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aHTutena (A) MM MX AHTHTCHCBA3BIBAKOIIMC YACTH, HAMPABJICHHBIC NMPOTHB LY 75, u (B) BEeHETOKIAKC;
CrmocoObI MOJyYeHHs (hapMALCBTHUSCKUX KOMOMHALMA M CHOCOOBI JcUCHHUA 3a00JCBAHMM, TAKHX Kak
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Breaenne

Hacrosmee n3o0pereHue B LEIOM OTHOCHTCS K 00J1aCTAM HMMYHOJIOTHH U MOJIEKYJSIpHOH Ouonoruu. bo-
Jee KOHKPETHO, B JAHHOM JOKYMCHTE NPEACTAaBICHbI (JapMaLeBTHUECKHE KOMOWHALIMH, COACPIKAIIUE AHTHTENA
(A) WM UX AHTUTCHCBS3BIBAIOIIUC YACTH, HAMPABICHHBIC MpoTuB LY 75, u (B) BEHETOKIAKC, CIIOCOOBI MOJTyYe-
HUA (papMALEBTHUECKUX KOMOWHALMIA H CIIOCOOBI JICUeHHs 3a0071€BAHHH, TAKMUX KAK BHIBI PaKa, ONMOCPEIOBAH-
HBIE JKCIIPECCUEN HITH AKTUBHOCTBIO LY 75.

IIpeanocsbLIKN H300peTeHust

Buas neiiko3a U muM(OMBI MPUHAJICKAT K OOIIHPHON TPYIIIC OMYXOJICH, KOTOPBIC MOPAXKAKOT KPOBB, KO-
CTHBIH MO3T H TUM(OUTHYIO CHCTEMY ; OHH H3BECTHBI KAK OIMY X0 M KPOBETBOPHOU M THM(POUTHON TKAHCH.

Jlnm¢oma npencTaBaseT coO0H IpymIy OMyXOoJeH U3 KIETOK KPOBH, KOTOPbhIE Pa3BHBAKOTCH H3 TUMQOIM-
TOB. [IpH3HAKH M CHMITOMBI MOTYT BKJIFOYATh YBEIMUYCHHBIC THUM(pATHUECKUE Y3IIbI, XKAp, MOTCHUE, HEMPEIHA-
MEPEHHYIO NMOTEPIO0 MACCHI TENA, 3y H MOCTOSHHOE OLIyINEHUE YyCTanocT. CyIuecTByeT psax noATHHOB TuMdo-
MBI. AByMs OCHOBHBIMH IpynmnaMu 1uM$pom seiastrorcs tuM@ombl XomxkuHa (HL) 1 HeX0PKKUHCKUE JTUM(DOMBI
(NHL). BecemupHas opranuzanus 3apasooxpaHenus (WHO) BrmovaeT aBe ApyrHe IPyIbl B KAaUeCTBE THIIOB
TMM(OMBI. MHOXKECTBEHHYI0 MHEJIOMY M UMMYyHoOnpoaudeparusHble 3a001eBanus. [IpubnusurexsHo 90% Bu-
JIOB JIUM(POMBI ABJITFOTCSA HEXOHKKHHCKHUMHU JTIUM(OMAMH,

Jleiixo3 mpeacraBseT co0oi rpymmy (HopM paka, KOTOPBIE OOBIMHO MOSBILIFOTCS B KOCTHOM MO3TY U MPH-
BOT K OOJIBIIOMY KOJHYECTBY AHOMAJBHBIX OCNBIX KPOBSHBIX Teael. CHMITOMBI MOTYT BKJIFOYATh IPOOIEMBI
KPOBOTEUCHUS H KPOBOIOATEKOB, OLIYIICHHUE YCTAJIOCTH, JKap U YBEIWYCHHBIH PHCK HH(ekuui. Takue cummro-
MBI NMPOSIBISTIOTCS W3-32 HEXBATKH HOPMAJBHBIX KJIETOK KPOBH. JIHArHOCTHKY, KAaK IMPABUIIO, OCYIIECTBILIIOT MO-
CPEICTBOM aHAIM30B KPOBH HJIM OHONCHH KOCTHOrO Mo3ra. CyIuecTByeT YeThIpe OCHOBHBIX THIIA JICHKO3a: OCT-
poiii muMpoOmacTHeIN neiko3 (ALL), ocTpeiii MuenouaHslii neiko3 (AML), XpoHuueckuit TuMQpOLHUTAPHBIH
neiiko3 (CLL) u xpoHuueckuit MHeToHIHbIH neiko3 (CML), a Taxoke psa MEHee paCpOCTPAHEHHBIX THIIOB.

JleyueHue BHUIOB JEHKO3a H TMM(OMBI MOXKET BKJIIOYATh OJHO MM 00JIeC M3 XHMHOTEPAIUH, JIyYCBOH Te-
panuy, HANPABICHHOW TEPANMU U XUPYPTUHU (M TPAHCIJIAHTALMIO KOCTHOTO MO3ra B CIy4ae BHIOB JICHKO03a).
Yenex neueHus Neiko3a 3aBUCHT OT THIIA JIEHKO3a W BO3pacTa manueHTa. Pesynsrar neyeHus 1uMQpoMBbl 3aBH-
CHUT OT MOATHUIA, IPH 3TOM HEKOTOPBIE ABIIAFOTCS M3ICUHMBIMHU, H B OOJIBIIHHCTBE CJIy4YaeB JICUCHUE yBEIHUHBA-
€T BbDKHBACMOCTb.

PaHee nus nedeHHs BUIOB JE€HKO3a MPUMCHSIH P XHMHOTEPANEBTHUECKHX CPEACTB, BKIIHOYAS ITPCTHU-
30H, BHHKPHCTHH, AaHTPALMKIHHBL, L-acnaparuHasy, mukiodochaMun, METOTPEKCAT, 6-MepKanTomypuH, ¢y aa-
PaOHH, MEHTOCTATHH U KIAAPUOMH. X MMHOTEPANEBTHUCCKUE CPEACTBA I JICUCHHA BHIOB JUM(OMBI BKIIOUA-
10T 1MKI0(ochaMua, THAPOKCHIAY HOPYOUIIMH (TAKKE U3BECTHBIH KaK JOKCOPYOUIIMH HIIM APHAMHULIMH), OHKO-
BUH (BUHKPHCTHH), IIPETHU30H, MPEIHH30JIOH, OJCOMHUIIMH, JAKAPOA3HH, 3TOMO3U U MPOKAPOA3HH.

KoMOHHHpOBAaHHAA XHMHOTEPAIHS BKIFOUACT JCYCHUE NMALMEHTA ABYMS MM O0Jiee pa3IMUHBIMH JICKapCT-
BCHHBIMH CPEJCTBAMH OJHOBPEMEHHO. JIeKapCTBEHHBIC CPEICTBA MOTYT PA3IHYATHCI HX MEXAHU3MOM JCHCTBUA
4 noO6oyHbIMH 3 pekramu. Hauboaplee NpeUMyIIEeCTBO TAKOTO MOIX0AAa COCTOUT B COKPALICHUU 0 MHHHMY-
Ma IIAHCOB PA3BHTHA YCTOHUHBOCTH K KAKOMY-JHOO OJHOMY cpeacTBy. KpoMe TOro, n1ekapCTBEHHBIE CPEACTBA
YACTO MOKHO NMPUMECHATHh B MEHBIIUX 033X, CHWKAsI TOKCHYHOCTh. BHIbI KOMOWHHPOBAHHON Tepamuu A Jie-
yeHus O0ose3HH X0pKKkMHA BKo4aroT MOPP (MycTapreH, BUHKPUCTHH, MPOKapOa3uH, NpeJHu30J0H) 1 ABVD
(moxcopyOHLMH, OJCOMHULMH, BUHOIACTHH, JakapOa3uH). Buasl KOMOMHHPOBAHHOW TCpANUH /I JICUCHHUS HE-
XOMKKUHCKOH mMpomsl BmroyaroT CHOP (uukiodocdhamun, TOKCOPYOHLMH, BUHKPHCTUH, MPeaIHU3010H). C
YYETOM KOJIMYECTBA JIEKAPCTBCHHBIX CPEACTB, KOTOPHIC H3BECTHBI BCJICACTBHE MPUMEHEHHS I JICUCHUS BHIOB
JeHK03a U TMM(OMBI, KOJTHUYECTBO NMEPECTAHOBOK M KOMOHHAIMHA BO3MOJKHBIX BUAOB JICUCHHS JICKAPCTBEHHBIMU
CPEACTBAMH OINPEICICHHO ABIACTCA 00npImM. KpoMe TOro, BhIIIEYKa3aHHBIE BUIbI KOMOMHMPOBAHHOW TEpa-
IIHH HE MPETyCMATPHBAKOT AHTUTEIL

Ocraercsi, 0AHAKO, MOTPEOHOCTh B HOBBIX BHJAX JICUCHHS BHIOB JECHKO3a M THM(OMBI, H B YACTHOCTH B
3 peKTHBHBIX BUAAX KOMOMHUPOBAHHON Tepanuu. JIuMQpouTapHbIii aHTUreH 75 NEHCTBYET B KQ4ECTBE JHIO-
IUTUPYIOLIECTO PELENTOPA, HANPABIIOMIETO 3aXBAUCHHBIC AHTHICHbI H3 BHEKJICTOYHOTO IPOCTPAHCTBA B CIie-
IHATM3UPOBAHHBIH AHTHICH-MPOLECCUPYIOIMH KOMIIAPTMEHT, U, KaK IOJIATaloT, BHI3BIBAECT CHHIYKCHHUE ITPOJIH-
¢epauun B-mumponutoB. Sxcnpeccus TUM(POIUTAPHOTO AHTUTCHA 75 HAOMFOIAIACh MPH PAKE ITOIKEITy JOYHO I
JKEJIC3bI, SMYHUKA, MOJIOYHOH JKEJIe3bI, 000J0YHOM M MPSAMOH KHUIUKH, MHILEBOAA, KOXKH, IIUTOBHIHOM KEJIC3bI H
JIETKOTO (HEMEJKOKJICTOYHOM), 4 TAKOKE IMPH MHOXKECTBEHHOM MHEJIOME MU MHOTHX Pa3JIMYHBIX MOATHIAX JHUM-
(oMbl u neiko3a. B W02009/061996 packpbIThl BbIICJICHHBIC MOHOKJIOHAJIBHBIC AHTUTENA, CBA3BIBAOILUECS C
DEC-205 (LY75) 4yenoBeka, 4 COOTBCTCTBYIOIIMEC KOMIO3HIMH U MOJICKYJIBI HA OCHOBE AHTHTEH. Tarke pac-
KpPBITHI ()apMaLEBTHYCCKUE KOMITO3HIHH, COACPKAINME AHTHTENA, a TAKXKE TCPANEBTHYCCKUE H JHATHOCTHYC-
ckue crocoOs! mpumeHeHus antuten. B W02008/104806 packpsiTsl apUHHBIC pearcHThI, ClIOCOOHBIE K CBA3BI-
BaHmO ¢ LY75, i mpuUMEHEeHUs NMpH JieueHUH Wi npodunakruke paka. B W02015/052537 packpbIThl KOH-
KPCTHBIC BBIICJICHHBIC AHTUTEIIA, CIIOCOOHBIC K CBA3BIBAHUIO C LY 75, U X MPUMEHCHHE NMPHU JICUCHHH PA3JIHY-
HbIX (OPM paka.

BeHeToKIaKC ABIACTCS HU3KOMOJCKYSPHBIM JICKAPCTBEHHBIM CPEACTBOM JJI1 HEPOPATIBbHOTO NMPHMEHE-
HHS, KOTOPOE OJOKHPYET aHTHANONTOTHYECKHH Oenok B-kierounoit numdomsr-2 (Bcl-2), yto mpuBoIuT K 3a-
MPOrpaMMHPOBAHHOHN rHOeIH KiIeToK. OH NMOKA3aH MPH XpOoHHUYEeCKOM JuMponuTaproM neikose (CLL) y mauu-
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€HTOB CO creuu(HUecKON XPOMOCOMHOH anoManueii (aeneuust 17p). B 2015 rony Ynpasnenue no caHHTapHO-
My HAJ30py 32 KQUECTBOM ITHIIEBBIX MPOAYKTOB M MeaukamMeHToB CIIA (FDA) mpHCBOMIO BEHETOKIAKCY CTa-
TyC NPUHIMIIHAIBHO HOBOTO TEpANEBTHUYECKOTO mpemapara it mammeHToB ¢ CLL, y KOTOphIX ObIT penuaus
WJIH OHM OBLITH HEBOCITPUUMUHBBI K MPEAbITYIEMY JCYCHHIO H HMEJIM FTEHETHUECKYO0 MYyTALUIO C aeneruei 17p.

B Hacrosiee BpeMs OOHApYKEHO, YTO KOMOMHALMM ONpPEJCICHHBIX aHTHTEN K LY75 ¢ BeHeTOKJIaKcOM

JEMOHCTPUPYIOT CHHEPTETHUECKHE PE3YIbTAThl MPH JCUCHUH TUM(POM.
KpaTkoe onncanne nzodpereHust

B oxHOM acnekrte Hacrosiee H300peTeHHe MpeayCcMaTpuBaeT (apMaLEeBTHYECKY0 KOMOHHALMIO, COIEp-
KA 0!

(A) antureno k LY75 uam ero aHTUT€HCBA3BIBAOILYK) YACTh, KOTOPHIC KOHKYPHPYIOT 33 CBA3BIBAHHEC C
LY75 ¢ aHtuTenoM, comepkamuM BapuaOCIbHYI0 00JACTh TSDKEIOH LEMH, COACPXKAILYK) AMHHOKHCIOTHYHO
NOCJICA0BATEIBHOCTD, MpeAcTaBncHHy0 noAa SEQ ID NO: 1, u BapuabebHY 0 00JaCTh JIETKOH LEmH, COACpkKA-
LIYI0 AMHHOKHUCIIOTHYHO NMOCJIEI0BATEIbHOCTD, MpeacTasicHHy0 nod SEQ ID NO: 2; umu

aHTuTes0 K LY 75 uiu ero aHTUreHCBA3bIBAOLIY IO YaCTh, MPU 3TOM YKA3aHHOE QHTHTEJIO COACPIKHT:

a) BapualeNbHY0 00JaCTh TSDKEION LEMH, KOTOPAst COACPIKHT:

1) mepsyro VhCDR, comepsxanryro SEQ ID NO: 5;

i1) Bropyro VhCDR, coaeprkamyro SEQ ID NO: 6; u

1ii) Tpetpro vhCDR, conepxamnyro SEQ ID NO: 7; u

b) BapuabembHyH0 007aCTh JETKOH LIEIH, KOTOPAs CONCPKHUT:

1) mepsyro VICDR, copepxamryro SEQ ID NO: 8;

ii) Bropyto VICDR, coaepxauryro SEQ ID NO: 9; u

iii) Tpetsro VICDR, conepkanryro SEQ ID NO: 10;

rae HeoOs3aTeabHO MoObIe 0HA MM 0osee u3 BbimeykazaHHslx SEQ ID NO nezaBHCHMO mpegycMaTpu-
BAIOT OJHY, JBE, TPH, YETHIPE MM IATh AMHHOKHCIIOTHBIX 3aMEH, JOOABICHUH WIIH ACICUHUH; U

(B) BeHETOKIAKC HiTH €70 (hApMALCBTUUCCKH MPUEMIIEMYIO COJIb;,

rae ¢apmaneBTHUECKAss KOMOWHALMS MPEACcTaBieHa B JopMe KOMOMHHPOBAHHOTO IPEHApara Uil OJHO-
BPEMEHHOT0, PA3JCIBbHOTO HIIH IOCICI0BATCIbHOTO IIPHMEHCHHA.

B oaHOM BapuaHTE OCYINECTBICHHA AHTUTENO K LY 75 UM €ro aHTUIeHCBA3BIBAIOILAA YAaCTh COACPIKAT Ba-
pHaOCIbHYHO 00/IacTh TsDKENOH ueny, comepkamyr 1, 2 wm 3 CDR, BrIOpaHHBIC W3 TPYIIBL, COCTOSALICH U3
CDR, coaepxamux SEQ ID NO: 5, 6 u 7, u/unu BapuabeIpHy 0 001acTh JICTKOH LEemH, coaepskamyro 1, 2 iy 3
CDR, BeiOpaHnHbic u3 rpynmsl, cocrosmei u3 CDR, coaepxxanmx SEQ ID NO: 8, 9 u 10.

B HEKOTOPBIX BapHAHTAX OCYLICCTBICHMA aHTHTENa K LY75 cesaseiBatorcs ¢ LY75 (SEQ ID NO: 15) u
CIOCOOHBI K HHTEPHAIH3ALMH KJICTKOH, 3kcnpeccupyromen LY 75.

B apyrom BapuaHTe OCymieCTBICHMS aHTHTENO K LY 75 comepkur 001aCTH, ONpeIe/IIOIHEe KOMILIEMEH-
tapHoCcTh (CDR), unu BapuabempHbie 00macTu (VR) TOKENBIX M/MIM JCTKUX LEMCH KOHKPETHOTO AHTUTEIA,
OIMCAHHOTO B JAHHOM JOKYMCHTE (HampHMeEp, YIOMHHAEMOTO B JAHHOM JOKyMeHTe Kak "LY75 Al"). Coot-
BETCTBCHHO, B OJJHOM BAPHAHTE OCYIUCCTBICHUA aHTHTENO k LY75 comepxxut momenst CDR1, CDR2 u CDR3
BapuadenpHOH o0nacTu Tsokenoi uenu (VH) anrurena LY75 Al, umeronieli nociae10BaTeIbHOCTD, MOKA3AHHYHO
nog SEQ ID NO: 1, w/umu aomenst CDR1, CDR2 u CDR3 BapuabemsHO¥M oOmactu jaerkoit wmemu (VL)
LY75_Al, umeromeii mocaeaoBaTeabHOCTh, nokasanHy moa SEQ ID NO: 2.

B gpyrom Bapuanrte ocymecTBacHusa aHTHTena k LY75 ceaseiBarorcsa ¢ LY75 yenoBeka u coaepkar Ba-
pHadeIbHYH0 001acTh TsDKeoi nenu, coaepxkanryro SEQ ID NO: 1, w/umn ee KOHCEpBAaTHBHBIC MOIU()UKALUH
MOCJIEIOBATEILHOCTH. AHTHTEIO0 MOXET JOMOJHHUTEIBHO COACPKATh BAPHAOCIbHYIO 00IACTh JETKOH LIETH, CO-
npepxkamryro SEQ ID NO: 2 u/unu ee KOHCEpBAaTHBHBIC MOIU(DUKAIMH MOCICI0BATE THHOCTH.

B nomonHuTEeHOM BapHaHTE OCYLIECTBICHUA aHTHTENa K LY75 cBaseBarorca ¢ LY75 yenoseka u co-
JICP’KaT BAPUAOCTBHYHO 00JACTh TSKEIOW LEMH M BapHAOCTBHYIO 00JACTh JISTKOW LEMH, COACPKAIUC aMUHO-
KHCJIOTHBIC MOCJIEA0BATECILHOCTH, mpeacTasieHHbie o SEQ ID NO: 1 u/unu 2 COOTBETCTBEHHO, H HX KOHCEP-
BaTHBHBIE MOJU(PUKALMH MTOCJIEIOBATCILHOCTH.

AHTHTENA, COACpKaIiUC BAPUAOCTBHBIC OOJACTH TSDKCIBIX M JICTKHX LEMCH, XapaKTCPU3YHOIMUECS MO
MmeHbLIeH Mepe 80%, uau mo MeHbmel Mepe 85%, wm no mMessiueii Mmepe 90%, unu mo MeHbmeH mMepe 91%,
WM 10 MeHbIueH Mepe 92%, umu no MeHbiueii Mmepe 93%, wiu mo MeHpInei Mepe 94%, UM MO MEHbLICH Mepe
95%, iy mo MeHbIIEH Mepe 96%, unu mo MeHbIIeH Mepe 97%, uau no MeHbIICH Mepe 98%, MM MO MEHBIICH
Mepe 99%, unu OoJbIIEH MACHTHYHOCTBIO IOCIECIOBATCIBHOCTH C JFOOOH M3 BBILICHPUBEICHHBIX IOCICIOBA-
TEJIBHOCTEH, TAKOKE BKJIFOUCHBI B HACTOsIIEE H300peTeHHe. IIpoMerKy TOUHbIE THANA30HbI BBIICYKA3aHHBIX 3HA-
YEeHUH, HanpuUMep, BapHadeabHble 00JACTH TSDKEIBIX U JISTKHX LETCH, XapaKTepU3YIOLIMECsS 0 MEHBIICH Mepe
80-85%, 85-90%, 90-95% umu 95-100% HACHTHYHOCTHIO MOCICIOBATEILHOCTH C JIOOOH U3 BBHILICTIPHUBCICHHBIX
MOCJIEIOBATEILHOCTEH, TAKKE NMOAPA3yMEBAIOTCS KaK OXBATHIBACMBIE HACTOSAIIUM H300PETCHHEM.

B oaHOM BapHaHTEC OCYIICCTBIACHUS aHTHTEIO K LY 75 coaepxut BapHAOCIbHYHO 00aCTh TSKCIOH LICIH,
conepskamryro SEQ ID NO: 1 umu nociaea0BaTe nbHOCTh, KOTOpas Ha o MEHbIICH Mepe 80%, mo MeHbIICH Mepe
85%, nmo menbweit mepe 90%, mo meHbweH Mepe 91%, mo meHsiel Mepe 92%, mo MeHsIel Mepe 93%, mo
MeHbLIeH Mepe 94%, no meHsiel Mepe 95%, mo MeHbLieH Mepe 96%, mo MeHbmelH Mepe 97%, Mo MEHbIICH
Mepe 98% wm no menbuel Mepe 99% uaenruuna SEQ ID NO: 1. B apyrom BapuaHTe OCYLICCTBICHHUS aHTHU-
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Ten0 k LY75 comeprxut BapuabeapHyr0 001acTs Jerkoi uemu, coaepkanryto SEQ ID NO: 2 wm nocieaosa-
TEJIBHOCTb, KOTOpAs Ha Mo MeHbIuei Mepe 80%, no menpmiei Mepe 85%, no MeHpmel Mepe 90%, 1Mo MeHbIIEH
Mepe 91%, no menbliel Mepe 92%, mo mMeHbIueH Mepe 93%, mo meHbIuei Mepe 94%, mo meHsei mepe 95%,
o MeHblueH Mepe 96%, no MeHblueit Mepe 97%, no MeHbIuei Mepe 98% um o MeHbIeH Mepe 99% uneHTHY-
Ha SEQ ID NO: 2. B apyrom BapuaHTe OCYIIECTBICHUSI aHTHTENO K LY 75 conepkuT KapkacHyro 001acTh TsDKe-
JIOH LIETH, COAEPIKALIYH0 AMHHOKHCIIOTHYIO ITOCIIEI0BATEIbHOCTh, HA MO MeHbIueH Mepe 80%, mo MeHbLICH Mepe
85%, mo meHnpmeH Mepe 90%, mo meHbweH Mepe 91%, mo meHsiel Mepe 92%, mo MeHsIed Mepe 93%, no
MeHbLIeH Mepe 94%, no meHsiueld Mepe 95%, mo MeHbleH Mepe 96%, mo MeHbmelH Mepe 97%, Mo MEHbIICH
Mmepe 98%, mo MmeHbHIcH Mepe 99% MICHTHYHYIO KApKACHOU 007aCTH BapuaOCIbHON 00NACTH TSDKENOH Hemu
nox SEQ ID NO: 1, nokazansoit mox SEQ ID NO: 16, 17, 18 u 19. B apyrom BapHaHTe OCYIICCTBICHUSI QHTH-
Teno kK LY75 coaepkur KapkacHyr 00JacTh JETKOH LENH, COACPIKAILYI0 AMHHOKHCIOTHYIO IOCIIEIOBATEb-
HOCTbh, Ha MO MeHbIeH Mepe 80%, mo meHbLeH Mepe 85%, no meubei Mepe 90%, mo Menbei Mepe 91%, mo
MeHbLIeH Mepe 92%, no meHsield Mepe 93%, mo MeHbLieH Mepe 94%, mo MeHbmel Mepe 95%, Mo MeHbIICH
Mepe 96%, no meHbIer Mepe 97%, mo mensieii Mmepe 98%, mo MeHbluei Mepe 99% HACHTHUYHYIO KapKAacCHOMH
obrmactu BapuadeabHOI obnactu aerkoi uenu mox SEQ ID NO: 2, moxazaunnoit mox SEQ ID NO: 20, 21, 22 u
23.

B 10nmoTHUTEIbHOM BapHAHTE OCYLUECTBICHUA AHTUTENO K LY 75 COAEpKUT TOKEIYIO LENb, COACPHKALLYIO
SEQ ID NO: 38 um nmociaeaoBaTeIbHOCTh, KOTOpas Ha mo MeHbIned mepe 80%, mo meHsnei mepe 85%, mo
MmeHbLIeH Mepe 90%, no meHsiei Mepe 91%, mo MeHblel Mepe 92%, mo MeHbmel Mepe 93%, Mo MeHbIICH
Mmepe 94%, no meHber Mepe 95%, mo MeHbeH Mepe 96%, no MeHplel Mepe 97%, mo meHbiueH Mepe 98%
wi 1o MeHbIuei Mepe 99% uaenruuna SEQ ID NO: 38. B xpyrom BapHaHTE OCYILIECTBICHHS aHTHTETO K LY 75
COIEP>KUT JIETKYK 1enb, coaepxkaiyro SEQ ID NO: 39 unu mocneaoBaTeIsHOCTh, KOTOpPAs HA MO MCHBLICH
Mmepe 80%, no mMenbpIel Mepe 85%, mo menbiuei mepe 90%, mo meHbuei mepe 91%, mo meHsei mepe 92%,
no MeHbluei Mepe 93%, no MeHbIuei Mepe 94%, no MenbIueH Mepe 95%, no MenbiIei Mepe 96%, Mo MeHbIICH
Mepe 97%, no MeHsIuei Mepe 98% umu no menbmei Mepe 99% uaenruuna SEQ ID NO: 39. Tsxenas uens
MOJKET comeprkaTs nociaeaoBaTebHOCTH moa SEQ ID NO: 5-7 wmu 1. Jlerkas uemnb MOKET COACPIKATH MOCICIO-
BarebHOCTH mox SEQ ID NO: 8-10 wm 2.

B oaHOM BapuaHTE OCYILECTBICHHA, aHTUTENO K LY 75 kOHKypupYET 3a cBa3piBaHue ¢ LY75 ¢ aHTuTEn0M,
COJep KAIUM BapHaOebHbIC 007JaCTH TSDKEIOH M/MIM JETKOH IEneH, Coaep Kalue aMHHOKUCIOTHBIE TTOCIEI0-
BaTeJbHOCTH, mpeactasieHHble moa SEQ ID NO: 1 u 2, COOTBETCTBCHHO, MM AMHHOKHCIIOTHBIC MOCICI0BA-
TEIBHOCTH, HA MO MeHbIei Mepe 80%, mo MeHbmed Mepe 85%, mo MeHsbmiei mepe 90%, mo MeHbIIEH Mepe
91%, no meHpmeH Mepe 92%, mo MeHbweH Mepe 93%, mo MeHbIeH Mepe 94%, mo MeHbIel Mepe 95%, mo
MeHbLIeH Mepe 96%, o MeHbIel Mepe 97%, mo menbuel Mepe 98%, no MeHbIueH Mepe 99% HICHTUYHBIE HM.
B apyrom BapuaHTte OCyHIECTBICHUS aHTHTENO K LY 75 KOHKypHpYeT 3a cBa3biBaHue ¢ LY 75 ¢ aHTHTENIOM, CO-
JIepKalMM BapHadeIbHbIe 00JACTH TSDKEJIBIX HW/MIIM JIETKUX ENeH, COAepKaIlie AMUHOKUCIOTHBIC MOCTICA0BA-
TeapHOCTH, mpeacTasieHHble nog SEQ ID NO: 1 u2 (LY75_Al).

Jlpyrue aHTHTENAa MO HACTOSIIEMY H300PETCHHIO CBA3BIBAIOTCA C TEM JKE JMHUTONOM MM JIMHTOIOM Ha
LY75, pacno3HaBacMbIM AHTUTEJIAMHU, OMUCAHHBIMH B JAHHOM JOKYMEHTE. B JIpyrom KOHKPETHOM BapHAHTE
OCYLIECTBICHUSA AHTUTEIIO CBA3BIBAETCA C 3MUTONOM HAa LY75, pacno3HaBaeMbIM aHTUTENIOM, COACPIKALIMM Ba-
pHabeabHBIC 00NACTH TSDKENBIX H/MIM JIETKHX LENEH, COAeprKallie AMHUHOKHCIOTHBIC MOCJICAOBATEILHOCTH,
cootBeTcTBeHHO npeacTasiacHHbie 1oa SEQ ID NO: 1 u 2, nim aMMHOKMCIIOTHBIE MOCJIEI0BATEILHOCTH, HA TIO
MmeHbLIeH Mepe 80% uacHTHYHBIC UM. B 1pyroM BapuaHTe OCYLICCTBICHUSA AHTUTEIO CBS3BIBACTCS C IUTOIOM
Ha LY75, pacno3HaBacMbIM QHTHTEJIOM, COAEP KAIUM BapHaOeabHbIE 00IACTH TSDKENBIX W/HIIH JICTKHX LICHEH,
COIEPIKAIIME AMHHOKHCIOTHBIE MOCIEI0BATCILHOCTH, peacTaBieHHbIe moa SEQ ID NO: 1 u2 (LY75_Al).

B 1omoTHUTETFHOM BapUAHTE OCYIUCCTBICHUS aHTUTENA K LY 75 cneru)yHO CBAZBIBAKOTCSA C OJHUM HITH
Oonee, Hampumep, 2, 3, 4, 5,6, 7, 8, 9 umn 10, nerrruaoM(-amu), BRIOPAHHBIM(-H) U3 TPYIbI, BKOUaromeid SEQ
ID NO: 24, 25, 26, 27, 28, 29, 30, 31, 32, 33, 34, 35, 36 wmu 37, wm ux (parMCHTAMH, TAC YKA3aHHBIC (par-
MEHTBI COACPXKAT MO MEHBIIEH Mepe 2, MO MEHBINEH Mepe 3, Mo MEHbIIEH Mepe 4, MO MEHBIUEH Mepe 5, mo
MEHBIIEH Mepe 6, MO0 MEHBIIEH Mepe 7, MO MEHbIICH Mepe 8, Mo MEHbIIEH Mepe 9 uiu no MeHblei mepe 10
CMEKHBIX AMHHOKHCJIOT. B TONMOJTHUTEIBHOM BapHAHTE OCYLICCTBICHHUS JIMUTOI, PACIO3HABACMBIH AHTUTEIAMHU
k LY75, comepxxur oauH umi 00J1€¢ MENTHAOB, ABAa WM OO0JICE MM TPHU WM 00JICe MENTUAOB, BRIOPAHHBIX U3
rpymmsl, cocrosmeii u3 SEQ ID NO: 27, 29, 30, 34, 35, 36 umu 37, uau ux (JparMeHTOB, TAC YKA3aHHBIC (ppar-
MEHTBI COAECPKAT MO MEHBIIEH Mepe 2, MO MEHBINEH Mepe 3, Mo MEHbIIEH Mepe 4, MO MEHBIUEH Mepe 5, mo
MEHBIIEH Mepe 6, MO0 MEHBIIEH Mepe 7, MO MEHbIICH Mepe 8, Mo MEHbIIEH Mepe 9 uiM no MeHslel mepe 10
CMEKHBIX AMHHOKHCJIOT. B TONMOJTHUTEIBHOM BapHAHTE OCYILICCTBICHHUS JIMUTOI, PACIO3HABACMBIH AHTUTEIAMHU
k LY75, coaep>kut oauH iy 00JCe MENTHAOB, HAMPUMED, IBA WM TPHU MCNTUAA, BBIOPAHHBIX M3 TPYIIbI, CO-
crosmeit u3 SEQ ID NO: 30, 36 u 37, um ux (pparMCHTOB, IIC YKa3aHHBIC ()PArMCHTHI COACPIKAT IO MCHBLICH
Mepe 2, O MEHBIIEH Mepe 3, MO MEHBIIEH Mepe 4, IO MEHBIICH Mepe 5, 0 MEHbLIEH MEPE 6, MO MEHBILUEH MEpe
7, no MeHbIIeH Mepe 8, N0 MeHbLIEH Mepe 9 Uid o MeHbIIEH Mepe 10 CMEKHBIX AMUHOKHUCIIOT.

B nmomomHHUTEIbHOM BApHAHTE OCYINECTBICHHA aHTurena k LY75 coaepkar ornuuarommecs CDR mo
CPABHCHUIO C HUCXOJHBIMH AHTHTEJIAMHM, ONMHMCAHHBIMH B JAHHOM JOKyMEHTE. TakuM 0Opa3oM, B HACTOAIIEM
H300pETCHUH MPEICTABICHBI BAPHAHTHI AHTHTEIN, CONCPIKALIME BAPHAHTHI BAPHAOCIBbHBIX 00JACTEH MCXOTIHOIO
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aHTHTENA, TAC UCXOIHOE aHTUTENo coaepkut nepByto VhCDR, coaepskamyro SEQ ID NO: 5, sropyro vhCDR,
comepkamyro SEQ ID NO: 6, tpersto VhCDR, coaepxamyro SEQ ID NO: 7, nepsyro vICDR, coaepxarnyro
SEQ ID NO: 8, sropyro vICDR, copepxkamyro SEQ ID NO: 9 u tpersto VICDR, copepxkamyro SEQ ID NO: 10,
U TAC BAPHAHT AHTUTEIA B COBOKYMHOCTH UMeET 1, 2, 3, 4, 5 wiu 6 aMHHOKHUCJIOTHBIX 3aMCH B HA0OpE M3 MEPBOH
vhCDR, Bropoit vhCDR, tperseit vVhiCDR, nepsoii vICDR, Bropoii vICDR u tperseit vICDR, mpu 3tom 1-4, 1-3
Wi 1-2 3aMEHBI SBISFOTCA OCOOCHHO NMPUMEHUMBIMH, H TAE AHTHTEJIO COXPAHACT CNCUH(PUIHOE CBS3bIBAHUE C
LY75.

Bce aHTuTEna, packphIThie B JAHHOM JOKYMEHTE, MOTYT OBITh QHTUTCIAMH INOJHOH IJIMHBI, HAIPHMED,
moboro u3 cnexyromux uzotunos: 1gGl, 1gG2, 1gG3, IgG4, IgM, IgAl, IgA2, cexpeTOpHbIii KOMIIOHEHT IgA,
IgD u IgE. B kauecTBe ajbTepHATHBBI AHTHTENA MOTYT NMPEACTABIATH COO0H (hparMeHThI, TAKME KAK AHTHUICH-
CBA3BIBAKOINASA YACTh WM OJHOLCTOYCYHOC aHTUTeno (Hampumep, Fab, F(ab')2, Fv, omnouemoueussri Fv-
(hparMeHT, BBIICACHHAS 00JaCTh, ONMpEae/LTOIAs KoMIIeMeHTapHOCTh (CDR), unu koMOMHAIUS ABYX WM 00-
nee BbiaeneHHbIX CDR). AHTHTENa MOTYT OBITH QHTUTEIAMH JIOOOTO THIA, B TOM YHCIE O€3 OrpaHHUYCHHUS Ye-
JIOBCYECKHUMH, 'YMAHH3HPOBAHHBIMU H XUMEPHBIMH AHTHTEIAMH.

B mpyrux BapuaHrtax ocymecTBieHHa aHTurena k LY 75 mpeacrasieHs! B hopMe HMMYHOKOHBIOTaTa (T.€.
OHH JOTIOJHUTEJBHO BKIIOYAIOT KOBAJCHTHO NMPHCOCAMHEHHYIO ()YHKIHOHAIbHYIO YacTh). B KOHKpETHOM Bapu-
aHTE OCYLICCTBICHUSA (DYHKIMOHANBHAS YaCTh NMPEIACTABIIET COOOH JIEKAPCTBEHHOE CPEJCTBO, TAKOE KAaK Maii-
TAH3HHOMJ, JOJACTATHH, aYPUCTATHH, TPUXOTCUUH, kamuxeamuuuH, CC1065 umm ux npoussoaHsie. B npeamou-
TUTEIBHOM BAPUAHTE OCYIUECTBICHHA ()YHKLUHOHAIBHAS YACTh, MPEACTABIAIOIAA COOOH JIEKApCTBEHHOE CPEea-
CTBO, mpeAcTaBaieT coboit DM1 umu DM4,

B oxHOM BapuaHTE OCYILIECTBICHUA aHTHTENO K LY 75 coaepskur BapHadebHy 0 001JaCTh TSKETIOH LENH H
BapUA0eIbHYI0 00JaCTh JIETKOH N, KOJHUPYEMbIC MOCIEI0BATCIbHOCTMH HYKJICHHOBOH KHUCIOTHI, COACpPXKa-
mumu SEQ ID NO: 3 u 4 cOOTBETCTBEHHO, MJIM MOCIEI0BATEILHOCTMH HYKJICHHOBOH KHCJIOTBI, XapaKTepH-
3YHOIIUMHCS MO MeHbIICH Mepe 85, 86, 87, 88, 89, 90, 91, 92, 93, 94, 95, 96, 97, 98 um 99% UACHTUUHOCTBIO C
BBILICYTOMSHY THIMH IOCJICIOBATEILHOCTSAMH HYKJICHHOBOW KHCIIOTBI MJM IOCJEI0OBATETbHOCTAMH, OTJIHYAIO-
nmMucs ot SEQ ID NO: 3 u 4 mo npuyHHE BBIPOXKICHHOCTH TCHETHUECKOTO KOJA.

B 10noTHUTEIbHOM aCNEKTE MPEACTABICH CHOCO0 JICUCHUS PaKa Y MAUUCHTA, BKIFOYAOIIHH O JTHOBPEMCH-
HOE, TMOCJICJOBATEIPHOEC HIH PA3JCIbHOC BBEACHHUE MALUCHTY, HYXKIAIOIIEMYCS B 3TOM, TEpamneBTHUECKH 3(-
(PEKTUBHBIX KOJMUYESCTB KOMIOHECHTOB (A) u (B) (papmaueBTHUECKOH KOMOMHAIMH IO HACTOSIIEMY H300peTe-
HHIO.

B 10moMHHTEIBHOM ACNEKTE HACTOSIILETO H300pEeTEHH MPEACTABICHA (papMalieBTHUECKass KOMOMHALMA 110
HACTOSILEMY H300PETEHHIO 11 MPUMCHEHHUS TIPH JICUCHHH PAKa.

Taxke MpeaCTaBICHO MPUMECHEHHE KOMIIOHEHTOB (A) 1 (B), Kak ompeaeieHo B JAHHOM JOKYMEHTE, B IO-
JyyeHuH (hapMALEBTHUECKOH KOMOMHAIMM JJIS1 OJHOBPEMEHHOTO, PA3ACIbHOTO MM MOCNEI0BATEILHOTO MPH-
MEHEHMSA I JICYCHHS paka. B OJHOM BapHaHTE OCYINECTBJICHHSA PAK NMPEANOYTHUTEIBHO NMPEACTABIIET COOOMH
JIEHKO3 uIH TUMPOMY.

B HEKOTOpPBIX BAPHAHTAX OCYIUECTBICHHA PAaK BbIOPAH M3 IPYIIIBI, COCTOSINCH W3 HEXOMKKHHCKOH JTHM-
(dompl, muddy3Ho# KpynmHOKIeTOUHOH B-rietouHoit mumdomer (DLBCL), B-kneTounoit miM@omsr, (ouTuKy-
JTApHOH NMUMQOMBI, MAHTHHHOKJICTOYHOH THM(OMBI, TMM(OMBI H3 TUM(POUIHOH TKAHU CIU3UCTBIX 000JOUYEK
(MALT), B-knerouHoii mumdomsl, 6oraroi T-kireTkamu/ructuounramu, mM@pomsr bepkurra, mumgomniazmo-
IUTAPHOH JTUM(OMBI, MEJIKOKJIECTOUHOH JTUM(POLMTAPHOH THM(OMBI, TUM(POMBI H3 KJIETOK MAPTHHATBLHON 30HBI,
T-xneTouHoit muMdomsl, nepudpepuueckoil T-KIeTOUHOH TUM(POMBI, AHATITACTHYCCKON KPYMHOKJICTOYHOM JTUM-
()OMBI M AHTHOMMMYHOONACTHOH T-KIeTOYHOH THM(OMBI, OCTPOTO MHEIOUIHOTO JEHKO3a M XPOHHUYECKOIO
muMporurapHoro jaeiko3a. bonee mpeamoururensHo pak mpeacrasieT codoi DLBCL unu HEXOMKKUHCKYHO
maMpomy.

Taxxke B mpeaeaax 00bEMa HACTOSALICTO M300PETEHHS HAXOATCA HAOOPBI, coAacpkame (papManeBTHuC-
CKYI0 KOMOMHAIIMIO M0 HACTOALICMY H300PCTCHHIO U HEOOSI3aTCIbHO HHCTPYKLUMHU MO MpUMEHECHUr0. Habop Mo-
HKET JOMOJHHTEIBHO COACPMKATH 10 MEHBLICH MEPE OJHH JOTOJHHUTEIbHBIA PEAreHT WM OJHO MM Oojee J10-
HOJTHUTCIbHBIX AHTUTEIL

Jlpyrue mpU3HAKH H MPEHMYILIECCTBA HACTOSILETO H300peTeHH OyIyT OUEBHIHBIMH H3 CIIEIYIOLIETO MOJ-
poOHOTO onucaHusA H (HopMy Il H300pETCHHUS.

Kpatkoe onncanne rpaguyecknx MaTepuasion

Ha ¢ur. 1 npencraBneHo BripaBHHBaHHE Tspkenod uermn LY75 Al (SEQ ID NO: 1), VH 3-15 yenoseka
3apoasimeBoro tuma (SEQ ID NO: 11) u JH4 uenoseka 3apoasimesoro tuna (SEQ ID NO: 12). CDR-o61actu
TspKenoi nenu LY 75 Al moauepkHyThI.

Ha ¢wur. 2 npencrasneno BeipaBHHBaHHE Jerkod nenu LY75 Al (SEQ ID NO: 2), VK O12 yenoseka 3a-
poasimesoro tuma (SEQ ID NO: 13) u JK4 uenoseka zapoasrmesoro tuna (SEQ ID NO: 14). CDR-o6nactu
nerko e LY75 Al momg4epKHYTHI.

Ha ¢ur. 3a npencrapieHa THTOTOKCHUYECKAss aKTHBHOCTh MOHOKJIOHAIbHBIX aHTHTEN K LY 75, KOHBIOTHPO-
BaHHBIX ¢ DM, B oTtHomeHuu HT-29 u moka3aHO, YTO MpH TOM, YTO OOJBIIHHCTBO AHTHTECI CBS3BIBAIOTCS C
LY75, TOTbKO HEKOTOPBIE M3 HUX MPOSBIAIOT 3P(PEKTHBHOCTB.

Ha ¢uwur. 3b npeacrapiecHa UHTOTOKCHYECCKAS AKTHBHOCTh aHTHTEN K LY 75, koHBrOrHpoBaHHbIX ¢ DM H-
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060 DM4, B otHomeHuu HT-29.

Ha ¢wur. 3¢ mpeacrapneHa HTUTOTOKCHYECCKAS AKTUBHOCTh AHTUTET K LY 75, KoHBIOrHpoBaHHBIX ¢ DM 1u-
00 DM4, B oTHOIICHHH KJIETOK RAJI.

Ha ¢uwr. 3d npeacrasieHa IMTOTOKCHYCCKAS AKTHBHOCTh aHTHTEN K LY 75, koHbrOrHpoBaHHbIX ¢ DM 1H-
60 DM4, B oTHOIICHHH KJ1eTOK Namalwa.

Ha ¢wur. 3¢ mpeacrapneHa HIUTOTOKCHYCCKAS AKTUBHOCTh AHTUTET K LY 75, KOHBIOrHpoBaHHBIX ¢ DM 1u-
60 DM4, B oTHOmIcHUH KjIeTOK Karpas 299.

Ha ¢ur. 3f mpeacraBneHa HUTOTOKCHYCCKAS AKTHBHOCTB aHTHUTEN K LY75, koubtorupoBaHHsix ¢ DM nu-
00 DM4, B oTHO1IcHHH KIeTOK BXPC3.

Ha ¢wr. 3g npeacTasieHa HUTOTOKCHUYCCKAS AKTHBHOCTh aHTHTEN K LY 75, koHbrOrHpoBaHHeIX ¢ DM H-
60 DM4, B otHoIIeHuH kieTok HupT4.

Ha ¢wr. 3h nmpeacrasieHa HHTOTOKCHUYCCKAS AKTHBHOCTh aHTHTEN K LY 75, koHbrOrHpoBaHHBIX ¢ DM H-
00 DM4, B otHo1ueHuH kaeToxk HPAFFII.

Ha ¢ur. 31 npeacraBieHa HUTOTOKCHUCCKAA AKTUBHOCTH aHTUTEN K LY 75, koHbrorupoBaHHsix ¢ DM nu-
00 DM4, B otHomeHuu kietok EHEB.

Ha ¢wur. 3j npeacraBieHa HUTOTOKCHYCCKAA AKTUBHOCTH aHTUTEN K LY 75, xousrorupoBanHsix ¢ DM nu-
60 DM4, B OTHOIICHHH KJIETOK Mec-1.

Ha ¢uwr. 3k npencraBiecHa IMTOTOKCHYECCKAS AKTHBHOCTh aHTHTEN K LY 75, KoHBHOrHpoBaHHeIX ¢ DM u-
00 DM4, B oTHOIICHHH KJIETOK AML-193.

Ha ¢wur. 31 npeacraBieHa HUTOTOKCHUCCKAA AKTUBHOCTH aHTUTEN K LY 75, xoHsrorupoBanHsix ¢ DM nu-
60 DM4, B otHomeHuH kietok HCC 70.

Ha ¢ur. 3m mpexacraBieHa HUTOTOKCHYECKAS AaKTHBHOCTh aHTHTEN K LY 75, koHBIOTUpOBaHHBIX ¢ DM
160 DM4, B otHotueHuu kiaetok HCC 1806.

Ha ¢wur. 3n npeacraBicHa LMTOTOKCHYECCKAS AKTHBHOCTh AHTHTEN K LY 75, KOHBHOrHpoBaHHEIX ¢ DM u-
00 DM4, B otHOIICHHH KJIeTOK MDA-MB-468.

Ha ¢wur. 30 npeacraBicHa IMTOTOKCHYECCKAS AKTHBHOCTh aHTHTEN K LY 75, KoHBHOrupoBaHHeIX ¢ DM u-
00 DM4, B oTHOIIICHHH KIETOK RT4.

Ha ¢wur. 3p npeacraBicHa IMTOTOKCHYECCKAS AKTHBHOCTh aHTHTEN K LY 75, kKoHBOrHpoBaHHEIX ¢ DM u-
00 DM4, B OTHOILUCHHH KJICTOK 5637.

Ha ¢wur. 3q npeacTaBicHa LMTOTOKCHYECCKAS AKTHBHOCTh aHTHTEN K LY 75, KOHBHOrupoBaHHeIX ¢ DM u-
00 DM4, B oTHOIICHHH KJIETOK SW780.

Ha ¢wur. 3r mpeacraBneHa HUUTOTOKCHYCCKAS AKTHBHOCTB aHTHUTEN K LY75, koubtorupoBanHsix ¢ DM nu-
60 DM4, B otHOmeHHH KieTok SCC-9.

Ha ¢ur. 3 s npeacraBiecHa MUTOTOKCHYECKAs AKTHBHOCTh aHTHTEN K LY 75, KOHBIOrUpoBaHHEIX ¢ DM
1u60 DM4, B otHoteHuH kjiaetok OFE 19.

Ha ¢ur. 3t npeacTaBieHa HUTOTOKCHUCCKAA AKTUBHOCTH aHTUTEN K LY 75, xousrorupoBanHsix ¢ DM nu-
60 DM4, B otHomeHHH ki1eTok OVCAR-3.

Ha ¢wur. 3u npeacraBiecHa IMTOTOKCHYECCKAS AKTHBHOCTh aHTHTEN K LY 75, koHBHOrupoBaHHeIX ¢ DM u-
60 DM4, B oTHOmEHHH KaeTOK SK-OV-3.

Ha ¢wur. 3v npeacTaBicHa IMTOTOKCHYCCKAS AKTHBHOCTh aHTHTEN K LY 75, KoHBHOrupoBaHHeIX ¢ DM u-
00 DM4, B otHOICHHH KJIeTOK MOLP-8.

Ha ¢ur. 3w nmpeacraBieHa HMTOTOKCHYECKAs aKTHBHOCTH aHTUTEN K LY75, kOHBpHOrUpoBaHHBIX ¢ DM
160 DM4, B oTHOIICHHH KJIeTOK RPMI8226.

Ha ¢wur. 4a mpencrasneHa 3ppekruBHOCTS aHTHTEN K LY 75, KoHBrOrupoBaHHbIX ¢ DM1 mi6o DM4, B oT-
HOIICHHHU KJIETOK Raji mum@omer Bepkurra B KCEHOTPAHCIUIAaHTATHOH Moaeu Ha Mbrmax ¢ SCID.

Ha ¢wur. 4b npeacrasiacHa 3¢ pexTuBHOCTS aHTHTEN K LY 75, koHbtoruposanHsix ¢ DM1 mi6o DM4, B oT-
HolueHHHU Ki1eTok Namalwa mum¢omer bepkurra B KCEHOTPAHCIUIAHTATHON Moenu Ha Mbrmax ¢ SCID.

Ha ¢wur. 4c mpeacrasneHa 3ppekruBHOCTS aHTHTEN K LY 75, KoHbrOrupoBaHHbX ¢ DM1 mi6o DM4, B oT-
HomeHuH KkieTtok HPAFII aneHOKapIHHOMBI HMOMKEIYAOYHON JKene3bl B KCCHOTPAHCIIJIAHTATHOH MOJETH HA
OCCTUMYCHBIX "TOJBIX" MBIIIAX.

Ha ¢wur. 4d npeacrasiaeHa a¢pexTuBHOCTh aHTHTEN K LY 75, koHbtoruposanHsix ¢ DM1 mi6o DM4, B oT-
HOIICHHU KJIeTOK SW780 KapuMHOMBI MOYEBOTO IMy3bIPSA YEJIOBEKA B KCCHOTPAHCIIAHTATHOH MOJEIH HA MBbI-
max ¢ SCID.

Ha ¢ur. 4¢ mpeacrasneHa 3ppekruBHOCTS aHTHTEN K LY 75, KoHbrorupoBaHHbx ¢ DM1 mi6o DM4, B oT-
HoweHuH ki1eTok MDA-MB-468 B KCEHOTPAHCIUIAHTATHOW MOJEIM HA OECTUMYCHBIX "TOJIBIX" MBIIIAX.

Ha ¢ur. 4f mpencrasneHa 3ppexTuBHOCTS aHTUTEN K LY 75, KOHBIOrHpoBaHHBIX ¢ DM1 1160 DM4, B 0T-
HoweHuH kaeTok COLO205 aneHOKapIHHOMBI 000J0YHOH U MPAMOH KHIIKH B KCEHOTPAHCIUIAHTATHOH MOJCITH
Ha OCCTUMYCHBIX "TOJBIX" MBIIIAX.

Ha ¢ur. 5a moxa3aHo KOHKYpEHTHOE CBA3bIBaHHE MAb k LY75 u mAb k LY75, KOHBIOTHPOBAHHOTO C
MCC-DML.

Ha ¢ur. 5b mokazaHo HexoHkypeHTHOE CBs3piBaHHE LY75 Al u mAb kx LY75, KOHBIOTHPOBAHHOTO C
MCC-DML.

-5-



046736

Ha ¢urypax 6a-6j moxa3ans! rpadecKkue nMpeACTaBICHUS CBA3bIBAHUA aHTUTEeNa LY 75 Al ¢ mentumamu
LY75 B nenTHAHON MHKPOMATPHLE.

Ha ¢ur. 7 nokazaHo BIpaBHHBAHHE AMHHOKHCIIOTHBIX MOCJICA0BATEIBHOCTECH NIENTHAOB, C KOTOPBIMH CBS-
3pIBacTcA aHTHTeNno LY75 Al, kak B MHKPOMATPHYHOM QHAIM3EC MENTHIOB, TAK M B AHATM3E C OCAXKICHHEM
HEeNnTHIOB. BrineneHHbIe NeNTH/IBI, BEPOATHO, 00PA3YIOT JMHUTOI, PAaCTIO3HABAacMbli anTuTenoM LY 75 Al.

Ha ¢wur. 8 mokazan rpadux anredpamueckoit oucHku: CI. mpotus (ppakuuoHHOTO 3(PPekra pa3uiHbIX 403
LY75 DM4 B kOMOHHAIIMH C BEHETOKJIAKCOM B OTHOIIEHUH KieTouHOH muHuu U2932 ABC-DLBCL.

Ha ¢ur. 9 nokasan rpaduk amrebpauueckoii oueHkd: CI mpotuB (pakuuoHHOTO 3(p(PeKTa pa3IuIHBIX 403
LY75 DM4 B koMOHHAIIMH C BEHETOKJIAKCOM B OTHOIIEHUH KieTouHoi muann HBL-1 ABC-DLBCL.

Ha ¢uwur. 10 moxa3an rpa¢uxk anmre6paudeckoii ouenku: Cl mpoTus (ppakunoHHOTO 3((EKTa pa3THIHBIX 103
LY75 DM4 B koMOHHAIIMH C BEHETOKJIAKCOM B OTHOIIEHUH KieTouHo# muHun HBL-1 ABC-DLBCL.

Ha ¢wr. 11 moxa3an rpa¢ux anre6paudeckoii ouenku: Cl mpoTus (ppakuuoHHOTO 3((EKTa pa3IHIHBIX 103
LY75 DM4 B kOMOHHAIIMH C BEHETOKJIAKCOM B OTHOIIEHUH KieTouHO# muHnun TMD8 ABC-DLBCL.

IMoapoOHoe onucanne H3o0peTeHust

Hacrosmee n300peTeHie OTHOCHTCS K (PapMALEBTUUECCKUM KOMOHHALUAM, COACPKAIUM KOMIOHEHTHI (A)
4 (B), xak ompeneNeHO B JAHHOM JOKYMEHTE, rac (papManeBTHUSCKas KOMOWHALMA MPEACTaBICHA B (popme
KOMOMHHUPOBAHHOTO IPEnapara Ajasd OJHOBPEMEHHOTO, PA3JACIbHOTO WM IIOCIECIOBATCIBHOTO MPUMEHEHHS.
KommoneHT (A) oTtHOCUTCS K aHTuTeNy K LY75, kak onpeneneHo B JaHHOM AokyMeHTe. KommoneHT (B) oTHO-
CUTCS K BEHCTOKJIAKCY WM €T0 (PapMaLCBTHUCCKU-MTPUEMIEMOM COJTH.

Onun npumep Oenxa LY75 npusenen moa SEQ ID NO: 15 B ranHOM mokyMmeHTe. TepMuHBbI "aHTHTENA K
LY75" u "anrurena LY 75" ucnoe3yroTcs B3aMMO3aMEHAEMO B JAHHOM JOKYMCHTE.

Anrurena LY75, packpsITble B JAHHOM JOKYMEHTE, MOTYT HHTCPHAIW3UPOBATHCS NMPU KOHTAKTE C KJIET-
KaMu, 3kcnpeccupyromumu peuentop LY75. Kak o6cykaaercs B JTaHHOM JOKyMeHTe, perentop LY 75 ceepx-
IKCTIpeccCHpYeTCs W/HiH aud(epeHIHATHHO 3KCIIPECCUPYETCS B OMPEICICHHBIX PAKOBBIX KICTKAX, B TOM YHCJIE
0e3 OrpaHHYCHUS MPH JICHKO3E, MPEANOUTUTCIBHO OCTPOM MHEJIOUIHOM JICHKO3C MIH XPOHHUYSCKOM JTUM(OLHU-
TapHOM Jeiiko3e, mumpome, mpeamoururessio DLBCL, B-kiaerounoit mumpome, GoTHKYIIpHOH TuMbpoMeE,
MAHTHHHOKJIETOUHOH muMdome, mumbome u3 TuMQPOUTHOH TKaHU CIM3HCTBIX 00on0uek (MALT), B-kierouHoit
aumpome, Ooraroit T-kiaerkamu/ructuouuTamu, Jumpome bepkurra, muMEpONIA3MOUUTAPHON UMPOME, MEIT-
KOKJICTOYHOH TuMdormrapHoit mumdome, mmpoMe U3 KICTOK MAPTHHAIBHOH 30HBI, T-KJICTOUHOU TuMEOME,
nepudepuueckoi T-KIeTOUHOH TUM(OME, AaHAMIACTHYECKOH KPYMHOKICTOUYHOH TUM(POME H AaHTHOUMMYHOOa-
ctHoU T-kneTouHOM muMpoMe.

B cBa3u ¢ atum, ecnu aHturena k LY75, packpeiTeie B JaHHOM JOKYMEHTE, KOHBIOTHPOBAHBI C JIEKAPCT-
BCHHBIMH CPEJICTBAMH (MHOT/A HA3bIBAEMBIC B JAHHOM JOKYMEHTE "KOHBIOTATAMH AHTHTEIO-JICKAPCTBEHHOE
cpeacteo” umm "ADC"), To nHTepHATM3aIMA 3TUX MOJEKY1 ADC pakoBBIMH KJIETKAMH IPHBOIUT K THOCITH Kie-
TOK M, TAKUM 00pPA30M, JICUCHHIO OITYXOJIH.

Anrurena k LY 75 061anaroT KOHKPETHBIMHU CTPYKTYPHBIMH 0COOCHHOCTSIMH, TakuMH kak CDR-o6mactu ¢
KOHKPETHBIMH AMHHOKHCJIOTHBIMH ITOCIIEOBATCIBHOCTAMH. B naHHOM gokymeHTte omucaH Habop CDR, koto-
pbie MOTyT 00pa3oBbIBaTh a)()UHHBIH pEareHT, HAPUMEDP, AHTUTEIO, KOTOPBIH XapaKTepH3yeTCs CBA3BIBAHHEM
cLY75.

JIroboe u3 antuTen k LY75 no HacrosmeMy H300PETEHHIO MOXKET SBJIATHCS BBIICICHHBIM AHTHUTCJIOM.

Takum 00pa3zoM, B HACTOAIIEM H300PETCHUH INMPEACTABJICHBI AHTHUTENA, MPEINOYTUTCILHO BBIACICHHBIC
aHTHTEeNna (KOTOpBIC, KAK BKPATLE H3JIOXKCHO HIDKE, BKIIOYAIOT OOJIBINOE PAa3HOOOPA3HE XOPOLIO H3BECTHBIX
CTPYKTYP, MPOU3BOJHBIX, MUMETHKOB H KOHBIOTATOB AHTHTEJ), HyKJICHHOBBIC KHCIOTHI, KOAUPYIOLIHE KOMOH-
HALIMH QHTHUTEN, KJIETKH-XO035€Ba, MPUMCHICMBIC I NMOJYYCHHS KOMOHHALMH QHTUTEI, CIOCOOBI IOJY4YCHHS
KOMOMHAIMK aHTUTET U (PapMALICBTHUCCKHE KOMOMHALIMH, COACPIKAIIUE AHTUTEIIA U HEOOA3aTeIbHO (hapMalCB-
THYECKUIH HOCHTENb, CIIOCOOBI JICYCHHS, BKIIOYAMOINHE MPUMEHEHUE (PAapMaLEBTHUECKUX KOMOMHALMH, U IPH-
MEHCHHUE (hapMaALCBTHYCCKUX KOMOHHAIMI JUIs1 IeUCHUSA (JOPM paka.

JIumorurapHbiii aHTHTCH 75 ACHCTBYET B KAYECTBE SHAOLUTHPYIOLICTO PELENTOPA, HAMPABJLIIOLICTO 3a-
XBAYCHHBIC AHTUTCHBI M3 BHEKJICTOYHOTO IPOCTPAHCTBA B CIICLHATH3UPOBAHHBIH AHTHICH-IIPOLICCCHPY FOIUH
KOMITAPTMCHT, H, KaK IT0JIATAIOT, BBI3BIBACT CHIDKECHHE Nposmpepanuu B-mumponuros.

