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PAPMAINEBTHYECKHE KOMBUHAIINHN

BBEJIEHUE

Hacrosiinee packpbiTHe B LIEJIOM OTHOCUTCS K OOJNACTSIM HMMMYHOJIOTHM M MOJIEKYJISIPHON
Ouonoruu. bonee KOHKpETHO, B JaHHOM JOKYMEHTE NPEACTaBJIECHbI (hapMalleBTUUECKHE
KOMOMHaIMY, coxepkamue aHtutena (A) WIM  HUX  AHTUTEGHCBS3bIBAIOINME YacCTH,
HarpasyieHHble TipotuB LY75, u (B) BeHeTOKJIaKC; CIOCOOB! MOTy4eHUs: (papMalieBTUIECKIX
KOMOMHALMN W CIOCOOBI JieueHUs] 3a00JieBaHMM, TaKMX KaK BUIBI paka, OMOCPEIOBAHHBIE

sKcHIpeccueit uim akTuBHOCTHIO LY75.
IMPEAITOCBIJIKM M30PETEHU A

Buner netikoza u guM(pOMbl MPUHAIJIEKAT K OOIIMUPHON TPyMIle OMyXOJei, KOTOpbIe
MOPAYKAIOT KPOBb, KOCTHBIH MO3T M JIUM(POHIHYIO CHCTEMY; OHH H3BECTHBI KaK OIyXOJH

KPOBETBOPHOM U TUM(OUTHON TKAHEHH.

Jlumpoma npencrasnser coOO rpymnmy Omyxosiel u3 KIeTOK KPOBH, KOTOPBIE Pa3BHBAIOTCS
u3 suMbounToB. [Ipu3HAKM M CUMITOMBI MOTYT BKJIIOYATh YBEJIMYCHHbIC JTHUM(ATHUECKHE
y3JIbl, JKap, IOTEHHE, HENpPEeNIHAMEPEHHYIO IOTepI0 MacChl Tela, 3yA M IOCTOSHHOE
omymenue ycranoctu. CyIecTByeT psii MOATUIIOB JUM(OMBL TBYMsi OCHOBHBIMU TPy TIIIAMU
mumpom  sBisiroTest uMpomer XomkkuHa (HL) w nHexomxkkuuckue mumdomer (NHL).
Bcemupnass opranmsanms 3apaBooxpaHenus (WHO) BxmrouaeT ase apyrue rpynmbl B
KAa4eCTBE THUIOB JHUM(OMBI. MHOKECTBEHHYIO MHEJIOMY M HMMYHONPOJIU(EpaTUBHBIE
3aboneBanus. IlpubnmusurensHo 90% BHUAOB JTHMGOMBI  SBJISFOTCS  HEXOIKKUHCKHUMHU

TUMQpOMaMH.

Jleiiko3 mpezncrasisier cooi rpymy (GopM paka, KOTOpble OOBIMHO MOSIBIISIIOTCS B KOCTHOM
MO3TYy W TPHUBOAAT K OONBIIOMY KOJMYECTBY AHOMAJBHBIX O€JBIX KPOBSIHBIX TEJEL.
CuMnTOMBI MOTYT BKJIIOUaTh MPOOJIEMBbI KPOBOTEYEHHMS U KPOBOIOATEKOB, OLIYLICHUE
YCTaJOCTH, JKap M YBEJWYEHHBbIH pUCK WMHGpeKuuil. Takne CUMITOMBI MPOSIBISIOTCS H3-32
HEXBATKH HOPMAJIBHBIX KJIETOK KpOBH. JIMarHOCTHKy, Kak NPaBWIO, OCYLIECTBISIOT

NOCPECTBOM AaHAJIHM30B KPOBU MIJIM OHONCUM KOCTHOro wmo3ra. CymecTtByer derbipe
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OCHOBHBIX THIIA JIEWKO3a: OCTPbIA JuMQpoOmacTHbI neiiko3 (ALL), ocTpblii MUENTOHIHBIN
neiiko3 (AML), xponndeckuii tumdonurapHsiii jeiiko3 (CLL) u XpoHU4eCKni MUETONTHBINA

neiiko3 (CML), a Taxke ps MeHee paclpOCTPAHEHHBIX THUIIOB.

Jleuenne BUOB JIefiko3a U .]'II/IM(I)OMI:;I MOZKET BKJIFOUYATh OOHO HJIN 60.]'[66 N3 XUMHUOTECpAIINU,
Jy4eBOI Tepamnuy, HANPaBJICHHOW TEPANUU U XUPYPruMl (M TPAHCIUIAHTALMIO KOCTHOTO MO3Ta
B Clly4ae BHUJIOB JieHKo3a). YcIex JieueHHs JielKo3a 3aBUCUT OT THIA JIeHKO3a M BO3pacTa
manueHTa. PGSYJ'II:;TaT JICUCHUA J'II/IM(I)OMBI 3aBUCUT OT MNOATHUIIA, TMPU 3TOM HEKOTOPHIC

ABJIAKOTCA U3JICUMMbBIMU, U B OOJIBIIIMHCTBE CJIy4acB JICUCHUEC YBCINYNBACT BbDKHUBACMOCTD.

Panee AJis1 JICYCHUsA BHUAOOB JIEUKO3a NPUMECHSIN P XUMHUOTCPAINICBTUYCCKUX CPEACTB,
BKJIFOYAsi TMPEIHU30H, BHHKPUCTUH, AHTPALMKIWHBL, L-acmaparuHasy, ukiodochamun,
MeToTpekcaT,  O-mepkanronypuH,  (aymapaOuH,  HEHTOCTAaTHH M KJIagpUOMH.
XUMHOTepaneBTUYECKHEe  CPEeacTBa ISl JIEYeHUS  BUAOB  JIUM(POMBI  BKJFOUAKOT
rknodochaMus, TUAPOKCHIAYHOPYOUIIMH (TakyKe M3BECTHBIM KAk JOKCOPYOULIMH WIIH
aJipiaMULIMH), OHKOBUH (BUHKPHUCTHH), MPEIHU3O0H, MPEIHNU30JIOH, OJICOMULINH, AakapOasuH,

STONO3UA U MPOKapOa3HH.

KomMOuHMpOBaHHAsE XHUMHOTEpANusi BKJIKOYAET JIeYeHHE TMAaleHTa IByMs WK OoJjee
Pa3IUYHBIMU JIEKAPCTBEHHBIMH CPEICTBAMHU OJHOBPEMEHHO. JIeKapCTBEHHBIE CPEACTBA MOTYT
pa3UYaThCsl HMX MEXaHM3MOM neiictBus W nobouHbiMu 3P dexkramu. Haubonbiuee
NPEUMYIIECTBO TAKOTO IMOAXOAA COCTOMT B COKPAIIEHWH NO MHHHUMyMa LIAHCOB Pa3BHTHUS
YCTOHYMBOCTU K KaKOMYy-JHOO OZHOMY cpeactBy. Kpome Toro, jekapCTBEHHbIE CPEACTBA
YaCcTO MOYKHO MPUMEHSTh B MEHBLIHX J103aX, CHIJKAsi TOKCHYHOCTb. Buibl KOMOMHHPOBAHHOM
Tepanuu sl JiedeHus: OonesHn XOMKkHHA BKIOYaroT MOPP (MycTapreH, BUHKPHUCTHH,
npokapbasuH, mnpenHusonoH) U ABVD  (mokcopyOwnwmH, OJeOMUIIMH, BUHOJNACTHH,
nakapOasuH). Buabl KOMOWHUPOBAHHOW Tepamuy JUIsl JICYEHHUS] HEXOJKKUHCKON JTHM(OMBI
BrrovaroT CHOP (tmkinodochamun, nokcopyOUIH, BUHKPUCTHH, NPeNHU30JI0H). C yuerom
KOJIMYECTBA JIEKAPCTBEHHBIX CPEICTB, KOTOPbIE HM3BECTHBI BCIIECIACTBHE NPUMEHEHUS IS
JICUSHHsI BUIOB JIEHKO3a U TMM(OMBI, KOJIMYECTBO MMEPECTAHOBOK M KOMOMHAIIMH BO3MOKHBIX
BUJIOB JICUCHHS JIEKAPCTBEHHBIMH CPEICTBAMHU OIPENENICHHO sBisieTcst OonmpiinM. Kpome

TOr0, BBIIICYKA3aHHBIC BUbI KOM6HHHpOBaHHOﬁ TEpauu HE NMPEAYCMATPUBAKOT AHTUTEIT.

Ocraercs, OTHAKO, MOTPEOHOCTh B HOBBIX BHJAX JICUEHUS] BUIOB JIeHK0o3a W JIUM(GOMBI, U B

94aCTHOCTH B 3((EKTUBHBIX BUAX KOMOMHHUPOBAHHON TEPAITHH.
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JlumdouuTapHblii aHTUTeH 75 HAEWCTBYeT B KaueCTBE SHIOLMTHUPYIOIIETO peLenTopa,
HarpaBJIAOLICTO 3aXBAY€CHHBIC AHTHUI'CHBI nus3 BHEKJIECTOYHOI'O npoCTPaHCTBA B

CHELUATU3UPOBAHHBII  AHTUTEH-NPOLECCUPYIOIUN  KOMIIAPTMEHT, M, Kak [OJIararor,

>
BBI3BIBAET CHIDKeHHe mnpoaudepammu B-mumdoruros. kcmpeccuss  muM@orUTapHOrO
aHTHreHa 75 HaOmonanachk MpU pake MOKEITy JOUYHOU JKeJIe3bl, SMYHUKA, MOJIOYHOH KeJle3bl,
00ONOYHONH ¥ TPSMON KHWINKH, TWHINEBOAA, KOXH, IIUTOBHIHON >KeJe3bl M JIETKOrO
(HEMENKOKJIETOYHOM), a TaKXe IpPU MHOXXECTBEHHOW MHEIOME€ M MHOTHX Pa3JIMYHbIX
noarunax JuMpoMbl U Jeiikoza. B WO02009/061996  packpbITbl  BbIIENEHHbBIE
MOHOKJIOHAJIbHbIE ~aHTHTeNa, cBs3biBatommecss ¢ DEC-205 (LY75) wudenoseka, wu
COOTBETCTBYIOIIME KOMIIO3ULMM M MOJIEKYJIbl Ha OCHOBE aHTUTEN. Takke pacKpbITHI
(bapMarieBTUYECKHE KOMITO3ULIMU, COAEpIKAlLle AaHTUTENa, a TakXKe TeparneBTUYEeCKue U
AMArHOCTHYEeCKHe crocoObl mpuMeneHus antutes. B W02008/104806 packpeiThl adrHHBIE
peareHTbl, CrocOOHBIE K CBs3bIBAaHMIO ¢ LY75, s mpUMEHEHus NpH JIEYeHUH WIN

npo¢punaktuke paka. B W0O2015/052537 packpbiTbl KOHKPETHbIE BBIICJICHHBIE AHTHUTENA,

crniocoOHBIe K CBA3bIBaHUIO ¢ LY75, 1 MX npuMeHeHue Npu JIeYeHUH Pa3IMIHbIX (GOpM paka.

Beneroknakc sBis€TCS HU3KOMOJEKYJISIPHBIM JIEKAPCTBEHHBIM CPEICTBOM JJISl IEPOPATILHOTO
NMPUMEHEHUs, KOTOpoe OJIOKUPYeT aHTHANONTOTHYEeCKHi Oenok B-kjerodHoi numpombi-2
(Bcl-2), 49TO TPUBOAMT K 3anporpaMMHpPOBaHHONW TuOenu kietok. OH MOKa3aH IpH
XpoHudeckoMm JgumbonurapHom Jeiikoze (CLL) y mnamueHtoB co crneruduyueckoi
XpoOMOCOMHOM aHomanueil (meneumst 17p). B 2015 romy VYmpaBineHue mo CaHUTAPHOMY
HaJI30py 3a Ka4ecTBOM MUIIEBBIX NponykToB U MeankamentoB CIIA (FDA) mpucsowmio
BEHETOKJIAKCY CTaTyC MPUHIMIHAIBHO HOBOTO TEPANIEBTUYECKOTO Mpenapara Jis MalueHTOB
¢ CLL, y KoTOpBIX ObUT peLUIUB W OHU ObUTH HEBOCTIPUMMYHUBBEI K IPEIBIAY IEMY JICUEHHUEO

Y UMEJIM T€HETUUECKYI0 MyTalMIO C aenenuen 17p.

B nHacrosimee BpeMsi OOHapysKeHO, YTO KOMOWHALMM OMpeneNeHHbx aHTuten kK LY75 ¢

BEHETOKJIAKCOM JIEMOHCTPUPYIOT CHHEPTETUYECKHIE PE3YJIbTAThl P JIEYCHUHN JTIUM(POM.
KPATKOE OIIMCAHUE U30BPETEHUA

B onmHoM acnekre HacTosimiee u300peTeHHE mMpenycMaTtpuBaeT (hapMaleBTHUECKYIO

KOMOWHALIUIO, CONEPIKAIIYIO:

(A) antureno k LY75 unam ero aHTUT€HCBS3BIBAIOIIYIO YaCTh, KOTOPBbIE KOHKYPHPYIOT 3a

cBs3biBaHue ¢ LY75 ¢ aHTHUTENOM, COmepkalluM BapHaOeNbHYIO OOJNACTh TSDKEJIOH LerH,
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CONepIKaIly0 aMUHOKUCIIOTHYIO TIOCJIEAOBATENbHOCTD, NpeAcTaBiaeHHyo nmox SEQ ID NO: 1,
U  BapualenbHYI0  O0JNacTb  JIETKOH  [enmu,  COAEpKAIlyld  aMHHOKHCIOTHYIO

MOCJIEIOBATEIbHOCTD, peAcTaBieHHy0 nox SEQ ID NO: 2; umm

antutesno K LY75 unn ero aHTUreHCBS3bIBAKOIIYIO YacTh, MPU 3TOM YKa3aHHOE AHTUTEIIO

COZEPIKUT:
a) BapuabesbHy 0 00JIaCTh TSDKEJION eI, KOTOPast COAEPIKHT:
1) mepByto VhCDR, conmepxamyro SEQ ID NO: 5;
i1) Bropyro vhCDR, conepskamryto SEQ ID NO: 6; u
ii1) Tpersto VhCDR, conepxamyio SEQ ID NO: 7; u
b) BaprabenbHy0 00J1aCTh JIETKOW LETH, KOTOPasi COAEPIKUT:
i) mepsyto VICDR, conepsxkamyro SEQ ID NO: 8;
i1) Bropyto vICDR, conep:xamyto SEQ ID NO: 9; u
iii) Tpetero VICDR, conepskamyro SEQ ID NO: 10;

rae HeoOsi3aTeNbHO JFoOble onHa wiu Oosee w3 BbimeykasaHHbIX SEQ ID NO He3aBucumo
NPeayCMaTPUBAIOT OJHY, IBE, TPHU, YEThIPE WU IMSATh AMUHOKHCIIOTHBIX 3aMeH, NOOABICHUM

WIH AeJISIUM,;

(B) BeHeTokIakc wiH ero papMaleBTHIECKH MPHEMIIEMYIO COJIb,

rrae papmaneBTHYeckass KOMOWHALMS TPEACTaBieHa B (hOpMe KOMOMHUPOBAHHOTO TperapaTa

AJIs1 OAHOBPEMEHHOIO, pa3aCIbHOTO UJIU MOCJIEA0OBATCIIBHOI'O IPUMEHCHUS .

B onnom BapuaHTe ocyluecTBieHUst aHTUTENO K LY 75 unu ero aHTUreHCBsA3bIBaKOIIas 4acTh
comepskaT BapuabeNlbHYHO 00NacTh Tspkenou mernw, comepxamytro 1, 2 wiu 3 CDR,
BeIOpaHHbIe M3 rpynnsl, cocrosimeil 3 CDR, comepxamux SEQ ID NO: 5, 6 u 7, w/unun
BapuabenpHy0 obnmacth Jierkod wnemu, copepxkamyio 1, 2 wmu 3 CDR, BoiOpanHble u3

rpynnsl, coctosweit us CDR, conepxxamux SEQ ID NO: 8, 9 u 10.
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B HekotopbIx BapuaHTax ocymectsieHus antutena k LY75 cesseBatores ¢ LY75 (SEQ ID

NO: 15) 1 cnoco0HBI K MHTEPHAIM3ALMN KIETKOH, sKcnpeccupyromeii LY7S5.

B npyrom BapmanTe ocymectsienus antutesno k LY75 comepkut obnactu, onpenenstomme
kommiemMeHTapHoctb (CDR), wnu BapuabenpHble oOmactu (VR) TSDKENBIX W/MIM JIETKHX
1ernell KOHKPETHOTO aHTUTENIA, ONMCAHHOTO B IAHHOM JOKYMEHTE (HanpuMep, YIIOMUHAEMOTO
B gaHHOM JokyMmeHTe kak «LY75 Aly). CooTBeTCTBEHHO, B OJHOM BapHaHTE
ocymectsinenus anrureno k LY75 conepxur nomenst CDR1, CDR2 u CDR3 BapuabenpHOI
obmactu Tsokenodt uenu (VH) anmturena LY75 Al, umeromeidl mocienoBaTeNbHOCTD,
nokazanHyto nox SEQ ID NO:1, w/umu nomenst CDR1, CDR2 u CDR3 BapuabenbHoii
obmactu nerkoi werm (VL) LY75 Al, umeromieil mociaenoBaTebHOCTh, MOKA3aHHYIO IOA

SEQ ID NO:2.

B npyrom Bapuante ocyumectsieHust anturena k LY75 cesaseiBatores ¢ LY75 denoseka u
comepxar BapuabenbHyro o0jiacTe Tspkenon wemnu, cogepxauryo SEQ ID NO: 1, w/unu ee
KOHCEpPBATHBHBbIE MOAM(DUKALMN MOCIEAOBATEIbHOCTH. AHTUTENO MOXET HONOJHUTEIBHO
comepkaTth BapuaOenbHYI0 oOnacTh jerkod uemwu, copepkamyro SEQ ID NO:2 w/umn ee

KOHCCPBATHBHBIC MOI_II/I(bI/IKaLII/II/I nocCJaea0BaTCJIbHOCTH.

B nononHuTenbHOM BapuaHTe OCyluecTBieHus aHtutena kK LY75 cessbiBatoress ¢ LY75
YeNioBeKa U coaeprkaT BapuabesIbHYH0 O0JaCTh TSDKEJIOW Lenu W BapuadeabHyr 00JacTh
JIETKON LIEMH, COAEpsKallie aMHUHOKHCIIOTHBIE TMOCJIEI0BATEIBbHOCTH, MPEICTABIEHHbIE MO
SEQ ID NO: 1 wwmu 2 COOTBETCTBEHHO, W WX KOHCEPBATHBHBbIE MOIU(DUKALIUU

oCJICA0BATCJIBHOCTH.

AHTHuTeNna, conmep:kamque BapuaOelbHbIe  OOJNIACTH  TSDKENBIX W JIETKUX  LIETeH,
XapakTepusyromuecs no MeHbieit mepe 80%, wiu nmo Mensinel Mepe 85%, Uiau Mo MeHbLIen
Mmepe 90%, nnu o meHbiunel Mepe 91%, unn no MeHbleit mepe 92%, unu Mo MeHbllel Mepe
93%, nnu no MenbIuel Mmepe 94%, unu o MeHbluel Mepe 95%, unmn no meHsbleit mepe 96%,
WIN N0 MeHbluel Mepe 97%, unu no MeHbluel Mepe 98%, nuinu no MeHsiueld mepe 99%, uiu
OonblIel HMACHTUYHOCTBIO  IIOCJIEAOBATENIBHOCTH C JIEOOOH W3  BBIIENPUBEACHHBIX
NOCJIEIOBATENIbHOCTEH, TaKke BKJIOUEHBl B Hacrosimee uzobpereHue. IIpomexyTouHbIE
IMana3oHbl BBIICYKA3aHHBIX 3HAYCHUH, HampuMmep, BapualOesbHble OOJACTH TSIKENBIX U
JIETKUX Lernel, xapakrepusyromuecs no Menbineid mepe 80-85%, 85-90%, 90-95% wmu 95-

100%  WHEHTUYHOCTBEO  TOCIENOBATEJIBHOCTH C  JIFOOOW W3  BBIIICNPUBEACHHBIX
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HOCHGI[OBaTeHbHOCTefI, TaKXKE noapasyMEBArOTCsA Kak OXBAaTbIBACMbIC HAaCTOAIUM

n300peTeHneM.

B ogHoM BapuaHTe ocyecTBiieHusi aHTHTENO K LY75 comepkut BapuadenbHYIO 00JIACTh
Tsokenol uenu, cogepsxkamyro SEQ ID NO:1 unmu mocnenoBaTeNbHOCTb, KOTOpas Ha IO
MmeHb1e mepe 80%, no menbiuel Mepe 85%, no menbluell Mepe 90%, no MeHbluel Mepe
91%, no menbeit Mepe 92%, no Menbiuel Mepe 93%, no MeHbine mepe 94%, Mo MeHbIIEH
Mmepe 95%, o meHsbliel Mepe 96%, no menbluell Mepe 97%, no MenblIeil Mepe 98% unu no
MeHblel mepe 99% wupentuuda SEQ ID NO: 1. B npyroMm BapuaHTe OCYIIECTBJICHHUS
antureno Kk LY75 conmepxkut BapuaOenbHYIO 001acTh Jierkoi nemnu, conepxkamy SEQ ID
NO:2 unu nocnenoBaTeNbHOCTb, KOTOpass Ha no MmeHbluedl Mepe 80%, mo MeHbluel Mepe
85%, no menblIei Mepe 90%, no meHbLei Mepe 91%, no MeHblIeit Mmepe 92%, Mo MeHbLIEH
mepe 93%, no meHnbiuel mepe 94%, no meHslueit Mepe 95%, nmo meHbliel mepe 96%, mo
MeHblIell Mepe 97%, no meHbliel Mepe 98% wmnu no menblel mMepe 99% unentuuna SEQ
ID NO: 2. B gpyrom BapuaHTe ocyluecTBieHus: antuteno k LY75 comepkur kapkacHyIO
o0nacTh TSDKENOH LenH, CONepIXKALIYK) AMHUHOKHCIOTHYIO IIOCIENOBATENbHOCTh, HA IO
MmeHble mepe 80%, no mensiuel mepe 85%, nmo menbiueil Mepe 90%, no MeHbluel Mepe
91%, no menblueit Mepe 92%, no MeHbinel Mepe 93%, Mo mMeHbine mepe 94%, MO MEeHbIIEH
Mmepe 95%, no menbinel mepe 96%, no menblueli Mepe 97%, no Mmenblieil mepe 98%, mo
MeHbLIeH Mepe 99% WAEHTUUHYIO KapKacHOW oOnactu BapuabenabHON 00MacTu TSKETON
uenu nox SEQ ID NO: 1, nokazannoit mox SEQ ID NO: 16, 17, 18 u 19. B apyrom Bapuanre
ocywecTBieHust aHtutenno k LY75 comeputr kapkacHyr 00JacTh JIETKOH ILemnH,
CONep KaIlyr0 aMUHOKUCIOTHYIO IIOCJIE€NOBATEeNIbHOCTh, HAa MO MeHbIuel wmepe 80%, mo
MeHblel mepe 85%, no menbiuel Mepe 90%, no menbiuell Mepe 91%, no MeHbluel Mepe
92%, no menblueit Mepe 93%, mo Menbineln Mepe 94%, Mo meHbine Mepe 95%, Mo MeHbIIEH
Mepe 96%, mo MeHbiiei mepe 97%, mo mesbluell Mepe 98%, mo MeHblieill mepe 99%
UJIEHTHYHYIO KapKacHOW oOnactu BapuabenbHOI obmactu nerkoi nernu nogy SEQ ID NO:2,

nokazanHou nox SEQ ID NO: 20, 21, 22 u 23.

B nononHUTENBHOM BapuaHTE OCYILIECTBIEHUs aHTUTENO K LY75 comepKuT TsKenyro Lels,
conepxamyo SEQ ID NO: 38 wiu mocinenoBaTeNnbHOCTb, KOTOpasi HA MO MEHbBIIEH Mepe
80%, no menbIueit mepe 85%, no menbieit Mmepe 90%, mo meHbineir Mepe 91%, Mo MeHbInen
Mmepe 92%, no menbiuel mepe 93%, no menblueil Mepe 94%, no Menbuieil Mepe 95%, mno

MeHbIer Mepe 96%, o meubeii Mepe 97%, mo MeHbInei Mepe 98% MIH 10 MEHBIIEH Mepe
2 2
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99% unentuuna SEQ ID NO: 38. B npyrom BapuaHTte ocyluecTBieHusi aHtureno k LY75
CONIEPIKUT JIETKYIO 1iemb, coneprxkamyo SEQ ID NO: 39 unu nmociaenoBarenbHOCTb, KOTOpast
Ha 1o MeHblueil mepe 80%, no meHsbluel Mepe 85%, no menbiueil Mepe 90%, Mo MeHbLIeH
Mmepe 91%, no menbiuell mepe 92%, no mesblueil Mepe 93%, no Menbuieil Mepe 94%, mno
MeHblIed mepe 95%, no meHbiuel Mepe 96%, no meHbluell Mepe 97%, No MeHblIeH Mepe
98% unn no menbuieil mepe 99% wupentuuHa SEQ ID NO: 39. Tspkenas nenb MOXKET
conepxkatb mnocienosarenbHoctd nox SEQ ID NO: 5-7 umu 1. Jlerkas uemb MOXeT

conep:xkatb nocnenosateapbHocT oA SEQ ID NO: 8-10 wnu 2.

B oanoM BapuaHTe OCylIeCTBiIeHUs], aHTUTENO K LY 75 xoHkypupyer 3a cssizpianue ¢ LY75
C AaHTUTEJIOM, COAepKalluM BapHaOeNbHble O0JaCTU TSKEJIOW W/WUIM JIETKOW Lemnei,
cojieprKallie aMUHOKHUCIOTHBIE NIOCIeN0BaTeNbHOCTH, npeacTasneHHble noa SEQ ID NO:1 u
2, COOTBETCTBEHHO, WJIM aMHUHOKHCJIOTHBIE TIOCJIEIOBATEILHOCTH, Ha IO MeHbInel mepe 80%,
no MeHbinei Mepe 85%, mo menblel Mepe 90%, no mensliel Mepe 91%, o MeHbIIEl Mepe
92%, no meHbLueit mepe 93%, no MeHbIel Mepe 94%, no MeHbIueil Mepe 95%, o MeHbIIelH
mepe 96%, no menbliel Mepe 97%, no Mmenslieil mepe 98%, mo MeHbiuelt mepe 99%
UAEHTUYHble UM. B npyrom BapuanTe ocyuiecTBieHHs aHTuUTeNno kK LY75 xonkypupyer 3a
cBsi3biBaHue ¢ LY75 ¢ aHTUTENOM, comeprkaiiuM BapuadesibHble OOJNIACTH TSKENbIX W/UJIH
JIETKUX LIeTiel, cozeprkalue aMUHOKHUCIIOTHBIE MOCJIEOBATeIbHOCTH, MPEACTABIEHHbIE TOA

SEQID NO:1u2 (LY75 Al).

Jpyrue aHTUTE]Aa MO HACTOSIIEMY H300PETEHUIO CBSI3bIBAKOTCS C TEM K€ SIMUTOMOM WU
snuronoM Ha LY75, pacrio3HaBaeMbIM aHTUTENaMU, OMMCAHHBIMU B JAHHOM JOKyMeHTe. B
JIPYroM KOHKPETHOM BapUaHTE OCYLIECTBJICHUSI AaHTUTENO CBSA3BIBAETCA ¢ 3nuTonom Ha LY75,
pacro3HaBaeMbIM aHTUTEJIOM, COAEPIKAINUM BapuadeTbHble 00NACTH TSIKENBIX W/UJIH JIETKUX
Lenen, cozepkauie AMHHOKHUCJIOTHBIE MOCJIEA0BATEILHOCTH, COOTBETCTBEHHO
npencrasiennsie o SEQ ID NO:1 u 2, nimu aMUHOKHUCIIOTHBIE TIOCIIEAOBATENBHOCTH, Ha TIO
MeHbineii Mepe 80% wupeHTHuHble M. B pyrom BapuaHTe OCYIIECTBIEHUS AHTHUTEINO
cBsA3pIBaeTcss ¢ omuronoM Ha LY75, pacno3HaBaeMbIM — aHTUTENIOM, COAEP>KAIUM
BapualesbHbIe OOJACTH TSKENbIX W/WIH JIETKUX Lemnel, comepkailue aMHUHOKHCIIOTHBIE

nocienoBatenbHocTy, npencrasneHHbie mox SEQ ID NO:1 u2 (LY75 _Al).

B nononHMTENBHOM BapuaHTe OCYIIECTBIEHHs aHTUTena K LY 75 cnenuduyuHo CBSA3bIBAIOTCS
c omHUM WU Oosee, Harpumep, 2, 3, 4, 5, 6, 7, 8, 9 wim 10, nentunom(-amMu), BEIOpaHHBIM(-

u) u3 rpynnsl, kIouatoweii SEQ ID NO: 24, 25, 26, 27, 28, 29, 30, 31, 32, 33, 34, 35, 36
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iy 37, nnm ux parMeHTamy, rie ykasaHable (PparMeHThl COEpIKaT 10 MEHbLIeH Mepe 2, TI0
MEHbILIEH Mepe 3, MO MEHbIIEeH Mepe 4, MO MeHbUIed Mepe 5, Mo MeHbled mepe 6, mo
MEHbIIEH Mepe 7, MO MeHblIel Mepe 8, mo MeHblued mepe 9 miau no MeHbwen mepe 10
CMEXHBIX aMHHOKHMCJIOT. B  [ONONHUTENBHOM BapuUaHTE OCYILIECTBJIEHUS  BIUTOI,
pacriosHaBaeMblil anturenamu kK LY75, conepxur onuH nnu Oojiee nMenTHaOB, Ba WK Oojee
WK TPU WK OoJiee MenTUAOB, BRIOPAHHBIX U3 rpymmbl, coctosmei nz SEQ ID NO: 27, 29,
30, 34, 35, 36 wm 37, win ux (pparMeHToB, IIe yKa3aHHbIE ()parMeHThI COIEPKAT IO
MEHbILIEH Mepe 2, MO MEHbIIEH Mepe 3, MO MeHblIern Mepe 4, MO MeHbLIeH Mmepe S5, Mo
MEHbLIEH Mepe O, IO MeHbIIEH Mepe 7, MO MEHbIIEeH Mepe 8, Mo MeHblluel Mepe 9 wiu no
MeHblIeH Mepe 10 CMEeXHBIX aMUHOKHUCJIOT. B AOMOJHUTENIPHOM BapuaHTE OCYLIECTBIICHUS
SIUTOI, pacro3HaBaeMblii aHturenamu kK LY7S, comepkutr omuH wim OoJiee MENTUAOB,
HarpuMmep, 1Ba WM TPU NENTHA, BBIOpaHHbIX U3 rpymmnsl, coctosimei nu3 SEQ ID NO: 30, 36
u 37, wim ux (parMeHTOB, TAe yKa3aHHbIe (ParMEeHThl COAEpIKaT MO MEHbIIeill Mepe 2, 1o
MeHbIIEeH Mepe 3, MO MeHblIel Mmepe 4, MO MeHbLIeH Mepe 5, MO MeHbIIeH Mepe 6, Mo
MeHblIeH Mepe 7, Mo MeHblued Mmepe 8, mo MeHblied mepe 9 wnu nmo mesbledn mepe 10

CMEKHBIX aMHHOKHCJIOT.

B nononHuTEeNnbHOM BapuaHTe OCYIUECTBJIeHUs aHTuTena Kk LY75 comepkar oTnuyarouumecs
CDR 10 CpaBHEHHUIO ¢ UCXOJHBIMH AHTHTEJAMHU, OMTMCAHHBIMU B TAHHOM JOKyMeHTe. Takum
o0Opa3oMm, B HACTOSIIEM H300PETEHHM MPENCTABJIEHbl BAPUAHTBI AHTUTEN, CONEpIKaIlne
BapUAHThI BapUaOeNbHBIX 00JACTel UCXOMHOTO aHTUTENA, TAe HCXOAHOE AaHTUTENO COAEPIKHT
nepByto VhCDR, conepxamyro SEQ ID NO:5, sropyro vhCDR, conepsxkamyro SEQ ID NO:
6, tperbto VhCDR, comepxkamyro SEQ ID NO:7, mepsyro vICDR, comepxkamyro SEQ ID
NO:8, sropyto VICDR, conepxamyro SEQ ID NO:9 u tpersto vVICDR, conepsxamyro SEQ ID
NO:10, u roe BapuaHT aHTUTENIA B COBOKYIMHOCTU uMeeT 1, 2, 3, 4, 5 wnn 6 aMHHOKHUCIOTHBIX
3ameH B Habope m3 mepoii VhCDR, Bropoit VhCDR, Tperseit VhCDR, mnepsoii vICDR,
BTopoii VICDR wu tperbeii VICDR, npu stom 1-4, 1-3 mmm 1-2 3aMeHBI SBISIOTCS OCOOEHHO

NPUMEHNMBIMH, U IJIe aHTHTEJIO COXPaHsET criennpuIHoe cBs3biBaHue ¢ LY7S5.

Bce anTHTENa, pacKphIThIE B JAHHOM JOKYMEHTE, MOTYT OBITh aHTUTEJIAMH TIOJHOH JUJTHHBI,
Harpumep, odoro u3 caenyromux m3otunos: 1gGl, 1gG2, 1gG3, IgG4, IgM, IgAl, IgA2,
cekpeTopHblii koMrnoHeHT IgA, IgD u IgE. B kauecTBe anbTepHAaTUBbI aHTUTENAa MOIYT
npencTaBisiTh  coOOH  (parMeHTB, TakHMe KakK AaHTUTCHCBS3BIBAIOINAS YacTh WK

omHouenovyeyHoe aHTtHTeno (Hampumep, Fab, F(ab')2, Fv, ogHouenoueunsii Fv-¢parmenr,
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BBIZIENIEHHAst 00acTh, onpenensomas kommieMeHnTapHocts (CDR), nnmn xoMOuHanms nByx
win 6onee BeigeneHHbIX CDR). AHTHTena Moryt ObITh aHTUTENAMH JEOOOrO THIA, B TOM

yuciie 0e3 OrpaHn4cHUs 4Y€JIOBCUCCKUMH, I'YMaHU3UPOBAHHBIMU U XUMCPHBIMH aHTUTCIIAMMU.

B npyrux BapmanTax ocyuiectBieHus anturena kK LY75 mpencraBnenst B opme
UMMy HOKOHBIOTaTa (T. €. OHM JONOJHUTENbHO BKJIIOYAIOT KOBAJIEHTHO MPUCOECIUHEHHYIO
(yHKIMOHATBHYIO YacTh). B KOHKPETHOM BapuaHTE OCYLIECTBICHUs (PyHKLIMOHAIbHAS YaCTh
NpeACTaBysieT COOOW JIEKAPCTBEHHOE CPENCTBO, TAKOE€ KaK MaWTaH3MHOWA, IOJACTaTHH,
aypuctatuH, TpuxoreuuH, kamuxeamuuud, CC1065 wnm wux npousBonHble. B
NPEATIOYTUTENbHOM BapHUaHTe OCYIIECTBICHUS (YyHKIMOHAJIbHAS YacTb, NPENCTaBIIONIAsS

co0oif IekapCTBEHHOE CPEACTBO, npencTasisier codboit DM 1 wiu DM4.

B onHoMm BapuaHTe ocyiunecTBiieHusi antuteno k LY75 comepxut BapuabenbHyr0 00jacTb
TSDKEJIOH Lieny U BapuadesbHy 0 00JIacThb JIEKOH ey, KOAUPYeMble OCIeI0BaTEIbHOCTIMU
HyKJIEMHOBOW Kkucnotsl, copepxamumu SEQ ID NO: 3 u 4 COOTBETCTBEHHO, WIH
MIOCJIE/IOBATEIbHOCTAMU HYKJIEMHOBON KHCJIOTBI, XapaKTepU3YIOLIUMUCA MO MEHbLIeH Mepe
85%, 86%, 87%, 88%, 89%, 90%, 91%, 92%, 93%, 94%, 95%, 96%, 97%, 98% umu 99%
UIEHTUYHOCTBIO C BBIIEYITOMSHY TBIMH OCJIEA0BATEIbHOCTIMH HYKJIEHMHOBOW KHUCIIOTHI HIIH
nocnenoBarenbHocTAMY, orTnuatomumucs or SEQ ID NO: 3 u 4 mno mnpuumnse

BBIPOXKACHHOCTH T'€HETUYICCKOTO KOA.

B nomonHuTeNbHOM acnekTe MPEACTaBJIeH CIOCO0 JIEUSHUS paKka y MALEeHTa, BKJIOYAOLIHHA
OIHOBPEMEHHOE, ITOCIIEIOBATEIbHOE WIN Pa3esIbHOEe BBEICHUE MALNEHTY, Hy KIAI0IIeMyCs B
5TOM,  TepaneBTHUeCKH OS(P(EKTUBHBIX  KoimudecTB  KOoMmmoHeHToB (A) wu  (B)

apManeBTHYECKOW KOMOWHAIIMY TIO HACTOSIIEMY U300PETEHHIO.

B nonogHMTENBHOM acmleKkTe HACTOSLIEro M300peTeHHs MpeacTaBieHa (papmaneBTHYecKast

KOM6I/IHaLII/I$I IO HACTOALIEMY I/1306peTeHI/II-O AJIs IPUMEHCHMUS TTPU JICUCHUH paKa.

Taxke mpencraBieHO NMpUMeHeHHe KOMIIOHEHTOB (A) u (B), kak ompeneneHO B JaHHOM
IOKyMEHTE, B TOJY4YeHHH (apMaleBTUIECKOH KOMOMHALMK JJIi  OJHOBPEMEHHOTO,
Pa3neTbHOTO WIIM TIOCHIEAOBATENIbHOIO MPUMEHEHUs! Uil JIeueHus1 paka. B onHoM BapuaHTte

OCYILECTBIIEHHSI PaK MPEANOYTUTEIBHO MPEACTABISIET COOOH JIEHKO3 HITH TUMQPOMY.

B HEKOTOpBIX BapHaHTaxX OCYLIECTBICHUS pPaK BBIOpPAH W3 TPYIIIBL, COCTOALICH U3

HEXOJUKKUHCKONH  nuMmdombl, anp@dy3HOH KPYMHOKIETOUHOH B-knerounoit mmmdomer
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(DLBCL), B-xnerouHoii mumM¢poMmsl, (QOITUKYISAPHOH JUMPOMBL, MAHTHHHOKJIETOYHON
auMpombl, TUMGOMBI 13 TUMGPOUTHON TKaHHU CIM3UCThIX obonouek (MALT), B-kierounoi
TM(POMBI, boraroii T-kneTkamMu/TUCTHOLIUTAMH, TuM(pOMBI bepkurra,
MM OTIIA3MOIUTAPHON JTUM(OMBI, METTKOKJIETOYHOH TUM(POLUTapHON JTUMGPOMBI, TUM(POMBI
U3 KJIETOK MaprUHAJIbHOM 30HBI, T-kieTouHoil nmum¢pomsl, nepudepudeckoil T-kieTodHON
TMM(OMBI, aHAIIACTUYECKOH KPYITHOKJIETOYHOH JIMM(OMBI U aHrHOMMMYyHOOmacTHo# T-
KJIETOUHOH JHM(OMBI, OCTPOr0 MHEJIOUAHOTO JIEHKO3a M XPOHHYECKOro JMM(OIUTapHOTro
neiiko3a. bonee npexanoururensHo pak mpencrasisier codoii DLBCL win HEXOMKKHUHCKY O

mmMpomy.

Taxxe B mpenenax o0bBeMa HACTOSIIETO W300pPETEHHs] HAXOAATCS HAOOpBI, COAEpIKallue
(apmaLeBTHYECKYI0 KOMOHMHAILMIO IO HACTOSINEMY H300pETeHHI0 M HeoOs3aTeIbHO
UHCTPYKLUHU MO mpuMeHeHut0. Habop MOKET NOMONHUTEIBHO COepskaTh MO MEHbLIEH Mepe

OJHH Z[OHOJ'IHI/ITeJ'IbHHﬁ pearcHT uin OJHO WU oosee JOIIOJITHUTCJIbHBIX aHTUTECII.

Jlpyrue mpu3HaKd M TMPEeHMYINeCTBa HACTOSLIEr0 H300peTeHHss OyAyT OYEBHIHBIMU U3

CJIEAYIOLIEeTo MOAPOOHOTO ONUCaHus U (POPMYJIbI H300pPETEHUS.
KPATKOE OITMCAHUE TPAOHUYECKUX MATEPHAJIOB

Ha ¢urype 1 npencrasneHo BbipaBHuBaHue Tspkenon nenu LY75 Al (SEQ ID NO:1), VH 3-
15 uenoseka 3apompimeBoro tuna (SEQ ID NO:11) u JH4 yenoBeka 3apOIbILIEeBOrO THUIA

(SEQ ID NO:12). CDR-o6nactu spxenoi neru LY 75 Al noguepkHyTHL

Ha ¢urype 2 npeacrasieno BeipaBHuBaHue Jerkoil nenu LY75 Al (SEQ ID NO:2), VK 012
yenoseka 3aponbimesoro Tuna (SEQ ID NO:13) u JK4 uenoseka 3apoasimesoro tuna (SEQ

ID NO:14). CDR-o6nactu nerkoii nernu LY75 A1l mogyepkHYTHI.

Ha ¢urype 3a mpencraBieHa IUTOTOKCHYECKass aKTUBHOCTb MOHOKJIOHAJIBHBIX AHTUTEN K
LY75, xoubptorupoBanubix ¢ DMI1, B orHomenun HT-29 u nmokasaHo, 4TO OpH TOM, 4TO
OOJNBLIMHCTBO AHTUTEN CBA3bIBAIOTCA ¢ LY75S, TONBKO HEKOTOpBIE M3 HUX TPOSIBIISIOT

3¢ (HeKTUBHOCTS.

Ha ¢urype 3b mnpencrtaBieHa IUTOTOKCHYECKAash AaKTHBHOCTb aHTuTen K LY7S5,

KOHBIOTHPOBaHHBIX ¢ DM 1 6o DM4, B orHomenun HT-29.
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Ha (¢urype 3¢ mpencraBieHa NIHTOTOKCHYECKas AaKTHBHOCTh aHTHTeNn K LY7S5,

KOHBIOTHPOBaHHBIX ¢ DM1 6o DM4, B orHOmeHun kietok RAJL

Ha ¢urype 3d mnpeacraBieHa UMTOTOKCHYECKAash AaKTHBHOCTb aHTuten K LY7S5,

KOHBIOTHPOBaHHBIX ¢ DM1 6o DM4, B orHOomeHnn kinerok Namalwa.

Ha ¢urype 3e mpencraBieHa NIHTOTOKCHYECKas aKTHBHOCTh aHTHTeNn K LY75,

KOHBIOTHPOBaHHBIX ¢ DM1 6o DM4, B orHomenun kinerok Karpas 299.

Ha ¢urype 3f mnpeacraBieHa UMTOTOKCHYECKass aKTUBHOCTh aHTHTen K LY75,

KOHBIOTHPOBaHHBIX ¢ DM1 nmu6o DM4, B orHomenun kinerok BxPC3.

Ha c¢urype 3g mnpeacraBieHa IIMTOTOKCHYECKash AaKTHBHOCTb aHTuren Kk LY7S5,

KOHBIOTHPOBaHHBIX ¢ DM1 mu6o DM4, B otHomennu kiaerok HupT4.

Ha ¢urype 3h npencraBieHa UIMTOTOKCHYECKAs AaKTHMBHOCTb aHTHTENl K LY75,

KOHBIOTHPOBaHHBIX ¢ DM 1 6o DM4, B orHomenun knerok HPAFFIL

Ha c¢urype 3i mnpencraBieHa LIMTOTOKCHYECKAsh AaKTHUBHOCTh aHTUTeNn K LY75,

KOHBIOTHPOBaHHBIX ¢ DM1 mu6o DM4, B orHomenun kierok EHEB.

Ha d¢urype 3j mpencraBieHa I[MTOTOKCHYECKash AaKTUBHOCTb aHTuTen K LY7S5,

KOHBIOTHPOBaHHBIX ¢ DM1 mu6o DM4, B oTHOmeHun kietok Mec-1.

Ha ¢urype 3k mnpencrtaBieHa IUTOTOKCHYECKAash aKTHBHOCTb aHTuten K LY7S5,

KOHBIOTUPOBaHHBIX ¢ DM1 1160 DM4, B oTHOmEeHUH KieTtok AML-193.

Ha d¢urype 31 mpencraBieHa IIMTOTOKCHYECKash AaKTUBHOCTb aHTuten K LY7S5,

KOHBIOTHPOBaHHBIX ¢ DM1 6o DM4, B orHomennn kinerok HCC 70.

Ha ¢urype 3m mnpencraBieHa NHTOTOKCHYECKAs AaKTUBHOCTh aHTuUTen K LY75,

KOHBIOTUPOBaHHBIX ¢ DM1 1160 DM4, B otHomenuu kiaerok HCC 1806.

Ha ¢urype 3n mnpencrtaBieHa IUTOTOKCHUYECKAash AaKTHBHOCTb aHTuten K LY7S5,

KOHBIOTUPOBaHHBIX ¢ DM1 1160 DM4, B otHOmeHnu kjietok MDA-MB-468.

Ha ¢urype 30 mnpencrtaBieHa IUTOTOKCHUYECKAash AaKTHBHOCTb aHTuten K LY7S5,

KOHBIOTHPOBaHHBIX ¢ DM 1 6o DM4, B orHOmeHnn kietok RT4.
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Ha ¢urype 3p mnpencraBieHa IIMTOTOKCHYECKAs AaKTHBHOCTh AHTHUTEI

KOHBIOTHPOBaHHBIX ¢ DM1 6o DM4, B oTHOmEHNH KIeToK 5637.

Ha ¢urype 3q mnpencraBneHa IIMTOTOKCHYECKAs AaKTHBHOCTh AHTHUTEI

KOHBIOTHPOBaHHBIX ¢ DM1 6o DM4, B orHomeHun kietok SW780.

Ha (¢urype 3r mnpeacraBieHa UMTOTOKCHYECKAass AKTUBHOCTb AHTHUTEN

KOHBIOTHPOBaHHBIX ¢ DM1 6o DM4, B orHomenun kietok SCC-9.

Ha ¢wurype 3s mpencraBimeHa LIUTOTOKCHYECKAas AKTUBHOCTb AHTUTEIN

KOHBIOTHpOBaHHBIX ¢ DM1 nmu6o DM4, B orHomenuu kinerok OE 19.

Ha c¢wurype 3t mnpencraBreHa LMTOTOKCHYECKAs AKTUBHOCTb AHTUTEN

KOHBIOTHPOBaHHBIX ¢ DM1 mu6o DM4, B orHomenuu kiaerok OVCAR-3.

Ha ¢wurype 3u mpeacraBieHa IMTOTOKCHYECKAsh AKTHBHOCTb —aHTHTEN

KOHBIOTHpOBaHHBIX ¢ DM1 6o DM4, B orHOomennu kierok SK-OV-3.

Ha c¢wurype 3v rmpeacraBieHa IMTOTOKCHYECKAs AKTHBHOCTb AHTHTEI

KOHBIOTHPOBaHHBIX ¢ DM1 nmu6o DM4, B orHomenun kinerok MOLP-8.

Ha ¢urype 3w nmnpencraBieHa IIUTOTOKCUYECKAas AaKTHBHOCTb AHTHUTEN

KOHBIOTUPOBaHHBIX ¢ DM 1 1160 DM4, B oTHOImEeHUH KjaeTok RPMI8226.

k LY75,
k LY75,
k LY75,
k LY75,
k LY75,
Kk LY75,
k LY75,
k LY75,

Ha ¢urype 4a npencrasnena 3¢ dexkruBHOCTh aHTHTEN K LY75, KOoHBIOTHpOBaHHBIX ¢ DM 1

mbo DM4, B orHomeHun kietok Raji numdombl bepkuTra B KCEHOTPAHCIUIAHTATHOM

mopenu Ha mbrmax ¢ SCID.

Ha ¢urype 4b npencrasnena s¢pdextuBHOCTh anTUTeN K LY75, koHBIOTHpOBaHHBIX ¢ DM 1

mb6o DM4, B otHomeHun kierok Namalwa num¢ombl bepkutra B KCEHOTPAHCIUIAHTATHON

mopenu Ha mbimax ¢ SCID.

Ha ¢urype 4c npencrasnena >¢gdexkruBHOCTh anTHTEN K LY75, koHBIOTHpOBaHHBIX ¢ DM 1

mbo DM4, B ornomenun kiaerok HPAFII anmeHOKapIMHOMBI MOKENYIOUHOH JKEee3bl B

KCGHOTpaHCHHaHTaTHOfI MOJIECJIN Ha 6eCTI/IMyCHbIX «TOJIbIX» MBbIIIAX.
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Ha ¢urype 4d npencrasnena s¢dexruBHOCTh anTUTeN K LY75, kOoHBIOTHpOBaHHBIX ¢ DM1
mbo DM4, B orHomennn kietok SW780 KapHOMBI MOYEBOrO My3bIPs 4YEJOBEKa B

KCEHOTpaHCIUIaHTaTHON Mojienu Ha Mbimax ¢ SCID.

Ha ¢urype 4e npencrasiena s¢gdexkruBHOCTh anTHTEN K LY75, KOoHBIOTHpOBaHHBIX ¢ DM 1
mi6o DM4, B orHomenuu kietok MDA-MB-468 B KCEHOTpaHCIUIAHTATHOH MOIENTH Ha

66CTI/IMYCHI:;IX «(TOJIBIX» MBbIIIAaXx.

Ha ¢urype 4f npencrasnena s¢dexruBHOCTD aHTUTEN K LY 75, KOHBIOTHpOBaHHBIX ¢ DM1
m6o DM4, B orHomenuu kierok COLO205 apeHokapuHOMBI 000104YHON U MPAMOMN KHIIKH

B KCGHOTpaHCHHaHTaTHOﬁ MOJECIIN Ha 6eCTI/IMYCHbIX «TOJIbIX» MbIIIAX.

Ha ¢urype S5a moka3aHO KOHKypeHTHOe cBsisbiBaHMe mMAb k LY75 m mAb x LY75,

koHbtoTUpOBaHHOTO ¢ MCC-DMI.

Ha ¢urype Sb mnoxasano HexkoHkypeHTHoe cBsi3biBaHMe LY75 Al m mAb k LY75,

koHbroTUpOBaHHOTO ¢ MCC-DMI.

Ha ¢urypax 6a-6j nokasanbl rpaduueckue MpencTaBieHus CBsi3biBaHus aHTuTena LY75 Al

¢ nentunamu LY 75 B nenTuaHON MUKPOMATPULIE.

Ha ¢urype 7 noka3zaHo BbIpaBHUBAHHE aMUHOKHCIIOTHBIX MOCIEA0BATEIbHOCTEH MENTHIOB, C
KOTOpPBIMU CBsi3bIBaeTcs aHTuTeno LY75 Al, kak B MUKpOMaTpUYHOM aHaJHM3€ MENTHIOB,
TaK M B aHAJIHM3€ C OCAKICHHWEM MENTUAOB. BbINEJIeHHbIC MENTHIbI, BEPOSTHO, 00pa3yoT

SIUTOII, pacro3HaBaeMblil antutenom LY75 Al.

Ha ¢urype 8 nokasan rpaduk anredbpanueckoii onenku: Cl. mpotus ¢ppakumuoHHoro s¢gdexra
paznmuuHbix 103 LY75 DM4 B kOMOWHAUMU C BEHETOKJIAKCOM B OTHOIIEHUH KJIETOYHOH

muaun U2932 ABC-DLBCL.

Ha ¢urype 9 nokasan rpaguk anredpandeckoii onenku: Cl mporus ¢pakunonsHoro s¢gdexra
paznmuuHbix 103 LY75 DM4 B kOMOWHAUMM C BEHETOKJIAKCOM B OTHOIIEHUH KJIETOYHOHN

muaun HBL-1 ABC-DLBCL.

Ha ¢urype 10 nokaszan rpaduk anredpandeckoii onenku: CI nporus ¢ppakumonHoro s¢gdexra
pa3nmuuHbix 103 LY75 DM4 B kOMOWHAUMM C BEHETOKJIIAKCOM B OTHOIIEHUH KJIETOYHOHN

mmaun HBL-1 ABC-DLBCL.
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Ha ¢urype 11 nokaszan rpaduk anredpandeckoii onenku: CI nporus ¢ppaxumonHoro s¢gdexra

pa3nmuuHbix 103 LY75 DM4 B kOMOWHAaUMU C BEHETOKJIAKCOM B OTHOIIEHUH KJIETOYHOHN

mann TMD8 ABC-DLBCL.
IMOAPOBHOE OITMCAHUWE U30bPETEHUA

Hacrosimee n3o0OpereHne OTHOCUTCS K (hapMalleBTHUECKUM KOMOWHALIMSIM, COAEP KAIIUM
KOMIIOHEeHTHI (A) u (B), xak ompeneneHo B JaHHOM JOKYMEHTe, rae (apMmaleBTHUECKas
KOMOWHALUS MpeacTaBiieHa B (opMe KOMOMHHUPOBAHHOTO Tperapara JJisi OIHOBPEMEHHOTO,
Pa3meNbHOTO WK TOCIEeI0BATENbHOTO puMeHeHusi. KoMmoHeHT (A) OTHOCUTCSI K aHTUTENY
k LY75, xak onpezneneHo B 1aHHOM JokyMeHTe. KommoHeHT (B) OTHOCHTCST K BEHETOKJIAKCY

WIH ero (papMareBTH4eCKU-TIPUEMIIEMOH COJIH.

Onun npumep Genka LY75 npusenen nox SEQ ID NO: 15 B nanHoMm nokymenre. TepMuHbI
«anrurena k LY75» u «antutena LY75» uCHonap3yroTCsi B3aMMO3aMEHSE€MO B JIaHHOM

JIOKyMEHTE.

Anturena LY75, packpbiTble B AaHHOM JOKYMEHTE, MOTYT HHTEPHAIU3UPOBATHCA IPU
KOHTaKTe C KJeTKaMmH, dKcrpeccupyromumu perentop LY75. Kak obcysknaercs B maHHOM
nokymente, peuentop LY75  cBepxskcmpeccupyercs  w/wnu  auddepeHnanibHO
SKCIIPECCUPYETCSI B OMPEAENICHHBIX PAKOBBIX KJIETKaX, B TOM YHCJEe Oe3 OrpaHHYeHHs MpU
JeWKo3e, TMPENNOYTHUTEIBHO OCTPOM  MHUEJIOMJHOM  JIGHKO3€ I  XPOHHYECKOM
muMmdouuTapHoM Jeiikose, nmumbome, npeanodruresbHo DLBCL, B-knerounoit numdome,
donnukynsapHol JuMpoMe, MaHTHHHOKIETOYHOU Jumpome, naumdpome u3 JTUMPOUTHOM
TKaHH CIM3UCThIX  obonouek (MALT), B-kimerounoit numdome, Ooraroit T-
kneTkamu/ructuorramu,  Jgumdome  bepkutra, nuMdoruiasMouuTapHoil  umMdome,
MEJIKOKJIETOUHOH JTUM(pOIMTAPHOU TUMpoMe, TUMPOMe U3 KJIETOK MaprUHAJIbHON 30HBI, T-
KJeToyHou Jumdome, mnepudepudeckoit T-kimeTouHoW JUMGpOMeE, aHAMIACTHYECKOH

KPYITHOKJIETOYHOH MM OoMe 1 aHTHOMMMYHOOJacTHOH T-KJIeTOYHO# JTuMdome.

B cBs3u ¢ 3Tum, ecnu anturena k LY75, packpbITele B JAHHOM TOKY MEHTE, KOHBIOTMPOBAHBI
C JIEKQpCTBEHHBIMH CPEICTBAMH (MHOTAA Ha3bIBAEMbIE B JAHHOM JOKYMEHTE KOHBIOTaTaMH
AHTHUTENIO-JIEKApCTBEHHOE cpencTBoy Wik «ADCy), To uHTepHamm3amnus 3tux moyekyia ADC

PaKOBBIMH KIICTKAMHU IIPHUBOJUT K rudenu KJIETOK H, TAKUM o6pa30M, JICHCHUTIO OIMyXOJIN.
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Antnrena k LY75 o0namaroT KOHKPETHBIMH CTPYKTYPHBIMH OCOOEHHOCTSIMH, TAaKUMH Kak
CDR-00nacTé ¢ KOHKPETHBIMH aMHHOKHCIOTHBIMH TIOCJIEOBATENILHOCTAMU. B nmaHHOM
nokymenre omnucan Habop CDR, koropeie MoryT o0Opa3oBbiBaTh a(pUHHBIN peareHr,

HaIpUMep, AaHTUTEJIO, KOTOPBINA XapaKTepU3yeTCs CBs3bIBaHueM ¢ LY 75.

JIroboe n3 anturen k LY75 mo HacrosmeMy H300pETEHHIO MOXKET SIBJISTHCS BbIIEIEHHBIM

AHTHUTCIIOM.

Taxum o6pa30M, B HaACTOALICM I/1306peTeHI/II/I MNpPpEACTAaBJICHbI aHTUTEJIA, NPCANOYTHUTCIBHO
BbIZICJICHHbIE aHTUTeNa (KOTOpbIe, KaK BKpATLE H3JIOKEHO HIDKE, BKIIIOYAIOT OOJbLIOe
pa3HooOpa3ue XOpOLIO HU3BECTHBIX CTPYKTYP, NMPOU3BOAHBIX, MUMETHKOB M KOHBIOTaTOB
AHTUTEN), HYKJEWHOBBbIE KHCJIOTBI, KOIUPYIOLIMEe KOMOWHALIMM AHTHUTEN, KJIETKHU-XO035€Ba,
NpUMEHSIeMble U TIOJNyYeHHUS KOMOWHAIMH aHTUTEN, CIIOCOOBI IMOJy4YeHUs: KOMOWHALMWi
aHTuTeN M (papmaueBTHYECKHE KOMOWHALMM, COAEp)KaIlde AaHTUTENa M HeoOs3aTeIbHO
(dapmaueBTHYECKHIl  HOCUTENb,  CHOCOOBI  JICYEHHMS,  BKJIIOYANOIIME  NPHUMEHEHHUE
(dapmaueBTHYECKMX KOMOMHALMH, W TNpUMEHeHHe (apMaleBTHYECKUX KOMOMHAIMH st

neueHust GopM paka.

JlumdouuTapHbiii aHTUTEH 75 HAEWCTBYeT B KauecTBE SHIOLMTHUPYIOIIErO peLenTopa,
HalrpaBJIAOIICTO 3aXBa4YCHHBIC AHTHUI'CHBbI us3 BHEKJICTOYHOI'O MmpoCTpPpaHCTBA B

CHELUATU3UPOBAHHBIN  AHTUIEH-NIPOLIECCUPYIOIUN  KOMIIAPTMEHT, M, Kak [OJararor,

2

BBI3BIBAET CHIDKEHUE nposudepaunu B-numdpounTos.

Cormacho SWISS-PROT numdounTapHblii aHTUTE€H 75 SKCIpPEecCUpYEeTCs B CENE3CHKE,
TUMYyCe, TOJICTON KHUIKe U tuMbonuTax nepudeprmdeckor KpoBu. OH ObLT BBISIBJICH B JIMHUSIX
MHEJIOUIHBIX KJIeTOK U JuMpouanbx B-xnerok. HM3zodopmel, 0O03HaAUYEHHBIE B TaHHOM
nokymente kak OGTAO076b u OGTAOQO76¢, 5KCIpecCUpPYIOTCS B 3JIOKAYECTBEHHBIX KIIETKAX
auMpombl XOKKHHA, Ha3bIBaeMbIX KieTkamu XomkkuHa u Pun-IlIrepuabepra (HRS). LY75
IEWCTBYET B KAuyeCTBE SHAOLUTHPYIOLUIETO PELEeNTOpa, HANpaBIAIOMEro 3axXBAYCHHBIC
AHTUTEHbl W3 BHEKJIIETOYHOrO TIPOCTPAHCTBA B  CIIELUAJIM3UPOBAHHBIH  AHTUTCH-

npoueccupyromui komnapTMeHT. OH BBI3bIBAET CHIDKEHHE Tponndepanun B-mumdonuros.

Okcnpeccuss LY75 HaOmonmanack mpu pake MOMKENyIOYHOH JKee3bl, MOYEBOrO My3bIpS,
SIMYHUKA, MOJIOYHOW >Kene3bl (B TOM YHCJIEe TPIUKABl HETaTHBHOM), OOOZOYHON W TpsSMOMH

KUIIKH, MUIIEBONA, KOXKH, IIUTOBUIHOW JKeJie3bl U JIETKOTO (HEMEJKOKJIETOYHOM), a TaKXkKe
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npu MHOKECTBEHHON MHEJIOME M MHOTHMX Pa3IUYHbIX NOATHUIIAX .]'II/IM(I)OMI:;I (B TOM YHCJIC

DLBCL) u nefikosa.

AnTuteno xk LY75 B HEKOTOPBIX Cilydasix MOXKET MepekpecTHO pearuposath ¢ LY 75 ot Buna,
OTIIMYHOTO OT 4enoBeka. Hampumep, ans obnerdeHuss NpoOBENeHHUS KIMHUYECKOTO
uccienoBanus anturena k LY75 MoOryt mepexpecTHO pearupoBaTbh ¢ Mosiekyyaamu LY75
MBILIEH WM IPUMATOB. B albTepHaTUBHOM Cily4ae B HEKOTOPBIX BAPUAHTAX OCYILECTBJICHUS
aHTUTENa MOTyT o0naaaTh MOJNHOW crenududHocTei0 Kk LY75 dyenoBeka u MOryT He
XapaKkTepU30BaTbCsl BUIOBOM MEPEKPECTHON PEAKTUBHOCTBIO WM APYTUMH €€ TUIIAaMU B

OTHOLUCHWHU MOJICKYJI, OTJIMYHbBIX OT YCJIOBECYCCKUX.

AHTHTENa, HAXONAIINE MPUMEHEHHE B HACTOSINEM H300pPETEeHHH, MOTYT MPUHUMATh Psil
¢bopMaToB, OMHMCAHHBIX B JAHHOM JOKYMEHTE, BKIIOYAIOIIUX TPAJULMOHHBIE AHTUTENA, a
TaK)Ke TPOM3BOAHBIE, (pAarMEHThl M MHUMETHKH aHTUTEJN, OMUCaHHbIE HIDKe. B omHOM
BapUAHTE OCYINECTBJICHUS] B HACTOSIIEM W300pEeTEeHUH MPEACTABICHBI CTPYKTYPBhI AHTHUTEIN,
cogepxkaue HaGop w3 6 CDR, ompeneneHHbIX B HaHHOM JOKyMEHTe (COmepIKalux

HEOOJIBIIOE KOJIMYECTBO AMUHOKHCIIOTHBIX HSMCHCHHﬁ, OIIMCAHHBIX HI/I)KC).

«AHTHTENIO», KaK UCIOJNB3YeTCsl B JAHHOM IOKYMEHTE, BKJIIOYaeT OoJybinoe pasHooOpaszue
CTPYKTYD, TOHSTHBIX CIEIHATUCTAM B JAHHOW OOJIACTH, KOTOPbIE B HEKOTOPBIX BapHUaHTAX
OCYILECTBIIEHHs] COAEepKaT Kak MHHUMYM Habop m3 6 CDR, ompeneneHHbIX B IaHHOM
JOKYMEHTE, BKJIIOYAIOIIMUX Oe3 OrpaHWuYeHUs] TPAAHLHUOHHbIE aHTUTeNa (B TOM YHCIE Kak
MOHOKJIOHAJIbHBIE, TaK U MOJIMKJIOHAIbHbIC aHTUTEJA), TYMaHU3UPOBAHHbBIE W/WJIM XUMEPHbBIE
aHTuTeNa, (PparMeHThl AHTHTEN, CKOHCTPYHUPOBAHHBIE AaHTUTENAa (HApHUMEpP, HMEIIne
AMHHOKHUCJIOTHbIE MOIU(UKAINK, BKpAaTIE H3JIOKEHHBIE HIDKE), MOJUCTIeUU(PUIECKHe
aHtuTena (B TOM uucie Oucnenuduyeckre aHTHTENa) U APYTHe AHAJIOTH, U3BECTHBIE H3

YPOBHSI TEXHUKHU.

CTpyKkTypHBIE €IUHHULIBI TPAAHLHUOHHBIX AHTUTEN OOBIMHO BKIIOYAKOT TeTpamep. Kakmwiit
TeTpaMep OOBIMHO COCTOMT W3 ABYX HIEHTHYHBIX Map MOJHUMENTUAHBIX LENeH, MpH 3TOM
KaXmash Tmapa HMEeT OJHY <JIerkyo» (OOBIYHO HMEKINYI0 MOJEKYJSIPHYI0 —Maccy
npubm3uTeNbHO 25 kJ{a) M ONHY «TsDKENyro» Henb (OOBIYHO MMEIOINY MOJIEKYJISIPHYIO
maccy npubnusutensHo 50-70 k/la). Jlerkue nenu uenoBeka KiIacCUPULUUPYIOTCS KaK JIETKHE
Kanma- 1 JsmMOna-uenu. Tspkenble nenu KiacCuQUUUPYIOTCS KaK MIO, IeJbTa, ramMma, anbgha

WJIN 3TICUJIOH U COOTBETCTBEHHO OMNpeneNstoT u3oTun antutena kak IgM, IgD, IgG, IgA u
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IgE. IgG nmeeT HECKONBKO MOAKIIACCOB, BKIFOHaOmuXx 0e3 orpannuenus 1gGl, IgG2, IgG3 u
IgG4. IgM wmmeer moxknaccel, BKiIOHaromue Oe3 orpanudenus IgM1 u IgM2. Takum
0o0pa3oM, «M30THUI», KaK HCIONb3yeTCs B IAaHHOM JOKYMEHTe, O3Ha4daeT o000 u3
NOAKJIACCOB ~ MMMYHOTJIOOYJIMHOB, — ONpENeNsieMblX XUMHUYECKUMH W  aHTUT€HHBIMHU
XapaKTepUCTUKaMU ux KOHCTAHTHBIX oOmacreii. HsBecTHEIMU H30TUIIAMU
UMMy HorstoOy inHOB uenoBeka siBisitores 1gG1, IgG2, 1gG3, 1gG4, IgAl, IgA2, IgM1, IgM2,
IgD u IgE. Cnenyer moHumarh, 4TO TepaneBTUYECKHE AHTUTENA TaKXe MOTYT BKIOYATh

rubpuabl U3 MIFOOOH KOMOMHALIMY U30TUIIOB W/WJIN TIOAKJIACCOB.

