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Junmomuast pabota 47 crpaHuil., 28 pUCyHKOB, 2 TaOIHUIIBI, 53 HCTOYHUKA.

PA3PABOTKA METOAVKHA I[MPOBEJAEHN A CAWUT-
HAITPABJIEHHOI'O MYTAI'EHE3A C TIOMOILIBKO CYULIMIAJIBHOI'O
MHTETPATUBHOI'O BEKTOPA PKISMOB JUIS FBAKTEPUI POJIA
PSEUDOMONAS

OOBEKTOM UCCIEIOBAHUS SIBJISIOTCS KOJUICKIIMOHHBIE IITaMMbl OaKTepuid
pona Pseudomonas

Lenpro uccnenoBaHusi — MOJOOP ONTUMAJIBHBIX YCIOBHM JJIsi TPOBEICHMUS
CaliT-HANpaBIIEHHOTO  MyTareHe3a C  HCIOJb30BAaHUEM  CYUIUJAIBHOTO
UHTErpaTHBHOIO BekTopa PK18mob mis 6akrepuit poma Pseudomonas.

B pabore wucnonb3oBaiUCh  MHUKPOOMOJIOTMYECKHE,  MOJIEKYJISPHO-
TeHETHYECKUE U OMOXUMHUYECKUE METO/IbI.

Ha nepBom »srame paboThl, Ha OCHOBE aHalIM3a HYKJICOTHUIHOM
IOCJICI0OBATEILHOCTH PSFA rena Oaktepuii poma Pseudomonas B 0a3e maHHBIX
NCBI Blast 6putn paspaboransl  creiubuvYecKue MpaiMepbl s IOHCKa
U3y4aeMoro reHa B reHome uccieayemoro imramm P. chlororaphis sp. aurantiaca
B-162 ¢ mpoBenenuem B mnocaeayromieM [IIP-ckpununra. IlpoBeneHHBbIN
PECTPUKIIMOHHBIN aHAIW3 U CEKBEHUPOBAHUE MOATBEPAWIIN, YTO KIOHUPOBAHHBIH
dbparmMeHT siBIAeTCS WMEHHO PSrA-TeHOM. JlaHHbBIE CEKBEHHpPOBaHUS ObLIM B
JaNTbHEHIIIeM UCTIOIb30BaHbI JAJI pa3pad0TKU MpaiiMepoB ISl CpeIHEN YacTH IeHa,
KOoTopas ObUTa aMIUIM(PUIIMPOBaHA M KJIOHHpPOBaHa BHadase B coctaBe pTZ57R/T
BEKTOpa, a IoCle MepeKioHnpoBana B mmiazmuay pK18 mob u BBemena B
moOum3yromuii mramm E. coli BW19851. [Tockonbky Oblia mOCTaBacHA 3aaada
M0 CTaHJIAPTU3AIUA METOANK CalT-HAIIPABICHHOTO MyTareHe3a ¢ UCIOJIb30BaHUEM
mwiasmuael PK18mob mms Bcex Gakrepwii poma Pseudomonas Ha ciempyromieM
sTane paboThl ObLJIa MPOBEACHA MPOBEpKa HA HaNWYWEe TeHa PSFA B reHome Bcex
MITAMMOB JaHHOTO POJa, HUMEIOIIUXCS B KOJUIGKIMH Kadeapbl TEeHETUKHU
ouonornyeckoro dakynprera BI'Y. Jlamee mpoBoawmiics moadop ONTHUMAaIbHBIX
KOHIIEHTpAIil KJIETOK JOHOpAa M PEUMIINEHTA, UCIIOIb3YEMbIX B CKPEIIMBAHUU, C
MOCJIEYIOIUM OTOOPOM TPAHCKOHBIOTAHTOB. Ha ocHOBe mpojenaHHON pabOThI
ObL1a pa3paboTaHa METOIUKA.



ABSTRACT

Graduate work 47 pages., 28 pictures, 2 tables, 53 sources.

Development of methods for site-directed mutagenesis by suicidal
integration vector PK18MOB FOR bacteria of the genus Pseudomonas

The object of the study are collectible strains of bacteria of the genus
Pseudomonas

The study - the selection of the optimum conditions for carrying out site-
directed mutagenesis using suicidetion integrative vector pK18mob for bacteria of
the genus Pseudomonas.

We used microbiological, molecular-genetic and biochemical methods.