Cormacio SWISS-PROT nuMouurapssiii aHTUreH 75 3KCHPECCHPYETCS B CEJIE3EHKE, TUMYCE, TOJICTOMH
KUIIke ¥ auMdonurax nepudepuueckoil Kposd. OH ObUT BBIABICH B JTMHUAX MHEJIOMAHBIX KICTOK H tuMdoua-
HbIX B-kieTok. M3odopmel, 0603HaueHHBIE B JaHHOM A0kyMeHTe kKak OGTA076b u OGTA076¢, 3kCrpeccHpy-
IOTCS B 3JIO0KAaUECTBCHHBIX KJIETKAX JUM(OMbI XOMKKHHA, HA3bIBACMBbIX KICTKAMH XOMKKHHA H Pun-
[Irepudepra (HRS). LY75 meHcTBYET B KAYSCTBE SHAOLMTUPYIOIICTO PELENTOPA, HAMPABJIIOMICTO 3aXBAYCH-
HBIC AHTUTCHBI W3 BHEKJICTOYHOTO IMPOCTPAHCTBA B CIECLUUAIM3HPOBAHHBIA AHTHICH-ITPOLICCCHPYIOIIUI KOMIAp-
TMeHT. OH BbI3BIBACT CHIDKEHHE Mpoudepanuu B-mmdonuros.

Okcnpeccus LY75 HaOmoaanack mpu pake NMOKEIyJOYHOH JKeIe3bl, MOYEBOTO ITy3bIPS, SIUYHHKA, MO-
JOYHOM JKene3bl (B TOM YMCNE TPl HETATHBHOM), 000JOYHOH M MPAMOW KHIIKH, MHIIEBOJA, KOXKH, HIUTO-
BUIHOH JKEJIE3bl U JIETKOTO (HEMEIKOKIETOYHOM), 4 TAKKE ITPH MHOYKECTBEHHOW MHEIIOME H MHOTHX PA3JIUYHBIX
noarunax auMdomsl (B Tom umcie DLBCL) u nefiko3a.

Anrureno k LY75 B HEKOTOPBIX CIy4asXx MOXET NMEPEKPECTHO pearupoBath ¢ LY 75 oT BUAa, OTIAMYHOTO
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oT yenoBeka. Hampumep, mis 00Ier4eHUs MPOBEACHUA KIMHUYCCKOTO MCCICAOBAHUS aHTutena k LY75 moryr
MEPEKPECTHO PEArupoOBaTh ¢ MOJICKyaaMHu LY 75 Mmpliei v mpumatoB. B aJbTepHATHBHOM CIy4yae B HEKOTO-
PBIX BAPHAHTAX OCYIUECTBICHHUS AHTUTEIA MOTYT 001a1aTh NMOJHOH cretM(HUHOCTBIO K LY 75 yenoBeka u mMo-
T'YT HE XapaKTepHU30BaThCsl BUIOBOH NMEPEKPECTHOH PEAKTHBHOCTBIO HIIH JPYTHMHU €€ TUIIAMU B OTHOIUCHHH MO-
JIEKY J1, OTJIMYHBIX OT YEJIOBEUCCKHX.

AHTHTENa, HAXOJAIIHE MPUMCHEHUE B HACTOSIIEM H300pPETCHHH, MOTYT MPUHUMATh PsA (JOPMATOB, OIHU-
CaHHBIX B JAHHOM JOKYMEHTE, BKIIOYAIOLIMX TPAJAUIMOHHBIC AHTHTENA, 4 TAKXKE MPOU3BOIHBIC, ()PArMEHTHI U
MHMCTHKH aHTHUTE], ONMHCAHHbIC HIDKE. B OHOM BapHaHTE OCYLICCTBICHHUS B HACTOSAIIEM H300PETCHHM MpeI-
CTaBICHBI CTPYKTYPBI aHTUTEN, coaeprkainie Habop u3 6 CDR, onmpeneieHHBIX B JAHHOM JOKYMEHTE (Cozaep-
MKAIUX HEOOIBIIOE KOJTHMYECCTBO AMHUHOKHCIOTHBIX H3MEHECHHUH, OITMCAHHBIX HIDKE).

"AHTHTEI0", KaK MCHOJB3YETCS B JAaHHOM JOKYMCHTE, BKIIFOUYACT OOJBIIOE PA3HOOOPA3HE CTPYKTYP, MO-
HATHBIX CIICLMATHCTAM B JAHHOH OONACTH, KOTOPHIE B HCKOTOPBIX BAPHAHTAX OCYIUECTBJICHHUS COACPXKAT KAK
MHHUMYM Habop u3 6 CDR, onpeaeneHHbIX B JAHHOM JOKYMEHTE; BKJIFOUAOIIUX 0€3 OTPAaHHUYCHUA TPAIULIHOH-
HbIE AHTHUTENA (B TOM YHCIE KAaK MOHOKJIOHANBHBIC, TAK M MOJHMKIOHAJIBHBIC AHTHTENA), TYMAHU3UPOBAHHBIC
W/MIIH XHMEPHBIC AHTHTENA, ()PArMEHTHI AHTHTEN, CKOHCTPYMPOBAHHBIC AHTHTENA (HAPHUMEDP, UMCIOIIUE AMH-
HOKHUCJIOTHbIE MOAM(DUKALMH, BKPATIE H3JI0XKCHHbIC HIDKE), HOTUCTICHH(DUICCKUE aHTHTENA (B TOM YHCIe Ouc-
neuupuIeCKUe aHTHTENA) H APYTHE AHAIOTH, H3BECTHbIC U3 YPOBHSA TEXHUKH.

CTpyKTypHbIE €AMHHUILIBI TPATHLIHOHHBIX AHTUTE OOBIMHO BKJIFOUAIOT TeTpaMep. Kaxapiii Tetpamep oObIy-
HO COCTOMT M3 ABYX HICHTHUYHBIX Map NMOJHICHTUIHBIX LENCH, MMPU 3TOM KaKAas Mapa UMEET OJHY "Ierkyr"
(OOBIMHO MMEIOIIYEO) MOJICKYJIIPHYIO MAcCy mpHOIH3uTEIbHO 25 kJ[a) U oaHy "Tspkeayro" uenb (OOBMMHO MME-
FOLIYI0 MOJICKY JLIPHYE Maccy mpuOmmsutenbHo 50-70 xJa). Jlerkue nemu 4eaoBeKa KIACCHPHUUPYIOTCS Kak
JIETKHE Kamma- v jMOaa-ueny. Tspkemple HEenmd KIAaCCH(PUIMPYIOTCA KaK MO, ACIbTa, TaMMa, aib(a MM 3MCH-
JIOH M COOTBETCTBEHHO ONMpEJe 0T M30THN aHTurena kak IgM, IgD, IgG, IgA u IgE. IgG nmMeer Heckoibko
MOAKJIACCOB, BKIFouUaromux 6e3 orpanuucHusa 1gGl, 1gG2, 1gG3 u IgG4. IgM umeeT NoAKIACCH, BKIFOYAFOIIHE
6e3 orpanmueHus IgM1 u IgM2. Takum 00OpazoM, "H30TUN", KAK HCHOJB3YETCS B JAHHOM JOKYMEHTE, O3HA4YaeT
OO0 U3 MOJKIACCOB HMMYHOTIO0YTHHOB, ONMPEACIIEMBIX XHMHUUECKHMH U AHTHICHHBIMH XapAKTEPHCTHKAMH
UX KOHCTAHTHBIX 0oOnactedd. M3BeCTHbIMHM H30THIAMH MMMYHOTJI00YyJIHHOB yenoBeka saBmorcsa 1gGl, 1gG2,
IgG3, IgG4, IgAl, IgA2, IgM1, IgM2, IgD u IgE. Cneayer moHHMaTh, 4TO TEPANEBTHYECCKUE AHTUTEIA TAKKE
MOTYT BKJIFOYATh THOPHABI U3 MO00H KOMOHHAILIMM H30THIIOB H/HJIH ITOJKIACCOB.

Bo MHOrHX BApHAHTAaX OCYIUECTBICHHUA B HACTOAIIEM H300PETCHUH MPUMEHAIOTCS H30THIEI [gG, mpH 3TOM
B psize MyTeH MPUMEHEHH 0COOEHHOE npuMeHeHne HaxoauT [gGl.

AMMHOKOHLIEBAS YaCTh KXKIOH LICMTH COACP)KUT BapUaOeIbHY 0 001acTh 13 npuoOam3uTeasHo 100-110 umn
00JbIIE AMHHOKHCIIOT, HECYIIMX OCHOBHYH) OTBETCTBEHHOCTh 33 PACNMO3HABAHHE AHTUIcHA. B BapmabenbHOM
0071aCTH B KOKIOM U3 V-IOMCHOB TSDKEJIOH LECMU M JICTKOH LICTH TPH METIH COOpaHBI BMECTE C 00pa30BaHHEM
AHTUTCHCBA3BIBAIONICTO yyacTka. Kakmas M3 meTenb Ha3bIBAeTCS 0OJACTHIO, OMpENEIIOINEH KOMIIEMEHTAp-
HOCTh (7ajee B JAHHOM JOKyMeHTe ynmomMuHaemoi kak "CDR"), B kOTOpO# H3MEHUHBOCTh AMHHOKHCIOTHOH
MOCJIEIOBATEILHOCTH SBIIIETCS HAHOOJEe 3HAYMTENbHOH. "BapHabembHbIA" OTHOCHTCS K TOMY (DakTy, 4TO Om-
pEleNICHHBIE CETMEHTHI BapHAOEIbHON OONACTH CYHIECTBEHHO PA3IMYAIOTCS IO ITOCICIOBATCIBHOCTH Cpeau
aHturen. BapuabenpHOCTh B mpeaenax BapHaOeabHOW 0OMacTH pacmpeneicHa HepaBHOMepHO. Ha camom nene
V-0071aCTH COCTOAT U3 OTHOCHTEIbHO HHBAPHAHTHBIX YYACTKOB, HA3BIBAEMbIX KapKacHbIMH oOnactsmu (FR), u3
15-30 aMHHOKHCIIOT, pa3neCHHbIX 00Jee KOPOTKMMH OOJACTAMH UPE3BbIMAWHON BapHAOEIbHOCTH, HA3bIBac-
MBIMH "THIIEpBAPHAOCIBHBIMU 00JACTAMHU", KAKAAA H3 KOTOPBIX UMEET JUIMHY 9-15 aMHHOKHCIOT WM OOJBLIE.

Kaxnmas VH u VL cocTouT u3 Tpex runeppapuabebHbIX obnacrei ("o0nacTel, ompeacIMromuX KOMILIC-
meHTapHoCTh", "CDR") u yethipex FR, pacnooxeHHBIX OT AMHHOKOHIA K KAPOOKCHIBHOMY KOHIY B CICAYIO-
mem nopsake: FR1-CDR1-FR2-CDR2-FR3-CDR3-FR4.

['unepBapuabebHas 00J1aCTh OOBIMHO OXBATHIBAET AMHUHOKUCIIOTHBIE OCTATKH U3 AMHHOKUCIIOTHBIX OCTAT-
k0B npubmu3ureapHo 24-34 (LCDR1; "L" o3Hauaer nerkyro uems), 50-56 (LCDR2) u 89-97 (LCDR3) B Bapua-
OcIpHOM 00JaCTH JICTKOM ey ¥ 0k0J10 mpuOnusuteasHo 31-35B (HCDRI1; "H" o3HauaeT Tsoxeayro uems), 50-
65 (HCDR2) u 95-102 (HCDR3) B BapuabensHO¥ obOmactu Tspkenaol uemu, Kabat et al., SEQUENCES OF
PROTEINS OF IMMUNOLOGICAL INTEREST, 5th Ed. Public Health Service, National Institutes of Health,
Bethesda, Md. (1991), w/unu ocrarku, oOpasyrouye runeppapyadeNbHy0 NMETIH0 (HAIpUMEp, OCTaTKH 26-32
(LCDR1), 50-52 (LCDR2) u 91-96 (LCDR3) B BapuabenpHOU 00macTu nerkoit uenu u 26-32 (HCDRI1), 53-55
(HCDR2) u 96-101 (HCDR3) B BapuadenbHoit obnactu Tspkenoi nenu; Chothia and Lesk (1987) J. Mol. Biol.
196:901-917). Konkpernsie CDR 1no HacTosieMy H300pETCHHIO ONHCAHBI HIDKE.

Bo BceM HacTosIEM ONMHCAHHM IPH CCHUIKE HA OCTATOK B BAPHAOCIHHOM JOMEHE (MPUMEPHO OCTATKH 1-
107 BapmabenapHON oOnacTu Jerkoif nemu W octarku 1-113 BapuaOenabHON 0OIACTH TSDKEIOH LEMH) OOBIYHO
NpUMEHSCTCS cucTeMa Hymepauuu mo Kabat (mampumep, Kabat et al., Berme (1991)).

CDR BHOCAT BKJ1aJ B 00pa30BaHHE AHTUTEHCBA3BIBAIOIICTO HIIH, 00JIee KOHKPETHO, SMHTOINCBI3bIBAOILETO
yuyactka aHtuten. TepMmuH "smuTon" unu "aHTHICHHAs JETEPMHMHAHTA" OTHOCHTCS K YYaCTKy HAa AHTHICHE, C
KOTOPBIM CHEUU(PHIHO CBA3BIBACTCA HMMYHOTJIOOYIMH MM QHTUTENO. DIMHTOIMBI MOTYT ObITh 00PA30BaHBI KaK
CMEXHbIMH AMHHOKHCIOTAMH, TaK H HECME)KHBIMH AMHUHOKHCIOTAMH, PACIOJIOKCHHBIMH pPAAOM Omaroaaps
CBOPAYMBAHHIO OEJIKA B TPETHYHYIO CTPYKTYPY. DIMHUTOMBI, 0OPAa30BAHHBIC CMEXHBIMH AMHHOKHCIIOTAMH, OOBI-
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HO COXPAHAIOTCS NMPHU BO3ACHCTBUHU JCHATYPHPYIOIIUX PACTBOPUTEIICH, TOrIA KAK 3MUTOINbI, 00pPa30BaHHbIE Oa-
rofaps CBOPAUHBAHUIO B TPETUYHYIO CTPYKTYPY, OOBIYHO YTPAUUBAIOTCS HPH 0OpAOOTKE ACHATYpPHPYIOLIUMH
PACTBOPUTEILIMH. DNMUTON OOBIMHO COACPIKHMT MO MEHbLICH mepe 3, 4, 5, 6, 7, 8, 9, 10, 11, 12, 13, 14 wm 15
AMHHOKHCJIOT B YHHUKAIBHOH MPOCTPAHCTBEHHOHW KOH(opmaruu. ONHCaHHBIE B JAHHOM JOKYMEHTE CIOCOOBI
ONpPEJENICHUS TOTO, C KAKUMHM 3IHTONAMH CBS3BIBACTCS YKA3AHHOE AHTHTENO (T.€. KAPTHPOBAHMSA 3IHTOIIOB),
XOpOIIO M3BECTHBI M3 YPOBHA TEXHHKH M BKIFOYAIOT, HAPHMED, AHATH3bI MO METOJAM HMMYHOOIOTTHHIA H
HMMYHONPEUUIUTALUY, TAC MEPEKPHIBAIOIMUECS HIU CMEKHBIC NeNnTHABI LY 75 HCCAeAyIOT B OTHOLICHUHU PEaK-
TUBHOCTHU C YKa3aHHBIM aHTUTEIOM K LY75. CocoOb!I onpeaeacHUs MPOCTPAHCTBEHHOW KOH(OPMAIMH 3MUTO-
OB BKJIFOUAKOT METOJAHMKH, H3BECTHBIC U3 YPOBHA TEXHUKHU, H METOJHKH, OMMUCAHHbIC B JAHHOM JOKYMEHTE, Ha-
HMPUMEP, PEHTTEHOBCKYH) KPHCTA/LIOrpaQHi0 M 2-MEPHYIO CIIEKTPOCKONHMIO SJCPHOTO MArHHTHOTO PE30HAHCA
(cMm., Hanpumep, Epitope Mapping Protocols in Methods in Molecular Biology, Vol. 66, G. E. Morris, Ed.
(1996)). TepmuH "KapTHPOBAHHE IMHUTONOB" OTHOCHUTCA K CMOCOOY MACHTH()UKALMH MOJECKYJIAPHBIX JETCPMHU-
HAHT PACMO3HABAHHUS AHTUICHA AHTUTEIIOM.

KapOokcHkoHIIEBas YaCTh KAKIOH LEMH ONMPENEIACT KOHCTAHTHbIC 00JACTH, HECYIIHE OCHOBHYIO OTBET-
CTBEHHOCTS 32 3 dexTopHyro (pyHkuuro. Kabat u coaBr. coOpanu JaHHBIE 0 MHOXKECTBE NMEPBUUYHBIX MOCNIEI0BA-
TEJIbHOCTEH BapHAOEIBbHBIX 00JaCTEH TSDKEIBIX LENEH M Jerkux uenel. Ha oCHOBaHMM CTENEHH KOHCEPBATHB-
HOCTH TIOCJICJOBATEIbHOCTEH OHH OTHECTH OTJCJbHBIC NMEpBHUHbBIE MocienoBareIbHOCTH K CDR M KapkacHBIM
y4acTkaM ¥ coctasuiad ux nepeucHs (cM. SEQUENCES OF IMMUNOLOGICAL INTEREST, 5th edition, NIH
publication, No. 91-3242, E.A. Kabat et al.).

B moaknacce umMyHOr100y THHOB IgG B TSDKEIOH HENMH HAXOAUTCS HECKOJIBKO JOMCHOB UMMYHOTJI00Y JTH-
HOB. [Toa "momeHoM ummyHOTI00YIMHA (Ig)" B JTAaHHOM MOKYMEHTE MOAPA3yMEBACTCS 00JIACTh UMMYHOTIOOY-
JMHA, UMEIOLIAs YETKO BBIPOKCHHYIO TPETHUHYIO CTPYKTYpYy. B HacrosmeMm H300pETCHHH MHTEPEC MPEACTAaB-
JSFOT JOMEHBI TSDKENBIX IICNeH, BKIIFOUAromue KOHCTaHTHbIe JoMeHbl (CH) M mapHHpHBIE TOMEHBI TSKEIBIX
nenei. [IpumenurenbHO k aHTUTEenaM IgG kaxapiit u3 m3otunos IgG umeer Tpu CH-o6mactu. COOTBETCTBEHHO,
"CH"-nomens! mpumeHuTenbHo K 1gG apmsmorcs crexyromumu: "CH1" otHocuTes k monoxenusM 118-220 co-
rnmacHo EU-unaekcy no Kabat. "CH2" otHocurcs k monoxenusm 237-340 cormacuo EU-uaaekcy mo Kabat, a
"CH3" orHocuTcs k monoxxeHusm 34 1-447 cornacHo EU-unaexcy no Kabat.

Jlpyrum THIOM JOMEHA TSDKEIOH uenu Ig spiserca mapHupHas obnacts. [Tox "mapHUpHBIM yyacTkoM",
WM "IApHUPHOH 007acThI0", WM "IIAPHUPHOH 001acThIO0 aHTHTENA", WM "IIAPHUPHOH 00JaCThI0 UMMYHOT-
n00yaMHA" B JAHHOM JOKYMEHTC MOAPA3yMEBACTCS THOKHH MOJUMCITUHA, COACPKALIMA AMHHOKUCIIOTHI MEXKITY
HEPBBIM H BTOPBIM KOHCTAHTHBIMHU TOMEHAMH aHTuTena. B crpykrypHoMm minane CH1-nomen IgG 3akaHuuBaercs
nojoxenueM 220 cornacHo EU, a CH2-nomen [gG HaunHaeTcs ¢ moyoxeHus octarka 237 cornacHo EU. Takum
obpaszom, aii aHturena IgG mapHUpHBIH yYacTOK B JAHHOM JOKYMECHTE OMPENCIETCSA KAK BKIIFOYAIOIIUH MO-
noxenus ¢ 221 (D221 B IgG1) mo 236 (G236 B IgG1), rae mymepauusa coorserctByet EU-unaekcy no Kabat. B
HEKOTOPBIX BAPHAHTAX OCYLICCTBICHHUSA, HAPUMED, MMPUMEHUTEIBHO K Fc-00macTu, BKIIOYECH HIDKHUH IIAPHHUP-
HBIH YYaCTOK, PH 3TOM "HW)KHHI IIAPHUPHBIH y4acTOK" OOBIMHO OTHOCHTCS K NMOJOMEHHAM 226 umu 230.

OcoOcHHBII HHTEPEC B HACTOAmIEM H300peTeHuH mpeactaBror Fc-o6mactu. IMox "F¢", wma "Fc-
obmactero”, umi "Fc-moMEHOM", Kak HCMOJB3YETCS B JAHHOM JOKYMEHTE, HOAPA3yMEBACTCS MOJMICHTHI, CO-
JIEpKAIMH KOHCTAHTHYIO OOJIACTh AHTHTENA, 3a UCKIIFOUYCHHEM IIEPBOTO JOMEHA KOHCTAHTHOH 00JACTH HMMY-
HOTJI00yJIMHA M B HEKOTOPBIX CIY4asX 4aCTH IIAPHHPHOTO y4acTka. Takum oOpasom, Fc oTHocurcs k mocnen-
HHUM JBYM JOMEHAM KOHCTAHTHOH oOmactu uMMyHOTJI00ymHOB IgA, IgD u IgG, mocreqHuM Tpem JOMECHAM
KOHCTAHTHOH 00sactu uMMyHOrnoOy muoB IgE u IgM u ruOkoMy IIApHUPHOMY YYacTKy, PacIOJIOKECHHOMY B
HarpaBiaeHUH N-KOHIA OT 3THX JoMeHOB. B ciyuae IgA u IgM Fc moxer coaepxkars J-uens. B ciayuae 1gG Fe-
JIOMEH COAep>KUT A0MEHbI HMMYHOTIIO0Y TMHOB Cy2 U Cy3 (Cy2 u Cy3) ¥ HIKHIOIO HIAPHUPHYIO 00J1ACTh MEXIY
Cyl (Cyl) u Cy2 (Cy2). Xorsa rpanunus! Fc-ob6mactu MoryT BapsupoBarthb, Fc-o0macts Tsoxenoit uenu IgG yeno-
BEKa OOBIYHO ONpeJe/sIeTCs Kak BKIOUaromas octatkud or C226 wm P230 1o ee kapOOKCHIIBHOTO KOHLQ@, IIe
HyMmepauus coorBeTcTByeT EU-nHaekcy mo Kabat. B HekoTOpBIX BapHaHTax OCYINECTBICHHA, Kak 00Jiee MOTHO
OIIMCAHO HIDKE, AMUHOKHCIOTHbIC MOAM(HKALUMH MPOU3BOIAT B Fc-001acTH, HAampUMeEp, ¢ H3MEHEHHEM CBSI3bI-
BaHUs ¢ oqHUM uH 0osee FcyR-peuenropamu umu ¢ FcRn-penentopom.

B HEKOTOPBIX BapHAHTAX OCYILECTBJICHHA AHTHTEA SBJFOTCA AHTUTEIAMH MOJHOH amuHsl. [lox "aHTHTE-
JIOM HOJHOH ATHHBI" B JAHHOM JOKYMEHTE IOJPA3yMEBACTCS CTPYKTYPA, ABIAIOLIAACT €CTECTBEHHOH OHOJIOTH-
yeckoii (hopmoit aHTHTENA, COaeprkaIas BapHaOeabHbIE H KOHCTAHTHBIC 00JACTH, COACPKAIIHME OJHY HIIH Ooee
MOIH(PUKALMI, BKPATLE U3JI0’KEHHBIX B JAHHOM JOKYMEHTE.

B ampTepHaTHBHOM CiIyyae aHTUTEJA MOTYT MPEACTABIATh COOOH P CTPYKTYP, BKIFOUArOIHMX Oe3 orpa-
HHYCHHUS (D)PArMEHTHI AHTUTEJ, MOHOKIOHAIBHBIC AHTUTENA, OMCIICLU(UICCKHE AHTHTENNA, MUHHAHTUTENA, J0-
MCHHBIC AHTHTEJIA, CHHTETHYCCKHE AHTUTENA (MHOTIA HA3BIBACMbIC B JAHHOM JOKYMEHTC "MHMETHKAMH AHTHU-
Ten"), XMMEPHBIC AHTUTEIA, TYMAHH3UPOBAHHBIC AHTHTENA, MMPOXYKTHI CTMAHHA AHTUTEI (MHOTAA HA3BIBAEMBIC B
JAHHOM JOKYMEHTE "KOHBIOTaTaMH aHTHUTEN") H COOTBETCTBEHHO (hparMEeHThI KKAOr0 u3 HUX. CTPYKTYpHI, B
OCHOBE KOTOPBIX JISKUT NpuMeHeHue Habopa CDR, BKIIIOUEHBI B ONTpeAeIcHUE "aHTHTEma".

B oxHOM BapHaHTE OCYINECTBJICHHA AHTHUTEIO HpeacTaBiseT coOoif (parmeHT aHTHTena. KoHkperHble
(parMeHTHI aHTHTEN BKJFOUArOT Oe3 orpanuueHus (i) Fab-¢parmenr, cocrosmuii 3 VL-, VH-, CL- u CH1-
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noMeHoB, (i) Fd-¢parment, cocrosammit u3 VH- u CH1-momeHoB, (iii) Fv-¢pparmenr, cocroammii u3 VL- u VH-
JIOMCHOB OTACILHOTO aHTuTena; (iv) dAb-pparment (Ward et al., 1989, Nature 341:544-546, BKIIOUCHHBIH MO-
CPEACTBOM CCBUIKH BO BCEH CBOCH MOJHOTE), COCTOAIIMN M3 OTACIbHOM BapHaOCIbHON 00iacTH, (V) BBIACICH-
Heie CDR-oOnmactu, (vi) P(ab')2-parmenrtsr, OMBAICHTHBIE (DparMEHTHI, COOCPXKAIMUE ABA CBA3AHHBIX Fab-
(¢parmenra, (vii) ogHouemoueuHsle MONEKynbl Fv (scFv), rae VH-momeH U VL-IOMEH CBS3aHBI MENTUIHBIM
JHHKCPOM, OOCCICUUBAIOIIMM OOBEAMHCHHE JBYX JTOMCHOB C 0OPA30BAHHCM AHTUTCHCBA3BIBAKOILECTO YYACTKA
(Bird et al., 1988, Science 242:423-426, Huston et al., 1988, Proc. Natl. Acad. Sci. U.S.A. 85:5879-5883, Bxmo-
YEHHBI MOCPEACTBOM CCBLUIKM BO BCEH CBOCH momHOTE), (Viil) Oucmeuuduueckue omHouemouyeunsie Fv (WO
03/11161, BrrOYCHHAsA MOCPEACTBOM CCBLIKH BO BCCH CBOCH motHOTE) M (iX) "auarena" wmu "tpuarena”, mou-
BAJICHTHBIC MM moaucnenupuueckue pparMeHTsl, KOHCTPYHpyeMbIe MyTeM ciausHui reHoB (Tomlinson et. al.,
2000, Methods Enzymol. 326:461-479; W094/13804; Holliger et al., 1993, Proc. Natl. Acad. Sci. U.S.A.
90:6444-6448, BCEe U3 KOTOPBIX BKJIKOUEHBI HOCPEACTBOM CCBUIKU BO BCEH CBOEH MOJTHOTE).

B HEKOTOPHIX BAPHAHTAX OCYIUCCTBIICHUS AHTUTEIIO MOKET MPESACTABIATE COO0OH KOMOWHALIMIO OT pasHy-
HBIX BHJOB, HAMPUMEP, XUMEPHOE AHTHTEJIO M/UJIHM I'YMAHH3HPOBAHHOC AHTUTENO. MIHBIMH CTOBAMH, B HACTOSA-
meM u300pereHun Habopbl CDR MOXHO MPUMEHATH C KAPKACHBIMH H KOHCTAHTHBIMHU OOJACTAMH, OTIHYHBIMH
OT KOHKPCTHO ONMUCAHHBIX B JAHHOM JOKYMEHTE MO MOCJICI0BATCIHBHOCTH.

B nemoM, kak "XHMEpHbIE aHTHUTENA", TAK M "TYMAHH3HPOBAHHBIC AHTHTENA" OTHOCATCA K AHTHTENAM, B
KOTOPBIX OOBCAUHCHBI 00MacTH OT Ooyee yeM OAHOro BuAAa. Hampumep, "XHMEpHBIC aHTUTENA" TPATULIMOHHO
coxep>kaT BapuabeIbHYHO(bIC) 00IACTh(M) MBIIIY (MM, B HEKOTOPBIX CIy4YasX, KPbICHI) H KOHCTAHTHYHO(BIC) 00-
J1acTh(u) YeaoBeKa. "I YMAHH3HPOBAHHBIC AHTHTENA" OOBIYHO OTHOCITCS K QHTHUTENIAM, OTJHMYHBIM OT YEJIOBEUC-
CKHX, Y KOTOPBIX KAPKACHBIC 00JACTH BAPHAOCIBEHBIX JOMCHOB OBITH 3aMCHEHBI MOCJICIOBATCIBHOCTIMH, OOHA-
PYKHBACMBIMH B QHTUTEJIAX YeIOBEKA. Kak mpaBujo, B r'yYMAHU3HPOBAHHOM AHTHTEJIC BCE AHTHTEJIO, 3 UCKITIO-
yeHueM CDR, xoaupyercss MOJHHYKJICOTHIOM YCIOBEYCCKOTO MPOUCXOXKACHUSA WM 33 UCKIIOUCHHEM CBOUX
CDR mnaenruyHo TakoMy antureny. CDR, HekOTOpbIC HITH BCE H3 KOTOPBIX KOJUPYHOTCS HY KJIEHHOBBIMH KHCIIO-
TaMHU, MPOUCXOAIUMH OT OPTaHU3MA, OTJIMYHOTO OT YCJIOBCKA, TPAHCIUIAHTUPYIOT B KAPKACHBIA YYaCTOK CO
CTPYKTYpO# OeTa-mucTa B BapuaOeIpHOM 00IACTH AHTUTENIA YEIOBEKA C MOJYYCHUEM AHTUTEIIA, CICHH(DHIHOCTD
KOTOPOTO ompeaesieTca TpaHcmiaHTupoBaHHeIMU CDR. TlotyueHHe TakKUX QHTUTETT OMUCAHO, Hanmpumep, B WO
92/11018, Jones, 1986, Nature 321:522-525, Verhoeyen et al., 1988, Science 239:1534-1536, BCe U3 KOTOPBIX
BKJIFOUCHBI MTOCPEICTBOM CCBIJIKH BO BCEH cBoeH mosHOTe. "OOparHas MyTauus" 1o THITy 3aMEHBI BBIOPAHHBIX
OCTATKOB AKLCNTOPHBIX KAPKACHBIX YYACTKOB HA COOTBETCTBYIOIIME JOHOPHBIC OCTATKH YACTO HECOOXOIUMA IS
BOCCTAHOBJICHUS a(pPUHHOCTH, YyTPAUMBAEMON KOHCTPYKLUHMEH MoOcCie NepBOHA4aabHOW TpaHcmiaaHTauuu (US
5530101; US 5585089; US 5693761; US 5693762; US 6180370; US 5859205; US 5821337; US 6054297; US
6407213, BCcE U3 KOTOPBIX BKIHOUEHBI MOCPEACTBOM CCBUIKHM BO BCEH CBOEH MOTHOTE). [ YMAHH3UPOBAHHOE AHTH-
TEJIO0 B ONTUMATLHOM CJIY4Yae TAKKE COACPIKHMT IO MCHBIICH MEPE 4aCTh KOHCTAHTHOU 00JACTH HMMMYHOTJIOOY-
JHHA, 0OBIMHO HMMMYHOTJIOOYTHHA YEJIOBEKA, H, COOTBETCTBCHHO, 00OBMHO coaepxut Fc-o0nacTe uenoseka. ['y-
MAHH3HPOBAHHBIC AHTHTEIA TAKXKE MOXKHO MOJIY4ATh C MPUMCHCHHUCM MBILICH C UMMYHHOH CHCTEMOM, MOABEPT-
HyTOH reHHo# uHxeHepuu. Roque et al., 2004, Biotechnol. Prog. 20:639-654, BKIFOUCHHBIH MOCPEACTBOM CCBLI-
KU BO BCCH CBOCH MOIHOTE. M3 YPOBHA TEXHHKH XOPOIIO U3BECTCH PSI METOAUK M CMOCOOOB T'YMAHU3ALUH H
PEKOHCTPY HPOBAHMS AHTUTEI, OTJIMUHBIX OT uenoBedyeckux (cM. Tsurushita & Vasquez, 2004, Humanization of
Monoclonal Antibodies, Molecular Biology of B Cells, 533-545, Elsevier Science (USA), U TUTEpaTypHBIC HC-
TOYHUKH, YIIOMHHACMBIC TaM, BCE M3 KOTOPHIX BKJIFOYCHBI MOCPEACTBOM CCBLIKH BO BCEH CBOEi momHOTE). Cro-
CcoOBbI TYMAHU3AIUH BKTIOYAKOT O€3 OrpaHMUYCHHA CrOCOObI, omucaHHbie 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; Queenet 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 U3 KOTOPBIX BKJIFOUCHBI
MOCPEICTBOM CCBUIKH BO BCCH CBOCH MOTHOTE. [ 'yMAaHU3AIMS HITH JPYTUE CIIOCOOBI CHUKCHUS UMMY HOTCHHOCTH
BapHaOCIBHBIX 00IACTCH AHTHUTEN, OTJIMYHBIX OT YCJIOBCUCCKUX, MOMKET BKJIFOYATH CIMOCOOBI M3MCHCHHS IIO-
BEPXHOCTH, ONMUCAHHBIC, HampuMep, B Roguska et al., 1994, Proc. Natl. Acad. Sci. USA 91:969-973, BrmoUcH-
HOM IOCPEACTBOM CCBUIKH BO BCCH CBOCH MOHOTE. B OTHOM BapHAHTEC OCYIUECTBICHHS HCXOTHOE AHTHUTEJIO
OBLIO MOABEPTHYTO CO3PEBAHHIO AQ(GHHHOCTH, H3BECTHOMY M3 YPOBHS TEXHHMKHU. [l TyMaHH3aLUMH U CO3PEBa-
HHA aQPUHHOCTH MOXKHO HCIOJB30BATh CTPYKTYpPHBIE CIOCOOBI, Hanmpumep, onucanHsie B USSN 11/004590.
Ji TYMaHM3aUUMU W/MIH CO3peBaHUsA a((UHHOCTH BApHAOCIBHBIX OOJACTCH AHTHTE]T MOXKHO HMCIOJIB30BATh
CcrmocoOBbl HA OCHOBE 0TOOPA, B TOM YHUCNIE O€3 orpaHHUYCHUS CocoObl, onmucaHHbie B Wu et al., 1999, J. Mol. Bi-
ol. 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 et al., 2003, Pro-
tein Engineering 16(10):753-759, Bce M3 KOTOPBIX BKJIFOUCHBI MOCPEICTBOM CCHUIKH BO BCEH CBOCH IOJHOTE.
Jlpyrue cnocoObl ryMaHH3aLUMH MOTYT BKJIFOYATh TPAHCIUIAHTALMIO nuius yacted CDR, B Tom uucne 6e3 orpa-
HUUCHHA crocoObl, onucanHbie B USSN 09/810510; Tan et al., 2002, J. Immunol. 169:1119-1125; De Pascalis et
al., 2002, J. Immunol. 169:3076-3084, BCe M3 KOTOPHIX BKIFOUCHBI MOCPEICTBOM CCHITKH BO BCEH CBOCH MOJIHO-
TC.

AHTHTENA, PACKPBITHIE B JAHHOM JOKYMEHTE, MOTYT OBITh BBIACICHHBIMH HJIH PEKOMOWHAHTHBIMU. "BbI-
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JICNICHHBIH", UCTIONB3YEMBbIH JJI1 ONMUCAHHUA PA3NIUUYHBIX MOJTHIICNITHIOB, PACKPHITHIX B JAHHOM JOKYMEHTE, O3Ha-
YACT MOJUIENTHA, KOTOPBIH ObIT MACHTH(HULMPOBAH H OTJACJCH OT W/MIM H3BJCYCH M3 KJICTKH WIIH KYJIbTYPbI
KJIETOK, B KOTOPOH OH 3KCIPECCHpOBAICA. TakuM 00pa3oM, BBIACICHHOE AHTHTENIO NMPEAHA3HAUCHO 11 0003HA-
YEHHUS] AHTHUTEIA, MPAKTHYECKU CBOOOJHOTO OT JAPYTHX AHTHTEN C APYroi Ccrneiu(pHUUHOCTBIO K AaHTHICHAM (Ha-
NpPUMED, BBIACICHHOC AHTHUTEJO, KOTOPOE creuu(pUIHO CBA3BIBACTCA ¢ LY75, mpakTuyecku CBOOOIHO OT AHTH-
TEJ, CHCUM(UIHO CBA3BIBAKOIMXCA C AHTUTCHAMM, OTAHMYHBIMH OT LY 75). Takum 00pa3om, "BeIACICHHOE" aH-
TUTEJIO MPEACTABICHO B (popMe, OOBIMHO HE OOHAPYIKUBACMOI B MPHPOJC (HAMPUMEP, HE BCTPCUAKOILCHCS B
npupoae). BrineneHHOe aHTHTENO, ONPEACICHHOE B JAHHOM JOKYMEHTE, MOJKET B OJTHOM BAPHAHTE OCYILECTB-
JICHUS COACP>KATh IO MEHBIUEH MEpe OJHY AMHHOKHCIIOTY, HE BCTPEUAIOILYIOCS BO "BCTPEHAOIEMCS B MPHPO-
Jae" aHTuTene. 3Ta AMHHOKHCIOTAa MOJKET OBITh BBEJCHA MOCPEACTBOM JOOABJICHUS MM 3aMeHbI. byaeT moHsT-
HO, YTO BBOAMMAS AMHHOKHCJIOTA MOXKET OBITh BCTPEUAKOILECHCS B MPUPOJE WM HE BCTPEUAIOLICHCS B MPUPOJE
AMHHOKHCIIOTOH. B HEKOTOpPBIX BAPHAHTAX OCYLICCTBICHUSA AHTUTEIA IO HACTOAIIEMY M300PETEHUIO MPEACTAB-
JSFOT COOOH PEKOMOWHAHTHBIC OCJIKH, BBIACICHHBIC OCIKM WIH MPAKTHYECKH YUCThIC Oenku. "BpiaencHHbIH"
OCJIOK HE COMPOBOXKIACTCA IO MCHBIICH MEPE HCKOTOPOH YAaCThKO MATEPHAJIA, C KOTOPHIM OH OOBIYHO CBSA3AH B
CBOEM ECTECTBCHHOM COCTOSIHMH, HAIPUMEP, COCTABIIAA MO MEHBIUEH Mepe MPHOIU3HTENBHO 5% HIIH MO MECHb-
e Mepe mpuOm3uTeIsHO 50% mo Becy OT 00miero 0eika B ykazaHHOM oOpasue. [TOHATHO, YTO BBIICICHHBIH
OCIOK MOKET COCTABIATH OT 5 A0 99,9% mo BeCy OT CoAacpKaHuA OOmmIero Oeika B 3aBUCHMOCTH OT 00CTOSI-
TeabCTB. Hampumep, Oe10k MOXKET OBITh MOTyYEH B 3HAYHTEJIBHO 00JIe€ BBICOKOH KOHIICHTPALMH Iy TEM MPUME-
HEHHUS WHIYHUPYEMOT0 MPOMOTOPA MIIM MPOMOTOPA, 00ECIICUHBAIOLICTO BBICOKYIO 3KCHPECCHIO, OJ1aroaaps ue-
My O€JIOK MOJyYaroT MPHU MOBBIIICHHBIX YPOBHAX KOHLEHTpAUUH. B ciayyae pekoOMOMHAHTHBIX OEIKOB ompene-
JICHHE BKIIFOYACT MOJIyUCHUE AHTHUTE/IA B OOJIBIIOM Pa3HOOOPA3HH OPraHU3MOB H/HJIM KJIECTOK-X035€B, H3BECTHBIX
B JAHHOW OOJACTH TEXHHUKH, B KOTOPBIX OHO HE 00Pa3yeTcs B €CTECTBEHHBIX YCIOBHAX. OOBIMHO BBIACICHHBIH
HOJMIENITH/ MOTYYar0T C MOMOIIBIO 10 MCHBINEH MEPE OJHOIO 3Tamna OYUCTKH. "BhIIeICHHOE aHTUTENO" OTHO-
CUTCS K QHTHUTEIy, MPAKTHYECKH CBOOOTHOMY OT APYTHX AHTHTEN C APYroi crnielu(UUHOCTHIO K AHTHICHAM.
Hanpumep, BbIIEICHHOE AHTHTENO, KOTOPOE creuu(HUecku CBA3bIBACTCA ¢ LY 75, MpakTHYECKH HE COACPMKHT
AHTHUTE], CICIM(UICCKH CBA3BIBAKOIIMX AHTHICHBI, OTIHYHBIC 0T LY75. PazymeeTcs, BBIICICHHOE AHTUTENO K
LY75 MoxeT ObITh CBA3aHO C BEHETOKJIAKCOM.

BbrlneneHHbIE MOHOKJIOHATIBHBIC AHTHTEIA C PA3HOH CIeH(UUHOCTBIO MOKHO OOBEAHHHUTD B YETKO OMpE-
JICJCHHYK) KOMIO3ULMEO. TakuM 00pa3oM, HAMPUMEP, AHTHTEJIO MO HACTOALICMY H300PCTCHUIO MOYKHO HEOOs-
3aTEIBHO U MO OTACIbHOCTH BKJIFOYATh HJIM HE BKIIOUYATh B COCTAB, KAK JOTOJHHTEIBLHO 00CYKIAETCS HUIKE.

Anrurena k LY75 no Hactosmemy u3o0pereHnto cnenumyHo cesa3biBarorces ¢ LY 75 (manpumep, SEQ ID
NO: 15). "Cneuunduunoe cs3piBaHue", uiu "crenuuuHo CBA3bIBACTCA C", WM "crneuuuIHbIi K" B OTHOLIC-
HUM KOHKPETHOTO AHTHUICHA WJIM 3IHTONA O3HAYAET CBA3BIBAHME, H3MEPHMO OTJIMUAOLICECS OT Hecmermpuye-
ckoro B3amMmoaeHcTBHA. CrieruUuHOE CBA3BIBAHHE MOXXHO H3MCPHTh, HAIPUMED, MyTEM ONPEACICHHS CBS3bI-
BAHMS MOJIEKYJIBI B CPABHEHUH CO CBSI3BIBAHHEM KOHTPOJIbHOH MOJIEKYJbI, KOTOPAas OOBIYHO NMPEJCTABIIET CO-
00H MOJCKYJIy CXOAHOHM CTPYKTYpBI, HE OOJAJArOINCH AKTHBHOCTHIO CBA3bIBaHHA. Hampumep, crnemmduaHoe
CBA3BIBAHUE MOXKHO ONMPEACIUTh MO0 KOHKYPEHIIMU C KOHTPOJIbHON MOJIEKYJIOH, CXOAHOM C LIEIEBOH.

CrneuunduyHoe CBA3BIBAHHE C KOHKPETHBIM AHTUTECHOM MJIM 3MUTOIIOM MOYKET MPOSBIIATHCS, HAPUMED, aH-
TUTETOM, MMEOIMM Kp A/ aHTHIeHa WM 3MMTONA, COCTAB/SIOIYIO MO MEHBIICH Mepe NMPUOIH3UTEIbHO
10" M, no MeHbIueit Mepe mpubmH3uTeIbHO 10~ M, no MeHbmeit Mepe mpuémsutensHo 10° M, no MeHbIueit
mepe mpubmsuTeasHo 107 M, no MeHbmeii Mepe npuémsutensHo 10° M, no MeHbInei Mepe MpHOTH3HTETHHO
10° M, B aTbTEPHATHBHOM CITyyae MO MEHbIIEH Mepe npubmsuTeabHo 107 M, no MeHbIuel Mepe mpu6IH3H-
TensHo 107" M, no MeHsInei Mepe nmpubmmsuteabHo 107> M umi 6ombine, rae Kp OTHOCHTCS K KOHCTAHTE CKO-
POCTH IUCCOLMALIMHU IIPH KOHKPETHOM B3aMMOJICHCTBHH AHTHTENA H AHTUTEHA. AHTHTENIO, KOTOPOE CHEUU(BHIHO
CBA3BIBACTCA C AHTUTECHOM, 00bMHO OyneT uMeTh Kp, B 20, 50, 100, 500, 1000, 5000, 10000 wm 6ombiue pas
OOIbLIYIO JJI1 KOHTPOJIBHOH MOJEKYJIbl IO CPABHEHHIO C AHTHICHOM MM 3nmuromnoM. OJHAKO, B HACTOALIEM
n3o6peteHuu npu BBeacHUHM ADC Ha ocHOBe aHTuTen K LY 75 mo HacTosAmeMy H300pETEHHIO BaXKHO, YT00bI Kp
Obl1a 1OCTAaTOYHOH 1711 0OEcTieYECHUs MHTCPHATM3ALMHU H, CICAO0BATEIbHO, THOCIH KIETOK O€3 3HAUUTEIBbHBIX
NOOOYHBIX I(PPEKTOB.

CremmdryHoe CBA3bIBAHHE C KOHKPETHBIM AHTUICHOM HITH JMUTOIIOM TAKXKE MOYKET MPOSBIATHCS, HAIPH-
Mep, aHtuTenoM, umeromuM K, unu K, 114 anrurena unu snurona, no MeHsie# mepe B 20, 50, 100, 500, 1000,
5000, 10000 unu 6opLIe pa3 OOJBIIYIO I/ JMUTOMNA MO CPABHEHHIO C KOHTPOoJeM, rae K, wmu K, oTHocuTCH K
KOHCTAHTE CKOPOCTH ACCOLMALIUH MPH KOHKPETHOM B3aHMOJCHCTBHH AHTHTENA U AHTHICHA.

CraHmapTHbIC AaHATH3BI 1 OLCHKU CIIOCOOHOCTH AHTHUTEN CBA3BIBATBCA ¢ LY 75 MOryT mpoBOAMTBCSA HA
YPOBHE OCJIKOB WJIM KJIETOK M M3BECTHBI H3 YPOBHS TEXHHKH, B TOM uHcie, Hanpumep, ELISA, Buasl BectepH-
6morrunra, RIA, anami3sl ¢ BIAcore® u aHaiu3 ¢ HCHOJIB30BAHHEM HPOTOYHOH muTomerpuu. Ilomxomsiue
aHamu3bl MOIPOOHO ormucaHsl B pasaeie "[Ipumepst”. Kunetuky cBsa3biBaHusA (Hampumep, aQ(HHHOCTD CBS3bI-
BAHMS) AHTHTEJ TAKXKEC MOXKHO OLICHHTH C NMOMOIIBIO CTAHJAPTHBIX AHAJTU30B, U3BECTHBIX H3 YPOBHS TCXHHUKH,
KaK, HapuMep, ¢ MOMOINBK) aHAMHM3a Ha cucteMme Biacore®. Jng OLCHKHM CBA3BIBAHMA C KJICTKAMU Raji umm
Daudi B-knerounoit omyxonu kietku Raji (Homep aenonuposanus B ATCC CCL-86) unu Daudi (Homep aemno-
HupoBaHusi B ATCC CCL-213) MOXHO MOJTYy4YUTh U3 OOLICAOCTYIHBIX HCTOUHHKOB, TAKMX KaK AMEPHKAHCKAsA
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KOJUICKUHS TUIOBBIX KYJIbTYDP, U MPUMCHATh B CTAHJAPTHBIX aHAIM3AX, TAKMX KAaK aHAJIM3bI 10 METOLY MPOTOY-
HOM LIUTOMETPHUHU.

Anrturena k LY75, xoropeie ceassBarotcs ¢ LY75 (SEQ ID NO: 15), MOXKET MHTEPHAM30BATHCS MPH
KOHTAKTE C KJICTKAMM, 3KCOpecCHpYRIuMHu LY75 Ha MOBEPXHOCTH KJICTKH. OTH QHTHUTC/IA YIMOMMHAKTCS B
JAHHOM JOKYMCHTE KakK "aHTUTENa, CBA3bIBarOImuecs ¢ LY75" mubo, Amg mpoCTOTHI OMUCAHHA, "aHTHTENA K
LY75". O6a TepMHHA HCNIOJB3YKOTCSA B3AUMO3AMEHICMO B JAHHOM JOKYMCHTE.

Anrurena x LY 75 MHTEpHATH3HPYIOTCA MPH KOHTAKTE C KJIETKAMH, B YACTHOCTH, OIyXOJIEBBIMH KJICTKA-
MH, Ha TIOBEPXHOCTH KOTOPBIX 3kcnpeccupyeTrca LY 75. MHbiMu cnoBamu, aHtutena k LY75, onpeneneHHble B
JTAHHOM JTOKYMEHTE, KOTOPBIC TAKXKE COJAEPMKAT KOHBIOTHMPOBAHHBIEC JCKAPCTBEHHBIC CPEACTBA, HHTCPHATIH3HUDPY-
FOTCS OIYXOJIEBBIMHU KJIETKAMH, YTO MPUBOJMUT K BHICBOOOKICHHIO JIEKAPCTBEHHOTO CPEJCTBA U IOCIIEIYOLICH
rubeNd KICTOK, 00ecIeunBas JeUcHue (PopM paka, XapakTepu3yromuxcs sxcnpeccucit LY 75. MurepHatu3auuto
B JAHHOM CIIy4ae MOXXHO H3MEPHTh HECKOJIBKUMH CIOCOOAMHU. B 0HOM BapHaHTE OCYINECTBJICHHUA AHTHTENA K
LY75 npHBOAAT B KOHTAKT C KJIETKAMHU, TAKMMH KaK JTHHUSA KJICTOK, BKPATLE ONMMCAHHAA B JAHHOM JOKYMEHTE, C
NMOMOIIBI0 CTAHAAPTHBIX AHANU30B, KaK, HAPUMEP, C MCMOJb30BaHHEM MAbZap. JIi1g crnenuaaucra B JaHHOH
obnactu OyJeT O4YEBHIHO, YTO AHANM3 C MCHONb30BaHHEM MabZap wimoctpupyeT oxxkunaembli 3 dexr, koTo-
PBIH MOXHO HAOFOIATH I KOHBHOTATa AHTUTENO-NIeKapcTBeHHOE cpeacTBo (ADC). B mocneanem ciyyaec ADC
OyZAeT HHTEPHATH3HPOBATHCS, MMPUBHOCS TAKUM 00PA30M JIEKAPCTBEHHOE CPEACTBO B KJIETKY. TOKCHYHOE JeKap-
CTBEHHOE CPEACTBO OyJET HMETh CIOCOOHOCTh K YHHUTOXKCHHUIO KJIETKH, T.€. K YHHUTOXCHHUIO PAKOBOH KJIETKH-
MuIeHd. JlaHHble aHanu30B MabZap J1erko NMPUHHMAKOTCS CICHHATMCTAMH B JAHHOH 00NAcTH KAaK MILTFOCTPA-
tuBHbIe 111 aHaau30B ADC (Kohls, M and Lappi, D., [2000] Biotechniques, vol. 28, no. 1, 162-165).

B aTux BapuaHTax OCYLICCTBJICHMSA aHATH30B In Vitro anTurena k LY 75 1o6aBisroT BMECTE C QHTUTEIIOM K
antuTenaM k LY75, conepxamyM TOKCHH, HaNPUMEP, aHTHTENO K LY 75 MOxeT ObITh MBIIIHHBIM HJIM T'yMaHH-
3MPOBAHHBIM, A AHTHTEJIO K aHTUTEIAM K LY75, MOKET OBITh AHTHTEIOM K MBIIIMHBIM AHTHTEJIAM WJIM AHTUTC-
JOM K I'YMaHH3MPOBAHHBIM AHTUTEIAM M COJEPXKATh TOKCHH, TAKOW Kak camopuH. [Tocne oOpa3oBaHUA KOM-
nmiekca [antuteno k LY 75]-[konbrorar aHTuTE 0 K aHTUTENY K LY 75-1€KapCTBEHHOE CPEACTBO| KOMILIEKC HH-
TEPHANU3UPYETCA, U JICKAPCTBEHHOE CPEACTBO (HANPUMEP, CANIOPUH) BHICBOOOXKIACTCS, MPUBOAA K T'HOCTH Kile-
TOK. JIeKapCTBEHHOE CPEACTBO BBHICBOOOXKIACTCS TOJBKO NMOCIIEC HHTEPHATH3ALMH, U IO3TOMY KJIETKH B OTCYTCT-
BHE MHTCPHATIM3ALHMU OCTAFOTCS XKU3HECTMOCOOHBIMH. Kak BKpaTLE H3II0KEHO HWKe, Oe3 OrpaHHUYCHUS KaKOH-
100 TeopHEH, B TEPANEBTUUCCKUX MyTAX MPUMEHEHHS AHTHTENO K aHTUTENY K LY 75 comepkKuT TOKCHH, H IO-
CJIc HHTEPHAIU3ALUH CBS3b MEXKIY AHTUTCIOM H TOKCHMHOM PACIIEIUIICTCS C BHICBOOOIKICHUEM TOKCHHA H Y HH-
YTOKEHUEM KIICTKH.

B oxHOM BapHaHTE OCYLIECTBJICHHS aHTUTENIO K LY75 comepxur 001acTH, onpeacaromue KOMIUIEMEH-
tapHOoCcTh (CDR), miu BapuabepHbie 00nacTu (VR) TSOKETBIX M JICTKUX LENCH KOHKPETHOTO AHTUTEIIA, OMUCAH-
HOTO B JAHHOM JOKYMEHTC (HampUMEp, YIIOMHHAEMOTO B JaHHOM JOKyMEHTE Kak "LY75 Al"). CoOTBETCTBCH-
HO, B OJJTHOM BapHaHTE OCyuecTBIeHUs aHTureao coaepkur gomensl CDR1, CDR2 u CDR3 BapuabeabHOH 00-
nactu Tsoxenoit uerm (VH) anturena LY75 Al, uMmeromei mociea0BaTeNIbHOCTh, MOka3anHyw mox SEQ ID
NO: 1, u romenst CDR1, CDR2 u CDR3 BapuabensHo¥ oOnactu jaerkoit uenmu (VL) anturena LY75 Al, ume-
IOLICH NMOCIEA0BATEIbHOCTD, NOKa3aHHy o nox SEQ ID NO: 2.

B apyrom BapuaHTe OCyIIEeCTBICHHA aHTHTENO K LY 75 coaeprkut BapuaOebHYI0 00JIacTh TSDKEIOH LETH,
conepskamryro nepeyro VhCDR, coaepxxamyro SEQ ID NO: 5; Bropyro VhCDR, conepsxamryro SEQ ID NO: 6; u
tpethro VhCDR, conepsxkamyro SEQ ID NO: 7; u BapuaOebHY 0 00JACTh JICTKOH LCIH, COACPKAILYI0 NEPBYIO
vICDR, coxepxauryro SEQ ID NO: 8; sropyro VICDR, coaepxamyro SEQ ID NO: 9; u tpersto VICDR, conep-
xamyr SEQ ID NO: 10.

B gpyrom Bapuanre ocymecTBacHusa aHTHTena k LY75 ceaseiBarorcsa ¢ LY75 yenoBeka u coaepkar Ba-
pHabeIbHYI0 0071aCTh TSKEJIOH LEHH, COACPIKALIYH AMHHOKHCIOTHYIO MOCJIEAOBATEIBHOCTh, COACPIKALIYIO
SEQ ID NO: 1, u ee koHCepBaTUBHbIE MOAU(DHUKALUH MOCIEIOBATEILHOCTH. AHTHTEIO MOXET AOMOJIHHTEIBHO
COJep KaTh BApUAOEIBHYIO 00JACTh JIETKOH LENMH, COACPKALIYI0 AMHHOKHCIOTHYIO IOCJIEIOBATEIBHOCTh, CO-
nepxkamryro SEQ ID NO: 2, U ee KOHCEPBATHBHBIC MOIU(DHKALMY MOCJICA0BATCIBHOCTH.

B momonHuTeIHOM BapHaHTE OCYLIECTBICHUA aHTHTENa kK LY75 cBaseBarorca ¢ LY75 yenoseka u co-
JIepKaT BApHAOCIbHYIO 00ACTh TSOKEJIOW LENMH M BapUAOEIbHYI0 00IACTh JETKOH LICMH, COACPIKAIUUE AMHHO-
KUCJIOTHBIC MOCJIEA0BATECILHOCTH, mpeacTaieHHbie o SEQ ID NO: 1 u/unu 2 COOTBETCTBEHHO, H HX KOHCEP-
BaTHBHBIC MOJU(PHKALMH MTOCJIEIOBATCILHOCTH.

B nomonHuTEeHOM BapHaHTE OCYLIECTBICHUA aHTHTENAa K LY75 cBaseBarorca ¢ LY75 yenoseka u co-
JIepKaT BApHAOCIbHYI0 O0JNACTh TSDKEJIOH LENMH M JICTKOHW IEMH, COACPKAIHE AMHHOKHCIIOTHBIE ITOCIE0BA-
TeapHOCTH, npeactasiacHHble o SEQ ID NO: 38 u/umu 39, COOTBETCTBEHHO, M MOAH(UKALIMH HX KOHCEpPBa-
TUBHBIX MOCJIEA0BATEIbHOCTEMH.

Kak ucrmonp3yercs B JaHHOM JOKyMEHTE, TEPMHH "KOHCEPBATHBHAS MOAH(UKALUA MOCIEI0BATEILHOCTH"
OTHOCHUTCS, HAPUMEP, K 3aMEHE AMHHOKHCJIOTHI AMHHOKHCIOTOH, UMCIOIICH AHATOTMYHBIC XAPAKTCPUCTHKH.
Jns cnenmanicta B JaHHOH 001acTH OOBMMHO OOINEH3BECTHO, KAKHE M3 3THX 3dMCH MOTYT CUHMTAThCS KOHCEPBa-
TUBHBIMH. Jlpyrue Moau(uKauu, KOTOPhIE MOTYT CUHTAThC KOHCEPBATUBHBIMH MOIU(PHKALMAMY NMOCICA0BA-
TEJIbHOCTH, BKIIFOYAIOT, HAIPUMED, TNTHKO3HIMPOBAHHC.

Heo0s3arensHno, oxHa win 6onee u3 SEQ ID NO: 5-10 He3aBHCHMO MPEyCMAaTPUBAIOT OJHY, ABE, TPH, Ue-
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TBIPE HIIH IATh KOHCEPBATHBHBIX AMHHOKHCIOTHBIX 3aMEH; HeoOa3arempHO oaHa umm Oonee u3 SEQ ID NO: 5-
10 HE3aBHCHUMO MPEYCMATPUBAIOT OJHY MJIM JIBE KOHCEPBATHBHBIC AMUHOKHCIOTHbIC 3AMEHBI.

