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AHTHU-VISTA AHTUTEJIA U ®PAI'MEHTDbI

POJCTBEHHBIE 3AABKH

[0001] HacTosimas 3asBka ucCnpamuBaeT NPUOPUTET MO MNPEABAPUTENBHON 3asBke NO.
61/920,695, nomannoii 24 nexabpst 2013 ropma, u npexBaputenpHOU 3asBke No. 62/085,086,
nogaHHoi 26 Hos0pst 2014 roma. Bce cBemeHus BbIIEYKAa3aHHBIX 3a$BOK BKJKOYEHBbI B

HaCTOAIIYIO 3asiBKY MOCPEACTBOM CCBLIOK.

YPOBEHb TEXHUKH

[0002] OKcrpeccusi HETaTUBHBIX PEryJsITOPOB UMMYHHBIX KOHTPOJIBHBIX TOYEK PAKOBBIMU
KJIETKAaMHU UM UMMYHOLUTAMHM B MUKPOCPEAY OIyXOJIHM MOXKET MOJABJISATb UMMYHHBINH OTBET
X035MHa TPOTHB onyxonu. s >¢dekTuBHONH OOpbOBI C PakOM KeJaTeNbHO OJOKHUPOBATH
OITyXOJIEBO-OMOCPEOBAHHYI0 CYIPECCUI0 HMMYHHOrO OTBeTa X03siMHA. COOTBETCTBEHHO,
CYIIECTBYeT NMOTPeOHOCTh B HOBBIX M 3(P(PEKTUBHBIX TEPANEBTUUECKUX CPENCTBAX, KOTOpBIE
MHTHOMPYIOT HETraTHBHBIE PEryJIATOPbl MMMYHHBIX KOHTPOJIBHBIX TOYEK B MHKPOCpene

OITyXOJIM, KOTOPBIC MOAABJIAOT IMPOTUBOONYXOJIEBBIC UMMYHHBIC OTBETHI.

CYINHOCTD U30BPETEHUA

[0003] Hactosiimee wu300peTeHre OTHOCHUTCS K aHTHTENaM | (parMeHTaM aHTHTEl,
BKJIFOYAOLTNX B C€0s1 aHTHIE€HCBSI3bIBAIOLINI YYaCTOK, KOTOPBIA CBS3BIBAETCS C V-TOMEHOM Ig
cympeccopa T knerounoit aktuBaiuu (VISTA). VISTA mnpencrasisier coOoii perynstop
KOHTPOJIBHOH TOYKH, KOTOPbIM HEraTHMBHO MOJABJIIET UMMyHHBIH oTBeT. Cm. Wang ef al.,
“VISTA, a novel mouse Ig superfamily ligand that negatively regulates T cell responses,” J.
Exp. Med., 208(3) 577-92 (2011). OH skcmpeccupyeTcsi Ha HOPMAJIbHBIX HEWTpoQmiIax,
MoHouMTax U cybmomymsnuu T kierok denoBeka. Kpome TOro, KJIETKH SIBAHCKOTO MaKaka
skcpeccupyroT VISTA anamormyHo HOpMalibHbIM uenoBedeckuM kieTkam. VISTA Takke
SKCIPECCUPYETCS B KJIETKAX MepuepruuecKoi KPOBH JIFOIeH, OOTBHBIX PAKOM.

[0004] Ces3piBanne aHtutena win (parmenra antutena ¢ VISTA monpynupyer wiu
YCUJIMBA€T UMMYHHBIN OTBeT. PparMeHT aHTHUTENa MOXKET BKJIIO4YaTh, Hanpumep, Fab, F(ab'),
win scFv ¢parmenT anTuTena. AHTHUTENO WM (PArMEHT AHTUTENAa MOXKET COIEepIKaTh
KOHCTAHTHBIN Y4YaCTOK aHTUTeNa. AHTHTENO WM (PPAarMEHT aHTUTENIa MOJKET CBSI3bIBATHCS C
VISTA, koTopblil 3KCHpeccCUpOBalCs Ha IeéMOINO3TUYECKOH KieTKe, HanpuMmep, MHEJOUIHOU

KJIeTKe u/niam auMdormre, MOHOUUTE WK HeWTpoduie, T KieTke, eCTECTBEHHBIX KJIETKaX-
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kuepax (NK), T-knerkax ¢ ¢yHkumsmu ecrectBeHHbIX kmuiepo (NKT), omyxonesoii
kietke w/mm mukpocpene omyxonu (TME). Mukpocpena omyxoyid TPEACTaBIsSeT COOOMU
KJIETOYHYI0 cpeny omyxonu. OHa MOXET BKJIIOUaTh B cebs Onm3iexarine UMMYHHBIE KJIETKH,
¢ubpobMacTel, KPOBEHOCHBIE COCYAbL, JPYyrHe€ KJIETKHU, CUTHAJIbHBIE MOJIEKYJBl U
BHEKJIETOYHBIH MaTPHKC.

[0005] AHTHTENO M (parMeHT aHTHUTENa MOXET BKIKYAaTh B CeOsl OOUH WM HECKOJBKO
runepapuadenbHbix yuactka (CDRs) Tspkenoit nenu w/mnu omHy win Heckoibko CDRs
JIETKOM Lieny, BKIOHaromeil onHy win Heckonbko CDRs (Hanmpumep, Bce TpU TSKEIBIX LIEMH
CDRs, Bce 3 nerkux nenu CDRs, wnmu Bce 6 CDRs) moboro u3 antu-VISTA anTuTen,
ONMHUCAHHBIX B HACTOALIEH 3asBKe, BKIIOYas aHTUTena, obo3HadeHHble VSTB112 (S2),
VSTB116 (S5), VSTBO9S (S16), VSTB50 (S41), VSTBS3 (S43) u VSTB60 (S47). B
HEKOTOPbIX BapHaHTAX OCYIUECTBJICHUS HACTOSINEr0 H300peTeHus, aHTUTeNa WM HX
(parmMeHTsl BbIOpaHbl u3 rpymnmel, coctosmen u3 VSTB112, VSTB9S, VSTB116, VSTB50,
VSTBS3 u VSTB60. B ogHOM BapuaHTe OCYIIECTBICHUS HACTOSIIETO H300PETEHHsI, aHTUTEIIO
Wi (parMeHT BKIIFOYAET OnuH WK Heckonbko CDRS Tspkenol 1enu u OQuH WM HECKOJIBKO
CDRs nerkoit nenu mo0oro u3 antu-VISTA aHTHTEIN, OMUCAHHBIX B HACTOSIIEM H300pETEHHH.
B HeKOTOpBIX BapHaHTaX OCYINECTBIIEHUs] M300PETEHMs, aHTUTEJIO HJIH (PparMeHT aHTUTeNa
MOYKET JOTIOJHUTENIbHO BKJIIOYATh, IO MEHBIIEH Mepe, OfHY TSIKENYIO LeMb H, 0 MEHbIIEH
Mepe, OOHY JIerKyr wemnb Jrodoro u3 aHTu-VISTA aHTUTEN, OMMCAHHBIX B HACTOSIIEM
u300pereHnn. B HEKOTOPBIX BapHaHTAX OCYIIECTBJICHUS HACTOSILNErO M300PETeHHs, aHTUTEIO
Wi (pparMeHT aHTHTENA BKIOYAET, M0 MEHbIIEH Mepe, OAHY TSIKENYHO IIelb, BKIFOYAIOLIYIO
TIOCJIEIOBATENIbHOCTh BapHUaOEbHOTO y4YacTKa TSKEJIOW LENH, /I 10 MEHbLICH Mepe OIHY
JIETKYIO LeMb, BKJFOYAOLIYIO MOCIEIOBATENIbHOCTh BapuadeNbHOTO ydacTKa Jierkoi nernu. B
HEKOTOPBIX BapHAHTaX OCYLIECTBICHHS HACTOSINEr0 H300pPETeHUs, AHTHUTEJIO BKIIIOYAET
YeJIOBEYECKHI KapKACHBIM y4acTOK. B HEKOTOpBIX BapHaHTaX OCYLIECTBIEHHUS HACTOSIIETO
u300peTeHrs], AHTUTENO TpeACTaBisieT CcoOON OWBaJIEHTHOE AHTUTEN0. B  HEKOTOpPBIX
BAPUAHTAX OCYINECTBJICHHUs] HACTOSIEro M300peTeHus], jparMeHT NpeacTaBisieT coOOi aHTH-
VISTA ces3piBaromuii 3JeMeHT. B HEKOTOpBIX BapHaHTaX OCYINECTBJICHHS HACTOSIIErO
u3obperenns, CDRs Tsoxenoit nenu antutena npencrasieH B SEQ ID NOs:1, 2 u 3, a CDRs
nerkoii uenu npexacrasied B SEQ ID NOs: 4, 5 u 6. B HeKOTOpBIX BapuaHTax OCYILECTBICHMUS
HACTOSIIEr0 M300pPETeHNs, aMUHOKHCIIOTHBIE TTOCJIENOBATEIbHOCTH BapHaOeNIbHOTO ydyacTKa

TSDKEJION nenu u Jierkoi uenu npencrasiensl B SEQ ID NOS: 7 u 8, cooTBETCTBEHHO.
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[0006] Hacrosimee wu3o0perenne Ttakxke BkimoudaeT aHTU-VISTA anTHTena, koropble
SBJISTFOTCSI B CYIIHOCTH aHAJOTMYHBIMH AHTHUTEJIAM, ONMHCAHHBIM B HACTOSIIEM H300pETEHHH.
Hanpumep, B OZHOM BapuaHTe OCYINECTBJICHUS H300pETeHMs, AHTHTENO WIH (PparMeHT
Bkimovyaer VH nomen aHtutena, Bkimodaromuii CDR1 VH, oGnanmaromuii aMHHOKHUCIOTHOM
NOCJIEAOBATENbHOCTBIO, KOTOpas siBiseTcs no cyuiectsy a”anoruyHoil SEQ ID NO:1, CDR2
VH, obnanarouuii aMHHOKHUCIOTHOH MOCIIEAOBATENbHOCTBIO, KOTOPask SBJSIETCS MO CYLIECTBY
anajormudori SEQ ID NO:2, u VH CDR3, obnagaromuii  aMUHOKHCIOTHOM
MOCJIEAOBATENbHOCTBIO, KOTOpasi siBiseTcss mo cyuliectBy aHanornmdHo SEQ ID NO:3, u
KOTOpOE€ JOMOJIHUTENbHO Bkiaodaer VL nomen antutena, Brmouarommiit CDR1 - VL,
oOnagaromuil  aMUHOKHCIOTHONW TIOCJIE€AOBATENIBHOCTBIO, KOTOpasi SBISIETCS IO CYIIECTBY
amajgoruynorr SEQ ID NO:4, CDR2 VL, oOnagaromuii  aMUHOKHUCJIOTHOM
NIOCJIEIOBATENIbHOCTBIO, KOTOpas siBisieTcs 1o cyuiecty aHanoruuHoi SEQ ID NO:5, u CDR3
VL, obnanarommii aMHHOKHUCIIOTHOH MOCJIEA0BATEIbHOCTBIO, KOTOPAsi SIBJISIETCS MO CYLIECTBY
anajoruyHoit SEQ ID NO:6.

[0007] HacTtosituee usobperenue takke otHocutcs: K aHTU-VISTA aHTHTEnam, KOTOpbIe
KOHKYPEHTHO WMHTHOWPYIOT, WM KOHKYPHPYIOT 3a CBsi3biBaHHe ¢ aHTU-VISTA aHTHTenamu,
OMUCAHHBIMU B HACTOSIIEM OMUCAHUU.

[0008] B HeKOTOpBIX BapHaHTaX OCYINECTBJIEHUS HACTOSLIET0 m300perenus, antu-VISTA
AHTHUTEJNA MPEICTABISIIOT COOOM YacTh KOHBIOTATA, HAPUMEP, KOHBIOraTa, KOTOPbIA BKIIOYAET
LIUTOTOKCUYECKYI0 MOJIEKYJIy WIH JPyroe BELIECTBO, OMHUCAHHOE B HACTOSIIEM HU300pPETeHUU.
Takue MOJIEKYJTbI XOPOIIO U3BECTHBI B O0JIACTH TEXHUKH.

[0009] B HEKOTOpBIX BapuaHTaX OCYLIECTBICHHS HACTOSIIETO U300PETeHUs, aHTUTENO WITH
(¢parMeHT aHTUTENna TMpeACTaBsieT COOOH MOHOKJIOHAJIBHOE aHTHUTENO. B HEKOTOpBIX
BAPUAHTAX OCYINECTBJIICHUS HACTOSALIETO H300PETEHHs, AHTUTENI0 NPEACTaBIsIeT COOOi
XUMEpPHOE, TYMaHU3UPOBAHHOE WM YeJOBEUEeCKOe AaHTUTENOo. B HeKoTOphIX BapuaHTax
OCYILIECTBIICHHsT HACTOSILEro HM300pETeHMs, aHTHUTENO MM (pParMeHT aHTUTENA BKJIFOYAET
4eJI0OBeUeCKUl KOHCTAHTHBIM y4yacTOK. B HEKOTOpBIX BapHaHTaX OCYINECTBIEHHs] HACTOSLIErO
MU300pETeHNs], AHTHTENIO MIKM (PArMEHT aHTUTENA SIBIAETCS CHEeUU(UYHBIM JUIA 3THUTOMNA
VISTA, nanpumep, B mpenenax aMuHOKHUCIOTHON mnocnenosatenpbHocTd SEQ ID NO: 9. B
HEKOTOPBIX BAPUAHTAX OCYIIECTBJICHUS HACTOSINErO M300PETEHHs, aHTUTENIO WU (PparMeHT
aHTUTENa CBs3biBaeTca ¢ smutonoM VISTA ¢ apdunHOCTBIO, MO MeHbliel Mmepe, 1x107
J1/MOnNb, HampuMep, Mo MeHblueil Mepe, 1x10® 1/monb, Hanpumep, no MeHbineii mepe, 1x10”

JI/MOJIb.
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[0010] B HekoTOpBIX BapuaHTaxX OCYIIECTBJIEHUS HACTOSIIErO M300pETEHHs, MOAYJISALHUS
UMMYHHOTO OTBeTa BKJIIOUaeT ysenuueHue B CD45+ neiikounrtos, CD4+ T knerok w/mian
CD8+ T kinerok. B HEKOTOpBIX BapHaHTaX OCYILIECTBIIEHHS HACTOSLIEr0 H300peTeHus,
MOAYJSIM MMMYHHOTO OTBETa BKJIIOYAET YCHJIEHHE BbIpaOOTKH (Hampumep, T-KIeTkoi)
urokuHoB (Hampumep, IFNy, IL-10, TNFo, IL-17), ycunenune T-ki1eToO4HOro oTBeTa W/WUIH
MOAYJIMPOBAHHY IO 3Kcnpeccuro Foxp3.

[0011] Hacrosimee wu3o0pereHne Takke OTHOCUTCS K KOMITO3ULIMSIM, BKJIFOYAIOIIHM
AHTUTENIO WM (PparMeHT aHTUTENA, ONUCAHHbIE B HACTOALIEeH 3asBKke (nanpumep, antu-VISTA
AHTUTENO), U (PapMaleBTUYECKH NMPUEMIIEMBbIH HOCHTEINb, PACTBOPHUTENb WM HAIIOJHUTEIb.
Hanpumep, komno3uius MoxeT BKIO4YaTh B ce0s anTaronuct VISTA, comepskamuii aHTUTENO
Wil (parMeHT TAKOrO AaHTHTENa, BKJIIOYAIOLIEe AHTHICHCBS3BIBAIOIIYIO O0JACTh, KOTOpas
cesasbiBaeTcsi ¢ VISTA, m BakumHy (Takyl0 Kak BakI[iHA Ha OCHOBE BHUPYCHOI'O BEKTOpA,
Gakrepuanbhyo BakiuHy, JJHK Bakunny, JIHK BakunHy, menTuaHyro BakLuHY). B HEKOTOpBIX
BAPUAHTAX OCYLIECTBJICHHsS HACTOSIIEr0 H300PETeHHUs, KOMIO3ULMS MpPEACTaBIseT COOOH
(apMareBTHYECKYI0 KOMITO3HLIMIO U CBsI3bIBAHUE aHTUTENA Wik Gparmenta anturena ¢ VISTA
MOJYJIUPYET WIH YCUJINBAET UMMYHHBIN OTBET.

[0012] Hactosiimee wu300pereHuMe Takke OTHOCUTCS K  crmoco0aM — JIYeHUs WU
NpEeNyNpexXIeHUsT  Paka, BKJIFOYAKOLIIUM BBEIIEHUE UHAUBUAYYMY (Hampumep,
MJIEKOMTUTAIOLIEMY, HAmpUMep, UYEeJNOBeKY WM HEUYeJIOBEKONOJOOHOMY  KHBOTHOMY),
HYKIAIOLIEMYCsl B 3TOM, 3((EKTUBHOrO KOJIMYECTBA, MO MEHbINEH Mepe, OJHOrO aHTUTENa,
(parMeHTa aHTUTENa I KOMIIO3HULIUH, OMICAHHBIE B HACTOSIIEM H300PETEHUH.

[0013] B HEKOTOpBIX BapuaHTaX OCYLIECTBICHHS HACTOSIIETO U300PETeHUs, aHTUTENO WITH
¢parmeHT aHtHTena cBsi3bBaeTcsi ¢ VISTA, TeM caMbIM MOAYJIHMPYsS WIH YCHIUBAsS
MMMYHHOT€HHBIII OTBET Ha pak. B HEKOTOpBIX BapHaHTax OCYILIECTBJICHHs HACTOSLLErO
U300peTeH s, pak MPEnCTaBIseT COOOH JeHKo3, TUM(POMY, MUEIOAUCIUTACTHYECKUN CUHAPOM
W/ MuenoMy. B HEKOTOpBIX BapuaHTaX OCYINECTBJIEHUS HACTOSIIErO H300pETEHHs, pak
npeacTasisier coOoi JI0OOH BHA WM THII JIEHKO3a, B TOM YHCJIE JIUM(POLUUTAPHBIN JEHKO3 UITH
MHEJIOTEHHBIN JIeWK03, TakOW Kak, Hampumep, OcTpelii JumdobnacTHbii nefiko3 (ALL),
xoHuueckudi ymmM@onmrapubiii neiko3 (CLL), ocTpbelii MuenouuTapHbIA (MHUEIOTEHHBIN)
neiiko3 (AML), XxpoHHYeCKU TPaHyJOUUTHBIN Jieiiko3 (CML), neitko3 BOPCUCTBIX KIIETOK, T-
KJIETOUHBIA MPOJIHM(POLHUTAPHBIA JIEHKO3, NEHK03 13 OONBIINX 3€PHUCTHIX JUM(GOLNUTOB, HIIH
T-Kk7eTOUHBIN JIEHKO3 B3pOCHBIX. B HEKOTOpBIX BapuaHTax OCYLIECTBJICHHs HACTOSLLErO

u3o0pereHust, TuMQpoMa MpencTaBisier cCOOOH THCTOLHMTApPHYK JTHUM(OMY, a B HEKOTOPBIX
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BApMAHTaX OCYINECTBJCHHsS] HACTOSIIEro W300pEeTeHHs, pakKk MPeacTaBsieT  coOow
MHOXECTBEHHYI0 MHEJIOMy. B  HEKOTOpBIX BapHaHTaX OCYIIECTBICHUS HACTOSILIETO
n300peTeHnst, pak MPeACTaBisieT cOoOOW IUIOTHYIO OIMyXOJib, HANPHUMEP, MEJAHOMY WA Pak
MOYEBOTO My3bIpsi. B HEKOTOPBHIX BapHUaHTaX OCYINECTBJICHHS] HACTOSINErO M300PETeHUs, PaK
NpeACTaBisieT COOOM pak Jerkux (HampuMep, HEMENKOKJIETOUHYH) KapIHHOMY JIETKHX
(NSCLC)). Hexortopsle crocoObl JiedeHHUsT OMOJHHUTENbHO BKIIIOUYAIOT B ceOsl BBEACHUE
BAaKLMHBI (TakOW Kak BaKLMHA HAa OCHOBE BUPYCHOIO BEKTOpa, OaKTEpPHAIbHOW BAKLIMHBI,
BakiMHbl Ha ocHoBe kjeTok, JIHK Bakumuel, PHK BakuuHbl, menTuaHOW BaKUWHBI WU
OenxoBoii BakiyHb). HacTosiiee n3obpereHne Takke OTHOCUTCS K Crioco0y MOAABIEHHS POCTa
ONMyXOJH y WHAMBUAYYMa, HYKIAIOIIETrocss B 3TOM, BKJIOYAIOIIHKA BBeneHHe 3(P(HEeKTHBHOrO
aHTUTENA WK (parMeHTa aHTUTeNa UM KOMIIO3ULIUH, OTIMCAHHBIE B HACTOSIIEM H300pETEHHU .
[0014] Komnosunusi, antureno uiu GparMeHT WM Apyrue (papManeBTHYECKHe BEIecTBa
(HampuMep, BaKLMHA) MOXKET BBOIUTHCS JIFOOBIM MapEeHTEpabHBIM MM HEMapeHTepabHbIM
criocobamu, Harpumep, BHyTpuBeHHO (IV), moakosxHo (SQ) wnu nepopansho (PO).

[0015] B HEKOTOpBIX BapHaHTaX OCYINECTBJIECHHUS] HACTOSIIETO H300pETEeHNs], KOMITO3HLIUS,
AHTUTENIO WK (PPArMEHT BBOAST KaXKJble TPU MeCsla, €KEeHENeIbHO, OIUH pa3 B JBE HEACIH,
ONUH pa3 B TPU HENEIW WIA ONMH pa3 B 4YeThipe Hemeau. B HEKOTOphIX BapHaHTax
OCYIEeCTBJICHHUS] HACTOSIIEr0 U300peTeH s, Apyrue papMaleBTUYECKUEe UK TepParieBTHUECKHE
BEIIECTBA BBOAST COBMECTHO, 10, B XOJ€ WIH IMOC]e aHTUTEN, (DPAarMEHTOB WJIM KOMITO3HUIIHIA,
OMUCAHHBIX B HacTosimeM wu300peTeHnH. COBMECTHO BBOIMMOE BEIECTBO MOMXKET ObITh
BBEIEHO TAKUM K€ IMyTeM KaK aHTUTEJNO, (PparMeHT WIi KOMITO3UIUS], HJTA UHBIM My TEM.

[0016] Hactosiimee wu3o0peTeHre TakkKe BKIIOYAET CIOCOOBI TMOJNyYEeHHs] aHTHUTEN,
(parMEHTOB WJIM KOMIIO3ULIUM, HAMPHUMEpP, CHOCOO MOJy4YeHHs] aHTUTeNa WH (parMeHTa,
OMUCAHHOTO B HACTOSILIEM H300pPETeHHH, BKJIIOYAIOINN KyJIbTHBHPOBAHUE KIIETOK-XO35€B B
YCIIOBUSIX JUISI TIOJNy4YeHHs YKa3aHHOTo aHtutena. Crocod MOXKeT HOMOJHUTETBHO BKIFOYATh
BbIZIeJIeHNEe aHTUTeNa. Hacrosiinee n3o0peTeHre Tak»e OTHOCUTCSI K HYKJIEHHOBBIM KHCJIOTaM,
Hanpumep, BBINEIEHHbBIM HYKJIEUHOBBIM KHCJIOTaM, KOTOPBIE BKJIOUAIOT HYKJIEOTHIHYIO
MOCJIEIOBATENBHOCTD, KOMUPYIOIIYIO aHTUTeNa U ()ParMeHThbl, SKCIPECCHOHHBIE BEKTOPHI,
BKJTIOUAIOIINE B ce0sl Takre HYKJIEHHOBBIE KUCJIOTHI, Hanpumep, GyHKIUOHABHO CBS3aHHBIE C
MPOMOTEPOM, U KJIETKU-X0351€Ba, TPAHCPOPMHUPOBAHHBIE C TAKUM SKCIIPECCHOHHBIM BEKTOPOM.
[0017] Hacrosiimee wu3o0pereHne Takke OTHOCHUTCS K HabopaM U TOTOBBIM H3JEIHSIM,

BKJIFOYAIOIINUM  KOMIO3ULMI0, coaepxamyro aHTu-VISTA aHTUTENO U KOHTEWHep, U



JIOTIONIHUTENBHO  COJAEPKUT  JIMCTOBKY-BKJIAJbII WM 3THUKETKY, YKa3blBaIOILYI0, YTO
KOMITO3HULHISI MOJKET OBbITh UCTIONB30BAHA JJIsI JICUSHHS paKa.

[0018] Hacrosiimee w30o0peTeHre Takke OTHOCHTCS K BBIACJIEHHOMY AaHTHTENy WIH
(¢parMeHTy TaKOro aHTUTeNa, BKJIIOYAOLIEe AaHTUTCHCBA3BIBAIOINYIO O0JacTh, KOTOpas
cesi3biBaeTcst ¢ V-nomenoM Ig cympeccopa T knerounoit akruBaumu (VISTA), roe antuTeno
Britouaer VH nomen anturena, comepkammii CDR1 VH, obnagarommii aMUHOKUCIIOTHOU
nocnenoBareabHocThi0 SEQ ID NO:25, CDR2 VH, obnagaromuii aMHHOKHCIOTHOM
nocinenoBateabHocThi0 SEQ ID NO:26 u CDR3 VH, ob6namaromuii aMUHOKHUCIOTHOM
nocnenoBaTenbHOCTEI0 SEQ ID NO:27, u KOTOpBI NONOJHUTENBbHO BKJIOUaeT VL nomeH
antutena, coxepxaumuii CDR1 VL, obnagaromuii aMUHOKHUCIIOTHON MOCIIEN0BATEIbHOCTBIO
SEQ ID NO:28, CDR2 VL, obnagaromuii aMHHOKHUCIOTHOM mocienoBarebHocThi0 SEQ ID
NO:29, u CDR3 VL, obnanaroliuii aMHHOKUCIOTHOM mocienoBaTeabHocThio SEQ ID NO:30.
B HEKOTOpBIX BapHaHTaxX OCYILIECTBJICHUS HACTOSLIErO N300PETEHHUs], AHTUTENO WIN (PparMeHT
aHTHUTENA BKJIIOYAET OAVH WM HECKOJIBKO T'yMaHU3UPOBAHHBIN MM YE€JIOBEUECKUH KapKaCHBIN
y4acTOK. B KOHKpETHBIX BApHAHTAX OCYIIECTBJICHUs] HACTOSIIErO N300PETEHNUs], aHTHTENO W
¢dparment anturena Bkimodaer VH nomen anturena, koropwii coxmepxut SEQ ID NO:37
wwmn VL pomen anrtutena, comepxkamuii SEQ ID NO:44. B HEKOTOpBIX BapUaHTaX
OCYLIECTBJICHHSI HACTOSIIIEr0 HM300PETeHUs, AHTUTENO BKJIIOYAET KOHCTAHTHBIA y4YacCTOK
TSDKEJIOW Lenu (HampuMep, KOHCTAHTHBIM YYacCTOK YEJIOBEYECKOW TSKENOW Lemnu) W/Wiu
KOHCTaHTHBIM y4YaCTOK JIETKOW 1eny (HanmpuMep, KOHCTAHTHBIM Y4aCTOK YeJIOBEYECKOH JIETKOM
LIeNH, TAKOM KaK KOHCTAHTHBIM y4acTOK Jierkod nemu, npeactasieHHbiid B SEQ ID NO:56).
IIpenmo4TuTebHO, KOHCTAHTHBIN YYaCTOK TSKEJION LIeMH MPencTaBysieT coO0H KOHCTaHTHBIM
yuacTok Tspkesol nenum IgGl (Hampumep, KOHCTaHTHBIA yd4acTok Tspkenon nenu IgGl
npenctasien B SEQ ID NO:61). B kOHKpeTHOM BapUaHTE OCYINECTBJICHHS] HACTOSIIErO
U300peTeHrs, KOHCTAHTHBIH yd4acTOK Tspkenod mernu IgGl Obul M3MEHEH IJIsl yCHJICHHS
MPOTEA3HON PE3UCTEHTHOCTH aHTuTena. IIpuMepoM KOHCTaHTHOIO y4acTKa TsKENIOH Lenu
IgG1, xoropblii OBUT W3MEHEH JJIi YCHJIEHUS TPOTEa3HOW PE3HCTEHTHOCTH, SIBJISIETCS
KOHCTaHTHBIN y4acTok Tskenoi nenu IgG1l, npencrasnennsiii B SEQ ID NO:60. B HekoTopbIx
BAPUAHTAX OCYILIECTBIIEHHUS] HACTOSAILIET0 HM300PETeHUs, aHTHUTENO WM (ParMeHT aHTHTENA
BKJIFOUAET TsKeNyro 1enb, conepxkauyo SEQ ID NO:60, u nerkyro uens, cofepsxaiyo SEQ
ID NO:56; unu Tsixenyto uemnb, conepxkamyo SEQ ID NO:61, u nerkyro 1ernb, CoaepKayo
SEQ ID NO:56. B KOHKpETHOM BapHaHTE OCYIIECTBICHHsS HACTOSLIEr0 H300pETeHHUH,

AHTUTENI0 WM (PParMEHT aHTHUTENa OHKCIPECCHPYETCs B KIETKe, B KOTOpPOH neduiur
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dyko3unmpoBanus GpepMeHTOB (HampuMep, KJeTka sudHuKa Kutaiickoro xomsuka (CHO), B
KOTOPOH neduuuT PyKOo3UINPOBaHUS (PEPMEHTOB).

[0019] Hacrosiimee m3o0pereHne Takke OTHOCUTCS K KOMITO3UIIMH, BKIIOUAOIIEH B celst
aHTHUTENO WK (PparMeHT 3TOrO aHTHUTeNa, conepskamee VH nomeH aHTUTeNa, BKJIFOYAROIINAN
CDR1 VH, obnanaromuii aMMHOKHCIOTHOM mocnenoBaTeabHocThio SEQ ID NO:25, CDR2
VH, obnanarommii aMUHOKUCIOTHOM mochenoBarenbHocThio SEQ ID NO:26, u CDR3 VH,
oOjamaromuii  aMHHOKUCIOTHOW mocnenosarenpHocThi0 SEQ ID NO:27, u  koropoe
JOTONHUTENBHO BKIouaer VL nomen anturena, comepxkamuii CDR1 VL, obnanarommmii
aMHUHOKHCJIOTHOI mocnenoBarenbHocTei0 SEQ ID NO:28, CDR2 VL, oOnanarommii
aMHUHOKHCJIOTHON mnocnenoBarenbHOCTEIO SEQ ID NO:29, u CDR3 VL, oOnanarommmii
aMMHOKHUCIOTHOH nocnenosatenpHocThi0 SEQ ID NO:30; u papmaneBTHdeck nprueMieMblil
HOCHUTEJb, PACTBOPUTEJIb UJIH HATIOJIHUTEbD.

[0020] B npyrom BapmaHTe OCYLIECTBJIEHHsS HACTOSINEro H300peTeHusi, H300peTeHue
OTHOCHUTCSI K CIIOCOOY JIeYeHUsI paka y MHAUBUAYYMA, HY)KIAFOIIEroCcsl B 3TOM, BKIIFOYAIOLIUIA
BBe/IeHHE CYOBEKTy 3(PPEeKTHBHOrO KOJMYECTBA AHTHUTENA WM (pparMeHTa 3TOr0 aHTHUTENa,
KoTopoe cBsa3biBaeTcst ¢ V-gomenoM Ig cynpeccopa T kierounoit aktusaruu (VISTA), npuuem
antuteno Bikirodaer VH npomen antutena, comepskammii CDR1 VH, oOnamarormmii
aMUHOKMCIIOTHOM mocnenoBarenbHocThio SEQ ID NO:25, CDR2 VH, obnangaromuii
aMUHOKHCIIOTHOM mocnenoBarenbHocThio SEQ ID NO:26, u CDR3 VH, obnanaromnuii
aMUHOKHCIIOTHOW mocneaosatenbHOCThI0 SEQ ID NO:27, u kxoTOpoe AONOJIHUTEIHHO
Bkitouaer VL nomen antutena, comepskamumii CDR1 VL, obnamarommii aMUHOKUCTIOTHOM

nocnenosarenbHocThio SEQ ID NO:28, CDR2 VL, oOnagaromuii aMUHOKHCIOTHOM

>
nocnenoBareabHocThio SEQ ID NO:29, u CDR3 VL, oOnagmaromuii aMUHOKHCIOTHOM
nocnenoBaTenbHOCTEI0 SEQ ID NO:30. B koHKpeTHOM BapHaHTe OCYLIECTBIEHUS] HACTOSIILErO
U300peTeHs, paK MPencTaBisieT coOOH pak Jerkux. B eme oqHOM BapuaHTe OCYINECTBIICHHS
HACTOSIIIETO M300PETEHHsI, paK JIETKUX MPEACTABISAET COOONH HEMENKOKJIETOUHYI0 KapLUHOMY
nerkux (NSCLC). B HekoTOpbIX BapHWaHTaX OCYIIECTBJICHHUS HACTOSIIErO H300pETeHMs,
croco0 JOMOJIHUTENBHO BKIIIOYAET BBENEHHE BTOPOW IPOTHUBOOIYXOJEBOH TepaIruu
(Hampumep, OmMepanuy, XUMHOTEpANHH, Jy4eBOW Tepanuu, OWOJIOrHYECKON TeparuH,
UMMYHOMOJY JIUPYIOIIEH Teparuy U UX COYETAHHS).

[0021] Hacrosiimee n3o0pereHne Takke OOeCmeYMBAaeT AHTUTENO WIH (PParMeHT 3TOTO

AHTUTEA, BKIIIOYAOIIECE aHTUT'CHCBA3bIBATOIIY O O6J'IaCTI:>, KOTOpasa CBA3bIBACTCA C V-nomeHnom

Ig cympeccopa T kmerounoii aktmBammu (VISTA), mpudeM aHTHTENO CBSI3BIBAETCS C
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koH(popmanmonHeM smuTonioM B VISTA (Hanpumep, genoeueckoro VISTA). B HekoTOpbIX
BApUAHTAX OCYLIECTBJIEHUS] HACTOSILIEro M300peTeHns], KOH(OPMALMOHHBIN SMUTOM BKJIIOYAET
WK TIPUCYTCTBYeET B mpenenax ocrarkoB 103-111 (NLTLLDSGL (SEQ ID NO62)) u 136-146
(VQTGKDAPSNC (SEQ ID NO:63)) uenoseueckux VISTA (SEQ ID NO:46). B apyrom
BapUAHTE OCYIIECTBIIEHHS] HACTOSINEr0 M300peTeHHs, KOH(QOPMAIMOHHBIN SMUTOI BKJIIOYAET
Wy npucyTcTByeT B npenenax ocratkos 24-36 (LLGPVDKGHDVTF (SEQ ID NO:64)), 54-
65 (RRPIRNLTFQDL (SEQ ID NO:65) u 100-102 (TMR) genoseueckux VISTA (SEQ ID
NO:46). B eme omHOM BapWaHTe OCYIIECTBJIEHUS  HACTOSIIEr0  HM300peTeHus,
KOH(OPMALIMOHHBIN 3IHUTON BKJIIOYAET aMUHOKHCIOTHBIE ocTaTku B FG merne uenoBeuecknx
VISTA (SEQ ID NO:46).

[0022] Kpowme Toro, HacTosiiiiee H300peTeHre OTHOCUTCS K CIIOCOOY yCHIIEHHSI UMMy HHOTO
OTBETA y MHAMBHUIYYMA, HY>KAAIOLIEroCsi B 3TOM, BKJOYAIOLIEMy BBEACHUE HHIUBUIYYMY
TepaneBTUIecKH 3(H(PEKTHBHOTO KOJIMYECTBA AHTHTEJ, KOTOPBIE CBSI3BIBAIOTCS ¢ V-T0MeHOM Ig
cynpeccopa T knerounoit aktuBauuu (VISTA), wnu pparmMeHTa STUX aHTUTEN, BKIFOYAIOLIETO
AHTUTEHCBSA3BIBAIOIIYIO 00NacTh, Kotopas cwssbiBaercss ¢ VISTA, Tem cambIM ycuiamBas
MMMYHHBIH OTBET Ha pak. B KOHKpETHOM BapuaHTe OCYINECTBIEHUS HACTOSLIEr0 N300pEeTeHMS,
UMMYHHBIH OTBET MPEACTABIISIET COOO0M MPOTHBOOMYXOJIEBbI UMMYHHBIN OTBET.

