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COEJUMHEHHA U CITIOCOBLI, HAIIEJIEHHBIE HA INSLS YEJIOBEKA U MbIIIHA

Hacrosimee nzo0pereHne OTHOCUTCS K 00IaCTH MEAMLUHBL bonee KOHKpeTHO,
HacTosIee N300peTeHne OTHOCUTCS K COEIUHEHNSIM, CPENICTBAM JUArHOCTUKHU U CrIocobam,
KOTOpbIE BKJIIOYAIOT aHTHUTEJIO MK €ro (PparMeHT, HallpaBJIeHHbIE IPOTUB HHCYJIMHOMOIOOHOTO
nentuaa-S yenoseka uian Meiu (INSLS). Oxunaercst, 4To COeTUHEHHS U CIIOCOOBI 110
HACTOSIIEMY M300pETEHHIO Oy IyT MOJIE3HBI B O0JNIACTH OHKOJIOTHH, PENPONYKTHUBHBIX U
MeTaboIMUeCcKNX 3a00IeBaHUl, Hanpumep, TnadeTa U OXKUPEHHs], BKIIFOUask AUArHOCTHKY,
OTHOCSIIYIOCS K HUM.

I'opmosn xenyaodno-kuieuHoro Tpakta INSLS npunaniexxur k cemeincTsy
penaKkCUHOB/UHCYIMHONOAOOHBIX nentuaoB. Kak u npyrue unens! cemeiictsa INSL, INSLS
coctouT u3 B- 1 A-ueneii, COeTMHEHHBIX ABYMs AUCYIb(puaabMU cBsi3siMu. INSLS
3KCIIPECCUPYETCs B PA3JIMYHBIX TKAHSX, OJHAKO OH B OCHOBHOM CEKPETUPYETCSl BMECTE C
APYTHMMU FTOPMOHAMH U3 CHEHAIN3UPOBAHHBIX SHTEPOIHIOKPUHHBIX KJIeTOK (DJK),
Ha3bIBAEMBIX L-KJIeTKaMu, B AUCTAIBHOM OTZEJIe KUIIEYHUKA, OCOOEHHO B TOJICTOH M IPSIMOH
KUIIKE. DTH KJIETKH PEryJIUpYyIOT MeTabonndeckue U Gu3nonorndeckue npoLeccol, TaKue Kak
NEepPUCTAIBTUKA KULIEUHNKA, CEKPeLUsi TOPMOHOB, TOMEOCTa3 INIF0KO3bI U anmneTut. INSLS
siByisieTcst muranaom aist peuentopa RXFR4/GPCR142/GPR 100, u ero B3auMonelicTBre MEXTY
peLenTopoM H JIMTaHAOM NMPUBOAUT K MHTMOMPOBAHUIO BHY TPUKJIETOYHBIX YpoBHEH TAM®. B
TO Bpemst Kak INSLS cunraercss OpeKCUre HHbIM (CTUMYJIUPYIOLINM AIIETUT) TOPMOHOM, H €0
CEeKpeLHsl TIOBBILIAETCS IPU OTPAHIMYEHUH KAJIOPHi, OMOJIOTHYeCKUe TIOCIEACTBUS
aktuBupyemoro curHanbHOro myta INSLS-RXFP4 ocraroTcst B 3HAYUTENBHOM CTETICHH
HEYJIOBUMBIMH.

Jns m3yuennst INSLS HeoOXoamMbl Hafies)KHbIE U 4y BCTBUTENIbHBIE aHai3bl Ha INSLS.
INSLS n3yvanu y mauueHToB ¢ MeTabOIN4eCKOi TUC(yHKUNEH, CHHIPOMOM MOJUKUCTO3a
ssmaHUKOB (PCOS), xonopekranpHbiM pakoM (CRC) u Oecrutoguem, a Takke Ha JOKITMHAYECKUX
Mozensix 3Tux 3abonesanuii. OgHAKO OCTaeTCsl NOTPEOHOCTh B AHTHTENAX, KOTOPBIE CBSI3BIBAIOT
INSLS uenoBeka u MbILIH, AJis1 JaTbHEHIIEro u3yueHus >THX 3¢dexros. B vactHocTy,
coxpaHsiercss noTpeOHOCTh B aHTHTeNax npotuB INSLS ¢ Beicokoii apdurnoCTBIO K INSLS Kak
YeJIOBEKa, TAK U MBIIIH. J[OCTyIHBIE B HACTOSIIEE BPEMS aHAJTU3bI UMEIOT MPOOJIEMBI C
4y BCTBUTEIBHOCTHIO, BOCIIPOU3BOAUMOCTBIO, TPOU3BOIUTENIEHOCTHIO W/HITH KOJMYECTBEHHBIMU
nokazaresiMi. Takum 00pa3oM, HeOOXOAMMBI TOTIOJIHUTENbHBIE CIIOCOOBI TECTUPOBAHHUS

00pa31OB YeI0BEKa MTH MBIIIIH.
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B KOHKpEeTHOM BapHaHTe pean3allii HACTOSIIEro H300PETEHHsI MPEIJIOKEHbI AaHTHTETA,
KoTopble cBs3bBatOT INSLS, conepskamue BapuabenpHyto oOnacte Tsokenoi nenu (VH) u
BapuadepHyI0 00sacTh Jerkoit uenu (VL), mpu stom VH comep:xut onpenenstomme
KoMIUIeMeHTapHOCTh obnactu Tsokenoi uenu (HCDR) HCDR1, HCDR2, u HCDR3, u VL
COIEPIKUT OMpeNesolIe KoMIieMeHTapHoCcTh obnactu yierkoit uenu (LCDR) LCDRI,
LCDR2 u LCDR3, mpu 3tom HCDR1 conepxur TASGFSLSSYDMG (SEQ ID NO:10),
HCDR2 cogpepxxut TISAGGYTY (SEQ ID NO:11), HCDR3 conepxur
ARERWNYDRSGGAGAGYFDL (SEQ ID NO:12), LCDR1 conepxutr QASQSITSSYLS (SEQ
ID NO:14), LCDR2 conep:xxut YPAANLAS (SEQ ID NO:15), u LCDR3 conepxut
LYGYFSSSIDFA (SEQ ID NO:16).

B cooTBercTBHU C HEKOTOPBIMH BapUaHTAMU pCAIU3AalIUN aHTUTEC]IA [TO HACTOALICEMY
u3obperennto conepxkar VH, koropas cogepxxkut SEQ ID NO:9, u VL, koropas cogep:xxkut SEQ
ID NO:13. CorinacHO HEKOTOPBHIM BapHaHTaM PeaU3allMi AHTUTENA 10 HACTOALLEMY
u3o0perenuto copepskar Tsokenyto uenb (HC), conepskamyro SEQ ID NO:S, u nerkyro uenb
(LC), comepxamyto SEQ ID NO:7. CoriacHo HEKOTOPbIM BapHaHTaM Peain3allii aHTUTEIA O
HacTosIIEeMy M300peTeH 0 coaepskaT Tsokenyro uenb (HC), conepskainyro aMMHOKUCIOTHI 2-446
SEQ ID NO:5, u nerkyto nenb (LC), conepskamyto SEQ ID NO:7. CoriacHO HEKOTOPbIM
BapUAHTAM peajH3allMy aHTUTENA TI0 HacTosieMy n3o0perenuto conepskatr HC, cocrosinyto u3
SEQ ID NO:5, u LC, coctostmyto u3 SEQ ID NO:7.

CornacHO HEKOTOPBIM BapHaHTAM peasu3alluy HACTOsIIee H300pEeTEHHe OTHOCUTCS K
HYKJIEMHOBOM KHUCJIOTE, COMIepKaIlel mociaenoBarenbHoCThb, kogupyomyo SEQ ID NO:5 unun
SEQ ID NO:7, unu o6e. CornacHO HEKOTOPBIM BapHAHTAM Peasu3aliy OIUH WK Oojiee
BEKTOPOB COJIEPIKAT OJHY UJTH OoJiee HYKJIEMHOBBIX KUCIOT, komupyromux SEQ ID NO:5 wiu
SEQ ID NO:7, unu o6e. CornacHO HEKOTOPBIM BapHAHTAM Peali3aluy HACTOsIIIee H300peTeHne
OTHOCHUTCSI K KOMITO3HIIUH, COZIEPIKaIlel TIEPBbI BEKTOP, COAEP KU TOCIEI0BATEIEHOCTD
HYKJIEMHOBOM kucnoThl, kogupyrouyo SEQ ID NO:5, u BTopoii BekTop, conepkaiiuii
MOCJIEA0BATENBHOCTD HyKJIenHOBON kucnoThl, koaupyouyo SEQ ID NO:7. CornacHo apyrum
BapUAHTaM PEAJH3alUU B HACTOSLIEM H300PETEHNH MPENIIOKEHA KOMITO3ULHS, COMeprKaIast
BEKTOp, COMEP KAIUA HYKJIEMHOBYIO KUCIOTY, konupyrouryro SEQ ID NO:5 u SEQ ID NO:7. B
APYTrOM BapHaHTE peasu3aliy HAaCcTOosIee H300PETEHHEe OTHOCUTCS K KIIETKE, COlepIKaliel OuH
win OoJiee BEKTOPOB, COEPIKAIINX OTHY MITH O0Jiee HYKJIEMHOBBIX KUCIIOT, kKonupyroumx SEQ
ID NO:5 nim SEQ ID NO:7, unm o6e. CornacHO HEKOTOPBIM BapUaHTaM PEaTH3alHU
HacTosIee n300peTeHne OTHOCUTCS K KJIETKE, COZleprKalieil mepBblid BEKTOP, COAEP KAl
MOCJIEA0BATENBHOCTD HYKJIEHHOBON KUCHoThI, koaupyouyo SEQ ID NO:5, u BTopoii BekTop,

cofiep KallMii OCIeA0BaTeIbHOCT HYKJIEMHOBOM KUCNOTEL, Koaupyromyo SEQ ID NO:7.
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CornacHo apyruMm BapuaHTaM peaii3alii B HACTOSIIEM H300PETEeHUH MPENJIOKEeHa KIIETKa,
coeprkalasi BEKTOP, COAEPKALINNA MOCIeI0BATEIbHOCTh HYKJIIEMHOBOH KHCIIOTHI, KOJUPYIOIIYFO
SEQ ID NO:5, u BTOpy!0 NOCNEN0BaTeIbHOCTb HYKJIEMHOBOM KUCIOTHL, Kopupyoiyo SEQ ID
NO:7. B AOTIONHUTEIBHBIX BAPUAHTAX PEATU3ALMH KJIETKA MPEICTABIIAET COOOH KIIETKY
MJIEKOITUTAIOLIETO.

B KOHKpEeTHOM BapHaHTe pean3allii HACTOSIIEro H300PETEHHs PEJIOKEHbI AaHTHTETA,
koTopbie cBs3biBatoT INSLS, conepskammue BapuabenbHyro oonacts Tsikenoi uernu (VH) u
BapuadepHyI0 00sacTh Jierkoit uenu (VL), mpu stom VH comepxut onpenenstomue
KoMIuieMeHTapHOCTh oOnactu Tspkenoin uenu (HCDR) HCDR1, HCDR2, u HCDR3, u VL
COIEPIKUT OIpenesole KoMiieMeHTapHocTh obnactu yierkoit uenu (LCDR) LCDRI,
LCDR2 u LCDR3, mpu 3tom HCDR1 conepxxur TVSGIDLTTYAMG (SEQ ID NO:22),
HCDR2 conpepxut IGGGGRTY (SEQ ID NO:23), HCDR3 conepxur VRGGDFFDL (SEQ ID
NO:24), LCDR1 conepxxut QASEDISKYLS (SEQ ID NO:26), LCDR2 conepxur YYVSNLEF
(SEQ ID NO:27), u LCDR3 conepxutr HQGYTGVNVENYV (SEQ ID NO:28).

B cooTBeTCTBUM C HEKOTOPBIMH BapHAHTaAMH PeATN3aLK aHTUTENA IO HACTOSIIEMY
u3o0perenuto copepkar VH, koropas copepxxut SEQ ID NO:21, u VL, xoropas cogepxut SEQ
ID NO:25. B apyrom BapuaHTe peajqu3aliy aHTUTeNa COrJIACHO HACTOSIIEMY H300pETeHHIO
copep:xkat Tspkenyto nenb (HC), cogepxauyro SEQ ID NO:17, u nerkyro nens (LC),
conepkamyo SEQ ID NO:19. B HekoTOpbIX BapHaHTax peajn3alliy aHTUTENA 110 HACTOSIIEMY
u3o0pereHnto coaepkar Tsokenyto uernb (HC), coneprkanyro amunokuciorsl 2-435 SEQ ID
NO:17, u aerxyto uemns (LC), conepskamyro SEQ ID NO:19. CoriacHO HEKOTOPbIM BapUaHTaM
peanu3aluy aHTUTeNa MO HacTosmeMy usodperenuto conepskat HC, cocrosimyro uz SEQ ID
NO:17, u LC, cocrosmyro uz SEQ ID NO:19.

CornacHO HEKOTOPBIM BapHaHTaM pPeasU3aluH HACTOsIIee H300pETEHHe OTHOCUTCS K
HYKJIEMHOBOM KHUCJIOTE, COMIep KaIel mociaenoBareNbHOCThb, kogupyromyo SEQ ID NO:17 unn
SEQ ID NO:19, unu o6e. CoriacHO HEKOTOPBIM BapUaHTaM pean3alii OOUH uiu Ooee
BEKTOPOB COJIEPIKAT OJHY WJIH OoJiee HYKJIEMHOBBIX KUCIOT, komupyromux SEQ ID NO:17 umu
SEQ ID NO:19, unu o6e. CoriacHO HEKOTOPHIM BapUAHTAM pPeaTH3al[ii HACTOSIIIEee
M300peTeHNe OTHOCUTCS K KOMITO3ULIMH, COAEPIKALIEeH MEPBbII BEKTOP, COAEPIKAIIHNA
MOCJIEA0BATENBHOCTD HYKJIEHHOBON KUcnoThl, koaupyouryo SEQ ID NO: 17, u Bropoii BekTop,
coZiep KallMi MOCIeA0BaTebHOCT HY KJIEMHOBOM KUCOTHL, kKoaupyoiyo SEQ ID NO:19.
CornacHO HEKOTOPBIM BapHaHTAM pPeasn3alluy HACTOsIIee H300pETEHNe OTHOCUTCS K
KOMITO3ULIMH, COAEPIKALIEeH BEKTOP, COAEPIKAIINN HYKJIEHHOBYIO KHCIIOTY, Konupyromy SEQ
ID NO:17 u SEQ ID NO:19. B npyrom BapuaHTe peaii3aliy HACTOsIIee H300peTeHHe

OTHOCHUTCSI K KJIETKE, COZieprKalieii OuH Win Oosee BEeKTOPOB, COAEPIKALINX OHY HIIH Oolee
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HYKJIEMHOBBIX KHCIOT, kKogupyromux SEQ ID NO:17 unu SEQ ID NO: 19, mnu obe. Cornacho
HEKOTOPBIM BapHUaHTaM PEaM3alMU HACTOsIIIee N300PETEHNE OTHOCUTCSA K KIIETKE, COAepIKaIeit
MIEPBBIM BEKTOP, COAEPIKALIUMN MOCIE0BATEIbHOCTh HYKJIEMHOBOM KUCIIOTHI, KOAUpyrouy SEQ
ID NO:17, u BTOpOi#i BEKTOP, COAEPIKALINI MOCIETOBATEIPHOCTh HY KIIEMHOBON KHUCJIOTHI,
koaupyroimyo SEQ ID NO:19. CornacHo npyrum BapruaHTaM peaiu3alii B HACTOSIIIEM
M300peTEeHNH MPEIOKEHA KIIETKa, COlepIKallasl BEKTOP, COIEPIKAIIUi TOCIeN0BATENbHOCTD
HYKJIEMHOBOM KHucao0ThI, koaupyrowyo SEQ ID NO:17, u BTopyro nocieaoBareabHOCTh
HYKJIEMHOBOM KHMCa0Thl, koaupyrouyo SEQ ID NO:19. B nononHuTeNnbHbIX BapHAHTax
peann3anuy KJieTKa MpeacTaBisieT COOON KIETKY MIIEKOIHUTAIOLIETO.