[TpeAnoYTHTEILHO, TEPMHH "KOHCEPBATHBHBIE MOJMU(PHKALMM MOCIEAOBATEILHOCTH" IMOAPA3yMEBACTCH
KaK BKIIOYAIOIIMH AMHHOKHCJIOTHBIE MOJH()HKAIMH, KOTOPBIC HE BIMAIOT HA XapaKTEPUCTUKHU CBS3BIBAHUSA aH-
TUTENA, COACPIKAILETO AMHHOKHCIIOTHYIO NMOCJICA0BATEILHOCTD, HIIH HE U3MEHSIOT X B 3HAUHTEJILHOH CTEIICHH.
Takue KOHCEpBAaTHBHBIE MOJHU(PHUKAIMH BKIIOYAIOT AMUHOKHCIIOTHBIC 3aMEHBI, JOOABICHUS UM Aereruu. Mo-
Ju(HUKALHE MOTYT OBITh BBEICHBI B AHTUTENIO IO HACTOSILEMY H300pPETECHHIO MOCPEACTBOM CTAHAAPTHBIX METO-
JHUK, H3BECTHBIX U3 YPOBHS TEXHHUKH, TAKUX KAK CAMT-HANPABICHHbIH MyTareHe3 u IT{P-onocpe0BaHHBINA My-
TarecHe3. KoHcepBaTHBHBIC AMHHOKHCIIOTHBIE 3AMEHBI SBJAIOTCS TAKMMH, MPH KOTOPBIX AMUHOKHCIIOTHBIA OCTa-
TOK 3aMCHJOT AMHHOKHCIOTHBIM OCTaTKOM, HMEIOIIUM CXOJHYIO OOKOBYO Lenb. CeMeHCcTBA aMHUHOKUCIOTHBIX
OCTaTKOB, HMCIOLIMX CXOJHbIE OOKOBBIC LIENH, OBUIM ONpPEJC/ICHBI B YPOBHE TEXHHKU. Takue ceMeiCcTBa BKIIO-
YAOT AMHHOKHCIIOThI C OCHOBHBIMH OOKOBBIMH LICISIMH (HAITPUMEP, JTU3HH, APTHHUH, THCTHINH), KUCIBIMH 00-
KOBBIMH LETBIMH (HANMPUMEp, aCHAPArHHOBAsA KUCIOTA, INIyTAMUHOBAS KHCIIOTA), HE3APSYKCHHBIMH TOJIPHBIMH
OOKOBBIMH LICISIMU (HANPUMED, TJIMLMH, ACHAPATHH, TIyTAMHH, CEPHH, TPCOHUH, TUPO3HH, LHCTEHH, TPHIITO-
(aH), HEMOAPHBIMH OOKOBBIMHU LICTISAMH (HAPHUMEP, AJTAHUH, BAJUH, JCHIUH, W30JCHIMH, MPOIHH, (PCHUIAMA-
HHH, MCTHOHHH), O€Ta-pPa3BETBICHHBIMH OOKOBBIMH LICTSIMH (HAIPUMED, TPCOHUH, BAJIWH, H30JICHIIMH) H apOMa-
THYECKUMH OOKOBBIMH LICTSIMH (HAIPHUMED, THPO3UH, ()eHUNANAHHH, TPUNTO(AH, THCTUAUH). TakuM 0OpazoM,
OIHMH HITH 00JICC AMHHOKHUCJIOTHBIX 0CTaTKOB B CDR-001acTAX aHTHTENA MO HACTOALICMY H300PETCHUIO MOTYT
OBITh 3AMECHEHBI IPYTUMH AMHHOKUCJIOTHBIMH OCTATKAMH U3 TOTO K€ CEMEHCTBA OOKOBBIX LIENIEH, H H3AMECHEHHOE
AHTHTENI0 MOKHO MCCIICJOBATh B OTHOLICHHU COXPAHEHHS (DYHKILMH C MPUMEHEHHEM (DY HKIHOHAJIBHBIX aHAH-
30B, ONTHCAHHBIX B JAHHOM JOKYMCHTE.

BbrlneneHHbIC AaHTHTENA, COAEPKALME BapHaOeIbHbIE 00NIACTH TSDKENBIX U JIETKHX LETCH, XapaKTepH3yIo-
muecsa no MeHbleHd mepe 80%, unu no mensiueii mepe 85%, wm mo MeHpmeH mepe 90%, UaM MO MEHbIUCH
Mepe 91%, umm no meHplel mepe 92%, unu no Menpuiel mMepe 93%, wiu o MeHbiued mepe 94%, WM 1O
MeHbLIeH Mepe 95%, uau mo MeHbIel Mepe 96%, wm no MeHsiuei mepe 97%, unu mo MeHbueH mMepe 98%,
WM IO MeHbIueH Mepe 99%, unu 60nbIueii HICHTHYHOCTBIO MOCJIEA0BATENBHOCTH C TFOOOH M3 BBIICIPHBEACH-
HBIX MOCJICOBATEILHOCTEH, TAKKE BKJIOUCHBI B HACTOsAIIEE H300peTeHHE. [IpOMEKyTOUHbIC THAMIA30HBI BhILIC-
YKa3aHHBIX 3HAUYCHHH, HANPHMEP, BAPHAOEIbHBIC 00JACTH TSDKEJBIX M JIETKUX LETEH, XapaKTepH3YIOLHUeCs MO
MmeHbIei mepe 80-85%, 85-90%, 90-95% wumu 95-100% HMOECHTHYHOCTBIO MOCJCIOBATCIBHOCTH C JEOOOH U3
BBILICTIPUBEICHHBIX MOCIICA0BATEIBHOCTEH, TAKKE MOAPA3YMEBAIOTCS KAK OXBATHIBACMbIC HACTOSIIUM H300pe-
TCHHEM. B OTHOM BapHaHTE OCYINECTBICHHA aHTHTEIO0 K LY75 coaepskur BapuHAOCIBHYHO 00IACTh TSDKEIOH
nenu, coaecpaxanryro SEQ ID NO: 1 uau mocaeq0BaTeIbHOCT, KOTOpas Ha Mo MeHbIueH Mepe 90%, mo MEHbLICH
Mmepe 91%, no menbpiel Mepe 92%, mo meHbiueiH Mepe 93%, mo meHbIuei Mepe 94%, mo meHsei Mmepe 95%,
o MeHbleH Mepe 96%, no MeHbluei Mepe 97%, no MeHbIuei Mepe 98% um o MeHbIeH Mepe 99% uneHTHY-
Ha SEQ ID NO: 1. B apyrom BapuaHTe OCYIUECTBICHHS aHTHTENO K LY 75 coaepxur BapuadenpHy10 001acTh
nerkoit uenu, coaepkanryro SEQ ID NO: 2 umn nocae10BaTeIbHOCTh, KOTOPAs Ha MO MEHbLICH Mepe 90%, mo
MeHbLIeH Mepe 91%, no meHsiel Mepe 92%, mo MeHbleH Mepe 93%, mo MeHbmel Mepe 94%, Mo MeHbIICH
Mepe 95%, o MeHblel Mepe 96%, mo MeHblel Mepe 97%, no MmeHbiuei Mepe 98% WM Mo MEHbIIEH Mepe
99% unenruuna SEQ ID NO: 2. B apyrom BapHaHTE OCYIUECTBICHHA aHTHTENO K LY 75 coneput KapkacHyro
0071aCTh TSKEJIOH LENH, COACPIKAIIY0 AMHHOKUCIIOTHYIO MOCIIECA0BATEIbHOCTh, KOTOPAs HA 1O MEHbLICH Mepe
90%, no meHbweH Mepe 91%, mo meHbweH Mepe 92%, mo MeHbIeH Mepe 93%, mo MeHbIeH Mepe 94%, mo
MeHbLIeH Mepe 95%, o MeHbe# Mepe 96%, no MeHbIel Mepe 97%, no MeHbluei Mepe 98% um o MeHbIeH
Mepe 99% uacHTHYHA Kapkacy BapuabempHOM oOnactu Tspxenoi nemu SEQ ID NO: 1, comepxkameii SEQ ID
NO: 16, 17 u 18. B apyrom BapuaHTe OCYIICCTBICHUA aHTUTENO K LY 75 comepuT KapKacHyro 0071acThb JEerkon
LENH, COACPIKAIIYH) AMHHOKUCIIOTHYH MOCJICA0BATCIBHOCTD, KOTOPAs Ha MO MEHBIIEH Mepe 90%, Mo MEHbLICH
Mepe 91%, no menbpliel Mepe 92%, mo mMeHbiueH Mepe 93%, mo meHbuei Mepe 94%, mo meHsei Mmepe 95%,
o MeHblueH Mepe 96%, no menbluei Mepe 97%, no MeHpIuei Mepe 98% um o MeHbIeH Mepe 99% uneHTHY-
Ha kapkacy BapuabenpHoU obnactu jerkoii nemu SEQ ID NO: 2, coaepxameit SEQ ID NO: 19, 20 u 21.

B 10nmoJHUTEIbHOM BaPHAHTE OCYLUECTBICHUA aHTUTENO K LY 75 COAEpKUT TSOKEIYIO LENb, COACPHKALLYHO
SEQ ID NO: 38 um nociaeaoBaTeIbHOCTh, KOTOpas Ha mo MeHbIned mepe 80%, mo meHsuei mepe 85%, mo
MeHblIeH Mepe 90%, no meHsiel mepe 91%, mo MeHbleH Mepe 92%, mo MeHbmel Mepe 93%, Mo MeHbIICH
Mepe 94%, no meHbIer Mepe 95%, mo MeHbeH Mepe 96%, no MeHpleld Mepe 97%, mo meHbiueH Mepe 98%
wi 1o MeHbIuei Mepe 99% uaenruuna SEQ ID NO: 38. B xpyrom BapHaHTE OCYILIECTBICHHSA aHTHTENO K LY 75
CONEPXKUT JICTKYK 1enb, coaepxkaiyro SEQ ID NO: 39 unmu mocnenoBaTeasHOCTh, KOTOpPAs HA MO MCHBILICH
Mmepe 80%, no meHblIel Mepe 85%, mo menbiuei mepe 90%, mo meHbuei mepe 91%, mo meHsei mepe 92%,
1o MeHbluei Mepe 93%, no MeHbIuei Mepe 94%, no MenbiueH Mepe 95%, no MeHbiIei Mepe 96%, Mo MeHbIICH
Mmepe 97%, no MeHsiuei Mepe 98% umu no meubmei Mepe 99% uaenruuna SEQ ID NO: 39. Tsxenas uens
MOJKET comeprkaTs nociaeaoBaTebHOCTH moa SEQ ID NO: 5-7 wmu 1. Jlerkas uenb MOKET COACPKATH MOCICIO-
BarebHOCTH mox SEQ ID NO: 8-10 wm1 2.

B oaHOM BapHaHTE OCYINECTBICHHS AHTUTENIO0 K LY75, Ha3pBaeMoe B JAHHOM JOKYMEHTC "aHTHUTEIOM
LY75 Al", conepxur cnexyromue CDR, a Taxoke UX BapUHAHTHI, COACPKAINKME HEOOIBINOE KOIMYECTBO AMUHO-
KHCJIOTHBIX BAPHAHTOB
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Al SEQ ID NO
CDRI1 BapuabenbHOI 001aCcTH TSXKENON Lenu S
CDR2 BapuabenbHOit 00JIACTH TSHKENOM LU 6
CDR3 BapuabenbHOI 00nacTH TSXKENON Lenu 7
CDR1 BapuabenbHOiT 00J1aCTH JIETKOM LIeNH 8
CDR2 BapuabenbHOii 00macTH JIerkoit nemu 9
CDR3 BapuabenbHOiT 001aCTH JIETKOH LIenH 10

B 1aHHOM TOKYMEHTE TakXKe pPacKpbIThl BapuaOeabHbIE 00JIaCTH TSDKENBIX M JIETKUX LIETIeH, KOTOpbIe CO-
nepkat Habopsl CDR 1o HacTosiemMy H300pETEHHIO, a TAKXKE TSHKEIbIE M JIETKUE LIEMH MOJIHOM JJIMHBI (HAIPH-
Mep, TaKKe CoAepIKale KOHCTaHTHbIE 001acTH). CrienpiasucTaM B JaHHOM 061acT OyIeT MOHATHO, YTO Habo-
pel CDR antutena xk LY75 MoryT ObIThb BKIIIOYEH B MBILIMHBIE, TYMAHU3UPOBAHHBIE MM YEJIOBEYECKHE KOH-
CTaHTHbIe 00JacTH (BKIIOYas kapkacHble 00macTH). COOTBETCTBEHHO, B HACTOSIIEM ONUCAHUM TPEICTABICHbI
BapuabesIbHbIE TSDKENbIC U JIETKUE LIENH, a TaKXKe MOJHOpa3MEpHbIE TSDKEIbIE M JIETKHE LIENH, KOTOPbIE Ha I10
MmeHblIei Mepe 90-99% unentuunsl SEQ ID, packpsIThiM B TaHHOM TOKYMEHTE, IPU 3TOM BCE CO 3HAUCHHSIMH
90, 91, 92,93, 94,95, 96, 97, 98 u 99% sBJIAOTCSA MPUMEHUMBIMH B HACTOSIIEM H300PETECHUH.

B HekoTOpbIX BapHaHTax OCyLIECTBIEHUs aHTUTENO K LY 75 npencraBnser co0oif aHTUTENO, KOTOPOE KOH-
KypUpYeT 3a cBs3biBaHUE ¢ L Y75 uesoBeka ¢ aHTUTENIOM, COACPIKAIIMM BapradesIbHYI0 00J1acTh TSHKEJIOH 1IeTH,
CoJep Kalllyr0 aMUHOKHCIIOTHYIO MOCJIENOBATENBbHOCTD, MpeacTaByieHHY0 moa SEQ ID NO: 1, u BapuabenbHyI0
001aCTh JIETKOW LM, COAEPXKAILYI0 aMHHOKHCIOTHYIO MOCJIEN0BATEIbHOCTD, NpeacTaBieHHyo nox SEQ ID
NO: 2. AHTHTENa, KOHKYPHPYIOLIME 32 CBSI3bIBAHUE, MOXKHO MICHTU(UIIMPOBATH C MPUMEHEHUEM CTAHIAPTHBIX
MeToauK. Takue METOAMKM BKIIIOYAIOT, HaPUMEP, MMMYHOJOTHYECKHH aHaJN3, AEMOHCTPUPYIOIIUHA Crioco0-
HOCTb OJIHOTO aHTHTENa K OJIOKMPOBAHHUIO CBS3BIBAHHS APYrOro aHTUTENA C aHTUI€HOM-MHLICHBIO, T.€. aHAJU3
KOHKYPEHTHOTO CBS3bIBaHUS. KOHKYpEHTHOE CBSI3bIBAHHE ONPENESIOT B aHAJIM3E, B KOTOPOM HCCIEIYEMBbIH
UMMYHOIJIOOYJIMH MHIMOMPYET crieli(HUUHOE CBS3bIBAHUE JTAJIOHHOTO aHTHUTENa ¢ OOIIMM aHTHI€HOM, TaKUM
kak LY75. M3BecTHO MHOXECTBO THIIOB aHAJIM30B KOHKYPEHTHOTO CBS3bIBaHHMs, Harpumep, TBepaodasHblii
NpsSMOI MM HENpsAMO# panuouMMyHosorndeckuit ananus (RIA), TBeprodasHslii npsMOi MM HENPSMOH MM-
MyHodepMmeHTHbIN aHanu3 (EIA), koHkypeHTHbIH coHnBuu-aHanu3 (cm. Stahli et al., Methods in Enzymology
9:242 (1983)); tBepaodasusrii npsmoit EIA ¢ ucnonb3oBanrem koMruiekca orotiH-aBuanH (cM. Kirkland et al.,
J. Immunol. 137:3614 (1986)), TBepaodasHslii NpsiMOi aHaIM3 ¢ MeueHHeM, TBepaoda3HbIil MPIMON CIHIBHY-
aHanu3 ¢ medeHneM (cm. Harlow and Lane, Antibodies: A Laboratory Manual, Cold Spring Harbor Press
(1988)); TBepnodasublii npsimoii RIA ¢ MeueHuem ¢ ucnonb3oBanueM Metku [-125 (cm. Morel et al., Mol. Im-
munol. 25(1):7 (1988)); TBepnoda3zublii mpsimoii EIA ¢ ucnonb3oBanuem komruiekca ouotun-aBuanH (Cheung et
al., Virology 176:546 (1990)) u mpsimoii RIA ¢ meuennem (Moldenhauer et al., Scand. J. Immunol. 32:77
(1990)). OObIYHO TaKOi aHANIMU3 BKJIIOYAET MPHUMEHEHHE OYMIIIEHHOTO aHTHI€HA, CBSI3aHHOTO C TBEPIOH MOBEPX-
HOCTBIO MJIM KJIETKaMH, HECYLIMMH JI000H M3 HUX, HEMEUEHOT0 UCCIIelyeMOro HMMYHOTJIO0YJIMHA U MEUEHOTO
3TaJOHHOTO0 UMMYHOIJIOOYMHA. KOHKYpEeHTHOE MHTHOMpPOBAHHE W3MEPSIOT MYTEM OINpPENEICHHs KOJIMYecTBa
METKH, CBSI3aHHOH C TBEPJIOH MOBEPXHOCTHIO MITH C KJIETKAMH, B IPUCYTCTBHU UCCIENYEMOr0 HUMMYHOTJIO0Y U~
Ha. Mccnenyemblit MIMMYHOTJIOOYIMH OOBIYHO MPHCYTCTBYET B M30bITKE. ECIINM KOHKYpHUpYIOLIee aHTUTENO MpHU-
CYTCTBYET B M30BITKE, OHO OOBIYHO OyIET MHTHOMPOBaTh CrelM(UYHOE CBS3BIBAHUE 3TAJIOHHOTO AHTUTENA C
00LIMM aHTUT€HOM Ha Mo MeHblued mepe 50-55%, 55-60%, 60-65%, 65-70%, 70-75%, 75-80%, 80-85%, 85-
90%, 90-95%, 95-99% unu OGonblie.

Y MOHOKJIOHAJIbHBIX AHTUTEJ MOXKHO ONPEACIUTh XapaKTEPUCTUKU B OTHOLUEHUH CBsA3bIBaHUA ¢ LY75 ¢
NIPUMEHEHHUEM MHOTHX M3BECTHBIX MeTO0B. Kak mpaBuiio, aHTHTEa BHAYalle XapaKTepU3ytoT ¢ nomouibio ELI-
SA. BkpaTie, MUKpOTHUTPAIIOHHBIE MJIAHLIETHI MOKHO MOKPBIBaTh ouMiieHHbIM LY75 B PBS, a 3atem 6noku-
pOBaTh HEpENICBAHTHBIMU OCJIKAMH, TAKMMH Kak ObIUMil ChIBOpOTOUHBIH anmsOymMuH (BSA), paz0aBieHHbIH B
PBS. Pa36aBieHus mina3Mbl OT MbIILIEH, UMMYHHU3UPOBaHHBIX LY 75, 100aBisOT B KaXAYIO JIYHKY U MHKYOHpY-
10T B TeueHue 1-2 4 npu 37°C. IlnaHmeTs! mpoMeiBaroT ¢ noMoipio PBS/Tween 20 u 3aTeM UHKYOUPYIOT ¢ pea-
T€HTOM, MTPEACTABJISIOIIM CO00H MOIMKIOHANbHOE aHTUTENO KO3bl K 1gG venoBeka, cneunduynoe k Fc, koHb-
IOTMPOBaHHOE C LIeT04HOH (ocdara3oi, B TeueHue 1 1 npu 37°C. [Tocne npoMbIBaHMS TUIAHLIETHI TTPOSIBIISIOT C
nomouibto cyocrpata ABTS u ananusupytor npu OD 405. [TpeanoytutensHo, A MPOLENYp CIUsSHUS OyayT
MCIIOJIb30BaTh MBILIEH, Y KOTOPBIX MPOSBIISIOTCS] HAaMOO0JIee BHICOKHE TUTPBI.

Kak onucano Bbiie, aHanu3 ELISA M0HO MCTonb30BaTh ISl CKPUHMHTA @aHTUTEN U, TAKUM 00pa3oM, ru-
OpuIOM, KOTOPbIE NPOAYLMPYIOT aHTUTENA, MPOSBIISIOIINE MOJOKUTEIbHYIO PEAKLIMOHHAsI CIOCOOHOCTh € MM-
MyHoreHoM LY75. 'ubpunomsl, koTopsie cBs3bIBatOTCS ¢ LY75 mpeanoyTuTenbHO ¢ BBICOKOH aMHHOCTBIO,
3aTeM MOryT ObIThb CyOKJIOHHPOBAHBI U JOMOJHUTENBHO ONPEACNIEHbl X XapaKTepuCTUKU. OIUH KJIOH U3 KaX-
J0¥ TMOPHIOMBI, COXPAHSIOLINIT PEaKTUBHOCTh UCXOAHBIX KieToK (o ELISA), moxxHO 3aTem BIOpaTh 1Jist MO-
Jy4eHHs KJIETOYHOro OaHKa U JUIsl OYUCTKH aHTHTEN.

Jns ounctku anturen Kk LY75 otoOpaHHble THOPUIOMBI MOXKHO BBIPALIMBATh B POJUIEPHBIX (IIaKkoHaX,
JIBYXJIMTPOBBIX BPALIAOIIMXCS KOJI0AX MM IPYTHX CUCTEMAX KyJbTHBUpOBaHUsl. OOpa3iibl Ha0CaT0UHOMH JKHI-
KOCTH MOXHO ()MIIbTPOBaTh M KOHLEHTPUPOBATh nepen adduHHOi xpomarorpadueit ¢ 6enkom A Ha cedapose
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(Pharmacia, IMTuckarayaii, Heto-/[xepcu, CLIA) nias ounctku Oenxa. [Tocne 3amensr Oydepa Ha PBS koHueH-
Tpauuo MOXKHO ompeacautbh mo ODyg, ¢ HCOMB30BaHHEM KOI(PPHIHEHTA SKCTUHKIMH 1,43 WM, NpeamouTH-
TEJIBbHO, C MOMOIIBI0 He(peToMeTpHuecKoro aHanu3a. IgG MOKHO IPOBEPUTH C MOMOILBIO Ielb-3IeKTpodopesa u
C MOMOIIBIO AHTUTCH-CIICHU(PHUSCKOTO CHOCO0a.

Yr0oOBI ONpeneUTh, CBA3BIBAKOTCSA JTH BHIOPAHHBIC MOHOKJIOHAIbHBIC aHTHTENA K LY75 ¢ yHHKaTbHBIMH
SMUTONAMH, KAXKIO€ AHTHTENIO MOXET ObITh OMOTHMHHIMPOBAHO C HCIOJIb30BAHHEM KOMMEPYECKH JOCTYITHBIX
peareHToB (Pierce, Poxgopa, Unmunotic, CIIA). Ceia3piBaHHe OMOTHHUIMPOBAHHBIX MAb MO>XHO BBISBHTH C
NOMOILBIO 30HAA, MEUYECHHOTO CTPENTABHAMHOM. J{1 ONMpEeAENCHU U30THIA OUMIICHHBIX AHTUTEI MOXHO IPO-
BOAUTH H3oTHNUpYOmMA ELISA ¢ npumMeHeHHeM METOAMK, NPHHATHIX B JAHHOW oOnacTu TexHuku. Hampumep,
JyHKH THTPALMOHHBIX MUKPOIUIAHIIETOB MOKHO MOKPHITh 10 MKr/mMa anrutena k Ig Ha wous mpu 4°C. Tlocne
OMOKUPOBAHUSA C MOMOIIBI0 5% BSA B miaHmerax mpoBOAAT peakuuro ¢ 10 MKI/MJI MOHOKJIOHAIBHBIX AHTUTEI
WIH OYHIICHHBIX M30THIHYCCKUX KOHTPOJICH NMPU TEMIIEPAType OKPY KAIOLICH CPeabl B TCYCHHE JBYX 4acoB. B
JyHKAaX 3aTeM MOYKHO IPOBECTH PEAKLHIO C KOHBIOTHPOBAHHBIMH 30HIaMH, crietuuuHbiME K 1gG1 umm xpyrum
u30THNAM. [11aHIIETH! MPOSABILTIOT U AHAIU3UPYIOT, KaK OMUCAHO BBILIC.

YT00OBI MPOTECTPOBATH CBA3BIBAHUE MOHOKJIOHANBHBIX AHTHTE C XKHBBIMHU KJICTKAMH, IKCIIPECCHPYIOLIUMH
LY75, MOKHO HCIOJNB30BATh NMPOTOYHYIO LHTOMETPHIO. BKparie, KJICTOYHBIC JWHUH W/HUIH YEIOBECYECKHUE
PBMC, skcnpeccupyromue MeMOpaHOCBsA3aHHble LY 75 (BBIpALICHHBIC B CTAHJAPTHBIX YCIOBHAX POCTA), CME-
IIMBAIOT C PA3IMYHBIMH KOHLICHTPALMAMH MOHOKJIOHATbHBIX aHTHTEN B PBS, conepxamem 0,1% BSA npu 4°C
B TeueHue | u. [locre mMpOMBIBAHUA MPOBOJAT PEAKLMIO KIETOK C aHTHTENIOM K IgG, MeueHHbIM (ryopecuen-
HOM, B T€X JKC YCIOBMSAX, YTO M ITPHU OKPAIIHBAHUH NEPBUYHBIM aHTHTEIOM. OOpa3Ipl MOXKHO AHATH3HPOBATH C
nomo1upto mpudopa FACScan ¢ ucronp30BaHHEM CBOHCTB CBETOPACCESTHUS M OOKOBOTO PAcCesHMsA I BBEE-
HHUS JIOTHYECKOTO OTPAHMYCHHS MO OTACIBbHBIM KJIETKAM H ONPEACICHHUS CBA3BIBAHHSA MECUCHBIX aHTHTEN. MOXKHO
HMPHMEHSATH AIbTCPHATHBHBIN AHAIU3 C MPUMEHEHHEM (DIIyOPECLIEHTHONH MUKPOCKOITHH B JTOTIOJTHEHUE K AHAU3Y
MO0 METOAY MPOTOYHOH UTOMETPHH MJIM BMECTO HEro. KieTku MOYKHO OKpalMBaTh B TOYHOCTH TaK, KaK OIMCA-
HO BBIIIE, H U3Y4aTh C MOMOIUBIO (PIyOpPEeCUEHTHOH MHKPOCKOMHMH. JIJaHHBIH crioco0 00eCneyHBaecT BU3yaIU3a-
IMI0 OTACJIBHBIX KJICTOK, HO MOJKET XapaKTCPH30BATHCS CHIDKCHHOH UyBCTBHTEJIBHOCTBIO B 3aBHCHMOCTH OT
TUTOTHOCTU AHTUTCHA.

IgG anTuTen k LY75 MOXHO NOTOJHUTEIBHO MCCIEJOBATh B OTHOIUCHHH PEAKLHMOHHOH CIIOCOOHOCTH K
antureHy LY75 ¢ moMoupr0 BECTCPH-010TTHHTA. BKpaTue, KICTOUHBIC 3KCTPAKTHI U3 KICTOK, 3KCIPECCHPYIO-
mux LY75, MOryT ObITh MOJIyYEHBI H MOABEPTHYTHI INEKTPO(OPE3y B MONTHAKPUIAMHIHOM Ielie C HCIOIb30Ba-
HHeM pozeumicyasdara Hatpus. [Tocne anekrpoope3a OTACICHHBIE AHTHICHBI MIEPEHOCAT HA HUTPOLEJLTFOJI03-
Hble MEMOpaHbI, O0TOKUPYIOT 20% MBIIIHHOW CHIBOPOTKOH KPOBH M 30HAMPYIOT MOHOKJIOHAIBHBIMH AHTHTENA-
MH, MOJJICKAIMMH HecnenoBaHuio0. Ces3piBanue [1gG MOXKHO BBIIBHTH C MOMOIIBIO aHTHTENA K [gG, KOHBIOTH-
POBAHHOTO C LICTOYHOH (poc(ara3ol, U mposABUTH ¢ MOMOIIBI) TabneTok cyoctpata BCIP/NBT (Sigma Chem.
Co., Cenr-Jlyuc, Muccypu).

Crnoco0b! aHamu3a apPUHHOCTH CBA3BIBAHMSA, NEPEKPECTHOH PEAKTUBHOCTH U KMHETUKH CBSI3BIBAHHSA Pa3-
JUYHBIX aHTUTET K LY 75 BKIFOUAIOT CTAHAAPTHBIC AHATU3BI, H3BCCTHBIC B JTAHHOM 001aCTH TEXHUKH, HAMPUMED,
aHATH3 MOBEPXHOCTHOTO MIA3MOHHOTO pe3oHaHca (SPR) Biacore ¢ mpumeHeHueM mpubopa ans SPR Biacore
2000 (Biacore AB, Ynncana, I1IBenus).

B oxHOM BapuaHTe OCYHICCTBJICHMSA AHTUTEIO CrielU(puuHO CBs3bIBacTca ¢ LY 75 yenoBeka, comepkauum
SEQ ID NO: 15). IIpeanoururensHo, aututeno k LY 75 cBaseBaercsa ¢ LY 75 yenoBeka ¢ BBICOKOH aduHHO-
CTBIO

[MpeanoururebHO, auTHTEeNO K LY75 cBaswiBaetcs ¢ O6enkom LY75 ¢ Ky 5x 10% M wm MECHBIIE, CBA3BIBA-
ercst ¢ 6exom LY75 ¢ Kp 2x10% M wm MEHbIIE, CBA3bIBacTCA ¢ Oeaxkom LY75 ¢ Kp 5%10° M wm MEHBIIE,
cBasbiBaercs ¢ 0eaxkom LY75 ¢ Kp 4x10° M wm MEHBIIIE, CBA3BIBACTCA C Oenkom LY75 ¢ Kp 3x10° M um
MEHBbIIIE, CBI3bIBAcTCA ¢ OemxkoMm LY 75 ¢ Kp 2x 10° M wm MEHbIIIE, CBA3bIBACTCA ¢ OemxkoMm LY 75 ¢ Kp 1x 10° M
HJIM MEHBIIE, CBA3bIBAacTCA ¢ OenkoMm LY 75 ¢ Kp 5x 10"° M unu meHbIue wm cBa3bIBaeTCA ¢ Oemkom LY 75 ¢ Kp
1x10™"° M unu meHbe.

B oaHOM BapuaHTe OCYLUECTBICHHA aHTUTENA K LY 75 KOHKYpHUPYIOT (HAampUMED, NMEPEKPECTHO KOHKYPH-
pyIoT) 3a cBa3biBaHUE ¢ LY 75 ¢ KOHKpeTHhIMU aHTUTENaMH K LY75, OMHCAaHHBIMU B JAHHOM AOKYMEHTE (Ha-
npumep, LY75 Al). Takue KOHKYpHPYIOIIME AHTUTEIA MOXKHO HACHTH()ULIHMPOBATh HA OCHOBAHUHU HX CIIOCOO-
HOCTH K KOHKYPCHTHOMY HHTHOMPOBAHHIO CBS3bIBAHUS OAHOTO MM Oonee mAb ¢ LY 75 B craHIapTHBIX aHANH-
3ax cea3biBaHuA ¢ LY75. Hanmpumep, MO>kHO mpuMeHATh cTaHnapTHeie aHamu3bl ELISA, B koTOphIX pekoMOu-
HAHTHBIA Oe0Kk LY75 uenoBeka MMMOOMIM30BAH HA IJIAHIUETS, OJHO M3 QHTHUTCN SBIACTCS (DIIYOPECUCHTHO
MCUCHHBIM, H OLICHUBACTCSA CMOCOOHOCTh HEMEUCHBIX AHTHTEJ K BBIBCCHUIO MEUCHOTO AHTHTENIA H3 KOHKYPEH-
I[MM 32 CBA3bIBAHHC. JJOTMIOJHUTEIBHO MM B ANBTEPHATUBHOM CIy4ae MOXKHO NMPHUMEHATH aHamu3 BIAcore nus
OLICHKH CIIOCOOHOCTH aQHTHTEN K NMEPEKPECTHOH KOHKYpeHLMH. CIIOCOOHOCTh HCCIIEyEMOro aHTUTEIA K HHITH-
OUpPOBAHMIO CBA3BIBAHMA aHTUTENA kK LY75 mo Hacrosmemy u3oOpereHuto ¢ LY 75 uenoBeka AEMOHCTPHPYET,
YTO UCCJIELYEMOE AHTHTEIO MOXKET KOHKYPHPOBATh C AHTUTEJIOM 3a CBiA3bIBaHUE ¢ LY75 yenoseka.

B oqHOM BapuaHTe OCYINECTBICHHA KOHKYPHPYIOLICE AHTHTENO MPEACTABIACT COOOH aHTHTENO, KOTOPOE
CBA3BIBACTCA C TEM XKe dMUTONOM Ha LY75 yenoBeka, 4TO M KOHKPETHBIE MOHOKJIOHATbHbIE aHTHTENA K LY 75,
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OIMCAHHBIE B JAHHOM AOKyMeHTe (Hampumep, LY75 Al). CraHmapTHble METOAMKH KapTUPOBAHHA JITHTOIOB,
TAKHE KAK PEHTTCHOBCKAA KpHUCTAIIOrpadus W 2-MepHas CIEKTPOCKONHMSA SINEPHOTO MATHUTHOTO PE30HAHCA,
MOXKHO NPUMEHATH I ONPEICJCHUS TOTO, CBA3BIBACTCS JIM AHTHTENO C TEM JKE JIMHTOINOM, YTO M 3TAIOHHOE
anruteno (cM., Hanpumep, Epitope Mapping Protocols in Methods in Molecular Biology, Vol. 66, G. E. Morris,
Ed. (1996)).

B oaHOM BapuaHTE OCYLIECTBJICHHS AHTHTENO, KOTOPOE KOHKYPHPYET 3a cBsA3biBaHHe ¢ LY 75 w/unu cBa-
3bIBACTCS C TEM Ke 3MUTONOM Ha LY 75 yenoBeka, mpeaAcTaBaeT cO00i aHTHTEIO YEI0BEKA.

[Tocne BbIAENEHUS OAHOTO HCXOOHOTO MADb k LY75, umeromero TpeOyeMbie CBOHCTBA, ONMHCAHHBIC B JAH-
HOM JOKYMEHTE, MOTYT OBbITh MOJIyUYECHbI APyrHe MAb C aHATOTMYHBIMHU CBOMCTBAMHM, HATPUMED, HMCIOILUE TOT
e snuTon. Hampumep, MOJKHO MMMYHHM3HPOBATh MbIHICH ¢ moMombio LY 75, kak OMMCAaHO B JAHHOM JOKYyMEH-
Te, MOJy4aTh THOPUIOMBI U MOABEPIraTh IMOJYUYCHHBIE MAb CKPHHUHTY C BBUIBJICHHEM CHOCOOHOCTH K KOHKY-
PEHLUHU ¢ UCXOAHBIM MAb 3a cBa3bBaHuE ¢ LY75. Mbiueii Takke MOKHO MMMYHH3HPOBAaTh MCHBIIMM (ppar-
MeHTOM LY75, comepammm 3MUTOM, C KOTOPBIM CBA3BIBACTCS UCXOAHOE MAb. JIOKaIM3aIMIO 3MHUTONA MOXHO
OTPEJCTUTh MyTEM, HANPHMED, CKPHHUHIA C BBIBICHHEM CBSI3BIBAHHS C PSAIOM INEPEKPBIBAIOIIUXCS TMENTHIOB,
oxsaTeiBarolmx LY75. B aneTepHATUBHOM ClTyyae MOKHO MPUMEHATH cmocod u3 Jespers et al., Biotechnology
12:899, 1994, nas ympaBineHus OTOOpPOM MAb, HMEIOLIMX TOT )K€ JMUTON H, CIEAO0BATEIbHO, AHAIOTHYHbIC
CBOJICTBA MO CPaBHCHUIO ¢ HCXOAHBIM MAb. C moMompr (HaroBoro JUCILICS BHAYAJE TSKCIYIO LEMb HCXOIHO-
IO AHTHTENA CMAPHBAIOT C COBOKYIMHOCTBIO (NPEANOYTHTEIBHO YEIOBEUECKHX) JEIKHX Lenel 11 otdbopa mAb,
cBa3bIBArOIIMXCA ¢ LY75, a 3aT€M HOBYIO JIETKYIO LICMb CIIAPUBAOT C COBOKYIMHOCTBIO (IPEANOUYTHTEIBHO YEI0-
BCUCCKUX) TSOKCIBIX LEMCH Amd 0TOOpa (MPEAMOYTHTECIBHO YCIOBEUCCKUX) MADb, cBassiBarommxcs ¢ LY75,
HMEIOIIUX TOT K€ JMUTOIL, YTO U HCXOJHOE MAD. B ampTepHAaTHBHOM Cllydae BAPHAHTHI HCXOJHOTO MAb MOXKHO
noay4uth myTeM MyTareHesa k/JIHK, koaupyromen Takeble U IErKHe LEMH aHTHTENA.

Jl1s OLCHKH YPOBHS KOHKYPEHIHMH MEXIY ABYMS AHTHTEJIAMH MOXXHO NMPHMCHATH, HAPHUMED, PATHOHM-
MY HOJIOTHUECKHE AHATH3bI MM AHATM3BI C HCIOJIb30BAHUEM APYTHX METOK JJI aHTHTel Hanmpumep, aHTHUreH
LY75 MOXHO HHKYOHPOBATh C HACBHIILAIOIIUM KOJIHYECTBOM IEPBOTO aHTUTENA K LY 75 MM ero aHTUreHCBS3bI-
BAIOILETO ()parMeHTa, KOHBIOTHPOBAHHBIX C COCAMHEHUEM-METKOMH (Hanpumep, H, I, OuorHOM nmm pyouauem),
B MPUCYTCTBHH TAKOTO K€ KOJIMUECTBA BTOPOr0 HEMEUEHOro aHturena k LY75. 3aTeM OLICHHBAIOT KOJIHMUYECTBO
MEUCHOTO AHTHUTENA, CBA3BIBAIOLICIOCS C AHTHICHOM B MPHCYTCTBHH HEMEUCHOTO OJIOKMPYIOILETO aHTUTENA, H
CPaBHHMBAKOT CO CBSI3BIBAHHEM B OTCYTCTBHE HEMEUYCHOTO OJOKUPYIOLICTO aHTHTENA. KOHKYpeHIMIO OnpeeisioT
M0 MPOLEHTHOMY H3MCHCHHUIO CHTHAJIOB CBSI3bIBAHHS B MPUCYTCTBHH HEMEUCHOTO OJOKHPYIOILErO0 aHTUTENA IO
CPABHEHHIO C OTCYTCTBUEM OJIOKUPYIOMICTO aHTHTENA. TakuM 00pa3oM, ecmm uMeeT MecTo 50% HHrHOUPOBAHUE
CBSI3BIBAHHSI MEUCHOTO AHTHUTE]A B MPUCYTCTBHH OJOKHUPYIOIIET0 AHTHTENA IO CPABHEHMIO CO CBA3BIBAHHEM B
OTCYTCTBHE OJIOKMPYIOILETO AHTHUTENA, TO HMEET MECTO KOHKYPEHLHS MEXTY IBYMS AHTHTEIAMH, COCTABJLIIO-
masn 50%. Takum 00pa3oM, CCHIIKA HA KOHKYPCHIMIO ME)KAY NEPBBIM H BTOPBHIM AHTUTCIAMH, COCTABIAFOIILYFO
50% wunu 6osbie, 60% umu 6oabwme, 70% unu Oonblne, kak, Hampumep, 70, 71, 72, 73, 74, 75, 80, 85, 90, 95,
96, 97, 98, 99% uau 60JBIIE, 03HAYACT, YTO MEPBOC AHTUTECJIO HHTHOMPYET CBAZBIBAHUE BTOPOTO AHTHUTENA (HITH
Ha000poT) ¢ aHTUreHOM Ha 50, 60, 70, 71, 72, 73, 74, 75, 80, 85, 90, 95, 96, 97, 98, 99% wmu GobIue (IO CpaB-
HCHHIO CO CBSI3BIBAHHEM C QHTUTCHOM BTOPOTO AHTHTENIA B OTCYTCTBHE IIEPBOrO aHTUTEna). Takum oOpazom,
HHTHOUPOBAHHUC CBA3BIBAHHS NCPBOTO AHTHTEIA C AHTHICHOM BTOPBIM AHTHTEJIOM, coctaBisromee 50, 60, 70,
71,72, 73,74, 75, 80, 85, 90, 95, 96, 97, 98, 99% umu O0JbIIC, O3HAYACT, YTO ABA AHTHTEJIA CBABIBAKOTCA C OJI-
HHUM H TEM JKE 3IHTOIIOM.

Hacrosmmm u300peTeHHEM OXBAThIBAIOTCS BAPHAHTHI AHTHTEJ, HHOTZA TAKKE HA3BIBAEMbIC "HMPOM3BOJ-
HBIMH aHTUTET" WM "aHajgoramu aHTute1". MHBIMU CJI0BAMH, CYIIECTBYET PsA MOAU(UKALUIH, KOTOPBIC MOMKHO
MPOU3BOIUTh B OTHOLICHHH AHTHUTEJ, PACKPBITBHIX B JAHHOM JOKYMCHTE, BKJIFOHAKOIUX O€3 OrpaHHUCHUS AMHU-
HokucoTHbie Momudukamuu CDR (co3peBanue apPuHHOCTH), AMHHOKUCIOTHBIE MOJU(DHUKALUH KAPKACHBIX
obnacTei, aMHHOKHCIIOTHbIE MoAuuKauuu Fc-001acTH, BApUaHThI TTHKO3UJIMPOBAHHA, KOBAJICHTHbIC MOAU(H-
KallM{ JPYTUX TUIOB (HAIPUMED, U1 IMPHCOCAMHEHU KOHBIOTHPOBAHHBIX JICKAPCTBEHHBIX CPEACTB M T.IL.).

[Tox "BapuanToM" B JAHHOM JOKYMEHTE NMOJPA3yMEBAETCS MOJHUICHTHAHASA MOCJEIOBATEILHOCTD, OTIIH-
YAOIIAACA OT TAKOBOH Yy MCXOAHOTO MOJUIENTHAA 32 CUET MO MEHbLICH MEPE OJHOH AMMHOKHCIOTHOH MOJH-
¢uxamuu. B 3T0M CIy4ae MCXOIHBIN MOMMIENTHI MPCACTABIICT COO0H BApHAOCIbHYHO 00aCTh TSDKEIONH THOO
JIETKOH LIEMHU MOJTHOH JUTHMHBI, HanpuMmep, npuseaeHHy o noa SEQ ID NO: 1 umu 2 coorsercTBeHHO, M CDR-
00J1aCTH MJIM KApKACHBIC 00JACTH TKEIBIX U Jerkux neneid, mpuseacHHsle moa SEQ ID NO 5-10 u 16-21 qusa
LY75. AMHHOKHCIOTHBIE MOAM(UKALMH MOTYT BKJIFOYATh 3AMCHBI, BCTABKH U JICJICILHHU, NPU 3TOM IEPBBIE BO
MHOTHX CIy4asX SBJIIIOTCS MPEINOYTHTCIbHBIMH. ByIeT MOHATHO, YTO AMHHOKUCIJIOTHASA 3aMEHA MOJKET IpEJ-
CTaBIATh COOOH KOHCEPBATUBHYIO MM HEKOHCEPBATHBHYIO 3aMEHY, MPH 3TOM KOHCEPBATHBHBIC 3AMCHBI SBJIA-
IOTCS MPEXNOYTUTCIbHBIMH. JIOTMOJHUTEIBHO, YKAa3aHHAS 3aMEHA MOXKET MPEACTABIAThH COOO0H 3aMEHy BCTpe-
YAKIICHCA B MPUPOAC THOO HE BCTPEUAROIICHCA B MPUPOAC AMHHOKHUCIIOTOM.

B neaoMm, BApHAHTBEI MOTYT COACPKATH THOO0C KOTHYCCTBO MOAH(DUKALIUIA, MPH YCIOBUH, YTO (DYHKIMA aH-
TuTena OyneT Mo-NpeKHEMY HMPHCYTCTBOBATh, KAK OIMMCAHO B JAHHOM JOKyMEHTE. IHBIMH ClOBaMH, B CIIydac
LY75 Al, Hampumep, aHTHTENIO AOJDKHO NMO-NpeKHeMy creuu(uyHO CBA3bIBATBCA ¢ LY75 yenoseka. Ecmm
AMHHOKHMCJIOTHBIE BAPHAHTHI NMOJy4aroT ¢ Fc-001acTeio, HampuMep, TO BAPUAHTHI AHTHTEN JOJDKHBI COXPAHATD
(OYHKIMH CBA3BIBAHHA C PELIEITOPAMHU, HEOOXOAUMBIE A1 KOHKPETHOTO NMPHUMEHEHHS AHTHTENA WM NMOKA3aHHA
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K HEMY.

"BapuaHTsl" B JAHHOM CIIy4ae MOTYT OBITh CO3JAHBI B IIEPEUHCIICHHBIX NocienoBarenbHOCTAX CDR, kap-
KacHo# i Fc-001acTax aHTurena.

Oganako, B 1eJIOM 00BIMHO UCTIONB3YIOT 1, 2, 3,4, 5,6, 7, 8, 9 mm 10 aMHHOKHCIIOTHBIX 3aMEH, HOCKOJIBKY
YACTO LEJIBbIO ABJIETCS H3MCHEHHE ()YHKIHHM C MHHUMAJIBHBIM KOJITUECTBOM Moau(ukauumii. B HEekoTOpsIX ciy-
YasaX UMEKOT MecTo OT 1 10 5 MogupuKkaumii (HanmpuMep, OTACTbHBIX AMHHOKHCIIOTHBIX 3aMCH, BCTABOK MM J€-
naeuuit), mpu 3toM 1-2, 1-3 u 1-4 Taroke HAXOAAT MPHUMEHEHUE BO MHOTHX BAPHAHTAX OCylIecTBIeHUA. Konuue-
CTBO MOAM(DHKALMI MOKET 3aBUCETH OT pa3Mepa MOAM(HIMPYEMOH 00IacTH;, HampUMep, Kak mpasuio, B CDR-
obmactax TpeOyercs MeHbIne Momudukauuid. CHeuHaIHCTy B JAHHOW 00JACTH OYIOCT MOHATHO, YTO JAXKCE B
CDR-001acTX MECTONOIONEHHE MOIU(PHKALUH MOXKET 3HAUMTEIBHO M3MEHATH 3(dekr. B ogHOM Bapuanre
OCYIICCTBJICHUS MOTU(PHUKAIMH MOXHO mpou3BoauTh B moOoi u3 CDR1, CDR2 umu CDR3 TsKeTBIX W/UIH
JIETKHX LieNed. B JonoMHHTE IbHOM BapHAHTE OCYINECTBICHHA MOJH(UKAIuu mpou3BoiaT B modoi u3 CDRI1
i CDR2 TspKenIbIX W/HITH JIETKUX LeneH. B ene 0fHOM TOTOJHUTEIFHOM BaPHAHTE OCYIIECTBICHUSA MOAU(H-
kauuu pacnonoxeHsl B CDR1 TspKeNbIX W/HITH JETKHX LETCH.

Crneayer OTMETUTD, YTO PAA AMHHOKHMCIOTHBIX MOAH(HUKALUMH MOKET HAXOAMUTHCA B (DYHKIMOHAJIBHBIX
JIOMCHAX: HAMPUMEP, MOKET OBITh HEOOX0AUMO Hamuuue 1-5 moauukanuit B Fc-o6nactu 6¢1k0B AUKOTO THNA
WM CKOHCTPYHPOBAHHBIX OCJIKOB, a Take oT 1 10 5 moau¢pukanuii B Fv-o6mactu, Hanpumep. Bapuant nmomm-
HENTHIHOH MOCNIEIOBATEILHOCTH MPEANOUTHTEIBHO OyaeT 00nanaTh no MeHsluei mepe mpumepso 80, 85, 90,
91, 92, 93, 94, 95, 96, 97, 98 umn 99% UACHTHYHOCTBHIO C HCXOTHBIMH MOCICAOBATCILHOCTAMH (HAMPHMED, Ba-
pHAOCTHHBIMU 00ACTAMHU, KOHCTAHTHBIMH OOJIACTAMH, W/HM MOCTICIOBATCIBHOCTAMHU TSDKCIOU M JICTKOH Le-
neit, w/mm CDR LY75 Al). Cnexyet OTMETHTD, YTO, B 3aBHCHMOCTH OT pa3Mepa MOCICAOBATCILHOCTH, IMPO-
HCHTHAS HACHTHYHOCTh OyJET 3aBHCETh OT KOJMYECCTBA QMHHOKHCIIOT.

IMox "aMHHOKMCIOTHOM 3aMCHOH" WM "3aMCHOH" B JAHHOM JOKYMEHTC MOIPA3YMECBACTCA 3aMCIICHHUEC
AMHHOKHCJIOTHl B KOHKPETHOM IOJIOXKCHHH HCXOJHOW IOJUMIENTHIHOH MOCIEIOBATEILHOCTH JPYTOH aMHHO-
KHCJIOTOH, KOTOpPAas MOXKET OBITh NMPHPOJHON HIM HE BCTPEUAIOILEHCS B MPUPOJE aMHHOKHCIOTOH. Hampumep,
3ameHa S100A OTHOCHTCS K BapHAHTY INOJHIICNTHAA, B KOTOPOM CEPHH B MojokeHuH 100 3aMeIieH aTaHHHOM.
INox "aMUHOKMCIOTHOH BCTaBKOH" WM "BCTaBKOH", MCMOJIB3YEMOW B JAHHOM JOKYMEHTE, MOIPA3yMEBACTCA
J00aBICHHE AMHHOKHCIIOTHI B KOHKPETHOE MOJOJKEHHE MCXOJHOHN NMOJHIEHTHAHOW MocnenoBareasHOCTU. [loa
"aMHHOKHCIIOTHOH nenermeit” uiu "neneuueii”, HCoab3yeMoi B JAHHOM JOKYMEHTE, MOAPAa3yMEBAETCs yaale-
HHUE AMHHOKHUCIIOTH! B KOHKPETHOM ITOJIOXKCHHUH UCXOJHOH IMOJUICNITHIHOMH MOC/IEI0BATEILHOCTH.

IMox "ucxoaHbIM moUnenTUAOM", "HCXOHBIM OeKOM", "HOTHICNTUAOM-TPEAICCTBEHHHKOM" 1K "0e-
KOM-TIPEIIECTBEHHUKOM", HCIOJIb3YEMbIM B JAHHOM JOKYMCHTE, NMOJAPA3yMEBACTCS HEMOAU(PHIHUPOBAHHBIH
HOJIUNENITH, KOTOPbIA BIOCIECACTBUH MOAM(MHLMPYIOT C IOJYYEHHEM BAPHAHTA. B 1eiaoMm, MCXOIHBIM ITOJH-
HENTHIOM B JAHHOM JokyMmeHTe aBiasgercs LY75 Al. CoOTBETCTBEHHO, NMOA "HCXOJHBIM AHTUTEIOM", HCHOJIb-
3yEeMbIM B JAHHOM JOKYMEHTE, MOAPA3yMEBACTCS AHTHTEIO, KOTOPOE MOJH(DUIMPYIOT C MOTYyYEHHEM BAPHAHTA
aHTHTENA.

[Tox "muxmm tamom", umm "WT", mim "HaTHBHBIM" B JAHHOM JOKYMEHTE MOJPA3yMEBACTCA AMHHOKHC-
JOTHAsI TMOCJIEJOBATEIBHOCTh HJIM HYKJICOTHIHAS MOCIIEI0BATEIBHOCTh, OOHAPY>KUBACMAs B NPHPOJAC, B TOM
YHCJIE aNJICbHBIE BAPHAHTHI. benok, nonunentua, anTureno, MMyHOT100y 1uH, 1gG u T.m. WT uMeroT aMmuHo-
KHCJIOTHYIO MOCJIEI0BATENLHOCTh HIIH HYKJICOTHAHYIO MOCIIEA0BATENLHOCTh, KOTOPAs HE OblIa MPeIHAMEPEHHO
MOAU(DHUIIMPOBAHA.

IMox "BapuantoM Fc-o0mactu" B JAHHOM JOKYMEHTE MOAPA3yMEBACTCA MOCICIOBATEIHHOCTh FC, OTIH-
YAIOMAACH OT IMOCJIEI0OBATEIPHOCTH FC TMKOro THIA 33 CYET MO MEHBIUEH MEpe OXHOH AMHHOKUCIOTHOH MOJH-
¢uxauun. Bapuant Fc MOXeT OTHOCHTBCA K moaumentHay Fc kak TakoBOMy, K KOMIIO3HLUSAM, COACPKAIIUM
BApHAHT nmoaunentyaa Fc, uiam Kk aMHHOKHCIIOTHOH MOC/IE10BATEILHOCTH.

B HEKOTOpBIX BApHAHTAX OCYILECTBICHHUSA, OJHA HIH 00JIe€ AMHHOKHCIOTHBIX MOAM(DHKALUH HOJYUYCHBI B
oxHoit umu 6onee CDR u3 LY75 Al. Kak mpasuno, B mo6oi otaensHoi CDR 3aMEHAOT TOABKO 1, Wi 2, Win
3 aMHHOKHCJIOTHL, U B Habope u3 6 CDR 00brHO mpou3eoadr He oonee 4, 5, 6, 7, 8, 9 wm 10 usmeHenuit. Ox-
HAKO, CJICAYCT MOHUMATh, YTO JHOOYH) KOMOMHALMIO M3 OTCYTCTBHA 3aMeH, 1, 2 wm 3 3ameH B moboit CDR
MO>KHO HE3aBHCHMO U HEOOA3aTEIBHO COUYETATh C JFOOOH APYTroH 3aMeHOH. Byaet oueBHAHO, YTO 3aMEHBI MOXK-
HO MPOM3BOAUTH B m000# 3 6 CDR. B oxHOM BapnaHTe OCyHIECTBICHHUS 3aMeHbl mpou3BomiaT B CDR1 Tsoke-
JbIX H/WJH JIETKUX LICTIEH.

B HekoTOphIX CaIyyasx aMHHOKHCIOTHbIE Moaubukauuu B CDR Ha3wiBaroT "co3peBanneM addunnocTH".
AHTHTEN0, MTOABEPrHyTOE "cOo3peBaHuto aQ(OHHHOCTH", HMEET OJHO HIIH OOJIee M3MEHEHUH B OHOH MM Oolee
CDR, xoTOpbIC MPUBOIAT K YJIyHLICHUIO AQ(UHHOCTH AHTUTEIA K AHTUIEHY MO CPABHEHHUIO C HCXOJHBIM AHTH-
TEJIOM, HE UMCHOIIUM 3TOTr0(3TUX) H3MCHCHUA(M3MCHEHUIT). B HEKOTOPBIX CIy4asX, XOTh U PEAKUX, MOXKET OBITh
JKEJIATeIbHBIM CHIDKCHHE ap(UHHOCTH AHTUTENA K €r0 AHTUIEHY, HO 3TO OOBIYHO HE SBJIACTCA IMPEATIOYTHTENb-
HBIM.

Co3speBanue ah()HHHOCTH MOXKET OBITH BBIMOJIHEHO 151 YBEIMUCHUA AQ)(UHHOCTH CBS3bIBAHUS AHTHUTENA C
AQHTUTECHOM HA MO MeHbIIeH Mepe mpuoOmm3uTebHo 10%, mpubmusurensHo 20%, mpubmuzureapsHo 30%, nmpu-
omuzurensHo 40%, npubmusurenbHo 50%, nmpuOmm3utensHo 60%, nmpuOmusurenabHo 70%, MPUOIH3HUTEIHHO
80%, mpubmsurebHO 90%, mpudmiuteapHo 100%, mpudmsureapHo 110%, mpubmusuresao 120%, mpudmu-
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3uteIbHO 130%, mpubmusurebHO 140%, mpubausurebao 150% wumu Oosbiue umm B 1, 2, 3, 4-5 pas mo cpaBHe-
HHUIO C "HCXOAHBIM" aHTHTEIOM. [IpeAMmOYTHTEILHBIC AHTHTENIA, OABCPTHYTHIC CO3PCBAHHIO a(HHHOCTH, Oy-
JyT XapaKTepU30BaThCA HAHOMOJLIPHBIMH MJIM JAXKE MUKOMOJIPHBIMH 3HAUYCHHAMH a(p(HUHHOCTH K AHTHICHY-
MHIICHU. AHTHTENA, NMOJABEPTHYThIE CO3PEBAHMIO AQ(UHHOCTH, MOJIYUAIOT C MOMOIUBIO H3BECTHBIX MPOLEIYP.
Cwm., Hanpumep, Marks et al., 1992, Biotechnology 10:779-783, B koTopoM omucaHo co3peBaHue ah()UHHOCTH
MyTEM NEPETaCOBKM JOMEHOB BapHabenpHOH oOmactu Tspxenoi uenu (VH) u BapuabenbHO# 00sacTu nerkoi
nenu (VL). Coyyaiinbiii Mytarene3 octatkoB CDR w/mim kapkacHsIX yyacTkoB omucaH 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, Hanmpumep.

B amsTepHaTHBHOM ciy4ae B oqHOU uiu 6oaee CDR aHTHTET MO HACTOAIIEMY H300PETCHHIO MOXHO MPO-
H3BOJMTh AMUHOKUCIOTHBIC MOJH(DUKALIMH, KOTOPBIC ABJLIFOTCA "MOJMAIIMMH", HAIPUMEP, KOTOPbIC HE3HAYH-
TEJIbHO U3MEHSIOT aD()HHHOCTH AHTUTENA K AHTUICHY. MIX MOXKHO IPOU3BOJHUTH IO PSAY MPHYMH, BKIIFOYAFOIIUX
ONTHMHU3ALHIO SKCIPECCHU (KOTOPYIO MOXKHO BBIIOJHATh A1 HYKJICHHOBBIX KHCJIOT, KOJHPYIOIMX AHTHTENA 10
HACTOSLIEMY H300PETCHHUIO).

Takum o6pazom, B onpeaeneade CDR u aHTHTEN, pACKPBITHIX B JAHHOM JOKYMEHTE, BKIIFOUCHBI BADHAHTBI
CDR wu aHTHTed, T.€. AHTHTEIA MOIYT BKIFOYaTh MOAM(UKALMH AMHHOKHMCIOT B oaHoW umu 6onee CDR
LY75 Al. B nonoiHeHHe, KaK BKPATIE M3JI0)KEHO HIDKE, aMHHOKHCIIOTHBIE MOAH(HUKALIMH MOKHO TAKOKE HE3a-
BHCHMO M HE0Os3aTeNIbHO MPOM3BOIMTH B MFOOOH oOnactu 3a mpeaenamMu CDR, B TOM 4HcIe B KApKACHBIX H
KOHCTAHTHBIX 00IaCTSAX, ONIUCAHHBIX B JAHHOM JOKYMEHTE.

B HEKOTOPBIX BApHAHTAX OCYILECTBJICHUA PACKPBITHIE B JAHHOM JOKYMEHTE aHTuTena k LY75 cocrodr u3
BapuaHTa Fc-nomena. Kak u3BecTHO B maHHO# oOmacTu TexHukH, Fc-001acTh aHTHTENA B3aUMOICHCTBYET C pA-
oM Fc-penentopoB U IMraHa0B, MPHIABAS LEIBIH PAX BOXKHBIX ()YHKIHOHANBHBIX CIIOCOOHOCTEH, HA3bIBAEMBIX
a¢ppexropubMu GyHKIMAME. JOTH Fc-penentopsl BrmoyaroT 0e3 orpanmdeHus (y moacit) FcyRI (CD64), B Tom
yucie uzodopmsl FcyRIa, FcyRIb u FeyRlIc; FeyRII (CD32), B Tom yucne uzodopmsr FeyRIla (B Tom uncre an-
notunsl H131 u R131), FcyRIIb (B ToM uncie FcyRIIb-1 u FcyRIIb-2) u FeyRIlc; u FcyRIII (CD16), B TOM ync-
ne uzodopmsr FcyRIIla (B Tom uncie annotunsl V158 u F158, cBs3aHHBIE C AaHTHTENO3aBUCHMON KIETOYHOMH
mutoTOKCHUHOCTEI0 (ADCC)) u FcyRIIIb (B Tom uncne ammorunsl FcyRIIb-NAIL u FcyRIIIb-NA2), FcRn (He-
oHatajpHel penenrtop), Clq (6em0k CHCTEMBI KOMIUICMEHTA, YYACTBYOIMHA B KOMILICMCHT3aBUCHMOM LIHTO-
TokcmyHOCTH (CDC)) u FcRn (HeoHaTambHBINH pPElEnToOp, YUACTBYIOLMH B PETyJIILMU MEPHOIA 0Ty BbIBEACHUA
U3 CHIBOPOTKH KpoBH). [Toaxomanue MOAU(HKALHHE MOXKHO IMPOH3BOAUTD B OJTHOM HIIH 00JIEe MOJIOKEHHUAX, KaK
B LICJIOM H3JIOJKCHO, HarpuMmep, B 3asBke Ha mateHT CLIA 11/841654 u mureparypHbIX HCTOYHUKAX, YIIOMHHAE-
MbIx Tam, US 2004/013210, US 2005/0054832, US 2006/0024298, US 2006/0121032, US 2006/0235208, US
2007/0148170, USSN 12/341769, narenre CILIA Ne 6737056, marenre CIIA Ne 7670600, marentre CILIIA Ne
6086875, Bce U3 KOTOPBIX ABHBIM 00PA30M BKIFOUCHBI OCPEICTBOM CCHUIKH BO BCCH CBOCH IOJHOTE, B YACTHO-
CTH, YTO KaCaeTCs KOHKPETHbIX AMHHOKHCIOTHBIX 3AMCH, YCHIIMBAIOLIMX CBS3bIBAHKE C Fc-penenropamu.

