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PE®EPAT

Jumnomuas pabota, 37 crpanui, 21 pucyHok, 3 Ta0auipl, 18 HICTOYHUKOB.

TEJBLIA BKJ/IIOYEHUS, D®PUHOBBIM PEILEIITOP, EPHAS,
PEKOMBUHAHTHBIN BEJIOK, E. COLI, OTMbIBKA, COJIIOBUJIM3ALMS,
TPOMBUHOJIN3, PEQOJIJIUHT .

OO0beKT uccienoBaHusi: HepacTBopuMas (Gopma IKTOJAOMEHA PPUHOBOTO
penentopa tuna AS ¢ myranueir QAPS u3 Tenern Bxitouenus E.coli.

Leab uccaenoBanms: BhIICTICHNE, OUYUCTKA U PEDOJIUHT HEPACTBOPUMOI
dbopmbI FKTOOMEHA 3PPUHOBOTO perentopa tumna AS ¢ mytarueir QAPS u3 tenery
BKJItOueHus E.coli

nos00paTh ONTUMAIBHBIC YCIOBUS COJMIOOMIM3AIMN TEJel] BKIIOYCHUS,
coZiepKaIiuX MYTaHTHBIM JTUTaH/I-CBSI3BIBAIONINN JOMEH 3(PUHOBOTO PEIEenTopa
tuna A5 QAPS. IlonBepruyTs TpoMOMHONM3Y W pedOIAUPOBATH BHIACICHHBIC
o0pasibl a¢puHOBOTO perentopa A5 QAPS.

MeToabl HcCCJIeI0BAHMS: CIEKTPOMETPUUECKHUE, AJIEKTpodopeTHiecKue,
XpomaTorpaduueckue.

Pe3yabTarhl: TpoTECTUPOBAHO 13 CHCTEM COFOOUIU3AIMHA OTMBITBIX TEJeIl
BKTIOUeHHsI. OnTUMAaIbHOM OKa3ajiach cuctema ¢ coctaBoM 20 mmous/a Tpuc-HCI,
pH 9,0, DTT 5 mmons/i1, ModyeBrHa 8 MOJIB/JI.

OtMmbiBka Ttenen BikItoueHus 150 mmonws/n TpucoM mo3Bosmia ynaauTh
npuMecu 06e3 moTeph 1eNeBoro Oenka, olmas Macca KOTOphIX cocTaBmiia 55% ot
MacChI TeJlell BKITFOYCHHUSI.

OuncTKa 1EJIeBOTO MPOJYKTAa HA aHMOHOOOMEHHOM COPOEHTE IMO3BOJIUIIA
MOJIHOCTBIO U30aBUTHCS OT MPUMECEH HYKJIEHHOBBIX KHCIIOT.

TpoMOuHOIM3 TIEeBOTO OeNiKa U pa3eieHHe ero MPOIyKTOB CITIOCOOCTBYIOT
YAAJICHUIO THOPEIOKCHHOBOTO (PparMeHTa M3 MOJIEKYJl IIEJIeBOT0 MPOAYKTa U
OYHUCTKE €ro OT MPUMECEH.

[Tonyuenue pedongpoBaHHOTO PKTOAOMEHA 3(PpuHOBOTO perentopa AS c
myTarueit QAPS mo3BosisieT mpoBOIUTE NadbHEHITHE PaOdOoThI M0 UCCIEIOBAHUIO
aKTUBHOCTH U CBOMCTB MyTaHTHOM (hOpMbI OeKa.

O6sacTh TNpUMeEHEHUs] Pe3yJbTATOB HCCIAEAOBAHUSI: OHOXUMUS,
OMOTEXHOJIOTHSI, METUIIMHA.



PODEPAT

Heimmomuas padota, 37 craponak, 21 Mamonak, 3 Taduminbl, 18 KpbIHiIL.

[AJIBIIA VKJIIOUYDHHS, O®PLIHABHI POILIDIITAP,
POKAMBIHAHTHBI BSJIOK, E. COLI, AIMBIVKA, CAJIIOBUII3ALIbIS,
POOOJIJIBIHT, SJIEKTPADAPI3.

AO0’eKT HacjieqaBaHHA: 1sUIblIA YKIIOUIHHA E. coli.