[0023] B npyrom BapuaHTe OCYIIECTBIEHHSI HACTOSINEro H300peTeHHs, U300peTeHHe
npeaiaraer crnocod BhI3bIBATH OMOJOTHYECKUIT OTBET Y HHAUBUAYYMA, HY KIAOIIEroCs B 3TOM,
BKJIFOYAIOLTHI BBEICHHE WHAUBUAYYMY T€PAIeBTUUYECKH YP(PEKTHBHOIO KOJUYECTBA AHTUTEA,
KoTOpoe cBsi3biBaeT V-momeH Ig cympeccopa T kierounoit akrtuBaiuu (VISTA), wiu
(¢parMeHTa 3TOrO AaHTUTENA, BKIIIOYAIOIIEr0 AHTUTCHCBS3bIBAOINYI0 00JacTh, KOTOpas
cBsazbiBaeTcsi ¢ VISTA, Tem camplM ycuiuBas HMMYHHBI OTBeT Ha pak. Illpumepsl
OMOJIOTMYECKUX OTBETOB BKJIFOYAIOT AKTHBALMIO MOHOLMTOB;, MHAYKUMIO mponupepauuu T-
KJIETOK U  CEKpPeLUI0 LHUTOKWHOB, AHTUTENI03aBUCHMYI0  KJIETOUHOOIIOCPEIOBAHHYIO
uToTOKCHYHOCTh  (ADCC) kierok, skcnpeccupyrommx VISTA; u aHTHTEN03aBUCHUMBIN

kierounbiii parormro3 (ADCP) kierok, skcnpeccupyromux VISTA.

KPATKOE OITMCAHUE YEPTEXEM

[0024] IlaTeHT UMM KOMIUIEKT MaTE€pUAOB 3asBKU COAEP>KUT, MO MEHbIIEH Mepe, OAuH

HEPTEK, BBINOJTHEHHBIH OBETHBIM. Komu AAHHOI'O MAaTCHTAa WJIM KOMILUICKTAa MaTCpHUAJIOB
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3asiBKHM € IIBETHBIM Y€PTEXKOM OyIyT MpeacTaBieHbl B BenomcTBo 1o nepBomy TpeOOBaHHIO U
oIuiaTe HeOOXOAMMOM MOIITHUHEL

[0025] Ha ®urypax 1A-1C npexncrasiensl rpaguky, mokaspBaromue sxkcrnpeccuo VISTA
Ha TF1 AML knerkax, skcmpeccusi Oenka VISTA ¢ nmoMompr0 NpOTOYHOH LUTOMETPUH
nokazaHa B TF-1 AML kneTo4yHol JTUHUM.

[0026] Ha ®urypax 2A-2E mnpexncraBieHbl rpaduky, MOKa3bIBAIOIINE OKpPALIMBAHUE U
cTpaTterusi TeHTUPOBAHUS ISl YCTAHOBJIEHUS YEJIOBEUECKHX MHUEJIOMIHBIX U JMM(OHUIHBIX
CyOTOTy JISIHIA.

[0027] Ha ®urypax 3A-3G npencrasnens! rpaguky, nokaspiaroiiye sxcrnpeccuo VISTA
Ha YEJOBEYECKMX MHUEJIOUAHBIX U JUMGPOMUIHBIX CyOHOMyJSLHSIX OT OIHOTO 3J0POBOTO
JIOHODA.

[0028] Ha ®urype 4 npencraBnensl rpaduku, nokasbBaromue skcrnpeccuto VISTA Ha
YEJIOBEUECKHX MHEJOUAHBIX U JIMMQOUAHBIX CyONOMyJSIMAX OT HECKOIbKHX 3I0POBBIX
HOPMAaJIbHBIX JOHOPOB.

[0029] Ha ®urypax S5A-5B mnpencraBieH rpaduk, MOKa3bIBAIOIIUI OKpAIIMBAHUE H
cTparerusi rediTupoBanus 1 onpenenenus sxcrnpeccun VISTA Ha uenoBedecknx MOHOLMTAX
u Makpogarax.

[0030] Ha ®urypax 6A-6C npexncrasiensl rpaguky, nokaspBaromue skcrnpeccuto VISTA
Ha 4eJIOBEYECKUX MOHOIMTaX U Makpodarax.

[0031] Ha ®urypax 7A-7E mnpexncraBieHbl rpaduky, MOKa3bIBAIOIINE OKPALIMBAHUE U
crparerusi refitupoBanus ansa onpenenenus skcrnpeccun VISTA Ha wenoseweckux T u NK
KJIETOUHBIX CyOIOMNy ISLHIX.

[0032] Ha ®urypax 8 A-8G mpencrasnens! rpaduky, mokaspisarone sxcrnpeccuo VISTA
Ha yenoBedeckux T m NK kJeTOdHBIX CyOmomyssimusx OT OIHOTO 3J0POBOrO HOPMAaJBHOTO
ZIOHOPA.

[0033] Ha @urype 9 mnpencrasnen rpaduk, mokasbBaromuii skcrnpeccuto VISTA Ha
yenoBedecknx T n NK kJeToO4HbIX CyOnonysIUsAX OT HECKOJIbKUX HOPMAJIbHBIX TOHOPOB.
[0034] Ha ®urypax 10A-10D npencraBieHbl rpaduky, MOKAa3bIBAIOLINE OKPAIIUBAHUE U
crparerusi redTmpoBaHusi nans  ompeneneHus skcrnpeccun VISTA Ha cyOmomymsimmsx
4eJI0OBEUECKUX JEHIPUTHBIX KJIETOK.

[0035] Ha ®urypax 11A-11C mnpencraBnersl rpaduky, MOKA3bIBAOIIHE SKCIPECCHIO
VISTA Ha cyOmonymsiuusx 4YeJOBEYECKHX ACHAPHUTHBIX KIETOK W 0a3odmiax OT OIHOTO

30POBOTO IOHOPA.
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[0036] Ha ®urype 12 nmpencrasnensl rpaduky, nokaspBatomue skcnpeccro VISTA Ha
CyOTIONyJISIMAX YeJIOBEUECKUX IEHAPUTHBIX KJIETOK M 0a30(uiax OT HECKOJBKHUX 310POBBIX
HOpPMaJIbHbIX JOHOPOB.

[0037] Ha ®urypax 13A-13D npeacraBneH ananu3 skcnpeccun VISTA Ha kneTkax
nepudepruyeckoil KpoBu 3m0poBoro uenoseka. IIpoduns skcnpeccun VISTA Ha kierkax
nepudepruyeckoil KpPOBH 3I0POBOTO 4YEJOBEKa C INPUMEHEHHEM AaHajii3a MHOTOLBETHOM
NPOTOYHOM ILMTOMETPUM: OOpa3Lbl LENbHOW KPOBH OT 2 pa3IMYHBIX HHIWBHUAYYMOB OBLIH
npoaHanu3upoBaHbl  Ha  okchpeccuro  VISTA  wa  (@urypa 13A)  moHomuTax
SSCCD11bMCD14MCD16V°CD33 ™ *HLA-DR™CD197"¢) (®urypa 13B) Heiitpodumax
(SSCHCD177°CD11bMCD14°CD16™CD33"*HLA-DRY*CD19™). MOHOHYKJIeapbl
nepudepruyeckoil KpoBU OBUIM BBIAEIEHBI C MPUMEHEHHEM rpagueHta Pukoita sl aHaIu3a
(Qurypa 13C) CD4+ T kiaerok (CD3™CD4™), u (Durypa 13D) CD8+ T kierok
(CD3™°CD8™).

[0038] Ha ®urypax 14A-14C npencrasinen ananmu3 skcrnpeccun VISTA Ha kierkax
nepuepuyeckoil KpoBH OT HauueHTta, OONIEIOINEero pakoM JIETKHUX, U 3I0POBOTO JOHOpa B
kauectBe KoHTpossi. Ilpodune skcrpeccun VISTA Ha kierkax mnepudepudeckoil KpoBu
ManyueHTa, OOJICIOINEro PakoM JIETKHX, ¢ NMPUMEHEHHWEM aHaJIu3a MHOTOLBETHOW MPOTOYHOM
uuroMeTpun: nokaszatenbHblii 0T FACS (@urypa 14A) mnpencraBieH OT OXHOTO
UHIUBUAYYMa. MOHOHyKIIeapbl nepuepruyeckordl KpoBU ObUIM BBIIENEHBI C MPUMEHEHUEM
®dukoia v npoaHamu3upoBanbl Ha 3kcnpeccuto VISTA Ha (Durypa 14B) monommrax (CD14+
CD11b+ CD33+ HLADR+ CDI15-) u (®@urypa 14C) MUENOHIHBIX CYMpPECCOPHBIX KJIETKAX
(CD14- CD11b+ CD33-HLADR-CD15+ CD16+).

[0039] Ha ®urypax 15A-15C mnpencrasnen npodmibs skcrpeccun VISTA B kierkax
nepudepruIeckol KpOBH OT MaLMEHTa, OOJICIOINEro PAKOM TOJICTOH KHIIKH, ¢ MPUMEHEHHEM
aHaJIN3a MHOTOLIBETHOHW MPOTOYHOH LUTOMETpUU: mokasatenbHblid oT FACS (@urypa 15A)
NPEACTaBJIeH OT OJHOTO WHAMBHAyyMa. MOHOHYyKJI€apbl Nepudpepudeckoil KpoBH ObUTH
BbIJI€JIEHbl C TpuMeHeHueM Dukoija U NpoaHalIu3upoBaHbl Ha skcrpeccuro VISTA Ha
(@urypa 15B) monoumrax (CD14+ CDI11b+ CD33+ HLADR+ CD15-) u (@urypa 15C)
MHEJIOUIHBIX cynpeccopHbIX kieTkax (CD14- CD11b+ CD33-HLADR-CD15+ CD16+).

[0040] Ha ®urypax 16A-16D npencrasien npodunb skcnpeccunn VISTA Ha knerkax
nepudepruIeckoil KpOBH SIBAHCKOTO MakKaka C TPUMEHEHHEM aHaJu3a MHOTOLBETHOM
NPOTOYHOW IIMTOMETPHH. OblTa HCCIENOBaHA IeNIbHas KPOBb OT 4 pPa3JMYHBIX MaKakK Ha

skerpeccrto VISTA Ha (®urypa 16A) momomurax (SSCPCDI11b%CDI14MHLA-DRMCD16]
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YCD19™ u (®urypa 16B) neiirpopumax CDI11bMCDI14°HLA-DR™CD16¥*CD19™*.
MoHonykJeapsl nepudepruuecKkoil KpOBH OT TPEX Makak ObUIM BBIIEIEHbI C NPUMEHEHHEM
rpamuenta @uxomna mis aHanmuza (®urypa 16C) CD4+ T xnerok (TCRa/B™CD4™¢) n
(@urypa 16D) CD8+ T knerok (TCRo/BCD8™) .

[0041] Ha @urype 17 mpencraBner rpaduk, MOKa3bIBAIOIINN aOCONIOTHBIE 3HAYEHUS
skcnpeccun PHK VISTA knerounbix nunusix Heme.

[0042] Ha ®urype 18 moxa3anel MbimuHble Kietkn A20, koropble CTaOWUIBHO
tpacunuposansl ¢ b0 GFP mubo venoseuecknm VISTA. Onu Obim MHKYOHpOBAHBI C
nentuaoM oanbOymunHa u ¢ DO11.10 T knerkamu. Dxcnpeccuto CD25 T kneTkamu u3Mepsiu
yepe3 24 uaca nocie Havana uHkyOaumu. Knerkum A20-huVISTA nopaBisioT 3KCIpPECCHIo
CD25 T knerkamu, HO 3TH MOKa3aHHs 3HAYUTEIbHO BOCCTAHABIMBAIOTCS MyTEM HHKYyOaLUH €
VSTBOS.

[0043] Ha ®urypax 19A-19F npexncrasnens! rpaduky, nokassisaromue pesynsratel MOA
yenoseueckux VISTA.

[0044] Ha durypax 20A-20F npencrasnensl pesyibrathl FACS uenoseueckux VISTA,
NOKa3blBalOLIMe CBsi3biBaHUE aHTU-VISTA aHTHUTENn C KJIETKaMH, 3KCHPECCHPYIOIUMHU
yenosedeckuit VISTA.

[0045] Ha ®urypax 21A-21D npexacraBieHO HCCIeNOBaHUE pa3daBlieHHs] 6 KaHAHIATOB
anTtu-VISTA aHTUTENn B peakiuu CMeIaHHOW KyJabTypel JuMmdoruros ot 30 mr/ma mo 0.0
MKT/MJT.

[0046] Ha ®urypax 22A-22B npencraBiieHbl HUCCIENOBaHUS pa3BeleHus 6 KaHANIATOB
antu-VISTA anturen B ananuse SEB (eguanunbie CPM umnyibebl U koHIEeHTparmu [FN-g)
ot 30 mMxr/mia 10 0.0 MKr/mt.

[0047] Ha ®urype 23 npeacrasneHa ceHcorpamma miuora ¢ npumeHennem VSTB8S antu-
VISTA antutena, nokpeiTeix Ha uymne Proteon SPR, m Oenka VISTA ¢ yka3aHHBIMH
KOHKYpPEeHTaMH, OeryuMy 1o Yuiy (KOHKYpPEeHThI nepedncieHsl B Tabmuie 16).

[0048] Ha ®urype 24 npencrasieH 3KCNEPUMEHTANbHBIA IU3alH 1JIs1 MOAEIN MBIIIUHON
onyxonu MB49 MoueBoro myssips.

[0049] Ha ®@urypax 25A-25B nokasan poct onyxonu MB49 y C57Bl1/6 mblmeii xxeHCKOro
nojia. ['paduky MOKa3bIBaOT POCT OMYXOJH Y OTAEIbHBIX MbIIEH, KOTOPBIM BBOIWIM aHTHU-
mbimuHble VISTA antutena (Purypa 25B) nnm kortponsHsie IgG (Purypa 25A).

[0050] Ha ®urype 26 npeacrasieHa aMUHOKHUCIOTHAS IOCJIEA0BATEIBHOCTD YEJIOBEYECKUX

VISTA (SEQ ID NO:46).
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[0051] Ha durype 27 IIPEACTABIIEHO MHOKECTBEHHOE BbIpaBHUBAaHUE
nocyieoBaTenbHoCcTen opTosorudecknx VISTA.

[0052] Ha ®urype 28 mpencraBineHel ydacTku uenoBedeckux VISTA, cessanHbIE C
VSTBS50 u VSTB60 anturenamu (cepxy) miu VSTBOS u VSTB112 anturenamu (CHH3Y), Kak
onpeneneHo ¢ nomowpsro HDX

[0053] Ha ®urype 29 npencrasnen smuron VISTA, csaszanneii ¢ VSTB112. (Csepxy)
VISTA npencrasneH B KapuKaTypHOM BUJ€ C TOMEUYEHHbIMU HUTAMU. OCTaTKy, UMEIOIINE, 110
MeHbIIeil Mepe, onuH aToMm B npezenax S A VSTB112 B kommekce, okpanens! cuuM. CHHMe
U OpaHXeBble OOJACTH YKa3bIBAIOT HA pa3pbIB LIENH, a roiyOble U 3€JIeHbIMU OOJACTAMH
ormedenbl N- u C-xonubl VISTA cTpykrypsl, coorBercTBeHHO. (CHU3y) IlocnenoBareapHOCTD
koHcTpykuuun  VISTA  npumensiercs B onpeneneHun  cTpyktypsl.  Kpyru  mon
HIOCJIEIOBATENIbHOCTBIO MPUMEHSUIN JUI1 0003HAUEHHsI OCTATKOB, KOTOPBIE COCTABISIOT TOJBKO
OCHOBHYIO LieTib, KOHTakTHpytomy ¢ VSTB112, TpeyronpHukamu 00O3HAYAIOT KOHTAKT Ha
OOKOBOW 1ienH, a KBagparaMu 0OO3HAYAIOT KOHTAKT Ha OOKOBOI LIEMH, YTO MPUBOIUT K JTHOO
B3aMOJIEHICTBUIO BOAOPOAHON CBSI3H, JTMOO MOHHOM CBS3H, KaK PACCYMTBHIBAETCS C MOMOIIBIO
PISA. Obnactu okpawmens! s oboznauenuss CDR, umeromero HanOosblee YUCIO aTOMOB,
cBsi3bIBAIOLIMX AaHHBIN octaTtok ¢ CDR, nBeramy, ykazanuosiMu Ha @urype 59. BropuuHnsie
CTPYKTYpHBbIE 3JIEMEHTHI, Kak oOo3HaueHbl B mporpamme MOE, ¢ xenTeiMu cTpenkamu,
o0o3Havarmue B-HUTH, U KPaCHbIE MPSIMOY FOJIbHUKH, 0003HAYAIOIINE OL-CTTHPAJIHU.

[0054] Ha ®wurype 30 npencraBnen maparon VSTB112. (Csepxy) Anruren VISTA
npencrapiaes B ummoctpanuu 1 VSTB112 VISTA B npenenax 5 anrctpem (A) mokasan Ha
MOBEPXHOCTH C LIBETAMH, HCIOJNb3yeMbIMH [UIsi OOo3HaueHus: uneHtmyHoctH CDR, B
COOTBETCTBUM C IIOCJIEOBATENbHOCTbIO HIDKE. KOHTakTHpOBaHME KapKacHBIX OCTaTKOB,
npuneraromux k CDR, okpalieHs! aHaloru4HO COOTBETCTBYIOLIEH nocnenaosarenbHocT CDR
(mmxasist vactb) Fv yuactka VSTB112. Oxpamensbiii 3anauii maH ykasbiBamu CDRs B
COOTBETCTBHH C onpeneneHusmMu Kabat. Kpyru Hibke mocienoBaTebHOCTH MPUMEHSUTHCh JUTST
0003Ha4YEeHHsT OCTATKOB, KOTOPbIE COCTABJSIFOT OCHOBHYIO LIETlb, KOHTAKTUPYHOIIyr0 ¢ VISTA,
TPEyroJbHUKHU ODO3HAYAIOT KOHTAKT HA OOKOBOW LIEMH, a KBaapaThl 0O03HAYAOT KOHTAKT HA
OOKOBOW IIenH, MPUBOIAIIMNA K B3aMMOIEHCTBHIO JHOO BOAOPOAHOH CBS3H, JHOO HOHHOM
CBSI3M, KaK pacCUUThIBAeTCs ¢ nomouisto PISA.

[0055] Ha @urype 31 npencraBieHO CpaBHEHHE YYAaCTKOB OJMMUTOMNA, OMNPENENICHHBIX C
MOMOIIBIO KpucTajuiorpadguu u Bogopon-aeirepuesoro oomena (HDX). ITocnenoBarenbHOCTD

koHCTpykuuu  VISTA  npumeHsanu B ompeaeneHuu  CTpykTypbl. Kpyru  Huke
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NIOCJIEIOBATENIbHOCTH  TIPUMEHSIIN JIs1 0003HAUEHHsI OCTATKOB, KOTOPBIE COCTABIILIN TOJBKO
OCHOBHYIO I1emb, KOHTakTupyromyw ¢ VSTB112, tpeyronbHuku 00O3HAYaKOT KOHTAKT Ha
OokoBOM IlemM, a KBaapaTrbl OOO3HAYAIOT KOHTAKT Ha OOKOBOW LENMH, NPUBOMSALIMHA K
B3aUMOJIEHCTBUIO JINOO BOAOPOAHOHN CBsA3M, JUOO HMOHHOH CBSI3M, KaK PACCUUTHIBAETCS C
nomoiubo PISA.

[0056] Ha ®urype 32 npeacrasnena aktusauus CD14+ monouutos B nensix PBMC c
nomoupto VSTB174 (monyuennoro ot VSTB112). B xaxmoi 4acTH 3KCIEPUMEHTA, KIJIETKH
uakyOupoBanu ¢ PBS, kontponpnble IgGl anturena, wnmu VSTB174 mpu 1, 0.1 wm 0.01
mkr/mi. Ha neoii nanenu nokazansl CD80 MFI; Ha npasoii manenu nokazansl HLA-DR MFI
(moKa3aHbl UCCIIEOBAHMS ABYX TOHOPOB C JOCTOBEPHBIMH PE3YJIbTATAMH).

[0057] Ha ®urype 33 mnpencrasnens! rpaduky, nokaspiBaroue aktuBHocte ADCC
VSTB174, nanpasnennyto npotus K562-VISTA knerok.

[0058] Ha ®urype 34 mnpeacraBneHsl rpaduky, mokaspBaromue aktuBHOCcTb ADCP
VSTB174, nanpasnennyto npotuB K562-VISTA knerok. HM3oOpakenHple oba aHTUTENA
umeror onuHakoBbie Fab, Ho VSTB174 umeer Fc IgGl u VSTB140 umeer Fc monvaiero
IgG2.

[00S9] Ha  ®urype 35 nmnpeacraBneH  rpaduk, MOKa3bIBAKOUUN  (HarouuTos,
onocpenoBanubiii VSTB174, VSTB149 unun VSTB140 mAbs npotuB K562-VISTA. Kaxayro
mAb uccnenoBanu ¢ 7 mojoBHHON Jorapudma ao03 B npeaenax ot 0.0008 mxr/mu mo 0.56
MKT/MJT.

[0060] Ha  ®urype 36 nmnpeacraBieH rpaduk, MOKa3bIBAKOIUN  (Harouuros,
ormocpenoBanubiii  VSTB174, VSTB149 wmm VSTB140 mAbs mnporuB K562 kierok
MUEJNIOMHOM KyieTouHou uHuu. Kaxxnoe mAb uccienoBanu ¢ 7 MOJOBUHOM jiorapudma 103 B
npenenax ot 0.0008 mMxr/mi 1o 0.56 MKr/mut.

[0061] Ha ®urype 37 mnpencraBneHo wuccienoBaHue >¢¢eKkTuBHOCTH omyxonu MB49,
ounenuBaemoit VSTB123 1, 5, 7.5, u 10 mr/kr y VISTA-KI mbimeii skenckoro mona. OObeMbr

omyxoneil cocTaBNsAd NpUOIM3UTENHLHO 50 MM®

, KOorja HadyuHaJlu JO3UpOBaHUE Ha 6 JeHb
nocie ummiantauuu. VSTB123 npencrasmsiror codoit Fab VSTB112, TpancnimanTupoBaHHbBIE
B MbILINHBIN 0cTOB Fc 1 cBs3bBanuck ¢ yenoseueckuMu VISTA B VISTA-KI mbimax.

[0062] Ha ®wurype 38 mnpencraenen rpaduk, mnokaseBarommii, yto CD14+ xjerkw,
SKCIPECCHPYIOIINE BBICOKHE/ poMexyTouHble ypoBHU VISTA, oOHapyskeHs! B 13/13 obpasmax

paka JIETKUX, a TaK»Ke yIaJIEHHOW JIETOYHOH TKaHU U NepudepudecKoil KpOBU MAIIHEHTOB.
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[0063] Ha ®urype 39 nokasano IHC oxpawmmBanue s VISTA B pake nerkux c

npumenenueM GG8.

INOAPOBHOE OITMCAHME U30BPETEHHA

[0064] Huxe mpuBOAUTCS ONMCaHWe NPUMEPHBIX BAPUAHTOB OCYLIECTBIEHUS] HACTOSILIETO
U300peTEeHMsI.
[0065] Hacrosiimee m3obpeTeHrie OTHOCUTCSL K aHTHTENIAM K HOBOMY JIMTAHIY CeMeCTBa

UMMYyHOIJIOOYJIMHOB, TPEAHA3HAYeHHOMY V-IOMEHYy HMMYyHOrjoOyiauHa cympeccopa T
kaerounoi axkrusauuu (VISTA) (Genbank: JN602184) (Wang et al.,, 2010, 2011). VISTA
umeer romosoruro k PD-L1, HO mokasbiBaeT yHUKaNbHbI NpPO(QUIL 3KCHPECCHM TI€Ha,
KOTOPBIN OrpaHUYeH B reMONOo3THUeCKOM oTaeneHuu. B yactHoctu, VISTA KOHCTUTYTUBHO U
B BhICHIEH cTenenu skcnpeccupyercst Ha CD11bMe! MuenonmHbIX KI€TKax, U 3KCIPeCCHpyeTCs
Ha Gonee Hu3kux ypoBHsix Ha CD4™ u CD8" T kierkax. [0y 4enOBEYECKUX TIOMOJIOTOB
npubmutensHo 85% romonorun ¢ meiuuHbME VISTA u obnamaroT cxomHbM npoduiem
skcnpeccun reHoB (Lines et al., Cancer Research 74:1924, 2014). VISTA skcnpeccupyercs: Ha
aHTUreH-npeseHTHpyromux kierkax (APCs), nonasnss npomudepammo CD4™ u CD8 T
KJIETOK M BbIPAOOTKY ILIUTOKHHOB IMOCPEACTBOM POACTBEHHOTO peLenTopa He3aBHCUMO OT PD-
1. B maccuBHoit EAE (sKcreprMeHTaNbHbIH ayTOMMMYHHBIH 3HIE(aTOMUETUT) MOAEIH
3aboneBanus, VISTA cneungpudeckue MOHOKJIOHAJIbHBIE aHTUTENA YCHIIMBAIOT T-KJIETOYHO-
3aBUCHUMbIE UIMMYHHBIE OTBETHI U 000CTpsitoT 3a0oneBanus. VISTA cBepx-akcnpeccupyercs: Ha
OMyXOJIEBBIX KJETKaX C HapyLIeHHeM 3allUTHOTO IPOTHUBOOIYXOJIEBOIO HMMYHHUTETa Y
omyxoyieHecymux xozsieB. HccnemoBanuss denoBeuecknx VISTA  moareepamnm  ero
noJaBJSIFOINY 0 QyHKIMIO Ha denoseueckue T kietku (Lines et al Cancer Research 74:1924,
2014,. Studies from Flies et al. also identified VISTA (named PD-1H) as a potent immune
suppressive molecule (Flies et al., 2011). VISTA onucan 6onee nogpodro B 20130177557 Al
u maredrax CIIA Nos. 7,919,585 u 8,236,304, BCe M3 KOTOPBIX BKJIFOUYECHBI B HACTOSAIIECE
OTNMCaHHUEe OCPEICTBOM CChUTKH B MIX TIOJTHOM OOBEME.

[0066] VISTA mnpencrasnsier coOON HOBBII HETaTHBHBIN PETyJIATOP KOHTPOJBHOH TOYKH,
KOTOpBIN nojasiasieT uMMyHHbIe OTBeThl. Kak onucano B Ilpumepe 12 Hacrosmen 3asBku,
nederne ¢ VISTA-cnenuduueckuMi MOHOKJIOHAJBHBIMH aHTUTEIAMH B MBIIIUHBIX MOJEINSX
ONMyXoJied TO0Ka3ajo TMOJHOCTBIO M3MEHEHHe MOJABISIOLIEro XapakTepa HMMYHHOIO

MHUKpPOCpPEle OMyXOJH W YCHJIEHHE 3alUTHOIO MPOTHUBOOMYXOJIEBOTO HMMMYHHTETa, TAKUM
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o0pa3oM, MOKa3biBasi MOTEHIMAT MOHOKJIOHaJ bHOrO aHtutena VISTA B kadecTBe HOBOrO

TEPANCBTUICCKOrO CPEACTBA AJII UMMYHOTEPAIINU PaKa.

[0067] AHTUTEJIA U ®PAI'MEHTBI

[0068] Tepmun "aHTUTENO" O3HA4YAaeT TMOJUKIOHAIbHBIE AHTUTENA, MOHOKJIOHAJIbHBIC
antutena (mAbs), XHUMeEpHblE AaHTUTENa, T'yMAaHU3UPOBAHHbIE AHTHUTENA, YEJOBEUECKHUE
aHTUTEeNa W aHTuuanoTunudeckue (antu-Id) anrurena, a taxke (parMeHTbI, YYaCTKH M HX
NPOU3BOJHbIE, TTOJTyUEHHBIE JTIOOBIM H3BECTHBIM CIIOCOOOM, TAKUMH KaK, HO HE OrPaHUYNBAsICh
UMM, (PEPMEHTATHBHOE paclLIeIUIeHHe, NMENTHIHBIA CHHTE3 WM PEKOMOMHAHTHBIE METOMBI.
Antu-VISTA anTHTENa MO HACTOAIIEMY M300pPETEHHIO CIIOCOOHBI CBA3BIBATh yuacTku VISTA,
KOTOpBIE MOIYJHUPYIOT, PEryJUPYIOT WM YCWIMBAIOT MMMYHHBIM OTBeT. B HEKOTOpBIX
BAPUAHTAX OCYIIECTBJICHHUS HACTOSIIEr0 M300peTeHMs], aHTHTENAa KOHKYPEHTHO MHTHOUPYIOT
OJIHY WJIM HECKOJbKO aHTU-VISTA aHTHTeN, ONMUCaHHBIX B HacTosieM omucaHuu. CriocoObl
IJIsL OTpeNeNieHHus TOro, JBa WM Ooyiee aHTUTEN KOHKYPHPYIOT 3a CBSI3bIBAHME C TOH Ke
MUILIEHBIO, U3BECTHBI U3 YPOBHS TeXHUKU. Hampumep, KOHKYpPEHTHO-CBA3BIBAIOIIUN AHAIU3
MOKHO TPUMEHSATh AJIsI YCTAHOBIIEHHS TOTO, OJIOKHPYET JH OOHO AHTUTENIO CBS3bIBAHHE
APyTOro aHTurena ¢ MulieHbro. Kak mpaBuiio, KOHKYpPEHTHO-CBS3BIBAIOIINN aHAN3 BKJIIOYAET
NPUMEHEHHUE OYUINEHHOTO aHTHIeHa-MUIIEeHU (Hanpumep, PD-1), cBsizaHHOTO OO C TBEPABIM
cybctparom, MO0 € KIIETKAMH, HEMTOMEYEHHYIO HCCIENYyEeMYH0 CBS3BIBAIOLIYI0 MOJIEKYJY H
MEUEHHYIO pe(epPEeHCHYIO CBSI3BIBAIOINYI0 MOJIEKYJTy. KOHKYpEHTHOE CBSI3bIBAHUE M3MEPSIOT C
MOMOIIBKO KOJIMYECTBA METOK CBSI3BIBAHHMS C TBEPABIM CyOCTpaTOM WM KJIETKAMH B
NPUCYTCTBUH HCCIIENYEeMOM CBsI3bIBAtOINE MOJeKyJibl. OOBIMHO, MCChenyeMasi CBsI3bIBAIOLIAsT
MOJIeKyJia TpUCYTCTBYeT B mM30bITke. Kak mpaBmiio, Korma KOHKYPHUPYIOINAS CBSI3bIBAKOLIAS
MOJIEKyJia TMPUCYTCTBYeT B M30BITKE, OHA OyIaeT MHruOMPOBAaTh CHEU(PUIECKOE CBS3bIBAHUE
pedepeHCHOH CBSI3BIBAIOLIECH MOJIEKYJIBl C TE€TEPOreHHbIM aHTUT€HOM, 10 MEHbINEH Mepe, Ha
50-55%, 55-60%, 60-65%, 65-70%, 70-75%, wnu Oonee. B HEKOTOpBIX BapHaHTAX
OCYILIECTBJICHHS] HACTOSILEr0 H300pEeTeHUs, KOHKYPEHTHOE CBS3bIBAHUE OIPENEISIIOT C
MIOMOIIBIO aHAJIM3a KOHKYPEHTHOTO HHrHOMpoBaHus TBepaodaznoro UPA.

[0069] [TomuKIOHANBbHBIE AHTUTENA MPENCTABISIOT COOOH TeTepOreHHbIE IOMYJISILUN
MOJIEKYJI aHTHUTEJ], MOJYUEHHBIX U3 ChIBOPOTKH KMUBOTHBIX, UMMYyHU3UPOBAHHBIX AHTHUTE€HOM.
MOoOHOKIIOHaIbHbIE AHTUTENA COJAEP)KAT MO CYLIECTBY OAHOPOJHYIO COBOKYIHOCTb aHTHUTEIN
cienn(UIHbIX K aHTUT€HAM, Te TOMYJSLHUs COAEPIKHUT IO CYIIECTBY AHAJOTHYHBIE YUACTKH

CBSI3BIBAHHMS JNOUTONA. MOHOKJIOHAJIbHBIE AaHTHTEJIA MOTYT OBITh MOJIYYCHBI CHOCO6aMI/I,
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W3BECTHBIMH CIEIUAINCTaM B JNaHHOH obsactu TtexHuku. Cmortpu, Hampumep, Kohler and
Milstein, Nature, 256:495-497 (1975), nmarent CIHA. No. 4,376,110, Ausubel et al., eds.,
Current Protocols in Molecular Biology, Greene Publishing Assoc. and Wiley Interscience,
N.Y., (1987, 1992); u Harlow and Lane ANTIBODIES: A Laboratory Manual Cold Spring
Harbor Laboratory (1988); Colligan et al., eds., Current Protocols in Immunology, Greene
Publishing Assoc. and Wiley Interscience, N.Y., (1992, 1993), Bce comepkMMO€ KOTOPBIX
BKJIFOUEHBI B HACTOSIIEE OMMCAHUE MTOCPEICTBOM CCBHUIKHM B NMOJHOM oObeMe. Takue aHTHTENA
MOTyT OBITh JIOOOro Kiacca MMMyHOroOynmuHOB, Bkirouas IgG, IgM, IgE, IgA, GILD nu
moboro wux mnonkiacca. ['ubpupoma, NPOU3BOASALIAST MOHOKJIOHAJIbHBIE AHTHUTENA 10
HACTOSIIIEMY U300PETEHHIO, MOXKET ObITh KYJIBTUBHPOBAHA il Vilro, in Sifu NI in vivo.

[0070] Hacrosimee nso0perenne Takxe BKIIOUAeT (parMEHTHI, ONPENeNICHHbIE YYaCTKU U
UX BapUaHThI, BKJIHOYas aHTUTENAa MUMETHUKU WMJIM BKJIIOYAIOINUE YYAaCTKH AHTHUTEN, KOTOpPbIE
KOMUPYIOT CTPYKTYPY W/ WK (PyHKIMIO aHTHTENA WK ONPEEeSICHHOTO WK €r0 Y4acTKa, B TOM
YHUCJie OAHOLICNOYEYHblE AaHTUTeNa W HX (parMeHTl. @DyHKIMOHAIbHbIE (pPAarMeHThI
BKJIIOYAIOT B Ce0Sl aHTUI€H-CBA3BIBAIOLIME (DParMEHTHI, KOTOpBIE CBSI3bIBAIOTCS C OENKOM
VISTA mnexkonuraromux. Hanpumep, pparmenTs! antuten, cnocoOHble cBsi3biBaThest ¢ VISTA
WIM ero ydacTKaMH, BKJIOHYas, HO HE OrpaHuYMBasich uMu, Fab (Hanmpumep, myTem
pacimeruienusi nanauHa), Fab' (Hampumep, myTem pacIIerieHHsl TEeNCHHA KW HEMOJHOTO
BoccTaHoBieHus1) U F(ab'), (Hampumep, mytem pacuieruienus nerncuna), facb (Hampumep,
myTeM pacIleruieHusl miaa3muHa), pFc' (Hanmpumep, myTeM pacIIeIUIeHHs TerCUHA HIIH
mwiasmuHa), Fd (Hampumep, myTeM pacUIerUieHUs IMENCHUHA, HEMOJHOTO BOCCTAaHOBJIEHUS U
pearperauuu), Fv wim scFv (Hampumep, ¢ MOMOIIBIO MOJIEKYJIIPHO-OUOJIOTHUECKUX METOIOB)
(parMeHThl, BKJIIOYEHbI B Hacrosimee wu3oOpereHue (cmorpu, Hampumep, Colligan,
Immunology, supra). @parMeHTbl AHTHTEN 110 HACTOSIIEMY H300PETEHHIO TAK:Ke BKIIFOYAIOT B
cebs1 Te, kotopble omucanbl B Aaron L. Nelson, mAbs 2:1, 77-83 (AuBaps/®@espans 2010),
coiep kKaHHe KOTOPOTO BKJIFOYEHO TIOCPEACTBOM CCHUIKU B IIOJIHOM O0BEME.