B HexkoTOpBIX BapHaHTax pealu3aliy aHTUTENA COTJIACHO HACTOALLEMY PACKPBITUIO
cBs3piBatOT INSLS uenoBeka. CorjaacHO HEKOTOPBIM BapUAaHTaM peau3alliy aHTUTENA T10
Hactosiemy uzobperenuio cBs3biBatoT Lenb A (SEQ ID NO:1) u uens B (SEQ ID NO:2)
INSLS uenoBeka. B HEKOTOpPBIX BapuaHTax pean3alii aHTUTENA COTJIACHO HACTOSIIIEMY
packpeiTuio cBsi3biBatoT INSLS Mbiu. CorniacHO HEKOTOPBIM BapuaHTaM peau3allii aHTUTeNa
1o Hacrosimemy u3odperenuto cBsi3pBatoT enb A (SEQ ID NO:3) u uens B (SEQ ID NO:4)
INSLS mpim.

CornacHO HEKOTOPBIM BapUAHTAM PEATN3aLMU B HACTOSALIEM H300pETeHNH NPEeAIOKeH
Croco0 MOJyueHUs] AaHTUTENA, BKIFOYAKOLIHI KyJIbTUBUPOBAHHE KIIETKH B YCJIOBHSX,
00eCTeYnBaOINX SKCIPECCHIO YKA3aHHOTO aHTUTENIA, U BbIIEIEHUE YKAa3aHHOTO
SKCIIPECCUPOBAHHOTO aHTUTENA U3 KYJIbTYpalbHOU cpenbl. COrlacHO HEKOTOPHIM BapUaHTaM
peasr3anuy B HACTOSLIEM U300PETeHUH MPENJIOKEH CIIOCO0 MOTYyYEeHUS] aHTUTENA, TOJTyYeHHOTO
MyTEM KYJIbTUBUPOBAHUS KJIETKH B YCIIOBHSIX, 00ECTIEUNBAIOLINX SKCIIPECCHIO YKA3aHHOTO
aHTHUTENA, U BbIIEJIEHUE YKAa3aHHOTO SKCIIPECCHPOBAHHOIO aHTHUTENA U3 KYJIbTYPaIbHON Cpebl.

CornacHo apyruM BapuaHTaM peaii3allii HACTOSLIETO PACKPBITHS MPEIIOKEH CIIOCO0
obHapyskerust INSLS uenoBeka wu Mbimu B obpasue. Takue crnocoObl BKIFOYAKOT CTAAHU
NPUBEACHUS 00pa3lia B KOHTAKT C AaHTHTEJIOM COTJIACHO HACTOSLIEMY PACKPBITHIO, KOTOPOe
cieunpuvHo cBs3biBaeT INSLS mbimm, 1 0OHapy KeHUs! CHTHAJIA, MyTeM YKa3aHHOH CTaiuu
NpUBEJEHUS B KOHTAKT.

B cooTBeTcTBHU C HEKOTOPHIMU BapUAHTAMH PEATH3ALMU TPEAJIOKEH CIIOCO0
konndecTBeHHOro onpenenerns INSLS uenoseka wmu mMbimy B obpasue. Takue crocoOs
BKJIFOYAIOT CTa WU MIPUBEICHHS YKa3aHHOTO 00pa3lia B KOHTAKT C aHTHTEJIOM COTJIACHO
HACTOSILIIEMY PACKPBITHIO, KoTOpoe crienuduaHo cBsi3biBaeT INSLS MbIum, u oOHapy KeHHsI
CUTHaja, MyTeM yKa3aHHOMN CTaJuu NpUBEIEHNUs B KOHTAKT. B HEKOTOpBIX BapHaHTax

pcaim3aii TaKue CITIOCOOBI AOMOJIHUTECIIBHO COACPKAT CTAAUU NPUBCACHUA KOHTPOJIBHOT'O
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CTaHAapTa B KOHTAKT C AaHTUTEJIOM U OOHAPY KeHUsI CUTHAA, 00eCeunBaeMOro yKa3aHHOH
cTazuel MpuBeIeHUsl B KOHTAKT C KOHTPOJbHBIM CTaHAapTOM.

CornacHO HEKOTOPHIM BapHAHTAM PeaU3aIiH CIIOCOOOB COTIACHO HACTOSIIEMY
PACKPBITUIO TaKHe CIIOCOOBI JOMOIHUTEIBHO BKIIOYAKOT CTAAHIO KOJIMYECTBEHHOTO
onpenenenust INSLS B oOpasne. B Takux BapraHTax peajiu3aniyl CTaausl KOJTUIECTBEHHOTO
onpenenenust INSLS BkmrodaeT konmuecTBeHHOe onpenenenue INSLS B obpasue npu
CpaBHEHHH C peepPEeHCHBIM CTAHAAPTOM.

CornacHO HEKOTOPBIM BapHaHTaM pPealn3alllii COTJIACHO HACTOSIIEMY PACKPBITHIO
oOpazer nmpeacrasisieT co0oit obpasel KPOBH, IJIA3Mbl, CHIBOPOTKH HJIA CITMHHOMO3TOBOH
xunkoctu (CSF).

CornacHo HEKOTOPHIM BapUaHTaM peau3aliy CIIOCOOOB COTTACHO HACTOSIIEMY
PACKpPBITHIO, CIIOCOOBI TOTIOJIHUTENBHO BKIIIOYAIOT CTAAMIO IPUBEIEHHs 00pa3iia B KOHTAKT C
aHTUTEJIOM, KoTOopoe crieluaHO cBsizbiBaeT INSLS yenoBeka niy MbI, U BTOPBIM
AHTUTEJIOM, IIPUYEM YKa3aHHOE BTOPOE aHTHUTEJIO Takke cBsi3biBaeT INSLS yenoseka nnu
MBIIIN. B HEKOTOPBIX TAKMX CHOCOOAX OTHO U3 YKA3aHHOTO aHTUTENA WIIM BTOPOTO aHTUTENA
COZIePKUT OOHAPYKUBAEMYIO METKY, M YKa3aHHAast CTausi OOHAPY KEHUS BKIIFOYAET
o0Hapy keHHe CHrHaja, obecreuynBaeMoro 0OHapy KUBaeMOH METKOMH, Ipu 00pa3oBaHUN
KOMIUIEKCa, BKJIFOUYAIOLIEro aHTUTENO, BTopoe aHTuTesno u INSLS yenoBeka Uiy MbIiu.
CornacHO HEKOTOPBIM TAaKUM BapHaHTaM peasii3ally OfHO U3 aHTUTEJIa U BTOPOTrO aHTHUTENa
UMMOOMITH30BaHO Ha cyOcTpare. B HEKOTOPBIX BapHaHTaX peajH3alu ClIOCOOOB COTIACHO
HACTOSIIEMY PACKPBITHIO CTAJAMU MPUBEACHHS 00pa3lia B KOHTAKT C AHTUTEJIOM H ITPUBEIEHHSI
o0pasua B KOHTAKT CO BTOPBIM aHTUTEJIOM MPOUCXOAST OAHOBpeMeHHO. COrIaCHO HEKOTOPBIM
OoJiee KOHKPETHBIM BapPHAHTAM PEATU3ALNN BTOPOE AHTUTEJIO COACPIKHUT AHTUTENIO COTJIACHO
HACTOSILIIEMY PACKPBITHIO, KOTOpoe crienuduyaHo cBsi3biBaeT INSLS yenoBeka v MbIu, Kak
OIMHCAHO B HACTOSIIIEM JOKYMEHTE.

CornacHO HEKOTOPBIM BapHAHTAM PeasU3aliH CIIOCOOOB COTIACHO HACTOSIIIEMY
PACKPBITHIO, CITOCOOBI TOTIOIHUTENBHO BKITFOYAKOT CTAIUIO MIPUBEIEHUS 0Opa3ia B KOHTAKT C
AHTUTENIOM, KOTOpoe crierpuyHo cBsi3biBaeT INSLS, 1 BTOPBIM aHTHTEJIOM, IIPHYEM YKa3aHHOE
BTOPOE aHTUTENO Takxke criennduyuHo cBsi3biBaeT INSLS. B HEKOTOPBIX TakUX Crtocodax OfHO U3
YKa3aHHOTO aHTUTEJIA FJTH BTOPOTO aHTUTENA CONEPKUT OOHAPY KMBAEMYIO METKY, U YKa3aHHAs
cranus OOHapy KeHUs BKIFOYaeT OOHAPYIKEeHUE CUTHAIa, 00eCTIeunBaeMOro OOHapy KUBAEMOU
METKOH, MpHu 00pa30BaHUU KOMIUIEKCA, BKIFOUAOLIETr0 aHTHTENO, BTOpoe aHTUTeno U INSLS.
CornacHO HEKOTOPBIM TAKUM BapUaHTaM peasi3alliy OfHO U3 aHTUTEeJa U BTOPOro aHTUTeNa
UMMOOMITM30BaHO Ha cyOcTpare. B npyrux BapuaHTax peann3aliiii BTOPOE aHTHUTENO CBSI3bIBAET

apyroii srrron INSLS. B HEeKOTOpBIX BapHaHTax peajn3alnni crocoOO0B COraCHO HACTOALIEMY
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PACKPBITHIO CTAINH MPHUBEACHHS 00pa3iia B KOHTAKT C aHTUTEJIOM U MpHUBeAeHHs oOpasia
MAaLMEHTa B KOHTAKT CO BTOPBIM aHTUTEJIOM MTPOUCKXOSAT OMHOBPEMEHHO. B mroOoM u3 Takmx
BAPUAHTOB PEAM3ALUN aHTUTEJIO WM BTOPOE AHTUTEJNO WIIH 00a MPENCTABIISIOT COOOM
aHTUTENO, KoTopoe cBsi3biBaeT INSLS, kak omrcaHo B HACTOSAIIEM JOKYMEHTE.

TepMHH «aHTUTENO» B KOHTEKCTE JAHHOTO JOKYMEHTA OTHOCUTCS K MOJIEKYJIe
UMMy HOTJIOOYJINHA, KOTOPasl CBS3bIBAECT AHTUIeH. BapuaHTBhI peann3aliuy aHTUTENa BKIIFOYA0T
MOHOKJIOHAJIbHOE aHTUTEIO, OJMKJIOHAJIBHOE aHTUTEJIO, AHTUTEJIO YeNIOBEKa,
I'yYMaHU3UPOBAHHOE AaHTUTENIO UM XMMEPHOE aHTUTENO. AHTUTENA MOTYT OTHOCUTBCA K JIFOOOMY
knaccy (manpumep, IgG, IgE, IgM, IgD, IgA) u mro6omy noakiaccy (manpumep, IgGl, IgG2,
IgG3, IgG4).

NnnrocTpaTUBHOE aHTUTENO MO JAHHOMY M300pETEHHIO MPECTABISAET COOOM aHTUTENO
tuna uMmmyHornooyimmHa G (IgG), cocrosiiee n3 4eTbIpex MOJUIENTHIHBIX LeTei: 1ByX
Tsokenpix neneit (HC) u aByx nerkux ueneii (LC), KOTOpbIe CIIUTHI TOCPEICTBOM
MEXKIETTOYEYHbIX TUCYIb(QUIHBIX CBA3eH. AMHHOKOHIIEBAS YaCTh KAKIOH U3 YEThIpeX
HOJIMNENTUIHBIX LeTeH CONepKUT BapradenbHy o 00aacTs u3 okono 100-125 wmu 6omee
AMMHOKHCIIOT, B IIEPBYIO OUEPEe/lb, OTBEUAIOIIYIO 32 PACIIO3HABAHUE AHTHUIEHA.
KapOokcrkoHLeBast 4aCTh KaXI0H U3 YeThIpEX MOJUNENTHIHBIX LeTell CONep>KUT KOHCTAHTHYIO
00J1acTh, B MEPBYIO O4Yepeib, OTBEHAIOLIYIO 32 3G dexTopHyto GyHkumio. Kaknas Tsokenas mernb
cocTouT U3 BapuadenbHoi obnactu Tsokenoit uenu (BH) u koHCTaHTHOI 00acTh TsKEIOH
uenu. Kaxknas nerkas nenb cocTOUT u3 BapuadenbHOU obnactu jerkoit uenu (VL) u
KOHCTaHTHOH obnactu serkoii nernu. M3otun IgG MOKHO TOMOHUTENBHO Pa3AeanTh Ha
noxaknaccel (Hapumep, IgGl, IgG2, IgG3 u IgG4).