At the first stage, based on nucleotide sequence analysis of the gene psrA
bacteria of the genus Pseudomonas in a data base of NCBI Blast specific primers
were designed for the search of a gene in the genome of the test strain P.
chlororaphis sp. aurantiaca B-162 in a subsequent conduct PCR screening. Spent
restriction analysis and sequencing confirmed that the cloned fragment is precisely
psrA-gene. The sequence data were further used to design primers for the middle
portion of the gene that was amplified and cloned initially composed pTZ57R/T
vector, and then cloning into the plasmid pK18mob and introduced into the
mobilizing strain of E. coli BW19851. Since there was a task to standardize
methods of site-directed mutagenesis using plasmid pK18mob for all bacteria of
the genus Pseudomonas in the next phase of the work was carried out checking for
psrA gene in the genome of all strains of this kind available in the collection of the
Department of Genetics of the biological faculty of BSU. Further selection was
performed optimal concentrations of donor and recipient cells used in crosses with
subsequent selection transconjugants. On the basis of the work methodology was
developed.
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Pacnpanioyka MeTOIbIK NpaBsiA3€HHA CaWT-HaKipaBaHara MyTareHesa 3
Jarnamorai cyilpliajabHara inTarpaTBaHara Bekrapa PK18mob mist 6aktapsiii poay
Pseudomonas.

AO'exTaM gacienaBaHHs 3'SYIISIONIA KAICKIBIMHBIS ITaMbl OAKTIPBINA oAy
Pseudomonas

Mbrta nacnenaBaHHs - NaA00p anTbIMAJIBHBIX YMOY JUIsl PaBsIA3E€HHS CaNT-
HaKipaBaHara MyTareHe3a 3 BBIKApPbICTAHHEM CyillblJalbHara WHTArphlpaBaHara
BekTapa PK18mob m3ens 6akTaperit poay Pseudomonas.

VY npatibl BBIKapbICTOYBaIICS MIKpAOIsUIariyHbls, MAJIEKyJIIpHA-TeHETbIYHBIS
1 O1IXIMIYHBISI METAbI.

Ha nmnepuibim »5Tame paboThl, Ha AacHOBE aHami3y HYKJICOThLAHAM
nacysgoyHacii PSrA rera OakTapeiid poay Pseudomonas ¥ 6ase namzensix NCBI
Blast Obu1i pacnpanaBanbl crienbIiYHbIS paiiMep s MOIIYKY BhIBydaeMara reHa
Yy reHome mociedaHara inrama P. chlororaphis sp. aurantiaca B-162 3
npaBsia3eHHeM y HacTynHbIM [IIP-ckpbininry. IlpaBen3eHbl pecTpUKIUMOHHBIN
aHaJ i3 1 CEKBEHIpBaHHE MalBep/3UT, IITO KiIaHaBaHbl (parMeHT 3'syIseria
MeHaBiTa PSrA-reHoM. JlaHHBIS CeKBEHIpBaHHA ObUIl ¥ AaJIEWIIBIM BBIKAPBICTAHbBI
JUIsL  pacmpaloyki mpaiimepay Uil CSApdAHSM dacTubl TeHa, sKasg Obuia
amruiiinbipaBaHa 1 KiaHaBaHas cradatky y ckimang PTZ57R/T Bokrapy, a macis
nepakiiaHaBana y miasmuay pK18mob i yBemsena y maOimizoBansl mram E. coli
BW19851. Ilackonpki ObUTa macTayyieHa 3ajada Ma CTaHAAPThI3allbll METOJBIK
caliT-HaKipaBaHara MyTarcHe3a 3 BbIKapbICTaHHeM In1azmubl PK18mob mis yeix
OakTIphIii poxy Pseudomonas Ha HACTYNMHBIM 3Tane paboThl ObUIA MpaBeI3CHA
mpaBepKka Ha HasyHacIlb TeHa PSFA ¥ reHome VcCixX ITamay Jaa3eHara pojuy,
HasVHBIX Y Kajekibll Kadenpsl reHeThikl Oisariynara ¢akynstata BAY. anei
npaBo3iycs majadop anThIMaIbHBIX KAHIPHTPALBIN KJIETaK JOHApa 1 PAIbIITIeHTA,
AKisi ~ BBIKAPBICTOYBAOIAa ¥  CKpbDKaBaHHI, 3  HACTYNHBIM  ajabopam
TpaHCKaHblorantay. Ha acHoBe mnpaBen3eHail paboTbl Obla paclpalaBaHa
METO/IbIKA.