[0071] Takue QparmMeHTHI MOTYyT OBITH TOJYYEHBbI MyTEeM, Hampumep, (PEepPMEHTATUBHOTO
pacIIeryIieHns], CHHTETHYECKIMH WM PEKOMOMHAHTHBIMH METOAMH, KaK U3BECTHO B OOJIACTH
TEXHUKU W/WJIM KaK OMMHMCAHO B HACTOSIIEH 3asiBKE. AHTUTENIA MOTYT TaK)K€ OBbITh IOyYEHBI B
Pa3JINYHBIX MPOLIECCHPOBAHHBIX (pOpMax ¢ MPUMEHEHHEM TI'€HOB aHTHTENA, B KOTOPBIX OIUH
wn OoJiee CTOM-KOAOHOB OBUTH BBEACHBI 1O MPUPOIHOTO CTOMN-ydacTka. Hanpumep, coueranue
reHoB, Koaupyromux ydactok F(ab'), Tspkenmod wnemm, MokeT ObITh NPEIHA3HAYEHO IS

BKJIFOUeHus1 nocnenosarenpHocTed JIHK, komupyromeit nomen CH1 w/wnu mmapHup TsiKenon
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ueny. Pa3audHble yYaCTKU AHTUTEN MOTYT OBITh COSNHMHEHBI JAPYT C IPYTrOM XUMUYECKU C
MOMOIIBIO OOIIENPUHSATBIX METOIOB WJIM MOTY OBITh TOJY4YEHBI B BHJE CMEXKHOro Oenka ¢
MPUMEHEHNEM METO/IOB N'€HETUYECKON NHKEHEPHUH.

[0072] B omHOM BapuaHTe OCYLIECTBJIEHHSI HACTOSINETO M300PETEeHUs, aMUHOKHCJIOTHAS
NOCJIEZIOBATENIbHOCTD LIEMTH MMMYyHOIJIOOYJIMHA HJIM €ro 4acTu (Hampumep, BapuaOeIbHbIH
yuactok, CDR) umeer npubnusurensao 70-100% wupentununoctu (Hanpumep, 70, 71, 72, 73,
74,75, 76, 77, 78, 79, 80, 81, 82, 83, 84, 85, 86, 87, 88, 89, 90, 91, 92, 93, 94, 95, 96, 97, 98,
99, 100 nmu mr000H nuama3oH WM MX 3HAUY€HHE) K aMHHOKHCIIOTHOH IOCIEN0BATEIbHOCTH
COOTBETCTBYIOIIEH BapHaOeNbHOW IOCIeNOBATEIbHOCTH LIEMH, ONWCAHHOW B HACTOSIIEM
u3obperennn. [IpennoururensHo, 70-100% HaeHTHYHBIX AMUHOKUCIIOT (Hanpumep, 85, 89, 90,
91, 92, 93, 94, 95, 96, 97, 98, 99, 100 wnu moOO AUATIA30H WM UX 3HAYCHHE) OMPENENSIOT C
NPUMEHEHUEM TOAXO/SIIEr0 KOMIBIOTEPHOrO aJifOPUTMA, KaK M3BECTHO B JAHHOH OONACTH
TEXHUKU.

[0073] ITpumepr! mocnenoBaTeIbHOCTEN BapHAOEIbHBIX YYACTKOB TSKEJIOHN LeMu U JIETKOH
LIENY IPUBEAECHBI B HACTOSLIEM OMUCAHUU.

[0074] AHTHTENa MO HACTOSIIEMY H300PETEHHIO MM KOHKDPETHbIE MX BapUAHTBI, MOTYT
BKJIFOYATh JIIOOOE KOJMYECTBO OCTATKOB 3aMEHHUMbBIX AaMHHOKHCIOT OT aHTHUTeNla IO
HACTOSILIIEMY M300PETEHHUIO, IIe KOJUYECTBO BHIOPAHO M3 TPYIIIBI LEJIbIX YUCENT, COCTOSMIEH U3
10-100% oT xonMuecTBa 3aMEHUMbBIX OCTaTKOB B aHTU-TNF anTurene. HeoOs3aTenbHO, JaHHAst
MONMOCIEIOBATEIbBHOCTh  3aMEHUMbBIX aMUHOKHCJIOT COCTaBJISIET, IO MEHbIIeH Mepe,
npubmsutensuo 10, 20, 30, 40, 50, 60, 70, 80, 90, 100, 110, 120, 130, 140, 150, 160, 170,
180, 190, 200, 210, 220, 230, 240, 250 unu 6ojiee aAMMHOKHUCJIOT B LIEMU WK JIFOOOH Muana3oH
Wik ux 3HaueHue. Kpome TOro, KOJMYECTBO TaKUX MOIIOCIENOBATEIBHOCTEN MOKET OBbITh
JEOOBIM LIEJIBIM YHCJIOM, BBIOPAHHBIM W3 TPYIIbL, COCTosmeld u3 oT 1 mo 20, TakuMm Kak, To
MeHbIIEN Mepe, 2, 3, 4, win S.

[0075] Kak Oynmer mNOHATHO CHEIUANKUCTaM, HACTOsIee H300pEeTeHHe BKIIIOYAET, IO
MEHbIIIeH Mepe, OAHO OWOJIOTMYECKU aKTHBHOE AHTHUTEJIO MO HACTOSIIEMy H300pETEeHHIO.
Buonorndecky akTUBHOE AHTUTENO OONamaeT crenu(uueckold aKTUBHOCTBIO, TIO MEHBIIEH
mepe, 20%, 30%, unu 40%, u npeanodYTUuTeNbHO, Mo MeHbine mepe, 50%, 60%, umu 70%, u
HanboJiee MPenrnoYTHTEIBHO, IO MeHbIel Mepe, 80%, 90%, wmu 95%-100% ot HaTUBHOTO (HE
CHHTETUYECKOT0), JHIOI€HHOTO WJIM POJCTBEHHOTO M U3BeCTHOro aHturenaa. CrmocoOw
UCCJICIOBAHNS U KOJHMYECTBEHHBIX M3MepeHUl (hepMEHTaTUBHON aKTHBHOCTH U CyOCTpaTHOU

CHeLII/I(I)I/ILIHOCTI/I XOpOo1oO U3BECTHBI CIIELIUAJIUCTAM B HaHHOﬁ 00/1aCTH TEXHUKH.
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[0076] 3HAUUTENIbHOE CXOICTBO OTHOCUTCS K COEQUHEHUIO, HMMEIIIEeMy, IO MEHbIIEH
mepe, 85% (Hampumep, Mo MeHbIIeH Mepe, 95%) MOEHTHYHOCTH H, 1O MeHbLIeH mepe, 85%
(Harpumep, mo MeHbIneH Mepe, 95%) aKTUBHOCTH OT HATUBHOIO (HE CHHTETHYECKOIO),
SH/IOT€HHOTO WJIN POICTBEHHOTO M N3BECTHOTO AHTUTENA.

[0077] B kOHTEKCTE HACTOSALIEro ONMUCAHUS, TEPMHUH “UEJIOBEUECKOE AaHTUTENO OTHOCHUTCS
K aHTUTEJy, B KOTOPOM I10 CYIIECTBY Kaxknas dacTh Oenka (Hanmpumep, CDR, kapkac, CL, CH
nomens! (Hanpumep, CH1, CH2, CH3), mapuup, (VL, VH)) npakTuuecku He UMMYHOT€HHbIE
IJIi  4YeJOoBeKa, JIMIIb C  HE3HAYWTEJbHbBIMM  W3MEHEHMSMHM WIM  BapHALUSAMHU
NOCJIEIOBATENIbHOCTU. AHAJIOTHYHBIM 00pa3oM, 0003HAYAOTCS AaHTUTENA TPUMATOB (00e3bsHa,
0a0yuH, IIUMIIaH3€ U TOMY ITOAOOHOE), TPBI3YHOB (MBIIIH, KPBICHI U TOMY MOJOOHOE) U IPYTUX
MJIEKOITUTAIOLINX OOO3HAYalOT TAakOW BHUA, MOAKIACC, KJACC, MOJCEMEHCTBO, CEMEHCTBO
cnemupuyeckux anturen. Kpome TOro, XuMepHble aHTHTENa MOTYT BKJIOYATh JHOOOE
COUETAHUE BBIICTICPEUNCIICHHbIX. Takue W3MEHEHHsI WM BapHAHTBl HEOoOs3aTeNbHbl U
NPEANOYTUTENBHO COXPAHSIOT UM YMEHbIIAIOT MMMYHOT'€HHOCTD Y JIFOJIeH MM APYTUX BUJOB
IO CPaBHEHHIO C HE MOAU(PHULMPOBAHHBIMH AHTUTEIAMH. TakuM 00pa3oM, YeJOBEUECKOe
AHTUTEJIO OTJMYAETCS OT XMMEPHOrO WJIM I'YMaHU3UPOBAHHOIO aHTUTENA. JTO YKa3bIBaeT Ha
TO, YTO YEJIOBEYECKOE AHTUTEJO MOKET OBITh MOJYyYEHO C MOMOIIBI0 HEYEJIOBEKONOJO0OHOro
JKUBOTHOTO WJIM TPOKAPUOTHYECKOW WIJIM 3YKAPUOTHUYECKOHW KJIETKH, KOTOpas CIOCOOHA
SKCIPECCHPOBATh (PYHKIMOHAIBHO pPeapaHKMPOBAHHBIE T'€Hbl MMMYHOIJIOOYJIMHA YEJIOBEKa
(HampuMep, TSDKENYHO LeMb W/WJIH JIETKYIO Lenb). Kpome Toro, korma 4eioBe4eckoe aHTUTENO
npeACTaBisieT cOO0H OHOLIETIOUEUHOE aHTUTENO, OHO MOKET CONEPKATh JIMHKEPHBIA MENTH],
KOTOPBII OTCYTCTBYET Y HaTUBHBIX 4esioBeueckux aHturen. Hampumep, Fv moxker comepkars
JVHKEPHBIN MENTHJ, TAKOH Kak OT OBYX IO MPUOJM3UTENBHO BOCBMH TJIMIMHA FUIH JPYTHX
AMHHOKHUCJIOTHBIX OCTATKOB, KOTOPBIH COEOUHSIET BapHAOENbHBIA YYACTOK TSDKEJIOW LIEMH |
BapuabesbHBIN YUaCTOK JIerkod nenu. Takue JTUHKePHBbIE MENTH/IbI CYUTAIOTCS YEJIOBEUYECKOTO
TIPOMCXOMKICHUSI.

[0078] bucnenmduueckue, rerepocnenupUUECKUe, T€TEPOKOHBIOTATHBIE W IOXOXKHE
AHTUTENIA MOTYT TaKXe MPHUMEHSTBCS, KOTOpbIE NPEACTABISIIOT COO0H MOHOKJIOHAJBHBIE,
NPEATIOYTUTENIPHO YeJIOBEUeCKHe WM TI'YMaHU3HUPOBAHHBIC, AHTHTENA, KOTOPBIE HMEIOT
CBSI3bIBAIOIIYIO0 CIEMU(PUYHOCTD B OTHOLICHWH, IO MEHbIIEH Mepe, ABYX pa3IMYHbIX
AaHTUTEHOB. B paccmarpuBaeMoM ciydae, OfHA W3 CHNELU(PUYHOCTH CBS3BIBAHHUA IS, 10
MmeHbIer mepe, omHoro VISTA Oenka, a apyras Oymer misi mo00Oro Qpyroro aHTHUIEHA.

CriocoObl  monyueHust OucneunpuUecknx aHTUTE]T W3BECTHBI W3 YPOBHA TEXHUKH.
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PexomOuHanToe mnonyueHne OucrnenuPuUYecKMx aHTUTEN MOXKET OBITh OCHOBAaHO Ha
COBMECTHOH SKCIPECCHH JIBYX IMap TSDKEIOH LEeNH-JIerKOW e WUMMYHOrJIO0yInHA, T ABe
TSDKENbIE Lemu o0nanaroT pasnudaoi crieuudmaHocteio (Milstein and Cuello, Nature 305:537
(1983)). Cmotpu Takxke WO 93/08829, matentsr CIIIA Nos. 6,210,668, 6,193,967, 6,132,992,
6,106,833, 6,060,285, 6,037,453, 6,010,902, 5,989,530, 5,959,084, 5,959,083, 5,932,448,
5,833,985, 5,821,333, 5,807,706, 5,643,759, 5,601,819, 5,582,996, 5,496,549, 4,676,980, WO
91/00360, WO 92/00373, EP 03089, Traunecker et al., EMBO J. 10:3655 (1991), Suresh et al.,
Methods in Enzymology 121:210 (1986), kxaxnmas M3 KOTOPBIX BKJIIOUEHBI B HACTOsIIEE
OIHCaHNUEe MOCPENCTBOM CChUIKU B HX IOJHOM OOBEME.

[0079] B onHOM BapmaHTe OCYINECTBICHHsS HACTOSLIETO H300peTeHusi, u300peTeHue
OTHOCHUTCSl K OucnermpuueckuMm aHtutenam, HaueneHHble Ha VISTA wu Broporo Oenka-
MHILICHN (HarpuMep, OeIOK MMMYHHBIX KOHTPOJIbHBIX Touek). [Ipumepnble Oucneuedeueckne
aHTUTENA BKIOYAOT Oucnernuduueckoe antuteno, HaueneHHoe Ha VISTA u PD-L1 wu
oucnenuduueckoe anturteno, HaueneHHoe Ha VISTA u PD-L2.

[0080] UYesnoBeveckre aHTUTENA, KOTOPbIe crieunpUudHbI 115 yeaoBedeckux Oemxos VISTA
WIN UX (ParMEeHTOB, MOTYT ObITh MHIYLIUPOBAHBI IIPOTUB COOTBETCTBYIOIIETO UMMy HOI'€HHOT'O
aHTurena, Takoro kak 6enok VISTA wnu ero yuactka (BKJIIOUYAsi CHHTETUYECKHE MOJIEKYJIbI,
TaKWe KaK CHHTETUYECKUE MEMTH/IbI).

[0081] Hpyrue cnemududeckue wid oOIIMe aHTUTENa MJIEKOMUTAIIIUX MOTYT OBbITh
WHIYLUHUPOBAHbl AHAJOTHYHBIM CrocoOoM. IloAroToBka MMMYHOTE€HHBIX AQHTHIE€HOB H
MOJY4YeHHE MOHOKJIOHAJIBHBIX AHTUTE] MOTYT OCYLIECTBISITBCS C MPUMEHEHHEM JI000Tro
HOAXOMALIEro crocoda.

[0082] Hanpuwmep, rudpugoMy MOJIy4ar0T Iy TEM CIIUSAHUSA MOAXOASIIEH
UMMOPTAIU30BAHHON JIMHUU KJIETOK (HAIpHMep, JIMHUSI MUEJIOMHBIX KJIETOK TaKUX Kak, HO He
orpannuuBasice umy, Sp2/0, Sp2/0-AG14, NSO, NS1, NS2, AE-1, L.5, >243, P3X63Ag8.653,
Sp2 SA3, Sp2 MAI Sp2 SS1, Sp2 SAS, U937, MLA 144, ACT 1V, MOLT4, DA-1, JURKAT,
WEHI, K-562, COS, RAJIL, NIH 3T3, HL-60, MLA 144, NAMAIWA, NEURO 2A, wiu Tomy
nogo0HOe, WIM TeTePOMUEIIOMON, WX MPONYKTHI CIHSIHUS, WIH JIFOObIe KJIETKU WU CIIUSHUE
KJIETOK, TIOJYYEeHHAs! U3 HUX, WK Jr00ast Apyrasi MOIXOAsIas KJIETOUHAs JIMHUS, U3BECTHAS U3
ypoBHs TexHukH, CwmoTpu, Hampumep, www.atcc.org, with antibody-producing cells.
AHTHTENONPONYUMPYIOLINE KJIETKH MOTYT BKJIOUaTh BBbIJEJIEHHE WM KIOHHPOBAHUE
ceNle3eHKH, nepudepruueckoil KpoBH, JTUMQBI, MUHAAIUHBI WM APYyTHe HMMYHHbIE KIJIETKH

(mampumep, B kneTku), unm mro0bie ApyTrHUe KIETKU, SKCIPECCUPYIONINE MOCIeI0BATEIbHOCTH
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KOHCTAHTHOTO WJIM BapuabeIbHOrO WM KapKacHOro WiH runepsapuadensHoro yuactka (CDR)
TSDKEJIOW WM JIeTKOW 1enu. Takue aHTHTENONpOAYLHMPYIOLUIHE KIETKH MOTYyT ObITh
PEKOMOMHAHTHBIMH WJIM SHIOT€HHBIMH KJIETKAMH U MOTYT TakXe ObITb NMPOKAPHUOTHYECKUMHU
WIN 3YKapHOTHYECKUMH (HampuMep, MIEKONHTAIOIINX, TAKUX KaK, TPBI3YHbI, JIOMIAIH, OBLBI,
KO3bl, Oapanbl, npumarsl). Cmotpu, Hampumep, Ausubel, supra, and Colligan, Immunology,
supra, chapter 2, MOJIHOCTBIO BKJIFOUEHO B HACTOSIIIEE ONMHCAHUE TIOCPEACTBOM CCHIIKH.

[0083] AHTHTENANpPOAYLHUPYIOINE  KJIETKH TakKXe MOTyT OBITb  IOJyYeHbl U3
nepuQepruIeckoil KPOBH WIIM TMPEANOYTUTENBHO U3 CEJIEe3€HKH MM JHUM(ATUYEeCKUX Y3IIOB,
4eJoBeKa WM APYTUX MOAXOASIIMUX JKUBOTHBIX, KOTOpblE ObUIM HMMYHH3HPOBAHbI
UHTEpeCYIoIUM aHTureHom. JlroGas apyras mnoaxonsinas KIETKa-XO3sSMH MOXET TakKKe
NPUMEHSTBCA JUISI 3KCIPECCUU TI'eTePOJOrMYHON WJIM 3HIOTEHHON HYKJIEMHOBOM KHCIIOTBI,
KOJUPYIOLIeH aHTHTENO, cnenupuuecKuii (parMeHT WM €ro BapUaHThl, MO HACTOSIIEMY
m3oOperenmo. CrnuBiunecss KieTku (TMOPUIOMbI) MM PEKOMOMHAHTHBIE KJIETKH MOTYT OBbITh
BBIZIENIEHbl C MPUMEHEHHEM CEJIEKTUBHBIX YCJIOBUI KYJBTUBUPOBAHUS WIM APYTUMHU
HNOAXOASIIIMMH U3BECTHBIMH CIIOCOOAMU, U KJIOHHPOBAHBI ITyTEM MPEENIbHOTO Pa3BeleHHs WIN
KJIETOYHOTO COPTHUHIAa WJIM JAPYI'MX H3BECTHBIX CHocoOOB. KieTkw, KOTOpble MpPOH3BOAST
AHTUTENA C KeJAaeMOH CMenu(UIHOCTBIO, MOTYT OBITh BBIOPAHBI C MOMOIIBI MOIXOMASIIETO
aHanmu3a (Hampumep, TBepaodasHoro ummyHodepMeHTHOro aHanu3a (TeepaodasHoro UDA)).
[0084] MoryT nmpUMEHSATbCS OPYrue MOIXOMSIINE CIOCOObI MOJYYEHUS WU BbIIEJICHHUS
aHTUTEeN ¢ Tpebyemol crnenuUIHOCTBIO, BKJIIOYAIOIIME, HO HE OrPAaHUYMBAIOLINECS HMH,
Croco0BI, KOTOPbIe MPUMEHSFOTCS Ui BBIOOpAa pPeKOMOWHAHTHOTO aHTUTENa U3 OUOIHOTEKH
NEeNTUAOB WM OeNKOB (HampuMmep, HO HE OTrPaHMYMBAsICh MMHU, Oaktepuodar, pudocoma,
onmuronykieotun, PHK, k/IHK, umu Tomy momoOHoe, OuOMMOTEKa MUCIUIES; HAMPUMEpP, Kak
nocrynabie u3 Cambridge antibody Technologies, Cambridgeshire, UK; MorphoSys,
Martinsreid/Planegg, DE; Biovation, Aberdeen, Scotland, UK; Bioinvent, Lund, Sweden; Dyax
Corp., Enzon, Affymax/Biosite; Xoma, Berkeley, Calif.; Ixsys. Cwmotrpu, Hampumep,
PCT/GB91/01134; PCT/GB92/01755; PCT/GB92/002240; PCT/GB92/00883;
PCT/GB93/00605; PCT/GB94/01422; PCT/GB94/02662; PCT/GB97/01835, W090/14443;
WO090/14424; WO090/14430; PCT/U594/1234; WO092/18619; WO0O96/07754, EP 614 989,
WO095/16027; WO88/06630; W(0O90/3809; matent CIIIA No. 4,704,692; PCT/US91/02989;
WO089/06283; EP 371 998; EP 550 400; EP 229 046; PCT/US91/07149; wnu cnyuaiiHO
nojiyueHHbie nentunasl win Oemku —mareHTel CIIIA Nos. 5,723,323; 5,763,192; 5,814,476;
5,817,483; 5,824,514; 5,976,862, WO 86/05803, EP 590 689, kaknblif M3 KOTOPBIX ITOJIHOCTHIO
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BKJIOYEH B HACTOSINEE ONHMCAHUE IIOCPENCTBOM CCBUIKM, WJIH KOTOPBIE 3aBUCST OT
UMMy HU3AIH TPAHCTeHHBIX >KUBOTHBIX (Harmpumep, SCID mpmum, Nguyen et al., Microbiol.
Immunol. 41:901-907 (1997); Sandhu et al., Crit. Rev. Biotechnol. 16:95-118 (1996); Eren et
al., Immunol. 93:154-161 (1998), kaxnplii U3 KOTOPBIX MOJHOCTBIO BKJIIOUEH B HACTOSIIEE
OMHCaHUE IOCPEIACTBOM CCBUIKM, a TaKK€ OTCBHUIOYHBIC MATEHThl M 3asBKH), KOTOpbIE
CIIOCOOHBI TPOU3BOANTH HA0OP HYEJIOBEYECKHX AHTHUTEJN, KaK W3BECTHO M3 JAHHOM 00acTH
TEXHUKH W/WIM KaK OMHMCAHO B HACTOSALIEM OMUCAHUH. Takue MeTOAbl BKIJIIOYAIOT, HO He
OrpaHUYMBAIOTC UMH, pubocomublii nucruieii (Hanes et al., Proc. Natl. Acad. Sci. USA,
94:4937-4942 (May 1997); Hanes et al., Proc. Natl. Acad. Sci. USA, 95:14130-14135
(November 1998)); meroasl noaydeHus aHturesn u3 enuHuuHOM kierku (mareHt CIIA No.
5,627,052, Wen et al., J. Immunol. 17:887-892 (1987); Babcook et al., Proc. Natl. Acad. Sci.
USA 93:7843-7848 (1996)); MHUKpOIIaHIIeTh! ¢ rejeM U nporoynas nuromerpus (Powell et
al., Biotechnol. 8:333-337 (1990); One Cell Systems, Cambridge, Mass.; Gray et al., J. Imm.
Meth. 182:155-163 (1995); Kenny et al., Bio/Technol. 13:787-790 (1995));, or6op B-knerok
(Steenbakkers et al., Molec. Biol. Reports 19:125-134 (1994); Jonak et al., Progress Biotech,
Vol. 5, In Vitro Immunization in Hybridoma Technology, Borrebaeck, ed., Elsevier Science
Publishers B.V., Amsterdam, Netherlands (1988)).

[0085] CriocoObl MH)KEHEpUH WM TyMaHH3alMKA HEYEJOBEYECKUX WM YeJIOBEYECKUX
AQHTUTEJ MOTYT TaK)K€ MPHUMEHSThCS, M W3BECTHbl M3 YPOBHS TexHHMKH. Kak mpaBuio,
I'YMaHU3HPOBAHHOE WJIM CKOHCTPYHUPOBAHHOE AHTHUTEJIO HUMEET OIHY WJIH HECKOJIbKO
AMUHOKHCJIOTHBIX OCTATKOB OT MCTOYHHKA, KOTOPBI HE SIBIISIETCS] YEJIOBEUECKHM, HAIpUMED,
HO HE OrpaHUYUBASICh KMMH, MBIIIN, KPBICHI, KPOJMKA, HHU3IIEr0 MpUMaTa WK JPYTUX
MJIEKONTUTAIOLINX. OJTH YEJIOBEYECKHE AaMHUHOKHCIOTHbIE OCTaTKM YacTO HAa3bIBAIOT

"UMmopTupyemble" OCTaTKH, KOTOpble Kak MpaBHJIO OepyT oOT UMIOpPTHPYeMoro"
BapuabesbHOro, KOHCTAHTHOTO  WJIM  JAPYroro JOMEHa HW3BECTHOH  YEeJIOBEUeCKOM
NoCeA0BaTeNbHOCTH. MI3BeCTHBIE MMOCIEAOBATENbHOCTU dYeloBeueckoro Ig packpbIThl,
HarpuMep, www.ncbi.nlm.nih.gov/entrez/query.fcgi; www.atcc.org/phage/hdb.html, xaxnas
BKJIFOUEHA B HACTOsIIIEe N300PETEHNE MTOCPEICTBOM CCBUIKH B ITOJTHOM O0BEME.

[0086] Takne umnoptTupyemele NOCIEAOBATEIBHOCTH MOTYT NMPUMEHATHCS AJIs1 CHUXKEHUS
UMMYHOTE€HHOCTH WJIM CHIWDKCHHUS, YCWJIEHHUsS] WM W3MEHEHHUs CBs3bIBaHUS, ad(UHHOCTH,
aBUJIHOCTH, CIEIU(PUYHOCTH, TMEepuoxa NOJypacraja WA JAPYrod COOTBETCTBYIOILIEH

XaPaKTEPUCTHUKH, W3BECTHOM U3 I[aHHOfI obmactu TexHuku. Kak MMpaBuJIO, 4aCTb WUJIN LEJIUKOM

HEYCJIOBCUCCKUE NN YE€JIOBCUCCKHUE ITOCJICAOBATCIILHOCTH CDR COXPAHAKTCH, IIPpU 3TOM 4aCTb
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WIN BCE KapKaCHbIE W/MJIM KOHCTAHTHBIE YYACTKH HEYEJIOBEUECKHX IIOCIIEAOBATEIbHOCTEMH
3aMEHEeHbl YeJIOBEUECKUMH WM JPYTHMMH AMHUHOKHCIOTAMH. AHTHUTENAa MOTYT TaKXe NpHU
JKEJTAHUU OBITh TYMAaHHU3MPOBAaHBI C COXPAaHEHHEM BBICOKOW ad(PUHHOCTH NI aHTUTEHA |
APYTrux ONaronpHsTHBIX OMOJIOTWYECKUX CBOWCTB, C NMPUMEHEHHEM TPEXMEPHBIX MOAeIei
UMMYyHOIJIOOYJIMHA, KOTOpbIE M3BECTHBI CIELUANUCTaM B JaHHOM OOJACTH TEXHUKH.
CywecTBylOT KOMITBIOTEPHBbIE MPOTPaMMBbI, KOTOPbIE HJUIFOCTPUPYIOT M IOKA3bIBAIOT
BO3MOXHBIE  TpPEXMepHble  KOH(QOPMALMOHHbIE  CTPYKTYPbl  BBIOPAHHBIX  BapHAHTOB
NOCJIeIOBATENIbHOCTEH  MMMyHOrnoOynuHa. M3yueHne 3THUX OTOOpaK€HHH IO3BOJISET
AHAJM3UPOBATh BEPOSITHBIE POJM OCTAaTKOB B  (PYHKUMOHMPOBAHUH TMOTEHLMAJIBHOM
NIOCJIEIOBATEIbHOCTH MMMYHOIJIOOYJIMHA, T.€., aHAJIW3 OCTATKOB, KOTOPBIE BIHUAIOT Ha
COCOOHOCTh MOTEHLUUAJBHOTO HMMMYHOIJIOOYJIMHA CBS3bIBATBCSI C AHTUMEHOM. Takum
obpaszom, kapkacHble (FR) octaTku MoryT ObITh BbIOpaHBI U OOBEIUHEHBI U3 KOHCEHCYCHBIX
WIN UMITIOPTHPYEMBIX MOCJIEA0BATEIbHOCTEH, YTOOBI JOCTUTAIIMCH XKeJIAeMble XapaKTePUCTUKH
aHTUTEJA, TAKUE KaK MOBbIIeHHAs aQPUHHOCTD K aHTUTeHYy-MuLIeHd. B obmewm, octarkun CDR
HETIOCPEACTBEHHO M HauOojee CYIIEeCTBEHHO YYacTBYIOT B BO3JIEHCTBUM HA CBSI3bIBAHHE
aHTUreHa. | 'yMaHU3aLuUs WM HHXKSHEPHsI aHTUTENT M0 HACTOSIIEMY U300PETeHUI0 MOKET ObITh
BBIMIOJIHEHA C MPUMEHEHUEM JIF0OOr0 M3BECTHOTO Crocoda, TAKOrO Kak, HO HE OrPaHHYHBASICh
UMHU, ONMKUCaHHbIN B, Hanpumep, Winter (Jones et al., Nature 321:522 (1986); Riechmann et al .,
Nature 332:323 (1988); Verhoeyen et al., Science 239:1534 (1988)), Sims et al., J. Immunol.
151: 2296 (1993); Chothia and Lesk, J. Mol. Biol. 196:901 (1987), Carter et al., Proc. Natl.
Acad. Sci. U.S.A. 89:4285 (1992); Presta et al., J. Immunol. 151:2623 (1993), natenrax CIIA
Nos. 5,723,323, 5,976862, 5,824514, 5,817483, 5,814476, 5,763,192, 5,723,323, 5,766,886,
5,714,352, 6,204,023, 6,180,370, 5,693,762, 5,530,101, 5,585,089, 5,225,539, 4,816,567,
Kak7asi BKJIFOUEHA B HACTOSIIIEE ONMUCAHNE MOCPEICTBOM CChUIKU B MOJHOM OOBEME, BKIIFOUAsI
CCBUIKH, YKa3aHHBIE B HUX.

[0087] AnTU-VISTA aHTHTENO MOXKET Takke OBITh, TPHU >KEJNAHWUHU, TMOJYYEHO MyTeM
UMMYyHU3AIMH TPAHCTEHHOTO >KMBOTHOTO (HANpPUMEP, MBILIH, KPBICH, KPOJHKA, XOMsKa,
HHU3IIEr0 TpUMara W TOMy IMOJOOHOro), CIOCOOHOTO BbIPAdATHIBATH COBOKYITHOCTB
YeJIOBEYECKHIX aHTUTEJ, KaK OMHMCAHO B HACTOSINIEH 3asBKE W/WIIM NU3BECTHO U3 JAHHOTO YPOBHS
TexHUKHU. KjieTku, KoTopbie BhpadaThiBatOT YenoBedeckoe aHTu- VISTA aHTHTENO, MOTYT OBITH
BBIZIEJIEHbl M3 TaKHX JKUBOTHBIX M HMMOPTAJIH3UPOBAHBI C NPUMEHEHHEM ITOAXOISIINX

cr1oco00B, TAKMX KaK CIIOCOOBI, ONMCAHHBIE B HACTOSIIEM OIMUCAHUU.
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[0088] TpaHcreHHble KMBOTHBIE, KOTOPBIE BbIPAOATHIBAIOT COBOKYITHOCTb YEJIOBEYECKUX
AHTUTEJN, KOTOPbIE CBS3BIBAIOTCS C YEJIOBEYECKHMMH AHTHI€HAMH, MOTYT OBITh TIIOJYYEHBI
U3BECTHBIMH criocobamu (Hampumep, HO He orpannumBasch umu, nateHTbl CIIA Nos.
5,770,428, 5,569,825, 5,545,806, 5,625,126, 5,625,825, 5,633,425, 5,661,016 u 5,789,650,
BbInaHHbIX Lonberg et al.; Jakobovits et al. WO 98/50433, Jakobovits et al. WO 98/24893,
Lonberg et al. WO 98/24884, Lonberg et al. WO 97/13852, Lonberg et al. WO 94/25585,
Kucherlapate et al. WO 96/34096, Kucherlapate et al. EP 0463 151 B1, Kucherlapate et al. EP
0710 719 Al, Surani et al. U.S. Pat. No. 5,545,807, Bruggemann et al. WO 90/04036,
Bruggemann et al. EP 0438 474 B1, Lonberg et al. EP 0814 259 A2, Lonberg et al. GB 2 272
440 A, Lonberg et al. Nature 368:856-859 (1994), Taylor et al., Int. Immunol. 6(4)579-591
(1994), Green et al, Nature Genetics 7:13-21 (1994), Mendez et al., Nature Genetics 15:146-
156 (1997), Taylor et al., Nucleic Acids Research 20(23):6287-6295 (1992), Tuaillon et al.,
Proc Natl Acad Sci USA 90(8)3720-3724 (1993), Lonberg et al., Int Rev Immunol 13(1):65-93
(1995) u Fishwald et al., Nat Biotechnol 14(7):845-851 (1996), kaxnplii M3 KOTOPBIX
BKJIFOYEHbI B HACTOSILIEE OMHUCAHME MOCPEACTBOM CCBUIKH B NOJHOM oOwveme). Kak mpasuio,
5TU MBI BKJKOYAKOT, MO MEHbIIEH Mepe, oAuH TpaHcred, Bkmovaroumi JIHK or, no
MEHbILIEH Mepe, OJHOrO JIOKyCa YeJIOBEYECKOr0 HMMYHOMIOOYJIMHA, KOTOPBIH SIBJISETCS
(PYHKLIMOHATIPHO TMEPECTPOSHHBIM, WM KOTOPBI MOXET MOABEPraThCs (yHKIHMOHATLHOMY
MEPECTPOSHUIO. DHIOTEHHBbIE JIOKYChl MMMYHOTJIOOYJIMHA B TAaKOW MBI MOKET OBbITh
HAPYLIEHbl WM YJAJIEeHbI, YTOOBI YCTPAHUTh CIIOCOOHOCTH JKMBOTHOTO BBIPAOATHIBATH
AHTUTEJNA, KOJUPYEMbIe SHIOT€HHBIMU T€HAMHU.

[0089] CkpuHHMHT aHTUTEN Ha crenu(UIECKOe CBS3bIBAHUE C MOJOOHBIMU O€JIKaMH WU
¢parMeHTaMH MOKET OBITh JIETKO IOCTUTHYT C NPUMEHEHHEM OTOOPaKE€HHs MEeNTHIHBIX
Ooubnmorek. JlaHHBIA Crmoco® BKIJIOYAET CKPHUHUHT OOJBIINX KOJUIGKIMH TENTHAOB IS
OTAENBHBIX UICHOB, MMEIOMINX JKEIaeMylr (QYHKIHMIO HIH CTPYKTYypy. CKPHHUHT aHTHUTEN
OTOOpaKEHHBIX NENTHUAHBIX OUOIMOTEK AMCILIEEB M3BECTHbI W3 JAAHHOTO YPOBHS TEXHUKH.
ITocnenoBaTeIbHOCTH OTOOPAKEHHBIX NENTHAOB MOTyT ObITh OT 3 mo 5000 wmm Oonee
AMHHOKHCJIOT B JUTHHY, HEPeIKo oT 5-100 aMMHOKHUCIIOT B JUTMHY, a 4aCTO OT MPHUOIU3HTENBHO
8 1m0 25 aMMHOKHUCIOT B JJIMHY. B AOMOJHEHMM K MOPSIMBIM XUMHUYECKUM CUHTETUYECKUM
crioco0aM ISl TOJTyYeHUs] MENTHAHBIX OMOJIMOTEK, HEKOTOPbIE CIIOCOOBI ¢ PEKOMOWHAHTHOM
JAHK Opumn onucanbl. OfMH THI BKIIFOYAET OTOOPKEHHYIO MENTUAHON MOCIEN0BATEIbHOCTH
Ha TOBepXHOCTH Oakreprodara mmm kinetku. Kaxaelii Oakreprodar MM KJIE€TKa CONEPIKUT

HYKJICOTUAHYIO  TIOCJIENOBATENbHOCTh, KOAMPYIOLIME  ONpeAeNéHHble  OTOOpakaeMble
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NENTUAHbIE MOCIeNOBaTEIbHOCTH. Takue crnocoObl onucanbl B myOnukanusx mnateHToB PCT
Nos. 91/17271, 91/18980, 91/19818, u 93/08278. Ipyrre cUCTEMBI AJisl Oy YeHUsT TENTUAHBIX
OMONMMOTEK MMEIOT aCIeKThl KaK XMMHUYECKOro CHHTEe3a in Vitro, Tak M PEeKOMOMHAHTHBIX
cnocoboB. Cmorpu nyOmukanmm mareHToB PCT Nos. 92/05258, 92/14843, u 96/19256.
Cmotpu Taxxke mareHtsl CIIIA Nos. 5,658,754; u 5,643,768. OrobpaxkeHne MNENTHIHBIX
OubnmoTek, BEKTOp, M HAOOPHI [T CKPUHHHTA SBISIOTCS KOMMEPYECKU JOCTYITHBIMU OT TaKHX
nocraBIMKOB Kak Invitrogen (Carlsbad, Calif)), m Cambridge antibody Technologies
(Cambridgeshire, UK). Cwmotpu, nanmpumep, mareHtbl CIIA Nos. 4,704,692, 4,939,660,
4,946,778, 5,260,203, 5,455,030, 5,518,889, 5,534,621, 5,656,730, 5,763,733, 5,767,260,
5,856,456; 5,223,409, 5,403,484, 5,571,698, 5,837,500, nepeycryruiennsiii Dyax, 5,427,908,
5,580,717; 5,885,793, mnepeycrymiennsiii Cambridge antibody Technologies; 5,750,373,
nepeycrymiennslii  Genentech, 5,618,920, 5,595,898, 5,576,195, 5,698,435, 5,693,493, u
5,698,417.

