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PE®EPAT

Humiomuas pa6ora 70 ¢, 7 pucynkos, 14 tabmur, 48 HICTOYHUKOB

MOJIOYHAA KHCJIOTA, JJAKTATAETMPOI'EHA3A,
LACTOBACILLUS, TUIABMUJA, SJIEKTPOIIOPALIMA, HACJIIEJOBAHMUE,
[TAP®-AHAJIN3, KIOHMPOBAHUE.

OOBEKTHI HCCJIEIOBAHUS: IITAMMBI LactobacilluscaseibIMB-194,
Lactobacillusrhamnosus BAMB-189.

[enb paboThI: OXapakTepu30BaTh NEPCIEKTUBHBIE IS OTYyYEHUS MOJIOYHOM
KHUCIIOTHI OakTepuanbHbie mTamMmbl Lb. casei BUM B-194 u Lb. rhamnosus BUM
B-189:mogo6pars ycioBuss i uxX OS(OPEKTUBHOTO  KyJIbTUBUPOBAHUS U
TpaHchopManuu (JIEKTPONOpallMK), U3YUYUTh XapakTep HAcIEAOBAHMS IJIa3MU]l B
KJIETKAaX YKa3aHHBIX IITAMMOB, OMNPEIEIUTh AKTUBHOCTb JIAKTATAETUAPOTreHA3bI
UCXOJHOTO IITaMMa M €ro KUCJIOTOYCTOWYUBBIX (OpM, aMIUIM(PUUIUPOBATH T'€H
JaKTaTAETHIPOreHasbl U OCYHIECTBUTh Bepuukaiuto ¢ nomounsto [1J[Pd-ananusa.

MeTo1bl UCCIIEI0BaHUSA: MUKPOOHOJIIOIMYECKHE — KYJIbTUBUPOBAHUE LEIEBBIX
HITAMMOB, OIPEJEICHUE CIEKTpa W YPOBHS AaHTHOMOTHUKOPE3UCTEHTHOCTH;
OMOXMMUYECKHE —  ONpeJeNeHue  AaKTUBHOCTH  JIAKTATAETUIPOTEHA3bI;
MOJIEKYJIsIpHO-TeHeThUeckue — BbiaeneHue u ouncrtka [IHK; snexrponopauus u
TpaHchopMallusi; PECTPUKIMOHHBIA U 3nekTpodopernueckuit anamusz; [ILP,
MOJIEKYJISIPHOE KIIOHUPOBAaHHUE.

[lo xonmy BbIMONHEHUS pPaOOTHl HCMOIB30BAHbL: aIMMapaThl IS Tellb-
anexkTpodope3a U aHanM3a Telieid, Bechl J1a0OpaTOpPHbIE aAHATUTUYECKUE,
HEeHTPU(PYTH  PA3NUYHBIX  MOJENCH, TEPMOCTAaThl ISl  KyJIbTHBUPOBAHMS
MUKpPOOPTaHU3MOB,  XOJIOAWJIBHUKU  (MOPO3WIBHUKH), CYIIWIbHBIC IIKaQBbI,
aBTOKJIaB, BojsgHble Oanu, [IlIP-ammiudukatopel, CHeKTpoPOTOMETPHl C
KOHTPOJIEM TEMITIEPATYPBI.