B nomosmeHne k MOAM(HUKALKAM, H3JIOKCHHBIM BbILIC, MOYKHO IMPOM3BOAMTH Apyrue Moauduxanuu. Ha-
HPUMEP, MOJCKYJIBI MOXKHO CTaOMIH3HPOBATH IMyTEM BKJIOUCHHS B UX COCTAB JUCYJIb()HUIHBIX MOCTHKOB, CBS-
seBaromux VH- u VL-momens! (Reiter et al., 1996, Nature Biotech. 14:1239-1245, BKIFOUCHHBIH MOCPEIACTBOM
CCBHIJIKH BO BCCH CBOCH ITOJIHOTE).

B nomonseHue, MOAM(HKALMH HIHCTEHHOBBIX OCTATKOB SBJLTIOTCS OCOOCHHO MPUMEHHMBIMHU B My TAX MPH-
MECHCHHS KOHBIOTAaTOB AHTHUTEJIO-IeKapCTBEHHOE cpeacTBO (ADC), TONMOJHUTEIHLHO ONUCAHHBIX HIDKE. B Heko-
TOPBIX BAPHAHTAX OCYILECTBICHHUS KOHCTAHTHASA 00J1AaCTh AHTHTENA MOJKET ObITh CKOHCTPY HPOBAHA COZEPIKALICH
oauH UM 00Jice 0OCOOCHHO "THOJI-PCAKTUBHBIX" LIUCTCHHOBBIX OCTATKOB B LEJAX 0OECIEYCHUSA Oonee Crenu-
(P)HUHOTO M peryIHPYEMOTO Pa3MEIICHU KOMIOHEHTA-IEKapCTBEHHOTO cpeacTBa. CM., Hammpumep, nareHt CIIA
Ne 7521541, BKUIOUECHHBIH B JAHHBIH JOKYMEHT NMOCPEACTBOM CCBIIKH BO BCEH CBOECH MOJIHOTE.

B nomonHeHue, CyLIECTBYET PAJ KOBAJCHTHBIX MOJH(DHMKAIMHA AHTHTEN, KOTOPHIE MOXXHO IMPOU3BOIHTH,
KaK BKPATLE HU3JI0KECHO HIDKE.

KoBasneHTHbIC MOIM(PHKAMH AHTHTEN BKIFOYCHBI B 00BEM HACTOSIIECTO M300PETCHUS U OOBIYHO, HO HE
BCET/A, BBINOJHAKOTCSA MOCTTPAHC/ILIMOHHO. HanmpuMep, HEKOTOpBIE THUIBI KOBAJTCHTHBIX MOJH(HMKAIMHA aHTH-
TEJa BHEAPSIOT B MOJIEKYJIy IIOCPEACTBOM PEAKLMH KOHKPETHBIX AMHHOKHCIOTHBIX OCTAaTKOB AHTHTENA C Opra-
HHYECKHUM JCPHBATH3HPYIOIUM CPEJCTBOM, CIIOCOOHBIM K PEAKIHMHU C ONPEJACICHHBIMH OOKOBBIMHU LETSIMH HITH
N- nu C-KOHUEBBIMH OCTATKAMH.

[{cTEeHHUIIBHBIE OCTATKH YAIlE BCETO IMOJBEPTalOT PEAKIHHU C O.-TAIONCHALETATAMH (M COOTBETCTBYIOIIHU-
MH aMHHAMH), TAKUMH KaK XJIOPYKCYCHAas KHCIOTAa HIH XJOPALCTAMHUA, C MOJYYCHHEM KapOOKCHMETHIBHBIX
WM KapOOKCHAMMIOMETHIIBHBIX NMPOHM3BOAHBIX. [[HCTEHHMIBHBIE OCTATKH TAKXKE MOXKHO JCPHBATH3HPOBATH
MOCPEACTBOM PEAKIHH C OpOoMTPUPTOPALETOHOM, OL-OpoM-B-(5-HMHAA30/IIT)IIPONTHOHOBON KUCIOTOH, XJOp-
auetundocparoM, N-aTKHIMATCHMHIAMH, 3-HUTPO-2 -MHPUAUITUCY AbPHIOM, MCTHII-2 -MUPUTHIITUCY THPHIOM,
H-XJIOPMEPKYPOOEH30aTOM, 2-XJIOPMEPKYPO-4-HUTPO(PEHOIOM HITH XJIOp-7-HUTPOOEH30-2-0KCa-1,3-11a30m0M H
T.IL

['MCTHAMABHBIE OCTATKH JAEPUBATU3UPYIOT NMOCPEACTBOM PEAKLUH C AMITHINMUPOkapOoHaToMm npu pH 5.5-
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7,0, HOCKOJBKY JAHHOE CPEACTBO SBIACTCS OTHOCHTEIBHO CrielH(PUUHBIM K OOKOBOH Lenmu ructTuauma. Taxke
HMPUMEHUMBIM SIBJICTCA NMapa-OpoM(eHAMIOPOMHUI;, PEAKLUIO MPEATIOUTHTENBHO POBOAAT B 0,1M kakoauiare
Hatpus mpu pH 6.0.

JIM3MHUIBHBIC U AMHHOKOHLIEBBIE OCTATKH NMOJBEPralOT PEAKUUH C AHTHIPUAAMH SHTAPHOH HIIH APYTHX
KapOOHOBBIX KHCIOT. JIepHBAaTH3aLMA C MOMOILBIO 3THX CPEACTB 001aAaeT 3PPekToM H3IMEHEHHA 3apiaa JTU3HU-
HUJIbHBIX OCTATKOB HA IMPOTHBOIOJIOKHBIH. J[pyrue moaxoasIiue peareHTsl A ACPUBATH3ALHH OCTATKOB, CO-
JepXKaIuX aab(a-aMUHOTPYMITBI, BKJIIFOYAKOT UMHAOI(DUPHI, TAKHE KAK METHINUKOIHHUMHAAT, MHPUIOKCAIb-
(docar; mupuIoKCaTh; XJI0POOPOTHIAPHI, TPHHHTPOOCH30.ICY IH(OHOBYIO KHCAOTY ; O-MECTUIH30MOUYCBHHY; 2,4-
NEHTAHIUOH U INTMOKCUIAT B PEAKLHH, KATATH3UPYEMOH TPAaHCAMHHA30M.

ApruHHIBbHBIC OCTATKH MOAU(DHIUPYIOT HOCPEICTBOM PEAKLMH C OJHHM HIIH 00J1ee TPAJHLMOHHBIMH Pea-
TEHTAMM, CPEIU KOTOPBIX (DCHUATTHOKCATD, 2,3-0yTaHAUOH, |,2-IUKIOTCKCAHIUOH U HUHTHAPUH. [lepuBaTu3a-
IS APTHHUHOBBIX OCTATKOB TPEOYET, YTOOBI PEAKIHIO MPOBOJIIH B LICTOYHBIX YCIOBHAX, B CBS3H C BBICOKOH
pKa ryaHnauHOBOH (DyHKUHOHAIBHOH rpymmel. KpoMe TOro, 3TM peareHTsl MOTYT PEarHpoBaTh C IpyIIaMH
JIM3MHA, A TAKOKE C NMCHIOH-AMHHOTPYIIMOH APTHHUHA.

MO>XHO MPOM3BOAUTH KOHKPETHBIC MOAH(DUKAIIMH THPOZHIBHBIX OCTATKOB, IPH 3TOM OCOOCHHBIH HHTEpPEC
MPEICTABIICT BBEACHHE CIEKTPAIBHBIX METOK B THPO3MJIbHBIE OCTATKU MOCPEACTBOM PEAKLHH C apoMarHye-
CKUMHM COCIHMHCHHIMH JHA30HHA MM TeTpaHUTpoMeTaHoM. Jli1 0Opa3oBaHus O-aueTUITHPOZUIBHBIX MOJEKY T
U 3-HUTPONPOM3BOJHBIX YAIE BCETO COOTBETCTBCHHO NPHUMEHAOT N-aUETHIMMMIA301 H TETPAHHTPOMETAH.
TUpO3UIBHBIC OCTATKH HOTUPYIOT ¢ mOMOIIBI0 1251 unu 1311 ¢ moryueHHEM MEUCHBIX OCIKOB JUI1 MPUMCHCHHUS
B PAJHOMMMYHOJOTHYECKOM aHAIH3e, MPH 3TOM CIOCO0 C MPHUMEHEHHEM XJIOpaMuHa T, ONMUCAHHBIH BBIIIE, SB-
JETCS MPEANOYTUTEIBHBIM.

KapOokcunpHbie O0KOBbBIE TPy (ACHAPTHI MM TIyTAMHI) H30MPATEIbHO MOAU(DHLMPYIOT MOCPEACT-
BOM peakuuu ¢ kapbomuumunamu (R'--N=C=N--R'), rae R u R' HeoO13aTeIbHO MPEACTABIAIOT COOO0H pPa3iuy-
HbIE AJKUIbHBIC IPYIIbL, TAKHE KAK |-IMKIOreKCHII-3-(2-MopdomHuI-4-3THm)kapooauumu uin 1-arun-3-(4-
a30HuUi-4,4-1uMeTHIMEHTHI)KapOoauumMua. Kpome Toro, acnapTuibHble M Ty TAMUJIBHBIE OCTATKH NMpPEBpaIia-
10T B ACNIAPArHHHIIBHBIC H [Ty TAMUHHIIBHBIC OCTATKHU MOCPEACTBOM PEAKLIMU C HOHAMH AMMOHHS.

JepuBatuzanus ¢ noMOIp0 OH(YHKIHOHAIBHBIX CPEACTB MPHMEHHMA U CIUHBAHUA AHTHUTEN C HEpac-
TBOPHMOH B BOJIE MAaTPHLEH-MOAI0XKKOH HIIH IOBEPXHOCTBIO Ul MPUMEHEHHS B PAIE CIIOCOO0B B JAOMOJHEHHUE
K crnoco0aM, onmucaHHbIM HWKe. [IIMpOKO HMCHONB3yeMble CIMMBAKOINME CPEJCTBA BKJIIOYAKOT, HampuMmep, 1,1-
Ouc(auazoaueTuin)-2-peHUIITaH, TIyTApOBbIA anbAeTHI, N-THAPOKCUCYKIHHUMUIHBIC CJIOXKHBIE 3(HpBI, Ha-
HpPHMED, CIOKHBIE IPUPBI 4-a3HIOCATHIHIOBOH KUCIOTHI, TOMOOH(YHKIMOHATbHBIE HMHIOI(HPBI, B TOM YHC-
JI¢ TUCYKUMHHUMUTUIOBBIC CIOXHBIC 3(DUPBI, Takue Kak 3,3'-AUTHOOUC(CYKIIMHUMHIMINPONUOHAT), U OU(YHK-
IMOHANBHBIE MAJCHMHUIBI, TAKHE Kak Ouc-N-maneumuao-1,8-okxraH. JlepHBaTH3UPYIOIIUE CPEACTBA, TAKHE KaK
MeTUI-3-[(1m-a31u A0 (he HUIT) AUTHO | MPOTTHOUMHIAT, OOCCICYHBAKOT MOTyYCHHE (POTOAKTHBUPYEMBIX IMPOMEXKY-
TOYHBIX COCMHEHUH, CTIOCOOHBIX 00PA30BBIBATH IONCPEYHBIC CBA3H B MPHCYTCTBUHU CBETA. B ampTepHaTHBHOM
ciIy4yae A1 MMMOOHMIM3aLUH OCJNKOB HCIIOIB3YIOT PEAKUHOHHOCIOCOOHbIE HEPACTBOPUMBIC B BOJE MATPHLBI,
TaKHE KaK AaKTUBHPOBAHHBIC OPOMHUCTBHIM IHAHOTCHOM YTJIEBOABI M PEAKIMOHHOCIIOCOOHBIE CyOCTPAThI, ONTHCAH-
Hple B mateHTtax CLIJA NeNe 3969287; 3691016; 4195128; 4247642; 4229537 u 4330440, BCce U3 KOTOPBIX
BKJIFOUEHBI OCPEACTBOM CCBUIKM BO BCEH CBOCH MOTHOTE.

['MyTaMUHUJIBHBIE M ACTIAPATMHUIIBHBIC OCTATKH YACTO AC3aMHIUPYIOT C MOJYyYEHHEM COOTBETCTBYIOIIMX
TJly TAMHJIBHBIX M ACHAPTUJIBHBIX OCTATKOB COOTBETCTBEHHO. B anbTepHATHBHOM CIIyyae 3TH OCTaTKH JC3aMUIH-
PYIOT B CIA0OKUCIBIX yCIoBmAX. JIroOas (popMa 3THX OCTATKOB HAXOAMTCS B MpeAcIax 00beMa HACTOAIICTO
H300pETCHHA.

Jpyrue Moau(UKALUN BKIFOYAIOT THAPOKCHIMPOBAHUE NMPOJHHA W JH3HHA, (HPOCHOPHIMPOBAHUE THAPO-
KCHJIBHBIX TPYHIT CEPHJIBHBIX WJIH TPEOHHJIbHBIX OCTATKOB, METHIMPOBAHHE OL-AMHUHOTPYINI OOKOBBIX LCMEH
m3uHa, apruiuHa u ructuauHa (T. E. Creighton, Proteins: Structure and Molecular Properties, W. H. Freeman
& Co., San Francisco, pp. 79-86 [1983], BKIIFOUCHHBIH MOCPEIACTBOM CCBIIKH BO BCCH CBOCH MOJIHOTE), ALCTHIIH-
poBaHue N-KOHLEBOW aMHHOTPY MBI H aMUAUPOBAHHE TH000# C-KOHIECBOI KApOOKCUIBHOM IPYIIIBL

B nononHeHue, kak OyJeT MOHATHO CHNELMANMCTAM B JAHHOH 00JACTH, K AHTHTENAM (a TAKKE K JPYyTUM
KOMITO3UIHSM MO HACTOSIIEMY H300PETECHHIO) MOYKHO T0OABIATH JTFOOBIC METKH (B TOM YHCJIC (DJIyOPECUCHTHBIE,
(pepMEHTHBIC, MATHUTHBIC, PATHOAKTUBHBIC U T.IL.).

JIpyTUM THIIOM KOBAJEHTHOH MOAH()UKALMH SBJTFOTCS H3MCHEHMS TTHKO3UJIMPOBAHUA. B HEKOTOpBIX Ba-
PHAHTaX OCYILICCTBJICHHSA AHTHTENA, PACKPHIThIC B JAHHOM JOKYMEHTE, MOTYT ObITh IOJHOCTBIO HIIH YACTHUHO
arJIMKO3WIMPOBAHHBIMH, HAPHMED, a()y KO3UIUPOBAHHBIMH.

Jlpyroi THI KOBANCHTHOH MOJM(UKAIMH AHTHTENA BKIIOYAET CBA3BIBAHUEC AHTHTENA C PA3IUYHBIMH He-
OCIKOBBIMH MOJIMMEPAMH, B TOM YHCIC O€3 OrpaHHUYCHUS C PA3NUYHBIMH IOJHOJAMH, TAKUMH KAaK MOJHITH-
JICHTJTHKOJIb, TTOJIUIPOIHIICHTIIHKOIb HJIH NMOJHOKCHAIKUIICHBI, COTJJACHO M3JI0’KEHHOMY B, HAIPUMEP, KATaore
PEG 2005-2006 ot Nektar Therapeutics (moctymHoM Ha BeO-caiite Nektar), marenrax CIIA 4640835; 4496689;
4301144; 4670417; 4791192 unu 4179337, Bce U3 KOTOPbIX BKJIKOYCHBI MOCPEACTBOM CCBIJIKU BO BCEH CBOCH
HOJIHOTE. B gomonHeHue, Kak H3BECTHO M3 YPOBHS TEXHHKH, AMHHOKHCIIOTHBIC 3aMEHbI MOXKHO ITPOU3BOJIHUTH B
Pa3IMYHBIX MOJOXKCHUAX B AHTHTEIC I 00IeruyeHus qo00aBieHus momMepoB, Takux kak PEG. Cwm., Hampumep,
myOnukawro 3a1Bku Ha mareHT CLIIA Ne 2005/0114037A1, BKIFOUEHHYIO MOCPEACTBOM CCBLIKHM BO BCEH CBOCH
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HOJTHOTE.

B nomoyHMUTETBHBIX BAPHAHTAX OCYILECTBJICHHA AHTHUTENA MOTYT coAepkaTh MeTky. [Tox "meueHsiM" B
JAHHOM JOKYMEHTE IOIPA3yMEBACTCS, YTO COCTHHECHUE HMEET MO MEHBINCH MEpEe OJHH 3JIEMEHT, H30TOI HJIH
XHMHUYECKOE COCIHHCHHE, MPUCOCIUHCHHBIC I 0OCCIIeYCHUs BbIABICHUS coeIuHEHHA. Kak mpaBuio, METkH
MOJPA3AECILIFOTCA HA TPH KJIACCA: a) M30TOINHBIE METKH, KOTOPHIE MOTYT MPEACTABIATh COOOH PaJHOAKTHBHBIC
WIH TSDKEJIbIE M30TOIBI; b) MAarHUTHBIC, JJIEKTPHUECKHE, TEMIIEPATYPHBIE METKU H C) LIBETHHIC MJIM JEOMHHEC-
LCHTHBIC KPACHTENH, XOTA METKH TAKKE BKIFOYAIOT (PEPMEHTHI M YACTHLBI, TAKME KAK MATHUTHbIC YACTHUIBI.
[IpeanoyTUTEIbHBIE METKH BKIIFOYAIOT O€3 OrpaHHYCHHUA (DIyOpEeCLEHTHbIC KOMIUIEKCHI JIAHTAHOWAOB (B TOM
YHUCIIC CBPOMHA U TepOUs) M (PIYOPECUCHTHBIE METKH, BKIIFOYAKOINHC OC3 OTPAHUUCHUS KBAHTOBBIC TOUKH, (DIIyo-
PECLIEHH, POJAMHUH, TETPAMETHIPOAAMHH, 303UH, 3PUTPO3HH, KYMAPHH, METHUIIKYMAPHHBI, ITUPEH, MAJTaXUTOBBIN
3€JICHBIH, CTHIBOCH, JouU(epoBsIit sxeaThii, Cascade CHHUI, TEXaCCKUH KpaCHBIH, kpacutemu Alexa, uuaHo-
BBIC KPACHTEIH U APYrHE, OMMCAHHBIE B 6-M m3aaHuu Molecular Probes Handbook nox pexaxiueii Richard P.
Haugland, ssBHbIM 06pa3oM BKIFOYEHHOM B JAHHBIH JOKYMEHT IMOCPEICTBOM CCBLIKH.

KOHBIOraThl aHTUTEI0-IEKAPCTBEHHOE CPECTBO.

B HEKOTOPBIX BAPHAHTAX OCYIUECTBICHUA aHTHTENA K LY 75, pacKpeIThIC B JAHHOM JOKYMEHTE, KOHBIOTHU-
PYIOT C JIEKAPCTBEHHBIMH CPEJCTBAMH C 00Pa30BAHHEM KOHBIOTATOB AHTUTEIO-NIEKAapcTBEHHOE cpeacTBo (ADC).
Kak npasmuino, ADC npuMEHSIOT B IyTAX HNPUMCHEHHSA B OHKOJIOTHH, IJIe MPUMEHECHHE KOHBIOTATOB AHTUTEIO-
JIEKAPCTBEHHOE CPEJICTBO IS JIOKAJBHOW JTOCTABKH LIUTOTOKCHYECKUX HJIM IUTOCTATHYECKUX CPEACTB oOecre-
YHBACT LCJICHAMPABICHHYIO JOCTABKY (DYHKIMOHAIBHON YaCTH, MPEACTABILIIOLICH COOOH JICKAPCTBEHHOE CPEa-
CTBO, B OIyXOJIH, YTO MOXKET 00ecneynTh 00jee BBICOKYIO IPPEKTUBHOCTH, 001ee HH3KYIO TOKCHYHOCTh U T.II.
0030p aanHO# TexHONOTUWH nMpuBeacH 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 BKJIFOUYCHHI B T1aH-
HBIH JOKYMEHT NMOCPEACTBOM CCBIIKH BO BCEH CBOEH MOTHOTE.

Takum 00pa3oM, B HACTOSAIIEM H300PETCHHM MPEACTABICHBI (DAPMALICBTHUSCKUE KOMOMHALIUH, COICPIKA-
1Me, NOMHMO NMpoYero, aHTutena K LY75, KOHbIOTHPOBAHHBIE C JEKAPCTBEHHbIMU cpeAacTBaMH. Kak mpasuio,
KOHBIOTHPOBAHHE BBINMOJHACTCS IyTEM KOBAJICHTHOTO MPUCOCAWHCHHS K AHTHTENY, KaK MOJAPOOHO OIUCAHO HHU-
e, 1 OObIYHO OCHOBAHO HA NMPUMECHEHHH JTHHKEPA, YAaCTO NMENTHIHON CBSI3U (KOTOPAs, KAK OMHCAHA HIDKE, MO-
XKET OBITh NMPEIYCMOTPEHA YyBCTBUTCIBHONW MM HEUYBCTBHTEJIBHOHW K PACINCIUICHHIO MPOTEA3aMHU B LIEJICBOM
ydactke). B JgomonHeHMe, Kak ONHCAHO BBIIIE, CBA3BIBAHHE CTPYKTYPHOH CAHHHLBI JIMHKEP-JICKAPCTBEHHOE
cpeactBo (LU-D) MOXXHO BBINOJHUTH ITyTEM MPHCOCIHHEHHS K LIMCTEHHOBBIM OCTaTKaM B aHTHTene. Kak Oyaer
MOHATHO CNCLHUANMCTAM B JAHHOW OO0NACTH, KOJHYECTBO (D)YHKIHOHAIBHBIX YACTEH, MPEACTABIIOIIUX COOOMH
JIEKAPCTBCHHBIC CPEACTBA, HA AHTHTEJIO MOKET H3MEHATHCS B 3aBUCHMOCTH OT YCJIOBHH PEaKLHH, H COOTHOLIC-
HHC JICKAPCTBCHHOC CPEACTBO:AHTUTEIIO MOXKET BapbupoBaTthcsa OT 1:1 g0 10:1. Kak Oyaetr moHATHO creuuau-
CTaM B JAHHOH 00J1aCTH, (PAKTHYECKOE KOJIHYCCTBO SB/IIETCS CPEIHUM 3HAUCHHEM.

Takum oOpazom, anturena k LY75 mMoryT ObITh KOHBIOTMPOBAHHBIMH C JICKAPCTBECHHBIMH CPEACTBAMHU.
Kak ommcaHo Himke, nekapcTBeHHOE cpeacTBo ADC MOKET mpeacTaBisiTh COO0H JO00E KOJUUECTBO CPEACTB,
BKJTFOUYAIOLIHX 0€3 OrpaHMUYCHUS IMPEACTABICHHBIC HTOTOKCHYECKHE CPE/ICTBA, TAKUE KAaK XHMHOTEPANECBTHYC-
CKHE CPEACTBA, HHTHOUTOPBI POCTA, TOKCHHBI (HANPHMED, (EPMEHTATHBHO AKTHBHBIC TOKCHHBI OAKTEPHAIBHOTO,
IPHOHOTO, PACTUTEIBHOTO WJIU JKUBOTHOTO MPOUCXOKIACHHUS WM HX (D)parMeHThI), HIIH PAJHOAKTUBHBIC H30TOIIBI
(MHBIMH CIIOBAMH, B PAJHOKOHBIOraTe). B Apyrux BapHaHTax OCYLICCTBJICHUSA B HACTOSILEM H300PETCHHH J0-
MOJHUTETBHO MPEACTABICHBI Cioco0b! mpuMeHeHus ADC.

JlekapcTBeHHBIC CPEACTBA A1 MPUMCHEHUS B HACTOSIIIEM H300PETCHHH BKIFOYAFOT LUTOTOKCHUECKHUE JIe-
KapCTBEHHBIE CPEJCTBA, B YACTHOCTH, IIPHMEHACMBIC U1 TCPANUH Paka. Takue nekapcTBEHHbIE CPEACTBA BKIIO-
YAOT, KaK MPaBUIIO, CpeacTBa, nopekaatomue JJHK, aHTHMEeTab0IMThI, HATYpaTbHBIE MPOIYKTHI U HX AHAJIOTH.
HnmocTpaTHBHBIE KJIACCHI IMTOTOKCHUYECKUX CPEJICTB BKJIFOYAOT HHTHOUTOPHI (JEPMEHTOB, TAKHE KaK HHIHOH-
TOPBI AUTHAPO(OIATPETYKTA3bl H HHTHOUTOPBI THMHAMIATCHHTA3bl, JJHK-HHTEpKamATOpDI, CpencTBa, pacuien-
mwromue JIHK, HHruOuTOpH TONOH30MEPA3bl, ICKAPCTBEHHBIC CPEACTBA CEMEHCTBA AHTPALUKIMHOB, JIEKAPCT-
BCHHBIC CPEACTBA M3 OAPBHHKA, MHTOMHUIMHBI, OJCOMHUIMHBI, IIMTOTOKCHYECKHE HYKJICO3UbI, JEKAPCTBEHHBIC
CpeacTBA CEMEHCTBA NTEPUAMHOB, JUUHEHBI, MOAO(MHITOTOKCHHBI, 10JACTATHHBI, MAUTAH3UHOUIbI, HHIYKTOPBI
U} PepeHIIMPOBKU H TAKCOIBI.

[IpeacraBuTesM 3THX KJIACCOB BKIIFOYAIOT, HANPUMEP, TAKCOJI, METOTPEKCAT, METONTEPHH, JHXJIOPMETOT-
pekcar, S-¢ropypauui, 6-MEepKanToIy puH, apabMHO3KHA LUTO3HHA, Mea(anaH, TeHPO3UH, JCHPOCUACHH, AKTH-
HOMHIHH, Jay HOPYOHIIMH, JOKCOPYOULMH, MHTOMUIMH C, MUTOMUIIMH A, KADMUHOMHIIMH, AMHHONITEPHH, Tall-
JHU30MHUIMH, TOA0(UIIOTOKCHH H MPOU3BOAHBIC MOJ0(PHIIOTOKCHHA, TAKHE KAK 3TOMO3HA WU (pocdar 3romo-
3MAa, BUHONACTHH, BUHKPHCTHH, BUHIC3HH, TAKCAHBI, B TOM YHCJE TAKCOJ, TAKCOTEP, PETHHOCBYIO KHCIOTY,
MACITHYI0 KUCIOTY, N8-aUeTUICHEPMHUIAMH, KAMITOTCUUH, KATHXCAMHIMH, 3CIICPAMULIMH, CHAHUHBI, JTyOKap-
MHIUH A, TyOKapMUIMH SA, KaJIHXCAMHUIMH, KAMITOTCUUH, I€MHACTEPIHHBI, MAHTAH3UHOHIBI (B TOM 4HCIIE
DM1), monomertunaypucratud E (MMAE), moHoMeTunaypuctatua F (MMAF) u maiitansunouas! (DM4) u ux
AHAJIOTH.

TOKCHHBI MOTYT NMPUMEHSATBCSH B COCTABE KOHBIOTATOB AHTHTEJIO-TOKCHH M BKIIOYAIOT OAKTEPHAIbHBIC
TOKCHHBI, TAKHE KAK JTU(PTEPUHHBIA TOKCHH, PACTUTCIbHBIC TOKCHHBI, TAKHE KAK PUIMH, HU3KOMOJICKY SIPHbIC
TOKCHHBI, Takue Kak reaaaHamunue (Mandler et al (2000) J. Nat. Cancer Inst. 92(19): 1573-1581; Mandler et al
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(2000) Bioorganic & Med. Chem. Letters 10:1025-1028; Mandler et al (2002) Bioconjugate Chem. 13:786-791),
MmaitanzuHouasl (EP 1391213; Liu et al., (1996) Proc. Natl. Acad. Sci. USA 93:8618-8623) u kaTuxeaMHIIMH
(Lode et al (1998) Cancer Res. 58:2928; Hinman et al (1993) Cancer Res. 53:3336-3342), reMHacTepIHHBI
(W02004/026293; Zask et al., (2004) J. Med. Chem, 47: 4774-4786). TOKCHHBI MOTYT OKAa3bIBATh CBOU LIMTO-
TOKCHYECKHE U LUTOCTATHUYECKHE I(PQPEKTHI C MOMOIIBIO MEXAHU3MOB, BKIFOUAFOINUX CBA3bIBAHHE TYOYJIHHA,
cea3piBaHue JJHK umm HHruOupoBaHHe TOMOM30MEPashL.

Taroke MOXKHO MPHUMEHATh KOHBIOTAThl aHTHTENA K LY 75 u onHOro uim 601ee HH3KOMOJICKY IPHBIX TOK-
CHHOB, TAKMX KaK MAWTAH3WHOMUBI, 10JACTATHHBI, AyPHCTATUHBI, TPUXOTCIHH, KATHXCAMHULIMH, TyOKAPMHLHHBI,
nuppondeH3oauazermuusl # CC1065, U MpOH3BOAHBIE 3THX TOKCHHOB, 0071 JAI0NIHE AKTHBHOCTBIO TOKCHHOB.

Anrureno k LY75 npexnourureabHO KOHBIOTHpoBaHO ¢ DM1 umu DM4, Haubonee MpearnoyYTHTEIBHO C
DM4. CoeauHeHus MalTaH3WHA, MOAXOJALIME M1 MPUMCHCHUSA B KAUCCTBE MAUTAH3MHOUIHBIX (DY HKIIHOHAITB-
HBIX YaCTEH, MPEACTABILIIOIIUX COOO0H JIeKAPCTBEHHBIE CPEICTBA, XOPOIUO H3BECTHBI B JAHHOW 001AaCTH TEXHUKH
U MOTYT OBITh BBIJCICHBI H3 ECTCCTBEHHBIX HCTOYHHKOB B COOTBETCTBHH C H3BECTHBIMH CIOCOOAMH, OBITH MO-
JYYCHBI C MOMOIIBI0 METOAUK T¢HHOM HHKeHepHH (CM. Yu et al (2002) PNAS 99:7968-7973) unu npeacTaBiiarh
c000#f MAWTAH3MHOJ W AHAJIOTH MAWTAH3MHOJA, MOJYYACMBIC CHHTCTHUYCCKH B COOTBETCTBHH C H3BCCTHBIMH
cnocobamu. Kak omucaHo HIDKE, JIEKAPCTBEHHBIC CPEACTBA MOKHO MOAM(HLMPOBATH IyTEM BKIIOUCHHUS B HX
cocTaB ()yHKIMOHAIBHO AKTUBHOH IPYIIIbI, TAKOH KAK THOJIBHAS IPYIIA HJIM AMHHOTPYNA, [UI1 KOHBIOTHPOBA-
HHS C QHTHTEIIOM.

HmrocTpaTuBHBIE MAHTAH3HHOUIAHBIC (DYHKIMOHANBHBIE YACTH, NMPEACTABIIIOIUE COO0H JTEKapCTBEHHBIC
CPEACTBA, BKIIOYAKOT KOMIOHEHTHI, KOTOPbIC HMEIOT MOH()UIIMPOBAHHOE APOMATHYECKOE KOJbLO, Takue kak C-
19-pexnopmnpoussoausie (mareHt CIIIA No 4256746) (nmoxyuyaeMble MOCPEACTBOM BOCCTAHOBJICHHS AHCAMMTO-
nuHa P2 amomoruapuaom autus); C-20-ruapoxcu- (umu C-20-gemerun-) +/-C-19-aex10pnpou3BoIHbIE (MTATCH-
Thl CIIIA NoNe 4361650 u 4307016) (momy4yaemple IMyTeM AEMETHJIMPOBAHHA C IOMOIUBIO Streptomyces Hiu
Actinomyces umu gexnopuposBanus ¢ momomubio LAH) u C-20-memeroxcu, C-20-aumnoxcu (--OCOR), +/-
npexaopnpousBoHblie (mareHT CIIIA No 4294757) (mosryyaeMmsle MyTEM AUHIHPOBAHMSA C MOMOLIBIO XJIOPAHTHA-
PHIOB), 2 TAKKE KOMIIOHEHTBI, KOTOPHIC HMEIOT MOAH(UKALMH B APYTHUX MOTOKECHHAX.

HmmrocTpaTuBHBIE MAHTAH3HHOUIAHBIC (DYHKIMOHANBHBIE YACTH, NMPEACTABIIIOIUE COO0H JIEKapCTBEHHBIC
CPEICTBA, TAKKE BKIIFOYAIOT KOMIIOHEHTHI, KOTOPBIE HMEIOT Takne Moaudukauuy, kak C-9-SH (marent CIIIA No
4424219) (momyyaeMmble MOCPSACTBOM  peakuuu  MadrtamsmHoma ¢ H2S  wmm  P2S5);  C-14-
amxokcuMetiu(neMetokc/CH,0R) (marent CLIIA Ne 4331598); C-14-rUApOKCHMETHII MM AUMUIOKCUMCTHII
(CH,OH unu CH,0OAc) (marent CIIIA Ne 4450254) (moayuaemsie u3 Nocardia); C-15-ruapokcu/amunokcu (ma-
TeHT CIIA Ne 4364866) (moayyaeMble MyTEM NMPEBPALICHUS MAHTAH3MHOJA MO AeHcTBHEM Streptomyces); C-
15-metoxcu (mateHTsl CIITA NoNe 4313946 u 4315929) (Beioensemsbie u3 Trewia nudlflora); C-18-N-gemerun
(mareHTh! CLIIA NeNe 4362663 u 4322348) (mosiyyacMble MyTEM ACMETHIMPOBAHHS MAWTAH3HHOJA MO ACHCT-
BueM Streptomyces) u 4,5-ae30kcu (mateHt CIIA Ne 4371533) (moay4aeMbIe MyTeM BOCCTAHOBJICHUS MAWTAH-
3MHOJA TpUXJOpuAoM TuTaHa/LAH).

OcoOcHHuyro mpuMeHHUMOCTs uMetoT DM (packpsiteiii B mareHre CIIIA Noe 5208020, BKIIHOYEHHOM HO-
cpeactBoM ccbulkd) 1 DM4 (packpsithiii B mareHte CLIIA Ne 7276497, BKIFOUEHHOM HOCPEICTBOM CCBHLIKH).
CM. Tarke psAa JOMOJHHUTCIBHBIX MAHTAH3HMHOMIHBIX MPOU3BOIHBIX M Crioco00B B 5416064, WO/01/24763,
7303749, 7601354, USSN 12/631508, WO02/098883, 6441163, 7368565, W002/16368 u W0O04/1033272, Bce
U3 KOTOPBIX SBHBIM 00pPa30M BKJIFOUCHBI MOCPEACTBOM CCHUIKH BO BCEif CBOEH MOJHOTE.

ADC, coaeprkanue MaWTAH3HHOMIBI, CMIOCOOBI HX MOJYYCHUSA U UX TEPANCBTHUCCKOEC MPHUMCHEHHC pac-
KpbITHI, Hanmpumep, B nateHTax CIIA NeNe 5208020; 5416064; 6441163 u esponeiickom nmareHre EP 0425235
B1, packpbITust KOTOPBIX BHBIM 00Pa30M BKIIOUCHBI B JAHHBIH JOKYMEHT MOCPEACTBOM cchlikd. B Liu et al.,
Proc. Natl. Acad. Sci. USA 93:8618-8623 (1996), omucanst ADC, coaepxamue MaiTaH3HHOU A, 0003HAYUCHHBII
kak DM, CBA3aHHBIH C MOHOKJIOHAJIBHBIM aHTHTENOM (C242, HAaNMpaBJICHHBIM MPOTHB paka 000JA0YHOH W Hps-
MOM KHMIIKH 4eNOBEKa. BbuI0 OOHApYKEHO, YTO KOHBIOTAT ABIICTCS BEChbMA LIMTOTOKCHYECKHM B OTHOIUCHUH
KYJIbTHBUPYEMBIX PAKOBBIX KJIETOK TOJCTOH KHIUKH U ACMOHCTPUPYET MPOTHBOOITYXOJICBYI0 AKTHBHOCTD B aHA-
JIM3€ POCTA OITYXOJIH in Vivo.

B Chari et al., Cancer Research 52:127-131 (1992) onucanst ADC, B KOTOPBIX MAaHTAH3UHOU OBLT KOHB-
FOTHPOBAH C MOMOIIBIO JUCYIb(UIHOTO JTHHKEPA C AHTHTEJIOM MbIIIH A7, CBA3BIBAIOIIUMCS C QHTUICHOM B TH-
HHAX PAKOBBIX KJIETOK TOJICTOH KHIIKH YEJIOBEKA, MM C APYTMM MOHOKJIOHAJIbHBIM AHTUTEIOM MbImH TA.1,
KoTopoe cBa3bIBacTcs ¢ oHkoreHoM HER-2/neu. LlurorokcuuHocTh KOHBIOTaTa TA.]l-MaWTaH3MHOMI HCCIENO-
BAJIM in Vitr0 B JHHUU PAKOBBIX KJICTOK MOJOYHOM >kene3bl uenoBeka SK-BR-3, B xoTopoii 3kcmpeccupyercs
3x10° noBepXHOCTHBIX aHTHreHOB HER-2 Ha xieTky. KOHBIOTMPOBAHHOE JIEKAPCTBEHHOE CPEACTBO JOCTUIAIO
CTETICHH LIMTOTOKCHYHOCTH, CXOJHOH C TAKOBOH y CBOOOJHOTO MAWTAH3MHOMIHOTO JICKAPCTBEHHOTO CPEJCTBA,
KOTOPYIO MOKHO TMOBBICHTH ITyTEM YBCIMYCHHS KOJTMYCCTBA MOJIEKY 1 MAHTAH3HHOHMAOB HA MOJIEKY Iy AHTHTENA.
Konstorar A7-MalTaH3MHOMI JEMOHCTPHUPOBAJT HHU3KYI0 CHCTEMHYIO IUTOTOKCHYHOCTD Y MBIIICH.

JI1s KOMIIO3HLMH, COAEPKALMX MHOXKECTBO AHTHTE, HATPY3Ka JIEKAPCTBEHHBIM CPEACTBOM IPEICTABICHA
B BUJC P, CPEAHET0 KOJMYECTBA MOJIEKYJ JICKAPCTBEHHOTO CPEACTBA HA aHTHTENO. Harpyska JekapCTBEHHBIM
CpPEACTBOM MOJKET BAPbHPOBATHLCS B AMAna3oHe OT 1 a0 20 MOJIEeKy.1 JEKApCTBEHHOrO cpeacTra (D) Ha aHTHTEO.
CpenHee KOIMYECTBO MOJIEKYJI JIEKAPCTBEHHOTO CPEICTBA HA AHTHUTEJIO B IPETAPATE, MOJIYUYCHHOM IIOCPEICTBOM
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peaxuuii KOHBIOTHPOBAHHUSA, MOXKHO 0XapaKTEPH30BATh C MOMOIIBIO TPAJHLHOHHBIX CIIOCOOOB, TAKMX KAaK Macc-
cnekrpockonus, aHamu3 ELISA u HPLC. Taxke MOXXHO ONpPEACTHTh KOJUUYCCTBCHHOE PACMPEACICHUE KOHBEO-
raToOB AHTUTEIO-JIEKAPCTBEHHOE CPEACTBO MO P.

B HEKOTOpBIX CIIyyasX OTACICHHE, OUHCTKY OJHOPOIHBIX KOHBIOTaTOB AHTHTENO-ICKAPCTBEHHOE CPEACT-
BO, I'IE p MPEACTABIAECT COOOH OMPENEICHHOE 3HAYCHUE, OT KOHBIOTaTOB AHTHTEJO-JICKAPCTBEHHOE CPEJCTBO C
JpYTOH HArpy3KOH JEKAapCTBEHHBIM CPEIACTBOM H YCTAHOBJICHHUE HMX XAaPAKTEPUCTHK MOXXHO OCYLIECTBIIATDH C
MOMOIIBIO TAKUX CTNOCO00B, Kak oOpameHHo-(azosas HPLC wm anexrpodope3. B WLUIOCTpaTHBHBIX BapHaH-
Tax OCYIIECTBCHUS P paBHO 2, 3, 4, 5, 6, 7 wmi 8 UM ABIACTCA UX APOOBIO.

[TomyuyeHue coeTMHEHHH-KOHBIOTATOB AHTUTEJI0-ICKAPCTBEHHOE CPEICTBO MOXKHO OCYILECTBIATH COTJIac-
HO 000 METOMKE, H3BECTHOH CHELUATUCTY B JaHHOH oOnacTu. Bkpariie, coe TMHEHUA-KOHBIOTAThl aHTUTEIO-
JIEKApPCTBEHHOE CPEACTBO MOIYT COAECPKATh AHTUTENO K LY75 B KAuecTBEe CTPYKTYPHOH €IMHUILIBI-AHTUTEIA,
JIEKAPCTBEHHOE CPEJICTBO U HEOOA3ATENBHO JIMHKEP, KOTOPBIH COEIMHAET JCKAPCTBEHHOE CPEICTBO U CBA3bI-
BAKOILECE CPEACTEBO.

MHO’KeCTBO PA3IMUHBIX PEAKUMH AOCTYIHO AJ KOBAJCHTHOTO NMPUCOEIUHCHHS JEKAPCTBEHHBIX CPEICTB
W/MIIH JTHHKEPOB K CBS3BIBAIOIMM CPEJACTBAM. JTO MOJKHO OCYIUECTBHTH IIOCPEICTBOM PEAKLHH C AMHHOKHC-
JOTHBIMH OCTATKAMH CBSI3BIBAIOILETO CPEACTBA, HANPHMED, MOJICKYJIbI AHTHTEJNA, BKIIFOUAIOIIUMH AMHHOTPY IITBI
JHM3HHA, CBOOOJHbIC IPYINIBI KAPOOHOBOW KHUCJIOTHI TTyTAMHHOBOH M ACHMAPATHHOBOH KHCIOT, CY.JIb(rHIpHIb-
HbIE TPYIIBI UCTEHHA U PA3IHYHbIC ()yHKIHOHAIBHBIC YACTH APOMATHYECKHX AMUHOKHUCIOT. [IInpoko mpume-
HACMBIM HECHEUU(PHUESCKUM CHOCOOOM KOBAJCHTHOTO HMPUCOCAUHCHHS SIBIIECTCA KApOOJAMHMMHUIHAS PEaKLUA
CBA3BIBAHHMSA KAPOOKCHJIBHOH (WJIM aMHMHO-) IPYIIBI COETHHEHHSA C AMUHO- (MJIM KapOOKCHIBHBIMHU) IPYyIIIaMHU
aHTuTena. JIomoJHHTENBHO, OH(YHKIMOHAIBHBIE CPEACTBA, TAKUE KAK THUAIbICTHIBI MM UMUA03(HUPHI, pUME-
HSUTHCD U1 CBSI3BIBAHUS AMHHOTPYIITBI COEAMHCHHUS C AMUHOTPY IIIAMH MOJICKY JIbl aHTUTENA.

Taroke 4711 MPUCOETMHEHUS JTEKAPCTBEHHBIX CPEACTB K CBA3BIBAIOIUM CPEICTBAM JOCTYIIHA PEaKkuus 00-
pazoBaHus ocHoBaHuA Ludda. JIaHHbIH COCOO BKIIOYACT OKHUCICHHE MEPHOJATOM JEKAPCTBEHHOTO CPE/CTBA,
COJEP KAIIETO TTTHKOJIEBBIE TPYIIIbI HIIH THIPOKCHIPYIIIBI, C 00pa30BaHUEM, TAKUM 00pa3oM, albaeruaa, KoTo-
PBIH 3aTeM NMOJBEPTarOT PEAKLHH CO CBI3BIBAIOINMM CPEACTBOM. [IpHCOEIMHEHHE MPOMCXOJHT HMOCPEICTBOM
oOpazosanus ocHoBaHus [uga ¢ aMHHOrpynmaMu CBS3BIBAIOLICTO CpeACTBA. M30THOIMAHATHI TAKXKE MOYKHO
HNPUMCHATh B KQYECTBE CPEACTB COUCTAHHUS A KOBAJICHTHOTO IPHCOCAMHEHHUS JECKAPCTBEHHBIX CPEJICTB K CBA-
3bIBAIOLIMM CpeaCTBaM. JIpyrue METOAMKH M3BECTHBI CIICLMANKMCTY B JAHHOH OOJACTH U HAXOAATCS B NMpEeAeiax
00BEMa HACTOSIIETO H300PETCHHUSI.

B HEKOTOpBIX BAPHAHTAX OCYIUECTBICHUS MPOMEKYTOYHOC COCAMHEHHME, NMPEACTABIIIOIICE COOOH mpen-
IICCTBEHHUK JTMHKEPA, MOJBEPralOT PEaKLHHU C JIEKAPCTBEHHbIM CPEACTBOM B COOTBETCTBYIOIIMX yCIOBHAX. B
JPYTHX BAPHAHTAX OCYLICCTBJICHHSA NMPHMEHIIOT PEAKLHMOHHOCIOCOOHBIE TPYMIBI B JEKAPCTBEHHOM CPEICTBE
W/MITH POMEXXY TOUHOM COEIHHEHHH. [IPOIYKT peakiuu MexIy JEKapCTBEHHBIM CPEACTBOM H ITPOMEXKY TOUHBIM
COCIMHEHHUEM, WJIM ICPUBATH3UPOBAHHOE JIEKAPCTBEHHOE CPEJCTBO, 3aTEM MOJBEPTarOT PEAKLUH C AHTUTEIIOM K
LY75 no HacrosmeMy H300pETCHHIO B COOTBETCTBYFOILUX Y CIOBHUSX.

Byner moHATHO, YTO B TPeOYEMOM COEIMHECHHH TAKXKE MOXKHO MPOM3BOJUTh XHUMHYECKHE MOAH(HUKAIMH,
YyTOOBI CIENATh PEAKIMH 3TOr0 COCAHMHEHMS OOJCE NMPHIOAHBIMHU I LEJCH NMOJYYCHHS KOHBIOTaToB MO Ha-
crosmeMy H300pereHur0. Hanmpumep, (yHKIHOHATBbHYIO IPYIITy, HAPUMEP, AMUHOTPYIITY, THAPOKCHIIBHYIO
WIH CyJIb(THAPUIBHYIO TPYIITYy, MOXHO NMPHUCOCAMHHUThH K JICKAPCTBEHHOMY CPEIACTBY B IMOJIOXKCHHH, OKA3bl-
BAFOILEM MUHHMAJIBHBIH WM TOIYCTUMBIH 3(QEKT HA AKTUBHOCTb HJIM JPYTHE CBOWCTBA JIEKAPCTBEHHOTO CpPe.I-
CTBA.

Kak npaBuiio, KOHBIOraThl COCAMHEHUI AHTHTENIO-IEKAPCTBEHHOE CPEACTBO COAEPIKAT JTMHKEPHYIO CIHHHU-
Ly MEXKIY IMHHICH JIEKAPCTBEHHOTO CPEACTBA U €AUHHULICH AaHTHUTEIA. B HEKOTOPBIX BAPHAHTAX OCYILIECTBIIC-
HHS JIMHKEP PACIUCIUIETCS BO BHYTPHKJICTOUHBIX MM BHCKICTOYHBIX YCIOBHAX, TaK YTO IPH PACINCIIIICHHH
JHHKEPA M3 AHTHTENA BBICBOOOKIAETCS CTPYKTYpPHAs €AMHHLA-ICKAPCTBEHHOE CPEICTBO B COOTBETCTBYIOLIYIO
cpeny. Hanmpumep, conuaHble OIMyXO0JIH, CEKPETHPYIOIIUE OMPEACICHHBIC MMPOTEA3bl, MOTYT CIy)KUTh B KAUECTBE
LENEBbIX U PACIUEIIIEMOrO JIMHKEPA; B APYTHX BAPHAHTAX OCYIUECTBICHHS UCMOIb3YIOTCS HMECHHO BHYTpH-
KJICTOYHBIC NMPOTEa3bl. B ele HECKOIBKUX APYTHX BAPHAHTAX OCYLICCTBJICHUS JMHKEPHAS CTPYKTYPHAs €IUHHU-
I[a HE ABJICTCS PACILEIIIEMOH, U JIEKAPCTBEHHOE CPEICTBO BBICBOOOXKIACTCS, HANPHMED, NMOCPEACTBOM Pa3py-
IICHHSA AHTUTE] B JIH30COMAX.

B HEKOTOpBIX BAPHAHTAX OCYIUECTBICHHUS JIMHKEP PACIICIIIICTCS C MOMOIIBIO PACHICIUIIOIIETO CPEICTRA,
MPHUCY TCTBYIOILETO BO BHY TPHKIIETOYHOH Ccpeae (HampUMep, B JIM30COME HIIM 3HAOCOME WIH B KaBeoJie). JIuHkep
MOJKET NMPEACTABJIATh COOOH, HAMPUMED, MENTHAMIBHBIN JIMHKED, PACLICILIACMBIA MOX ACHCTBUEM BHYTPHUKJIC-
TOYHOTo (PEpMEHTA MENTHIA3bl HIH IPOTEA3bl, B TOM 4HCIC O€3 OrpaHWYCHHS JTH30COMATBHOH WIIM 3HIOCO-
MaJIbHOH MpoTea3bl. B HEKOTOPHIX BAPHAHTAX OCYIUECTBJICHHUS NMENTUIAMIbHBIH JTMHKEP HMEET JJMHY MO MCHb-
IIeH Mepe BE AMHHOKHCIIOTHI HJIM HMEET JJIHHY IO MEHBIIECH MEPE TPH AMHHOKHCIIOTHI MM OOJIbIIE.

Pacmenmnsronue cpeacTea MOTYT BKIFOUATh O0€3 OrpaHUyueHuUs karencuubl B u D u mnasmuH, 000 Bcex U3
KOTOPBIX U3BECTHO, YTO OHU THIPOJIU3YIOT JUICHTUIHBIC IIPOU3BOIHBIC JIEKAPCTBEHHBIX CPEJICTB, YTO IPHBOIUT
K BBICBOOOKICHHIO AKTHBHOTO JICKAPCTBCHHOTO CPEICTBA BHYTPh KICTOK-MHIICHEH (CM., Hampumep, Dubow-
chik and Walker, 1999, Pharm. Therapeutics 83:67-123). IlenTuauIbHbIC THHKEPBI MOTYT PACIUCILIATHCS (ep-
MEHTAMHU, KOTOPBIE MPUCYTCTBYIOT B KIETKAX, dKcnpeccupyromux LY 75. Hampumep, MOYKHO MPUMEHATh NMENTH-
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JUIBHBIM JTHHKED, PACLICIUIAEMbIH THOI-3aBUCHMOH MPOTEA30H KAaTENCUHOM B, XapakTepusyrOIENCS BLICOKUM
YPOBHEM 3KCITPECCHU B PAKOBOM TKaHH (Hampumep, tuHkep Phe-Leu unu Gly-Phe-Leu-Gly (SEQ ID NO: 46)).
Jpyrue mpuMephl TaKHX JTUHKEPOB OnMHCaHbl, HampuMep, B mateHte CLIIA No 6214345, BKIFOUCHHOM B TAHHBIH
JIOKYMEHT MOCPEACTBOM CCHIIKH BO BCEH CBOCH MOJTHOTE U BO BCEX OTHOIUCHHAX.

B HEkOTOpBIX BapHAHTAX OCYLIECTBICHUA NENTUAMIBHBIN JTHHKEP, PACIUCIUIAEMBIH BHYTPHKICTOYHOM
nporea3ol, npexactasaier codoi muukep Val-Cit mmm muHkep Phe-Lys (cm., Hampumep, matent CIIA Ne
6214345, B KOTOPOM OMMCAH CHHTE3 JOKCOPYOHUKHA ¢ moMoIeko HKepa Val-Cit).

B apyrux BapuaHTax OCYLICCTBICHMS DPACIUCIULIEMBbIH JTHHKEp SBIACTCA PH-4yBCTBHUTEIbHBIM, HHBIMH
CIOBaMH, 4YYBCTBUTECJIbHBIM K THAPOAM3Y MpH omnpeaciaeHHbIX 3HaueHusax pH. Kax mnpasuno, pH-
YyBCTBUTEIbHbIA JTMHKED ABIACTCS THIPOJU3YEMBIM IPH KHCIOTHBIX YCIOBUAX. Hampumep, MOXKHO MPUMEHATD
KHCJIOTOHEYCTOHUMBBIA JTHHKEP, THAPOIH3YEMBIH B TH30COME (HAMPHMED, THAPA30OH, CEMHUKAPOA30OH, THOCEMH-
Kap0a3oH, aMUI LMC-aKOHHTOBOH KHCIOTBHI, OpTO3(Hp, aueranb, keraap H T.0.). (CM., HampHUMeEp, MATCHTHI
CLITA NeNe 5122368; 5824805; 5622929; Dubowchik and Walker, 1999, Pharm. Therapeutics 83:67-123; Ne-
ville et al., 1989, Biol. Chem. 264:14653-14661). Takue JHHKCPBI SBJIAIOTCA OTHOCHTCIBHO CTAOUILHBIMH B
VCIOBHAX HEHTPATbHOTO pH, Kak, HAMPUMEP, B KPOBHU, HO SABJIFOTCA HECTAOMIbHBIMH mpu pH Hmoke 5,5 wmi 5,0,
npuom3uTensHoM pH B 1m3ocoMe. B ompeneneHHbIX BAPHAHTAX OCYMICCTBICHUS THIAPOJHM3YEMbIH JIMHKED
MPEACTABIAET COO0H THOI(DUPHBIH JIMHKEP (TAKOH KaK, HAMpUMep, THOI(HP, NPHCOCTHHEHHBIH K TEpaneBTHYE-
CKOMY CPEACTBY C HOMOIIBIO ALMITHAPA3OHOBOM CBA3H (CM., Hampumep, mateHT CIIA Ne 5622929)).

B emie HECKOJIBKUX IPYTHX BAPHAHTAX OCYILECTBICHUSA JTMHKEP PACINCIUIICTCS B BOCCTAHABIMBAKOIIHX YC-
JTOBHAX (HarmpuMmep, TUCY Ib(GUIHBIH THHKED). M3 YPOBHA TEXHHKM H3BECTEH P JUCYIb(UIHBIX JTUHKEPOB, B
TOM YHCIIE, HANPUMEpP, T€, KOTOpble MOTyT 00pa3oBbIBaThCs C mpuMeHeHHEM SATA (N-cyKUMHUMHAMI-S-
auerunruoauetara), SPDP (N-cykuuHuMuIui-3-(2-nupuaunauryo)nponuonara), SPDB (N-cykiuHuMUAMI-3-
(2-mupuaunIUTHO )0y THPATA) 7§ SMPT (N-CYyKUMHUMHIUIOKCHKAPOOHU T-amb(ha-MeTUI-amb(a-(2-
MUPUAMIAUTHO)TOTy0a)-, SPDB u SMPT. (CwMm., Hampumep, 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. Taroke mateHT CLLIA Ne 4880935).

B apyrux BapHMaHTax OCYINECTBICHHUSA JHHKEP MPEACTABIAET COOO0H ManoHaTHBIH nuHKep (Johnson et al.,
1995, Anticancer Res. 15:1387-93), maneumumoOeH3oumpHbni muHkep (Lau et al., 1995, Bioorg-Med-Chem.
3(10): 1299-1304) um 3'-N-amuausiid ananor (Lau et al., 1995, Bioorg-Med-Chem. 3(10): 1305-12).

B eme HeCKOJBKUX APYTHX BAPHAHTAX OCYLICCTBICHMS JHHKEPHAS CTPYKTYPHAs CAMHHLA HE SBILICTCH
pacuLIeIuIIeMOi, U TeKapCTBEHHOE CPEICTBO BHICBOOOKIAECTCS MOCPEACTBOM paspyueHus antureld. (Cum. myOmau-
kaipro 3asBku Ha mareHT CLIIA Ne 2005/0238649, BKIFOUCHHYIO B JAHHBIH JOKYMEHT IMOCPEACTBOM CCBIIKH BO
BCE# CBOCH MOJHOTE M BO BCEX OTHOLICHHSAX).

Bo MHOTMX BapHaHTaX OCYINECTBJICHHS JIMHKEP SAB/ECTCS CAMOPACIICIULIIOIMMCS. Mcons3yemsli B AaH-
HOM JOKYMCHTE TEPMHH "CaMOpACINCILLTIONIMHCS crielcep" OTHOCUTCA K OM(YHKUHOHANIBHOH XHMHUYECKOH
()YHKIHOHATBHOH YaCTH, CHOCOOHOH K KOBAJICHTHOMY COCJHHECHHUIO JABYX PA3HECEHHBIX XHMHUUYECKHUX (DYHKIHO-
HAIbHBIX YaCTEH B CTAOMIIbHYIO MOJICKY Ty H3 TpeX yactel. OHa Oy et CaMOIPOU3BOJIBHO OTACIATHCS OT BTOPOH
XHUMHUYECKOH (DyHKIMOHATBHOM 4aCTH MPHU PACIICIUICHHH €T0 CBS3H C NMEPBBIM KOMIOHEHTOM. CM., HampHMmep,
WO 2007/059404A2, WOO06/110476A2, WO05/112919A2, W02010/062171, WO09/017394, WO07/089149,
WO007/018431, W0O04/043493 u W0O02/083180, KOTOpBIC OTHOCATCS K KOHBKOraTaM JICKAPCTBCHHOE CPEACTBO-
pacuieruIsieMblii CyOCcTpar, Ie IeKapCTBEHHOE CPEACTBO M PACIUEIIEMBIH CyOCTPaT HEOOA3aTEILHO CBA3AHBI C
MOMOIIBI0 CAMOPACHICTULFOINETOC JTHHKEPA, M BCE M3 KOTOPBIX SBHBIM 00pa30M BKIFOUCHBI IOCPEICTBOM
CCBLIKH.

JIuHkep 4acTo ABIACTCS MPAKTHUYECKH HEYYBCTBHTEIBHBIM K JACHCTBHIO BHEKJIETOYHOM cpeapl. Kak mc-
HOJIb3YETCS B JAHHOM JOKYMEHTE, "HMPAKTHYCCKH HEUYBCTBHTEIbHBIH K JCHCTBHIO BHEKJICTOUHOH Cpenbl” MpH-
MEHHUTEIBHO K JMHKEPY O3HAYAET, YTO B 00pa3Le COCAMHEHHS-KOHBIOTATA AHTHTENO-ICKAPCTBEHHOE CPEICTBO
pacmeneTca He 6osee yem mpudmsutensHo 20, 15, 10, 5, 3% umu He Ooee yeM mpuOIu3uTeIbHO 1% uH-
KEPOB, €CIIH COCHHCHUE-KOHBIOTAT AHTHTEIO-ICKAPCTBEHHOE CPEJACTBO NMPHCYTCTBYET BO BHEKIECTOUHOH cpele
(HampuMeD, B IJIa3ME KPOBH).

To, ABIAETCS U NTUHKEP MPAKTUYCCKU HEUYBCTBUTCIBHBIM K ACHCTBUIO BHCKICTOUHOH CPE/bI, MOKHO OII-
pEleMTh, HAPUMEpP, IMyTEM HHKYOMPOBAHUS COCIUHCHHUSI-KOHBIOTAaTa AHTHTENO-JICKAPCTBEHHOE CPEICTBO C
M1a3MOH KPOBH B TEUEHHUE MPEABAPUTEIBHO ONMPEJCICHHOIO NMEPUOJA BpeMEeHH (HampuMmep, 2, 4, 8, 16 unu 24
YACOB) U MOCJICAYIOIEH KOJMYESCTBECHHOH OLEHKH KOJMYECTBA CBOOOJHOTO JIEKAPCTBEHHOTO CPEICTBA, MPUCYT-
CTBYIOILETO B IJIA3ME KPOBH.

B mpyrux HEB3aMMOHCKIIOYAOIIMX BAPHAHTAX OCYIUECTBICHHUS JTHHKEP CMOCOOCTBYET KIETOYHOH HHTEP-
HATH3aLUH. B onpeneneHHbIX BApHAHTAX OCYIIECCTBICHHS JMHKEP CIMOCOOCTBYET KJICTOYHOH MHTEPHATM3ALMH,
OyAy4H KOHBIOTHPOBAHHBIM C TEPANICBTHUECKHM CPEACTBOM (MHBIMHU CIIOBAMHM, B CpeJe (DyHKUMOHAIBHOH YaCTH
JTHHKEP-TEPANEBTHUECKOE CPEICTBO COCTUHECHHA-KOHBIOTATa AHTHTENIO-TICKAPCTBEHHOE CPEICTBO, OMIUCAHHOTO B
JJAHHOM JIOKYMEHTE). B ellle HeCKOIbKUX BAPHAHTAX OCYILECTBJICHHS JIMHKEP CIIOCOOCTBYET KJICTOYHOH MHTEP-
HaNMM3aluuu, Oy yYH KOHBFOTHPOBAHHBIM KaK C aypHUCTATHHOBBIM COCIMHCHUEM, TAK H C aHTHUTEIaMHu k LY75 mo
HACTOSILIEMY H300pPETCHHIO.