[0090] AHTHTENa TO HACTOSIEMY H300pPETEHHI0O MOTYT OBITh TakKXKe TMONYyUYEHbl C
NPUMEHEHHe, 0 MeHblel Mepe, onqHoro anTu- VISTA antuTena, Kogupyromero Hy KJIEHHOBY O
KUCJIOTY JJIsl TIOJTy4€HHs] TPAHCT€HHBIX JKUBOTHBIX, TAKUX KaK KO3bI, KOPOBBL, OapaHbl U TOMY
nogo0HOe, KOTOpble BbIpaOATHIBAIOT TAKUE AHTUTENIA B UX MOJIOKE. Takue *KMBOTHBIE MOTYT
ObITb TOJIy4eHbl C TNPUMEHEHHEM W3BECTHbIX CrmocoboB. CmoTpu, Hampumep, He
orpannumBasice umu, mnareHthl CIIIA Nos. 5,827,690; 5,849,992; 4,873,316; 5,849,992;
5,994,616; 5,565,362; 5,304,489, u nmomoOHbIe, KK W3 KOTOPBIX BKJIOUEH B HACTOSINEE
OMHUCAaHHUE TTOCPEICTBOM CChUIKH.

[0091] AnTu-VISTA aHTUTENa MO HACTOSALIEMY HM300PETEHUI0 MOTYT OBITh MOJyYEHBI C
NPUMEHEHUEM TPAHCTE€HHBIX pPACTEHMH COTJIACHO H3BECTHBIM crocobaM. CMOTpH Takike,
Hanpumep, Fischer et al., Biotechnol. Appl. Biochem. 30:99-108 (October, 1999), Cramer et
al., Curr. Top. Microbol. Immunol. 240:95-118 (1999) u npuBeneHHble B HUX CCbUIKH, Ma et
al., Trends Biotechnol. 13:522-7 (1995); Ma et al., Plant Physiol. 109:341-6 (1995); Whitelam
et al., Biochem. Soc. Trans. 22:940-944 (1994); u npuBeneHHble B HUX CCbUTKU. Kaxknas w3
BBILICTIPUBEIEHHBIX CCBUIOK BKJIFOUEHBl B HACTOSIIEE OMHCAHHWE TOCPEICTBOM CCHUIKH B
MIOJTHOM oObeMe.

[0092] AHTHTENa TIO HACTOALIEMY H300PETEHHI0 MOTYT CBSI3BIBATBCSA C YEJIOBEUECKHUMHU
VISTA ¢ pasnuunoii apdunHocteio (Kp). B mpeanmodyturensHOM BapuaHTe OCYINECTBIICHHS
HACTOSIIEr0 M300pETeHHs, IO MEHbIIe Mepe, OJHO MOHOKJIOHAIBHOE AaHTUTENO II0

HACTOSIIIEMY M300PETEHUI0 MOXKET IOIOJHUTEIBHO CBS3BIBATHCSA ¢ denoBeuecknM VISTA ¢
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BbICOKOW addurHOCTBIO. Hampumep, denoBeueckoe MOHOKJIOHAJIBHOE AHTHUTENO MOXKET
cBs3bIBaThCs ¢ uenosedeckuM VISTA ¢ Kp paBHbIM Wik MeHee ueM mpuoiusutensHo 107 M,
TAKMM KaK, HO He orpaHuuuBasich, 0.1-9.9 (unu ro6oii [Mana3oH Wik 3HaYeHue B HuX) X 107,
10,10, 101° 101, 1072, 10 unu mo6oii guanasoH umy 3HaueHHe B HUX. B HEKOTOPBIX
BApUAHTAX OCYILIECTBIIEHHUsS HACTOSALIEr0 M300pETeHWs, aHTUTENO WK (PAarMeHT aHTHTENa
MOKET CBsI3bIBaThCs ¢ uenoBedeckuM VISTA ¢ apduuHOCTBIO, MO MeHbineii mepe, 1x107
7/MOINb, HaNpUMep, Mo MeHbiuei Mepe, 1x10™® n/mosb, Hanpumep, no MeHbIneii mepe, 1x107
7/MOJb.

[0093] AdOPUHHOCTD MM aBUAHOCTb AHTUTENA JUJIsl AHTUT€HAa MOXKET OBITh OmpeneseHa
SKCIIEPUMEHTANIBHO ¢ TMpHUMEHEeHHeM Jroboro moxxozsmero crocoda. (Cmorpu, Hampumep,
Berzofsky, et al., "Antibody-Antigen Interactions," In Fundamental Immunology, Paul, W. E.,
Ed., Raven Press: New York, N.Y. (1984); Kuby, Janis Immunology, W.H. Freeman and
Company: New York, N.Y. (1992); u cnocoObl, OMUCaHHbIE B HACTOSIIEM H300pETEHHH).
Wsmepennass apPUHHOCTD KOHKPETHOTO  B3aUMOJCWCTBHUSI AHTUTEJO-AaHTHICH  MOJXKET
BapbUPOBATbH, €CIIH U3MEPSUIN IIPH PA3JINYHBIX YCIOBUSIX (HAPUMEp, KOHLEHTpawus coiu, pH).
Takum oOpasom, usmepeHue apPUHHOCTH M JOPYTMX AHTHICHCBS3BIBAIOLIMX MapaMeTPOB
(mampumep, Kp, K,, Kq) npeanodyrurenbHo OCYIIECTBISIOTCS CO CTAaHAAPTHBIMH PAacTBOPAMU

AHTHUTEJIa U AHTUTeHA U CTAHNAPTHU3UPOBAHHBIM Oydepom.

[0094] MOJIEK Y JIbI HYKJIEMHOBOM KUCJIOTHI

[0095] ITpu ucnonp30BaHUM UHOOPMALUH, MPUBOAMMONW B HACTOSINEM OIMUCAHUHU, TAKHE
HYKJIEOTUAHbIE MTOCIEA0BATEIbHOCTH, KOAUPYIOIINeE, 10 MeHblIeil mepe, 70-100% 3amMeHUMBbIX
AMHHOKHCJIOT, TI0 MEHbINEH Mepe, OJHOrO M3 YKa3aHHBIX (PParMEHTOB, BAPHAHTOB WM UX
KOHCEHCYCHBIX MOCJIEA0BATENbHOCTEN WJIM BHECEHHOI'O BEKTOPA, COAEPIKALLEro, M0 MEHbIIEH
Mepe, OIHYy H3 OTUX NOCIENOBATENIbHOCTEH, MOJIEKYJy HYKJICOTHUJHON KHUCJIOTHI IO
HACTOAIIEMY H300pETeHUI0, KOTUPYIOIIYIO, M0 MeHbInel Mepe, ogHo aHTH-VISTA anTuTeno,
BKJTIOHAroIee Bce BapuadenpHbie yuacTku Tsokenoi nermn CDR SEQ ID NOS:1, 2 u 3 w/unm
Bce BapuabenpHble yyacTku Jerkoii nenu CDR SEQ ID NOS:4, 5 u 6 MoryT ObITh MOJy4YEHBI C
NPUMEHEHHEM CIIOCOOOB, OMMCAHHBIX B HACTOSIIEM H300pPETEHUH WM M3BECTHBIX M3 JAHHOTO
YPOBHS TEXHUKU.

[0096] Mounexysbl HYKJIEHHOBOH KHCIIOTHI MO HACTOSIIEMY H300pPETEHHIO MOTYT OBbITh B
¢opme PHK, takne kax MPHK, rsPHK, TPHK wnn mobas npyras ¢opma, uinu B popme JJHK,

BKJIOUYas, HO He orpannumBasch umH, kJIHK u renomnas JIHK, nonydeHHble nytem
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KJIOHUPOBAHMS HJIM M3TOTOBJIEHBI CUHTETHYECKH, MK JroOble mx komOmHaumu. JIHK moxer
OBITh TPEXCIHMPATBHOMN, BYXCIHUPAITBHON WM OJHOCIIMPAIBHON HIIH JIFOOOH MX KOMOWMHALWH.
JIroGast vacte, mo menbliel mepe, ogHod HuTH JIHK nmm PHK moxer ObiTh komupyromeit
LEMbI0, TaKXKe W3BECTHOM KakK HeTpaHCKpuOWpyemass HHUTb, WJIM OHAa MOXET OBbITh
HEKOAUPYIOLIEH LIETIbI0, TAKXKE HA3bIBAEMasi aHTH-CMBICJIOBOU LIETIBIO.

[0097] BrineneHHble MOJIEKYJIbI HYKJIEHHOBOH KHCJIOTHI TIO HACTOSIIEMY H300PETEHHIO
MOTYT BKJIFOUaTh B CeO0sl MOJIEKYJIbl HYKJIEHMHOBOW KHCJIOTBI, COAEpPIKAIIHe OTKPBITYIO PaMKY
cuuteiBanus (ORF), Hampumep, HO He OrpaHMYHMBAsCb MMM, 10 MEHbIIEH Mepe, OIHY
yKa3aHHYIO 4YacTh, 1Mo MeHbineil mepe, ogHoro CDR, xak CDRI1, CDR2 w/mmu CDR3, mo
MEHbILIEH Mepe, OAHOM TSKEJION LIeNU WIM JIETKOW LIETH, MOJIEKYJIbl HYKJIEHHOBON KHUCIIOTBI,
cozeprkalieil KOIUPYOIYyI0 MocienoBaTeabHOCTh st aHTH- VISTA anTutena wim gpparmenra,
Harpumep, (parmeHT, comepikaiuii BapuaOETbHBI Y4YaCTOK, U MOJIEKYJbl HYKJIEHHOBOH
KHUCJIOTBI, KOTOPBIE BKIIIOYAIOT HYKJIECOTUAHYIO MOCIEA0BATENBHOCTD OTIUYHYIO OT OMUCAHHBIX
BBIILIE, HO KOTOpPasi B CBSI3U C BBIPOJKIECHHOCTBIO T€HETUYECKOrO0 KOAA €Ile KOAUPYET, IO
MeHbLIel Mepe, oqHO aHTH-VISTA aHTHUTENO, Kak OMUCAHO B HACTOSIIEM OMHCAHUU W/HIIH
U3BECTHO W3 YPOBHs TEXHUKH. JIJIi CHELMATMCTOB B JAHHOH OONACTH TEXHHUKH SIBJISIETCS
OOBIYHBIM TOJIyUYE€HHE TAKUX BaPHUAHTOB BBIPOJKACHHON HYKJIEMHOBON KHCIOTBI, KOTOpbIE
xkonupyroT crneruduueckue antu-VISTA anTutena mo Hactosimemy uzoOperenuto. CMoTpw,
HaripuMmep, Ausubel, et al., Bblllle, U Takhe BapUAHThl HYKJIEHHOBBIX KHCJIOT BKJIFOUEHBI B
HacTosiee U300peTeHue.

[0098] Kak ykazaHo B HacTOSILIEM OMUCAHWHM, MOJIEKYJIbl HYKJIEHHOBOW KHUCJOTHI IO
HACTOSIIEMY M300PETEHHI0, KOTOpPasi BKIIOYAET HYKJIEHHOBYIO KHCJIOTY, KOTUPYIOIIYIO aHTHU-
VISTA antureno, MoOXeT BKJIOUYAaTh, HO HE OrPaHUYUBATBCS WMH, KOIUPYIOLIYIO
AMUHOKHCJIOTHYIO MOCJIEIOBATEIbHOCTD ¢dparmenTa AHTUTETA, INOI1011%)
MOCJIEIOBATENBHOCTD LIE€JION0 aHTUTENA WM €r0 4acTU, KOAMPYHOIIYHK MOCIEA0BATENIbHOCTD
aHTUTENa, (PparMeHTa WM YacTH, a TAKXKe JOMOJHUTEIbHBIE MOCIEI0BATEIbHOCTH, TAKHE KaK
MOCJIEIOBATENBHOCTH, KOAMPYIOLME, MO MEHBbIIEH Mepe, OJHOrO JIMAEPHOIO CUTHAJNA WU
NeNTUAA CIHSHHS, CONEPKAIlUi WM Oe3 BBIEYKAa3aHHBIX JIOMOJHUTENBHBIX KOIUPYIOMIINX
MOCJIEIOBATENbHOCTEH, TaKMX Kak, [0 MEHbIIeW Mepe, OAWUH WHTPOH, BMECTe C
JOTOJHUTENbHBIMY, HEKOJUPYIOLIUMU MOCIEA0BATEIHOCTMHY, BKIIIOYasi, HO HE OrPaHUYNBast

umu, 5' u 3' HEKOmUpPYIOIIHME TOCIENOBATEIbHOCTH, TaKHe KaK TPaHCKPUOUPYEMBbIe,

2

HETPAHCKPUOUPYEMBbIE TOCIENOBATEIbHOCTH, KOTOPBIE WIPAIOT pPOJb B TPAHCKPHIILUH,

nporeccuare MPHK, Bkirouasi CIIaliCHHT W CHTHAJBl TIOJUACHUIUPOBAHUS (HAapUMep—
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cBsi3biBaHME pubocom wu  crabmwibHOCT, MPHK),  nomonHuTenbHAass — KOIUPYHOINAS
MOCJIEIOBATENIbHOCTD, KOTOPasi KOIUPYET IOMOJHUTEIbHbIE AMUHOKHCIOTBI, TAKHE, KOTOPbIE
o0ecreYnBaOT  JTOTIOJIHUTENbHBIE  (DYHKIMOHANIbHbIE BO3MOXKHOCTH. TakuMm  obpasom,
NOCJIEIOBATENIbHOCTh, KOAMPYIOLIAasi AHTHUTENO, MOXET ObIThb CIUTa C MapKepHOM
MOCJIEZIOBATENIbHOCTBIO, TAKOW KakK MOCJIENOBATENbHOCTb, KOIMUPYIOLIAsl IMENTHI, KOTOPBIH
o0yeryaeT OUUCTKY CIIUTBIX aHTUTE, cozleprKammas GparMeHT aHTUTENA WU YacTh.

[0099] UenoBeueckrne TeHbI, KOTOpble KOOUPYIOT KOHCTaHTHbIE (C) y4aCTKU aHTHTED,
(parMeHTOB WM YYacTKOB IO HACTOSINEMY H300pPETEHHIO, MOTYT OBbITh MOJYy4YE€HBl W3
Oubnuorekn SMOPHUOHABLHON MEYEHN YesloBeKa C TOMOIIBIO U3BECTHBIX criocoboB. Yuactku C
YeJIOBEYECKNX IM€HOB MOTYT OBITh MOJY4YEeHbI U3 JIIOOBIX YEJOBEYECKHX KJIETOK, BKJIIOYAs Te,
KOTOpBIE  JKCIPECCHPYIOT WM  BbIPA0ATHIBAIOT  YEJIOBEUYECKHUE  HMMYHOIIIOOYJIUHBL
UYenoseueckuii CH y4aCTOK MOKeT OBITh MOJIyYeH U3 JF0OOro U3BECTHOrO KJlacca MIJIM W30THUIA
yenoBevyeckux H umemneii, Bkirovas vy, W, o, & WK € U uX nmoATunos, Takux kak G1, G2, G3 u G4.
nockosbky H 1iens u3otumna orBevaeT 3a pasiudHbie 3G eKTopHbIe (YHKLUHUN aHTUTENA, BBIOOD
Cu yuactka Oyner ompenensTbes skelaeMbIMU 3P (GEeKTOPHbIMH (YHKUMSAMH, TAaKUMH Kak
(uKcanusi KOMIJIEMEHTA WJIM aKTHBHOCTb B aHTUTEJIO3aBHCHUMON KJIETOYHOOIOCPETOBAHHOM

uTorokcuaHoctd (ADCC).

[00100] KOMIIO3ULIMHN

[00101] @apmaneBTHUECKHE KOMIIO3UIIMM, PACKPBITBIE B HACTOSINEM H300pETEHHH,
MOJIy4alOT B COOTBETCTBHM CO CTaHIAPTHBIMH METOIMKAMH M BBOMASTCS B J1033aX, KOTOpBIE
BBIOpAHbI JJIsl JIEYEHHsI, HATNPUMEpP, CHIDKEHHUS, MPENOTBPAINEHUS WU YCTPAHEHUS, WJIH
3aMeNJIEHUs] WM OCTAaHOBKHM MPOTPECCUPOBAHUS, COCTOSHUS, TMOABEPTAIOIIETrOCs JICYSHHIO
(Cmotpu, Hanpumep, Remington’s Pharmaceutical Sciences, Mack Publishing Company,
Easton, PA, u Goodman and Gilman’s The Pharmaceutical Basis of Therapeutics, McGraw-
Hill, New York, N.Y., conep:kaHue KOTOPBIX BKJIFOYEHO B HACTOSIIEE OMUCAHKHE TIOCPENCTBOM
CCBUIKH, Ui OOINero OMUCaHUs CHOCOOOB BBENEHUs PA3IUYHBIX BEIIECTB MJII TEparuu
yenoBeka). Kommnoszuimy, copepikaique OMMCAHHbIE B HACTOSIMIEM W300pETEHHH aHTUTENIA U
BEIIeCTBA MOTYT OBbITh JOCTABJIEHBI C TMPUMEHEHHUEM KOHTPOJHUPYEMBIX WA 3aMEIJIEHHOTO
BBICBOOOKJICHUSI CHCTEM JIOCTaBKU (Hanmpumep, KamCyJibl, OWOpa3jaraeMbie MaTPHUKCHI).
ITpumepsl CUCTEM NOCTABKH C 3aMENJICHHBIM BBICBOOOKIEHUEM ISl JOCTABKH JIEKAPCTBEHHBIX

CpEACTB, KOTOPBIC NMOAXOAAT AJisI BBEACHUA KOMHOSI/IL[I/Iﬁ 3as1BJICHHBIX COeI[I/IHeHI/II\/'I OITMCAHBbI B,
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Hanpumep, nareHtax CHIA Nos. US 5,990,092; 5,039,660; 4,452,775; u 3,854,480, monHoe
coiep kKaHre KOTOPBIX BKJIIOUEHO B HACTOALIEe N300PETEHNE TTOCPEACTBOM CCBUTKH.

[00102] [ins mpurortoBneHus (apManeBTHUECKUX KoMno3uuuid u3 aHtu-VISTA anTuten
w/vunu pparMeHTOB MO HACTOSALIEMY H300pETeHHIO, (hapMalleBTHUECKH IPUEMJIEMbIe HOCUTENN
MOTyT ObITh TBepAbIMU WM kUAKUMHU. [Ipemaparsl B TBepmoil gopme BKIIIOYAOT B ceOs
NOPOIIKY, TaOJEeTKH, WM, Kamncyjbl, OOJAaTKH, CYIIO3UTOPUU U AHCIEPTHPYEMbIe
rpa"ynbl. Hanpumep, coenuHeHHsI MO HACTOSIIEMY H300pPETEHHI0 MOIryT ObIThb B (opme
MOPOLIKA JJI1 BOCCTAHOBJICHUS] B MOMEHT JOCTaBKU. TBEpAbIi HOCUTEIb MOXKET NMPENCTABISATh
coOOH OJHO MJIM HECKOJBKO BELIECTB, KOTOPbIE MOIYT TaKXXe BJIUATh KaK PacTBOPUTENH,
apOMaTU3aTOPBI, COMIOOMIIN3ATOPBI, CMAa3bIBAIOLINE BELIECTBA, CYCIIEHAMPYIOLINE BEINECTBa,
CBSI3YIOIIME BEIEeCTBA, KOHCEPBAHTHI, BEIECTBA JJISI YIIYUIIEHUs] PAcralaeMOCTH TaOJeTOK,
WIM WHKANCyJUPYIOUMHA Marepuasn. B mopomkax HOCHUTENb IpeAcTaBisieT CoOOH
MEJIKOAUCIIEPCHOE TBEPAOE BEIIECTBO, KOTOPOE B CMECH C MEJIKOAMCIIEPCHBIM aKTHUBHBIM
BELIECTBOM.

[00103] Tlopourku u TaONETKH MPEATIOYTUTENBHO COAEPIKAT OT MPUOIU3UTENILHO OTHOTO A0
NpUOIU3UTENIPHO CEMHIECATH IPOLEHTOB AaKTHBHOIO BellecTBa. [loaxopmsimue HOCHTENN
NPEACTABJSIIOT CO0OM KapOOHAT MarHWs, CTeapaT MAarHWs, TaJbK, caxap, JaKTOo3a, MEKTHH,
IEKCTPUH, KpaxMall, >KeJaTHH, TPAarakaHT, METHJILEIUTI0N03a, KapOOKCHMETHIILEIUTFOI03a
HATPWHsI, JIETKO-TUIABSILIMICS BOCK, MAclio Kakao M ToMy mnomoOHoe. TabmeTku, mOpouiky,
00JIaTKH, TACTUJIKH, OBICTPO-TIIABSILUAECS TTOJIOCKH, KATICYJIbl U MHJIFOJIA MOTYT MPUMEHSTHCS B
Ka4eCTBE TBEPABIX JIEKAPCTBEHHBIX (POPM, COIEpIKAIINE AKTUBHOE BEIIECTBO, MOIXOASINEE IS
NEPOPATIbHOTO BBEEHUS.

[00104] IIpemapaThl B >KUAKOH JIEKapCTBEHHOH (hOpMe BKIFOYAIOT PACTBOPHI, CYCIEH3UH,
YAEPKUBAIOLINE KIU3Mbl U 3MYJIbCUH, HAIIPUMEDP, BOAHBIE WM BOJHO-NPONUJIEHIJINKOJIEBbIE
pacTBOpBL. J{J1s1 MapeHTepaIbHOrO BBEACHUS KUIKUE MPETapaTbl MOTYT OBbITh NMOJYYEHBI B BUIE
pacTBOpa B BOJHOM IIPONUJIEHIJIMKOJIIEBOM PaCTBOPE.

[00105] @apmaneBTudecKass KOMIIO3UIHMS MOXKeT ObITh B EIMHWYHOU JIeKapCTBEHHOM
dopme. B Takoii popme KOMMO3ZMLIMS MOAPA3AEISIETCS Ha €AWHUYHBIE JO3bI, COIEepIKallue
COOTBETCTBYIOLIME KOJUYECTBA AKTHUBHOI'O BellecTBA. ENWHWYHAS JeKapCTBEHHas Qopma
MOXeET OBITh YIAKOBAHHBIM TIPEMapaToM, YIAKOBKA CONEPKUT IUCKPETHBIE KOJHYECTBA
€IMUHUYHBIX 103. JIO3UPOBKHM MOTYT M3MEHSTHCS B 3aBUCHMOCTH OT MOTPEOHOCTEH MalfeHTa,

TAKECTH COCTOSHHA, NOABEPrarOlerocs JCUCHUIO, COCAWHCHHUA W MNPUMCHSARIICTOCA IMyTH
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BBezieHus1. OnpeneneHne NpaBIIbHONW 03B! IJIs1 KOHKPETHON CUTYALUH U3BECTHO CHEHAIICTY
B IaHHOW O0JIACTH TEXHUKH.

[00106] Taxxke, papmaneBTHUECKAsT KOMIIO3HUIHS MOKET CONEPKaTh MPHU KETAHUU JTPYTHe
COBMECTHMbIE  BELIeCTBa,  Hampumep, (apManeBTUYECKHe, TepaneBTHYECKUE WM
npopuIakTUUECKUe BEIeCTBa. lepaneBTHYECKHE WM NPOPUIAKTHYECKUE BEIIECTBA
BKJIFOYAIOT B ce0s, HO HE OrPaHUYMBAIOTCS MMM, NENTHUIbL, MOJMUIENTHABL, Oenku, Oenku
CIIUSTHUS, MOJIEKYJIbl HYKJIEWHOBBIX KHCJIOT, MaJlble MOJIEKYJIbl, BELIECTBA MHUMETHKH,
CHUHTETHUYECKHE JIEKAPCTBEHHBbIE CpPEACTBA, MOJIEKYJIbI HEOPraHWYECKOrO COEAMHEHUs WU
MOJIEKYJIbl OpPraHMYeCKOro coeanHeHus. IIpuMepbl KJIacCOB TaKMX BEINECTB (Hampumep,
NPOTHUBOOIYXOJIEBbIE BEILIECTBA) BKJIIOYAIOT, HO HE OrPAHUYMBAIOTCS MMM, LIUTOTOKCHHBI,
UHTUOUTOpPBl AHTHMOTeHE3a, HMMMYHOMOIYJHUPYIOIIHUE BELIeCTBAa, HMMYHOOHKOJOTHYECKHUE
BEIECTBA M BEINECTBA, MPUMEHsEMbIE MPH MOMOIIH OT OOJIM MM AJIsI BO3MELIEHUS] BPEIHOTO
BO3IEMICTBUSI OJJHOTO MJIM HECKOJIbKMX TEPANeBTUYECKUX BellecTB (Hampumep, Oucdocdonar
NPUMEHSIOT JUIsl CHYOKEHHS 3P PEKTOB rHnepKaIbLUMIH TIFOKOKOPTHKOUIOB).

[00107] UWuruOutopbl aHrMOreHe3a, BEIIECTBA W TEPAlHH, KOTOPbIE MPUTOAHBI JJIs
NPUMEHEHUsI B KOMIO3HLIUSAX M CIIOCO0aX, OMMCAHHBIX B HACTOSIIEM OMHCAHUH, BKIIIOYAIOT, HO
HE OrpPaHUYHMBAIOTCS UMM, AHTUOCTAaTHH ((parMEeHT IUIA3MUHOTEHA), AHTHAHTUOTCHHBIH
antutpomMOun III; anrmosum. buchochoHar BriIIOUAET, HO HE OrPAHUYUBACTCS HMH,
AJICHAPOHAT, KJIOAPOHAT, STHAPOHAT, HOAHIPOHAT, MAMHIPOHAT, PU3EAPOHAT, THIYAPOHAT U
30JIeIPOHAT.

[00108] HmmyHOMOAYJMpYIOIIME BEIECTBA M TEpaluu, KOTOPbIE MPUTOAHBI  JIJIs
NPUMEHEHUSI B KOMIIO3HLIUSAX B CIIOCO0aX, OMMCAHHBIX B HACTOSIIEM OMMCAHUH, BKIIFOYAIOT, HO
HE OTPaHUYMBAIOTCS UMM, aHTU-T KIETOYHOro pelenrtopa aHTUTeNa, Takue kak aHTH-CD3
anrurena (HanpuMmep Hysuon (Protein Design Labs), OKT3 (Johnson & Johnson), wiu anTH-
CD20 anturena Putykcan (IDEC)), antu-CD52 anturena (mampumep Kammar 1H (Ilex)),
aatu-CD11a anturena (Hanpumep Kcanenum (Genentech)); aHTH-LIMTOKMH WM aHTU-ITUTOKUH
peLenTopa aHTUTENa U aHTArOHUCTHI, Takue Kak aHTH-IL-2 penenropa aHTHTena (3eHamakc
(Protein Design Labs)), aatu-IL-6 peuentopa anturena (Hanpumep MRA (Chugai)), u anTu-
IL-12 antutena (CNTO1275(Janssen)), antu-TNFaneda anturena (Pemukeiin (Janssen)) umm
aararoHuct TNF peuentopa (QuOpen (Immunex)), antu-IL-6 antutena (BE8 (Diaclone) u
cuntykcumabd (CNTO32 (Centocor)), u aHTHTeNa, KOTOpble HWMMyHOCTenu(pruuecku
CBSI3bIBAIOTCS. €  ONYXOJEACCOLUMHMPOBAHHBIMH aHTHUI€HaMH (HAmpuMep, TpacTy3umad

(Genentech)).
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[00109] MMMyHOOHKONOrHYECKHE BELIECTBA, KOTOpbIE MPUrOAHBI JUIsi NPUMEHEHHs B
KOMITO3UIIMSIX M CIOcO0ax, ONMUCAHHBIX B HACTOSINEM H300pPETeHHH, BKIIOYAIOT, HO He
orpaHnunBatoTcss  umyu, unmiumymad  (antu-CTLA-4), HuBonmyma®  (aHTH-PD-1),
nemOponnzymad (antu-PD-1), antu-PD-L1 anturtena u antu-LAG-3 anTurena.

[00110] Komno3uuusi NpeanoYTUTENbHO BBITONHEHa B (OpME €AWHHUIBI JO3MPOBAHUS,
comepkameit TepaneBTHUeCKH S(P(PEKTUBHOE KOJWYECTBO aHTUTeNa WiH (parMeHra.
IIpumepaMu enUHHUL AO3UPOBAHUS SBISIFOTCS TaOJETKM M KarcyJsbl [[ns TepameBTHYECKHX
esieii TabJIeTKU U KarCyJibl MOT'YT COZIEPIKaTh B IOTIOJIHEHHE K aKTUBHOMY BELIECTBY OOBIYHbIE
HOCUTENH, TAaKUE€ KaK CBSA3YIOIIME BEIECTBA, HANpPHUMEp, apaBUIICKas KaMendb, >KEJIaTHH,
NOJMBUHUJIIUPPOIUIOH, COPOUT MM TparakaHT, HANOJHUTENH, Hanpumep, pocdar kampius,
IJIMLMH, JIAKTO3a, KYKYPY3HbIH KpaxMmay, COpOUT MM caxapos3a, CMas3blBAIOIUE BEINECTBA,
HAampuMep, CTeapaT MarHus, NOJU3TWIEHIJIUKONb, JABYOKUCh KPEMHMs WU Tallbk,
Pa3pBIXJIMTENH, HAIPUMEP, KapTO(eNbHbIH KpaxMal, apoMaTU3aTOp WIJIM Kpacsliye BeIlecTBa,
WIN NIpUEMIIEMble CMAuUBArOIKE BelecTsa. JKuakue npenaparsl Al NepopantbHOrO BBEICHUS
KakK MPaBmiIo B popMe BOAHBIX HIIM MACIISTHBIX PACTBOPOB, CYCHEH3UH, SMYJIbCUIL, CHPOIIOB HIJIN
SJIMKCUPOB MOTYT COAEpKaTh OOBIYHbIE NOOABKH, TaKHe KaK CyCIIEHAUPYIOLINE BEIeCTBa,
SMYJIbTUPYIOIINE BEINeCTBAa, OE3BOIHBbIC BEIECTBA, KOHCEPBAHTHI, KpaCsIIUEe BELIECTBA M
apoMaTu3upyromue Bemectsa. [Ipumepsl 100aBOK sl JKUIKUX MPENapaToB BKIIOYAIOT B ceOst
apaBUICKYIO0 KaMeIb, MUHAAIBHOE MAacyo, STUJIOBbIA CIUPT, (PPAKIIMOHUPOBAHHOE KOKOCOBOE
Macyio, >KeJaTHH, CHUPOM TJIOKO3bl, TIJHULIEpPUH, T'MIPOTr€HHU3UPOBAHHbIE IHILEBbIE KHUPHI,
JEUUTHH, METHUJILEIJUTIONO03Y, METHJI WM TPONUJI Mapa-TUAPOKCHOEH30aT, MPOIUJICHIJIUKOIIb,
copOuT MM COPOMHOBAS KUCIIOTA.

[00111] [pyrue obimue moapoOHOCTH OTHOCHUTEIBHO CIIOCOOOB TMOJYUYEHUS U NMPUMEHEHHUS
COEIMHEHUI W KOMITO3ULIMH, ONMHCAHHBIX B HACTOSINEM H300PETEHHH, XOPOLIO W3BECTHBI U3
ypoBHs TexHuku. Cmotpy, Hampumep, nareHt CIIIA No. 7,820,169, conep:kaHue KOTOpPOTro

BKJIFOUEHO B [OJIHOM O00beMeE.

[00112] CIIOCOBGLI JIEHEHUA

[00113] JlroOo¥i crienuanucT B JAaHHOW OOJIACTH TEXHUKH, HANPUMEp, KJIIMHHUIIUCT, MOXKET
OTPEeNesTUTh MONXOSIIYIO 103y U MyTh BBEACHHUS Ui KOHKPETHOTO aHTHUTeNa, (pparMeHTa win
KOMTIO3UIMH JJIsl BBEICHUS UHAUBUAYYMY, YUUTHIBASI BEIOpAHHBIEC BEIIECTBA, JIEKAPCTBEHHYIO
dbopMy ® TyTh BBENEHUS, pa3UYHbIE OCOOEHHOCTH TAIMEHTa W Jpyrue (akTophI.

HpeI[HOLITI/ITeJ'IbHO, A03a HE BbBI3bIBACT WJIM MNPUHOCUT MHUHUMAJIBHBIE WM HE BPCAHBIC
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noOounble pAeiicTBusi. Ilpu CTaHmZAPTHBIX MHOTOKPATHBIX pPEKUMax IMpHEMa [perapara,
(apMaLieBTHYECKOE BEIIECTBO MOXET OBbIThb BBEAEHO IO CXeMe MPUMEHEHHs, KOTOpOe
NpeaHA3HAYSHO ISl TIOANePKaHUs 3apaHee OMPEAeNICHHON WJIM ONTHMAJbHOW KOHLIEHTPALUU
IUIa3Mbl y CyOBEeKTa, MOABEPTarOlIerocsl JICUeHUI0. AHTUTENa, (ParMeHTbl U KOMIIO3HIIHU
MOTyT ObITh J00aBJIeHbI B JIOOOM MONXONSAIIEM JOHWANa3OHe 03 WM TepareBTHUYECKU
s¢pdexTuBHOM KoHuecTBe, Hanpumep, 0.1 mr/kr, 0.2 mr/kr, 0.3 mr/kr, 0.4 mr/kr, 0.5 mr/kr, 0.6
mr/kr, 0.7 mr/kr, 0.8 mr/kr, 0.9 mr/kr, 1.0 mr/kr, 1.5 mr/kr, 2.0 mr/kr, 2.5 mr/kr, 3.0 mr/kr, 4.0
Mmr/kr, 5.0 mr/kr, 6.0 mr/kr, 7.0 mr/kr, 8.0 mr/kr, 9.0 mr/kr, 10.0 mr/kr, 11.0 mr/kr, 12.0 mr/kr,
13.0 mr/kr, 14.0 mr/kr, 15.0 mr/kr, 16.0 mr/kr, 17.0 mr/kr, 18.0 mr/kr, 19.0 mr/kr, 20.0 mMr/kr,
30 mr/kr, 40 mr/kr, 50 mr/kr, 60 mr/kr, 70 mr/kr, 80 mr/kr, 90 mr/kr u 100 mr/kr. B onHOM
BapUAHTE OCYINECTBJICHHUS] HACTOSIIETO U300PETEeHus], 1032 BBOAMMOI KOMIIO3HLIUH, aHTHUTEA
w pparmenTa coctasisiet 0.1-15 MI/Kr Ha Kakaoe BBECHUE.

