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PE®EPAT

Jlunimomuas pabota, 43 ctpanulibl, 21 pucyHok, 5 Tabnuil, 21 UICTOYHUK.

TEJBLIA BKJ/IIOYEHUS, DSOPUHOBBIM PEILEIITOP, EPHB2,
PEKOMBUHAHTHGBII BEJIOK, E. COLI, OTMBIBKA, COJIFOBMJIN3ALIMS,
PEOOJIAVHI, JIEKTPODOPES.

O0BeKT HuccJaeI0BaHuA: Telblia BKIoYeHus E. coli.

Heas wuccaenoBanusi: 1moaoOpaTh ONTUMAJIbHBIE YCIOBUS OTMBIBKH H
COJIFOOUITU3AIIMK TEJICIl BKJIIOYEHUS, COJAEPIKAIIMX JIMTaH]1-CBI3bIBAIOIIUNA JTOMEH
sadpuHOBOro perentopa tuna B2. IlogobpaTe onTuMansHbie ycIoBUs pedosanara
a¢dpuHOBOrO perentopa B2.

MeToabl HcCCJIeI0BAHUA: CIEKTPOMETPUUECKHUE, AJIEKTpodopeTnieckue,
XxpomaTtorpaduyeckue.

B nanHo#t paGote ObUT MPOBEJEH aHAIHU3 Psijia CUCTEM JIJIi OTMBIBKHU TEJIEIl
BKJIFOYEHHUS] OT MPUMECHBIX OEJKOB, Cpely KOTOpBHIX HanboJiee ONTHUMAaIbHBIMU
okazanmuck 0,5 mone/n NaCl u 0,5 mons/n Tpuc-HCI ¢ pH=8.0. Kpome Toro 6s110
BBISICHEHO, YTO CUCTEMbI Ha OCHOBE 2, 3 u 4 MOJb/1 MO4YeBUHBI, 0,5 MOJIB/T TpHC-
HCI ¢ pH=9, 10 u 0,5 moss/1 Tprica ¢ pH=10.9 He MOTrYyT OBITH HCIIOJB30BAHHBIC U3-
3a 3HAUUTEJIbHBIX MMOTEPH IIEJIEBOT0 OeIKa Ha CTAJANH OTMBIBKH.

b1 mpoTecTupoBaH psiji BOCCTAHABIMBAIOIIMX KOMIOHEHTOB, KOTOPBIE TIPH
BHECEHHMH Ha CTa/INH COFOOMITU3AIINU TeJIell BKIIOUEHUS 00JIeTYar0T MOCIE YOI
ped o IMHT, Cper KOTOPBIX ObUT BHIOpAH -MepKanTodTaHoN B KOHIeHTpammu 10
MMOJTB/J.

beimu potectupoBansl 15 cucrem st pedosiuura 3ppUHOBOTO pelenTopa
tuna B2, cpenu koTophix Obl1a BEIOpaHa Ta, KOTOpas 1aeT HauOOJIbIIee KOJIUIECTBO
MoHOMepHOoro npoaykra (50 mmons/n Tpuc-HCl pH=8,5; 9,6 mmons/n NaCl; 0,4
mmoitb/1 KCI; 1 mmons/n DATA; 1 mmons/a JITT).

O6sacTh TNpUMEHEHUs] Pe3YyJbTATOB HCCIAEAOBAHHMS: OHOXUMUS,
OMOTEXHOJIOTHSI, METUIINHA.



PODEPAT

JlpimuiomHas pabora, 43 ctapoHki, 21 mantoHak, 5 Tadmin, 21 kpbIHila.

AJIBIIA VKJIIOUDHHS, O®PbIHABBI POLIDIITAP,
POKAMBIHAHTHBI BSJIOK, E. COLI, AJIMBIVKA, CAJIFOBIII3AIIBIA,
POOOJIABIHT, DJIEKTPADGAPI3.

A0’eKT aacjiefaBaHHA: [sIbla YKIoudHHS E. coli.