B pesynbraTe mnpoBeneHHONW paboOThl ObUIM TOJOOpaHBI yCJIOBHS IS
KYyJbTUBUPOBAHUS U 3JIEKTPOIIOPUPOBAHUSA KJIETOK mrtamma L. casei BUM B-194.
N3yueHa aHTUOMOTUKOPE3UCTEHTHOCTh MITaMMoB L. casei BUM B-194 u
Lb. rhamnosus BUM B-189. OcymiecTBiaeH aHaau3 HACIEAOBaHUS Pa3IUYHBIX
BEKTOPHBIX MOJIEKYJl B KJeTkax mramma L. casei BUM B-194, onpenenena ux
COXPAHHOCTh B HECEJNEKTUBHBIX ycioBusxX. [logoOpaHbl yciaoBHUsS AJi MOTy4YEHUS
KJIETOYHOTO JIM3aTa, MWCIOJIb3yeMOTo Ui  OmpeneieHus (epMEeHTaTUBHOM
akTuBHOCTU. OrpesesieHa aKTUBHOCTh JAaKTaTAETWJporeHas y mramma L. casei
BMUM B-194 u ero KuCIOTOyCTOMYMBBIX MyTaHTOB. llomyyeH mnpomykT
aMIuuKalum, TeHa JaKTaTAeruJporenaspl-2 mramma E. faecalis. C noMonisio
[1/IP®-ananu3a ObUIO BBHISBICHO OTJIMYHME B HYKIJICOTHUIHON MOCIEA0BATEIHLHOCTH
reHa JIAKTaTACTUAPOTeHa3bl-2 Yy KHUCJIOTOYCTOM4HMBBIX (popm mrTamma E. faecalis
BMM B-1012, a Takxe BBISIBIEHO HOBOE AJUIEJIbHOE COCTOSIHUE M3y4aeMoro rexa.

5



PODEPAT

Heimmomnas nipama 70 ¢, 7 mamonkay, 14 tabmin, 48 KpbIHiL

MAJIOYHAS KICJIATA, JTAKTAT JOTTAPATEHA3A,
LACTOBACILLUS, TUIABMIJIA, DJIEKTPAIIAPAIIBIS, YCIIAJKOYBAHHE,
[IAPD-AHAJII3, KIIAHABAHHE.

AO'exTel  macimemaBaHHs: mTaMbl  Lactobacillus  casei  BIMB-194,
Lactobacillus rhamnosus BIMB-189.

MbTa mparpl: axapakTapbi3aBallb MEPCIEKTHIYHBIS TSl aTphIMaHHS MaJoYHan
Kiciatbl OakTAIpbIiHbIA Tamel Lb. casei BIM B-194 1 Lb. rhamnosus BIM B 189:
nagabpaib yMOBBI Ui iX OJ¢eKTbIyHara KyJIbThIBaBaHHS 1 TpaHchapMalsii
(omexTpamnaparibli), BBIBYYBIIb XapaKTap YCHAJAKOYBAHHS TIUIa3MiJ Yy KIETKax
Maka3aHbIX IITaMmay, BbI3HAUBIIL AaKThIYHACIIb JIAKTATIATiApareHa3bl BbITOYHAra
mramMa 1 Aro  Kicjnarta-ycroimBeix  (opmay,  ammiidikaBalb ~— TeH
JaKTaTIAriIpareHassl 1 VKbIIUABIG Bepbldikanbito 3 nanamoraii [1IPd-ananizy.

Mertanbl gacienaBaHHs: MIKpaOisIaridyHbiss — KyJIbThIBABAHHE MOATaBBIX
mTamMay, BbI3HAUdHHE CIEKTpa 1 Y3pOVHIO  aHTBIOIETHIKA-PI31CTIHTHACIII;
O1XIMIYHBISI — BBI3HAUPHHE AaKTBIYHACIl JIaKTaT JAdTiJipareHasbl; MaJIeKyJibHa-
TCHETHIYHBIS — BBUTYYdHHE 1 aubicTka JIHK; snexTpamapampis i TpaHchapmaribis;
PACTPBIKIBINHEI 1 351eKTpadapaThiunbl aHami3; [P, manekynbHae KilaHaBaHHE.

VY yac BbIKaHAHHS TIpaIlbl CKAPBICTAHBI: amapaThl JJIs reib-3eKkTpadapisy i
aHai3y reiiy, man JgabapaTOpHbIS aHANITBIYHBISA, IBHTPBIPYT1 PO3HBIX Maadisy,
TApMacCTaThl JJisl KyJbThIBABAHHS MIKpaapraHizMay, XallaJ3UIbHIKI (Mapa3ulbHIKI),
CYyWIBUIbHBIA — madbl, ayTakinay, Bam3sHblad ga3Hi, [I[[P-ammmuduxaTopsi,
criekTpadaTOMETPHI 3 KAHTPOJIEM TAMIIEPATYPHI.

