days, treat plants with fungicides
(0,2% benlate solution), to create an artificial dormant period for plants for 40-60 days before planting in non-sterile conditions, to
keeping them in a refrigerator at a temperature of +5...+ 6°C. After forced dormancy, plants transferred to the soil in culture
chambers begin intensive growth, actively rebuilding the transpiration system, becoming less dependent on pathogenic microflora.

There are different opinions about the influence of the degree of root development on adaptation. In some studies [5, P. 480],
the survival rate increased when plants adapted, the root system of which consisted of 34 roots 47 cm long with lateral
branches, other authors [10, P. 320-323] noted that the roots were was longer than 1-2 cm are damaged when transplanted into
pots.

There is also no unequivocal answer to the question of the optimal period of ex vitro adaptation for rootstocks of stone fruit
crops. Some researchers [6, P. 629-631] recommend that this work be carried out in the spring (at the end of February, and
preferably in March—beginning of April). Others [4, P. 409-412] recommend the spring—summer period (March—June), when the
adaptation time was reduced to 4-5 weeks (in the autumn—winter period, woody plants underwent adaptation for a longer period
of 6-7 weeks).

Commonly used substrates for transferring plants to ex vitro conditions [12, P. 402-419], [13, P. 22-28], [14, P. 128-131],
[15, P. 35-39] are sterile mixtures of bottom peat and river sand or perlite in a ratio of 3:1 or 1:1, as well as substrates such as peat
substrate (a mixture of peat and perlite in a ratio of 5:1), agroperlite (a product of grinding and heat treatment of volcanic rock)
and coconut substrate (dried coconut peel).

2. Materials and methods

The objects of the study were non-rooted microplants of clonal rootstocks of fruit crops of American and European
selection (Myrobalan 29C, Maxmal4, GF677, Garnem15) and local grape varieties (Madrasa and Bayan Shirey), obtained in
vitro by introducing segments of non-lignified shoot segments of 1,5-2,0 cm with one apical or axillary bud, as well as coconut
substrate. The main purpose of this study was to study the adaptation of non-rooted plants in vitro to ex vitro conditions on
coco substrate.

In our studies, the adaptation of regenerated plants to ex vitro conditions took place in four stages:

- adaptation in laboratory conditions;

- adaptation in greenhouse conditions;

- adaptation under the shadow grid;

- adaptation in open ground conditions.

Primary adaptation of plants was carried out in a culture room with illumination of 2500-3000 lux, temperature
+21...+25°C and photoperiod of 16/8 hours. Microplants were planted in mini-greenhouses with an interval of at least 3 cm or
in plastic cassettes with cells (Figure 1). Cocopit (coconut substrate) was used as a substrate in the process of primary
adaptation.

The cassettes with plants were covered with a transparent plastic cover, creating conditions of high humidity until they
started to grow. A week later, the lid was slightly opened, gradually lowering the humidity and accustoming the plants to the
conditions of the culture room.

Assessing the impact of the coconut substrate on the development of plants, biometric measurements of the following
morphological parameters of plants were carried out:

1) percentage adapted of regenerated plants (%);

2) length of stem (cm);
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3) length of roots (cm), the number of roots (pcs).
The experiments were carried out in 3-fold repeat.

| .

Fig. 1 — Bayan Shirey grape variety at the stage of ex vitro adaptation:
A — immediately after planting, B — 2 weeks after planting

3. Results and discussion

As a result of the research, an assessment was made of the adaptation of micro plants of clonal rootstocks of fruit crops
and grape varieties in ex vitro condition (Table 1).
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Table 1 — Morphological indicators of rootstock development at the stage of adaptation

Variety Index

Percentage adapted of the plants, % | 85,0+0,21

Average length of the stem, cm 3,540,39

MaxMal4
axvia Average length of the root system, cm | 2,54+0,05

Average number of the roots, pcs 4,3+0,2

Percentage adapted of the plants, % | 78,3+0,75

Average length of the stem, cm 2,940,65

Myrobalan 29C
Average length of the root system, cm | 2,06+0,08

Average number of the roots, pcs 3,5+0,2
Percentage adapted of the plants, % | 72,5+0,28
Average length of the stem, cm 3,8+0,31
GF 677 Average length of the root system, cm | 3,54+0,13
Average number of the roots, pcs 3,8+0,1
Percentage adapted of the plants, % | 86,4+0,23
Average length of the stem, cm 2,8+0,43
Garnem 15 Average length of the root system, cm | 3,1+0,09
Average number of the roots, pcs 4,0+0,12
Percentage adapted of the plants, % | 75,0+0,26
OHF 87 Average length of the stem, cm 2,6+0,31
Average length of the root system, cm | 2,68+0,11
Average number of the roots, pcs 2,940,08
Percentage adapted of the plants, % | 55,0+0,22
Average length of the stem, cm 2,2+0,36
Madrasa

Average length of the root system, cm | 2,7+0,09

Average number of the roots, pcs 3,7+0,05

Percentage adapted of the plants, % | 63,0+0,45

Average length of the stem, cm 2,4+0,21

Bayan Shirey
Average length of the root system, cm | 3,4+0,13

Average number of the roots, pcs 3,94+0,12

In general, the coco substrate had a positive effect on the morphological development of all regenerated plants (Table 1).
The substrate contributed to the intensification of the growth processes of the aerial and root parts of plants. A good activity of
the root system on the substrate was noted: the formation of lateral and adventitious roots and the elongation of the root
system, which in turn contributed to the good development of the aerial part of the plant (Figure 2). The share of adapted plants
on coco substrate was 55,0-86,4%. The maximum indicator was noted in Garnem15 plants (86,4%), while the minimum
indicator was noted in plants of the grape variety Madrasa (55,0%). The average stem length of regenerative plants on coco
substrate was 2,2-3,8 cm. Rootstock GF677 plants were noted by their height of 3,8 cm, while Madrasa grape varieties plants
had the lowest average stem length of 2,2 cm. The coco substrate also had a positive effect on the development of the root
system of regenerated plants: the longest root system was in GF677 rootstock plants — 3,54 cm, and the highest average
number of roots was in MaxMal4 plants — 4,3 pcs. Whereas, the minimum corresponding indexes were noted in Myrobolan
29C (2,06 cm) and OHF87 (2,9 pcs) plants.

The good development was also noted after 45 days of adaptation, when the rooted plants were transferred to the
greenhouse (2nd stage of adaptation).
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Fig. 2 — Regenerated plant (Garnem 15) after primary adaptation
Under greenhouse conditions, regenerated plants were transplanted into pots with a substrate prepared from soil, peat and
perlite, in a ratio of 2:2:1 (Figure 3). The regenerated plants were kept at a temperature of +20...+25°C, periodically watered

and fed with fertilizers. When the plants reached a height of 30—35 cm, good development and the beginning of lignification of
the stems and leaf apparatus, they were taken out under the shade net.

use)

The removal of regenerated plants from the greenhouse under the shade net (3rd stage of adaptation) was carried out not
earlier than the end of April — beginning of May. Adaptation under the shade grid is an intermediate adaptation between
adaptation in closed (greenhouse) and open ground (field) conditions. It is necessary in order to protect the plants from the
direct rays of the sun for some time and adaptation to environmental conditions took place without loss. The process of
adaptation of plants under the shade net takes at least 10 days.

Next, the plants were planted on the first field of the nursery, established according to the technology of two-line rootstock
cultivation on a black impenetrable film.
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