Psix MIUFOCTPATHBHBIX THHKEPOB, KOTOPBIE MOXKHO NMTPUMEHATHh B KOMIO3HIMAX H CIIOCO0AX IO HACTOSILE-
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My u300petenuro, onucad B WO 2004/010957, myOnuxanuu 3asBku Ha nateHT CIIIA Ne 2006/0074008, my6mu-
Karuy 3asBky Ha mateHT CIIIA Ne 20050238649 u myOnuxauuu 3asaBku Ha mateHt CIIA Ne 2006/0024317 (ka-
KA U3 KOTOPBIX BKIOYCHA B JAHHBIH JOKYMEHT IOCPEACTBOM CCBIJIKH BO BCEH CBOEH IOJIHOTE M BO BCEX OT-
HomeHusax). [lpexnmoururenbHo, JuMHKEp  npeacraBmier  coboit  SPDB  (N-cykumHumuani-3-(2-
MHPUAUIIUTHO )0y THPAT).

Harpy3ka nexapcTBeHHBIM CPEJICTBOM IPEICTABICHA B BUAC P M SABIIETCA CPEIHHM KOJHMUYECTBOM (YHK-
I[HOHAJIBHBIX YACTEH, MPEACTABIIIOMMX COOOH JIEKAPCTBEHHBIC CPEJICTBA, HA AHTHTENO B MOJeKyle. Harpy3ka
JICKApCTBCHHBIM cpeacteoM ("'p") Mosker coctaBate 1, 2, 3,4,5,6,7,8,9, 10, 11, 12, 13, 14, 15, 16, 17, 18, 19,
20 wmm Oosbiue (yHKUMOHANBHBIX YacTel (D) HA aHTUTENO, XOTA YACTO CPeJHEE KOJHYECTBO SIBIIETCA APOO-
HBIM YHCIIOM HJIH JECATHYHOH IpoObro. OOBMHO HATpy3Ka JEKApCTBCHHBIM CPEICTBOM OT 1 10 4 sBisercs yac-
TO MPHMEHAEMOMH, U 0T 1 10 2 Tarke sapasercs npuMeHseMod. ADC no HacTosmeMy H300PETCHHIO BKIIOYAIOT
TPYNITBI QHTUTE], KOHBIOTHPOBAHHBIX C PSIOM KOMIIOHEHTOB-JICKAPCTBEHHBIX CPEICTB B KoynuecTse oT 1 10 20,
Hampumep, 1-15, 1-10, 2-9, 3-8, 4-7, 5-6. CpeaHee KOMUCCTBO (PYHKIIMOHATBHBIX YACTCH, MPEACTABIAIOLIMX
CO0O0¥ JIEKAPCTBEHHBIC CPEICTBA, HA aHTUTENO B npenapatax ADC, moayyeHHbIX B pe3yIbTaTe PEaKUHi KOHBIO-
THPOBAHUS, MOKHO OXapaKTEPU30BaTh C MOMOLIBIO TPATULHOHHBIX CIOCOOOB, TAKUX KaK MACC-CHEKTPOCKOIHSA
u aHam3 ELISA.

Taroke MOKHO ompeneiauTh koxumuecTseHHOe pacnpeneneHne ADC no p. B HEkoTOpsIX Cayyasx oTxerne-
HHE, OYHCTKA OJHOPOaHbIX ADC, rae p mpeacTaemier co0oi onpeneacHHoe 3HaueHue, oT ADC ¢ mpyro# Ha-
IPY3KOH JIEKAPCTBCHHBIM CPEJCTBOM U YCTAHOBJICHHE MX XaPAKTEPHCTHUK MOYKHO OCYIIECTBIAITH C MOMOIIBIO
TaKHX CMOCOOOB, KaK 3IEKTPoopes.

Jl1s1 HEKOTOPBIX KOHBIOTATOB AHTHTENO-JICKAPCTBEHHOE CPEICTBO P MOXKET OBITh OIPAHHYCHO KOJIHYECT-
BOM Y4aCTKOB NMPUCOCIWHCHHS B aHTUTENE. Hampumep, ecim MpuCOeAMHEHUE MMPOUCXOAMT IO THOJIBHOM IpyIe
IMCTCHHA, KaK B BBIIICOMHCAHHBIX HILUTFOCTPATUBHBIX BAPHAHTAX OCYINECTBIICHHSA, AHTHTEIIO MOKET HMETh TOJIb-
KO OJHY MJIM HECKOJBKO THOJIBHBIX IPYII HUCTCHHA HIH MOYKET MMETh TOJBKO OJHY HJIM OOJee JOCTATOYHO
PEAKLHOHHOCTIOCOOHBIX THOJBHBIX I'PYIII, MOCPEACTBOM KOTOPBIX MOJKET OBITh MPUCOEAUHCH THHKED. B ompe-
JICNICHHBIX BAPHAHTAX OCYIUECTBJICHHS OOJIee BBICOKAS HArpy3Ka JICKAPCTBEHHBIM CPEACTBOM, HANPHMED, p > 5,
MOXET BBI3BIBATH ArPEraluio, HEPACTBOPHMOCTb, TOKCHYHOCTb OINPEACICHHBIX KOHBIOTATOB AHTHTEIO-
JIEKAPCTBEHHOE CPEJICTBO MJIM YTPATy KJICTOYHOH NMPOHHLAEMOCTH U1 HUX. B ompeneneHHBIX BapHaHTaX OCy-
IIECTBJICHUS HArpy3ka JeKapCTBeHHBIM cpeacTBoM Jii ADC mo HacrosmeMy H300pETCHHIO BApbUPYETCS B
JauanazoHe ot 1 10 mpuOMM3HTENBHO 8; OT NPHONMU3HUTENBLHO 2 A0 MPHOIU3UTEILHO 6; OT MPHOIM3UTEIBHO 3 10
NPUOTM3UTCIIBHO 5; OT MPHOTU3UTEABHO 3 10 MPUOTUUTCIBHO 4, OT MPHUOIH3UTEIBHO 3,1 10 MPUOTHU3UTEIHHO
3.9; oT mpUOTU3UTEIBHO 3,2 10 MPUOIM3UTEIBHO 3,8; OT MPUOTH3UTEIBHO 3,2 10 MPHOIM3UTEIBHO 3,7; OT MpH-
Om3UTeILHO 3,2 A0 MPHOTH3UTEIBHO 3,6, OT MPUOTU3UTEIBHO 3,3 10 MPUOTU3UTCIHHO 3,8 WU OT MpUOTH3H-
TEIBHO 3,3 10 MpUOTH3UTEIRHO 3,7. B ACHCTBHTEIBHOCTH OBLIO MOKA3aHO, UTO A1 onpeacacHHbX ADC onrtu-
MAaJIbHBIH MMOKA3aTe]Ib KOJIMYECTBA (DYHKIHOHATBHBIX YACTEH, MPEACTABIOIUX COOO0H TEKAPCTBEHHBIE CPEACT-
BA, HA QHTUTEJIO MOXKET COCTABIIATh MEHEE 8 U MOXKET COCTABIATH OT MPUOIH3HTENBHO 2 A0 MPHOIHZUTEIBHO 5.
Cwm. US 2005/0238649 Al (BKIFOUCHHBIH B JAHHBIH JOKYMEHT IIOCPEICTBOM CCBHUIKH BO BCCH CBOCH IOJTHOTE).

B HEKOTOpBIX BAPHAHTAX OCYILECTBJICHHA MCHEE YEM TCOPETHUCCKUH MAKCHMYM (PparMeHTOB JEKapCT-
BCHHBIX CPEJCTB CONPSKEH C AHTHUTEIOM BO BPEMS PEAKUUM KOHBIOTAMH. AHTHTEJIO MOXKET COAEpXKaTh, Ha-
HNPUMED, JIM3HHOBBIC OCTATKH, HE PEArHPYyIOIMHE C IPOMEKYTOUHBIM COCITHHEHHEM JICKAPCTBEHHOE CPEICTBO-
JTHHKEDP WM JIMHKCPHBIM PEarcHTOM, Kak 0OCY’>KHAeTCsA HHKE. AHTHTEIA OOBIMHO COJEP)KAT HEMHOTO CBOOO-
HBIX H PEAKIHOHHOCHOCOOHBIX THOJIBHBIX IPYII LIUCTEHHA, KOTOPBIE MOTYT OBITh CBS3aHBI C KOMIIOHECHTOM-
JIEKAPCTBECHHBIM CPEICTBOM; B JCHCTBHTEIBHOCTH OOJIBIUHHCTBO THOJBHBIX I'PYII LHCTCHHOBBIX OCTAaTKOB B
AHTHTENAX CYIIECTBYIOT B KAUECTBE AMCYJIb(UAHBIX MOCTHKOB. B OmpeleneHHBIX BAPHAHTAX OCYLICCTBICHUA
AHTHTEI0 MOXKHO BOCCTAHOBHTH C MOMOIIBIO BOCCTAHOBUTEIA, TAKOTO Kak AuTHOTpeuToa (DTT) unu tpukapbo-
HumTHhochun (TCEP), B ycIoBHAX YaCTHYHOTO MJIH NMOJHOTO BOCCTAHOBICHHS C OOpa30BAaHHEM PEAKLHOH-
HOCMOCOOHBIX THOJIBHBIX I'PYIII LUCTEHHA. B onpenereHHbIX BAPHAHTAX OCYIIECTBICHHUS AHTHTEIIO MOABEPTalOT
BO3JICHCTBHIO JCHATYPUPYIOLIHX YCIOBHH C BBIIBICHHEM PEAKIMOHHOCHOCOOHBIX HYKJICO(MHIBHBIX IPYII, Ta-
KHX KaK B JTH3HHE UJIH LIUCTCHHE.

Harpy3ky (COOTHOIIEHHE JICKAPCTBEHHOE CPEeACTBO/aHTHTENNO) B ADC MOXKHO PeryMpoBaTh pa3THIHBIMH
crnocobaMu, HampuMep, MyTeM: (1) OrPAHHUYEHUS MOJIIPHOTO M30BITKA MPOMEXKYTOYHOTO COCAHHEHHUS JICKApPCT-
BCHHOE CPEACTBO-JIMHKED HIH JTHHKEPHOTO PEAreHTa 10 CPABHEHHIO C AHTUTEIIOM, (11) OrpaHHYCHUS ITPOJOJDKHU-
TEJTbHOCTH MJIM TEMIICPATYPhl PEAKUUH KOHBIOTHPOBAHMA, (ill) MPHMEHEHHUS YCIOBHH YACTUYHOTO WIIM OTPAaHH-
YEHHOTO BOCCTAHOBJICHHA A1 MOJU(HKALMH THOJNBHBIX I'PYIN LUCTEHHA, (1v) KOHCTPYHUPOBAHHA C IMOMOIIBIO
PEKOMOHMHAHTHBIX MCTOJAUK AMHHOKHCIOTHOH MOCICIOBATCIPHOCTH AHTHTEIA TAKMM 00pa3oM, 4To0sl MOTU(DHU-
IMPOBATh KOJHYECTBO U IMOJIOKCHHE LIUCTCHHOBBIX OCTATKOB JJI1 PETYyJHPOBAHHA KOJIHYECTBA W/MIH MOJIOXKE-
HUS NMPUCOEIUHICMBIX KOMIIOHCHTOB JINHKEP-JICKAPCTBEHHOE CPEACTBO (KaK, HAIPHMED, B Ciy4ae THO-Mab uiu
THO-Fab, moyyaeMsbIX COrTACHO PACKPBITOMY B JAaHHOM JOKyMeHTE U B W(02006/034488 (BKIFOUCHHOI B JaH-
HBIH JOKYMEHT MOCPEACTBOM CCBUIKH BO BCEH CBOEH MOJIHOTE)).

Crnexyer MOHUMATh, YTO €CJIM 00J1ee YeM OJHA HYKJICO(HIbHAS IPYNINA B CTYNACT B PCAKLMIO C MPOMEIKY -
TOYHBIM COCMHEHHUEM JIEKAPCTBEHHOE CPEICTBO-ITHHKED HJIM JTMHKEPHBIM PEArCHTOM, 32 KOTOPBIM CJICAYET pea-
TeHT ()parMeHTa JEKAPCTBEHHOTO CPEICTBA, TO MOJIYYCHHBIH MPOJYKT MPEACTABIACT COOO0H CMECh COCAMHECHUH
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ADC ¢ pacnpeaeneHHEM OJHOTO WU 0onee ()parMCHTOB JICKAPCTBCHHBIX CPEACTB, MPHKPCIUICHHBIX K AHTUTE-
ay. B cMecH MOXXHO pacCcUMTATh CpPEJHEE KOJIMYECTBO JCKAPCTBEHHBIX CPEJACTB HA AHTUTEJIO C MOMOILBIO ABOH-
Horo aHamm3a anturen ELISA, cienuduuHoro i anturena M cnetuUUHOro JUIs JCKAPCTBEHHOTO CPEJCTBA.
OtaemsHbie MOTECKY 161 ADC MOXXHO MACHTH()UIMPOBATH B CMECH C MOMOIIBE) MACC-CIICKTPOCKOIHH U pa3ac-
muts ¢ nomoiusto HPLC, Hanmpumep, xpoMaTorpaduu ruapoGoOHbIX B3AHMOJCHCTBHHA.

B HEKOTOpBIX BapHAHTAX OCYIUECTBICHHA OJHOPOIHBbIH ADC C eaMHCTBEHHbIM 3HAYCHHEM HArpy3KH
MOJKHO BBIICJIUTH H3 CMCCH KOHBIOTATOB C MOMOIIBIO JJICKTPO(POpesa WM XpoMaTorpaduu.

Cnoco0b! onpeaeieHust TUTOTOKCHYeCKoTo 3 dekra ADC.

H3BecTHBI CIIOCOOB! ONPEACICHHS TOTO, BBI3BIBACT JIM JIEKAPCTBEHHOE CPEACTBO HIIH KOHBIOIaT aHTUTEIO-
JIEKAPCTBECHHOE CPEJICTBO LIUTOCTATHYECKUN W/HIIH LUTOTOKCHUYECKHH 3((dekT B oTHOIIEHHH kieTkH. Kak mpa-
BUJIO, IIMTOTOKCHYECKYIO HIIM LIUTOCTATHUYECKYH) AKTUBHOCTh KOHBIOTATA AHTHTENO-JICKAPCTBEHHOE CPEICTBO
MOXKHO M3MEPHTh IyTEM BO3ACHCTBUA HA KIETKU MICKOITHTAFOLIMX, IKCIPECCHPYIOIUX OCIOK-MHIICHD, KOHB-
FOraTa aHTUTEJIO-IEKAPCTBEHHOE CPEACTBO B CPEAC UL KyJbTYPhl KICTOK, KyJbTUBHPOBAHHUS KIETOK B TCUCHHE
HEpPHOAA OT MPUOIH3UTEILHO 6 YACOB OO0 MPUOIH3UTEIBHO 5 THEH M M3MEPEHHS JKU3HECHOCOOHOCTH KIIETOK
KnetouHsie aHANU3HI in Vitro MO>XKHO MPHUMCHATH AT M3MCPEHHA YKH3HECIIOCOOHOCTH (Mpo/miepanuu), HUTo-
TOKCHYHOCTH U MHIYKIIHH aNoNT03a (AKTHBALMH KACTIA3) KOHBIOTaTOM AHTHUTEIO-ICKAPCTBEHHOE CPEACTBO

Jl1s ompeneneHUs TOro, BBI3BIBACT JH KOHBIOTAT AHTUTEJIO-ICKAPCTBEHHOE CPEJCTBO LIUTOCTATHYCCKHUI
3¢ dekr, MOXKHO MPHUMEHATh AHAIN3 BKIIOYCHUS THMHAMHA. Hanpumep, pakoBble KIETKH, IKCIPECCHPYIOIIUE
AHTUICH-MHIICHb NMPHU MIOTHOCTH 5000 KIETOK/IyHKA B 90-TyHOUHBIX IUIAHIIETAX, MOXKHO KyJIbTHBHPOBAThH B
TeueHHMe mepHoaa 72 4 M moaBeprath BosaekcTeuio 0,5 MkKu *H-THMMIMHA B TeUEHHME NMOCTEAHHX 8 u 72-
YacoBOTO MepHoaa. BxmoueHne "H-TUMHIMHA B KICTKH KyJbTYPhl H3MEPAIOT B MPUCYTCTBHH H B OTCYTCTBHE
KOHBIOTATa AHTHTENIO-TCKAPCTBEHHOE CPEACTRO.

Jl1s onpeneneHHs IMTOTOKCHYHOCTH MOYKHO H3MEPATh HEKPO3 MM anonTo3 (3amporpaMMHPOBAHHYIO TH-
6enp K1eTok). Hekpo3 0OBIMHO CONMPOBO’KAACTCS MOBBIIICHHEM MPOHHLIAEMOCTH IUIA3MATHYECKOH MEMOPpAHBI,
OTEKOM KIECTKH M Pa3pbIBOM IUIA3MATHYECKOH MEMOpPAHBL. AmonTo3 OOBIYHO XapaKTEpU3YeTCs ITy3bIPEHHEM
MeMOpaHbl, KOHICHCAIMEH LUTOIUIA3MBI M AKTUBALMEH 3HIOTCHHBIX 3HIOHYkiea3. OmpeaencHue moOOro 3
3TUX 3(P(PEKTOB B OTHOIICHUH PAKOBBIX KJIECTOK YKA3bIBACT HA TO, YTO KOHBIOTAT AHTHTENIO-IEKAPCTBEHHOE CPE.-
CTBO SIBJIICTCS] MPUMEHUMBIM B JICUeHHH (OPM paka.

Ku3HecnmocOOHOCTh KIETOK MOXKHO M3MEPHTh ITyTEM ONPEJCICHUS B KJIETKE IMOTJIOIICHUSA KPACHTENA, Ta-
KOTO KaK HCHTpAJIbHBIH KPACHBIA, TpUNaHOBbIH cuHUU uan ALAMAR™ cunuii (cMm., Hampumep, Page et al.,
1993, Intl. J. Oncology 3:473-476). B TakoM aHamu3e KJICTKH UHKYOHUPYKOT B Cpele, COACPIKAIICH KPACHUTEID,
KJICTKH NMPOMBIBAIOT, H OCTABIIMHCS KPACHTEJb, OTPAKAFOIIHH IOTJIOICHUE KICTKAMH KPACHTEI, H3MEPSIOT
cnekTpodoToMeTpuuecku. CBA3BIBAKOIMMACSA ¢ OenkaMu Kpacutess cyiabpopoaamuH B (SRB) Tarke MOXKHO
NPUMECHATH A1 u3MepeHus nuroTokcuuHoctu (Skehan et al., 1990, J. Natl. Cancer Inst. 82:1107-12).

B amsTepHAaTHBHOM Cilydyae COJMb TETPA30ausd, Takyr kak MTT, NpUMEHAIOT B KOTHMYECTBEHHOM KOJIOPH-
METPHYECKOM aHAIM3E BBDKHBAHUA M NMPOJU(PEPALUH KICTOK MICKOMUTAIOIIUX My TEM OMPEICICHHS KUBBIX, HO
HC MEPTBBIX, KJIETOK (CM., Hampumep, Mosmann, 1983, J. Immunol. Methods 65:55-63).

AnonTo3 MOYKHO OILICHUTh KOJIMYECTBEHHO ITyTEM H3MepeHHs, Hanpumep, pparmenrannu JJHK. JocTymusr
KOMMCPUYECKUE (POTOMETPHUCCKHE CMOCOOBI KOJHYSCTBCHHOrO ompeacncHus (parmeHrauuu JHK in vitro.
ITpumeps! Takux aHanu3oB, B ToM yuciae TUNEL (B KOTOpOM BBIABIAIOT BKIFOUCHHE MEUYECHBIX HYKJICOTHAOB BO
¢parmenrupoBannyrd JJHK) u anamussr Ha ocuoBe ELISA, omucanel B Biochemica, 1999, mo. 2, pp. 34-37
(Roche Molecular Biochemicals).

AnonTo3 Taxke MOKHO ONPENENUTh IMyTeM H3MEPEHHs MOP(OIOrHUeCKuX H3MEHEHUH B KkieTke. Hampu-
MEp, KaK M B CJIy4ae HEKpO3a, yTPaTy LEJOCTHOCTH IIA3MATHYECKOH MEMOPAHBI MOYKHO ONPEACTUTD IyTEM H3-
MEPEHUS MOTJIOLICHUS ONMPEICICHHBIX Kpacureneil (Hampumep, GIyopeCUEHTHOTO KPACHTEN, TAKOTO Kak, Ha-
HMpHMED, AKPUAMHOBBIA OPAHKEBBIH MM OpoMu 3THAUA). Crocod M3MEPEHHs KOJMYECTBA AlIONTO3HBIX KICTOK
6b11 ormucaun B Duke and Cohen, Current Protocols in Immunology (Coligan et al. eds., 1992, pp. 3.17.1-3.17.16).
Taroke MOYKHO METHTh KJIeTkH KpacureneMm qii JJHK (HampuMmep, aKpHIHHOBBIM OPAH)KEBBIM, OPOMUIOM ITH-
s MM HOAMIOM MPOMHIMA) M HAOMOAATh B KJIETKAX KOHACHCALMIO XPOMATHHA H €TI0 KPACBOE PACIIOIOKEHHE
B/I0JIb BHYTPECHHEH siepHOH MeMOpaHsl. [lpyrue Mop(oJ0orHueckie H3MEHEHHUS, KOTOPhIC MOXXHO H3MEPHTH I
OTIPE/CICHHUS aNONTO3a, BKIIOYAIOT, HAMPUMEDP, KOHACHCALMIO IIHTOIJIA3MBbl, IOBBILICHHOE ITy3BIPEHHE MEMOpa-
HbI M C)KATHE KIICTKH.

Hamrune anonTo3HBIX KIETOK MOXHO H3MEPHTh KaK B 3aKPCIUICHHOM, Tak M B "IuIaBaromeM” KOMIap-
TMEHTAaxX KyJabTyp. Hampumep, 06a koMmapTMEHTa MOXHO COOpaTh MyTeM yIaJCHHUS HAAOCATOYHOM JKUIAKOCTH,
TPUIICHHH3ALUH 3aKPETIJICHHBIX KICTOK, 0ObEIMHCHHUS MMPENApaToOB MOCIE 3TAna MPOMBIBKH ITyTEM LEHTPU(DYTH-
poaHus (Hanmpumep, B TeueHue 10 muH npu 2000 06/MHH) M BBIABICHMA aNONTO3a (HANPUMED, MMyTEM H3MEpe-
Hus (pparmenranuu JHK). (Cwm., Hampumep, Piazza et al., 1995, Cancer Research 55:3110-16).

D¢ dexT TepaneBTHUSCKOH KOMIIO3UIMH aHTUTeNA K LY75 mo HacTosmeMy H300pETCHHIO in VIiVO MOXHO
OLEHHUTh B NMOJIXOIINECH XUBOTHOH Moaenu. Hampumep, MOKHO NMPUMEHATh KCEHOTCHHBIC MOJENHU PakKa, rae
3KCIUIAHTATHI PAKOBBIX OIMYXOJICH MM MACCHUPOBAHHBIC KCEHOTPAHCIUIAHTATHBIE TKAHU BBOT XKUBOTHBIM C OC-
JA0JICHHBIM MMMYHHTETOM, TakuM Kak "rosbie” wmu umerommue SCID memm (Klein et al., 1997, Nature Medi-
cine 3: 402-408). D¢ (HEeKTHBHOCTE MOYKHO H3MEPATH C MOMOIIBIO AHATH30B, B KOTOPHIX H3MEPSIOT HHTHOHPOBA-
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HHEe 00pa30BaHMS OIYXOJIH, PETPECCUH OITY XOJIM MM METACTA3UPOBAHUA U T.IL

TepaneBriueckue KOMIO3UIHH, PHMEHIEMbIC B MPAKTHUESCKOM OCYIIECTBJICHHU BBIIICONUCAHHBIX CHO-
CO0OB, MOKHO COCTaBJIITh B ()apMALEBTHUECKUE KOMITO3HMLIMH, COACPIKAIIME HOCUTEb, MOAXOMAIMN I Tpe-
Oyemoro crocoba mocrasku. [Toaxoasimue HOCUTEIH BKIFOUYANOT JTFOOOH Marepuasn, KOTOPbIH MPH 00BEAHHEHHU
C TepaneBTHYECKOH KOMIIO3HIUMEH COXPAHACT MPOTHBOOITY XOJIEBYIO (DYHKIHIO TEPANCBTUUECKOH KOMIIO3HIMU H
HA KOTOPBIH OOBMMHO HE pearupyer HMMYHHAs CHCTEMA MauueHTa. [IpuMeph! BKIIOYAIOT O3 OTpAaHMYCHHS JIHO-
OO0H M3 MHOJKECTBA CTAHAAPTHBIX ()apMALEBTHUECKUX HOCHTEICH, TAKUX Kak CTepHiabHbIC (pochaTHO-CONEBBIC
Oy(depHbIc pacTBOPHI, OAKTEPUOCTATHUYECKAS BOJA U T.I. (CM. B 00meM miuane Remington's Pharmaceutical Sci-
ences 16" Edition, A. Osal., Ed., 1980).

CrnocoObl MOIy4CHHS AHTUTEN.

AHTHTENA, PACKPHITHIC B JAHHOM JOKYMEHTE, MOTYT OBITh MOJyUYECHBI C MOMOIIBIO JTFOOOT0 MOIXOSAILETO
cnoco6a. Takue cnocoOb! BKIIOYAKOT Ky IbTHBUPOBAHUE KJICTKH-XO35IHHA, COACPIKALICH BBIICICHHYO(-bIE) HYK-
JICHHOBYIO(-bI¢) KHCIOTY(-bI), KOXUPYIOMHKE aHTUTENA. Kak OyleT MOHATHO CENUATUCTAM B JAHHOM 00JaCTH,
3TO MOYKHO BBINOJHATH PSAJOM CIOCOOOB B 3aBUCHMOCTH OT NPHPOABI aHTUTENa. B ciyuae, xorma aHturena
NPEACTABIAOT COOOM TPAaJMLMOHHBIC AHTHTENA IOJHOW JJTMHBI, HAMPUMED, BapuaOeabHAsA 00JaCTh TDKEIOH
LENY U BapuadesnbHas 00IacTh JETKOH LIEMH HAXOAATCS B TAKHX YCJIOBHAX, YTO AHTUTEIO 00PA3yeTcs U MOXKET
OBITH BBIACIICHO.

BapuaOepHble 001aCTH TSDKEIBIX U Jerkux uened LY75 Al packpsITel B JAHHOM JOKyMEHTE (MOCIea0-
BaTEJIbHOCTH KakK O€JIKa, TaK M HY KJICHHOBOW KHCIIOTHI); KaK OyJET MOHATHO B JAHHOW 00JIACTH, HX MOJKHO JIETKO
YBEJIHUYHUTD C MOTYyUYCHHUEM TSDKETIBIX U JIETKUX LETCH MOJTHON AMHHBL MHbIMU cloBamMH, MPU HaTM4YHU (h)parMeH-
toB JIHK, xoaupyromux Vy-u Vg-CErMEHTbI, BKPATLE ONMUCAHHBIE B JAHHOM JOKyMeHTe, 3TH (pparmenTsl JTHK
MOYKHO TMOJBEPTHYTh JOMOJIHHTEIbHBIM MAHMITYJIILUAM C MOMOIIBIO CTAHAAPTHBIX METOJHK PEKOMOHHAHTHBIX
JHK, Hanpumep, A1 NpeBpaILCHUS TCHOB BAPHAOCIBHBIX 00JACTCH B TCHBI LCNCH AHTUTE MOJHOW JIHHEI, B
reHol Fab-parmeHroB umu B red scFv. B xoae atux manumymamuit 00pa3yroT ()yHKIHOHATBHYHO CBS3b (ppar-
meHnTa JJHK, xoaupyromero Vi wm Vy, ¢ apyrum ¢parmenrom JHK, koaupyrommMm apyroii 610k, Takoi Kak
KOHCTAHTHAs 00JaCTh AHTUTEIA MIH THOKUH TMHKEp. TepMmuH "(yHKIMOHATBLHO CBS3AHHBIH", MPUMEHACMBIN B
JTAHHOM KOHTEKCTE, NMOAPA3yMEBACTCA KaK O3HAYaromMK, uro a8a pparmentsl JJHK coeauHeHbI Takum 00paszoM,
YTO AMHHOKHCJIOTHBIE MOCJICA0BATEIbHOCTH, KoaupyeMble aByms ¢parmenramu JJHK, octarorcs BHYTpH paMKku
CUHTBHIBAHHUAL.

Brizenennyro JHK, xoaupyromyro Vy-001acTh, MOSKHO MPEBPATUTH B ICH TSDKEJIOH LCIH ITOTHOM JTHHBI
myTeM oOpasoBaHus (yHKUHOHATRHOH CcBsa3u JJHK, koaupyromeit Vy, ¢ apyroit monekynoit IHK, koaupyromeit
KOHCTAHTHbIC 001acTu Tsokenoi nemu (Cyl, Cy2 u Cyx3). INocnea0BaTeIbHOCTH F€HOB MBIIIUHBIX KOHCTAHTHBIX
o0JacTel TSOKETIBIX LEMCH U3BECTHHI U3 YPOBHA TEXHHKH [cM., HampuMmep, Kabat, E. A, et al. (1991) Sequences
of Proteins of Immunological Interest, Fifth Edition, US Department of Health and Human Services, NIH Publi-
cation No. 91-3242], u ¢pparmentsr JHK, oxpareiBaromue 3tu 00J1aCTH, MOKHO MOJYYHTh IyTEM CTAHIAPTHOM
[MP-amnmupukammu. KoHCTaHTHAsA 0071aCTh TSKETIOH LEMH MOXKET NMPEACTABIITh COO0H KOHCTAHTHYIO 0071aCTh
IgGl, 1gG2, 1gG3, 1gG4, IgA, IgE, IgM wm IgD, Ho HauboOIEEe MPEAMOYTHTEIHHO MPEACTABIACT COOOH KOH-
cranTHyro o6macts IgGl umu IgG4. B cayyae rena tsoxenod uenu Fab-gparmenra moxkHo oOpa3oBaTth (hyHK-
uuoHanpHyr CcBsa3b JJHK, koaupyromeit Vy, ¢ apyroi monexynoi JHK, koaupyromei TOIbKO KOHCTAHTHYHO
o6aacte Cyl TsoKEI0# HenH.

Brizenennyro JHK, komupyronryro VL/VK-061acTh, MOKHO MPEBPATHTh B I'€H JICTKOH LIENH MOJTHOH 1JTH-
HBI (a Takke reH Jierkod unemu Fab) mytem oOpasosanus (yukumoHamsHOM cBs3u JHK, xoaupyromeit Vi, ¢
apyroit monekynoit JJHK, kxoaupyromeii kKOHCTaHTHY!O obOyacte jerkoit uenmu Cp. ITociaenoBaTe IbHOCTH T€HOB
MBILIMHBIX KOHCTAHTHBIX 00aCTECH JIEIKUX LENEH H3BECTHBI U3 YPOBHA TEXHUKHU [cM., Hampumep, Kabat, E. A,
et al. (1991) Sequences of Proteins of Immunological Interest, Fifth Edition, US Department of Health and Hu-
man Services, NIH Publication No. 91-3242], u ¢pparmenrsr THK, oxBarsiBarorue 3tu 00J1aCTH, MOXKHO MOJTY-
yuTh MyTeM craHzapTHoi [M[P-ammmudukaumu. B mpeamoyTHTeIbHBIX BAPHAHTAX OCYLICCTBICHUS KOHCTaHT-
Hast 0071aCTh JIETKOH LETH MOJKET MPEICTABIIATH COOOH KOHCTAHTHYIO 00JAaCTh KAIa- HIH JIMOJa-1ETH.

Jnsa momydenus reHa scFv oOpasyror ¢yHkumoHambHYIO CBA3b (pparmenToB JHK, xomupyromux Vy- u
V1/Vk, ¢ apyrum (pparMeHTOM, KOAMPYIOIUMM T'MOKHH JHHKEp, HANPHMEP, KOAHPYIOIIUM AMHUHOKHCIOTHYIO
nocieaoBatenbHOCTS (Gly, -Ser)s, Tak uTo mocneaoBareabHOCTH Vy U Vi /Vi MOTYT 3KCIPECCHPOBATHCSA B BUAC
HENMPEPHIBHOTO OJTHOLCTIOUEHHOTO Oeyika, mpu 3ToM Vi/Vi H Vy-001acTH COCAMHEHBI THOKHUM JIMHKEPOM [CM.,
Hanpumep, 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].

[IpeacTaBieHbI Hy KIICHHOBBIC KUCJIOTHI, KOAHPYIOIUE AHTHTENA, PACKPHITHIC B JAHHOM JOKyMeEHTE. Takue
HOJIMHYKJICOTHIbI KOAUPYIOT KaK BapHaOeIbHBIC, TAK U KOHCTAHTHBIC 00JACTH KAKAOH M3 TSDKEIOH M JIETKOH
LEMneH, XOTs Apyrue KOMOMHALIMH TAKKE PACCMATPHBAKOTCS B COOTBETCTBHHU C ONIMCAHHBIMH B JAHHOM JOKYMCH-
TE KOMITO3HLIUSMH.

[Tominy kneotuasl MoryT Haxoautscsa B (popme PHK mnn JTHK. INomunykneorunsr B popme JHK, kJHK
reHomMHO# JIHK, aHanmoroB HykjaeHMHOBBIX KUCJOT U cuHTeTHueckux JHK Ttaoke ABISIOTCA NMPUMEHHMMBIMU.
JIHK MoxeT ObITh JBYXHHUTCBOH MM OJHOHHUTCBOW, U B CJIyYac OJHOHHUTCBOH MOJXKET MPEACTABIATH COOOH KO-
JUPYIOUIYH0 (CMBICTIOBYIO) HHTh HIIH HEKOJMPYIOLIYIO (AHTHCMBICIOBYIO) HUTh. Koaupyromas mocieaoBareib-
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HOCTb, KOTOpasi KOJUPYET IMOJUMCNTHA, MOXKET ObITh UACHTUYHA KOAUPYIOMICH MOCTIEeNIOBATEILHOCTH, MPE-
CTaBJICHHO! B JAHHOM JOKYMEHTE, WJIM MOKET OBITh JPYroil KOJUPYIOIIEH MOCIeI0BATeIEHOCTBIO, TIPU ITOM
JaHHas MOCJIeI0BATEILHOCTh BCIEACTBHE U30BITOYHOCTH MM BBIPOKACHHOCTH F€HETHYECKOrO KOJAa KOIUPYeT
Te ke monunentuasl, yto 1 JIHK, npeacrapneHHas B JaHHOM JOKYMEHTE.

B HekoTopbIx BapuaHTax OCYIIECTBJIECHUS HYKJIEMHOBAsA(-bI€) KUCIOTA(-bI), KOAUPYIOIAsi(-1U€) PACKPBIThIE
B JJAHHOM JIOKYMEHTE aHTHTeNa, BKIIIOYEHA(-bl) B BEKTOPHI SKCIIPECCUH, KOTOPBIE MOTYT OBITh BHEXPOMOCOMHBI-
MU WJIH NpeTHa3HAuYEeHbIl A1 HHTErpaluy B T€HOM KJIETKH-X03S1MHA, B KOTOPYIO OHa BBeJeHA. BekTopsl skcnpec-
CHH MOTYT COJEpXkaTh JOO0E KOJMYECTBO COOTBETCTBYIOUIMX DPErYISTOPHBIX MOCIEAOBATEIbHOCTEH (B TOM
yucie 06e3 OrpaHHMYCHUS MTOCICI0BATEIBHOCTH IS KOHTPOJIS TPAHCKPHITIHN ¥ TPAHCIISIIMU, IPOMOTOPBI, CAMTHI
CBSI3BIBAaHUS PHOOCOMBI, YHXAHCEPHI, TOYKH Hayala PEIUTUKAINH | T.I1.) WM APYTHe KOMIIOHEHTHI (CEeKTHpYe-
MBI€ T'€HBI U T.I1.), BCE U3 KOTOPBIX (PYHKIMOHAIBLHO CBSI3aHBI, KAaK XOPOIIIO U3BECTHO U3 YPOBHS TeXHUKH. B He-
KOTOPBIX CIy4asx MPUMEHSIOT JIBE HYKJICUHOBBIC KUCJIOTHI, M KXKIYIO TMOMEIIAIOT B OTIC/ILHBIA BEKTOpP JKC-
npeccuu (HarpuMep, TSHKEIYIO IeMb B MEPBbI BEKTOP 3KCIPECCHH, JICTKYIO IIETb BO BTOPOIl BEKTOP 3KCIpEC-
CHUH), WIH, B AIbTEPHATHBHOM CJIy4ae, UX MOXKHO NIOMECTHTh B OJIMH M TOT XK€ BEKTOp dKcrpeccuu. Crienuanu-
CTaM B JTJaHHOM 00JIacTH OyJET MOHATHO, YTO KOHCTPYKIUS BEKTOpa(-0B) 3KCIPECCUHU, B TOM YHCJIC BHIOOD pery-
JISITOPHBIX TOCIIE0BATEILHOCTEH, MOXKET 3aBHCETh OT TaKUX (PAKTOPOB, Kak BHIOOpP KIETKU-XO3SUHA, TpeOye-
MBIH YPOBEHb IKCIPECCHH OeNka U T.11.

HyxienHoBbIe KHUCIOTHI W/UIM CHCTEMBI DKCIPECCHU OOBIYHO MOXKHO BBOJUTH B MOIXOAALIYIO KIETKY-
XO351MHA C TMOJyYeHHEM PEKOMOWHAHTHOM KIIETKU-XO35SMHA C IOMOIIBIO JTI000ro crnoco0a, Moaxo/sImero s
BBIOpAHHOMW KJIETKH-XO35MHa (HarnpuMmep, TpaHcdopMalyu, TpaHceKHu, 31eKTpornopaiuu, HHGUIMPOBaHHUS),
TakuM 00pa30M, UYTO MOJICKYJA(-bl) HYKJIEHHOBOM KUCIOTHI (PYHKIIHOHAIFHO CBsS3aHA(-bl) C OJHUM WU Oojee
3JIEMEHTAMHU KOHTPOJISL AKCIPECCHU (HAMPUMEP, B BEKTOPE, B KOHCTPYKIIMH, ITOJyYSHHON ¢ MOMOIIBIO MPOLIEC-
COB B KJICTKEC, UHTECTPUPOBAHHON B I'€HOM KIICTKH-X03sMHA). [loydeHHYI0 B pe3yjbTaTe PeKOMOMHAHTHYIO
KJIETKY-XO35HMHa MOKHO BBIJICP)KHBATh B YCJIOBUAX, MOJXOAANIMX JIJISI SKCIIPECCUH (HApUMep, B MPUCYTCTBUU
UHIYKTOPA, B TOJAXOIAIIEM OTJIMYHOM OT YEJIOBEKa YKUBOTHOM, B MOIXOMAIICH KYJIBTYpabHOU Cpefe, A0MOJ-
HEHHOM HaJUIeXkAIIUMU COJIIMU, (paKTOpaMU POCTa, aHTUOMOTUKAMH, MHUIIEBBIMU JI0OABKaMH U T.II.), B PE3YJib-
TaTe 4ero o0pasyrTcs KOAUPYEMbIH(KOUpyeMble) MOTHIENTH/I(TOMMIenTU b ). B HEKOTOPBIX ciydasx Tske-
JIble LenH 00pa3yIoTcs B OJHOM KIIETKE, a JIErKHe eI B APYTOM.

JIMHUU KIIETOK MJICKOIUTAIOIIUX, JOCTYITHBIX B KA4E€CTBE XO35ACB I IKCIPECCHH, U3BECTHBI U3 YPOBHS
TEXHUKU U BKIIFOYAIOT OOJIBIIOE KOJMYECTBO UMMOPTATM30BAHHBIX JTUHUN KIETOK, JOCTYMHBIX M3 AMEpHKaH-
ckoii koyekuuu TMNnoBbIX KyJabTyp (ATCC), Manaccac, Buprunus, CILIA, B Tom uncie 6e3 orpaHdu4eHHs KiIeT-
kU simuHuKa kurtaiickoro xomsuka (CHO), xierku HEK 293, knetku NSO, knetkn Hela, KIIETKH MOYKUA HOBO-
poxnenHoro xomska (BHK), knetku mouku 06e3psnbl (COS), KIeTKH renaTole/UTIOIIPHON KapIHOMBI Yello-
Beka (Hanpumep, Hep G2) u MHOXeCTBO Apyrux JUHUI KJIeTOK. KieTku, OTIIMuHBIE OT KJIETOK MJIEKOITUTAO-
IIMX, B TOM 4YHUCIe 0€3 OrpaHMYCHUS KJICTKU OaKTepuil, Apoxokeil, HACEKOMBIX U PACTCHUM, TaKkKe MOXKHO MPH-
MEHSTH TS SKCIIPECCUN PEKOMOUHAHTHBIX aHTUTE]. B HEKOTOPBIX BapuaHTaX OCYHICCTBICHUS aHTUTENIA MOXKHO
MOJy4aTh B TPAHCTEHHBIX )KUBOTHBIX, TAKUX KaK KOPOBBI WIIH KYPBI.

O061ue crnocoObl MOJICKYJIIPHOIN OUOJIOTHH, SKCIIPECCUH, OYMCTKUA U CKPUHHMHTA aHTUTET XOPOIIO U3BECT-
HbI, cM., HaripuMmep, nateHTsl CIIIA NoNe 4816567, 4816397, 6331415 u 7923221, a takke Antibody Engineer-
ing o penakuueii Kontermann & Dubel, Springer, Heidelberg, 2001 u 2010 Hayhurst & Georgiou, 2001, Curr
Opin Chem Biol 5:683-689; Maynard & Georgiou, 2000, Annu Rev Biomed Eng 2:339-76; u Morrison, S.
(1985) Science 229:1202.

Komrmounentom (B) dapmatieBrrdeckoit KoMOMHAILMU ABJISETCS BEHETOKJIAKC WM ero (papMarieBTHYEeCKHU-
npuemsieMasi cojib. BeHeToKIake ABsIeTCS HU3KOMOJIEKYJIIPHBIM JIEKAPCTBEHHBIM CPEICTBOM TS MIEPOPATHHO-
ro NMPUMEHEHHS, KOTOPOe OJIOKUPYET aHTUANONTOTHYECKUiT Oenok B-knerounoii mumdomsi-2 (Bcl-2), uyto mpu-
BOJUT K 3arlporpaMMHpPOBaHHON rudeau kietok. OH MoKa3aH MPU XPOHUYECKOM JTHUMQOIUTAPHOM JIeHKO3e
(CLL) y nauuenToB co crietduueckoii xpomocomMHoit aHomanueit (aeineuus 17p). B 2015 roay Ynpasnenue 1o
CaHMTAPHOMY HAJ30py 3a Ka4eCTBOM MUILEBBIX NMpoaykToB U MeaukameHToB CIIA (FDA) npucBouIo BEHETOK-
JIAKCY CTaTyC NMPUHUMITMAIBLHO HOBOTO TepareBTHYecKoro npemnapara juid naiueHToB ¢ CLL, y KOTOpbIX ObLI
PEeLMINB WM OHU OBLJTM HEBOCIIPUUMYMBBI K MPEABIAYIIEMY JEUSHHIO U UMEIHM FeHEeTUYECKYI0 MYTAlUIO C Jie-
nerumeit 17p.

CrtpykrypHas popMyiia BEeHETOKIIAKCa MPUBEICHA HUXKE
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un|mMetn}-1-munepasunun)-N-({3-Hutpo-4-[(teTparuapo-2H-nupan-4-uaMe THIT)aMHHO | PeHUIT } CY Tb(DOHUT) -2 -
(1H-nmuppono[2,3-b]nupuaun-5-unokcu)oeH3amMua. BeHeTOKIAKC MPOAAETCS MO TOPrOBBIMH HAHMEHOBAHHUAMH
Venclexta® B CIIIA u Venclyxto® B Epore.

®apMaLEeBTHIECKUE KOMITO3ULIHH.

®dapmaneBTHUCCKass KOMOHHALMSA 10 HACTOSALIEMY H300pPETEHHIO NMPEACTaBleHa B (hpopMe KOMOHHUPOBAH-
HOT0 mpemapara AJus OJHOBPEMEHHOTO, PA3JCIbHOTO WJIM MOCIEIOBATEIbHOTO NMPUMCHEHMA. AHAJNOTHYHO, B
paMKax crmocoOOB MO HACTOAIIEMY H300pPETCHHIO KOMIOHCHTHI (A) u (B) (papMaueBTHUCCKOH KOMOHHALUH
MOJKHO BBOJAUTH MALHEHTY OJHOBPEMEHHO, PA3AENbHO MM MOCIAECAOBATENBHO.

TepmuH "KOMOMHMPOBAHHBIH Mpenapar” BKIFOYAET KaK (PMKCHPOBAHHBIC KOMOMHALMH, TAK H HE(DUKCHPO-
BAHHBIC KOMOHHALIMH.

Tepmun "puxcupoBaHHAs KOMOHHALMA" 03HAYAET, YTO AKTHBHBIC HHIPEIUCHTHI (HAPUMEDP, KOMIIOHCHTBI
(A) u (B)) npeacraBneHs! B (popMe €IHHOTO CPEACTBA MM JO03bI. JIPYyTMMH CIOBAMH, AKTHBHBIC MHIPEIHCHTHI
NPUCYTCTBYIOT B €IUHON KOMITO3UIIMM UIIH COCTABE.

TepmuH "He(pukCHpOBAHHAA KOMOMHALMA" O3HAYAET, YTO AKTHBHBIC HHIPEIHEHTHI (HATPHMED, KOMIIOHCH-
ThI (A) 1 (B)), mpUCYTCTBYIOT B pa3HBIX CPEACTBAX HIIH 103aX (HAMPUMEP, B BUAC OTACIHHBIX KOMIO3HLUH HITH
COCTABOB), HAMPUMEP, B BHIE HAOopa u3 yactei. He3asucumeie koMmoHeHTHI (A) u (B) (B uX TpeOyeMBIX KOM-
NO3HLMAX MIH COCTABaX) MOXKHO 3aTEM BBOJAUTH PA3ACIBHO WU MOCJIEAOBATENBHO, B OAUH H TOT XKE MOMEHT
BPEMEHHU UJTH B PA3IMYHbIE MOMEHTBI BDEMECHHU.

B cayuae, koraa BBeACHUE OCYLIECTBIIOT MOCIEA0OBATEIBHO, 3QJ€PKKA BBEACHHS BTOPOTO0 KOMIIOHEHTA
HE J0JDKHA OBITh TAKOH, MPH KOTOPOH TepsAeTCs O1aronpuATHbIH 3P dekT, noayyacMplil BCICACTBHE MPHMEHEHUS
koMmOnHaiuy. C1e0BaTeIbHO, B OJJHOM BAPHAHTE OCYLICCTBICHHUSA MOCIEIOBATENBHOE JICUCHHE BKJIFOYACT BBE-
JICHUC KAXKAOT0 KOMIIOHCHTA KOMOMHAIIMM B TCYCHUC mepuoda 11 mHeit. B apyrom BapuHaHTE OCYIICCTBICHUS
JAaHHBIN nepuoA cocraBmdeT 10 gHeit. B apyroM BapuaHTe OCYILECTBICHHUA JAHHBIN NEPHOA COCTABIAET 9 NHEH.
B apyroM BapuaHTe OCyHICCTBICHUS JAHHBIM MEPHOA COCTABIET 8 AHEH. B Apyrom BapHaHTE OCYIUECTBICHHA
JHHBIH MEPUOJ COCTABIAET 7 AHEH. B Apyrom BapHaHTe OCYIUECTBJICHHUSA AAHHBIA NMEPHOMA COCTABILIET 6 AHEH.
B apyroM BapuaHTe OCyHICCTBICHUS JAHHBIM MEPHOA COCTABILIET 5 AHEH. B Apyrom BapHaHTE OCYILECTBICHHA
JIAHHBIN nepHo cocTaBieT 4 AHA. B ApyroM BapuaHTe OCYILECTBJCHUS AAHHBIN NMEPUOI COCTaBIAET 3 AHA. B
JPYrOM BApHAHTE OCYIUECTBJICHHSA JAHHBIH NMEPHOA COCTABIACT 2 AHA. B ApyroM BapHaHTE OCYIIECTBICHUA
JAHHBIN MEPHOA COCTABLIET 24 4. B ApyroM BapHaHTEe OCYINECTBICHHUA AAHHBIM MEPUO COCTABIAAET 12 u.

KommoHeHTHI (A) 4 (B) MOKHO BBOAMTH B JTFOOOM HOPSIKE, HAMPUMED, BHAYAJIC KOMIIOHCHT (A), a 3aTeM
koMmoHeHT (B); wiu BHavane koMnoHeHT (B), a 3aTreM KOMIOHEHT (A).

CoOTHOIICHHE OOIIMX KOJHYECTB KOMIOHEHTA (A) M KoMIoHeHTa (B), moaiexaimux BBEICHHIO B KOMOH-
HUPOBAHHOM IpPEMNapare, MOKET BAPbUPOBATHCA, HAPUMEP, C LIEIBIO YIOBICTBOPECHHUA MOTPEOHOCTEH cyOnomy-
JALMH MALUEHTOB, MOJICKAINUX JICUCHUIO, WIH MOTPEOHOCTEH OJHOTO MALKMEHTA, MPH 3TOM PA3IHUYHBIC MO-
TPEOHOCTH MAUCHTOB MOTYT OBITh O0YCIIOBJICHBI HX BO3PACTOM, MOJIOM, MACCOM TEJIA U T. ..

KommonenTs! (A) u (B), HE3aBUCHMO OT TOTO, MPUCYTCTBYIOT JIH OHH B OHOM KOMIO3HLUH HITH B OTACIIb-
HbIX KOMITIO3HLHUAX, HE3aBHCUMO MOTYT OBITh COCTABJICHBI C OJHUM MM 0Oojee (papManeBTHUECKH MPHEMIIEMBbI-
MH HOocHTesIMH. PapMmaneBTHUeCKHE KOMOHHAIMU 10 HACTOAMIEMY H300PETEHHIO TAKXKE MOIYT COAEPXAaTh IO
MEHBIIEH Mepe OJHO APYro€ MPOTHBOOIYXOJEBOE CPEACTBO WIM MPOTHBOBOCTIATHTENLHOE HIM HMMYHOACMPEC-
CHBHOE CpenCTBO. [IpHMepbI TepaneBTHUECKUX CPEACTB, KOTOPBIE MOXKHO NMPUMEHATh B KOMOWHHPOBAHHOH Te-
panuu, 6o1ee MoAPOOHO OMHCAHBI HIDKE B pa3zacie, MOCBAIICHHOM IyTSIM NMPHMEHCHHUS aHTUTEN, PACKPBITHIX B
JAHHOM JOKYMEHTE.

Kak ucnonp3yercs B JaHHOM JOKyMeHTe, "(apManeBTHYECCKU NMPUEMJIEMbIH HOCHTEB" BKJIFOYACT JOObIC
BO3MOJKHBIE PACTBOPUTCIIH, AMUCIICPCHOHHbBIC CpPEbl, MOKPHITUS, AHTHOAKTEPHAIBHBIC H NMPOTHBOIPHOKOBBIC
CPEACTBA, H30TOHHMYECKUE U 3aMCJITIOLINE BCACHIBAHUE CPEJCTBA U T.I., KOTOPBIC SABISIOTCA (PH3HOIOTHMUECKU
COBMECTHUMBIMH. HoCUTEIb MPEANOUYTHTEIBHO MOAXOAUT AJI1 BHYTPUBEHHOIO, BHY TPUMBILICYHOTO, MOJKOKHO-
0, MAPEHTECPATLHOTO, CIIMHATIBHOTO HIIH 3MHACPMATbHOTO BBEACHMSA (HANMPUMEP, MyTEM MHBEKLHH HIIH HH(Y-
3uH). B 3aBUCHUMOCTH OT ITyTH BBEJCHUS AKTUBHOE COCAMHECHHME, T.C. AHTHTEJIO, HMMYHOKOHBIOTAT WM OHCIie-
i uyecKas MOJIEKYIa, MOTYT ObITh MOKPBITHI MATEPHAIOM /IS 3AIMUTHI COCOTHHCHHSA OT JCHCTBHA KHCIOT H
JPYTHX €CTECTBECHHBIX YCIOBUHH, KOTOPBIE MOTYT HHAKTHBHPOBATh COCAUHEHHE.

KommonenTs! (A) w/unu (B) MoryT ObIiTh B (popMe OJHOH HH 00jee (PapMALECBTHUCCKU MPHEMIICMBIX CO-
nei. "dapManeBTHUECKH MPUEMJIEMAs COMTb" OTHOCHTCS K COJIH, KOTOPAs COXPAHIET HEOOXOIUMYHO OHOIOTHYC-
CKYI0 AKTHBHOCTb MCXOJHOTO COCIMHCHHSA H HC BbI3BIBAET HHKAKHX HEXKC/IATEIBHBIX TOKCHYECKHX 3((EKTOB
[cMm., Hampumep, Berge, S.M., et al. (1977) J. Pharm. Sci. 66:1-19]. [Ipumeps! TakuxX CONCH BKITIOYAKOT COJIH
HMPHCOCIHHEHHS KUCJIOTHI H COJIM MPUCOEIUHEHUS OCHOBAHHUA. COJIM MPUCOCIMHEHHUS KHCIOTHI BKJIFOYAOT COJIH,
HOJIyYEHHBIC H3 HETOKCHUHBIX HECOPTAHWYECKUX KUCJOT, TAKUX KAK XJIOPHUCTOBOJOPOAHAS, a30THAA, ochopHas,
cepHasi, OpOMHUCTOBOOPOIHAS, HOXUCTOBOAOPOAHAA, (POCHOPHCTAS U T.IL., A TAKKE U3 HETOKCHYHBIX OPraHH4C-
CKUX KHCJIOT, TAKHX KaK amu(aTHueckue MOHO- H JTUKAPOOHOBbIC KHCIOTHI, (PEHHI3AMCINCHHBIC ATKAHOBBIC KU-
CJIOTBI, THAPOKCHAIKAHOBBIE KUCJIOTHI, APOMATHYCCKUE KHCIOTHI, ami(aTHIeCKUE H ApOMATHYECKUE CYyIb(OHO-
BbIC KHCIOTHI U T.II. COIM MPUCOETMHEHHS OCHOBAHHSA BKIFOYAOT COJIM, MOJYUYCHHBIC H3 ILEJIOYHO3EMEIbHBIX
METAJLJIOB, TAKUX KAaK HATPHH, KATUH, MATHUH, KaJbLHMH U T.II., @ TAKXKE U3 HCTOKCHUHBIX OPraHUMUECKUX AMHHOB,
Takux Kak N,N'-auOeH3unsTuireHauaMuH, N-METHITIIOKAMUH, XJIOPIPOKAWH, XOJIUH, TU3TAHOJAMUH, 3THJICH-
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JHAMUH, TPOKAUH U T.IL

®dapmaneBTHUCCKas KOMOMHALUA MO HACTOAIIEMY H300PETCHHIO MM €€ 4aCTh TAKKE MOTYT COJCP)KaTh
(apManeBTHYECCKU MPUEMIIEMbIH AHTHOKCHIAHT. [Ipumeps! (apMaleBTHUECKH MPUEMIIEMBIX AHTHOKCHIAHTOB
BKJIFOUAOT: (1) BOXOPACTBOPHMBIC AHTHOKCHIAHTBI, TAKUE KaK aCKOPOHHOBAS KUCJIOTA, THAPOXJIOPUA LIUCTCHHA,
O6ucynpdar HaTpus, METaOUCY Ib(OUT HATPHA, CYNB(UT HATPUA H T.IL.; (2) )KUPOPACTBOPHMBIC AHTHOKCHIAHTHI,
TaKHe KaK aCKOPOUNMAIBMHUTAT, Oy THIMPOBAHHBIA ruAPoKCcHaHu301 (BHA), Oy THIMPOBAaHHBIH THAPOKCUTOILY OJ1
(BHT), neuuruH, nponuaraiiar, anbda-rokodepon u T.1.; u (3) CpeaACTBA, XCIATUPYIOIIME METAJIIBI, TAKUC KaK
JUMOHHASA KUCIIOTA, dSTHICHIHAMHHTETpaykcycHasa kucinora (EDTA), copbur, BuHHAS KUCI0TA, (ochopHAs Ku-
CJ0Ta U T.II.

[Tpumeps! MOAXOAIMX BOJHBIX M HEBOJHBIX HOCHTEICH, KOTOPbIE MOXKHO MCHOJB30BaTh B (JapMaLCBTH-
YeCKUX KOMOHHAIMAX 10 HACTOAIIEMY H300PETCHHUIO, BKIFOUAOT BOY, 3TAHOJI, TOJIMOJBI (TAKUE KAK TITMLEPHH,
MPONHUJICHIJIMKOIb, MOJMUITUICHIIMKOIb U T.I.) U MX IOJXOMJAIIME CMECH, PACTUTEIBHBIC MACIA, TAKHE KaK
OJIMBKOBOE MAcCJ0, H HHBCKLIHOHHbIC OPTrAHUYECKHE CIOXHBIC 3(HPBI, TAKHE Kak dTHnonear. Hagnexamyro te-
Ky4YeCTh MOYKHO NOJJACP)KUBAThH, HANPUMEP, ITyTEM HMPUMCHEHUS MATCPHANIOB NMOKPBITHA, TAKUX KAK JICLUTHH,
MyTEeM NOJJACPXKaHUA TPeOYeMOro pa3Mepa YacTHUIl B CIy4ae JUCIEPCHH H IMyTeM NMPHUMEHEHHS MOBEPXHOCTHO-
AKTHBHBIX BCILECCTB.

OTH KOMOMHALIMY MM HX YaCTH MOTYT TAKKE COACP>KaTh BCIIOMOTATEIbHbIC CPEACTBA, TAKHE KAK KOHCEP-
BAHTHI, CMAYUBAIOLIME CPEIACTBA, IMYJIBraTophl M AuCHepraTopsl. HenomymeHne Hammuus MHKPOOPTaHH3MOB
MOXKHO OOECNeYHBaTh KaK C MOMOIIBIO MPOLEAYP CTEPUIN3ALMH, ONMUCAHHBIX BBIIIC, TAK H MyTEM BKJIIOYCHUA
Pa3MUHBIX AHTHOAKTEPHAIBHBIX U IIPOTHBOTPUOKOBBIX CPEIACTB, HAITPUMEp, mapadeHa, xnopOyTaHona, (eHona,
COpOMHOBOM KHMCJIOTHI U T.I. Tarke MOXKET OBITh JKEJATEIbHBIM BKIIFOUCHHE B KOMITIOZHLIMH H30TOHHYECKHX
CPEICTB, TAKHX KaK Caxapa, XJOPUA HATPUS U T.I. B 10omoIHEHHE, MPOJIOHTHPOBAHHOTO BCACHIBAHUS HHBCKIHU-
OHHOH (hapMaLEeBTHYECKOH (DOPMBI MOYKHO JOOHMTBHCS IMyTEM BKIFOUCHHS CPEJICTB, 3aMEULTIOIIUX BCACHIBAHHE,
TAKUX KAaK MOHOCTEAPAT AFOMUHHS U YKEJIATUH.

®apManEeBTHYECKH NMPUEMJIEMbIE HOCHTENH BKJIFOYAKOT CTEPHIbHBIC BOJAHBIC PACTBOPBI HIIM JHUCIHEPCHH H
CTEPHIIbHBIC TMOPOLIKH IS MOJyYCHHS CTEPHIIBHBIX HHBEKIHOHHBIX PACTBOPOB MM JHCIEPCHH I HEMEJICH-
HOro mpuema. [IpuMeHEeHHe TakuX cpel M CPEACTB A1 (PapMaLEBTHYECCKU AKTUBHBIX BEILECTB H3BECTHO H3
YPOBHS TEXHHKH. 32 HCKIIFOUCHHEM CJIy4YacB, KOT1a KAKHE-THOO TPAJHLIHOHHBIC CPEAa UM CPEICTBO HECOBMEC-
THMBI C AKTHBHBIM COCAHHEHHEM, NPEIYCMATPUBACTCS UX MPUMCHEHUE B (DAapMAIEBTHUECKHX KOMIO3HIHAX IO
HACTOALIEMY H300pPETCHHUIO. B cOCTaB KOMITO3HLMHA TAKXKE MOTYT OBITh BKIFOUCHBI JTOTIOJHHTEIbHBIC AKTHBHBIC
COCIHHECHHUS.

