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AHHOTAIUA

Obwvexmol uccredosanusi. Tepokcuaaza xpena uzopopma C2, Escherichia
coli, mrazmuma pFLAG-CTS.

Ileny: xnoOHUpOBaHME TeHa mepokcuaassl uzohopmbl C2 B KIETKU
Escherichia coli, mytém caiiT-cienmugpudeckoro MyrareHesa, MpoBeICHIE 3aMCHBI
AMUHOKHCIIOTHBIX OCTaKOB aKTHBHOTO LIEHTPa MEepPOKCcHUIa3bl XpeHa nu3odopmsl C2.

B xome pabotsl mpoBoawiu BbiaenaeHue masmuaHon JIHK wmetomom
nienouHoro nusuca. [lmasmumy obpabarbiBanM pecTpUKTa3oN s 0O0pa3oBaHUsA
aunkux KoHHoB. [lamee c¢ »tumm oOpasunamu mposoawnu [ILP. Hapabotky u
ounctky ¢parmenta JIHK, comepkamiero reH MepoKCHAa3bl XpeHa, MPOBOIWIH
nyTéM IILP u Beipe3anus u3 rens. 3aTeM TPOBOAWIN PECTPUKLMIO MTPU MOMOILIU
pectpukrasz Hind 111 u Bgl 11, 910051 H30aBUTHCS OT JIMIIHETO U IOJYYHUThH JIUTTKHE
koHLBI. [locie Takke MPOBOIMIIN PECTPUKLHUIO € TUIa3Muaoi. B pesynbpraTe Obun
noiydyeHsl ¢pparmentsl JHK, conmepxkamme reH mepokcuaasdbl XpeHa U
JMHEApU3MPOBAHYIO MIa3MUY, C KOTOPBIMU Jajiee MPOBOIUIIN JIUTUPOBAHUE.

YcTaHOBIIEHO,  BCTaBKa  MMEET  pa3Mep  OKOJIO 1000  m.o.,
JIMAHUPU3UPOBAHHBIN BEKTOP — 0K0J10 5000 1m.0., a murasnas cmecs ~ 6000 m.o.

B nanpHeiimem Obula mpoBeneHa TpaHCPOpPMALMs IJIa3MHIBI CO BCTABKOM
MeTooM  ayiekTpornopauuu. OtOop  TpaHCHOPMAHTOB  MPOBOAUIM  TIO
YCTOMYMBOCTU K AHTUOMOTUKY aMIMUWUIMHY. BbIpocuive oTaelbHbIE KOJOHUU
Tpac)OpMaHTOB TIEPECEBAIM HA CPEAy C BBINICYKa3aHHBIM aHTUOMOTUKOM. W3
BBIpOCIIMX KyJnbTyp Bolaesum JJHK meTonom memouHoro nusuca. Y CTaHOBIEHO
HaJu4yue BCTaBKU ToJbko B oOpasue 1.1. IlltamMm, comepxanuii HEOOXOAUMYIO
IJIa3MHUJLy CO BCTABKOM, TOBTOPHO BBIPACTHIIN ISl IEPENIPOBEPKHU PE3YJIHTATOB.

Jlanee npoBOAMIIM U3MEPEHNE AKTUBHOCTH U KOHILIEHTpauu (hepMeHTa.

YcTaHOBIIEHO, YTO HawOoJbIas KoHIeHTparws Oenka y E.coli Oputa B
oOpaszmax Nel (Ha kavanke ¢ wuHAyKuuUer) m Ne2 (Ha kauanke 0e3 MHAYKIUH),
HauMeHbIass B oOpasue Ne3 (B TepMmoctare C UWHAyKIMEH). Y Ipoxoken
HauOoJIbIIasl KOHIIEHTpalus Oejika okazanach B oOpasmax 0- (0e3 uHaykiuu, 6e3
BCTaBKM), 1- (co BcTaBko# 0€3 MHAYKIMH), 1+ (CO BCTaBKOM C MHAYKIIUEH).
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ANNOTATION

Objects of study: horseradish peroxidase isoform C2, Escherichia coli,
plasmid pFLAG-CTS.

Purpose: cloning the C2 isoform peroxidase gene into Escherichia coli cells
by site-specific mutagenesis, replacing the amino acid residues of the active
horseradish peroxidase center of the C2 isoform.

In the course of work, plasmid DNA was isolated by alkaline lysis. The
plasmid was digested with restriction enzyme to form sticky ends. Next, PCR was
performed with these samples. The production and purification of the DNA
fragment containing the horseradish peroxidase gene was carried out by PCR and
gel excision. Then restriction was carried out using restriction enzymes Hind IlI
and Bgl 11 to get rid of excess and get sticky ends. After that, restriction was also
carried out with the plasmid. As a result, DNA fragments containing the
horseradish peroxidase gene and a linearized plasmid were obtained, with which
they further ligated.