Bo mMHOrmx BapuaHTax OCYLICCTBJICHHS B HACTOALLCM 14306pereH1/m MIPUMCHAKOTCA U30TUIIBI

IgG, npu 5TOM B psAne nyTel npuMeHeHUs1 ocoOeHHOoe npuMeHenue Haxoaut IgGl.

AMHHOKOHIIEBasI YaCTh KAKIOH LIeTH COAEPKUT BapraleIbHY0 00NacTh U3 MPUOTU3UTEHEHO
100-110 wnu Oosbliie AMUHOKHCIIOT, HECYIIMX OCHOBHYK) OTBETCTBEHHOCTh 32
pacrio3HaBaHue aHTUreHA. B BaprabenbHON 001aCTH B KaXKIOM U3 V-IOMEHOB TSKEJION Lernu
Y JIETKOM LIeTIN TPU METIIN COOpaHbl BMeCTe ¢ 00pa30BaHNUEM aHTUT€HCBSI3BIBAIOIIETO YHACTKA.
Kaxnast u3 merenp Has3bIBaeTCss OOJACTHIO, ONpPEAEISIIONEed KOMIUIEMEHTAPHOCTh (nanee B
JaHHOM JOKyMeHTe yromuHaeMmol kak «CDR»), B koTopoli H3MEHYNBOCTh AMHUHOKHUCJIOTHOMN
NIOCJIEIOBATEIBHOCTU SIBJISIETCST HauOoJjiee 3HAUMUTENbHOW. «BapuabenbHbI» OTHOCUTCS K
ToMy (aKkTy, UYTO OIpeIeNeHHble CEerMEeHThl BapualOeIbHOW OO0NACTH CYLIECTBEHHO
Pa3NUYAIOTCS MO TOCJENOBATEIbHOCTH CpeOu aHTUTeN. BapuabenbHOCTh B Mpeaenax
BapuadesbHON 00JacTH pacmpeseneHa HepaBHOMepHO. Ha camom pmene V-005acTu COCTOST
U3 OTHOCUTEJIbHO WHBAPHAHTHBIX YYaCTKOB, Ha3bIBa€MbIX KapkacHbiMHU oOnactsmu (FR), us3
15-30 aMHUHOKHUCIIOT, pa3deNieHHbIX Oojiee KOPOTKMMH OONAaCTSIMU  Ype3BbIUANHOM
BapradeIbHOCTH, HA3bIBAEMBIMH «THITEPBAPHAOETBPHBIMU O0JACTAMMY», KaKaash U3 KOTOPBIX

uMeeT JHHYy 9-15 aMUHOKHCIIOT WK OOJTbIIe.

Kaxmas VH wu VL cocroutr u3 Ttpex rumepBapuadenbHbIXx obnacteir («oOmacreid,
OTIpENeNAUINX KoMIUieMeHTapHOCTEY, «CDR») m dereipex FR, pacmonokeHHBIX OT
AMUHOKOHIIA K KapOOKCHJIBHOMY KOHIly B cienyromem mopsinke. FR1-CDR1-FR2-CDR2-
FR3-CDR3-FR4.

I'mnepBapuabenbHass o00macTb OOBIMHO OXBATHIBAET AMHUHOKHCIOTHBIE OCTAaTKH U3
AMHHOKHCIJIOTHBIX OCTaTkoB npuOnusutensHo 24-34 (LCDR1; «Ly o3HauaeT Nerkyro Lenb),

50-56 (LCDR2) u 89-97 (LCDR3) B BapmaOenbHOW 00macTu JErkod LEMH M OKOJIO
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npubmuzutensHo 31-35B (HCDR1; «H» o3nauaer tsoxenyro nemnp), 50-65 (HCDR2) u 95-102
(HCDR3) B BapmabenpHOU obnmactu Tspkenoit nenm; Kabat et al., SEQUENCES OF
PROTEINS OF IMMUNOLOGICAL INTEREST, 5th Ed. Public Health Service, National
Institutes of Health, Bethesda, Md. (1991), w/unm ocrtatky, oOpasyrommue
runepeapuadenbHyo nemo (Hanpumep, octatku 26-32 (LCDRI1), 50-52 (LCDR2) u 91-96
(LCDR3) B BapmnabenbHO obOnactu nerkoit nenu u 26-32 (HCDRI1), 53-55 (HCDR2) u 96-
101 (HCDR3) B BapuabenpHOl obmactu Tspkenoit nenw; Chothia and Lesk (1987) J. Mol.

Biol. 196:901-917). Konkpernbsie CDR 1o HacTosimmeMy n300peTeHUIO ONHUCAHBI HIKE.

Bo BceM HacTosiIIieM ONMMCAHUH MPH CChIIKE HA OCTATOK B BApHaOENbHOM TOMEHe (IIPUMEPHO
octaTtku 1-107 BapuabenpHOIT obnacTu nerkoit nenu u ocratku 1-113 BapuabenbHol obnactu
TSDKEJION Lienu) oObIMHO MpHUMeHsieTcss cucrema Hymepannu no Kabat (manpumep, Kabat et

al., Borme (1991)).

CDR BHOcAT BKJgag B 0OOpa3oBaHHE AHTUIEHCBS3BIBAIOLIETO WM, Oojiee KOHKPETHO,
SMUTONCBSA3BIBAIOIIETO  y4acTKa AaHTUTeN. TepMHH «3NUTOM» WIM  «aHTUIE€HHAas
JAETEPMUHAHTA» OTHOCUTCS K YYacTKy HA AQHTUTEHE, C KOTOPBIM CHENM(UYHO CBSI3BIBAETCS
UMMYHOIJIOOYJIMH WM aHTHUTENO. OMUTONBI MOTYT OBITh 0Opa3oBaHBl KaK CMEXKHBIMH
AMUHOKUCJIOTAMH, TaK M HECMEKHBIMH AMHMHOKHCJIOTAMHU, PACIOJIOXKEHHBIMU PSAOM
Onmaromapsi CBOpayMBaHHMIO OejlKa B TPETUYHYK) CTPYKTYypy. OIMHUTOMNBL, OOpa3OBaHHBIE
CMEKHBIMH aMHHOKHCJIOTAMH, OOBIYHO COXPAHSFOTCS MPU BO3AECUCTBUH JI€HATY PUPYFOLIHX
pacTBOPUTENEH, TOTAAa KaK MHUTOMbI, 00pa3oBaHHbIe OJarogapst CBOPAYMBAHUIO B TPETHYHY O
CTPYKTYpPy, OOBIYHO yTPA4MBAIOTCS MpH OOpabOTKE NEHATYPUPYIOLUIMMH PACTBOPHUTEISIMH.
Onuron 0OBIMHO CONEPIKHUT MO MeHblned mepe 3, 4, 5, 6, 7, 8,9, 10, 11, 12, 13, 14 wmu 15
AMHHOKHUCJIOT B YHHMKAJBHOH NPOCTPAHCTBEHHOH KoHpopmanmu. OnHcCaHHbIE B JaHHOM
JOKYMEHTE CIOCOOBI OMpENeNIeHUs] TOrO, ¢ KAKUMH SIHUTONAMH CBS3BIBAETCS YKA3aHHOE
aHTUTENO (T. €. KapTUPOBAHHS SIUTOIOB), XOPOIIO HM3BECTHBI W3 YPOBHS TEXHUKH H
BKJIFOYAIOT, HAIPUMEpP, aHAJIMU3bI M0 METOIaM MMMYHOOJOTTHHIa U WUMMY HOTIPELHITUTALIHY,
rIe€ TMepeKphIBaloIIMecs WIM CMexHble nentuabl LY75 wucciaeayroT B OTHOLIEHUH
PEaKTUBHOCTH € yKa3aHHbIM aHTHTENOM K LY75. CriocoOsl onpeneneHus: mpoCTpaHCTBEHHON
KOH(OPMALIUH SMTUTOMOB BKJIIOYAIOT METOAUKH, U3BECTHBIE U3 YPOBHS TEXHUKU, 1 METONIUKH,
ONMCAHHbIE B JAHHOM JIOKYMEHTE, HalpHMep, PEHTI'€HOBCKYI Kpucrajuorpapmo u 2-
MEpPHYIO0 CIEKTPOCKOIHUIO SIAEPHOIO0 MArHUTHOTO pe3OHaHca (CM., Hampumep, [pifope

Mapping Protocols in Methods in Molecular Biology, Vol. 66, G. E. Morris, Ed. (1996)).
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TepMHH «KapTHPOBAHUE SMUTOIOB» OTHOCHUTCS K CIOCO0y MIEHTH()UKALNN MOJEKYJSIPHBIX

ACTCPMUHAHT PACTIO3HABAHUA AHTUTCHA aHTHUTCJIOM.

KapOokcukoHileBasi 4acTh KaXKIOH LEMU OMNpeeNseT KOHCTAHTHbIE O0JacTH, HECyIue
OCHOBHYIO OTBETCTBEHHOCTH 3a 3¢ dekropryro ¢pyHkumro. Kabat u coaBT. codpanu naHHbIe O
MHOXECTBEC TICPBUYHBIX HOCJ'IGI[OBaTeJ'IbHOCTefI BapI/Ia6eJ'[beIX O6.]'IaCTeI>i TAXKEJIbIX L[el'[efl u
JICTKUX L[el'[efl. Ha ocHoBanuu cremneHu KOHCEPBATUBHOCTHU HOCJ'Ie)IOBaTeJ'IbHOCTefI OHU
OTHECJIN OTHACJIbHBIC TECPBUYHBIC MOCJICAOBATCIIBHOCTU K CDR u KapKaCHbIM y4YaCTKaM H
cocrawin ux nepedeHb (cM. SEQUENCES OF IMMUNOLOGICAL INTEREST, S5th
edition, NIH publication, No. 91-3242, E.A. Kabat et al.).

B nonknacce nmmyHornoOyianHoB IgG B TsDKeNnoill LiemM HaXOMUTCS HECKOJBKO IOMEHOB
ummyHOrToOyimHOB.  [lonm «nomeHoM wummyHornoOynuHa (Ig)» B DaHHOM IOKyMEHTe
nozipasyMeBaeTcsi 00JacTh MMMYHOTJIOOYJIMHA, UMEIOLIast YeTKO BBIPAKEHHYI TPETUYHYIO
CTPYyKTypy. B Hacrosimem m300peTeHuH HMHTEpeC MPEeNCTABISIIOT JAOMEHBI TSDKENbIX LieTel,
BKJIIOYarole KoHcTaHTHble noMeHbl (CH) u 1mapHuUpHBIE AOMEHBI TSKENBIX LEeMei.
ITpumenurtensHo k antutenam IgG xaxnabiii n3 m3orunosB IgG mmeer tpu CH-oOnactw.
CootrserctBeHHO, «CH»-nomenbsl npumenutensHo k IgG srstores cnenyromumu: « CH1»
orHocuTcst K mojoxenusMm 118-220 cormacho EU-unpekcy mo Kabat. «CH2» otHOocuTCs K
nojoxenusim 237-340 cornacHo EU-unnekcy no Kabat, a « CH3» OTHOCHUTCS K TOJIOKEHUSIM

341-447 cornacuo EU-unnekcy no Kabat.

JIpyrum THIIOM JOMeHa TsDKeJod uenw Ig sBisieTcst mapaupHas oonacte. [loa «mapHUpHBIM
YYACTKOMY», WM «IIAPHUPHOH OOJIACTBIO», WM «LIAPHUPHOW OOJACTHIO AHTUTENAY, WIH
«IIAPHUPHOM 00JIACTBI0 MMMy HOTJIOOYJIMHAY B JAHHOM JIOKYMEHTE IO/Ipa3yMeBaeTCsl THOKHIA
MOJIUMENTH, COIEPKALIUM AMUHOKHUCIOTBI MEXKAY MEePBbIM U BTOPBIM KOHCTaHTHBIMH
noMmeHaMmu aHtutena. B crpykrypHoMm mane CHI1-gomen IgG 3akaHunBaeTcs MOJIOKEHUEM
220 cornacHo EU, a CH2-nomen IgG HaumHaercs ¢ nmonoskeHust ocratka 237 cornacHo EU.
Takum oOpasom, panst anturena IgG IIapHUPHBIA yYacTOK B JAHHOM JOKYMEHTE
ompeneNnseTcs: Kak BKIrovaromuil monoxkenus ¢ 221 (D221 B IgG1) mo 236 (G236 B IgGl),
rae Hymepauusi coorBercTByer EU-manmexkcy mno Kabat. B HekoTopeix BapuaHTax
OCYUIECTBJICHUS, HATIPUMEP, MPUMEHUTENIbHO K Fc-00MacTu, BKIIFOYEH HIKHUH IIAPHUPHBIA
YYaCTOK, NMPH 3TOM «HIDKHUH IAPHUPHBIN YUaCTOK» OOBIMHO OTHOCHTCS K TOJIOKEHUSIM 226

nnu 230.



10

15

20

25

30

WO 2019/238843 PCT/EP2019/065542
20

OcoOeHHbII HHTEpEC B HACTOSIIIEM U300peTeHnu npencrasisitoT Fe-obmactu. [Tox «Fey, wim
«Fc-obmacteroy, wumm  «Fc-momMeHOM», Kak HCIONB3yeTCs B JaHHOM  JTOKYMEHTE,
NOAPA3yMeBAETCsl TMOJUIENTHA, CONEpKAIlMHA KOHCTAHTHYKO 00NacTb aHTUTeNna, 3a
UCKJIFOUEHHEM MEepPBOro JOMEHAa KOHCTAHTHOW O0JNaCTH MMMYHOTJIOOYJIMHA M B HEKOTOPBIX
CJlydasix 4acTH INApHUPHOro ydactka. Takum oOpasom, Fc oTHOocHTCS K mOCnEmHUM ABYM
JOMEHaM KOHCTaHTHOH obmactu ummyHornoOynuHoB IgA, IgD u IgG, nocinennum Tpem
JOMeHaM KOHCTaHTHOH obnactu mMMmyHornoOyiauHoB IgE u IgM u ruOxomy mapHupHOMY
Y4acTKy, PacTOJIOKEHHOMY B HarpaBjieHuu N-KOHLIA OT 3TUX JoMeHOB. B ciyuae IgA u IgM
Fc wmoxer comepxarp J-nenb. B ciayuae IgG  Fc-gpomeH comepkUT  JTOMEHBI
ummy HorstoOysinHOB Cy2 u Cy3 (Cy2 u Cy3) u HHXKHIO MapHUpPHYIO obnacte mMexay Cyl
(Cyl) u Cy2 (Cy2). Xorsa rpanunsl Fc-obmactu MoryT BapbupoBaTh, Fc-001acTh TsKENOM
uenu IgG yenoBeka 0OBIMHO OMpeaeNsieTcs Kak BKIrovaromas octatku ot C226 unu P230 no
ee KapOOKCHJIBHOTO KOHIA, rae Hywmepauusi coorBerctByeT EU-mupekcy mo Kabat. B
HEKOTOPBIX BapHAHTaX OCYLIECTBJIECHHs, KaK OoJjiee IMOJHO ONMHCAHO HUXKE, AMUHOKHUCIIOTHbIE
Moau(UKaIMK Mpou3BoAiT B Fc-o0nacTu, HanpuMep, ¢ M3MEHEHHUEM CBSI3BIBAHMS C OJHUM

i 6osee FeyR-penentopamu nmm ¢ FcRn-penenropom.

B HeKOTOpBIX BapHaHTaX OCYINECTBIECHUS aHTUTENA SIBJISIFOTCS AHTUTEAMH TIOJIHON JUJTHHBL
Ilon «aHTUTENOM TMONHON IJWHBD B JAHHOM JOKYMEHTE TMOAPa3yMEBAaeTCs CTPYKTypa,
SIBJISIFOLIASICS. €CTECTBEHHON OMoornyeckoi popmoli aHTuTeNna, coaeprkainas BapruadebHbIe
U KOHCTaHTHble OOJaCTH, coOAeprkalire OAHy Wid Ooyiee Monudukanui, BKpaTie

H3JIOKCHHBIX B JaHHOM OOKYMEHTE.

B anprepHaTMBHOM Cllydae aHTHTEJIa MOIYT TPEACTaBIATh COOOH psAn  CTPYKTYD,
BKJIFOYAKOLINX Oe3 OrpaHudYeHus (parMeHTbl AHTHTEN, MOHOKIIOHAJbHBIE AHTHTENA,
oucnenuduyeckre aHTUTENa, MUHUAHTUTENA, IOMEHHBIC AHTHTENA, CHHTETHIECKUE aHTUTENA
(MHOTHAa Ha3bIBa€MbIC B JAHHOM JOKYMEHTE « MUMETHKAMH aHTHTEI»), XUMEPHbIC aHTHUTEJA,
I'yYMaHU3HPOBAHHBIE AHTUTENA, MPOAYKTHI CIHMSHUS aHTUTEN (MHOT/IA Ha3bIBAEMbIE B TAHHOM
JIOKYMEHTE «KOHBIOTATAMHU AHTUTEN») M COOTBETCTBEHHO (PparMeHThl KaKJOrOo M3 HUX.
CTpyKTypBI, B OCHOBE KOTOPBIX JIE)KUT MpuMeHeHne Hadopa CDR, BKIIOUEHBI B ONpe/ieieHre

KAHTHUTEIIA» .

B ongHOM BapuaHTe OCYINECTBJICHHS AHTHTENIO NPEACTaBisieT cOOOH (parMeHT aHTUTeNa.
KoHkperHble (parMeHTbl aHTUTEN BKIIOUalOT 0Oe3 orpanmueHus (i) Fab-¢parmenr,

cocrosimmii u3 VL-, VH-, CL- u CHI1-nomenos, (i1) Fd-pparment, cocrosmuii u13 VH- u
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CHI1-nomeHos, (iii) Fv-pparment, coctosmmii u3 VL- 1 VH-10MEHOB OTZI€bHOTO aHTUTENA,
(iv) dAb-pparment (Ward ef al., 1989, Nature 341:544-546, BKIIIOUEHHBIH MOCPEICTBOM
CCBUIKM BO BCEH CBOEW TOJHOTE), COCTOSIIMIA W3 OTHEIbHOW BapuadenbHOi obmacth, (V)
BeigeneHHble CDR-oOmactu, (vi) F(ab')2-¢pparments, OuBaneHTHBIE (pParMEHTH,
comepskaiue aBa cBsizaHHbIX Fab-¢gparmenra, (vil) ogHouenoueuynsie Mosekyybl Fv (scFv),
rne VH-nomen u VL-momMeH CBs3aHbl NENTHIHBIM JIMHKEPOM, OOECTIEUMBAIOIINM
o0BbeMHEHNE ABYX AOMEHOB ¢ 00pa30oBaHMEM aHTHI€HCBs3bIBaroliero y4actka (Bird et al.,
1988, Science 242:423-426, Huston ef al., 1988, Proc. Natl. Acad. Sci. U.S.A. 85:5879-5883,
BKJIFOUEHHBI TOCPEACTBOM CCBUIKM BO BCel CBoell mojHoTe), (Viil) Oucneruduueckue
oxgHorenoueunble Fv (WO 03/11161, BxiroueHHasi TIOCPEICTBOM CCBUIKHM BO BCEH CBOEM
nojHote) U (1X) «auarena» WIN «TpHATeNa», MOJMBAJEHTHbIE WINM MOJUCTIeLU(pUUECKHe
(dparmMenTbl, KOHCTpyupyeMble myteMm ciusiHus reHoB (Tomlinson ef. al., 2000, Methods
Enzymol. 326:461-479;, W094/13804; Holliger et al., 1993, Proc. Natl. Acad. Sci. U.S.A.

90:6444-6448, Bce N3 KOTOPBIX BKJIFOUEHBI OCPECTBOM CCBUIKH BO BCEH CBOEH MOJIHOTE).

B HekOTOpbIX BapuaHTaX OCYLIECTBJCHUS AHTHUTEJIO MOXKET TPEACTaBIATh COOOM
KOMOWHAIIMIO OT  PAa3JIMYHBbIX  BHJOB, HANpUMep, XUMEPHOE AaHTUTEJNO  W/Win
I'yMaHU3UPOBAHHOE AaHTUTENO. MHbIMU ClIOBaMH, B HacTosieM u3o0pereHun Haboper CDR
MOXHO MPUMECHATDb C KapKAaCHBIMH U KOHCTaHTHBIMH O6J'[aCT$[MI/I, OTJIMYHBIMU OT KOHKPETHO

OIMUCaHHBIX B JAHHOM JOKYMECHTE 110 IMOCJIECA0OBATCIbHOCTH.

B nenom, kak «XMMEpHbIE aHTUTENA», TaAK U «TYMAHH3HPOBAHHBIE AHTUTENA» OTHOCSTCS K
aHTHUTENIaM, B KOTOPBIX OOBbequHEeHbl 00jacTh OT Ooyiee yeM OAHOro Buma. Hampumep,
«XUMEpHBIE AaHTHUTEIa» TPAJUIMOHHO COIep:kaT BapualOe bHYIO(-bie) 001acTh(-M) MBIIIH
(W, B HEKOTOPBIX ClIydYasiX, KpPbICBI) M KOHCTaHTHYIO(-ble) 00NacTh(-U) UeJIOBEKa.
«'yMaHU3UpOBaHHbIE AHTUTENIa» OOBIYHO OTHOCSATCS K aHTUTENaM, OTJIMYHBIM OT
YeJIOBEYECKUX, Y KOTOPBIX KapKacHble 00JacTh BapuadeNbHBIX JIOMEHOB OBLTH 3aMEHEHBI
NIOCJIEIOBATEILHOCTAMY, OOHApY’KMBAaGMBIMH B aHTUTENaxX dYeynoBeka. Kak mnpaBuio, B
I'YMaHM3UPOBAHHOM aHTUTENlE BCe aHTUTeno, 3a wuckmoueHueM CDR, xkopupyercs
NOJIMHY KJIGOTHIIOM YEJIOBEUECKOr0 TNPOUCXOKIACHUs WM 3a uckmoueHneMm csomx CDR
UIeHTHYHO TakoMmy aHtureny. CDR, HekoTopele wiM Bce M3 KOTOPBIX KOAHMPYIOTCS
HYKJIEMHOBBIMU KHCJIOTAMH, TPOHCXOMSIIIUMH OT OPraHu3Ma, OTJIMYHOTO OT YeJIOBEKa,
TPAHCIUIAHTHPYIOT B KapKAaCHbIM YYaCTOK CO CTPYKTypoW Oera-nmucta B BapHaOeNbHOU

o0ylacTM aHTHTENA 4YeEJIOBEKa C MOJIyYCHHUEM  aHTUTCIIA, CHGL[I/I(I)I/ILIHOCTI:; KOTOpPOro



10

15

20

25

30

WO 2019/238843 PCT/EP2019/065542
22

onpenensiercss TpaHcriaHTupoBaHHeiMH  CDR. IlonyueHue Takux aHTUTEN OMHUCAHO,
Hanpumep, B WO 92/11018, Jones, 1986, Nature 321:522-525, Verhoeyen et al., 1988,
Science 239:1534-1536, Bce M3 KOTOPBIX BKJIFOUEHBI TIOCPEACTBOM CCHUIKM BO BCEH CBOEH
nojHote. «OOpaTHass MyTanusl» IO TUIY 3aMEHbl BBIOPAHHBIX OCTATKOB aKLENTOPHBIX
KapKacHbIX yYaCTKOB Ha COOTBETCTBYIOLIME IOHOPHBIE OCTATKM 4YacTO HeoOXxonuma st
BOCCTaHOBJIeHNs ad(PUHHOCTH, yTpaumBaeMol KOHCTPYKIMEH IOCiie TepBOHAYAIBHOM
tpancruanTauuu (US 5530101; US 5585089, US 5693761, US 5693762; US 6180370; US
5859205; US 5821337, US 6054297, US 6407213, Bce U3 KOTOPBIX BKJIKOUYEHBI TOCPEICTBOM
CCBUIKM BO BCEHl CBOeW MONHOTE). |'yMaHM3MPOBAaHHOE AHTUTENO B ONTHMAJIBHOM CIydae
TAKXKE€ COAEPXKUT IO MEHbLIEH Mepe 4YacTb KOHCTAHTHOH O0O0NacTH HMMYHOINIOOYJIHHA,
OOBIYHO MMMYHOTJIOOYJIMHA YE€JIOBEKa, U, COOTBETCTBEHHO, OObIMHO conepkut Fc-obmacthb
yenoBeka. ['yMaHU3MPOBaHHbBIE AHTUTENA TAK)KE MOKHO MOJIy4aTh ¢ MPUMEHEHHEM MBbIIIeH ¢
UMMYHHOW CHCTEMOW, MOJABEPrHYTONW reHHOH umkeHepuu. Roque ef al., 2004, Biotechnol.
Prog. 20:639-654, BKIHOYEHHBII MOCPEACTBOM CCBUIKM BO BCel cBoel monHoTe. Y3 ypoBH:
TEXHHKH XOPOLIO M3BECTEH PSR METOAMK M CIIOCOOOB T'YMaHH3aLUU M PEKOHCTPYHUPOBAHUS
aHTUTEJN, OTIMYHBIX OT uenoBeueckux (cMm. Tsurushita & Vasquez, 2004, Humanization of
Monoclonal Antibodies, Molecular Biology of B Cells, 533-545, Elsevier Science (USA), u
JUTEPATYPHbIE MCTOYHUKH, YIIOMHHAEMBIE TaM, BCE M3 KOTOPBIX BKJIFOYEHBI MOCPEICTBOM
CCBUIKM BO BCel cBoed mojHoTe). CrmocoObl I'yMaHHM3aLMW BKIOYAOT 03 OrpaHuveHus
criocoObl, onucaHHbie B Jones et al., 1986, Nature 321:522-525; Riechmann et al.,1988;
Nature 332:323-329; Verhoeyen et al., 1988, Science, 239:1534-1536; Queen et al., 1989,
Proc Natl Acad Sci, USA 86:10029-33; He et al., 1998, J. Immunol. 160: 1029-1035; Carter
et al., 1992, Proc Natl Acad Sci USA 89:4285-9, Presta et al., 1997, Cancer Res. 57(20):4593-
9; Gorman et al., 1991, Proc. Natl. Acad. Sci. USA 88:4181-4185; O’Connor et al., 1998,
Protein Eng 11:321-8, Bce M3 KOTOPBIX BKJOYEHBbI MOCPEICTBOM CCHUIKM BO BCEH CBOEl
NOJHOTE. ['yMaHM3aUusl WM PYyrHe CHOCOOBI CHIDKEHHs MMMYHOTE€HHOCTH BapHaOeIbHBIX
oOnacTeil aHTUTEN, OTJIMYHBIX OT YEJIOBEYECKUX, MOXET BKJIOYAaTh CIIOCOOBI M3MEHEHHS
NIOBEPXHOCTH, OINMHMCaHHbIe, HarpuMep, B Roguska et al., 1994, Proc. Natl. Acad. Sci. USA
91:969-973, BKIHOYEHHOM MOCPENCTBOM CCBUIKM BO BCEH CBOEH MOJIHOTE. B 0OnHOM BapuaHTe
OCYIIECTBIIEHHs] MCXOAHOE AaHTUTEN0 OBUIO TMOABEPrHYTO CO3peBaHuI0 adPuHHOCTH,
U3BECTHOMY W3 YPOBHS TeXHUKH. s rymaHm3aumu W co3peBaHusi apPUHHOCTH MOXKHO
UCTIONIB30BaTh CTPYKTYpHBIE CMOCOOBI, Hampumep, omucaHHbie B USSN 11/004590. [ns
TyMaHM3alMu WHn co3peBaHus adpduHHOCTH BapuabenbHBIX OONACTeH AHTHTENT MOXKHO

UCIIONIb30BaTh CIIOCOOBI Ha OCHOBE OTOOpa, B TOM 4HCiIEe O€3 OrpaHHYeHUs CHOCOOBI,
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onucaHHbie B Wu ef al., 1999, J. Mol. Biol. 294:151-162; Baca et al., 1997, J. Biol. Chem.
272(16):10678-10684; Rosok et al., 1996, J. Biol. Chem. 271(37): 22611-22618; Rader et al.,
1998, Proc. Natl. Acad. Sci. USA 95: 8910-8915; Krauss ef al., 2003, Protein Engineering
16(10):753-759, BCe M3 KOTOPBIX BKIFOUEHBI MOCPEICTBOM CCBIJIKH BO BCEH CBOEH IOJHOTE.
Jpyrue criocoObl r'yMaHH3aIul MOTYT BKJIFOYATh TPAHCIUIAaHTauuko Juimb yacteir CDR, B Tom
gyncyie 0e3 orpanndeHusi crnocoObl, ommcanabie B USSN 09/810510; Tan et al, 2002,
J. Immunol. 169:1119-1125; De Pascalis ef al., 2002, J. Immunol. 169:3076-3084, Bce u3

KOTOPBIX BKJIFOUEHBI IOCPEACTBOM CCBUIKHM BO BCEH CBOEH MOIHOTE.

AHTHTENA, pACKpBITBIE B JaHHOM JOKYMEHTE, MOryT OBbITb BBIAECNEHHBIMH WU
pPEeKOMOMHAHTHBIMH.  «BblIeNneHHbI», HCHONb3yeMBbIH I OMHMCAHUS  Pa3IMYHBIX
HOJIMNENTHIOB, PACKPBITBIX B JAHHOM IOKYMEHTE, O3Ha4yaeT TMOJIUMENTH, KOTOPbIH ObLI
UIEeHTU(PULNUPOBAH U OTAEJICH OT WWJIM W3BJICYCH U3 KJIETKH WIH KYyJbTYPbl KJIETOK, B
KOTOpOH OH dKcIpeccupoBaics. Takum oOpa3oM, BbIIEIEHHOE aHTUTENIO MPEAHA3HAYEHO IS
o0O3HaueHWs1 aHTHUTeNa, TMPAKTUYeCKH CBOOOAHOTO OT JPYyTUX AaHTHUTEN C APYroi
Ce(pUIHOCTBIO K aHTUTreHaM (HampuMmep, BbIIEIEHHOE aHTHTENO, KOTOpoe Crelu(uyHO
cBsi3biBaeTcst ¢ LY75, mpakTudyecku CBOOOAHO OT aHTUTEN, CHELU(PUIHO CBSI3bIBAIOLIUXCS C
aHTureHamu, omimdHbiIME OT LY75). Takum o00pa3oMm, «BBIAEIEHHOE» aHTHTENO
npeacTaBieHo B ¢opme, OObMHO He OOHapykMBaeMOW B Mpupone (HampuMep, He
BCTpeUarouieiics B mpupone). BriaeneHHOe aHTUTENO, ONPEAEIeHHOe B JaHHOM JTOKYMEHTE,
MOKET B OJHOM BapuUaHTE OCYLIECTBJICHUS COJAep:KaTb IO MEHbLIEH Mepe OIHY
AMUHOKHCIIOTY, HE BCTPEYAIOINYIOCS BO «BCTPEYANOINEMCS B MPHUPOAE» aHTUTeNe. JTa
AMHHOKHUCJIOTa MOXKET OBITh BBEIEHAa NOCPEACTBOM AOOABJIEHUs] WM 3aMeHbl. byner
MOHSITHO, YTO BBOAMMAsl aMUHOKHCJIOTA MOXET OBITh BCTPEYANOLIEHCS B MPUPONE WIA HE
BCTPEYAIOLIEHC B MNPUPOJAE AaMHUHOKHMCJIOTOW. B HEKOTOpBIX BapHaHTax OCYILECTBIICHUS
aHTUTENIA MO HACTOSIIEMY H300PETEHHIO NPENCTaBISIIOT COOOH peKOMOWHAHTHBIE OeNKH,
BBIJICJIEHHbIE OENKW WM TPAKTHYECKH 4YHCThle Oenku. «BbimeneHHbli» Oenok  He
COIPOBOKAAETCS TI0 MEHBIIEH Mepe HEKOTOPOH YacThI0 MaTephasa, ¢ KOTOPBIM OH OOBIYHO
CBI3aH B CBOEM €CTECTBEHHOM COCTOSIHWUM, HallpUMep, COCTaBJsisi IO MeHbIleld Mepe
npuOIU3UTENEHO 5% WM 1O MeHbIIeH Mepe npuomu3uTenbHo 50% 1o Becy ot odmiero Oenka
B yKa3aHHOM oOpasue. I[ToHATHO, 4TO BBIAENEHHBII OETOK MOKET COCTaBJIATh OT 5 10 99,9%
10 BECY OT conepskaHusi o0mero Oenka B 3aBUCUMOCTH OT obcrositenbcT. Hampumep, Oenok
MOXET OBITh TOJYyYEH B 3HAYUTEJIBHO OOJiee BBICOKOH KOHLEHTPALMH IMyTEeM NMPUMEHEHUS

UHIYyUPYEMOr0 MPOMOTOpa WM MPOMOTOPA, OOECHEYMBAOLIETO BBICOKYIO 3KCIPECCHIO,
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Onmaronmapst ueMy O€JIOK MOJYYarOT MPH TOBBIIEHHBIX YPOBHSAX KOHLEHTpauwu. B ciyuae
PEKOMOMHAHTHBIX OEJIKOB OIpe[eNieHne BKIIIOYAeT IMOJy4YeHHEe AaHTUTeNa B OOJBIIOM
pa3HOOOpa3ny OPraHU3MOB W/MIIM KJIETOK-XO0351€B, U3BECTHBIX B JJAHHOW OOJIACTH TEXHUKH, B
KOTOPBIX OHO HE 00pa3yercss B €CTECTBEHHBIX YCIOBUSIX. OOBIMHO BBIIEIECHHBIH MOJUENTH
MOJIy4arOT C MOMOILBIO 10 MEHBILIEH Mepe OJHOrO 3Tana OYUCTKU. « BrineneHHoe aHTUTEno»
OTHOCUTCSI K QHTUTENy, IpPAaKTUYeCKH CBOOOJHOMY OT JPYrHX aHTUTEN C JApyroi
cneun(pUIHOCTBIO K aHTureHam. Hanpumep, BbIIEJIEHHOE aHTUTENO, KOTOPOE CIIeLU(PUIECKU
csi3biBaeTcss ¢ LY75, mpakTudecku He COAEPIKUT aHTHUTEN, CHelM(UUECKH CBA3BIBAOLINX
aHTureHnl, oranuHele oT LY75. Pa3zymeercs, BbineneHHoe aHTHTENO K LY75 MoxeT ObITh

CBA3aHO C BCHCTOKJIAKCOM.

BrieneHHble MOHOKJIOHAJIbHBIE AaHTUTENA C PA3HOU CIIEU(PUIHOCTHI0 MOKHO OOBEIHUHHUTD B
YETKO ONpPEIENICHHYI0 KOMIIO3HLMIO. TakuM o0pa3oM, HampuMep, aHTUTENO IO HACTOSILIEMY
U300pETEHNI0O MOJKHO HEOOSI3aTeNIbHO M IO OTAEIbHOCTH BKJIFOYATH WJIM HE BKJKOYATH B

COCTaB, KaK JOIIOJIHUTCIBbHO 06cy>1<z[aeTcs HHIKE.

Anrurena k LY75 no Hacrosmemy usoOpereHuro crenuduyHo cBsi3biBatoTest ¢ LY75
(mampumep, SEQ ID NO: 15). «CnieungpudHoe CBI3bIBAHUEY, WU «CHEH(YUIHO CBSI3bIBACTCS

Cc», UINn ((CHGLIPI(i)PI"IHbeI K» B OTHOIICHHMU KOHKPETHOI'O aHTUI'€HA HJIM SIUTOIA O3HA4YacT

)
CBSI3bIBAHME, HW3MEPUMO OTJIMYAKOIIEeeCs OT  Hecnmenu(puyueckoro  B3aWMMOICHCTBUS.
CrnemmdryHoe CBA3BIBAHHE MOXXHO M3MEPHTh, HANIPUMED, MYTEM ONpEAESCHHs CBSI3bIBAHUS
MOJICKYJIbI B CPAaBHECHUHU CO CBA3bIBAHUEM KOHTpOHbHOﬁ MOJICKYJIbI, KOTOpas O6I::ILIHO
npencTaBisieT CoOOH MOJIEKYJly CXOOHOM CTPYKTYpbl, He oOjanaroimeli aKkTUBHOCTBIO

CBA3bIBAHUA. Haan/IMep, CHeL[I/I(I)I/ILIHOe CBA3BIBAHUEC MOXKHO OIIPCACIUTD IO KOHKYPCHLUU C

KOHTPOJIBHON MOJIEKYJIOH, CXOAHOMU € LIENEeBOM.

CrnemmdryHoe CBA3BIBAHHE ¢ KOHKPETHBIM AHTUT€HOM HJIM SMUTOMOM MOXKET MPOSIBIATHCS,
Harpumep, aHTuTenaoM, umeromuM Kp 111 aHTHUreHa WiM 3IUTONA, COCTABISIOLIYH IO
MEHbIIEH Mepe NMPUOIN3UTENBHO 10* M, o meHbmeii Mepe TPUOTU3UTETHEHO 10° M, mo
MEHbIIEH Mepe NMPUOIN3UTENBHO 10° M, o meHbmeii Mepe TPUOTU3UTENHEHO 107 M, mo
MEHbLIEH Mepe NMPUONN3UTENBHO 10® M, mo wmemnbueit Mepe TPHOIH3UTEIHHO 10° M, B
aJbTEPHATHBHOM Clly4dae MO0 MEHbIIeH Mepe MPUOIH3UTEIHHO 10" M, no memnbmeii Mepe
npubmmsurensao 107! M, o Menbmeii Mepe npubmusurensuo 107* M unu Gonsme, rae Kp
OTHOCHUTCS K KOHCTaHTE CKOPOCTH JUCCOLMALIUN ITPU KOHKPETHOM B3aMMOJEHCTBUM AHTUTENA

U aHTUI'CHA. AHTI/ITe.]'IO, KOTOpPOE CHeLII/I(I)I/ILIHO CBA3BIBACTCA C AHTUI'CHOM, 00BIYHO 6YI[6T
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umerb Kp, B 20, 50, 100, 500, 1000, 5000, 10000 wumu Oojpime pa3 OOJBIIYIO IS
KOHTPOJIbHON MOJIEKYJIbI IO CPABHEHHUIO C AHTUT€HOM WM >nuTornoM. OIHAKO, B HACTOSILIEM
u3o0perennn npu BeeneHnn ADC Ha ocHoBe anTuTen K LY 75 mo HacTosmeMy n300peTeHHIo
BaXKHO, 4T0ObI Kp Obli1a 1OCTATOUHOM AJisi 0OecTieueHus] HHTEPHATN3ALNN U, CIIEIOBATENIbHO,

rudesm KJIeTok 6e3 3HaUNTEeNbHBIX MOOOYHBIX 3(H(HEKTOB.

CreunduyHoe CBsI3bIBAHHE C KOHKPETHBIM AHTHIE€HOM WJIM SIUTONOM TaKKe MOXKET
NPOSIBIISITHCSI, HAMIPUMep, aHTuTesioM, uMmeroimnM K, win K, 1 anTureHa wiu snuromna, 1o
MmeHblner mepe B 20, 50, 100, 500, 1000, 5000, 10000 wumu Oosbine pa3 OONBLIYIO IS
SMUTOMNA IO CPAaBHEHUIO ¢ KoHTpojeMm, rae Ka mmm K, OTHOCHTCS K KOHCTaHTe CKOPOCTH

acconanuu 1mpru KOHKPETHOM BBaHMOHeﬁCTBHH AHTUTECJIA U aHTUT'CHA.

CraHpapTHbIe aHajM3bl IS OLEHKU CIIOCOOHOCTH aHTHTEN CBsi3biBaThCt ¢ LY75 moryT
NPOBOZUTHCS HAa YPOBHE OEJIKOB MUIM KJIETOK M M3BECTHBI M3 YPOBHS TEXHUKH, B TOM YHCIIE,
Harpumep, ELISA, Bumsl BectepH-OnorrmHra, RIA, amammsbr ¢ BIAcore® u anamus c
UCIIONIb30BAHMEM NPOTOYHOH wnutomerpuu. Ilogxonsmue aHamu3el NOAPOOHO OMHMCAHBI B
paznene «IIpumeps». Kuneruky cpsi3piBanus (Hanpumep, ah(UHHOCTD CBA3BIBAHMUS ) AHTUTEI
TaKk€ MOXKHO OLIEHHUTH C ITOMOLIBIO CTAHJAPTHBIX aHAJIHM30B, H3BECTHBIX U3 YPOBHS TEXHUKHU,
KaK, HAlpHMep, ¢ MOMOIIbIO aHANn3a Ha cucreme Biacore”. JUIst OLEHKH CBASBIBAHHS C
kiaerkamu Raji mmm Daudi B-knerounoit omyxonu kietku Raji (Homep nenoHUpOBaHHS B
ATCC CCL-86) umu Daudi (Homep nenonuposanust B ATCC CCL-213) MOXHO MONTYy4UTh U3
OOIIEAOCTYMHBIX MCTOYHHUKOB, TAKMX KaK AMEpPUKAHCKAas KOJUICKLHS THUIIOBBIX KYJbTYD, U
NPUMEHSITh B CTAaHOAPTHBIX AaHAJIHM3aX, TAKUX KaK AaHaJU3bl IO METONY MNPOTOYHOH

LHUTOMETPHUH.

Antutena x LY75, koropeie cesseiBatoTcss ¢ LY75 (SEQ ID NO: 15), moxer
MHTEPHAJIN30BATLCS IPU KOHTAKTE € KJIETKAMHU, SKcnpeccupyromumMu LY 75 Ha noBepxHOCTH
KJIETKU. DTU aHTUTENa YIIOMUHAIOTCS] B JAHHOM JIOKYMEHTE KaK «aHTUTEJA, CBSI3bIBAIOIINECS
¢ LY75» mubo, mist mpocToTsl onucanus, «antutena kK LY75». O0a TepMUHA HCIIONB3YIOTCS

B3aUMO3aMCHACMO B JAHHOM JOKYMECHTE.

Antutena x LY75 uHTepHanu3upyroTCs NpPU KOHTaKTe€ C KIETKAMU, B YaCTHOCTH,
OMNyXOJIEBBIMH KJIETKAMH, HAa IOBEPXHOCTH KOTOpPBIX 3Kcmnpeccupyercs LY75. Huapimu
ciosamy, antutena k LY75, onpeneneHHble B JaHHOM JOKYMEHTE, KOTOPbIE TAK)KE COAEPKaT

KOHBOTUPOBAHHBIC JICKAPCTBCHHDBIC Cpe€acTna, HUHTCPHATU3UPYIOTCA OIMyXOJICBBIMU
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KJIETKAMH, YTO MPUBOIUT K BBICBOOOKIACHHUIO JICKAPCTBEHHOTO CPENCTBAa M TOCJeAyIomei
rudesm KJIeToK, odecnednBasi iedeHne GopM paka, XapakTepusyomuxcs skcnpeccueid LY 75,
HHTepHaMM3alui0 B TaHHOM CJIydae MOXXHO M3MEPHTh HECKOJNbKHMH criocobamu. B omHom
BapUaHTE OCYLIECTBJEeHHs aHTUTeNa K LY 75 mpuBOASAT B KOHTAKT C KJIETKAMH, TAKUMHU KaK
JUHUSL KJIETOK, BKpaTIle ONMUCAaHHAs B JaHHOM JOKYMEHTE, C TOMOILIbI CTaHAAPTHBIX
aHAJIU30B, KaK, HAIpUMep, C UCroib3oBanrneM MAbZap. [{is ciennanucra B JaHHOU 00JacTH
Oyner O4YeBHIHO, YTO aHAJIM3 C MCIONb30BaHWEM MabZap WUIIOCTPHPYET OXKUIAEMbIH
3¢ dexT, KOTOpbIi MOKHO HAOJIONATh ISl KOHBIOTATa AHTUTENIO-JIEKAPCTBEHHOE CPENCTBO
(ADC). B nocnennem ciiyqae ADC OyneT WHTepHaIU3UPOBATHCS, IPUBHOCS TAKHUM 00pa3oM
JIEKApPCTBEHHOE CPEACTBO B KIETKY. TOKCHYHOE JIEKAPCTBEHHOE CPENCTBO OyneT UMEThb
CIIOCOOHOCTh K YHUYTOXKEHHIO KJIETKH, T. €. K YHHUYTOKEHHIO PAaKOBOW KJIETKU-MHIIEHU.
Jannbie aHanu3oB MabZap Nerko NMpUHUMAIOTCS CHELMAIUCTAMH B JaHHOW OOJACTH Kak
wunoctpatuBHble 1t aHam30B ADC (Kohls, M and Lappi, D., [2000] Biotechniques, vol.
28, no. 1, 162-165).

B »Tux BapmaHTax OCyIIECTBJIEHUs aHAIU30B /11 Vifro anturena Kk LY75 noGasisitoT BMecTe ¢
aHTuTeNnoM K antutenam k LY75, conep:kaiium TOKCHH, Harpumep, antureno k LY75 moxer
OBITh MBIIIUHBIM WJIM T'YMaHU3UPOBAHHBIM, & aHTUTENO K aHTHTedaM K LY75, Moxer ObITh
AQHTUTEJIOM K MBIIIMHBIM aHTHUTENaM WJIM aHTUTEJIOM K T'yMaHU3HPOBAaHHBIM aHTUTENIAM U
COJIep KaTh TOKCHH, TaKOM Kak canopuH. [Tocne oOpasoBanus komriekca [antureno k LY75]-
[konbroTaT aHTHUTENO K aHtuTeny K LY75-nmexkapcTBeHHOE CpPEnCTBO|  KOMILIEKC
UHTEPHAIM3UPYETCS, M JICKAPCTBEHHOE CPEACTBO (HANpPUMEp, CAMOPUH) BBICBOOOXKIAETCH,
NpuUBONS K THOenu KieTok. JlekapCTBEHHOE CpPEeINCTBO BBICBOOOXKIAETCS TOJNBKO IOCIHE
UHTEpHAIM3ALMKY, M TIO3TOMY KJIETKM B OTCYTCTBHE WHTEPHAJIM3ALUU  OCTAIOTCS
*Ku3HecnocoOHbIMU. Kak BKpaTiie H3JI0:KeHO HUXKe, Oe3 OrpaHuYeHHs KaKOH-T00 Teopuei, B
TEepPANeBTUYECKUX IMyTSAX NPUMEHEHUs] aHTUTENO K aHtureny kK LY75 comep:KuT TOKCUH, U
Nocjie MHTepHANIM3aLUM CBSA3b MEXKIY AaHTUTEJIOM ¢ TOKCHMHOM pacIIersieTcsl C

BbICBO60}KI[eHI/IeM TOKCHHA U YHUYTOXKECHUEM KIICTKHU.

B oxgnom BapmaHTe ocymecTBieHHs aHTUTENO K LY 75 comep:kut 00nacTy, ONpeaenstonme
komiuieMeHTapHocTh (CDR), winn BapuabenbHbie obnactu (VR) TSKENbIX M JIETKUX Lerne
KOHKPETHOTO aHTHUTEJNa, OMHUCAHHOTO B JAHHOM JOKYMEHTe (Hampumep, YIIOMHHAaeMOro B
naHHOM JokyMeHTe kak «LY75 Al»). CoOTBETCTBEHHO, B OJHOM BapHaHTE OCYIIECTBICHUS

anruteno conepkut gomeHsl CDR1, CDR2 u CDR3 BapuaOenbHONH 00nacTH TSKEION Henu
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(VH) anturena LY75 Al, uMmeromeii mocaenoBaTeibHOCTh, mokasanHyio nog SEQ ID NO:1,
u nomensl CDR1, CDR2 u CDR3 BapuabenvHol oOnactu nerkoii mermm (VL) anturena

LY75 Al, umeroineii nociaenoBaTebHOCTh, TokazanHyo nog SEQ ID NO:2.

B npyrom Bapumante ocymectBieHus aHTUTeNno K LY75 comep:kur BapuaOenbHY0 00jacThb
TsDKeNoN uemnu, conepxkamyro mnepByro VhCDR, comepxkamyro SEQ ID NO: 5; Bropyro
vhCDR, copepxamyro SEQ ID NO: 6; u tpersto VhCDR, comepxamyro SEQ ID NO:7; u
BapuadepHy0 00J1acTh JieTKol 1enu, coaepxkamyto nepsyio VICDR, conepskamyro SEQ ID
NO:8; Bropyro vVICDR, conepxamyio SEQ ID NO: 9; u tpersio VICDR, conepxkamyo SEQ
ID NO:10.

B npyrom Bapuanrte ocyuiectsieHus: anturena k LY75 cesaswiBatores ¢ LY75 denoseka u
comepkar BapuadenbHYIO OO0NAcTh TSDKENOH LemH, CONepXKALIyK) aMHHOKHCIOTHYIO
NOCJIeIOBATENBbHOCTD, coneprkamyo SEQ ID NO:1, u ee koHCepBaTHBHbIE MOAH(pHUKALIMN
HIOCJIEIOBATEIbHOCTH. AHTUTENIO MOKET JOTIOJHUTENBHO COAep KaTh BapuadesbHy 0 001acTh
JIETKOHN LIeTH, COIep Kallyl0 aMUHOKHUCIOTHYIO TMOCIIEA0BATEIbHOCTD, conepskammyo SEQ ID

NO:2, u ee KoHCEpBAaTUBHbIE MOANDUKALIMN TIOCIEI0BATEIBHOCTH.

B nononHuTenbHOM BapuaHTe oOCyluecTBieHus aHtutena kK LY7S5 cessbiBatoress ¢ LY75
YeJioBeKa U coaeprkaT BapuabeNIbHYH O0JacTh TSDKEJIOW Lenmd W BapuadeabHyH 00JacTh
JIETKON LIETMH, COMEpsKallie aMHUHOKHCIIOTHBIE TMOCJEI0BATEIbHOCTH, MPEACTABIEHHbIE MO
SEQ ID NO:1 wumu 2 COOTBETCTBEHHO, W WX KOHCEPBAaTHUBHbIE MOIU(DUKALINU

oCJIEAOBATCJIBHOCTH.

B pononnuTenpHOM BapuaHTe ocyluecTBieHuss anturena k LY75 cesseiBatrores ¢ LY75
YeJioOBeKa U COAepKaT BapHadeNbHYI 00JacTh TSDKEIOH LNy U JIETKOH Lenu, COAepIKallne
AMUHOKHCIIOTHBIE TIOCenoBaTebHOCTH, npencraBieHHbie mon SEQ ID NO: 38 w/wumu 39,

COOTBCTCTBCHHO, U MOI[I/I(I)I/IKaLII/II/I HX KOHCCPBATHBHbIX HOCJIGI[OBaTeJIbHOCTefI.

Kak wucnonep3yercs B JaHHOM JIOKYMEHTE, TEPMHH «KOHCEpBAaTHBHas Monupukaus
MOCJIEA0OBATEIbHOCTH» OTHOCHUTCS, HAalpUMep, K 3aMEHE€ aMHHOKHUCJIOTbI aMHUHOKHCIIOTOM,
UMEIOIIe aHaJOTHYHbIe XapakTepucTuku. [[is crmenmanucra B AaHHOH OONAacTU OOBIYHO
OOIIEeN3BECTHO, KaKWe W3 J3TUX 3aMEH MOTYT CYUTATbCS KOHCEPBATUBHBIMU. Jlpyrue
MOMU(UKAMY, KOTOPblE  MOTYT  CUUTAThCsl  KOHCEPBATUBHBIMH  MOIUDHUKAMSIMU

NOoCJICAOBATCIIBHOCTH, BKIIKOYAOT, HAIIPUMED, INTUKO3UITUPOBAHUEC.
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HeoOs3aTenbho, onHa i 6onee n3 SEQ ID NO: 5-10 He3aBUCHMO Tpeay CMAaTPHBAIOT OZIHY,
ZIBE, TPH, YEThIPE I MATh KOHCEPBATUBHBIX AMUHOKHCIIOTHBIX 3aMEH, HeOOs3aTeIbHO OfIHA
win Oonmee w3 SEQ ID NO: 5-10 He3aBUCHMO TMpeNyCMAaTPUBAIOT OAHY WM JBE

KOHCCPBATUBHBIC AMUHOKHNCJIOTHBIC 3aMCHBI.

[IpennoyTuTenbHO, TEPMHH «KOHCEPBATHUBHBIE MOAW(PUKALMHN  IOCJIEIOBATEIbHOCTI
NOAPA3yMeBaETCsl KaK BKIFOYAIOLIUI aMUHOKHCIIOTHBIE MOAM(HUKAINN, KOTOPbIE HE BJIUSIOT
Ha  XapaKkTEepPUCTHKH  CBS3BIBAHUS  aHTUTENA,  CONAEPIKAINero  aMHHOKHCIOTHYIO
MOCJIEIOBATEIbPHOCTh, WM HE M3MEHST WX B 3HAYUTENBbHOM CTeneHu. Takue
KOHCEPBATHUBHbIE MOAM(HUKALMN BKIIOYAIOT aMHUHOKHMCJIOTHBIE 3aMEHbI, JO0OaBIEHHUsS WU
aeneruu. Monudpukauy MOTyT ObITh BBEIEHBI B aHTHUTEJO IO HACTOALIEMY H300pPETEHHUIO
MOCPEJICTBOM CTaHIAPTHBIX METONIUK, M3BECTHBIX M3 YPOBHS TEXHUKH, TaKUX KaK CanT-
HampaBieHHblli MyTareHe3 u IIlIP-omocpenosannbili  MyTareHe3s. KoHcepBaTuBHBIE
AMMHOKHCIIOTHBIE 3aMEHBI SBJISIOTCS TAKMMM, NPU KOTOPBIX AMHHOKUCJIOTHBIM OCTAaTOK
3aMEHSIOT AMHMHOKHCJIOTHBIM OCTATKOM, MMEIOIIUM CXOIHYI OokoByr Lemb. CemelcTsa
AMUHOKHCJIOTHBIX OCTaTKOB, HMEIOIINX CXOJAHBbIe OOKOBbIE Lenu, ObLIM ONpeneNeHbl B
ypOBHE TeXHUKH. Takue ceMeicTBa BKIIOYAIOT AMHHOKHCIOTBI C OCHOBHBIMH OOKOBBIMH
LernsiIMH (HampuMep, JIM3UH, apTUHUH, THCTUANH), KUCIBIMU OOKOBBIMHU LEMSIMH (HaIrpuMmep,
acraparuHoBasi KHCJIOTa, MIyTAMUHOBAsE KHCJIOTA), HE3aPsDKEHHBIMU TIOJSIPHBIMU OOKOBBIMHU
uersiMA (HanmpuMmep, TJIMIUH, aclapardH, TIyTaMHUH, CEPHH, TPEOHWH, TUPO3HMH, LIUCTEHH,
TpuntodaH), HEMONAPHBIMH OOKOBBIMH LEMsIMH (HApUMeEp, aJlaHWH, BaJWH, JICHIUH,
W30JIEHLIMH, MPOJIHH, (EeHUJIAIaHUH, METHOHUH), OeTa-pa3BEeTBICHHBIMU OOKOBBIMU ILIETISIMH
(Hampumep, TPEOHHWH, BaJiMH, W30JIEWLIMH) ¥ apPOMATHYECKUMH OOKOBBIMHU  IIETISIMH
(Hampumep, THpO3uH, (peHmnananuH, Tpuntodan, ructuanH). Takum 00pa3oM, OAMH WU
Oosee aMIUHOKHUCIIOTHBIX OcTaTKOB B CDR-00/1acTsIX aHTHTENA 1O HACTOSALIEMY H300pETEHHIO
MOTYT OBITh 3aMEHEHbI IPYTMMH AMUHOKHUCJIOTHBIMH OCTaTKAMHU W3 TOTO K€ CEMEHCTBa
OOKOBBIX LieNeH, 1 M3MEHEHHOE AHTUTEJO MOXHO HCCIENOBATh B OTHOLICHWH COXPAHEHUS

(I)YHKLII/II/I C IPUMCHCHUEM q)YHKLII/IOHaJ'IbeIX AHAJIN30B, OMMUCAHHBIX B JAHHOM JOKYMCHTC.

Beinenennble aHTHTENa, conepikaiie BapuabelbHblEe OONACTH TSDKEJBIX M JIETKUX LeTei,
XapakTepusyromuecs no MeHbiieit mepe 80%, wiu nmo Mensinel Mepe 85%, Uiau Mo MeHbLIen
Mmepe 90%, unu no meHbiuel Mepe 91%, unu no Menblueit mepe 92%, unu Mo MeHblluel Mepe
93%, nnu no MenbIue mepe 94%, unu o MeHblel Mepe 95%, umm no meHplei mepe 96%,

WK N0 MeHbluel Mepe 97%, unu no meHbluel Mepe 98%, nunu no meHslueld Mepe 99%, uiu
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OonblIel HUACHTUYHOCTBIO  IIOCIIEAOBATENIBHOCTH C JIEOOOH W3  BBIIENPUBEACHHBIX
NOCJIEIOBATENIbHOCTEH, TaKke BKJIOUEHBl B Hacrosimee uzoOpereHue. IIpomexyTouHbIe
IMana3oHbl BBINIEYKA3aHHBIX 3HAYEHUH, Hampumep, BapualOesbHble OOJACTH TSDKENBIX U
JIETKUX Lernei, xapakrepusyromuecs no Menbliei mepe 80-85%, 85-90%, 90-95% wumu 95-
100%  WHEHTUYHOCTBEO  TOCHENOBATEJBHOCTH C  JIEOOOW W3  BBIIICPUBEACHHBIX
NOCJTIEAOBATENbHOCTEN, TakKe€ IMOJAPa3syMEBalOTCsl KAaK  OXBAaTbIBAEMble  HACTOSIINM
u3obperennemM. B omHOM BapmaHTe ocymiectBieHuss aHtuTeno K LY75  comepxut
BapuabenpHyl0 o0OnacTh TspKenod  umemw, comepxkamyro  SEQ ID  NO:1  wmm
NOCJIEA0BATENBHOCTb, KOTOpass Ha no MeHbliedl Mepe 90%, mo menbiueil mepe 91%, mo
MeHbled mepe 92%, no menbiuel mMepe 93%, no menbluell Mepe 94%, Mo MeHblLIEH Mepe
95%, no menbiuel mepe 96%, no meneiiei mepe 97%, no meneieid mepe 98% wunu o
MmeHbler mepe 99% wunentuyna SEQ ID NO: 1. B ppyrom BapmuaHte OCYINECTBICHHS
antuteno Kk LY75 comep:kut BapuabenbHyr0 00acTh Jierkoil uenwu, comepskamyto SEQ ID
NO:2 unn nocnenoBaTeNbHOCTb, KOTOpasi Ha Mo MeHblueil Mepe 90%, mo MeHblIeill mepe
91%, no menbLueit Mmepe 92%, no MeHbIel Mepe 93%, no MeHbIueil Mepe 94%, o MeHbIeH
mepe 95%, o meHbliel Mepe 96%, no MeHbiuel Mepe 97%, no meHsleil mepe 98% unu no
menbleil Mepe 99% wunentuuna SEQ ID NO: 2. B apyroMm BapuaHTe OCYIIECTBJICHUS
antuteno k LY75 comepkurT KapKacHYK oO0NacTh TSDKEJIOH LEMH, COIASPIKAIIYIO
AMHHOKHCIIOTHYIO TIOCJIeOBATENbHOCTh, KOTOpasi Ha 1o MeHblieil mepe 90%, mo MeHbliIe
mepe 91%, no mensiuell mepe 92%, no menblueii Mepe 93%, mo MeHblieil mepe 94%, Mo
MeHblel mepe 95%, no meHsbinel mMepe 96%, no meHbluell Mepe 97%, No MeHblIel Mepe
98% wuu 1o MeHblIel Mepe 99% uaeHTUYHA KapKacy BapuadesbHOM 00acTH TSKENOH Lenu
SEQ ID NO: 1, cogepxkatueii SEQ ID NO: 16, 17 u 18. B npyrom BapuaHTe OCYyLIECTBICHHUS
antutreno kK LY75 comepkuT KapkacHyr O0NacTh JIETKOH Iemu, COIEpPIKAIIYIo
AMHHOKHCIIOTHYIO TOCJIeIOBATENbHOCTh, KOTOpasi Ha 1o MeHblieil Mmepe 90%, nmo MeHbliIei
Mmepe 91%, no mensbiuell mepe 92%, no mesblueil Mepe 93%, mo MeHbuieil Mepe 94%, o
MeHblel mepe 95%, no meHbiuel Mepe 96%, no meHbluell Mepe 97%, no MeHblIel Mepe
98% wnm mo MeHbined Mepe 99% uaeHTHYHA Kapkacy BapuadeapbHOU 00JacTH JIETKOH IernH

SEQ ID NO:2, copepxameit SEQ ID NO:19, 20 u 21.

B nononHUTENBHOM BapUaHTE OCYILIECTBIEHUs aHTUTENO K LY75 comepKuT Tskenyr Lens,
conepxkamyo SEQ ID NO: 38 wiu mocinenoBaTenbHOCTb, KOTOpash HA MO MEHbBIIEH Mepe
80%, no menbleit Mepe 85%, mo meHbinei Mepe 90%, nmo menbineit mepe 91%, Mo MeHbIIEH

Mmepe 92%, no menbiuel mepe 93%, no mesblueil Mepe 94%, mo Menbuieil Mepe 95%, mno
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MeHblel Mepe 96%, no MeHblueil mepe 97%, no meHbiuel Mepe 98% nnu o MeHblIeH Mepe
99% upnentuuna SEQ ID NO: 38. B npyrom BapuaHTte ocyluecTBieHusi aHtureno k LY75
CONIEPIKUT JIETKYIO 1iemb, coneprxkaiyo SEQ ID NO: 39 unu nociaenoBatenbHOCTb, KOTOpast
Ha 1o MeHblueil mepe 80%, no mensbiuel Mepe 85%, no menbiueil Mepe 90%, Mo MeHbLIeH
Mmepe 91%, no menbiuell mepe 92%, no menblueil Mepe 93%, no Menblieill Mepe 94%, mno
MeHblIed mepe 95%, no meHbluel Mepe 96%, no meHbluell Mepe 97%, No MeHblIeH Mepe
98% wunn no menbuieil mepe 99% wugentuuna SEQ ID NO: 39. Tspkenas nenb MOXKET
conepxkatb mnocienosarenbHoctd nox SEQ ID NO: 5-7 unu 1. Jlerkas uemb MOXKeT

conep:xkatp nocnenosateabHoctu oA SEQ ID NO: 8-10 wnu 2.