[00114] AwnTuTeno wiu pparMeHT MOXeT OBbITh BBEAECH OAMH pa3, O MEHbIIEH Mepe, OIuH
pas3, Z1Ba pa3a, 10 MEHbLIEeH Mepe, 1Ba pa3a, TPU pasa, Uiy, 110 MeHbIIeH Mepe, TPU pas3a B JeHb.
AntHTeNno uiam GparmMeHT MOXeT ObITh BBEIEH OJMH pa3, MO MEHbIIeH Mepe, OAMH pa3, ABa
pasa, Mo MeHbLIeH Mepe, Ba pa3a, TPU pasa, MO MEHbLICH Mepe, TPU pasa, YeThIpe pasa, Mo
MEHbIIIEH Mepe, YeThIpe pa3a, MsATh pas, MO MEeHbINEH Mepe, TSITh pas, MIECTh pa3 B HEACIIO HJIH,
10 MEHbIIEH Mepe, IIeCTh pa3 B HEAE0. AHTUTENIO UK (PparMeHT MOKET ObITh BBEEHO OIMH
pa3 B Mecsill, IO MeHbIIeH Mepe, OUH pa3 B MECSI], ABa pa3a B MeCsII, [0 MEHbIIEH Mepe, Ba
pa3a B MecCsll, TPH pa3a B MeCsLl WM, IO MEHbIIEH Mepe, TPU pa3a B MeCsl. AHTUTEIO WU
(dbparMeHT aHTUTENIa MOXKET OBbITh BBEIECH ONUH pa3 B O, MO MEHbINEH Mepe, ONUH pa3 B TOJ,
JIBa pasa B rofl, IO MEHbBIIIEH Mepe, Ba pa3a B roJl, TPU pas3a B roJ, MO MEHBIIEH Mepe, TP pasa
B IO, YeThIPE pa3a B rOJ, IO MEHbIIEH Mepe, YeThIpe pa3a B rof, MSATh pa3 B rOJ, MO MEHbINEH
Mepe, TSITh pa3 B FOJ, MECTh pa3 B FOJ WK, IO MEHBIIIEH Mepe, ECTh pa3 B IO,

[00115] AwnTu-VISTA anturena, ¢parMeHTHl WM KOMIIO3ULMH MOTYT, HampuMmep, OBbITh
BBEJEHBI 4Yepe3 MapeHTEePANbHBIN WM HemapeHTepaIbHbIA CHOCOOBI, BKJIIOYAs, HO He
OTPaHUYUBASICh MU, BHYTPHUBEHHO, TOJKOXHO, MEPOPANbHO, PEKTAJIbHO, BHYTPHUMBIIIEUHO,
BHYTPUOPIOIINHHO, YPE3CIU3UCTYI0, BHYTPUKOXKHO, CyOapaxHOWIABbHO, HA3aJIbHO WU
HapykHO. CpemHeMmy CHEeUUaNUCTy B JAaHHOW OOJACTH TeXHUKH OyAeT OYEeBHIHO, HTO
CIIeIYIOIIHe JIEKAPCTBEHHBIE ()OPMBI MOTYT CONEPIKATh B Ka4eCTBE aKTUBHOTO BeIECTBa JTUOO
COEIMHEHHs] WJIM COOTBETCTBYIOMIYIO (hapMaleBTUYECKH MPHEMJIEMYIO COJIb COCTUHEHUs IO

HACTOSIIEMYy HM300peTeHHI0. B HEKOTOpbIX BapHaHTAaX OCYILIECTBJICHUS HACTOSILETO
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U300peTeHns, JeKapCTBEHHbIE (OPMBI MOTYT COAEpPKaTh B KAYECTBE AKTHBHOI'O BEINECTBA
100 COEAMHEHNE HITH COOTBETCTBYIOINYIO (PapMaleBTUYECKH TPHEMIIEMYIO COJIb COSAMHEHHUSI.
[00116] AmnTu-VISTA anTHTENna mo HACTOSIIEMY H300PETEHUI0 MOTYT OBITh BBEIEHBI KaK
4acTh KOMOMHHPOBAHHOW Tepanuu (Hanpumep, NPyr ¢ APYTOM WIA OJHUM WIH HECKOJIbKUMHU
APYTUX TepaneBTHUeCKUX BemecTB). COeAMHEHUS 1O HACTOALIEMY H300PETEHHIO MOTYT OBITH
BBEZIEHBI J10, [1OCJI€ UM OAHOBPEMEHHO C OJTHUM WJIM HECKOJBKUMU JIPYTUX TepaneBTUYECKUX
BeIecTB. B HEKOTOPBIX BapHaHTaX OCYLIECTBIEHUS HACTOSIIErO H300PETEHNs, COENUHEHHE T10
HACTOSIIEMY M300PETEHUIO WIIH ApYroe (papMaleBTHUECKOE BEIIECTBO MOXKET OBITh COBMECTHO
BBEJIEHO OTHOBPEMEHHO (Hanpumep, napanienbHo) 00 B BUIE OTAEIbHBIX NPENapaToB UM B
BU/IE COBMECTHBIX IIpernapaTtoB. B 1pyrom BapuaHTe, BEIECTBA MOTYT OBITh BBEAEHBI
MOCJIEAOBATENBHO, B BUJE Pa3eIbHbIX KOMIIO3ULMI, B COOTBETCTBYIOIIUE MTEPUObI BPEMEHH,
KaK OMNpEeIeNieHO KBAIU(HLHPOBAHHBIM KJIWHULUCTOM (Hanpumep, BpeMs, AOCTATOYHOE IS
obecnieuenus coBmaneHus: (apmanesruueckux d¢pdexto Tepamuii). CoenuHeHHe 1O
HACTOSIIIIEMY W300pPETeHHI0 U OHO WM HECKOJIbKO TEepPaIeBTHUECKHX BELIECTB MOTYT OBITh
BBEJICHbl B OJHOKPATHOM [03€ WIM B MHOTIOKPAaTHBIX 103aX, B MOCJIEIOBATEJBHOCTH U IO
pPEeXKUMY, TOAXOISAIINX IS AOCTHIKEHHS JKEJIaeMOro TeparneBTuieckoro sddexra.

[00117] Hacrosimee n3o0peTeHre Tak:ke OTHOCUTCS K CIIOCO0Y MOAYJISILIUH WJTH JIEYSHHUS, 10
MEHbLIEH Mepe, OTHOTO 3JIOKAYeCTBEHHOTO 3a00JIeBaHNUS B KJIETKE, TKAHHU, OPTraHa, JKUBOTHOTO
WIM TMauueHTta. B HEKOTOpbIX BapUaHTAaX OCYIIECTBJICHUS HACTOSALIEr0 HU300peTeHus,
COEMHEHUS] U KOMITO3UIIMH MO HACTOSILIEMY H300PETEHHMIO MPUMEHSFOTCS IS JICYCHUS HITH
NpefoTBpalleHns paka. Pak Moxer BKmo4YaTh B ceOsi JOOYHO 3JI0KAYECTBEHHYIO HJIH
IOOPOKAYECTBEHHYIO OIMyXOJIb JJFOOOT0 OpraHa MM CHCTEMbl OpraHu3Ma. [IpumMepbl BKIFOUAOT
B cebs, HO HE OrpaHMYHBAIOTCA WMH, CIEAYIOIIHUe. paKk MOJOYHOH JKeJe3bl, pak
NUIIEBAPUTENIBHOTO  TPAKTa/’KeIyAOYHO-KUIIEYHOTO  TPAaKTa, SHIOKPHUHHBIH pakx,
HEWPOIHAOKPHUHHBIA pak, pakK IJa3a, pak MOYENOJIOBOM CHCTEMBbI, PaK MOJIOBBIX KJETOK,
T'MHEKOJIOTHYECKUH pakK, paKk TOJIOBbl M II€H, PaK TIeMaTOJIOTMYEeCKHN/KPOBH, CKEJIETHO-
MBIIICYHBII PaK, HEBPOJOTUYECKUH pakK, paK IbIXAaTENbHBIX IMyTEH/TPYIHOTO OTAENa, pPaK
MOYEBOT'0 My3bIPsi, pPaKk TOJCTON KMILIKH, paK MPsIMON KHUILIKH, paK JIETKUX, PaK Tela MaTKH, pak
MOYKH, paK IMOIKEIyAOYHON >KeJe3bl, pak MedeHH, pak KelIyaKa, paK sSudkKa, pak MHUIIEeBOAA,
pak MpeAcTaTeNbHOM XKeje3bl, pak MO3ra, pak LIefiKu MaTKH, pak SMYHUKOB U paK LIUTOBUIHOM
xKenes3bl. J[pyrue BUIbI paka MOTYT BKJIFOUATh B ceOs JIEHK03, MenaHOMY U JTHM(pOMY, a Takke
mo00i BUA paka, ONHMCAHHBIH B HACTOSIEM H300peTeHHH. B HEKOTOphIX BapHaHTaxX

OCYILIECTBJIEHHs] HACTOSALIET0 HW300peTEeHUs, IUIOTHAasE ONyXOojdb WHQWUIBTPHUPOBAHA C
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MHeNOWAHbIMU W/uinu T-kiaeTkamMu. B HEKOTOPhIX BapHaHTax OCYIIECTBIEHHS] HACTOSIIETO
U300pETEeHNs, PaK MPENCTaBIsAET COOOH JeHKo3, TMM(POMY, MUEIOAUCIUTACTHUECKUH CUHAPOM
w/unmu MuenoMy. B HEKOTOpBIX BapMaHTaX OCYINECTBJIEHUS HACTOSIIErO H300PETEHHs, pak
MOXET OBITh JIEMKO30M JIFOOOT0 BUA VJIM THIIA, BKIFOYAsl B ce0s TUM(POLUTAPHBINA JIEHKO3 HITH
MHEJIOTEHHbIN JIeWK03, TakOW Kak, Hampumep, ocTpelii JumdobOnacTHbii nefiko3 (ALL),
xpoHudeckuit mumormrapusiil neiiko3 (CLL), ocTpblii MueNnONIHbINA (MHEIOT€HHBIN) JIEHKO3
(AML), xponuyeckuii rpanyjounTHbiii Jseliko3 (CML), neliko3 BOPCHCTBIX KJIETOK, T-
KJIETOYHBIN TTPpOIM(OLUTAPHBIHN JIEHKO3, JTeHK03 13 O0IBIINX 3epHUCTHIX JuMpouuTos wiu T-
KJIETOUHBIA JIEWKO3 B3POCIBIX. B HEKOTOPBIX BapUaHTaX OCYLIECTBICHUS] HACTOSALLErO
u3o0perenus, 1MMdoma MpeacTaBiser coOO TMCTOLMTApHYIO JUMGPOMY, (OIIHKYJISPHYIO
miMpomy mnn gumdpoMy XOMKKHHA, a B APYTHMX BapUAHTAX OCYIIECTBJICHUS HACTOSILETO
M300peTeHus, pak MpeACTaBiIsieT cOOOH MHOXKECTBEHHYIO MHEIOMY. B HEKOTOpBIX BapuaHTax
OCYILIECTBJICHUST HACTOSIIErO HM300pETeHHs], paKk MpencTaBisieT COOOH IUIOTHYIO OIyXOJb,
HarpuMep, MEJIAHOMY HWJIM paKk MOYEBOIrO IMy3bIps. B KOHKPETHOM BapHaHTE OCYILIECTBJICHHS
HACTOSIIIErO  M300peTeHMsi, pak TMpeacTaBiseT CcoOOM  pak  JITKMX, TakOH  Kak
HeMeJKokyieTouHas kapiuHoma jerkux (NSCLC).

[00118] Hactosimee n3o0peTeHre Tak:Ke OTHOCUTCS K CIIOCO0Y MOAYJISILIUH WJTH JIEYSHHUS, 10
MEHbLIEH Mepe, OHOTO 3JI0KAYeCTBEHHOTO 3a00JIeBaHUS B KJIETKE, TKAHU, OPraHe, JKHBOTHOM
WIN MalueHTe, BKJIOYas, HO HE OrpaHHYUBAsICh UMH, MO MEHbINEH Mepe, OOHO H3: JIEHKO3,
OCTpPBIN JIeHKO03, oCTpbiii uMpodnacTHei jeiiko3 (ALL), B-knerounsiii, T-kjaeTO4YHBIA WU
FAB ALL, octpsiii MuenobnactHblid jeliko3 (AML), XpOHMYECKHI MHUEOLUTAPHBIA JIEHKO3
(CML), xponuueckuii mumporurapusii jaeriko3 (CLL), neiiko3 BOPCHCTBIX KJIETOK,
MuenoaucIiacTudecknii  cuaapom  (MDS),  nmmdoma,  XOmKKHHCKas — JauMdoma,
3JI0KauecTBeHHass JuMdomMa, HEXOMKKWHCKas JuMpoma, sumdocapkoma bepkurra,
MHOXXECTBEHHass MuenomMa, capkoma Kamomm, kapuuHOMa TOJICTOM U NOPAMOM KHILIKH,
KapUUHOMA TIIOJKENyIOYHOW JKeJIe3bl, HOCOMJIOTOYHAS KapLUHOMA, 3JI0KAYeCTBEHHBIN
THCTHOLIUTO3, TTAPAHEOTUIACTHYECKIH CHHIPOM/3JI0OKaYECTBEHHAS THIIEPKATBLIMEMUs], TUIOTHBIE
OMYyXOJIM, aJeHOKAPLIMHOMBI, CAapPKOMBI,  3JIOKQUeCTBEHHAas MEJaHOMa, TeMaHIHOMa,
METaCTa3uPYOIasi OMyXO0Jib, PaK, CBSI3aHHBIN C pe30pOIMelt KOCTH, paK, CBI3aHHBIN C OOJIBIO B
KOCTAX W TOMy TomoOHOe. B HEKOTOpPBIX BapuUaHTAaX OCYIIECTBJICHUS HACTOSIIETO
M300peTeHns, MJIOTHAsE ONyXojb MHGUIBTpHpPOBaHA ¢ MHUenouAHbIMU W/wmu T-knerkamu. B
KOHKPETHOM BapHaHTE OCYINECTBJIEHUS] HACTOSIIEro M300peTeHus, IUIOTHAs OIMyXOJb

NpeACcTaBsieT COOOH pak JIeTKHX, TAKOW KaK HeMeJIKOKJieTouHast kapuuHoma Jierkux (NSCLC).
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[00119] B HekoTOPBIX BapHaHTaX OCYINECTBJIEHUS HACTOSINEr0 H300PETEHUs], COeTUHEHUS U
TEpaIruy, OMUCAHHbIE B HACTOSILIEM ONMHCAHWH, COBMECTHO BBOJSAT C BAaKIMHOHN (TakoW Kak
BaKI[THA Ha OCHOBE BUPYCHOI'O BEKTOpA, OaKkTepuaibHas BAKLIMHA, BAKI[MHA HA OCHOBE KJIETOK,
JIHK Bakumna, PHK BakiuHa, mentumHasi BakiuHa wind OekoBasi BakuHA). Takue BaKIUHBI
XOpOLIO W3BECTHbI B AaHHON oOmactu texHuku. Cmompu, nanpumep, Jeffrey Schlom,
“Therapeutic Cancer Vaccines: Current Status and Moving Forward,” J Natl Cancer Inst,
104:599-613 (2012), conepxaHue KOTOPOH BKIJIFOYEHO B HACTOSIINEE ONMUCAHHE IOCPEACTBOM
CCBUIKH B IIOJTHOM O0BEME.

[00120] B HekOTOPBIX BapHAHTAX OCYINECTBJIEHUS HACTOSIIEro H300pETEHNs], COeUHEHUS U
TEpanuy, ONHMCAHHbIE B HACTOSINEM OINHCAHUM, COBMECTHO BBOAST C BELIECTBAMU MJIS
XMUMHOTEpAINY, TOPMOHOTEPANIUU U OMOJOTHMYECKUX Tepanmuid, w/mimm Oucdocponaramu. B
HEKOTOPbIX ~ BApPMAHTAaX OCYINECTBJICHUS HACTOSINEro H300peTeHMs, BeIlecTBa IS
XMUMHOTEPAMU BKJIIOYAIOT OJHO MIIM HECKOJbKO M3 cienyromux: apoomnatuH ([Tapamnatun),
wiucriatud - (Ilmatunon,  Ilnatuaon-AQ), uukiodpochamun  (Lutokcan, Heocap),
nokcopyourmn (Anpuamunus), srono3un (Bemesun), dayopoypauun (5-FU), remuunrtabun
(Temzap), wupunorekan (Kamnrocap), mnaknurakcen (Takcon), Ttomorekan (I'mkamtuh),
BuHKpuctuH (OHkoBuH, Bunkacap PFS), sunOnactun (Benban).

[00121] B gpyrux BapuaHTaXx OCYIIECTBJICHHS HACTOSILIEro u3oOperenus, aHTu-VISTA
COEIMHEHUs U TepaIyH, ONMCAHHbIE B HACTOSIIIIEM OIMMCAHUH, COBMECTHO BBOZST C OJHUM HJIH
HECKOJIbKUMH ~QHTUTENIAaMH HWMMYHHBIX KOHTPOJBHBIX TOYEK, TaKHX Kak, Hampumep,
HUBOJYMad, neMOponuzymad, Tpemenumymad, unmimmymad, antu-PD-L1 aatureno, antu-PD-
L2 anrtureno, antu-TIM-3 antureno, antu-LAG-3v, aHTH-OX40 antuTeno u antu-GITR
AHTUTEJIO.

[00122] B ppyrom BapuaHTe OCYINECTBJIEHHs HACTOsIero usoOpereHus, aHtu-VISTA
COEIMHEHUs] M TEpalu{, OIMCAHHbIE B HACTOSIIEM ONHMCAHUH, COBMECTHO BBOIST C
HU3KOMOJIEKYJISIPHBIM HHTHOUTOPOM HHIONaMUH 2,3-nuokcurenasoit (IDO).

[00123] AwnTu-VISTA coenuHeHUs W KOMITO3UIUU MO HACTOSIIEMY H300pETEHUS MOTYT
ObITb BBENEHBI CYyOBEKTY, HYXXTAIOIIEMyCs B 3TOM, ISl MPEJOTBPALICHHsS (BKIFOYAs
NPENOTBPALICHNE PELUANBA pakKa) WM JIEYeHUs (HampuMmep, CAEpXKUBATb PAa3BUTHE WIIH
yJIydLIeHHe paka MJIM OJHOTO WJIM HECKOJBKUX €ro CUMIITOMOB) paka. JIroboe BemecTso miu
Tepamus (HampuMep, XUMHUOTEpANus, JydeBas Tepamnus, LeJeBble TEepanmuy, TaKhue Kak
uMatuHUO, copadeHnd u BeMypabeHnOd, TOpMOHOTEpaNHsl W/ OUOJIOTHYECKas! TEPAITns HITH

I/IMMYHOTepaHI/ISI), KOTOpBIC 3aBCAOMO IIOJIE3HBIE HJIM KOTOPBIC TPUMECHAIUCH WU
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NPUMEHSIIOTCS B HACTOsSILLEe BpeMsi Uil MPeNOTBpPAILEHHs, JICUSHHs, CAePKUBAHHUE Pa3BUTHUS
WIH yJIy4IleHHe paka WIM OJHOrO WM HECKOJbKHX €ro CHMITOMOB MOTYT MPUMEHSThCS B
COYETAaHNH C COCOMHEHHEM WIJIM KOMITO3UIMEH MO M300PETEeHHI0, ONMHUCAHHBIX B HACTOSIIEMY
omucannu. [IpOTHBOpaKOBbIE BEIECTBA, HO HE OrpaHUUMBAsACh HMH. S-propypawur,
aKTUBHULIMH, aJbJECIEeHKNUH, aJTPETaMUH, aMHHOTIYTETHMHI, aMCAKpWUH, aHACTPO30J;
AaHTPAMMLIMH, acraparvHasa, a3alUTHIWH, a3eTelna, a30TOMULIMH, OaTumacTaT, OMKaIyTaMun;
OneomunHa cyabdar, OpekBHHapaT HaTpus, OpomupumuH, OycyibdaH; KapOOIUIATHH;
KapMyCTHH, KapyOMIIMHA TUAPOXJIOPUA;, Kap3elecuH, ueaeuHrox;,  XxaopamOyLui,
LUPOJIEMULIVH; LUCIUIATHH, KJIaJpUOWH, Me3WIaT KpUCHaToNa, uukiopochamun, nurapaOus,
nakapOasuH, NAKTHHOMULMH, NAYHOMHLMHA TUAPOXJIOPHUA, AeLUTAOWH, JEeKCOPMAILIATHH,
Ae3aryaHuH, Me3wiaT Ae3aryaHuHa, AUA3KBOH, JOLIETAKCeN, AOKCOPYOHUIMH, NOKCOpyOHLIMHA
TUAPOXJIOPHUA, APOJOKCH(EH, LuTpaT JOpoJNIOKCH(EHa, MNPONMHOHAT JPOMOCTAHOJIOHA,
Aya30OMHULMH, JAaTpekcar; S(JOPHUTHHA  THAPOXJIOPUA;  SHIOIUIATHUH,  OSHIIPOMAT;
SUMIPONMANH, SNUPYOMLMHA TUAPOXJOpUA; dpOyio30s;, 330pyOHLIMHA THUAPOXIIOPHUL;
scTpaMycTHH; (ocdar SKCTpaMyCTHHA HATPUS, 3TAHUIA30J, 3TOMO3UI, (dochar 3TONO3UAA;
dazapabun; Qenperunun; duokcypumun, Qocdhar  daynapabuna;,  Quyopoyparw,
dbayoporuraduH; GOCKBUIOH, (OCTPUEIIUH HATPHS;, FeMIUTAOUH; TUAPOXJIOPUI reMIUTaONHa,
TUAPOKCUMOYEBHHA, UAapyOuHa ruapoxnopun; upochamun; mibModocus; unarepieikus 11
(Bximrouasi pekoMOuHaHTHBINA nHTepaeikuH 11, i rIL2), uarepdepon anvda-2a; uarephepon
anb(da-2b; unrepdepon anvda-m; uarepdepon anbda-n3; unrepdepon Oera-1 a; uaTepdhepon
ramma-l b; wunmpormaTHH, WpPHHOTEKaHA TUAPOXJIOPHI, AalETATIIAHPEOTUAA, JIETPO3OI,
JEUNpoNuaa alerar, Japo3oyia THAPOXJIOPHU, JIOMETPEKCONIa HAaTPHeBas COJb, JIOMYCTHUH,
JIO30KCAHTPOHA TUAPOXJIOPUA;, MACOMPOKON, MEKJIOPETaMHHA THIAPOXJOPHI, MErecTpo
aleTaT, MEJICHIrecTpoJjiaerar, MeidanaH, MEHOrapwi, MEpPKaNTONypPHUH, METOTPEKCaT;
METOTpeKCaT HaTpusi, METONpPUH, MeTypeaena, MUTOMHLMH, MHUTOCIEp, MUTOTAH,
MHUTOKCAHTPOHA TUAPOXJIOPUA, MHKO(PEHOJIOBas KHUCJIOTA; HOKOIA30J; OpMaIlIaTHH,
MAKJIUTAKCeNl;, Taracraprasa, NopQpoOMHLMH, NMPEIHUMYCTHH, MpOoKapOa3MHa TUAPOXIOPUL,
NyPOMULIMH; POTJIETUMHI;, capuHTONAa THAPOXJOPHI, CEMYCTHH, CHUMTpas3eH; crmapdocar
HATpUS, CHOAP3OMHLMH, CHUPOMYCTHH, CIHPOIUIATHH, CTPENTOHUIPHH; CTPENTO30LMH,
cynodeHyp; TATN30MHULNH, Teradyp; TEJIOKCAHTPOHA THAPOXJIOPUL; TEMOTIOP(HH; TEHUITO3UT,
TEPOKCUPOH; TECTOJAKTOH, THAMMIIPWH, THOTYaHHH; THOTeNa, THa30(QypHH, TUpPANa3aMuH;
TOIMOTEKAH, TPUMETPEKCAT, TPUMETPEKCcaTa [NIFOKYPOHAT; TPUIITOPENINH, YPaMyCTHH; yperena;

BalpeoTHn; BeprenopduH, BUHOJACTHHA CyJb(aT, BHHKPUCTHHA Cyib(}ar, BUHIECHUH,
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BUH/IECHHA CYJb(]aT; BUHENTUANHA CyJIb(aT, BUHIJIMLIMHATA CYJIb(aT, BUHJIEYPO3HUHA CyJIbdarT;

BUHOpENOWHA TapTpaT; BUHPO3UINHA CYJIb(aT; BUH3OIUANHA CYJIb(aT, BOPO30JI, 3eHUIUIATHH,

3UHOCTATHH,

30pyOuIITHA

TUJIPOXJIOPUL.

Ilenernie

Tepanuu

BKJTFOYAIOT,

HO HE

OTPaHUYMBAIOTCS MMH, WHTMOUTOPBI TUPO3WHKHHA3BI (HAmpUMep, MMaTUHHUO, copadeHnd u

BeMypadeHuo).

Hacrosee

n3o0pereHune

TAaKXKEC

BKJIFOYAECT

BBCACHUC

autu-VISTA

COeIMHEHUE 110 M300PETEeHNI0 B COUETAHNUHU C JIyYeBOW Tepamuel, BKIOYAOIEH MPUMEHEHNE

PEHTTCHOBCKOEC H3JIYUYCHUC,

raMma-u3jaydeHue u ApPyru€ MHCTOYHHUKU U3JIYUCHUA I

pa3pylLIeHHs] PAKOBbIX KJIETOK. JleueHWs paka W3BECTHbI B JAaHHOW OO0JIACTU TEXHUKH H

onucaHbl B TaKO# nurepartype, kak Physician's Desk Reference (57th ed., 2003).

[00124]

AnTH-VISTA aHTHTENa, ONMUCAaHHBIE B HACTOSIIEM HM300pETEHUH, TaKXKe IMOJIE3HBI,

HanpuMep, MpH JIEYSHUH XPOHUYECKUX MH(PEKLIHNOHHBIX 3a0oneBanumii, Takux kak BUY, BHB,

BI'C, u BIII', B yncne npo4ux.

[00125]

Paznmuunbie cBolicTBA M MH(OPMALUS O TOCIEAOBATENILHOCTH [JIsl BBIOPAHHBIX

aHnTu-VISTA anTHTENn nmo Hacrosiemy u3o0OpeTeHuro mnpencrasieHsl B Tabmumax 1A, 1B u 2

HaCTOAILICIO ONMHUCaHUA.

[00126] Tabmuma 1A: IocnenoBatenpHOoCcTH CDR BBIOpAHHBIX MOJHOCTBIO YEJIOBEYECKHX
WIN TYMaHU3UPOBAHHBIX aHTU-uenoBeueckux VISTA anturen
VH . Taxkenasn JNerkan
cemen TaxKenas uenb uenb Taxenas uenb Jlerkas uenb uenb Jlerkas uenb
mAb ID CTBO cdrl (Imgt) cdr2 (Imgt) cdr3 (Imgt) cdrl (Imgt) cdr2 (Imgt) cdr3 (Imgt)
INPYTGEP RAS
GYTFTNYG (SEQID AREGYGNYIFPY ESVDTYANSL (SEQID QQTNEDPRT
VSTB50 B (SEQID NO:1) NO:2) (SEQID NO:3) (SEQ ID NO:4) NO:5) (SEQ ID NO:6)
1IPSSGYS KVS
GYTFTHYT (SEQID ARGAYDDYYDYYAMDY QTIVHSNGNTY (SEQID FQASHVPWT(SE
VSTB53 (SEQID NO:7) NO:8) (SEQID NO:9) (SEQ ID NO:10) NO:11) QD NO:12)
INTYTGES RAS
GYTFTNYG (SEQID ARDYYGIYVSAY ESVDNYANSF (SEQID QQSHEDPYT
VSTB60 B (SEQ ID NO:13) NO:14) (SEQ ID NO:15) (SEQ ID NO:16) NO:17) (SEQ ID NO:18)
IISGGSYT KVS
GFTFRNYG (SEQID ARIYDHDGDYYAMDY QSIVHSNGNTY (SEQID FQGSHVPWT
VSTB95 (SEQ 1D NO:19) NO:20) (SEQ ID NO:21) (SEQ ID NO:22) NO:23) (SEQ ID NO:24)
IIPIFGTA SAS
GGTFSSYA (SEQ ID ARSSYGWSYEFDY QSIDTR (SEQID QQSAYNPIT
VSTB112 D (SEQ. 1D NO:25) NO:26) (SEQ ID NO:27) (SEQ ID NO:28) NO:29) (SEQ ID NO:30)
AAS
GGTFSSYA IIPIFGTA(SEQ ARSSYGWSYEFDY QSINTN (SEQID QQARDTPIT(SEQ
VSTB116 D (SEQ ID NO:31) ID NO:32) (SEQ ID NO:33) (SEQ ID NO:34) NO:35) ID NO:36)
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[00127] Tabmuua 1B: TIlociaenoBaTeNbHOCTH TSDKEIOW U JIETKOW LEMd BbIOPAHHBIX

MOJTHOCTBIO YEJIOBEUYECKUX UM IT'YMAaHU3UPOBAaHHBIX aHTH-dyenoBedyeckux VISTA anturen

ID benka Taxenasa-uenb AA CDS Nerkasa-uens AA CDS

VSTB50 QVQLVQSGSELKKPGASVKVSCKASGYTFTNYGLNWVROQAPGQGLEW | DIVMTQTPLSLSVTPGQPASISCRASESVDT
MGWINPYTGEPTYADDFKGRFVFSLDTSVSTAYLQICSLKAEDTAVYYCA | YANSLMHWYLQKPGQPPQLLIYRASNLES
REGYGNYIFPYWGQGTLVTVSSASTKGPSVFPLAPSSKSTSGGTAALGCL | GVPDRFSGSGSGTDFTLKISRVEAEDVGVY
VKDYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSSLGT | YCQQTNEDPRTFGQGTKLEIKRTVAAPSVF
QTYICNVNHKPSNTKVDKKVEPKSCDKTHTCPPCPAPELLGGPSVFLFPP | IFPPSDEQLKSGTASVVCLLNNFYPREAKVQ
KPKDTLMISRTPEVTCVVVDVSHEDPEVKFNWYVDGVEVHNAKTKPREE | WKVDNALQSGNSQESVTEQDSKDSTYSLS
QYNSTYRVVSVLTVLHQDWLNGKEYKCKVSNKALPAPIEKTISKAKGQPR | STLTLSKADYEKHKVYACEVTHQGLSSPVTK
EPQVYTLPPSRDELTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNYKTT | SFNRGEC (SEQ ID NO:48)
PPVLDSDGSFFLYSKLTVDKSRWQQGNVFSCSVMHEALHNHYTQKSLSL
SPGK (SEQ ID NO:47)

VSTB53 QVQLVQSGAEVKKPGASVKVSCKASGYTFTHYTIHWVRQAPGQGLEW | DIVMTQSPLSLPVTPGEPASISCRSSQTIVH
MGYIIPSSGYSEYNQKFKDRVTMTRDTSTSTVYMELSSLRSEDTAVYYCA [ SNGNTYLEWYLQKPGQSPQLLIYKVSNRFS
RGAYDDYYDYYAMDYWGQGTLVTVSSASTKGPSVFPLAPSSKSTSGGTA | GVPDRFSGSGSGTDFTLKISRVEAEDVGVY
ALGCLVKDYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVPS | YCFQASHVPWTFGQGTKLEIKRTVAAPSVF
SSLGTQTYICNVNHKPSNTKVDKKVEPKSCDKTHTCPPCPAPELLGGPSV | IFPPSDEQLKSGTASVVCLLNNFYPREAKVQ
FLFPPKPKDTLMISRTPEVTCVVVDVSHEDPEVKFNWYVDGVEVHNAKT | WKVDNALQSGNSQESVTEQDSKDSTYSLS
KPREEQYNSTYRVVSVLTVLHQDWLNGKEYKCKVSNKALPAPIEKTISKA | STLTLSKADYEKHKVYACEVTHQGLSSPVTK
KGQPREPQVYTLPPSRDELTKNQVSLTCLVKGFYPSDIAVEWESNGQPE | SFNRGEC (SEQ ID NO:50)
NNYKTTPPVLDSDGSFFLYSKLTVDKSRWQQGNVFSCSVMHEALHNHY
TQKSLSLSPGK (SEQ ID NO:49)

VSTB60 QVQLVQSGSELKKPGASVKVSCKASGYTFTNYGMTWVRQAPGQGLEW | DIVMTQTPLSLSVTPGQPASISCRASESVD
MGWINTYTGESTYADDFKGRFVFSLDTSVSTAYLQICSLKAEDTAVYYCA [ NYANSFMHWYLQKPGQSPQLLIYRASNLE
RDYYGIYVSAYWGQGTLVTVSSASTKGPSVFPLAPSSKSTSGGTAALGCL | SGVPDRFSGSGSGTDFTLKISRVEAEDVGVY
VKDYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSSLGT | YYCQQSHEDPYTFGQGTKLEIKRTVAAPSY
QTYICNVNHKPSNTKVDKKVEPKSCDKTHTCPPCPAPELLGGPSVFLFPP | FIFPPSDEQLKSGTASVVCLLNNFYPREAKY
KPKDTLMISRTPEVTCVVVDVSHEDPEVKFNWYVDGVEVHNAKTKPREE | QWKVDNALQSGNSQESVTEQDSKDSTYSL
QYNSTYRVVSVLTVLHQDWLNGKEYKCKVSNKALPAPIEKTISKAKGQPR | SSTLTLSKADYEKHKVYACEVTHQGLSSPVT
EPQVYTLPPSRDELTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNYKTT | KSFNRGEC (SEQ ID NO:52)
PPVLDSDGSFFLYSKLTVDKSRWQQGNVFSCSVMHEALHNHYTQKSLSL
SPGK (SEQ ID NO:51)

VSTB95 EVQLVESGGGLVQPGGSLRLSCAASGFTFRNYGMSWVRQAPGKGLEW | DIVMTQSPLSLPVTPGEPASISCRSSQSIVH
VASIISGGSYTYYPDSVKGRFTISRDNAKNSLYLQMNSLRAEDTAVYYCAR | SNGNTYLEWYLQKPGQSPQLLIYKVSNRFS
IYDHDGDYYAMDYWGQGTTVTVSSASTKGPSVFPLAPSSKSTSGGTAAL | GVPDRFSGSGSGTDFTLKISRVEAEDVGVY
GCLVKDYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSSL | YCFQGSHVPWTFGQGTKLEIKRTVAAPSVF
GTQTYICNVNHKPSNTKVDKKVEPKSCDKTHTCPPCPAPELLGGPSVFLF | IFPPSDEQLKSGTASVVCLLNNFYPREAKVQ
PPKPKDTLMISRTPEVTCVVVDVSHEDPEVKFNWYVDGVEVHNAKTKP | WKVDNALQSGNSQESVTEQDSKDSTYSLS
REEQYNSTYRVVSVLTVLHQDWLNGKEYKCKVSNKALPAPIEKTISKAKG | STLTLSKADYEKHKVYACEVTHQGLSSPVTK
QPREPQVYTLPPSRDELTKNQVSLTCLVKGFYPSDIAVEWESNGQPENN | SFNRGEC (SEQ ID NO:54)
YKTTPPVLDSDGSFFLYSKLTVDKSRWQQGNVFSCSVMHEALHNHYTQ
KSLSLSPGK (SEQ ID NO:53)




-38 -

VSTB112

QVQLVQSGAEVKKPGSSVKVSCKASGGTFSSYAISWVRQAPGQGLEW
MGGIIPIFGTANYAQKFQGRVTITADESTSTAYMELSSLRSEDTAVYYCAR
SSYGWSYEFDYWGQGTLVTVSSASTKGPSVFPLAPSSKSTSGGTAALGCL
VKDYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSSLGT
QTYICNVNHKPSNTKVDKKVEPKSCDKTHTCPPCPAPELLGGPSVFLFPP
KPKDTLMISRTPEVTCVVVDVSHEDPEVKFNWYVDGVEVHNAKTKPREE
QYNSTYRVVSVLTVLHODWLNGKEYKCKVSNKALPAPIEKTISKAKGQPR
EPQVYTLPPSRDELTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNYKTT
PPVLDSDGSFFLYSKLTVDKSRWQQGNVFSCSVMHEALHNHYTQKSLSL
SPGK (SEQ ID NO:55)

DIQMTQSPSSLSASVGDRVTITCRASQSIDT
RLNWYQQKPGKAPKLLIYSASSLOSGVPSR
FSGSGSGTDFTLTISSLQPEDFATYYCQQSA
YNPITFGQGTKVEIKRTVAAPSVFIFPPSDE
QLKSGTASVVCLLNNFYPREAKVQWKVDN
ALQSGNSQESVTEQDSKDSTYSLSSTLTLSK
ADYEKHKVYACEVTHQGLSSPVTKSFNRGE
C(SEQ ID NO:56)