VY BBIHIKY TIpaBe3eHaii mpaibl ObUTI TTagadpaHbl YMOBBI [Tl KyJIbThIBaBAaHHS
1 o2JIeKTpamapblpaBaHHs Kierak 1mTama L. casei BIM B-194. BriByuana
aHTBIOIEThIKA-PA3ICTIHTHACIL TaMay L. casei bIM B-194 1 Lb. rhamnosus BIM B-
189. AsKpIneyeHbl aHajli3 yCHaJKOYBAaHHS PO3HBIX BEKTAPHBIX MAJICKyJl ¥
kJeTkax mrama L. casei BIM B-194, BpI3HauaHa iX 3aXxaBaHAClb Y HECENEKTBIYHBIX
ymoBax.[lamabpanpl  YMOBBI 111 aTphIMaHHS  KJETKaBara Jii3aTy, IITO
BBIKAPBICTOYBACIIIA U1l BBI3HAUSHHS (pepMEHTAIbIiHAN aKThIYHACIl. Bh3HauaHa
aKTBIYHACIp JaKTaT JdriapareHa3 y mrama L. casei BIM B-194 i sro kicnara-
YCTOMTIBBIX MyTaHTay. ATpbIMaHbI paayKT amruTipikarpii reHa
JakTatadriapareHaspli-2 mrama E. faecalis. 3 nmamamorai I1/[P®-ananizy Obu1o
BBISTYJICHA aJpO3HCHHE ¥ HYyKJIeaThlTHAK naclsI0yHACII reHa
JaKTaTIdripareHaspl-2 y Kiciara-ycToiiBbix ¢popmay mrama E. faecalis BIM B-
1012, a Takcama BBISIyJIEH HOBBI aJIENbHBI CTAH BbIByYaHara resa.



ABSTRACT

Diploma work with 70, 7 figures, 14 tables, 48 sources

LACTIC ACID, LACTATE DEHYDROGYNASE, LACTOBACILLUS,
PLASMIDS, ELECTROPORATION, INHERITANCE, RFLP-ANALYSIS,
CLONING.

Objects of study : strains of Lactobacillus casei BIMB -194 | Lactobacillus
rhamnosus BIM B -189.

Mission: To characterize promising for lactic acid bacterial strains Lb. casei
BIM B- 194 and Lb. rhamnosus BIM B-189: to select conditions for their effective
cultivation and transformation ( electroporation ) , to explore the nature of
inheritance of plasmids in cells of these strains to determine the activity of lactate
dehydrogenase and its original strain of acid forms amplify the lactate
dehydrogenase gene and perform verification using RFLP analysis .

Methods: microbiological - cultivation target strains, and to identify the
spectrum of antibiotic resistance; biochemical - determination of lactate
dehydrogenase activity; molecular genetics - isolation and purification of DNA;
electroporation and transformation; restriction and electrophoretic analysis; PCR,
molecular cloning .

In the course of performance used: apparatus for gel electrophoresis and gel
analysis, laboratory analytical balances, centrifuges different models, thermostats
for the cultivation of microorganisms, refrigerators ( freezers ), ovens, autoclave,
water baths, PCR amplifiable, spectrophotometers with temperature control .

As a result of these work the conditions for culturing and electroporationcells
of strain L. casei BIM B-194were chosen. Antibiotic resistance of strains L. casei
BIM B- 194 and Lb. rhamnosus BIM B-189 was studied. The analysis of
inheritance of different vector molecules in cells strain L. casei BIM B-194,
determined their safety under nonselective conditions. The conditions for obtaining
the cell lysate used to determine enzyme activity. The activity of lactate
dehydrogenase from strain L. casei BIM B-194 and its acidresistance mutants were
determined. Obtained amplification product of gene lactate dehydrogenase-2 from
cells of E. faecalis. A difference in the nucleotide sequence of the gene of lactate
dehydrogenase-2 ofE. faecalis strain BIM B -1012 and its acidresistance mutants
was revealed by RFLP-analysis, and a new allele status of lactate dehydrogenase-2
gene was identified .
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