B oxnHoM BapuaHTe OCyluecTBieHMs! aHTUTENO K LY75, Ha3biBaeMOe B NaHHOM JOKYMEHTE
«anrurenaoMm LY75 Aly, cogepxut cneayromue CDR, a Takke X BapUaHTBI, COAEpKalue

HEOOJIBIIOE KOJIMYECTBO AMUHOKHCIIOTHBIX BapUAHTOB!:

Al SEQ ID NO
CDRI1 BapuabenbHO#T 001aCTH TSDKENOM LIETH 5
CDR?2 BapuabenpHOH 001aCTH TSOKENIOH LieTn 6
CDR3 BapuabenbHOIT 00aCTH TSDKENOH LenH 7
CDR1 BapuabenbHOI 00JaCTH JIETKON LETTH 8
CDR2 BapuabesnbHOI 001aCTH JIETKOM LENH 9
CDR3 BapuabesbHOI 001aCTH JIETKOH LIENH 10

B naHHOM JOKyMeHTE Takke pacKphIThl BapualesbHble 00JaCTH TSDKEJIBIX U JIETKUX LIeTeH,
Kotopbie copep:kaT Habopbl CDR 1o HactosimeMy M300peTeHHIO, & TaKXKe TSKENbIe U JIETKHe
Lend TOJHOW JUIMHBI (HampuUMep, TakXKe COAepiKallue KOHCTaHTHblEe OO0JacTH).
CrnenmamictaM B naHHOW obmactu Oyner moHsTHO, uro Habopel CDR anturena x LY75
MOTYT OBITh BKJIIOUEH B MBILIMHbIE, I'YMaHU3UPOBAHHbBIE HJIH YEJOBEYECKHE KOHCTAHTHBIE
obmactu (Bkimouasi KapkacHble oOnactv). COOTBETCTBEHHO, B HACTOSIIEM OIMUCAHUH
NPE/ICTaBJICHbI BapHaOeIbHbIE TSDKENbIe M JIETKHE LIETH, a TAaKXKe MOJHOPa3MEpHbIE TSHKEIIbIe
U JIeTKHE 1IeNH, KOTOpble Ha 1o MeHbuiel mepe 90% - 99% unentuunsl SEQ ID, packpeiTeiM
B JAHHOM JTOKyMEHTe, MMPHU 3TOM Bce co 3HaueHusmu 90, 91, 92, 93, 94, 95, 96, 97, 98 u 99%

ABJIAIOTCSA MPUMCHUMbIMU B HACTOAIIEM I/1306peTeHI/II/I.
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B HekoTOpbIX BapmaHTax ocylnecTBieHus: anTuteno k LY75 npencrasmser coOoii aHTHUTENO,
KOTOPOE€ KOHKypUpyeT 3a cBsi3biBaHHEe C LY75 4yenoBeka C aHTUTENOM, COAEpKALIUM
BapuadeNbHy 0 obnactb TSDKEIION LeTIH, COZEPIKALIY IO AMHUHOKHCJIOTHY IO
MOCJIeIOBATENBHOCTD, TpencTaBiennyro mox SEQ ID NO: 1, u BapuabenbHyro 00nacThb
JIETKOW IIeTH, COAEPIKAIYI0 aMHHOKHCIOTHYIO MOCJIENOBATEIbHOCTD, MPEACTABIECHHYIO IO
SEQ ID NO: 2. A"TuTeNna, KOHKypUPYIOLIHE 3a CBSI3bIBAHUE, MOKHO HIEHTH()ULINPOBATH C
NPUMEHEHUEM  CTAHIAPTHBIX METONUK. Takue METOOUKM BKJIOYAIOT, HAIpPUMED,
UMMYHOJIOTHUECKUI aHaJIn3, JE€MOHCTPUPYIOIIMH CIOCOOHOCTH OJHOTO AaHTHUTEeNa K
OJIOKMPOBAHUIO CBSI3BIBAHUS JPYrOr0 AaHTHTENAa C AHTHUIC€HOM-MUIIEHBIO, T. €. aHaJu3
KOHKYPEHTHOTO CBsI3bIBaHMsI. KOHKYpEHTHOE CBsI3bIBaHUE OTPENENSIIOT B aHAIN3€E, B KOTOPOM
UCClIelyeMblii MMMYHOITIOOYJIMH MHTUOMpYyeT crHeuu(UYHOe CBsI3bIBAHUE 3TAJOHHOTO
aHTuTena ¢ oOmuM aHTUreHoM, TakuMm kak LY75. M3BeCTHO MHOXXECTBO THUIIOB aHAJIN3OB
KOHKYPEHTHOTO  CBSI3bIBAHUS, Hampumep, TBepAO(A3HbI MNPsIMOH WM  HENpsIMOM
pamnonMmmyHosorndeckuii  ananmu3z  (RIA), TBepmodasHblii mpsMoN WM HENpPsSMOH
nmmyHO(epmenTHbiii ananu3 (EIA), koHkypeHTHBIH coHnBuu-aHaimm3 (cMm. Stahli e al,
Methods in Enzymology 9:242 (1983)); tBepmodasubiii npsimoii EIA ¢ ucnonbp3oBaHneM
kommiekca OworuH-aBuauH (cm. Kirkland ef al, J. Immunol. 137:3614 (1986)),
TBepaOo(a3HBI TPSMON aHaIM3 C MeueHHeM, TBepAO(das3HbI MPSMOW CIHIBUY-aHAIU3 C
meuenueM (cm. Harlow and Lane, Antibodies: A Laboratory Manual, Cold Spring Harbor
Press (1988)); TBepnodasusblii npsimoii RIA ¢ meuennem ¢ ucnonbp3oBanueM metku [-125 (cwm.
Morel et al., Mol. Immunol. 25(1):7 (1988)); TBepnodasusiii mpsimoii EIA ¢ ucnons3oBanuem
xomriekca OuoruH-aBunuH (Cheung ef al., Virology 176:546 (1990)) u mpsimoii RIA ¢
meuenueM (Moldenhauer et al., Scand. J. Immunol. 32:77 (1990)). OObMHO TakoOW aHAJIH3
BKJIFOYAET MPUMEHEHHE OYMIICHHOTO aHTUIE€HA, CBA3aHHOTO C TBEPAOH MOBEPXHOCTBIO HIIU
KJIETKaMHU, HECYIIMMHU JOOOH M3 HHUX, HEMEUYEHOro HCCIIEYEMOr0o HMMMYHOIJIOOYJIMHA U
MEUYEHOT0 STAJIOHHOTO UMMy HOrJIoOyinHa. KOHKY peHTHOe MHrHOMpOBaHUE U3MEPSIIOT MyTEeM
OTIpeNIeNIEHUs] KOJINYeCTBA METKH, CBSI3AHHOW C TBEPIOHW MOBEPXHOCTBIO WIIA C KJIETKAMH, B
NPUCYTCTBUH HCCJIEAYEMOr0o UMMYHOIJIoOyauHa. Mccnenyemblii IMMYHOTIIOOYIMH OOBIYHO
NPUCYTCTBYET B M30bITKEe. ECIM KOHKYpHpYOIIee aHTHTENIO MPUCYTCTBYET B U30OBITKE, OHO
00bgHO OyZeT MHruOMpOBaTh CIELU(UYHOE CBSI3bIBAHHUE 3TAJOHHOIO aHTHUTENA C OOIUM
AHTUTEHOM Ha 1o MeHblei mepe 50-55%, 55-60%, 60-65%, 65-70%, 70-75%, 75-80%, 80-
85%, 85-90%, 90-95%, 95-99% nnu Gonbiue.
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Y MOHOKJIOHAJIBHBIX AaHTUTE] MOXXHO OIpPENENIUTh XAPaKTEPUCTUKH B OTHOLUECHUH
cBsa3bpiBaHus ¢ LY75 ¢ nmpuMeHeHneM MHOTUX M3BECTHBIX MeToaoB. Kak mpasuiio, anturena
BHayaJie xapakTepusyroT ¢ nomoupo ELISA. BxkpaTiie, MUKpPOTUTpPALMOHHbIE IJIAHIIETHI
MOXXHO TOKpbIBaTh oummieHHbIM LY75 B PBS, a 3atem OnokupoBaTh HepeneBaHTHBIMU
Oenkamy, TaKUMH Kak ObMuil cbiBOpoTOuHBIH anbOymuH (BSA), pasbasnensbiii B PBS.
Pas0aBienus mia3Mbl OT MbIIIEH, UMMy HU3UpOBaHHBIX LY 75, 106aBIsAIOT B KAKAYIO JIYHKY H
MHKyOUpytoT B Teuenue 1-2 uacos npu 37°C. IInaHumieTbl MNPOMBIBAIOT C TOMOLIBIO
PBS/Tween 20 wu 3areM UWHKYOUPYIOT C pPEareHTOM, MPEACTABISIOIINM  COOOM
NOJIMKJIOHAJIbHOE aHTUTENO KO3bl K 1gG uenoseka, cnenuduunoe k Fc, KOHBIOrHpOBaHHOE C
wenouHoit docdarasoit, B Teuenne 1 vaca npu 37°C. Ilocie NPOMBIBAHMS TTAHIIETHI
NpOsIBJIAIOT ¢ oMoIeio cyocrpara ABTS u ananusupyror npu OD 405. IlpeanoururensHo,
AUl IpoLienyp ciusiHus OyAyT MCIONBb30BAaTh MBILIEH, Y KOTOPBIX MPOSIBISIOTCS HauOosee

BBICOKUEC TUTPBI.

Kax omucano Beime, aHanu3 ELISA MOXHO MCHIONIB30BaTh ISl CKPUHUHTA aHTUTEN U, TAKUM
o0pa3oM, ruOpuaOM, KOTOpbIe MPOAYLMPYIOT AHTHUTENA, MPOSBISIOIUE IOJOKUTEIbHYIO
peaKkLMOHHASI CIIOCOOHOCTh ¢ UMMyHOTeHOM LY75. I'MOpumoMBbl, KOTOpPbIE CBS3BIBAKOTCS C
LY75 npenmodTuTeNbHO ¢ BBICOKOU a)(PUHHOCTBIO, 3aT€M MOTYT ObITh CyOKJIOHUPOBAHbBI U
JOTOJHUTEIBHO OMNpeNeeHbl UX XapakTepucTuku. OOUH KJIOH M3 KaXIOH THMOPUIOMBEI,
COXPAHSIOIIMUH PEaKTUBHOCTh UCXOMHBIX KiIeToK (mo ELISA), MoxHO 3aTeM BbIOpaTh auisi

MOJIYy4YCHHsA KJII€CTOYHOI'O OaHka 1 JJI1 OUYHUCTKH aHTUTEIL.

Jnst ounictku antuten Kk LY75 oroOpaHHble THOPUAOMBI MOKHO BBIPAIUBATH B POJUIEPHBIX
(hmakoHax, IBYXJIMTPOBBIX BPAIIAOLINXCS KOJOAX MM APYTUX CUCTEMAX KYJIbTHBHPOBAHMS.
OO0pa3upl HAZOCAJOYHOW JKUAKOCTH MOXKHO (HIBTPOBaTh W KOHIEHTPUPOBATH MeEpPen
apdunHO xpomarorpadueii ¢ Oenkom A Ha cedapose (Pharmacia, ITuckarayaii, Heto-
Jxepeu, CIITA) st ounctku Oenka. [Tocne 3amensr Oydepa Ha PBS koHLIEHTpaIHIO MOYKHO
ompenenuts 1o ODygy ¢ wucnonb3oBaHueM KodpduieHTa 3KCTHHKUMK 1,43 wm,
NPEATIOYTUTENFHO, ¢ MOMOIIBI0 Hedenomerpudeckoro aHanmusa. [gG MOXHO TPOBEPUTH C

MOMOLIBIO TeTb-3JIEKTPOdOpe3a 1 ¢ TOMOIIBI0 AHTUT€H-CIIEHU(PUIECKOTO Criocoda.

UroObl ompenenuTh, CBSI3bIBAIOTCS JIM BbIOpAHHBIE MOHOKJIOHAJNbHbIE aHTuUTeNna kK LY75 ¢
YHUKQJIBHBIMH  3MUTONAMH, KaXKJO€ AaHTUTENI0O MOXeT ObITh OHOTHHHIMPOBAHO C
UCTIOJIb30BAaHMEM KOMMEpPUYECKH NOCTYNHbIX peareHToB (Pierce, Pokdopa, Unnunotic, CIIIA).

Casi3biBaHUE 6I/IOTI/IHI/I.]'II/IpOBaHHbIX mMADb MOXHO BBIIBUTH C INOMOINBKY 30HA4, MCUCHHOI'O
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crpentaBuauHOM. [l onpeneneHus W30THUNA OYULIEHHBIX AHTUTEN MOXKHO INPOBOIUTH
morunupyomuii ELISA ¢ npumMeHeHneM MeTOMUK, NMPUHSATHIX B TAHHOH OOJIACTH TE€XHUKU.
Hanpumep, TyHKH TUTPALIMOHHBIX MUKPOILJIAHIIIETOB MOKHO MOKPBITh 10 MKI/MJT aHTUTENA K
Ig Ha HOub mpu 4°C. Ilocne OnokupoBanus ¢ momombo 5% BSA B maHmerax mpoBOAsT
peakunto ¢ 10 MKI/MJI MOHOKJIOHAJBbHBIX AHTUTENl WM OYHINEHHBIX H30TUIIHYECKUX
KOHTPOJIEN MPU TeMIEpaType OKPYKAKOLIEH Cpenbl B TEYEHUE JIBYX 4acoB. B syHkax 3aTtem
MOYKHO TPOBECTH PEAKIMI0 ¢ KOHBIOTUPOBAHHBIMHU 30HAaMH, cnerupuuabiMu k 1gGl

APYTUM HU30TUIIAM. IInmanmeTsr MPOABJIAKOT U aHAJIM3UPYIOT, KaK OMMHNCAHO BBILIE.

UroObl MpOTECTPOBATh CBA3BIBAHHE MOHOKJIOHAJBHBIX AHTHTENI C JKUBBIMU KJIETKaMH,
skcrnpeccupyromumu LY75, MOXHO uUCHNONB30BaTh MNPOTOYHYH LUTOMETpUIO. Bxpatue,
KJIeTOUHbIe JIMHUU u/uiu 4denoeueckre PBMC, skcmpeccupyroue MeMOpaHOCBSI3aHHBIE
LY75 (BblpamieHHble B CTaHIAPTHBIX VYCIOBHSAX pOCTA), CMEIIUBAIOT C PA3IHMYHBIMU
KOHLIEHTPALMsIMI MOHOKJIOHaNbHBIX aHTuTen B PBS, conmepsxkamem 0,1% BSA mpu 4°C B
teyeHne | uaca. Ilocne mpombIBaHMS NPOBOAAT PEAKLMIO KJIETOK € aHTUTENIOM K IgG,
MEYEeHHBIM (DJIyOpEeCLieNHOM, B TE€X JK€ YCJOBHUSIX, YTO U NPH OKPALIMBAHUHM NEPBHYHBIM
antutenioM. OOpas3ipl MOXKHO aHaIM3MpPOBaTh C mnomombio mnpudopa FACScan ¢
UCIIONIb30BAHMEM CBOMCTB CBETOpAacCestHUS M OOKOBOTO pacCestHUsl ISl BBEACHUS
JIOTHYECKOTO OTpaHMYEHUs] MO OTHAEJIbHBIM KJIETKAM M OIpPENEeeHUs] CBSI3bIBAHHUS MEUYEHBIX
aHTuTeN. MOKHO TPUMEHSATb aJbTEPHATHBHBIA aHAIN3 C MPUMEHEHHEM (JTyOpECLeHTHON
MHUKPOCKOIIUH B JIOTIOJHEHHE K aHAJINU3y [0 METOAY MPOTOYHON LUTOMETPUM WU BMECTO
Hero. KieTku MOXHO OKpaluBaTh B TOYHOCTH TakK, KakK ONMCAHO BbIIlEe, M H3y4YaTb C
NoOMOLIbI0 (PJTyOpecLieHTHON MUKpockonuH. JaHHBIN crocod oOecrieuynBaeT BU3YTU3ALUIO
OTAENbHbIX KIJIETOK, HO MOXKET XapaKTepHU30BaThbCs CHIKEHHOW 4YyBCTBUTEIbHOCTHIO B

3aBUCHUMOCTH OT IINIOTHOCTH aHTHUI'CHA.

IgG antuten k LY75 MOXHO MONMONHUTENBHO HMCCIEAOBAaTH B OTHOLIEHUM PEAKLMOHHOMN
crocoOHocTH K aHTUreHy LY75 ¢ momompro BecTepH-OnoTTHMHra. BkpaTie, kieTouHble
SKCTPAKThI M3 KJETOK, 3Kcrpeccupyromux LY7S, MoryT ObITh MOMy4YeHBI U MOABEPTHYTHI
anexTpodopesy B MONMMAKPUIAMHUIHOM rejie ¢ MCHOJIb30BAaHHEM NOAELMICYJb(aTa HATPHsL.
ITocne anexrpodopesa OTAeNeHHbIE AHTUTEHBI IEPEHOCST Ha HUTPOLEJUTIOJIO3HbIE MEMOPaHBL,
Oonmokupyror 20% MBIIIMHON CBIBOPOTKOH KPOBHM M 30HAMPYIOT MOHOKJIOHAJIBbHBIMU

AHTUTCIIaMH, ITOAJICKAIIMMH HCCICAOBAHUIO. CBs3bIBaHNE IgG MOJKHO BBIIBUTH C ITOMOILIBIO
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antutena K IgG, KOHBIOTUPOBAHHOTO C IIENOYHOU (ocdara3oli, U MPOSBUTH ¢ MOMOIIBIO

tabnerok cyocrpara BCIP/NBT (Sigma Chem. Co., Cenr-Jlync, Muccypn).

CriocoOb1 aHanm3a a(PUHHOCTH CBSA3BIBAHUS, NMEPEKPECTHONW PEAKTUBHOCTH W KHHETUKH
CBA3BIBAHUS PA3NUYHBIX aHTUTEN K LY75 BKIIOYAIOT CTaHOApPTHBIE AHAJINU3BI, U3BECTHBIC B
IaHHOW O0JIaCTH TEXHUKH, HAmpUMep, aHAJU3 TOBEPXHOCTHOIO IUIA3MOHHOTO PE30HAaHCa
(SPR) Biacore™ ¢ npumenennem nputopa amst SPR Biacore™ 2000 (Biacore AB, Vrmcana,

[Iserws).

B onHOM BapHnaHTe OCYLIECTBIEHHs aHTHTENO crielnpuIHO cBsi3biBaeTcst ¢ LY 75 yenoseka,
comepxkamuM SEQ ID NO: 15). IIpegnoururensHo, antuteno k LY75 cesseiBaercs ¢ LY 75

YeJIOBeKa C BBICOKOH apMHHOCTBIO.

[Ipennoururenbho, antureno Kk LY75 cesspiBaercs ¢ 6enkom LY75 ¢ Kp 5x 10* M nm
MeHbIIIe, cBsi3biBaeTcs ¢ Oenkom LY75 ¢ Kp 2 x 10®* M MEHbIIIE, CBSI3bIBAETCS ¢ OETKOM
LY75 ¢ Kp 5x 10° M umm MeHblIe, cBs3biBaercst ¢ O0enkom LY75 ¢ Kp 4 x 10° M wu
MeHblIle, cBsi3biBaeTcs ¢ Oenkom LY75 ¢ Kp 3 x 10° M nn MEHbIIIE, CBSI3bIBAETCS ¢ OEIKOM
LY75 ¢ Kp 2x 10° M wm MeHbIle, cBs3biBaercst ¢ O0enkom LY75 ¢ Kp 1x 10° M wu
MeHbIe, cBsi3biBaeTcst ¢ Oenkom LY75 ¢ Kp S x 10" M wnu MeHbLue WM CBSI3BIBAETCS C

benkoM LY75 ¢cKp 1 x 101 M unu mensie.

B onHoM BapmaHTe ocyuiecTBieHuss aHTUTeNna K LY75 KOHKypupyroT (Hampumep,
MEePEKPECTHO KOHKYPHUPYIOT) 3a CcBsi3biBaHUe ¢ LY75 ¢ KOHKpeTHbIMU aHTUTENaMu K LY7S5,
ONMMCAHHBIMH B JaHHOM pAokyMmeHTe (Hampumep, LY75 Al). Takue KOHKypHUpYrOIINE
aHTUTENIAa MOXXHO HMICHTU(UIMPOBATh HA OCHOBAHMU HX CIIOCOOHOCTH K KOHKYPEHTHOMY
UHTHOMPOBAHUIO CBSI3bIBAHMS OAHOrO Wim Oonee mAb ¢ LY75 B cTaHmapTHBIX aHAIM3ax
cesazbiBaHus ¢ LY75. Hanpumep, MOXHO NpuUMeHATh cTaHaapTHble aHanusbl ELISA, B
KOTOPBIX peKOMOMHaHTHBIN Oenok LY75 uenoBexka MMMOOWIN30BaH HAa IUIAHIIETE, OHO M3
aHTUTEN SIBISIETCS (DIYyOPECIIEHTHO MEYEHHBIM, U OLIEHHBAETCS CIIOCOOHOCTh HEMEYEHBIX
AHTUTEJN K BBIBECHUI0 MEUEHOIO aHTUTENA U3 KOHKYPEHLIUU 3a CBsi3bIBaHME. [|ONOIHUTEIBHO
WIM B albTePHATUBHOM CJydae MOXXHO MpumeHATb aHanu3 BlAcore pang oueHku
CHOCOOHOCTH aHTHUTEN K MEPEKPECTHON KOHKY peHIuH. CrocOOHOCTh UCCIIENy MO0 aHTUTENA
K MHrHOMPOBAaHUIO CBsI3bIBaHMS aHTHTENa K LY7S5 mo Hacrosmemy uzobperenuto ¢ LY75
YeJI0BEKa AEMOHCTPUPYET, YTO UCCIEAYEMOE aHTUTEIO MOXKET KOHKYPHUPOBATh C AHTUTEJIOM

3a cBs3biBaHue ¢ LY 75 uenoseka.
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B opgHOM BapuaHTe OCYINECTBJIEHHsS] KOHKYPHPYIOINEE AHTUTENIO TPEACTaBIAeT COOOit
AHTUTENO, KOTOPOE CBA3BIBAETCS C T€M ke 3nuTonoM Ha LY75 yenoseka, 4TO U KOHKPETHBIE
MOHOKJIOHaJIbHBbIe aHTHTeNa K LY75, omucaHHble B JaHHOM JIOKyMeHTe (Hampumep,
LY75 Al). CrangapTHble METOAMKH KapTHPOBAHHUS SIUTOIOB, TAKHE KaK PEHTTE€HOBCKAs
Kpucramiorpaguss U 2-MepHasi CIEKTPOCKONHS SAEPHOTO MAarHUTHOTO PE30HAHCA, MOXKHO
MIPUMEHSTL AJI1 ONPENETEHUs] TOrO, CBA3BIBAETCS JIM QHTUTEIO C TEM K€ DIMUTOIOM, YTO H
sTajioHHOe aHTuTeNno (cM., Harpumep, Epitope Mapping Protocols in Methods in Molecular

Biology, Vol. 66, G. E. Morris, Ed. (1996)).

B onHOM BapuaHTe OCYLIECTBIEHUS] aHTUTEIIO, KOTOPOE KOHKYPUPYET 3a cBsi3biBaHue ¢ LY75
W/WIH CBS3BIBAETCS C TeM ke amuTonoM Ha LY75 denoseka, mpeacTaBiisieT cOOOM aHTHTEIO

YCIIOBCKaA.

ITocne Bbimenenuss omHoro ucxomHoro mAb k LY75, umeromero tpeOyemble CBOWCTBA,
OIMCaHHbIE B JAHHOM JOKYMEHTE, MOTYT OBbITh MOJIy4eHbI Apyrue mAb ¢ aHaJIOTUYHBIMU
CBOWMCTBAMM, HANpUMEpP, UMEKINHUE TOT ke snuton. Hampumep, MOXHO MMMyHU3UPOBATH
mbleil ¢ nmomoupto LY75, kak onmMcaHO B JAHHOM IOKYMEHTE, MOJydaTh THOPHUIOMBI U
HoZIBEpraTh NOJyueHHble MAD CKPUHHHIY C BBIBJIEHHEM CIIOCOOHOCTH K KOHKYPEHLHMH C
UCXOOHBIM MAD 3a cBsi3piBaHue ¢ LY75. Mpiieit Tak:ke MOKHO HMMYHH3HPOBATH MEHBIIUM
bparmentom LY75, comepskaiqum SMHUTOIN, C KOTOPbIM CBS3BIBAETCS MCXOMHOE MAD.
Jlokanuzauuoo SMUTONAa MOXHO OIpPENEeNUTh MyTeM, HalpuMep, CKPUHUHIA C BBIIBJICHHUEM
CBA3BIBAHUSA C PSAOM IEPEKPBIBAKOLIMXCSA MNENTUAOB, oxBaTbBaromux LY75. B
aJIbTEPHATHBHOM CJIydae MOJKHO MPUMEHsITh criocod u3 Jespers et al., Biotechnology 12:899,
1994, nnst ympaBnenuss orOopoM MmMADb, UMEIUX TOT K€ 3MUTON MU, CJIEAOBATENBHO,
aHAJIOTHYHBIE CBOWMCTBA MO CPaBHEHUIO ¢ UCXOMHBIM MAb. C momompro (aroBoro aucruies
BHayaje TSDKEIYH LeNb HCXOJHOTO  aHTUTENa CHApPUBAlOT C  COBOKYITHOCTBIO
(MpenmnoYTHTEIPHO YEJIOBEUECKUX) JIETKUX Lemneid ans ordopa mAb, CBSA3BIBAIOIIMXCS C
LY75, a 3areM HOBYI JIETKYIO LE€Nb CIAPUBAIOT C COBOKYITHOCTBIO (MPEAOYTHUTENBHO
YeJIOBEUECKUX) TSDKENbIX Ierned ans orOopa (NMpeArnodTHUTENhHO 4YeloBeYeCKnx) mAD,
cBsi3piBaOIUXCA ¢ LY75, MMeOmMX TOT K€ JIMTON, 4YTO M ucxogHoe mAb. B
AJITEPHATHBHOM CJlydae BapUAHThI MCXOAHOTO MAb MOXHO MONy4YHTH MyTEM MyTareHesa

k/IHK, konupyromei Tskensle U JIerkue Leny aHTUTENA.

I[.]'[f[ OLCHKU YPOBHA KOHKYPCHLHMU MEXKAY MABYMs QHTUTCIIAMH MOXKHO [PUMCHATD,

HarnpuMmep, paauOuMMYyHOJIOTMYCCKHUE aHAJWU3bl WM aHaJIM3bl C HCIOJB30BAHUCM OPYIHUX
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MeToK ansi antuten. Hampumep, antureH LY75 MOXHO MHKYOMpPOBAaTH € HACBHIAOIIUM

KOJIMYECTBOM TEepBOro aHtutena K LY75 win ero aHTUreHCBSI3bIBAIOLIETO (hparMeHTa,
125

2

KOHBIOTHPOBAHHBIX C COGIMHEHHEM-MeTKOM (Harpumep, “H, >, GuotiHOM Mty pyounuem),
B NPUCYTCTBUU TaKOrO K€ KOJMWYECTBa BTOPOro HemedeHoro antutena k LY75. 3arem
OLIEHMBAIOT KOJIMYECTBO MEUEHOI'O aHTHUTENA, CBS3BIBAIOLIETOCS C AHTUT'€HOM B MPHUCYTCTBUU
HEMEUYEHOTO OJIOKHPYIOIEro aHTHUTENa, W CPABHUBAIOT CO CBS3BIBAHHEM B OTCYTCTBHE
HEMEUYEHOro Osokupyromero antutena. KOHKYpPeHLMIO ONpPEneNsioT IO IPOLEHTHOMY
U3MEHEHUIO CUTHAJIOB CBSA3BIBAHMS B MPUCYTCTBHH HEMEYEHOTO OJIOKHUPYIOIIEro aHTUTENA 110
CPaBHEHMIO C OTCYTCTBHEM OJIOKHMPYIOIIEro aHTuTena. Takum oOpas3oMm, eCid UMeeT MECTO
50% wuHruOupoBaHHE CBS3BIBAHUS MEUEHOTO AHTUTENA B MPUCYTCTBUU OJIOKHPYIOLIETO
aHTUTEJNA 110 CPABHEHMIO CO CBSI3BIBAHMEM B OTCYTCTBHE OJIOKHMPYIOIIErO aHTUTENA, TO UMEET
MECTO KOHKYPEHLUsI MEXIy IBYMs aHTuTenamu, coctasistomast 50%. Takum obOpasowm,
CChUIKAa HA KOHKYPEHLIMIO MEKAY MEePBbIM U BTOPBIM aHTHTEJIAMHU, COCTaBIIOIY0 50% wmnn
6onbire, 60% wuau OGonbiie, 70% wmu Oonbiue, kak, Hanpumep, 70%, 71%, 72%, 73%, 74%,
75%, 80%, 85%, 90%, 95%, 96%, 97%, 98%, 99% wunu Oonblie, O3HAYAET, YTO MEPBOE
AHTUTEJIO MHTHOUPYET CBsI3bIBAHKME BTOPOTO aHTUTENa (M HaobopoT) ¢ aHnTureHom Ha 50%,
60%, 70%, 71%, 72%, 73%, 74%, 75%, 80%, 85%, 90%, 95%, 96%, 97%, 98%, 99% wunu
Oonbuie (MO CPaBHEHUIO CO CBS3BIBAHHEM C AHTHIE€HOM BTOPOTO aHTHTENA B OTCYTCTBUE
nepBoro aHrurena). Takum oOpa3oM, MHTHOMPOBAHUE CBSI3bIBAHMS TMEPBOTO AHTUTENA C
AHTUTEHOM BTOPBIM aHTHUTENIOM, cocTaBjisitomee 50%, 60%, 70%, 71%, 72%, 73%, 74%,

75%, 80%, 85%, 90%, 95%, 96%, 97%, 98%, 99% wuau OoJbIle, O3HAYAET, YTO JIBA AHTHUTEJNA

CBA3BIBAKOTCsA C OOJHHUM U TEM K€ SITUTOIIOM.

Hacrosimum n3o00peTeHreM OXBAaTHIBAIOTCS BAPUAHTHI AHTUTEJ, MHOT/IA TAK)KEe HAa3bIBAEMbIE
TPOU3BONHBIMU AHTUTE» WM «aHAJOTAMH AHTUTEN». MIHbIMH CJIOBaMHU, CYIIECTBYET PsI
MOJIU(UKALIMH, KOTOPbIE MOKHO MPOU3BOIUTH B OTHOIIEHUU AHTHUTEJI, PACKPBITHIX B TAHHOM
JOKYMEHTE, BKJIIOYAKOINX Oe3 OrpaHuueHusi aMUHOKUCIOTHbhie Monupukamuun CDR
(cospeBanue aPUHHOCTH), AMUHOKHUCJIOTHbIE MOAU(PUKALUUA KaPKACHBIX oOJacTeH,
AMUHOKHCIIOTHbIE Moaudukanuu Fc-o0macTtu, BapuaHThl MIMKO3WJIMPOBAHUS, KOBAJCHTHBIE
MOMU(UKALIMA APYTUX THUNOB (HampuMep, IJisi TPUCOENUHEHUS KOHBIOTHPOBAHHBIX

JIEKapCTBEHHBIX CPENCTB U T. II.).

HOI[ «BapUaHTOM» B JaHHOM AOKYMECHTE noapa3yMeBacCTCA NOJIMIICNTUAHAA

NoCJCA0BATCIIbHOCTD, OTIMYAKOIIAACA OT TaKOBOI Y UCXOOAHOIr0 moJjinentuiaa 3a CHET IO
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MEHbILIEH Mepe ONHOH AaMHHOKHCIOTHOW Momudukanuu. B 3ToM ciydae WCXOIHBIN
TOJIUTIENTH]] TPEACTABISIET CO0OM BapwadenpHYI0 00JacTh TSKENON OO JIErKOW IenH
MOJIHOM JJINHBL, HanpuMmep, npuseaeHHy0 nmoa SEQ ID NO: 1 wiu 2 cOOTBETCTBEHHO, WIH
CDR-obnactu wim kapkacHble 0OJIACTH TSDKEJIBIX U JIETKHX Lenel, npuseneHasie mon SEQ
ID NO 5-10 u 16-21 nnst LY75. AMUHOKHCTIOTHBIE MOJU(HUKAILIIH MOTYT BKJIIFOYATh 3aMEHBI,
BCTaBKU U JI€JIELIUH, TIPU 3TOM IE€pPBble BO MHOTHX CIIy4asiX SIBJISIOTCS MPEANOUYTUTENbHBIMU.
Byner moHATHO, YTO AMUHOKHCIIOTHASI 3aMEHA MOXKET MPECTABIATh COOOH KOHCEPBATUBHY O
WIA HEKOHCEpBAaTUBHYK) 3aMEHy, IIpH OTOM KOHCEPBAaTHBHBIE 3aMEHbI SIBJIIOTCS
NPEATIOYTUTENbHBIMU. JIOTIONHUTENBHO, yKa3aHHAs 3aMeHa MOXKET IpeJCTaBIATb COOOMN

3aMeHy BCTpedJaroleiicss B mpupoae Ju00 He BCTPEYArOIIEeicsl B PUPOE AMUHOKHCIIOTOM.

B nenom, BapuaHThI MOTYT COAEPIKATh JIOOOE KOJMYECTBO MOIU(DHUKALMUII, IPU yCIOBUH, YTO
byHKkIMsT aHTHTENa OyAeT mo-NpPeXHeMy MPUCYTCTBOBATh, KaK OIUCAHO B JIaHHOM
nokyMeHnte. MupiMu cinosamu, B ciydae LY75 Al, Hanpumep, aHTUTENO IOJDKHO IO-
npekHeMy crienu(puuHO CBsi3biBaThCs ¢ LY 75 uenoBeka. Ecnu aMUHOKHMCIOTHBIE BapUaHThI
nony4aroT ¢ Fc-obnmacTeio, Hampumep, TO BAPHAHTBI AHTUTEN JOJIKHBI COXPAHTh (QYHKIHUU
CBSI3bIBAHUSI C PELENTOpaMH, HEOOXOAMMBIE JUIsi KOHKPETHOTO TMPUMEHEHUsS] aHTUTeNla WU

MOKa3aHUsA K HEMY.

«BapuaHTbl» B JAaHHOM  Cllydyaeé MOIYT OBbITb  CO3JaHbI B  MEPEYUCIECHHBIX

nocnenosarenbHocTsax CDR, kapkacHol mu Fe-o0nactsaix aHTHTENA.

Onnako, B 11eJIoM OOBIYHO MCTONB3YIOT 1, 2, 3,4, 5, 6, 7, 8, 9 unu 10 aMUHOKUCIIOTHBIX
3aMEH, TIOCKOJIbKY 4YacTO LENbI0 SIBISIETCS HW3MEHeHHe (QYHKIMH C MHHAMAJIbHBIM
KOJIMYE€CTBOM Moaudukarmi. B HEKOTOPBIX ciydasix UMEIT MecTo OT 1 1o 5 Moaudukauumii
(Hampumep, OTAENbHBIX AMHUHOKHCIIOTHBIX 3aMEH, BCTABOK WM Aesieluii), mpu 3toM 1-2, 1-3
u 1-4 Takkxe HaxoAsT NPUMEHEHHE BO MHOTUX BapHuaHTax ocyluecTBieHus. KommuecTso
MoauduKaui MOKET 3aBHCETh OT pasMepa MonupUIpyeMoil objacTu; Hampumep, Kak
npaBmwio, B CDR-obnactsix Tpebyercs menpime momudukauuii. CHenuanucTty B JaHHOU
obmacTu Oynet nmoHsTHO, uto naxe B CDR-obnactsax MecrononokeHne MOAU(GUKALUN MOXKET
3HAYUTEIBHO U3MEHSTh 3(pdekT. B 0qHOM BapuaHTe OCYIIECTBICHUS MOAU(PHUKALIMHA MOKHO
npoussoautk B 000 w3 CDR1, CDR2 wmun CDR3 Tsokenbix w/wnm jierkux ueneil. B
JOTIOJTHUTEIIbHOM BapUaHTE OCYLIECTBICHUS MOAU(UKALMK MPpou3BoaaT B modoit n3 CDR1
win CDR2 Tsxkenblx w/wnm Jjerkux Ineneil. B eme OXHOM JOMOJHUTENBHOM BapUaHTE

ocyuiecTBiieHUs1 Mogudukannu pacnonoxersl B CDR1 TskeNbIX W/win JerKux Hemne.
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Crnenyer OTMETUTb, YTO pPsA AMHUHOKHUCIOTHBIX MOAM(MUKALMN MOXKET HAaxXOOUTBCA B
(YHKIMOHANBHBIX JOMEHAX: HampuMep, MOoXeT ObITb HeoOxomumo Hamuuue 1-5
monudpukannii B Fc-obnactu 6e1KoB TUKOTO THITA HITH CKOHCTPY MPOBAHHBIX OEJTKOB, a TaKXkKe
or 1 nmo 5 wmomudukammii B Fv-oOmactu, nHampumep. BapuanT mnonunenTuaHON
MIOCJIEIOBATENBHOCTH MPEANOYTHTENBHO OyaeT obnanaTe o MeHblIei Mepe npumepHo 80%,
85%, 90%, 91%, 92%, 93%, 94%, 95%, 96%, 97%, 98% wumu 99% HAEHTUUHOCTHIO C
UCXOIHBIMH  TOCJIEIOBATEIBHOCTAMU  (Hampumep, BapuabenbHBIMH  OOJNACTSIMH,
KOHCTAHTHBIMH OOJIACTSIMH, W/WIJIN TOCJIEAOBATENIbHOCTMU TSDKEJION U JIETKOH Lienel, u/wnum
CDR LY75_A1l). Cnenyer OTMETHTD, UYTO, B 3aBUCUMOCTH OT pa3Mepa MOCIeA0BaTEIbHOCTH,

NpoucHTHass MACHTUYHOCTb 6YI[6T 3aBUCECTDb OT KOJIMYCCTBA aMHHOKHUCJIOT.

Ilog «aMUHOKMCIIOTHOM 3aMEHOW» WJIM «3aMEHOI» B JaHHOM JIOKYMEHTE IOJIpa3yMeBaeTCs
3aMelIeHNe AaMUHOKHUCJIOTBI B KOHKPETHOM TOJIO)KEHMM HCXOAHOM  MOJIUMENTUIHON
MOCJIEIOBATEIbHOCTU JIPYrOl aMHUHOKHUCJIOTOW, KOTOpasi MOKET ObITh MPUPOJHOW WU HE
BCTpevarouieiicss B mpupone amuHokucinoroi. Hampumep, 3amena S100A oTHocuTcs K
BApMAHTy MOJMIIENTHAA, B KOTOpPOM cepuH B nojoxenun 100 samemen ananuHoMm. Ilox
«aMUHOKHCJIOTHONH BCTAaBKOI» WM «BCTaBKOW», HCMOJIb3YEMOW B JAaHHOM JIOKYMEHTE,
noapasymeBaercsi J00aBICHHE AMHHOKUCIOTHI B KOHKPETHOE TIOJIOKEHHE HCXOIHOMN
MOJIMTNENTUIHON TIOCen0BaTeIbHOCTU. [1o1 «aMUHOKHUCIIOTHOM Aenenuein» UIn «IeJeueny,
UCTIOJIb3YeMOM B JAHHOM JOKYMEHTE, IOAPa3yMeBAaeTCsl yAalleHHe AaMHUHOKHUCJIOTHI B

KOHKPETHOM IIOJIO)KEHUHA HCXOHHOﬁ HOJII/IHGHTI/IL[HOﬁ noCJaea0BaTECJIbHOCTH.

Ilon «UCXOJIHBIM TTOJTATIETITUIOMY, «HUCXOJTHBIM OenKom», CTTOJIUTETITUIOM-
NPEIIIeCTBEHHUKOM» W  «OeJIKOM-TIPEAIIeCTBEHHUKOMY, HCIOJB3yeMbIM B JTaHHOM
JOKYMEHTE, Mopa3yMeBaeTcsi HeMOU(DULIMPOBAHHBIN MOJIUNENTH]T, KOTOPBIH BIIOCIEICTBUU
MOIUGPULIMPYIOT ¢ TIOJyYEHHUEM BapuaHTa. B 1eJIoM, MCXOOHBIM TMOJUIENTHIOM B JTaHHOM
nokymente sBisiercsi LY75 Al. CoOOTBETCTBEHHO, TOJ «HUCXOIHBIM AaHTHUTEJIOM,
UCTIOJIb3YEMBIM B IAHHOM JIOKYMEHTE, TIOAPa3yMeBaeTCsl aHTUTENO, KOTOPOe MOAUDULIHPYIOT

C MOJIYYCHHUEM BapUaHTa aHTUTEIIA.

IMon «nauxkum Tunom», i « WT», uim «HAaTUBHBIM» B JaHHOM JIOKYMEHTE MOJpPa3yMeBAETCS
AMUHOKHCJIOTHAs  MOCJENOBATEIbHOCTh  WJIM  HYKJIECOTHIHAs  MOCJIEA0BAaTEbHOCTD,
oOHapy»KuBaeMasi B TNPUPOJE, B TOM YHUCJIEe aJUIeJIbHble BapHAHTHI. BeJokK, MOJUMenTusn,

aHTUTENO, UMMy HOrJ100YIHH, IgG u T. 1. WT HMeroT aMMHOKHCIIOTHY IO TTOCJIEA0BATEIHOCTD
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WIH  HYKJIEOTHIHYIO  IIOCJIEAOBATENIbHOCTb, KOTOpas He Oblila  NpeIHaMEepPeHHO

MO UILTIPOBAHA.

ITon «Bapuantom Fc-obmactu» B JaHHOM OKYMEHTE MOAPA3yMeBaeTCs MOCIE0BATEIbHOCTD
Fc, ornuuaromasicss OT mociaenoBaTeNbHOCTH Fe MMKOro Thma 3a CYeT MmO MEHBIIEH Mepe
OIHOW aMHUHOKHCIOTHONW Moanpukauuu. Bapuant Fc Mmoxer oTHOcuThCs K nonunentuay Fc
KaK TakKOBOMY, K KOMIIO3ULMSIM, COAEpKAllMM BapHaHT nonunentuaa Fc, wim

AMHUHOKHCJIOTHON MOCJIeIOBATEIbHOCTH.

B HekoTOpBIX BapuaHTax OCYILECTBJICHMS, OAHA WM 00Jiee aMUHOKHUCIOTHBIX MOAN(UKALINI
nosy4ensl B ogHoit unn 6onee CDR u3 LY75 Al. Kak npasuno, B mo0oii otaensHoit CDR
3aMEHSIIOT TONbKO 1, wiau 2, wiu 3 aMHHOKUCIOTH,, W B Habope m3 6 CDR 0ObruHO
npou3BoAAT He Oojee 4, 5, 6, 7, 8, 9 umu 10 usmenenuii. OHAKO, ClenyeT MOHUMATh, YTO
moOyr0 KOMOWHALIMIO M3 OTCYTCTBHs 3ameH, 1, 2 wim 3 3amen B noOoii CDR MoxHO
HE3aBUCHMO M HEeOOs3aTeNIbHO COYeTaTh C JIoOOW npyroi 3ameHoi. byner oueBuaHO, 4TO
3aMeHbl MOXKHO Npou3BoAuTh B 000 m3 6 CDR. B ogHOM BapuaHTe OCYINECTBIICHHUS

3amenbl pou3BoAsaT B CDR1 TspKeNnbIX n/wimy JeTKux Lemnei.

B HekoTOpBIX Ciydasx aMHHOKHCIOTHbIe Momudukammu B CDR Ha3bBalOT «Co3peBaHHEM
apPuHHOCTHY. AHTHUTENO, MOABEPTHYTOE «CO3PEBAaHUIO a(PUHHOCTH», UMEET ONHO MU
Oonee n3meHenwuii B ogHo wim 6onee CDR, koTOpble PUBOIAT K yiy4lieHuto ahguHHOCTH
aHTUTENIa K AHTUTEeHY 10 CPABHEHMIO C MCXOIHBIM AHTUTENIOM, HE MMEIOIIHMM 3TOrO(3THX)
u3MeHeHUs(M3MeHEeHNH ). B HEKOTOPBIX CyYasix, XOTh U PEIKUX, MOXKET OBITh XKeJIaTeIbHbIM
cHikeHre a(OUHHOCTH AaHTUTENAa K €ro AaHTUTeHy, HO 5TO OOBIMHO HE SBJISIETCS

NpEATTIOYTUTCIIBHBIM.

CospeBanne adduHHOCTH MOXKET OBITH BBINOJHEHO ISl yBedawmueHus adduHHOCTH
CBSI3bIBAHUSI AHTUTENIA C AHTUTEHOM Ha IO MeHbimeld Mepe npubmusurensHo 10%,
npubmu3uTensHo 20%, npubnusurensHo 30%, npudmmsurensao 40%, npubmusurensHo 50%,
npubmu3uTensHo 60%, npubnusurensHo 70%, npudmmsurensao 80%, npubmusurensHo 90%,
npubmusuTensHo 100%, npubnusurtensao 110%, npubmmsurensro 120%, npuOIM3UTEIHEHO
130%, npubmusurensuo 140%, npudnmsurensuo 150% wnu 6omnpime win B 1, 2, 3, 4-5 pa3 no
CPAaBHEHHMIO C «HCXOIHBIM» aHTHUTENOM. lIpeArnouTuTenbHbIE AHTUTENA, MOABEPTHYTHIE
co3peBanuto  apPUHHOCTH, OYIOyT XapakTEepPH30BAThCS HAHOMOJSIPHBIMH —HJIH  JTaXKe

MUKOMOJIAPHBbIMU 3HAUCHUAMU aq)q)HHHOCTH K aHTUTCHY-MHIICHU. AHTI/ITe.]'Ia, NOABCPTHY THIC



10

15

20

25

30

WO 2019/238843 PCT/EP2019/065542
40

co3peBaHM0 a(PUHHOCTH, MONYHAIOT C TMOMOLIBI M3BECTHBIX mpouenyp. Cm., Hampumep,
Marks et al., 1992, Biotechnology 10:779-783, B koTOpoM onucaHo co3peanue ahpGuHHOCTH
Iy TEM NEPETACOBKH JOMEHOB BapuabenpHON obnactu Tsokenon nenu (VH) u BapuabenpHOMH
obmactu nerkoii memm (VL). CnyuaitHeii myrtareHe3 octatkoB CDR w/uimm kapKacHBIX
y4acTkoB onucaH B Barbas, et al. 1994, Proc. Nat. Acad. Sci, USA 91:3809-3813; Shier et al,
1995, Gene 169:147-155; Yelton et al., 1995, J. Immunol. 155:1994-2004; Jackson et al.,
1995, J. Immunol. 154(7):3310-9; u Hawkins et al, 1992, J. Mol. Biol. 226:889-896,

HanpuUMep.

B anprepHaruBHOM ciyuae B ogHoi mnu 6onee CDR anTuTeNn no HacrosimeMy H300peTeHHIO
MOXXHO INPOU3BOAUTH AMHUHOKUCJIOTHBIC MOI[I/I(I)I/IKa]_II/II/I, KOTOPBIC SABJIAIOTCA «MOJJYALIUMMNY,
HarpuMep, KOTOpble HE3HAYUTENbHO M3MEHSAIT ap@UHHOCTH aHTHTENa K aHTureHy. Mx
MOXKHO IPOM3BOJUTH IO PsAy MPUYMH, BKIIOYAKOIIMX ONTHMU3ALUIO SKCHPECCHH (KOTOPYIO
MO’KHO BBINOJHATh AJI1 HYKJIEHWHOBBIX KHUCJIOT, KOAMPYIOIIMX AHTUTENA IO HACTOALIEMY

M300pETEeHNIO).

Takum obpasom, B ompenenenue CDR u aHTUTENn, pacKpbITHIX B JaHHOM JOKYMEHTE,
BKJIO4YeHbl BapuaHThl CDR u aHTHTEN, T. €. aHTUTENa MOTYT BKJIKOYAaTh MOAM(DHKALMA
aMuHOKHUCIIOT B onHOH min 6onee CDR LY75 Al. B nononHeHue, kak BKpaTLe HU3JIOKEHO
HIDKE, AMHHOKHUCIIOTHbIE MOAM(MUKALMK MOXHO TakKXKe HE3aBHCHMMO M HeoOs3aTebHO
npou3BoAUTh B 000N obOmactu 3a mpenenamu CDR, B TOM d4wucie B KapKacHbIX M

KOHCTAaHTHBIX o6nacmx, OMUCAaHHBIX B JaHHOM JOKYMCHTC.

B HekoTOpBIX BapHaHTaxX OCYIIECTBJICHHsI PACKPBITHIE B TAHHOM JOKYMEHTE aHTHTENa K
LY75 cocrost u3 Bapuanta Fc-momena. Kak u3BecTHO B JaHHOH 0o0NacTu TeXHUKH, Fc-
00JIaCTh aHTHUTENA B3aMMONEHCTBYET ¢ psnoM Fc-penenTopoB U JIMTaHAOB, MPUAABAsS LEJIbIH
psit BaXXHBIX (DYHKIIMOHAJIBHBIX CIOCOOHOCTEH, Ha3biBaeMbIX 3(PPeKTOpHBIMH (HYHKLIUSIMH.
Otu Fc-penenrropel BimowaroT 0e3 orpanmdenus (y joxpei) FcyRI (CD64), B Tom uucie
modopmer FcyRIa, FcyRIb u FeyRIe; FcyRII (CD32), B Tom uncie msopopmer FeyRIla (B
tom uncie amutotunbl H131 u R131), FeyRIIb (B Tom umcne FcyRIIb-1 u FcyRIIb-2) u
FcyRlIlc; u FcyRIII (CD16), B Tom uucne uzodopmsl FeyRIIla (B Tom yncne amnorunst V158
u F158, cBs3aHHble ¢ aHTHUTENO3aBUCHUMOH KieTOYHOH IHMTOTOKCHYHOCTBIO (ADCC)) mn
FcyRIIIb (B Tom uucne ammorunel FcyRIIb-NA1 u FcyRIIIb-NA2), FcRn (HeonaTanbHbIH
perenrop), Clq (6enok cuCTeMbl KOMIUIEMEHTA, YYaCTBYIOIIHI B KOMIUIEMEHT3aBHCUMOMN

rorokcnaHocTd (CDC)) m FcRn (HeoHaTanpHBIN penenTop, yYacTBYIOLIMHA B PEryJsiLUA
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nepuoaa TONYBBIBEACHHUS U3 ChIBOPOTKH Kposw). [lopxonsmue moaudukanuyd MOXKHO
NPOU3BOAUTH B OJJHOM WJIHM OOJIee TIOJOKEHHUSX, KaK B LIEJIOM H3JI0KEHO, HAIIPUMED, B 3asIBKE
Ha mareHt CIIIA 11/841654 wu nurepaTypHBIX HMCTOYHHKAX, YINOMHHAaeMbIX TaMm, US
2004/013210, US 2005/0054832, US 2006/0024298, US 2006/0121032, US 2006/0235208,
US 2007/0148170, USSN 12/341769, matente CHIA Ne 6737056, matente CIIA Ne
7670600, matenre CIIA Ne 6086875, BCe M3 KOTOPBIX SIBHBIM OOpa3oM BKIJIFOYEHBI
MOCPEACTBOM CCBIJIKM BO BCEW CBOEH MOJHOTE, B YAaCTHOCTH, YTO KAacaeTCs KOHKPETHBIX

AMHUHOKUCJIOTHBIX 3aMECH, YCUJINBAIOIINX CBA3bIBAHUEC C Fc-peuenTopaMI/I.

B nponosmHenwe k MomuuKanUsAM, H3JIOKEHHBIM BBILIE, MOXHO MPOU3BOAUTH JPYyTUe
monubukannu. Hanpumep, MONEKyJbI MOKHO CTAaOWJIM3HPOBATH IyTEM BKJIIOUEHUS B HUX
COCTaB ANCYJIb(PUAHBIX MOCTHKOB, cBsidbiBaromnx VH- u VL-nomens! (Reiter et al.,, 1996,

Nature Biotech. 14:1239-1245, BiitoueHHbII TOCPEACTBOM CCHUIKH BO BCEH CBOEH MOJHOTE).

B nononnenne, MomuduKaLuy HIUCTEHHOBBIX OCTATKOB SBISIFOTCS OCOOEHHO MPUMEHUMBIMU B
My TSIX IPUMEHEHHs] KOHBIOTaTOB aHTUTENO-JIeKapcTBeHHOe cpeacTBO (ADC), nonosHUTeIbHO
OIMCAaHHBIX HIDKE. B HEKOTOPBIX BapMaHTaxX OCYLIECTBJICHUs] KOHCTAHTHAs O0JNacTh aHTHUTENA
MOKeT OBITh CKOHCTPYMpPOBaHA COAEep KaIIeii OnrH Win 00j1ee 0COOEHHO «THOJI-PEAKTUBHBIX)
LIMCTEMHOBBIX OCTAaTKOB B ILe/siX obecriedeHusi Oojiee CHeUU(pUYHOrO U PeryJmpyeMoro
pasMeleHnss KOMIOHEHTa-JiekapcTBeHHOro cpenacrsa. Cwm., Hanmpumep, mateHT CIIIA Ne

7521541, BKIIOYEHHBIN B JaHHBINA JOKYMEHT MOCPEACTBOM CCBUIKH BO BCEH CBOEH MOJHOTE.

B nomonHeHue, CymecTByeT psii KOBAJEHTHbIX MOAM(DUKALMN AHTHUTEN, KOTOPbIE MOKHO

MPpOU3BOAUTD, KaK BKPATLE U3JIOKECHO HUXKE.

KoBasneHTHbIe MOIU(UKALUN AHTHTEN BKJIOYEHBI B OOBEM HACTOSINErO H300pETeHus U
OOBIYHO, HO HE BCET/a, BBIMOJHSIOTCS MOCTTPAHCISILMOHHO. Hampumep, HEKOTOpBIE THUIIBI
KOBQJIEHTHbIX MOIU(HUKAIMA AHTHTEJIa BHEAPSIOT B MOJIEKYJy MOCPEICTBOM pPEaKLUU
KOHKPETHBIX aMHHOKHCJIOTHBIX OCTaTKOB AHTUTEJIA C OPraHUYECKUM JE€PUBATU3UPYIOLINM
CPEACTBOM, CIOCOOHBIM K PEaKIMU C ONpENeeHHbIMH OOKOBbIMH HermsiMu wiu N- wim C-

KOHLIEBBIMH OCTaTKaMH.

L{ucTenHuNIbHBIE OCTATKM Yallle BCEro MOIBEPral0T pPEaklHu C O-rajjoreHauneraramu (u
COOTBETCTBYIOLIUMH aMHHAMH), TAKUMH KaK XJOPYKCYCHasl KHCJIOTa WM XJIOPaLETaMHI, C
NOJy4YeHHEM  KapOOKCUMETWUJIBHBIX  WJIM  KapOOKCHaMHIOMETHIIBHBIX  IPOU3BOAHBIX.

L[I/ICTGI/IHI/IJ'II:;HI:;IG OCTaTKHM TaKXKE€ MOXHO ACPHUBATU3UPOBATE MNOCPEACTBOM pPEAKIHUU C



10

15

20

25

30

WO 2019/238843 PCT/EP2019/065542
42

OpoMTpuTOPALIETOHOM, a-OpoM-PB-(5-UMUIA30ITHIT ) TPOTTHOHOBO KHCJIOTOH,
xyopauerwidocharom, N-ankuiMaaenMuIaMy, 3-HUTPO-2-MUPUAIANCY IbQUAOM, METHII-2-
NUPUAWIIIACY IBPHUIOM, T-XJIOPMEPKYpPOOEH30aTOM, 2-XJIOPMEPKYPO-4-HUTPOPEHOIOM HITH

XJIOp-7-HATPOOEH30-2-0Kca-1,3-11a3010M U T. 1.

I'mcTununpHbE OCTATKU AEPUBATU3UPYIOT IMOCPEACTBOM PEAKIMU C AUSTHIIITHPOKAPOOHATOM
npu pH 5,5-7,0, MOCKOJBKY HOaHHOE CPENCTBO SIBISIETCS OTHOCUTENBHO CHEMUPUUHBIM K
OokoBoli menu ructuawiaa. Takke NPUMEHUMBbIM SBISIETCS Mapa-OpoMdeHanunopoMusn;

PEeaKLMIO IPEANOYTUTENBHO MpoBoAT B 0,1 M kakoaunare Hatpust npu pH 6,0.

JIN3UHUIIbHBIE U AMHUHOKOHILEBBIC OCTATKU MOABCPrarOT pC€akuu ¢ aHrUMApuaaMu ﬂHTapHOfI
WIH JIpyTuX KapOOHOBBIX KUCJOT. JlepuBaTH3aisi ¢ MOMOIIBIO 3THX CPEACTB O0NamaeT
5 deKToM H3MeHEeHMsT 3apsiga JM3HHUIBHBIX OCTATKOB HAa MPOTHUBOIOJOXHBIN. Jlpyrue
MIOAXOMSIIINE PeareHThl Ui JAePUBATH3ALUH OCTATKOB, CONEPIKALIUX alib(a-aMUHOTPY I,
BKJIFOYAIOT UMHIOI(HPHI, TaKue KaK METHIMHKOJIMHUMULAT, THpHIOKcaibhochar;
MUPUAOKCAIb; XJIOpOOpOrHapHUL, TPUHUTPOOEH30JICYIHPOHOBY IO KHUCJIOTY, O-
METHJIN30MOUYEBHHY;, 2,4-MIEHTAHAHOH W T[JIHOKCHJIAT B PEaKLUUH, KaTaJu3upyeMoil

TPAaHCAMUHA301.

ApPrUHWIbHBIE OCTAaTKH MOTU(PHUIMPYIOT TOCPEACTBOM pEAKLUUH C OOHUM MK OoJjee
TPAIULMOHHBIMH pEAreHTaMH, CpPeOu KOTOPbIX (EeHHIrIHOKCanb, 2,3-OyTanmuoH, 1,2-
LIMKJIOTEKCAHAMOH U HUHTUAPHUH. JleprBaTH3alusi aprUHUHOBBIX OCTaTKOB TpedyeT, 4ToOBI
PEaKMI0 TNPOBOAWIM B IIEJOYHBIX YCJOBHSIX, B CBA3U C BbICOKOW pKa ryaHMInHOBOM
¢byHKuMOHANBHON Tpymmbl. Kpome TOro, 3T peareHTbl MOTYT pearupoBaTh C TIPYIITAMHU

JM3UHA, a TAKXKE C SIICUIIOH-aMUHOTPY IO apruHUHA.

MOKHO TPOU3BOAUTH KOHKPETHbIE MOAU(PUKALNUUA TUPOIHIIBHBIX OCTAaTKOB, TPH 3TOM
0COOEHHBIN MHTEpeC MPEICTaBJIsIeT BBEIEHUE CIIEKTPATbHBIX METOK B TUPO3HIIbHBIE OCTATKH
MOCPEACTBOM  pPEaKUMU € apPOMAaTUYECKUMH  COCIMHEHUsIMU  AWA30HHUS  WJH
teTpanuTpomeraHoM. Jlmsi  obpasoBanHusi  O-aUETHNTUPO3WIIBHBIX ~ MOJIEKYJ H  3-
HUTPONPOU3BOJHBIX Yalle BCEro COOTBETCTBEHHO MNPUMEHSAIOT N-alleTWIMMHUIAA301 H
TeTpAaHUTPOMETaH. THUPO3UJIbHBIE OCTaTKM HOAUPYIOT ¢ noMowp 1251 wmm 1311 ¢
MOJIyYeHUEM MEYEHBIX OEJIKOB Uil IPUMEHEHUS] B PaJUOUMMYHOJIOTHYECKOM aHaJN3e, MpH

3TOM cmoco0 ¢ TMpUMEHEHHeM XJiopaMHHa 1, ONHCAaHHBIA  BBILIE,  SIBISIETCS

>

NpeATIOYTUTCIIBHBIM.
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KapOokcunbHble OOKOBbIE rpyNITbI (ACHAPTHIT WM [Ty TAMIJI) H30HPATENbHO MOTU(PULIHPYIOT
nocpencteoM peakiuu ¢ kapdommmmugamu (R'—N=C=N--R'), rne R u R' Heobs3arenvHo
NPEACTABISIIOT COOOH pasNUuHbIE AaJKWIbHBIE TPYNINbI, TakKHe Kak |-IuKiIorekcui-3-(2-
MOP G OTHMHUI-4-3THT)KapOOTUUMU W 1-3Trn-3-(4-a3ouuii-4,4-
IVMMEeTWINEeHTH)kapooauumua. Kpome TOro, acmapTwiibHble U TIIyTAMUJIbHBIE OCTATKU
NPEBPALIAOT B aCMaparvHUJIbHbIE U TIIyTAMUHHWJIbHBIE OCTATKH ITOCPENCTBOM PEAKIHU C

HMOHaAMH aMMOHUA.

JepuBatuzauusi ¢ MOMOIIBIO OMQYHKIIMOHANBHBIX CPEACTB NPUMEHMMA JUIsl CLIMBAHMS
AQHTUTE] C HEpPacTBOPUMOW B BOAE MATPULEHU-MOAIOKKON WIM TOBEPXHOCTBI) JJIs
NPUMEHEHUs1 B psAfe CrocoOOB B JOMOJIHEHHE K crocobam, omucaHHbIM Hipke. Ilupoko
UCTIONIb3yE€Mble CLIMBAIOIINE CPEACTBA BKJIIOYAKOT, Hampumep, 1,1-Ouc(amnasoanernn)-2-
(deHnIdTaH, TNyTapoBbIH ampaerun, N-THAPOKCUCYKLUHUMHIHBIE —CIIOXHBIE 3(HPH,
HarpuMmep, CIOXKHble 3(PUpbl 4-a3U0CATULIMIIOBOI KUCIOTBL, TOoMOOH(YHKLIHNOHAIBHBIE
UMUA03(UPBL, B TOM YHCJIE AUCYKLUMHHMUAWIOBBIE CIOXHBIE 3>(upsl, Takue kak 3,3'-
AUTHOOHC(CY KIMHUMHAMIIIPOITMOHAT), U OM(YHKIMOHAIBHBIE MAJICMMU/IbI, TAaKUe Kak Omc-
N-manenmuno-1,8-okran.  JlepuBaTU3HpyIOLIME CPEACTBA, Takhe Kak  MeTwi-3-[(m-
a3uao(GeHuT) IMTHO [IPONMUOUMHUIAT,  O0ECreYrBalOT  MOJy4YeHHe  (OTOAKTUBHPYEMbIX
MPOMEKY TOUHBIX COEIMHEHHH, CTIOCOOHBIX 00Pa30BBIBATh MOMEPEUHbIC CBS3H B MPUCYTCTBUU
cBera. B  anprepHaTMBHOM ciiydae Juii  UMMOOWIM3alMU  O€JIKOB  HCHONB3YIOT
PEaKIMOHHOCTIOCOOHBIE HEPAaCTBOPHMbIE B BOJAE MATPHUILbI, TAKHE KAaK AKTHBHPOBAHHBIC
OpOMHCTBIM LIMAHOT€HOM YIJIEBOIbI M PEAKIMOHHOCIOCOOHBIE CyOCTpaThl, OMHMCAHHBIE B
narentax CIHIA NoNe 3969287; 3691016; 4195128; 4247642; 4229537 u 4330440, Bce u3

KOTOPBIX BKJIFOUEHBI IOCPEACTBOM CCBUIKH BO BCEH CBOEH MOJIHOTE.

['myramMuHWIbHBIE W acmaparMHWIbHBIE OCTAaTKH YacTO JE3aMUAUPYIOT C TOJIy4YEHUEM
COOTBETCTBYIOIIUX TJIYTAMIJIBHBIX M  aCMaPTHWIBHBIX OCTAaTKOB COOTBETCTBEHHO. B
aJBTEPHATHBHOM CIIy4ae 3TH OCTATKHU JAE€3aMUIAUPYIOT B CIIA0OKHCIBIX yciIoBwsx. JIrobas

¢bopMa 3TUX OCTATKOB HAXOAMTCS B Mpeneax o0beMa HACTOSIETr0 H300PETeHUs!.

Hpyrue  mMogudukanmMu  BKIOYAIOT  TUAPOKCUIMPOBAHHWE  TPOJIMHA W JIM3UHA,
dbochopunrpoBaHre TUAPOKCUIBHBIX TPy CEPUWIbHBIX WU TPEOHHIIBHBIX OCTATKOB,
METHJIMPOBAHUE (-AMUHOTPYNN OOKOBBIX Lienei su3uHa, apruHuHa u rucruguHa (T. E.
Creighton, Proteins: Structure and Molecular Properties, W. H. Freeman & Co., San

Francisco, pp. 79-86 [1983], BKiIrOUEHHBIH MOCPENCTBOM CCHUIKA BO BCEH CBOEH IOJIHOTE),
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aneTwupoBaHne N-KOHIIEBOH aMUHOTPYIIIBI W aMugupoBaHue JiroOoi  C-KOHIEeBOM

KapOOKCHIIbHON TPYIIIBL

B nononnenne, kak OyeT MOHATHO CIIEUMANINCTAM B TaHHON OOJNACTH, K aHTUTENaM (a TaKxkKe
K JPyTUM KOMIIO3HMLIMSIM IO HACTOSIIEMY M300PETEHHIO) MOKHO T00ABIATH JIFOOBIE METKH (B

TOM 4Hciie (IIyopecleHTHbIe, (epMEHTHbIe, MATHUTHBIE, PAIHOAKTUBHBIE H T. II.).

I[I)YFI/IM THUIIOM KOBaJIEHTHOM MOI[I/I(bI/IKaI_II/II/I SABJIAFOTCA HN3MCHCHUS TJIUKO3WIUPOBAHUS. B
HEKOTOPbBIX BapHaHTaX OCYLICCTBJICHUA AHTUTCJIA, PACKPBITBIC B JAHHOM AHOKYMCHTC, MOTYT

OBITH MOJHOCTBIO MJIM YACTUYHO arjMKO3WJIMPOBAHHBIMU, HAIPUMeEp, adyKO3WIHPOBAHHBIMH.

Jpyroii THN KOBaJE€HTHOH MOAM(UKALNM AHTUTENA BKJIIOYAET CBS3BIBAHUE AaHTUTENA C
pasIMYHBIMM HEOEJIKOBBIMU MOJHMEpPaMH, B TOM 4ucie 0e3 OrpaHuueHHs C pa3IU4YHbIMU
NOJUOJIAMY,  TaKUMU  KAaK  MOJUITWICHIVIMKONAb,  MOJUIPONWICHIVIMKOAb WU
NOJTMOKCHAJIKMIIEHB], COTJIACHO M3JIOKEHHOMY B, Hampumep, katanore PEG 2005-2006 or
Nektar Therapeutics (noctynmHom Ha BeO-caiite Nektar), matenrax CIIA 4640835; 4496689;
4301144, 4670417, 4791192 unu 4179337, Bce U3 KOTOPBIX BKJIKOYEHBI TOCPEACTBOM CCHUIKU
BO BCEH CBOEH MOJHOTE. B nononHenne, kak U3B€CTHO U3 yPOBHS TEXHUKH, AMUHOKUCIIOTHBIE
3aMEHbl MOJKHO MPOU3BOIUTH B PA3JIMYHBIX MOJIOKEHHUSX B aHTUTENE sl OOJierdeHus
nobasneHust noauMepos, Takux kak PEG. Cwm., Hanpumep, nmyOiMKaLMO 3asiBKM HA MATEHT

CIIIA Ne 2005/0114037A1, BKITFOUEHHYO TOCPEICTBOM CCBUIKH BO BCEW CBOEH TOJHOTE.

B nomonHWUTEIBHBIX BapUaHTaX OCYIIECTBIIEHUS AHTUTENA MOTYT COIEp:kaTh MeTKy. [lox
«MEUYeHbIM» B JJAHHOM JOKYMEHTE MOAPA3yMEBAETCs, YTO COECTUHEHHE MMEET IO MEHbIIeH
Mepe OJWH JJIEMEHT, HW30TON WJIM XUMHYECKOEe COEAUHEHHEe, NPUCOEIUHEHHBIE IS
obecrniedeHus BbISIBIIEHUs coequHeHns. Kak mpaBuiio, METKU MOAPA3AEISIOTCS Ha TPH KJiacca:
a) U30TOIMHBbIE METKH, KOTOPbIe MOTYT MPENCTABISATh COOOW PagUOAKTHUBHBIE WU TSKEIbIe
W30TOIbI, b) MArHUTHBIE, SJIEKTPUYECKHE, TeMIepaTypHble METKU U C) LBETHbIC WJIH
JEOMUHECIICHTHBbIE KPACUTENIN, XOTs METKH TaK)Ke BKIIIOUAIOT (PepMEHThI U YaCTHIIbI, TAKUE
KaK MAarHUTHbIE 4YacCTUIL [IpeanoyTUTeNbHble METKH BKIIOYAKOT 0€3 OrpaHuYeHHs
¢yopeclieHTHbIE KOMIUIEKCHI JIAHTAHOMZOB (B TOM 4YHCIE €BpONMUs U TepOus) u
(bJyopecleHTHbIE METKH, BKIIIOUArOIie 0e3 OrpaHUYeHHsI KBAHTOBBIE TOYKH, (JTyOpeCLEHH,
pPOIAMUH, TETPAMETWIPOAAMUH, 303UH, SPUTPO3UH, KyMapWH, METWJIKYMAapHUHBI, IHPEH,
MAaJIaXUTOBBIN 3eNeHbIl, CTwibOeH, JroundepoBbiii skentbidi, Cascade CUHUI, TeXacCKUiA

KpacHbIN, Kpacutenn Alexa, MAaHOBbIE KPAaCHUTENd U APYTUE, ONMHCAHHBIE B O-M HU3MaHUU
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Molecular Probes Handbook mon pemakmumeit Richard P. Haugland, siBHeIM oOpaszom

BKJIFOUYCHHOM B I[aHHbeI AOKYMEHT MOCPEACTBOM CCBIJIKH.

KoHbIOraThl aHTUTENO-JIEKAPCTBEHHOE CPEICTBO

B HexkoTOpBIX BapuaHTax ocyuiecTBiaeHusi aHturena k LY75, packpeiTble B JaHHOM
AOKYMEHTEC, KOHBHOTHUPYIOT C JICKAPCTBCHHBIMU CPEACTBAMU C O6pa30BaHI/IeM KOHBIOI'aTOB
anrureno-nekapcrsenHoe cpencrso (ADC). Kak mpasmino, ADC mnpumeHSIOT B MyTsiX
NPUMEHEHHUS B OHKOJIOTUH, I'7Ie IPUMEHEHNE KOHBIOTATOB AHTUTENO-JIEKAPCTBEHHOE CPEICTBO
JJIA JIOKAJIbHOM AOCTAaBKU LHUTOTOKCUYCCKUX WM HUTOCTATUYCCKUX CPEACTB O6€CH€LII/IBaeT
LIEJICHATIPABJICHHY0 ~ JOCTaBKy  (YHKUMOHAJIBHOM  YacTH, TNpeACTaBJsiromeld  coOoi
JEKapCTBEHHOE CPEACTBO, B OIYXOJHM, YTO MOXeT of0ecrneunTb 0ojee BBICOKYIO
3¢ P eKTUBHOCTD, O0Jiee HU3KYK TOKCHYHOCTh U T. 1. O030p MaHHOM TEXHOJIOTHH MPUBENIEH B
Ducry et al., Bioconjugate Chem., 21:5-13 (2010), Carter et al., Cancer J. 14(3):154 (2008) u
Senter, Current Opin. Chem. Biol. 13:235-244 (2009), Bce U3 KOTOPBIX BKJIFOYEHbI B JAHHBII

JOKYMEHT IOCPENCTBOM CCBIJIKH BO BCEH CBOEH MOIHOTE.