It has been established that the insert has a size of about 1000 bp, the
lianirized vector is about 5000 bp, and the ligase mixture is ~ 6000 bp.

Subsequently, the plasmid was transformed with an insert by
electroporation. Transformants were selected for antibiotic resistance to ampicillin.
The grown individual colonies of transformants were reseeded on Wednesday with
the above antibiotic. DNA was isolated from grown cultures by alkaline lysis. The
presence of an insert was found only in sample 1.1. The strain containing the
necessary plasmid with the insert was re-grown to recheck the results.

Next, the activity and concentration of the enzyme were measured.

It was found that the highest protein concentration in E. coli was in samples
No. 1 (on a rocking chair with induction) and No. 2 (on a rocking chair without
induction), the lowest in sample No. 3 (in a thermostat with induction). In yeast,
the highest protein concentration was found in samples O— (without induction,
without insertion), 1— (with insertion without induction), 1+ (with insertion with
induction).
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AHATAIBII

AOG'exTHI JacienaBanHi: mepokcimasa xpaHa izodopma C2, Escherichia coli,
mwia3miga pPFLAG-CTS.

Mbra: knanaBaHHe reHa nepokcinaser 13odopmbr C2 ¥ wierki Escherichia
coli, mmmsxam caiT-crienpipiyHara  MyTareHesa,  IPAaBSI3CHHE  3aMEHBI
aMiHAKICIIOTHBIX OCTaKOB aKThIyHAra I[PHTpA MepoKciaa3pl Xxpena izopopmer C2.

Y xomze paboThl TpaBoa3uIi BBUTyYdHHE TuasMmignod JIHK wmetamam
nryoyagHara Jizic. [lmasmigy amparnoyBaii pecTpikTa3zoi Juisd aayKalbli JHIKiX
powt. Jlaneit 3 raTeiMi y3opami mpaBomsiai IILIP. Hampamoyky 1 aubicTKy
¢dparmenta JJHK, sixi 3msiiigae reH nepokcuiasbl XpeHa, npapoasini muisixam TP
1 BBIpa3aHHs 3 Tejsd. 3aThIM MPAaBOJ3UII PACTPHIKIBILY MPBI JallaMo3¢ pecTpikTas
Hind III 1 Bgl 11, ka6 ma36aBima aja JilmHsTa 1 aTpbIMallb JiNKig KaHibl. [lacns
TaKcamMa TPaBOJ3LII PACTPHIKIBIAY 3 TUIa3Migol. Y BBIHIKY OBUII aTPBIMAHEI
¢dparmentsr JTHK, sikist 3Ms1I9arons reH nepokciga3sl XpeHa i JiHeapu3upoBaHyto
TUTa3Miay, 3 SIKiMi JaJield IpaBo3iji JIiripoBaHue.

YcraHoyneHna, ycrayka mae mamep kais 1000 I1.B., mianipizipoBaHHBIN
BekTap - kayst 5000 I1.B., a nirasnas cymecs ~ 6000 I1.B.

VY npaneimeiM OblTa TIpaBel3eHa TpaHC(apMarlbls IDIa3MIgbl 3 ycTaykai
MeTajlaM 3JIeKTpornopanuu. Anoop TpaHcPOPMaAHTOB MPaBO3LIl MMa YCTOWUIIBACIII
Jla aHTHIOIEThIKA aMIIUbUIIHY. fIKiS BBIpAchiil acOOHBIS KaJlOHIl Tpac(pOpMaHTOB
nepeceBaloT Ha cepajay 3 BbIIDINAKa3aHbIM aHTHIOIETBIKAM. 3 sIKisl BbIpAcCi
KyasTyp Bblmydani JJHK Merajzam mdonadsara jisic. YcTaHOYyneHa HasyHAcCIb
ycrayki Tonpki Ba y3oper 1.1. Iltam, siki 3msimrdae HEaOXOMHYIO IUIa3Midy 3
yCcTaykai, mayTopHa BbIrajaBaii jsl nepanpaBepKi BbIHIKAY.

Janeii npaBoA31J1i BEIMSIPIHHE aKThIYHACLI 1 KaHI[PHTpaLbIl (hepMeHTa.

YcraHoyieHa, mTo HaiOosbmas KaHIPHTpaieis Osuiky ¥ E.coli Owbuia ¥
y3opax Nel (Ha mammnaBanibl 3 IHIYKUbIAH) 1 Ne2 (Ha mammaBaiibl 0€3 1HyKLbI1),
HaliMeHIIass Ba Y3o0pel Ne3 (y TopMmacraue 3 IHAYKLObIAK). Y JOpoxmKay
HalOoJbIIasl KaHIPHTpaLbIs OsIKy ambiHy’dacs ¥ y3opax 0- (6e3 iHaykibli, 0e3
ycrayki), 1- (3 ycraykaii 6e3 iHaykubli), 1+ (3 ycraykai 3 1HIyKUbISH).