VSTB116

QVQLVQSGAEVKKPGSSVKVSCKASGGTFSSYAISWVRQAPGQGLEW
MGGIIPIFGTANYAQKFQGRVTITADESTSTAYMELSSLRSEDTAVYYCAR
SSYGWSYEFDYWGQGTLVTVSSASTKGPSVFPLAPSSKSTSGGTAALGCL
VKDYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSSLGT
QTYICNVNHKPSNTKVDKKVEPKSCDKTHTCPPCPAPELLGGPSVFLFPP
KPKDTLMISRTPEVTCVVVDVSHEDPEVKFNWYVDGVEVHNAKTKPREE
QYNSTYRVVSVLTVLHQDWLNGKEYKCKVSNKALPAPIEKTISKAKGQPR
EPQVYTLPPSRDELTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNYKTT
PPVLDSDGSFFLYSKLTVDKSRWQQGNVFSCSVMHEALHNHYTQKSLSL
SPGK (SEQ ID NO:57)

DIQMTQSPSSLSASVGDRVTITCRASQSINT
NLNWYQQKPGKAPKLLIYAASSLQSGVPSR
FSGSGSGTDFTLTISSLQPEDFATYYCQQAR
DTPITFGQGTKVEIKRTVAAPSVFIFPPSDE
QLKSGTASVVCLLNNFYPREAKVQWKVDN
ALQSGNSQESVTEQDSKDSTYSLSSTLTLSK
ADYEKHKVYACEVTHQGLSSPVTKSFNRGE
C (SEQ ID NO:58)

VSTB140*

QVQLVQSGAEVKKPGSSVKVSCKASGGTFSSYAISWVRQAPGQGLEW
MGGIIPIFGTANYAQKFQGRVTITADESTSTAYMELSSLRSEDTAVYYCAR
SSYGWSYEFDYWGQGTLVTVSSASTKGPSVFPLAPCSRSTSESTAALGCL

VKDYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSNFGT

QTYTCNVDHKPSNTKVDKTVERKCCVECPPCPAPPAAASSVFLFPPKPKD

DIQMTQSPSSLSASVGDRVTITCRASQSIDT
RLNWYQQKPGKAPKLLIYSASSLQSGVPSR
FSGSGSGTDFTLTISSLQPEDFATYYCQQSA
YNPITFGQGTKVEIKRTVAAPSVFIFPPSDE

QLKSGTASVVCLLNNFYPREAKVOWKVDN

TLMISRTPEVTCVVVDVSAEDPEVQFNWYVDGVEVHNAKTKPREEQFN

ALQSGNSQESVTEQDSKDSTYSLSSTLTLSK

STFRVVSVLTVLHODWLNGKEYKCKVSNKGLPSSIEKTISKTKGQPREPQ

ADYEKHKVYACEVTHQGLSSPVTKSFNRGE

VYTLPPSREEMTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNYKTTPP

MLDSDGSFFLYSKLTVDKSRWQQGNVFSCSVMHEALHNHYTQKSLSLS

PGK (SEQ.ID NO:59)

C (SEQ ID NO:56)

VSTB149*4

QVQLVQSGAEVKKPGSSVKVSCKASGGTFSSYAISWVRQAPGQGLEW
MGGIIPIFGTANYAQKFQGRVTITADESTSTAYMELSSLRSEDTAVYYCAR
SSYGWSYEFDYWGQGTLVTVSSASTKGPSVFPLAPSSKSTSGGTAALGCL

VKDYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSSLGT

QTYICNVNHKPSNTKVDKKVEPKSCDKTHTCPPCPAPPVAGPDVFLFPP

DIQMTQSPSSLSASVGDRVTITCRASQSIDT
RLNWYQQKPGKAPKLLIYSASSLQSGVPSR
FSGSGSGTDFTLTISSLQPEDFATYYCQQSA
YNPITFGQGTKVEIKRTVAAPSVFIFPPSDE

QLKSGTASVVCLLNNFYPREAKVOQWKVDN

KPKDTLMISRTPEVTCVVVDVSHEDPEVKFNWYVDGVEVHNAKTKPREE

ALQSGNSQESVTEQDSKDSTYSLSSTLTLSK

QYNSTYRVVSVLTVLHQDWLNGKEYKCKVSNAALPAPIAKTISKAKGQP

ADYEKHKVYACEVTHQGLSSPVTKSFNRGE

REPQVYTLPPSREEMTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNYK

TTPPVLDSDGSFFLYSKLTVDKSRWQQGNVFSCSVMHEALHNHYTQKSL

SLSPGK (SEQ ID NO:60)

C(SEQ ID NO:56)

VSTB174*

QVQLVQSGAEVKKPGSSVKVSCKASGGTFSSYAISWVRQAPGQGLEW
MGGIIPIFGTANYAQKFQGRVTITADESTSTAYMELSSLRSEDTAVYYCAR
SSYGWSYEFDYWGQGTLVTVSSASTKGPSVFPLAPSSKSTSGGTAALGCL

VKDYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSSLGT

QTYICNVNHKPSNTKVDKKVEPKSCDKTHTCPPCPAPELLGGPSVFLFPP

DIQMTQSPSSLSASVGDRVTITCRASQSIDT
RLNWYQQKPGKAPKLLIYSASSLQSGVPSR
FSGSGSGTDFTLTISSLQPEDFATYYCQQSA
YNPITFGQGTKVEIKRTVAAPSVFIFPPSDE

QLKSGTASVVCLLNNFYPREAKVOWKVDN

KPKDTLMISRTPEVTCVVVDVSHEDPEVKFNWYVDGVEVHNAKTKPREE

ALQSGNSQESVTEQDSKDSTYSLSSTLTLSK
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QYNSTYRVVSVLTVLHODWLNGKEYKCKVSNKALPAPIEKTISKAKGQPR | ADYEKHKVYACEVTHQGLSSPVTKSFNRGE

EPQVYTLPPSREEMTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNYKT | C(SEQ ID NO:56)

TPPVLDSDGSFFLYSKLTVDKSRWQQGNVFSCSVMHEALHNHYTQKSLS

LSPGK (SEQ ID NO:61)

*TlocnenoBaTenpHOCTH KOHCTaHTHOro yuactka B VSTB140, VSTB149 u VSTBI174
MOAYEPKHYTHL. “AMHUHOKHCIOTHBIE OCTATKH, TIPHAAIOIIHE YCTONYHBOCTD K MPOTEa3e B TAKENOi

uert VSTB 149 BrineneHsl ®KUPHBIM MPUPTOM.

[00128] Tabnuua 2: Koncranra quccouuanuu (Kp) ms Beiopannbix antu-VISTA anturen

O6pasel, KD (M) kal (1/Mc) kd1 (1/c)
S1 1.71E-10 1.69E+06 2.89E-04 1.09E-10 1.11E+06 1.21E-04
S40 5.07E-10 1.46E+05 7.40E-05 6.96E-10 1.39E+05 9.69E-05
S41 6.32E-10 4.82E+05 3.05E-04 3.10E-10 7.08E+05 2.19E-04
S42 1.04E-10 1.05E+06 1.09E-04 2.65E-10 5.13E+05 1.36E-04
S43 2.64E-11 1.25E+06 3.30E-05 5.28E-11 1.18E+06 6.22E-05
S44 2.53E-11 1.23E+06 3.12E-05 6.40E-11 9.93E+05 6.36E-05
S45 2.35E-11 1.58E+06 3.72E-05 2.58E-11 1.46E+06 3.77E-05
S46 1.06E-10 1.56E+06 1.66E-04 2.96E-10 1.50E+06 4.44E-04
sa7 3.56E-10 5.14E+05 1.83E-04 2.52E-10 5.69E+05 1.43E-04
S33 8.30E-10 1.23E+06 1.02E-03 1.22E-09 8.96E+05 1.10E-03
S34 1.08E-09 5.95E+05 6.43E-04 2.80E-09 5.20E+05 1.46E-03
S35 8.06E-11 2.08E+06 1.68E-04 1.35E-10 1.78E+06 2.41E-04
S36 6.29E-11 1.77E+06 1.12E-04 2.90E-11 1.58E+06 4.58E-05
S37 2.23E-09 5.10E+05 1.14E-03 4.43E-09 3.94E+05 1.75E-03
S38 2.26E-09 5.18E+05 1.17E-03 2.03E-09 5.37E+05 1.09E-03
S39 5.62E-10 3.97E+05 2.23E-04 3.47E-10 4.15E+05 1.44E-04
S25 1.31E-09 6.21E+05 8.12E-04 1.10E-09 5.65E+05 6.24E-04
Het
S26 CBA3bIBAHUA 3.53E-09 2.38E+05 8.41E-04
S27 1.13E-09 8.86E+05 9.97E-04 1.61E-09 7.12E+05 1.15E-03
S48 3.12E-10 1.24E+06 3.87E-04 1.21E-09 8.78E+05 1.06E-03
S28 2.03E-09 1.08E+06 2.19E-03 2.03E-09 9.30E+05 1.88E-03
S29 3.78E-11 1.42E+06 5.38E-05 8.90E-11 9.06E+05 8.06E-05
Het

S30 CBA3bIBAHUA Het cBA3bIBaHMA

S31 Cnabas cBfi3b Cnabas cBfisb

S32 Cnabas cBf3b Cnabas cBfisb

S15 9.34E-11 6.46E+05 6.04E-05 5.13E-10 3.50E+05 1.80E-04
S16 1.26E-10 5.54E+05 6.99E-05 1.92E-10 4.43E+05 8.53E-05
S17 7.68E-10 9.88E+05 7.59E-04 4.10E-10 7.09E+05 2.91E-04
S18 2.28E-09 4.90E+05 1.12E-03 1.05E-09 3.13E+05 3.29E-04
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§19 1.54E-09 1.02E+06 1.58E-03 2.86E-10 7.03E+05 2.01E-04
$20 1.48E-09 6.67E+05 9.85E-04 4.57E-10 6.36E+05 2.91E-04
§21 3.18E-09 3.16E+05 1.00E-03 1.34E-09 2.70E+05 3.60E-04
§22 2.98E-09 1.09E+06 3.25E-03 1.27E-09 1.25E+06 1.59E-03
S6 6.36E-10 5.28E+05 3.36E-04 3.02E-10 5.98E+05 1.80E-04
57 6.75E-10 1.31E+06 8.87E-04 3.27E-10 1.15E+06 3.75E-04
S8 1.15E-10 1.89E+06 2.18E-04 5.97E-11 1.25E+06 7.48E-05
S9 1.67E-10 1.87E+06 3.11E-04 9.31E-11 1.27E+06 1.18E-04
$10 8.90E-11 1.55E+06 1.38E-04 4.30E-11 1.22E+06 5.27E-05
§12 4.94E-10 1.57E+06 7.76E-04 2.39E-10 1.19E+06 2.86E-04
§13 1.02E-10 1.42E+06 1.44E-04 6.46E-11 9.55E+05 6.17E-05
$14 2.02E-10 1.26E+06 2.55E-04 7.55E-11 1.12E+06 8.43E-05
S1 2.06E-10 1.60E+06 3.29E-04 8.35E-11 1.21E+06 1.01E-04
§2 1.56E-10 9.74E+05 1.52E-04 8.66E-11 7.25E+05 6.28E-05
S3 4.33E-11 9.07E+05 3.93E-05 4.89E-11 7.41E+05 3.63E-05
S4 1.52E-10 8.98E+05 1.36E-04 7.54E-11 6.93E+05 5.23E-05
549 1.45E-10 1.01E+06 1.46E-04 1.04E-10 7.28E+05 7.60E-05
S5 2.13E-10 1.25E+06 2.67E-04 1.37E-10 8.51E+05 1.17E-04
ITPUMEPDBI

[00129] TIIPUMEP 1. AHAJIM3 OKCIIPECCHMU VISTA HA YEJIOBEUYECKUX
I'EMOITIOOTUYECKHUX KJIETKAX

[00130] CrnocoOsr:

[00131] [IlomroToBka W oOkpammBaHHe CBexXuX denoBedecknx PBMCs nns skcnpeccun
VISTA

[00132] Oxcnpeccus VISTA Obuta m3ydeHa Ha CBEKEBbIIEIEHHBIX denoBedecknx PBMCs
(MOHOHyKJIeapax nepupepuIecKoldl KpPOBH) OT Pa3IMYHBIX JOHOPOB. AHTH-YEJIOBEUECKHUE
VISTA-6uotun (GA-1) mpumensn mist okpamuBanusi (5 mkr/mut). Memmunsie 1gGl, K-
ounotuH (Kimor MOPC-21 mipu 5 MKI/MiT) IPUMEHSTH B KA4€CTBE KOHTPOJISI H30THIIA.

[00133] [oHOpckuil MaTepuan

[00134] OO6pasusr kpou Obutn ToNydeHbl OT Biological Specialty Corp. (Colmar, PA) u
Obutn cOOpaHbl M MPOAHATU3UPOBAHBI B TOT e AeHb. 10 MJI LEeTbHOH KpPOBH, COAEp Kallei

renapuHa cyynbdar, ObUTH JOCTABJIEHBI AJIsl aHAJIN3A.

[00135] TIIpuroroeneHue oOpasma
[00136] Kposb passogunu 1:1 B crepunbHOM PBS. 22 M1 pa36aBneHHOI myOBUHHON KPOBU

Hacnmansanu Ha 20 ma crepunbHble Ficoll-Hypaque (GE Healthcare Cat# 17-144003) B 50 mn
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KOHM4Yecknx mnpodbupkax. IIpodupku nenrpudyruposamu mpu 1800 o6/mMuH B Teuenue 20
MHUHYT TIpU KOMHATHOW Temmeparype. MOHOHyKJeappl Ha TpaHHUIE pasfena IMocie
LeHTpHU(yTrupoBaHus coOMpany ¢ mMpUMeHeHneM | M1 UIeT-103aTopa U 00benuHs I B Be S0
M kKoHuueckne mnpobupku. CrepunpHbli PBS nmobapnsmm B kaxknyr mnpoOupky H0
nocTrkeHus1 oovema 50 mut u kietkn neHrpudyruposanu npu 300g B Teuenue 10 MuHyT npu
4°C. CynepHatant cbpaceBamu. Knerku pecycrnenmupoBaiu B 50 mi crepuibHoro PBS wu
npoOupku uentpudyruposanu npu 300g B Teuenwe 10 munyt npu 4°C. CynepHaraHT
cOpacbiBanu. Knetku obvenuusnm u pecycneHaupoBanu B 50 mu crepunpHoro PBS rno
HOZICUeTa.

[00137] TIpoTokon OKpalMBaHUs: 3aMOPOKEHHYIO IPOOUPKY, copepkantyio 5x107 PBMCs,
NPUMEHSIIN JUTsl yPAaBHUBAHMS KOHTPOJIEH U B KAUeCTBE KOHTPOJIS AJIsl OKPAIIUBAHMSL.

[00138] bBbutn UCTIONB30BAHBI CIEAYIOLINE PEAreHThI W/UJIH PACXOIHbIE MAaTEPHAIBI:

[00139] FACS Oydep ansa oxpammBanus (BSA) or BD Biosciences (Cat# 554657) Obun
nonosHeH 0.2% EDTA; ¢pocharHo-conesoii Oydepnbiii pactsop (PBS) (Gibco cat#14190); 96-
JYHOUHBIH  TOJMIIPONMJICHOBBIH  KpyrjomoHHel mianmer (BD  #3077); 12 wmn
NOJIMMPOIMIEHOBbIE  KacceTHble mpobupku (Corning #4451); OMOTMHHIMPOBAHHBIN aHTHU-
VISTA «xion GA-1 or ImmunoNext Lot# 080612B (mpumenssiu B S5 MKI/Mi);
ouornHuuposanHbie mIgGl, kouTposs K nzoruna (Kinon MOPC-21); Biolegend cat#400104,
Lot#B116649 (nmpumensiin B 5 MKr/mi); aHTH-dyenoBedeckne antutena (Cmorpu Tabmuiy
OKpAIIMBAHUSl HIDKE), KpPAaCUTENb >KHBBIX/MEPTBbIX B OMIKHEW WH(PpPaKpacHOH oO0macTH
(Invitrogen, cat# L10119); u pearents! ctpentaBuauHa, Bkitrodas STP-APC (BD Biosciences
cat#554067, Lot#04251) (mpumensuin B 1:200 passemenun B FACS Oydepe), STP-PE
(Biolegend cat# 405203, Lot#B139688) (mpumensuu npu 1:200 passeneruu B FACS Oydepe),
STP-PE Cy7 (moka3zan Hecieunpudeckoe CBsi3blBaHHE B oOpasuax KoHTposs uzoruna), STP-
Q605 (Invitrogen cat# Q10101MP, Lot#53449A) (mpumensin npu 1:200 passenenun B FACS
oydepe).

[00140] IIpoTOKOJ OKpalIMBAHUA KJIETOUYHOWU MOBEPXHOCTH

[00141] Tlepen oxpamupanuem, 1x10° kneTok mepeHOCHIN B 96-TyHOUHbIE KPYIJIOMOHHbIE
raHmeTel 1 npomeBain ¢ 150 mxn PBS. ITnanmers! 3arem nentpudyruposamu npu 1300
00/muH nipu 4°C B TedeHnE 3 MUHYT.

[00142] [lanee kyierku npoMbIBagu BHOBb B PBS 1 neHTpudyruposaiy, Kak OMMUCAHO BHIIIE.
[00143] OxpamuBaHue KUBBIX/MEPTBBIX 3aTeM ocymecTsisu B S0 Mxa PBS, conepskamero

0.25 MKJ KpacHTessl KMBBIX/MEPTBbIX B OnkHell nH(ppakpacHoi obmactu. Uepes 10 mMuHyT
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NPy KOMHATHOH Temrepartype JyHku npombiBaiu ¢ 150 mxi Oydepa ms okpamusanust FACs
u uenrpudyruposamun npu 1300 o6/mma mpu 4°C B Teuenme 3 wmuHyT. CynepHaTaHT
cOpaceiBay.

[00144] Kierku OnokupoBaiu ¢ 4denaoBedeckoil ceiBoporkoi mpu 1:100 B 50 mxn Oydepa
s okpamuBaaus FACS. Ilnanmersr nakyouposamu npu 4°C B Teuenue 15 munyT. JIyHKH
3ateM npombiBasu ¢ 150 mxn Oydepa nist okpamuBarus FACs u nearpudyruposanu mpu 1300
00/muH nput 4°C B Teuenne 3 MuHyT. CynepHaTaHT cOpachIBaIH.

[00145] Cwmech, comepskalIylo CIeNyIOLINe aHTUTENA, 3aTeM NOOABISUI B KAKIYIO JIYHKY
I OKpaminBaHHUs noBepxHocTU: Cmecu ommcanbl B Tabmunax 3-6 Himke. Kaknmas cmech
NPUMEHSIACh Pa3AEIbHO OT APYTUX B 3aBUCUMOCTHU OT U3Y4YaeMOMH MOy JISILIUH.

[00146] Tabnuua 3: OxkpamnBaHUe KJIETOYHOU JIMHUH

MuweHb
Tutp
(mKkn/10
Ddntoopoxp Kpbl | Yenose MNocTaBum 6
om AHTUreH Mbiwwb ca K M3otun KnoH K Cat No. Lot No. KNeToK)
FITC/AF48
8 CD19 X mlgG1l HIB19 Biolegend 302206 B123019 2
PE CD11b X mlgG1, K | ICRF44 BD Bio. 555388 45134 2
PerCP- mlgG2a,
Cy5.5 HLA-DR X K G46-6 BD Bio. 560652 25161 0.5
PE Cy7 CD16 X mlgG1, K 3G8 BD Bio. 557744 87825 0.2
NIR
APC Cy7 Live/Dead X
AF700 CD56 X mlgG1, K B159 BD Bio. 557919 19470 1
APC/AF647 VISTA-Bio X
PB/V450 CD3 X mligGl, K | UCHT1 BD Bio. 558117 90926 0.5
mlgG2a,
Q605 CD14 X K TuK4 Invitrogen Q10013 1049158 0.2
[00147] Tabnuua 4: OxpammBanue T KJIeTOK
MuweHb
Tutp
(mrn/10°
Dnoopoxpom AHTUrEH Mbiwb | Kpbica | YenoBek M3oTnn KnoH MocTaBWmK Cat No. Lot No. KneTok)
migG1,
FITC/AF488 CD4 X K RPA-T4 BD Bio. 555346 38460 2
VISTA-
PE Bio X
migG1,
PerCP-Cy5.5 CD8 X K RPA-T8 BD Bio. 560662 1037 0.5
migG1,
PE Cy7 CD56 X K B159 BD Bio. 557747 47968 0.5
APC Cy7 NIR X
mligG2a,
AF700 CD45R0O X K UCHL1 Biolegend 304218 | B143062 1
APC/AF647 TCRgd X mlgG, K B1 Biolegend 331212 | B126473 2
migG2b,
PB/V450 CD45RA X K HI1100 BD Bio. 560363 90928 0.5
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| Q655 | CD3 | | | X |mIgGZa| s4.1 | Invitrogen |Q10012| 982352| 0.5 |

[00148] Tabmuua S: DC okpamnBanue

MuweHb
Tutp
dnoopoxp Kpbl | Yenose MocTtaBwy (mKrn/108
oM AHTUTEH Mbiwb ca K M3otnn KnoH K Cat No. Lot No. KNeToK)
FITC/AF488 Linl X Mix Mix BD Bio. 340546 | 2152758 5
migG1,
PE CD11c X K BD Bio. 555392 45123 2
PerCP- migG2a
Cy5.5 HLA-DR X , K G46-6 BD Bio. 560652 25161 0.5
APC Cy7 NIR X
migG1, HB15
APC/AF647 CD83 X K e BD Bio. 551073 57688 2
migG1,
Bv421 CD123 X K 6H6 Biolegend | 306017 | B148193 0.5
Q605 VISTA-Bio X
[00149] Tabnuma 6: MuenongHoe OKpalliuBaHHEe
MuweHb
Kp Tutp
dnroopoxp bic | Yenose (mKkn/10°
om AHTUrEeH Mbliwb a K M3otun KnoH Nocraswuk | Cat No. Lot No. KNeToK)
HM3-
FITC/AF488 CD33 X migG1l 4 Biolegend 303304 | B100963 3
migG1, ICRF4
PE CD11b X K 4 BD Bio. 555388 45134 2
APC Cy7 NIR X
APC/AF647 | VISTA-Bio X
mlgG1, Q1005
Q605 CD45 X K HI30 Invitrogen 1 880470 1

[00150] [Ilocne oxpamiMBaHUsl NMOBEPXHOCTH, KJIETKH IMPOMBIBAIN [BAXIbL, KaK OINHCAHO
BeIlIe, ¢ Oydepom anst okpammBanus FACS u uentpudyruposanu npu 1300 o6/mun npu 4°C
B TeueHne S muHyT. OOpasubl pecycnenauposaiu B S0 mxi Oydepa st okpammsanus FACS,
COIEepIKalero COOTBETCTBYHOIIMK  (DITFOOPECLIEHTHO-MEeUeHHbIH cTpentaBuauH.  OOpasiis
uHKyOuposamu npu 4°C B Teuenne 30 munyT. Knerku nmpomsiBanu ¢ 150 mxn Oydepa mis
okpammusanusi FACS u nenrpudyruposamu npu 1300 o6/mun nmpu 4°C B TedeHHE 5 MUHYT.
DTy CTaguio MPOMBIBKU MOBTOPSUTH, O TOTO 00pa3ibl pecycrneHaupoBaiu B 250 mkn Oydepa
s okpamuBanusg FACS. OO6pasuel anammsupoamun Ha BD LSRFortessa™  kieToyHOM
anamusarope (BD Biosciences) B TOT ke JIeHb.

[00151] [laHHbIC aHaNM3a

[00152] [laHHbIE OPOTOYHOH LMTOMETPUU NOBTOPHO AHAIM3UPOBAIN C MNPUMEHEHHUEM

nporpamMmHoro obecneueHust FlowJo Version 9 nist monydeHus: KOHKPETHBIX (PEHOTUITHYECKUX
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nonyasuui. Iloncdyer cpenHero reoMeTpUYeCKOro NMPUMEHSIN Ui CPABHEHHUS 3KCIIPECCUU
VISTA B pasnuuHbIX KJIETOUHBIX cyOnomymsauusix. Kaknast momysuust Oblta HOpMain30BaHa
s (OHAa C TIOMOLIBK BBIYUTAHUS 3HAYEHUH KOHTPOJSI M30THIA W3 3HAYEHWH OOpasIoB,
oOpabarbBaembix aHTU-VISTA. I'papuku monydanmm B Prism M cratucTuyeckue TaHHbBIE
NOJIy4ajau C MPUMEHEHHeM JitoOoro 3HadeHus CThIOJIEHTA, €CJIM CPAaBHUBAJIHMCH TOJBKO /IBa
obpasua, wuiaM OAHO(GAKTOPHOTO IHCIEPCHOHHOTO aHalu3a C IOBTOPHOW MpPOBEPKOH
boudepponu.

[001S3] Pesynbrarsl:

[00154] Oxcnpeccus VISTA Ha  yenoBeueCcKMX  MHMEJIOUAHBIX U JTUM(OUAHBIX
CyOTIOMy JIALIMSX :

[001S5] Kak nokaszano Ha ®@urypax 2A-2E, 3A-3G, 4, SA-5B u 6A-6C, skcnpeccust VISTA
Ha CD14" MOHOUMTaX 3HAYMTENHHO OTJIMYANach OT BCeX Apyrux mnomyJsinumii (p < 0.001).
Hukaknx CyIIeCTBEHHBIX Pa3IUUUil MEXAy APYTMMHU TMOMyJSALUSIMHA He ObU1o. MOHOLUTSI
HKCIPECCHPOBaNH cambie Bbicokue ypoBHu VISTA B mepudepuueckoii kposu, ¢ CD14"CD16°
cyGmomnysiimeli, UMErIUM 3HAYUTENbHO BBICOKHI ypoBeHb skcmpeccun, dem CD14°CD16”
kierku. Torma kxak APCs mnokasamum ymepennyroo oskcnpeccuto VISTA, numdounnnbie
CyOTonyJISIMU TTOKA3aJId HU3KUE YPOBHH SKCIPECCHH.

[00156] Oxcnpeccust VISTA Ha T u NK cyOnmonyasiiusix 4eioBeka:

[00157] Kak nokaszano Ha ®urypax 7A-7E, 8A-8G u 9, ¢ NK cy6nonymamusamu, CDS56
KJIETKH MOKA3bIBAM CYIIECTBEHHO Oonee BhICOKHE ypoBHHU skcnpeccun VISTA, wem CDS56H
NK xnerku. Cy6mnonymsiiun T kinerok, CD8" KIeTkM maMsTu SKCIPEeCCUpoBanu Gosee
BBICOKME YPOBHHU DKCIIPECCHM, XOTSI OHU HE SBJSIOTCS 3HAYMTENLHO Bhime, 4yeM y CD8" umm
CD4" untaktHbIX T KIETOK.

[00158] Oxcnpeccus VISTA Ha cyOnomnysisinusix 4eJI0BEYECKUX NEHAPUTHBIX KJIETOK:
[00159] Kak noka3ano Ha @urype 10A-10D, 11A-11C u 12, HeT cyIIeCTBEHHBIX Pa3IuYHi
B skcrpeccun VISTA; DCs u 6a3zoduibl mokasanu HU3KHHA ypoBeHb 3kcrpeccun VISTA, y
TUTA3MOLIMTOUIHBIX EHAPHUTHBIX KJIeToK (pDCs) kak mpaBuiio, BBILIE, HO HE B 3HAYUTEIBHOM
CTENeHU.

[00160] BriBoa: [lanHble pe3ynbTaThl mokasbpiBanu skcrnpeccuto VISTA Ha paznuynbIx
cyOnonyJsIMsax UMMYHHBIX KJIeTOK, B uTo VISTA skcmpeccupyercs Ha MOHOLUTAax B Ooiee
BBICOKMX YPOBHSIX, C HEKOTOPOH 3Kcrpeccueil Ha pa3nudebix cyomonysimusax T kinerok u NK

KJIETOK, U IPAKTUYECKU OTCYTCTBYET 3KCIpeccus Ha B kneTkax.
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[00161] TIPUMEP 2: DKCIIPECCHUS VISTA HA KJIETKAX ITEPU®EPHYECKOM
KPOBU

[00162] CmocoOsr:

[00163] OxpamuBanue uedbHOW KpoBU: CBEKEBBIIENEHHYIO HeNbHYI KpoBb (100 mKi)
OKpAIIMBaJIH CMECHIO AHTHUTEN, KaK YKa3aHO HIDKE, MPH MHKyOauuu B TedeHue 30 MUHYT MpH
4°C. Dputrpouuntsl (RBCs) mu3uposanu ¢ musupyromum oydepom RBC, a octaBmmecs: kieTku
npombiBasii 1x Oydepom ans okpammsanus. Knerku pecycnenauposaiu B 200 Mk Oydepa
1 okpaiiuBaHus. JlanHble coOupany ¢ npuMeHeHneM nporouHoro nuromerpa MACSQuant u
aHAJIM3UPOBAJIN C IPUMEHEHHeM IporpaMmMsbl aHanusa FlowlJo.

[00164] OxpamnBanne MOHOHYKJIeapoB nepupepuueckoit kposu (PBMCs): MoHOHYKI€aphI
nepugepruIeckoil KPOBU BBIIEISUTN U3 LIENIbHOW KPOBH C NMPHUMEHEHHeM rpaaueHta dukosa.
Caexenbiaenennbie 1x10° PBMCs okpammbanu cMechio aHTuTen B 100 Mkn Oydepa mns
okpammuBanusi. O6pasusl nHKyOupoBanu B TedeHue 30 muHyT npu 4°C, 3aTeM NpOMbIBAIN
omuH pa3 Oydepom s okpawmmsanus. Knerku pecycnenauposanu B 100 mkn Oydepa s
okpammBanusi. JlaHHbIe coOupanu ¢ mpuMeHeHueMm nporouyHoro ruromerpa MACSQuant®
(Miltenyi Biotec) n ananusupoBanu ¢ npuMeHeHue porpaMmel ananusa FlowJo.

[00165] Amnrturena Owitum ucnoss3oBanel CD11b, CD33, CD177, CDl16, CDI15, CDI14,
CD20, HLADR, CD3, CD4, CD8, CD127, CD69, u FOXP3 anrtutena (Biolegend, San Diego,
CA). APC-xonblorupoBaHHble MblHHbIe aHTH-dejoBedeckne VISTA (kmorn GG8) Obum
npoussenenbl ImmuNext (Lebanon, NH).

[00166] Brisoasr:

[00167] Oxcnpeccusi VISTA Ha kneTkax nepudepuueckoil KpOBU 3J0POBOr0 YeIOBEKa
[00168] IlenbHast KpOBb M MOHOHYKJIE€apbl Tepudepudeckoil KPOBH aHAIU3UPOBAIU Ha
skcripeccuto VISTA ¢ mpuMeHeHHeM MHOIOLBETHOH mpoTo4Hoi nutoMeTpun. Kak mokasaHo
Ha Qurypax 15A u 15B, HauGonee Bbicokue ypoBHU 3kcnpeccuu VISTA Obuti 0OHapy KEeHBbI
Ha MOHouLMTax, 3areM Ha HehTpodmmax. Kak CD4+ tak u CD8+ T kieTku 3KCIpecCHpOBaIIH
Hu3kuil yposeHnb VISTA, kak nokasano Ha @urypax 13C u 13D.

[00169] Oxcmpeccus VISTA Ha knerkax nepudepudeckoldl KpOBH MAMEHTOB, OOJBHBIX
pakoMm

[00170] Kak mnokazano Ha @urypax 14A-C, ObuiM NpoaHATM3UPOBAHBl MOHOHYKJIEAPHI
nepuepudeckoir kposu (PBMCs) or mnamueHtoB ¢ pakom Jjerkux. Ha ®@urype 14A
IPEACTABJIEH TOKA3aTEIbHBIM IIOT, MoKasbiBaromui aHaou3 CD14” monomuroB m CD15"

CYTNIPECCUPYIOMNX KJIETOK MuenouaHoro mpoucxoxaeHus (MDSCs). Pesynbprarsl mokasajm,



- 46 -

uto (enorunmuecku CDI15" knerku npencraiusior coboii MDSCs  HelTpodunbHOro
npoucxoxaeHusi. Kpome Toro, naHHble KJIETKH OTCYTCTBYIOT B OOpasumax KpPOBH 30POBOTO
yenoseka. Ha @urype 14B npencrasnena nokasarenbHas rucrorpamma skcrpeccuu VISTA Ha
NPOM3BOJHBIX MOHOLIUTOB 370POBBIX JIFOAEH M MAlIMEHTOB, OOJBHBIX PAKOM, YKa3bIBArOIIast HA
Oosnee BhicOKMe ypoBHU skcmpeccun VISTA Ha kieTkax mnamnueHTta, OOJBHOTO PakoM, IO
CPaBHEHHMIO CO 3/IOpPOBBIMH JIIOIbMH. AHAJIOrHYHO BbICOkHE ypoBHH VISTA Obuin
oOHapy>keHsl Ha MDSCs nanneHToB, OONBbHBIX pakoM, Kak rnokasaHo Ha @urype 14C.

[00171] Ha Purype 15A mnpencrasneH mnokasarenpHelii mioT FACS, mnokasbiBaromiuii
npucytctBue MDSCs HeHTpopuIbHOrO NPOMCXOKAEHUS B KPOBU MAIEHTOB, OOJIEOIINX
paxom toscroil kumiku. Ha ®@urypax 15B u 15C npeacrasneHsl noka3aTeapbHble THCTONPAMMBI,
nokasbIBarole Hanbosee BbicOkUe ypoBHU skcripeccun VISTA Ha MoHOLMTAX MalyeHTOB,
OOJIBHBIX PAKOM, TI0 CPABHEHHIO ¢ 00pa3LaMiu JOHOPCKOI KPOBH 30POBBIX JIFOAEH.

[00172] Oxcnpeccust VISTA Ha kierkax nepugepudeckoil KpOBH SIBAHCKOTO MaKaka
[00173] Kax noka3ano Ha @urypax 16A u 16B, ananu3 npoTOYHON LUTOMETPHUH LIEIBHOU
KPOBH Makak nokaszan npo¢uib sxcrpeccuu reHa VISTA cxoxuil ¢ 4eI0BeueCKMHU KIETKaMH.
Kak MOHOLMTBI, Tak U HEUTpOQHIIBI SKCIpeccupoBaan Hanbosee Boicokue yposHu VISTA mo

cpasHeHnto ¢ CD4™ (®urypa 16C) u CD8” (®urypa 16D) T kierkamu.

[00174] TIPUMEP 3: DOKCIIPECCHUA VISTA B heme 3JIOKAYECTBEHHBIX
KJIETOYHBIX JINHWI HA YPOBHE PHK U HA YPOBHE BEJIKA

[00175] Tlockoabky VISTA skcmpeccupyercss B heme 3J0KayeCTBEHHBIX 0O0pa3OBaHUM,
anTu-VISTA aHTHTENna MOTEHILMAbHO MOTYT HAleNUBaThbCsA Ha 3JI0KAUeCTBEHHbIE KIETH AJis
paspyenus, a Taxke omokupoBanus VISTA u BbI3BIBAHHS MPOTHBOOMYXOJIEBBIX UMMYHHBIX
OTBETOB.

[00176] [Hannble BrmouaroT aHanmu3 cekBeHupoBanuss PHK (RNAseq) ~140 heme
3JI0KAQUYECTBEHHBIX KJIETOYHBIX JIMHUN (HEKOTOPBIE KJIETOYHBIE IMHIU MOBTOPSIIOTCS B AHAJIH3E).
Jlanuble nokasansl Ha Qurype 17.

[00177] 3nauenns RNAseq umciurbes kak 3HaueHuss FPKM (¢parmeHTOB Ha ThICSUY
OCHOBAHHUH 5K30HA HA MUJUTMOH KapTUPOBAHHBIX ()PArMEHTOB).

[00178] Ilo cywmecTBy, 3TO O3HA4YaE€T, YTO, BCE MPOUYTEHMs], BCTPEUAIOINHNECS B SK30HHBIX
y4acTKax I'eHa, MOACYUTHIBAINCH M HOPMAJIM30BAIHMCh KaK IO JJIMHE T'€HA, TaK U MO o0umeMy

KOJINYECTBY NMPOYTEHUIH Ha oOpaszen (YuuThBas pasnuuus Mexay oOpasuamu). IIpenenbhHoe
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3HaYeHHe COCTaBysieT 1; Bhiue | sBIsIETCS MOJOXHUTENbHBIM Ut >Kcnpeccnn VISTA (Ha
yposHe PHK), Hrxe 1 siBnsiercss HeraTuBHBIM 11t skcripeccun VISTA.