Takum oOpa3omM, B HacrosiieM HW300peTeHHMM TPEACTaBICHbI (hapMaleBTHUECKUE
KOMOWHAIIMY, CONeprKalue, TMOMHUMO Mpodero, antutena K LY75, KOHBIOTHPOBaHHBIE C
JIEKapCTBEHHBIMU cpencTtBamMu. Kak mnpaBuiio, KOHBIOTHPOBAHUE BBINOJHAETCS IyTEM
KOBQJICHTHOTO TIPUCOEIMHEHHs] K AHTUTENy, KaK TMOAPOOHO OMHMCAHO HHXKE, U OOBIYHO
OCHOBAHO Ha MPUMEHEHUU JMHKepa, YacTO MEeNTHIHOHN CBs3U (KOTOpas, Kak ONucaHa HUXKE,
MOXeT OBITh TPEAYCMOTPEHA YyBCTBUTEJIBHOH WMJIM HEUYBCTBHTEIBHOW K PaCIIETUICHHUIO
npoTeasaMd B LEJIEBOM y4acTKe). B JomosiHeHWe, Kak ONUCAHO BbIIIE, CBSI3bIBAHUE
CTPYKTYPHOH €IMHUIIBI JINHKEp-JIekapcTBeHHOe cpenacTtBo (LU-D) MOKHO BBIOJIHUTE MyTEM
NPUCOEAMHEHHUS K LIMCTEMHOBBIM OCTaTKaM B aHTHTeNe. Kak OyneT MOHSTHO CrenuajncTam B
JaHHOW O00JIaCTH, KONMMYECTBO (PYHKIMOHANBHBIX YacTeH, NPENCTaBISIIOMMUX CcOoOOH
JIEKapCTBEHHbIE CPEACTBA, HA AHTUTEJIO MOXXET M3MEHSIThCS B 3aBHUCUMOCTH OT YCJIOBHUHN
peaxkLuy, U COOTHOIIEHHE JIEKAPCTBEHHOE CPEACTBO:aHTUTENIO MOXKET BapbUpoBaThes OT 1:1
no 10:1. Kak Oyner MOHATHO CELUANNCTaM B JAHHOH OONACTH, (PaKTHUECKOE KOJIHYECTBO

ABJIACTCA CPECAHNUM 3HAYCHUEM.

Takum obpa3om, anturena k LY75 MoryT ObITh KOHBIOTMPOBAHHBIMHU C JIEKAPCTBEHHBIMHU
cpeactBamu. Kak onmcano Huke, ekapctBeHHoe cpenctso ADC mMoskeT npenctaBisaTh coOoi

nmoboe KOJUYECTBO CpEACTB, BKJIKOYAKOIINX oe3 OTpPaHUYCHHSA NpeEACTABICHHBIC
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LIITOTOKCUYECKHE CPEICTBA, TaKWe KaK XUMHOTEPANeBTHYECKHE CPEICTBA, HHTHOUTOPBI
pocTa, TOKCHHBI (Hampumep, (EPMEHTATHBHO AKTHUBHBIE TOKCHHBI OaKTEpHABbHOTO,
rpUOHOTO, PACTUTENBPHOTO WJIM >KUBOTHOTO TPOUCXOKACHUS WM WX (PArMEHTHI), MU
pamuoOaKTUBHBIE M30TONBI (MHBIMHM CIIOBaMH, B PAAMOKOHBIOrate). B nmpyrux BapmaHTax
OCYLIECTBJIEHHs] B HACTOSIEM H300PETeHUH MAOMOJHUTEIbHO MPEACTABICHBI CIOCOOBI

npumenenust ADC.

JlekapcTBeHHbIE CpeACTBAa Ul NPUMEHEHHMs B HACTOSIIEM H300PETEHHH BKJIIOYAIOT
LIUTOTOKCUYECKHE JIEKAPCTBEHHbIE CPE/ICTBA, B YACTHOCTH, MPUMEHSIEMbIE IS TEPAIIH PaKa.
Takue nekapcTBEHHBbIE CPEACTBA BKIIIOUAIOT, KaK MPABHJIO, cpencTBa, nospexaaromue JJHK,
aHTUMETAOOJUTBI, HATypajbHble NPOAYKTBl M WX aHajJord. HMIumocTpaTuBHBIE KJIACCHI
LIUTOTOKCUYECKUX CPEACTB BKJOYAIOT MHTMOMTOPBI ()EPMEHTOB, TAKHE KaK HMHTHOUTOPBI
auruapodonaTpenykrasbl M MHrUOUTOpbl  TUMuAWIaTcHHTa3bl, JIHK-unHTEpKamsaTopsl,
cpenctea, pacmempiromme JHK, mHruOuTopsl TOmonsomepasbl, JIEKapCTBEHHBbIE CPEACTBA
ceMelicTBa AHTPALMKJIMHOB, JIEKAPCTBEHHBIE CpPEACTBA W3 OapBUHKA, MHUTOMHIIMHBI,
ONEOMHMLIMHBL, LUTOTOKCHYECKHE HYKJICO3HIBI, JIEKAPCTBEHHBIE CpPEACTBA CeMeiicTBa
NTEPUAVHOB, ITUHHEHBI, MOAOQMIIIOTOKCHHBI, JOJACTATHHBI, MAHTaH3WHOUBI, MHAYKTOPBI

i depeHITMPOBKH U TAKCOJBI.

[IpencraBurenn 3TUX KJIACCOB BKIFOYAIOT, HAMPUMEP, TAKCOJ, METOTPEKCAT, METONTEPHH,
IUXJIOPMETOTPEKCaT, S-hTopyparmi, 6-MepKanTonypuH, apabuHO3HU LIUTO3HHA, MenalaH,
JeVpO3uH, JIEMPOCHIEUH, aKTUHOMMIIMH, IayHOPYyOUIMH, HOKcOopyOuuuH, MutomunuH C,
MHUTOMHLIMH A, KapMUHOMHIIMH, AaMHHONTEPHH, TAJUIM3OMHULMH, NOAOPULUIOTOKCHH U
NPOM3BOAHBIE TOAOPUUIOTOKCHHA, TaKHWe Kak 3tomo3ua  wik  Qocdar sTomosuaa,
BUHOJIACTUH, BUHKPUCTHUH, BUHI€3WH, TAKCAHBI, B TOM YHCJIE TAKCOJ, TAKCOTEP, PETHHOEBYIO
KUCJIOTYy, MACJISIHYI0 KHCJIOTy, N8-aleTWICIepMHUINH, KaMITOTELHH, KaJIUXEAMULVH,
SCIEePaMHLIVH, CHIUMHBI, TYOKAPMHULIMH A, IyOKapMULMH SA, KaJHMXeaMHLUH, KAMIITOTELUH,
reMHUaCTepJINHbI, MalTaH3MHOUBI (B ToM yncie DM1), moHomerunaypuctatna E (MMAE),

moHomeTmnaypuctatud F (MMAF) u maiiransunoniel (DM4) u ux anajory.

TOKCHHBI MOTYT NPUMEHSTBCS B COCTaBE KOHBIOTATOB AHTUTENIO-TOKCHMH M BKJIOYAOT
OakTepHuaIbHbIE TOKCHHBI, TAKHE KaK OU(TEPUIHBIA TOKCHH, PACTUTEJIbHBIE TOKCUHBL, TAKHe
KaK PULIMH, HU3KOMOJIEKYJSIPHBIE TOKCHHBI, Takue Kak reixgaHamuuuH (Mandler et al (2000)
J. Nat. Cancer Inst. 92(19):1573-1581; Mandler et al (2000) Bioorganic & Med. Chem.
Letters 10:1025-1028; Mandler et al (2002) Bioconjugate Chem. 13:786-791),
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maiitanzuHouzsl (EP 1391213; Liu et al., (1996) Proc. Natl. Acad. Sci. USA 93:8618-8623) u
kammxeamutH (Lode et al (1998) Cancer Res. 58:2928; Hinman et al (1993) Cancer Res.
53:3336-3342), remuacrepnunsl (W02004/026293; Zask et al., (2004) J. Med. Chem, 47:
4774-4786). ToOKCHHBI MOTYT OKa3blBaTb CBOM LIUTOTOKCHYECKHE U LUTOCTATHYECKHE
3¢} eKTh C TOMOLIBI0 MEXAaHU3MOB, BKJIIOYAIOIINX CBsI3bIBaHUE TyOynuHa, ces3biBanue JJHK

Wi I/IHFI/I6I/IpOBaHI/Ie TOMOU30MEPA3bI.

Taxke MOXHO TPUMEHATh KOHBIOraThl aHTurena kK LY75 wu omHoro wmm Oonee
HU3KOMOJIEKYJISIDHBIX TOKCHHOB, TaKUX KaK MaWTAaH3MHOWIbI, AOJACTAaTUHBI, aypUCTATUHBI,
TPUXOTELMH, KaJUXeaMHULUH, IyOKapMUIUHbI, mnuppondenzoauazenunsl u CCl065, u

MNpOU3BOAHBIC 3TUX TOKCHUHOB, o6nana}omne AKTUBHOCTBKO TOKCHHOB.

Antuteno x LY75 npeamouturenbHo KoHbtorupoBaHo ¢ DMI1 wm DM4, naubonee
npeanourutesbHo ¢ DM4. CoenuHeHuss MalTaH3WHA, MOAXOASALIME Uil NPUMEHEHUS B
KauecTBe MAaNTAH3WHOMIHBIX  (DYHKIMOHAJBHBIX YacTeH, NPENCTABISIOMMX  COOOH
JIEKapCTBEHHBbIE CPEICTBA, XOPOLIO W3BECTHBI B JAHHOW OOJACTH TEXHUKU U MOTYT OBITh
BBIZIEJICHbI U3 €CTECTBEHHBIX MCTOYHUKOB B COOTBETCTBUU C M3BECTHBIMU CIIOCOOaMH, OBITH
MOJIy4eHbI C TIOMOLIBI) METOAMK T'eHHOW uHxkeHepuu (cM. Yu et al (2002) PNAS 99:7968-
7973) wunu mpeACTaBIATh COOOM MAWTAH3MHOJN W AHAJOTM MaHTAH3MHOJA, TOJydaeMble
CHHTETHYECKH B COOTBETCTBHM C HU3BECTHbIMH crocobamu. Kak ommcaHo HuXe,
JIEKapCTBEHHbIE CPEACTBA MOXKHO MOIU(PUIMPOBATH IMyTeM BKJIIOUEHHS B HMX COCTaB
(PYHKLIMOHAJIBPHO AKTUBHOW TIPYMIbI, TAKOH KaK THOJIbHAs TPYIIa WIM aMUHOTPYIIA, AJIs

KOHBHOTUPOBAHHA C AaHTUTECIIOM.

UnmrocTpaTuBHBIE MaWTaH3MHOUIHBIE (DYHKIMOHAIBHBIE YacTH, MPENCTABISIONINE COOOH
JIEKaPCTBEHHBIE CPEJICTBA, BKIOYAIOT KOMIIOHEHTBI, KOTOPbIE UMEIT MOAU(PHUIUPOBAHHOE
apoMatudeckoe Konblo, Takue kak C-19-gexnoprnpousBonseie (matent CIIA Ne 4256746)
(mosyuaemble TOCPECTBOM BOCCTAHOBIIEHHs aHCaMuTOLMHA P2 amomoruapunom murtus); C-
20-ruppokcu- (mmu C-20-gemernn-) +/-C-19-gexnopnpomsBopnble (mareHTel CIITA NeNe
4361650 u 4307016) (mony4aemple MyTeM IEMETIIIMPOBAHMS C IOMOIIBIO Streptomyces Uin
Actinomyces wiu nexyopuposanus ¢ nomomsio LAH) u C-20-gemerokcn, C-20-ammnokcu (-
-OCOR), +/-pexnopnpousBopnble (mateHt CIIIA Ne 4294757) (monyuaemble IyTeM
AIMJIMPOBAHUSL C TOMOIUBIO XJIOPAHTHAPHIOB), & TAKXK€ KOMIIOHEHTBI, KOTOPBIE HMEIOT

MOAU(HUKAINN B APYTUX MOJOKEHHUSX.
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HUnmrocTpaTuBHBIE MaWTaH3MHOUIHBIE (YHKIMOHAIBHBIE YacTH, MPENCTABISIONINE COOOH
JEKapCTBEHHbIE CPENCTBA, TAKXKE BKIIOYAIOT KOMIIOHEHTBI, KOTOpPBIE HMEIOT TaKHe
moaudukanmy, kak C-9-SH (matent CLIIA Ne 4424219) (nmony4aemMble MOCPEICTBOM PEAKLIUI
maiitarsuHodna ¢ H2S wmm P2S5); C-14-ankokcumermin(nemerokcn/CH,OR) (matent CIIA Ne
4331598); C-14-runpoxcumern wim ammiokcumetwn (CH,OH i CH,OAc) (marent CLITA
Ne 4450254) (momyuaemble u3 Nocardia), C-15-ruppokcu/ammnokcu (matent CIIIA Ne
4364866) (monmy4yaeMble MyTeM NpeBpaIleHus] MaWTaH3MHONA O AeHcTBUeM Streptomyces);
C-15-merokcn (marentel CIIHA NeNe 4313946 u 4315929) (Beimensemble u3 Trewia
nudlflora); C-18-N-nemetun (marents CIITA NeNe 4362663 u 4322348) (noy4yaemble myTeM
NeMETHJINPOBAHUSl MaWTaH3MHOJNAa Tox paeiictBueM Streptomyces) u 4,5-me30kcu (MaTeHT
CIIOA Ne 4371533) (momydaeMble IyTeM BOCCTAHOBIIEHHs MAaNTaH3MHOJA TPHUXJIOPUIOM

tutaHa/LAH).

Ocobennyro npumennmoctb umetoT DM (packpeiteiii B matente CIIIA Ne 5208020,
BKJIFOUEHHOM TMOCpeAcTBOM cChUIKKM) U DM4 (packperreiii B matente CIIIA Ne 7276497,
BKJIFOUEHHOM TOCPEACTBOM CChUIKH). CM. TakXe psif JOMOJHUTEIbHBIX MalTaH3MHOUIHBIX
NPOM3BOAHBIX U crtocoboB B 5416064, WO/01/24763, 7303749, 7601354, USSN 12/631508,
WO002/098883, 6441163, 7368565, W002/16368 1 W0O04/1033272, Bce U3 KOTOPBIX SIBHBIM

00pa3oM BKJIFOUEHBI TIOCPEICTBOM CChUIKH BO BCEU CBOEH IMOJTHOTE.

ADC, copnepkamue MaHTaH3MHOHIBL, CIOCOOBI WX TOJYYEHHUS M HX TePareBTHYECKOEe
NMpUMEHEHUe packKpbIThl, Hanpumep, B mateHTax CIIIA NeNoe 5208020; 5416064; 6441163 u
eBpornetickom natente EP 0 425 235 B1, packpbITusi KOTOPBIX SIBHBIM 00pPa30oM BKJIFOUEHBI B
JIaHHBIA TOKyMeHT nocpeactBoM cchiiku. B Liu et al., Proc. Natl. Acad. Sci. USA 93:8618-
8623 (1996), omucansl ADC, conmep:kamque MaWTaH3MHOWJ, OOO3HAYeHHbIH kKak DMI,
CBSI3aHHBIN C MOHOKJIOHAJIbHBIM aHTHTEIOM C242, HanpaBjieHHBIM POTUB paka 000I0YHON U
NpsSIMOM  KHMIOKKA 4YeJoBeKa. bbuto OOHapyKEHO, 4YTO KOHBIOTaT SBJIIETCS BECbMa
LIUTOTOKCUYECKUM B OTHOUIEHUM KyJBTHUBHPYEMBIX PAKOBBIX KJIETOK TOJCTONW KHUIIKU U

JIEMOHCTPHPY €T MPOTUBOOITYXOJIEBYIO aKTUBHOCTh B aHAJIM3€ POCTA OMYXOJIH 1N VIVO.

B Chari et al., Cancer Research 52:127-131 (1992) onmcanst ADC, B KOTOPBIX MaWTaH3UHOU/
ObUT KOHBIOTMPOBAH C MOMOIIBIO AHCYJb(QHUIHOrO JIMHKEpAa C AHTUTEJIOM Mbiu A7,
CBSI3BIBAIOIUMCS C AaHTHI'€HOM B JIMHUSIX PAKOBBIX KJETOK TOJCTOW KHUIIKH YEJIOBEKA, HJIH C
APYTHMM MOHOKJIOHAJIbHBIM aHTUTeNIOM Mbid TA.1, KOTOpOe CBSI3bIBAETCSI C OHKOI'€HOM

HER-2/neu. IlutoToKcu4HOCTh KOHBIOTaTa TA.l-MaWTaH3WHOWI WCCIENOBaK in Vitro B
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JIMHUU PAKOBBIX KJIETOK MOJIOUHOM kene3bl yenoBeka SK-BR-3, B koTopoii skcripeccupyercs
3 x 10° noBepxHOCTHbIX aHTUreHoB HER-2 Ha knerky. KoHBIOrMpOBaHHOE JIEKapCTBEHHOE
CPEACTBO MAOCTHTraji0 CTENEHW IUTOTOKCUYHOCTH, CXOAHOH C TakoBOH y CBOOOZHOrO
MaNTaH3MHOUJHOTO JIEKAPCTBEHHOTO CPEACTBA, KOTOPYHO MOXKHO IOBBICUTH IyTeM
yBEJIMUYEHHUS] KOJINYECTBA MOJIEKYJl MalTaH3MHOUAOB Ha MOJeKyJy aHturtena. Konstorat A7-

MafITaHSHHOHI[ ACMOHCTPUPOBAJI HU3KYH0 CUCTEMHYIO IUTOTOKCUYIHOCTD Y MBIIIEN.

I[J'[f[ KOMHOSPIL[I/IfI, COACPpIKANX MHOXECTBO aHTUTECJI, HArPy3Ka JICKAPCTBEHHbIM CPECACTBOM
NpeACTaBlIeHa B BUIE P, CPEAHEr0 KOJMYECTBA MOJIEKYJ JIEKAPCTBEHHOIO CpEACTBA Ha
antuteno. Harpyska nekapcTBEHHBIM CPEACTBOM MOKET BapbUPOBATHCA B AMAINa3OHE OT 1 10
20 monekyn jekapctBeHHOro cpencrsa (D) na antuteno. CpemHee KOJHMUECTBO MOJIEKYJ
JIEKapCTBEHHOI'O CPEACTBA HA AHTUTEJO B Ipemnapare, MOJIy4YEeHHOM MOCPEACTBOM peaKLui
KOHBIOTUPOBAHUSI, MOJKHO OXapaKTePH30BaTh C MOMOLIBIO TPAAHLHUOHHBIX CHOCOOOB, TAKHUX
kak Macc-criektpockorus, aHamu3 ELISA wuw HPLC. Takxke MOXHO OINpenenuThb

KOJIMYECTBCHHOEC PACIIPEACICHUC KOHBIOTATOB aHTUTEIO-JICKAPCTBEHHOE CPEACTBO 110 P.

B HeKOTOpBIX ciy4asx OTAENeHHWE, OYHUCTKY OJHOPOIHBIX KOHBIOTATOB AHTHTEJNO-
JIEKApCTBEHHOE CPENCTBO, IA€ P MpEeACTaBisieT Cco0Oil OmpeneneHHOe 3HAYeHHe, OT
KOHBIOTATOB AHTHUTEJIO-JIEKAPCTBEHHOE CPEIACTBO C APYroil HArpy3Koi JieKapCTBEHHBIM
CpEACTBOM H YCTAHOBJICHHE HUX XAPAKTCPUCTUK MOXHO OCYLHECTBJIATH C IMOMOIIBKO TaKHX
crocoboB, kak oOpamenHo-pasosas HPLC wnm snextpodope3. B mLIOCTpaTUBHBIX

BapHAHTAaX OCYINECTBJICHMs P paBHO 2, 3, 4, 5, 6, 7 vunu 8 UK sSIBJISIETCS UX IPOOBIO.

ITonmyueHne  COEAMHEHUN-KOHBIOTATOB  AHTUTENO-JIEKAPCTBEHHOE  CPEICTBO  MOKHO
OCYILECTBIISITh COTJIACHO JIOOOW METOAMKE, W3BECTHOW CHELHAIMCTy B IAHHOW 00JacTH.
Bxparue, coequHeHMs-KOHBIOraThl aHTUTENO-JIEKapCTBEHHOE CPEACTBO MOIYT COAEpPKaTh
anTuTeno k LY75 B xauecTBe CTPYKTYpPHON €IMHULBI-AHTUTENA, JIEKAPCTBEHHOE CPEACTBO U
HeoOs3aTeNIbHO JIMHKEP, KOTOPBIA COENUHSIET JIEKAPCTBEHHOE CPEACTBO M CBSI3BIBAIOIIEE

CpPEncTBO.

MHO:KECTBO Pa3InuYIHbIX peaKL[I/Iﬁ AOCTYIIHO  AJId  KOBAJICHTHOI'O NPUCOCANHECHUA
JICKaAPCTBCHHBIX CPCACTB u/vnu JIMHKEPOB K CBA3BIBAKOIINM CPEACTBAM. OTO MOKHO
OCyIECTBUTL TIOCPEACTBOM pPEAKIHMU C AMHUHOKUCIIOTHBIMU OCTATKaAMHU CBA3bIBAOILICTO
Cpe€acTBa, HAIPUMEP, MOJICKYJIbI AHTHUTEJA, BKIIHOYAOIMWMU AMUHOIPYIIIbBI JIM3UHA,

cBOOOMHBIE TpPyMIbl KapOOHOBOH KHUCJIOTHI TJIYTAMHHOBOW W acHapardHOBOH KHCJIOT,
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CYIb(QTUAPHIbHBIE TPYTIIbI HUCTEHHA U PA3UYHbIe (pyHKIMOHAIBHBIE YaCTH apOMATHYECKUX
aMuHOKHUCIOT. [IIMpoko mpuUMeHsieMbIM HecnenuUIeCKHM CrnocoOOM — KOBAJIEHTHOTO
NPUCOEANHEHUsS SIBJISIETCS KapOOMWUMHIHAS pPEakiysl CBS3bIBaHUS KapOOKCHIIbHOW (Win
aMHMHO-) TPYNNbl COEAMHEHUS C aMUHO- (WM KapOOKCHIJIbHBIMM) TPYIIIAMU AHTHTENA.
JlonoaHUTENbHO, OM(YHKIMOHATIBHBIE CPEACTBA, TAKUE KaK AMAIbAETHIbl UM UMUAO03(QUPHI
NPUMEHSUTUCH JUI CBS3BIBAHMS AMUHOTPYIIIbI COEJUHEHUS C aMUHOTPYIIIAMH MOJIEKY JIbI

AHTUTECIIA.

Taxoxe AJisT IPUCOCANHEHNS JICKAPCTBCHHBIX CPEACTB K CBA3BIBAIOIIHUM CPEACTBAM AOCTYIIHA
peakiusi oOpasoBaHusi ocHoBanusi Iludda. JlaHHBIE CcMOCOO BKIOYAET OKHUCIIEHUE
NepHONaTOM  JIEKAPCTBEHHOTO  CPEACTBA, COAEPIKALIEro IJIMKOJEBBbIE TPYMIbl  HIIH
T'UAPOKCUTPYIIIBL, ¢ 00pa3oBaHHEM, TAKUM 00pa30M, albIeruia, KOTOPbIH 3aTeM MOABEPTat0T
peakuy CO CBSA3BIBAIOLINM CpPEACTBOM. [IpucoequHEHHE MNPOMCXOAUT MOCPEICTBOM
oOpasoBanmst ocHoBaHus Iludpda ¢ amuHOrpynmamu CBS3BIBAIOLIETO  CPEACTBA.
H3oTnonmaHaThl TaKXKe MOYKHO MMPUMEHSTh B KAYECTBE CPEICTB COYETAHMS /ISl KOBAJIEHTHOTO
NPUCOETUHEHNsI JIEKAPCTBEHHBIX CPEACTB K CBSI3BIBAIOIIUM CpencTBaM. Jlpyrue MeTomuku
W3BECTHBI CIELMANCTY B JAHHOW OOJACTH W HAXOMATCS B Mpenesiax o0beMa HaCTOSIIErO

HU300peTeHMSI.

B HexoTOpBIX BapuaHTaxX OCYLIECTBJICHUS MPOMEKYTOUHOE COEJUHEHHE, MPEICTaBIAIOLIEe
co0OH TpeNIeCcTBeHHUK JIMHKEPa, TOABEPralT PEaKLUH C JICKAPCTBEHHBIM CPEICTBOM B
COOTBETCTBYIOIIUX YCJIOBUSIX. B JApyrux BapuaHTax OCYILECTBJIEHHS IPUMEHSIOT
PEaKLIMOHHOCTIOCOOHBIE TPYMIbI B JIEKAPCTBEHHOM CPENCTBE W/WIM TPOMEKYTOUYHOM
coequHeHUH. lIpoaykT peakuuu Mexay JeKapCTBEHHBIM CPEACTBOM M IPOMEXKYTOUHBIM
COeIMHEHUEM, WIN AEpPUBATU3UPOBAHHOE JIEKAPCTBEHHOE CPEACTBO, 3aTEM IOJABEPraroT

peakuuu ¢ anTuTesoM K LY75 no HacTosimemMy H300peTeHHIO B COOTBETCTBYFOIIUX YCIOBHSX.

Byner mosATHO, 4TO B TpeOyeMOM COEIMHEHHH TaK)K€ MOXXHO NMPOU3BOIUTH XMMHUYECKHE
Moaudukanuy, 9ToObl CeIaTh PeakUHu 3TOro COSOUHEHUsT 0OoJiee MPUTOIHBIMU IS LIeJIeH
NOJy4YEeHUS] KOHBIOTATOB IO HacTosimeMy u3oOpereHuro. Hampumep, ¢(yHKIHMOHANBHYIO
IPYIIIy, HAPUMEP, AMUHOTPYTIY, THAPOKCHIIBHYIO WJIH CYJIb(PTUAPIIBHYIO TPYIITY, MOXKHO
MPUCOEUHUTD K JIEKAPCTBEHHOMY CPEACTBY B IOJIOKEHUH, OKA3bIBAKOLIEM MHHUMAJIbHBIN

WIIH IOTy CTUMBIH 3 (PEeKT Ha aKTUBHOCTh MJIH APyTHE CBONCTBA JIEKAPCTBEHHOTO CPENICTBA.
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Kax mnpaBuio, KOHBIOTaTbl COEJUHEHHI aHTUTENO-JIEKAPCTBEHHOE CPEACTBO COJEpPKaT
JUHKEPHYIO €IMHULY MeXAy €IMHULEH JIEKapCTBEHHOIO CPe/CTBA U eANHMIIeH aHTuTena. B
HEKOTOPBIX BapHAaHTax OCYILECTBJIEHMs JMHKEP PAaCLIEIUIAeTCsS BO BHYTPHUKJIETOUYHBIX HIH
BHEKJIETOYHBIX yCJIOBHUSIX, TAK YTO MPU PACLICTUICHUH JJMHKEPA U3 aHTUTENIa BBICBOOOIKAAETCS
CTPYKTYpHasl €AUHMLIAa-JEeKapCTBEHHOE CPEACTBO B COOTBETCTBYIOLIYIO cpeay. Hampumep,
COJIMZIHBIE OIyXOJIH, CEKPETUPYIOLUE OINpeNeJeHHbIE TPOTeas3bl, MOTYT CIY>KUThb B Ka4eCTBE
LIEJIEBBIX JUJISl PACLIEIISIEMOrO JIMHKEPA;, B IPYTHX BApUAHTAX OCYLIECTBJIEHUS UCIIONB3YIOTCS
MMEHHO BHYTPUKJIETOUHbIE TMpoTea3bl. B  ele HEeCKOJIbKUX JAPYTHMX BapUaHTax
OCYILIECTBJICHUs] JIMHKEPHas CTPYKTypHas €AWHMLA HE SBISIETCS pacLIeIUIaeMoil, WU
JIEKapCTBEHHOE CPENICTBO BBICBOOOKAAETCS, HAIIPUMED, MOCPEICTBOM Pa3pyIIEHUS aHTUTEN B

JIM30COMax.

B  HekoTOpBIX BapwaHTax OCYIIECTBJIEHHUS JIMHKEP paCHIeTUIieTCss C  [MOMOLIBIO
PACHLIETIISIOINEr0 CPEACTBA, MPHUCYTCTBYIOIIErO BO BHYTPHKJIETOYHON cpene (Hampumep, B
JM30COME WM SHIOCOME WM B KaBeose). JIMHKep MOKeT MpeACTaBlsATh cOOOH, Harpumep,
NEeNTUAWIBHBIN JIMHKEp, pPAaclIeIIsieMblil TMOJ JEeWCTBUEM BHYTPHUKJIETOYHOrO (epmenra
NeNTHUAa3bl WM TMpOTeasbl, B TOM 4HCIe Oe3 OrpaHMYeHUs JIH30COMAJbHONH WIIH
SHAOCOMAJIbHOH NpoTeas3bl. B HEKOTOPBIX BapHaHTaX OCYINECTBIEHUS NENTUIWIbHBIN JIUHKEP
UMeeT JUIMHY 110 MEHbINEH Mepe IBE aMUHOKHUCJIOTHI WM MMEeT IJIMHY 10 MEHbILIeH Mepe

TPU AMHUHOKHUCJIOTBI HJTH OOJIBIIE.

Pacmeruisitomue cpeacTsa MOTYT BKIIKOYaTh Oe3 OrpaHUYeHus KaTencuHbl B u D u miasmuH,
000 BCEX W3 KOTOPBIX H3BECTHO, YTO OHM THAPOJH3YIOT IUNENTHUAHBIE MPOH3BOIHBIE
JIEKaPCTBEHHBIX CPEACTB, YTO MPHBOAHWT K BBICBOOOKIACHUIO AKTHBHOTO JIEKAPCTBEHHOTO
CpeICcTBa BHYTPb KJIETOK-MulleHel (cMm., Hanpumep, Dubowchik and Walker, 1999, Pharm.
Therapeutics 83:67-123). IlenTuawibHble JUHKEPbI MOTYT PaCIIETUISTHCS (EPMEHTaMH,
KOTOpble MNPUCYTCTBYKOT B KJeTKaxX, Okcmpeccupyrommx LY75. Hanpumep, MOXHO
NPUMEHATh NEeNTUAWIBHBIA  JIMHKEp, paclIeIUIsieMbli  THOJ-3aBUCUMOM  IPOTEa3ou
KaTEeNCUHOM B, xapakTepusyrolencs BbICOKMM YPOBHEM 3KCIPECCHUHM B PAKOBOW TKaHU
(marmpumep, nuHkep Phe-Leu wnu Gly-Phe-Leu-Gly (SEQ ID NO: 46)). lpyrue npumepsl
TaKuX JIMHKEPOB omucaHbl, Hanpumep, B nateHTe CIIA Ne 6214345, BKIIFOUEHHOM B TAHHBIH

AOKYMEHT NTOCPEACTBOM CCBIJIKU BO BCEM CBOEH MOJIHOTE U BO BCEX OTHOINECHUSIX.

B HEKOTOPBIX BapUaHTax OCYLICCTBICHUA Hel'ITI/II[I/IJIbeII\/'1 JIMHKEDP, paCLLIeHHﬂeMbeI

BHYTPHKJIETOYHOH MpoTeas3oli, npencrasisier codoit nuHkep Val-Cit wimm nuakep Phe-Lys



10

15

20

25

30

WO 2019/238843 PCT/EP2019/065542
52

(cm., Hampumep, mareHT CIIIA Ne 6214345, B KOTOPOM ONUCAaH CHHTE3 IOKCOPYOWIMHA C

nomomibto JinHkepa Val-Cit).

B japyrux BapuaHTax OCyLIECTBJIEHHUs paclleIUIieMbld JIMHKep sBisiercss pH-
YyBCTBUTEJbHBIM, HNHBIMU CJIOBAMH, UYYBCTBUTENIBHBIM K THUAPOJIN3Y IPU ONpPEAENEHHBIX
sHauenusix pH. Kak npasuno, pH-4yBCTBUTENbHBIN JIMHKEDP SIBJIAETCS THAPOIU3YEMBIM MPU
KUCJIOTHBIX yCJOBUsIX. Hampumep, MOXHO TNPUMEHATb KUCJIOTOHEYCTOMYMBBIN JIMHKE,
TUAPONIU3YEMbIH B JTM30COME (HampuMmep, IMAPa3oH, CeMUKapOa30H, THOCEMHUKAapOa30H, aMH
LIMIC-aKOHUTOBOM KHCIIOTBI, OpTo3dup, aneranb, ketanb U T. 11.). (CM., HarmpuMep, MaTeHTbI
CIITA NeNe 5122368; 5824805; 5622929; Dubowchik and Walker, 1999, Pharm. Therapeutics
83:67-123; Neville et al., 1989, Biol. Chem. 264:14653-14661). Takue nHHKEpHI SBISIOTCS
OTHOCUTENIbHO CTaOWJIBHBIMU B YCJIOBHUSIX HeifrpanbHoro pH, kak, Hampumep, B KPOBH, HO
ABJSTIOTCST HecTabunbHbIMU Tipu pH Hipke 5,5 nnn 5,0, npubnusurtensaom pH B nmusocome. B
OTpeeTICHHBbIX BapUAaHTaX OCYLIECTBIICHHS THAPOJIM3YEMbIH JIMHKEp INpPEeACTaBisieT COOOH
THO3(upHBbIA  JuHKep (Takol  Kak, Hampumep, THO3(UpP, TPUCOENUHEHHBIH K
TEPaNeBTUUECKOMY CPEJCTBY C MOMOLIBIO aLMJITUAPA30HOBOM CBsI3U (CM., HAIIPUMED, MAaTEHT

CIIA Ne 5622929)).

B eme HeCKOJBKMX JPyrMX BapHaHTaX OCYIUNECTBICHUS JIMHKED pPACIIEIUISIETCS B
BOCCTAHABJIMBAIOIINX YCIOBUSIX (Hampumep, AUCYb(uaHbii nuHkep). M3 ypOBHS TEXHUKH
U3BECTEH PsA OUCYJIbQUAHBIX JIMHKEPOB, B TOM YHCIE, HAMPUMEP, T€, KOTOPbIE MOTYT
obpazoBeiBathes ¢ npuMeHeHHeM SATA (N-cykupmanMuani-5S-anetuntuoanerara), SPDP (N-
CYKLUMHUMHIWII-3 -(2-IUPUAUIITATHO )IIPOTTHOHATA), SPDB (N-cykumanMuamni-3-(2-
mupuanianuTio))oytupara) 1 SMPT (N-cy KUMHUMHIMIOKCHKapOOHMI-abha-MeTHII-abda-
(2-mupunmngurno)ronyona)-, SPDB u SMPT. (Cwm., manpumep, Thorpe et al., 1987, Cancer
Res. 47:5924-5931; Wawrzynczak et al., B Immunoconjugates: Antibody Conjugates in
Radioimagery and Therapy of Cancer (C. W. Vogel ed., Oxford U. Press, 1987). Cm. Taxxe
natedt CIIIA Ne 4880935).

B ppyrux BapuaHTax OCYIIECTBJICHHUS JIMHKEP MPENCTaBIsieT cOOOH MaJIOHATHBIA JINHKED
(Johnson et al., 1995, Anticancer Res. 15:1387-93), manenmunobenzomnpHeli uHkep (Lau et
al., 1995, Bioorg-Med-Chem. 3(10):1299-1304) nunu 3'-N-amunseiii asanor (Lau et al., 1995,
Bioorg-Med-Chem. 3(10):1305-12).
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B eme HeCKONBKUX APYIMX BapUAaHTaX OCYLIECTBJIEHUs JIMHKEPHAs CTPYKTypHasl €IMHHLIA HE
SABJISIETCA PACIIEIUISIEMON, W JIEKaPCTBEHHOE CPENCTBO BBICBOOOXKIAETCS IMOCPENCTBOM
paspymenust anturen. (Cm. nybnmukanuio 3asBku Ha mnateHt CIITA Ne 2005/0238649,
BKJIFOYEHHYIO B JaHHBIA JOKYMEHT MOCPEACTBOM CCBUIKM BO BCEH CBOEH IMOJHOTE U BO BCEX

OTHOIIEHUSIX ).

Bo MHOrumx BapuaHTax OCYILUECTBJIEHUS JIMHKEP SBJIAETCS CaMOPACLICTUIIOIINMCS.
Hcnonp3yeMblii B JaHHOM AOKYMEHTE TEPMHUH «CAMOPACLIECIUISIOLUNACS CIIENCep» OTHOCUTCS
K OM(yHKIMOHANBHOW XMMHUYECKONH (PyHKLMOHAJIBHOM YacTH, CIIOCOOHON K KOBAJIEHTHOMY
COEAMHEHUIO JIBYX PA3HECEHHbIX XUMHUYECKUX (YHKIMOHAJIBHBIX YacTell B CTaOMIIbHYIO
MOJIEKyJly 13 Tpex dyacTei. OHa OyJeT caMOnpOU3BOJIBHO OTAEIATHCS OT BTOPON XUMHYECKOI
(YHKIMOHAJIBHON YaCTH TNPHU PACIIEIUIEHUH €ro CBs3U C IMepBbIM KOMIOHeHToM. Cwm,
Harpumep, WO 2007/059404A2, WO06/110476A2, WOO05/112919A2, W02010/062171,
WO009/017394, WO07/089149, WO 07/018431, W004/043493 u WO0O02/083180, xoTtopsie
OTHOCATCA K KOHBIOTaTaM JIEKapCTBEHHOE CpPEACTBO-pacIleruisieMblii cyOcTpar, rae
JIeKapCTBEHHOE CPEICTBO M PACIIEIUIIeMbIil CyOCTpaT HEOOs3aTeNbHO CBA3aHbI C MOMOIIBIO
CaMOpacCUICTUIIONIErOCsT  JIMHKEePAa, M BCE U3 KOTOPBIX SIBHBIM O0Opa3oM BKJIIOYEHBI

NnocCpeaACTBOM CCBLIKH.

.HI/IHKep qaCTO ABJIACTCA MNPAKTUYCCKH HEYYBCTBUTECJIBHBIM K ﬂeﬁCTBHIO BHEKJIETOUHOU
CpeablL. Kak HCIIOJIB3YETCA B HAaHHOM JOKYMCHTE, «IPAKTHUYCCKHU He‘-IYBCTBI/ITeJIbHI:Jﬁ K
NEHCTBUIO BHEKJIETOYHOW Cpelbl» MPUMEHUTEBHO K JIMHKEPY O3Ha4YaeT, uTo B oOpasle
COEIMHEHUSI-KOHBIOTATa AHTHTEJIO-JIEKAPCTBEHHOE CPENCTBO pPaCIIEIUISIETCsT He Oojiee dem
npubnmusutensHo 20%, 15%, 10%, 5%, 3% wiun He Oonee uyem mnpuOnmsutensHo 1%
JIMHKEPOB, €CITH COEAMHEHHE-KOHBIOTAT aHTUTENIO-IEKAPCTBEHHOE CPENCTBO MPUCYTCTBYET BO

BHEKJIETOYHOH cpene (HampuMep, B Tula3Me KPOBH).

To, sBAsETCS JU JUHKEP MNPAKTHUYECKH HEUYBCTBUTENIBHBIM K JEWCTBUIO BHEKJIETOYHOMN
CpeIbl, MOKHO OINpeNeNuTh, HAMPUMEp, MyTeM WHKYOHUPOBAHUS COEIUHEHUS-KOHBIOraTa
AHTUTEJIO-JIEKAPCTBEHHOE CPEACTBO € IUIa3MOH KPOBM B TEYEHHE MPEABAPUTEIBLHO
OTpeAeNieHHOro niepuoaa BpeMmernu (Hampumep, 2, 4, 8, 16 win 24 4acoB) u mocleayromei
KOJIMYECTBEHHOH  OLGHKH  KOJHMYeCTBA  CBOOOJHOTO  JIGKAPCTBEHHOTO  CPEACTBA,

MPUCYTCTBYIOILETO B IJIa3M€ KPOBH.
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B npyrux HeB3aMMOWCKIFOYAIOLINX BAapPHUAHTAX OCYILIECTBICHHUS JIMHKEP CIIOCOOCTBYeET
KJIETOYHONM MHTEpHAIW3aLUU. B OmpeneneHHbIX BapHAaHTaX OCYLIECTBJICHUS JIMHKED
CHOCOOCTBYET KJIETOYHOW WHTEPHAIN3ALUH, Oy y4d KOHBIOTHPOBAHHBIM C TE€PAIEBTUUECKUM
CpeAcTBOM (MHBIMH CJIOBaMH, B cpene (PYHKLHMOHAIBHON YacTH JIMHKEP-TePareBTUYECKOe
CPENCTBO COEQUHEHUS-KOHBIOTATAa AHTHUTENIO-JIEKAPCTBEHHOE CPEACTBO, OMNHCAHHOIO B
JAHHOM JTIOKyMeHTe). B elje HECKOJIbKUX BapHaHTax OCYINECTBJIEHUS JIMHKEP CIOCOOCTBYET
KJIETOUYHOW WHTepHANIW3aluy, OyAydd KOHBIOTUPOBAHHBIM Kak C aypHUCTaTHHOBBIM

COeMHEHUeM, Tak U ¢ antutenamu k LY75 no HacTosmeMy M300peTeHuro.

Psan mnmocTpaTUBHBIX JIMHKEPOB, KOTOPbIE MOXKHO NMPUMEHSTh B KOMIIO3ULMSX U CrIoco0ax
Mo HacTosmeMy n3ooperenuro, onmrcad B WO 2004/010957, nmyOnukauuu 3asBKU Ha MATEHT
CHOIA Ne 2006/0074008, nyOmukaumu 3asBku Ha mnateHT CIITA Ne 20050238649 wu
nyOnukanuu 3asBku Ha mateHT CIIIA Ne 2006/0024317 (kaxkmasi U3 KOTOPBIX BKIJIFOYEHA B
JAHHBIA OKYMEHT TOCPEACTBOM CCBUIKM BO BCEH CBOEH IOJHOTE M BO BCEX OTHOLIEHMSX).
[IpennoururenbHo, JuHKep Tnpeacrasisier coboit  SPDB  (N-cykuumHummmmn-3-(2-

NUPUAUJITATHO )0y THPAT).

Harpyska nekapCTBEHHbIM CpPEACTBOM INIPEACTABJICEHA B BHIAE P U SBJSETCA CPEOHUM
KOJIMYECTBOM (DYHKI[MOHAJIbHBIX YacTel, MPEACTABIISIOIUX COOOM JIeKapCTBEHHbIE CPENCTBa,
Ha aHTUTENIO B MOJiekyJjie. Harpyska jieKkapCTBEHHBIM CPeNCTBOM («P») MOKET COCTaBJISThH 1,
2,3,4,5,6,7,8,9,10, 11, 12, 13, 14, 15, 16, 17, 18, 19, 20 wnu Oonblie (hyHKIHOHATBHBIX
yacreii (D) Ha aHTUTEJIO, XOTS 4aCTO CPEIHEE KOJUYECTBO SIBJIETCS APOOHBIM YHCIIOM WU
naecsTHaHON poObto. OOBIMHO HArpy3ka JIEKAPCTBEHHBIM CPEACTBOM OT | 1o 4 sBisieTcs
4acTo mpuMeHsieMoi, u oT 1 no 2 Takxke siBisiercss npumensiemoir. ADC mo Hacrosmemy
U300PETEHUIO BKJIFOYAKOT TPYIIIbI AHTUTEN, KOHBIOTHMPOBAHHBIX C PSZIOM KOMIIOHEHTOB-
JIEKApCTBEHHBIX CPEACTB B kKoaudecTse OT 1 ao 20, manpumep, 1-15, 1-10, 2-9, 3-8, 4-7, 5-6.
Cpennee xomm4ecTBO (DYHKIMOHANBHBIX YaCTeH, MPEACTABISIOMMNX COOOH JIeKapCTBEHHBIE
cpenctBa, Ha aHtuTeno B mpenaparax ADC, mony4eHHbIX B Pe3yJbTaTe pPeaKIui
KOHBIOTUPOBAHHUSI, MOXKHO OXapaKTEePU30BAaTh C MOMOIIBID TPATULMOHHBIX CIIOCOOOB, TAKUX

Kak Macc-cniekTpockonust U aHann3 ELISA.

Taxxxe MOXXHO ompenenuTh KoaudecTBeHHoe pacnpeneneHue ADC mo p. B Hekoropbix
ciyuasix OoTheNeHue, ourcTka ogHopoxHbix ADC, rne p mpeacraisier coOOH ornpeneneHHoe
3Hauenue, ot ADC ¢ npyroii Harpy3koi JIeKapCTBEHHBIM CPEICTBOM M YCTAHOBJICHHE WX

XapaKTEPUCTHK MOXKHO OCYIIECTBJISITH C MOMOIIBIO TAKUX CIIOCOO0B, KaK 3JEKTPodopes.
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J1Js1 HEKOTOPBIX KOHBIOTATOB aHTHUTEJIO-JIEKAPCTBEHHOE CPEICTBO P MOKET OBITh OrPAaHHUEHO
KOJIMYECTBOM Yy4YaCTKOB TPUCOEAMHEHUs B aHTHUTeJe. Hampumep, ecnu NpHUCOeTUHEHUE
NPOMCXOAUT IO THOJbHOW TpPYIe MHUCTEHHA, KAK B BBIIIEOMHCAHHBIX HILTFOCTPATUBHBIX
BapUAHTAX OCYIIECTBJIEHHUS, aHTUTEJIO MOKET UMETh TOJIbKO OJIHY HJIH HECKOJBKO THOJIBHBIX
[Py  LUCTEMHA WM MOKET HUMETh TOJBKO OOHYy Wid 0Oojiee  ITOCTAaTOYHO
PEaKLMOHHOCTIOCOOHBIX TUOJIBHBIX TPYIIM, MOCPEACTBOM KOTOPBIX MOXKET OBITh MPUCOETUHEH
JuHKep. B ompenmeneHHBIX BapuaHTax OCYILIECTBJEHUs Oojiee BBICOKAs Harpyska
JIEKAPCTBEHHbIM  CPEACTBOM, Hampumep, p>5, MOXKeT BbI3bIBATb  arperaimio,
HEpPaCTBOPUMOCTb, TOKCHYHOCTb OMNPEIENCHHbIX KOHBIOTATOB AHTHUTENO-JIEKAPCTBEHHOE
CPEACTBO WJIM yTpaTy KJETOYHOH MPOHULAEMOCTH IJIsi HUX. B ompeneseHHbIX BapuaHTax
OCYIECTBIICHHUsS] HArpy3ka JieKapcTBeHHbIM cpenctBom misi ADC  mo  Hacrosiiemy
U300peTEHHI0 BAPhUPYETCsl B IUAMa3oHe OT | 10 mpuONU3UTENbHO 8; OT MPUOIU3UTETBHO 2
10 MPUOJIU3UTETBHO 6; OT MPHONU3UTENIBHO 3 10 MPHOIU3UTENBHO S; OT NPUOIU3UTENBHO 3
10 MpUOIU3UTENBHO 4; OT mpubIu3uTeNnbHO 3,1 10 npubausutensHo 3,9; OT NPUOTU3UTETHEHO
3,2 no mnpubnusurtenbHo 3,8; orT mpubnusurenbHO 3,2 A0 mpubOnuM3uTeNnbHO 3,7, OT
npuUOIU3UTENBHO 3,2 10 MPHOIM3UTENIBHO 3,0; OT MPUONU3UTENBHO 3,3 10 NMPUOIU3UTETBHO
3,8 wm or npubnusurensHo 3,3 o mpubnusurensHo 3,7. B pelicTBUTENBHOCTH OBLIO
MoKasaHo, 4ro i omnpeneneHHbix ADC  onTuManbHbBIA — TOKa3aTejlb KOJIUYECTBA
(byHKIMOHAIBHBIX YaCTEel, MPENCTABIISIONINX COOOM JIEKAPCTBEHHBIE CPEACTBA, HA AHTHTENIO
MOYKET COCTABIISITh MEHEE 8 ¥ MOKET COCTABIISITh OT MPUOJU3UTENBHO 2 N0 MPUOIU3UTETHHO
5. Cm. US 2005/0238649 Al (BKIIOUEHHBIH B JaHHBIH JOKYMEHT MOCPEICTBOM CCBUIKH BO

BCEM CBOEM MOJIHOTE).

B HEKOTOpPBIX BapHaHTaX OCYINECTBICHUS] MEHEE YeM TEOPETUIECKUN MAKCUMYM (pparMeHTOB
JIEKaPCTBEHHBIX CPEICTB CONPSDKEH C AaHTUTEJIOM BO BPEMsI PEAKIIH KOHBIOTALUH. AHTUTEIIO
MOXET COIepKaTh, HANPUMED, JIM3UHOBBIE OCTATKH, HE PEarupyromine ¢ MPOMEKYTOYHBIM
COEMHEHUEM JIKApPCTBEHHOE CPEACTBO-JIMHKED WM JIMHKEPHBIM PpEareHTOM, Kak
oOcyxnmaercs  HIDKe.  AHTHTENa  OOBIYHO  COAEpKaT  HEMHOro  CBOOOIHBIX U
PEaKLIMOHHOCIIOCOOHBIX THOJIHBIX TPYMIT IMCTEHMHA, KOTOPbIE MOTYT OBbITh CBSI3aHBI C
KOMITOHEHTOM-JICKAPCTBEHHBIM CPEICTBOM, B IEHCTBUTENLHOCTH OOJBIIMHCTBO THOJBHBIX
IPYII LHUCTEHMHOBBIX OCTATKOB B AHTHUTENAX CYINECTBYIOT B KadeCTBE JUCYJIb(PHUIHBIX
MOCTHKOB. B ompeneneHHbIX BapHaHTax OCYIIECTBJICHHUS aHTHTEJIO MOJKHO BOCCTAHOBUTH C
MIOMOIIBEO BOCCTAHOBUTENS, Takoro kak auruorpentosn (DTT) umm tpukapbonmmTrndochus

(TCEP), B ycnoBHMSIX 4YaCTUYHOTO WJIM IIOJIHOTO BOCCTAaHOBJEHHsS C OOpa3oBaHHEM
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PEaKIMOHHOCTIOCOOHBIX ~THOJIbHBIX TPYNI IMCTEHMHA. B ompeneneHHbIX BapHaHTax
OCYLIECTBJIEHUs] AHTUTEJIO TMOJABEPralOT BO3AEHCTBUIO JEHATYPUPYHOLIMX YCJIOBUH C
BBISIBJICHIEM PEAaKIMOHHOCIIOCOOHBIX HYKJICO(DHUIBHBIX TPYIIN, TAKHUX KaK B JIM3UHE WIN

LUCTEUHE,

Harpysky (cooTHolIeHHEe JeKapCTBEHHOE cpeacTBo/anTuTesio) B ADC MOXHO peryiupoBaTh
pasNUYHBIMU crioco0amy, Hampumep, myTeM: (i) OrpaHMYeHHs MOJISIPHOTO H30BITKA
IPOMEKY TOUHOTO COEUHEHUs JIEKAPCTBEHHOE CPEICTBO-IMHKEP WM JIMHKEPHOTO peareHra
IO CPaBHEHUIO C aHTUTENOM, (i1) OrpaHUYEHHs NPOAOJDKUTENBHOCTH WM TEMIIEPATyphbl
peakuuyu KOHBIOTUpOBaHMs, (ii1) NMPUMEHEHHs YCJIOBUH YaCTHYHOIO WM OrPaHUYEHHOIO
BOCCTAHOBJIEHUS U1l MOAU(UKALMKM THUOJBHBIX T'PYMI LUCTEHHA, (1V) KOHCTPYHPOBAHUS C
MOMOIIBI0 PEKOMOMHAHTHBIX METOAUK AMHUHOKHCIOTHOM IOCIEAOBATENIbHOCTH AaHTUTENA
TakuM 00pa3om, 4ToObl MOAU(PUIMPOBATH KOJINYECTBO U MOJIOKEHHE [IUCTEMHOBBIX OCTATKOB
IUISL PEryJIMPOBAHUS KOJTMYECTBA W/MIIH MOJIOKEHUSI TIPHCOCTUHAEMBIX KOMIIOHEHTOB JIMHKEP-
JEKapCTBEHHOE CPEACTBO (Kak, Hampumep, B ciydae THO-Mab wmnm tHo-Fab, momyuaembix
COTJIACHO PaCKPBITOMY B JaHHOM AoKyMmeHTe U B W(02006/034488 (BKIIOUEHHON B JTaHHBIN

JOKYMEHT IOCPEICTBOM CCBIJIKH BO BCEH CBOEH MOJHOTE)).

Crnenyer noHUMaTh, 4TO ecyiu Oosiee 4eM OJlHA HYKJIeO(UIIbHAS TPYIINA B CTYNAET B PEAKIHIO
C TPOMEXYTOYHBIM COEIUHEHHEM JIEKaPCTBEHHOE CPENCTBO-JIMHKEP WM JIMHKEPHBIM
peareHToM, 3a KOTOPBIM CJIEyeT peareHT (parmMeHTa JIEKapCTBEHHOTO CpENCTBA, TO
NOJIy4YEeHHBIH TPOAYKT MpeAcTaBisier coboi cMmech coenunennii ADC ¢ pacnpeneneHneM
omHoro win Oonee (pparMEeHTOB JICKAPCTBEHHBIX CPEICTB, MPHUKPEIUIEHHBIX K aHTUTENy. B
CMECH MOXKHO pPacCUUTaTb CpeAHee KOJMUYECTBO JIEKAPCTBEHHBIX CPEACTB Ha AHTUTENO C
NOMOIIBE0  ABOWHOrO aHanusa aHturen ELISA, cneumpuyHoro pans aHTturena U
cnerduUHOrO AN JieKapcTBeHHOro cpencrsa. OtnmenbHbie Mosekysibi ADC  MOKHO
UeHTH(GULIHIPOBATh B CMECH C MOMOIIBI) MAacCC-CIIEKTPOCKONUU U PA3JENUTh C TOMOLIBIO

HPLC, nanmpumep, xpomatorpaduu ruapodoOHBIX B3aUMOIEHCTBHHA.

B HexoTOphIX BapuaHTax ocyliecTBiieHus: ogHopoaHblii ADC ¢ eAMHCTBEHHBIM 3HauY€HHEM
HAarpy3KH MOJKHO BBIAENUTh W3 CMECH KOHBIOTaTOB C TIOMOLIBIO 3JeKTpodopesa Wiu

xpomatorpadum.
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Cnoco0bl1 onpenenenus: LMToTtokcuyeckoro 3ddexra ADC

H3BecTHBI CrOCOOBI OMpENeNeHUs] TOrO, BBI3BIBAET JIM JIEKAPCTBEHHOE CPEIACTBO WIIH
KOHBIOTAT AHTHUTEJIO-JIEKAPCTBEHHOE CPEINCTBO LIUTOCTATUYECKUN W/WIN ITUTOTOKCUYECKHUMA
s¢dexr B oTHOUEeHHH KjieTkH. Kak mpaBUIIO, LUTOTOKCUYECKYH) WJIH ITUTOCTATHYECKYIO
AKTUBHOCTh KOHBIOTATa AaHTUTEJIO-JIEKAPCTBEHHOE CPEICTBO MOXKHO U3MEPUTh IyTeM
BO3ACHCTBUSI HAa KJIETKH MJIEKOMUTAIOIINX, SKCIPECCUPYIOUIUX OeJOK-MUIIeHb, KOHBIOraTa
AHTHUTEJIO-JICKAPCTBEHHOE CPEACTBO B Cpelie MJIsl KYJIbTYPbI KJIETOK, KYJIbTUBHPOBAHUS KIIETOK
B TEUYCHUE MepHoaa OT MPHUOIU3UTENBHO 6 YaCOB J0 MPHOJIU3UTENILHO 5 THEH U U3MEpeHHs
YKU3HECTIOCOOHOCTH KJieTOK. KiteTouHble aHamu3bl in vitro MOXKHO MPUMEHSITh JJIsI U3MEPEHUs
YKU3HECTIOCOOHOCTH (mpoJudepanun), TUTOTOKCHYHOCTH U MHAYKIMH arnonto3a (aKTUBALUU

Kacnas) KOHBIOTaTOM aHTUTEJIO-JICKAPCTBEHHOC CPEACTBO.

Jns ompeneneHus TOTrO, BBI3BIBAET JIM KOHBIOTAT AHTUTEJO-JIEKAPCTBEHHOE CPEACTBO
LUTOCTATUYECKUH 3PPEKT, MOKHO MPUMEHSTh aHAJIHM3 BKJIOUEHHUs TUMHIWHA. Hampumep,
PaKOBbIE KJIETKH, SKCTIIPECCHPYIOLINE aHTUT€H-MHIIEHb MPH TIOTHOCTH 5000 KIIETOK/JTyHKa B
96-1yHOYHBIX IUIAHLIETaX, MOKHO KyJbTUBHPOBaTh B TEYEHUE IepuoAa 72 4YacoB H
nonseprath BozaelcTBuio 0,5 mMkKu ‘H-TuMnauHa B TeUEHHE MOCIEIHAX 8 4acoB 72-
4acoBOro nepuoja. Bxmouenue *H-TUMHIMHA B KIETKH KYJIBTY Pbl U3MEPSIIOT B IIPUCYTCTBUU

" B OTCYTCTBUC KOHBIOTaTa aHTUTEJIO-JICKAPCTBCHHOEC CPCACTBO.

Jns  ompeneneHus: [UTOTOKCHYHOCTH  MOXHO  HM3MEpSATh  HEKPO3  HJIM  aronTo3
(3amporpaMMupOBaHHYIO THOENb KJeTOK). Hekpo3 OOBIMHO COMpPOBOXKAAETCS TOBBILICHHEM
NPOHULIAEMOCTH TJIa3MAaTUYECKOH MEMOPaHbI, OTEKOM KJIETKH U Pa3pbIBOM IJIa3MaTHYECKON
MeMOpaHbl. ATONTO3 OOBIMHO XapaKTEepPHU3YeTCs My3bIpEHHEM MeMOpaHbl, KOHACHCAIHeH
LUTOIUIa3Mbl W aKTHBALMEH SHIOTCHHBIX SHAOHyKieas. OmnpeneneHue MOOOro M3 3THX
5 (eKTOB B OTHOILICHWH PAKOBBIX KJIETOK YKa3blBA€T HA TO, YTO KOHBIOTaT AHTHUTEJO-

JICKaAPCTBCHHOEC CPEACTBO ABJIACTCA MIPUMEHUMbBIM B JICUCHUHA (I)OpM paka.

Ku3HecrnocoOHOCTh KJIETOK MOXKHO H3MEPUTH MyTeM OMNpENENIeHHs B KJIETKE MOTJIOLICHHUS
KpacureJis, TAKOTrO KaKk HeWTpaJIbHbIM KpacHbIH, TpunaHoBbiil cuHui unmu ALAMAR™ cunuii
(cm., mampumep, Page ef al., 1993, Intl. J. Oncology 3:473-476). B TakoM aHanimu3e KJIETKH
UHKYOUPYIOT B Cpede, COaepkalleld KpacHuTelb, KJIETKH TMPOMBIBAIOT, U OCTaBLIUKCS
Kpacurelb, OTpakaroIui MOTJIOLIEHHE KJIETKaMU KpacuTes, U3MEpSIIOT

cnekrpodoromerpudecku. Cs3bIBaroImuiics ¢ 6enkamu kpacurensb cyibhoponamud B (SRB)



10

15

20

25

30

WO 2019/238843 PCT/EP2019/065542
58

TaKXX€ MOKHO MPUMEHATh JUIsI u3MepeHus: uurorokcnmdHocT (Skehan et al., 1990, J. Natl.

Cancer Inst. 82:1107-12).

B anprepHatuBHOM ciy4dae coib Terpasonus, Takyrw kak MTT, npumensror B
KOJINYECTBEHHOM KOJIOPUMETPUYECKOM aHallM3€ BbDKUBAHUS U Tposndepaludl KIETOK
MJIEKONIUTAIOLINX IyTEM OIpPEENICHUs JKUBBIX, HO HE MEPTBBIX, KIETOK (CM., HAIpUMED,

Mosmann, 1983, J. Immunol. Methods 65:55-63).

ATONTO3 MOXKHO OLIEHHTh KOJIMYECTBEHHO IyTEM H3MEpEeHHs, Hampumep, (pparMeHTaluu
JHK. JloctymHel kOMMepueckue  (POTOMETPUYECKHE  CHOCOObI  KOJIMYECTBEHHOI'O
onpenenenus pparmentanuu JJHK in vitro. [Ipumeps! Takux aHanu3os, B ToMm uncie TUNEL
(B KOTOPOM BBIABIISIIOT BKIIOYEHHE MEUEHBIX HYKJIEOTUAOB BO (pparmeHtuposannyto JJHK) u
aHanmu3bl Ha ocHoBe ELISA, onmcanst B Biochemica, 1999, no. 2, pp. 34-37 (Roche Molecular

Biochemicals).

AnonTo3 Takke MOXKHO ONpEHeNUTbh IMyTeM H3MEpPEeHUs MOPQOJOrMYeCKUX H3MEHEHHH B
kiaerke. Hampumep, kak M B cilydyae HEKpO3a, yTpaTy LEJOCTHOCTH IUIa3MaTHYeCKON
MeMOpaHbl MOJKHO OIPENeNIUTh MyTeM M3MEPEHUs! MOTJIOMEHNS ONPENeNIeHHbIX KpacHuTenei
(Harmpumep, (I1yOPECLIEHTHOTO KPACUTENSA, TAKOTO KaK, HATIPUMep, aKPUAMHOBBINA OPaHKEBBIN
win Opomun 3tuausi). Crocod M3MEpeHHs KOJIMYECTBA aMONTO3HBIX KJIETOK ObLT OMUCAH B
Duke and Cohen, Current Protocols in Immunology (Coligan et al. eds., 1992, pp. 3.17.1-
3.17.16). Takxxe MOXHO MeTUTh KJeTku kpacutenem s JIHK (Hanmpumep, akpuanHOBBIM
OpaH)KEBbIM, OpOMHMIOM OTHAWS WM HOAMOOM TPONUAMS) U HAOMIOAAaTh B KJIETKAax
KOHJIEHCALIMIO XPOMAaTHHA M €ro KpaeBOe pacIOJIOKEHHE BAOJb BHYTPEHHEH saepHOU
meMmOpanbl.  [Ipyrue Mop¢onoruueckue H3MEHEHHs, KOTOPbleé MOXKHO W3MEpPUTh IS
OTpENeJIEHUs] arloNTo3a, BKIIIOYAIOT, HANMPUMED, KOHIEHCAIMIO LIUTOIIa3Mbl, MOBBIIIEHHOE

ny3bIpeHHEe MEMOpaHBbI M CXKATHE KIETKH.

Hannumne anmonto3HbIX KJIETOK MOKHO H3MEPHUTh KaK B 3aKPETUICHHOM, TaK U B «ILIABAIOIIEM»
KOMITApTMEHTax KyibTyp. Hampumep, ob6a koMmapTMeHTa MOKHO cOOpaTh MyTeM yIaJeHHUs
HaJI0CaJOYHOH JKUAKOCTH, TPUIICHHU3ALNH 3aKPETUICHHBIX KJIETOK, OOBEIHMHEHHSI IPENapaToB
NOCJIe 3Tana NMPOMBIBKU MyTeM LEeHTpU(yrupoBaHus (Hampumep, B TedeHne 10 MUHYT npu
2000 00./MHH.) U BbIABIIEHHA aronTo3a (Harmpumep, myTeMm mMmeperus gpparmentannu JTHK).

(Cwm., Hammpumep, Piazza ef al., 1995, Cancer Research 55:3110-16).
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OddexT TepaneBTHUECKONM KOMTIO3UINK aHTUTeNa K LY75 mo HacTositeMy H300peTeHHIO i
ViVO MOKHO OLIEHWTh B MOAXOMSALIEH >KUBOTHOM Mozenu. Hampumep, MOXHO NPUMEHSTH
KCEHOT€HHbIE MOJENH paka, TAe SKCIUIAHTATHI PAKOBBIX OMyXOJeH WIM NMacCHPOBAHHbBIE
KCEHOTPAHCIUIAHTATHBIE TKAHU BBOZST KUBOTHBIM C OCJIA0JI€HHBIM UMMy HUTETOM, TAKUM KaK
«ronbiey win umeromue SCID mpimm (Klein ef al., 1997, Nature Medicine 3: 402-408).
D¢ (dekTUBHOCT MOXXHO H3MEpSATh C TMOMOIIBI0 aHAJIU30B, B KOTOPBIX H3MEPSIOT

UHruOMpoBaHUe 0OPa30BAHUS OIYXOJIH, PErPECCUH OMyXOJU MJIK METACTa3UPOBAHUSA U T. I

TepaHeBTI/ILIeCKI/Ie KOMITO3HILINH, NPpUMCHSCMBIC B MPAaKTUYCCKOM OCYyHIECTBJICHUN
BBIIICOIMMCAaHHBIX CHOCO6OB, MOXHO COCTaBJIATHL B (bapMaI_[eBTI/ILIeCKI/Ie KOMITIO3HIIMH,
conepsKallie HOCHUTENb, MOAXoAsmuili ais Tpedyemoro cmocoba gocraBku. ITopxomsmiue
HOCUTEJH BKJIFOUAIOT JIFOOOW MaTepuas, KOTOpbIi Mpu OOBEIHHEHHWH C TepareBTUYECKOIl
KOMIIO3ULIMEH COXPAHSIET MPOTHUBOOIYXOJIEBYIO (DYHKLHIO TEPANEeBTHYECKOW KOMITO3ULIMU U
Ha KOTOPBIN OOBIYHO HE pearupyeT UMMyHHasl CHCTeMa mauueHTa. [IpuMepsl BKIIOYAOT 0e3
OrpaHuueHust IFOOON 13 MHOKECTBA CTAHAAPTHBIX (papMaLeBTHYECKUX HOCHUTENeH, TAKHX KaK
crepwibHble (ochaTHO-coeBbie OydepHble pacTBOPBI, OAKTEPUOCTATHYECKAss BOAA M T. II.