Ob6nactu VH u VL mMoryT ObITh JOTIOJHUTEIBHO MOAPA3ACIEHBI HA YUACTKH
TUTePBaPHA0EbHOCTH, HA3bIBAEMbIE ONPENEISIFOIUMHI KOMITIEeMEHTapHOCTh yuacTkamu (CDR),
NIePEMEIKAFOIIMECS C YUACTKAMH, KOTOPBIE SIBIITIOTCS 00Jiee KOHCEPBATUBHBIMU M HA3bIBAIOTCS
kapkacHbiME yuacTkamu (FR). CDR 3KcnOHUPYIOTCS] HA TOBEPXHOCTH O€JIKa U SIBJISTFOTCS
BKHBIMU YYaCTKaMU aHTHTENA ISl CIEHU(UIHOCTH CBsi3biBaHus anTurena. Kaxxmnas VL u VH
coctouT u3 Tpex CDR u yerbipex FR, pacnosioeHHbIX OT aMHHOKOHLIA K KAPOOKCHUKOHITY B
cnenyromem nopsinke: FR1, CDR1, FR2, CDR2, FR3, CDR3, FR4. B nannom cnyudae Tpu CDR
sorenont nenu HazbiatoTess KHCDR1, HCDR2 u HCDR3», u Tpu CDR nerko# uenu
HazbiBaroTCst K LCDR1, LCDR2 u LCDR3». CDR comep:kat OONbIIYIO YaCTh OCTATKOB, KOTOPBIE
00pasyroT crienupuIHbIe B3aUMOAEHCTBUS ¢ aHTUTeHOM. OTHECeHHEe AMHHOKHUCIIOTHBIX
octatkoB K CDR MoskeT OBITh BBIOJIHEHO B COOTBETCTBHH € XOPOLIO U3BECTHBIMHU CXEMaMHU, B
ToM uncie onucanabiMu y Kabat (Kabat et. al, “Sequences of Proteins of Immunological

Interest,” National Institutes of Health, Bethesda, Md. (1991)), Chothia (Chothia et. al.,
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«Canonical structures for the hypervariable regions of immunoglobulinsy», Journal of Molecular
Biology, 196, 901-917 (1987); Al-Lazikani et. al., «Standard Conformations for the canonical
structures of immunoglobulinsy», Journal of Molecular Biology, 273, 927-948 (1997)), North
(North et. al, «A New Clustering of Antibody CDR Loop Conformationsy, Journal of Molecular
Biology, 406, 228-256 (2011)) nnu IMGT (mexxnyHaponHoii 0a3e nanHbeix ImMunoGeneTics,
JNOCTYTIHOM Ha calite www.imgt.org; cMm. Lefranc et. al., Nucleic Acids Res. 1999; 27:209-212).
Hasznauenue amunokucnor nomenam CDR B obmactsix LCVR u HCVR anTuren cornmacHo
HacTosmeMy n3o0pereHnto ocHoBaHo Ha North. LC, cornacHo HEKOTOpBIM BapuaHTaM
peayn3anuy HaCTOSIIIEr0 PacKpPhITHSA, KIACCUPUIMPYIOTCS KaK Karla W JsIMOza, Kaxnas u3
KOTOPBIX XapaKTePU3yeTCs ONpeNnesIeHHOW KOHCTAHTHOM 00JIaCcThIO, U3BECTHOH B TAHHOM
yuacTku TexHuku. HC, corimacHo HEKOTOPBIM BapHaHTaM pean3allii HACTOSIIEro PACKPBITHS,
KJIacCU(PUIMPYIOTCS KaK FraMMa, MIO, anb(a, 1ebTa WK STICUIIOH, U ONPEAEISIOT U30THII
anrurena xak IgG, IgM, IgA, IgD unu IgE, coorBercTBeHHO. COrNIacHO HEKOTOPBIM BapUaHTaM
peanusauuu anrutena BkmodatoT HC IgG, koTopble MOJKHO JOMOJHUTENBHO PA3eNIuTh Ha
noxknaccel, Hapumep, 1gG1, 1gG2, IgG3, IgG4. Kapbokcukonueas yactb kaxnoit HC
OIpesessieT KOHCTAHTHYIO 00J1aCTh, B IIEPBYIO OUEPelb OTBETCTBEHHYIO 32 3(pdekTopHyro
(byHKIMIO. B KOHKPETHOM BapHaHTe peann3aliy, AaHTHTENA COIIACHO HACTOSIIEMY
M300pEeTEHHI0 MMEIOT OJHY MK Oosiee Moau(UKaLui B KOHCTAHTHOM y4yacTku Kaxaoi HC,
KOTOpbIe CHIKAOT 3 dexkTopryro GpyHKLuIO.

AHTHTENA COTJIACHO HACTOSIIEMY U300PETEHHUIO MPENCTABIISIOT COOOH MOHOKJIOHAJIbHBIE
aHTUTeNa. MOHOKJIOHAIBHBIC AHTUTENA TPEACTABIISIIOT COOOH aHTUTENA, TOJTyYEeHHbBIE U3
€IMHCTBEHHON KOIMH WJIM KJIOHA, BKJIFOYAsl, HAPUMep, OO0 3y KapUOTHIESCKHIH,
NPOKAPUOTUYECKHHA WIH (ParoBbIi KJIOH, & HE CIIOCO0, ¢ IOMOIIBI0 KOTOPOTO UX MOJIYYaroT.
MOHOKJIOHAJIbHBIE AHTUTENIA MOTYT OBITh MOJTyYEHBI, HAIIPUMEP, C TOMOLIBI THOPUIOMHBIX
TEXHOJIOTUH, PEKOMOMHAHTHBIX TEXHOJIOTHH, TEXHOJIOTHIA (ParoBOro AUCILIES, CHHTETHUECKUX
TexHosorul, Hanpumep, CDR-TpaHcmanTamy, WM KOMOMHALNN TAKUX WU IPYTUX
TEXHOJIOTUH, U3BECTHBIX B JAHHOH YUaCTKU TEXHHKH.

CriocoObI oNy4YeHUst 1 OYMCTKH aHTHUTEN XOPOIIO U3BECTHBI B TAHHOW YYaCTKH TEXHUKH
U MOTyT OBITh HaliieHsl, Hanipumep, B Harlow and Lane (1988), Antibodies, A Laboratory
Manual, Cold Spring Harbor Laboratory Press, Cold Spring harbor, N.Y ., chapters 5-8 and 15,
ISBN 0-87969-314-2. Hanpumep, MbliIeil UJIH KPOJUKOB MOKHO UMMy HU3HPOBAaTh
nocpenctsoM INSLS uenoBeka Wi MbIIIH, U MOy YEHHbIE AHTUTENIA MOKHO BBIIEHUTD,
OYHCTUTH U OTPENEITUTh AMUHOKHCIIOTHBIE TIOCIEOBATENIbHOCTH C IPUMEHEHHEM OOBIMHBIX
CIoco0OB, XOPOIIO U3BECTHBIX B JAHHOHN YUaCTKU TEXHUKH. AHAJIOTHYHBIM 00Pa30M MOJKHO

NPOBOANTH CKPUHUHT (haroBoil OMOIMOTEKH, TOCPEACTBOM Uero Toicsiuu Fab-pparmenTos
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MpOBEPAIOT Ha B3anmozericTeue ¢ INSLS denoBeka v MbIIIH, U MOJTyYEHHBIE B PE3YJIbTATE
B3aUMOIEHICTBYOIIME MOJIEKYJIbl MOTYT OBITh BBIJEJIEHBI, OYHIICHBI, 1 aMHHOKHCIIOTHBIE
MOCJIEIOBATENIbHOCTH MOTYT OBITh ONPENENIeHBI C HCIIOIb30BAaHHEM OOIIEIPUHATHIX CIIOCOOO0B,
XOPOLIO U3BECTHBIX B JAHHON YYaCTKH TEXHUKH, C IOMOIIBIO KOTOPBIX MOTYT OBITh
CKOHCTPYHPOBAHbI HCXOHbIE aHTHUTENA.

B KOHKpeTHBIX BapHaHTaX peayu3aliy HACTOSIIEro H300peTeH s, AaHTUTENIO UITH
HYKJIEMHOBAs KUCJIOTa, KOJUPYIOINAs ero, MPeAJIoskeHa B BbIIeNeHHOH popme. B HacTosmem
JIOKYMEHTE TEPMHH «BBIICTICHHBII» OTHOCUTCA K 0Ky, MEeNTHY WM HYKJIEMHOBOW KHCIIOTE,
KOTOpBIi(asi) cBOOOEH(HA) WM MTPAKTHUYECKH CBOOOIEH(HA) OT APYTUX MAKPOMOJIEKYJISIPHBIX
4acTull, OOHAPY>KEHHBIX B KJIETOYHOU Cpee.

TepMHHBI «CBSI3bIBATHY U «CBA3BIBAET» B KOHTEKCTE HACTOSALIETO JOKYMEHTA
npenHa3sHaYeHbl 17151 0003HAYEHNS, €CJIN HE YKA3aHO HHOE, CIIOCOOHOCTH OeNKa Ui MOJIEKY JIbI
00pa30oBbIBaTh XUMUYECKYIO CBSI3b MM B3aUMOAEHCTBUE HA OCHOBAHUU MPUTSDKEHUS C IPYTUM
0€eKOM MJIM MOJIEKYJIOH, YTO MPUBOAUT K OJIM30CTH ABYX OEJIKOB MIIM MOJIEKYJI, KaK ONPEAEIeHO
OOBIYHBIMU METOAAMH, U3BECTHBIMHU B JAHHOH OOJACTH TEXHHUKH.

Anrutena npotus INSLS no Hacrosimemy n3o0pereHnto, KoTopsle cBsi3biBatoT INSLS
YeJIOBeKa WIIM MBIIIHY, MOYKHO HCIIOJIb30BATh ISl BBIIENEHUs 1/UIH OOHApY KeHust n3o(opm
INSLS uenoBeka Uiy MBIIIH ¢ TOMOIIBIO TAKUX METOAOB, Kak apduHHas XpoMaTorpadusi,
MMMy HOTIPELIUITUTALUS], UMMYHOTUCTOXUMUS 1in aHanu3 Ha ocHoBe ELISA. Taxoit ananus
MOYKHO TIPUMEHSITD JJisl OOHAPY KEHHsI W/WJIA OLIEHKH KOJMUecTBa W/wiu narrepHoB INSLS B
IMAarHOCTHYECKUX, TPOTHOCTUYECKUX WUJIM TEPAHOCTHUYECKUX LEJISIX JUIsi MOHUTOPUHTA Y POBHEH
NIOJIMIIENITHIOB, HATIPUMED, B CHIBOPOTKE, M1a3me, kposu win CSF B paMkax mpouenypsl
KJIMHAYECKOTO MCCIIEOBAHNUS, HATPUMED, JJIs OnpeaeneHust 3(p(HEeKTUBHOCTH TaHHOH CXeMBbl
nedennst. Kak MOHATHO M3 NTaHHON Yy4YaCTKU TEXHUKH, AaHTUTEJIO COTJIACHO HACTOSLIEMY
U300PETEHHIO MOKET OBbITh CBSA3aHO ¢ OOHAPYKUBAEMBIM BELIECTBOM HJIH METKOU JJIst
oOneruenusi ero oOHapykeHus. [Ipumepbl 0OHAPY KMBaEMBIX BEIECTB WIIM METOK BKJIFOYAIOT
paznu4Hble (HEPMEHTBI, MPOCTETHUYECKHE IPYITHI, (HJIyOPECHEHTHBIE MaTEPHAJIBL,
JFOMHUHECLIEHTHbIE MaTepPHaJIbl, ONOJIFO MUHECLIEHTHBIE MATEPUAIIbL, XEMUJTFOMHHECLIEHTHBIC
MaTepHajbl M PaqUOAKTHBHBIE MaTepHaibl. [IpuMepbl moaxoasmux (GepMEHTOB BKIFOYAIOT
NepoKCUaasy XpeHa, mejouHyro ¢gocdarasy, Oera-rajakTo3uaasy WM areTUIXOJHHICTEPA3sy,
TPUMEPBI MOIXOASIIUX KOMILIEKCOB MPOCTETUYECKHX TPy BKIIFOYAIOT CTPENTaBUINH/ OHOTHH
U aBUANH/ONOTHH;, MPUMEPBI OAXOMAIINX (PJIyOPECLEHTHBIX MAaTEPHAIIOB BKIIFOYAIOT
ymbemmudepon, payopecuenH, GayopecuenH H30TUOHAHAT, POAAMUH, TUXJIOPOHAZHHIIAMUH
¢dnyopecuenn (dichlorotnazinylamine fluorescein), naHcuixnopua wim GUKO3PUTHH, IPUMEP

JIIOMHUHECLHEHTHOI'O MaTE€pHraia BKJIIKOUACT JIIOMHUHOJ, MIPHUMEPDI 6I/IO.]'II-OMI/IHeCLIeHTHbIX



10

15

20

25

30

35

9

MaTepHajoB BKIOYAIOT Jroudepasy, JoundepuH, pyTeHUH 1 3KBOPUH, U IIPUMEPHI
TMOXOJIAIErO PaJloakTHBHOIo MaTepuana pkirodaoT 1, P11, 3°S unu *H. Anturena cornacHo
HACTOSIIIEMY M300PETEHHIO TAK)KE MOTYT OBITh OAXOIAIIUMH JIJIs (PapMaKOreHOMHOT'O aHAJIH3A.
Takue BapuaHTBI peaIn3alii MOXKHO MPUMEHSATD ISl HASHTU(UKALUN HHANBHYYMOB,
KOTOPBIM MOTYT MOJIy4aTh MOJIb3y OT ONPENETICHHBIX I MOAU(UIIPOBAHHBIX METO/IOB
JIeYeHHsT W/ UM MOHUTOPUHTA 3PPEKTUBHOCTH CYLIECTBYIOIINX PEXKUMOB JICUSHHS.

«KOHTpONBHBIN CTaHAAPT» B HACTOSIIIEM JOKYMEHTE OTHOCHTCS K 00pasiy, KOTOPBIH
MOYKHO HCTIOJIb30BaTh JUIl CPABHEHHsSI PE3YJIbTATOB, ITOJyUYEHHBIX Ha 0Opasiie B criocodax
COTJIACHO HacTosIeMy n300peTeHni0. KOHTpombHBIE CTAaHAAPTH MOTYT MPEACTABIATE COOOM
KJIETKH, KPOBb, IJ1a3My, CHMHHOMO3TOBYO KHKOCTb, TKAHb WJIM U3BECTHBIE KOHLIEHTPALUU
Oenka, noOaBieHHbIE B cpely. Y POBHH KOHLIEHTPALIUU B KOHTPOJILHOM CTaHAPTE MOTYT OBITh
aOCOJIFOTHBIM HJIM OTHOCUTEJIbHBIM KOJMUECTBOM, TUATa30HOM KOJIUYECTBA I MUHUMAJIbHBIM
KOJIMYECTBOM, CPETHIM KOJHMYECTBOM W/ MM MenuaHHbIM KomrmdecTBoM INSLS. KoHTponbHbIi
CTaHIIAPT TAKXKe MOXKET CIy>KHUTb 0a30BbIM ypoBHeM INSLS5, ¢ koTopbIM cpaBHHUBAIOT 00pasery
nanuenTa. KOHTpONbHBIN CTaHAAPT MOKET BKJIKYATh 3HAUEHUE KOHLIEHTPALUH OT TOT'O XK€
NalMeHTa WK U3BECTHBIN HopMaibHbIH pedeperc INSLS. Kpome Toro, B HEKOTOPBIX BapHaHTaxX
peann3aly KOHTPOJIBHBIA CTAHAAPT MOXKET SKCIpeccupoBarh KoHUeHTparun INSLS B popme
CTaHAAPTHON KPUBOU.