[00179] PesynpTaThl NOKA3aJid, YTO MHOTME KJIETOUYHbIE JINHUM SIBJISIFOTCS MOJOKUTEIBHBIMU
Ha yposHe PHK, mnpexae Bcero oOCTpOro MHUEIOHIHOIO JIEHMKO3a M XPOHUYECKOIO
MUEJIOT€HHOTO JIeHKo3a. ITO MOKHO ObUIO Okuaath, mockoiibky VISTA skcmpeccupoBaicst B
HanOoJsiee BBICOKMX YPOBHSIX B HOPMAJIbHBIX MHUEJOUAHBIX KJIETKAX, U IOCKOJBKY €ro
byHKUMeH SBISIETCS TPEANOJOXHUTENIBHO OciHa0leHne HWMMYHHOTO OTBETa, BKJIKOYAs

MNPOTHUBOOIYXOJICBbIC UMMYHHBIC OTBETHI.

[00180] IIPMMEP 4: BBIPABOTKA MOHOKJIOHAJIbHbBIX AHTUTEJI IIPOTHUB
VISTA

[00181] II>HHuHT dara

[00182] [IBanguaTe yeThpe SKCIIEPUMEHTA IMOYHHUHTA (hara OCYLIECTBIISUIN AJsi 0OOraIieHus
¢ara, peaxtuBHoro k VISTA-His sBanckoro makaka. bemox VISTA sBaHckoro makaka
NPUMEHSAIN A1 JaHHBIX 5KCIEPUMEHTOB, MOCKOJIBKY OH IMOKa3aj JyYIIyK KOHBIOTALUI C
Oouorunom, yem uesnoseueckne Oenkum VISTA. Jlna ompeneneHuss ycnemHoOCTH (haroBbIX
SKCMEPUMEHTOB, MyJ (aroB OT OTAENbHBIX 3TANOB MYHHUHTA NOOABISUIM B IUIAHIIETHI C
HEUTPAaBUIUHOM, TOKpbIThle OuormHuiupoBaHHbiMH VISTA-His sBaHckoro wmakaka W
onpenensiiin ¢ HRP- konbrupoBanHbiM aHTU-M 13 anTuTenom. OTnenbHbie KOJOHUU OTOMpau
u3 HTanoB ¢aroBodl cenekumu U Oenku Fabs monydanm B 96-TyHOYHBIX IUIAHINETAX.
CynepHaTtaHThl ~ SKCIIPECCUPOBaHHHbIX  Fab  aHanmusupoBanmu  Ha  CBSI3bIBAHUE  C
ouornHmnnpoBanHbiMu  VISTA-His siBanckoro makaka. OT1o mpuBeno k Oomee uem 200
MOMAIaHHH.

[00183] VH u VL yuactku ot Fab mymactuH aMrmiudumupoBaiu, MPeaoCTaBICHHBIE IS
cexBennposanus JJHK u sxcniopruposanu kak FASTA ¢aiiner. ITpu BeiOOpe KIIOHOB, KOTOpbIE
JOJUKHBI OBITH MpeoOpa3oBaHbl M HCCIENoBaThCs kKak MABS, KJIOHBI OTOMpanu Ha OCHOBE
pasHOOOpa3wsi  MOCNENOBATEIBHOCTH, a4 TaKXKe HMEIOLIMX  OrPaHWYEHHBIE  PHUCKH
NOCTTPAHCIIIUOHHBIX MOAU(UKAIMNA 1 KaK MOXKHO MeHbIIe ruipoOOHBIX OCTATKOB, KaK 3TO
BO3MOJKHO.

[00184] VH u VL ot ¢aroBsix KJIOHOB ObUTH CYOKJIOHUPOBAHBI B 3KCIIPECCHOHHBIE BEKTOPBI
IgG1/kanna miekonuraromux u Tpancheunposansl B kinerku HEK293. Anturena ounmanu Ha
apdunHoit cmone Ha ocHoBe Oenka A Sepharose Fast Flow. Konnenrpamuro MABs ¢ara

ONpENeNsI MyTeM KOJWYeCTBEHHOro TBepaodasHoro MDA ¢ mpuMeHeHHEM H3MEpPEHUit



-48 -

Nanodrop. ITaHens aHTHTEN 3KCHpPECCHUpPOBaach Ha BBICOKHX ypoBHsX. AHanmn3 SDS-PAGE
MOKa3aJl COXPAaHHOCTh KaXKA0T0 HKCIIPECCUPOBAHHOIO BAPHAHTA aHTHUTENA.

[00185] Cosnagarommee co3peBanue anturen (ara ObUTO cenaHo mytem amrutudukanun VH
JOMEHOB W3 CMeCHU IMOJUKJIOHANbHBIX AaHTUTEN M3 I[OCIEAHEro J3Tana IOHHUHIA JJI
KJIOHUPOBaHMA B (paroBble BEKTOPBI, KOTOpPbIE MMeNu pasHooOpasue B VL. DTo mpuBeno k
oOOTalIeHNI0 TyJia, KOTOPbIH ObLI OTOOpPaHHBIM C JOMOJHUTENBHBIM pa3HooOpasuem B VL.
®aru orOupanu depe3 1-2 3Tama CTPOroro MIHHUHTA C BEPOSITHOCTBHIO OMPEAENICHUsT OYEHb
Beicokol adp¢punHocTn cBs3biBaHuss ¢ VISTA ECD His Oenka. Teepnodasueiii MDA
MOHOKJIOHaJIbHBIX Fab mnpoBomunmm ans onpeneneHus MOCTHXKEHMs co3peBaHus. JlaHHbIe
tBepaodaszHoro MPA wu skcrnpeccun ObUIM HOPMANH30BaHbl K pepepeHCHOMY KIIOHY
npupaBHeHHOMY K 100% OT mepBHYHOrO SKCHEPUMEHTA MIHHUHTA U aQpPUHHOCTb CO3PEBIINX
KJIOHOB ¢ HanOoJjiee BLICOKMM CHUTHAJIOM CBsi3biBaHUs ¢ aHTUreHOM VISTA siBaHCKOro Makaka,
yeM pedepeHCHbI KJIOH Obuta ompeneneHa. JlaHHBIN mHpouecc BbIpaOATHIBAET HECKOJBKO
KJIOHOB, KOTOpbple Tmokasanu 10 200% cBsA3bIBaHMA, KOTrJAa CKPUHMHI TIPU HU3KOM
KOHUeHTpauuu aHtureHa (1 HM), kjoHbI ¢ HaumOonblied ap(UHHOCTHIO CEKBEHUPOBAIU H
nony4anu kak MABs.

[00186] Ilonyuyenue ruGPUAOMBI

[00187] Opna rpynmna mbinueir BALB/cAnNCrl nonyumnna ogHo BHyTpuOprournaaoe (IP)
BBereHue 50 Mmxr Hu VISTA-Ig pekomOuHaHTHOTO Oenka (Sino), SMyIbrHpOBAHHOIO B TIOJHOM
anptoBaHTe DpeitHaa nocneaywouue nBe Henenu nocie ogHoro IP Beemenuss 50 mxr Hu
VISTA-Ig pexkoMOMHAHTHOrO OeJjika, SMYJIbITHPOBAHHOTO B HETOJHOM anbioBaHTe DpeitHna.
Uepes nse Henmenn M nojy4danu onHo IP Beenenue SO mMxr VISTA-Fc pexkoMOMHAHTHOTO
Oenka SIBAHCKOTO MaKaka, SMYJIbTHPOBAHHOTO B HEMOJHOM anbioBaHTe Dpeitna. Bee mbimu
MOJTy4aJid TIOCJIeTHEE BBECHHE 25 MKT 4eJIOBEUeCKOro u 25 MKr siBanckoro makaka VISTA B
PBS B ocHOBaHMe XBOCTA, 3 MATh JHEH J0 MOTYYEHUS CEE3EHKU IS CITUSHUS.

[00188] [pyras rpymma mbimeii BALB/cAnNCrl monydana omno IP BBemenue 50 Mkr
yenoeuecknx (Hu) VISTA-His pekoMOuHaHTHOrO Oejika, 3MYJIbTUPOBAHHOTO B TOJHOM
anproBaHTe Ppelinna. Yepes nse Heaenu mblu nojgydanu oaHo IP BBeaenue 50 mxr Hu
VISTA-His pekomOuHaHTHOTO O€jKa, SMyJbIMPOBAHHOTO B HETIOJIHOM anbioBaHTe DpeitHna.
Uepes nee Hemenu Mbinu nony4daian onHo IP Beenenune S0 mxr VISTA-His pekoMOHMHAHTHOTO
Oenka sIBAHCKOTO MaKaka, SMyJbIMPOBAaHHOTO B HETOJHOM anbioBaHTe DpeiiHna. Uepes ase
HeNeNIu BCe MBIIIN Mmoty4ainu nocienHee BeeaeHue 25 mkr Hu VISTA-His u 25 mxr VISTA-

His siBanckoro makaka B PB S, 3a TpU JHA A0 MOJYYCHUS CCIC3CHKHU AJIA CIIUAHUA.



-49 -

[00189] B npenp cnmstHUs Mblmed ymepmBisu ¢ nomombio achukcun CO2, cene3eHKH
yaamsn w nomemanu B 10 mu xomomHoro ¢ocdatHo-coneBoli  OydepHbI  pacTBOp.
IIpUroToBNsAAN CyCIEH3UIO OTAENbHBIX KJIETOK CIUICHOLUTOB IyTEM HU3MENIbYEHHs CEeNe3€HOK
4yepes MEeJIKOe CUTO HeOOJbIINM MEeCTHKOM U TpoMbiBasii PBS mpu komHaTHOH Temmeparype.
Knerku mnpomeiBasin omud pa3 B PBS u momeepramm nusucy RBC. Bkparme, kierku
pecycnenaupoBaii B 3 mu smsupyromero Oydpepa RBC (Sigma #R7757) Ha kaxayio
CeJIe3eHKY M MOMELIaNIH Ha jie[ B TedeHue 5 MuHyT. KieTrku cHOBa MpoMBIBaIM OAUH pa3 B
PBS npu xOMHaTHOH TeMIepaType U METUJIH IJisl MArHUTHON COPTUPOBKHU. B cooTBeTCTBUU C
MHCTPYKLUSAMH, KJIETKM MeTHIU ¢ aHTU-MbplmMHbIMM Thyl.2, antu-meimuaeiMu CD11b u
aHTU-MbIIUHBIMU IgM MarauTHBIME MuKpoHOCcHTENAMU (Miltenyi Biotec # 130-049-101, 130-
049-601 n 130-047-301 cOOTBETCTBEHHO), 3aTEM COPTUPOBAJIHM C NIPUMEHEeHHEeM MS KOJIOHKH C
Midi MACS. ®paxkiuu HeraTuBHBIX KIETOK ((pakuuMy MO3UTHBHBIX KIJIETOK COpachIBaJIN)
Obun cauthl ¢ FO knerkamu. CnusiHMe OCYLIECTBISIM B COOTHOWIEHMH 1:1 MuenoMHbIe
KJIETKM MbIIIN K JKH3HECHIOCOOHBIM KJIETKAM CeJe3eHKU. BkpaTie, KIEeTKH CeNe3eHKH U
MHEJIOMHBIE KJIETKM CMELINBAJIM, OCaXKAaJIu U MpoMbiBainu oxuH pa3 B 50 mu PBS. Ocanok
pecycnenaupoBanu ¢ 1 mia pacteopa mnporuneHrinukons (PEG) (2 r PEG monekymsipHoit
maccoii4000, 2 mn DMEM, 0.4 ma DMSO) na 10e8 crenonutos npu 37°C B Teuenue 30
cekyna. Kierky/cmech mis cnusiHusi 3ateM morpyanu B 37°C BoasHyro 0aHIO B TEUEHHUE
npuOIM3UTENbHO 60 CEKYHI C JISTKMM IMepeMeIlnBaHueM. Peakiio CIUsHUS OCTaHABIHBAJIH
nobasnennem 37°C DMEM B Teuenne | munHyThl. CIMBLIMECS KIETKH OCTABJISUIM B IIOKOE B
TE€YeHUEe 5 MUHYT NMPU KOMHATHOH Temreparype U 3ateM LeHTpudyrupoBamu npu 150 x g B
teyenne 5 mMuHyT. Kietku 3atem pecycnennuposaiu B cpene E-HAT (MediumE (StemCell
Technologies cat#03805), comepxameii HAT (Sigma cat#H0262), u 3aceuBanmu B 96-
JYHOYHBIH TJIOCKOIOHHBIA MOJUCTUPOJIbHBIA TUIAHIIET i TKaHeBbIX KyJbTyp (Corning #
3997).

[00190] UHDA ¢ 3axBaTOM MPUMEHSIICS JUIsl CKPUHUHTA THOPUIAOMHBIX CYIEPHATAHTOB Ha
cneundpuveckne anturena aiusi VISTA sBanckoro makaka. Bkparme, mmanmerst (Nunc-
Maxisorp #446612) nokpsiBanu mpu 4 MKI/MJI B TE€UEHHE, 1O MeHblIed Mepe, 60 MHHYT C
k0o3puMH aHTU-MbIIUHBIME 1gG (Fc) antutenamu (Jackson #115-006-071) B Oydepe s
copbuuu (Thermo 28382). Ilnanmersr 6mokuposanu ¢ 200 mky/ayHKa 0.4% (W/v) ObrdbuM
ceiBOpoTOuHBIM anpOymuHoM (BSA) B PBS B Teuenme 30 MuHYT mpu KOMHAaTHOM
temneparype. [lnanmersl npoMeiBaiu OOUH pa3 U nodaBisun SO0 MKI/IyHKa THOPUAOMHOTO

CylepHaTaHTa ¥ MHKyOMPOBAIM MPU KOMHATHOW TEMIIEPAType B TEUEHHUE, 10 MEHBIIEH Mepe,
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30 munyT. [Inarmersl npomMeiBainu onuH pa3 u godasysan S0 mxi/nynka 0.1 mxr/mi VISTA-
hulg s;BarCKOTO Makaka ¥ MHKyOMPOBAJM MPU KOMHATHOH Temmeparype B TedeHne 30 MUHYT.
[Tnanmers mpombiBau OOWH pa3 U nobasimsuim B ruianmersl 1:40,000 crpentaBunua HRP
(Jackson 016-030-084) B 0.4% BSA/PBS u unkyOupoBamum B TeueHne 30 MHHYT IpH
KOMHATHOH TeMrieparype. [Inanmers! npoMbiBaiu 3 pasa U 3aTeM MPOSBISIN C IPUMEHEHHEM
100 mxa/nmynka TMB Turbo cyOctpata (Thermo Scientific 34022) wunkyOupoBaHuem
npuOIU3NUTENBHO B TeueHne 10 MUHYT pH KOMHATHOM Temneparype. Peakiio ocTaHaBiIMBaIn
¢ npuMeHeHneM 25 Mxi/nyHka 4N CepHOM KHUCIOTBI M M3MEPSUIM ONTUYECKYIO IUIOTHOCTBIO
npu 450 HM C TPUMEHEHHEM AaBTOMATH3MPOBAHHON IJIACTUHBI CHEKTpodoTOMETpa.
IIaTHamUATP NEPBUYHBIX MOMAJAHUM oOTOMpanu JUid CyOKJIOHHPOBAHUS C TIOMOLIBIO
NpeAeNbHOrO Pa3BeeHNsl U CKPUHUPOBAJIN B TOM K€ CAMOM NEPBUYHOM (pOopMaTe CKpUHHUHTA.
[00191] Bce peaxktuBHble rHOpunomHble Kierounble juHHM VISTA siBaHCKOro makaka
NEPEKPECTHO CKPUHUPOBAINU € NpuMeHeHueMm uenoeueckux VISTA-Ig nns onpenenenus
nepekpecTHol crneuuduuHoctu. Brpatie, muanmers (Nunc-Maxisorp #446612) nokpbiBajiu
npu 4 MKr/MI ¢ KO3bUMH aHTH-MbIIHHbIME Fc (Jackson#115-006-071) B 0.1M HaTpueBo-
kapOoHaTHo-OukapOoHatHoM Oydepe, pH 9.4 (Pierce 28382 BupH™) O/N mpu 4°C. He
npoMbIBasi, JyHkH Onokuposanu ¢ 200 mki 6nokupyrotero (0.4% BSA (Sigma) (w/v) B PBS
(Invitrogen)) B TeueHnue Bced Houu mnpu 4°C. Ilocnme ypansim ONOKUPYHOLIMH pPacTBOP,
Hepa3BeZeHHbIe THOPUIOMHBIE CyNEepHATAHTHI MHKYOMPOBAJIM Ha TMOKPBITHIX ILIAHLIETAX B
tedeHne 30 MUHYT IpU KOMHAaTHOH Temnepatype. Ilnanmers: npombiBanu oguH pas ¢ PBST
(0.02% Tween 20 (Sigma) (w/v) B PBS), u 3arem unkyOuposanu B Teuenue 30 munyT ¢ Hu
VISTA-Ig, passenennbiMu 1o 100 Hr/mu B Onoke. IlnaHmersl mpombiBad OOUH pa3 C |
30HAMpOBaIM ¢  Ko3puMH  aHTHuenoBeueckuMu-Fc-HRP  (Jackson — #109-036-098),
pasBeneHHbiMH 1:10,000 B Omoke B TeueHue 30 MUHYT NpPU KOMHATHOH Temmeparype.
[TnaHmersl BHOBb MPOMBIBAH U 3aTeM MposBIsUM ¢ npumeHeHneM 100 mxi/mynka TMB
Turbo cyberpara (Thermo Scientific 34022) unkyOupoBanueM npudIm3nTensHO 10 MUHYT IpH
KOMHATHOU Temrieparype. Peakiiio ocTaHaBIUBaIN C IPUMEHEHHEM 25 MKJ/IyHKa 4N cepHOit
KHCJIOTBI M U3MEPSAM ONTHYECKYK IIIOTHOCTBO mnpu 450 HM ¢ IpUMEHEHHEM
ABTOMATH3MPOBAHHOM IJIACTHHBI CIIEKTPOGOTOMETPA.

[00192] T'uOpumoMbl, KOTOPBIE TIOKA3BIBAIN PEAKIMIO Kak Ha yenosedeckne VISTA, Tak u
Ha VISTA sBaHckoro mMakaka, MMeJU TPU KJIOHHUPOBAHHBIX IOCJIENOBATENBHOCTH V ydacTka
arTuTena. | MOpUIOMHBIE KJIETKM TOTOBHJIM OO peakiuuii oOpatHoW Tpanckpunrassl (RT) c

Habopom Invitrogen's SuperScript III cells Direct cDNA System. Bkpatie, KynbTypasibHYO
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cpeny cOpachiBalid M IJIAHIIET TIOMELIANIN Ha JIe]] U pecycrneHaupoBain B 200 MKJI XOJIOTHOTO
PBS. Copok mukponutpoB nepenocwin B MicroAmp fast 96-nyHounbnii peakunoHHbIi [ILP
IUIAHIIET M TUIAHIIET IOMEIIald Ha XOJIONHYI0 METAJUIMYECKYI) IUIACTHHKY-OCHOBAHUE,
3arevyarblBaii MOJUMEPHON IJIEHKOH M ueHTpudyruposanu npu 700 o6/mMuH B TeueHue 3
muHyT. PBS cOpacbiBanu u x kaxmoi ayHke nodasisuu 10 MK pecycnieHnupyromero Oydepa
u 1 Mk ycunurens nusuca. [lnanmers 3anedatbiBayid 1 HHKyOuposamu npu 75°C B TedueHue
10 munyT 1 xpanunu npu -80°C.

[00193] [na peaxumu RT kaxnpas nynka copepskana 5 mkia Boapl 1.6 mxa 10X DNase
oydepa, 1.2 mxn 50 MM EDTA, 2 mkn Oligo(dT)20 (50 MM) u 1 Mk 10 MM cmecu dNTP.
ITnanmer nakyOuposanu pu 70°C B TeueHHe S MUHYT, € MOCIEAYOME HHKyOauyel Ha JIbay
B TeUCHHE 2 MHHYT, 3aTeM JOOaBIISIM CISAYIOIINE PEareHThl B KAKAYI0 JIyHKY; 6 Mka SX RT
oydep, 1 mxa RNaseOUT™ (40 en/mki), 1 mxn SuperScript™ III RT (200 en/mkin) u 1 MK
0.1IM DTT. IlnaHmer 3ameuvaThiBaid U MOMEIIAIM Ha MpeABapUTENbHO Harperbiii no 50°C
TepMOOJIOK 11t peakimidi U nHKyOuposanu npu 50°C B TeyeHue 50 MHHYT, ¢ MOCIeRyrOIIeit
nHakTuBauueil (5 MuHyT uHKyOmpoBanmu mnpu 85°C). peakumio OXJaKAald Ha JIbAYy U
onnouenovyeunyro kKJIHK xpanunu npu —80°C no nanpHeHIero npuMeHeHusl.

[00194] [nsa amrudukanuu V ydacTka, mpurotoBuin 20 MK peakiiuonHoi cmecu ITLP.
Kaxxnas nynka copepskana 16.2 mxia Bogsl, 2.0 mxa 10X peakiuonnoro Oydepa IILP, 0.8 mkn
MgS04 (50 mM), 0.4 mxn 10 MM dNTP, cmecp 0.15 Mk 100 mxkMm npsiMbix mipaiimepos 0.05
Mk 100 MM obpatHbix mpaiimepo, 0.2 mkn HiFi Tag depment. k/IHK, nonydennas, kak
ONMHUCAHO BbIIE, NepeHOCHn (2 MKJI/IyHKa) K KomrmoHeHTam cmecu [IIIP, miaHmer
3armevyarblBaid U MPOBOAMIN peakuuro amrutudukanmm; 11t VH nporpamma Opmia (i) 94°C B
tedenue | munyTHI (11) 94°C B Teuenue 15 cexkynn (iii) 55°C B Teuenne 30 cekyHa (1v) 68°C B
teuenue | muHyTBL Cramuu (i — 1v) TOBTOPSUTM B OOIIEH CJIOXHOCTH 35 IMKJIOB C
NOCIIeYOLIeH KOHeuHOH soHranue mpu 68°C B reuenue 3 munyT. s VL nporpamma Opita
(1) 94°C B Teuenne 1 munyThI (i1) 94°C B Teuenue 15 cexyHp (iii) 55°C B Teuenue 30 cexyHA
(iv) 65°C B teuenne 30 cexyHn, (v) 68°C B Teuenne 1 munyTt. Ctagnu (ii — v) TOBTOPSUIH B
o01melt CIOXKHOCTH 35 LMKIIOB € MOCHenyroIeld KOHeuHOH snonranuel npu 68°C B Teuenue 3
MHHYT.

[00195] IIpsimble mpaiiMeps! ObLIH MPENBAPUTEIBHO CMELIAHBI U TAKYIO CMECh IPUMEHSLTH B
cootHowmeHnn 3:1 k obparabM npaiimepam. [IponykTer ITL[P nmpoBepsiin Ha arapo3HOM ree.
Peakunu mnoxroraBnuBany Ui KJIOHUPOBaHMA HMHQY3UEH myTeM M00aBICHMS YCHIINTEINS

(rabop In-Fusion HC Cloning Kit, cat #639650, Clontech). ITaTe Mukponurpos peakuuu I[P
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nepeHocrwn Ha tiaHmer 1P ¢ mocneayromuM mnepeHOCOM 2 MK YCUJIUTEJs/JTyHKA.
[Tnanmer 3aneyaThIBAIM U HHKYOHPOBaIN B TepMobioke aist peakumid (15 munyt npu 37°C u
15 munayr mpu 80°C). Bexrop nocraBku (VDR243 wmm vDR301) mpurotoBmsim myTem
pacmerenust Esp3L; (1.5 mkr BekTopa Obin pacuieruieH B 3 Mks Tango Oydepa, 2 n Esp3I u
BozbI B 30 Mk peakuuu npu 37°C B TedeHue 2 4acos).

[00196] [ins xnoHupoBaHust uHQy3uer, 2 wxka npoxykros TP, obpaboraHHbIX
ycunurenem, cmemusain ¢ 100 Hr pacmennersoro Bekropa Esp3l u 2 mxn 5X ¢epmenTa ans
uadysun (Clontech). Peakumto mnposomunmu B Qopmare 96-myHounoro IIP mmanmera.
IInanmer wuskyOupoBamun B TedeHue 15 muuyt mpu 50°C Ha mpubGope IILIP u Stella
KOMITETEHTHbIE KJIETKU ObUIH TPAaHC(POPMHUPOBAHBI C IIOMOLIBIO TEIUIOBOTO IIOKA B TeueHue 40
cekyHn ripu 42°C Ge3 BCTpsIXMBaHMS U HAHOCHJIM HA IUIAHIIETHI ¢ arapoM LB ¢ mogoOpanHbIM
aHTUOMOTUKOM M MHKyOupoBanu B TeueHue Houu npu 37°C. Ha crnenyrommii 1eHb KOJOHUU
cobupanu B 90-NyHOUHBbIH TMJaHmET ¢ [IyOOKUMH JIYHKaMH, COAEpIKallhe Cpeny
LB/xapOeHnIyuinH M BhIpaluBaiu B TedyeHne HouM mpu 37°C. 3aMOpOKeHHbIE MPOIYKTHI
W3TOTABJIMBAIA M3 HOYHOH KyJBTYpbI, CMELIAHHOH B paBHBIX oObeMax ¢ 30% macca/o0bem
TJIMLEPUHOM. V YYaCTKU CEKBEHHPOBAIU C IMPUMEHeHue Mpaiimepa cekBeHuposanust SPF0052.
IMocnenoBaTeabHOCTH OBLIM MPOAHATM3UPOBAHBI, OblJIa BEIOpaHA OHA MOJIOKUTENIbHAS JIYHKA
Ha VH 1 vL rubpumombl, BHOBb PacCojiarajii B HOBBIE TUIAHIIETHI U BHIPAIIUBAIMA B TEUCHUE
HOYH B cpene, o0OraieHHOW aMnuiuuInHOM. KiioHupoBaHue 3areM ObLIO MHHMIIPENAPATOM
JHK (miniprep DNA) nist nepeHoca B HeOOIBLUIOM KOJIMYECTBE B 90-Ty HOYHBIH IUJIAHILET.
[00197] BsiOpaHHBIE COPOK BOCEMb THOPUAOMHBIX MOCIEAOBATENILHOCTEH MBILIH TSI 00eHX
TSDKEJIOW M JIETKOH Iieny ObUIM aJanTHPOBAaHBI YEJIOBEYECKUM KapKacoM C NPUMEHEHHEM
BHYTPEHHEr0 TNporpaMMHOro ooOecrnedeHus. OIMH YENOBEYECKHMH KapKac OTOMpamu IS
kaxnaoro weimmHoro vH wnu vL. V' yuyacrok DNA mnocnenoBarenbHOCTENH MoOJydanu
nocpencrsoM obpatHoro mnepesoma. CuHrermueckue yuactku JIHK, coorBercTByromue
AMUHOKUCIIOTHBIM mocienoBatenbHocTsiM HFA 3akaseBanu y Integrated DNA Technologies
(Coralville, TA). KnonupoBaHue OCYINECTBISUTH B MpeIBAPUTENIbHO Bbipe3aHHble VDR149 u
vDR157, wenoseueckue IgG1 u uenoBedeckue Kamma, COOTBETCTBEHHO. [IpuMeHsm HaOOpHI
Qiagen Endo-free Maxi-prep kits mms mpurorosnenust JIHK. Kynerypy Expi293 (100 mu)

MPUMEHSIN JIJIs1 SKCIPECCUH TaKOM MaHeIu aHTUTell.

[00198] TIIPUMEP 5: IMPOTOKOJI JJII AHAJIM3A [N VITRO T KJETOYHOM
CVYIIPECCHUU YEJIOBEUECKUX VISTA-IG T
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[00199] Mpenunssie knetku A20 Oputn ctabuinpHO TpaHcuuupoBaHHb!l ¢ b0 GFP wmmn
yenosedecknmu VISTA. Ux wunkyOupoBamm ¢ mentupoMm oBanbOymuHa u ¢ DO11.10 T
kinetkamu. Jxcrpeccuto CD25 T knerkamu wu3mepsiin uepe3 24 daca TMocje Hadaia
uaKyOarmu. A20-huVISTA knerku nopasinstoT skcnpeccuro CD25 ¢ momoureio T kieTok, HO

5TH JaHHbIE 3HAYNTEIHHO BOCCTAHABJIMBAIHN ¢ NOMOIIbI0 HHKYOamu ¢ VSTBOS (Purypa 18).

[00200] TIIPUMEP 6: AHAIITALIMA YEJIOBEBEUKCHUX KAPKACHBIX YUACTKOB
AHTHU-VISTA AHTUTEJI

[00201] IlocnenoBaTeIbHOCTU MBIIMHON THOPUAOMBI JJisi O0EMX TSDKEJIOW U JIETKOHM LenH
YeJI0BeUeCKoro kapkaca aganruposanu ¢ nomombso CDR-nepecanku (Jones, et al. Nature, 321:
522-525 (1986) ¢ mpuMeHeHHEM BHYTPEHHEro mporpaMMHOro obecneuenus. [Iporpamma
odyepuMBajia IOCIENOBATENPHOCTH V yuacTka rumnepsapuadenbHeix yudactkoB (CDRs) B
coorBercTBUM ¢ onpeneneHusimu Kabat (Wu, T. T. & Kabat, E. A. (1970). J Exp Med, 132,
211-50) n cpaBHMBajia KapKacHbIE YYaCTKH C FE€HAMH Ye€JOBEYECKOH 3apOJbILIeBOH JIMHUM C
npuMeHeHneM Blast. UenoBedeckyro 3apOAbILIEBYIO JIMHUIO C Haubojee BbICOKOH
UIEHTUYHOCTBIO IOCJIEAOBATEIbHOCTH K MBIIIMHBIM KapKacaM OTOHpaliu B KadyecTBE IeHa-
akuenropa i aganrtauuu  uenosedeckoro kapkaca (HFA). B Hekotopeix ciyuasx,
OJIM3KOPOICTBEHHBIE TEHBI YEJIOBEUECKON 3apOBILICBON JTUHUH OTOMPAT BMECTO, UCXOMIS M3
NPEeIIeCTBYIOLIErO OMbITa, C XOPOIIO 3KCIPECCUPYEeMbIMH uesioBeueckumu kapkacamu. JTHK
MOCJIEIOBATEIbHOCTU JUISI YEJIOBEYECKHX KapKacoOB OTOMpPANHM JJisi KaXKIObIX W3 V yYaCTKOB
mbiuHbIX VH nin vL nmonydann nocpeactsom obpaTHoro nepeBona. CHHTETUYEeCKHE YUACTKH
IH‘IK, COOTBETCTBYOIMUE AMHWHOKHCIIOTHBIM IMOCJICAOBATCIIBHOCTAM HFA MoJIy4usii OT
Integrated DNA Technologies (Coralville, TA). KionupoBaHue BBINONHSIA B YeJIOBEUECKUE

IgG1 u yenoseyeckue Kamnmna, COOTBETCTBEHHO.

[00202] IIPUMEP 7: KOHCTPYKIIMHU AHTHU-VISTA AHTUTEJI

[00203] [IInasmupa u WHGOPMALMOHHAS MOCIEIOBATEILHOCTD ISl MOJEKYJ NI Pa3BUTHS
KJIETOYHOW JIMHUU: TUTa3MUIHBIE KOHCTPYKUMH ObUtH co3manbl 11t aHTU-VISTA anTHTEn,
uMmeromux BapuabenbHble yyacTku VSTB112 u xoncrantaeie yuactku IgGlx (VSTB174,
HOBBIH HOMEpP B CBSI3M C QJUIOTHIHYECKMM HW3MEHEHHEM B KOHCTAHTHOM V4YacTKe),
koHCTaHTHBIN yudacTok IgG2curma (VSTB140) mnm mporea3a-pe3uCTEHTHbIH KOHCTAHTHBIN
yuactok IgG1 (VSTB149).

[00204] Lonza BekTOpHI
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[00205] Cucrema skcnpeccuoHHoro Bektopa pEE6.4 u pEE12.4 suuHuka kuTaiickoro
xomsiuka (CHO) (Lonza Biologics, PLC) 6puia cosmana B Biologics Research (BR) wm
Pharmaceutical Development & Manufacturing Sciences (PDMS) B kadecTBe NepBHYHON
SKCIPECCHOHHONW CHCTEMbI Ul TOJNYYEHUs TepaneBTHUeCKuX mAbS B 3KCIPECCHOHHON
KJICTOYHON JIMHUM MJIEKONMUTAOIUX. Kaxablii BEKTOpP BKJIKOYAET MPOMOTOP YEJIOBEYECKOIO
uromeranosupyca (huCMV-MIE) nnst ynpasnenust sxkcnpeccueit tspkenoi uern (HC) wmm
nerkoit nerm (LC) u Bkirowaer reH, ycroiuusbii k ammuuwuinHy. Bekrop pEE12.4 takke
BKJIFOYAET I'eH, Kopupyromui gepment rayramuHcuHTerasy (GS). YcnoBust pocra, KOTOpbIE
TpeOyIOT aKTUBHOCTb IJTyTAMUHCHUHTETA3bl, YCTAHABIMBAIOT CEJIEKTHBHOE AABJICHHE HA KJIETKU
s coxpaHeHust skcripeccuoHHoro BekTopa (GS Gene Expression System Manual Version
4.0). pEE6.4 npumensinu ans knonuposanust reHa HC, a pEE12.4 nns knonuposanust resa LC
B Ka4€CTBE CUTHAJIbHBIX BEKTOPOB reHa. JIBONMHON miasMuaHbli reH Lonza co3pasBanu U3 3THX

ABYX OTACJIbHBIX BEKTOPOB I'CHOB Lonza.

[00206] AMHHOKHCJIOTHASI MOCJIEI0BATEIbHOCTh BAPHAGEJbHBIX YYACTKOB TSIKEJIOH
uenu BbIOpaHHbIX VISTA mAbs

[00207] > VSTB112 Tsxenast uens (SEQ ID NO:37)

[00208] QVQLVQSGAEVKKPGSSVKVSCKASGGTFSSYAISWVRQAPGQGLEWMGG
NPIFGTANYAQKFQGRVTITADESTSTAYMELSSLRSEDTAVYYCARSSYGWSYEFDY
WGQGTLVTVSS

[00209] > VSTBSO tsxenas uens (SEQ ID NO:38)

[00210] QVQLVQSGSELKKPGASVKVSCKASGYTFTNYGLNWVRQAPGQGLEWMG
WINPYTGEPTYADDFKGRFVFSLDTSVSTAYLQICSLKAEDTAVYYCAREGYGNYIFPY
WGQGTLVTVSS

[00211] > VSTBS3 msmxenas uens (SEQ ID NO:39)

[00212] QVQLVQSGAEVKKPGASVKVSCKASGYTFTHYTIHWVRQAPGQGLEWMG
YIPSSGYSEYNQKFKDRVTMTRDTSTSTVYMELSSLRSEDTAVYYCARGAYDDYYDY
YAMDYWGQGTLVTVSS

[00213] > VSTBOS tsxenas uens (SEQ ID NO:40)

[00214] EVQLVESGGGLVQPGGSLRLSCAASGFTFRNYGMSWVRQAPGKGLEWVAS
IOSGGSYTYYPDSVKGRFTISRDNAKNSLYLQMNSLRAEDTAVYYCARIYDHDGDYYA
MDYWGQGTTVTVSS
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[00215] AMHHOKHCJIOTHAsI MOCJEI0BATEIbHOCTh BapUAaleJbHBIX YYaCTKOB JIErKOH
uenu BoIOpaHHbIX VISTA mAbs

[00216] >VSTBSO0 nerkas uens (SEQ ID NO:41)

[00217] DIVMTQTPLSLSVTPGQPASISCRASESVDTYANSLMHWYLQKPGQPPQLLI
YRASNLESGVPDRFSGSGSGTDFTLKISRVEAEDVGVYYCQQTNEDPRTFGQGTKLEIK
[00218] >VSTBS3 nerkas uens (SEQ ID NO:42)

[00219] DIVMTQSPLSLPVTPGEPASISCRSSQTIVHSNGNTYLEWYLQKPGQSPQLLI
YKVSNRFSGVPDRFSGSGSGTDFTLKISRVEAEDVGVYYCFQASHVPWTFGQGTKLEI
K

[00220] >VSTBOS nerkas nens (SEQ ID NO:43)

[00221] DIVMTQSPLSLPVTPGEPASISCRSSQSIVHSNGNTYLEWYLQKPGQSPQLLI
YKVSNRFSGVPDRFSGSGSGTDFTLKISRVEAEDVGVYYCFQGSHVPWTFGQGTKLEI
K

[00222] >VSTBI112 nerkas uens (SEQ ID NO:44)

[00223] DIQMTQSPSSLSASVGDRVTITCRASQSIDTRLNWYQQKPGKAPKLLIYSASS
LQSGVPSRFSGSGSGTDFTLTISSLQPEDFATYYCQQSAYNPITFGQGTKVEIK

[00224] >VSTB116 nerkas nens (SEQ ID NO:45)

[00225] DIQMTQSPSSLSASVGDRVTITCRASQSINTNLNWYQQKPGKAPKLLIYAAS
SLQSGVPSRFSGSGSGTDFTLTISSLQPEDFATYYCQQARDTPITFGQGTKVEIK

[00226] IIPUMEP 8: TBEPJJO®A3HBIM UPA U FACS CKPUHHUHI AHTHU-VISTA
AHTUTEJ

[00227] [laHHBIE SKCIEPUMEHTHI MPOBOIUIIH IJis ONPENeeHHs] CIIOCOOHOCTU MOy Y€HHBIX
AHTUTEJ CBSA3BIBATHCA ¢ yesoBedeckuM OenkoM VISTA wmmm Genkom VISTA siBaHCKOro Makaka
B TBeprodasHom MDA, a takke s ompeneneHusi, ¢ npuMmeHeHneM FACS ckpuHuHra,
criocoOHOCTH aHTUTEN CBsi3biBaThesi ¢ Oenkom VISTA Ha mnosepxnoctu K562  kietok
(uenoBeueckasi MUENIOTEHHAsSI JIEHKO3HAsI KJIIETOYHASI JIMHUS ), SKCIPECCHPYIOLINX YEJIOBEUECKUE
6enxu VISTA nmm 6enku VISTA siBaHCKOTO Makaka.