(cM. B o6mem miase Remington's Pharmaceutical Sciences 16™ Edition, A. Osal., Ed., 1980).

Cnocobbl MOJIYYEHUS] AHTUTEN

AHTHTENA, PACKPBIThIE B TAHHOM JOKYMEHTE, MOTYT OBbITh MOJYyYEHbI C MOMOIIBIO JIFOOOTO
noaxonsmero crnocoba. Takue crmocoObl BKIFOYAIOT KYJbTUBUPOBAHHE KIETKHU-XO3SIMHA,
coJZiepsKalleil BhIIEIeHHYIO(-ble€) HYKJIEHHOBYIO(-bI€) KHCIOTY(-bI), KOTUPYIOIIHE aHTHUTEJIA.
Kak Oyper MOHATHO cHenManucTaM B JaHHOH O0JAacTH, 3TO MOXKHO BBINOJHSTH PSIOM
CHoco0OB B 3aBHCHMOCTH OT NPUPOABI aHTUTeNAa. B ciydae, korga aHTUTENa MPEeNCTaBJISIOT
co0OH TpaANLHMOHHbIE aHTUTENA TIOJTHOHN JJIMHBI, HaIpuMep, BapuadesbHas 001acTh TSKEION
Lenu U BapualenbHas OOJNaCTh JIETKOW LEMH HAXOIATCS B TAKUX YCJOBHUSX, YTO AHTHTEIO

o0paszyercs U MOKET ObITh BBIIEIIEHO.

BapuabenbHbie obnactu TsoKenbIx W Jjerkux uemed LY75 Al packpbITel B JaHHOM
IOKyMeHTe (TIOCNIeOBATEIbHOCTH Kak Oejka, TaKk W HYKJIEHHOBOW KHCIIOTBHI), Kak Oynaer
MOHSTHO B JAHHOHN 0O0JIACTH, UX MOKHO JIETKO YBEJIMYHUTH C MOJYYEHUEM TSDKEINBIX U JIETKHX
nenei noiaHoi niuuHbl. MHbIMU cioBamu, nipu Hainanu pparmentos JIHK, kogupyromux Vy-
U VK-CerMeHTHI, BKpaTLie OMHCAHHBIE B JAHHOM AOKyMeHTe, >TH ¢parmentsl JJHK moxHO

NOABEPIrHYTh AOMNOJHUTCIBbHBIM MAHUNYJALUAM C TIOMOLIBKO CTAHAAPTHBIX METOAUK
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pexomOunanTHBIX JIHK, Hampumep, ans mpeBpaineHus reHoB BapuabenpHbIX oOnacTeil B
Ie€HBI IIeTel aHTUTEN NOJHON UInHEL B reHbl Fab-gparmenTos mmn B reH scFv. B xone stux
MaHUMYJSIAH 00pa3yoT GyHKUHOHANIBHYIO CBs3b pparmenta JJHK, komupyromero Vg wim
Vu, ¢ apyrum ¢parmenrom JITHK, xonmupyrommm npyroii Oenok, Takod Kak KOHCTaHTHas
oOmacTe aHTHUTENa WM TUOKWH JuHKep. TepMuH «()YyHKUIHMOHAIBHO CBSI3aHHBII,
NPUMEHSIEMBbII B JAHHOM KOHTEKCTE, IOAPAa3yMEBAeTCs KaK O3HAYarollUW, 4YTO JBa
¢parmentel [IHK coenunHeHbl TakuM 00pa3oM, YTO aMUHOKHCIIOTHBIE MOCIEI0BATEIbHOCTH,

konupyemblie nByMs pparmentamu JJHK, ocTaroTcst BHYyTpH paMKU CYUTHIBAHUSI.

Beinenennyro JIHK, xomupyromyro Vy-o6macTb, MOXKHO NPEBPATUTh B I'eH TSHKEJOW LENU
NOJHON IIMHBI nyTeM oOpaszoBaHust (pyHkumoHanbHOM cBsa3u JIHK, xomupyromeit Vy, ¢
apyroii monekyioi JIHK, konupyromeit konctantHble obnactu Tsokenoi uemu (Cyl, Cy2 u
Cu3). IlocnenoBaTeNnbHOCTH T'€HOB MBIIIMHBIX KOHCTAHTHBIX O0OJIACTEH TSKENbIX Lerneit
U3BECTHBI U3 YPOBHs TeXHUKHU [cM., Hampumep, Kabat, E. A, ef al. (1991) Sequences of
Proteins of Immunological Interest, Fifth Edition, US Department of Health and Human
Services, NIH Publication No. 91-3242], u ¢parmentsr JIHK, oxBaThiBaromme 3tu 001aCTH,
MOKHO MOJIyYuTh IyTeM crannaptHoi [ILP-ammumdukannu. KoHctanTHast 0071aCTh TSAXKENIOMH
LETH MOKET MPENCTaBIsATh coO0M KOoHCTaHTHYIO obnacth 1gGl, 1gG2, 1gG3, 1gG4, IgA, IgE,
IgM wnm IgD, HO Haubosee MPEANOYTUTENILHO MPENCTABIAET COOOH KOHCTAHTHYIO 00JacThb
IgGl wmu IgG4. B cnyuae rena tsokenod nenu Fab-gparmenta MokHO 00pa3oBath
dbynkuonanpHyto cBsi3b JJHK, kogupyromeit Vy, ¢ npyroit monekymoii JIHK, kogupyroreit

TOJIbKO KOHCTaHTHYI0 007acTh Cyl TspKenon nenw.

Beinenennyro JTHK, xonupyromyto VL/VK-061acTb, MOKHO TIPEBPATUTH B T'€H JIETKOHW LETH
TIOJTHOH UTMHBI (2 TakKe TeH Jerkoi nenu Fab) myrem oOpasoBanust GyHKIMOHAIBHON CBSI3U
JHK, xomupyromei Vi, ¢ npyroi monekynoi JIHK, komupyromeit KOHCTaHTHYIO 00JIACTh
nerkoir nernu Cp. IlociaenoBaTenbHOCTH TE€HOB MBIIIMHBIX KOHCTAHTHBIX OOJACTEH JIErKUX
1ierell U3BECTHBI U3 YPOBHsI TEXHUKH [cM., Harpumep, Kabat, E. A, e al. (1991) Sequences of
Proteins of Immunological Interest, Fifth Edition, US Department of Health and Human
Services, NIH Publication No. 91-3242], u ¢parments JIHK, oxBaTbiBaromue 3tu 00JacTH,
MOKHO TOJy4uTh mnyTeM craHmaptHou [II[P-ammmudukanuu. B npenmodrute bHBIX
BapUAHTAX OCYIIECTBJIEHHs KOHCTAHTHAs OOJIACTh JIETKOH LETTH MOXKET MPEACTAaBIATh COOOH

KOHCTAaHTHYIO 00J1aCTh Kamma- Uin J'ISIM6I[a-LIeHI/I.
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Jnss nonyuenust reHa scFv  oOpasyroor ¢yHKUMOHaNBHYIO cBsi3b  (parmentos JIHK,
konupyromux Vg- U Vi/Vk, ¢ apyruMm (¢parMeHToM, KOAWPYIOUIMM T'HMOKUH JIMHKED,
HarpuMep, KOAMPYIOLINM aMUHOKHCIOTHYIO mnocienosarenbHocTh (Glys -Ser)s, Ttak dyro
NOCJIEIOBATENbHOCTY Vy U Vi/VK MOTYT 3KCIIPECCHPOBAThCS B BHAE HEMPEPHIBHOTO
ofgHouenoyeyHoro Oenka, mpu 3ToM Vi/Vk B Vy-obmactu coenuHeHbl TMOKUM JIMHKEPOM
[cm., Hampumep, Bird et al. (1988) Science 242:423-426; Huston et al. (1988) Proc. Natl.
Acad. Sci. USA 85:5879-5883; McCafferty et al., (1990) Nature 348:552-554].

IlpencraBneHbl HYKJIEHWHOBBIE KHUCJIOTBHI, KOAUPYIOIIME AHTUTENA, PACKPBITbIE B JaHHOM
AOKyMeHTe. Takue IMONMHYKJICOTHUABl KOAUPYIOT Kak BapHaOeNnbHble, TAK U KOHCTAHTHBIE
o0NacT KaxAOW M3 TSDKENOM W JIETKOW LemneH, XOTs Apyrue KOMOMHALIMU TakkKe

pacCMaTpuBarOTCA B COOTBETCTBUU C OIMMCAHHBIMU B JTAHHOM JOKYMCHTC KOMITIO3ULIUSAMU.

INomuuykneoruael MoryT Haxonutbest B popme PHK wnu JIHK. IMoaunykneotunsl B popme
JHK, x/IHK, renomuoii /IHK, aHanoroB HyKJEHMHOBBIX KUCIOT M cuHTermdeckux JIHK
Takxke sBISIFOTCS puMeHuMbiMU. JIHK MokeT ObITh IBYXHUTEBOW WM OJXHOHHMTEBOM, U B
cllyuae OJHOHUTEBOH MOXKET MPENCTaBIISATH COOOW KOAMPYIOUIYIO (CMBICIOBYIO) HUTh WU
HEKOJUPYIOIIYI0 (AaHTHCMBICIOBYIO) HUTh. Komupyromasi MocCiaenoBaTelbHOCTb, KOTOpasi
KOAMPYET TMOJIUIIENTHA, MOXKET OBbITh HIEHTHYHA KOMUPYIOIIEH TMOCIeN0BaTEIbHOCTH,
NPECTaBJIEHHON B JAaHHOM JOKYMEHTe, WJIM MOXKeT OBbITh JPYroil KOOupyromei
MOCJIEIOBATEIPHOCTBIO, TIPU 3TOM JJaHHAs MOCJIEI0BATEIbHOCTh BCIENCTBHE HU30BITOYHOCTH
WIN BBIPOKICHHOCTU TEHETHYECKOTO KoAa KoaupyeT Te ske mojunentuasl, yto u JIHK,

npeacTaBJICHHasA B JaHHOM OJOKYMEHTE.

B HEKOTOpPBIX BapHaHTax OCYILECTBIEHHs HYKJIEUHOBasI(-bl€) KHCIOTA(-bI), KOAUPYOIasi(-1ue)
PACKPBITbIE B TAHHOM JIOKYMEHTE aHTUTEJa, BKIFOUEHA(-bI) B BEKTOPBI SKCIIPECCUH, KOTOPBIE
MOTYT OBITh BHEXPOMOCOMHBIMH HJIM TpPEIHA3HAUEHBI JUIsI WHTETPALlMH B T€HOM KIIETKH-
XO03fMHA, B KOTOPYHO OHAa BBElEHA. BEKTOpPBI 3KCIpPEcCCHH MOIYT COIEepXkaTh Jr00oe
KOJIMYECTBO COOTBETCTBYIOLINX PEryJIATOPHBIX MOCJIENOBATENIbHOCTEH (B TOM uucie 0Oe3
OTPAaHUYEHUs] TOCJIENOBATENbHOCTA JJII  KOHTPOJSl TPAHCKPUIIUK W TPAHCISILIHH,
POMOTOPBI, CAalTBI CBSI3BIBAHUSI PUOOCOMBI, SHXAHCEPHI, TOUKH Haydajla PErIMKalud H T. I1.)
WIN APYTHUe KOMIIOHEHTHI (CENIEKTUPYEMbIe T€HBI U T. I1.), BCE U3 KOTOPBIX (PYHKLHUOHAIBHO
CBSI3aHBI, KaK XOPOIIO M3BECTHO M3 YPOBHS TEXHHUKH. B HEKOTOPBIX CllyyasX MPUMEHSIOT 1B
HY KJIEMHOBBIE KHCJIOTBL, U KQXKIYIO TIOMEINAIOT B OTAENbHBINA BEKTOP SKCIPECCUH (HAIpUMED,

TSDKEJYIO LIeTIb B MEPBBIM BEKTOP 3KCIPECCHH, JIETKYIO LIENb BO BTOPOH BEKTOP SKCIIPECCHN),
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WK, B AJIbTEPHATUBHOM CJIy4ae, UX MOJKHO TIOMECTHUTh B OIUH U TOT XK€ BEKTOP 3KCIPECCHH.
CrnenumamictaM B JaHHOW o0macté OyJIeT MOHATHO, YTO KOHCTPYKLHUS BEKTOpa(-OB)
SKCIIPECCUH, B TOM HHUCIIE BBIOOP PETYJIATOPHBIX MOCIENOBATEIBHOCTEH, MOXKET 3aBUCETh OT

TakuX (PaKTOPOB, KaK BHIOOP KIIETKH-XO35MHA, TPeOyeMblil YPOBEHb KCIIPECCHU OeKa | T. II.

HyknenHOBbIE KUCJIOTBI W/WJIM CHUCTEMbl JKCIPECCHH OOBIMHO MOXKHO BBOAHMTH B
HOAXOSLIYIO KJIETKY-XO35MHA C MOJyYeHHEeM PEeKOMOWHAHTHOM KJIETKH-XO35IMHA C TOMOLIBIO
moboro cmocoba, TOOXOASINEro Uil  BbIOPAaHHOW  KJIETKU-XO3siMHA  (Hampumep,
TpanchopMaly, TPaHCHEKIUH, SJIEKTPONOpALUK, HHPUIUPOBAHUSA), TAKUM 00pa3oM, 4TO
MoOJIeKyJia(-bl) HYKJIEMHOBOH KHCJIOTHI (PYHKLHMOHAJBbHO CBsi3aHa(-bl) C ONHUM miu Oosee
AJIEMEHTaMH KOHTPOJIS SKCIpeccHy (HarpuMmep, B BEKTOpE, B KOHCTPYKLUH, MOJYYEHHOH C
MIOMOIIBIO TIPOLIECCOB B KJIETKE, MHTEIPHUPOBAHHON B I'€HOM KIIETKHM-XO3siMHA). [lonyyeHHyo
B pe3yJbTaTe PEKOMOWHAHTHYIO KJIETKY-XO35IMHA MOXKHO BBbIIEPXKHUBAaTh B YCJIOBHSIX,
HNOAXOMSLINX IS dKCHpeccuu (HampuMep, B TPUCYTCTBHUH HHIYKTOpPA, B IMOAXOISINEM
OTJIMYHOM OT YeJIOBEKAa >XMBOTHOM, B MOAXOSLIEH KyJbTYpPaJbHOH Cpene, NOMOJHEHHOM
HaJUIeKAIUMH COJIIMH, (paKTOpamMH poCTa, AaHTUOMOTUKAMH, MUINEBBIMU HOOABKAMH H T. I1.),
B pe3yJibTaTe 4ero oOpasyroTcs KOAMpPYeMbIi(konupyeMsble) nonunentua(rmonunenTtiasl). B

HEKOTOPBIX CIIy4asiX TsDKENbIe L 00pa3yloTCsl B OJHOM KIIETKE, a JIETKUE LIeTH B Py TO.

JIMHUM KIEeTOK MJIEKOMUTAIOLINX, TOCTYIIHBIX B KAU€CTBE XO0351€B JJIsl SKCIPECCUH, U3BECTHbI
U3 YPOBHSI TEXHUKH M BKJIFOYAIOT OOJBIIOE KOJIMYECTBO MMMOPTAIN30BAHHBIX JIMHUN KJIETOK,
JOOCTYITHBIX U3 AMEPUKAHCKOH KoJuleKunu TUMoBbIX KyibTyp (ATCC), Manaccac, Buprunus,
CILIA, B ToM uncie 0e3 orpaHHYEHHs KJICTKH siIMYHUKa KuTtaiickoro xomsuka (CHO), knetku
HEK 293, knerku NSO, knerkum Hela, knerkum mouyku HoBopokaeHHoro xomsika (BHK),
kiaetkn 1nodku o00e3bsHbl (COS), KJIeTKH TenaTOLeUTFOJIIPHON KapIUHOMBI YEJIOBEKa
(marmpumep, Hep G2) m MHOXKeCTBO Opyrux JUHHHA KJI€TOK. KJIeTKH, OTIMYHBIE OT KIIETOK
MJIEKONIUTAIOLIHMX, B TOM YHCIe O3 OrpaHUYeHUs KIETKH OaKTepHi, APOKKEH, HACEKOMBIX U
pacTeHMii, TaKXe MOXXHO NPUMEHSTh [JIsI SKCIPECCHH PEKOMOMHAHTHBIX aHTUTENl. B
HEKOTOPBIX BapUaHTax OCYILECTBIEHMs] AaHTUTENa MOXHO TOJy4daTb B TPaHCI€HHBIX

JKUBOTHBIX, TAKHUX KaK KOPOBbI UJIU KYPBbI.

OO0ume crocoObl MOJEKYJSIPHOW OWOJIOTHH, 3KCIPECCHH, OYHUCTKH M CKPUHUHTA AHTUTEN
XOpOIIO W3BECTHBI, ¢M., Hampumep, mateHTol CIIIA NeNe 4816567, 4816397, 6331415 u
7923221, a Taxke Antibody Engineering nmon penakuwmeii Kontermann & Dubel, Springer,
Heidelberg, 2001 u 2010 Hayhurst & Georgiou, 2001, Curr Opin Chem Biol 5:683-689;
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Maynard & Georgiou, 2000, Annu Rev Biomed Eng 2:339-76; u Morrison, S. (1985) Science
229:1202.

Komnonenrom (B) ¢QapmaneTudeckoii KOMOMHAIIMHM SIBISIETCS BEHETOKJIAKC WM  €ro
bapmMarieBTHYECKU-TIpHEMIIEMasi  COJIb. BEHETOKIAaKC SBIAETCS  HU3KOMOJEKYJISPHBIM
JEKapCTBEHHbIM CPEACTBOM [UIsI MEPOPAIbHOTO IPUMEHEHHs, KOTOpoe OJIOKHpYeT
aHTranonTotuyeckui O6enok  B-xmerounoit snmmdoms-2  (Bcl-2), uro npuBomur K
3arporpaMMHUpOBaHHON rudenu kietok. OH MOKa3aH NpPU XPOHMYECKOM JUMQPOLIUTAPHOM
neiikose (CLL) y marmeHTOB co crienuduyueckoil XpoMOCOMHON aHomanueil (nenenus 17p). B
2015 romy VYmpaBineHue 1o CaHUTApPHOMY HAA30py 3a KA4€CTBOM IUIIEBBIX MPOAYKTOB U
menukameHToB CIIIA (FDA) mpucBOMIO BEHETOKJIAKCY CTAaTyC NPUHIMIHAAIBHO HOBOT'O
TepaneBTUUecKoro mpenapara st nauueHToB ¢ CLL, y KOTOpbIX ObUT perMaMB WM OHHU
ObUTM HEBOCIPUMMYMBBI K TPEIBbIAYIIEMY JICYEHHIO U HMMENH TeHETHYECKYI) MYTalHIO C

neneuueit 17p.
CrpykrypHast popMyIia BEeHETOKJIAKCA IPUBEICHA HIXKE:!

Cl

I (-
N
I

N
0,0 =
0 q N K\N
N o)
H
_N

OO0 o

Ero mnasBanmmem cormacio IUPAC sBusercs  4-(4-{[2-(4-xnopdenmn)-4,4-numernn-1-
LIUKJIOTeKCeH- 1 -1t |MeTwn § - 1 -nmunepasuamn )-N-({ 3-aurpo-4-[ (tetparuapo-2H-nupan-4-
wiMeTw )aMuHo |penmnn } cy nbdonni)-2-( 1 H-mupposno[ 2,3 -b jmupuanH-S-uiokc )0eH3aMu I,
Beneroknakc mnponmaercss monx TOProBeIMH HamMeHoBaHusIMH Venclexta® B CIHIA #u

Venclyxto® B Espone.

dapmaneBTHUECKHE KOMITO3UIINHU

dapmaneBTHUECKass KOMOMHALMS O HACTOSINEMY H300PETEHHIO TpencTaBieHa B (opme

KOM6I/IHI/IpOBaHHOFO npenapara ajisi OAHOBPEMEHHOIO, pa3aCJIbHOIO UK MOCJIEAOBATEIIbHOTO
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NPUMEHEHHUS. AHAJIOTUYHO, B paMKaxX CIIOCOOOB MO HACTOSIIEMY M300PETEHUI0 KOMITOHEHTBI
(A) u (B) dapmaneBrnyeckoli KOMOMHALIMM MOKHO BBOJUTH MAIIMEHTY OXHOBPEMEHHO,

pa3aciibHO WU MOCJICAOBATCIIBHO.

TepMuH «KOMOMHHPOBAHHBIN MpeNapaTy BKIOYAET Kak (PUKCHPOBAHHbIE KOMOMHAIIUH, TaK U

He(pKCHpPOBaHHBIE KOMOWHAIINH.

TepmuH «pukcupoBaHHasE KOMOMHALWS» O3HAYAET, YTO AKTUBHBIE UHIPEIUEHTHI (HAIIPUMeED,
komrnoHeHThl (A) u (B)) mpencrasieHsl B opmMe €IMHOrO CpeacTsa Wi N03bl. [pyrumu

CJIOBaMU, aKTUBHBIC MHI'PEAUCHTDI IPUCYTCTBYIOT B eﬂHHOﬁ KOMITIO3UIIMH HUJIU COCTABE.

Tepmun «HepukcHpoBaHHAasE KOMOMHALMSD» O3HA4YaeT, 4YTO AaKTHBHbIE WHIPEIUEHTHI
(narmpumep, komnoHeHTH (A) u (B)), mpuCyTCTBYIOT B pasHBIX CpENCTBAX WIM 033X
(HanpuMmep, B BUJE OTAEJBHBIX KOMITO3MLMI WJIM COCTABOB), HANpUMEp, B BHIAE HaOopa w3
yacreil. HezaBucumbie komnoneHTs (A) 1 (B) (B ux TpeOyeMbIX KOMITO3ULIMSX HIIH COCTABAX )
MOXKHO 3aT€M BBOAUTH Pa3/eIbHO WIH MOCIEA0BATENBHO, B OUH U TOT k€ MOMEHT BPEMEHU

WA B pas3jInIHbIC MOMEHTBI BPEMEHU.

B ciyudae, xorga BBe€HHE OCYLIECTBIISIIOT MOCIEIOBATENbHO, 3a[€PKKA BBEJEHHUS] BTOPOIO
KOMIIOHEHTa HEe JOJUKHA ObITh TaKOH, NMPU KOTOPOW TepsieTcs OmaronpusaTHbIA 3¢ dekT,
NOJTy4aeMblii BCJIEACTBUE TPUMEHeHus: komOuHanuu. ClenoBarenbHO, B OZHOM BapHaHTE
OCYILECTBJIEHUs TMOCIEAOBATENbHOE JIEYEHUE BKIIOYAET BBEICHUE KAXAOrO KOMIIOHEHTA
koMOuHaImK B TeueHwe nepuoaa 11 nmHeil. B apyrom BapuaHTe OCYINECTBJICHUS IaHHBINA
nepuoa cocrasiasier 10 paHedl. B npyrom BapuaHTe OCYILIECTBJEHUS JAHHBIA MEPUOA
cocTaBJyisieT 9 nHeil. B npyroMm BapuaHTe OCYyIECTBJICHUS JAHHBIN MEPUOJ COCTABIISIET 8 NHEH.
B npyrom BapuaHTe OCYINECTBJICHMs AAHHBIM NEpUON cocTaBisier 7/ nHed. B ngpyrom
BApUAHTE OCYILECTBJICHMs [aHHbIM MEpPUOJ CcocCTaBiasieT 6 nHell. B papyrom BapuanTte
OCYILECTBJICHHUs] JAHHBIM MEPUOA COCTaBJseT 5 AHel. B npyrom BapuaHTe OCYILECTBJICHHUS
JAHHBIA nepuoj coctasisieT 4 nHsa. B npyrom BapuaHTe OCYILIECTBIEHUS JAHHBIN NEPHUOL
coctapysieT 3 AHA. B Apyrom BapuaHTe OCyLIECTBIICHUS JAaHHbIN NEPUOJ COCTaBisieT 2 nHsA. B
IPYyTOM BapHaHTE OCYLIECTBJICHUS JaHHBIN MEepUOa cocTaBiisAeT 24 yaca. B npyrom BapuaHTe

OCYILECTBJICHUs] JAHHBIN NEPUOJ COCTABIISIET 12 4acos.

KommnonenTtst (A) u (B) MOXHO BBOIHTD B JIFOOOM MOpPSIAKE, HAMPUMED, BHAUAJIE KOMIIOHEHT

(A), a 3arem xomroHeHT (B); mim BHauane komrnoHeHT (B), a 3areM KOMIIOHEHT (A).
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CooTHomenne o0mux konuyecTB KommnoHeHTa (A) u kommoHeHTa (B), mommexarmmx
BBEJICHUIO B KOMOMHHMPOBAHHOM IIperapaTe, MOKET BapbUPOBATHCS, HANPHUMEpP, € LEJBIO
yIOBJIETBOPEHMSI TOTPEOHOCTEH CyOnmomy IsiiMy TMAlMEeHTOB, MOMJIEKAIINX JICYSHUIO, WJIH
NOTPeOHOCTEH OHOTO MAIMEeHTA, TIPU 5TOM Pa3JInYHble MOTPEOHOCTH MALMEHTOB MOTYT OBITh

00y CJIOBJIEHBI UX BO3PACTOM, IIOJIOM, MAaCCOM Tesla M T. 1.

Komnonents! (A) u (B), He3aBHCHMO OT TOTO, MPUCYTCTBYIOT JIM OHU B OJHONH KOMITO3ULIMU
WIN B OTAEIbHBIX KOMIIO3ULIUAX, HE3AaBUCHMO MOTYT OBITh COCTABJIEHBI C OOHUM WK Oosee
bapMarieBTUYECKH TpUEMJIEMbIMH HOcUTeNsiMH.  PapmarieBTHYeckre KOMOMHAIMU T10
HACTOSIIEMY H300PETEHUIO TaKKe MOTYT COAEp:kKaThb IO MEHbINEH Mepe OJHO Apyroe
IPOTUBOOIYXOJIEBOE CPEACTBO WIM MPOTUBOBOCHAIUTEIBHOE WM HMMYHOIENPECCUBHOE
cpeactBo. Ilpumeprl TepaneBTHUECKUX CPENCTB, KOTOpPbIE MOXKHO IPUMEHSATH B
KOMOMHHPOBAHHOH Tepamuu, Oojiee MOAPOOHO OMMCAHBI HIDKE B pasielie, MOCBSAIIEHHOM

Iy TAM IIPUMEHEHHSA aHTUTEII, PACKPBITBIX B JAHHOM NOKYMEHTE.

Kak wucnonme3yercst B HaHHOM JOKyMeHTe, «(apMaleBTUYEeCKH NPHEMIIEMBIH HOCHTEIIbY
BKJIIOYAET JIOOBIE BO3MOXKHBIE PACTBOPUTENH, HCIEPCHOHHBIE CPEIbl, IOKPBITHS,
aHTHOAKTepUAIbHbIE W IPOTUBOIPUOKOBBIE CPEACTBA, HM30TOHMYECKHE U 3aMEIJIIOINNE
BCACBHIBAHHE CpPEACTBA U T.I., KOTOPbIE SIBJISIIOTCS (PUIUOJOTHUECKH COBMECTUMBIMH.
Hocurenb mnpenmoyTHTENbHO TMOAXOAMT JUIi  BHYTPUBEHHOTO, BHYTPHMBIIIEYHOTO,
MIOAKOKHOTO, MAPEHTEPATBHOTO, CIHHAJIBHOTO WJIM 3TMUASPMATbHOTO BBEACHUS (HAIpUMED,
NyTeM MHBEKUUH WK UH(Y3un). B 3aBUCHUMOCTH OT MyTH BBEICHUS aKTUBHOE COEIUHEHHE,
T. €. AHTHUTEJIO, IMMYHOKOHBIOTaT WK Oucrnermduyeckasl MOJEKyJIa, MOTYT OBITh MOKPBITHI
MaTepPHaOM JUIs 3aIIUThl COEAMHEHHWs OT NEHCTBHS KHCJIOT W JAPYTHUX €CTECTBEHHBIX

YCJ'IOBI/II\/'I, KOTOPBIE MOTYT MHAKTUBUPOBATH COCAUHCHUC.

Kowmmonentst (A) w/umu (B) moryt Obith B ¢opme omHol wiu Oonee (apManeBTUIeCKU
NpUEMJIEMBIX COJIeH. «PapMaleBTHUECKH NpUeMJIeMasi COJb» OTHOCUTCSI K COJIM, KOTOpas
COXpaHseT HEOOXOOUMYIK OHOJIOTHYECKYI0 AaKTHUBHOCTh HCXOIHOTO COEAMHEHUs U He
BBI3BIBAET HUKAKIX HEXKENATENbHBIX TOKCH4YeCcKHX 3¢ dekros [cMm., Hampumep, Berge, S M., ef
al. (1977) J. Pharm. Sci. 66:1-19]. IIpuMepsl TakuxX COJIell BKJIIOYAOT COJIM MPHCOETUHEHUS
KUCJIOTBI U COJIU TIPHCOENUHEHHs1 OCHOBaHUs. CONM NMPUCOETUHEHUS KUCIOTHI BKIIOUYAOT
COJM, TIOJYYEHHbIE W3  HETOKCHYHBIX  HEOPTraHWYECKHX  KHUCJIOT, TaKHX  Kak
XJIOPUCTOBOIOPOIHAS, a30THasl, docdopHasi, cepHas, OpOMHUCTOBOAOPOIHAS,

HoxucroBogopoanas, GocopucTas U T. I1., @ TAKKE U3 HETOKCHYHBIX OPTaHMYECKUX KUCIIOT,
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TAKUX Kak amnaTuiecKue MOHO- M TUKAPOOHOBBIE KHCIIOTHI, (DeHII3aMe[eHHbIE AJTKAHOBBIE
KUCJIOTBI, THIPOKCHAJKAHOBBIC KHCJIOTHI, apOMaTHYECKHe KHUCJIOThI, anudarnydeckue W
apoMaTHYeCKHe CyJb(OHOBBIE KUCIOTHI U T. . COJIM MPUCOSANHEHHSI OCHOBAHUST BKJIIFOYAIOT
COJIM, MOJIyYEHHBIE U3 IIEJIOYHO3EMEJIbHBIX METAJUIOB, TAKUX KaK HATPWUM, KaJlWi, MarHwi,
KaJIbLUUA M T. M., a TaKK€ M3 HETOKCHYHBIX OPraHUYECKUX aMHMHOB, Takux kak N,N'-
OUOCH3WIDTIIICHANAMIH, N-METUITJIIOKAMIH, XJIOPIPOKAWH, XOJIUH, JAHSTAHOJIAMUH,

OTUJICHAWAMUH, IPOKAWH U T. II.

dapmarneBTH4eCKass KOMOMHALIMS TI0 HACTOSIIEMY H300PETeHUIO WUJIH €€ YacTh TAK:Ke MOTYT
cozep:kath (hapMaleBTUUECKU INPUEMJIEMbIH aHTHOKcHAAHT. IIpumeps! (apmaneBTHUECKH
NPpUEMIJICMbBIX AHTUOKCHUAAHTOB BKJIFOYAKOT: (1) BOAOPACTBOPUMBIC AHTUOKCHUAAHTBI, TAKUEC
KaK acKOpOMHOBAsl KUCJIOTA, TUAPOXJIOPUI LHMCTEHHA, OuCynbhar HaTpus, MeTabucybHur
HaTpusi, Cyjbpur Hatpuss ¥ T. 1., (2) >KUPOPACTBOPUMBIE AHTHOKCHUAAHTBHI, TaKHE Kak
ackopOwimaapbmMuTaT, OyTHIHMpOBaHHbIM ruapokcuanuzon (BHA), OyTunmpoBaHHBIN
ruapokcuronyos (BHT), neuutnn, nponunramiart, ansgpa-rokodepon u T. i.; u (3) cpeacrsa,
XeJNaTUPYIOLEe MEeTaJUIbl, Takhe Kak JIMMOHHAsl KHUCJIOTa, ATHJIEHAHAMHHTETPayKCyCHAas

kucnora (EDTA), copbut, BunHas kucnora, GocdopHas KUCIOTa U T. I

IIpumepsl MOAXOASIIMX BOJHBIX M HEBOAHBIX HOCHUTEJNEH, KOTOPbIE MOXKHO HCIIOJIh30BATH B
(bapmaneBTHYECKUX KOMOUHAIMSX MO HACTOSIIEMY M300PETEHUI0, BKIFOYAKOT BOIY, STAHOJ,
MOJINOJIbI (TaKWe Kak TJIMLEPHH, MPOMUJICHIJIMKOJb, MOJUITUICHIJIMKONb U T.IL.) U HUX
MONXOMASIINE CMECH, PACTUTEIbHBIE Macja, TAaKHe KaK OJMBKOBOE MAcCJiO, U MHBEKIIMOHHBIC
OpraHWYECKUE CIIOXKHBbIE 3(DUPBI, Takue Kak 3Tujojear. Hammexalyr TeKydecTb MOXKHO
MONIEP KUBATh, HATIPUMED, MyTEM MPUMEHEHUsS] MATEPUAJIOB MOKPBITHS, TAKUX KaK JICLIUTHH,
nyTeM TOANepkaHuss TpeOdyeMoro pasmepa 4YacTHI] B Cilydae OHCIEPCUH U MyTeM

MPUMEHCHHA MOBEPXHOCTHO-AKTUBHBIX BECICCTB.

Ot KOM6I/IHaL[I/II/I WK UX 9aCTU MOTYT TaKX€ COACPKAaThb BCIIOMOT'aTCJIbHBIC CPEACTBA, TAKUEC
KaK KOHCEPBAHTBI, CMAaYUBAIOLIHE CPEACTBA, IMYJbraTopbl U aucnepratopsl. Heponymenue
HAJTHYUST MUKPOOPTaHU3MOB MOKHO 00€CIeurBaTh KaK ¢ MOMOIIBIO MPOLENYP CTEPHITH3ALINH,
OMUCAHHBIX BBIIC, TaK W TMYTEM BKIHOYCHHA Pa3JIMYHbIX aHTI/I6aKTepI/IaJ'IbeIX u
MPOTUBOTPUOKOBBIX CPEACTB, Hampumep, napadeHa, xjopOyTaHona, ¢eHosa, COpOMHOBOM
KACJIOTBI W T. I Takxke MOXET 6bITb JKeJIaTCJIbHBIM BKJIIFOUEHHE B KOMIIO3UIIUU
HU30TOHUYCCKUX CPEACTB, TaKMX KaK cCaxapa, XJIOpHUA HaTpud U T. II. B JOIIOJIHEHUE,

NPOJIOHTMPOBAHHOTO BCACBIBAHUS HMHBEKLIMOHHOW (papMaleBTHUECKOH (OPMBI MOKHO
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I[O6I/ITI:;C$I MyTEM BKJIHOYCHUA CPECACTB, 3aMCAJIAIOIINX BCACBIBAHUE, TAKUX KAaK MOHOCTEapaT

AJIFOMHWHUA U KE€JIaTHUH.

@apMaLeBTUYECKN MTPUEMIIEMbIE HOCHUTENM BKJIIOYAKOT CTEPUJIbBHBIE BOJHBIE PACTBOPBI WU
JUCTIEPCUHN U CTEPUJIbHBIE TOPOLIKH ISl MOJyYEHUs CTEPUIIbHBIX MHBEKLIMOHHBIX PAaCTBOPOB
WM AUCNEPCHUM JJis1 HEMEMJIEHHOro npuemMa. lIpumeHeHne Takux cpel U CpPencTB AJs
(apMalleBTUYECKU AKTUBHBIX BELIECTB M3BECTHO W3 YPOBHS TEXHUKU. 3a HCKIFOYEHHEM
CJTy4aeB, KOrja Kakue-J1u0o TpaauLMOHHbBIE Cpella UIH CPEACTBO HECOBMECTHMBI C AKTHBHBIM
COCMHEHHNEM, MPEeayCMaTPUBAETCS UX NMPUMEHEHHe B (apMaleBTHYECKUX KOMIO3HIHAX IO
HacTosimeMy u300peTeHnto. B coCTaB KOMIO3MLMK Takke MOTYT OBbITh BKJIFOUEHBI

JOIMOJIHUTEJIbHBIC aKTUBHBIC COCAUMHCHMA.

TepaneBTHyeckre KOMIO3ULINY, KaK MPABUIIO, TOJDKHBI OBITh CTEPHIBHBIMUA M CTAOMIIbHBIMH
B YCJIOBHUSIX NIPOU3BOJCTBA U XpaHeHMs1. KOMIO3UIIMIO MOXKHO COCTaBJISITh B BUAE PacCTBOpA,
MHUKPOSMYJIbCUHU, JUNOCOMBI WJIN APYrOoN YHOPSAOYEHHOW CTPYKTYpPhl, MOAXOAALIEH s
BBICOKOH KOHIIEHTpALMU JIEKAPCTBEHHOTO cpenacTsa. Hocurenb MOXeT mpenctaBiaTh cOOOM
PacTBOPUTENb WK AUCIEPCUOHHYIO Cpealy, COAEP KA, HAIPUMeEpP, BOAY, 3TaHOJ, MOJUOI
(HanmpuMep, TJIMLEPHUH, NPOIMJIEHIJIUKOIb M SKUIKUH TOJUSTWIEHIJIMKONb U T.1.) U HX
nogxonsamue cMmecu. Haanmexxaiiyro TekydecTb MOXKHO MOJAEpPKUBATh, HANpPUMEp, MyTeM
NPUMEHEHHUS] TTOKPBITHS, TAKOTO KaK JIELUTHUH, MyTeM MOIJep:kaHus TpeOyeMoro pasmepa
YacTULl B Cllyyae JWUCIEPCUM U MyTeM MPUMEHEHUs MOBEPXHOCTHO-aKTUBHBIX BellecTB. Bo
MHOTHX ClIy4dasix OyJeT NPeArOuYTHUTEIbHBIM BKJIIOUEHHE B KOMITO3UIHIO H30TOHMYECKHX
CPEACTB, HANPHUMEp, CaXapOB, MHOTOATOMHBIX CIIMPTOB, TAKUX KAaK MAaHHUT, COPOUT, WIH
xjopuna HaTpus. [IpOJOHrMPOBAHHOTO BCACBIBAHUS WHBEKLIMOHHBIX KOMIIO3ULIUH MOXKHO
OOOHUTbCS TyTeM BKIKOYEHHS B KOMIIO3MLIMIO CPEJICTBA, 3aMEISIOLIEr0 BCACBHIBAHHE,

HanpuMep, MOHOCTEapaTHBIX COJIEH U JKelaTHHA.

CTepI/IJ'IbeIe HWHBEKIUOHHBIC PACTBOPBI MOXKHO IIOJYYUTH NYTEM BKIIFOYCHUA AKTHBHOI'O
COCAUHECHHUA B HeO6XOI[I/IMOM KOJINMYECTBE B COOTBETCTBYIOILICM PACTBOPUTEIIC C OAHUM HIJIN
KOMOWHALMEH W3 WHIPENUEHTOB, TEPEYHCISHHBIX BBbIIE, MPH HEOOXOIMMOCTH, C
MOCTIEAYIOMEH CTepriu3yrolneil MukpoduibTpamen. Jucnepcun, Kak MPaBUjio, MOJTYYarOT
MyTEM BKIIHOYECHHUA daKTUBHOT'O COCANHCHNS B CTGpHJ’IbeIﬁ HaIlIOJIHUTEIIb, KOTOprfI COACPKUT
OCHOBHYIO JWCIIEPCHOHHYIO Cpely W IpyTrHe HeOOXOMUMbIE HHIPEIUEHTHI U3 MePEUHCICHHBIX
BhIIlE. B ClIyda€ CTCPUJIbHBIX TIOPOLIKOB MAJIA MOJNYYCHHS CTCPUJIBHBIX HWHBECKIHNOHHBIX

PacTBOPOB MNPCANOYTUTCIIBHBIMHA criocobamu MONNYYCHHUSA SBJKIIOTCA BaKyyMHasA CyliKa U
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cyOnuManvoHHasi Cymka (JTHOQUIN3AIHs), ¢ MOMOIIBI KOTOPBIX MOJYYAIOT MOPOILIKOBYIO
bopMy aKTHMBHOrO WHITPENMEHTa, a TaKkKe JIOOOro OMOJHUTENLHOTO TpedyemMoro

UHTPEINEHTA U3 UX PACTBOPA, paHee MOABEPTHYTOTO CTEPIITH3YIOMIEH (PUITBTPALIHH.

KonndyecTBo akTHBHOTO MHTPEINEHTa, KOTOPOE MOYKHO OOBEANHUTH C MAaTEPHAJIOM HOCUTEIS
C MOJIy4eHUEM eIUHUYHOHN JieKapCTBEHHOH (OopMbl, OyIeT BapbHPOBATHCS B 3aBUCHIMOCTH OT
CyOBeKTa, IOABEPraeéMoro JIEYEHUIO, U KOHKPETHOro cmocoba BBeaeHus. KommuecTso
AaKTUBHOTO WHIPEINEHTa, KOTOPOE€ MOXHO OOBENUHUTh C MATepHAOM HOCHUTENS C
NOJTy4YeHUEM eIMHUYHON JIEKapCTBEHHOH (POpMBI, Kak mpaBuio, OyJeT MpencTaBisTh COOON
TaKO€ KOJIMYECTBO KOMITO3UIMM, KOTOpPOE BbI3bIBaeT TepameBrudeckuii spdexr. M3 100
NPOLIEHTOB 3TO KOJINYECTBO OOBIMHO OyJIeT BapbUPOBATHCS B JUANA30HE OT NMPUOIU3UTEIBHO
0,01 mnpoueHra a0 nHpUONM3UTENBHO 99 NPOLEHTOB  AKTUBHOIO  WHIPEIUEHTA,
NPennoYTUTeNbHO oT npudamsutensHo 0,1 mponeHTta 10 npudnusutenbHO 70 MPOLEHTOB,
HauOosee NPEenrnoYTUTENbHO OT NpuOIM3uTeNpHO | mpoueHta a0 npuOnusutensHo 30
NPOLIEHTOB AKTUBHOIO HMHIPEIUEHTAa B KOMOMHAIMHU C (apMaleBTHUECKH MPUEMIIEMbIM

HOCHUTCJICEM.

PexxuMbl 1O3MPOBAaHUST KOPPEKTHPYIOT IS MOJYYEHUs] ONTUMAJIBHOTO TpeOyeMoro OTBeTa
(HampuMep, CUHEepruyYecKass KOMOWHAIWs, TepaneBTUUeCKud OoTBeT). Hampumep, MOXKHO
BBOJIUTh OZHOKPATHYIO OOJIOCHYIO 103y, MOJKHO BBOAMTH HECKOJBKO pa3lesIeHHBIX 103 B
TEUeHHe HEKOTOPOro BpPEMEHH, WK 103y MOKHO MPOMOPLHOHANBHO TOHU3UTh WIIN
MOBBICUTb, HA 4YTO YKa3bIBAIOT TMOTPEOHOCTH TepaneBTH4Yeckoil curyaund. OcoOeHHO
NPEUMYIIECTBEHHBIM SIBJISIETCS COCTABJICHHE MApeHTEPaIbHbIX KOMIIO3HLUN B CTAHIAPTHOM
JIEKapCTBEHHOW (opMe Uil MPOCTOTbI BBENEHHsS ¢ PABHOMEPHOCTH JO3MPOBAHMS.
CrannapTHas ekapcTBeHHast (POpMa, KaK HCIONb3YeTCsl B JAHHOM JOKYMEHTE, OTHOCHTCS K
(u3ryYecKkr AUCKPETHBIM EIMHHLAM, MOAXOSIIUM B Ka4yeCTBE OJHOPA30BBbIX 03 JJIsI
CYyOBEKTOB, TMOJICKAINUX JICYCHHIO, Ka)XJas eIUHHUIA COHCPXKHUT TMPEABAPUTEIBHO
ONpENEIEHHOE KOJMYECTBO AaKTHBHOTO COENUHEHMs, PACCUUTAHHOE I TIOJNyYEHUs
TpedyemMoro TepamneBTHUecKOro 3¢¢exra, COBMECTHO ¢ HEOOXOMUMBIM (papMaleBTUYECKUM
HocutesnieM. TexHudeckue TpeOOBaHUS K CTaHOAPTHBIM JIEKAPCTBEHHBIM (opMam 1o
HACTOsIIEMY M300peTeHHI0 00yCIIOBJIEHbI (a) YHUKAIbHBIMU XapaKTePHUCTHKAMU aKTHBHOTO
COEAMHEHUs] U KOHKPETHBIM TepaneBTHYeCKUM 3(pPeKToM, KOTOpOro cienyer noctudb, U (b)

NpuUuCymunumMu OIrpaHUYCHUAMU B obmactu IMPUTOTOBJICHUA TAKOI'0 aKTUBHOI'O COCAHWHCHHSA B
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OTHOLUCHUU JICHCHHUA MHAUBUAYYMOB C 4y BCTBUTCIbHOCTBIO, U HEMMOCPECACTBCHHO 3aBUCAT OT

HHUX.

Jlns BBenenus anturena k LY75 nosa Haxogutces B muana3oHe ot npudimmsurensHo 0,0001 no
100 mr/kr, Hampumep, ot 0,001 mo 50 mr/kr, ot 0,005 no 20 mr/kr, ot 0,01 o 10 Mr/kr u
bonee tunmyHo ot 0,01 mo 5 Mr/kr or macchl Tena xo3suHAa. Hampumep, 03I MOTyT
coctaBysth 0,05 mr/kr maccel Tena, 0,1 Mr/kr maccol Tena, 0,3 mr/kr maccel Tena, 0,3 Mr/kr
Macchl Tena, 0,5 Mr/kr Macchl Tena, 1 MI/Kr Macchl Teja, 2 MI/KT MacChl T€ja, 3 MI/KT MacChl
Tena, 4 MI/KT MacChl Tejla, 5 MI/KI MacChl Tejla, 6 MI/KI MacChl Tejla, 7 MI/KI MacChl Teja,
8 Mr/kr macchbl Teja, 9 mr/kr macchl Ttena, 10 Mr/kr maccel Teja, 12 MI/KT MacChl Teja,
15 mr/kr maccer Tena, 20 Mr/Kr Macchl Teja, 25 Mr/Kr Macchl Tena, 30 MI/Kr MacChl Tejla HIH
HaxonuThest B auanaszone 0,1-20 mr/kr, 0,5-15 mr/kr, 1-10 mr/kr, 2-8 mr/kr, 3-7 mr/kr, 4-
6 Mr/kr. UImtoCcTpaTUBHBIN PEXKUM JICUSHHsI BKJIFOYaeT BBEACHHUE OUH pa3 B IeHb, OJIUH pa3 B
2 nHs, ONUH pa3 B HENEJI0, ONUH pa3 B JIB€ HENeNd, ONMH pa3 B TPU HENENH, OAUH pa3 B
YeTbIpe HeNleNH, OANH pa3 B MeCsL], OIUH pa3 B 6 HelelNb, OMH pa3 B 3 MecsLla UM ONIUH pa3
B Tpu-6 Mecsaues. llpeanmouyrurenvHele pexxumpl Ao3upoBaHus aHtutena k LY75 mo
HACTOSAIIEMY H300PETeHHIO BKIIOYAIOT | MI/KI Macchl Tela WIM 3 MI/KT MacChl Tena
MOCPEACTBOM BHY TPUBEHHOI'O BBEJICHUS, [IPU 5TOM aHTHUTEJIO MPUHUMAIOT C UCTIOJIb30BAHUEM
OJHOHM M3 CIENYIOUIUX CXeM HO3UpOBaHUs: (1) KaXKable YeThIpe HEeNEIH B KOJHMUYECTBE IIECTH
103, 3aTeM Kaxable Tpu Mecsina; (ii) kaxable Tpu Henmenw; (iii) 3 MI/KT MacChl Teja

OOHOKPATHO, a 3aTEM 1 Mr/kr Maccel Tena KaXXAbIC TPHU HEACIHN.

B HekoTOphIX BapuaHTax OCyLIecTBIeHMs 03y aHtutena kK LY75 (mampumep, LY75 DM4)
PEryaupyIOT Ul AOCTHKEHUsI KOHLIEHTPALMKM aHTUTENA B IJIa3Me€ KPOBH, COCTABIAIOIIECH OT
10 no 1500 M wmyu ot 18 mo 1200 HM (Hanpumep, npubnusurtensHo 18,75, 37,5, 75, 150,
300, 600 mwimu 1200 HM). IIpennoururensHo antureno k LY75 (Hampumep, LY75 DM4)
PErYJHUPYIOT AJIsl AOCTUIXKEHUS] KOHLIEHTPALMU aHTUTENA B KPOBH, COCTaBJjsiromer ot 15 M

1o 50 HM, ot 50 go 100 #M, 100-500 BM unu 500-1200 HMm.

B HekoTOpBIX BapHaHTax OCYLIECTBIEHHs H03y BEHETOKJAKca (WM ero (papMareBTHIECKH
NPUEMIIEMOH COJIM) PEryJUPYIOT Ui JOCTIDKEHHs KOHLEHTPALWU B IUJIa3Me€ KPOBH,
cocrapiiroeit ot 0,5 no 500 HM mmm ot 0,64 o 400 HM (Hanpumep, npudiusuTenbHo 0,64,
3,2, 16, 80, 400 umu 2000 HM). ITpenmnodTuTeIbHO, BEHETOKIAKC (MK ero (hapMaleBTHIECKU
NPUEMIIEMYIO COJIb) PEryJUPYIOT JJIsi JOCTH)KEHHS KOHLIEHTPAIMM B IUIa3Me KPOBH,

cocrapsitomieit ot 0,5 no 20 uM, ot 20 go 50 M, 50-100 sM unu 100-500 uM. Ee MOkHO
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BBOJIUTH MEPOPATbHO. B HEKOTOPBIX BapHaHTax OCYIIECTBIICHHUS 1032 BEHETOKJIAKCA (M €ro
(dapManeBTHUECKH MPUEMIIEMO COJN) cocTasiisieT mpubmmutensHo 100 mr, 200 mr, 300 mr,
400 mr mmm 500 mr. Benerokmakc mwin ero papmManeBTHYECKH MPUEMIIEMYIO COJIb MOKHO
BBOAWTb C OJHUM WK Oojee u3 mukiodpochamuna, runpokcuaay Hopy OUllnHA, OHKOBHHA H

npenHu3oHa win npeaansonona (t. e. CHOP-Tepamus).

IIpenmoururensHo, kKoMmOuHaiusi KommoHeHTOoB (A) wu (B) mpencraemsier coboit
CHHEpru4eckyro komOmHanumio. Crnenuanucty B HaHHOM oOnacté OyJer NOHSATHO, 4YTO
CHUHepruueckass KOMOWHAIUsl TpencTaBisier coOoi KoMOWHALuio, B KOTOpoll 3pdext
KOMOWHALUN SBJIAETCS OOJbIINM, 4YeM cymma 3(QeKkToB ee OTHEeNbHBIX KOMIIOHEHTOB.
CuHeprusm MoXeT ObITh KOJIMYECTBEHHO ONPEAEIeH C MOMOIIBIO TOKa3aTes aJAUTHBHOCTH
Chou-Talalay (CI) (cm. “Evaluation of combination chemotherapy: integration of nonlinear
regression, curve shift, isobologram, and combination index analyses”, Zhao L, et al. Clin
Cancer Res. (2004) Dec 1;10(23):7994-8004; u «Computerized quantitation of synergism and
antagonism of taxol, topotecan, and cisplatin against human teratocarcinoma cell growth: a
rational approach to clinical protocol design», Chou TC, Motzer RJ, Tong Y, Bosl GJ., J.
Natl. Cancer Inst. (1994) Oct 19;86(20):1517-24). Orot ciocob ¢ MPUMEHEHHUEM MOKa3aTeJIst
anmutuBHocTH (CI) OCHOBaH Ha YpaBHEHHH MHOXECTBEHHOrO 3((dekra JeKapCTBEHHOTO
CpEncTBa, BBIBEIEHHOM HAa OCHOBAHWMHU TMpUHIMIA MeauaHHOro 3ddekra 3akoHa
JEUCTBYIOINX Macc. DTO JAaeT KOJIMYECTBEHHOE OmpeneseHne Aisi cuiibHOro cuneprusma (CI
<0,3), cuneprmzma (CI = 0,3-0,9), agmutuBHoro osddekra (CI = 0,9-1,1) wmm
aHtaroHusma/orcytcTBust mosp3bl (CI > 1,1), u 3TO mpenycMmaTpuBaeT ajrOpuTM MAJist
KOMITBIOTEPHOTO TMPOTPAaMMHOIO 0O0eCredeHus: [IJIsli aBTOMATHYECKOTO MOJEIHPOBAHUS
KOMOWHAIUHN JIEKAPCTBEHHBIX CPEACTB. Y UHTBHIBAIOTCA Kak 3(pdexruBHOCTD (3HAUeHHEe D(m)),
Tak u ¢opMa KpuBOH n03a-3PdeKkT (3HaAUeHHe m) KaKIAOro JIEKAPCTBEHHOTIO CpPEINCTBA B
OTAENbHOCTH W X komOmHanuu. Ilokasarens ammutuBHOcTH Yoy-Tamanas (CI) moxHO
OLEeHUTh ¢ npuMeHeHueMm mnakera Synergy R (cm. «Preclinical versus Clinical Drugs
Combination Studies», Chou TC. Leuk. Lymphoma. (2008); 49(11):2059-2080, u HCTOUHUKH
B HEM, BCE U3 KOTOPBIX KOHKPETHO BKJIFOYEHBI B JaHHBII JOKYMEHT MOCPEICTBOM CCBLIKH).
CI xoMOMHALINU MOKET OBITh MCCJIEIOBAH B MOAXOSIIEH JMHUK KJIETOK, HAPUMED, B JIMHUH
kiaetok ABC-DLBLC (takoit kak TMD8 nnn HBL1), Hanpumep, B yCIOBHSAX, HCTIOTIB3YEMbIX

B IIpumepe 26.
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IMpennoururenpHo, (apmareBTudeckass KOMOWHAIMS [0 HACTOSIIEMY H300PETEHHIO
npeacTaBysier coOON CHHEPTHYECKYH) KOMOWHALIMIO, B KOTOPOH MOKa3aTesib aJIUTUBHOCTH
Yoy-Tananass (CI) cocraBmser menpme 0,9, 0,8, 0,7, 0,6, 0,5 0,4, 03 wm 0,2.

IIpennoururensho, CI cocrasmser 0,1-0,5, 0,1-0,3 unu 0,1-0,2.

B wacrtHOoCcTH, mpencTaBieH CHoco0 JIeYeHHs paka |y TMALMeHTa, BKJIIOYAOLIMH
OJTHOBPEMEHHOE, NOCIIEIOBATEILHOE WM Pa3/ieTIbHOE BBEICHUE MALUEHTY, HY KAAOMEMYyCs B
3TOM, TepamneBTU4YeCKH 3(P(PEKTUBHBIX CHUHEPTHUECKUX KOJM4YeCTB KOMNOHEHTOB (A) u (B)
dapmaneBTHUECKON KOMOUHAIMY 110 HacTosieMy u3obperenuio. Takke MpeACTaBJIeHA
bapmanieBTHUeCKass KOMOMHAIMSI MO HACTOALIEMY M300pPETEHUIO ISl NPUMEHEHUs IIpU
JICUEHUN paka, TIe CUHEePrUYecKrue KOJIM4ecTBa KOMIOHEHTOB (A) u (B) BBOIAT marueHry
OJTHOBPEMEHHO, PAa3JeNIbHO WM TOCJIEA0BATENbHO I JieueHHs paka. lIpeamoututensHo,
KOJIN4eCTBa KOMIOHEHTOB (A) 1 (B) BBOAST MaLMEHTY C LEJbI0 00eCeYnTh KOHIIEHTPALIUH B

IU1a3ME€ KpOBHU, PACKPBITHIC BBILIEC.

Takke NpencTaBieHO TNPUMEHEHHE CHHEPrHYECKHX KOJHUeCTB KOMMOHEHTOB (A) u (B)
(dapManeBTHYECKOW  KOMOWMHAIIMM IO  HACTOSALIEMY  H300pETEHHIO B  TOJYy4YEeHUH
(dapmaiueBTHYECKON ~ KOMOWHAIMKM  JUii  OJHOBPEMEHHOIO,  pa3feNbHOTO WM
MIOCJIEIOBATEIbHOTO MIPUMEHEHUs! IS JiedeHus1 paka. Takke MpencTaBiieHa CHHEpPruYecKast
(apmaneBTHYECKasi KOMOUHALMS 110 HACTOSIIEMY W300pPETEHUIO Il MPUMEHEHUS B Teparun

WK 01 IPUMEHCHUSA B KQUCCTBE JICKAPCTBCHHOI'O IIperiapara.

B nHekoTopeix crnocobax apa win Oojee MOHOKJIOHAJIBHBIX aHTuTeN K LY75 ¢ pasnmudHbiMu
TUTIAMU  CTIENU(UIHOCTH CBS3bIBAHUS BBOIST OJHOBPEMEHHO, M B JAHHOM Cllydae 03a
KaXJ0r0 BBOJUMOIO AHTUTENIA HAXOAHUTCS B MpejaesiaX yKa3aHHbIX TUAMAa30HOB. AHTHUTENO
OOBIMHO BBOISAT HECKOJIbKO pa3. MHTepBaibl Mexay MNpUEMaMU OTHEIbHBIX 103 MOTYT
COOTBETCTBOBATh, HAMPUMED, BBEACHUIO OJUH pa3 B J€Hb, JIBA pa3a B HENENO, OJUH Pa3 B
HEJeJF0, OJIUH Pa3 B MECSL, KaKIble TPH MeCSIa, KaKIble MECTh MECSIEeB WM OOWH pa3 B
roa. lHTepBaibl Takke MOTYT ObITh HEPETYJISIPHBIMH, HA YTO YKa3bIBAET U3MEPEHUE YPOBHEH
aHTHTENlAa K AaHTUTeHy-MHUIIEHH B KpPOBU TalMeHTa. B HeKOTOophIX cmocodax o3y
KOPPEKTUPYIOT IUIsl JOCTWKCHHsI KOHIIEHTPAIMN aHTHTENa B IJIa3Me KPOBH, COCTABJISIOLIECH
npubmm3utenbHo 1-1000 mxr/mm, 5-750 wmxr/mn, 10-600 mkr/mu, 15-500 wmkr/mon, 20-

400 MKI/MJI U B HEKOTOPBIX crioco0ax mpuOnmu3nTenbHo 25-300 MKr/mit.
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B xauectBe anbrepHatuBbl aHTUTEeNna K LY75 MOXHO BBOAWTH B BHUAE COCTaBOB C
3aMeIJICHHBIM BBICBOOOKIEHHEM, U B JAaHHOM Cily4ae TpeOyeTcss MEeHee 4acTOe BBEICHHE.
Jloza u yacTtota BapbUPYIOTCS B 3aBUCUMOCTHU OT NEPHOAA MOJyBBIBEACHUS AHTHUTENA W3
opranm3ma manueHta. Kak mnpaBwmino, HauOoyiee UIMTENbHBIM TMEPUON IOy BBIBEACHHS
JEMOHCTPUPYIOT aHTUTEJIA YEJIOBEKA, 32 KOTOPBIMH CJIEAYIOT I'YMAaHU3UPOBAHHbBIE aHTUTENA,
XMMEpPHBIE aHTUTEJIA U aHTUTEJNA, OTJIUYHBbIE OT 4YesioBedyeckux. Jlo3a M 4dacTtoTra BBENECHUS
MOJKET BapbHPOBATHCS B 3aBHCHMOCTH OT TOTO, SIBJSIETCS JIM JIeYeHHE MPOPUIAKTHISCKIM
WIA TEepaneBTUYEeCKUM. B mpoduiakTuueckux MyTsX MPUMEHEHHs] OTHOCUTENIbHO HU3KYIO
03y BBOJAT C OTHOCHUTENBHO PEAKUMH HMHTEPBAJAMH B TE€UEHHE JJIMTEJBHOIO MEpUoAa
BpeMeHHU. HekoTopelie manueHTsl NPOAOJIKAIOT MOJyYaTh JICUEHUE 0 KOHLA CBOEH XKU3HU. B
TEPareBTHUECKUX MyTAX NMPUMEHEHUsI MHOTa TPeOyeTcsi BBeEHHE OTHOCUTENIbHO BBICOKHUX
03 C OTHOCUTEJIbHO KOPOTKMMH HHTEpBajJaMU A0 YMEHBIIEHHUS WIH NPEKPALIECHUs
NPOTpecCUpoBaHusl 3a0O0JeBaHUS M MPEANOYTHTENBHO IO TeX TMOp, MOKa TMalUeHT He
MIPOJEMOHCTPUPYET YaCTUYHOI'O HWJIM MOJHOIO YMEHBIIEHUS WHTEHCUBHOCTU IIPOSIBJICHUS
cuMnToMoB 3aboneBaHus. [locie 3TOr0 B OTHOIIEHWHM TALMEHTA MOXHO TPHUMEHSITh

PO HUIAKTHUECKUT PEKUM.

dakTHuUeCcKre YPOBHH 103 aKTUBHBIX UHIPEIUEHTOB B (hapMaLEeBTHYECKUX KOMOMHALMSX I10
HACTOSIIEMY H300PETEHHI0O MOXKHO BapbUPOBATh AJISI TOTO, YTOOBI MOJYYHUTh KOJHYECTBO
aKTUBHOTO WHrpenueHTta, 3QQeKTHBHOE ANl AOCTIDKEHHsT TpeOyeMOoro TepameBTUYECKOro
OTBETA JJIs KOHKPETHBIX MaLUeHTa, KOMIIO3ULIMU U crioco0a BBeIeHHs 0€3 TOKCHYHOCTH JAJIst
nauueHTa. BriOpaHHBIN ypoBeHb 103bI OyAeT 3aBHCETh OT psna (HapMaKOKMHETHYECKHX
(akTOpOB, B TOM YHCJ€ AKTUBHOCTH KOHKPETHBIX HCIIOIb3YEMbIX KOMITO3UIMHA TIO
HACTOSIIIEMY HM300PETEHHIO WJIM HX CJIOXHOTO 3(Upa, COJMM WIH aMUAa, NMyTH BBEICHHS,
BPEMEHU BBEACHUS, CKOPOCTH 3KCKPELHUH KOHKPETHOrO HCIOIb3YEMOr0 COEIUHEHHS,
NPONOJIKUTENBHOCT  JIEYEHUS], IPYTUX JIEKAPCTBEHHBIX CPEACTB, COENMHEHWH W/WIn
MaTepPHaJiOB, TNPUMEHSIEMbIX B KOMOHMHALMM C  KOHKPETHBIMH  HCIIOJNB3Y €MBbIMHU
KOMITO3MLIMSIMH, BO3PACTa, IMOJIA, MACChI TeNld, COCTOSHMS, OOLIEro COCTOSHHS 30POBbS U
aHaMHe3a MalMeHTa, MOABEPraeMOro JICUEHUIO, U IOAOOHBIX (PaKTOPOB, XOPOIIO H3BECTHBIX B

00JIaCTH MEIULMHBIL

«TepaneBTudecku >¢pdexkTrBHasE M03a» aHTUTENa K LY75 mpeanodYTuTensHO MPUBOIUT B
pe3yJibTaTe K YMEHBIIEHUIO TSHKECTH CHMITOMOB 3a0OJIeBaHUS, YBEJIUYCHUIO HYaCTOTHI U

NPOAOJIKUTCIIBHOCTH NEPHUOJOB OTCYTCTBUA CUMIITOMOB 3a00/IEBaHUS WU npeaynpeKaACHUI0
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HApYIIEHUsT WM HETPYAOCIOCOOHOCTH H3-3a MopakeHus: 3abonesanumeMm. Hampumep, mms
JeueHus omyxoned, omnocpenoBaHHeIX LY75, «repaneBtndeckn 3¢¢peKkTUBHAS 103a»
NPEATIOYTUTENIbHO HHTHOMPYET POCT KJIETOK WM POCT OIMYXOJH Ha IO MEHbLIEH Mmepe
npubmusuTensHo 20%, mo MeHbIned Mepe npuoOmmuTenasHo 30%, Oojee MpeArnoYTUTEIbHO
Ha 10 MeHblIeH Mepe npubnusutensHo 40%, Mo MeHblIeld Mepe mpudnusuTenbHo 50%, eme
Oonee MpennmoYTHTEIBHO HAa MO MeHbIeH Mepe npuOmmsurenbHo 60%, mo MeHbInel Mmepe,
npubmusutensHo  70% u  eme Oonee MPEONOYTUTENBHO HAa IO MeHbIIEH Mepe
npubmuzutensHo 80% wim nmo MeHblied Mepe npubausutenpHo 90% MO CpaBHEHHIO C
cyObekTaMu, KOTOpbIX He moaseprainu JjedeHHro. CrnocoOHOCTh COENMHEHUs K
UHTUOMPOBAHUIO POCTa OMyXOJM MOXKHO OLEHUTh B JKMBOTHOH MOJENBHOM CHUCTEME,
npezackasbiBarolie 3(h(eKTUBHOCTh B OTHOIIEHUH OMyXOJied uenoBeka. B anbrepHaTHBHOM
cllydae JaHHOE CBOHCTBO KOMIIO3MLIMM MOKHO OLICHHUTh IyTeM H3YYeHHUs] CIOCOOHOCTH
COEMHEHUs] K MHIMOMPOBAHHMIO POCTA KJIETOK, NMPU 5TOM TAaKO€ HHIMOMPOBAHHE MOXHO
U3MEPUTb i1 Vifro € TIOMOUIBIO AHAJIN30B, W3BECTHBIX NPAKTUKYIOIIEMY CIELIUAIUCTY.
TepaneBruyeckn 3>¢pQPEKTHBHOE KOJMYECTBO TEPANEBTHYECKOTO COEAMHEHHMS MOXKET
obecrieunBaTh yMEHBLIEHHE pasMepa ONyXOJHM WM HWHBIM 00pasoM yMEHbIIATh
UHTEHCUBHOCTb IPOSIBIIEHHs CHUMNTOMOB y cyObekTa. CpenHuil CHenuanicT B JaHHOH
obnacTu OyneT crnocobeH onpeneuTh TaKHe KOJTMYeCTBa HA OCHOBAHUH TaKHX (PAKTOPOB, Kak
rabapuThl CyOBEKTa, TSDKECTh CHMIITOMOB CYOBEKTa M KOHKPETHAasi KOMITO3ULIHMS MU

BBIOPAHHBIN Iy Th BBEIEHHSI.