B Hacrosiiem 1OKyMeHTe TEPMUH «3aXBaThIBAIOLIEE AHTUTEN0» OTHOCUTCS K aHTHUTEIY,
kotopoe Oyzer cBsa3biBaTh INSLS. B Takux BapraHTax peajun3aliy 3aXBaThIBAIOLIEE AHTHTEIIO
CIOCOOHO CBsI3bIBATh U 3axBaThiBaTh INSLS, Hampumep, cnennduyno cesizpiBaTh INSLS B
oOpa3siie B MOAXOASIIUX YCIOBUSX, TAK YTO KOMITJIEKC 3aXBaThIBAOLIEro anturena-INSLS
MOYKHO OTAEJUTh OT OCTAJIbHOM YacTh o0pasua. B HEKOTOPBIX BapHaHTaX peanu3alun
3aXBaTHIBAIOIIEE AHTUTENIO MOXKET MPENCTABIATh COOOH aHTUTENO, KOTOPOe Creru(uIHO
csizbiBaeT INSLS, u anTuTeNO, kKotopoe cneunpudHo ceszbiBaeT INSLS, ucnosnb3yercs B
Ka4eCTBE BTOPOro (WM AETEKTUPYIOIIEr0) aHTUTeNA. B AOMONHUTEIBHBIX BAPUAHTAX
pea3anny 3aXBaThIBAIOIIEE AHTUTEIIO MPEACTABIISIET COOOH aHTUTEINO, IPEAJIOKEHHOE B
HACTOSILIEM TJOKYMeHTe. B IOMONHUTEIbHBIX BapHaHTax peaju3allii 3aXBaThIBAOLEEe AaHTUTETIO
npenctassier codoit anturesio ¢ HCDR, coorserctyromei SEQ ID NO:10-12, u LCDR,
cootreercTrytomei SEQ ID NO:14-16, coorBeTcTBeHHO. B nOMONMHUTENBHBIX BapHaHTax
peanu3alny 3aXBaThIBAIOIEE AHTHTENIO NpencTasisier codoit antuteno ¢ HCDR,
cootreercTryromeit SEQ ID NO:22-24, u LCDR, coorserctrytomeii SEQ ID NO:26-28,
COOTBETCTBEHHO. B HEKOTOPBIX BapuaHTax peaju3allii 3aXBaThIBAIOIEE AHTUTEIO
UMMOOMITN30BaHO. B HEKOTOPBIX BapHaHTAX Pea3alii JETEKTUPYIOLIee aHTUTENIO0 MEYEHO

oOHapyKIBaeMoOi METKOH. B HEKOTOPBIX BapHaHTAX peau3alii BTOpoe (WU JeTeKTHPYIOIIee)
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AHTUTEJIO MPENCTABIIAET COOOI aHTHUTENO, MPENJIOKEHHOE B HACTOSIIIEM TOKyMeHTe. B
JOTIOJTHATENBHBIX BAPUAHTAX PEAN3aLUH 3aXBaThIBAIOIIEe (UM JETEKTHPYIOLIEE) AaHTUTEIIO
npenctasisier codoit antureno ¢ HCDR, coorsercTyromeii SEQ ID NO:10-12, u LCDR,
coorsercTBytoeil SEQ ID NO:14-16, cooTBeTcTBeHHO. B 1OMONHUTENBHBIX BapHAHTAX
pean3anuy 3axXBaTbiBaroliee (WK AETEKTUPYIOIIee) aHTUTENIO MPEACTABISIET COOOH aHTUTENO C
HCDR, cootsercteyromeit SEQ ID NO:22-24, u LCDR, cootserctByrouieit SEQ ID NO:26-28,
COOTBETCTBEHHO.

B HexoTOpBIX BapuaHTax peayn3alii 3aXBaThIBAIOIIEE AHTUTEIO0 UMMOOMIN30BAHO B
«COHABHY» -UMMy HOAHAJIN3€, 1 3aXBaTHIBAIOIIEE HIIM IIEPBOE AHTHUTENO CIIEHU(PUIHO CBA3BIBAET
INSLS5 genoseka unu MbIlId. B HEKOTOPBIX TaKMX BapUAHTaX pealu3alii 3aXBaThIBaIOLIEe
AHTHUTEJIO MPENCTABIIsIET COOON aHTHUTENIO [0 HACTOSIIIEeMY H300PETeHHIO, KOTOPOe Creu(puIHO
cBsi3biBaeT INSLS uenoBeka wiu Mpllii. B TONOJHUTENBHBIX BAPUAHTAX pealu3alyuu
3axBaThIBAIOIEE AHTUTENO npeacrasisieT codol antureno ¢ HCDR, coorsercryromeii SEQ ID
NO:10-12, u LCDR, cootsercryrommeii SEQ ID NO:14-16. B nonosHUTEIbHBIX BApHAHTAX
peasr3alny 3aXBaThIBAIOLIEe AHTUTENIO NpeacTassier codboi antuteno ¢ HCDR,
coorsercrBytomeit SEQ ID NO:22-24, u LCDR, coorserctyrouieit SEQ ID NO:26-28. B takux
COH/ABUY-UMMYHOAHAIN3aX TaK)kKe MPUMEHSIOT AeTeKTHPYIOoIee (MM BTOPOE) aHTUTEIIO.
CornacHO HEKOTOPBIM BapHaHTaM peau3alliy, AeTeKTHPYIOLIee UIH BTOPOE aHTUTENIO0 MOXKET
crieuu(pUIHO CBSA3BIBATHCS C 3aXBATHIBAIOIIAM AHTUTEJIOM U MOXKET OBITh TOMEYEHO
OoOHapy KuBaeMOH METKOH. B HEKOTOpPBIX BapuaHTAX peau3aliy JETEKTHPYIOIIEe UIIH BTOPOE
arTuTeno crierpduyuHo csizbiBaeT INSLS yenoBeka Mt MbILIH, YK€ CBSI3aHHBIM T
3aXBay€HHBIM 3aXBaThIBAIOIINM UJIM IEPBBIM aHTUTENIOM. B HEKOTOPBIX TAKUX BapUaHTaX
pear3anuy BTOPOE aHTUTEIO MPEACTABISIET COOOM aHTHTEJNO IO HACTOSIIEMY H300PETEHHIO,
kotopoe crierrduyuHo csi3biBaeT INSLS yenoBeka nin Ml B HEKOTOPBIX BapuaHTax
peanu3anuy BTOpoe (WM JEeTEKTUPYIOIIEee) aHTUTENIO MPENCTABISET COOON aHTUTENO,
NpeJIOKEHHOE B HACTOSALIEM JOKYMEHTe. B 1OMONHUTENbHBIX BapHaHTax pealnu3aluu
3axBaTbIBarolIee (WM JETEKTUPYIOIIEE) aHTUTENO MpeacTaBiisieT codboii antuteno ¢ HCDR,
cootrsercTryromeit SEQ ID NO:10-12, u LCDR, cootserctrytomeii SEQ ID NO:14-16. B
JOTIOJTHATENBHBIX BAPUAHTAX PEATN3aLlUH 3aXBaThIBAIOIIEE (UM JETEKTHPYIOLIEE) AHTUTEIIO
npencrassier codoit antureno ¢ HCDR, coorsercTyromei SEQ ID NO:22-24, u LCDR,
cootreercTryromein SEQ ID NO:26-28.

B HacTosiIeM 1OKyMeHTe TEPMHH «OOHApY KHBaeMasi METKa» MPECTaBIIsET COOOi
(bparMeHT, KOMITO3ULHMIO WJIH METOAHKY, KOTOPBIE MOKHO IIPUMEHSTh JJIsi OOHAPY KEHUS
00pa3zoBaHMs KOMIUIEKCA MEKAY aHTUTEJIOM COTJIACHO HACTOSIIIEMY H300PETEHHUI0, KOTOPOe

cieunnvHO cBs3biBaeT A U B-neru INSLS uenoseka mu mpimm. CornacHO HEKOTOPBIM



10

15

20

25

30

11

BapUaHTaM pean3alny OOHAPY KUBaeMas METKA MOXKET ObITb KOHBIOTHPOBAHA C AHTUTEIIOM
(1100 3aXBATHIBAIOIINM, JIHOO NETEKTUPYIOIINUM, B 3aBUCUMOCTH OT OOCTOSITENIbCTB) MPSIMO HITH
KOCBEHHO. [IprMepbl BapHaHTOB peanu3aniyi 0OHAPY KUBAEMBIX METOK BKJIIOYAIOT OHOTHH;
pazuousoronsl;, (Giyopodops! uau apyrue GyopecleHTHbIe QparMeHThl; 1 (epMEHTaTHBHBIE
(bparMeHTsL

AHTHreHCBs3BIBAIOLINE (PArMEHThI TAKUX aHTHTEN BKIFOYAIOT, HarpuMep, Fab-
¢dparmentsl, Fab'-pparmentsr, F(ab'):-pparments! u onnonenoueunsie Fv-¢pparmeHTsI.

«KapkacHast obnacTb» MM «KapKacHasl MOCIEN0BATENbHOCTDY OTHOCHTCS K JIFOOOH U3
KapKacHbIX obnacredi ¢ 1 mo 4. ['yMaHU3MpOBaHHBIE AHTUTENIA I UX AHTUTCHCBSI3bIBAIOIIIHE
(bparMeHThl, OXBAaThIBAEMbIE HACTOSAIINM H300PETEHHEM, BKIIFOYAIOT MOJIEKYJIb], B KOTOPBIX
mo0ast oHa niM Oonee KapkacHbIX obnacTel 1-4 sABIAIOTCS r'yMaHU3UPOBAHHBIMH, T.€. TTIE
NPHUCYTCTBYET JF00ask 13 BO3SMOXKHBIX KOMOMHALIMI OTAENbHBIX I'YMAaHH3UPOBAHHBIX obnacTeit 1-
4. Hanpumep, OHM BKJIIOYAIOT MOJIEKYJIbI, B KOTOPBIX KapKacHas obyacTh 1 1 kapkacHast 00nacTb
2, xapkacHas obsactb 1 1 kapkacHasi 00acTh 3, kKapkacHast 001acTb 1, 2 M 3 U T.1. SBISIOTCS
I'YMaHU3HPOBAaHHBIMU. [ YMaHN3MPOBaHHBIE KAPKAChI IPEACTABIISIOT COOOM Te,
MIOCJIEZIOBATENIbHOCTh KOTOPBIX IO MEHbLIEH Mepe mpuMepHOo Ha 80% uaeHTHYHA N3BECTHOMN
NIOCJIEIOBATENIbHOCTH KapKaca 3apObILIeBO JTMHUY yenoBeka. KapkacHbie
MOCJIEIOBATEIbHOCTH 3aPO/IbILIEBON JIMHUH YeIoBeKa MOKHO nonyuuth B ImMunoGeneTics
(IMGT) unmu w3 «The 20 Immunoglobulin FactsBook by Marie-Paule Lefranc and Gerard
Lefranc, Academic Press, 2001, ISBN 012441351.» Hanpumep, kapKacsel JIETKOH LEMH
3apOABIIIEBON JIMHUM MOTYT OBITh BHIOpaHBI U3 IPyTibl, cocTosimeii u3 All, A17, A18, A19,
A20, A27, A30,L1,L11,L12,L2, LS, L15, L6, L8, 012, O2 u 08, u kapkacHble 00JacTH
TSDKEJION LIeTTH 3apOABIIICBOH JIMHIUA MOTYT OBbITh BBIOPAHBI U3 PYMIIbI, COcTOsAIIeH 3 VH2-5,
VH2-26, VH2-70, VH3-20, 25 VH3-72, VH1-46, VH3-9, VH3-66, VH3-74, VH4-31, VHI-18,
VHI-69, VI-13-7, VH3-11, VH3-15, VH3-21, VH3-23, VH3-30, VH3-48, VH4-39, VH4-59 u
VHS-51.

benok «INSL5» (Takke U3BECTHBINA KaK HHCYJIMHOMIONOOHBIH MENTUA-5) OTHOCHTCS K
TOPMOHY JKeJTy JOYHO-KHIIEUHOTO TPaKTa, Kogupyemomy reHoM /nsl5. INSLS npencrasuser
co0ol menTua, NponyUPYEMBbIi SHTEPOIHIOKPUHHBIMH KJIETKAMH JUCTAIBHOTO OT/ENa
TOJICTOM KUILKHU Y€JI0BEKA U MbILIEH.

Pe3ynbTaThl ClienyOmMUX aHATU30B IEMOHCTPHUPYIOT, UTO MPEACTABICHHBIE B KAUECTBE
NPUMEPOB MOHOKJIOHAJIBHBIE aHTHTENA U UX aHTUTE€HCBS3bIBAIOIINE (PparMEeHThI IO HACTOSIILIEMY
H300pETEHHIO CBS3BIBAIOT W/IH HelTpanu3yioT INSLS u, cnenoBarensHO, MOTYT

HUCIOJIB30BATHCA AJId JUArHOCTUYCCKUX aHAJIU30B, BKJIKOYasi, IOMHUMO IPpOYEro, CoHABUY-
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anamusbl ELISA nns uzydennst posu INSLS B Merabonndyeckux 3a00/1eBaHUSX, BKITFOYAs],
MIOMHUMO IPOUEro, AuadeT 1 OKUPEHUeE.
B HacTosieM 1OKyMEHTe PacKpBIThI aHTUTENA JJIs1 UCTIIOJIB30BAHUS B TUATHOCTHKE,

TAKOW KaK TUArHOCTUYECKHE aHAJIHM3bI s OOHAPY KEHUs MPUCYTCTBHSI Wi ypoBHs INSLS.

INPUMEPBI
Crnenyronue HEOrpaHUYMBAIOIINE TPUMEPbl TMPUBENEHbI B LEIAX WUIOCTPALUU, a He

OrPaHUYCHUS.

IIpumep 1: PexomMOuHAHTHAA 3Kcnpeccusi aHTHTeA 1

Antureno 1 npencraBiasier co0oil  aHTUTENO, MMeEIOLIEe AMHUHOKHCIOTHYIO
nocaenoBaTenbHOCTh Tskenod nenu SEQ ID NO:5S u aMHHOKHCIOTHYIO NOCIEI0BATENbHOCTD
nerkoi nenu SEQ ID NO:7.

AnTuTeno I nomyyaroT B CUCTEME SKCIIPECCUH KJIETOK MIIEKOUTAOLIUX C
ucnonb3oBanueM nmpousBonHbix kietok CHO-K1 (Lonza Biologics Inc.). ITocinenoBarenbHocTH
k/AHK, kogupyrourme SEQ ID NO:5 u SEQ ID NO:7, cyOxnonupyrot B kapkacel GS-
COZlepIKaIMX SKCIPECCHOHHBIX M1a3MuA (mmasmuasl Ha ocHoBe pEE12 .4; Lonza Biologics Inc.).
Kaxnas nocnenosarenbHocTh kK/IHK ciauta mo pamke cuuThIBaHUS ¢ KOAUPYIOLIEH
Nocae10BaTENbHOCTHIO curHanbHoro nentuaa, METDTLLLWVLLLWVPGSTG (SEQ ID
NO:29), nnist ycusIeHus: CeKpeLu aHTUTeNa B KYJIbTYPAIbHYIO Cpealy TKaHU. DKCIpeccust 00enx
nocnenosatenbHocTel kK IHK ynpasnsercs BupycHbiM mpomoropom CMV.

JUist IOJTy4eHUs aHTUTENa TOCPEACTBOM BpeMeHHO# Tpancdekuuu kietku CHO-K1
TpaHCPULIPOBATN PEKOMOMHAHTHBIMHU 3KCIPECCUOHHBIMH TUIA3MHIAMH B PABHOM
CTEXHOMETPUUYECKOM COOTHOIIECHUH C UCTIOJb30BaHUEM MeToAa, ocHoBaHHOrO Ha PEL Bxkparue,
cooTBeTcTByIOIMiT 06beM cycnensun knerok CHO-K 1 ¢ nmnotHocThIO 4 % 10° KNmeTox/mn
NIEPEHOCST BO BCTPSIXUBAEMBIE KOJIOBI, M K KJIeTKaM 100aBiisitoT kKak [1OU, tak u
pekoMOnHaHTHYIO TasmMuaHyo JJHK. Kinetkn nHKYyOUpYIOT B CYyCIIEH3UOHHOM KYJIBTYPE MPH
32°C B Teuenne 6 qHel. B xoHLIE meproaa HHKYOAIIMH KIETKH YAAISIOT LEHTPU(PYTHpOBAaHHEM
Ha HU3KOH CKOPOCTH, U aHTUTEJO OYHUINAIOT U3 KOHJULMOHUPOBAHHOMN CpeIbl.