TepaneBrHyeckHE KOMIO3ZHIUH, KaK NMPABUIO, JOJDKHBI OBITh CTEPHIIBHBIMU M CTAOMJIBHBIMH B YCJIOBHAX
MPOM3BOJACTBA M XpaHCHUS. KOMIO3HIIMIO MOKHO COCTABIATh B BHJIE PACTBOPA, MHUKPO3IMYJIbCHH, JTHIIOCOMBI
UM APYTOH YHOPSAAOYEHHOH CTPYKTYPBI, MOAXOAAINEH A1 BBICOKOH KOHLUECHTPALUH JIEKAPCTBEHHOTO CPEACTBA.
Hocurenp MOXKeT MpeacTaBiiaTh COOOH pacTBOPHTENb MM JUCMIEPCHOHHYIO CPEIy, COACPIKAILYIO, HAIPHMED,
BOJY, 3TAHOJI, TOJHON (HANPUMEP, TNTHLEPUH, MPONMUJICHIIMKONb H KHIKHH MOJMITHICHITIHKONb H T.IL) H HX
HOAXOAAINHE CMECH. Haanekalyro TeKy4ecTh MOXKHO HMOAJCP)KUBATh, HANPHMED, ITyTEM NMPUMEHEHHS MOKPHI-
THS, TAKOTO KAaK JICUMTHH, MyTeM HOJICP)KaHHA TPeOyeMOro pasMepa 4acTHIl B CIy4ac MUCTIEPCHH H IyTEM
MPUMCHEHHUS MOBEPXHOCTHO-AKTUBHBIX BEIUECTB. BO MHOTMX Ciyyasx OyAeT MPEANOUYTHTEIbHBIM BKIIOYCHHE B
KOMITO3HI[MIO H30TOHHUYECKUX CPEJICTB, HAPUMED, CAXapOB, MHOTOATOMHBIX CIHHPTOB, TAKHX KAK MAHHHUT, COp-
Our, win xaopuaa HaTpusa. [IpOJIOHrMPOBAHHOTO BCACHIBAHHS HHBCKIHMOHHBIX KOMITOZHIMH MOXXHO JOOHTBCS
MyTEeM BKJIFOUCHHUS B KOMITIO3HLIMIO CPEACTBA, 3AME/IIIOIIETO BCAChIBAHUE, HAPUMEDP, MOHOCTCAPATHBIX COJICH H
MKEIIATHHA.

CrepHibHBIC HHBEKLIMOHHBIC PACTBOPHI MOXHO HOJYYHTh ITyTEM BKJIFOUYCHHS AKTHBHOTO COCAHHCHHUS B
HEOOXOAMMOM KOJHYECTBE B COOTBETCTBYIOILEM PACTBOPHUTENE C OJHUM MM KOMOMHALMEH M3 MHIPEIUCHTOB,
NEPEYHCICHHBIX BBIIIE, MPH HCOOXOIUMOCTH, C MOCICIYIOIICH CTCPUIM3YIOEH MUKpopuasTpatme. Jucnep-
CHH, KaK MPABHJIO, MOJIYYAOT Iy TEM BKJIFOUCHHUS AKTUBHOTO COCAMHCHUS B CTEPHIbHBIA HANOTHUTEIb, KOTOPBIN
COJCPIKUT OCHOBHYIO JUCIICPCHOHHYIO CPEAy M APYyTHE HEOOXOIHUMbIC HHIPEIHCHTHI H3 MECPESUHCICHHBIX BBIIIC.
B ciyyae cTepuIIbHBIX MOPOIIKOB A/ MOJYUYEHHS CTEPUIbHBIX HHBCKIIMOHHBIX PACTBOPOB MPEANOYTUTCIBHBIMU
Croco0aMu MOJyYCHHS SBJFOTCS BAKyYMHAs CYIUKA U CyONMMALMOHHAA CyIIKa (JIMO(MHIH3ALHA), C TIOMOIIBIO
KOTOPBIX MOJYYAT MOPOUIKOBYIO (JOPMY AKTHBHOTO HMHIPEAMEHTA, a TAKOKE JHOOOr0 JOMOJIHUTEILHOTO Tpe-
OyeMOro MHrpeAMEHTAa U3 UX PaCTBOPA, PAHEE MOABEPIrHYTOTO CTEPHIM3YIOIIEH (QHIbTPALHH

KomiiuecTBO aKTHBHOTO HHIPEIHEHTA, KOTOPOE MOYKHO OOBEIUHUTD C MATEPUAIIOM HOCHTEJ C IOJIYYCHHU-
€M CIHHHYHOH JICKAPCTBEHHOH (hOpMbI, OyAET BApHUPOBATHC B 3aBUCHMOCTH OT CYOBEKTa, MOABEPracMoro
JICYCHHUIO, U KOHKPETHOTO CIoco0a BBeacHHA. KOIMUecTBO aKTHBHOTO HHIPEAMEHTA, KOTOPOE MOXHO 00BEIH-
HHTh C MaTEpPHAJIOM HOCHTEIA C MOJIYyYCHHEM CIUHHYHOM JEKApPCTBEHHOH (OpMBI, Kak mpaBuio, OyaeT mpen-
CTaBIATh COOOH TaKOE KOJIMYECTBO KOMIIO3HIMH, KOTOPOE BBI3BIBAECT Tepamepruueckuit 3ddexr. M3 100% 3o
KOJIMYECTBO OOBIYHO OyJET BapbUPOBAThCA B auana3zoHe ot npuommsutensHo 0,01% no mpubmmsurensHo 99%
AKTHBHOTO MHIPEJMEHTA, MPEANOYTHTENBHO OT npHOmm3uTembHo 0,1% mo mpubmmsurensHo 70%, HauOonee
NPEANOYTHTCIBHO OT MPUOTH3UTEIBHO 1% 10 mpuOmu3uTebHO 30% aKTUBHOTO MHIPEIHCHTA B KOMOUHALIMHU C
(hapManeBTHYECKU MPHEMIIEMBIM HOCHTENIEM.

Pexxumbl 103HpOBaHMA KOPPEKTHPYIOT AU MOJTyYEHHS ONTHMAIBLHOTO TPeOyeMOro oTeeTa (HampuMmep, CH-
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HEPruyeCcKas KOMOMHALMA, TCPANCBTHYCCKUH OTBET). Hampumep, MOXKHO BBOJUTH OJHOKPATHYH OOFOCHYIO
JI03Y, MOXKHO BBOJHMTH HCCKOJIBKO PA3ACICHHBIX 103 B TCUCHHE HEKOTOPOTO BPEMEHH, HIIM A03Y MOYKHO MPOIOP-
IUOHAJILHO MOHM3UTh MM MOBBICHTh, HA YTO YKA3BIBAIOT MOTPCOHOCTH TepaneBTHUYCCKOU cutyaruu. OCOOCHHO
NPECUMYIICCTBEHHBIM SIBJICTCS COCTABJICHHE MAPCHTCPAIBHBIX KOMIIOZHMIHI B CTAHJAPTHOU JICKAPCTBEHHOMN
(opMe U1 MPOCTOTHI BBEACHHS H PABHOMEPHOCTH 03UpoBaHuA. CTaHAAPTHAS JICKAPCTBEHHAs ()OopMa, KaK UC-
NOJB3YETCS B JAHHOM JOKYMEHTE, OTHOCHUTCH K (PM3HUYECKH JUCKPETHBIM COUHHLIAM, MOJXOISAINHM B KAUCCTBE
OJHOPA30BBIX A03 AT CYOBEKTOB, MOJICKAIUX JCUCHUIO, KAKAAS SIHHULA COACPKUT MPEABAPUTEIBHO OIpe-
JICJICHHOC KOJIMYECTBO AKTHBHOTO COCAMHCHHSA, PACCUMTAHHOE U MOJIYyYCHHUS TPeOYyEMOro TEpameBTHUCCKOTO
3¢ pekTa, COBMECTHO C HEOOXOTUMBIM (hapMALCBTUUCCKUM HOCHTEICM. TeXHHUECKHE TPeOOBAHHA K CTAHAAPT-
HBIM JICKAPCTBCHHBIM (DOpPMaM IO HACTOSINEMY H300PETECHHIO OOYCIOBICHBI (2) YHHKAIBHBIMH XapAKTCPUCTH-
KAMU QKTHBHOTO COCAMHCHHS M KOHKPCTHBIM TCPANECBTHYCCKHM 3((EKTOM, KOTOPOTO CICIyeT AOCTHYB, H (b)
NPUCYIMUMH OTPAHHYCHUSAMH B 00J1ACTH MPUTOTOBJICHUSA TAKOTO AKTHBHOTO COCIUHCHUS B OTHOIICHUH JICUCHUS
HHIUBUAYYMOB C UYBCTBHTCIBHOCTBIO, U HCMIOCPCACTBCHHO 3ABHCAT OT HHX.

Jns BeeacHusa anturena k LY 75 mo3a HaxoauTcs B auana3oHe ot mpuOmmsurepHo 0,0001 mo 100 mr/kr,
Hanpumep, ot 0,001 1o 50 mr/kr, ot 0,005 m0 20 Mr/kr, oT 0,01 10 10 Mr/kr u 601¢e THIHYHO OT 0,01 70 5 MI/KT
OT MAcCCHI Te1a X031uHa. Hampumep, 103s1 MOryT coctasath 0,05 Mr/kr Maccs Tena, 0,1 Mr/kr Maccsl Tena, 0,3
Mr/kr Maccel tena, 0,3 Mr/kr maccel Teaa, 0,5 MI/Kr Maccel Teaa, 1 MI/Kr MaccChl Tena, 2 MI/KT MAcCel TEna, 3
MI/KI MacChl Tea, 4 MI/KT MacChl Te€la, 5 MI/Kr MacChl Teaa, 6 MI/KT MAacChl Te1a, 7 MI/KT MacChl Tena, 8 Mr/kr
Maccel Tena, 9 Mr/kr Maccel Tena, 10 Mr/kr maccel Tena, 12 Mr/kr Macchl Tena, 15 mr/kr maccel Tena, 20 Mr/kr
MAacchl Tena, 25 Mr/kr Maccel Tena, 30 Mr/Kr MacChl Tela HJIM HAaXoauThcs B auamazone 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. oUIFOCTpATHBHBIH PEXHM JICUCHHS BKIIOYACT BBCACHUE OUH
pa3 B ACHb, OUH Pa3 B 2 THSA, OJUH Pa3 B HEACTIO, OJUH Pa3 B ABC HECJACTH, OJUH Pa3 B TPH HCACH, OJUH Pa3 B
YEThIPE HEACTH, OAUH Pa3 B MECAL, OAUH pa3 B 6 HEJAEIb, OAMH pa3 B 3 MeCALA HIU OAHUH pa3 B 3-0 MECALEB.
[IpeanoyTUTEIbHBIC PEXKUMBI TO3UPOBAHUS aHTHTENA K LY 75 mo HacTosueMy H300pETEHHIO BKIFOYAKOT 1 MI/Kr
MACCHI TCJIA WM 3 MI/KT MAcChl T€JIa MOCPEACTBOM BHYTPUBEHHOTO BBCACHHS, IMMPH 3TOM AHTUTCIIO MPHHHMAIOT
C UCHOJIb30BAHHCM OJHOM U3 CICAYIOIUX CXEM JO3HPOBAHUA: (1) KAKIBIC YCTHIPE HEACTH B KOJIMUSCTBE IECTH
JI03, 3aTE€M KaXKIbIC TPU Mecsua; (il) Kaxable Tpu Heaew, (iii) 3 MI/Kr MacChl T€Jla OMHOKPATHO, a 3aTeM | Mr/kr
MACCHI T€J1a KAKIBIC TPU HEACITH.

B HEkOTOpBIX BapHAHTAX OCYLIECTBICHUA A03y aHTHTENa K LY75 (Hampumep, LY75 DM4) perymipyror
JJ1 JOCTHXKEHHS KOHLEHTPALMU AHTHTENA B IUTa3ME KPOBH, cocTaBmamomei ot 10 1o 1500 HM unu ot 18 1o
1200 HM (Hampumep, npudmisurensHo 18,75, 37,5, 75, 150, 300, 600 umu 1200 HM). TIpeAMOYTHTETBHO AHTH-
teno k LY75 (nanmpumep, LY75 DM4) perynupyroT A AOCTHXKECHHS KOHLEHTPALMM AHTUTENIA B KPOBH, CO-
crapsroeit ot 15 xo 50 HM, ot 50 mo 100 HM, 100-500 HM umu 500-1200 HM.

B HEKOTOPBIX BAPHAHTAX OCYIUCCTBICHHA JO3Y BCHCTOKIAKCA (MM €ro (hapMALECBTUUCCKU MPHEMIICMOI
COJIM) PETYJHPYIOT A1 JOCTIKEHUS KOHLEHTPALMU B IJIa3Me KPOBH, cocTapisrouieit ot 0,5 10 500 HM umu ot
0,64 no 400 HM (Hampumep, mpudm3uTeabHO 0,64, 3.2, 16, 80, 400 umu 2000 HM). [TpeANOYTHTETBHO, BEHE-
TOKJIAKC (MM €ro (PApMALEBTUUCCKU MPUEMIIEMYHO COJIb) PETYJIHPYIOT A1 JOCTIDKCHHSA KOHICHTPALUHU B IJIa3-
MeE KpoBH, coctasprowel ot 0,5 1o 20 HM, ot 20 go 50 HM, 50-100 HM umu 100-500 HM. Ee MOXKHO BBOAUTH
nepopatbHO. B HEKOTOPBIX BAPHAHTAX OCYIUECTBICHHUSA 1032 BCHETOKJIAKCA (HIH €10 (JapMAlCBTHYCCKH MMPHEM-
neMoit comu) cocraiasger nmpuOmu3uTeabHo 100 mr, 200 mr, 300 mr, 400 mMr uau 500 mr. BeHeTOKIaKC UK €ro
(hapMalECBTHYCCKH MPUEMIICMYIO COJIb MOXKHO BBOJHUTH C OJHHM WM Oojee U3 HMKIO(ochamMuaa, rHIPOKCH-
JAyHOPYOHIIMHA, OHKOBHHA M MPEIHU30HA WK mpeaHu30/10Ha (1.¢. CHOP-Tepamus).

[Mpeanoyrure IbHO, KOMOMHAIIMA KOMIIOHEHTOB (A) u (B) mpeacrasmseT co00i CHHEPrHYCCKYH0 KOMOUHA-
0. CrieruanucTy B AaHHOH oOnacTu OyJeT MOHATHO, YTO CHHEPruyeckass KOMOMHALMS NMPEACTABIBIET COOO0H
KOMOMHALMIO, B KOTOPOif 3(h(hekT koMOMHALMYU ABIAETCA OOJBINNM, YeM CyMMa 3((EKTOB €€ OTACIBHBIX KOM-
NOHEHTOB. CHHEPTH3M MOXKET OBITh KOJHYCCTBCHHO OMPEACICH C MOMOMIBK Mmokazares agmurusHoctd 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 tera-
tocarcinoma 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). 3rot cmoco® ¢ MPUMEHCHHEM MOKA3ATEe 11 aJIUTHBHO-
ctu (CI) OCHOBAH HA YPABHCHHU MHOXKECTBCHHOTO 3()()CKTa JICKAPCTBCHHOTO CPEACTBA, BBIBEACHHOM HA OCHO-
BAHMH NPUHIMIIA MEAHAHHOTO 3 (eKTa 3aKOHA ACHCTBYIOIMX MAcC. JTO JACT KOJHMYECTBEHHOE OINPEICICHHUE
aa cumbHOro cuHeprusMma (CI<0,3), cuneprusma (CI=0,3-0,9), agnurusHoro 3¢dexra (CI=0,9-1,1) um anra-
TOHM3MA/0TCYTCTBHA MOB3bI (C[>1,1), M 3T0 mpexyCMAaTPUBACT ANTOPUTM U1 KOMIBKOTCPHOTO MPOrPaMMHOTO
00eCHeUCHHA /151 ABTOMATHYCCKOTO MOJCTUPOBAHHS KOMOMHALIUI JICKAPCTBEHHBIX CPEACTB. YUUTHIBAKOTCS KaK
a¢pexruBHOCTh (3HaUCHHE D(m)), Tak U Gopma KpuBOH 1032-3¢pPeKT (ZHAUCHHE M) KAKAOTO JCKAPCTBCHHOTO
CPEICTBA B OTACTLHOCTH M uX koMOuHauuu. [Tokazarens amauruBHoCcTH Yoy-Tanmanas (CI) MOXKHO OLCHHUTH C
npuMeHeHueM nakera Synergy R (cm. "Preclinical versus Clinical Drugs Combination Studies", Chou TC. Leuk.
Lymphoma. (2008); 49(11):2059-2080, 1 HCTOYHHKH B HEM, BCE M3 KOTOPHIX KOHKPCTHO BKITFOUCHBI B JAHHBIH
JOKYMEHT NOCPeACTBOM CChUTkH). CI KOMOMHAILMU MOKET OBITH HCCIICTOBAH B MOAXOMALICH THHUU KJICTOK, Ha-
npumep, B uHUH K1eTok ABC-DLBLC (takoit kak TMDS8 wmt HBL 1), Hanpumep, B YCIOBHAX, HCHOJIb3YEMBIX
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B Ipumepe 26.

[TpeanoyrurenbHO, (hapMaLEBTHUCCKAsT KOMOHHAIMA MO HACTOALIEMY H300PETEHHIO NMPEACTABIAET COOO0M
CHHEPIHYECKYI0 KOMOMHAIMIO, B KOTOPOi# mokazarexns agauruBHoctH Yoy-Tananas (CI) cocraBmsieT MEHbIIE
0,9,0.8,0,7,0,6,0,5, 0,4, 0,3 umu 0,2. [Ipeamoururebro, CI cocrasnser 0,1-0,5, 0,1-0,3 unu 0,1-0,2.

B yacTHOCTH, MpeacTaBieH crnocod JeYeHUs paka y MALHMCHTA, BKIOYAIOIIUWN OJXHOBPEMEHHOE, NMOCIIEA0-
BATEJIbHOE HIM PA3JCIIbHOC BBEJACHUE MALMEHTY, HYXKAAIOLIEMYCS B 3TOM, TepaneBTHYECKU 3(P(PEKTHBHBIX CH-
HCPTHYCCKUX KOJHYECTB KOMNOHECHTOB (A) U (B) (apMaueBTHueckoif KOMOMHALMH MO HACTOALIEMY H300peTe-
Huto. Taxoke mpeacrasneHa (papManeBTHUECKass KOMOHHAIMA MO HACTOALIEMY H300PETCHHUIO I MPHMEHCHHSA
IPH JICYCHHU PAKA, II€ CHHEPTHYECKUE KOJIMYECTBA KOMIIOHEHTOB (A) u (B) BBOAAT MALIMEHTY OJHOBPEMEHHO,
Pa3aCIbHO WM MOCJICAOBATECIBHO A JICHUCHUS paka. [IpeamoyTHTEIbHO, KOIMYECTBA KOMIIOHCHTOB (A) U (B)
BBOJAT NALMEHTY C LEIbIO 00CCIICYUTh KOHLCHTPALHHU B IJIa3ME KPOBH, PACKPBHITHIC BBILIIC.

Taxke MpeACTaBICHO MPUMCHCHHUEC CHHEPTHYCCKHX KOJIHYCCTB KOMIOHEHTOB (A) u (B) (apmauesriye-
CKO¥ KOMOMHAIIMM N0 HACTOALICMY H300PCTCHUIO B MOJYUYCHHH (PAPMALCBTUUCCKONH KOMOMHALMH IS OJHO-
BPEMEHHOTO, PA3JAC/IbHOTO WIH MOCJIEI0BATEILHOTO MPUMEHEHHS I JICUCHH paka. Taxke NMpeacTaBiIcHa CH-
Hepruueckas (apManeBTHUCCKast KOMOMHALMSA MO HACTOSINEMY M300PETCHHUIO JJI1 MPUMCHEHHS B TCPANTUH HITH
JUTS1 IPHMEHEHUS B KQUECTBE JIEKAPCTBEHHOTO Mpenapara.

B HexoTophIX crocobax aBa MM 00Jiee MOHOKJIOHATBHBIX aHTUTEN K LY75 ¢ pa3miuHbIMM THIIAMH Crie-
IM(UYHOCTH CBS3BIBAHUS BBOJAT OJHOBPEMEHHO, H B JAHHOM CJIy4ae 033 Ka)KIOTO BBOJHMOTO AHTHTENA HA-
XOJHUTCS B NMpEACNax YKA3aHHbBIX JUANA30HOB. AHTHTENO OOBMMHO BBOJAT HECKONBKO pa3. MHTepBambl Mexmy
HMPHEMAMH OTACIBHBIX O3 MOT'YT COOTBETCTBOBATh, HAIIPHMED, BBEICHUIO OJHH Pa3 B JACHB, BA Pa3a B HEJCIIIO,
OJHUH Pa3 B HEACTIO, OJUH Pa3 B MECAL, KAXKIbIC TPH MECSLA, KKAbIC IECTh MECILEB WM OOUH pa3 B roa. UH-
TEpBaNbl TAKXKE MOTYT OBITh HEPETYJIPHBIMH, HA YTO YKA3bIBAET M3MEPEHHE YPOBHEH AHTHTENA K AHTHICHY-
MHIICHH B KPOBH MALMEHTA. B HEKOTOPBIX COCOOAX X03Y KOPPEKTUPYIOT U1 JOCTIKCHHUS KOHLEHTPAL[HH aH-
TUTCJIA B IUIA3ME KPOBH, COCTABIAOMICH mpuOmu3uTeabHO 1-1000 Mir/mu, 5-750 mir/mi, 10-600 mxr/mom, 15-
500 mxr/mu, 20-400 MKI/MJI H B HEKOTOPBIX CIIOCO0aX MPUOIH3UTEIBHO 25-300 MKI/MII.

B kauecTBe anbTEepHATUBBI AHTUTENA K LY 75 MOXKHO BBOJUTH B BUAC COCTABOB C 3aME/JICHHBIM BBICBOOO-
YKICHUEM, U B JAHHOM Cllyyae TpeOyeTcsl MEHee 4acToe BBeACHHE. J[03a U YaCTOTa BAPbUPYIOTCS B 3aBUCHMOCTH
OT NEpHOJA MOJTyBBIBEICHHS AHTUTENNA M3 OPraHu3Ma manmeHTa. Kak nmpaBuio, HaubosIee JIMTEIbHBIN NEPUOT
THOJTy BbIBEACHUS JEMOHCTPHUPYIOT AHTHTENA YEIOBEKA, 32 KOTOPHIMHU CJICAYIOT T'yMAaHH3HPOBAHHBIC AHTHTENA,
XHMEPHBIC AHTUTEIA U AHTHTENA, OTIHYHBIC OT YeJoBeyeCKuX. J[03a M YacTOTa BBEACHUSI MOXKET BAPbUPOBATHCS
B 3aBHCHMOCTH OT TOTO, SIBJIETCS JIM JIeUCHHE NMPO(DHIAKTHUESCKUM HIIH TepaneBTHYeCKuM. B mpodumakruye-
CKUX ITyTAX NMPHMCHEHUS OTHOCHTEIBHO HH3KYIO J03y BBOIAT C OTHOCHTEIBHO PEAKHMH MHTEPBAJaMH B TEUC-
HHE JJTMTEIBHOTO NEPHOJA BpeMEHH. HeKOTOphIe MALMEHTHI MPOJOJ/DKAKOT MOIYYaTh JCUCHHE J0 KOHIA CBOCH
XKU3HU. B TepaneBTHUECKUX MyTAX NMPHMEHEHUS MHOTAA TPeOyeTcs BBEACHHE OTHOCHTEJIBHO BBICOKHX 103 C
OTHOCHTEJIPHO KOPOTKHMH HHTEPBAJIAMH 0 YMCHBIICHUS HIM MPEKPAIICHHUS MPOTPECCUPOBAHHS 32001CBAHUA H
HPEIOYTUTEIbHO A0 TEX MOP, NMOKA MALMEHT HE MPOJACMOHCTPHPYET YACTHYHOTO HIIH IOJHOTO YMEHBIUCHHSA
HHTCHCHUBHOCTH HPOSBICHUA CUMNTOMOB 3a0o0seBaHus. [lociae 3T0ro B OTHONICHHM NMALMEHTA MOXHO IPHME-
HATH MPO(MHIAKTHYCCKUH PEXKUM.

dakTHUECKHE YPOBHU 03 AKTUBHBIX HHIPEAHCHTOB B ()apMaLEBTHUCCKUX KOMOMHALUAX MO HACTOSILEMY
H300pPETCHHIO MOYKHO BapbHPOBATh I TOTO, YTOOBI MOJIYYHTh KOJHYECTBO AKTHBHOTO HHIpeAMEHTa, 3 dek-
THUBHOE AJS JOCTIDKCHHSA TPeOyEeMOro TEpamneBTHYECKOTO OTBETA A1 KOHKPETHBIX NMALMEHTA, KOMIIOZHLIMH U
cnoco0a BBeACHHA O¢3 TOKCHYHOCTH /I MALMCHTA. BHIOpAHHBINA YPOBEHBb J03BI OYIET 3aBHUCETH OT psAda (ap-
MAKOKHHETHYECKHX (DAKTOPOB, B TOM YHCJIC AKTUBHOCTH KOHKPETHBIX HCIIOJB3YEMbBIX KOMIO3HIMH MO HACTOS-
IEMy H300PETCHHIO HIIH MX CII0XKHOTO 3(HpPa, COTH MM aMHJA, IyTH BBEACHUI, BDEMCHH BBEJCHHUSA, CKOPOCTH
9KCKPELIMH KOHKPETHOTO HCIOIb3YEMOTO COCAMHEHUS, MPOJODKUTEIBHOCTH JICUCHHSA, IPYTUX JEKAPCTBEHHBIX
CpPEACTB, COCAMHCHUN H/HUIIH MATEPUAIOB, IPHMEHACMBIX B KOMOHHAIIMH C KOHKPETHBIMU HCIIOJIb3YEMbIMU KOM-
MO3ULMAMH, BO3PACTA, NMOJIA, MACCHI TENIA, COCTOSHUSA, OOIIET0 COCTOSHUSA 3A0POBbS M AHAMHE3A MALMEHTA, MOJ-
BEpPracMoro JICUCHHUIO, H MOJOOHBIX (PAKTOPOB, XOPOIIO H3BECTHBIX B 00IACTH MEAULIUHBL.

"TepaneBruyecku 3ddexruBHas no3a" aHrurena x LY75 nmpennoyrureabHO NMPUBOAMT B PE3YJIbTATe K
YMCHBIICHHUIO TSHKECTH CHMIITOMOB 3a00JICBAHHSA, YBEIMUCHHUIO YACTOTHI U NMPOJOJDKUTEIBHOCTH MEPHOIOB OT-
CYTCTBHUSI CHMIITOMOB 3a00JI€BAHHS HIIH NMPEIYNPEHKIACHHIO HAPYIICHHSA WM HETPYAOCIIOCOOHOCTH H3-3a MOpa-
xKeHua 3aboneBanueM. Hampumep, A neyeHus omyxoued, onocpenoBanHbix LY 75, "repanesruuecku 3ddek-
THBHAA J032" NMPEANOYTHTEILHO HHIHOMPYET POCT KJICTOK MM POCT OIYXOJH HA MO MEHBINEH Mepe NMPUOIH3H-
TeapHO 20%, Mo MeHbIICH Mepe mpUOm3uTEIBHO 30%, 60J16C MPEANOYTUTEIFHO HA 0 MCHBIICH MEpe MpHOIH-
3ureapHO 40%, Mo MeHblueH Mepe mpudausuTebHO 50%, eme 60jee MPEANMOYTHTENHHO HA MO MEHBINEH Mepe
npuOIU3UTEIHO 60%, Mo MEHbIICH Mepe, mpuOnu3uTeIbHO 70% U eme 00jee MPEANOYTHTEILHO HA O MCHB-
el Mepe mpuOMU3UTeTbHO 80% WM MO MEHBIICH Mepe MPHOIH3UTETLHO 90% MO CPAaBHCHUIO C CYOBCKTAMH,
KOTOPBIX HE MOABEpPraa JeucHur0. CHOCOOHOCTh COCAUHCHUSA K HHTHOMPOBAHHIO POCTA OITYyXOJM MOXKHO OLIC-
HHUTb B )KHBOTHOH MOJEIBHOM CHCTEME, MPEACKA3BIBAOIICH 3(D(ECKTUBHOCTS B OTHOLICHUH OITyXOJICH Y€JI0OBEKA.
B ampTepHaTHBHOM CiIyyae JAHHOE CBOHCTBO KOMIIO3HLIMM MOXKHO OLICHHTB ITyTEM H3YUYECHHUS CHOCOOHOCTH CO-
€IMHCHUA K MHTHOUPOBAHHIO POCTA KJIETOK, MPH 3TOM TAKOEC HHIMOMPOBAHME MOKHO H3MEPHTH in Vitro ¢ mo-
MOIIBIO AHAN30B, H3BECTHBIX MPAKTHKYIOIIEMY CHEUHATHCTY. TepaneBriHyecku 3((eKTHBHOE KOJIHYECTBO Te-
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PANEeBTHYECKOTO COCIMHCHUS MOXKET OOECHEUMBATh YMCHBIICHHE pPa3Mepa OMNMyXOJH WIM HHbIM 00pa3oMm
YMEHBIIATh HHTCHCHBHOCTb MPOSBICHUA CUMNTOMOB y cyOnekra. CpenHuii cnienuaiucT B JaHHOH obmactu Oy-
JIET CHOCOOCH OMPENEIUTh TAKHE KOJHYECTBA HA OCHOBAHUHU TAKUX (DAKTOPOB, KaK rabapuThl CyOBEKTA, THHKECTh
CHMIITOMOB CYOBEKTA H KOHKPETHAS KOMITO3HLUA WM BHIOPAHHBIH My Th BBEICHHA.

®apManEeBTHYECKYI0 KOMOHHAIMIO MO HACTOSINEMY H300PETCHUIO MOXXHO BBOJMTH IIOCPEICTBOM OJHOTO
wiy Oosiee MyTeH BBEJCHUS C MOMOIIBIO OJHOTO MIIM Oosiee M3 pAAa CoCOOO0B, H3BECTHBIX U3 YPOBHS TEXHUKH.
Kommonents! (A) u (B) MOXHO BBOAMTH IOCPEICTBOM OJHOTO TOTO K€ MyTH HIH MOCPEACTBOM PA3IHUHBIX ITy-
Tei. Kak OyaeT NOHATHO CeNHAIMCTY B JAHHOH 007aCTH, Iy Th H/HJIM CIIOCOO BBEACHHUS Oy IyT BAPbUPOBATHCA B
3aBUCUMOCTH OT TpeOyeMBbIX pe3yabTaroB. [IpeanoyTUTEIbHBIC MyTH BBEACHUS AHTHTE IO HACTOSILEMY H30-
OpETCHUIO BKIIFOYAKOT BHYTPHUBEHHBIH, BHY TPHMBILICYHbIA, BHYTPUKOKHBIH, BHY TPDHOPIOIIMHHBIN, IT0JKOMKHBbIH,
CITHHABHBIA WM APYTHE MAPEHTEPAJIbHBIC IMyTH BBEJCHHA, HANIPUMED, MTOCPEACTBOM HHBEKUMH HIIM HH(Y3HH.
®pa3a "mapeHTepaabHOEC BBEACHHE", HUCMOIB3YyeMas B JAHHOM JOKYMCHTE, 03HAYACT CIOCOOBI BBCACHHSA, OT-
JHYHBIC OT SHTEPAIBLHOTO U MECTHOTO BBEICHHSA, OOBIMHO MOCPEICTBOM HHBEKIMH, H BKIFOYACT O3 OrpaHHUe-
HHS BHYTPHBCHHYIO, BHYTPHMBILICYHYIO, BHYTPHAPTCPHAIBHYI0, HHTPATCKAJbHYIO, BHYTPHUKAINCYJPHYIO,
BHY TPUIJIA3HUYHYI0, BHYTPUCEPACUHYIO, BHYTPHKOXKHYIO, BHYTPHOPIOIIHHHYIO, TPAHCTPAXEATIbHYIO, IMOIKOXK-
HY10, CyOKY THKYJIIPHYIO, BHY TPDHCYCTABHYI0, CYOKANCyIApHYI0, Cy0apaxXHOHANbHY 0, HHTPACTIHHAIBHYIO, 311U~
JIyPaTbHYI0 U BHYTPUIPYAHHHYIO HHBECKLHMIO U HH(Y 3HIO.

B kavecTBe anbTepHATUBBI AHTHTEAO K LY 75 MOXKHO BBOAUTH MOCPEACTBOM OTJIMYHOIO OT MAPECHTCPAIb-
HOTO ITyTH, TAKOTO KAaK MECTHBIH, SMMACPMAIbHBIN ITyTh BBEACHHI MM IMyTh BBCACHHS UYEpE3 CIU3HCTHIC, HA-
MPUMEP HHTPAHA3AIBHO, HEPOPATIBHO, BATHHAIBHO, PEKTAIBHO, CYOIMHIBAIBHO HIIH MECTHO.

[TpeAnoYTHTEIHHO, BEHETOKJIAKC MM €ro (papMaleBTHUECKH MPHEMIIEMYIO COJIb BBOJAT MEPOPATBHO, HA-
HpUMEp B BHJE TAOIETKH.

AKTHBHBIE COCTHHEHHS MOXKHO ITOJIy4aTh C HOCHTEJSIMH, KOTOPbIE OyIyT 3aIUHMINATH COCIHHECHHE OT ObI-
CTPOro BBICBOOOXKIACHHSA, KaK, HAPUMEDP, B COCTABE C KOHTPOJHMPYEMbIM BBICBOOOXKICHHEM, B TOM YHCJE HM-
IUTAHTATAX, TPAHCACPMATbHBIX TUIACTBIPAX H MHUKPOMHKAICYJHPOBAHHBIX CHCTEMAX JOCTABKH. MOJKHO mpHMe-
HATH OHOpa3iaracMple OMOCOBMECTUMBIE MOJTMMEPHI, TAKHE KAK COMOJIMMEP 3THJICHA U BUHMIALETATA, NMOJHAH-
TUAPUIBI, OTUITTHKOJIEBAS KUCJIOTA, KOJUIATEH, MTOJHOPTO3(MHPHI U MOJIMMOJIOYHAS KUCI0TA. MHOTHE CIIOCOOBI
HOJIyYESHUS TAKHX COCTABOB 3aIIATCHTOBAHBI MIIH OOIICH3BECTHBI CIICIHAIUCTAM B JAHHOH 00JaCTH [CM., HANpH-
Mmep, Sustained and Controlled Release Drug Delivery Systems (1978) J.R. Robinson, ed., Marcel Dekker, Inc.,
N.Y].

TepaneBTHyeCKHE KOMIO3UIMH MOXXHO BBOJUTH C HMOMOIUBI) MEIHLIMHCKUX YCTPOHMCTB, M3BECTHBIX H3
VpOBHS TeXHUKH. HampuMep, B MPEeANOYTUTCIEHOM BAPUAHTE OCYIICCTBICHHSI KOMIOHEHT (A) w/umu (B) M0xxHO
BBOJHTH C IMOMOIIBIO OE3bIT0OJBHOTO YCTPOHCTBA A1 MOAKOXHBIX HHBEKIMH, TAKOTO KAK YCTPOHCTBA, PACKPHI-
Tie B mateHTax CIIA NeNe 5399163; 5383851; 5312335; 5064413; 4941880; 4790824 wm 4596556. I[Tpumeps!
XOpOIIO M3BECTHBIX UMILIAHTATOB H MOJYJCH, MPUMEHHMBIX B HACTOSINEM H300PETCHUH, BKJIFOYAOT: UMILIAH-
THPYEMYI0 MHKPOUH(]Y3HOHHYIO MOMITY U TO3MPOBAHMSA JIEKAPCTBA C KOHTPOIMPYEMOH CKOPOCTBIO, PACKpPbI-
Tyto B nmareHre CIJA Ne 4487603; TepaneBTHYECKOE YCTPOWCTBO A BBEACHHS JIEKAPCTBEHHBIX IPENAPATOB
yepe3 Koxy, packpsitoe B mateHTe CLIIA Ne 4486194; nommy no1 uH(Yy3HM JeKapcTBa A1 JOCTABKH JIEKAPCTBA
C TOYHOH ckopocTero MH(Y3uH, packpbiTyro B mareHTe CIITA Ne 4447233; umnimantupyeMmbiii HH(Y3HOHHBIN
HpHOOp C MEPEMEHHBIM 00BEMOM MOAAYH AJISI HEMPEPHIBHON TOCTABKH JICKAPCTBEHHOTO CPEJICTBA, PACKPBITHIH B
narcHre CLIIA Ne 4447224; 0CMOTHYECKYIO CHCTEMY JOCTABKH JICKAPCTBCHHBIX CPEICTB, HMCHOIIYK) MHOTOKA-
MEpHbIe OTAeIeHUs, packpbiTyro B mareHre CIIIA Ne 4439196; U OCMOTHUYECKYHO CHCTEMY JOCTABKH JICKApCT-
BCHHBIX CPeACTB, packpriTyto B mareHre CLIA Ne 4475196, 3TH naTeHTH! BKJIFOUCHBI B JAHHBIH JOKYMCHT IO-
cpeacTBoM CchUTKM. CrenuanucTaM B JaHHOW 00JaCTH M3BECTHBI MHOTHE APYTHE TAKHE HMILIAHTAThI, CHCTEMBI
JIOCTABKH ¥ MOJYJIH.

B HEKOTOPBIX BAPHAHTAX OCYLICCTBICHUS AHTHTENO K LY 75 MOXeT ObITh COCTABJICHO A1 0OCCICYCHUS
HAJICKAIIETO pacmpeaeacHus in vivo. Hampumep, rematossuepamueckuii 6apsep (BBB) He mpomyckaer MHO-
rHe BbICOKOrHAPO(uIbHBIE coeauHeHusA. [ obecneueHus nmepeceueHus BBB TepanesBruueckumu coenuHe-
HHSAMH (€CTH TpeOyeTCs) HX MOKHO COCTABIIATh, HAIPUMED, B JIMIIOCOMAX. B OTHOIIEHHHU CIIOCOOOB MOJTyYCHHUS
JMIIOCOM CM., HanpuMep, nateHTsl CLITA 4522811; 5374548 u 5399331. JIumocoMbl MOTYT COACPKATh OJHY HIIH
(DYHKIHOHATBHBIX YaCTEH, H30MPATEILHO TPAHCIIOPTHPYEMBIX B KOHKPETHBIC KJICTKH MIIH OPTaHbl, YTO, TAKUM
00pa3oM, MOBBIIACT KAYECTBO LCJICHAMPABICHHOW JOCTABKH JICKAPCTBEHHBIX CPEACTB [CM., Hampumep, V.V.
Ranade (1989) J. Clin. Pharmacol. 29:685]. MnmocTparHBHbBIC HALETHBAOIIKE ()Y HKI[HOHATIbHBIC YaCTH BKIIIO-
4yaroT (Ponar wu OHOTUH (CM., Hampumep, nmareHt CIIIA 5416016.); manHo3uael [Umezawa et al. (1988) Bio-
chem. Biophys. Res. Commun. 153:1038]; anururena [P.G. Bloeman et al. (1995) FEBS Lett. 357:140; M. Owais
et al. (1995) Antimicrob. Agents Chemother. 39:180]; peuentop moBepXHOCTHO-aKTUBHOTO Oenka A [Briscoe et
al. (1995) Am. J. Physiol. 1233:134]; p120 [Schreier et al. (1994) J. Biol. Chem. 269:9090]; cm. Tarke K. Kein-
anen; M.L. Laukkanen (1994) FEBS Lett. 346:123; J.J. Killion; I.J. Fidler (1994) Immunomethods 4:273.

[TyTH NpUMEHEHHS H CIIOCOOBI.

Hcnonp3yeMslii B JAHHOM JTOKYMEHTE TEPMUH "CyOBEKT" MOAPA3yMEBACTC KaK BKIFOUAIOIIHI YCTOBEKA H
OTJIMYHBIX OT YEJIOBEKA XUBOTHBIX. OT/IIUHBIE OT YEJIOBEKA KHBOTHBIC BKIIFOUAOT BCEX NMO3BOHOYHBIX XKHBOT-
HBIX, HAIPUMEP, MJCKONMUTAIOIIUX M HE SBJLTFOIIMXCS MIICKONHUTAIONIMMH, TAKUX KAK OTJIMYHBIE OT YEIOBEKA
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HNPUMATHI, OBILbI, COOAKM, KOIUKH, KOPOBBI, JOIIATH, Kyphl, 3MHOBOJIHBIC U NpecMbIKaromuecs. [Ipeamouru-
TEJIbHBIE CYOBEKTHl BKIIOYAIOT MALMEHTOB-TIOACH, HMCIOIIMX PACCTPOHCTBA, OMOCPEIOBAHHBIC HAPYIUCHHOU
aKTHUBHOCTBHIO LY75.

B HEKOTOPBIX NMPEANOYTHTEIBHBIX BAPHAHTAX OCYLICCTBJICHUSA CYOBEKTOM SBILIETCS CYOBEKT-YEIOBEK, Y
KOTOPOTO UMEETCA Aenelus 17p, HampuMep YEIOBEK, Y KOTOPOro HAOMOJAKOTCH MPU3HAKH XPOHHYECKOTO JTUM-
(hoImMTAPHOTO JICHKO3A.

CrocoObl ABIAOTCS OCOOCHHO MOAXOMALIMMH I JICYCHHS MALMCHTOB-THOACH, HMECIOIMX PACCTPOHCTBO,
CBSI3aHHOE C 3Kkcnpeccueit abeppanTHeix LY 75. C yuerom akcnpeccuu LY 75 Ha omyXoneBbIX KJIeTKax, KOMOH-
HALMM M CIIOCOOBI IO HACTOSIILEMY H300PETEHHIO MOXKHO MPHUMEHATH JJIS JIEUCHHS CyObEKTa C OHKOTCHHBIM Ha-
pYIICHHEM, HAIPUMEDP, HAPYIUCHUEM, XapAKTEPH3YOIIUMCS HATHYHEM OITy XOJIEBBIX KJIETOK, IKCIIPECCHPYIOIIUX
LY75, v npu U3roTOBJICHUM JICKAPCTBEHHOTO Mpemapara Jid JEYEHHS TAKOrO HApYIICHUs, BKIFOUYAIOLIETO,
HANpUMep, JICHKO3, B TOM YHCIE XPOHHYECKHHA TUM(POLUTAPHBIN JICHKO3 U OCTPBIH MHEIOMIHBIH JICHKO3, He-
XO/DKKHHCKYI0 uMbomy, B ToM urciae DLBCL, B-kierounyro mmMdomy, GoumukysipHyo tumM(poMy, MAHTHH-
HOKJICTOUHYKO TuM(pomy, mumMpoMy u3 TuM(POUTHON TKAHU CIU3UCTBIX 00010uck (MALT), B-kiIeTOUHY IO THM-
¢omy, Ooraryro T-kneTkamu/ructuonmramu, mumdpomy bepkurra, mMEQonIa3MOUUTAPHYIO TUMPOMY, MEIKO-
KJICTOYHYIO JTUM(OUUTAPHYIO JMPOMY, TUMPOMY M3 KICTOK MAPTUHAIBHOHN 30HBI, T-KICTOUHYH) AHUMEPOMY,
nepuepuyeckyro T-KIeTOUHYO TMM(POMY, AHATUIACTHYECKY IO KPYMHOKIETOUHYIO TUM(POMY H AHTHOHMMYHOO-
nactHyro T-kiaerouHyro nuMdomy. Beino mpoaeMoHcTpupoBaHo, yro LY 75 HHTepHAIM3UPYETCs NMPH CBS3bIBA-
HUHU C AHTHUTEJIOM, KaK MPOH/UFOCTPUPOBAHO B MPHMEPAX 5 U 7 HIDKE, YTO, TAKUM 00pa3oM, 00ECIICYHBAET MPHU-
MCHCHHUE aHTUTEN K LY 75 B moOoM MeXaHH3ME NECHCTBHS C HATPY3KOH, HampuMmep, B moaxoae ¢ ADC, B paguo-
HMMYHOKOHBIOrate wim B noaxoae ADEPT.

Anrturena k LY75, 00brHO BBOAMMEIC B BUAC ADC, MOXHO MPUMCHATH I HHTHOMPOBAHHS MM OJIOKH-
poBanus pyHkuuu LY 75, 1711 KOTOPOTO, B CBOKO OUEPEIb, MOXKET OBITH YCTAHOBJICHA CBS3b C MPEAY MPCHKICHUEM
WIH YMCHBIICHUEM HHTCHCHBHOCTH OIIPEACICHHBIX CHMIITOMOB 3a00JICBAHUSA, YTO, TAKMM 00pa3oM, IoapasyMe-
BacT LY75 B xauecTBe MeauaTopa 3a00j€BaHHA. DTOr0 MOKHO JOCTHYb MyTEM MPUBCACHHUS 00pa3la U KOH-
TPOJIBLHOTO 00pa3La B KOHTAKT C aHTHTEJOM K LY75 B ycrnoBusax, oOecneyHBaroImux 00pa30BaHHE KOMILIECKCA
MEXIy aHTuTeI0M M LY75. B 00pa3ue u KOHTPOIbHOM 00pasLe BHIABILIIOT U CPABHHBAIOT JHOOBIC KOMILICKCHI,
o0Opa3yrommecss MeKIy aHTuTe oM U LY75.

[Toaxonsmue myTH BBEACHUS KOMIO3HMIMH AHTHTEN (HANPUMEP, MOHOKIOHAJBHBIX AHTHTET M HMMYHO-
KOHBIOTATOB) 1N VIVO H iN Vitro XOpOoIIo U3BECTHBI U3 YPOBHA TEXHUKU H MOTYT OBITh BHIOPAHBI CPCIHUMH CIIC-
IMATUCTAMH B JAHHOW oOmactu. Hanmpumep, KOMIO3MIMH AHTHTEN MOXKHO BBOJMTBH NMOCPEACTBOM HHBEKLIHH
(HanpuMep, BHYTPHUBEHHOH MM MOAKOXHOM). [Toaxoasmue n03bI MPUMEHAEMBIX MOJEKY] OyIyT 3aBHCETh OT
BO3pACTa M MACChI TeJIA CYOBEKTA, a TAKKE KOHUECHTPALMHU W/HIIH COCTaBAa KOMITO3HI[MM AHTHTENA.

Kaxk omucaHo Bbie, anturena Kk LY 75 MOKHO BBOAMTH COBMECTHO C OJJHUM MM OoJiee JpyTUMHU TEpamnes-
THYECKUMH CPEICTBAMH, HANPHMEDP LUTOTOKCHYECKUM CPEACTBOM, PATHOTOKCHUYECKHM CPEJICTBOM HIH HMMY-
HOJCTIPECCHBHBIM CPEACTBOM. AHTUTEIIO MOJKET OBITh CBA3aHO CO CPEJACTBOM (B BHIE MMMYHHOTO KOMILICKCA)
WJIH MOKET BBOAMTBCS OTACTBHO OT CPEACTBA. B mocnenHeM ciydae (pa3aeiabHOE BBEJCHHE) AHTUTEIO MOJKHO
BBOJHTH JI0, IIOCJIC BBEJCHUS CPEJACTBA WIIM OJHOBPEMECHHO C HHM HJIM MOYKHO BBOJHTH COBMECTHO C IPUMCHE-
HHEM JPYTHX U3BECTHBIX BHIOB TEPAIMHU, HAPUMEDP, MPOTHBOPAKOBOH TEPANUH, HANPHMED, JyUYEBOH TEPAITHU.
Takue TepaneBTHYECCKUE CPEACTBA BKIIOYAIOT, CPEAM MPOUMX, MPOTUBOOITY XOJIEBbIC CPEICTBA, TAKUE KAK JOKCO-
PYOHIMH (aZPHAMMLMH), HUCIUIATHH, CyIb(}aT OJCOMUIIMHA, KAPMYCTHH, XJIOpaMOy LI, a Takke HuKiIodoca-
MHJ ¥ THAPOKCHMOYCBHHA, KOTOpBIE CaMH MO ceOe ABIIHOTCH I(PPECKTUBHBIMU TOJBKO HA YPOBHAX, KOTOpPBIC
SBJIFOTCS] TOKCHYHBIMHU MJIM CYOTOKCHYHBIMH JUIS MALMEHTA. [ MCIIaTuH BBOAT BHY TPUBEHHO B BUaE 10361 100
MI/KI OMH pa3 B YETHIPE HEMCNH, a AAPUAMHLIUH BBOIT BHYTPUBEHHO B BUAE 103bI 60-75 Mr/mu oauH pa3 B 21
JeHb. Jpyrue cpeacTsa, moaxo e 11 COBMECTHOTO BBEJICHHS C AHTUTEIAMH IO HACTOSLIEMY H300pPETCHHIO,
BKJTIOYAIOT APYTHE CPEACTBA, MPHUMEHACMBIC JUIA Je4YeHHUs (JOPM paka, HampHMEDP, paKa JKeJIyAka, paka 060104-
HOH M NMPAMOM KHUILUKH, paKa MPEICTATEIbHOH JKeNe3bl, paka MOJOYHOH JKeNe3bl, paka SIMIHUKA WM PaKa JIerKo-
ro, Takue Kak Avastin®, SFU u remuutabun. COBMECTHOE BBEACHHME AHTHTEN K LY75 MM UX QHTUICHCBSA3BI-
BAIOIIMX (DPArMEHTOB 1O HACTOSALIEMY H300PETCHHIO C XHMHOTEPANCBTHYCCKUMH CPEICTBAMH OOECICYHBACT
JIBA MMPOTHBOPAKOBBIX CPEACTBA, ACHCTBYIOIIHMX IMIOCPEACTBOM PA3IHUHBIX MEXAHH3MOB, KOTOPBIC 00ECIICUHBAIOT
JOCTHXKCHHE LIUTOTOKCHYECKOTO 3((eKTa B OTHOIICHUH OITy XOJIEBBIX KJICTOK YETOBEKA. Takoe COBMECTHOE BBE-
JICHHE MOJXKET Perarh MpooseMbl, 00yCIOBICHHbIC PA3BUTHEM YCTOHUMBOCTH K JICKAPCTBEHHBIM CPEICTBAM HIIH
HU3MEHCHHEM AHTUTCHHOCTH OITyXOJIEBBIX KJIETOK, KOTOPOE MOXET CACNATh UX HE PEATUPYIOLIMMH C AHTHTEJIOM.

®apmaneBTHUYCCKHE KOMOMHAIMU 10 HACTOSALIEMY H300pPETCHHIO TAKKE MOXKHO BBOJUTb BMECTE C CHIBO-
POTKOH KPOBH M/MJIM CHCTEMOH KOMIUIEMECHTA. JTH KOMIO3HIMH MOTYT OBITh MPEHMYIIECCTBCHHBIMH, €CIIH CHC-
TEMAa KOMILIEMEHTA HAXOJHUTCS B HEMOCPEICTBEHHOM OIM30CTH K AaHTHTEIAM. B kauecTBe axbTCpHATHBBI, AaHTH-
TEJIA U CUCTEMY KOMIIIEMEHTA MJIM CHIBOPOTKY KPOBH MOKHO BBOJHUTB PA3/CIIBHO.

Taxxke B mpeaenax 00beMa HACTOAIICTO H300PETCHUSA HAXOAATCA HAOOPBI, COACPIKALIUEC KOMIIOHCHTHI (A)
u (B) BMecTe ¢ MHCTPYKIMAMH IO MpHMEHEHHI0. Habop MOXET MOMOJHHUTEIBHO COACPKATh OJHH WM Oonee
JOTIOJTHUTEIbHBIX PEATCHTOB, TAKUX KAK HMMYHOJCTPECCHBHBIH PEAreHT, LIUTOTOKCHYECKOE CPEACTBO HIIH pa-
JHOTOKCHYHOE CPEJICTBO, HJIM OJHO MM 00Jee JOMOTHUTCIbHBIX AHTUTEN (HAIPHMED, aHTHUTENO0, o0naaaromee
JIOTIOJHSIOIICH AKTUBHOCTBIO, KOTOPOE CBSA3BIBAETCS C SMUTONOM HA aHTHreHe LY75, OTIMYHBIM OT TAKOBOIO
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JUUIA TIEPBOTO AHTHUTEIA).

COOTBETCTBEHHO, MALMEHTAM, MOJYYAOIHM JICYCHHE C MOMOIIBI0 (hAPMALEBTHUCCKHX KOMOHHAIMHA IO
HACTOSIIIEMY H300pPETECHHIO, MOYKHO JONOJHHUTEIHHO BBOAMTH (IO BBEACHHUS AHTHTENA, PACKPBITOIO B JAHHOM
JOKYMEHTE, OMHOBPEMEHHO C HUM HIIH IOCJIE HETO) APYTrO€ TEPANEBTHUECKOE CPEACTBO, TAKOE KAK LIUTOTOKCH-
YEeCKOE MJIM PAJHOTOKCHYHOE CPEJCTBO, KOTOPOE YCHIIMBACT WM YBEIWYMBACT TepaNeBTHUECKHH I dekT aHTH-
TeJI.

B apyrux BapHaHTax OCYIIECTBICHHUS CYOBEKT MOJKET MOJIYy4aTh JOMOJHUTEIBHOE JICUCHHE C MOMOIIBIO
CpeACTBa, KOTOPOE MOAYTHPYET, HAPUMEP, YCHIMBACT MJIM HHIHOMPYET, IKCIIPECCHIO HIIM AKTUBHOCTD Fcy mim
Fcy-peuenTopoB, mocpeacTBOM, HAPUMED, JIEUYEHHA CyObEKTa HMTOKMHOM. [IpemoyTHTENbHBIE IUTOKUHbI 11
BBEICHHA B XOJC JICUCHHUS MOJHMCNEUM(UUECKONH MOJNEKYJIOH BKJIFOYAIOT I'PAHYJIOLMTAPHBIH KOJOHHECTUMY JIU-
pyrouuii paxrop (G-CSF), rpaHyaonurapHo-MakpodararsHbIi kosoHHeCTHMY IUpyromui (pakrop (GM-CSF),
uHtepdepon-y (IFN-y) u paxrop Hexpo3za omyxomu (TNF).

Bce nuTeparypHble MCTOYHHKH, YIIOMHHAEMBIE B HACTOSIIEM ONMHCAHHMM, B TOM YHCIE O€3 OrpaHHYCHUA
BCE JOKYMEHTHI, ITyOIMKALMM, MIATCHTHI, 3A5BKH HA MATCHTBI, NMPE3CHTAIMU, TEKCTHI, OTYETHI, PyKONHUCH, Opo-
LIFOPBI, KHUTH, HHTCPHET-NMyONHKALMH, XYPHATbHBIE CTAThH, NEPUOAMYCCKUE H3AAHHA, HH(POPMALMOHHBIC
OIONIETEHU O MPOAYKTAX M T.II., HACTOSIIMM BKJIIOUCHBI B HACTOSILEE ONMUCAHUE MOCPEICTBOM CCBHIJIKH BO BCEH
cBoed nomHote. OOCY’)KACHHE JTHTEPATYPHBIX UCTOYHHKOB B JAHHOM JOKYMEHTE NPEIHA3HAYCHO JHMINb IS
0000IIECHH YTBEPKICHHH, CACTAHHBIX HX aBTOPAMHM, U HE ACIAETCA MPH3HAHHE TOro (pakra, uTo oOOH nuTe-
PATYPHBIH HCTOYHHK COCTABJLIET YACTh MPEALICCTBYIOIIETO YPOBHA TEXHUKH, a 3aABUTCIH COXPAHSIOT 32 COOOH
MPaBO OCMAPHBATh JOCTOBEPHOCTb H 3HAUHMOCTb Y IOMHHAEMbIX JTHTEPATYPHBIX HCTOUHHKOB.

XOTs BBILICYNMOMSAHYTOE H300PETEHUE OBbIIO JOBOJBHO MOAPOOHO ONMHCAHO MOCPEACTBOM HILUIFOCTPALUH H
MPUMEPA B LIEJLIX SICHOCTH NMOHUMAHHA, CPEIHHM CIICI[HATHUCTAM B JAHHOH 00IAaCTH B CBETE UIACH HACTOAIICTO
u300peTeHus OyneT 0e3 TPyAa MOHATHO, YTO B €T0 OTHOIICHUH MOYKHO MPOU3BOJAMTH ONMPCACICHHBIC H3MCHCHUS
U MoauduKanuu 0e3 OTCTYIICHHS OT CYIMHOCTH HIH 00BbEMAa 3aBUCHMBIX ITyHKTOB (POPMyIIbI H300pETCHUS.

Hacrosmee u300peTeHue JOMOTHUTEIBHO MPOMJLTFOCTPUPOBAHO C NMOMOIIBIO CIEIYIOIHX MPUMEPOB, KO-
TOpBIE HE CIEAYET TOJIKOBATH KAK JOMOIHUTEIHHO OTPAHHYHBAOIIHC.

ITpumep 1. [ToxyueHHE YeIOBEYECKUX MOHOKJIOHAIBLHBIX AHTHTE/ MPOTUB aHTureHa LY75.

B cooTBeTCTBHM CO CTaHAAPTHBIMH HpoueaypaMu Meimei (XenoMouse 1gG1) uMMyHH3HPOBAIM KIICTKA-
mu CHO, tparcuumpoBanHsiMu LY 75 nMomHOH JUTHHBL

Cremm$puyHOCTh aHTUTEN, BHIPAOOTAaHHBIX MPOTHB LY 75, HccnenoBanu ¢ mMOMOIUBIO NPOTOYHOH LIMTOMET-
puu ¢ ucnons3osanueM ki1eTok HEK293, tpancduumpoBannbix LY 75, u BIOCIEACTBHY C HCIIOJIB30BAHHEM KJIC-
Ttok HT29, akcnpeccupyrommx LY75. [l Toro 4roOsl HCCIEA0BaTh CIOCOOHOCTh AHTUTEN CBA3BIBATHCS C OeI-
koM LY75 Ha KkJIETOYHOH MOBEPXHOCTH, AHTUTEIA MHKYOMPOBANH C KJIETKAMH, SKCHpeccupyrommuMu LY7S5.
Krerku npomsisamu Oydepom s FACS (DPBS, 2% FBS), uenrpudyruposanu u pecycneHauposaitu B 100
MKJI Pa30aBJICHHOTO NMEPBUYHOrO aHTurena k LY75 (tarke passeaeHHoro B Oydepe nins FACS). Komnneke aH-
TUTEJIO-THHHUA KJIETOK HHKYOHpPOBATH HA JbAY B TeueHHE 60 MHH M 3aTEM ABAXIbI MPOMBIBANHU Oydepom s
FACS, onmucanbM Bbie. OCaok KICTKA-aHTHTENIO pecycrneHaupoBatu B 100 MK pa3BEACHHOTO BTOPHYHOTO
aHtrurena (Taxke paszdasiecHHOTo B Oydepe mma FACS) u unkyOupoBamu Ha Ay B TeueHue 60 MHH HA JIbIY.
Ocanok MpoMbIBaIM, KaK ONMUCAHO BbIIIE, U pecycnenauposanu B 200 mxi Oydepa s FACS. O6pasup! 3arpy-
xamu B mpoTouHblid nuromeTp BD FACScanto I, u nmpu 3TOM JaHHbIC AaHAIU3UPOBAIH C MIOMOIIBIO IPOrPAMM-
Horo obecnieucHust BD FACSdiva (pe3ymbTaThl He MOKA3aHBI).

ITpumep 2. YCTaHOBIEHHE CTPYKTYPHBIX XapAKTEPUCTUK MOHOKJIOHANBHBIX aHTUTET K LY75.

IMocnenosaremprocT KJHK, komupyromume BapuaOeabHBIC 00JACTH TSKEIBIX M JISTKHX LCMCH MOHOKJIO-
HajgbHOTO aHTHTena LY75 Al, nmoxyyamu ¢ moMompro craHaapTHeix Metoauk [1LP u cexBeHupoBanu ¢ nomo-
HIBI0 CTAHAAPTHBIX METOAUK CekBeHUpoBaHusa JHK.