@dapManeBTUYECKYy0 KOMOMHALIMIO MO HACTOSIIEMY HM300pPETEHHI0 MOXKHO BBOJUTH
IIOCPEICTBOM OJIHOTO MK OoJiee MmyTel BBeJeHHs C IMOMOIIBIO OJHOrO M Oonee u3 psinma
CHOCO0OB, M3BECTHBIX U3 ypoBHS TexHUKU. Kommonentel (A) u (B) MOXHO BBOAWTH
MOCPECTBOM OJHOTO TOTO K€ MyTH WM MOCPENCTBOM pasnuuHbIx myTei. Kak Oynper
NOHSATHO CHELHMAINCTY B JaHHOH o0nactw, NyTh W/WIM CHoco0 BBeACHUs OyAyT
BapbUPOBAThCS B 3aBHCHUMOCTH OT TpeOyeMbIX pe3yibraToB. [IpenmouTurenbHble MyTH
BBEACHUS AHTUTEN TI0 HACTOSALIEMY HM300pPETeHHIO  BKJIIOYAOT  BHYTPHBEHHBIH,
BHYTPHMBIIIEUHbIH, BHYTPUKOKHBIH, BHYTPHOPIOIIUHHBIN, MOAKOXKHBIA, CIIWHAJBHBIA HWIIH
ApyTrue mapeHTepaibHbIe My TH BBEACHUS, HATIPUMED, MOCPEICTBOM HHBEKLUH MIIH UH(PY3HUH.
®paza «mHapeHTepajbHOE BBEJEHUE», HCIOJb3yeMasi B JaHHOM JOKyMEHTE, O3HaydaeT
CHocOOBl  BBENEHUs, OTJIMYHbIE OT OJHTEPAIBHOTO M MECTHOIO BBENEHHs, OOBIYHO
NOCPECTBOM MHBEKLMH, W BKIIOUAeT O€3 OrpaHUYCeHUs] BHY TPUBEHHYIO, BHY TPUMBILICYHYIO,

BHYTPUAPTEPUAJIPHYIO,  HMHTPATEKAJbHYHK), BHYTPUKANCYJSPHYK, BHYTPUIUVIA3HUYHYIO,
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BHYTPHUCEPIEYHY 0, BHY TPUKOXKHY 0, BHY TPUOPIOIIMHHY IO, TPAHCTPAXEANbHY 0, TIOAKOKHYIO,
CYyOKyTHKYJIIPHYIO, BHY TPUCYCTaBHY 1O, CyOKarcyJIsipHy 10, cyOapaxHOUIATBHY IO,

UHTPACTIMHAJIBHYIO0, STIHAYPAJIbHYO U BHYTPUTPYIUHHYIO HHBEKIUIO U HHDY3HUIO.

B kauectBe anbrepHaTuBbl aHTUTENO K LY75 MOXHO BBOAUTH MOCPEACTBOM OTJIMYHOIO OT
MapEeHTEPAIbHOIO MyTH, TAKOIO KaK MECTHBIN, SMUAEPMAJbHbIA MyTh BBEACHUs WM NyThb
BBEACHUs Yepe3 CIHU3UCTbIE, HANpPUMEpP WHTPAHA3AJIbHO, NE€POPAIBHO, BAarMHAJIBHO,

PEKTAJIBHO, Cy6J’II/IHFBaJ'IbHO HNJIU MECTHO.

HpeI[HOLITI/ITeJ'IbHO, BCHECTOKJIAKC HJIHN €TI0 Q)apMaHeBTI/I“IeCKI/I NpUeMJIEMYI0 COJIb BBOISAT

NepopaibHO, HANIPUMEP B BUJIE TAOJIETKU.

AKTHBHbIE COEIMHEHMS MOXKHO IOJy4aTh C HOCUTEISIMH, KOTOpble OyAyT 3allHINaTh
COeMHEeHHe OT ObICTPOro BBICBOOOXKAEHUS, KaK, HAPUMEpP, B COCTaBE C KOHTPOJIHPYEMbBIM
BBICBOOOKIEHHEM, B TOM 4YHCIE€ HMIUIAHTATaX, TPAHCAEPMAJIbHBIX IUIACTBIPAX U
MHKPOWHKAICYJMPOBAHHBIX CHCTEMaxX JOCTaBKM. MOXKHO NPUMEHSTh Ouopasiaraemble
OMOCOBMECTHMBIE TOJMMEpBl, TaKMe Kak CONOJMMEp OJTWIeHAa M BHHWIALETATa,
HOJIMAHTHPUABL, TIOJUTIMKOJIEBasi KUCJIOTA, KOJUIAreH, MOJHOPTO3(GHPBI M IMOIUMOJIOYHAS
KUCJIOTa. MHOTHE CrTOCOOBI MOMYYEHHsI TAKUX COCTABOB 3AMATEHTOBAHBI WJIM OOINEU3BECTHBI
CHeLHaINCTaM B JaHHOW obnactu [cm., Hanpumep, Sustained and Controlled Release Drug

Delivery Systems (1978) J.R. Robinson, ed., Marcel Dekker, Inc., N.Y].

TepaneBTHyeckue KOMIO3ULMM MOKHO BBOJAUTH C IOMOINBK) MEIULMHCKUX YCTPOWCTB,
W3BECTHBIX U3 YPOBHs TeXHUKHU. Hanpumep, B NpeanodYTUTENIbHOM BapUaHTE OCYILECTBJICHUS
KOMIOHEeHT (A) w/mwmu (B) MOXHO BBOAHWTH C TIOMOLIBIO O€3bITOJIBHOTO YCTPOMCTBA IS
MOJAKOXKHBIX ~HHBEKIMI, Takoro Kak YCTpPOWCTBa, packpbiTele B mnareHrax CIIIA
NeNe 5399163; 5383851; 5312335; 5064413; 4941880; 4790824 wunmu 4596556. Ilpumepsnl
XOPOLIO M3BECTHBIX HMIUIAHTATOB U MOJYJIEH, MPUMEHUMBIX B HACTOSIIEM H300pETEHUH,
BKJIFOYAIOT. MMILIAHTUPYEMYI0 MHUKPOMH(Y3UOHHYIO MMOMITY JUIsS JO3UPOBAHHS JIEKapCTBA C
KOHTPOJIUPYEMON CKOPOCThIO, packpbiTyio B mareHte CIIIA Ne 4487603; tepameBruueckoe
YCTPOUCTBO AJI1 BBEJECHMs JIEKAPCTBEHHBIX MPENapaToB 4epe3 KOXKy, PACKPBITOE B MATEHTE
CIITA Ne 4486194; momny mnst wH(pY3UM JeKapCTBA I JOCTAaBKH JIEKAPCTBA C TOYHOU
ckopocTeio uH(Y3uH, packpbiTyto B marteHte CIHIA Ne 4447233; uMIUTaHTUPY €MBbIi
uH(Y3UOHHBI TPUOOpP € mMepeMeHHbIM OO0BEMOM TMOJAuUU Uil HENPEPBIBHOW IOCTaBKH

JIEKapCTBEHHOIO cpeacTsa, packpbiThiii B mareHTe CIIIA Ne 4447224; OCMOTUYECKYIO
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CHUCTEMY JOCTAaBKHU JIEKAPCTBEHHBIX CPEACTB, HMEIOIIYI0 MHOTOKAMEpPHbIE OTAEJICHMUS,
packpeityto B mareHre CIIA No 4439196, um OCMOTHYECKYIO CHCTEMY IOCTaBKH
JIEKAPCTBEHHBIX CPENCTB, packpbITyio B mateHTe CLIIA Ne 4475196. DTy maTeHThI BKIFOYEHBI
B JITAHHBIA JOKYMEHT TMOCPEACTBOM CChUTKH. CrieruanucrtaM B JaHHOH OOJACTH W3BECTHBI

MHOTUE APYyTrUe€ TaAKUEC UMILJIAHTATBI, CUCTEMbI JOCTABKHU U MOIY JIX.

B HexoTOpbIX BapmaHTax OCYINECTBJIEHUsI aHTHTENO K LY75 Moker ObITh COCTaBIEHO IS
o0ecriedeHnsl HaAJIEKAIIEro pacrpeneieHus in vivo. Hampumep, remarosHuedanndeckui
Oaprep (BBB) He mnpomyckaer wMHOrume BbIiCOKOruapodwmibHble coenuHeHus. Jls
obecrieuenusi nepecedenuss BBB tepaneBruueckumu coenuHeHUsMHU (ecnu TpeOyercs)) ux
MOXKHO COCTaBJISITh, HAIPUMEp, B JIMNIOCOMAax. B oTHOLIeHNN criocoOOB MONTyUeHUs TUTTOCOM
cM., HanpuMmep, nateHTel CIITA 4522811; 5374548 u 5399331. JIunocomel MOTYT COAEPKATh
OOHY WM (YHKIMOHAIBHBIX YacTell, M30UpaTeNbHO TPAHCIOPTHUPYEMBIX B KOHKPETHBIE
KJIETKU MJIM OPTaHbI, YTO, TAKUM 00pa30M, MOBBILIAET KAYECTBO LIEJIEHANIPABIEHHON TOCTaBKH
JIEKapCTBEHHBIX CpeAcTB [cm., Hampumep, V.V. Ranade (1989) J. Clin. Pharmacol. 29:685].
WnmoctpaTuBHble HalenuBaromye (yHKIHMOHAJIbHBIE YaCTH BKIIOYAIOT (ojaT mim OHOTHH
(cm., Hampumep, mateHt CIIIA 5416016.); mannosunel [Umezawa et al. (1988) Biochem.
Biophys. Res. Commun. 153:1038]; antutena [P.G. Bloeman et al. (1995) FEBS Lett.
357:140; M. Owais et al. (1995) Antimicrob. Agents Chemother. 39:180]; peuenTop
TIOBEPXHOCTHO-aKTUBHOrO Oesika A [Briscoe ef al. (1995) Am. J. Physiol. 1233:134]; p120
[Schreier et al. (1994) J. Biol. Chem. 269:9090]; cm. Takxke K. Keinanen; M. L. Laukkanen
(1994) FEBS Lett. 346:123; J.J. Killion; LJ. Fidler (1994) Immunomethods 4:273.

TlyTi npuMeHeHus: ¥ CriocoObl

Ucnonp3yemblii B JaHHOM JOKyMEHTE TEPMHH «CYOBEKT» IOIPa3yMEBaeTCs Kak
BKJIFOYAIOIINI YeNOBeKa M OTJIMYHBIX OT 4YeJlOBeKa >KUBOTHBIX. OTJIMUYHBIE OT YeJoBeKa
JKUBOTHBIE BKJIFOYAIOT BCEX IMO3BOHOYHBIX JXMBOTHBIX, HANPHUMEP, MIIEKONMUTAKOIIUX U HE
SBJISIFOLUXCS] MJIEKONMTAIOIIUMY, TAaKUX KAaK OTJIWYHBIE OT 4YeJOBEKa MPUMATHI, OBLIBI,
co0aKky, KOIIKH, KOPOBBI, JIOIIAAH, Kypbl, 3€MHOBOOHBIE M IPECMBIKAOIIHECS.
[IpennournrenbHble CYyOBEKTHI BKJIIOYAIOT MAL[MEHTOB-JIFOACH, HMMEIOIINX PacCTPONCTBA,

ONOCPEIOBAHHBIE HAPYILIEHHON akTUBHOCTBIO LY75.
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B HEKOTOpBIX MPEATIOYTHTEIBPHBIX BAPHAHTAX OCYINECTBIICHUS CYOBEKTOM SIBJIIETCS CyOBEKT-
YeJIOBEK, Y KOTOPOro uMeeTrcs neneunsi 17p, HarpuMep 4YeNoBeK, y KOTOPOro HabIIFoAaroTCs

NPU3HAKU XPOHUYECKOTO JTMM(OIUTAPHOTO JIEHKO3a.

CriocoObl SIBISAIOTCS. OCOOEHHO TMONXOMSIIUMH ISl JIEYEHUS] MAlMEeHTOB-JTI0NEH, MMEIOLIHX
PacCTPOICTBO, CBsI3aHHOE ¢ dKcmpeccuei abeppantHeix LY75. C yuerom skcnpeccun LY 75
Ha OIMyXOJIEBBIX KJIETKAX, KOMOWHAIIMHM M CHOCOOBI MO HACTOSIIIEMY H300PETEHHIO MOKHO
NPUMEHSTh AJIS JieueHUs] CyOBbeKTa ¢ OHKOTEHHBIM HapyIIE€HUEM, HalpUMep, HapyIIeHHEM,
XapaKTEePU3YIOLUMCsT HAJIMYUEM OIyXOJEBBbIX KIETOK, dkcmpeccupyromux LY75, unu npu
W3rOTOBJICHUHU JIEKAPCTBEHHOTO MpenapaTa AJisl JIEYeHHs] TAKOrO HapyLIeHUs], BKJIIOYAIOLIETO,
Hampumep, JEHKO3, B TOM YHUCJIE€ XPOHUYECKUH JITMMQOLMTAPHBIA JIEHKO3 U OCTPBIH
MHEJIOUIHBIN JIeHK03, HEXOMKKUHCKYI jumdomy, B ToM uucie DLBCL, B-knerounyio
mMboMy, (OJUTUKYJSIPHYIO JUM(OMY, MAHTHHHOKJIETOYHYIO JHUMpOMy, JIHUMPOMy U3
auMGOUITHON TKaHU CiaM3uCThIX obosouek (MALT), B-knerounyto mumdpomy, Goratyro T-
Ki1eTkamu/ructuomramy, Jgumpomy bepkurra, nmumdomnasmonurapHyro  numdomy,
MEJIKOKJIETOUHYI0 JTUM(POLUUTAPHYIO TuMPOMy, TUMPOMY M3 KJIETOK MaprHHAIbHOMN 30HbI, T-
KiIerounyro JguMmpomy, mnepudepudeckyro T-kiaerounyro auMdomy, aHAIMIACTHYECKYEO
KPYIHOKJIETOUHYI0 JTUM(pOMY ¥ aHTHOMMMYHOOJAacTHyr0 T-kierounyro mmumdomy. bsuio
MIPOAEMOHCTPUPOBAHO, uTO LY75 MHTepHanu3upyercs npu CBI3bIBAHUU C AHTUTEJIOM, Kak
NPOWJUTIOCTPUPOBAHO B TpUMepax S5 W 7 HWXKE, YTO, TakuM o0Opa3oMm, obecrnedynBaeTr
npuMeHeHne antutenl kK LY7S5 B moOoM MexaHM3Me NeHCTBUS C HArpy3KOH, Hampumep, B

nonxone ¢ ADC, B pannonMmyHOKOHBrOTaTe Win B moaxone ADEPT.

Antutena k LY75, o0praHO BBOAMMBIE B Buae ADC, MOKHO IPUMEHSITD JJIsl HHTUOUPOBAHUS
win OjokupoBanus ¢GyHkumu LY75, mns KOTOpOro, B CBOK Odepelnb, MOXKET OBbITh
YCTaHOBJIEHA CBSI3b C NMPEAYNPEXKACHUEM WM YMEHBIICHHEM UHTEHCUBHOCTHU OINPEAEICHHBIX
CUMITOMOB 3a00JIeBaHUs, YTO, TAKUM 00pa3om, moapasymeraer LY 75 B kadecTBe MequaTopa
3a0oneBaHusA. DTOrO MOXKHO IOCTUYb Iy TEM NMPUBEACHUS 00paslia U KOHTPOJIBHOrO 00pasia B
KOHTakKT ¢ aHturenoM K LY75 B ycioBusix, oOecneyuBarolinX OOpa3OBaHHE KOMILIEKCA
mexxay anturenaoM u LY75. B oOpasue u KOHTpOJbHOM 00pasle BBISBISIIOT U CPABHUBAIOT

JFOOBIE KOMIUIEKCHI, 00pasyromuecs: Mexkay antutesniom u LY7S5.

[Monxopsimue myTH BBEASHHUS KOMIIO3ULIUI aHTUTEN (HAIPUMEDP, MOHOKJIOHATIbHBIX aHTHTEN U
UMMy HOKOHBIOTATOB) i#1 ViVO W il Vitro XOpOILIO U3BECTHBI U3 YPOBHS TEXHUKH U MOTYT OBITh

BbI6paHbI Cp€AHUMHU ClIEHUAINCTAMU B HaHHOﬁ obyacTu. Haan/IMep, KOMITIO3UIIMHU aHTUTEI
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MOXHO BBOIUTBH IIOCPEACTBOM WHBEKIHMU (HAMPUMEP, BHYTPUBEHHOW WM MOJKOXKHOM).
IMomxopsimue n03bI MPUMEHSEMBIX MOJIEKYJ OyAyT 3aBHCETh OT BO3pacTa M MacChl Teja

CY6’beKTa, ad TaKKC KOHLCHTpAlUX U/WJIM COCTaBa KOMIIO3UILIMHU aHTHUTECIIA.

Kak ommcaHo Bbiiie, anturena kK LY75 MOKHO BBOOMTBH COBMECTHO C OJHUM MM Oojiee
OPYTUMHU TEPANEeBTHUECKUMU CPEACTBAMM, HANPUMEDP LMTOTOKCHUYECKHUM CPEACTBOM,
pPaniUOTOKCUYECKUM CPEACTBOM HJIM HNMMYHOIENPECCUBHBIM CPEACTBOM. AHTUTENIO MOXKET
OBITb CBSI3aHO CO CPEACTBOM (B BHIE HMMYyHHOIO KOMIUIEKCA) WJIM MOXET BBOAMUTHCS
OTAENBHO OT cpexacTBa. B mocnenHem ciyuae (pa3menbHOE BBEACHHE) AHTUTENO MOXKHO
BBOAMTH 70O, MOCJ€ BBENEHUS CPEACTBA WM OJHOBPEMEHHO C HUM WJIM MOXHO BBOAMTH
COBMECTHO € MPUMEHEHHEM JPYTUX U3BECTHBIX BUJIOB TEPANUU, HAIIPUMEP, MPOTUBOPAKOBOU
Tepanuy, Harpumep, Jy4eBoil Tepanun. Takue TepaneBTUYECKHE CPEACTBA BKIIIOYAIOT, CPEIU
NPOYMX, MPOTHUBOONYXOJEBbIE CPEACTBA, TaKWe Kak HOKCOPyOMIMH (aapuaMHLIH),
LMCIJIATUH, CyJb(ar OJeOMHUIIMHA, KapMyCTHH, XJIOpaMOyIu, a Takxke nukiodocamun u
TUAPOKCUMOYEBHMHA, KOTOPbIE caMu MO cebe sIBISOTCS () (HEKTUBHBIMU TOJBKO HAa YPOBHSIX,
KOTOpbIE SIBJISTFOTCSI TOKCHYHBIMU WJIM CYyOTOKCHYHBIMM JJIsi TauueHTa. l{ucrnimatuH BBOIST
BHYTPHBEHHO B Buje a03bl 100 MI/Kr OOWH pa3 B YeTbIpe HEAENH, a aJPUAMHUIIMH BBOJST
BHYTPHBEHHO B BUJE 103bl 60-75 Mr/mut onguH pa3 B 21 nenb. Jlpyrue cpencrsa, MOAXOAsIINE
11l COBMECTHOT'O BBEJICHHSI C AHTHTEJIAMH IO HACTOSIIEMY H300PETEHHIO, BKIIIOYAIOT IPyTHe
CpeAcTBa, NpUMEHsieMble MUl JiedeHHWs (OpM paka, Hampumep, paka >KelyaKa, paka
000IOYHOM M TIPSIMOM KHUIIIKH, paka MpeaCcTaTeIbHOM KeJle3bl, paka MOJIOYHOM JKeJie3bl, paka
SINYHUKA WM PaKa JIETKOrO, TAKUE KaK Avastin®, SFU u remuutabun. CoBMECTHOE BBEJEHHE
anTuTen K LY75 uin X aHTUreHCBSI3bIBAIOLINX (PPArMEHTOB 110 HACTOSLIEMY H300PETEHHIO C
XUMHOTEPANIEBTHYECKUMH  CPEICTBAMH OOEeCreYrBaeT JBa TNPOTHBOPAKOBBIX CPENCTBA,
AEUCTBYIOINX TOCPEICTBOM Pa3IMYHBIX MEXaHHU3MOB, KOTOPbIE O0ECIIEYHBAIOT JTOCTIKEHHE
LIUTOTOKCHYECKOro 3¢¢ekrta B OTHOIIEHHH OINYXOJIEBBIX KJIETOK dejoBeka. Takoe
COBMECTHOE BBEACHHE MOKET peraTh mpodeMsl, 00y CIOBICHHBIE Pa3BUTHEM yCTOHUHNBOCTH
K JIEKAPCTBEHHBIM CpPEACTBAM WJIM U3MEHEHHEM aHTUI€HHOCTH OMYXOJIEBbIX KJIETOK, KOTOpOe

MOXET CACIAaTh UX HE PCArupyOLIUMU C AaHTUTCITIOM.

dapManeBTHYeCKHe KOMOWHALIMKM TI0 HACTOSIIEMY HW300pPETEHHIO TaKXKe MOKHO BBOIUTH
BMECTE C ChIBOPOTKOW KPOBH W/HMJIU CHCTEMOHN KOMILUIEMEHTA. JTH KOMIO3UIIMH MOTYT OBbITh

NpeNMyIECTBEHHbIMU, €CJIK CUCTEMAa KOMIUIEMCHTA HAaXOAUTCA B HeHOCpeHCTBeHHOfI
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ONMU30CTH K aHTHUTENaM. B kadecTBe AJIBTCPHATUBBI, AHTUTEJIA U CUCTEMY KOMILJIEMCHTA HUJIN

CBIBOPOTKY KPOBH MOKHO BBOAUTB Pa3AENbHO.

Taxxe B mpenmenax o0beMa HACTOSIIErO W300pPETEHHs] HAXOASTCS HAOOpBI, COIEpIKalIue
koMrioHeHThl (A) u (B) Bmecre ¢ HMHCTpyKUmsiMH 1O mnpuMeHeHmro. HabGop wmoxer
JOTOJTHUTENBHO COMEPXKAaTh OAMH WM OoJjiee JONOJHHUTENbHBIX PEareHTOB, TaKUX Kak
UMMY HOZIETIPECCUBHBIN PEAareHT, IUTOTOKCUIECKOE CPECTBO HIIHM PAAHOTOKCUIHOE CPENICTBO,
WIN OAHO WM OoJjiee MONOJHUTENBHBIX AaHTUTEN (HAIpUMEp, AHTUTENO, OOajaroIee
JOMOJIHSIOIIEH AaKTUBHOCTBI), KOTOPOE€ CBS3BIBAETCA C 30UTONOM Ha aHtureHe LY75,

OTJIMYHBIM OT TaAKOBOTO JJIs IEPBOTO AHTUTENA).

CoOTBETCTBEHHO, MAaLMEHTaM, IOJIYYalIUM JIeYeHHe C MOMOIIBI0 (papMaleBTUIECKUX
KOMOMWHAIIMN MO0 HACTOSIIEMY M300PETEHHI0, MOJKHO JOTMOJHUTEIBHO BBOAUTH (IO BBEIEHUS
AHTHUTENA, PACKPBITOTO B IAaHHOM JOKY MEHTE, OJHOBPEMEHHO C HUM WJIM TIOCJIE HErO) APYyroe
TEPaneBTUYECKOE CPEACTBO, TAKOE KAaK LUTOTOKCHYECKOE MM PAJAUOTOKCHUYHOE CPEACTBO,

KOTOpOE yCHJIMBAET UJIH YBEIUYMBAET TeparneBTuueckuil 3pdext anturen.

B npyrux BapmaHTax OCyIIECTBJIEHHS CyOBEKT MOXKET MOJy4aTh AOMOIHUTEIBHOE JICUSHHE C
MIOMOIIBIO  CPEACTBA, KOTOPOE MOAYJHPYET, HAMpUMep, YCUIMBAET WU HHTHOUPYET,
SKCTIPECCHI0 WM akTUBHOCTBH Fcy umm Fey-penenTopoBs, mocpencTBoM, Hampumep, JeUeHUs
cyOBeKTa LHUTOKHMHOM. IlIpeamodruTenbHble LMTOKHHBI Ui BBEICHUS B XONE JICYCHUS
NOJTHCTIEU(IUECKON MOJIEKYJION BKIIFOYAIOT TPAHYJIOLHUTAPHBIA KOJOHUECTHMYJIUPYFOIIHHA
dakrop (G-CSF), rpanynonurapHo-MakpodaraabHblii KOJOHUECTUMYJUPYIOIUN (HaKTop

(GM-CSF), untepdepon-y (IFN-y) u daxrop Hekposa omyxomu (TNF).

Bce nurepaTypHble MCTOYHUKH, YIIOMHHAEMbIE B HACTOSIIEM OIMCAHHMU, B TOM 4ucie Oe3
OTpaHUYEHUs] BCE IOKYMEHTBI, IyOJHKAIMH, MATeHThI, 3asBKH HAa TMATEHTHI, IMPE3CHTAIIVH,
TEKCTBI, OTYETHI, PYKOIUCH, OpPOIIFOPBI, KHUTH, HHTEPHET-ITy OJIMKALIUH, Ky PHAJIbHbBIE CTAThH,
NEePUOANYECKUE HU3NaHMsI, NHQOPMALMOHHBIE OIOJUIETEHH O MPOAYKTAaX H T. M., HACTOSIIUM
BKJIFOUEHBl B HACTOAILIEE ONUCAHUE IOCPEANCTBOM CCBUIKM BO BCEH CBOEH IOJHOTE.
Ob6cy>xneHne TUTepaTypHbIX HCTOYHUKOB B JIAHHOM JIOKYMEHTE IMPEeJHAa3HAUEHO JIUMIb JJIS
0000ImeHusT YyTBEP KIEHHH, CAENaHHBIX UX aBTOPAMH, U HE JeNaeTcs NpU3HaHue Toro (akra,
YTO JIFOOOH JIUTEpaTy PHBII HCTOYHHUK COCTABIISIET YaCTh MPEAIIECTBYIOLIETO YPOBHS TEXHUKH,
a 3afBUTENH COXPAHAIT 3a COOOH MpaBO OCHApUBaTh AOCTOBEPHOCTb U 3HAYUMOCTD

YIOMHHAEMBIX JINTEPATY PHBIX HCTOYHHUKOB.
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XoTs BBIIEYNOMSIHYTOE H300peTeHHe ObUIO JOBOJIBHO MOAPOOHO OIHMCAHO IMOCPEACTBOM
WTIOCTpalli U NIpUMEpa B LEIAX ACHOCTU NMOHUMAHHA, CPEAHNUM CIICHUAINCTAM B I[aHHOfI
oOmacTi B cBeTe WAel HacTosmero m3oOpereHust Oyner Oe3 Tpyda MOHATHO, YTO B €ro
OTHOLICHUKU MOXKHO TIPOHU3BOAUTHL OMNPCACICHHBIC UW3MCHCHUSA U MOI[I/I(I)I/IKaLII/II/I oe3

OTCTYTUIEHHS OT CYIIHOCTH WK 00beMa 3aBHCHMBIX ITYHKTOB (POpPMYJTbI H300peTeHUSI.

Hacrosimmee m3oOpereHne AOMOJHUTEIBHO NPOUJUIIOCTPUPOBAHO C IMOMOIIBIO CIEIYFOIIUX

NpUMEPOB, KOTOPBIC HE CIICAYET TOJIKOBATH KaK JOMOJHUTEIIbHO OIrPaHUYNBAIOIIIHE.

ITpumep 1. ITonyyeHne 4yeJOBEYECKUX MOHOKJIOHAJBHBIX aHTUTEN IIPOoTUB antureda LY 75

B coorBercTBMM cO craHmapTHbIMM npouenypamu Mbiued  (XenoMouse IgGl)

ummy Hu3nposaiu kinerkamu CHO, tpancduumposanubsivu LY 75 monHOH 1HHBL

CneunduuHoctb aHTUTEN, BbIpaboTaHHBIX mnpoTuB LY75, wuccienoBaiu ¢ MOMOLIBIO
NPOTOYHOI IUTOMETPHHU C Ucoib3oBaHueM kierok HEK293, tpanchuumposannsix LY 75, u
BIIOCJIE/ICTBHH C MCTIONb30BaHueM Kietok HT29, skcnpeccupyromux LY 75. J{ist Toro utoOs!
UCCJIeNIOBaTh CIIOCOOHOCTb aHTHTEN CBsi3bIBaThcs ¢ Oenmkom LY75 Ha kieTouyHoi
MOBEPXHOCTH, AHTHUTEIa MHKYOHPOBAIHM C KieTKamu, skcrnpeccupyrommmu LY75. Knerku
npombiBain ~ Oypepom gns  FACS (DPBS, 2% FBS), uenrpudyrupoBamn u
pecycnenaupoBaniu B 100 Mk pa3OaBieHHOro mnepBudHOro aHturensa k LY75 (taxske
passeneHHoro B Oydepe mist FACS). Komrmuieke aHTUTENO-IMHUS KJIETOK WHKYOUPOBAId Ha
Japay B TedeHue 60 MUH. M 3aTeM JBaxKibl npombiBainu Oydepom mnst FACS, omucanHbIM
Bbitie. OCazok KieTKa-aHTUTENO pecycneHaupoBaiyd B 100 MK pa3sBeAE€HHOTO BTOPUYHOTO
antutena (Takxke pasdasienHoro B Oydepe nis FACS) u unkyOupoBaiau Ha JIbly B TEYCHUE
60 muH. Ha Jpay. Ocanok MPOMBIBANIU, KAK OMUCAHO BBIIIE, U pecycrneHaupoaid B 200 MK
oydepa mis FACS. O6pasubl 3arpyskanu B nporounsiii nutomerp BD FACScanto II, u mpu
STOM JaHHbIE AHAJU3UPOBAJM C MOMOIIBI0 TporpamMmmHoro obecredennss BD FACSdiva

(pe3ynbTaThl He TOKA3aHbI).

Tpumep 2. YcTaHOBIEHHE CTPYKTYPHBIX XapAKTEPUCTUK MOHOKJIOHAAbHBIX aHTuTea kK LY 75

IMocnenosarenvHoctu kJIHK, konmupyromue BapuaOesbHbIE OOJNACTU TSOKEIBIX U JIETKUX
Lerneil MOHOKJIOHaNbHOro anturena LY75 Al, nonydanu ¢ NOMOIIBIO CTAHJAPTHBIX METOIUK

TP n cexBeHMpPOBaAIN C MOMOLIBIO CTAHAAPTHBIX METOAUK cekBeHuposanus JJHK.
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IlocnenoBaTenbHOCTH aHTUTENA MOXHO IOJBEPTHYTh MyTareHe3dy Uil BO3BpALLEHUs K

OCTAaTKaM 3apOAbIIICBOIO THUIIA B IMOJIOXKEHUHW OAHOI'O UJIN 0oJiee OCTaTKOB.

HyxneornnHast 1 aMUHOKHCIIOTHAsI TOCJIEAOBATENbHOCTH BapuaOeIbHON O0NacTH TSKENon
nenu LY75 Al mokazanel mox SEQ ID NO: 3 u 1 coorsercrBenHo. HyxkineotunHas u
AMHMHOKHCIIOTHAsl TIOCJIENOBATEIbHOCTH BapuadenpHON obmactu nerkod nemm LY75 Al

noka3zanbl mog SEQ ID NO: 4 1 2 COOTBETCTBEHHO.

AMUHOKHUCIIOTHAs! U HyKJIEOTUHAS OCIe0BaTENbHOCTH Tskesnol nenu LY75 Al nokasanbl
B SEQ ID NO: 38 u 202, cOOTBETCTBEHHO. AMHUHOKUCIOTHAasT U HYKJIEOTHIHAs
nocnenoBareapbHocTy Jierkoi nenu LY75 Al mokazaner B SEQ ID NO: 39 u 203,

COOTBCTCTBCHHO.

CpaBHeHHE TIOCNIENOBATENIPHOCTH TSDKENOH wenmu umMmyHornmoOymmHa LY75 Al ¢
U3BECTHBIMH MOCIIEA0BATEIbHOCTIME 3aPO/IBILIEBOTO TUIA TSDKEJION LT MMMy HOTJIOOY JIMHA
YeJI0BEeKa MPOAEMOHCTPUPOBAJIO, YTO B Tskenon uenu LY75 Al ucnonb3yercst Vy-CermMeHT
u3 Vy 3-15 uenoseka 3aponbleBoro tuna u Jy-cerMmeHt us Jy JH4 yenoseka 3apoabilieBoro
tuna. JangpHedmni ananu3 nocienosarenbHocTd Vy LY 75 Al ¢ momomeio cuctemsl Kabat
s onpenenenuss CDR-obnactu npusen k BoisiBieHuto odnacteit CDR1, CDR2 u CDR3
Tsokenon nenu, nokasanabix mox SEQ ID NO: 5, 6 u 7 cooTBeTcTBeHHO. BhIpaBHUBaHMS
nocnenoBatenbHocTeit CDR1, CDR2 u CDR3 Vi LY75 Al ¢ nocnenoBarenbHOCTBIO Vi 3-

15 3apoasimesoro tuna u JH JH4 3aponbliieBoro Tumna nokasansl Ha purype 1.

CpaBHeHue MocienoBaTeIbHOCTH JIETKOH e uMMmyHornoOyiuHa LY 75 Al ¢ u3BecTHBIMU
MOCJIEIOBATEIPHOCTSIMU  3aPOMABIIIEBOTO THMA JIETKOW LIEMH WMMYHOIJIOOYJIMHA YeJoBeKa
MPOAEMOHCTPHUPOBAJIO, 4To B jJerkoi uenu LY75 Al ucnonssyercst Vg-cerment u3 Vg 012
YeJoBeKa 3apoAplnieBoro tuna W Jg-cermeHT u3 Jx JK4 yenoBeka 3apOAbIlIeBOro THIIA.
HanpHelmmii ananu3 nocienoareabHocTH Vi LY75 Al ¢ momompio cucrembl Kabat s
onpenenenusi CDR-obnactu npusen kx BoisiBiieHuto oonacreit CDR1, CDR2 u CDR3 nerkoii
nenu, nokazaHHeIx moa SEQ ID NO:8, 9 u 10, coorBercTBeHHO. BbIpaBHUBaHUSA
nocnenoarenapbHocTeit CDR1, CDR2 u CDR3 Vg LY75 Al ¢ mocnenoBarenbHOCTIMUA Vi

012 3apogpimesoro tumna u Jx JK4 3apoapimeBoro Tumna rnokasassl Ha ¢purype 2.



10

15

20

25

WO 2019/238843 PCT/EP2019/065542
81

Ipumep 3. HMMMVHOTHCTOXHMHUYECKOE HCCIEJOBAHUE C NOMOIILI) MOHOKJIOHAJIbHOI'O

anrurena k LY75

C noMOIIBIO YeJIOBEUECKUX MOHOKJIOHAJIBHBIX aHTHUTEN, CrielU(UIHBIX B OTHOIIEeHHH LY 75,
OCYILECTBJISAJIM HUMMYHOTHCTOXMMHUYECKOE HCCIECNOBAHUE C MCHOJIB30BAHUEM KJIETOUHBIX
ocankos FFPE HT-29 u A549, marpun ¢ obpasuamu FFPE HexomkkuHCKOH JTUMQPOMBI U
PaKOBOM OMYXOJIU TOIKETYTOYHOH KeJie3bl U CBEKE3aMOPOKEHHBIX OIMyXOJIEBbIX 00Pa3LOB
TUMQOMBI/IeK03a, CPE30B PAKOBOW OMYXOJIM SIMYHHUKA, PAKOBOH OIyXOJH MOIKENTyIOUHON

’KeJIe3bl U PAKOBOH OMYXOJIM MOJIOYHOM KeJIe3bl U MAaTPHULbI C HOPMAJIbHBIMHU TKAHSIMH.
Mamepuanvt u cnocobui

Mamepuanoi

Kcunoner (X5P-1gal) ot Fisher Scientific, [Tencunbpanms, CIIIA.

100% stanon HistoPrep (HC-800-1GAL) ot Fisher Scientific, [TencunsBanus, CIIA.

10x umTpaTHbIi Oydep s TepMHYECKOro nemackupoBanusi snuromnoB (AP9003125) or

Thermo Scientific, Maccauycerc, CIITA.

Wuruburop nepokcunassl Thermo Scientific* Pierce® (35000) or Thermo Scientific,

Maccauycerc, CIIIA.

BbecchiBopoTouHbIil OenkoBbIl  Onokupyrommii pactop (X0909) or Dako, Kamudophus,

CIIA.

Bropuunoe antureno:  Fab-cmenuduunoe antureno ko3l kK IgG yenmoBeka,

konbtorupoBanHoe ¢ FITC (109-097-003), ot Jackson ImmunoResearch, ITencunbBanws,

CIOA.

IgG uenoseka ChromPure, nenast monekyna (09-000-003), or Jackson ImmunoResearch,

Ilencunbpanms, CIIIA.
Tpernunoe antuteno: antureno mMeimu k FITC (ab10257) ot Abcam, Maccauycerc, CIIIA.

Ounmennbiii IgG denopeka anst m3orunmdeckoro koHTposisi (1-001A) or R&D Systems,

Munnecora, CIIIA.
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Tween-20 (BP337-100) ot Fisher Scientific, [TencunpBanus, CIIIA.
Aueron (BP2403-4) ot Fisher Scientific, Ileacunssanus, CIIIA.

HRP-konbtoruposansbiii noaumep Dual Link EnVisiont+ ans aHTHTEN MBIIHM M KPOJNHKA

(K4063) or Dako, Kanugopnus, CIIA.

Ha6op DAB c¢ 2 pactopamu (882014) ot Invitrogen, Hero-Hopk, CITIA.
I'emarokcunun Iappuca (23-245-677) ot Fisher Scientific, [lencunpBanus, CIIA.
3anuBouHas cpena Faramount (S302580) ot Dako, Kanudopuus, CIIA.

TxaneBble cpe3bl u Matpunbsl npuodperanu or US Biomax Inc., Mapunenn, CIIA wmn

Origene, Mapunenn, CIIIA.
Lonyuenue muxponpenapamos FFPE - yoanenue napaghuna u pecuopamayus

Ocymectsisiiy ynanenue napagpuna u3 mukpomnpenaparos FFPE B kcumone (2 X 3 MUHYTHI),
a 3aTeM OCYLIECTBJSUIM PErujpaTalyio C Hcrnosib3oBaHueM cmecu 1:1 kcunoma u 100%
stanona (1 x 3 munyThI), 100% sTanona (2 x 3 MmunyThI), 95% 3Tanona (1 x 3 munyThI), 70%
starona (1 x 3 munyThI), 50% 5TaHona (1 X 3 MUHYTBI), a TaKke BOXONPOBOAHOH Boab! (1 X 3

MUHY ThI).

[Monyuenne wmukponpenapatos FFPE - nemackupoBaHue aHTHreHa (MHKPOBOJHOBOE

U3JTyYEeHUE)

Anturen LY75 nemackupoBanu C HCMONBb30BAaHMEM HArpeBaHUs MUKPOBOJIHOBBIM
M3JIy4€HHEM C BBICOKOW MOIIHOCTBIO A0 KMIIEHMs, 3aT€M C HU3KOW MOILHOCTBIO B TEUEHHE
10 munayT B 50 mn 1x uwmtpatHoro Oydepa B cocyne Komnmmuaa. MukponpenapaTsl 3ateM
OCTAaBJISUIA OXJIAXKAAThCsl 10 KOMHATHOM TEMIIEpaTypbl B TE€UEHUE AOMOIHUTENbHBIX 15 MUH.,
3aTeM TPOMBIBAIM BOXONPOBOAHON Bomoi 3 wmuHyThl. Kakaelii TkaneBoil cpes/TMA
OOBOIMIIM OKPY KHOCTBIO C MOMOINBIO KapaHpaama st co3nanus runpododHoro Oapbepa, u
3aTeM MHUKpornpemnapatsl 3 pasa npomeiBaiu B PBS B Teuenue 3 MHUHYT AN Kakaoi

MPOMBIBKH.



10

15

20

25

30

WO 2019/238843 PCT/EP2019/065542
83

Tlonyuenue muxponpenapamos FF

MuxkponpenapaTel u3Biekanu u3 xpanuiuma npu -80°C, n obecneunBaiu UX CYLIKY IPU
KOMHATHOW TeMIepaType B BBITSDKHOM kady B Teuenue 20-30 muHyT. MuKpomnpenapaTs
¢ukcupoBanu B TeueHue 10 muH. B neastHOM anetoHe npu -20°C, 3atem obecrieunBaim X
cymky B TeueHne 20 MWH. B BBITSDKHOM InKady TpH KOMHATHOH Temmepartype.
MukponpenapaTbl IPOMBIBAJIN, U OCYLIECTBJISIN UX peruapartauuo B PBS ¢ 3 mpomMbiBkamy,
Kaxnas B TeueHue 3 MuH. Cpesbl OOBOAWIM NO KOHTYPY C IOMOIIBIO KapaHiamua st

co3manus runpodobHoro Gapbepa.
Ilonyuenue kxomniexcos anmume

ITepBuuHoe antuteno k LY75 pazbasisiin B OeCCHIBOPOTOYHOM O€JKOBOM OJIOKHMpPYIOLIEM
pactBope (SFPB) ¢ momydenumem pactBopa ¢ KOHLeHTpauued, B 20 pa3 mpeBblIarOIen
TpeOyeMyr0 KOHEYHYI0 KOHLEHTpaLuio (20 MKI/Mil Uil KOHEYHO!H KOHLEHTpAaLUuK 1 MKI/MiI).
BropuuHoe aHTHTENO KO3bI K aHTUI'eHCBsi3bIBatomeMy ¢parmenty (Fab) mmmynornoOyinmaa
G uyenoseka (IgG) nonyvanu ananoruvHbiM oOpasom B SFPB nmns cosmanms pactBopa ¢

PaBHOI KOHLEHTpaLuen.

PaBHbIe 00bEMBI IEPBUYHOTIO U BTOPHYHOTO aHTHTENA OOBEIUHSIIA B IPOOHPKE C ITUKETKOM,
OCTOPOKHO TepeMeIlnBad W WHKYOMpPOBaJIM B TeUeHHE 3 MHUHYT NPU KOMHATHOH
TEeMIIepaType, B pe3yJbTaTe 4ero rnojydaiyd KOHLEHTPALHI0 MepBUYHOro anturena, B 10 pas
NPEBBIIAINYI0 TpeOyeMyr0 KOHEYHYH KOHUeHTpaimioo (10 MKr/mMi s KOHEYHOH
KOHUIEHTpauuu | Mxr/miu). 1y cmech pasdasymsim 1:5 ¢ momombto SFPB, octopoxkuO
nepeMeInuBad U MHKyOupoBaian B TeueHHe 30 MHHYT NpH KOMHATHOW TeMmIeparype, B
pesysbTaTe 4Yero moJy4yaldd KOHLEHTPAaLMIO T[epPBHYHOrO aHTUTeNna, B JBa pasa
NPEBBIMIAINYI0 TPeOyeMyr0 KOHEUHYH0 KOHLEHTpauuro (2 MKI/MI  JJIs1  KOHEYHOH

KOHLEHTpAuH | MKr/mi).

JIns monyueHus: KOHEYHBIX OKpaliuBaroImux komiiekcoB 1% (10 mkr/mkin) pactBop IgG
yenoBeka mnonydaaun B SFPB, u mpu s5ToM paBHbIi 00beM H00aBISUIM K CMECH
NEPBUYHOTO/BTOPUYHOIO aHTUTENA. Ty KOMOWHALMIO OCTOPOXKHO TEPEMELIMBAIN U
WHKyOUpOBAJIM MpH KOMHATHOH Temmeparype B TeueHue 30 MUHYT ¢ pa30aBiieHHEM CMECH
NEePBUYHOTO/BTOPHYHOIO aHTUTENA 1O MOJOBUHBI KOHIIEHTPALUH MEPBHYHOIO aHTUTENA, U B
pesyabpraTte monydanu TpeOyemMyro KOHEYHYI0 KOHLEHTPALMI0 IEePBHYHOIO AaHTUTENA

(1 Mxr/mm).
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Hmmynooxkpawusanue

Tem BpeMeHeM aKTUBHOCTH HIOT€HHOH TKaHEBOH MEPOKCHIA3bI OJIOKHPOBAIIN IMOCPEICTBOM
WHKYOUpOBaHMUS TKaHEW C HMHTUOUTOPOM TMEpOKCcHAa3bl B TedeHue S5-10 MHHYT npu
KOMHATHOHN TeMIIEpaType B yBIAXHUTEIbHON Kamepe. 3aTeM MUKpPOIIpenaparsl IPOMbIBAIN B
PBS 3 pasa B Teuenue 3 MHUHYT Ay Kakaod npombiBkH. Tkanu mHkyOmposanu B SFPB B
TeueHue 30 MHMHYT NPU KOMHATHOW TEMIIEpaType B YBIAXKHUTEJIBbHOU kaMmepe. KoHeuHble
OKpAIIMBAIOIINE KOMIUIEKChl HAHOCHIJIM Ha KaXKIbI TKAHEBOW Cpe3 W/WIIM MHUKPOMATPHLY, U
IPU 3TOM MHKpOIpenaparsl HHKyOupoBanu B TeueHre 30 MUH. P KOMHATHOH TeMIiepatype
B YBJIAXKHUTEJIbHON Kamepe. 3aTeM MHUKpOIIpenapaTsl IpoMblBaiu onuH pa3 B PBS u oqun pas
B PBST (PBS + 0,125% Tween-20) B TeueHue 3 MUHYT AJis KaKAOH NMpoMbIBKH. TpeTudHOe
antuteno mbinu kK FITC Hanocunu npu koHUEHTpauu 2 MKr/mMi Ha 30 MUH. IPH KOMHATHOMN
TEMIIepaType B YBJIAXKHUTEIBHOW Kamepe. 3aTeM Cpe3bl NPOMbIBaiN ouH pa3 B PBS u ogun
pa3 B PBST B TeueHue 3 MMH. 11 KakAOH NMpOMBIBKH. 3aTeM Ha TkaHu Hanocuian HRP-
KOHBIOTHpOBaHHBI noiuMep Dual Link EnVisiont+ paist aHTUTEN MBIIM U KPOJIUKA, H
MHKpoOIIpenaparbl MHKyOupoBaau B TeueHne 30 MHMH. TIpH KOMHATHOH TeMmmeparype B
YBJIQXKHUTEJIBHON Kamepe. 3aTeM MUKpOIpenapaThl IpOMbIBaiIu ofAuH pa3 B PBS, onun pas B
PBST B Teuenne 3 MuH. Ansi KaXA0i MpoMbIBKU. TkaHM MHKYOHpoBamu B pactBope DAB,
MOJIyYeHHOM B COOTBETCTBUM C MHCTPYKUMAMH TPOU3BOAUTENs], IPU KOMHATHOU
TeMriepatype B TeueHue 10 MUH. 3aTeM MUKpOIpenapaThl OAUH Pa3 MPOMbBIBAIN MPOTOYHOMN
BOJIONPOBOHON BOAOW B TeueHHe 2 MHUHYT U oauH pa3 B PBS B Teuenume 3 MuHyT.
Ocy11ecTBIsIN KOHTPACTHOE OKpAIlMBaHNE MUKPOIIPENapaToOB C MIOMOLIBI0 FeMaTOKCUIIHA B
TeueHue 30 cekyHJ MPU KOMHATHOW TeMIEPAType U MPOMBIBAIN IPOTOYHON BOIONPOBOIHOMN
BOAOW. Mukpomnpenaparel CyLlINUIM IPU KOMHATHOH TeMmiepaType B TedeHue 30 MHUHYT, H
3aTeM MHUKpPOINpenapaTsl 3aKIKYaid MO MOKPOBHBIE CTEKJIA C UCIOIb30BAHUEM 3AIMBOYHON

cpeanl Faramount.
Pesynomamui

LY75 Al xapakTepu30BaiOCh MOJOKUTENBHBIM PE3yJIbTATOM MPHU UCTIOJIBb30BAHUN 00pa3IoB
FFPE Ttpuxnabl HeraTuBHOI pPakoBOM OMyXOJH MOJIOUHOH kene3bl, npudem 77% cpe3oB
XapaKTepU30BaJUCh  IOJOKUTENbHBIM  OKpalluBaHueM, u 55%  AeMOHCTpupoBaiu

WHTEHCHBHOE (++1) OKpalIBaHHUeE.



10

15

20

25

WO 2019/238843 PCT/EP2019/065542
85

OxpammBanne B orHOomeHun LY75 nopmanbheix Tkaned FF, kak mpaswio, Obuio B
Auarna3oHe OT OTCYTCTBYIOINETO 1O HHU3KOIO YpPOBHS. OJNUTENUH MPOTOKOB MOJIOYHOMN
JKEJIE3bl, CIFOHHOM JKEJNe3bl M IOKENYyAOYHOM JKENE3bl IEMOHCTPUPOBAN YPOBEHb
OKpAIINBAHUs OT BBIPAXKEHHOI'O HU3KOTO 10 YMEPEHHOIO, U MPHU 3TOM HAOMIOANCs HUKUN
YPOBEHb TIOJOXKUTENBHOTO OKpAIIMBaHHUs Ccele3eHKH. Takum obpa3oMm, aHTUTEnNa,
HanpasjeHHble Ha LY75, MOXXHO HCHONB30BaTh B KAueCTBE TEPANEBTHUYECKUX CPEACTB U
IMarHOCTHYECKUX CPENCTB INMPU HEKOTOPBIX M3 HCCIeAyeMbIX (OpM paka M, BO3MOKHO,

APYTUX THUIIAX PaKa, XapaKTepusyromuxcs skcnpeccuenn LY75.

Tpumep 4. DdbdheKTUBHOCTL MOHOKJIOHANBHBIX aHTUTEN K LY 75, KOHBIOrMpOBaHHbBIX ¢ DM 1,

B oTHouieHuu kjiaerok HT-29

Mamepuanoi

CellStripper (HedepMeHTaTUBHOE CPEenCTBO Il auccoumanuu kiertok) (MT-25-056CI) ot

Fisher Scientific, IlencunbBanwms, CIIIA.

PBS, pH 7,4 (1X) (SH30028LS) or Fisher Scientific, [TencunbBanus, CIIA.
Cpena RPMI 1640 (MT-10-041-CM) ot Fisher Scientific, ITencunbanus, CIIIA.
CellTiter Glo (G7572) ot Promega, Buckoncun, CIIIA.

Cnocobd

OcyecTBisid qucconraniio kietok ¢ nomomnbio CellStripper u moacyeT ux KOIMYECTBa.
5e3 knerox/nyHka neHTPU(YTUPOBAIH C MONYYSHUEM OCanKa (B Cliy4yae KJIETOK B CyCIEH3UH
MOKHO HCIIOJIb30BaTh OOJbIliee KOJMYECTBO B 33aBUCHMOCTH OT BPEMEHH YBOEHHUSI
KOJIMYECTBA KJIETOK, Kak, Hampumep, 10e3 kmetok/mynka). Ocagok pecyCHneHIupOBad B

KYJIBTY pAJIbHON Cpefie ¢ TIOJTyYeHHEeM KOHLIEHTpaLnU 1e5 KIeToK/MIL.

Hobasnsimn 50 MKJ/JyHKa CyCHEH3MH KJIETOK B JYHKH 90-JyHOYHOTO IUIAHIIETA ¢ OesbIMU
CTEHKaMH U TIPO3PAYHbIM THOM. AHTUTENA Pa30aBIsUTd M TUTPOBAIU B 8 TOUKaX (TUTPOBAHUS
¢ 3-KpaTHBIMH pa30aBIEHHUSMH), COOTBETCTBYIOIIUX KOHUEHTpauwsM 0-20 HM (B aBa pasa
NPEBBIMIAOININM HCCIIeAyeMble KOHLIEHTpalun). Pa3OaBieHHble aHTUTENa WK cpeny (auns

HeoOpaboTtanHbIX 00pasnoB) (50 Mki/nyHKa) HOOABISIA B COOTBETCTBYIOIIME JIYHKH.
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N30mTok cpenst (200 mMki/nyHKa) n0OABISAIN BO BHEIIHUE PSAbl U KOJIOHKH IUIAHIIETA IS

npenoTBpatieHns ucnapenus. [lnanmer nakyOuposanu B Teuerne 72 4. npu 37°C.

[Tnanmer w3BNeKkanyn W3 HMHKyOaTopa M HMHKYOMPOBAJ M TPH KOMHATHOH TeMIlepaType B
teuenne 30 muHyT. Tem Bpemenem pasmopaxuBanu pactBop CellTiter Glo. Ilnanmer
BCTPSIXMBAJIHU M NpoMbIBain | pa3 ¢ ucronpzoBanueM 100 mxn/nyska PBS (B ciydae knetok B
CYCIIE€H3UH IIJIAHIIET CHAuaja HeHTPU(y rupoBau AT OCAXKAEHN KIEeTOK). B kakayro JyHKy
nobasnsmn 100 mxn/nynka PBS u 100 mxn CellTiter Glo u TmmarensHO nepeMernuBaiu ¢
nojy4yeHuemM cmecu. IlnaHmer MHKyOMpOBalu B TEMHOTE NPH KOMHATHOH TeMIlepaType B
TedyeHue 15 MUHYT U HaOJIOJaMu MMOCPENCTBOM MHUKPOCKOIHH, YTOOBI YOGAUTHCSA B TOM, YTO
npowusouien 3PpQPEKTUBHBIN JTU3UC KJIETOK. 3aTeM IUIAHIIET MPOUYUTHIBAIM HA JEOMHHOMETpE

Glomax.
Peszynomameoi

PesynbpraTel npencraBneHsl Ha (urype 3a, Ha KOTOpOHl MokasaHa CyONOIyJISIUS aHTHUTEN,
KOTOPBIE, KaK M3BECTHO, CBA3BIBAIOTCS ¢ LY75, 4TO MOXKET MHAyLMPOBATbH YHUYTOXKEHHE
kinerok HT-29. DTo mo3BosisieT mpeamnooKUTh, YTO MPH TOM, YTO 3TU AHTUTENAa MOTYT
cBsi3bIBaThCsl ¢ LY75, TONBKO HEKOTOpble W3 HUX MNPOSBISIIOT 3(dexTuBHOCTD, Oynyun
KOHBIOTHpOBaHHBIMM ¢ DMI1. 3arem wu3 cyOnomynsiuuu BBIOMpAIM aHTUTENA IS

):[aaneI‘/'ILuero dHaJIu3a LIHTOTOKCHHGCKOﬁ AKTUBHOCTH.

TTpumep 5. DddexTHBHOCTE MOHOKJIOHANBbHBIX aHTUTEN K LY 75, KOHBIOrupoBadHbx ¢ DM1

U KOHBIOTHPOBAHHBLIX ¢ DM4. B OTHOIIEHUH PAKOBBIX KJIETOK O00IOYHON U NPSIMON KUIIKHA

Mamepuanuvi

CellStripper (HedepMeHTaTHBHOE CpencTBO Uil Auccormanuu kietok) (MT-25-056CI) ot

Fisher Scientific, [lencunbBanus, CIIIA.
PBS, pH 7,4 (1X) (SH30028LS) or Fisher Scientific, IlencunsBanms, CIIA.
Cpena RPMI 1640 (MT-10-041-CM) ot Fisher Scientific, [lencuneBanms, CLIA.

CellTiter Glo (G7572) ot Promega, Buckoncun, CIIIA.
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Cnocob

OcymecTBisin AuCcconManiio kKietok ¢ nomomsto CellStripper u moacyer ux KoJIU4ecTsa.
5e3 keToK/nyHKa HeHTPU(YTUPOBAIH C MONYyYEHUEM OCaKa (B Cllydae KJIETOK B CyCIIEH3UH
MOXHO HCIIOJIb30BaTh OoOJblllee KOJWYECTBO B 3aBHCHUMOCTH OT BPEMEHH YIBOCHHS
KOJIMYECTBA KJIETOK, Kak, Hampumep, 10e3 kietok/mynka). Ocagok pecyCneHIupOBalid B

KYJIBTY paJIbHON Cpezie ¢ TIOTyYeHNEM KOHLIEHTPAaLUU 1€5 KIeTOK/ MIL.

Hobasnsnu 50 MKJ/JIyHKa CyCHEH3UU KJIETOK B JYHKH 90-JyHOYHOrO IUIAHIIETa ¢ OeslbIMU
CTEHKaMHU U MPO3PAvYHbIM JTHOM. AHTUTENA Pa30aBIsUId U TUTPOBAIU B 8 TOUKaX (TUTPOBAHUS
¢ 3-KpaTHBIMH pa30aBIEHMAMHU), COOTBETCTBYIOIUX KOHUeHTpauwsMm 0-20 HM (B aBa pasa
NPEBBIIAIOINNM HCCIeyeMble KOHIEHTpauuu). PasOaBneHHble aHTUTENa MM cpeny (aus
HeoOpaboTtanHbix 00pasuoB) (50 Mki/ayHKa) [00ABISUIM B COOTBETCTBYIOIIME JIyHKH.
N36biToK cpenbt (200 mMii/nyHKa) A00ABNSIM BO BHEIIHHE PSIAbl U KOJIOHKH IJIAHIIETA s

npenoTepauienus ucnapenus. [lnanmer naky6uposanu B Teuenue 72 4. npu 37°C.

ITnaHmer wu3Bnexanun u3 MHKyOaropa W WHKyOMpOBAJIM NpPU KOMHATHOH Temmeparype B
teuenne 30 muHyT. Tem Bpemenem pasmopaxkuBanu pactBop CellTiter Glo. Ilnanmer
BCTPSIXMBAJIU ¥ MpoMbiBajn 1 pa3 ¢ ucnonpzoBanueM 100 mxi/nynka PBS (B ciydae kineTok B
CYCIEH3UH IIJIAHIIET CHaYaja HeHTPU(y rHpOBAIN IS OCAXKIEHHS KJIETOK). B kakayro JyHKY
nobasnsim 100 mxn/nynka PBS u 100 mkn CellTiter Glo u TmmarenbHO mepeMermnBaig ¢
noJy4eHueM cMmecH. IlmaHmer WHKyOMpOBaJM B TEMHOTE NPH KOMHATHOH TeMIlepatype B
TedeHue 15 MUHYT U HaOJOau MOCPENCTBOM MHUKPOCKOIUH, YTOOBI YOSAUTHCS B TOM, YTO
nponsouren 3QQPEeKTUBHBINA JTU3UC KIETOK. 3aTeM IUIAHIIET MPOUYUTHIBAIH HA JEOMHHOMETPE

Glomax.
Pesynomamui

Ha ¢urype 3b nokasana nuToTOKCHYeCKasi akTUBHOCTh aHTUTET K LY 75, KOHBIOrMPOBaHHBIX
¢ DM1 u DM4, B orHomeHun kierok HT-29. Otu pe3ynbTaThl IEMOHCTPUPYIOT YBEIUUCHHE
LIUTOTOKCUYECKON aKTUBHOCTHU, MPONOPLMOHAIBHOE KOHLUEHTPALUU aHTUTEN, [0 CPABHEHUIO
¢ apyrumu aHtutenamMu K LY75, KOHBIOTUPOBAHHBIMH C TOKCHUHOM (BBIODAHHBIMH U3

npumepa 1).
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TTpumep 6. DddhexkTUBHOCTL MOHOKJIOHANBHBIX aHTUTEN K LY 75, KOHBIOrupoBadHbux ¢ DM1

U KOHBIOTUPOBAHHBLIX ¢ DM4. B OTHOIIEHUH JIMHUH KJIETOK JUMG(OMBI

Mamepuanuv

CellStripper (HedepmeHTaTHBHOE CpencTBO it auccoumanuu kietok) (MT-25-056CI) ot

Fisher Scientific, [lencunbBanus, CIIIA.

PBS, pH 7,4 (1X) (SH30028LS) ot Fisher Scientific, IlencunsBanus, CIIA.
Cpena RPMI 1640 (MT-10-041-CM) ot Fisher Scientific, I[Tencunbanms, CILIA.
CellTiter Glo (G7572) or Promega, Buckoncun, CIIIA.

Cnocob

Ocy1iecTBiIsTH AUCCOLMALNIO KIeTOK ¢ momotnbto CellStripper u moacyeT uMx KOJIMYECTBA.
5e3 knerox/nyHka neHTpU(yrupoBaiy ¢ MOJyYeHHEM Ocalka (B Cilydae KJIETOK B CyCIIEH3UH
MOKHO HCIIOJIB30BaTh OOJbIlee KOJMYECTBO B 33aBUCHUMOCTH OT BPEMEHH YBOCHUS
KOJIMYECTBA KJIETOK, Kak, Hampumep, 10e3 kietok/mynka). Ocagok pecyCrneHIupOBad B

KYJIBTY pJIbHOW Cpezie ¢ TIOTyYeHHEeM KOHLEHTpAaUuU 1eS5 KIeTOK/ MJI.

Hobasnsn 50 MKJ/JyHKa CyCHEH3MU KJIETOK B JIYHKU 90-JyHOYHOTO IUIAHIIETa ¢ OesbIMU
CTEHKaMH U TPO3PAYHBbIM THOM. AHTUTENA Pa3OaBisUId M TUTPOBAIU B 8 TOUKaX (TUTPOBAHUS
¢ 3-KpaTHbIMH pa30aBIEHHUSMHU), COOTBETCTBYIOIUX KOHUeHTpauwsM 0-20 HM (B aBa pasa
NPEBBIMIAOIINM HCCIeAyeMble KOHLEHTpaluu). Pa3OaBieHHble aHTHUTENa WK cpeny (aus
HeoOpaboTaHHbIX 00pasnoB) (50 Mkj/nyHKa) HOOABISUIA B COOTBETCTBYIOINME JIYHKH.
H30miToK cpeast (200 mMki/nyHKa) A0OABJSIN BO BHEIIHUE PSAbl U KOJIOHKH IUIAHIIETA IS

npenoTBpatieHus ucnapenus. [Lnanmer nakyOuposanu B Teuerne 72 4. npu 37°C.

[Tnanmer w3BNeKanM W3 HMHKyOaTopa M HMHKYOMPOBAJ M TPH KOMHATHOH TeMIlepaType B
teuenne 30 muHyT. Tem Bpemenem pasmopaxkuBanu pactBop CellTiter Glo. Ilnanmer
BCTPSIXMBAJHU M NTpoMbIBaJH 1 pa3 ¢ ucnonpzoBanueM 100 mxn/nyska PBS (B ciydae knetok B
CYCIEH3HH IJIAHIIET CHavaja LEHTPU(Y THPOBAIH ISl OCAKIACHHS KJIETOK). B KaXkayro IyHKy
nobasmsuiu 100 mx/nynka PBS u 100 mxn CellTiter Glo u TmartenbHO mepemernuBany ¢
nojy4eHueM cMmecu. llmaHmer MHKyOMpOBalM B TEMHOTE NPH KOMHATHOH TeMIlepaType B

TedeHue 15 MUHYT U HaOJIOamu MOCPENCTBOM MHUKPOCKOIUH, YTOOBI YOGAUTHCS B TOM, YTO
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npousornen 3pGeKTUBHBINA JU3UC KJIETOK. 3aTeM IUIAHIIET MPOYHUTHIBAIH HA JTEOMHHOMETpPE

Glomax.
Pesynomamui

Ha ¢urype 3¢ nmokazana mUTOTOKCHYECKAst aKTUBHOCTh aHTUTEN K LY 75, KOHBIOTHPOBAHHBIX
¢ DM1 u DM4, B ornomenun kierok RAJI. Ha ¢urype 3d mokasaHa muroTrokcHueckas
akTUBHOCTh aHTUTeN K LY7S, konbrorupoBanHelx ¢ DM1 u DM4, B OTHOLIEHUH KJIETOK
Namalwa. Ha ¢urype 3e mnokasaHa IUTOTOKCHYECKAas aKTUBHOCTb aHTuTen kK LY75,
KOHbIOTUpOBaHHbIX ¢ DMI1 u DM4, B orHowmenun kinerok Karpas 299. Otu pesynbrarhl
NEMOHCTPUPYIOT  yBEJIWYEHHE  LUTOTOKCHUYECKOM  aKTUBHOCTH, IPONOPLIMOHAIBHOE
KOHLIEHTpPAaLMl aHTUTeN, IO CPaBHEHUIO C JApyrumu aHturenamu k LY75,

KOHBIOTUpOBaHHBIMU ¢ DM1 1 DM4 (BbiOpaHHbIMU U3 ipuMepa 1).

Ipumep 7. Db dhekTUBHOCTL MOHOKJIOHAILHBLIX aHTUTEN K LY 75, KOHBIOrMpoBadHbEIX ¢ DM

1 KOHBIOTUPOBAHHBIX ¢ DM4. B OTHOINEHHH JUHUNA PAKOBBIX KJIETOK ITOKEYIOYHON

KEJIE3bI
Mamepuanui

CellStripper (HeepMeHTaTHBHOE CPencTBO Uil Auccoumanuu kietok) (MT-25-056CI) ot

Fisher Scientific, [TencunpBanusi, CIITA.

PBS, pH 7,4 (1X) (SH30028LS) or Fisher Scientific, I[TencunbBanus, CIIA.
Cpena RPMI 1640 (MT-10-041-CM) ot Fisher Scientific, I[Tencunbpanus, CIIIA.
CellTiter Glo (G7572) ot Promega, Buckoncun, CIIIA.

Cnocod

OcymecTBisun ARCCONMALNIO KIeToK ¢ momortnbto CellStripper u moacyeTr X KOJIUYeCTBA.
5e3 kieTok/nyHka HeHTPH(YTUpOBaI C MONy4YEeHHEM Ocanka (B Ciy4ae KIETOK B CYCHEH3UH
MOKHO HCIOJIb30BaTh OOJbIliee KOJMYECTBO B 33aBUCHUMOCTH OT BPEMEHH YBOCHHUSI
KOJIMYECTBA KJIETOK, Kak, Hampumep, 10e3 kmetok/mynka). Ocagok pecyCrneHIupOBad B

KYJIBTY PAJIbHON Cpezie ¢ TIOJTyYeHHEeM KOHLIEHTpaLnu 1e5 KIeTok/MIL.
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Hobasnsimn 50 MKJ/JyHKa CyCHEH3MH KJIETOK B JYHKH 90-JyHOYHOTO IUIAHIIETa ¢ OelbIMU
CTEHKaMU U TIPO3PAYHBbIM THOM. AHTUTENA Pa30aBIsUId M TUTPOBAIU B 8 TOUKaX (TUTPOBAHUS
¢ 3-KpaTHBIMH pa30aBIEHHUSMH), COOTBETCTBYIOIUX KOoHUeHTpauwsMm 0-20 HM (B aBa pasza
NPEBBIMIAOINNM HCCIeAyeMble KOHIEHTpalun). Pa3OaBneHHble aHTUTENa Win cpeny (auns
HeoOpaOotanHbIX 00pasnoB) (50 Mki/nyHKa) HOOABISUIA B COOTBETCTBYIOINME JIYHKH.
N30mTok cpeast (200 mMki/nyHKa) n0OaBIAIM BO BHEIIHUE PSAAbl M KOJIOHKH IUIAHIIETA IS

npenoTBpatieHus ucrnapenus. [lnanmer nakyOuposanu B Teuerne 72 4. npu 37°C.