AwnTHuTeno, cekperuposaHHoe B cpeny u3 kierok CHO-K1, ouniaror ¢ moMoInsko
adpunHOM XpomaTorpaduu ¢ 6eTkoM A ¢ MocieayoIel 3KCKITFO3HOHHON XpoMaTorpaduei
(SEC) w/unmu nonooOmeHHoM xpomarorpadueii. Kak mpaBuio, aHTUTENO U3 COOpaHHOH Cpeabl
3axBaTbIBaeTcs Ha cMonie Mab Select Protein A (GE). 3atem cMomny OBICTPO MPOMBIBAIOT
pabounm Oydepom, Takum kak pocharno-conesoii 6ydep (PCh; pH 7,4), nnsa ynanenus

Hecrenn(pUIeCcKH CBI3aHHOTO MaTepuana. beaok 3MroupyoT U3 CMOJIBI pacTBOPOM ¢ HU3KUM pH,
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TakuM Kak 10 MM numonHas kuciora pH 3. @pakiuu, coneprkamue aHTUTEN0, OObEANHSAIOT U
MOTYT VAP KUBATHCS MPU HU3KOM pH 111 MHAKTHBALIMH MOTEHIUAIBHBIX BUPYyCcoB. OHH MOTYT
OBITH HeWTpaM30BaH qodaBiIeHneM ocHoBaHust, Takoro kak 0,1 M Tpuc pH 8,0. AnTuTeNno
JOTMOJHUTENBHO OUUIIaloT ¢ oMotibio SEC myTeM 3arpy3ku KOHLEHTPHUPOBAHHOTO ITyJia OeJka
A na Superdex200 (GE Healthcare) ¢ nsokparuueckoii smornmeii B PBS, pH 7,4. Aarureno
MOXET OBITh TOTIOJIHUTEIBHO OYHIEHO C IIOMOIIBIO CTaIMU HOHOOOMEHHOH Xpomarorpaduu ¢
UCTIOb30BaHuEM cMoJI, Takux Kak Poros 50 HS (ThermoFisher). B atom ciy4ae anTuTeno
3JFOUPYIOT U3 KOJIOHKH ¢ ucnojipzoBanueM rpaguenta NaCl ot 0 no 500 MM B 20 MM NaOAc,
pH 5,0, mocpenctBom 15-tu 00beMOB KOJMOHKH. OUUINEHHOE AHTUTENIO MOKET ObITh 3aMEHEHO
Oydepom Ha PBS ¢ pH 7,4 1 CKOHIIEHTpUPOBAHO, HATIPUMEP, C UCTIOIb30BAHUEM
LHEeHTpU (Y KHBIX GUIBTPOB (TAKMUX Kak LIeHTpoOexkHbIe PuibTpyroliue ycraHoBki Amicon Ultra
50K) nnu TaHreHIMaIbHO-TIOTOYHON YibTpaduibTpanyeil Ha MeMOpaHax U3 pereHepHpOBaHHOM
uesuttosio3sl (Millipore).

IIpuBeneHHbIE B JaHHOM JOKYMEHTE aHTHUTENA MOy Yat0T STHM WU MTOTOOHBIM

crocobOM, UTO MOXKET OBITh JIETKO ONPEENIeHO CIIEIUAINCTOM B JaHHOH 00JaCTH TEXHHUKH.

IIpumep 2: PexomOnHaHTHAasI IKcnpeccust aHTuTe a 11
Anruteno II npencrasiser coboit aHTUTENO, UMEIOIIee AMUHOKHICIOTHYIO TIOC/IE0BATENIbHOCTD
Tsokeson nenu: (SEQ ID NO:17) u aMHHOKHCIIOTHYIO MOCJIEA0BATENIbHOCTD Jierkoit nenu: (SEQ
ID NO:19).

B nacrosimem nokymente antureno SEQ ID NO:17 u SEQ ID NO:19 nonyyatot no
CYIIECTBY TaK ke, KaK ONMUCAHO JJIs MpuMepa 1, 3a UCKIIFOUEHUEM TOTO, YTO
nocnenoBatenbHOCTH KJIHK, koqupyromme SEQ ID NO:17 u 19, ucnonb3yroT B

SKCIPECCUOHHBIX IMJIa3MUAaX.

OYHKIUA IN VITRO
IIpumep 3. CesazbiBanue antuTesa ¢ INSLS yestoBexka u mbimu nocpeacrsom SPR
Cas3piBanue i1 vifro antuten u3 npumepos 1 u 2 ¢ INSLS yenoBeka u MbIlu
OTIPENEISIOT C TIOMOLIBIO MOBEPXHOCTHOTO MJ1a3MOHHOTO pe3oHaHca (SPR) mpu 25°C u npu
37°C. B wacrHocTH, aUHHOCTH AHTHUTEN U3 IpUMEpPOB | 1 2 nmpuBeneHa Hike B Tabmunax 1 u
2.
CasspiBaHue aHTUTEN U3 puMepoB 1 u 2 ¢ INSLS uenoBeka U MbIIIN OCYLIECTBISAIOT HA
npubope Biacore 8K (GE Healthcare). 1x HBS-EP+ (10 MM HEPES pH 7,6, 150 MM Nac(l,
3 MM DJITA, 0,05% monucopdara 20) (Teknova) ncrnone3yroT B kadecTse padodero dydepa.

Nmmobunuzanmio 6enka A (Calbiochem Ne 539202-5 mr) Ha cencopHoM uurne cepun S CMS5
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(GE Healthcare) BEINOTHAIOT B COOTBETCTBUH ¢ MHCTPYKLUMSMH Mpou3BoauTesst (Amine
Coupling Kit BR-1000-50) mpu 25° C. Bkparue, kapOOKCHUIIbHBIE TPYTIITBI HA TIOBEPXHOCTH
CEHCOPHOro YHIa (MpOTOYHAast KIoBeTa | 1 2) akTUBUPYIOT IyTeM BBeneHHst 70 MKJI CMecCH,
copepakamieit 75 mr/min EDC u 11,5 mr/mn NHS, co ckopocteio 10 mxs/mun. PactBop 50 Mkr/min
Oenka A roToBAT nmyTeM pazdasneHus 10 MK HCXOMHOTO PacTBOpa ¢ KOHLEHTpauen 5 Mr/mi B
1 mn 10 MM anerara Hatpus, pH 4,5. 70 Mk 5TOro pacTsopa BBOAAT HA AKTUBUPOBAHHBIE
MOBEPXHOCTH umIa (mpotoyHast kroera 1 u 2, kanaisi ¢ 1 o 8) co ckopocThio 10 MKJI/MHH B
TedyeHue 7 MUH. M30bITOUHbIE PEaKIIMOHHOCTIOCOOHBIE IPYIIIBI Ha MOBEPXHOCTAX (IIPOTOYHAS
kioBeTa 1 u 2) 3aTtem neakTuBupyroT myteM Beenenus 70 mxi 1 M pacrsopa 9TA HCI-NaOH,
pH 8.5, co ckopoctbio 10 MKki1/MuH. UK KOHAWLMOHUPYIOT LIECTHIO |5-CeKyHAHBIMU
uabekuusamMu 10 MM rimmnus-HCL, pH 1,5 npu 30 Mxi/mMus.

INSLS5 genoseka (Phoenix Pharmaceuticals Cat #035-70A) u mpiu INSLS (Phoenix

Pharmaceuticals 035-40) BoccTanaBnuBaroT B KoHeHTpauuu 0,5 (99 MxkM) wnu 1 mr/mi

(195 mxM) B JIMCO cOOTBETCTBEHHO. BBIMONHSIOT CEpHIO0 ABYKPATHBIX Pa3BEICHUI MENTHAOB B

1x 6ydepe HBS-EP+ B xonuenTpammsix 20, 10, 5, 2,5, 1,25, 0,625, 0,313, 0,156 u 0 uM.
AHTHTENa U3 IPUMEpPOB 1, 2 MM OTPULIATENbHBIN KOHTPOJIb MOJTYYAr0T MyTeM pa30aBlIeHHs UX
1o koHueHTpauuu 1 Mxr/mi B 1x Oydepe HBS-EP+.

DxcnepuMeHT npoBonAat npu 25 °C, a Taxxke npu 37°C, 1 MHULIMUPYIOT 5 HaYaJIbHBIMU
uKTaMu BBeneHus 1x 6ydepa HBS-EP+. 3areM B Ka)kKIOM ILIUKJIE aHTHTENO 3aXBATHIBAETCS B
NpOTOUHOM KroBeTe 2 B KaHaax 1-8 co ckopocteio 10 Mki/MuH B TeueHue 20 ceKyHI. 3aTemM
180 MKy cooTBeTcTBYIOIIEro oopasua nentuaa INSLS BBOIST MO OTAEIBHOCTH Yepes3
npoTouHbie KtoBeThl | u 2 B Teuenue 180 cexynn mpu 60 MKJI/MUH, a 3aTeM MO3BOJISTFOT
aucconnupoBaTh B TedeHue 1200 cexyHn nmpu ckopocTr notoka 60 Mkii/muH. IToBepxXHOCTD
pereHepUpyIOT MyTeM BBEACHUs IBYX 15-cexyHmubIx ummnysibcoB 10 MM rmunuu-HCI pH 1,5
(BR-1003-54) co ckopoctsro 30 mkia/muH. [locne nepuona ctabunmuzauuu B TedeHue 60 cexyHn
NPU CKOPOCTH MOTOKA 60 MKJI/MUH HAYMHAIOT CJIEAYFOIIHHA [IHKII.

[Tony4yeHHbIE CEHCOTPAMMbI AHATTU3UPYIOT C TOMOIIBIO IPOTPAMMHOTO OOECTICUEHHUS
Biacore 8K Evaluation Software). [TonroHky Momenn KHHETUKH CBS3bIBaHUS 1:1 HCIOIB3YIOT
IUISL pacdeTa KHHETHYECKHX MapaMeTPOB CBSI3bIBAHUS - CKOpOCTH acconuauuu (ka), ckopoctu

mucconnanun (kd) u paBHOBecHOH KOHCTaHTHI uccoruanuy (Kp).
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Tabanua 1: Kuneruka cBsazbiBanus anturena I u anrurena II ¢ INSLS yenoseka u MbIlu npu
25°C.

25°C INSLS uenoseka INSLS5 mpbimu
ka(1/Mc) | kd (1/c) | Kpn (M) | ka (1/Mc) | kd (1/c) Kp (M)
Antutenol | 8,8E+06 | 3,6E-04 | 4,1E-11 1,2E+07 5,4E-05 4,6E-12
Antureno Il | 1,6E+07 | 3,4E-04 | 2,1E-11 1,8E+07 1,1E-04 6,1E-12

s antutena I, Kp mpu 25°C onpenenstot kak 41 oM nns INSLS uenoseka u 4,6 nM nins
INSLS5 mpiuu. s anturena I, Kp npu 25°C onpeaenstor kak 21 nM s INSLS yenoseka u

6,1 oM niist INSLS mbimnm.

Tabanua 2: Kuneruka cesa3biBanus anturena I u anturena II ¢ INSLS yenoseka u Mbluu npu
37°C.

37°C INSLS5 uenoseka INSL5 mbimn
ka (1/Mc) | kd (1/c) Ko (M) |ka(1/Mc) | kd(1/c) Kb (M)
Anturenol | 2,4E+07 | 2,6E-03 1,1E-10 | 2.3E+07 | 1,5E-04 6,7E-12
Awntureno II | 4,0E+07 | 3,3E-03 8,1E-11 5,1E+07 | 7,2E-04 1,4E-11

Hns anturena I, Kp mpu 37°C onpenensitor kak 110 oM st INSLS yenoseka u 6,7 nM st
INSLS mpiu. s anturena I, Kp npu 37°C onpenensitor kak 81 nM st INSLS wenoseka u

14 oM pos INSLS mbim.

[pumep 4. Heitrpanuzanus akrusHocTa INSLS in vitro yBenruuunsaer npoaykuuo tAM®P

Hetirpanuzaunto aktusHocTH 77 Vifro INSLS denoBeka v MbIIIIM ¢ MTOMOIIBIO aHTUTENA |
u anturena Il onpenernsiroT ¢ moMobio AuHaMuueckoro aHanusza HAM® 2 (Cisbio Cat#
62AMA4PEJ). Habop ocHoan Ha Texnonoruu HTRF, koropast m3mepsier HakoruieHrne tTAM® B
kierkax. Kierku, ctuMynupoBaHHbie (UKCHPOBAHHON KOHIEHTpauuei GpopckoinHa,
YBEJIMYHUBAIOT ponyKiuo tAM®. Beenenne B kieTku GuKCHpoBaHHOH KoHIeHTparmu INSLS
YeJI0BEKa W/WJIM MBIIIH UHTUOUPYeT nmpoay Ko HUAM® 3a cuer CBA3BIBAHUS C PELENTOPOM
RXFP4. Antureno I u antureno Il cesaspiBaroT u HeliTpanusyroT aelicteue INSLS yenoseka u
MBILIH niepes cBsi3biBaHueM ¢ peuentopoM RXFP4. 3nauenust ECso, mony4deHHble U3 JaHHBIX
CepUIHBIX pa3BeAeHUN aHTUTeNa st anturena | u anturena I, npusenens! Hike B Tabnuie 3 u
JE€MOHCTPUPYIOT yBeauueHue npoaykuuu HAM® ro mepe yBenn4eHUs] KOHLIEHTPALUU aHTUTEI.
IMonroroBka kyieTouHbIx ianmeTos: MermuHble kiietkn RXFP4 CHO-K1 (DiscoveRx Part#
93-0929E2) n yenoseueckue kinerku CHO RXFP4 (DiscoveRx 93-0701E2) OpicTpo OTTanBaroT
Ha BoAsiHOM OaHe npu 37°C U BOCCTaHABIIMBAIOT ¢ TOMOIIBIO S00 MKJI IpeIBAPUTENBEHO

Harperoro Ha BozsiHOH OaHe rpu 37°C) peareHTa 1iist KyJIbTUBHPOBaHUs KieTok 2 (DiscoveRx
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93-0563R Series). Kinerku nepeMeImnBaroT MUIETHPOBAHUEM BBEPX U BHU3, & 3aTEM JOOABJISIOT
k 11,5 mn npenBaputensHO Harperoro (Ha BoxsiHON Oane npu 37 °C) pearenrta ais
KyJIbTUBHUPOBaHUs KJeTok 2. Kierku BeiceBaroT o 8000 knerok/ayHKy o 100 MK Ha IyHKY B
6enbrit monHopasmepHbIil ianeT (Corning-Costar 3917). IlnaHmeTsl HHKYOHPYIOT B TEUEHHUE
48 vacos nipu 37°C, 4TOOBI MO3BOIUTH KJIETKAM MPHUKPENUTHCA K IutaHIeTy. Yepes 48 vacos
MUTATENIbHYIO cpeay oTkaunBaroT, U 40 Mk Oydepa s ananmmza kierok [HBSS (Hyclone
SH30028.03), 20 MM HEPES (Hyclone SH30237.01), 1% ®bC (Gibco 10438-026), 1 MM
IBMX (Sigma 15879, paz6asnennsiii B JIMCO)]| 1o0aBisifOT B KaXAYIO JYHKY. B ka0 nyHKe
pazsogunu 30 Mk Oydepa st ananuza coequnenuit (HBSS + 20 MM HEPES + 1% ®BC),
copepaxkatiero 17 MmxM ¢opckonuna (Sigma Aldrich-CAS #F3917 (10 MM B IMCO)).