Mbra gacienaBaHHsI: BBUTyUdHHE, aubICTKa 1 pI(OJIBIHT HEpacTBapaibHal
dbopmbl 3kTaTamMeHa dprIHaBara paudmnrapa teiny AS 3 myrtanbisaid QAPS 3 nenbiay
yxmousnHa E.coli

nagaldpailb anThIMAIbHBISA YMOBBI CATIO0LTI3alIbI LENbLAY YKIIOUIHHS, SKis
3MSIIITYAIOIh MyTAaHTHBI JIUTaH/I-3JTy9aJIbHBI JaMeH d(ppbIHaBara parpIrapa Teimy AS
QAPS. [TIlamBepruyups TpamOiHOMI3y 1 pd3dangaBaib BbIA3EICHBI  Y30DbI
a¢ppbiHaBara pamnrapa AS QAPS.

Metaabl  JgacjieABaHHS:  CICKTPaAMETPBIYHBIS,  DJIEKTpadapITHIUHBIA,
XpamararpadiuHbIs.

Boinik: mpatdcraBana 13 cictam  camoOumizambli  aAMBITBIX — LEbIAY
YKJIIOUAHHA. ANThIMalIbHAl akazajacs cictama ca ckiagam 20 mmons/a Tpic-HCI,
pH 9.0, DTT 5 MmMomb/11, MauaBiHa 8 MOJIB/JI.

AnMbiBaHHE Tienblay yikioudHHA 150 mmone/nm Tpeicom  nma3Bostiiia
BBIIAJIIG NMPBIMEIIKI O€3 cTpaT MAITaBara OsJIKy, aryjbHas Maca siKix ckiaia 55%
aJ1 Machl TeJbIay YKITIOUIHHS.

AdubICTKa MdTaBara NpajayKTa Ha aHi€HaaOMEHHBIM capOeHIle a3BOJIiia
IaJIKaM 1a30aBiIfia aj npeIMeNIaK HyKJIeiHaBbIX KiCJIOT.

Tpambinomiz wm3TaBara OsuIKy 1 Tamg3en s[ro MpaayKTay CHOPBISIONb
BBIJJAJICHHIO ThIapdJaKCiHaBara (parmMeHTa 3 MaJieKyJl MdTaBara Npajaykra i
Q4bBICTIIBI SITO a1 MPBIMEIIIAK.

ATtpeimManHe pedornmaBaHara dSKTajaMeHa s¢puHaBara pampnrapa AS 3
myTareisii QAPS ma3Bansie mpaBoz3ilh MambHEWIIBIS Tparbl Ma JacieaBaHHI
aKTBIYHACII 1 ¥1acuiBacusty MyTanTtaBail OpMbl OSIIKY .

Bobaacub npbIMsiHEeHHS1 BbIHIKAaY gacieABaHHA: OisxiMis, O1ITOHAIOTIS,
MEIBIIBIHA.



ABSTRACT

Thesis, 37 pages, 21 figures, 3 tables, 18 sources

INCLUSION BODIES, EPHRIN RECEPTOR, EPHB2, RECOMBINANT
PROTEIN, E. COLI, WASHING, SOLUBILIZATION, REFOLDING,
ELECTROPHORESIS

Subject of research: inclusion bodies E. Coli.

Aim of research: Isolation, purification and refolding of an insoluble form of
the ectodomain of the ephrin receptor type AS with the QAPS mutation from E.coli
inclusion bodies

to select optimal conditions for the solubilization of inclusion bodies
containing the mutant ligand-binding domain of the ephrin receptor type A5 QAPS.
Thrombinolyze and refold isolated ephrin receptor AS QAPS samples.

Research methods: spectrometric, electrophoretic, chromatographic.

Results: 13 systems for solubilization of washed inclusion bodies were tested.
The optimal system turned out to be a system with a composition of 20 mmol/l Tris-
HCI, pH 9.0, DTT 5 mmol/l, Urea 8 mol/l.

Washing the inclusion bodies with 150 mmol/l Tris made it possible to
remove impurities without loss of the target protein, the total mass of which was
55% of the mass of the inclusion bodies.

Purification of the target product using an anion-exchange sorbent made it
possible to completely get rid of nucleic acid impurities.

Thrombinolysis of the target protein and separation of its products help
remove the thioredoxin fragment from the molecules of the target product and purify
it from impurities.

Obtaining a refolded ectodomain of the ephrin receptor AS with the QAPS
mutation allows further work to study the activity and properties of the mutant form
of the protein.

The results of this research can be applied in biochemistry, biotechnology and
medicine.
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