IInanmer u3Bnekanu W3 HMHKyOaTropa M HMHKYOMpPOBaJ M NPU KOMHATHOH TeMIiepaType B
teuenue 30 muHyT. Tem Bpemenem pasmopaxusanu pactBop CellTiter Glo. Ilnanmer
BCTPSIXMBAJIHU U NTpoMbIBajM | pa3 ¢ ucnonpzoBanueM 100 mxn/nynka PBS (B ciydae knetok B
CYCIEH3HH IJIAHLIET CHavaja LEeHTPU(Y TUPOBAIH ISl OCAXKIEHHS KJIETOK). B kaxayro nyHKy
nobasnsin 100 mxn/nynka PBS u 100 mkn CellTiter Glo u TimarenbHO mepeMenmBaig ¢
nonyyeHneM cmecu. IlnaHmer nHKyOMpOBanIM B TEMHOTE NPH KOMHATHOH TeMIeparype B
TeueHne 15 MUHYT M HaOJIOAAIH MOCPEICTBOM MUKPOCKOIHMHU, YTOOBI yOSAUTHCSI B TOM, YTO
npousomesn 3GpQPEeKTUBHBIN TU3NUC KIETOK. 3aTeM IUIAHLIET MPOYUTHIBAIN HA JEOMUHOMETpPE

Glomax.
Pesynomamui

Ha ¢urype 3f mokazana nquToTOKCHYECKasi aKTUBHOCTh aHTUTEN K LY75, KOHBIOTHPOBAaHHBIX
¢ DM1 u DM4, B otHomenun kietok BXxPC3. Ha ¢urype 3g nmokasaHa HUTOTOKCHYECKAs
akTUBHOCTH aHTUTeN K LY75, konbtorupoBaHHeix ¢ DM1 u DM4, B OTHOIIEHUU KJIETOK
HupT4. Ha ¢urype 3h mnoka3aHa IIUTOTOKCHYECKass aKTUBHOCTh aHTHTen K LY75,
KoHbloTHpOBaHHBIX ¢ DM1 u DM4, B orHomenun kierok HPAFFII. Otu pesynbraTel
NEMOHCTPUPYIOT  yBEJIWYEHHE  LUTOTOKCHUYECKONM  aKTUBHOCTH, IPONOPLIMOHAIBHOE
KOHLIEHTpPaLUUMl aHTUTeN, @O CpPaBHEHUK C JApyrumu aHturenaMu kK LY7S,

KOHBIOrHpoBaHHBIME ¢ DM1 1 DM4 (BbiOpanHbIMU U3 TipuMepa 1).
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TTpumep 8. DddexTUBHOCTL MOHOKJIOHANBHBIX aHTUTEN K LY 75, KOHBIOrupoBadHbux ¢ DM1

U KOHBIOTMPOBAHHBIX ¢ DM4. B OTHOIIEHWU JUHUM KJIETOK, SIBJSIOIMUXCS CcyOCTpaToM

XPOHHUYECKOI'O J'II/IMd)OLII/ITaDHOFO JIefiko3a

Mamepuanuvi

CellStripper (nedepmeHTaTHBHOE CpencTBO it auccoumanuu kietok) (MT-25-056CI) ot

Fisher Scientific, [lencunbBanus, CIIIA.

PBS, pH 7,4 (1X) (SH30028LS) ot Fisher Scientific, IlencunsBanus, CIIA.
Cpena RPMI 1640 (MT-10-041-CM) ot Fisher Scientific, ITencunbpanms, CILIA.
CellTiter Glo (G7572) or Promega, Buckoncun, CIIIA.

Cnocob

Ocy1ecTBisI TUCCOIMaIMo KieTok ¢ nomoursto CellStripper u moacuer ux KOJMYECTBa.
5e3 xnerok/nyHka HeHTpU(yrHpoBaIy C MOJyYeHUEM Ocaaka (B Cilydae KJIETOK B CYCIEH3UU
MOKHO HCIIOJIB30BaTh OOJbIiee KOJMYECTBO B 33aBUCHUMOCTH OT BPEMEHH YJBOCHUS
KOJIMUECTBA KJIETOK, Kak, Hampumep, 10e3 kietok/mynka). Ocagok pecyCHneHIupoBaid B

KYJIBTY pAJIbHOW CpeZie ¢ TIOTyYeHHEeM KOHLEHTpaUuU 1eS KIeTOK/ MJI.

Hobasnsin 50 MKJ/JyHKA CyCHEH3MU KJIETOK B JYHKU 96-JyHOYHOrO IUIAHIIETa ¢ OesbIMU
CTEHKaMU U TIPO3PAYHBbIM THOM. AHTUTENA Pa3OaBIsUId M TUTPOBAIU B 8 TOUKaX (TUTPOBAHUS
¢ 3-KpaTHbIMH pa30aBJIEHHSMH), COOTBETCTBYIOIUX KOHUeHTpauwsM 0-20 HM (B aBa pasa
NPEBBIMIAIOININM HCCIIeAyeMble KOHLEHTpalun). Pa3OaBieHHble aHTUTENa WiK cpeny (aus
HeoOpaboTanHbIX 00pasnoB) (50 Mkj/nyHKa) HOOABISUIA B COOTBETCTBYIOIIME JIYHKH.
U30biToK cpeast (200 mMki/nyHKa) A0OABJSIN BO BHEIIHUE PSAbl U KOJIOHKH IUIAHIIETA IS

npenoTBpatieHus ucnapenus. [Lnanmer nakyOuposanu B Teuerne 72 4. npu 37°C.

[Tnanmer w3BNIeKanM W3 HMHKyOaTopa M HMHKYOMPOBAJ M TPH KOMHATHOH TeMIlepatype B
teuenne 30 muHyT. Tem Bpemenem pasmopaxuBanu pactBop CellTiter Glo. Ilnanmer
BCTPSIXMBAJH M NpoMbIBajH 1 pa3 ¢ ucnonpzoBanueM 100 mxn/nyska PBS (B ciydae knetok B
CYCINEH3MH IJIAHIIET CHavaja LEHTPU(Y THPOBAIHN ISl OCAKISHHS KJIETOK). B Kaxkayro nyHKy
nobassiu 100 mx/nynka PBS u 100 mxa CellTiter Glo u TmartenbHO mepemernwBany ¢

nojiyueHueM cmecu. IlmaHmier WHKyOUpOBajiuM B TEMHOTE NMPU KOMHATHOW TEMIIEpaType B



10

15

20

25

WO 2019/238843 PCT/EP2019/065542
92

TedeHue 15 MUHYT U HaOJOamu MOCPENCTBOM MHUKPOCKOIUH, YTOOBI YOGAUTHCS B TOM, YTO
nponsouren 3QQPEKTUBHBINA JTU3UC KIETOK. 3aTeM IUIAHIIET MPOYUTHIBAIH HA JEOMHHOMETPE

Glomax.
Pesynomamui

Ha ¢urype 31 nmokazaHa HUTOTOKCHYECKAst aKTUBHOCTb aHTHTEN K LY 75, KOHBIOrMPOBAaHHBIX
c DM1 u DM4, B ornomenuu kinerok EHEB. Ha ¢urype 3) moka3zaHa HUTOTOKCHYECKas
akTUBHOCTb aHTuTen K LY75, konproruposanseix ¢ DM1 u DM4, B oTHOLIEHHH KJIETOK Mec-
1. OTu pe3ynapTaTbl JEMOHCTPUPYIOT YBEJIWYEHHE LMTOTOKCHUYECKONW AKTHBHOCTH,
MPONOPLUOHAIBHOE KOHLEHTPALUU aHTUTEJ, 110 CPABHEHUIO C APYTUMH aHTuTenamu Kk LY75,

KOHBbIOrHpoBaHHbIMU ¢ DM1 u DM4 (BbiOpaHHbIMU 13 nipuMepa 1).

ITpumep 9. Db dhexkTUBHOCTL MOHOKJIOHAILHBLIX aHTUTEN K LY 75, KOHBIOIMpOBaHHLEIX ¢ DM

U KOHBIOTMPOBAHHBIX ¢ DM4. B OTHONICHWH JMHUN KJIETOK, SIBJISIOIIUXCS cyOcTpaTom

OCTPOr0 MOHOLIMTAPHOI'O JIEHKO03a

Mamepuanu

CellStripper (HeepMeHTaTHBHOE CPencTBO Uil Auccouranuu kietok) (MT-25-056CI) ot

Fisher Scientific, ITencunpBanusi, CIIIA.

PBS, pH 7,4 (1X) (SH30028LS) or Fisher Scientific, I[TencunbBanus, CIIA.
Cpena RPMI 1640 (MT-10-041-CM) ot Fisher Scientific, I[Tencunbanus, CIIIA.
CellTiter Glo (G7572) ot Promega, Buckoncun, CIIIA.

Cnocod

OcymecTBisun ARCCONMALMIO KeToK ¢ momotnbto CellStripper u moacyer ux KOJIUYeCTBa.
5e3 kieTok/nyHka HeHTPH(YTHpOBaN C MOMy4YEeHHEM Ocanka (B Clydae KIETOK B CYCHEH3UH
MOKHO HCIIOJIb30BaTh OOJbIliee KOJMYECTBO B 33aBUCHMOCTH OT BPEMEHH YBOCHHUSI
KOJIMYECTBA KJIETOK, Kak, Hampumep, 10e3 kmetok/mynka). Ocagok pecyCneHIupOBaid B

KYJIBTY PAJIbHON Cpezie ¢ TIOTyUYeHHEM KOHLEHTPaLnU 1e5 KIeTOK/MIL.

Hobasnsimm 50 MKJ/NyHKa CyCHEH3MH KJIETOK B JYHKH 90-JIYHOYHOrO IUIAHIIETa ¢ OelbIMU

CTEHKaMU U TIPO3PAYHBbIM THOM. AHTUTENA Pa30aBIsUTd M TUTPOBAIU B 8 TOUKaX (TUTPOBAHUS
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¢ 3-KpaTHBIMH pa30aBIEHHUSMH), COOTBETCTBYIOIUX KOHUeHTpauwsM 0-20 HM (B aBa pasza
NPEBBIMIAOININM HCCIeAyeMble KOHIEHTpalun). Pa3OaBineHHble aHTUTENa Win cpeny (aus
HeoOpabotanHbIX 00pasnoB) (50 Mki/nyHKa) HOOABISUIA B COOTBETCTBYIOIIME JIYHKH.
H30mTok cpensl (200 mMki/nyHKa) n0OABISAIN BO BHEIIHHE PSAAbl U KOJIOHKH IUIAHIIETA IS

npenoTBpatieHus ucnapenus. [lnanmer nakyOuposanu B Teuerne 72 4. npu 37°C.

IInanmer wu3Bnekanyn W3 HMHKyOaTopa M HMHKYOMpPOBaJ M NPU KOMHATHOH TeMIlepaType B
teuenne 30 muHyT. Tem Bpemenem pasmopaxusanu pactBop CellTiter Glo. Ilnanmer
BCTPSIXMBAJIU M NTpoMbIBaiM | pa3 ¢ ucnonpzoBanueM 100 mxn/nynka PBS (B ciydae knetok B
CYCIEH3HH IJIAHLIET CHavaja LEHTPU(Y TUPOBAIH ISl OCAXKISHHS KIETOK). B kaxayro myHKy
nobasmsuu 100 mx/nynka PBS u 100 mxa CellTiter Glo u TmatensHO mepemernuBaiy ¢
nonyyeHneM cMecu. IlnaHmer MHKyOMpOBanIM B TEMHOTE NPH KOMHATHOH TeMIeparype B
TeueHne 15 MUHYT M HaOJIOAAIH MOCPEICTBOM MUKPOCKOIHHU, YTOOBI yOSIUTHCSI B TOM, YTO
npousomen 3pQPEeKTUBHBIN TU3UC KIETOK. 3aTeM IUIAHLIET MPOYUTHIBAIN HA JEOMUHOMETpPE

Glomax.
Peszynomameoi

Ha ¢urype 3k nokasaHa IUTOTOKCHYECKAsi aKTUBHOCTh aHTUTE K LY 75, KOHBIOrMPOBaHHBIX
¢ DM1 u DM4, B ortHomenun kierok AML-193. Dtu pesynbTaThl JEMOHCTPHUPYIOT
YBEJIMUYEHUE [TUTOTOKCUYECKON aKTUBHOCTH, MPOMOPLHUOHAIBHOE KOHLIEHTPALIUU aHTUTEJ, 10
CpaBHeHHIO ¢ apyrumMu aHtutenamu k LY7S, kowwrorupoBanHeiMu ¢ DMI1 u DM4

(BrIOpaHHBIMH U3 TTpuMepa 1).

TTpumep 10. DddexTHBHOCTE MOHOKIOHAJIBHBIX aHTUTEN K LY 75, KOHBIOrupoBaHHbix ¢ DM1

U KOHBIOTUPOBAHHBLIX ¢ DM4. B OTHOIIEHUH JUHHUU PAKOBBIX KJIETOK MOJIOYHOH JKEJIE3bI

Mamepuanui

CellStripper (HedepMeHTaTHBHOE CpencTBO Uil Auccoumanuu kietok) (MT-25-056CI) ot

Fisher Scientific, [lencunbBanus, CIITA.
PBS, pH 7,4 (1X) (SH30028LS) or Fisher Scientific, IlencunsBanus, CIIA.
Cpena RPMI 1640 (MT-10-041-CM) ot Fisher Scientific, [lencuneBanms, CLIA.

CellTiter Glo (G7572) ot Promega, Buckoncun, CIIIA.
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Cnocob

OcymecTBisin AuCcconManiio kKietok ¢ nomomsto CellStripper u moacyer ux KoJIU4ecTsa.
5e3 keToK/nyHKa HeHTPU(YTUPOBAIH C MONYyYEHUEM OCaKa (B Cllydae KJIETOK B CyCIIEH3UH
MOXHO HCIIOJIb30BaTh OoOJblllee KOJWYECTBO B 3aBHCHUMOCTH OT BPEMEHH YIBOCHHS
KOJIMYECTBA KJIETOK, Kak, Hampumep, 10e3 kietok/mynka). Ocagok pecyCneHIupOBalid B

KYJIBTY paJIbHON Cpezie ¢ TIOTyYeHNEM KOHLIEHTPAaLUU 1€5 KIeTOK/ MIL.

Hobasnsnu 50 MKJ/JIyHKa CyCHEH3UU KJIETOK B JYHKH 90-JyHOYHOrO IUIAHIIETa ¢ OeslbIMU
CTEHKaMHU U MPO3PAvYHbIM JTHOM. AHTUTENA Pa30aBIsUId U TUTPOBAIU B 8 TOUKaX (TUTPOBAHUS
¢ 3-KpaTHBIMH pa30aBIEHMAMHU), COOTBETCTBYIOIUX KOHUeHTpauwsMm 0-20 HM (B aBa pasa
NPEBBILIAIOIINM HCCIeyeMble KOHLEHTpalun). Pa3OaBneHHble aHTUTENa wiu cpeny (ans
HeoOpaboTtanHbix 00pasuoB) (50 Mki/ayHKa) [00ABISUIM B COOTBETCTBYIOIIME JIyHKH.
N36biToK cpenbt (200 mMii/nyHKa) A00ABNSIM BO BHEIIHHE PSIAbl U KOJIOHKH IJIAHIIETA s

npenoTepauienus ucnapenus. [lnanmer naky6uposanu B Teuenue 72 4. npu 37°C.

ITnaHmer wu3Bnexanun u3 MHKyOaropa W WHKyOMpOBAJIM NpPU KOMHATHOH Temmeparype B
teuenne 30 muHyT. Tem Bpemenem pasmopaxkuBanu pactBop CellTiter Glo. Ilnanmer
BCTPSIXMBAJIU ¥ MpoMbiBajn 1 pa3 ¢ ucnonpzoBanueM 100 mxi/nynka PBS (B ciydae kineTok B
CYCIEH3UH IIJIAHIIET CHaYaja HeHTPU(y rHpOBAIN IS OCAXKIEHHS KJIETOK). B kakayro JyHKY
nobasnsim 100 mxn/nynka PBS u 100 mkn CellTiter Glo u TmmarenbHO mepeMermnBaig ¢
noJy4eHueM cMmecH. IlmaHmer WHKyOMpOBaJM B TEMHOTE NPH KOMHATHOH TeMIlepatype B
TedeHue 15 MUHYT U HaOJOau MOCPENCTBOM MHUKPOCKOIUH, YTOOBI YOSAUTHCS B TOM, YTO
nponsouren 3QQPEeKTUBHBINA JTU3UC KIETOK. 3aTeM IUIAHIIET MPOUYUTHIBAIH HA JEOMHHOMETPE

Glomax.
Pesynomamui

Ha ¢urype 31 nmokazaHa HUTOTOKCHYECKAst aKTUBHOCTb aHTHTEN K LY75, KOHBIOrHPOBAaHHBIX
¢ DM1 u DM4, B otHomenun kiaerok HCC 70 (ER-orpunartensHbix, PR-oTpunarensabx u
Her2-otpunarenshbix). Ha ¢urype 3m mokasaHa UTOTOKCUYECKAsh aKTUBHOCTb aHTHUTEN K
LY75, xonstorupoBanabix ¢ DM1 u DM4, B otHomenun kierok HCC 1806 (ER-
orpunarenbHeix, PR-oTpunarensupix u Her2-orpunarensabix). Ha ¢urype 3n mokasaHa
LUTOTOKCUYECKasi aKTUBHOCTb aHTuTen K LY75, xonbrorupoBaHHeix ¢ DM1 u DM4, B
oTHolIeHHHn kjeTok MDA-MB-468. JTu pe3yiabTaTbl [€MOHCTPUPYIOT YBeJIUYEHHE

LII/ITOTOKCI/ILIGCKOI\/'I AKTUBHOCTH, IMPOMOPLUHUOHAJIBHOC KOHICHTPAIUN aHTUTECIL.
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TTpumep 11. DddexkTHBHOCTE MOHOKIOHAJIBbHBIX aHTUTEN K LY 75, KOHBIOrupoBaHHbix ¢ DM1

U KOHBIOTUPOBAHHBLIX ¢ DM4. B OTHOIIEHUHN JUHNUHN PAKOBBIX KJIETOK MOUYEBOIO IV 3bIps

Mamepuanuv

CellStripper (HedepmeHTaTHBHOE CpencTBO it auccoumanuu kietok) (MT-25-056CI) ot

Fisher Scientific, [lencunbBanus, CIIIA.

PBS, pH 7,4 (1X) (SH30028LS) ot Fisher Scientific, IlencunsBanus, CIIA.
Cpena RPMI 1640 (MT-10-041-CM) ot Fisher Scientific, I[Tencunbanms, CILIA.
CellTiter Glo (G7572) or Promega, Buckoncun, CIIIA.

Cnocob

Ocy1iecTBiIsTH AUCCOLMALNIO KIeTOK ¢ momotnbto CellStripper u moacyeT uMx KOJIMYECTBA.
5e3 knerox/nyHka neHTpU(yrupoBaiy ¢ MOJyYeHHEM Ocalka (B Cilydae KJIETOK B CyCIIEH3UH
MOKHO HCIIOJIB30BaTh OOJbIlee KOJMYECTBO B 33aBUCHUMOCTH OT BPEMEHH YBOCHUS
KOJIMYECTBA KJIETOK, Kak, Hampumep, 10e3 kietok/mynka). Ocagok pecyCrneHIupOBad B

KYJIBTY pJIbHOW Cpezie ¢ TIOTyYeHHEeM KOHLEHTpAaUuU 1eS5 KIeTOK/ MJI.

Hobasnsn 50 MKJ/JyHKa CyCHEH3MU KJIETOK B JIYHKU 90-JyHOYHOTO IUIAHIIETa ¢ OesbIMU
CTEHKaMH U TPO3PAYHBbIM THOM. AHTUTENA Pa3OaBisUId M TUTPOBAIU B 8 TOUKaX (TUTPOBAHUS
¢ 3-KpaTHbIMH pa30aBIEHHUSMHU), COOTBETCTBYIOIUX KOHUeHTpauwsM 0-20 HM (B aBa pasa
NPEBBIMIAOIINM HCCIeAyeMble KOHLEHTpaluu). Pa3OaBieHHble aHTHUTENa WK cpeny (aus
HeoOpaboTaHHbIX 00pasnoB) (50 Mkj/nyHKa) HOOABISUIA B COOTBETCTBYIOINME JIYHKH.
H30miToK cpeast (200 mMki/nyHKa) A0OABJSIN BO BHEIIHUE PSAbl U KOJIOHKH IUIAHIIETA IS

npenoTBpatieHus ucnapenus. [Lnanmer nakyOuposanu B Teuerne 72 4. npu 37°C.

[Tnanmer w3BNeKanM W3 HMHKyOaTopa M HMHKYOMPOBAJ M TPH KOMHATHOH TeMIlepaType B
teuenne 30 muHyT. Tem Bpemenem pasmopaxkuBanu pactBop CellTiter Glo. Ilnanmer
BCTPSIXMBAJHU M NTpoMbIBaJH 1 pa3 ¢ ucnonpzoBanueM 100 mxn/nyska PBS (B ciydae knetok B
CYCIEH3HH IJIAHIIET CHavaja LEHTPU(Y THPOBAIH ISl OCAKIACHHS KJIETOK). B KaXkayro IyHKy
nobasmsuiu 100 mx/nynka PBS u 100 mxn CellTiter Glo u TmartenbHO mepemernuBany ¢
nojy4eHueM cMmecu. llmaHmer MHKyOMpOBalM B TEMHOTE NPH KOMHATHOH TeMIlepaType B

TedeHue 15 MUHYT U HaOJIOamu MOCPENCTBOM MHUKPOCKOIUH, YTOOBI YOGAUTHCS B TOM, YTO
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npousornen 3pGeKTUBHBINA JU3UC KJIETOK. 3aTeM IUIAHIIET MPOYHUTHIBAIH HA JTEOMHHOMETpPE

Glomax.
Pesynomamui

Ha ¢urype 30 nokasaHa IUTOTOKCHUYECKAsi aKTUBHOCTh aHTUTET K LY 75, KOHBIOrMPOBaHHBIX
¢ DM1 u DM4, B orHomenun kinetok RT4. Ha ¢urype 3p mokasaHa IUTOTOKCHYECKAs
akTUBHOCTh aHTUTeN K LY7S, konbrorupoBanHelx ¢ DM1 u DM4, B OTHOLIEHUH KJIETOK
5637. Ha d¢urype 3q mnokazaHa IMTOTOKCHYECKas aKTUBHOCTb aHtuten k LY75,
KoHbIOTUpOBaHHBIX ¢ DMI1 u DM4, B orHowmenuu kiuerok SW780. Otu pesynbraThl
NEMOHCTPUPYIOT  yBEJIWYEHHE  LUTOTOKCHUYECKOM  aKTUBHOCTH, IPONOPLIMOHAIBHOE

KOHLCHTpAUU aHTUTECJL.

ITpumep 12. DdbdeKTHBHOCTL MOHOKJIOHANBHBIX aHTUTEN K LY 75, KOHBIOrUPOBaHHLIX ¢ DM

1 KOHBIOTHPOBaHHBLIX ¢ DM4. B OTHOLIEHUH JUHUN KJIETOK PaKa r'OJIOBbI U IIEU

Mamepuanui

CellStripper (HedepMeHTaTUBHOE CPEenCTBO JUIsl auccoumanuu kietok) (MT-25-056CI) or

Fisher Scientific, ITencunbanusi, CIIIA.

PBS, pH 7,4 (1X) (SH30028LS) or Fisher Scientific, I[TencunbBanus, CIIA.
Cpena RPMI 1640 (MT-10-041-CM) ot Fisher Scientific, I[Tencunbpanus, CIIIA.
CellTiter Glo (G7572) ot Promega, Buckoncun, CIIIA.

Cnocod

OcymecTBisuii qucconmanuio kierok ¢ nomomnbto CellStripper u mopcyeT ux Konu4ecTna.
5e3 knerox/nyHka ueHTPU(YTUPOBAIH C MOJYYSHUEM OcCaKa (B Ciiy4yae KJIETOK B CyCIEH3UH
MOKHO HCIIOJIb30BaTh OOJbIliee KOJMYECTBO B 33aBUCHMOCTH OT BPEMEHH YBOCHHUSI
KOJIMYECTBA KJIETOK, Kak, Hampumep, 10e3 kmetok/mynka). Ocagok pecyCHneHIUpOBad B

KYJIBTY pJIbHON Cpezie ¢ TIOJTyUYeHHEeM KOHLIEHTpaLUnu 1e5 KIeTok/ M.

Hobasnsin 50 MKJ/NyHKa CyCHEH3MU KJIETOK B JYHKU 90-JYHOYHOTO IUIAHIIETa ¢ OeNbIMU
CTEHKaMU U TPO3PAYHBbIM THOM. AHTUTENA Pa30aBIsUTd M TUTPOBAIU B 8 TOUKaX (TUTPOBAHUS

¢ 3-KpaTHBIMH pa30aBIEHHUSMH), COOTBETCTBYIOIUX KOHUEHTpauwsM 0-20 HM (B aBa pasza



10

15

20

25

WO 2019/238843 PCT/EP2019/065542
97

NPEBBIMIAOININM HCCIeAyeMble KOHIEHTparun). Pa3OaBneHHble aHTHUTENa Win cpeny (ans
HeoOpaboTtanHbIX 00pasnoB) (50 Mki/nyHKa) HOOABISUIA B COOTBETCTBYIOIIME JIYHKH.
N30mTok cpenst (200 mki/nyHka) n0OaBISAIN BO BHEIIHUE PSAAbl U KOJIOHKH IUIAHIIETA IS

npenoTBpatieHus ucnapenus. [lnanmer nakyOuposanu B Teuerne 72 4. npu 37°C.

[Inanmer wu3Bnekanyn W3 HMHKyOaTropa M MHKYOMpPOBAJ M NPU KOMHATHOH TeMIiepaType B
teyenne 30 muHyT. Tem Bpemenem pasmopaxmuBanu pactBop CellTiter Glo. Ilnanmer
BCTPSIXMBAJIU M NTpoMbIBaiM | pa3 ¢ ucnonpzoBanueM 100 mxn/nynka PBS (B ciydae knetok B
CYCHEH3HH IJIAHLIET CHavaja LEeHTPU(Y THPOBATIH ISl OCAXKISHHS KIETOK). B kaxayro myHKy
nobasmsuu 100 mx/nynka PBS u 100 mxa CellTiter Glo u TmarensHO nepemernuBaiu ¢
nojgy4yeHueM cmecu. IlnaHmer mHKyOMpoBamu B TEMHOTE NPH KOMHATHOH TeMIlepaType B
TeueHne 15 MUHYT M HaOJIOAAIH MOCPEICTBOM MUKPOCKOIHHU, YTOOBI yOSIUTHCSI B TOM, YTO
npousomen 3QpQPEeKTUBHBIN TU3NUC KIETOK. 3aTeM IUIAHLIET MPOYUTHIBAIN HA JEOMUHOMETpPE

Glomax.
Peszynomameot

Ha ¢urype 3r moka3aHa IMTOTOKCHUYECKAs aKTUBHOCTb aHTUTEN K LY 75, KOHBIOTUPOBAHHBIX
¢ DM1 u DM4, B otHomernn kietok SCC-9. DT pe3ynbraThl IEMOHCTPUPYIOT YBEITHUCHHE

LIPITOTOKCPI"IGCKOﬁ AKTUBHOCTH, IMPOIMOPLUHUOHAJIBHOC KOHICHTPAUWUH aHTUTECII.

TTpumep 13. DddexTHBHOCTE MOHOKIOHAJIBbHBIX aHTUTEN K LY 75, KOHBIOrupoBaHHbIXx ¢ DM1

U KOHBIOTUPOBAHHBLIX ¢ DM4. B OTHOIIEHNH JUHUHU PAKOBBIX KJIETOK ITHUIIEBOA

Mamepuanui

CellStripper (HedepMeHTaTHBHOE CpencTBO Uil Auccoumanuu kietok) (MT-25-056CI) ot

Fisher Scientific, [lencunbBanusi, CIITA.
PBS, pH 7,4 (1X) (SH30028LS) or Fisher Scientific, IleacunsBanus, CIIA.
Cpena RPMI 1640 (MT-10-041-CM) ot Fisher Scientific, [lencuneBanms, CLIA.

CellTiter Glo (G7572) ot Promega, Buckoncun, CIIIA.
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Cnocob

OcymecTBisin AuCcconManiio kKietok ¢ nomomsto CellStripper u moacyer ux KoJIU4ecTsa.
5e3 keToK/nyHKa HeHTPU(YTUPOBAIH C MONYyYEHUEM OCaKa (B Cllydae KJIETOK B CyCIIEH3UH
MOXHO HCIIOJIb30BaTh OoOJblllee KOJWYECTBO B 3aBHCHUMOCTH OT BPEMEHH YIBOCHHS
KOJIMYECTBA KJIETOK, Kak, Hampumep, 10e3 kietok/mynka). Ocagok pecyCneHIupOBalid B

KYJIBTY paJIbHON Cpezie ¢ TIOTyYeHNEM KOHLIEHTPAaLUU 1€5 KIeTOK/ MIL.

Hobasnsnu 50 MKJ/JIyHKa CyCHEH3UU KJIETOK B JYHKH 90-JyHOYHOrO IUIAHIIETa ¢ OeslbIMU
CTEHKaMHU U MPO3PAvYHbIM JTHOM. AHTUTENA Pa30aBIsUId U TUTPOBAIU B 8 TOUKaX (TUTPOBAHUS
¢ 3-KpaTHBIMH pa30aBIEHMAMHU), COOTBETCTBYIOIUX KOHUeHTpauwsMm 0-20 HM (B aBa pasa
NPEBBIIAIOINNM HCCIeyeMble KOHIEHTpauuu). PasOaBneHHble aHTUTENa MM cpeny (aus
HeoOpaboTtanHbix 00pasuoB) (50 Mki/ayHKa) [00ABISUIM B COOTBETCTBYIOIIME JIyHKH.
N36biToK cpenbt (200 mMii/nyHKa) A00ABNSIM BO BHEIIHHE PSIAbl U KOJIOHKH IJIAHIIETA s

npenoTepauienus ucnapenus. [lnanmer naky6uposanu B Teuenue 72 4. npu 37°C.

ITnaHmer wu3Bnexanun u3 MHKyOaropa W WHKyOMpOBAJIM NpPU KOMHATHOH Temmeparype B
teuenne 30 muHyT. Tem Bpemenem pasmopaxkuBanu pactBop CellTiter Glo. Ilnanmer
BCTPSIXMBAJIU ¥ MpoMbiBajn 1 pa3 ¢ ucnonpzoBanueM 100 mxi/nynka PBS (B ciydae kineTok B
CYCIEH3UH IIJIAHIIET CHaYaja HeHTPU(y rHpOBAIN IS OCAXKIEHHS KJIETOK). B kakayro JyHKY
nobasnsim 100 mxn/nynka PBS u 100 mkn CellTiter Glo u TmmarenbHO mepeMermnBaig ¢
nojJy4eHueM cMmecH. IlmaHmeTr MHKyOMpOBaJM B TEMHOTE NpPH KOMHATHOH TeMIlepatype B
TedeHue 15 MUHYT U HaOJOau MOCPENCTBOM MHUKPOCKOIUH, YTOOBI YOSAUTHCS B TOM, YTO
nponsouren 3QQPEeKTUBHBINA JTU3UC KIETOK. 3aTeM IUIAHIIET MPOUYUTHIBAIH HA JEOMHHOMETPE

Glomax.
Pesynomamui

Ha ¢urype 3s nokasaHa IUTOTOKCUYECKAsT aKTHBHOCTb aHTUTEN K LY75, KOHBIOTHPOBAaHHBIX
¢ DM1 u DM4, B ornomenuu kinerok OE 19. 3tu pe3ynbratsl IEMOHCTPUPYIOT YBEIHUCHHE

LII/ITOTOKCI/ILIGCKOI\/'I AKTUBHOCTH, IMPOMOPLUHUOHAJIBHOEC KOHIECHTPAIUN aHTUTECII.
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TTpumep 14. DddexkTHBHOCTE MOHOKIOHAJIBHBIX aHTUTEN K LY 75, KOHBIOrupoBaHHbIx ¢ DM1

U KOHBIOTUPOBAHHBLIX ¢ DM4. B OTHOIIEHUHN JUHHUHN PAKOBBIX KJIETOK SUYHUKA

Mamepuanuv

CellStripper (HedepmeHTaTHBHOE CpencTBO it auccoumanuu kietok) (MT-25-056CI) ot

Fisher Scientific, [lencunbBanus, CIIIA.

PBS, pH 7,4 (1X) (SH30028LS) ot Fisher Scientific, IlencunsBanus, CIIA.
Cpena RPMI 1640 (MT-10-041-CM) ot Fisher Scientific, I[Tencunbanms, CILIA.
CellTiter Glo (G7572) or Promega, Buckoncun, CIIIA.

Cnocob

Ocy1iecTBiIsTH AUCCOLMALNIO KIeTOK ¢ momotnbto CellStripper u moacyeT uMx KOJIMYECTBA.
5e3 knerox/nyHka neHTpU(yrupoBaiy ¢ MOJyYeHHEM Ocalka (B Cilydae KJIETOK B CyCIIEH3UH
MOKHO HCIIOJIB30BaTh OOJbIlee KOJMYECTBO B 33aBUCHUMOCTH OT BPEMEHH YBOCHUS
KOJIMYECTBA KJIETOK, Kak, Hampumep, 10e3 kietok/mynka). Ocagok pecyCrneHIupOBad B

KYJIBTY pJIbHOW Cpezie ¢ TIOTyYeHHEeM KOHLEHTpAaUuU 1eS5 KIeTOK/ MJI.

Hobasnsn 50 MKJ/JyHKa CyCHEH3MU KJIETOK B JIYHKU 90-JyHOYHOTO IUIAHIIETa ¢ OesbIMU
OOKaMH M MPO3PavYHbIM THOM. AHTHTENA Pa30aBIsUIA U TUTPOBAJIH B 8 TOYKAX (TUTPOBAHUS C
3-kpaTHbIMH pa30aBICHUSIMH), COOTBETCTBYIOIIMX KOHHEHTpauusim 0-20 HM (B nBa pasa
NPEBBIMIAOIINM HCCIeAyeMble KOHLEHTpaluu). Pa3OaBieHHble aHTHUTENa WK cpeny (aus
HeoOpaboTaHHbIX 00pasnoB) (50 Mkj/nyHKa) HOOABISUIA B COOTBETCTBYIOINME JIYHKH.
H30miToK cpeast (200 mMki/nyHKa) A0OABJSIN BO BHEIIHUE PSAbl U KOJIOHKH IUIAHIIETA IS

npenoTBpatieHus ucnapenus. [Lnanmer nakyOuposanu B Teuerne 72 4. npu 37°C.

[Tnanmer w3BNeKanM W3 HMHKyOaTopa M HMHKYOMPOBAJ M TPH KOMHATHOH TeMIlepaType B
teuenne 30 muHyT. Tem Bpemenem pasmopaxkuBanu pactBop CellTiter Glo. Ilnanmer
BCTPSIXMBAJHU M NTpoMbIBaJH 1 pa3 ¢ ucnonpzoBanueM 100 mxn/nyska PBS (B ciydae knetok B
CYCIEH3HH IJIAHIIET CHavaja LEHTPU(Y THPOBAIH ISl OCAKIACHHS KJIETOK). B KaXkayro IyHKy
nobasmsuiu 100 mx/nynka PBS u 100 mxn CellTiter Glo u TmartenbHO mepemernuBany ¢
nojy4eHueM cMmecu. llmaHmer MHKyOMpOBalM B TEMHOTE NPH KOMHATHOH TeMIlepaType B

TedeHue 15 MUHYT U HaOJIOamu MOCPENCTBOM MHUKPOCKOIUH, YTOOBI YOGAUTHCS B TOM, YTO
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npousornen 3pGeKTUBHBINA JU3UC KJIETOK. 3aTeM IUIAHIIET MPOYHUTHIBAIH HA JTEOMHHOMETpPE

Glomax.
Pesynomamui

Ha ¢urype 3t mokazaHa HUTOTOKCHYECKAst AKTUBHOCTb aHTHTEN K LY 75, KOHBIOrMPOBaHHBIX
¢ DM1 u DM4, B otHomenuu kietok OVCAR-3. Ha ¢urype 3u nmokasana UTOTOKCHYECKAsT
akTUBHOCTb aHTUTEN K LY75, xonbtoruposanubix ¢ DM1 u DM4, B oTHOeHuu kietok SK-
OV-3. DTtu pe3ynbTaThl OEMOHCTPUPYIOT YBEJIUYEHHE LIUTOTOKCUYECKON aAKTHUBHOCTH,

NpONOPUUOHAIIBHOC KOHIIECHTPANN aHTUTECIL.

Tpumep 15. DpdexkTHBHOCTE MOHOKJIOHAJIbHBIX aHTUTEN K LY 75, KOHBIOrupoBaHHbix ¢ DM1

U KOHBIOTHPOBAHHBLIX ¢ DM4. B OTHOIIEHUH JIMHUM KJIETOK MHOKECTBEHHON MUEJIOMBI

Mamepuanui

CellStripper (HedepMeHTaTHBHOE CPEenCTBO Il auccoumanuu kietok) (MT-25-056CI) ot

Fisher Scientific, ITencunbanusi, CIIIA.

PBS, pH 7,4 (1X) (SH30028LS) ot Fisher Scientific, [TencunpBanus, CIITA.
Cpena RPMI 1640 (MT-10-041-CM) ot Fisher Scientific, I[Tencunbpanus, CIIIA.
CellTiter Glo (G7572) ot Promega, Buckoncun, CIIIA.

Cnocobd

OcyecTBsii qucconraniio kietok ¢ nomomnbio CellStripper u moacyeT ux KOMMYECTBA.
5e3 knerox/nyHka HeHTPU(YTUPOBAIH C MONYYSHUEM OcCanKa (B Ciiy4yae KJIETOK B CyCIEH3UH
MOKHO HCIIOJIb30BaTh OOJbIliee KOJMYECTBO B 33aBUCHUMOCTH OT BPEMEHH YBOCHHUSI
KOJIMYECTBA KJIETOK, Kak, Hampumep, 10e3 kietok/mynka). Ocagok pecyCrneHIUpOBad B

KYJIBTY pAJIbHON Cpezie ¢ TIOTyYeHHEeM KOHLIEHTpaUuu 1e5 KIeToK/MIL.

Jobasnsimn 50 MKJ/NyHKa CyCHEH3MH KJIETOK B JYHKH 90-JyHOYHOrO IUIAHIIETA ¢ OeNbIMU
OOKaMH M MPO3pavHbIM THOM. AHTHTENA Pa30aBIsUIM U TUTPOBAJIH B 8 TOUKAX (TUTPOBAHUS C
3-kpaTHbIMH pa30aBIEHUSIMH), COOTBETCTBYIOIIMX KOHHEeHTpauusiM 0-20 HM (B nBa pasa
NPEBBIMIAOININM HCCIIeAyeMble KOHLIEHTpaluu). Pa3OaBieHHble aHTUTENa WK cpeny (auns

HeoOpaboTanHbIX 00pasnoB) (50 Mkj/nyHKa) MOOABISNIA B COOTBETCTBYIOIIME JIYHKH.
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N30mTok cpenst (200 mMki/nyHKa) n0OABISAIN BO BHEIIHUE PSAbl U KOJIOHKH IUIAHIIETA IS

npenoTBpatieHns ucnapenus. [lnanmer nakyOuposanu B Teuerne 72 4. npu 37°C.

[Tnanmer w3BNeKkanyn W3 HMHKyOaTopa M HMHKYOMPOBAJ M TPH KOMHATHOH TeMIlepaType B
teuenne 30 muHyT. Tem Bpemenem pasmopaxuBanu pactBop CellTiter Glo. Ilnanmer
BCTPSIXMBAJU U NpombiBaiu 1x ¢ momompbio 100 mxi/nyska PBS (s cycneHaupoBaHHBIX
KJIETOK TUIAHIIET ClepBa LEHTPUPYTUpOBANIU Ml OCaXaeHus kKieTok). JloOaBmsm
100 mxi/nyaka PBS u 100 mxn knerouHoro turpa Glo B kaxnyro JIyHKY U pacTHUpPaid JI0
nepememuBanus. IlnaHmer wWHKyOHMpOBaJM B TEMHOTE NPU KOMHATHOW TeMIepatrype B
TedyeHue 15 MUHYT U HaOJIOJaMu MMOCPENCTBOM MHUKPOCKOIHH, YTOOBI YOGAUTHCSA B TOM, YTO
npowusouien 3PpQPEKTUBHBIN JTU3UC KJIETOK. 3aTeM IUIAHIIET MPOUYUTHIBAIM HA JEOMHHOMETpE

Glomax.
Peszynomameoi

Ha ¢urype 3v nokasaHa [UTOTOKCHYECKAsi AKTUBHOCTh aHTHUTEN K LY 75, KOHBIOTUPOBAHHBIX
¢ DM1 u DM4, B otHomennu kierok MOLP-8. Ha ¢urype 3w moka3aHa IUTOTOKCHYECKAsT
akTUBHOCTb aHTuTen K LY75, xonbtorupoBanHbix ¢ DM1 u DM4, B OTHOIIEHUH KJIETOK
RPMI8226. Dtu pe3ynbraThl JEMOHCTPUPYIOT YBEJIWYEHHE LIUTOTOKCHUYECKON aKTHUBHOCTH,

MpONOPUUOHAJIIBHOEC KOHIICHTPAIHNHU aHTUTECIL.

TTpumep 16. DddexTHBHOCTE MOHOKIOHAJIBbHBIX aHTUTEN K LY 75, KOHBIOrupoBaHHbIX ¢ DM1

U KOHBIOTHPOBAHHBLIX ¢ DM4. B KCEHOTPAHCIUIAHTATHBIX Monessix Raji

Oddextunocts LY75 DMI1 u LY75 DM4 uccnenoBain B KCEHOTPAHCIIAHTATHONH MOJIETH

¢ nmoxkoxHbIM BBeneHrneM MbiiaM ¢ SCID knerok Raji mumdpomer bepkurra.

NmmynonepuutabiM Mbimam ¢ SCID moakokHO MHOKYJIMPOBAJIM OIMyXOJieBble KIETKH Raji
(mum@ombr Bepkurra denoBeka). OmyXojsiM JAaBaid BO3MOXKHOCTb C(HOPMHPOBATHCS, U
MBILICH pacHpenessyii B ATk rpynn odpadorku mo 3-6 menuei Ha rpynmy. Korna cpennee
3HaYeHHe O0beMa OIyXOJH IOCTHUrajo CpefHero mokasarens 129-132 MM Ha rpynmnmy,
KOKAYI0 Trpymnmy oOpalaThiBaid  OOHUM U3  CJIEOYIOIINX COEOUHEHHH, BBOJHMBIX
BHYTPHBEHHO TIIPH YKa3aHHBIX pAo03ax: rpynna | (HamojauTenb, ¢GochaTHO-COoNeBOH
Oydepnerii pacteop (PBS)); rpynma 2 (LY75 DMI1; 10 mr/kr), rpynmna 3 (M30THITUYECKUN
koHTpob-DM1; 10 wmr/kr), rpynma 4 (LY75 DM4; 5 wmr/kr), rpynna 5 (M30THIMUYECKUI

KOHTpOJIb-SPBDDM4; 5 mr/kr). Bropyto 103y BBOAWIH CITyCTsI ONHY Henelro. OTCeKuBaIn
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3HadeHuss Maccel Tena (BW), mblmeil acTo ocMaTpuBaimyM Uil ONPEAETICHHUS COCTOSHHS
3I0POBbSI M HEJKEJIATEIbHBIX MOOOUYHBIX 3()()EKTOB, U OMyXOJIM U3MEPSIIH JIBa pa3a B HEIEIIIO.
Mpimedl moaBepraiy 3BTaHA3WM, KOTAA UX OMYXOJHM JOCTUTANH KOHEYHOH TOYKH O00BeMa
onyxosu 2000 MM’ W yepe3 60 nHEH, B 3aBUCUMOCTH OT TOTO, YTO MPOUCXOAUIIO MEPBBIM.
D¢ dexTuBHOCTD Ompenensu, ucxons u3 3amepxkku pocra omyxomn (TGD), ysenudenus
MEIUaHHOTO 3HAa4deHMs BpeMeHH a0 aocTivkeHust koHeuHod Touku (TTE) m ucxoms us3
aHaJIM3a C TOMOIIBIO JIOTAPU(PMHUYECKOTO0 PAHTOBOIO KPHUTEPHs PA3IUYUN IO KPHUBBIM
BbokMBaeMocTH Karutana-Meiiepa ans mbimeid, oOpadoranasix ADC, mo cpaBHEHHIO C
Mmblliamy, obpaboranHbiMu PBS. V' mepBbIX NATH KOHTPOJIBHBIX MbliieH, 0OpaOOTaHHBIX
HAIOJIHUTENEM, y KOTOpPBIX Oblla JOCTUIHYTa KOHEYHas TOuka, OTOMpanu oOpasiibl

ornyxoueli, KoTopble oOpadaTeiBay myTeM (pukcannuy B popMaanHe U 3aJIUBKU NapapuHOM.
Peszynomameoi

Ha ¢urype 4a nokaszano, uro xaxabiii u3 LY75 DM1 u LY75 DM4 nponeMoHCTpupoBa
3HAYUTENIbHYI0 TPOTHBOOMYXOJEBYK) AaKTUBHOCTb M 3HAYUTEIBHO MPOJIOHTHPOBAHHOE
BbDKMBAHHE B KCEHOTPAHCIUIAHTATHON Monenu Jumdombl bepkurra m3 kinerok Raji Ha
mbimax ¢ SCID mo cpaBHEHHIO C KOHTPOJIIMH, T€M He MeHee, no3bl 5 mr/kr LY75 DM4
ObLTM 3HAaUUTENbHO OoJyiee dpdexTuBHBIMU, yeM 103bl 10 mr/kr LY75 DMI, B pesyibrare
4ero y 5 w3 6 Mblieil HaOJromanach IMOJIHAS, HO BPEMEHHAsi perpeccus omyxoju. Bce
00paboTku ObUIM XOPOINO MEePEHOCUMBIMH, W He HAOIIOMANIUCh KIMHUYECKUE TMPU3HAKH
TOKCHUYHOCTH. DTH JaHHbBIEC MO3BOJISIIOT MPeAnonoxuth, uto ADC, nanpasneHnHbsie Ha LY7S,
Hanpumep, LY75 DM1 u LY75 DM4, moryt obecnieuynBaTh KJIMHHYECKU OJAronpUsTHBINA

3¢ eKT npu JIeYeHUH PAKOBBIX MALIMEHTOB-JIFOIEN C HEXOKKUHCKOH JIUM( OMOIA.

TTpumep 17. DddexTHBHOCTE MOHOKIOHAJIBbHBIX aHTUTEN K LY 75, KOHBIOrupoBaHHbix ¢ DM1

U KOHBIOTUPOBAHHBLIX ¢ DM4. B KCEHOTPAHCIUIAHTATHBLIX Monesax Namalwa

Oddextunocts LY75 DMI1 u LY75 DM4 uccnenoBain B KCEHOTPAHCIUIAHTATHONH MOJIETH

¢ moakokHbIM BBeaeHueM Mbimam ¢ SCID knerok Namalwa nmumdomer bepkurra.

UmmyHonepurmutabiM MbimaM ¢ SCID mOAKOXKHO HHOKYJHPOBAIM OIMyXOJIEBbIE KJIETKH
Namalwa  (mumdombr  bepkutra  yenoBeka). OmyxojsiM  naBajid  BO3MOXKHOCTH
cOpMHPOBATHCS, M MBILIEH PaCTIPENENsUTH B AT TPy I 00pabOTKH 1Mo 6 MBILIEH HA TPYIIY.
Korna cpennee 3HaueHne oObeMa OIMyXOJM MOCTHTAJO CpenHero mokasarens 114 MM Ha

TPyIIy, KOKAY Trpymy oOpalaTelBaid OOHUM U3 CIEAYIOIIUX COCOUHEHUH, BBOIHMMBIX
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BHYTPHBEHHO TIIPH YKa3aHHBIX pAo03ax: rpynna | (HanomHuTenb, ¢GochaTHO-COoNeBOH
Oydepnerii pacteop (PBS)); rpynma 2 (LY75 DM1; 10 mr/kr), rpynmna 3 (M30THITHYECKUN
koHTpob-DM1; 10 wmr/kr), rpynma 4 (LY75 DM4; 5 wmr/kr), rpynna 5 (M30TUIUYeCKUi
kOHTpOb-SPBDDM4; 5 mr/kr). OrcnexxuBanu 3HaueHHs mMaccel Tena (BW), mbimeit yacto
OCMATPUBAIM JUIsI OMpPENENIEHUs] COCTOSIHMS 3/I0POBBbSI W HEXKEJATENbHBIX ITOOOUHBIX
3¢} eKToB, U ONMyXOJU U3MEPSIIH J1Ba pa3a B HeAesro. Mplllel noaBeprajin 3BTaHa3uH, KOTAa
UX OIYXOJIM JOCTUTAJM KOHEYHOH TOukHu o0beMa omyxonu 2000 MM’ HITH uepe3 60 nHel, B
3aBHCHMOCTH OT TOTO, YTO MPOHMCXOAMIO NMEpBbIM. DPPEKTHBHOCTD OMPENEIsin, UCXOAS U3
3amepkku  pocta omyxomu (TGD), yBenuueHuss MeOUAHHOTO 3HAYEHUSI BPEMEHH IO
noctiskeHust koHeuHoi Touku (TTE) u ncxons u3 aHanusa ¢ MOMOIIBIO JIOrapU(pMHUIECKOTO
PaHrOBOrO KpUTEPHsl pa3IMuui MO KPUBBIM BbDKHBaemocTu Kamana-Meliepa st Mbllien,
obpaboranubx ADC, mo cpaBHeHHMIO ¢ Mblmamy, oOpabotanHeiMu PBS. V' mepBbix msaTu
KOHTPOJIbHBIX MBbIlIeH, OOpaOOTaHHBIX HAMOJHHUTENEM, Y KOTOPBIX Oblla JOCTUTHYTA
KOHEYHAasi TOUKa, OTOMpanu o0pasibl OnmyxXouei, KoTopble oOpadarbiBaiy myTeM (pukcaryy B

dopmanuHe u 3aUBKY napadhuHOM.
Pesynomamui

Ha ¢urype 4b nokasano, uto kaxaeii u3 LY75 DM1 u LY75 DM4 npoaeMOHCTpupoBa
3HAYUTEIBHYIO TPOTHBOOMYXOJIEBYK) AKTUBHOCTD W MPOJIOHTUPOBAHHE BBUDKHBAHUS B
KCEHOTPAHCIUTAHTAaTHOU Moxenu iuMpombl bepkurra uz kiaerok Namalwa Ha mbimax ¢ SCID
MO CPaBHEHHIO C KOHTPOJISIMU; TeM He MeHee, no3a S5 mr/kr LY75 DM4 Obuia 3HaYUTENBHO
Oonee »ddextuBHol, uem noza 10 wmr/kr LY75 DMI, BbI3bIBas KpaTKOBPEMEHHOE
yMeHbllleHne oO0bema omyxonu. Bce o00paboTku ObUTM XOpOIIO MEPEHOCUMBIMH, U HE
HaOMIONAIMCh  KJIMHUYECKHWE  TPU3HAKH  TOKCHYHOCTH. OTH  JaHHBIE  IO3BOJISIOT
npennonoxuts, yto ADC, HanpasnenHele Ha LY75, nanpumep, LY75 DMI1 u LY75 DM4,
MOTyT OO0ecrne4nBaTh KIMHUYECKH OnaronpusaTHell 3(QekT mnpu JIedeHHH paKoBBIX

MAIMEHTOB-JTIOJIeH C HEXOKKHMHCKON JTMM(OMOi.
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TTpumep 18. DddexkTHBHOCTE MOHOKIOHAJIBbHBIX aHTUTEN K LY 75, KOHBIOrupoBaHHbIXx ¢ DM1

U KOHBIOTUPOBAaHHBIX ¢ DM4. B KCEHOTPAHCILIAHTATHBIX MOJENSX paka [OJKEIYIOYHOHU

JKEJIE3bI

Oddextunocts LY75 DMI1 u LY75 DM4 uccnenoBain B KCEHOTPAHCIUIAHTATHONH MOJIETH
C TIOOKOKHBIM BBeZeHHEM OeCTUMYCHBIM TosibiM Mbimam kietok HPAFII ageHokapiitHOMBbI

MOKETYy IOYHOM KEJE3bI.

NmvmyHONEUIIMTHBIM ~ OECTUMYCHBIM  TOJIBIM ~ MBIIIAM  TOAKOXXHO — HMHOKYJIMUPOBAJIU
onyxonesble kjietku HPAFII (ameHOKapUMHOMBI MOKENyAOYHON JKEeJe3bl YelOBEKa).
OnyxosisaM aBainu BO3MOXKHOCTb C(HOPMHUPOBATHCS, U MbIIIEH PaCHpenensan B MSATh TPy
obpabotku no 6 mbimed Ha rpynmy. Korna cpenHee 3HaueHHe 00beMa OMyXOJIH JAOCTUTANIO
cpenHero mokasatens ~114 MM® Ha Tpymmy, KaxAyi Ipymmy o6pabaThiBamu OXHEM U3
CIEAYIOUINX COEIMHEHHH, BBOJUMBIX BHYTPHUBEHHO IPU YKa3aHHBIX Jo03ax: rpymma 1
(HanonHutens; ¢ocdarHo-coneBoit Oydepubii pactsop (PBS)); rpymma 2 (LY75 DMI;
10 mr/kr), rpynma 3 (uzorunuueckuii koHTposnb-DMI1; 10 mr/kr), rpymma 4 (LY75 DM4;
5 mr/kr), rpymmna 5 (m3otunuueckuii KOHTposib-SPBDDM4; 5 mr/kr). OTcinexuBaiu 3HaUYSHHsI
macchl Tena (BW), Mbliell 4acTo OCMATpUBAIM Uil OTMPENESCHUs COCTOSIHUSL 370POBbsI U
HE’KEeNATEeNIbHBIX MOOOYHBIX 3(PQEKTOB, U OMyXOJH U3MEPSUTU TPU pa3a B Henemo. Mblmei
MOABEPraid 3BTAHA3UH, KOIZa MX OMyXOJH AOCTHrajd KOHEUHOW TOYKH OOBbEeMa OIMyXOJHU
2000 MM® wim yepe3 90 naHel, B 3aBUCMMOCTH OT TOrO, YTO MPOUCXOAWIO MEPBBIM.
D¢ dexTuBHOCT oOmpenensy, ucxons w3 dddexra oOpabOTKM B OTHOLIEHUH OOBEMa
ONMyXOJIU M HCXOAs M3 aHaJU3a C TOMOLIBI) JIOTapHU(PMUIECKOrO PAHTOBOTO KPUTEPHS
paznnuuii Mo KpUBBIM BbUKMBaeMmocTH Kammana-Meiiepa s mbimeit, oopadoranueix ADC,
1O CpaBHEHUIO C Mbimamu, oOpaboranHeiMu PBS. OtOupamn oOpasubl onyxosiei y
KOHTPOJIBHBIX MBIIIEH, 00paOOTaHHBIX HAMOJHUTENEM, H 00padaThiBad MyTeM (PUKCAMU B

¢dbopmannHe U 3aTMBKH NapadHOM.
Pesynomamui

Ha ¢urype 4c mokazano, uro LY75 DMI1 u LY75 DM4 mnposiBisiiM 3HaYUTEIbHYIO U
CXOIHYI0O IO CHJIE TPOTUBOOMYXOJEBYK AaKTHBHOCTb, M TIPU OSTOM HaOIrOIAJIOCh
MPOJIOHTUPOBAHNE BbDKUBAHUS B KceHOTpaHcmuiantaTHoi monenun HPAFII Ha roneix mbimax
MO CPaBHEHUIO C KOHTPOJsiMU. Bce o0paOoTkM ObUTH XOpOIIO TMEPEHOCUMBIMH, U He

Ha6J'II'OI[aJ'II/ICI:> KIIMHUYCCKHE MpU3HAKN TOKCHUYHOCTH. OtH JaHHBIC TIIO3BOJIAOT
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npeanonoxuts, uto ADC, nanpasnennele Ha LY75, nanpumep, LY75 DMI1 u LY75 DM4,
MOTyT 00€CIeunBaTh KIMHUYECKH OJIAarONpUSTHBIN 3(PQEKT Npu JeUeHUH MalHeHTOB-JIF0AeH

C PaKOM IOJIKENTY JOUHOM JKeJe3bl.

TTpumep 19. Db exkTHBHOCTE MOHOKIOHAJIBbHBIX aHTUTEN K LY 75, KOHBIOrupoBaHHbix ¢ DM1

1 KOHBIOTHPOBAHHLIX ¢ DM4. B KCEHOTPAHCILIAHTATHBIX MOJIEJISIX PakKa MOYEBOIO ITy3bIpsI

Odpdextunocts LY75 DMI1 u LY75 DM4 uccnenoBain B KCEHOTPAHCIUIAHTATHONH MOJIETH
¢ noAkokHbIM BBeneHHeM Mblmam ¢ SCID knerok SW780 xapuuHOMBI MOYEBOrO My3bIps

YCIJIOBCKaA.

HMMYHOI[G(I)I/II_II/ITHBIM 6eCTI/IMyCHbIM I'OJIbIM MbIIIIaM IMOAKOXXHO HWHOKYJIMPOBAJIN
onyxonesble kietku HPAFII (ameHOKapLUMHOMBI MOKENyAOYHON >KeJe3bl YelOBEeKa).
OnyxossiM 1aBaJii BO3MOXKHOCTh CHOPMHUPOBATBCS, U MBIIIEH PACHPENeNsiid B MATh TPYIII
obpaboTku mo 6 mbimei Ha rpymnmy. Korna cpennee 3HaueHne o0beMa OMyXOJNU JOCTHUIAJIO

cpenHero mnokasarens ~114 MM

Ha TpyMIy, KKyl rpynmy oOpaOaTblBaly ORHUM W3
CIEAYIOUINX COEIWHEHWH, BBOJMMBIX BHYTPHUBEHHO IPH YyKa3aHHBIX Jo03ax: rpymma 1
(manmosHuTenb;, (Gocdarno-coneBoit Oydepupiii pactsop (PBS)); rpymma 2 (LY75 DMI,
1 mr/kr), rpynma 3 (LY75 DMI; 2,5 wmr/kr), rpymna 4 (LY75 DMI; 5 wmr/kr), rpynna 5
(LY75_DM4; 1 wr/kr)), rpynma 6 (LY75 DM4; 25 wr/kr)), rpynma 7 (LY75 DM4,;
5 mr/kr)), rpymnma 8 (u3ortunuueckudl KOHTponb-SPBDDM4; 5 wr/kr). OtcnexuBaiu
3HayeHuss Maccohl Tena (BW), Mblmeil 4acTo ocMaTpuBaiu UIsl ONPEAETICHUS COCTOSHHS
3I0OPOBbSI M HEXKENATEeIbHBIX MOOOUHBIX 3(P(HEKTOB, M OMyXOJH H3MEPSIIA TPH pa3a B HENEIIO.
Mpimeil moaBepraigy 3BTaHA3UM, KOTAA WX OMYXOJHM JOCTUTATH KOHEYHOH TOYKH OOBeMa
onyxosu 2000 MM’ HTH yepe3 90 nHelH, B 3aBUCUMOCTH OT TOT'O, YTO MPOUCXOAUIIO MEPBBIM.
D¢ dexTuBHOCT oOmpenenmsy, ucxons w3 dddexra oOpabOTKM B OTHOLIEHUH OOBEMa
ONMYyXOJIM M HCXOAs M3 aHAIU3a C TOMOIIBI0 JIOTAapH(PMUIECKOrO PAHTOBOTO KPUTEPHUS
pa3nuuuii Mo KpUBBIM BbDKMBaeMocTH Kammana-Meiiepa mis Mbimeit, oopadoranuaex ADC,
IO CpaBHEHUIO C MbImamu, oOpaboranHeiMu PBS. OtOupamn oOpasubl onyxosiei y

KOHTPOJIBHBIX MBIIIEH, 00paOOTaHHBIX HAIOJHUTENEM, H 00padaThiBaIu NMyTeM (PUKCAUU B

¢dopmanrHe U 3aUBKH NapadUHOM.
Pesynomamur

Ha ¢urype 4d moxazano, uro LY75 DMI1 u LY75 DM4 nposiBisian 3HAYUTEIBHYIO H

CXOOHYHO MO CHJIE TMPOTHUBOOMYXOJICBYHD AKTHBHOCTH, W TIIpU 3STOM Ha6J'IIOI[aJ'IOCb
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MPOJIOHTUPOBAHNE BBIKMBAHUS B KCEHOTPAHCIUIAHTATHON Monenu SW780 Ha rosbix MbIiax
MO0 CPaBHEHUIO C KOHTPOJsiMU. Bce o0paOoTku ObUTH XOpOIIO TMEPEHOCUMBIMH, U He
HaOMIOANCh  KJIMHUYECKHWE  TPU3HAKM  TOKCHYHOCTH. OTH  JaHHBIE  ITO3BOJISIIOT
npeanonoxuts, uto ADC, nanpasnennele Ha LY75, nanpumep, LY75 DMI1 u LY75 DM4,
MOTyT 00eCIeunBaTh KJIMHUYECKH OJArOnpUsTHBIN 3(PQEKT Npu JeUeHUH MalHeHTOB-JII0AeH

C PaKOM MOYEBOTO My 3bIpsl.

TTpumep 20. Db exkTHBHOCTE MOHOKIOHAJIBbHBIX aHTUTEN K LY 75, KOHBIOrupoBaHHbix ¢ DM1

U KOHBIOTUPOBAHHBIX ¢ DM4. B KCEHOTPAHCIIJIAHTATHBIX MOJAEJISIX PaKa MOJOYHOHN JKEJIE3bl

Opdextunocts LY75 DMI1 u LY75 DM4 uccnenoBain B KCEHOTPAHCIUIAHTATHONH MOJIETH

C MOJIKOXKHBIM BBEJIEHHEM OECTUMYCHBIM r'OJIbIM MbIlam kiietok MDA-MB-468.

HmmyHORepUIMTHBIM ~ OECTUMYCHBIM ~ TOJIBIM ~ MBbIIIAM  TOAKOXKHO — MHOKYJIHPOBAJIN
onyxosesple kineTku MDA-MB-468 (Tpukapl HeraTUBHOM aJ€HOKAPLHOMBI MOJIOYHOMN
xKene3bl denoBeka). OmyXossiM  JaBalid  BO3MOXKHOCTH C(POPMHUPOBATBCS, U MBILIEH
pacripenensiii B ceMb rpynn odpabotku mo 10 mbineii Ha rpynmy. Korna cpennee 3HaueHue
o0beMa OMyXOJM JOCTUTAJO CpenHero mnokaszarens 167 MM Ha rpynny, KakAayr TpyImmy
00pabaTbIBaJIN OJHUM U3 CIECAYIOINX COSTUHEHUH, BBOIUMbBIX BHY TPUBEHHO TMPH YKA3aHHBIX
nosax: rpynna 1 (Hamomnutenb, 20 MM cykiunat Hatpus, pH 5,0, 6% tperanoza, 0,04%
nosucopbar); rpynmna 2 (LY75 DM1; 5 mr/kr), rpynma 3 (LY75 _DM1; 10 mr/kr), rpynmna 4
(LY75_DM4; 5 mr/kr), rpynma 5 (LY75 DM4; 2,5 mr/kr), rpymma 6 (LY75 DM4; 1 mr/kr),
rpymnmna 7 (M3otunuueckuii KOHTpoab-DM4; 5 mr/kr). OTcnexuBanyu 3HaAUEHHUs] MacChl TeNa
(BW), Mbieit yacTo oOCMaTpUBAIU AJIs1 ONPEAENIEHHsS COCTOSTHUS 3JOPOBbSI U HEJKENATEIbHBIX
nobo4HbIX 3(P(HEKTOB, W ONMyXOJM HM3MEpsUIH JiBa pa3a B Heneno. Mplmed nonsepraiu
SBTaHA3MH 4yepe3 82 ITHS Mocie HHOKYJISUH OnMyXoian. D(PPeKTHBHOCTD ONPEAEIIsIn, UCXOS
U3 TPOTHUBOOITYXOJIEBOW AaKTHUBHOCTH (CpeoHee 3HA4YeHHWE pasMepa ONyXOJH B TPyIIe
oOpaboTku/CpeHee 3HAYCHHE pa3Mepa ONyXOJM B KOHTPOJNIbHOW rpymnme X 100) u
YBEJIINYCHHUS CPEIHETO 3HAYSHHsI BpeMEeHH 10 NocTikeHus1 KoHeuHoH Touku (TTE) y Mbrmei,
obpaboranabx ADC, no cpaBHeHuUro ¢ Mblmamu, oopadoranasiMu PBS. Otbupanu oOpasiisl
ISITH CaMbIX OOJNBIINX OMyXOJEH OT KOHTPOJBHBIX MbIIIeH, 0OpabOTaHHBIX HAIIOIHUTENEM, B
neHb 71 mocie MHOKYJSIMHM U oOpadarbiBaid MyTeM (QUKcanuy B (HOpMalMHE U 3aJIUBKU

napapuHOM.



10

15

20

25

30

WO 2019/238843 PCT/EP2019/065542
107

Pesynomamur

Ha ¢urype 4e moxazano, uro kaxaelii m3 LY75 DMI1 u LY75 DM4 nemoncTpupoBan
CYLLECTBEHHYIO NMPOTUBOOMYXOJEBYI0 aKTUBHOCTb B KCEHOTpaHCIUIaHTaTHONW Mozaenu MDA-
MB-468 Ha rojbIXx MbIIIAX O CPaBHEHHIO ¢ KOHTpossimu. IIpu ucnons3osanuu LY75 DM4
HaOJIIOIaM 3aBUCUMYIO OT J1O3bl AKTUBHOCTB, NPU 3TOM 2,5 U 5 MI/KI XapaKTepHU30BAINCh
HaMHOTo Oojiee cuibHBIM 3¢ dexToM, ueM 1 mr/kr. Ilpu 5 mr/kr LY75 DMI1 u LY75 DM4
XapaKTEPU30BAINUCH CXOAHOH 3 (EeKTUBHOCTBIO. JITUTENbHBIE PErPecCUr CpeqHero o0bema
onyxonu HaOmoganu B caydae LY75 DM1 nmpu 10 u 5 mr/kr u LY75 DM4 npu S u
2,5 mr/kr. Bce o0paboTku ObuIM XOPOIIO NMEPEHOCUMBIMH, M HE HAOMIONATNCh KIMHUYECKHE
NPU3HAKK TOKCUYHOCTU. DTH JAHHBbIE MO3BOJISAIOT MPEANoNoXuTh, uTo ADC, HampasieHHbIe
Ha LY75, nanpumep, LY75 DM1 u LY75 DM4, moryT obecnieuynBaTh KINHHYECKYIO TOJIb3Y

IpH TCUCHUN I'IaLII/IeHTOB-J'IIOZ[eI\/'I C TPUXKAbI HCTATUBHBIM PaKOM MOJIOYHOH JKeJIe3bl.