ITpurorosnenue obpasuos (cmecu antuteno-nentun INSLS): ITentun INSLS uenoseka
(Phoenix Pharmaceuticals, Kat. #035-70) nnu nenrrun INSLS mbimu (Phoenix Pharmaceuticals,
Kar. #035-40) rotoBar nmpu cooTBeTCTBYOLMX KOHIEeHTpauusax ICg B pearenTe s
KYJIbTUBUPOBaHUs KJeTok 2. 10 Mk coorBercTBytouiero nenruna INSLS (B koHLeHTpauuy,
16 pa3 nmpeBbllIaroIIel KOHEYHYO KOHLIEHTPALHIO B aHanu3e, T.e. 144 HM nns INSLS mpium u
1280 M nnst INSLS venoBeka) 3aTem cMeInmuBaroT ¢ 10 MKJI CEpUHHOTO pa3BeNeHHs aHTUTE
(HaunHas ¢ 160 HM) u3 npumepos | i 2 (MCXOAHAS KOHLEHTPALIUS KOHEYHOTO aHTHUTENA
coctasiyisier 10 HM). OOpa3ipl HHKYOHPYIOT MPU KOMHATHOW TEMITEpaType B TEYSHUE ABYX
YacoB MPH YMEPEHHOM BCTpsixuBaHuM B rutanmiere st [TLP (xar. # Fisherbrand 14230244).

ITpoBenenue ananuza kietok: 10 Mk cmeceii antureno-nentun INSLS nobasnsior k
70 Mk OydepHoit cMecH B IJIaHIIETAX ISl aHAIK3a (COmep KalUX KIeTKH) U UHKYOUPYIOT MpH
KOMHATHOH TeMIepaTrype B TedeHue 1 yaca npu yMepeHHOM BCTpsIXUBaHUU. Bo Bpems
UHKYOAaIiy TOTOBAT peareHThl st oOHapykeHuss HAM®: 500 MKJI HCXOHBIX paCTBOPOB
pearenToB TAM®-d2 1 AHTH-UAM®-Kkpunrtata (Hadbop cAMP dynamic 2 100 000 TecToB, Kar.
# 62 AMA4PE]) pa3sonsat B 9,5 mu Oydepa st KOHBIOTHPOBAHUS/TH3HCa Kaxablid. [Tocie
MHKyOamy B TeueHne | yaca B KaKAYIO JYHKY TUIAHIIETa JJIs aHAJIH3a KJIETOK JO0aBIISIOT
40 MK pearenTa 1yt oOHapykenuss TAM®-d2. 3atem cpasy ke B IUIAHIIET JJISl aHAJIH3a KJIETOK
nobasinstoT 40 MKJI peareHTa Ut oOHapyskeHus: AHTH-UAM®-kpunrara. [Tnanmer
UHKYOHUPYIOT ITpH KOMHATHOH TEMITEpaType B Te€YeHHE | yaca ¢ aFOMHMHHUEBON KPBIIIKOH. 3aTeM
IacTHHY cuuThBatOT Ha Perkin Elmer Envision, u pe3yabpTaThl paCCUUTHIBAIOT UCXONS U3
cooTHoWeHHs 665 HM/620 HM pudopa.

CrarucTudeckuii aHaJM3 JaHHBIX: JAHHBIE UMIOPTHPYIOTCS 3 CYUTHIBAIOIIETO
ycrpoticta Perkin Elmer Envision B mporpammuoe obecneuenue GraphPad Prism® (GraphPad
Software, LLC; Jla-Xonbs, Kanupopnuus). [lonyuanu 3Hauerne ECso u3 kpuBoii

qupreXHapaMeTqueCKOﬁ 3aBUCHUMOCTH J03a-OTBET C NEPEMEHHBIM KOB(I)(I)I/ILII/IGHTOM HaKJIOHA.
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SEM paccuuThIBatOT MyTeM J€JI€HUsl CTaHAapTHOro oTkJIoHeHus ECso Mexxay He3aBUCUMBIMU
SKCIEPUMEHTAaMH (N) HA KBAIPATHBIN KOPEHb HE3aBHCUMBIX 3KCTIEPHMEHTOB.
Tabanua 3: Heitfrpanusanus aktusHoctd INSLS yenoBeka 1 MbIIIH Nepe CBA3bIBAHUEM C

peuentopom RXFP4 ¢ nomompro anturena I u anturena Il npu MOHUTOPUHTE yBETUYEHUS

nponykuuu tAM®.
HefiTpanuzanus INSLS uenoBeka INSLS mbrmm
ECso n n
SEM ECso (HM) SEM
(HM)
Amntureno | 4,35 0,49 2 0,84 0,12 3
Antureno 11 1,27 H/O 1 0,45 0,01 2

s aaturena I, ECso onpenensitor kak 4,35 HM ansa INSLS yenoseka u 0,84 HM s INSLS
mbiu. st anturena I, ECso onpenensitor kak 1,27 HM ansa INSLS genoseka u 0,45 HM as

INSL5 wmbrrmu.

IIpumep S: Tepmuueckasi cradbuiabHocTh 1o TDF

TepmocrabunbHocTh anTuTena I u antuTena Il onpenesnsitor ¢ momouepio (GiryopumeTpun
tepmudeckoi neHarypauuu (TDF). B uactHocth, Temnepatypa miasieHust (Tm) st nomenos Fe
u Fab antuten us npumepos 1 u 2 npeacrasieHa B Tabnuue 4.

Tepmodyopumerpuueckuii aHanu3 nposoasaT Ha npudope mist [TLP LightCycler 48011 ¢
ucnonb3oBanreM kpacuresss SYPRO Orange (konuentpar S000x, Invitrogen S6651). @uibTpsl
BO30YKISHHS U SMUCCHH YCTAHABIMBAIOT Ha 465 HM 1 580 HM COOTBETCTBEHHO, & TEMIIEPATYPY
HenpepbIBHO MOBBIIAIOT OT 25°C 10 95°C co ckopocteio 1°C/c. OxoHUYATENbHBIE YCIOBUS
aHaJIM3a BKJIIOYAIOT npuMeps! 1 win 2 B koHeHTpauuu 0,2 mr/mia u 10x kpacurens SYPRO
Orange B PBS, pH 7,4 (Corning 21-040-CV).

DKCHepUMEHT MPOBOISAT, pa3dasysisi 00pa3usl 1 wiu 2 1o koHueHTrpanuu 0,4 Mr/mi u
cMemmnBasi X B paBHbIX "acTsx ¢ 20x kpacutenem SYPRO Orange B PBS, pH 7.4, no
JOCTIDKEHUs] KoHeuHOro oobvema 30 Mkt Ha obpazer; (BE05746-005). Cmech no3upyroT
ATMKBOTAMH TIO 6 MKJI B TpeX dK3eMIULipax B 384-myHouHbId maHmeT s ananusa (Roche 04-
729-749-001). 3nauenus Tm 111 mpuMepoB 1 1 2 ONpPEeAeNsfoT ¢ UCTIONb30BAHUEM
porpaMMHOTO obecriedeHust AJisl aHamu3a TerioBoro cneura (Roche) mo merony nepoii
npousBoaHoi. [IporpammHoe obecrieueHne Ui aHau3a CriiakuBaeT HeoOpaOOTaHHbBIE TaHHBIE
¢dnyopecuenm, 1 T coOupaeTcst myTeM ONpeneNeHus: TEMITEPATYPbl, P KOTOPOH
BOCXOZSIIINI HAKJIOH (JTyOPECLIEHIINH B 3aBHCUMOCTH OT TEMIIEPaTy Pbl MAKCHMAJICH (TOUKA
neperu6ba). Cpenane 3HaueHus Tm ¥ CTAaHIAPTHOE OTKJIOHEHHE PACCUUTHIBAIOT IS KAXKIOTO

Ha0opa Tpex MOBTOPOB.
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Tab6anua 4: Tepmudeckasi crabuwibHOCTh anTHTeNa | 1 anTuTena Il mo T/(®D.

Fc-nomen Fab nomen
Temmoeparypa Temmneparypa
paryp D patyp D
(°C) O
Awurureno 1 76,1 0,02 879 0,03
Antureno 11 76,4 0,05 82,5 0,03

s antutena I, Tm onpenensitot kak 76,1°C nns Fe-nomena u 87,9°C st Fab-nomena. s

aarurena I, Tm onpenensirot kak 76,4°C ninst Fc-nomena u 82,5°C i Fab-nomena.

IIpumep 6: Ananus oonapyxenust INSLS

Anrtureno I u antuteno Il npumMeHstoT 111 0OHAPY KEHHUS U KOJINYECTBEHHOTO
onpeneneHus koHueHTpauuu INSLS yenoBeka u Mbiu ¢ nomouibio caHABu4Y-ELISA. B
YAaCTHOCTH, JMANa30H OOHAPY KEHHsI 3TOTO aHAJIN3a COCTABIIAET MPHONU3UTETBHO OT 30 mr/mi
IUIs1 HUOKHETO npenesna oOHapyxeHust 1o 100 000 mr/mut it BepXHero npenena oOHapy KeHHs,
KakK IMOKa3aHO HUXKe B TabJuLe 5.

Meuenue anturena I ¢ momompto MSD SulfoTag (cnoxubiit a¢pup NHS, 150 HMonb, Kar.
# R91AN-1): mopouok MSD Sulfo-Tag pecycnieHaupyoT B OpUrHHaIbHOM (iiakoHe ¢ SO MKJI
aenstHo Boael Milli Q no xoHuenTparuu 3 HMons/MKJ. Micnonsiyst ko3 duumeHT Mmevenus,
paBHblii 12, 2,7 Mk pearenta 1o6asisiroT k 100 mxit 1 mMr/min antutena. PactBop xoporio
NepeMeIINBAlOT, U BBIACPKUBAIOT CMECH B 3AIIUIIIEHHOM OT CBETA MECTE P BCTPSXUBAHUH MPU
KOMHATHOU TeMIiepatype B TeueHue 2 yacoB. K KOHIy MHKyOaluu MOATOTaBIMBAIOT KOJIOHKY
Zeba Spin Desalting (Thermo Scientific Kar. # 87766). KonoHky nepeBopayuBaroT 10 TEX TOD,
MIOKa BCSI CMOJIa HE CTaHEeT FOMOT€HHOM cMechro. KianaH Ha THe KOJIOHKH OTKPBIBAIOT U
JKUJKOCTh CIIMBAOT MyTeM LieHTpudyrupoBanus B TeueHne | muH npu 1500 g. Kononky
NPOMBIBAIOT TPH pasa nmocpenctsoM 500 mka 1X PBS, ucnone3yst 1 Mun neHTpudyrupoBaHus
1500xg. [Toce 2-yacoBoit MHKYOAIIMHN PEAKIIMOHHBII PACTBOP AJIT MEUEHHSI aHTUTEN JOOABJISIOT
IO KarisiM B cMOJTy KoJioHkH. KoJloHKy moMemaroT B pobupky nmnennopda mist coopa
MEYEHOr0 aHTUTENA MOCNIE 2-MUHYTHOTO BpallleHHs1 O CKOpOocThio 1500%g. Meuyenoe aHTUTENO
xpasAT npu 4°C B TeMHOTE.

Jns conpsru-anannza ELISA, B 1 nenp antuteno I paszdasnstoT 1o 4 Mxr/mia B 1x PBS
(Gibco Life Technologies, kat. # 14190-144). 35 MKJI/TIyHKY 3TOr0 pacTBOpa HAHOCAT Ha
riaHmeTel MesoScale Discovery (MSD) (Kat. #L15XA-3). [1naHmers! MOCTyKHUBAIOT, YTOOBI
PaBHOMEPHO MOKPHITh JIYHKY. [ IaHIIeT repMeTHYHO 3aKphIBAOT U HHKYOHUPYIOT B TEUEHHE
HOYHU NPU KOMHATHOHN Temneparype. Ha 2-i1 neHp miaHIeTs NpOMBIBAIN TPU Pa3a, UCIONb3Y sl

AaBTOMATHYECKYIO MAaIIMHY AJis1 MbIThs TiaHmeTos (Biotek ELx405) ¢ 1x PBS ¢ 0,05% Tween 20
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(20x PBS Tween20 Thermo Scientific Kar. # 28352). [InaHmers! BBICYIIMBAIOT HA Oy Ma)KHOM
nojorerue. B xaxayro ayHky nobasmsror 100 mxa Oydepa Superblock (Superblock (T20)
Thermo Scientific Cat# 37536) n yMepeHHO BCTPSIXUBAIOT B TEYCHUE JIBYX YaCOB IPH
KOMHATHOH Temriepatype. [InaHImers! TprsKabl MPOMBIBAIOT U BBICYIIMBAIOT, KAK OIMIMCAHO
BbIe. Bo Bce nyHkH maHImeToB nodassot mo 25 M Oydepa Superblock. 3atem 25 mkn
YeThIPEXKPATHBIX CEPUITHBIX pa3BeneHuil (BbinmonHeHHbIX B Superblock (T20)), HaunHas ¢

500 ur/mu mubo INSLS uenoseka (Phoenix Pharmaceuticals, xat. # 035-70, mpUroToBJIeHHOTO B
JIMCO), mubo INSLS meimu (Phoenix Pharmaceuticals, kar. # 035-40). B JIMCO), no0aBmsitoT B
COOTBETCTBYIOLIHE JYHKU TUIAHIIETOB. [IaHImeTs! 3aKphIBAIOT M YMEPEHHO BCTPSIXUBAIOT B
TE€YeHHUe 2 4acoB IIPU KOMHATHOMN Temneparype. InaHmeTsl TprukAbl IPOMBIBAIOT U
BBICYIIMBAIOT, Kak onucaHo Beilie. Meuennoe MSD Sulfotag antureno us npumepa 2 pa3Boasit
1o koHueHnTparmu 1 Mxr/mi (T.e. npumepso B 1000 pas) B 0,2x Oydepe Superblock (T20) B 1x
PBS/Tween 0,05%. B xaxnayro ayHKy miaHmera 100aBIsOT MO 25 MKJI 3TOTO pacTBoOpa
MHKYOUPYIOT B TedeHue | yaca npu KOMHATHOH Temriepatype. [InaHmeTs! TpHKIbl IPOMBIBAIOT
¥ BBICYIIHMBAIOT, Kak onucaHo Boire. 150 Mk Oydepa anst cunteiBanus MSD 1X (6ydep s
cuutbiBanust MSD (4X) Kat. #R92TC-2) no0aBisitoT B KaXKIYIO JIYHKY M CYUTHIBAIOT HA
CUHTBIBAIOLIEM yCTpoicTBe A mianmeroB MSD Sector. Curnan u3mMepsiroT B €AMHULIAX
snekrpoxemuromunectuenuuu (ECLU).