[Tocen0BATEILHOCTH AHTHTENIA MOXKHO MOJABEPTHYTh MyTarcHe3y AJI1 BO3BPALUCHHUS K OCTATKaM 3apOJbI-
IICBOTO TUIA B NMOJOXXCHUH OJHOTO MM 00JIeE OCTATKOB.

HykneorunHast W AaMHMHOKHCIOTHAsA IOCJIEIOBATENBHOCTH BApUHAOEIbHOH O00JACTH TSKEIOH LEMH
LY75_ Al noka3ausl mog SEQ ID NO: 3 u 1 coorBercTBeHHO. HyK/I€OTHIHAS M AMHHOKHCIIOTHAS MMOCICIOBA-
TEIBHOCTH BapualepHO 0OmacTu nerkoi uenu LY75 Al moxazanst nog SEQ ID NO: 4 4 2 COOTBETCTBEHHO.

AMHJHOKHCIOTHAS U HYKJICOTHIHAS MOCJICAOBATCILHOCTH Tskenoi uenu LY75 Al mokasansr B SEQ ID
NO: 38 u 202, COOTBCTCTBCHHO. AMHHOKHCJIOTHAA W HYKJICOTHIHAS IOCJCIOBATCIBHOCTH JICTKOH LCHH
LY75 Al noxazausl B SEQ ID NO: 39 u 203, cOOTBETCTBEHHO.

CpaBHeHHE NMOCIEI0BATECIBHOCTH TSDKEIOH nenmu uMMyHornoOyanHa LY 75 Al ¢ u3BeCTHBIMH NOCIEI0BA-
TEJBHOCTSAMH 3apOJBIIICBOTO THIIA TSDKEJOW LEMH MMMYHOTJIOOYJIMHA YEJOBEKa MPOJECMOHCTPHPOBATO, YTO B
Toxenoi nenu LY 75 Al ucnonesyercs Vy-cermMeHT u3 Vy 3-15 yenoBeka 3apoaplleBOrO THIA U Jy-CErMEeHT H3
Ju JH4 yenoseka 3apoasimieBoro Tuma. JaapHCHIIUI aHAIH3 MOCNEA0BATEIbHOCTH Vi LY75 Al ¢ moMoOImbio
cuctemsl Kabat anmsa onpenenenus CDR-o61acti mpusen k BeuiBacHuto odmacreit CDR1, CDR2 u CDR3 tspke-
noi uenwu, nmokazaHHeIXx moa SEQ ID NO: 5, 6 u 7 COOTBETCTBEHHO. BhIpaBHHBAaHUA MOCIICIOBATCIBHOCTEIH
CDR1, CDR2 u CDR3 V4 LY75 Al ¢ nocneaoBarenbHOCTBIO Vi 3-15 3apoapimesoro tTuna u JH JH4 3aponsr-
IICBOTO THIIA MOKA3aHbI HA ur. 1.
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CpaBHeHHE MOCIECA0BATECIBHOCTH JETKOH LemH MMMYHOTI00yaHHa LY75 Al ¢ M3BeCTHBIMH MOCIEA0BA-
TEIbHOCTAMHU 3aPOJBIIICBOTO THINA JIETKOH LEMH MMMYHOIJIOOYJIHHA 4YETOBEKA NMPOJEMOHCTPUPOBAIO, YTO B
nerko nemu LY75 Al ucnons3yercs Vi-cermeHT u3 Vi O12 yenoBeka 3apoJpIIeBOrO THIIA U Jx-CErMEHT H3
Jx JK4 yenoseka 3apoasieBoro tuma. JamsHeimmii aHanu3 mocnexoBareapbHocTH Vi LY75 Al ¢ momounsro
cuctemsl Kabat ansa ompeaenenus CDR-o61actu mpusen k BeisiBacHuto oonacteit CDR1, CDR2 u CDR3 nerkoit
nenu, nokazaHueix o SEQ ID NO: 8, 9 u 10, coorBeTcTBeHHO. BripaBHuBaHus nocnenoBareapHocteir CDR1,
CDR2 u CDR3 Vg LY75_Al ¢ mocnexoBareasHocTsAMUH Vi O12 3apoasrmesoro tuna U Jy JK4 3apoasimesoro
THIA MOKA3aHbI HA (ur. 2.

ITpumep 3. UMMYHOTHCTOXUMHUYECKOE UCCIENOBAHHE C MOMOIIBIO MOHOKJIOHAILHOIO auTuTena k LY75.

C noMouIpI0 YeJ0BEUECKHX MOHOKIOHAJIBHBIX AHTHTEN, crielM(HUHBIX B OTHOLICHHH LY 75, ocymecTBis-
JH MMMYHOTHCTOXHMHYCCKOC HCCICIOBAHUE C HCMOJB30BAHUEM KJICTOUHBIX ocaakoB FFPE HT-29 u A549,
Mmatpuu ¢ oopasuamu FFPE HexomKKHHCKOH TMM(OMBI H PAKOBOH OITy XOJIH MOKETy JOYHOU KEJIe3bl H CBEXKE-
3aMOPOKEHHBIX OITyXOJICBBIX 00pa3LoB TUM(POMBL/ICIK03a, CPE30B PAKOBOM OMyXOJH SIMYHHKA, PAKOBOH OImy-
XOJIM MOKE Ty JOYHOM JKEJI€3bl U PAKOBOH OITy XOJIM MOJIOYHOH JKEJIE3bl H MATPULIBI C HOPMATbHBIMH TKAHAMH.

Marepuais! 1 CriocoOBI.

Marepuasl.

Kcumnomer (X5P-1gal) ot Fisher Scientific, [TeHcunsBanus, CILIA.

100% atanon HistoPrep (HC-800-1GAL) ot Fisher Scientific, [TeHcunsBanus, CILLIA.

10x uuTparHsiit Oydep ams Tepmuyeckoro aeMackuposanus snuronos (AP9003125) or Thermo Scientific,
Maccauycerc, CILIA.

Huruburop nepoxcuaassl Thermo Scientific* Pierce* (35000) ot Thermo Scientific, Maccauycerc, CLIA.

BeccriBopoTouHbIi OeaK0BbIH O10KHpYIomui pacTBop (X0909) ot Dako, Kamidopuus, CIIIA.

Bropuunoe antuteno: Fab-cneuugmunoe anrureno ko3sl kK IgG yenoseka, koHbroruposanHoe ¢ FITC
(109-097-003), ot Jackson ImmunoResearch, ITencummBanus, CIIA.

IgG uemosexa ChromPure, nenas monekyma (09-000-003), ot Jackson ImmunoResearch, ITeHCHBBaHNS,
CILIA.

Tpetuunoe antuteno: antureao meim k FITC (ab10257) or Abcam, Maccauycerc, CLIA.

Ounmennnnii 1gG yenoBeka a1 u3oTumuueckoro koHTpomst (1-001A) or R&D Systems, Munnecora,
CILIA.

Tween-20 (BP337-100) ot Fisher Scientific, [TencumsBanus, CILIA.

Aueron (BP2403-4) ot Fisher Scientific, [TencunsBauus, CIITA.

HRP-konbtorupoBanssiii nonumep Dual Link EnVision+ ansa anturen mbimu u kpoiuka (K4063) ot
Dako, Kanudopuus, CILIA.

Habop DAB ¢ 2 pacteopamu (882014) ot Invitrogen, Hbm-ﬁopk, CIIIA.

I'emaroxcumin appuca (23-245-677) ot Fisher Scientific, [TencunsBanus, CLLIA.

3amuBouHas cpeaa Faramount (S302580) ot Dako, Kamugopuus, CIIA.

TxaHeBble cpe3bl 1 MaTpuusl npuodperanu ot US Biomax Inc., Mapunena, CLIA wmu Origene, Mapu-
nena, CIIA.

[NTomyuenue mukponpenaparos FFPE - yaanenue napaguua u perumparamms.

Ocymectsmanu ynaneHue nmapapuna u3 mukponpenaparos FFPE B kcunone (2x3 MHH), a 3aTeM OCYILECT-
BJSLTH PETHAPATALHUIO C UCTOMB30BaHHEM cMecH 1:1 xcumona u 100% stanona (1x3 mun), 100% 3taHona (2x3
MuUH), 95% atanona (1x3 muH), 70% 3taHona (1x3 muH), 50% 3tanona (1x3 MHH), a TakKe BOJOMPOBOIHOM
BOABI (1x3 MuH).

INomyyenue mukponpenaparoB FFPE - nemackupoBaHHE AHTHTEHA (MHKPOBOJIHOBOE U3y YCHHUE).

Anruren LY 75 aemMackHpoOBaIH C HCIOIB30BAHUEM HArPEBAHUS MHKPOBOJHOBBIM H3JIYYEHHEM C BBICOKOH
MOIIHOCTBIO 10 KUICHHUSA, 3aTEM C HU3KOH MOIIHOCTHIO B TeyeHHE 10 muH B 50 M 1x murparHoro Oydepa B
cocyne Kommmua. MukponpenapaTsl 3aTeM OCTaBILLIM OXJIKIATHCS A0 KOMHATHOH TEMIEPATypbl B TCUCHHE
JIOTIOJTHUTEIBHBIX 15 MMH, 3aT€M MPOMBIBATH BOAOMPOBOIHON BOJOH 3 MuH. Kaxxasiit TkaneBoi cpes/TMA 00-
BOJHIIH OKPY>KHOCTBIO C IOMOIIBIO KapaHaaIa A co3aaHus ruapodoOHoro dapbepa, H 3aTeM MHKpPOIPEnapa-
ThI 3 pa3a npomsiBany B PBS B TeueHue 3 MuH 4151 KOKIOH MPOMBIBKH.

ITomyyenue mukponpenaparos FF.

Muxponpenapars! U3BJIEKaIH 13 XpaHuauma npy -80°C, u odecneynBany UX CyIIKY MPU KOMHATHOH TEM-
neparype B BHITSDKHOM mkady B TeueHue 20-30 MuH. Mukponpenapars! pukcupoBamy B TeueHue 10 MuH B Je-
JWIHOM aueTtoHe mpu -20°C, 3areM oOecneyuBatd UX CYIIKY B TeueHHE 20 MHH B BBITSDKHOM IIKady HMpH KOM-
HATHOI Temmeparype. MUKponpenapaTsl MPOMBIBAIH, H OCYIICCTBIIIIM HX peryaparauuto B PBS ¢ 3 mpomebis-
KamH, Kaxaas B TeueHue 3 MuH. Cpe3sl 00BOJMIM MO KOHTYPY C MOMOUIBIO KapaHJAIa Uil CO3JaHUSA THIPO-
(oOHOrO Oapsepa.

ITosyyeHHE KOMIIJIEKCOB AHTHUTE.

IeppuuHoe antuTeno k LY75 paszbaBmaan B OSCCHIBOPOTOYHOM OCITKOBOM OJOKHPYHOIIEM PACTBOPE
(SFPB) ¢ moxyueHHeM pacTBOopa C KOHUEHTpaimeH, B 20 pa3 MPeBHIAOIMICH TPEOYEMYH0 KOHCUHYHO KOHICH-
Tpauuro (20 MKI/MJ 11 KOHCYHOH KOHICHTparuu 1 MKr/mir). BTOpHYHOE aHTHTEI0 KO3BI K AHTHTCHCBA3BIBAIO-
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memy ¢parmenty (Fab) ummynornoOymuHa G yenoseka (IgG) monyuanu ananoruuHsiM oOpasom B SFPB ams
CO3JaHUA PACTBOPA C PABHOM KOHLEHTPALMEH.

PaBHBIC 00BEMBI IEPBHYHOTO H BTOPHYHOTO AHTHTEIA OOBEIUHSAIH B MPOOHPKE C 3TUKETKOM, OCTOPOIKHO
MEPEMEIIMBAIH H HHKYOHPOBAIM B TCUCHUE 3 MHH ITPU KOMHATHOH TeMmepaTtype, B Pe3yIbTaTe Yero IoJIyYaaH
KOHLCHTPALMIO NMEPBUYHOTO aHTHTENa, B 10 pa3 mpeBbIMIAKONIYI0 TPeOYyEeMyH KOHEUHYIO KOHueHTpauuro (10
MKI/MJT 4711 KOHCUHOU KOHLCHTpauuu 1 Mxr/mi). Oty cmech pa3daemanu 1:5 ¢ momomsro SFPB, ocTopoxHo
HEpPEMEIIMBAIH U HHKYOHPOBaIW B TeueHue 30 MHH MPH KOMHATHOH TeMIlepaType, B pe3yJIbTaTe Yero IoJIyYaaH
KOHLCHTPALMIO NMEPBHYHOTO AHTHTENA, B 1BA Pa3a MPEBBILAOINYI0 TPEOYEMYH KOHEUHYIO KOHLEHTPALHIO (2
MKT/MJT IJI1 KOHCYHOH KOHLECHTPAIUu | MKI/MT).

Jns moyTyyeHHs KOHCYHBIX OKPAIIMBAKOIIMX KOMIUIEKCOB 1% (10 mxr/mki) pactBop IgG uenoBeka mooy-
yamu B SFPB, u mpu 310M paBHBIH 00BeM J0OABISUIM K CMECH NICPBHYHOTO/BTOPHYHOTO AHTUTEIA. DTy KOMOU-
HALIMIO OCTOPOXKHO NMEPEMEIIHBATH H HHKYOHPOBAJIHU IMPH KOMHATHOH TeMmeparype B TeueHue 30 MHH ¢ pa30as-
JICHHEM CMECH NMEPBHYHOTO/BTOPUUHOTO AHTHTENA A0 MOJOBHHBI KOHICHTPALUH IIEPBUYHOTO AHTUTENA, H B pe-
3yJbTATE MOJTy4ad TpeOyeMyH KOHCYHYI0 KOHLCHTPALHIO NEPBHYHOTO aHTUTENA (1 MKI/MiT).

HMMMyHOOKpaIIUBaHHE.

TeM BpeMEHEM AKTUBHOCTH JHIOTCHHOM TKAHEBOM MEPOKCHAA3HI OJOKHPOBATH MOCPEACTBOM HHKYOHPO-
BAHMS TKAHEH C MHTHOMTOPOM MEPOKCHAA3bl B TeYeHHE 5-10 MUH MpH KOMHATHOH TEMNEparype B YBJIAXKHHU-
TEJBHOM KaMepe. 3aTeM MHKpOMpenaparsl mpomsiBaiu B PBS 3 paza B TeueHHE 3 MHH IS KQXKIOH MPOMBIBKH,
Txanu unkyOuposamu B SFPB B Teuenne 30 MMH ImpH KOMHATHOH TEMIIEpaType B yBIAKHHTEJIBHOH KaMepe.
KoHeuHble OKpaIIMBAIOIME KOMIUIEKCHI HAHOCHJIM HA KAKIBIA TKAHEBOH CpE3 W/MIM MHKPOMATPHLY, U IIPH
3TOM MHKpPOIpPENapaTsl HHKYOMPOBAMH B TeueHHE 30 MHH NMPH KOMHATHOH TEMIIEPATYpE B YBIAKHHTEJIbHOMH
Kamepe. 3aTeM MHKpOMpenapaTsl MPOMbIBaIH 0auH pa3 B PBS u oxun pa3 B PBST (PBS+0,125% Tween-20) B
TEUeHHE 3 MHH Ui KaKA0H mpombiBkH. TperuuHoe aHTHTENO MbIH K FITC HAHOCHIM NMPH KOHIEHTpAuuy 2
MKI/M1I Ha 30 MMH NpH KOMHATHOH TEMIIEpaType B YBIAKHHTEIBHOH KaMepe. 3aTeM Cpe3bl MPOMBIBAIH OJUH
pa3 B PBS u oxuH pa3 B PBST B TeucHHe 3 MHH IJI1 KaKIOW MPOMBIBKH. 3aTeM HA TkaHu HaHocumm HRP-
KOHBIOTHPOBaHHbIA mosuMep Dual Link EnVision+ Ayt aHTHTEN MBIIIKM M KPOJIHKA, U MHUKPOIIPENIAPAThl HHKY-
O6upoBanyu B TeueHue 30 MHH IMPH KOMHATHOH TEMIIEPAType B YBIAKHUTEIbHOH KaMepe. 3aTeM MHKpOMpenapa-
TBI MPOMBIBATIH OJHH pa3 B PBS, oaun pa3 B PBST B Teuenue 3 MUH A1 KaXKA0#H MPOMBIBKH. TKaHH HHKYOHpO-
Banu B pacteope DAB, mosy4eHHOM B COOTBETCTBHH C HHCTPYKIHMAMH IIPOU3BOIUTEIS, P KOMHATHOM TeMIie-
parype B TeucHue 10 MHH. 3aT€M MHKPONPENAPATHI OJUH pa3 MPOMBIBAIH MPOTOYHON BOJOMPOBOIHOM BOJOH B
Te4YCHUC 2 MUH U oauH pa3 B PBS B TeueHue 3 MuH. OCYIIECCTBISAIM KOHTPACTHOC OKPAIIMBAHUC MUKPOMPEIA-
PaToB C MOMOMIBIO FTEMATOKCHIMHA B TeueHHe 30 ¢ MpU KOMHATHOH TEMIIEPATYPE U MPOMBIBATH MPOTOYHOH BO-
JIONMPOBOJHOM BOAOH. MHKpompenapaTsl CyIUMIH NMPH KOMHATHOM Temmeparype B TeueHHe 30 MHH, M 3aTeM
MHKPONPENAPATHI 3aKT0YANU NOA NOKPOBHBIE CTEKIA C UCMOJIBb30BAHUEM 3AIMBOYHOM cpeanl Faramount.

Pesybrarsl.

LY75 Al xapakTepu30BajaoCh MOJOXKUTEIBHBIM PE3YJIBTATOM NPH HCNOIb30BaHUHU 00pa3uos FFPE Tprk-
JIbI HCTATUBHOM PAKOBOH OIMyXOJH MOJIOYHOMH KeJe3bl, MpUUeM 77% Cpe30B XapaKTEPU30BAIUCH IOJIOKUTEIIb-
HbIM OKPAIUIHBAHUEM, H 55% NEMOHCTPUPOBAIH HHTCHCUBHOE (+++) OKpAIIHBAHKUE.

OxpammBanue B oTHomeHun LY 75 HopmamsHbIx TkaHeH FF, kak nmpaBumno, ObUI0 B AHANIA30HE OT OTCYTCT-
BYIOILCTO 10 HH3KOTO YPOBHSA. DMUTCIHIA MPOTOKOB MOJIOYHOH JKEJIC3BI, CIFOHHOM >KEJIC3bl U IMOIKETy JIOUHOH
JKeNe3bl JEMOHCTPUPOBAT YPOBEHb OKPALIMBAHUA OT BBIPAXKCHHOTO HHU3KOTrO A0 YMEPEHHOTO, M MPH 3TOM Ha-
Omonancsa HU3KUI YPOBCHb MOJIOXKHTEIBHOTO OKpPAILIMBAHUA CEIC3CHKH. Takum 00pa3oM, aHTHTEIA, HAMPAB-
JeHHble Ha LY75, MOXHO HMCHOJBb30BaTh B KAUECTBE TEPANEBTUUCCKUX CPEACTB H JUATHOCTHUECKHUX CPEACTB
IPH HEKOTOPBIX M3 MCCIIETYyEMBIX (JOpPM paka H, BO3ZMOXKHO, IPYTHUX THIAX PAKA, XapPAKTEPU3YIOIUXCS IKCITPEC-
cuet LY75.

[Tpumep 4. DPpPekTHBHOCTH MOHOKIOHANBHBIX aHTHTEN K LY75, koHbprorupoBanubix ¢ DM1, B oTHOIIC-
HUU Kaetok HT-29.

Marepuasl.

CellStripper (He(epMCHTATUBHOE CPEACTBO i1 aucconuauud kiaetok) (MT-25-056CI) ot Fisher
Scientific, ITencuabBanus, CIITA.

PBS, pH 7.4 (1X) (SH30028LS) ot Fisher Scientific, [TeHcumsanus, CIIA.

Cpema RPMI 1640 (MT-10-041-CM) ot Fisher Scientific, [TencumsBanus, CLIA.

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

Cnocobd.

OCYLIECTBISUIM TUCCOIMALIUIO KJIETOK ¢ momompro CellStripper m moacueT ux KOMM4ECTBA. Se3 Kie-
TOK/JyHKa LECHTPH(YTHPOBATH C MOJYYCHHEM OCAJKa (B CIy4ac KJIETOK B CYCIICH3HH MOXXHO HCIOJIb30BATh
00JTbIICE KOJMYCCTBO B 3aBUCHMOCTH OT BPEMCHH YJIBOCHHUS KOJIMUYCCTBA KJICTOK, Kak, Hampumep, 10e3 xie-
TOK/MyHKa). Ocanok pecyCneHIUPOBAIH B Ky JIbTYPATbHON CPEJE C MOJyYCHHEM KOHICHTPAUMHU 15 KIeTOK/MIL.

Jobasmimu 50 MKVIyHKA CyCNIEH3HM KICTOK B JYHKH 96-ITyHOYHOTO IJAHINETA C OCIBIMH CTCHKAMH H
MPO3PAYHBIM JHOM. AHTHTE]IA Pa30aB/IsIM M THTPOBAIHM B 8 TOUKAX (THTPOBAHMA C 3-KPATHBHIMH PA30aBICHUA-
MH), COOTBETCTBYIOUMX KOHUEHTpauusaM 0-20 HM (B ABa pa3a MPEBBIILAIIUM UCCICTYEMBIE KOHLCHTPALIMH).
Paz0aBicHHBIC aHTHTEIA WM Cpeay (a1 HeoOpaboTaHHBIX 00pa3uoB) (50 MK/ IyHKA) J0OABISAIH B COOTBETCT-
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BYIOIIHE JIYHKH.

N36m1TOK cpeas! (200 MKI/TyHKA) J0OABIAIH BO BHEIIHUE PAABI M KOJOHKH IUIAHIICTA I MPEIOTBpAILe-
Hus ucnapeHus. [1naHmer uHkyOupoBamu B TeueHue 72 4 mpu 37°C.

[TnaHmer u3BNEKaNU U3 MHKYOATOPA W MHKYOHPOBANHM NPH KOMHATHOM TeMIepatrype B TeueHue 30 MHH.
Tem Bpemenem pa3mopakusaau pacteop CellTiter Glo. [TnaHmeT BCTPAXHMBAIU U MPOMBIBATIH 1 pa3 ¢ HCHONb-
3oBaHueM 100 mx/ayHKa PBS (B cilyyae KI€TOK B CYCIICH3HMHU MIAHIIET CHAYAIA UCHTPU(YTHPOBATH AT OCAXK-
JeHus KIeTok). B kaxayro myHky godasmimm 100 mxo/nmynka PBS u 100 mxa CellTiter Glo u TmarensHo mepe-
MEIIHUBAIH C NMOJIyYeHUeM cMecH. [ImaHmeT HHKyOHpOBaaM B TEMHOTE NMPU KOMHATHOH TEMIIEPaType B TCUCHHUE
15 MuH ¥ HaOMOJANH MOCPEACTBOM MHKPOCKOINHH, YTOOBI YOECAMTHCA B TOM, UTO Npou3oIuena 3((eKTHBHbIH
JTH3HC KJIETOK. 3aTeM IUIAHIIET NPOYMTHIBATH HA oMHHOMeTpe Glomax.

Pesybrarsl.

Pesyapratel mpeacTasieHsl Ha (Ur. 3a, HA KOTOPOH MOKA3aHAa CyOMOIy U AHTHTE, KOTOPHIC, KaK U3-
BECTHO, CBA3BIBAIOTCA C LY 75, 4TO0 MOXKET MHIyLMPOBaTh YHUUTOXKEHHE Ki1eToK HT-29. 310 mo3eosster mpen-
NOJIOXKHUTh, YTO MPU TOM, YTO 3THU AHTHUTENA MOTYT CBA3BIBATLCA C LY 75, TOMBKO HEKOTOPBIE H3 HHUX MPOSBILIIOT
3¢ dekTHBHOCTH, Oy yuHu KOHBIOTHPOBAaHHBIMU ¢ DM1. 3arem u3 cyOnomyiauuu BHIOUPATH AHTHTENA AU JAJThb-
HEHINEero aHaNIUM3a HUTOTOKCUYECKON AKTUBHOCTH.

[Tpumep 5. IPPeKTUBHOCTF MOHOKIOHAIBHBIX aHTUTEN K LY75, koHbrorupoBanHeix ¢ DM1 U KOHBIOTH-
poBaHHbIX ¢ DM4, B OTHOIIICHHH PAKOBBIX KJIETOK 000J0YHOM H NMPAMON KHIIKH.

Marepuasl.

CellStripper (He(epMCHTATUBHOE CPEACTBO i1 aucconuauud kiaetok) (MT-25-056CI) ot Fisher
Scientific, [Tencuabanus, CIITA.

PBS, pH 7.4 (1X) (SH30028LS) ot Fisher Scientific, [TeHcumsBanus, CIIA.

Cpema RPMI 1640 (MT-10-041-CM) ot Fisher Scientific, [TencumsBanus, CLIA.

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

Cnoco0.

OCyLIEeCTBISUIM AUCCOUMALMIO KIETOK ¢ momompro Cell Stripper u moacueT ux konu4ecTBa. Se3 kie-
TOK/JlyHKa LECHTPH(YTHPOBATH C MOJYUYCHHEM OCAJKa (B CIy4ac KJIETOK B CYCNICH3HH MOXXHO HCIOJIb30BATh
00JbIICE KOJMYCCTBO B 3aBUCHMOCTH OT BPEMCHH YJIBOCHHS KOJIMUYCCTBA KJICTOK, Kak, Hampumep, 10e3 xie-
TOK/MyHKa). Ocazok pecyCrneHIUPOBAIH B Ky IbTYPATbHON CPEJE C MOJyYCHHEM KOHICHTPAUMHU 15 KIeTOK/MII.

Jobasmimu 50 MKV/IyHKA CyCNEH3HM KICTOK B JYHKH 96-IyHOYHOTO IJIAHINETA C OCIBIMH CTCHKAMH H
MPO3PAYHBIM JHOM. AHTHTENIA Pa30aB/IsIM M THTPOBATH B 8 TOUKAX (THTPOBAHHA C 3-KPATHBIMH Pa30aBICHUA-
MH), COOTBETCTBYIOUMX KOHUEHTpauusaM 0-20 HM (B ABa pa3a MPEBBIILAIOIIMM HCCICTYEMBIE KOHLCHTPALMH).
Paz0aBicHHBIC aHTHTEIA WM Cpeay (a1 HeoOpaboTaHHBIX 00pa3uoB) (50 MK/ IyHKA) J0OABISAIH B COOTBETCT-
Byrouue JgyHkH. M36bITok cpeap! (200 MK/IyHKA) JOOABIAIM BO BHEIUHHE PSAAbl M KOJOHKH ILIAHIICTA A
npenoTBpancHus ucnapeHus. [Tnanmmer uHkyOuposamu B reuenue 72 4 mpu 37°C.

[TnaHmeTr u3BNEKaNU U3 MHKYOATOPa W MHKYOHPOBANHM NPH KOMHATHOM TeMIepatrype B TeueHue 30 MHH.
Tem Bpemenem pasmopakusaau pacteop CellTiter Glo. [TnaHmeT BCTPAXHMBAIU U MPOMBIBATIH 1 pa3 ¢ HCHONb-
3oBaHueM 100 mx/ayHka PBS (B cilyyae KJI€TOK B CYCIICH3HMH MIAHIIET CHAYAIA UCHTPU(YTHPOBATH AT OCAK-
JeHH KIeToK). B kaxayro myHky godasmimu 100 mxo/nmynka PBS u 100 mxa CellTiter Glo u TmarensHo nepe-
MEIIHUBAIH C NMOTyYeHUEM cMecH. [ImaHmeT HHKyOHpOBaaM B TEMHOTE NMPU KOMHATHOH TEMIIEPAType B TCUCHHUE
15 MuH ¥ HaOMOJANH MOCPEACTBOM MHKPOCKOINHUH, YTOOBI YOECAMTBCA B TOM, UTO mpou3oIuena 3((eKTHBHBIH
JTH3HC KJIETOK. 3aTeM IUIAHIIET NPOYHTHIBATH HA oMHHOMeTpe Glomax.

Pesybrarsl.

Ha ¢wur. 3b noka3aHa HUTOTOKCHYECKAsA AKTUBHOCTH AHTUTEN K LY 75, koHbrorupoBaHubix ¢ DM1 u DM4,
B OTHOIICHUH KiaeTok HT-29. Otu pe3yabrarhl JEMOHCTPHPYIOT yBEIHUCHHUE IUTOTOKCHYECKOW AKTHBHOCTH,
NPONOPLUOHATBHOE KOHLECHTPALUH AHTUTEN, MO CPABHEHHIO C APYTHUMH aHTHTENaMU K LY75, KOHBHOrUpOBAH-
HBIMHU C TOKCHHOM (BBIOPAHHBIMHU M3 mpuMepa 1).

[Tpumep 6. IPPEeKTUBHOCTS MOHOKIOHAIBHBIX aHTUTEN K LY75, koHbrorupoBanHeix ¢ DM1 U KOHBIOTH-
poBaHHBIX ¢ DM4, B OTHONICHHH JTMHUH KJIETOK JTHM(OMBI.

Marepuasl.

CellStripper (He(epMCHTATUBHOE CPEACTBO i1 aucconuauud kiaetok) (MT-25-056CI) ot Fisher
Scientific, ITencuabBanus, CIITA.

PBS, pH 7.4 (1X) (SH30028LS) ot Fisher Scientific, [TeHcumsBanus, CIIA.

Cpema RPMI 1640 (MT-10-041-CM) ot Fisher Scientific, [TencumsBanus, CLIA.

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

Cnoco0.

OCYILIECTBISUIM TUCCOIMALIMIO KJIETOK ¢ momompro CellStripper m moacyeT ux KOMMYECTBA. Se3 Kie-
TOK/JIyHKA LCHTPH(YTHPOBATH C MOJYYCHHEM OCAJKa (B CIy4ac KJIETOK B CYCIICH3HH MOXXHO HCIOJIb30BATh
00JbIICE KOJHMYECCTBO B 3aBUCHMOCTH OT BPEMCHH YJIBOCHHUS KOJIMUYCCTBA KJICTOK, Kak, Hampumep, 10e3 xie-
TOK/MyHKa). Ocanok pecyCrneHIUPOBAIH B Ky IbTYPATbHON CPEJE C MOJyYCHHEM KOHIICHTPAUMHU 15 KIeTOK/MIL.

Jobasmimu 50 MKVIyHKA CyCNEH3HM KICTOK B JYHKH 96-IyHOYHOTO IJAHINETA C OCIBIMH CTCHKAMH H
MPO3PAYHBIM JHOM. AHTHTE]IA Pa30aB/IsIM M THTPOBAIHM B 8 TOUKAX (THTPOBAHMA C 3-KPATHBHIMH Pa30aBICHUA-
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MH), COOTBETCTBYIOUMX KOHUEHTpauusaM 0-20 HM (B ABa pa3a MPEBBIILAIIUM UCCICTYEMbBIE KOHLCHTPALIMH).
Pa30aBicHHBIC aHTHTEIA WM cpeay (a1 HeoOpaboTaHHBIX 00pa3uoB) (50 MK/ TyHKA) J0OABISAIH B COOTBETCT-
Byronue JayHkH. M36bITok cpeap! (200 MK/IyHKA) JOOABIAIM BO BHEIUHHE PANbl M KOJOHKH IUIAHIICTA A
npenoTBpaucHus ucnapeHus. [Tnanmer uHkyOupoBamu B reuenue 72 4 mpu 37°C.

[TnaHmer u3BNEKaNU U3 MHKYOATOpPa W MHKYOHPOBANM NPH KOMHATHOM TeMmIeparype B TeueHue 30 MHH.
Tem Bpemenem pa3mopakusaau pacteop CellTiter Glo. [TnaHmeT BCTPAXUBAIU U MPOMBIBATIH 1 pa3 ¢ HCHONb-
3oBaHueM 100 mx/ayHKa PBS (B cilyyae KI€TOK B CYCIICH3HMHU MIAHIIET CHAYAIA UCHTPU(YTHPOBATH AT OCAXK-
JeHus KIeTok). B kaxayro myHky godasmim 100 mxo/nmynka PBS u 100 mka CellTiter Glo u TmarensHo nepe-
MEIIHUBAIH C NMOIyYeHHeM cMecH. [InaHmeT HHKyOHpOBaaM B TEMHOTE NMPU KOMHATHOH TEMIIEPAType B TCUCHHUE
15 MuH ¥ HaOMOJANH MOCPEACTBOM MHKPOCKOINHUH, YTOOBI YOESAMTHCA B TOM, UTO mpou3oIuen 3((eKTHBHBIH
JTH3HC KJIETOK. 3aTeM IUIAHIIET NPOYHTHIBATH HA oMHHOMeTpe Glomax.

Pesybrarsl.

Ha ¢wur. 3¢ mokazaHa IMTOTOKCHYECKAs aKTHBHOCTh AHTUTEN K LY 75, KOHBHOrupoBaHHEIX ¢ DM1 u DM4,
B oTHoureHHH kietok RAJI. Ha ¢ur. 3d moka3aHa nMTOTOKCHUYECKAss aKTHBHOCTbh aHTHTEN K LY 75, KOHBIOrHPO-
BaHHBIX ¢ DM1 u DM4, B oTHomenuu kietok Namalwa. Ha ¢wur. 3e nokazaHa HMTOTOKCHUYECKAss aKTHBHOCTD
anturea k LY75, konsrorupoBansbix ¢ DM1 u DM4, B otHomeHnu kiaetok Karpas 299. Oty pesynsrars ae-
MOHCTPHUPYIOT YBEIMYEHUE LUTOTOKCHYECKONH AKTHBHOCTH, MPOMOPLMOHAILHOEC KOHLCHTPALUH AHTHTEN, IO
CPAaBHECHHUIO C IPYTUMH aHTUTENaMu K LY75, koHptorupoBanHeiMH ¢ DM1 1 DM4 (BbIOpaHHBIMH U3 ITpUMEpA
1).

[Tpumep 7. DPPeKTHBHOCTF MOHOKJIOHAIBHBIX AaHTUTEN K LY75, koHbrorupoBanHeix ¢ DM1 U KOHBIOTH-
poBaHHBIX ¢ DM4, B OTHOIICHHHM JTUHUI PAKOBBIX KJICTOK IOIKETY JOUHOH JKETIE3HI.

Marepuasl.

CellStripper (He(epMCHTATUBHOE CPEACTBO IS Aucconuauud kiaetok) (MT-25-056CI) ot Fisher
Scientific, [TencumpBanus, CIIIA.

PBS, pH 7.4 (1X) (SH30028LS) ot Fisher Scientific, [TencumpBanus, CIIA.

Cpena RPMI 1640 (MT-10-041-CM) ot Fisher Scientific, [TencumsBanus, CLIA.

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

Crnocob.

OCYLIECTBISUIM TUCCOLMALIMIO KJIETOK ¢ momompro CellStripper m moacueT ux KOMMYECTBA. Se3 Kie-
TOK/IyHKAa LEHTPH(YTHPOBANU C MOJYyYCHHEM OCAAKA (B COyyae KIETOK B CYCHEH3HH MOYKHO MCIOJb30BATh
0oJpIICE KOTMYCCTBO B 3aBUCHMOCTH OT BPCMCHH VABOCHHS KOJIHYCCTBA KJICTOK, Kak, Hampumep, 10e3 xie-
TOK/MyHKA). OCafok pecyCNeHAUPOBAIH B Ky JIbTypPANbHOH Cpee C MOIyuYeHHEM KOHIEHTPAUUH 1e5 KIeTok/MIL.

Jobasmimu 50 MKV/IyHKA CyCNEH3HM KICTOK B JIYHKH 90-JYHOYHOTO IJIAHINETA C OCIBIMH CTCHKAMH H
MPO3PAYHbIM JHOM. AHTHTEIA pa30aBIAIM H THTPOBATM B 8 TOUKAX (TUTPOBAHMA C 3-KPAaTHBIMH Pa30aBIICHUSA-
MH), COOTBETCTBYIOIIHMX KOHUEHTpauusaM 0-20 HM (B ABa pa3a MPEBBIILAIOIIUM HCCJICTYEMbIE KOHLCHTPALMH).
Paz0aBieHHBIC aHTHTE 1A UM cpeay (I11 HeoOpaboTaHHBIX 00pa3LoB) (50 MKJ/IyHKA) J0OABIAIH B COOTBETCT-
ByloIMe JyHKH. M30bITOoK cpeapl (200 MKV/IyHKA) AOOABIAIH BO BHEINHHE PSIbl M KOJOHKH ILIAHIICTA A
HpeIoTBpalueHusA HenapeHus. [Tnanmer nHkyOuposamu B TeueHue 72 4 mpu 37°C.

[TnaHmer u3BNEKaIM U3 MHKYOATOpPa W MHKYOHPOBANHM IPH KOMHATHOW TeMmeparype B TeueHue 30 MHH.
Tem Bpemenem pazmopaxusami pactBop CellTiter Glo. [TnaHmeT BCTpAXUBAIH ¥ MPOMBIBATH 1 pa3 ¢ UCTIOJNb-
soBanueM 100 Mx/tynka PBS (B ciyyae KJICTOK B CyCNEH3UH MIAHIICT CHAYA1a UEHTPU(DYTHPOBAH IS OCAXK-
JeHUs KIETOK). B xaxayro aynky mobasmimu 100 mxi/myHka PBS u 100 mxur CellTiter Glo u TimarensHo nepe-
MEIIHBAJH C MOJTyyeHHEM cMecH. [1naHImeT HHKyOHpOBaIM B TEMHOTE IMPH KOMHATHOH TEMIIEPAType B TCUCHHE
15 MuH M HAOMOJAH MOCPENCTBOM MHMKPOCKOIHH, YTOOBI YOEAUTHCA B TOM, YTO Mpou3omuen 3((EeKTUBHBIH
JM3MC KIETOK. 3aTeM IUIAHIIET MMPOYMTHIBAIN HA moMuHOMeTpe Glomax.

Pesybrarsl.

Ha ¢ur. 3f moxazaHa HMTOTOKCHYECKAs aKTUBHOCTB AHTHTEN K LY 75, koHbtorupoBaHHelx ¢ DM1 u DM4,
B oTHowcHUH kj1eTok BXxPC3. Ha ¢ur. 3g mokazaHa MUTOTOKCHYCCKASA AKTUBHOCTh aHTHTET K LY 75, KOHBIOTH-
posaHHbIX ¢ DM1 1 DM4, B otHomenun kiaerok HupT4. Ha ¢ur. 3h nokazaHa HuTOTOKCHYECKAst aKTHBHOCTh
anturea k LY75, xousrorupoBaHHbix ¢ DM1 u DM4, B otHomeHuu kiaerok HPAFFIL. Dtu pe3yabTaTsl JeMOH-
CTPUPYIOT YBEIUYCHUE LUTOTOKCHYECKOH AKTHBHOCTH, MPONMOPUUOHANBHOE KOHLECHTPALMU QHTHUTEN, MO CPAaB-
HEHUIO C IPYTUMH aHTUTeNaMH K LY 75, konbtorupoBanHbeiMu ¢ DM1 u DM4 (BeiOpaHHBIMH H3 puMepa 1).

[Tpumep 8. IPPeKTUBHOCTF MOHOKIOHANBHBIX aHTUTEN K LY75, koHbrorupoBanHeix ¢ DM1 U KOHBIOTH-
poBaHHBIX ¢ DM4, B OTHOIICHHM JUHHIA KJICTOK, SBFOIMUXCA CYOCTPATOM XPOHHUECKOTO AHM(OLMTAPHOTO
neiko3a.

Marepuasl.

CellStripper (He(epMCHTATUBHOE CPEACTBO i1 Aucconuauud kietok) (MT-25-056CI) ot Fisher
Scientific, [Tencuabanus, CIITA.

PBS, pH 7.4 (1X) (SH30028LS) ot Fisher Scientific, [TeHcumsBanus, CIIA.

Cpena RPMI 1640 (MT-10-041-CM) ot Fisher Scientific, [TencumsBanus, CLIA.

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

Cnoco0.
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OCYLIECTBISUIM TUCCOIMALIMIO KJIETOK ¢ momompro CellStripper m moacueT ux KOMM4ECTBA. Se3 Kie-
TOK/JIyHKa LECHTPH(YTHPOBATH C MOJYUYECHHEM OCAJKa (B CIy4ac KJIETOK B CYCIICH3HH MOXXHO HCIOJIb30BATh
00JbIICE KOJTMYCCTBO B 3aBUCHMOCTH OT BPEMCHH YJIBOCHHUS KOJIMUCCTBA KJICTOK, Kak, Hampumep, 10e3 xie-
TOK/MyHKa). Ocanok pecyCrneHIUPOBAIH B Ky JIbTYPATbHON CPEJE C MOJyYCHHEM KOHIICHTPAUMHU 1e5 KIeTOK/MIL.

Jobasmimu 50 MKV/IyHKA CyCNIEH3HM KICTOK B JIYHKH 90-IyHOYHOTO IJIAHINETA C OCIBIMH CTCHKAMH H
MPO3PAYHBIM JHOM. AHTHTE]IA Pa30aB/IsIM M THTPOBAIHM B 8 TOUKAX (THTPOBAHMA C 3-KPATHBIMH Pa30aBICHUA-
MH), COOTBETCTBYIOIMX KOHUEHTpauusaM 0-20 HM (B ABa pa3a MPEBBIILAOIIUM UCCICTYEMbBIE KOHLCHTPALMH).
Pa30aBicHHBIC aHTHTEIA WM cpeay (a1 HeoOpaboTaHHBIX 00pa3uoB) (50 MK/ TyHKA) J0OABISAIH B COOTBETCT-
Byromue JgyHkH. M36bITok cpeap! (200 MK/IyHKA) JOOABIAIM BO BHEIUHHE PSAAbl U KOJOHKH ILIAHIICTA A
npenoTBpaucHus uenapeHus. [Tnanmmer uHkyOuposamu B reuenue 72 4 mpu 37°C.

[TnaHmer u3BNEKaNU U3 MHKYOATOPA W MHKYOMPOBANHM IPH KOMHATHOM TeMIepatype B TeucHue 30 MHH.
Tem Bpemenem pa3mopakusamu pacteop CellTiter Glo. [TnaHmeT BCTPAXUBAIU U MPOMBIBATIH 1 pa3 ¢ HCHOMb-
3oBaHueM 100 mx/ayHka PBS (B cilyyae KJI€TOK B CYCIICH3HHU MIAHIIET CHAYAIA UCHTPU(YTHPOBATH AT OCAK-
JeHH KIeToK). B kaxayro myHky godasmimm 100 mxo/nmynka PBS u 100 mka CellTiter Glo u TmarensHo mepe-
MEIIHUBAIH C NMOTyYeHHeM cMecH. [ImaHmeT HHKyOHpOBaaM B TEMHOTE NMPU KOMHATHOH TEMIIEPAType B TCUCHHUE
15 MuH ¥ HaOMOJANH MOCPEACTBOM MHKPOCKOINHUH, YTOOBI YOECAMTHCA B TOM, UTO mpou3oIuena 3((eKTUBHBIH
JTH3HC KJIETOK. 3aTeM IUIAHIIET NPOYHTHIBATH HA oMHHOMeTpe Glomax.

Pesybrarsl.

Ha ¢ur. 31 moxa3zaHa HMTOTOKCHYECKAS AKTHBHOCTH aHTUTEN K LY 75, koHBrorupoBaHHsix ¢ DM1 u DM4,
B oTHomeHud kietok EHEB. Ha ¢ur. 3j moka3zaHa muToToKCHUYECKas aKTHBHOCTh aHTUTEN K LY 75, KOHBIOrHpO-
BaHHBIX ¢ DM1 u DM4, B oTHOIICHUH KJIeTOK Mec-1. DT pe3yNbTaThl ACMOHCTPHPYIOT YBEIHUCHUE HUTOTOK-
CHYECKOH AKTUBHOCTH, NMPONOPLMOHATEHOE KOHICHTPALMH AHTHUTEI, MO CPABHEHHUIO C APYTUMH AHTUTCIAMH K
LY75, xonstoruposanHsiMu ¢ DM1 1 DM4 (BeIOpaHHBIME H3 TpuMepa 1).

[Tpumep 9. DPPeKTHUBHOCTF MOHOKJIOHANBHBIX AaHTUTEN K LY75, koHbrorupoBanHeix ¢ DM1 U KOHBIOTH-
poBaHHBIX ¢ DM4, B OTHOIICHHH JTUHUIT KJICTOK, SIBJLTFOLIUXCS CYOCTPATOM OCTPOr0 MOHOLIUTAPHOTO JICHKO3A.

Marepuasl.

CellStripper (He(EepMECHTATUBHOE CPEACTBO [Id Aucconuauuu kietok) (MT-25-056CI) ot Fisher
Scientific, [TencumsBanus, CIIIA.

PBS, pH 7.4 (1X) (SH30028LS) ot Fisher Scientific, [TencumpBanus, CILIA.

Cpena RPMI 1640 (MT-10-041-CM) ot Fisher Scientific, [TencumsBanus, CLLIA.

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

Crnocob.

OCYLIECTBISUIM TUCCOLMALUIO KJIETOK ¢ momompro CellStripper ¥ moacueT ux KOMMYECTBA. Se3 Kie-
TOK/IIyHKA LEHTPH(YTHPOBANU C MOJYyYCHHEM OCAAKa (B CIOyyae KIETOK B CYCHEH3HH MOKHO MCIOJb30BATh
0oJpIICE KOTMYCCTBO B 3aBUCHMOCTH OT BPCMCHH VABOCHHS KOJIHYCCTBA KJICTOK, Kak, Hampumep, 10e3 xie-
TOK/MyHKA). OCasok pecyCNeHAUPOBAIH B Ky JIbTypPANbHOH Cpee C MOIyuYCHHEM KOHIEHTPAUUH 1e5 KIeTok/MIL.

Jobasmimu 50 MKVIyHKA CyCNIEH3HM KICTOK B JYHKH 90-JYHOYHOTO IJIAHINETA C OCIBIMH CTCHKAMH H
MPO3PAYHBIM JHOM. AHTHTEA Pa30aBIAIM M THTPOBATM B 8 TOUKAX (TUTPOBAHMA C 3-KPAaTHBIMH Pa30aBIICHUS-
MH), COOTBETCTBYIOIMX KOHIEeHTpauusaMm 0-20 HM (B ABa pa3a MPEBBILAKOLIMM HCCIIETyEMbIE KOHLECHTPALUH).
Paz0aBieHHBIC aHTHTE 1A UM cpeay (I11 HeoOpaboTaHHBIX 00pa3LoB) (50 MKJ/IyHKA) J0OABIIAIH B COOTBETCT-
ByloIMe JyHKH. M30bITOoK cpeapl (200 MKV/IyHKA) AOOABIAIH BO BHEINHHE PSIbl M KOJOHKH ILIAHIICTA A
npexoTBpalueHusa uenapeHus. [Inanmer nHKyOupoBamu B TeueHue 72 4 nmpu 37°C.

[TnaHmer u3BNEKANTH U3 MHKYOATOpPa W MHKYOMPOBANHM IPH KOMHATHOW TeMreparype B TeueHue 30 MHH.
Tem Bpemenem pazmopaxusami pactBop CellTiter Glo. [TnaHieT BCTpAXHUBAIH ¥ MPOMBIBATH 1 pa3 ¢ HCTIOJb-
soBanueM 100 Mxy/tynka PBS (B cyyae KJICTOK B CyCNEH3UH MIAHIIECT CHAYA1a UEHTPU(DYTHPOBATH /IS OCAXK-
JeHUs KIETOK). B xaxayro aynky mobasmimu 100 mxi/myHka PBS u 100 mxur CellTiter Glo u TmarensHo nepe-
MEIIHBAJH C MOJIyYeHHEM cMecH. [1naHImeT HHKyOHpOBaIM B TEMHOTE IMPH KOMHATHOH TEMIIEPAType B TCUCHHE
15 MHH M HAOMFOJAM MOCPEICTBOM MHMKPOCKONHH, YTOOBI YOEAUTHCS B TOM, YTO Mpou3omuen 3((eKTUBHBIH
JM3MC KJIETOK. 3aT€M IUIAHIIET MMPOYMTHIBAIU HA moMuHOMeTpe Glomax.

Pesynbrarsl.

Ha ¢wur. 3k noka3aHa HUTOTOKCHYECKAsA AKTUBHOCTH AHTUTEN K LY 75, koHbrorupoBaHubix ¢ DM1 u DM4,
B OTHOIICHUH KIeTOK AML-193. 311 pe3ybTaThl AEMOHCTPHPYIOT Y BEIHUCHUE IUTOTOKCHYECCKOH aKTHBHOCTH,
NPONOPLUHUOHANBHOE KOHLEHTPAUUH AHTHTEN, M0 CPABHEHMIO C APYTHMMH aHTUTEIaMH K LY 75, KOHBIOTHPOBAH-
HbiMu ¢ DM1 u DM4 (BbiOpaHHBIMHU H3 puMepa 1).

[Tpumep 10. DdhekTHBHOCTD MOHOKJIOHAIBHBIX AHTHTEN K LY 75, KoHBIOrHpoBaHHBIX ¢ DM1 U KOHBIOTH-
poBaHHBIX ¢ DM4, B OTHOIICHUHU JTUHUH PAKOBBIX KJIETOK MOJOYHOH JKEIE3BI.

Marepuasl.

CellStripper (He(epMCHTATUBHOE CPEACTBO [IA AucconMauuu kietok) (MT-25-056CI) ot Fisher
Scientific, [TencumsBanus, CIIIA.

PBS, pH 7.4 (1X) (SH30028LS) ot Fisher Scientific, [TencumpBanus, CIIA.

Cpema RPMI 1640 (MT-10-041-CM) ot Fisher Scientific, [TencumsBanus, CLLIA.

CellTiter Glo (G7572) ot Promega, Buckoncun, CIIIA.
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Cnoco0.

OCyLIECTBISUIM TUCCOUMALMIO KJIETOK ¢ moMmompro Cell Stripper U moacueT ux KOMM4eCTBA. Se3 Kie-
TOK/JIyHKa LECHTPH(YTHPOBATH C MOJYUYECHHEM OCAJKAa (B CIy4ac KJIETOK B CYCIICH3HMH MOXXHO HCIOJIb30BATh
00JIbIICE KOJTMYCCTBO B 3aBUCHMOCTH OT BPEMCHH YJIBOCHHUS KOJIMUCCTBA KJICTOK, Kak, Hampumep, 10e3 xie-
TOK/MyHKa). Ocanok pecyCrneHIUPOBAIH B Ky IbTYPATbHON CPEJE C MOJyYCHHEM KOHIICHTPAUMHU 15 KIeTOK/MIL.

Jobasmimu 50 MKVIyHKA CyCNEH3HM KICTOK B JYHKH 90-IyHOYHOTO IJAHINETA C OCIBIMH CTCHKAMH H
MPO3PAYHBIM JHOM. AHTHTE]IA Pa30aB/IsIM M THTPOBAIHM B 8 TOUKAX (THTPOBAHMA C 3-KPATHBIMH Pa30aBICHUA-
MH), COOTBETCTBYIOUMX KOHUEHTpauusaM 0-20 HM (B ABa pa3a MPEBBIILAIIMM UCCICTYEMbBIE KOHLCHTPALMH).
Paz0aBicHHBIC aHTHTEIA WM Cpeay (a1 HeoOpaboTaHHBIX 00pa3uoB) (50 MK/ TyHKA) J0OABISAIH B COOTBETCT-
Byromue ayHkH. M36bITok cpeap! (200 MK/IyHKA) JOOABIAIM BO BHEIUHHE PSAAbl M KOJOHKH ILIAHIICTA A
npenoTBpaucHus ucnapeHus. [Tnanmer uHkyOuposamu B reuenue 72 4 mpu 37°C.

[TnaHmer u3BNEKaNU U3 MHKYOATOpPa W MHKYOMPOBANHM IPH KOMHATHOM TeMIepatrype B TeueHue 30 MHH.
Tem Bpemenem pasmopakusamu pacteop CellTiter Glo. [TnaHmeT BCTPAXHMBAIU U MPOMBIBATIH 1 pa3 ¢ HCHOMb-
3oBaHueM 100 mx/ayHka PBS (B cilyyae KI€TOK B CYCIICH3HHU MIAHIIET CHAYAIA UCHTPU(YTHPOBATH AT OCAK-
JeHH KIeToK). B kaxayro myHky godasmimu 100 mxo/nmynka PBS u 100 mka CellTiter Glo u TmarensHo mepe-
MEIIHUBAH C NMOTyYeHUeM cMecH. [ImaHmeT HHKyOHpOBaaM B TEMHOTE NMPU KOMHATHOH TEMIIEPAType B TCUCHHUE
15 MuH ¥ HAOMOJANH MOCPEACTBOM MHKPOCKOINHUH, YTOOBI YOESAMTHCA B TOM, UTO mpou3oIuena 3((eKTUBHBIH
JTH3HC KJIETOK. 3aTeM IUIAHIIET NPOYMTHIBATH HA oMHHOMeTpe Glomax.

Pesybrarsl.

Ha ¢ur. 31 moxa3zaHa HMTOTOKCHYECKAS AKTHBHOCTD aHTUTEN K LY 75, koHBrOrupoBaHHsIx ¢ DM1 u DM4,
B otHoureHnu kinetok HCC 70 (ER-orpuuarensHeix, PR-orpunaremsueix 1 Her2-otpunarensusix). Ha ¢ur. 3m
MOKA3aHA LIMTOTOKCHYECKAss aKTUBHOCTb aHTUTEN K LY75, koHbrorupoBanHbix ¢ DM1 u DM4, B oTHOIIEHUH
knetok HCC 1806 (ER-orpunaremsubix, PR-otpuuareabubix 1 Her2-otpuuarenabhsix). Ha ¢ur. 3n nmokaszaHa
LUTOTOKCHYECKAs! aKTHUBHOCTh aHTHTEN K LY75, xoHbrorupoBaHHbix ¢ DM1 u DM4, B OTHOIICHHH KJIETOK
MDA-MB-468. 31H pe3yabTarbl ASMOHCTPHPYIOT YBEIMYECHHE IMTOTOKCHYECKOW AKTHBHOCTH, IPOIOPLUO-
HATbHOE KOHLCHTPALMH AHTUTEN.

[Tpumep 11. DdhekTHBHOCTD MOHOKIOHAIBHBIX aHTHTEN K LY 75, KoHBIOrHpoBaHHBIX ¢ DM1 U KOHBIOTH-
poBaHHBIX ¢ DM4, B OTHOIICHUU TUHUH PAKOBBIX KJIETOK MOYEBOTO ITy 3BIPS.

Marepuasl.

CellStripper (He(epMCHTATUBHOE CPEACTBO IS Aucconuauud kiaetok) (MT-25-056CI) ot Fisher
Scientific, [TencumbsBanus, CIIIA.

PBS, pH 7.4 (1X) (SH30028LS) ot Fisher Scientific, [TencumpBanus, CIIA.

Cpema RPMI 1640 (MT-10-041-CM) ot Fisher Scientific, [TencumsBanus, CLIA.

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

Crnocob.

OCYLIECTBISUIM TUCCOIMALIMIO KJIETOK ¢ momompro CellStripper m moacyeT ux KOMMYECTBA. Se3 Kie-
TOK/IyHKAa LEHTPH(YTHPOBANU C MOJYyYCHHEM OCaAKa (B CIOyyae KIETOK B CYCHEH3HH MOYKHO MCIOJb30BATh
0oJpIICEe KOTMYCCTBO B 3aBUCHMOCTH OT BPCMCHH VABOCHHS KOJIHYECTBA KJICTOK, Kak, Hampumep, 10e3 xie-
TOK/MyHKA). OCafok pecyCNeHAUPOBAIH B Ky JIbTYypPAIbHOH Cpee C MOIyUYCHHEM KOHIECHTPAUUH 1e5 KIeTok/MIL.

Jobasmimu 50 MKV/IyHKA CyCNEH3HM KICTOK B JYHKH 96-JYHOYHOTO IJAHINETA C OCIBIMH CTCHKAMH H
MPO3PAYHbIM JHOM. AHTHTENIA pa30aBIAIM M THTPOBATM B 8 TOUKAX (TUTPOBAHMA C 3-KPAaTHBIMH Pa30aBIICHUSA-
MH), COOTBETCTBYIOIIHMX KOHUEHTpauusaM 0-20 HM (B ABa pa3a MPEBBIILAIOIIUM HCCJICTYEMbIE KOHLICHTPALMH).
Paz0aBieHHBIC aHTHTE 1A UM cpeay (I11 HeoOpaboTaHHBIX 00pa3LoB) (50 MKI/IyHKA) J0OABIIAIH B COOTBETCT-
BylOIIMe JyHKH. MI30bITOK cpeapl (200 MKV/IyHKA) AOOABIAIH BO BHEINHHE PSIbl M KOJOHKH ILIAHIICTA A
HpeIoTBpalueHusA HenapeHus. [Tnanmer nHKyOupoBamu B TeueHue 72 4 mpu 37°C.

[TnaHmer u3BNEKaTM U3 MHKYOATOPa W MHKYOHPOBANHM NPH KOMHATHOM TeMIeparype B TeueHue 30 MHH.
Tem Bpemenem pazmopaxusami pactBop CellTiter Glo. [TnaHmeT BCTpAXHUBAIH ¥ MPOMBIBATH 1 pa3 ¢ HCTIOJb-
soBanueM 100 Mxy/mynka PBS (B ciyyae KJICTOK B CyCNEH3UH MIAHIIECT CHAYA1a UEHTPU(DYTHPOBATH IS OCAXK-
JeHUs KIETOoK). B xaxayro aynky mobasmimu 100 mxi/myHka PBS u 100 mxur CellTiter Glo u TiarensHo nepe-
MEIIHBAJH C MOTyyeHHEM cMecH. [1naHmeT HHKyOHpOBaIM B TEMHOTE IPH KOMHATHOH TEMIIEPAType B TCUCHHE
15 MHH M HAOMOJATM MOCPEICTBOM MHMKPOCKOIHH, YTOOBI YOEAUTHCA B TOM, YTO mpou3omuen 3((eKTUBHBIH
JM3MC KIETOK. 3aTeM IUIAHIIET IMPOYMTHIBAIU HA moMuHOMeTpe Glomax.

Pesybrarsl.

Ha ¢wur. 30 noka3aHa HUTOTOKCHYECKAsA AKTUBHOCTH AHTUTEN K LY 75, koHbrorupoBaHubix ¢ DM1 u DM4,
B oTHoureHnH kiuetok RT4. Ha ¢ur. 3p moka3aHa HMTOTOKCHYECKAs AKTUBHOCTh aHTHTEN K LY75, KoHbBIOTHPO-
BaHHBIX ¢ DM1 u DM4, B oTHOomeHuu kjietok 5637. Ha ¢wur. 3q moka3zaHa HMTOTOKCHYECKAS AKTUBHOCTh AHTH-
Ten k LY75, xonsrorupoBaHubix ¢ DM1 u DM4, B otHomeHuu kietok SW780. 3TH pe3yabTaTsl AEMOHCTPH-
PYIOT YBETHYCHHE UTOTOKCHYCCKOH AKTUBHOCTH, NPOTIOPIHOHATEHOE KOHIICHTPALUH AHTUTEIL.

[Tpumep 12. DdheKTHBHOCTD MOHOKJIOHAIBHBIX aHTHTEN K LY 75, KOHBIOrHpoBaHHBIX ¢ DM1 M KOHBIOTH-
poBaHHBIX ¢ DM4, B OTHOIICHUH TMHHH KJIETOK PaKa IOJOBBI U LIEH.

Marepuasl.

CellStripper (He(epMCHTATUBHOE CPEACTBO IS AUCCOLMAuMH KIeTok) (MT-25-056CI) ot Fisher
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Scientific, [TencuabBanus, CIITA.

PBS, pH 7.4 (1X) (SH30028LS) ot Fisher Scientific, [TeHcumsBanus, CILIA.

Cpena RPMI 1640 (MT-10-041-CM) ot Fisher Scientific, [TencumsBanus, CLIA.

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

Cnoco0.