ITpumep 21. DdbdEeKTHBHOCTL MOHOKJIOHANBHBIX aHTUTEN K LY 75, KOHBIOTUPOBaHHLIX ¢ DM

1 KOHBIOTUPOBAHHBIX ¢ DM4. B KCEHOTPAHCIUIAHTATHBIX MOJEJSIX paka 000M0YHON U OpsiMOH

KHIIIKH

Odpdextunocts LY75 DMI1 u LY75 DM4 uccnenoBain B KCEHOTPAHCIIAHTATHONH MOIETH
C TIOAKOKHBIM  BBEJEHHMEM OECTUMYCHbIM rojibiM  Mbimiam — kierok  COLO205

aIeHOKAPIIUHOMBI O0OJOYHOHN U MPSIMOHN KUILIKH.

UvmyHONEDUIUTHBIM ~ OECTUMYCHBIM  TOJIBIM ~ MbIIIAM  TOAKOXKHO — WHOKYJIMPOBAJIH
onyxosesbie kietkn COLO205 (aneHOKapMHOMBI 000IOYHOM M MPSMOM KUIIKH YEJIOBEKA).
OnyxoysM aBajiu BO3MOXKHOCTb C(HOPMHUPOBATHCS, U MBIIIEH PACTIPENeNsii B MSATh TPYIIT
obpabotku no 6 mbimel Ha rpynmy. Korna cpenHee 3HaueHHe 00beMa OIMyXOJIU AOCTUTANO
cpenHero mnokasarens 117 MM  Ha Tpymmy, KAy rpymmy obpadaTelBaid OJHUM U3
CNIEAYIOIINX COENWHEHHH, BBOJWUMBIX BHYTPHUBEHHO IPU YKAa3aHHBIX J103ax: rpymma 1
(manmonmHuTeNb;, (GocdarHo-coneBoit Oydepueiii pactsop (PBS)); rpymma 2 (LY75 DMI,
10 mr/kr), rpynna 3 (uzotunuveckuii KoHTposb-DMI1; 10 mr/kr), rpymma 4 (LY75 _DM4;
5 mr/kr), rpynna 5 (M30THIHYEeCKHid KOHTpob-DM4; 5 mr/kr). Bropyro no3y BBOAWIH uepes
IBEHAIIaTh AHEH mocie nepBoil. OTcnexkuBanu 3Ha4eHus1 Maccol Tena (BW), mbimeit gacto
OCMATPUBAIM JUIsI OMNpPENENEHUs] COCTOSIHHMS 3/I0POBbSI W HEXKEJATENbHBIX IMOOOYHBIX
3¢} eKTOB, U OMyXOJU U3MEPSIIH J1Ba pa3a B HeAeNr0. MBIlIel moaBeprajin 3BTaHA31UH, KOTAa

UX OIYXOJIM JOCTUTAJM KOHEYHOH TOukH o0bema omyxonu 1000 MM’ HITH uyepe3 60 nHel, B
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3aBHCHUMOCTH OT TOTO, YTO MPOHCXOAWIO MepBbIM. DPPEKTHBHOCT OMPENeIsuIN, UCXOAS U3
3amep:kku  pocta omyxomu (TGD), yBenuueHuss MEOUAHHOTO 3HAYEHUST BPEMEHH JIO
noctrokeHnst koHeuHor Touku (TTE) u ncxonst u3 aHanmms3a ¢ MOMOIIBIO JIOTapU(PMHIECKOTO
PaHrOBOrO KpUTEpHsl pa3IMuuil MO KPUBBIM BbDKHMBaemocTH Kamnana-Meliepa nist Mbllien,
obpaboranabx ADC, mo cpaBHeHHI0 ¢ Mblmamy, obpaboranneiMu PBS. V' mepsbix msatu
KOHTPOJIBHBIX MBbIIIEH, KOTOPBIX 00palaThiBaiM HOCHUTENEM, MJISi JOCTHD)KEHUS] KOHEYHOMN
TOYKH Opanmu o0pasipl OmyXoJel, KoTopsle ObuIM 0OpaboTansl (ukcanueil GopMaInHOM H

3aJIUTHI MapaUHOM.
Pesynomamui

Ha ¢urype 4f nokazano, uro LY75 DM1 u LY75 DM4 nemoHCTpUpOBaNIU CXOIHYIO
YMEPEHHYK) TPOTHBOOINYXOJIEBYK) AaKTUBHOCTb U IPOJOHTMPOBAHUE BBDKUBAHUS B
KCEHOTPAHCIUIAHTATHOM MOJENH aA€HOKAPLUHOMBI O00IOYHOM U MPSMOM KHIIKU U3 KJIETOK
COLO205 Ha rojpIx Mplax MO0 CPaBHEHMIO ¢ KOHTPOJsIMH. Bce oO6paboTku ObutH XOpOIIO
NePEHOCUMBIMH, M He HaOMIONANNCh KIMHUYECKHE MPU3HAKH TOKCHYHOCTH. OTH JaHHbBIE
NO3BOJIAIOT Npeanonoxutb, uto ADC, HanpasnenHble Ha LY75, nanpumep, LY75 DM1 u
LY75 DM4, moryT obecrieunBaTh KJIMHUYECKYIO TOJB3Y MPU JICYSHUH MAIMEHTOB-IONEH ¢

pakoM 00OJOYHOMN M MPSIMOH KUIIKH.

TTpumep 22. TOKCUYHOCTH, MOHOKJIOHAIBHBIX aHTUTEN K Y75, xoHbIOrupoBanubex ¢ DM1 u

KOHBIOTUPOBAHHBIX ¢ DM4. B OTHOLIEHUH Makak-KpaboemnoB

IlTectp camuoB 00e€3bsiH pacrlpenejsuld B HCCICNOBAHMU MO 2  00e3bsHbI/TpyIIA.
Hanonaurens (PBS), LY75 DM4 (pacweruisiemsrii) win LY75 DM (HepacuiemnsieMblii)
BBONWIM 1ABa pa3a (B neHb | u 1eHb 29) TNOCPEACTBOM BHYTPUBEHHOH WH(DY3HH
NPONOJIKUTENBHOCTBIO 15 MuHyT mpu O wmr/kr/moza (PBS, wamomnutens), 5 wmr/kr/mosa
(LY75 DM4, pacwerusiemprii) w10 wmr/kr/moza (LY75 DMI1, HepaciuensieMblii).
OtOupamn oOpas3mpl KPOBH JUISI TOKCHKOKMHETHYECKHX HCCIENOBAHUHA Nepes HadajoM
BBeneHUs 1103 (neHb 1) uuepes 1, 2, 3, 7, 14, 21 u 28 nreii nocie kaxkaou no3bl. OtOupamm
o0pasubl KpOBU Uil KIMHHUKO-TIATOJIOTUYECKUX AHAJIM30B IEpel HAdajJoM BBEICHHS 103
(menb 1) w uepes 1, 3, 7, 14, 21 u 28 nHeii mocie Kaxmoi 1036l (MOMEHT BpeMeHH 28 mHei
nocye 1-i 103bI TaKKe UCTIOIB30BAJHM B KAYECTBE MOMEHTA BPEMEHHU IE€Pe]] BBEIECHHEM J103bI
s 2-W gosbl). Beex mccnenyeMbIX JKMBOTHBIX TIOZBEPTAM 3BTAaHA3UHM, M IMPOBOIMIH

BCKPBITHE TIOCJEe TOCIeaHero 3abopa KpoBM B AeHb S7. Beimemsyin miasMy KpOBH,
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OTAENEHHYI0 M3 KaXaoro obpasia KpOBH, 3aMOpakuBajiu WM TpaHcroptuposanu B Oxford

BioTherapeutics, Inc. nns ananu3za B otHomeHuu konuerTpanud ADC ¢ momompio ELISA.

Habnronaemble KIMHUKO-TIATOJIOTMYECKHE TPOSIBIICHHS, CBA3aHHbIE ¢ 00paOOTKOH, BKIFOUAIIH
cnabOBBIPAKEHHYIO PEreHepaTHBHYI0 AHEMHUI0 U BpPEMEHHbIE YMEHbBLIECHHsS KOJIUYECTBA
KJIETOK JIEMKOUMTAapHOro mnpoduisi KpoBH, HambOoee CYyIIEeCTBEHHbIE U1 KOJIUYECTBA
HEUTpOohMIOB. AHEMHUIO HAOMIOJANIN KaK y JKUBOTHBIX, 0OpabotanHbX 5 Mr/kr LY75 DM4,
TaK M y OJHOrO M3 JABYX JXMBOTHBIX, oOpaboranHpix 10 mr/kr LY75 DMI1. Tsxenyro
HEWTPONEHHIO C MAKCUMAJIbHBIM CHI)KEHHEM KOJIMYEeCTBA HEUTPO(HIIOB Yepe3 OfHY HENEHo
1OCJIe BBEIEHHUs A03bI U OBICTPOE BOCCTAHOBJIEHHWE WX KOJNMYECTBA HAOJIOAANN Yy BCEX
JKMBOTHBIX; NMPU 3TOM MAaKCHMaJbHOE CHIDKEHHE a0CONIIOTHOIO KOJHYECTBA HEUTPO(UIOB
ObUI0O MEHBIINM Yy JKUBOTHBIX, oOpaboranHeix LY75 DM4. He wnaOmomanu s¢dexkro B
otHoweHnu napamerpos koaryasauuu APTT u PT, cBs3aHHBIX C UCCeNyeMbIM MPEnapaToM.
H3MeHeHNs1 XMMHYECKOrOo COCTaBa ChIBOPOTKM KPOBM BKJIIOYAJIN BPEMEHHOE IOBBILIEHHE
ypoBusi AST, CK, LDH (y | u3 2 XMBOTHBIX B KaXAO# rpymnmne oOpaboTku) u rinolysinHa
nocye BeeneHus 5 mr/kr LY75 DM4 u 10 mr/kr LY75 DM1. Kpome Ttoro, Habmomanu
BpEMEHHOe NOBbIlIeHne ypoBHs ¢epmenta ALT, cnermuduyHOro s medeHu, TOJIBKO Y
JKUBOTHBIX, 00paboTanHbix LY75 DM4. HebGosbluasi pOIOKUTENBHOCTh W/ WM BETMYHHA
NOBBIIIEHUH  MapaMeTpPOB  XHMHYECKOrO  COCTaBa  CBIBOPOTKH  KPOBH  TO3BOJISUTH
NPEATONIOKUTD, YTO OHU HE OTHOCWJIMCH K HEXEJIATeNIbHBIM sIBJICHUsM. [Ipu aHanusze mMouu
OTCYTCTBOBAJIM HAOJIOJaeMble TIPOSIBIICHISI, CBA3aHHBIE C UCCIIEly eMbIM MpernapaTtoM. B xone
o0cyieoBaHus IPU BCKPBITHH MOCTIE 4-HEAENBbHOrO NMEPUOIa BOCCTAHOBJICHHST OTCY TCTBOBAIU
HaOJFIOlaeMble  MaKpOIIATOJIOTHUECKHE TMPOSIBIICHUS, CBsI3aHHbIE C OOpabOTKOH, wWin
U3MEHEHUs] a0COJIOTHBIX M OTHOCHTENbHBIX 3HA4YE€HUH Macchl opraHoB. HaOmonaembie
TUCTONATOJIOTHYECKUE TIPOSIBIICHHSI TOJBKO JUI LIUTOBUIHOW Jkele3bl (M3MEHEeHue
MOP(OJIOTHYECKUX XAPAKTEPUCTHK KOJUIOMIHOTO COMAEPKUMOro B (DOJUTMKYJIAX) U TMOYKH
(paciIupeHHbIe KaHAJIBIBI BO BHELIHEM CJIO€ KOPKOBOTO BEINECTBA) KIACCU(UIIUPOBAIU KaK
XapaKTEPU3YIOIHNECs MUHHMMAJBHON TSKECTBIO, HE CBS3aHHbIE C W3MEHEHHMSMHU IPYTHX
UCCIIElyeMbIX MAapaMeTpPOB;, a TaKXKe HE OTHOCSIIUECS K HEXENATeNbHbIM SIBICHUAM U
UMEIOIINe MHHHMAJIbHYID TOKCHKOJIOTHYECKYHK) 3HAa4uMOCTh. 3akirodeHue. (OOpaboTka
MOBTOPHBIMU JI03aMHU TNPH ABYX no3ax - 5 mr/kr LY75 DM4 wmu 10 mr/kr LY75 DM1
XOpOIIO  MepeHOCUJIach  Makakamu-kpaboemamu. Bce  Habmromaembie  TPOSIBICHUS
TOKCUYHOCTH, CBSI3AHHOH ¢ 00paboTkoH, OpuIH 00paTHMBIMU MOCKE 4-HENENbHOTO Mepruoa

BOCCTAHOBJICHHA.
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TIpumep 23. Ycranosaenue xapakrepuctuk smurona Juisi LY75 Al ¢ mOMOIIBIO aHaJm3a

KOHKVPEHTHOT'O CBSI3bIBAHUS _C HCIIOJH30BAHUEM COPTHPOBKH KJIETOK C aKTHBHUPOBAHHOM

dayopecuenuuent (FACS)

Cnocob

Knerku COLO205 (ATCC, Ne B xaranore CCL-222) oTmemnsiin OT MaTpacoB AJIsi TKAHEBBIX
kyneryp ¢ momompbto CellStripper (Cellgro, Ne B kartamore MT-25-056CI). Knerku
npoMbiBanu U pecycrneHauposanu B Oypepe niust FACS (PBS + 2% FBS), neitrpanuzosanu
MUTATENbHOU cpenon u noacuntbiBanu. Knerku BoiceBanu rnpu 50000 kineTok Ha JyHKY B 96-
JIyHOUHBIN IaHmeT ¢ V-o0pa3HbiM AHOM JyHOK. KieTku mpombiBanmu onuH pas Oydepom
st FACS (PBS (Fisher, Ne B karanore SH30028-03) + 2% FBS). o6asnsian mAb k LY75
(BbIOpanHOe u3 npumepa 1) wmun LY75 A1 B nmyHku npu ucxonHod KoHUeHTpauuu 250 HM, u
OCYLIECTBJISUIN 3-KpaTHbIE CepUiTHbIe pa30aBiIeHus], U BHOCWIN B COOTBETCTBYIOIINE JIyHKH B
TeyeHue 45 MuUHYT Ha Jipay. MccienyeMoe comep:KUMoe JIYHOK, JJIsl KOTOPOro TpeOOoBaHCh
onuH wiu OoJjiee HTANOB OKPALIMBAHMS, MPH HEOOXOIMMOCTH BbiIepkuBaiu B Oydepe mmns
FACS nns obecneueHnss OMHOBPEMEHHOTO 3aBEPIICHHS 3aKJIFOUUTEIBHOTO OKPAIIUBAHMS JIS
BCeX HccienyemMbix ycnosuil. Conmepskumoe nByx JyHOK ¢ Oydepom miast FACS ocrasisiiu

HCOKPAIICHHbIM B Ka4€CTBE KOHTpOJIeﬁ.

IMocne nHkyOupoBaHust ¢ OJOKUPYIOIIMM aHTUTENIOM KJIETKH JBa pa3a MPOMbIBAIH Oydepom
s FACS. Knetku pecycniennuposaiu B Oydepe mist FACS, comepixamem mAb k LY7S,
koubtoruposanHoe ¢ MCC-DM1 (1 HM), u uHKyOupOBaIu Ha JIbAy B TeueHHe 45 MUHYT.
KneTku mnpoMbIBaii, Kak OIMUCAHO BbIe, pecycneHaupoBamu B Oydepe FACS miroc
1 MKI/MJI MBIIIMHBIX aHTHTEN K MAWTaH3MHY M MHKYOHMPOBAJIM HA JIbJy B T€UYeHUE 45 MUHYT.
Knerkn mpoMbIBaiM, Kak OIMHCAHO BbIle, W pecycrneHaupoBamu B Oydepe mius FACS,
cozepsKalieM 2 MKI/MJT aHTUTeNIa KO3bI K Kamma-1enu [g Meiy, korbtoruposanHoro ¢ RPE.
KrneTkn nHKyOMpOBaN Ha JIbAy B T€UEHHE 45 MUHYT, 3aT€M MPOMBIBAJIN, KaK OMUCAHO BBILIE.
Knerku pecycnennupoBaimu B Oydepe FACS mpu 200 mxn Ha nyHky. CpenHee 3HaueHHE
WHTEHCUBHOCTH (DIYOPECHEHUMH [JIsl Kakaoro obpasua OmpeneNsin ¢  TOMOLIBIO
npotouHoro nuromerpa Guava EasyCyte Plus HT (popmaTel 96-myHOYHOrO TUTAHINETA), U

HeoOpaOoTaHHbIE TAaHHBIE aHATH3UPOBAJH ¢ momolnbio Guava Cytosoft.
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Pesynomamur

Ha ¢urype 5a mnokazaHo, 4ro OJIOKHpOBaHHE C WCHONIb30oBaHHEM mMAb k LY7S5,
koHbrOrHpoBanHoro ¢ MCC-DM1, npuBoamio K CHHXKEHHUIO CBsi3biBaHMsA mAb x LY7S.
Anam3 csizbiBaHusa LY75 Al ¢ knerkamu COLO205 nponemonctpuposan, uto LY75 Al
HecrocoOHO OnoknpoBath cBs3biBaHue MAb k LY7S, xorbtoruposannoro ¢ MCC-DMI (em.
¢urypy 5Sb). Takum oOpazom, mMoxkHO ompenenuTb, 4To mAb k LY75 u LY75 Al =He
SIBJISIFOTCS. KOHKYPUPYIOLIUMU aHTUTeNaMu, U npu 3ToM LY75 Al pacnosHaeT OTIMYHBIN U

yHUKaIbHbIN 3ntuTon LY75 no cpaBHeHHto ¢ npyrumu anturenamMu k LY75.

Ilpumep 24. Omnpenenenue  xapakrepuctuk smurona  LY75 Al ¢ nomouipro

MUKPOMATPHUYIHOTO daHAJIM3a MNEIITHIOB.

Cnocob

MukpomMaTpuuHblii aHanu3 nentunos ocymectsisin B LC Sciences, Xbtocton, Texac, nmpu
3TOM, BKpATIE, CIIOCOO BKJIIOYAJ CNENYIOLINE 3TAlbl. CHHTE3HPOBAIM CMEXHBIE 8-MepHbIE
nenTuael Oenka LY75, mepekpbiBarommecss MO OJHOH aMHHOKHCIIOTE, OXBATBIBAIOIIUE
octaTku 216-1666 Genka LY75 mogHOW IJIMHBL, 1 UMMOOHIIM30BAIA HA MHKPOMATPHYHOM
yure. Yun conmep:kal TPU NMaHENH, TaK YTO SKCIEPUMEHT MPOBOIUIHN B TPEX NMOBTOPHOCTSX.
MuxkpomaTpuIly HCCIenoBaau ¢ ucrnonb3oBanueM LY75 Al nns uneHtudukanuy nenTuaos,
C KOTOPBIMH CBSI3bIBAJIOCH AHTUTENO. AHAlM3 CBS3bIBAHUS IMPOBOAWIM MPU CIEAYOLINX
YCJIOBUSIX. MHUKPOMATpPHUILy, COAEpPXKAIIyI0 CMEXHble NEeNTHAbl B TpPeX IOBTOPHOCTSX,
npombiBain 1 mn Oydepa nmnst cessbiBanus npu 4°C B Teuenume 20 MuH. 3arem ee
unkyouposamu ¢ 1 mxr/min LY75 Al B 6ydepe nns ceazsiBanust (pH 7,0) npu 4°C B TeueHue
2 4. Matpuny eme pa3 npombBaiu 0,5 mu npomeiBouHoro Oydepa mpu 4°C B TeueHHe
30 muH., 3aTeM UHKYOUpoBaiH ¢ 25 Hr/mn KoHbiorata aHTurena k IgG yenoseka ¢ Alexa 647
B Oydepe mis cessbiBanus (pH 7,0) mpu 4°C B Teuenune 1 4. Marpuny eme pa3 npOMbIBAJIN

0,5 mi1 mpomeiBouHOTO Oydepa mpu 4°C B reuerne 30 MuH.

3arem Mmatpuly ckaHuposanu npu 635 M u PMT 500 u peructpupoBaiu MHTEHCUBHOCTb
curHana. llentun kimaccu@UUMpPOBANM KakK BBLIBIIIEMbIH, €CIM OH MPUCYTCTBOBAN II0
MeHbLIeH Mepe B 2/3 nomycTtumbix ayonupyromux npod. CpenHo HHTEHCHBHOCTh CHTHANA

1A HOBTOpHOCTefI MPEACTABJIANIN KaK KOHEYHYKO HHTCHCHUBHOCTD CUT'HAJIa.
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Pesynomamur

Kak mokazano Ha ¢urype 6, antureno LY75 Al xapakrepu3oBajoch cCrenu(pUUIHBIM
CBSI3bIBAHUEM C PAIOM MENTUAOB, PACMONOXKEHHbIX HA MaTpulle. MakcuMaibHbIll YPOBEHb
curHana, HaOmomaeMblii Ui cBsisbiBaHusl ¢ LY75 Al, cocraBnsan 25000 (mkana 1-65535),
IIpU O5TOM CPEIHHMHM YypPOBEHb CHUTHAJA JJsi BCEX IIATEH Ha MAaTpULE COCTaBIsI
npubauzuTensHo 885. MHTeHCHBHOCTD curHaia, pasHyro 3000, ycTaHaBIMBalIu B Ka4eCTBE
TOYKU OTcedeHus (oHa, 0OyCIOBIEHHOro HecnenupuuHbIM CBsi3bIBaHMEM. Hcxoms u3
HAaOJIOIaeMOro  ypOBHS ~ MHTEHCHUBHOCTH  CHTHAala  CBSI3BIBAHMS C  AHTUTEIIOM,
UIEHTU(QULMPOBAIM TOTEHIUANbHbIE IOCIENOBATENbHOCTH, OOpa3yIoLIue 3MUTON  JJIs

LY75 Al. Otu obnactu nokaszansl Ha purypax 6a — 6] u nog SEQ ID NO: 22-31.

TIpumep 25. LY75 Al ananus c ocakJIEeHUEM HNENTUIOB

Cnocob
1.1 Ananusz ¢ coocavicoeniiem

PexomOunanTHblii Oenmok LY75 pacimeruisuii myTeM TPUNTUYECKOrO MpoTeosu3a Oeka,

CBSI3aHHOT'O C IpaHyJIaMU

(Promega, CIIIA). Tlony4yeHHble B pe3yJbTaTe paCUICTUIEHUS MENTUObl H3BJIEKATH C
nomoupro kooHku i 3axBata C18 (Thermo Fisher Scientific). 3arem ouunineHHbIe
nentuabl HHKy OrpoBanu ¢ 200 MK rpaHyJ ¢ Oenkom A, ciutbiM ¢ aHTuTenom LY75A1, B
Teuenue Houw npu 4°C. Ha cnemyromuii 1eHb OTOUPAIH HECBA3AHHBIE TIENTHBL, U TIPU 3TOM
rpaHyJiel 1Ba pasza npomsiBaiau 1| mu PBS. Ilentuarel, cBsi3aHHBIE C aHTUTENIOM, 3IIOUPOBAIH
u3 rpanys nyteM ux Harpesanusi npu 90°C B 100 Mk PBS B Teuenue 5 munyT. IToBTOpsim

3TOT 3Tal 3IIOUPOBAHUS.
1.2 Macc-cnexkmpomempus

OO0pa3upl  aHANM3MPOBAIM C TOMOINBK  JKUAKOCTHOW  Xxpomarorpadgum C  Macc-
cnekTpoMeTrpueil ¢ ucnonb3oBanueM cucreMbl Waters nanoACQUITY UPLC, ocHaineHHoOM
konorkoi nanoACQUITY UPLC BEH 130 C18, 75 mkm x 250 mm (186003545) u LTQ
Orbitrap Velos (Thermo Fisher Scientific). Ilentuael smoupoBaiii ¢ HUCHONIB30BAHHEM
rpajlieHTa C yBeJMYeHHEM KoiudyecTBa aueroHutpuna ot 3% no 35% mnpu ckopocTH

300 un/muH. B Tewyenme 120 wmwuH. [lodyyamum ™acc-CEKTpbl B PEXHUME IOJHOTO
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CKaHUPOBaHUs MpU pazpewmaromei crnocodnoctn 60000 B mmamasone maccel 400-2000
Macca/3apsia ¢ ucnojs3oBanueMm Orbitrap. B kaxkgom nmkiie orbupanu nBaguaTh MENTHIIOB,
XapaKTePU3YIOUINXCs HauOOJbIel HHTEHCUBHOCTBIO, Uil CKaHupoBaHui nocpeactsom CID
MS/MS B nuHEHHONW HMOHHOH JIOBYIIKE C HAHOPACIBUINTENbHBIM HCTOYHHKOM HOHOB,

yYCTaHOBJIEHHBIM Ha TpUdope.
1.3 Ananusz amMuHOKUCIOMHOT NOCIE006AMENIbHOCHIU NENMUOA

HeoOpaGoranHble naHHble, mNOJNy4YeHHble ¢ wucnonb3oBanueM LTQ Orbitrap Velos,
oOpabaTbiBaJii C TOMOINBIO MporpaMMmHOro obecneuenns Mascot (Matrix Science), B
KoTOpoM ucrnonbzyercs aaroput™m Mowse (Curr Biol. 1993 Jun 1;3(6):327-3) nnst BbIBeAeHHS
HOCJIEIOBATENIbHOCTEH aMHMHOKHCIIOT, MUCXOAsl M3 Habopa NMHKOB, NMyTeM IOHCKa mo 0Oase
JTAHHBIX IOCJIEIOBATEILHOCTENA, COCTOSIIIEH u3 Ensembl
(http://www.ensembl.org/index.html), IPI (www.ebi.ac.uk/IPI/IPThuman.html) u SwissProt
(http://www.uniprot.org) BMecTe C TMOCJIEIOBATEIbHOCTAMU OEJIKOB-KOHTAMHHAHTOB.
Kpurepun wnneHTHOUKAMM TNENTUAOB BKIKOYAIM pACLICIVICHHE TPHUIICHHOM, 1O 2
OTCYTCTBYIOLIMX CANTOB pAacLICIUIEHHsT W pas3jndHble OHOJOTMYECKHE U XHUMHUYECKHe
mMoaudukanuy (OKUCIEHHbI METHOHHMH, MOIU(UKALUS UCTenHa ¢ noMoibsio MMTS wnu
Homateramuna U GpochopuIMpoOBaHIe CEPUHA, TPEOHHHA M TUPO3HHA). [lenTuabl, KOTOPHIM
npucBauBanu panr | npu oxunaemom 3HaueHuu 0,05% uny MeHble, CTEIEHU COBIMAACHUS

cnektpos 28 wiu Gosblire, 3arpyskanu B 6aszy naHHsix OGAP.
1.4 Pacnosunasanue nenmuoos, accoyuuposannvix ¢ LY75

B cnocobe wunentudukammu LY75 wucmonb3oBamu  TMENTUOHBIE IMOCIENOBATEIHLHOCTH,
MOJIy4eHHBIE HSKCTIIEPUMEHTAIbHBIM MYTEM C IMOMOIIBI) MAaCC-CIIEKTPOMETPHUH, KaK OMHUCAHO
BBbIIIE, BCTPEYANOINMXCS B MNpUpoAe OENKOB 4YeloBeKa Uil HASHTU(DUKALUU U
YIOPSAOYUBAHUS KOAUPYIOIIMX 3K30HOB B OMyOJIMKOBAHHON Nr€HOMHOMN MOCIIEOBATETPHOCTH
YeJI0BeKa. JTH 3KCIIEPHMEHTAIBHO ONPEAESICHHbIE MTOCIEI0BATEIbHOCTH CPABHUBAIH ¢ 0a30i
nanaabix OGAP®, xotopasi Obula CKOMITWJIMPOBaHA MyTeM OOpaOOTKH M MHTErpaluud Macc
nenTuaoB, CcurHatyp nentunoB, EST wu  o0menocTymHBIX — JaHHBIX — T€HOMHBIX

NOCJIEIOBATEIBHOCTEH, KaK OMUCAHO B MEXIYHAPOAHOH maTeHTHOH 3assBke W(02009/087462.
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Pesynomamur

PesynpraTel aHanm3a C COOCaXAEHUEM MENTUAOB C WCIOJb30BaHMeM aHTUTena LY75 Al
nokasasbl B Tabnune 1 Hwke u Ha ¢urype 7. IlenTuael, KOTOpble OBUTH HAEHTU(HULIUPOBAHBI
npu o00OMX »SIIOUPOBaHUAX TmenTuaoB la u 1b B amamuse ¢ coocaxkneHneM U B
MHUKPOMAaTPUYHOM aHAlW3€, CUYUTAINCh HaubOoyiee BEPOSATHbIMU KaHAMIATAMU IS

o0Opa3oBaHMsI SIUTOIA.

Ta6J'II/ILIa 1. CDaBHeHI/Ie OKCIICPUMEHTOB C MHKPOMATPHUYHBIM _adHAJIM30M MHNCHTHUAOB H

COOCAKACHUEM NIENITHIOB

SEQ ITentun, naeHTHGUIMPOBaHHBIN ¢ ToMowIbo | IlenTua, naeHTUPUIMPOBAHHBIN C
ID NO: MHUKPOMAaTPUYHOI'O aHAJIN3A TIOMOILBIO aHAJIN3a C OCAXKIAECHUEM

Ob6nactb 1 (amuHOKHCTOTHI 609-618) -

Ob6nactb 2 (aMHUHOKHUCIOTHI 651-662) -

40 Ob6nactb 3 (amuHOKHCIOTHI 761-780) GWHFYDDR (765-772)

41 Ob6nactb 4 (amuHOKUCTOTHI 883-901) ISEWPIDDHFTY SR(877-890)

42 FPVTFGEECLYMSAK(896-910)

43 Obnacte 5 (amuHOKHCcIOTH 1029-1040) ELTYSNFHPLLVSGR  (1030-
1044)

44 Ob6nactb 6 (amuHOKHCHOTHI 1077-1093) HFVSLCQK (1084-1091)

45 Ob6nactpb 7 (amuHOKHCHOTHI 1107-1118) QTLQNASETVK (1099-1109)

Ob6nactpb 8 (amuHOKUCTOTHI 1368-1378) -

Ob6nactb 9 (amuuHOKUCTOTHI 1518-1528) -

Ob6nactpb 10 (amuHOKHCHOTHI 1535-1554) -

Tabnuua 1 mokas3piBaeT, YTO psAN MEPEKPBIBAOIIMXCS MENTHAHBIX oOmacteit LY75 Obun
UIEHTUQULUMPOBAH KaK B MHUKPOMATPUYHOM aHAJHM3€ TENTHAOB, Tak W B 000HX
smoupoBanusx la u 1b B amammse ¢ ocaskaeHneM nentunoB. CUUTANOCh, YTO 3TH 00JIACTH €
HanOoJbIIEH 1oJIeH BEPOSITHOCTU COAEPIKAT STHTOI, pacro3HaBaeMblil anturenom LY75 Al,
NOCKOJIbKY OHH cCBsi3biBatoTC ¢ LY75 Al mnpu wuccrnenoBaHuM € TIOMOLIBIO 00X

HCIOJIB3Y EMbIX METOAUK.
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TTpumep 26. Cunepretnuyeckue komOunaimu LY75 DM4 u BeHeTOKIaKkca

Psan axtuBupoBaHHbIX B-knerounbix mmHuit auggysnoit B-knerounoit mumdomsr (ABC-
DLBCL) (. e. knerounsie quaun U2932, HBL1, OCI-Ly10, TMDS8) noasepranu B TeueHHe
72 qacoB BO3AEHCTBUIO Bo3pacTaromux 103 LY75 DM4 (t.e. 18,75 — 37,5 - 75 — 150 — 300
— 600 — 1200 HM) nubo otnenpHO, TMOO B KOMOMHALIMM C BO3PACTAIOIIUMHU J1O3aMH
BeHeToksakca (0,64 — 3,2 — 16 — 80 — 400 — 2000 — 10000 HM). 3a 3TUM ClieJOBAJI aHAITU3 C

ucnionb3oBanneM MTT [3-(4,5-mumernnruazonun-2)-2,5-audeHnnrerpazonopomuna).

ITokasarens agnuruBHoctH Chou-Talalay (C.1.) Mor ObITh OLIEHEH C UCTIOJB30BAaHUEM MMAKeTa
Synergy R (Preclinical versus Clinical Drugs Combination Studies. Chou TC. Leuk.
Lymphoma. 2008;49(11):2059-2080). On obecrieunBaeT KOJUYECTBEHHOE OIpEeNIeHIe
cuiabHOro cuneprmsma (< 0,3), cuneprusma (0,3-0,9), anautusHOrO 3¢ ¢exra (0,9-1,1) wmn

AHTarOHM3Ma/OTCYTCTBUS OnaronpusitHoro ¢ dexra (> 1,1).

I'paduxu anredbpanueckux oneHok CI mo oTHOmeEHHIO K PpakIOHHOMY 3((PEKTy pa3IHIHbIX
no3 LY75 DM4 B koMOMHAaLMM C BEHETOKJIAKCOM B OTHOIIEHHH PA3JIMYHBIX KJIETOYHBIX

muanii ABC-DLBCL noka3ansl Ha ¢purypax 8-11.

OOGocHOBBIBaIOLIME NaHHbIE MPHUBEAEHBI B Tabnuuax 2-5 Huwke. («PpakuponHbiil ddpdexr» —
3T0 3¢ ¢eKT N03bl JEKAPCTBEHHOIO CPEACTBA WJIH, B JAHHOM Clly4ae, KOMOWHALMU ABYX
Pa3HBIX 103 JIEKAPCTBEHHBIX CPEACTB B OTHOLIECHUH JKU3HECTTOCOOHOCTH KieToK. Cm. «Drug
combination studies and their synergy quantification using the Chou-Talalay method», Chou
TC Pak Res. 2010 Jan 15; 70(2):440-6. doi: 10.1158/0008-5472.CAN-09-1947. Epub 2010
Jan 12; «Evaluation of combination chemotherapy: integration of nonlinear regression, curve
shift, isobologram, and combination index analyses», Zhao L1, Wientjes MG, Au JL. Clin
Cancer Res. 2004 Dec 1; 10(23):7994-8004 u «Computerized quantitation of synergism and
antagonism of taxol, topotecan, and cisplatinagainst human teratocarcinoma cell growth: a
rational approach to clinical protocol design», Chou TC1, Motzer RJ, Tong Y, Bosl GJ. J Natl
Cancer Inst. 1994 Oct 19; 86(20):1517-24).
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Tabmuua 2. Tlokasarens agaurusHoct Chou-Talalay (CI) pazmuubsx no3 LY75 DM4 B

KOMOMHALIMU ¢ BEHETOKJIAKCOM B OTHOLIEHUU KjiaeToyHoi jiuauu U2932 ABC-DLBCL.

Ne Benerokaakc (HM) LY75_DM4 (u1M) Cl
1 0,64 18,75 0,228628
2 3,2 18,75 48390,23
3 16 18,75 0,832871
4 80 18,75 48571,11
5 400 18,75 1,283932
6 2000 18,75 4,300007
7 0,64 37,5 0,20187
8 3,2 37,5 0,158138
9 16 37,5 0,162302
10 80 37,5 0,359423
11 400 37,5 1,063934
12 2000 37,5 4,016023
13 0,64 75 0,240453
14 3,2 75 0,318658
15 16 75 0,269793
16 80 75 0,449203
17 400 75 1,319344
18 2000 75 4,535702
19 0,64 150 0,668392
20 3,2 150 0,503223
21 16 150 0,368141
22 80 150 0,78697
23 400 150 1,229211
24 2000 150 4,080756
25 0,64 300 0,674222
26 3,2 300 0,614852
27 16 300 0,471318
28 80 300 0,612392
29 400 300 1,0508
30 2000 300 2,887408




WO 2019/238843 PCT/EP2019/065542
117
31 0,64 600 0,398468
32 3,2 600 0,269578
33 16 600 0,215265
34 80 600 0,262392
35 400 600 0,482253
36 2000 600 1,556613
37 0,64 1200 0,311401
38 3,2 1200 0,201658
39 16 1200 0,131998
40 80 1200 0,143223
41 400 1200 0,264552
42 2000 1200 0,889985

Tabauua 3. ITokazarens agautuBHocTH Chou-Talalay (CI) paszmuubsx no3 LY75 DM4 B

KOMOMWHAIIMY C BEHETOKJIAKCOM B OTHOWEeHuH kiaerounon iuaun HBL-1 ABC-DLBCL..

Ne Beneroxnakc (HM) LY75 DM4 (uaM) Cl
1 0,64 18,75 0,060475
2 3,2 18,75 0,066231
3 16 18,75 0,072936
4 80 18,75 0,103875
5 400 18,75 0,2431
6 2000 18,75 0,723887
7 10000 18,75 2,513073
8 0,64 37,5 0,2091
9 3,2 37,5 0,126913
10 16 37,5 0,130206
11 80 37,5 0,181304
12 400 37,5 0,257498
13 2000 37,5 0,723106
14 10000 37,5 2,455379
15 0,64 75 0,307332
16 3,2 75 0,251612
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17 16 75 0,235462
18 80 75 0,185182
19 400 75 0,304787
20 2000 75 0,717305
21 10000 75 2,213852
22 0,64 150 0,429262
23 3,2 150 0,324116
24 16 150 0,379524
25 80 150 0,276266
26 400 150 0,341981
27 2000 150 0,641475
28 10000 150 1,688396
29 0,64 300 0,530256
30 3,2 300 0,558872
31 16 300 0,48397
32 80 300 0,427943
33 400 300 0,411042
34 2000 300 0,581318
35 0,64 600 0,81368
36 3,2 600 0,7166

37 16 600 0,688208
38 80 600 0,539914
39 400 600 0,447228
40 2000 600 0,576687
41 10000 600 0,927968
42 0,64 1200 1,462271
43 3,2 1200 1,463631
44 16 1200 1,240995
45 80 1200 0,962969
46 400 1200 0,699419
47 2000 1200 0,834858
48 10000 1200 1,20449
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Tabmuua 4. Tlokasarens agaurusHoct Chou-Talalay (CI) pasmuubsx no3 LY75 DM4 B

KOMOMHALIMU ¢ BEHETOKJIAKCOM B oTHowmeHuu kiaeroynoit imauu OCI-LY 10 ABC-DLBCL.

Ne Benerokaakc (HM) LY75_DM4 (u1M) Cl
1 0,64 18,75 0,358713
2 3,2 18,75 0,390664
3 16 18,75 0,528223
4 80 18,75 0,519535
5 400 18,75 0,48347
6 2000 18,75 0,449909
7 0,64 37,5 0,76338
8 3,2 37,5 0,792829
9 16 37,5 0,863246
10 80 37,5 0,849432
11 400 37,5 0,842251
12 2000 37,5 0,83696
13 0,64 75 1,620332
14 3,2 75 1,497024
15 16 75 1,52695
16 80 75 1,247205
17 400 75 1,03465
18 2000 75 0,679064
19 0,64 150 2,591237
20 3,2 150 2,543499
21 16 150 2,319816
22 80 150 2,028179
23 400 150 1,529779
24 2000 150 1,245879
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Tabmuua 5. Tlokasarens agaurusHoct Chou-Talalay (CI) pazmuubsx no3 LY75 DM4 B

KOMOMHALIMY ¢ BEHETOKJIAKCOM B OTHOLIEHUU KjiaeToyHoi imauu TMD8 ABC-DLBCL..

Ne Beneroknakc (HM) LY75_DM4 (aM) Cl

1 0,64 18,75 3,857478
2 3,2 18,75 0,280543
3 16 18,75 0,384029
4 80 18,75 0,317572
5 400 18,75 0,746108
6 2000 18,75 1,517033
7 10000 18,75 5,015455
8 0,64 37,5 0,563791
9 3,2 37,5 0,501728
10 16 37,5 0,518688
11 80 37,5 0,54784
12 400 37,5 0,769738
13 2000 37,5 1,419712
14 10000 37,5 5,250996
15 0,64 75 1,002662
16 3,2 75 0,925877
17 16 75 0,941806
18 80 75 0,952971
19 400 75 1,073273
20 2000 75 1,592762
21 10000 75 4,559974
22 0,64 150 1,564785
23 3,2 150 1,540005
24 16 150 1,522806
25 80 150 1,396608
26 400 150 1,273743
27 2000 150 1,376175
28 10000 150 0,217978
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HHOCJEAOBATEJBHOCTH
SEQ
ID Onucanue IMocaenoBaTe/IbHOCTH
NO

EVQLVESGGGLVKPGGSLRLSCAASGFTYSNAWMSWVRQ

1 A.x. Al VH | APGKTLEWVGRIKSKTDGGTTDYAAPVQGRFTISRDDSKN
TLYLQMNSLKTEDTAVYYCTIFGVVSFDYWGQGTLVTVSS
DVQMTQSPSSLSASVGDRVTITCRASQSISDYLSWYQQRPG

2 A.x. Al VL |KAPNLLIYAASNLKTGVPSRFSGSGSGTDFTLTISTLQPEDF
ATYYCQQSYRSPWTFGQGTKVEIKR
gaggtgcagctggtggagtctgggggagacttggtaaageccgggggggtceccttagactct
cctgtgcagectetggettcacttacagtaacgectggatgagetgggtecgecaggetecag

3 Hyxneoruner | ggaaggggctggagteggttegccgtattaaaagcaaaactgatggtgggacaacagacta

Al VH cgctgecaccegtgcaaggeagattcaccatctcaagagatgattcaaaaaacacgetgtatct
gcaaatgaacagcctgaaaaccgaggacacagecgtgtattactgtacgatttttggagtggtt
agctttgactactggggccagggaaccctggtcaccgtetectca
gacgtccagatgacccagtctecatecteectgtetgeatctgttggagacagagtcaccatca
cttgccgggcaagtcagageattagegactatttaagttggtatcagcagagaccagggaaa

4 Hyxneotunsl | gcccctaacctectgatctatgetgeatccaatttaaagactggggteccatcaaggttcagte

Al VL gcagtggatctgggacagatttcactctcaccatcageactctgcaacctgaagattttgcaac
gtactactgtcaacagagttacaggtccccgtggacgttcggecaagggaccaaggtggaa
atcaaacga

A K.

> Al _VH CDRI NAWMS

A k.

6 Al VH CDR2 RIKSKTDGGTTDYAAPVQG

A k.

7 AL VH CDR3 FGVVSFDY

A k.

8 AL VL CDRI RASQSISDYLS

A k.

9 AL VL CDR2 AASNLKT

10 A K QQSYRSPWT

Al VL CDR3

VH3[3- EVQLVESGGGLVKPGGSLRLSCAASGFTFSNAWMSW VRQ

11 15/DajAL1 APGKGLEWVGRIKSKTDGGTTDYAAPVKGRFETISRDDSKN
TLYLQMNSLKTEDTAVYYCTTTTVT

12 JH4 YEDYWGQGTLVTVSS
DIQMTQSPSSLSASVGDRVTITCRASQSISSYLNWYQQKPG

13 012 KAPKLLIYAASSLQSGVPSRFSGSGSGTDFTLTISSLQPEDF
ATYYCQQSYS

14 K1 WTFGQGTKVEIKR
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15

LY75 (DEC-
205)

MRTGWATPRRPAGLLMLLFWFFDLAEPSGRAANDPFTIVH
GNTGKCIKPVYGWIVADDCDETEDKLWKWVSQHRLFHLH
SQKCLGLDITKSVNELRMFSCDSSAMLWWKCEHHSLYGA
ARYRLALKDGHGTAISNASDVWKKGGSEESLCDQPYHEIY
TRDGNSYGRPCEFPFLIDGTWHHDCILDEDHSGPWCATTL
NYEYDRKWGICLKPENGCEDNWEKNEQFGSCYQFNTQTA
LSWKEAYVSCQNQGADLLSINSAAELTYLKEKEGIAKIFWI
GLNQLYSARGWEWSDHKPLNFLNWDPDRPSAPTIGGSSCA
RMDAESGLWQSFSCEAQLPYVCRKPLNNTVELTDVWTYS
DTRCDAGWLPNNGFCYLLVNESNSWDKAHAKCKAFSSDL
ISIHSLADVEVVVTKLHNEDIKEEVWIGLKNINIPTLFQWSD
GTEVTILTYWDENEPNVPYNKTPNCVSYLGELGQWKVQSC
EEKLKYVCKRKGEKLNDASSDKMCPPDEGWKRHGETCY
KIYEDEVPFGTNCNLTITSRFEQEYLNDLMKKYDKSLRKYF
WTGLRDVDSCGEYNWATVGGRRRAVTFSNWNFLEPASPG
GCVAMSTGKSVGKWEVKDCRSFKALSICKKMSGPLGPEE
ASPKPDDPCPEGWQSFPASLSCYKVFHAERIVRKRNWEEA
ERFCQALGAHLSSFSHVDEIKEFLHFLTDQF SGQHWLWIGL
NKRSPDLQGSWQWSDRTPVSTIIMPNEFQQDYDIRDCAAV
KVFHRPWRRGWHFYDDREFIYLRPFACDTKLEWVCQIPKG
RTPKTPDWYNPDRAGIHGPPLIIEGSEYWFVADLHLNYEEA
VLYCASNHSFLATITSFVGLKAIKNKIANISGDGQKWWIRIS
EWPIDDHFTYSRYPWHRFPVTFGEECLYMSAKTWLIDLGK
PTDCSTKLPFICEKYNVSSLEKYSPDSAAKVQCSEQWIPFQ
NKCFLKIKPVSLTFSQASDTCHSYGGTLPSVLSQIEQDFITSL
LPDMEATLWIGLRWTAYEKINKWTDNRELTYSNFHPLLVS
GRLRIPENFFEEESRYHCALILNLQKSPFTGTWNFTSCSERH
FVSLCQKYSEVKSRQTLQNASETVKYLNNLYKIIPKTLTW
HSAKRECLKSNMQLVSITDPYQQAFLSVQALLHNSSLWIG
LFSQDDELNFGWSDGKRLHFSRWAETNGQLEDCVVLDTD
GFWKTVDCNDNQPGAICYYSGNETEKEVKPVDSVKCPSPV
LNTPWIPFQNCCYNFIITKNRHMATTQDEVHTK CQKLNPK
SHILSIRDEKENNFVLEQLLYFNYMASWVMLGITYRNKSL
MWFDKTPLSYTHWRAGRPTIKNEKFLAGLSTDGFWDIQTF
KVIEEAVYFHQHSILACKIEMVDYKEEYNTTLPQFMPYED
GIYSVIQKKVTWYEALNMCSQSGGHLASVHNQNGQLFLE
DIVKRDGFPLWVGLSSHDGSESSFEWSDGSTFDYIPWKGQ
TSPGNCVLLDPKGTWKHEKCNSVKDGAICYKPTKSKKLSR
LTYSSRCPAAKENGSRWIQYKGHCYKSDQALHSFSEAKKL
CSKHDHSATIVSIKDEDENKFVSRLMRENNNITMRVWLGL
SQHSVDQSWSWLDGSEVTFVKWENKSKSGVGRCSMLIAS
NETWKKVECEHGFGRVVCKVPLGPDYTAIAIIVATLSILVL
MGGLIWFLFQRHRLHLAGFSSVRYAQGVNEDEIMLPSFHD

16

Al _VH FRI1

EVQLVESGGGLVKPGGSLRLSCAASGFTYS

17

Al VH FR2

WVRQAPGKGLEWVG

18

Al VH FR3

RFTISRDDSKNTLYLQMNSLKTEDTAVYYCTI

19

Al VH FR4

WGQGTLVTVSS
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20 Al VL FR1 | DVQMTQSPSSLSASVGDRVTITC
21 Al VL FR2 | WYQQRPGKAPNLLIY
2 Al VL FR3 | GVPSRFSGSGSGTDFTLTISTLQPEDFATYYC
% Al VL FR4 | FGQGTKVEIKR
24 LY75, 609-618 | WEVKDCRSFK
25 LY75, 651662 | PASLSCYKVFHA
26 | LY75,761-780 | PWRRGWHFYDDREFIYLRPF
27 LY75, 833-901 | DDHFTYSRYPWHREPVTEG
28 LY75,1029- | RELTYSNFHPLL

1040
29 LY7156913O77' FTSCSERHFVSLCQKYS
30 LY7151’ 118107' TVKYLNNLYKII

LY75, 1368-

31 R EAVYFHQHSIL
32 LY75, 1518- KKLSRLTYSSC

1528
33 LYT5, 1335~ | NGSRWIQYKGHCYKSDQALH

1554

34

LY75, 877-901

ISEWPIDDHFTYSRYPWHRFPVTFG

35

LY75, 1099-
1118

QTLQNASETVKYLNNLYKII

36

LY75, 883-892

DDHFTYSRYP

37

LY75, 1077-
1091

FTSCSERHFVSLCQK

38

Al H

(aMHUHOKHCIIOTA)

MEWSWVFLFFLSVTTGVHSEVQLVESGGGLVKPGGSLRLS
CAASGFTYSNAWMSWVRQAPGKI'LEWVGRIKSKT

DGGTTDYAAPVQGRFTISRDDSKNTLYLQMNSLKTEDTAV
YYCTIFGVVSFDYWGQGTLVTVSSASTKI'PSVFPLAP

SSKSTSGGTAALGCLVKDYFPEPVTVSWNSGALTSGVHTF
PAVLQSSGLYSLSSVVTVPSSSLGTQTYICNVNHKPSNT

KVDKKVEPKSCDKTHTCPPCPAPELLGGPSVFLFPPKPKDT
LMISRTPEVTCVVVDVSHEDPEVKFNWYVDGVEVHN

AKTKPREEQYNSTYRVVSVLTVLHQDWLNGKEYKCKVSN
KALPAPIEKTISKAKI'QPREPQVYTLPPSREEMTKNQV

SLTCLVKITFYPSDIAVEWESNGQPENNYKTTPPVLDSDGSF
FLYSKLTVDKSRWQQGNVFSCSVMHEALHNHYTQK

SLSLSPGK
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MSVPTQVLGLLLLWLTDARCDVQMTQSPSSLSASVGDRV
TITCRASQSISDYLSWYQQRPGKAPNLLIYAASN

LKTGVPSRFSGSGSGTDFTLTISTLQPEDFATYYCQQSYRSP

39 AlL WTFGQGTKVEIKRTVAAPSVFIFPPSDEQLKSGT
(AMMHOKHCIOTA) | ) 633/ | NNFYPREAKVQWK VDNALQSGNSQESVTEQDS

KDSTYSLSSTLTLSKADYEKHKVYACEVTHQGLS
SPVTKSFNRGEC

40 (765-772) | GWHFYDDR

" (877590, ISEWPIDDHFTYSR

42 (896-910) | FPVTFGEECLYMSAK

43 (1030-1044) | ELTYSNFHPLLVSGR

44 (1084-1091) | HFVSLCQK

45 (1099-1109) | QTLQNASETVK

46 Jlunkep Gly-Phe-Leu-Gly

ITepeyenn noc/ex0BaTEILHOCTEH B NPOU3BOJIbLHOM TeKCTOBOM (hopmate

SEQ ID NO: 38 <223> Tspkenast uens Al

SEQ ID NO: 39 <223> Jlerkas uenb Al

SEQ ID NO: 46 <223> Jlunkep

SEQ ID NO: 47-157 <223> Ilentun

SEQ ID NO: 159-201 <223> Ilentun




10

15

20

WO 2019/238843 PCT/EP2019/065542

dopmyna nzodpereHust
1. dapmarneBTuieckass KOMOWHALMS, COAEPIKALIAsT:

(A) antureno k LY75 unam ero aHTUT€HCBS3BIBAIOIIYIO YaCTh, KOTOPBIE KOHKYPHPYIOT 3a
cBsi3biBaHue ¢ LY75 ¢ aHTHTENOM, comepikaliuM BapHaOeNbHYI0 OONACTh TSDKEJION LelH,
COZIepIKaIIyI0 AMUHOKUCIIOTHYIO TIOCJIEA0BATENbHOCTD, NpeAcTaBiaeHHy0 nmox SEQ ID NO: 1,
U BapualenbHYI0  OONacTb  JIETKOH  [emu,  COAEPKAIlyld  aMHHOKHCIOTHYIO

MOCJIEIOBATENbHOCTD, peAcTaBieHHyo nox SEQ ID NO: 2;
nin

arTuTeno Kk LY75 unm ero AHTUT'CHCBA3BIBAIOIYIO YaCTh, IIPHU 5TOM YKA3aHHBIC aHTHUTECJIO UJIN

YaCTh COIEPIKaT:

a) BaprabesbHy 0 00J1aCTh TSIKENOH Lemu, KOTOpasi CONEPIKUT:
i) mepsyto VhCDR, cogepxamyro SEQ ID NO: 5;
i1) BTopyto vhCDR, conepskamyto SEQ ID NO: 6; u
ii1) Tperbto VhCDR, conepskamyto SEQ ID NO: 7; u

b) BapuabenbHYO 00J1aCTh JIETKOH eMH, KOTOpasi COAEPIKHUT:
1) mepyto VICDR, conepskamyro SEQ ID NO: 8;
i1) BTopyro VICDR, cogepskamyto SEQ ID NO: 9; u
ii1) Tpersto VICDR, conepxkamyro SEQ ID NO: 10;

rae HeoOsi3aTeNnpHO JroOble onHa win Oonee w3 BbimeykasaHHbIXx SEQ ID NO He3aBucumo
NPeayCMaTPUBAIOT OJHY, JBE, TPHU, YEThIPE WU IMSATh AMUHOKHUCJIOTHBIX 3aMeH, NOOABIECHUI

WIHN AeJICIUM;

(B) BeHeTokakc uim ero papMaleBTHIECKH MPHEMIIEMYIO COJIb,
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rae papmaneBTHdeckas KOMOMHALMS TPEACTaBieHa B (hOopMe KOMOMHUPOBAHHOTO TperapaTa
IJIE  ONHOBPEMEHHOTO,  Pa3feNbHOrO WM [OCIENOBATENbHOIO  MPHUMEHEHMS,

NpeATIOUTUTCIIBHO JIA JICHCHUS paKa.

2. ®dapmanepTryeckas komOuHauwms 1o 1. 1, rae modsie ogHa wiu 6onee u3 SEQ ID NO:
5-10 He3aBUCHUMO MNPEAYCMAaTPUBAIOT OAHY, ABE, TPHU, YETBIPE WU MSITh KOHCEPBATHBHBIX

AMHWHOKHCJIOTHBIX 3aMCH.

3. dapmaneBTryeckass KomOMHaLMs 110 11. 2, re modbie ogHa wiu 6onee u3 SEQ ID NO:
5-10 He3aBUCHMO MpPEAyCMATPUBAIOT OJHY WIM [B€ KOHCEPBATHUBHbBIE AMUHOKUCJIOTHBIE

3aMCHBI.

4. dapmaneBTrdeckasi kKoMOuHanus o jrobdomy u3 mm. 1-3, rae antureno k LY75 wnu

€ro aHTUI€HCBA3bIBAKOIIAsA YaCTh COACPIKAT!

(1) BapuabenbHyO OOJNACTh TSDKEOW LIeNH, XapaKTEePU3YyIOMIYCs 1Mo MeHbined mepe 80%,
85%, 90%, 95%, 99% unu 100% UAEHTHYHOCTHIO AMHUHOKHCIIOTHOH TOCIEI0BATEIBHOCTH C

SEQID NO: 1; u

(i1) BapuabenbHYK OOJNACTH JIETKOM LIENH, XapaKTePU3YIOLIYyKCs Mo MeHblel mepe 80%,
85%, 90%, 95%, 99% wunu 100% HUAEHTUYHOCTHE) AMHUHOKUCIIOTHOMN IMOCJIEN0BATEILHOCTH C

SEQ ID NO: 2.

5. dapmareBTuyeckass KOMOMHauusi mo JroOomy u3 mm. 1-4, roe anturteno k LY7S

COEPIKUT;

(1) TsDKENYIO 1eTb, XapaKTepu3yoInycs mo MeHbiei Mepe 80%, 85%, 90%, 95%, 99% unu

100% MaeHTUYHOCTHEIO aMUHOKUCIIOTHON nociaenosarenbHocT ¢ SEQ ID NO: 38; u
2

(1) Jerkyro 1emnb, XapakTepusyromyrocs no MeHbiei mepe 80%, 85%, 90%, 95%, 99% wnu

100% uneHTHYHOCTHI0 aMUHOKHUCJIOTHON nocaenoBaTebHOCTU ¢ SEQ ID NO: 39.

6. dapmarnesTuyeckass KOMOMHauus mo JroOomy u3 mm. 1-5, roe antureno k LY7S

npeacTaBisieT coOol uenoBeueckoe MOHOKIIOHanbHOe [gG1-anTurerno.

7. dapmarnepTuieckass KoMOMHALMS 110 Jr0OoMy m3 min. 1-6, rae antureno k LY75 wmn
€ro aHTUI'€HCBS3bIBAIOLIAS YaCTh AOMOJIHUTENBHO COAEPIKAT KOBAJIEHTHO NMPHUCOECAUHEHHYIO

(YHKIMOHATIBHY IO YaCTh.
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8. dapmarneBTuyeckass KOMOMHALMS MO M. 7, TA€ yKa3aHHas (PyHKUHMOHANbHAs YacThb

npencTaBisieT co00it JJeKapCTBEHHOE CPEICTRO.

9. dapmanieBTHYECKasT KOMOWHALWS TIO M. 8, Iie yKa3aHHOE JIEKAPCTBEHHOE CPENCTBO

npencTasisier COO0H MalTaH3MHOW WJTH €0 MPOU3BOIHOE.

10. dapmaneBTHYECKass KOMOWHALMS TO M. 9, rAe yKa3aHHOE JIEKAPCTBEHHOE CPENCTBO

npencrassier codoit DM4 wiu DM1.

11.  ®apmanesruyeckass komOuHamms no jobomy u3 mm. 1-10, roe (A) w/wmm (B)
JOTIOJTHUTEIBHO TNPEAyCMATPUBAIOT OAHO WK Oojee M3 (papMaleBTUYECKH NPUEMIIEMbBIX

pas3OaBuTesel, BCIOMOTaTENbHBIX BELIECTB UM HOCUTENEH.

12.  ®apmanesruyeckas koMOuHauusi no jrodomy u3 mm. 1-11, roe dapmaneBTHUecKas
KOMOMWHAIMS MpeACcTaBlieHa B opMe KOMOMHHMPOBAHHOIO MpernapaTta JJisi OJHOBPEMEHHOTO,
pasmenpHOro  WJIM  TOCJTENOBATEIbHOTO  NPUMEHeHus g Jedenus  auddysHon

KpyHHOKJIEeTOYHOH B-xnerounoii tumdomsl (DLBCL) ninyn HeXOMKKUHCKON JTUM(OMBI.

13. dapmaneBruyeckass KoMmOWHamms 1o JmodoMy wu3 . 1-12,  momosHHMTENBEHO
coacpxaiasd MHCTPYKIHUHU OJIA JICUCHUA paKa Y NalueHTa, HY X KAAIMErocs B TaKOM JICUCHUH,

nyTeM BBeneHus (A) u (B) marmenTy.

14. Crnoco0® JnedyeHuWss paka Yy TalMeHTa, BKJIIOYAOIIUNA  BBEAEHHE MAIUEHTY,
HYKAIOLIEMYyCsl B 3TOM, OTHOBPEMEHHO, MOCJIEIOBATEIBHO WIH Pa3IeiIbHO TEPANEBTHUECKU
5 PEKTUBHBIX KOJUYECTB KOMIOHEHTOB (A) m (B) ¢apmaueBTHUECKOW KOMOMHALMHU IO

mobomy u3 . 1-11.

15. Cnocod mo m. 14, rme aurtureno Kk LY75 unu ero aHTUreHCBS3LIBAIOIIAS 4YaCTh

MHTEPHAIU3YOTCS KJIETKOM, skcnpeccupyromeit LY75.

16. Cnoco0 mo 1. 14 wmu 1. 15, roe antureno k LY 75 unu aHTUTEHCBSI3bIBAOINAS YaCTh

COACPKAT KOBAJICHTHO NMPUCOCANHEHHOE KOHBOTHUPOBAHHOE JICKAPCTBEHHOEC CPEACTBO.

17. Crmocod mo mn. 16, rme KOBaJIEHTHO NPHUCOCOUHEHHOE KOHBIOTHPOBAHHOE

JIEKapCTBEHHOE CPEACTBO MPECTABIISIET COO0H MalTaAH3MHOU/, MPEANOYTUTEIbHO DM4.

18. Cmocob mo mobomy u3 mm. 14-17, rme pak mpexncraeiser coboii Auddy3HyO

KPYIHOKJIETOuHY 10 B-xierounyto mumpomy (DLBCL) nnr HEXOMKKUHCKYO JTUMQPOMY .
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19. dapmarnesTryeckast KOMOMHALWS 110 IF0OoMy 13 . 1-11 auis npuMeHeHus B JIEYeHUN
paxa, rae koMroHeHThI (A) u (B) omHOBpeMeHHO, pa3aenbHO WIH MTOCISIOBATEIbHO BBOISTCS

NMaUCHTY AJIA JICUHCHUS paKa.

20. dapmaneBTHueckass KOMOMHAIMS TSI IPUMeHeHus 1o 1. 19, rae antureno k LY75

WJIM €r0 aHTUT€HCBSI3bIBAOLIAS YACTh HHTEPHAIU3YHOTCS KIETKOM, SKcrpeccupyromeit LY7S.

21. dapmanepTuyeckass KOMOMHALMS ISl IpUMeHeHus 1o 1. 19 unu 1. 20, rae aHTUTeNno
kK LY75 wunum aHTUreHCBA3BIBAKOLIAs YacTb COAEPKAT KOBAJEHTHO MPUCOCIAUHEHHOE

KOHBIOTUPOBAHHOC JICKAPCTBECHHOEC CPEACTBO.

22. dapmanesTuyeckass KOMOMHALMSA JUIsI IPUMEHEHus mo modomy w3 mm. 19-21, rne
KOBAJIEHTHO NPUCOEIMHEHHOE KOHBIOTMPOBAHHOE JIEKAPCTBEHHOE CPENCTBO IPEACTABIISAET

co00it MalTaH3MHOM, MPEANOYTHTENbHO DM4.

23. dapmaneBTHYECKasT KOMOMHALMS U IPUMEHEHUsI 1o modoMy u3 . 19-22, rae pak
npexacrassier codoit quddysHyro kpynHokiaeTounyo B-knetounyro gumpomy (DLBCL) nunu

HEXOJKKHUHCKYIO JTUM(POMY .

24. ITpumenenne komnoHeHToB (A) u (B) dapmaueBTudeckoii KOMOMHALIMU 1O JIFOOOMY
w3 mm. 1-11 B mnonyueHnn (apmaueBTHUECKOH KOMOWHALMU JJisi  OJHOBPEMEHHOTO,

pa3acibHOTO UKW MOCJICAOBATCIIBHOIO NPUMEHECHUA JIA JICUHCHHSA paKa.

25. IIpumenenne no n. 24, rae antureno k LY75 unu ero aHTUreHCBsA3bIBAIOIAS 4aCTh

MHTEPHAIU3YOTCS KJIETKOM, skcnpeccupyromeit LY75.

26. Ilpumenenue no n. 24 unum n. 25, rae antuteno k LY 75 uin aHTUreHCBs3bIBArOIIAs

HaCTb COACPKAT KOBAJICHTHO NMPUCOCAMHCHHOC KOHBOTUPOBAHHOEC JICKAPCTBEHHOE CPEACTBO.

27. Ilpumenenne mno mn. 26, rA€ KOBAJIEHTHO TMPUCOEAUHEHHOE KOHBIOTMPOBAHHOE

JIEKapCTBEHHOE CPEACTBO MPECTaBIIsIeT COO0H MalTaAH3MHOU/, MPEANOYTUTEIbHO DM4.

28.  Ilpumenenue mo jrobomy u3 mm. 24-27, roe pak mpeactaBisieT codoit auddys3Hyo

KPYITHOKJIETOuHY 10 B-xierounyto mumpomy (DLBCL) nny HEXOmKKUHCKYO TUMQPOMY .

29. dapmarneBTryeckast KOMOMHAIMS 110 JIF0OOMY 13 miL. 1-11 1y1st npUMEHEeHHs! B Teparnun

WK 11 NIPUMEHCHUSA B KQYCCTBE JICKAPCTBCHHOI'O IIperapara.
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SEQ ID No: 11 EVQLVESGGGLVKPGGSLRLSCAASGE TE SNAWMSWVRQAPGKGLEWVGRIKSKTDGGTT
SEQ ID No: 1 EVQLVESGGGLVKPGGSLRLSCAASGEF TY SNAWMSWVRQAPGKGLEWVGRIKSKTDGGTT

SEQ ID No: 12 = —o oo

KAKKKKRKRKKAKAAAA I KA A A RRAKN A AR g KA A I AAAA R I AR AR AR AR AR AR A A I F A Ak kK

SEQ ID No: 11 DYAAPVKGRFTISRDDSKNTLYLOMNSLKTEDTAVYYCTTTTVT ——————————————-~
SEQ ID No: 1 DYAAPVQGRFTISRDDSKNTLYLOMNSLKTEDTAVYYCTIFGVVSFDYWGQGTLVTVSS
SEQ ID No: 12  mmmmmmm e YFDYWGQGTLVTVSS
******:******************************** KKKKKAKK KK KK KKk )k
OUI'YPA 1
SEQ ID No: 2 DVQMTQSPSSLSASVGDRVTITCRASQSISDYLSWYQQRPGKAPNLLIYAASNLKTGVES
SEQ ID No: 13 DIQMTQSPSSLSASVGDRVTITCRASQSISSYLNWYQOKPGKAPKLLIYAASSLQSGVPS

SEQ ID No: 14 = ——— oo

SEQ ID No: 2 RFSGSGSGIDFTLTISTLQPEDFATYYCQQS YRSPWTFGQGTKVEIKR
SEQ ID No: 13 RFSGSGSGTIDFTLTISSLOPEDFATYYCQQSYS———————————————
SEQ ID No: 14  ——mmmmmmm e WIFGQGTKVEIKR

****************:*************** KKKk KKkKKkKKkKk Kk Kk

3AMEHSIOIINN JIUCT (ITPABUJIO 26)
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¢ BemecrBa, cesi3bBaroue LY 75
(BeIecTBa, HE CBS3BIBAIOIINE
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