CrarucTudeckuii aHaJIM3 JaHHBIX: JAHHbIE UMIOPTHPYIOTCS] M3 CYUTHIBAIOIIETO
ycrpotictBa Mesoscale Discovery Sector B Microsoft Excel u mporpamMuoe obecrnieuenme
GraphPad Prism® (GraphPad Software, LLC; La Jolla, Kanudopnusi) nyist onpenenenus
NPUOJIM3UTENILHOTO JIMHEHHOTO quana3oHa st To4Horo ooHapyskenust INSLS. Jluanazox
oOHapy:xkeHus cocTaBsier npudau3uTenbHo ot 30 nr/mi go 100 000 mr/mi kak anst INSLS

yesioBeka, Tak U Ajst INSLS MbImuy.
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Tab6aunua S: O6napysxenue INSLS mbimm u yenoseka ¢ moMmombio coHaBu4-ELISA ¢

ucrosnb3oBaHNeM aHturena | ms 3axsara u antutena Il nys oOHapyskeHus..

INSLS genosexa INSLS mbrmun
Paz0aBnenune
o Konu. (ir/mo) ECLU Konu. (mir/mi) ECLU
1 504800 218430 511700 244857
2 126200 238191 127925 248527
3 31550 93393 31981 124617
4 7887 19907 7995 21301
5 1972 4570 1999 6823
6 493 1231 450 1902
7 123 579 125 735
8 30,8 433 31,2 491
9 7,70 413 7,81 420
10 1,93 394 1,95 552
11 0,48 771 0,49 385
Tonbko Oydep 0 306 0 382

AMHHOKHCJIOTHbIE H HYKJICOTHAHBbIEC MOCJIEA0BATEC/IbHOCTH

SEQ ID NO:1 — uen» A INSLS uenoseka
QDLQTLCCTDGCSMTDLSALC

SEQ ID NO:2 — uens B INSLS5 yenopeka
KESVRLCGLEYIRTVIYICASSRW

SEQ ID NO:3 — nens A INSL5 mbimmm
RDLQALCCREGCSMKELSTLC

SEQ ID NO:4 — nens B INSLS Mblmu
RQTVKLCGLDYVRTVIYICASSRW

SEQ ID NO:5: HC anTurena I
QSVEESGGRLVTPGTPLTLTCTASGFSLSSYDMGWVRQTPGEGLEWVGTISAGGYTYYA
HWAKGRFTISKSSTTVDLKMTSLTTEDTATYFCARERWNYDRSGGAGAGYFDLWGPG
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TLVTVSSGQPKAPSVFPLAPCCGDTPSSTVTLGCLVKGYLPEPVTVTWNSGTLTNGVRTF
PSVRQSSGLYSLSSVVSVTSSSQPVTCNVAHPATNTKVDKTVAPSTCSKPTCPPPELLGG
PSVFIFPPKPKDTLMISRTPEVTCVVVDVSQDDPEVQFTWYINNEQVRTARPPLREQQFN
STIRVVSTLPITHQDWLRGKEFKCKVHNKALPAPIEKTISKARGQPLEPKVYTMGPPREE
LSSRSVSLTCMINGFYPSDISVEWEKNGKAEDNYKTTPAVLDSDGSYFLYNKLSVPTSE
WQRGDVFTCSVMHEALHNHYTQKSISRSPGK

SEQ ID NO:6: JHK HC anturena [
CAGTCGGTGGAGGAGTCCGGGGGTCGCCTGGTCACGCCTGGGACACCCCTGACACT
CACCTGCACAGCCTCTGGATTCTCCCTCAGTAGCTACGACATGGGCTGGGTCCGCCA
GACTCCAGGGGAGGGGCTGGAATGGGTCGGAACCATTAGTGCTGGTGGTTACACGT
ACTACGCGCACTGGGCGAAAGGCCGATTCACCATCTCCAAATCCTCGACCACGGTG
GATCTGAAAATGACCAGTCTGACGACCGAGGACACGGCCACCTATTTCTGTGCCAG
AGAAAGATGGAATTACGATAGGTCTGGTGGTGCTGGTGCTGGCTACTTTGACTTGTG
GGGCCCAGGCACCCTGGTCACCGTCTCCTCAGGGCAACCTAAGGCTCCATCAGTCTT
TCCCCTCGCACCTTGCTGTGGTGACACGCCCTCATCCACGGTAACACTGGGCTGTCT
TGTCAAAGGATACCTTCCGGAGCCAGTCACAGTAACGTGGAACTCGGGAACATTGA
CAAACGGCGTAAGAACGTTTCCGTCGGTACGTCAAAGTTCAGGCCTCTACTCGCTCA
GCTCCGTAGTATCGGTGACCTCATCCAGCCAGCCGGTGACTTGCAACGTGGCGCATC
CCGCGACCAACACAAAAGTGGATAAGACCGTTGCACCCTCAACTTGCTCCAAGCCC
ACGTGTCCCCCACCAGAGCTGCTCGGTGGGCCCTCGGTCTTTATCTTCCCTCCGAAA
CCCAAAGACACATTGATGATCTCTCGCACGCCGGAAGTCACGTGCGTGGTCGTGGA
CGTCAGCCAAGATGACCCGGAAGTGCAATTCACCTGGTATATCAATAACGAACAGG
TCAGAACGGCTCGGCCTCCTTTGCGAGAACAACAGTTCAATTCCACTATCAGGGTTG
TATCAACACTTCCCATCACACACCAAGATTGGCTTAGGGGAAAGGAGTTTAAGTGTA
AAGTGCACAATAAGGCTTTGCCAGCGCCTATTGAGAAAACCATTTCCAAAGCCCGT
GGGCAACCGCTTGAACCCAAAGTCTATACAATGGGGCCACCCAGAGAGGAACTGTC
GAGCCGCTCCGTGTCACTGACTTGTATGATCAATGGGTTCTATCCGTCGGACATTTC
GGTGGAATGGGAGAAGAATGGAAAAGCAGAGGATAACTACAAAACTACGCCAGCC
GTGTTGGACTCTGACGGGTCATACTTTCTGTACAATAAGCTCTCTGTCCCCACGTCG
GAATGGCAGAGGGGAGATGTGTTTACTTGCTCGGTGATGCATGAGGCGCTCCATAA
TCACTATACCCAGAAAAGCATCAGTCGAAGCCCTGGGAAA

SEQ ID NO:7: LC antutena I
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ADVVMTQTASPVSAAVGGTVTINCQASQSITSSYLSWYQQKPGQPPKLLIYPAANLASG
VPSRFKGSGSGTQFTLTISGVQCDDAATYYCLYGYFSSSIDFAFGGGTEVVVRGDPVAPT
VLIFPPAADQVATGTVTIVCVANKYFPDVTVTWEVDGTTQTTGIENSKTPQNSADCTYN
LSSTLTLTSTQYNSHKEYTCKVTQGTTSVVQSFNRGDC

SEQ ID NO:8: JHK LC anTurena |
GCCGATGTCGTGATGACCCAGACTGCATCCCCCGTGTCTGCAGCTGTGGGAGGCACA
GTCACCATCAATTGCCAGGCCAGTCAGAGTATTACTAGTAGCTACTTATCCTGGTAT
CAGCAGAAACCAGGGCAGCCTCCCAAGCTCCTGATCTATCCTGCAGCCAATCTGGC
ATCTGGAGTCCCATCGCGGTTCAAAGGCAGTGGATCTGGGACACAGTTCACTCTCAC
CATCAGCGGCGTGCAGTGTGACGATGCTGCCACTTACTACTGTCTATACGGTTATTT
TAGTTCTAGTATTGATTTTGCTTTCGGCGGAGGGACCGAGGTGGTGGTCAGAGGTGA
TCCAGTTGCACCTACTGTCCTCATCTTCCCACCAGCTGCTGATCAAGTCGCAACAGG
TACTGTGACGATCGTGTGTGTCGCGAACAAATACTTTCCCGACGTGACCGTGACGTG
GGAAGTCGACGGAACAACCCAGACGACCGGGATCGAAAACTCAAAGACCCCGCAA
AACTCGGCCGATTGCACATACAATTTGTCCTCTACGCTTACACTCACGTCGACGCAG
TACAATAGTCACAAGGAGTATACATGCAAAGTTACTCAAGGAACTACGAGCGTGGT
CCAGTCATTCAATAGAGGGGATTGT

SEQ ID NO:9: VH anturena I

QSVEESGGRLVTPGTPLTLTCTASGFSLSSYDMGW VRQTPGEGLEWVGTISAGGYTYYA
HWAKGRFTISKSSTTVDLKMTSLTTEDTATYFCARERWNYDRSGGAGAGYFDLWGPG
TLVTVSS

SEQ ID NO:10: HCDR1 anturena I
TASGFSLSSYDMG

SEQ ID NO:11: HCDR2 anturena I
TISAGGYTY

SEQ ID NO:12: HCDR3 antutena I
ARERWNYDRSGGAGAGYFDL

SEQ ID NO:13: VL anTurena |
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ADVVMTQTASPVSAAVGGTVTINCQASQSITSSYLSWYQQKPGQPPKLLIYPAANLASG
VPSRFKGSGSGTQFTLTISGVQCDDAATYYCLYGYFSSSIDFAFGGGTEVVVR

SEQ ID NO:14: LCDR1 antutena |
QASQSITSSYLS

SEQ ID NO:15: LCDR2 antutena |
YPAANLAS

SEQ ID NO:16: LCDR3 anrtutena |
LYGYFSSSIDFA

SEQ ID NO:17: HC anTurena II

QSVEESGGGLVTPGGSLTLTCTVSGIDLTTYAMGW VRQAPGEGLEWIGIIGGGGRTYYA
AWAKGRFTISKTSTTVDLRITSPATEDTATYFCVRGGDFFDLWGPGTLVTVSSGQPKAPS
VFPLAPCCGDTPSSTVTLGCLVKGYLPEPVTVTWNSGTLTNGVRTFPSVRQSSGLYSLSS
VVSVTSSSQPVTCNVAHPATNTKVDKTVAPSTCSKPTCPPPELLGGPSVFIFPPKPKDTL
MISRTPEVTCVVVDVSQDDPEVQFTWYINNEQVRTARPPLREQQFNSTIRVVSTLPITHQ
DWLRGKEFKCKVHNKALPAPIEKTISKARGQPLEPKVYTMGPPREELSSRSVSLTCMING
FYPSDISVEWEKNGKAEDNYKTTPAVLDSDGSYFLYNKLSVPTSEWQRGDVFTCSVMH
EALHNHYTQKSISRSPGK

SEQ ID NO:18: IHK HC anTurena 11
CAGTCGGTGGAGGAGTCCGGAGGAGGCCTGGTAACGCCTGGAGGATCCCTGACACT
CACCTGCACAGTCTCTGGAATCGACCTCACTACCTATGCAATGGGCTGGGTCCGCCA
GGCTCCAGGGGAGGGGCTGGAATGGATCGGAATTATTGGTGGTGGTGGTCGAACAT
ACTACGCGGCCTGGGCGAAAGGCCGCTTCACCATCTCCAAAACCTCGACCACGGTG
GATCTGAGAATCACCAGTCCGGCAACCGAGGACACGGCCACCTATTTCTGTGTCAG
AGGAGGAGACTTCTTTGACTTGTGGGGCCCAGGCACCCTGGTCACCGTCTCCTCAGG
GCAACCTAAGGCTCCATCAGTCTTTCCCCTCGCACCTTGCTGTGGTGACACGCCCTC
ATCCACGGTAACACTGGGCTGTCTTGTCAAAGGATACCTTCCGGAGCCAGTCACAGT
AACGTGGAACTCGGGAACATTGACAAACGGCGTAAGAACGTTTCCGTCGGTACGTC
AAAGTTCAGGCCTCTACTCGCTCAGCTCCGTAGTATCGGTGACCTCATCCAGCCAGC
CGGTGACTTGCAACGTGGCGCATCCCGCGACCAACACAAAAGTGGATAAGACCGTT
GCACCCTCAACTTGCTCCAAGCCCACGTGTCCCCCACCAGAGCTGCTCGGTGGGCCC
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TCGGTCTTTATCTTCCCTCCGAAACCCAAAGACACATTGATGATCTCTCGCACGCCG
GAAGTCACGTGCGTGGTCGTGGACGTCAGCCAAGATGACCCGGAAGTGCAATTCAC
CTGGTATATCAATAACGAACAGGTCAGAACGGCTCGGCCTCCTTTGCGAGAACAAC
AGTTCAATTCCACTATCAGGGTTGTATCAACACTTCCCATCACACACCAAGATTGGC
TTAGGGGAAAGGAGTTTAAGTGTAAAGTGCACAATAAGGCTTTGCCAGCGCCTATT
GAGAAAACCATTTCCAAAGCCCGTGGGCAACCGCTTGAACCCAAAGTCTATACAAT
GGGGCCACCCAGAGAGGAACTGTCGAGCCGCTCCGTGTCACTGACTTGTATGATCA
ATGGGTTCTATCCGTCGGACATTTCGGTGGAATGGGAGAAGAATGGAAAAGCAGAG
GATAACTACAAAACTACGCCAGCCGTGTTGGACTCTGACGGGTCATACTTTCTGTAC
AATAAGCTCTCTGTCCCCACGTCGGAATGGCAGAGGGGAGATGTGTTTACTTGCTCG
GTGATGCATGAGGCGCTCCATAATCACTATACCCAGAAAAGCATCAGTCGAAGCCC
TGGGAAA

SEQ ID NO:19: LC anrurena I1
AQVLTQTPASVSAAVGGTVTIKCQASEDISKYLSWYQQKPGQRPKLLIYYVSNLEFGVP
SRFKGSGSGTEYTLTISDLECDDAATYYCHQGYTGVNVENVFGGGTEVVVRGDPVAPT
VLIFPPAADQVATGTVTIVCVANKYFPDVTVTWEVDGTTQTTGIENSKTPQNSADCTYN
LSSTLTLTSTQYNSHKEYTCKVTQGTTSVVQSEFNRGDC

SEQ ID NO:20: IHK LC anTurena II
GCTCAAGTGCTGACCCAGACTCCAGCCTCCGTGTCTGCAGCTGTGGGAGGCACAGTC
ACCATCAAGTGCCAGGCCAGTGAGGATATTAGCAAGTACTTATCCTGGTATCAGCA
GAAACCAGGGCAGCGCCCCAAACTCCTGATCTATTATGTATCCAATCTGGAATTTGG
GGTCCCATCGCGGTTCAAAGGCAGTGGATCTGGGACAGAGTACACTCTCACCATCA
GCGACCTGGAGTGTGACGATGCTGCCACTTACTACTGTCACCAGGGTTATACCGGTG
TTAATGTTGAAAATGTTTTCGGCGGAGGGACCGAGGTGGTGGTCAGAGGTGATCCA
GTTGCACCTACTGTCCTCATCTTCCCACCAGCTGCTGATCAAGTCGCAACAGGTACT
GTGACGATCGTGTGTGTCGCGAACAAATACTTTCCCGACGTGACCGTGACGTGGGA
AGTCGACGGAACAACCCAGACGACCGGGATCGAAAACTCAAAGACCCCGCAAAAC
TCGGCCGATTGCACATACAATTTGTCCTCTACGCTTACACTCACGTCGACGCAGTAC
AATAGTCACAAGGAGTATACATGCAAAGTTACTCAAGGAACTACGAGCGTGGTCCA
GTCATTCAATAGAGGGGATTGT