OCYLIECTBISUIM TUCCOIMALIMIO KJIETOK ¢ momompro CellStripper m moacyeT ux KOMMYECTBA. Se3 Kie-
TOK/JlyHKa LECHTPH(YTHPOBATH C MOJYUYCHHEM OCAJKa (B CIy4ac KJIETOK B CYCIICH3HH MOXXHO HCIIOJIb30BATh
00JbIICE KOJMYCCTBO B 3aBUCHMOCTH OT BPEMCHH YJIBOCHHUS KOJIMUCCTBA KJICTOK, Kak, Hampumep, 10e3 xie-
TOK/nyHKA). Ocafok pecyCNneHAUPOBAIH B Ky JIbTYypPAIbHOH Cpee C MOIyuYeHHEM KOHUEHTPAUUH le5 KIeTok/MIL.

Jobasmimu 50 MKV/IyHKA CyCNEH3HM KICTOK B JIYHKH 96-JYHOYHOTO IJIAHINETA C OCIBIMH CTCHKAMH H
MPO3payYHbIM JHOM. AHTHTEIIA pa30aBIAIM M THTPOBATM B 8 TOUKAX (TUTPOBAHMA C 3-KPAaTHBIMH Pa30aBIICHUS-
MH), COOTBETCTBYOUMX KOHUEHTpauusaM 0-20 HM (B ABa pa3a MPEBBIIUAIOIIUM HCCICTYEMbIE KOHLCHTPALHH).
Paz0aBieHHbIC aHTHTE 1A UM cpeay (I11 HeoOpaboTaHHBIX 00pa3LoB) (50 MKI/IyHKA) J0OABIIAIH B COOTBETCT-
Bylomue JyHKH. M30bITok cpeapl (200 MKV/IyHKA) A0OABIAIM BO BHEINHHE PSIbl M KOJOHKH ILIAHIIETA A
HpeJoTBpalieHusA HenapeHus. [Tnanmer nHKyOuposamu B TeueHue 72 4 mpu 37°C.

[TnaHmer u3BNEKaNU U3 MHKYOATOpPA W MHKYOHPOBANHM IPH KOMHATHOM TeMreparype B TeueHue 30 MHH.
Tem Bpemenem pazmopaxusami pactBop CellTiter Glo. [TnaHmeT BCTpAXUBAIH ¥ MPOMBIBATH 1 pa3 ¢ HCTIOJb-
soBanueM 100 Mx/mynka PBS (B ciyyae KJICTOK B CyCNEH3UH MIAHIICT CHAYA1a UEHTPU(DYTHPOBATH IS OCAXK-
JeHUs KIETOoK). B xaxayro aynky modasmimu 100 mxi/myHka PBS u 100 mxor CellTiter Glo u TimarensHo nepe-
MEIIHBAJH C MOTyyeHHEM cMecH. [1naHImeT HHKyOHpPOBaIM B TEMHOTE IMPH KOMHATHOH TEMIIEPAaType B TCUCHHE
15 MuH M HAOMOJAH MOCPEICTBOM MHMKPOCKOIHH, YTOOBI YOEIUTHCA B TOM, YTO Mpou3omuen 3((eKTUBHBIH
JM3MC KIETOK. 3aTeM IUIAHIIET MMPOYMTHIBAIN HA moMuHOMeTpe Glomax.

Pesyabrarsl.

Ha ¢ur. 3r moxazaHa HMTOTOKCHYECKAsA aKTUBHOCTB aHTHTEN K LY 75, koHbtorupoBaHHeix ¢ DM1 u DM4,
B oTHoHIeHHH KI1eTOK SCC-9. OTH pe3yabTaThl AEMOHCTPHPYIOT YBEJIMYCHHE LIMTOTOKCHYECKOH AKTHBHOCTH,
MPOMOPLUUOHAIBPHOE KOHUCHTPALMH AHTHTEI

[Tpumep 13. DdheKTHBHOCTD MOHOKJIOHAIBHBIX aHTHTEN K LY 75, KoHbIOrHpoBaHHBIX ¢ DM1 U KOHBIOTH-
poBaHHBIX ¢ DM4, B OTHOIICHHH JTUHUI PAKOBBIX KJICTOK MHUIICBOAA.

Marepuasl.

CellStripper (He(epMCHTATUBHOE CPEACTBO i1 Aucconuauud kiaetok) (MT-25-056CI) ot Fisher
Scientific, [TencumsBanus, CIIIA.

PBS, pH 7.4 (1X) (SH30028LS) ot Fisher Scientific, [TencumpBanus, CIIIA.

Cpema RPMI 1640 (MT-10-041-CM) ot Fisher Scientific, [TencumsBanus, CLLIA.

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

Crnocob.

OCyLIEeCTBISUIM TUCCOUMALMIO KIETOK ¢ momompro Cell Stripper U moacueT ux KOMM4ECTBA. Se3 Kie-
TOK/IIyHKA LEHTPH(YTHPOBANU C MOJYyYCHHEM OCAAKa (B CIOyyae KIETOK B CYCHEH3HH MOKHO MCIOJb30BATh
0oJbIICE KOTMYCCTBO B 3aBUCHMOCTH OT BPCMCHH VABOCHHS KOJIHYCCTBA KJICTOK, Kak, Hampumep, 10e3 xie-
TOK/MyHKA). OCasok pecyCNeHAUPOBAIH B Ky JIbTypPAIbHOH Cpee C MOIyUYCHHEM KOHIEHTPAUHUH 1e5 KIeTok/MIL.

Jobasmimu 50 MKVIyHKA CyCNIEH3HM KICTOK B JYHKH 96-JYHOYHOTO IJAHINETA C OCIBIMH CTCHKAMH H
MPO3pAYHbIM JHOM. AHTHTENIA pa30aBIAIM M THTPOBATM B 8 TOUKAX (TUTPOBAHMA C 3-KPAaTHBIMH Pa30aBIICHUS-
MH), COOTBETCTBYIOIIHMX KOHUEHTpauusaM 0-20 HM (B ABa pa3a MPEBBIILAIOIIUM HCCICTYEMbIE KOHLCHTPALMH).
Paz0aBieHHBIC aHTHTE 1A UM cpeay (I11 HeoOpaboTaHHBIX 00pa3LoB) (50 MKI/IyHKA) J0OABIIAIH B COOTBETCT-
ByloIMe JyHKH. M30bITOK cpeapl (200 MKV/IyHKA) AOOABIAIH BO BHEINHHE PSIbl M KOJOHKH ILIAHIICTA A
HpeIoTBpalueHusA HenapeHus. [Tnanmer nHkyOuposamu B TeueHue 72 4 mpu 37°C.

[TnaHmer u3BNEKaIM U3 MHKYOATOPA W MHKYOMPOBANHM IPH KOMHATHOM TeMIeparype B TeueHue 30 MHH.
Tem Bpemenem pazmopaxusami pactBop CellTiter Glo. [TnaHimeT BCTpAXHUBAIH ¥ MPOMBIBATH 1 pa3 ¢ HCTIOJb-
soBanueM 100 Mxy/mynka PBS (B ciyyae KJICTOK B CyCNEH3UH MIAHIIECT CHAYA1a UEHTPU(DYTHPOBAH /IS OCAXK-
JeHUs KIETOoK). B xaxayro aynky mobasmimu 100 mxi/myHka PBS u 100 mxur CellTiter Glo u TmarensHo nepe-
MEIIHBAJH C MOTyyeHHEM cMecH. [1naHImeT HHKyOHpOBaM B TEMHOTE IMPH KOMHATHOH TEMIIEPAType B TCUCHHE
15 MuH M HAOMOJAH MOCPEICTBOM MHMKPOCKOIHH, YTOOBI YOEAUTHCA B TOM, YTO mpou3omuen 3((eKTUBHBIH
JIM3MC KIETOK. 3aTeM IUIAHIIET MMPOYMTHIBAIU HA moMuHOMeTpe Glomax.

Pesybrarsl.

Ha ¢ur. 3s noka3aHa HUTOTOKCHYCCKAS AKTHBHOCTh aHTHTEN K LY 75, KoHBIOrHpoBaHHEIX ¢ DM1 u DM4,
B oTHOmEeHUH Ki1eTok OE 19. 3tu pe3ympraTsl JeMOHCTPUPYIOT YBEIHUCHHE LIUTOTOKCHYECKOW AKTHBHOCTH,
HMPONMOPILHOHANIBHOE KOHIECHTPALMH AaHTUTE

[Tpumep 14. IdhekTHBHOCTD MOHOKIOHAIBHBIX AHTHTEN K LY 75, KOHBIOrHpoBaHHBIX ¢ DM1 U KOHBIOTH-
poBaHHBIX ¢ DM4, B OTHOIICHUH TUHUH PAKOBBIX KJICTOK SHMIHHKA.

Marepuasl.

CellStripper (He(EepMCHTATUBHOE CPEACTBO i1 aucconuauud kiaetok) (MT-25-056CI) ot Fisher
Scientific, [TencumbBanus, CIITA.

PBS, pH 7.4 (1X) (SH30028LS) ot Fisher Scientific, [TeHcumsBanus, CIIA.
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Cpena RPMI 1640 (MT-10-041-CM) ot Fisher Scientific, [TencumsBanus, CLLIA.

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

Cnoco0.

OCYLIECTBISUIM TUCCOIMALIMIO KJIETOK ¢ momompro CellStripper m moacueT ux KOMM4ECTBA. Se3 Kie-
TOK/JIyHKa LECHTPH(YTHPOBATH C MOJYUYECHHEM OCAJKa (B CIy4ac KJIETOK B CYCIICH3HH MOXXHO HCIOJIb30BATh
00JbIICE KOJHMYCCTBO B 3aBUCHMOCTH OT BPEMCHH YJIBOCHHS KOJIMUCCTBA KJICTOK, Kak, Hampumep, 10e3 xie-
TOK/MyHKa). Ocanok pecyCrneHIUPOBAIH B Ky JIbTYPATbHON CPEJE C MOJyYCHHEM KOHIICHTPAUMHU 1e5 KIeTok/MIL.

Job6asmimu 50 MKJV/TyHKA CyCHEH3UH KJIETOK B JTyHKH 96-TyHOYHOTO IUIAHIIETA C OeIbIMU OOKAMHU H ITPO-
3payHbIM JHOM. AHTHTENA Pa30aB/IsUIH U TUTPOBAMM B 8 TOUKAX (THTPOBAHMA C 3-KPAaTHBIMHU PA30aBICHHUAMM),
COOTBETCTBYHOIIUX KOHUEHTpauusaM 0-20 HM (B ABa pa3a MPEBBIIAIOIIMM HCCIEAyeMble KOHUCHTpanuH). Pas-
OaBJICHHBIC AHTUTENA WM cpedy (A1 HeoOpadoTaHHBIX 00pa3uoB) (50 MKI/TyHKA) HOOABISIM B COOTBETCT-
ByrOIIHE JIyHKU. M30b1TOK Ccpeap (200 MKV TyHKa) J0OABJIAIM BO BHEIIHHE PAAbI H KOJOHKH IJIAHIIETA U Hpe-
JOTBpauicHus ucnapenus. [TnaHmer uakyOuposamu B TeueHue 72 4 mpu 37°C.

[TnaHmeTr u3BNEKaNU U3 MHKYOATOPA W MHKYOHPOBANHM IPH KOMHATHOM TeMIepatrype B TeueHue 30 MHH.
Tem Bpemenem pasmopakusamu pacteop CellTiter Glo. [TnaHmeT BCTPAXHMBAIK U MPOMBIBATIH 1 pa3 ¢ HCHOMb-
3oBaHueM 100 mx/ayHka PBS (B cilyyae KI€TOK B CYCIICH3HH MIAHIIET CHAYAIA UCHTPU(YTHPOBATH AT OCAK-
JeHH KIeToK). B kaxayro myHky godasmimu 100 mxo/nmynka PBS u 100 mxa CellTiter Glo u TmarensHo mepe-
MEIIUBAIH C MOTyYeHUeM cMecH. [ImaHmeT HHKyOHpOBaaM B TEMHOTE NMPU KOMHATHOH TEMIIEPAType B TCUCHHUE
15 MuH ¥ HAaOMOJANH MOCPEACTBOM MHKPOCKOINHUH, YTOOBI YOESAMTHCA B TOM, UTO mpou3oIuena 3((eKTUBHBIH
JTH3HC KJIETOK. 3aTeM IUIAHIIET NPOYHTHIBATH HA oMHHOMETpe Glomax.

Pe3syabrarsl.

Ha ¢ur. 3t moxa3zaHa LMTOTOKCHYECKAS AKTHBHOCTH aHTUTEN K LY 75, koHBrOrupoBaHHbIx ¢ DM1 u DM4,
B oTHoweHuH K1eTok OVCAR-3. Ha ¢ur. 3u nokazaHa HHTOTOKCHUYECKAsA AKTHBHOCTh aHTHTEN k LY 75, KOHBIO-
rupoBaHHbeIX ¢ DM1 u DM4, B otHomeHnu kietok SK-OV-3. 3tu pe3yapTaThl JEMOHCTPUPYHOT YBEIMUCHUE
IUTOTOKCHYECKOH AKTHUBHOCTH, MPOTIOPLMOHATBHOE KOHIICHTPALIMU AHTHTE L.

[Tpumep 15. DdhekTHBHOCTD MOHOKJIOHAIBHBIX aHTHTEN K LY 75, koHbIOrHpoBaHHBIX ¢ DM1 U KOHBIOTH-
poBaHHBIX ¢ DM4, B OTHOIICHUH JTUHUI KJIETOK MHOXXECTBEHHOH MHETIOMBI.

Marepuasl.

CellStripper (He(EepMECHTATUBHOE CPEACTBO [Id Aucconuauuu kiaetok) (MT-25-056CI) ot Fisher
Scientific, [TencumbBanus, CIIIA.

PBS, pH 7.4 (1X) (SH30028LS) ot Fisher Scientific, [TeHcumpBanus, CIIA.

Cpema RPMI 1640 (MT-10-041-CM) ot Fisher Scientific, [TencumsBanus, CLLIA.

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

Crnocob.

OCYILIECTBISUIM JUCCOIMALIUIO KJIETOK ¢ momompro CellStripper ¥ moacueT ux KOMMYECTBA. Se3 Kie-
TOK/IIyHKA LEHTPH(YTHPOBANU C MOJYyYCHHEM OCAAKa (B CIOyyae KIETOK B CYCHEH3HH MOKHO MCIOJb30BATh
0oJbIICEe KOTMYCCTBO B 3aBUCHMOCTH OT BPEMCHH VABOCHHS KOJIHYCCTBA KJICTOK, Kak, Hampumep, 10e3 xie-
TOK/MyHKA). OCasok pecyCNeHAUPOBAIH B Ky JIbTYypPAIbHOH Cpee C MOTyUYCHHEM KOHUEHTPAUUH 1e5 KIeTok/MIL.

Job6asmimu 50 MKJ/TyHKA CyCHEH3UH KJIETOK B JTyHKH 96-IyHOUYHOTO IUIAHIIETA C OeIbIMU OOKAMHU H ITPO-
3payHbIM JHOM. AHTHTENA Pa30aBIAIH H THTPOBAIM B 8 TOUKAX (THTPOBAHUSA C 3-KPATHBIMH Pa30ABICHUSIMH),
COOTBETCTBYIOIUX KOHLEHTpamuaM 0-20 HM (B aBa pa3a NMPEBBIIIAIOIMUM HCCIECAYEMBIE KOHLEHTpauuu). Pas-
OaBJICHHBIC AHTHTEA WM cpeay (ans HeoOpaboTaHHBIX 00pasuoB) (50 MKI/IyHKA) D0OABIAIH B COOTBETCT-
BYIOILME JIy HKH.

H36m1TOK cpeas! (200 MKI/TyHKA) J0OABIAIH BO BHEIIHUE PAABI M KOJOHKH IUIAHIICTA IS MPEIOTBpAILe-
Hus ucnapenus. [InaHmer uHkyOuposanu B TeueHue 72 4 mpu 37°C.

[TnaHmer u3BNEKaIM U3 MHKYOATOPa W MHKYOHPOBANHM IPH KOMHATHOM TeMIeparype B TeueHue 30 MHH.
Tem Bpemenem pazmopakusanu pactBop CellTiter Glo. [TnaHmer BCTpAXUBAIH U MPOMBIBANU 1X C MOMOIIBIO
100 mMxa/myrka PBS (ams cyCnmeHAMPOBAHHBIX KJIETOK IMJIAHLICT CICPBA LECHTPU(YTHPOBATH I OCAKICHUS
ki1eTok). Jobasmm 100 mxo/nynka PBS u 100 Mk kretouHoro turpa Glo B KOXIyI0 JYHKY H PaCTHPAIH 0
nepeMeInuBanus. [InaHmer HHKyOMpOBaaM B TEMHOTE NMPU KOMHATHOH TEMIEpaType B TeUeHHE 15 MHMH M Ha-
OJIFO1ATH MOCPEACTBOM MUKPOCKOITHH, YTOOBI yOEAUTHCA B TOM, 4TO Mpou3onea 3G(HEeKTHBHBIH TH3HC KJIETOK.
3aTeM NIAHIIET MPOYUTHIBATH HAa MoMUHOMETpe Glomax.

Pesyabrarsl.

Ha ¢wur. 3v noka3aHa HUTOTOKCHYECKAsA aKTUBHOCTH AHTUTEN K LY 75, koHbrorupoBaHubix ¢ DM1 u DM4,
B oTHOweHUH k1eTok MOLP-8. Ha ¢ur. 3w noka3aHa HUTOTOKCHYECKAS AKTHBHOCTb QHTUTEN K LY75, KOHBIO-
rupoBaHHbIX ¢ DM1 u DM4, B otHOmeHuu kietok RPMI8226. 3t pe3yabTaTel IEMOHCTPHUPYIOT YBCIHUCHUC
IMTOTOKCHYECKOH AKTUBHOCTH, MPOMOPLHOHAIBHOE KOHLICHTPALUH AHTUTEIL.

[Tpumep 16. DdheKTHBHOCTD MOHOKIOHAIBHBIX aHTHTEN K LY 75, kKoHBIOrHpoBaHHBIX ¢ DM1 U KOHBIOTH-
poBaHHBIX ¢ DM4, B KCEHOTPAHCIUIAHTATHBIX MOACIIX Raji.

O ¢pexruBHocTs LY75 DMI u LY75 DM4 uccrnenoBanud B KCCHOTPAHCILIAHTATHOW MOJCITH C ITOJKOXK-
HbIM BBeAeHHEeM MbimaM ¢ SCID knerox Raji mumdpomer bepkurra.

HNmmyHoneduuuraeiM MbimaMm ¢ SCID moakoKHO MHOKYJIHPOBAJIH OIMyXoJeBble KIETKH Raji (smmM@omer
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Bepkurra yenoseka). OmyxosiM JaBaaH BO3MOKHOCTh C(OOPMHUPOBATHCS, H MBIIICH PACHPENCISIY B IATh TPY I
00paboTtku no 3-6 meImei Ha rpynmy. Korga cpeanee 3HaueHHE 00BEMA OMYXOJIH JOCTUTAIO0 CPEIHETO MOKAa3a-
tems 129-132 mm’ Ha TPYIITY, KQKIY TPYMIy 00pabaThIBAK OJHUM M3 CICAYIOLIMX COCTUHCHUI, BBOIUMBIX
BHYTPHBCHHO MPHU YKa3aHHBIX J03ax: rpymmna | (HamomHurte b, (ochaTHo-coneBoii Oy(epHsiii pacteop (PBS));
rpymma 2 (LY75 DMI1; 10 wr/kr), rpymma 3 (M30THNMYECKHH KOHTpoab-DMI; 10 wmr/kr), rpynma 4
(LY75_DM4; 5 mr/kr), rpynmna 5 (M30THIHYECKHHA KOHTPoIs-SPBDDM4; 5 Mr/kr). Bropyro 103y BBOAMIH CIy-
CTa oaHy Hememo. OTcnekuBamM 3HAYCHHUA MacChl Teaa (BW), MbImiel 4acTo OCMaTpuBaNu A OMPEACICHHUS
COCTOSIHHA 370POBbS M HEXKEJIATEIbHBIX MOOOUHBIX I(P(PEKTOB, U OIMyXOJH U3MEPSUIH JBA Pa3a B Hexemo. MbI-
HICH MOJABCPTrald 3BTAHA3UH, KOTJA MX ONMYXOJH JOCTUTATH KOHCUHOH TOYKH 00BeMa omyxosd 2000 MM’ HIH
yepe3 60 JHEH, B 3aBUCHMOCTH OT TOTO, YTO NMPOUCXOAWIO MEPBBIM. I(P(PECKTHBHOCTh OMPEACIIIH, HCXOAT H3
3agepxkkH pocta omyxomu (TGD), yBeamyeHUs MEAHAHHOTO 3HAYCHHUSA BPEMCHH 10 JOCTH)KCHUS KOHCUHOH TOY-
ku (TTE) u ucxoas U3 aHAIH3a C MOMOINBIO JTOTAPU(PMUYECKOTO PAHTOBOTO KPUTEPHS PANIHUHH MO KPUBBIM
BbDKHBaecMocTH Karmana-Metiepa qyst mbimiedi, 00padotanHsix ADC, mo cpaBHEHHIO C MbIIIaMH, 00paboTaH-
HeiMH PBS. V nepBbIX mATH KOHTPOJIBHBIX MBIIICH, 0OPAOOTAHHBIX HANIOTHUTEJIEM, ¥ KOTOPBIX ObLIA TOCTHTHY-
Ta KOHCYHAS TOYKA, OTOMPATH 00pasLpbl OmyXoJeH, koTopble oOpadaTeiBaau MyTeM (pukcauud B (OPMATMHE U
3a7MBKY napaQUHOM.

Pesybrarsl.

Ha ¢wur. 4a nokazaHno, uro kaxaeii u3 LY75 DMI1 u LY75 DM4 npoaeMOHCTPHPOBAI 3HAYHUTEIbHYIO
MPOTHBOOITY X0JICBYI0 AKTHBHOCTh H 3HAYUTEIBHO INPOJIOHIMPOBAHHOC BBDKUBAHHE B KCEHOTPAHCIIJIAHTATHOMH
moaem numdomsl bepkurra u3 kiaerok Raji Ha mpimax ¢ SCID no cpaBHEHHIO ¢ KOHTPOJSIMH, TEM HE MCHEE,
no3bl 5 mr/kr LY75 DM4 Obutn 3HauuTebHO Oonee 3ddekruBHbiMHU, yeM J03b1 10 mr/kr LY75 DMI, B pe-
3yapTaTe 4yero y 5 u3 6 Mblmel HabMoJanack NoIHasA, HO BpEMEHHAs perpeccus omyxouau. Bce 00padoTku Obumm
XOpOIIO MEPESHOCUMBIMH, U HE HAOJFONATUCH KIMHHYECKUE MPH3HAKU TOKCHYHOCTH. JTH JAHHBIE MO3BOJISIOT
npeanoaoxutb, yto ADC, HanpaenenHsle Ha LY 75, vanpumep, LY75 DMI u LY75 DM4, moryt obecneun-
BaTh KJIMHUYECKH OIAronmpusATHBIA 3((EKT MpH IeUYCHHH PAKOBBIX MALUCHTOB-IFOACH C HEXOMKKUHCKOH JHMM-
(domoit.

[Tpumep 17. IddekTHBHOCTD MOHOKIOHAIBHBIX AHTHTEN K LY 75, KoHBIOrHpoBaHHBIX ¢ DM1 U KOHBIOTH-
poBaHHbIX ¢ DM4, B KCEHOTPAHCIIAHTATHBIX MOAeIX Namalwa.

O¢dpexruBHocTs LY75 DMI u LY75 DM4 uccnenoBanu B KCCHOTPAHCIUIAHTATHOW MOJCITH C ITOJKOXK-
HbIM BBeAcHUEM MbImaM ¢ SCID kierok Namalwa mum¢pomer bepkurra.

HmmyHoneduuutHeiM MbimaM ¢ SCID noaxo)XHO MHOKYJIHPOBANH OIMyXoJieBble KkieTku Namalwa (auMm-
(oMbl bepkurra yenoseka). OmyXoasM JaBaTH BO3MOKHOCTh C(POPMHPOBATHCS, M MBIIIECH PACIPENEISIIU B IATh
rpymnmn 00paboTku mo 6 MbImei Ha rpymmy. Korga cpeaHee 3HaueHHE 00bEMa OITyXOIH JOCTHIANIO CPETHETO MO-
kazarexs 114 My® Ha rpymmy, KOKIYIO FPYNIy 06pabaThIBAMK OJHHM M3 CICAYIOIHX COCTHHCHUH, BBOIMMBIX
BHYTPHBCHHO MPHU YKa3aHHBIX J03ax: rpymmna | (HamomHurte s, (ochaTHo-coneBoii Oy(epHsiii pacteop (PBS));
rpymma 2 (LY75 DMI1; 10 wr/kr), rpymma 3 (M30THNMYECKHH KOHTpoab-DMI; 10 wmr/kr), rpymnma 4
(LY75_DM4; 5 wmr/kr), rpynmna 5 (u3otunmdeckuii KOHTpomb-SPBDDM4; 5 mr/kr). OTCleKUBATH 3HAYCHUSA
Macchl Teaa (BW), Mblmiel 4acTo OCMaTpUBaau A1 ONMPENCICHHS COCTOSHUA 340POBbs U HEXKEIATE/IbHBIX MO-
604HBIX 3()(PEKTOB, U OIMyXOJIH H3MEPSIM 1BA Pa3a B HEACTIO. MBIIIEH MOABEPraay 3BTAHA3HH, KOTIA HX OITyXO-
M JOCTHTATH KOHEYHOH TOUKH 00BeMa omyxou 2000 MM® HinM yepe3 60 mHeil, B 3aBHCHMOCTH OT TOTO, YTO
NPOUCXOAMNIO NEPBBIM. DPPEKTHBHOCTD ONMPEACIIIM, HCXOAA U3 3aaepkku pocTta onmyxou (TGD), ysenmucHus
MEIHAHHOTO 3HAYCHUSA BPEMEHHU 0 JOCTUKEHHS KOHEYHOH TOukH (TTE) M uCX0as U3 aHAIM3a C MOMOIIBIO JIO-
rapu(h)MHUECKOr0 PAHTOBOTO KPUTEPHS PA3NU4Mil MO KPHBBIM BbDKMBAacMOCTH Kammana-Meiiepa [t MbIIIEH,
obpabotanHbix ADC, mo cpaBHEHHIO C MbIIamMH, 00padotaHHbMu PBS. ¥V nepBbIx nsTH KOHTPOIBHBIX MBILICH,
00pabOTAHHBIX HAMOJHHUTEJEM, Y KOTOPBHIX ObINA JOCTHTHYTa KOHCYHAS TOYKA, OTOMpAM 0Opa3Lbl OIyXOJeH,
KOTOpBIC 00pabaTeiBaIu MmyTeM (pukcanuy B (JOpMAIMHE U 3aTMBKH MapahuHOM.

Pesybrarsl.

Ha ¢wur. 4b moxa3ano, yro kaxaprit u3 LY75 DM1 u LY75 DM4 npoaeMOHCTPHPOBAT 3HAYUTCIBHYIO
MPOTHBOOITY X0JICBYI0 AKTHBHOCTh U NPOJIOHTMPOBAHUE BBDKHBAHHA B KCCHOTPAHCIIJIAHTATHOH Moaenu aumdo-
MbI Bepkurra u3 xretok Namalwa Ha mermax ¢ SCID 1o cpaBHEHHIO C KOHTPOJISIMH, TEM HE MCHEE, 1033 5 MI/KT
LY75 DM4 Obina 3HauuTensHo 6onee agdekruBHoi, yem 1o3a 10 mr/kr LY75 DMI, BbI3bIBast KPaTKOBPEMEH-
HO€ YMCHBILICHHE 00BeMa omyxo1i. Bee 00paboTku ObLTH XOPOIIO NEPECHOCHMBIMH, W HE HAOMFOAAMHMCH KITHHH-
YECKUE MPU3HAKH TOKCHYHOCTH. DTH JAHHBIC MO3BOJIIIOT NMpeano0xuts, yto ADC, HanpaBieHHbIe Ha LY 75,
Harmpumep, LY75 DM1 u LY75 DM4, MoryT obecneynBaTh KIMHHYCCKH OMarompuATHbIH 3G dexT mpu neve-
HHH PAKOBBIX NMALMEHTOB-TIOACH C HEXOVKKHHCKOH THM(OMOI.

[Tpumep 18. DdhekTHBHOCTD MOHOKJIOHAIBHBIX aHTHTEN K LY 75, KoHBIOrHpoBaHHBIX ¢ DM1 U KOHBIOTH-
poBaHHBIX ¢ DM4, B KCEHOTPAHCIIAHTATHBIX MOJEIAX PaKa MOKETY IOUHOH HKEIE3BL.

O¢dpexruBHocTs LY75 DMI u LY75 DM4 uccrnenoBanud B KCCHOTPAHCIUIAHTATHOM MOJCITH C ITOJKOXK-
HBIM BBEJICHHECM OCCTUMYCHBIM TOJIbIM MbIaM kj1etok HPAFII aneHOKapUUHOMBI O HKETY ZJOUHOM HKEIC3BL.

HNmMmyHONEHUIUTHBIM OSCTUMYCHBIM TOJBIM MBIIIAM TOJKOXHO HHOKYJIHPOBAIH OITyXOJICBBIC KIETKH
HPAFII (aneHOKapUMHOMBI ITODKETy JOUHOH KeIe3bl YeaoBeka). OmyXoasIM JaBald BO3MOXKHOCTH C(HOPMHUPO-
BAThCS, U MBIIIECH pacIpeaesI B IATh Ipynn oOpaboTku mo 6 Mbimel Ha rpymmy. Korma cpeanee 3HaueHHE
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00bEMa OIyXOJIH JOCTHTANO CPEIHEr0 Mokasatens ~1 14 MM® Ha TpyIIy, KOKIYIO IPYIIY 06PAGATBIBANM OTHHM
U3 CIEAYIOIMMX COCAMHECHUH, BBOJUMBIX BHYTPUBCHHO IPH YKA3aHHBIX 103aX: rpymma | (HamomHurens, oc-
(arHO-coneBol Oy depubiii pacteop (PBS)); rpymmna 2 (LY75 DMI; 10 mr/kr), rpynna 3 (M30THIHYECKUH KOH-
Tpoas-DM1; 10 mr/kr), rpymma 4 (LY75_DM4; 5 mr/kr), rpynma 5 (u3oTunuueckuil KOHTpob-SPBDDM4; 5
Mr/kr). OTcne)xuBamM 3HA4CHUA Macchl Tena (BW), Mblei yacTo 0CMaTpHBaIM AJI ONPECICHUS COCTOSHUA
300POBBS H HEXKEIATEIBHBIX MOOOUHBIX 3(D(EKTOB, M OMyXOJIH U3MEPSIH TPH pa3a B Heaemo. Melei noasep-
ra 3BTAHA3HH, KOTAA HX OMYXOIH JOCTHIATH KOHEUHOH TOUKH 06beMa omyxomm 2000 My wmu yepe3 90 e,
B 3aBHCHMOCTH OT TOTO, YTO MPOUCXOIHIO MEPBBIM. D(P(CKTUBHOCTh OMPEACLIM, HCX0ad U3 dddexra odpa-
OOTKH B OTHOLICHHH 0OBEMA OITYyXOJIH M HCXOJS U3 AHATIH3a C MOMOIIBIO JOrapU(MHIECCKOTO PAHIOBOTO KpHUTE-
pHA pa3IMUMii MO KPUBBIM BhDKMBacMocTH Kamnana-Meliepa ans Mpiueit, o6padoranubix ADC, no cpaBHEHUIO
¢ MbImamy, oopadoranusiMu PBS. OtOupanu o0pa3usl OmyxoJied Y KOHTPOJIBHBIX MbIIIEH, 0OpadOTaHHBIX Ha-
MOJHUTEIEM, H 00padaThIBaU My TeM (PUKCAIMH B (JOPMATHHE U 3ATUBKU MApa(HHOM.

Pesybrarsl.

Ha ¢wur. 4c moxazano, yro LY75 DMI1 u LY75 DM4 nposBiIAIM 3HAYMTEIBHYIO U CXOJHYIO IO CHIIC
MPOTHBOOITY X0JICBYI0 AKTHBHOCTb, U IPH 3TOM HA0IIONATOCHh MPOJOHTHPOBAHHE BBDKHBAHHA B KCEHOTPAHC-
mnanTatHoi Mogenu HPAFII HA roisIx MBIIIAX MO CPABHEHHIO C KOHTpOIIMH. Bce 00paboTku OBLTH XOpOIIO
MEPESHOCUMBIMH, U HE HAOIFOJAMCh KJIMHUYECKUE MPU3HAKH TOKCHYHOCTH. JTH JAHHBIE MO3BOJIIIOT MPEAIOJIo-
xuth, yto ADC, HanmpasieHHsble HA LY75, Hanpumep, LY75 DMI1 u LY75 DM4, MoryT o0ecrieyHBaTh KIHHH-
YECKH O01aronpuATHBIN 3()(EKT NpHU JICUCHUH NMALUCHTOB-TIOICH C PAKOM HO/HKE Ty JOUHOM HKEIIC3BL.

[Tpumep 19. I hekTHBHOCTD MOHOKIOHAIBHBIX AHTHTEN K LY 75, KoHBIOrHpoBaHHBIX ¢ DM1 U KOHBIOTH-
poBaHHbIX ¢ DM4, B KCEHOTPAHCIIJIAHTATHBIX MOJEAX PAKA MOUYEBOTO Iy 3bIPA.

O¢dpexruBHocts LY75 DMI u LY75 DM4 uccnenoBanud B KCCHOTPAHCIUIAHTATHOW MOJCITH C ITOJKOX-
HbIM BBeACHUEM MbIaM ¢ SCID xierok SW780 kapUHHOMBI MOYCBOTO ITy3BIPS YCJIOBCKA.

HNmMyHONEHUIUTHBIM OSCTUMYCHBIM TOJBIM MBIIIAM TOJKOXKHO HHOKYJIHPOBAIH OITyXOJICBBIC KICTKH
HPAFII (azeHOKApIMHOMBI MOIKETyJOUHOM kKeJe3bl YeNoBeka). OmyXosIM 1aBaH BO3MOXKHOCTh C(HOPMHPO-
BAaThCSl, M MBIIICH pacnpele/siid B IATh Ipynm o0padoTku no 6 Melmei Ha rpynmy. Koraa cpenHee 3HaueHue
00’bEMa OIyXOJIH JOCTHTANO CPEIHEr0 Mokasatens ~1 14 MM® Ha TpynIy, KOKIYIO FPYIIY 06paGaThIBAMM OTHHM
U3 CIEAYIOINMX COCAMHECHUH, BBOJUMBIX BHYTPUBCHHO IPH YKA3aHHBIX 103aX: Ipymma | (HamomHuTens, oc-
(arHo-coneBoit OydepHbiii pactBop (PBS)); rpymma 2 (LY75 DMI; 1 mr/kr), rpymma 3 (LY75 DMI; 2.5
mr/kr), rpynmna 4 (LY75_DMI; 5 mr/kr), rpymma 5 (LY75_DM4; 1 mr/kr)), rpymma 6 (LY75_DM4; 2.5 mr/kr)),
rpymma 7 (LY75 DM4; 5 mr/kr)), rpynna 8 (u3otunuueckuii kKoHTponb-SPBDDM4; 5 mr/kr). OrtcnesxuBanu
3HauUeHHs Macchl Tena (BW), Melmei 4acTo ocMarpuBaiu Uil ONMPEJCICHUS COCTOSHMA 30POBbS M HEXKENA-
TEJIbHBIX MOOOYHBIX IPPEKTOB, U OIMYXOIH H3MEPAIH TPU Pa3a B HEJCO. MBILIEH NMOJBEPTaIy 3BTAHA3HHU, KO-
IJa MX OMYXOJH JOCTHTATH KOHEUHOH TOUKH 06keMa omyxomu 2000 MM> WM uepe3 90 IHEH, B 3aBHCHMOCTH OT
TOTO, YTO MPOUCXOAMJIO NMEPBBIM. IP(PCKTHBHOCTD OMPEICIIATH, UCX0aI U3 3(Pdekra 00padOTKH B OTHOLICHUU
00BEMA OIMYXOJIM M UCXOASA U3 QHAJTH3A C MOMOIIBIO JOrapu()MHIESCKOTO PAHTOBOTO KPHTEPHS PA3IUUUH MO KPH-
BbIM BbDKHBacMoCTH KannaHa-Meiiepa qisa meriel, o0padoranubix ADC, no cpaBHCHHIO ¢ MbImamu, 00pabo-
taHHbIMU PBS. OtOupamu o6pasus! omyXonei y KOHTPOJIbHBIX MbIIIEH, 00pabOTAHHBIX HAMOJHHUTENEM, U 00pa-
OarpiBau myTeM (UKCAUMU B (JOPMATHMHE U 3ATHBKH Mapa(QHHOM.

Pesyabrarsl.

Ha ¢wur. 4d nokasano, yro LY75 DMI u LY75 DM4 nposBiasiM 3HAYHTENBHYIO H CXOAHYIO IO CHIIE
HMPOTHBOOITY XOJIEBYI0 AKTHBHOCTb, M IIPH 3TOM HAOIIOZANOCh MPOJIOHTHPOBAHHE BBDKMBAHHA B KCEHOTPAHC-
IIAHTaTHOH Mozeau SW780 Ha rojeIX MBIIAX MO CPABHEHHIO C KOHTPOAMH. Bce 00paboTku ObUH XOpOmIo
MEPEHOCHMBIMHU, H HE HAOMIOAAMMCH KIMHHUYECKUE MPHU3HAKA TOKCHYHOCTH. JTH JAHHBIE MO3BOJIIIOT MPEAIOJIo-
#uth, yro ADC, HanpasieHHble HA LY 75, Hanpumep, LY75 DM1 u LY75 DM4, moryt obecrnieuuBaTh KIHHHU-
YECKH ONarONpPHUATHBIH 3((PECKT MPH JICUSHHH MALMECHTOB-TFOACH C PAKOM MOYCBOTO ITy3BIPSL.

[Tpumep 20. DdHeKTHBHOCTh MOHOKJIOHAIBHBIX aHTHTEN K LY 75, KOHBIOrHpoBaHHBIX ¢ DM1 U KOHBIOTH-
poBaHHBIX ¢ DM4, B KCEHOTPAHCIIAHTATHBIX MOJEIAX PAKa MOJOYHOH XKENE3BL.

O¢dpexruHocTs LY75 DMI u LY75 DM4 uccnenoBanud B KCCHOTPAHCIUIAHTATHOM MOJCITH C ITOJKOX-
HBIM BBEICHHEM OECTHMYCHBIM TOJIbIM MbIIaM kiietok MDA-MB-468.

HmMmyHONEDHUIUTHBIM OSCTUMYCHBIM TOJBIM MBIIIAM TOJKOXKHO HHOKYJIHPOBANH OITyXOJICBBIC KIETKH
MDA-MB-468 (TpmiIp!l HETaTUBHOH aJICHOKAPLIHHOMbI MOJIOYHOH jkese3bl yenoseka). OmyxoisiM AaBajiu BO3-
MOXXHOCTbh C()OPMHPOBATHCS, U MBIIICH pacIpee/suld B ceMb Ipynm 00padoTky no 10 memmeit Ha rpynmy. Ko-
I CpeaHee 3HAYCHHE 00BEMA OMYXOIH JOCTHIAI0 CPEIHEr0 MOKA3aTens 167 MM’ HA IPYIIy, KAy TPYIITy
00pabaThIBAIH OJHHM H3 CJIEIYHOIMHX COCAMHEHUH, BBOJHMBIX BHYTPHBEHHO IPH YKA3aHHBIX J03ax: rpymma 1
(wamoyHuTe B, 20 MM cykuuHat Hatpus, pH 5,0, 6% tperano3a, 0,04% nmomucopdar); rpymmna 2 (LY75_DMI; 5
mr/kr), rpynma 3 (LY75_DMI; 10 mr/kr), rpynmna 4 (LY75_DM4; 5 mr/kr), rpynna 5 (LY75 _DM4; 2,5 mr/kr),
rpymma 6 (LY75 DM4; 1 mr/kr), rpynna 7 (M30THIHYECKHH KOHTPOIb-DM4; 5 mr/kr). OTcnesxuBany 3HAYCHUA
Macchl Teaa (BW), Mbliiel 4acTo OCMaTpUBaIu A1 ONMPEACICHHS COCTOSHUA 340POBbs U HEXKEIATE/IbHBIX MO-
O00uHBIX 3(PPEKTOB, U OMyXOaH H3MEPSIHM ABA Pa3a B HeAe 0. Melmeil moaBepraau 3BTaHA3uu uepes 82 mHs
NOCJIC HHOKYJLILUH OMyXOaH. D(P(CKTHBHOCTh ONMPEAC/SUTH, HUCXOAS U3 HPOTUBOOMYXOJCBOH AKTHBHOCTH
(cpenHee 3HAYCHHE Pa3MeEpa OIMYXOJIH B Ipy e 00paboTKu/cpeTHeE 3HAUCHUE PA3MEPA OIYXO0JIH B KOHTPOJIBHOMH
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rpynne x100) u yBeIMUeHUs CPEAHETO 3HAUYCHUS BPEMEHH A0 AOCTIOKEHUA KOHEYHOHM Toukd (TTE) y Mblmei,
oopaboranHbeix ADC, nmo cpaBHeHHMIO C Mblmamu, obpaboranubiMu PBS. OtOupanu o0pa3usl ImATH CaMbIX
OOIbIIMX OMYyXO0JICH OT KOHTPOJBHBIX MBILICH, 0OpaOOTAHHBIX HANOJHHUTENEM, B ICHb 71 MOC/E HWHOKYJIALMH H
00pabareiBay myTeM (pukcauuu B (JOpMaIHHE U 3aIMBKH NapaGHUHOM.

Pesybrarsl.

Ha ¢ur. 4¢ nokasano, uyto kaxasiii u3 LY75 DMI1 u LY75 DM4 neMOHCTPUPOBAN CYIIECTBECHHYH) MPO-
THBOOITY XOJICBYIO aKTHBHOCTh B KCEHOTPAHCIIIAHTAaTHOH Moaem MDA-MB-468 Ha roysix MbIIIax MO CpaBHE-
HHIO C KOHTpOJsiMH. [Ipu ucnone3oBanuu LY75 DM4 Habmonanu 3aBUCHMYIO OT JO3bl aKTHBHOCTD, ITPU 3TOM
2,5 M 5 MI/KI XapaKTEepU30BaIUCh HAMHOTO Oosiee CHIIbHBIM 3(dekrom, ueM 1 mr/kr. Ipu 5 mr/kr LY75 DMI u
LY75 DM4 xapakTepH30Banuch CX0IHOH 3(h(heKTHBHOCTBIO. [IMTEIbHBIE PETPECCHU CPETHETO 00BEMA OITyXO0-
1 Habmonamu B ciay4yae LY75 DMI1 npu 10 u 5 mr/kr u LY75 DM4 npu 5 u 2,5 mr/kr. Bee 06pabotku 6bu1u
XOpOIIO MEPESHOCUMBIMH, U HE HAOJFONATUCH KIWHHYECKUE MPHU3HAKU TOKCHYHOCTH. JTH JAHHBIC MO3BOJIIOT
npeanoaoxutb, yto ADC, HanpaenenHslie Ha LY 75, vanpumep, LY75 DMI u LY75 DM4, moryt obecneun-
BaTh KJIMHHYECKYIO NMOJIb3Y MPH JCYCHUH MALUECHTOB-TIFOACH C TPWKIAbI HETATHBHBIM PAKOM MOJIOYHOM JKEJIE3BI.

[Tpumep 21. DdhekTHBHOCTH MOHOKIOHAIBHBIX aHTHTEN K LY 75, koHbIOrHpoBaHHBIX ¢ DM1 M KOHBIOTH-
poBaHHBIX ¢ DM4, B KCEHOTPAHCIIAHTATHBIX MOJCIIIX PaKa 000JOYHOH H MPAMOH KHIIKH.

O¢dpexruBHocTs LY75 DMI u LY75 DM4 uccnenoBanud B KCCHOTPAHCILTAHTATHOM MOJCITH C ITOJKOX-
HBIM BBCJACHHEM OCCTUMYCHBIM rojbiM MbImaMm kiaetok COLO205 ageHOKapuUWHOMBI 000JOYHOW M MPSIMOH
KHUILIKH.

HmMmyHONEHIUTHBIM OSCTUMYCHBIM TOJBIM MBIIIAM TOJKOXKHO HHOKYJIHPOBANH OITyXOJICBBIC KICTKH
COLO205 (apcHOKapUHHOMBI 000A0YHOM M MPSIMOH KUIIKH YeT0oBeKa). OMyX0/aM JaBAIH BO3MOMXKHOCTB CPop-
MHPOBATHCS, M MBILICH pacpeae/ s B 1T IPpynn o0paboTku no 6 Mpimei Ha rpynmy. Korga cpenHee 3Have-
HHE 00BEMA OMYXOIH JOCTHIAIO CPEAHEro mokasatens 117 MM’ HA Ipymmy, KaKIyIo Ipymmy oGpadaThiBaIn
OJHHM H3 CJICIYIOIUX COCAMHECHUH, BBOAUMBIX BHYTPHBCHHO NMPHU YKA3aHHBIX J03aX: rpynmna 1 (HamoJHUTENS;
(ocaTtHO-coneBoit OydepHriit pacteop (PBS)); rpymma 2 (LY75 DMI; 10 mr/kr), rpynma 3 (M30TUITHUYECKUH
KOHTPOoab-DM1; 10 mr/kr), rpymma 4 (LY75_DM4; 5 wmr/kr), rpynna 5 (M30THNUYECKUI KOHTPOJIb-DM4; 5
Mr/kr). Bropyro 103y BBOOWIM uepe3 ABEHAAUATh AHEH mocne mepBod. OTCIeKHMBANTH 3HAYECHHS MACCHI Tena
(BW), MbIImeH 4acto OCMATPHBAM AT OMPEACICHUS COCTOSHHUS 3A0POBbA U HEXKEIATCIBHBIX MOOOYHBIX 3()-
(heKTOB, U OIMYXOJIM M3MEPSAIM ABA Pa3a B HEACTIO. MBILICH MOABEPraiy 3BTAHA3HHU, KOTJA UX OITyXOJH JOCTHUra-
JTM KOHEUHOI TOUKH 06keMa omyxomu 1000 My® um yepes 60 AHEi, B 3aBUCHMOCTH OT TOTO, YTO MPOUCXOIHIO
nepBbIM. DPPEKTUBHOCTh ONPENCIITH, HCXOAA U3 3aJepkku pocta omyxom (TGD), yBeIMueHHs MEIHAHHOTO
3HAYCHUA BPEMEHH J0 AOCTIOKCHHS kKOHeuHOH Toukd (TTE) u ucxons u3 aHami3a ¢ MOMOIIBK JOrapupmme-
CKOTO PAHIOBOTO KPHTEPHS PA3IMYMi IO KPUBBIM BbDKHMBacMocTH Karmana-Meliepa muist Mblei, o0padoTaH-
Hbeix ADC, 1o cpaBHEHMIO C MbIIIaMH, 00paboTaHHsIMH PBS. V nepBbIX MATH KOHTPOJIBHBIX MBIIIEH, KOTOPBIX
00pabaTsIBaIH HOCHTEJICM, JUI JOCTIXKCHHUS KOHCUHOH TOUKH Opanu 00pa3Lbl OImyXoJieH, KOTOphIc ObLH 00pa-
OoTaHsl (pukcauuei (OPMATHHOM H 3aTUTHI MApa(PUHOM.

Pesybrarsl.

Ha ¢wur. 4f nokazano, uro LY75 DM1 u LY75 DM4 aeMOHCTPHPOBAIM CXOJHYHO YMEPEHHYIO MPOTHBO-
OITyXOJICBYI0 AKTHBHOCTb H IMPOJIOHTHPOBAHHE BBDKHBAHHS B KCEHOTPAHCIIAHTATHONW MOJEIH aCHOKAPLIMHOMBI
000104HOH U npsAMOH KUIIKH 13 K1eTok COLO205 Ha roJbIx MbIIIAX IO CPABHEHHIO C KOHTPOJIMH. Bee o0pa-
OO0TKH OBLTH XOPOIUO MEPEHOCHMBIMH, H HE HAOMIOAATHCH KIMHUYCCKUE MPU3HAKH TOKCHYHOCTH. JTH JAHHBIC
HO3BOJIIFOT Mpeanooxkurhk, yro ADC, HanpasnenHsie Ha LY75, nanpumep, LY75 DM1 u LY75 DM4, moryt
00eCMeYUBATh KIMHHUYCCKYIO MOJIB3Y NMPH JICUCHHH MALUCHTOB-TIOACH C pakoM 000IOYHOU M MPSIMOM KHILIKH.

ITpumep 22. TOKCHYHOCTh MOHOKJIOHAMBHBIX AHTUTEN K LY75, KOHBIOrHPOBaHHBIX C DM1 U KOHBIOTUPO-
BaHHBIX C DM4, B OTHOIICHHH MAKAK-KpabOEeIO0B.

[lects caMuOB 00€3bSIH PACHPEIAC/LIIM B MCCIEAOBAHHM 1O 2 00e3bsHbl/Tpynma. Hamomuurens (PBS),
LY75 DM4 (pacwenmasemsiit) win LY75 DMI1 (HepacuiemiseMblil) BBOAMIU ABA pa3a (B ACHb 1 U aeHb 29)
NOCPEICTBOM BHYTPHBCHHOH HH(Y3HH MPOJODKHUTEIBHOCTBIO 15 MuH mpu O Mr/kr/mo3a (PBS, HanomHures), 5
mr/kr/no3a (LY75_DM4, pacmemmsemsrit) umu 10 mr/kr/mo3a (LY75_DMI, Hepacwemsemsiii). OrOupanu 00-
pasupl KPOBH 4151 TOKCUKOKMHETHYECKHX MCCEIOBAHUH NEPE HA4aJIOM BBEACHHS 103 (aeHb 1) u uepes 1, 2, 3,
7, 14, 21 u 28 nmHeit mocae kaxaoi a03bl. OTOUpamy 00pa3ipl KPOBH AN KJIHHUKO-TIATOJOTHYCCKUX AHATH30B
nepea HayajioM BBEACHHS 103 (AeHb 1) uuepes 1, 3, 7, 14, 21 u 28 aHeit mocie KaxKa0H 103bl (MOMEHT BPEMEHHU
28 muei mocae 1-if 1036l Takke UCMONb30BAIM B KAYECTBE MOMEHTA BPEMEHHU NEPE] BBEACHHEM A03bI AU 2-i
[03bl). Beex uccneayeMpIX )KUBOTHBIX ITOJBEPraid 3BTAHA3MHU, U MMPOBOJAMIH BCKPBITHE MOCHE MOCIECIHETO 3a-
0opa xpoBH B A¢Hb 57. Beiaesau mia3My KpOBH, OTACJICHHYIO M3 KAXXIOro 00pas3ua KPOBH, 3aMOPAKUBATIU H
tpancnopruposam B Oxford BioTherapeutics, Inc. nis aHami3a B OTHOIEHHH KOHUEHTpAaUUH ADC ¢ moMOIIbr0
ELISA.

HabmomxaeMbIe KIMHHKO-NATOJIOTHUCCKHUE MPOSBICHUSA, CBA3AHHBIE C 00pabOTKOM, BKIIFOYATH C1a00BBIpa-
JKCHHYIO PETCHEPATHBHYIO AHCMHIO H BPEMECHHBIC YMCHBIICHUS KOJIUYECTBA KJIETOK JCHKOLUTAPHOTO MPOdHIIL
KpPOBH, HAHOOJICE CYLICCTBEHHBIC A1 KOJIMYECTBA HEUTPO(PHIOB. AHEMHIO HAOTFOAM KaK Y KHUBOTHBIX, 00pa-
6oranHbIX 5 Mr/kr LY75 DM4, Tak 4 y OAHOTO U3 ABYX >KUBOTHBIX, 00padoranusix 10 mr/kr LY75 DMI. Tsa-
HKEJYI0 HEUTPOTICHHIO C MAKCHMAJIBHBIM CHIDKCHHEM KOJIMUECTBA HEHTPO(HIOB Yepe3 OJHY HEJCIO MOCJHE BBC-
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JIEHHA J03bI H OBICTPOE BOCCTAHOBJICHHE MX KOJMYECTBA HAOIIOJANHU Y BCEX JKUBOTHBIX, ITPH 3TOM MAKCHMAITb-
HOE CHIDKCHHE a0COIOTHOTO KOJMYECTBA HEHTPO(UIOB OBUIO MEHBIIMM Yy JKHBOTHBIX, OOpPaOOTAHHBIX
LY75 DM4. He nabmopnamu 3¢dekros B oTHOmEHUH napamerpos koaryminuu APTT u PT, cBsa3aHHbIX C HC-
caeayeMbIM npenaparoM. M3MEeHEHUs! XUMHYECKOTO COCTAaBa CHIBOPOTKH KPOBH BKJIFOYATIH BPEMEHHOE MOBBILIC-
Hue ypoBHSI AST, CK, LDH (v 1 u3 2 »kMBOTHBIX B KOKI0H rpymmne o0padoTkH) ¥ rIo0yIMHA NMOCIIE BBEACHHA 5
mr/kr LY75 DM4 u 10 mr/xr LY75 DMI1. Kpome Toro, Habmonanu BpeMEHHOE TMOBBIIICHUE YPOBHA ()epMEHTA
ALT, cneuupuyHOTo U1 NEYEHH, TOJIBKO Y XKUBOTHBIX, 00padoranueix LY75 DM4. HebGonpiuast mpoaosmxu-
TEIbHOCTh W/MIM BEJIMYMHA MOBBIUCHHHA NAPAMETPOB XHMUYECKOTO COCTaBA CHIBOPOTKH KPOBH IO3BOJLIIH
HPEATNOJIOKUTh, YTO OHH HE OTHOCHJIUCh K HEXKENATEIbHBIM SABICHUAM. [IpH aHATM3E MOYH OTCYTCTBOBAIHU Ha-
0.r01aeMble MPOSIBICHMUS, CBA3AHHBIC C HCCJIEYEMBIM ITPEnaparoM. B xoae oOcne10BaHus MPU BCKPBITHH MOCIIE
4-HeJeMPHOTO NEPHOJA BOCCTAHOBICHMS OTCYTCTBOBATH HAOMIONAEMBIC MAKPOMATOJIOTMYECKHE ITPOSBICHHI,
CBSI3aHHBbIC C 00PAOOTKOM, UM U3MEHEHHS A0COMIOTHBIX U OTHOCHTEIbHBIX 3HAYCHHH Macchl opraHoB. Habmo-
JJaeMbIC TMCTONATOJIOTHYECKHE MPOSBICHUA TOJBKO AJS IMHTOBUIHOM >Kee3bl (M3MEHEHHE MOP(OIOrHIECKUX
XapPAKTEPUCTUK KOJIJTOHTHOTO CONEPXKUMOTO B (DOJITMKYIAX) M NMOYKH (PACHIMPEHHbIC KAHATBLBI BO BHCIIHEM
CJI0€ KOPKOBOTO BEIIECTBA) KJIACCH(UIMPOBAIH KAK XapaKTEPH3YIOIHECA MHHUMAIBHON TSXKECTBIO, HE CBA3AH-
HbIE C H3MEHEHWSIMH JAPYTHX HCCIIEIYEMBIX MAPAMETPOB; a TAKKE HE OTHOCSALIHECS K HEXKENIATEIbHBIM SBICHUAM
U MMCIOIHE MHHUMATIbHYI0 TOKCHKOJOTHUYECKYIO 3HAUMMOCTh. 3akmoueHue. OOpaboTka MOBTOPHBIMHU J03aMH
npu OByX Jo3ax - 5 mr/kr LY75 DM4 wmm 10 mr/kr LY75 DM1 Xopomo HepeHOCHIAch MAaKaKaMH-
kpaboenamu. Bee HaOmrogaeMble MPOSIBICHUS TOKCHYHOCTH, CBA3AHHOH ¢ 00pabOTKOH, OBLIM OOPAaTHMBIMH HO-
cie 4-HeACTbHOTO NIEPHOJA BOCCTAHOBIICHUS.

[Tpumep 23. YcraHOBIEHHE XapaKTEPUCTHK 3nuTona 11 LY75 Al ¢ moMoIpro aHAIH3a KOHKYPEHTHOTO
CBSA3BIBAHMA C HCIIOJIb30BAHHEM COPTHPOBKH KJICTOK C aKTUBUPOBAHHOH (piyopecueHuuci (FACS).

Cnoco0.

Krerku COLO205 (ATCC, Ne B karanore CCL-222) oTae/ s OT MAaTPacoB A TKAHEBBIX KyJIbTYp C MO-
momsro CellStripper (Cellgro, Ne B karagore MT-25-056CI). Knetku mpoMBIBAIH M PeCyCHCHIUPOBATH B Oy (e-
pe a1 FACS (PBS+2% FBS), HeliTpamu30BaIi MUTATCIBHOU CPEAOH M MOACUMTHIBATH. KIICTKH BRICEBAIH MPH
50000 kneTOK HAa JYHKY B 90-IyHOUHbIH IUIAHIIET ¢ V-00pa3HBIM THOM JyHOK. KieTku mpomsiBamM OauH pa3
oydepom mus FACS (PBS (Fisher, Ne B karanore SH30028-03) +2% FBS). Jo6asasmu mAb k LY75 (BeiOpan-
Hoe u3 mpuMepa 1) umu LY75 Al B nyHKH P HCXOAHOW KOHLEHTpAaUuuH 250 HM, M OCYINECTBIIAIH 3-KPATHBIC
cepuitHble pa30aBICHHA, H BHOCHIIM B COOTBETCTBYIOINME JIYHKH B TeueHUe 45 MuH Ha npay. Mccnexyemoe co-
JIEPKUMOE JIYHOK, U1 KOTOPOTrO TPeOOBAIUCH OJUH MM 0OJIee 3TANOB OKPALIMBAHUSA, IIPH HEOOXOAUMOCTH BbI-
nepkuBany B Oydepe mis FACS ams obecnieyeHUs1 0 JHOBPEMCHHOTO 3aBEPIICHUS 3aKIFOUHTETHOTO OKpaIlIH-
BaHUS I BCEX HCCACAyeMBIX ycmoBuil. Comepykumoe AByX IyHOK ¢ Oydepom aast FACS ocramanu Heokpa-
LIEHHBIM B KAYECTBE KOHTPOJIEH.

IMocne wHKYOMPOBAaHHUS C OJOKUPYIOIIMM AHTUTEJIOM KICTKH IBAa pa3a mpombiBamu Oydepom ama FACS.
Knerku pecycnenauposanu B 0ydepe s FACS, coneprkamem mAb x LY75, koustoruposanHoe ¢ MCC-DM1
(1 HM), 1 uHKYOHPOBAIH HA JbAY B TeueHUE 45 MuH. KieTku MpoMbIBaIH, KaK ONMUMCAHO BBIIIE, PECYCHEHAUPO-
Banu B Oy(pepe FACS nmoc 1 MKI/MJI MBIIIHHBIX QHTUTE] K MAHTAH3WHY U MHKYOMPOBAIM HA JbJYy B TCUCHHUE
45 mun. KineTku mpoMBIBATH, KAK OMHCAHO BBIIE, U pecycneHaupoBany B Oydepe mma FACS, comeprkamieM 2
MKI/MJI @HTHTENA KO3bI K Kanma-uenu Ig mpimy, konptoruposanHoro ¢ RPE. Knerku mHKyOHpOBaIM Ha JbIy B
TeueHHe 45 MHUH, 3aTeM NMPOMBIBAIH, KAk OMUCAHO Bbie. Knerku pecycnenauposam B Oydepe FACS nmpu 200
MKJI Ha JyHKy. CpeaHee 3HAUYCHHE HHTCHCHBHOCTH (DJIyOpPECLEHLMH U1 KAKIOro oOpa3la onpeacsIg C Mo-
Mouipro nmpotoyHoro muromerpa Guava EasyCyte Plus HT (dopmaTs! 96-1yHOYHOTO IUIAHIIETA), H HEOOpabo-
TAHHBIC JAHHBIC aHATH3HPOBaIH ¢ oMoy Guava Cytosoft.

Pesybrarsl.

Ha ¢wur. 5a nokasaHo, 4ro OJOKHpOBaHHE C HCHONb30BaHHEM MAb k LY 75, konstoruposanHoro ¢ MCC-
DMI, mpuBOOMIO K CHI)KCHHMIO CBs3biBaHHA mMAb k LY75. Anamu3 ces3biBanust LY75 Al ¢ kineTkamu
COLO205 mpoaemoHcTpupoBa, yto LY75 Al HecnocoOHO OI0KHp