MbTa pacienaBaHHsi: BbI3HAUbIb aNnThIMAIBHBISL YMOBBI aJAMBIYKI 1
caro01II3aIbIl 1SUICL] YKITFOUIHHS, K1 YTPHIMIIIBAIOIb JIaMEH 3BSI3BaHHS JIIraHJa
a¢pbiHaBara paupnTapa Teiny B2. Bei3Haublllh anThIMalbHbIS YMOBBI pI()OIIBIHTY
a¢priHaBara parpnTapa B2.

Metaabl  JgacjieABaHHSA:  CICKTPAMETPBIYHBIS,  DJIEKTpadapITHIUHBIA,
XxpamararpagigHbIsl.

VY nanzenaii paborie ObIY MpBIBEI3EHBI aHATI3 IIAPAry CiCTAM ISl aIMbIBaHHS
ISJIEN YKIIFOUSHHSA aJ] MMPBIMECHBIX OSUIKOY, CAPOJ SKIX HAMOOJNbII anThIMAIbHBIMI
3’sBimics 0,5 mone/nm NaCl i 0,5 mone/n tpic-HCI 3 pH=8.0. Axpamst Taro ObLIO
BbI3HAYaHa, IITO CICTAMBI Ha acHOBe 2, 3 1 4 mansgpHait mauaBidbl, 0,5 ManspHara
tpic- HCl 3 pH=9, 10 u 0,5 mamapusr Tpuc 3 pPH=10,9 He ™Moryr OBITH
BBIKAPBICTABAHBI 3-3a 3HAYHBIX CTPAT OSUIKY Ha CTaJbll aIMBIYKi.

b1y mpaTacTaBaHbl MIdpar aaHaYISIONIYbIX KAMITAHEHTAY, K1 TPl YHECEHHI
Ha CTajbll CcalroOLTI3albIl ISl YKIIOUIHHS Malardarnb HaCTYIMHBI PAOIIIHT.
Cspona maThIX KammaHeHTay ObIy aOpaHbl B-mMepKanTa’TaHOJ y KaHIPHTpaibi 10
MMOJIB/JI.

beuni mpatactaBanbl 15 cictom st padonasiHra 3dphiHaBara paudITapy
thima B2, ciapon sxix Obuia abpaHa Tas, skas jJac HaWOOJBIIYIO KOJbKACIh
maHamepHara npaaykty (50 mmoms/n tpic-HCI pH=8,5; 9,6 mmons/n NaCl; 0,4
mmoitb/1 KCI; 1 mmone/n DATA; 1 mmons/a JTT).

BobOaacub npbiMsiHEeHHs1 BbIHIKaY jacieABaHHs: OisxiMis, O1ITOHAIOTIS,
MEIBIIIBIHA.



ABSTRACT

Thesis, 43 pages, 39 figures, 21 sources

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

Subject of research: inclusion bodies E. Coli.

Aim of research: to find optimal conditions for washing and solubilization of
inclusion bodies that contain ligand-binding domain of type B2 ephrin receptor; to
find optimal conditions for refolding of type B2 ephrin receptor.

Research methods: spectrometric, electrophoretic, chromatographic.

During this research, several inclusive body washing systems that are used to
remove protein impurities were analyzed. 0,5 mol/L NaCl and 0,5 mol/L tris HCI
with pH=8.0 proved to be the optimal systems. Furthermore, it was revealed that the
systems that use 2, 3 and 4 mol/L urea, 0,5 mol/L tris-HCI with pH=9, 10 and 0,5
mol/L tris with pH=10.9 cannot be used without significant target protein losses
during the washing stage.

Several recovering agents that facilitate protein refolding after the inclusion
bodies solibilization stage were tested. B-Mercaptoethanol at a concentration of 10
mmol/L was selected as the optimal agent.

15 type B2 ephrin receptor refolding systems were tested. Systems that use 50
mmol/L tris-HCI pH=8,5; 9,6 mmol/L NaCl; 0,4 mmol/L KCI; 1 mmol/L EDTA and
1 mmol/L DTT were as selected as optimal due to the highest amounts of the
monomer product yield.

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