SEQ ID NO:21: VH anturena 11
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QSVEESGGGLVTPGGSLTLTCTVSGIDLTTYAMGWVRQAPGEGLEWIGIIGGGGRTY YA
AWAKGRFTISKTSTTVDLRITSPATEDTATYFCVRGGDFFDLWGPGTLVTVSS

SEQ ID NO:22: HCDRI1 anturena II
TVSGIDLTTYAMG

SEQ ID NO:23: HCDR2 anturena II
IIGGGGRTY

SEQ ID NO:24: HCDR3 anturena II
VRGGDFFDL

SEQ ID NO:25: VL anrurena II
AQVLTQTPASVSAAVGGTVTIKCQASEDISKYLSWYQQKPGQRPKLLIYYVSNLEFGVP
SRFKGSGSGTEYTLTISDLECDDAATYYCHQGYTGVNVENVFGGGTEVVVR

SEQ ID NO:26 LCDR1 anturena II
QASEDISKYLS

SEQ ID NO:27 LCDR2 anturena 11
YYVSNLEF

SEQ ID NO:28 LCDR3 antutena 11
HQGYTGVNVENV

SEQ ID NO:29 CurHajibHbIi TEOTUT
METDTLLLWVLLLWVPGSTG



10

15

20

25

30

35

26
POPMYVYJIA U3OBPETEHUA:

1. AuTuTeno, koropoe cesizbiBaeT INSLS, conepskainee BapuabesbHY O 001aCTh TSKEIOH eTH
(VH) u Bapuabenbhyto odnacts nerkoit uenu (VL), mpudem ykazannas VH conmepskut o0acTy,
omnpenesomue kommiemenTapaocTs Tsokenoi er (HCDR) - HCDR1, HCDR2 u HCDR3, u
ykazaHHast VL copep:kuT o0acT, Onpenesstonne KoMmieMeHTapHocTh Jerkoit nenu (LCDR) -
LCDR1, LCDR2 u LCDR3, npu 3Tom

HCDRI1 copepsxxutr TASGFSLSSYDMG (SEQ ID NO:10),

HCDR2 copepxxut TISAGGYTY (SEQ ID NO:11),

HCDR3 conepsxutr ARERWNYDRSGGAGAGYFDL (SEQ ID NO:12),

LCDRI1 conepxur QASQSITSSYLS (SEQ ID NO:14),

LCDR2 conepsxxur YPAANLAS (SEQ ID NO:15) n

LCDR3 conepxxutr LYGYFSSSIDFA (SEQ ID NO:16).

2. Anrureno no . 1, orimyaromeecs tem, uto ykasanHas VH conepaxur SEQ ID NO:9 u
ykazanHast VL comepxxut SEQ ID NO:13.

3. AurtuTeno mo mm. 1 uim 2, OTJIMYAIIEECA TEM, YTO YKa3aHHOC aHTUTEJIO COACPIKUT TAKECITY IO

uernb (HC), conepsxkammyro SEQ ID NO:5, u nerkyrwo nens (LC), conepaxamyro SEQ ID NO:7.
4. Arruteno no nm. | wim 2, OTIUYaroIIeecs: TeM, YTO YKa3aHHOE aHTUTEJIO COAEPIKUT TSIKETYIO
uens (HC), conepskamyro amuHokuciotel 2-446 SEQ ID NO:S, u nerkyro uens (LC),

conepxkamyo SEQ ID NO:7.

5. AnTuTeno no 1. 1 uau 2, oTnuyaromeecs TeM, 4To ykazaHHoe antureno coaepxxut HC,

cocrosmyto u3 SEQ ID NO:5, u LC, cocrosimyro u3z SEQ ID NO:7.

6. ArtuTeno no modomy u3 mm. 1-5, kotopoe ceszbpiBaeT INSLS uenoseka.

7. ArTHTENO 1o JF0OOMy U3 Tl 1-5, OTIHUaroIIeecs: TeM, YTO YKa3aHHOE aHTUTEJIO CBSI3bIBAET

uernb A (SEQ ID NO: 1) u nens B (SEQ ID NO: 2) INSLS uenosexka.

8. AHTuTeno no modomy u3 mm. 1-5, koropoe cBsazbBaeT INSLS mbimn.

9. ArTuTeno no grodoMy U3 mi. 1-5, oTIHUaroIIeecs: TeM, YTO YKa3aHHOE aHTUTEJIO CBSI3bIBAET

uernb A (SEQ ID NO:3) u uens B (SEQ ID NO:4) INSLS mbrmu.
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10. HyknenHoBasi KHCJIOTA, COAEpIKallas MociaeI0BaTeIbHOCTh, koaupyromyo SEQ ID NO:5

unu SEQ ID NO:7.

11. BexTop, conepxamuil HyKJIEMHOBYIO KUCIOTy 1o 1. 10.

12. KoMno3unusi, coaep:xaiasi NepBblil BEKTOP, COAEPKAIUUN MTOCIEI0BATEIbHOCTD
HYKJIEMHOBOM kucioThl, koaupyrouyo SEQ ID NO:5 u BTopoii BekTop, coaepkaiuii

MOCJIeA0BATENBHOCTD HYKJIEMHOBON KUCIOThL, koaupytomyo SEQ ID NO:7.

13. Knerka, comepxarias:

(2) mepBBIl BEKTOP, COMEPIKALINN TOCIEN0BATENbHOCTh HYKJIEHHOBOH KHUCJIOTBI, KOJHPYIOLIYIO
SEQ ID NO:5 u BTOpOi1 BEKTOp, COAEPIKALIUI MOCIEA0BATENbHOCT HY KIIEUHOBON KUCJIOTHI,
kopupyromyto SEQ ID NO:7; unu

(b) BekTOp, COmepIKaLIMiA MEPBYIO MOCIEAOBATEIbHOCTD HY KJISMHOBOW KUCJIOTBI, KOAHUPYIOIIYIO
SEQ ID NO: 5, u BTOpYI0 NMOCIEN0BATEIbHOCTh HYKJIEHHOBOM KHCIOTHL, Konupyommyo SEQ ID
NO: 7.

14. Knetka no 1. 13, OTIHYAOIIASCS TEM, UYTO KJIETKA MPENCTABIAET COOOH KIIETKY

MJICKOITUTAOIIETO.

15. Cioco6 nonydeHust aHTUTeNa, BKIFOYAIOLINI Ky IbTUBUPOBAHUE KJIETKH 10 JJFOOOMY U3 TII.
13-14 B ycioBusxX, 00€CTIEUNBAIOIINX SKCIIPECCUIO YKA3aHHOTO AHTUTENA, U BbIACIICHHUE

YKa3aHHOTO SKCIIPECCUPOBAHHOTO aHTUTENA U3 KYJIBTYPATbHOU CPEIbL.

16. AHTHTENO, MONTyYEHHOE Ty TEM KyJIbTUBUPOBAHUS KJIETKH 1O JIFoOoMy u3 mit. 13-14 B
yCIIOBUSIX, 00ECTIEUNBAOIINX SKCIPECCUI0 YKA3aHHOTO AHTHUTENA, U BbIIEJICHHE YKa3aHHOTO

SKCIPECCUPOBAHHOIO aHTUTENA U3 KyJIbTYPaIbHOM CpebL

17. Autureno, koropoe cBszbiBaeT INSLS, conepxkamee VH u VL, npu sTom ykazannas VH
conepxut HCDR1, HCDR2 u HCDR3, u ykazannast VL cogepskxutr LCDR1, LCDR2 u LCDR3,
npudeM

HCDRI conpepxutr TVSGIDLTTYAMG (SEQ ID NO:22),

HCDR2 conpepxut IGGGGRTY (SEQ ID NO:23),

HCDR3 conep:xxutr VRGGDFFDL (SEQ ID NO:24),
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LCDR1 conepxur QASEDISKYLS (SEQ ID NO:26),
LCDR2 conepxur YYVSNLEF (SEQ ID NO:27) u
LCDR3 conepxur HQGYTGVNVENYV (SEQ ID NO:28).

18. Anrureno no n. 17, ornuuarouieecs TeM, uto ykasanHas VH conepxxut SEQ ID NO:21 u

ykazanHas VL copepxxut SEQ ID NO:25.

19. Aurureno no nn. 17 unu 18, oTnuuaroiieecs: TeM, 4TO yKa3aHHOE aHTUTENIO COAEPIKUT
soxenyto nenb (HC), conepskamyro SEQ ID NO:17, u nerkyto uenb (LC), conepskamyto SEQ
ID NO:19.

20. Aarureno no nn. 17 unu 18, oTnnuaroieecs: TeM, 4TO yKa3aHHOE aHTUTENIO CONEPKUT
Tsokenyto nenb (HC), conepskamyto amunokucnotel 2-435 SEQ ID NO:17, u nerkyto uens (LC),

conepxkamyio SEQ ID NO:19.

21. Aarureno no . 17 wnu 18, ornuuaromeecst TeM, 4To ykazaHHoe aHTuTeno copepxut HC,

cocrosmyto u3 SEQ ID NO:17, u LC, cocrosimmyro uz SEQ ID NO:19.

22. AnTuTteno no modomy u3 mi. 17-21, oTinyaroeecs: TeM, 4TO yKa3aHHOE aHTUTEIO

cessbiBaeT INSL S yenoBeka.

23. AxTHTeno no modomy u3 mi. 17-21, oTinyaromeecss TeM, 4TO YKa3aHHOE aHTUTEJO

ceszbiBaeT nenb A (SEQ ID NO: 1) u uens B (SEQ ID NO: 2) INSLS uenosexka.

24. AnTtureno no modomy u3 mi. 17-21, oTinyaromeecs: TeM, 4TO YKa3aHHOE aHTUTEJO

cesspiBaeT INSLS mpimu.

25. AnTureno no modomy u3 mi. 17-21, koropoe ces3biBaet nenb A (SEQ ID NO:3) u uens B
(SEQ ID NO:4) INSLS mpimm.

26. HyknenHoBasi KUCJIOTA, COAieprKalliasi MocaeA0BaTeNbHOCTh, Koaupyrouyo SEQ ID NO:17
i SEQ ID NO:19.

27. BexTop, conepkaliuil HyKJI€MHOBYIO KUCIOTY 1O II. 20.
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28. KoMmno3unus, coaep:xalnas nepBblii BEKTOP, COAEPKAIUUN MOCIEI0BATENIBHOCTD
HYKJIEMHOBOM KuC0ThI, koaupyrouryo SEQ ID NO:17 u BTopoiil BEKTOp, Coaep Kalluit

MOCJIEA0BATENBHOCTD HYKJIENHOBON KUCHIO0ThI, koaupytouryo SEQ ID NO:19.

29. Knetka, comepxaras:

(a) mepBbIii BEKTOP, COAEPIKAIIHIT MTOCIEA0BATELHOCTD HY KJIEMHOBOM KHUCIIOTBI, KOAUPYIOLIYIO
SEQ ID NO:17 u BTOpO# BEKTOp, COAEPIKALIUI IMOCIEI0BATEIbHOCTD HYKJIEHHOBOM KHUCIIOTBI,
koaupytroiyio SEQ ID NO:19; u

(b) BexTOp, COAEpIKAIINIA TEPBYIO MOCIEIOBATEIbHOCTh HY KJICHHOBOM KUCJIOTBI, KOAUPYIOIIY IO

SEQ ID NO:17, u Bropyr nociefaoBaTelbHOCTb HYKJIEUHOBOW KUCIOTHI, kogupyrouywo SEQ ID
NO:19.

30. Knerka mo . 29, oTnMyaromascs TeM, 4To KJIeTKa MPeACTaBIsieT coO0i KIIeTKy

MIJICKOIIUTAIOIIECTO.

31. Ciocob monyueHusi aHTUTENA, BKIFOYAIOLINI KyJIbTUBUPOBAHUE KJIETKH 10 JFOOOMY U3 TIII.
29-30 B yca0BUsAX, 00ECTIEUNBAIOIINUX SKCIIPECCHUIO YKA3aHHOTO aHTHUTENA, U BbIACTICHUE

YKa3aHHOTO 3KCIPECCUPOBAHHOIO aHTUTENA U3 KYJIbTYPaJbHOMN CpesibL.

32. AHTHTEJIO, TONyUYeHHOE My TeM KYJIbTUBUPOBAHHUSI KJIETKH 10 JEoOomy u3 . 29-30 B
YCIIOBUSIX, 00ECTIEUNBAOIINX SKCIPECCHUI0 YKA3aHHOTO AHTHUTENA, U BbIIEJIEHHE YKa3aHHOTO

SKCIPECCUPOBAHHOIO aHTUTENA U3 KyJIbTYPAIbHOM Cperbl.

33. Cniocob obHapyskenus INSLS B oOpasiie, BKIFOYAOIIUN CISIYOIINe CTAANH: IPUBEACHHE
o0pasua B KOHTAKT C aHTHTEJIOM 10 JiroOomy u3 . 1-9 wim 17-25; u oOHapykeHue curaana,

TeHEPUPYEMOT0 YKa3aHHOHN CTaAuel NPUBENCHNs B KOHTAKT.

34. Cnocob konmuuectBeHHOTO onpeneserusi INSLS B oOpasiie, BKITFOYAKO LM CIIEAYOIIHE
CTaIuu. MpHUBeIeHNEe 00pa3iia B KOHTAKT ¢ aHTHTEJIOM o Jirobomy u3 m. 1-9 wim 17-25; u

oOHapy KeHHe CUTHAJIa, TEHEPHPYEMOTO YKa3aHHOM CTaauell MPUBEASHNS B KOHTAKT.

35. Criocob mo . 34, AONOTHUTENBHO COAEPIKAIINN CTaUH IPUBEACHHUS KOHTPOJIBHOTO
CTaHAapTa B KOHTAKT C AaHTUTENIOM U OOHAPY KeHHsI CUTHAIIA, 00eCeunBaeMOro YKa3aHHON

CTaI[PIefI MPUBCACHUA B KOHTAKT C KOHTPOJIbHBIM CTAHAAPTOM.
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36. Criocob mo mobomMy u3 mm. 33-35, JONMOJHUTENBHO BKIIFOYAOIINN CTAIHIO PHBEIEHHS
o0pasia B KOHTaKT C BTOPHIM aHTUTEJIOM, IPUUEM OJJHO U3 YKA3aHHOTO aHTUTEJa UJIH BTOPOTO
AHTUTEJIA COAEPIKUT OOHAPYKMBAEMYIO METKY, M YKa3aHHAs CTaUs IPUBEACHHUS B KOHTAKT
BKJIOYAeT OOHApY KEeHHe CUr'HaNIa, 00ecrednBaeMoro oOHapy KUBaeMOH METKOM, IpH

00pa3oBaHNM KOMIUIEKCA, BKJIFOYAKOINErO aHTUTEINO, BTOopoe anTuTeno u INSLS.
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