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AHHOTAIIUA

buoTtexHonornueckne MeTo/ibl MHUPOKO MPUMEHSIOTCS B MPAKTUKE MHUPOBOTO
CEJIbCKOXO3SIUCTBEHHOIO IPOU3BOJICTBA, MpPUYEM Haubojiee IIHUPOKO U3 HHUX
SBJIICTCSA METOJ in Vitro, KOTOPBI B TIOCTEAHNE TOABI IPUMEHSIETCS I CO3TaHMS
HOBBIX TUTAHTALMN HETPAAULIMOHHBIX pacTeHni. OJHUM 13 IPEUMYIIECTB METOA in
Vitro sIBISI€TCS TO, YTO OH TO3BOJISIET BHIPAIIMBATH MHOKECTBO MUKPOPACTEHUI B
HEOOJbIIMX JTA0OPATOPHBIX YCIOBHUSX HE3aBUCUMO OT BpeMeHH rona. Iloatomy
BaXHBIM  HAYYHO-IPAKTUUECKMM M  AKTyaJbHBIM  BOIIPOCOM  SIBJIIETCS
UCIOJIb30BaHUE METO/Ia MMKPOKJIOHAJIBHOTO PAa3MHOXKEHHUS In Vitro LIEHHOTO
pacTeHusl CTEBUU, BBIOOP ONTUMAJIbHOM MUTATENIBHOM CPeJIbl Ui KyJIbTYpbl TKaHEH,
MPaBHJIbHOE MTPOBEECHHUE MPOIIecca CTEPHIIN3AllNH, BRIpAIIUBaHUE KOPHEH, TEPEHOC
MUKPO paccay B HECTEPHIIbHBIEC YCIIOBHUS U IOCTaBUTh €€ B OTKPBITHIN TPYHT.
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Annotation
Biotechnological methods are widely used in the practice of world agricultural
production, and the most widespread of them is the in vitro method, which in recent
years has been used to create new plantations of non-traditional plants. One of the
advantages of the in vitro method is that it allows the cultivation of many microplants
in small laboratory conditions, regardless of the time of year. Therefore, an important

http://web-journal.ru/ 55 Yacmp-13_ Tom-4_ Aneaps -2024



http://web-journal.ru/
mailto:behzod.axmedov@bk.ru
mailto:behzod.axmedov@bk.ru

JAYUYUITUE UHTE/UVIEKTYAJIBHBIE HCCIIEJJOBAHUA

scientific, practical and topical issue is the use of the method of microclonal
propagation in vitro of a valuable stevia plant, the selection of the optimal nutrient
medium for tissue culture, the correct implementation of the sterilization process,
growing roots, transferring micro seedlings to non-sterile conditions and delivering
them to open ground.

Key words. In vitro, medicinal stevii, microcloning, dnk passportization.

Relevance of the problem. In order to increase the volume of stevii fruits in
the republic, it is necessary not only to expand the areas, but also to introduce new
innovative technologies and scientifically based methods into the stevii plantation
network. The development of the stevii fruit crop, the quality of the fruit and its yield
largely depend on the quality of the planting material. Varietal purity of stevii
orchards, especially for export, is of great importance. In vitro conditions apical
meristems are used in plant propagation because viruses penetrate apical meristems
more slowly than other parts of plants. Therefore, parts of the plant's apical and
lateral buds (growth points) are used. [4].

However, it is worth noting that it takes a long time to grow stevii seedlings in
the traditional way. Therefore, nowadays in vitro microcloning technology is one of
the most promising methods of growing stevii seedlings and maintaining variety
purity [1] .

, It is possible to increase the required amount of high-quality material, free of
virus and bacterial infection , and it is possible to obtain seedlings with high purity
[2, 3].

Purpose of the study. Medicinal stevii ( punica granatum |.) study the process
of selection and sterilization of explants.

Methods and techniques. . Medicinal stevii peel ( punica granatum I.
Uzbekistan, Tashkent) as plant raw material, 70% ethyl alcohol as extractant,
Murasiga Scooga was used to grow nutrient medium.

Experience part. In order to ensure the genetic integrity of local stevii varieties,
samples were taken to extract DNA from stevii varieties. DNA was isolated from the
samples according to the STAV method.

Isolation of genomic DNA from plant tissue by STAB method
1. The leaf is frozen and homogenized in liquid nitrogen .
2. 600 ul 2xCTAB and placed in 60 °C AUTOBLOT for 20 minutes ( mixed every
5 minutes ).
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3. On top of 600 ul x lorof o rm: iso a mil (24:1) is added and mixed vigorously
for 2 minutes.

4. 5 minutes /10,000 rpm centrifuged _ and another 600 pul from the top of the
supernatant is taken into a test tube .

5. On top of 60 ul 10xCTAB put and mix .

6. Ontop of 600 ul Add chloroform : isopropyl alcohol (24:1) and mix vigorously
for 2 minutes .

7. 5 minutes /10,000 rpm centrifuged _ and another 600 pl from the top of the
supernatant is taken into a test tube .

8. On top of it in a 1:1 ratio NaAc+Ethone is placed and 40 minutes to 25 °C
AUTOBLOT put in incubation .

9. 15-20 minutes / 14,000 rpm centrifuged _ and the supernatant is poured .

10. 500 ul on the precipitate High Salt and vortexed for 5 minutes and then 15
minutes stored at room temperature .

11. On top of 300 pul isoproponol put and mix slowly for 2 minutes .

12. 15 minutes /10,000 rpm centrifuged _ and the supernatant is poured .

13. 600 pl on the precipitate Add 70% alcohol and mix for 5 minutes .

14. 3 minutes / 14,000 rpm centrifuged _ and alcohol is poured . ( The precipitate is
washed twice with alcohol ).

15. The precipitate is DNA in the concentrator dry for 10-15 minutes

16. 100 pl on the precipitate TE buffer put is vortexed and shorts centrifuge and -
20 °C is placed in the refrigerator .

Conclusions . Explants collected from existing cultivars in the experimental field
as a result of sterilization by different methods, their effectiveness has been proven
to be in different indicators. The survival rate of the explants in the period of 15 days
from the day of the experiment was different. Thus, in the first and second variants
of the experiment in vitro , the yield of sterile explants was 10-30 percent. In the third
version of the experiment, the yield of sterile explants of these varieties was 92%
and was considered acceptable. Especially the use of sterilization components in
combination with fungicides and antibiotics has been shown to give good results in
stevii in vitro culture.
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