[00228] CmocoOsr:

[00229] Kpartkoe omucanuwe crocoba TeepaodasHoro M@PA: mnaHIIEThl MOKPHIBATH B
teyeHue Houu npu 4°C ¢ 1 mxr/ma SB0361 (uenoseueckumu) mnu SB0361 (cyno (siBaHCKOTO
Makaka)) Oellkamu, KOTOpble NPEICTABISIIOT CO0O# BHekJieTouHble nomenbl VISTA ot

COOTBETCTBYIOIIIUX BUOOB. Anturtena pa3BoAUIIM OO KOHLECHTpPALUU 1 MKI/MI B KadecTBe
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UCXOJHOW KOHLEHTpamu ¢ 1:4 TO3TamHBIMU pa3BeOeHHsIMH B o0mel cinoxHocTH 4
KOHLIEHTpAlMii 1 WHKyOupoBanmu mpu KomHaTtHOW Temneparype (RT) B Tedenume 2 9acos.
Mpbinunble  antu-dyenoeueckne IgG1-HRP  (mepokcupmasa xpeHa) MNPUMEHSUTA IS
OoOHapy>keHHs1 U WHKyOMpoBaJM B TedeHMe | dYaca mpu KOMHATHOW Temmeparype. Bce
NPOMBIBaHMSI OCYIIeCTBIIsLN ¢ mpuMeHeHneM PBS-Tween (0.05%).

[00230] Kparkoe onucanue crnocoba FACS: 2 x 10° K562-G8 (uenoseueckux) umu K562-
C7 (aBaHCKOTO Makaka) KJIETOK OKPALINBAJIN C 5 MKI/MJI KaXXIbIM HCCIIEyEMbIM aHTUTENIOM H
uHkyOupoBamu B TeueHue 30 wmmuyT npu 4°C. Kospe antu-uenoseueckoe IgG1-PE
(puxospUTpUH) AaHTUTENO NMPHUMEHSJIN B KaueCTBE BTOPOTrO HIECHTH(PHLUMPYIOLIErO aHTHUTENA
npu KoHueHTpaimu S5 Mkr/mu. Knerku 3anyckamum Ha BD Fortessa u ananusupoBanu c
npuMeHeHueM nporpammuoro otecrneuenus: FlowJo (Tree Star, Inc., Ashlang, OR) na MFI
(cpenHsss MHTEHCUBHOCTD (DITIFOOPECLICHIMH) JUIs SKUBOW IOy JISLIUH.

[00231] [lanHble anamusa/pesysbraThl: s kaxaoro aHturena, Obuia AaHa CyObEeKTUBHAs
oueHka (/la/Het) B oTHOwmeHHM 0OOTO aHTHUTENA, CUJIBHO CBSI3AHHOTO WMJIM HET Uit 00OMX
ananmu3oB TBepaodasHoro MDA (ELISA) u FACS nmns kakporo u3 4 uccrnenoBaHuid. Eciu
AHTUTENIO JaBaJIo pe3ybTar “Her” nmst CBsI3bIBaHUS B JIFOOOM HCCIEIOBAHHH, €O MOBTOPSIIH
IUIS1 TIOATBEP KIEHHsI TOTO, YTO OH ObUT OTpULIATeNbHBIM. Pe3ynbraTel moka3ansl B Tabmuie 7
Hioke u Purypax 19A-19F u 20A-20F.

[00232] Tabnuua 7.

Kog INX Hu ELISA Cyno ELISA Hu FACS Cyno FACS
1 Y Y Y Y
2 Y Y Y Y
3 Y Y Y Y
4 Y Y Y Y
5 Y Y Y Y
6 Y Y Y Y
7 Y Y Y Y
8 Y Y Y Y
9 Y Y Y Y
10 Y Y Y Y
11 N N N N
12 Y Y Y Y
14 Y Y Y Y
16 Y Y Y Y
17 Y Y Y Y
18 Y Y Y Y
19 Y Y Y Y
20 Y Y Y Y
21 Y Y Y Y
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22 Y Y Y Y
23 N N N N
24 N N N N
25 Y Y Y Y
26 N Y N Y
28 Y Y Y Y
30 N N N N
31 N N N N
32 N N N N
33 Y Y Y Y
34 Y Y Y Y
35 Y Y Y Y
36 Y Y Y Y
37 Y Y Y Y
38 Y Y Y Y
39 Y Y N N
40 Y Y Y Y
41 Y Y Y Y
42 Y Y Y Y
43 Y Y Y Y
44 Y Y Y Y
45 Y Y Y Y
46 Y Y Y Y
47 Y Y Y Y
48 Y Y Y Y
49 Y Y Y Y

[00233] TIIPUMEP 9: PE3VYJIbTATBI CKPUHUHI'A AHTU-YEJIOBEUECKHUX VISTA
AHTUTEJI C TIIPUMEHEHMEM PEAKIIMM CMEIIAHHOM  KVJIbTYPBI
JMM®OIIUTOB (MLR) U AHAJIM3A AKTUBAIIMM 3SOHTEPOTOKCHMHA B
STAPHYLOCOCCUS (SEB)

[00234] Ilenpro MAHHOTO WCCIENOBAHHS OBLUIO MPENOCTABUTH JAHHBIE, TOATBEPKIAIOIIHIE
UJIEHTU()UKAMI0 MHOKECTBEHHBIX (PyHKUHOHATBHBIX .- VISTA aHTHTEN, KOTOpPBIE YCHIINBAIOT
KJIETOUYHbIE WMMYyHHBIE OTBETHl B AaHAJHM3€ PEAKIUH CMEIIAHHOW KYJBTYPhl JUM(QOIMTOB
(MLR), a Tak:xe HCCIeIOBAaHUU aKTHBALMU SHTEpOTOKCHuHA B staphylococcus (SEB).

[00235] Peakmusi cmemanHol Kyaerypsl JmMporuTos (MLR) mnpeacraenser coOoit
CTAaHAAPTHBIM WMMYHOJIOTHUECKUN aHanu3, kortopbiii 3aBucut or MHC kmacca [ u Il
HECOOTBETCTBYIOLIETO Il YIPABJICHUs AJIOT€HHbIM T KJIETOYHBIM OTBETOM. MOHOHYKJI€apHI
nepudepruyeckol KPOBH BBIACISUIM W3 JIBYX HECOOTBETCTBYIOIIUX HHIUBUAYYMOB,
MHKYOHpPOBaJIM BMECTE U, KaK Pe3yJIbTaT TAKUX HECOBMAAEHUH, MPOUCXOaMIIA MTpoudepanus 1

BBIPA0OTKA LINTOKHHOB.
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[00236] Marepuansl U CIOCOOBI:

[00237] 10% AB cpeny nonyuanu cmemmusanuem 500 ma RPMI ¢ 50 mn uenosedeckoit
ceiBopoTkn AB, 5 mn Ilemnummmmnaa/Crpenromununa (10,000 en/mon), 5 mn L-rmytamunHa
(100x) u 10 mn HEPES (1IM). Cpeny xpanunu He Oomnee, uem 14 nueit. 1 MKu meueHHBIH
TPUTHEM TUMHUMH Nody4dain pazdasnerneM 0.2 min ucxogsoro tumuanza (1 MKu/mi) B 9.8 mn
RPML

[00238] PactBopumbie VISTA antutena pasbasmsmun go 20 mxr/mn B 10% AB
ChIBOpOTOUHOM cpene. 100 MK COOTBETCTBYIOIIMX PAaCTBOPOB AaHTHUTEN A00AaBIsUIA B
COOTBETCTBYIOLIME JYHKH 96-nmyHOuHOro mianmera ¢ U-oOpasHbiM nHOM (mpoxykT Falcon
#353077 unu ananor). [Tocne Obutn nOOGaBNEHBI pa3IMYHbIE KJIETOUHBIE MOMYJISILNUN, KOHEUHAsI
KOHLIEHTpaLus cocraBuia 10 MKr/mir.

[00239] Beigenenue neiikouuTtos: JJoHopam ObLIO, O MeHbLIEH Mepe, 18 jeT, kak mpaBuiIo
3I0POBBIE JIIOAM U BBIOpaHHBIE CIydaliHBIM 00pa3oM M3 MeCTHOro HacejeHus. IlepeHocun
JOHOPCKYIO KPOBb U3 U30JIMPOBAHHBIX MPoOHPOoK B SO M koHMueckue. Hanocunu Huke 15 Mot
@ukomna 1077 Ha 25 My KPOBH OCTOPOKHO, YTOOBI HE mepeMemnarb ¢ KpoBbro. Kierku
uentpudyruposamun npu 1250g B TeueHue 25 MUHYT HpU KOMHATHOH Temmepatype Oe3
TopMOKeHHsA. JISWKOLMTHI BBIACISUIM Ha TpaHuue pasnena (a3 Pukomia W CHIBOPOTKU U
KJIeTku pasonuiau B 40 mu cOanmaHcupoBaHHOM cojieBoM pactBope Xenkca (HBSS). Knerku
uentpudyruposamn npu 453g (1500 o6/muu) B Teuenue 10 muayT mpu 4°C. Knerku
pecycnerauposanu B 50 ma HBSS u nmoacuuteiBanu nytem nepenoca S00 MKJI B OTIEIbHYIO
npoOHUpKy.

[00240] TIlocraHOBKa peakuM CMeIaHHOW KyJbTypbl JuMmponuTo (MLR) B 96-nyHOYHOM
rwianmere:  Omnpenesuid  COOTBETCTBYIOLEE KOJUYECTBO ‘CTUMYJIMPYIOIIMX KJIETOK U
“MMMYHOKOMIETEHTHBIX KJIETOK HEOOXOIUMOe U HCCIENOBAHUS, UCXONS M3 KOJMYECTBA
aHATM3UPYyeMbIX 00pa3noB. CHMYyIHPYIOLIYIO TMOMyIAlMI0 BeicemBanu mpu 0.5 x  10°
KJIETOK/JTyHKa U UMMYHOKOMIIETEHTHYHO TIOMy IS0 BhicerBau npu 1.0 x 10° kieTok/nyHKa B
96-nynounoM mianmere ¢ U-oOpa3HeiM 1HOM. Bce ycinoBust HOKHBI OBLTH OCYILIECTBIISITH B
Tpex sk3eMIuisipax. COOTBETCTBYIOLIEEe KOJUUECTBO “CTUMYJIMPYIOIINUX KIETOK MUIIETHPOBAIH
B HOBYIO KOHHYECKYIO MpPOOHMPKY W LEHTPUPYTHPOBAIM, KaK OMHChIBaIM paHee. Kierku
pecycienauposamn B 10 mn u obmyuamu 4000 pan. Knetku neHTpudyrupoBany, Kak
ONMKCHIBAJM paHee, M PECYCNEeHAMpOBanM Npu KoHueHtpauuu 1 x 10%mn B 10% AB
CBIBOPOTOUHON cpeae u paobaBmsmu S0 MKJI B COOTBETCTBYIOINME JIYHKH. Bbimemsm

HeO6XOI[I/IMOe KOJIMYECTBO HUMMYHOKOMIIETCHTHBIX KIJICTOK U L[eHTpI/I(I)YFI/IpOBaJ'II/I, KakK
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ONKCHIBAJM paHee, M PECYCEHAMpOBanM Npu KoHueHtpauuu 2 x 10%mn B 10% AB
CBIBOPOTOUHON cpene u nodaBmsii 50 MKI B COOTBETCTBYIOIIME JyHKH. KieTku
uHKyOupoBanu B TeueHne S5 mgHeil mpu 37°C u 5% CO;. Ha mareiit nenp ypamsanm 30 MK
CylepHaTaHTa I UCCIIeIOBaHNe Ha BbIpaboTKy nHTepdepoHa-ramma (IFN-y). Ha nsaroiii neHs
nobasnsimm 25 Mkn 40 MKu/Mi pacTBOpa MEYEHHOTO TPUTHEM TUMHUAMHA B KOKIYIO JIYHKY H
uHKyOupoBanu B TeueHne 8 yacos npu 37°C u 5% CO». Knerku nepenocunu B 96-1y HOUHBIH
MHUKPO-CTUHLWIJSIUOHHBIM IUJIAHIIET B COOTBETCTBUU C HWHCTPYKLUUSMU H3TOTOBUTEIS.
IToncunTeiBamy C NPUMEHEHHEM MUKPO-CTUHLWIISLUOHHOIO JETEKTOPa B COOTBETCTBUU C
uHCTpyKuusaMu usrorosurens. Konuenrpauuto IFN-y onpepensanun ¢ nomowmpro ELISA
(eBioscience cat# 88-7316-88) ¢ npuMeHEeHHEM ITPOTOKOJIA U3TOTOBUTEIS.

[00241] [Hansble aHanuza: [logcunteiBaiu cpenHee YUCIo UMIYabCoB B MUHYTY (CPM) umm
koHueHTpauuio IFN-y nyist HeoOpaboranHbix JyHOK. [ToacuntbiBamu cpenHiowo Benuunny CPM
win [FN-vy nns kaxknod uccnenyemoii rpymnmbsl. Jlorapudmuueckoe npeodpaszoBanue Logio
HaOopa nauHbX. C mpumeHeHneM 12 MLR kpaTHbIX-0A/UIOB IJisi KaKIOTO COEIMHEHHUS,
BBIYMCJISUTA CPEIHIO BEJIMYHMHY At Habopa u3 12 ucciaenyembIxX rpyIin KaKIoro COeNHEHNs
cpenauii Oanmnm gysa 12 skcnepumentoB = X [(logio (cpemusisi BemmumHa CPM B Tpex
SK3EMILISIPOB ISl uccienyemoro coenuHenusi)) - (logio (cpennsisi BemmuuHa CPM B Tpex
SK3EMILISIPOB Oe3 yievuenusi))]/12

[00242] [onycTtuMmble HOpMBL: BCe peareHThbl UCClieIOBaHUs U COOTBETCTBYIOIIME KOHTPOJIHN
OBUTH MCCJIEIOBAHBI HA HAJIMYHME SHAOTOKCHHA 0 MPOBENEHUS UCCIIENOBAHMS H HMETH YPOBHH
< 0.1 EU/mMr. UIMMyHOKOMIIETEHTHBIE KJIETKH CaMU 1o cebe uMenu B cpeaHeM yposeHb CPM
Hiwke 700 CPM, yka3bIBAIOIINIA, YTO KJIETKH OBUTH B COCTOSIHUM TTOKOSI, KOTr1a HHKYOMpPOBaH B
onuaouky. CPM nns rpynmet MLR coctaBui o mMeHbineii Mmepe B 2 pasa Boiie, yem CPM nis
UMMYHOKOMIIETEHTHBIX KJIETOK, WHKYOHMPYEeMbIX B OJWHOYKY, YKa3blBas, UYTO PEAKIIHS
MPOU30LIAa U YTO JAOHOPBI SIBJSIMCh HECOOTBETCTBYHOIIMMU. Bcee wuccnenoBanus MLR
BKJIIOYaJ B ce0sl HeraTWBHBIH KOHTpPONb uenoBedeckoro IgGl Oenka. Pesynbrars
HEraTUBHOTO  KOHTpOJsi  dyenoBeueckoro IgGl  He  3HAaYUTENbHO  OTIMYAIUCH  OT
HeoOpaboTaHHBIX 00pPa3LIOB, OCHOBAHHbIE HA MPUMEHEHNH KpuTepusi CThIOICHTA.

[00243] Cxpununr antu-VISTA antuten 8 MLR: IlpenBaputenbHO NMPOBOAMIN CKPUHUHT
Bcex coeauHenuil. Ilepen BoimonHennem MLR ¢ antu-VISTA anturen, nocpeacTsoM aHaiuza
FACS noaTreepxpaanu CBsI3bIBaHHSI aHTUTENA TaKXKe C KJeTkamH, cBs3aHHbIMU ¢ VISTA, u,
nocpencteoM TBepaodasnoro MDA, Gemkom VISTA. Antmrena S26 (VSTB77), S30
(VSTB86), S31 (VSTBS88), S32 (VSTB90) u S39 (VSTB74) He ynOBIETBOPHIIN TaKOM
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NpeBaPUTENIbHBIN CKPUHMHT, HO OCTaJIMCh HCCleAoBaThbcs B aHanuze. C LieNblo MepBUYHOIO
CKpPUHHHTA, BCe aHTUTENa uccaenosaan npu 10 mxr/min 8 MLR ¢ mponudeparnueit u usmepsim
napamerpsl IFN-y (Qurypst 21A-21D u 22A-22B).

[00244] Beibop mectd JUAMPYIOIMX AaHTUTEN. /{1 MEepBHYHOrO CKPUHUHIA LIECTh
KaHAUAToB ObTu OoTOOpaHsbl Ui manpHedmero anammsa: VSTB112 (S2), VSTB116 (SS5),
VSTBOS (S16), VSTBS50 (S41), VSTBS3 (S43) u VSTB60 (S47).

[00245] MUccnenosanusi paszOasnenue mectu kanaumatoB B MLR: ITompaBku mpoTtokona.
IIpoTOKON UAEHTHUYEH, KaK OMUCAHO BBILIE, C OMPABKAMMU, YTO aHTUTENA ObUTH pa30aBieHb! 10
cnenyromux koHuentpanwuit: 30, 10, 3,1, 0.3, 0.1, 0.03, 0.01 u O Mxr/m.

[00246] Onpenenenne 3nauenuii ICso: I'pyOble mokazarenu CPM u xonuenrpanuu IFN-y
npumensun ans onpenenenus ICso nas xaxaoro u3z antuten. Beraucnenus 1Cso onpenensnm
MOCPEACTBOM IIPUMEHEH U nporpammbel  “EZ-R stats”. Ilectp OTAEJIbHBIX
UMMYHOKOMIIETEHTHBIX KJIETOK NpUMEHsH ans onpeneneHus 3HadeHudl [Cso. OtnenbHble
snaueHuss CPM u konuentpauuu IFN-y B MLR ¢ nogbopom 103b! TUANPYIOMUX KaHAUIATOB.

[00247] Tabmmua 8: 3nauenus ICso aist obonx CPM u IFN-y B MLR

VSTB112 VSTB116 VSTB95 VSTB50 VSTB53 VSTB60
(s2) (s5) (S16) (s41) (s43) (s47)

CPM -0.67 -0.78 -0.54 -0.12 -0.33 0.02

ramma -0.42 -0.16 0.22 0.06 0.27 0.4

[00248] ** 3HaueHus npencTaBieHbl B |0g10 KOHIEHTPALUI AaHTUTE.

[00249] BeiBox: IlepBuYHBI CKPUHMHI IOKa3aJ, YTO MHOKECTBEHHBIE CIEIU(PUIECKUE
VISTA anTuTena cnocoOHbI YCUIMBATH KJIETOUHBIH HMMYHHBIH 0oTBeT MLR. AHTHTENA 3aTemM
ObUTH paH)XUPOBaHBI HMCXOAs U3 3(PPEeKTHBHOCTM W HW3MEHYMBOCTH M, HAa OCHOBE 3THX
pesynbraroB, VSTB112, VSTB116, VSTB9S5, VSTBS50, VSTB53 u VSTB60 Obutn BEIOpaHBI
IUIsl OLIEHKU B 3KCTepuMeHTax noxpbdopa no3el. VSTB60 munymmposamu Oojee cialblil OTBET,
9YeM OCTaJIbHBIC SITh AHTUTEN B HKCIIEPUMEHTAX 1MO00pa JO3bI.

[00250] Awnamu3 aktuBauuu SHTepoTOKCHHA B staphylococcus (SEB): SEB mpencrasnser
coboli OakTepHa bHBIN CyNnep-aHTUIeH, KOTOPBII BBI3bIBAECT aKTHUBALMIO crenuduyeckux V [+
T knetok. Beinensnn MoHOHYKII€apbl nepudepruueckoll KpOBU U MHKYOUPOBAJIM C aHTUTEHOM
SEB B KyJbType, KOTOpasi HHAYLHPOBaJa YCTOWYUBYIO BbIpAOOTKY LMTOKHMHA. Takol aHamu3

NpPpOBOANIIN Ha IIATU JUAUPYIOMIUX KaHAUAaTax.
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[00251]

ITonyuenue 10% AB cpenpl, mpuroroBienne 1 MKu wmeueHHOro TputHeM

TUMUAWHA, mpurorosieHue pactsopa VISTA aHtuTen, u BblgeneHHE JEHKOLIUTOB

OCYLLECTBJISIN, KaK MPEABAPUTENBHO onucaHo Bbie, B MLR.
[00252]

IloaroroBka SEB 96-nyHounoro manmera: Omnpenensii COOTBETCTBYIOLIEE

KOJINMYECTBO HWMMYHOKOMIIETCHTHBIX KIJIETOK, HeO6XOI[I/IMbIX A aHaJaIu3a, HUCXOoAdA U3

KOJINYECTBA AaHANM3UPYEeMbIX 00pasumoB. [lomynsnuio HMMYHOKOMIIETEHTHBIX — KIJIETOK
BbicerBany npu 2.0 x 10° kyeTok/IyHka B 96-nmyHOouHbIH miuaHmer ¢ U-o6pa3HbiM JHOM. Bee
YCJIOBHSI IOJKHBI OBITM OCYINECTBIIAT B TpeX dk3eMIursapax. Knerku neHTpudyruposany, Kak
TpeNBapUTESILHO ONKUCHIBAJIM BBILIE, U PECYCHEHIUPOBAIN TIpU KOHUEHTpauuu 4 x 10%/mn B
10% AB cpIBOpoTOUHOM cpenbl U 100aBisuiu 50 MKJI B COOTBETCTBYOIINE JyHKH. [loGaBnsnn
50 mxn 10% AB ceBOopoTOUHOI cpenbl, coaepxaieli SEB antureHn npu xoHueHtpauuu 40
Hr/mi. B ommcannbix skcnepumentax, SEB momywamm ot Sigma Aldrich (cat# S0812).
Koneunas xoHueHTpauus B JyHke coctasisuia 10 Hr/mn. Knerkun nHkyOupoBanu B TeueHue 3
et ipu 37°C u 5% COs. Ha tpetuii nenp ynansiu 30 MKJI cynepHaTaHTa Ui aHAJIM3a Ha
BeIpaboTKy IFN-y. [loGaBmsnu 25 mxn 1 MKu/mi pacTBopa MEU4eHHOTO TPUTHEM THMHUJMHA B
KXY JIYHKY U UHKyOupoBanu B TeueHue 8 yacoB npu 37°C u 5% CO». Knetku nepeHoCHIH
B 96-TyHOYHBI MHUKPO-CTUHLWJUISILUOHHBIA IUIAHIIET B COOTBETCTBUM C WHCTPYKLHUSAMH
npousBoguTensa. IlogcunTsiBaan ¢ MPUMEHEHHEM MHUKPO-CTUHLMUILMOHHOIO JETeKTOpa B
COOTBETCTBUU C UHCTpYKUMIMH u3rorosuressi. Konuenrpauuro IFN-y onpenensniy ¢ moMoIIbo
tBeprodasnoro HDPA (eBioscience cat # 88-7316-88) ¢ mpuMeHeHHEM MpPOTOKOJA
U3TOTOBUTEIS.

[00253] [Ilporokos: anHanu3 naHHbIX. [loacuuThIBaNIM CpenHEE KOJMYECTBO HMITYJIbCOB B
muHyTy (CPM) mim xonueHTparuro IFN-y anmst kakgoro aHTHTeNna BO BCEX KOHLEHTPALIHSX.
Kpurepun npuemneMocTH OCYLIECTBIISIM, Kak IMpeaBapUTeNbHO omnuckiBanu. OmnpeneneHue
3HaueHul ICso ocymectBisinu, kak onucaHo. OtaenbHble 3HaueHus CPM u koHueHTpauuit

IFN-y B SEB ananu3ze nogdopa 1036l JUAUPYIOIMUX KaHIHIATOB.

[00254] Tabnuua 9: 3Hauenns [Cso anst oboux CPM u IFN-y B SEB.
VSTB95 VSTB50 VSTB53 VSTB60
VSTB112 (S2) | VSTB116 (S5) | (S16) (s41) (543) (547)
CPM -1.16 -1.44 -1.12 -0.74 -1.06 He BbinosHeHO
lamma -1.24 -0.35 0.05 1.69 -1.05 He BbinosHeHO
[00255] **3HaueHus mpencraBieHbl B [0g10 KOHIEHTPALIUI aHTHTE.
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[00256] Beisonsl: cieuudprueckue VISTA anTHTeNna yCHIIMBAIU BBIPAOOTKY LUTOKHHOB H
nponudepanuro B 3aBUCHMOCTH OT 1036l B SEB ananmuze. 3nauenus ICso or SEB nccnenopanus

B 11€JIOM OBUTH MTOXOKU Ha Pe3yJIbTaThl HCClienoBaHul pa3dasienuss MLR.

[00257] TIPUMEP 10: AHAJIW3 SITUTOII-CIIEITUGUYECKOU COPTUPOBAKHU
[00258] Cmnoco0sr: ProteOn XPR36 cucremy (BioRad) mpumensnmu st ocyInecTBiI€HUS
snuTon-ceszbiBaroel coptupoBku. ProteOn GLC yumnsr (BioRad, Cat#176-5011) nokpsiBanu
aByMsi HaOopaMu U3 O MOHOKJIOHAJBHBIX aHTUTEN (mMAbS), HUCHONb3ys HHCTPYKLUH
MPOU3BOAUTEIS A1 XUMUYECKOT0 aHann3a aMuH-coennHennst (BioRad, cat #176-2410).
[00259] Konkypupyromue mAbs npeaBapuTeNbHO MHKYOHMpOBaNM B H30bITKE (KOHEUHas
koHueHTpaiust 250 HM) c uenoBeueckumu VISTA (koHeuHast koHueHTpauusi 25 HM) B
TedeHue 4 4acoB NPU KOMHATHOM TeMIlepaType U 6 B TO ’K€ BPEMsI BBINIOJIHAIN B OTHOLUIEHUU
YHIa, TOKPBITOrO C MaHEsIMU TOKPBITHIX MAbS BpeMeHHOH acconmanueldl 4 MHHYTBI C
nocjaeayrmen auccourauuein B TedeHue S5 MuHyT. Ilocie Kakaoro BBIMOJIHEHUS, YUIIBI
BoccraHasnuBaiay ¢ 100 MM ¢dochopHOii KUCTOTBI.

[00260] AmnHanu3 MOJNYYEHHBIX MJAaHHBIX BOBJIEKAJ] TPYNIHUPOBKU BCEX CEHCOTPAMM C
MOMOIIBIO JINTAHZa U HCIOJIb30BAHUS MacTepa BbIPAaBHUBAHUS, KOTOPBIH aBTOMAaTUYECKU
BBIMIOJTHSIET BhIpaBHUBaHHEe X M Y OCH, U apTedakTta yAajJeHUs. 3aTeM MPUMEHSUTH K JaHHBIM
koppekuuto Interspot.

[00261] HekonkypeHTHbIe MAb ONpenesii KaKk UMEIOIUe CUTHAJ CBSI3bIBAHUS TOT JK€ WU
> Al curnan (cBsi3pIBaHHE TOJBKO C yenoBedeckuMm VISTA).

[00262] KoukypeHntHble mAb ompenemsuin Kak HUMEROINHWE CHTHAJ CBsA3bIBaHUA << Al
CHTHAJI (7.€., CBSI3bIBAHHE TOJBKO C uenoBeueckuM VISTA).

[00263] Pesynprarel: B mpumepe cencorpammel, mnokasaHHoM Ha Purype 23, VSTBS8S
AHTUTEJIO TOKpbIBAM Ha uurie Proteon SPR W BBIMONHAIN NpeaBapUTENIbHYIO HHKYOAIHIO
VISTA Oenka ¢ yka3aHHBIMH KOHKypeHTamu B oTHomenuu uumna. VSTBSO0 mpencrasnser
co0ol MpuUMep HEKOHKYPEHTHOT'O aHTUTENA, B KAYECTBE MOJIOKUTEIBHOTO OTBETa HAOJIOMaIH,
korga BemoyHsM Komruieke VISTA/VSTBS0. GG8, VSTB49 u VSTBS1 obpa3osbiBaiu
kommuiekca ¢ VISTA 6e3 cesspiBanmst ¢ VSTB8S, mokpbeITeiMu Ha yurne, U ObUTH, TIO 3TOU
NPUYHHE, KBATN(HUIIUPOBAHBI KAK KOHKYPUPYIOILIHE 32 TOT K€ yUacTOK CBsi3biBaHMs Ha VISTA,

kaxk VSTBSS.
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TabGmuua 10:

[00264]

Mpo6HbIi Habop #2: coeaMHEH € AaTYMKOM

L6

B116

L5

1E8

L4

B67

L3

B66

L2

B53

L1

B50

Mpo6HbIii Habop #1: coeAUHEH € AATYMKOM

L6

B113

L5

B112

L4

B104

L3

B95

L2

B85

L1

GG8

Ipynna

1

1

1

1

1

1

1

1

1
1
1
1
1
1
1
1

1

1

1

1

1

1

1

1

1

1

1

1

1

1
2
2
2

2
2
2
2
2
2
2
3

O6pasubl

GG8

VSTB100.001

VSTB101.001

VSTB102.001

VSTB103.001

VSTB104.001

VSTB105.001

VSTB106.001

VSTB107.001

VSTB108.001
VSTB109.001
VSTB110.001

VSTB111.001

VSTB112.001

VSTB113.001

VSTB114.001

VSTB115.001

VSTB116.001

VSTB49.001

VSTB51.001

VSTB53.001

VSTB59.001

VSTB65.001

VSTB67.001

VSTB70.001

VSTB81.001

VSTB92.001

VSTB95.001

VSTB97.001

VSTB98.001

VSTB99.001

VSTB50.001

VSTB54.001

VSTB56.001

VSTB60.001

VSTB63.001

VSTB66.001

VSTB73.001

VSTB76.001

VSTB78.001

VSTB84.001

VSTB85.001
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VSTB74.001 4 N N N N N N N N N N N N
IE8 5 Y [ Y Y Y Y N Y N Y Y Y
mADb, IMMOOMITH30POBAHHBIC HA
JATYHKS
Y = Ectb xoHKypeHIus (curaan << uem Al- yenoseueckue VISTA
TOJIBKO)
N = Het xouxypeHuuu (cursan > yeM Al- yenoseueckue VISTA
TOJIBKO)
I = He onpenenen (curHan moxox Ha Al- yenoseueckue VISTA
TOJIBKO)

[00265] IIPUMEP 11: OIIPEJEJIEHUE A@OHUMHHOCTU ITPOTEOHA

[00266] AmnTuTena Obuin 3axBaueHbl Ha uumnax ProteOn ¢ npuMeHEHHEM MOKPBITBIX aHTH-
IgG Fc noeepxHOCcTEN. AHTUTENA UCCIEOBAIN HA CBSI3bIBAHUE C YEJIOBEUECKUMH U SIBAHCKOTO
makaka (cyno) BaeksierounbiMu qomeHamu (ECDs) VISTA npu konuentpaiuu 6einkos VISTA
B muamnazoHe or 0.39 eM go 100 HM. AHTUrEHBI MO3BOJISLIIM CBSI3LIBATHCSA/COEOUHSITHCS C
YUIIAMH, TOKPBITBIMH aHTHTEIAMH B TEUEHHE 4 MHUHYT, [OCJIE Yero HaOJFOAaIu JUCCOLUALIUIO
B TeueHre 30 MuHyT. Unnbl BoccTaHaBuBainy, oOpadarsiBas asaxasl ¢ 100 MM docdopHoit
KUCIOTHl B TeueHne 18 cexynn. Bce skcnepumenTs! mpoBoauiu npu 25°C u naHHblE ObUIH

npurogHbiMu 10151 1:1 Mmoaenu cBsi3biBanus JIeHrmropa.

[00267] IIPUMEP 12: BJIMSHUE JEYEHUA AHTH-VISTA B MBIIIIMHON MO/IEJIA
PAKA MOYEBOI'O ITY3bIPA MB49

[00268] CrnocoOsr:

[00269] C57BIl/6 wmbimiam BBOmMIIM MB49 onyxonesbie kietku. Ilocie TOro kak OmMyXoJu
pa3BWINCh, HaUYMHAIHU JiedeHue anTu-VISTA. PocT onyxonu 3areM KOHTPOJIMPOBaAiU 3 pasa B
Henento. Mbpimel ymepiusisaun B coorBercTBuu ¢ mpasmiamu IACUC, mocne Toro, Kak
OIYXOJIU NOCTUTATH 15 MM B 1F000M M3MEpPEHUH.

[00270] [ns  KaxkAOro  OKCIEPUMEHTa  3aMOpOoXKeHHbId  ¢uiakon  MB49  kieTok
pasMopaxkuBaii W BblpamuBaiu B RPMI 1640 (+ L-Glut) ¢ 10% ceBopoTkOil H
AHTUOMOTHKAMH NMEHULMJUTUH/CTpenToMUIMH. [locie Tpex nHel B KyJbType, KIETKH COOupau
c npumenenneM StemPro Accutase u pecycnenauposand 8 RPMI npu konuentpauuu 5x10°
KJIETOK/MJT ¥ BBOAMJTH 50 MKJT HA MBIIIb.

[00271] Mpemmeii C57B1/6 skenckoro mona Bo3pactoM 6-8 Hemenb npuoOperanu y National
Cancer Institute. ITo l'IpI/I6I:>ITI/II/I UM JaBaJld aKKJIMMATHU3UPOBATBCS B TEUEHUE OAHOI'O IHS OO
TOT0, KaK MM BBIOPUBAJIN MPaBblii OOK M MPOKAJIBIBAINA MX XBOCTHL CIyCTs TPHU-IISITh AHEH UM

BBOAWJIN.
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[00272] Bsaenenune omyxonu (BHYTPHUKOXKHO): MbIIaM BBOAMJIN BHYTPHUKOXHO (1.d.) B MX
BBIOpUTHIN 60K 50 M1 MB49 knerounyto cycnensuro (~250,000 kieTok).

[00273] KoHntpons pocta omyxonu: POCT onmyXonu H3MEpsuld ¢ NPUMEHEHHEM, BO-NIEPBBIX
3JNIEKTPOHHBIX U3MepUTeNeii Mo caMmomy mHupokoMy oobeMy (L) u Bo-BTOpBIX mox yriaom 90° k
nepeoMy m3meperuro (W). O0beM ormyXou onpenetsuiva CISAY UM 00pa3oM:

[00274] O6bem = (L2+W7?)/2

[00275] Omnyxosb cuuTaNM CO3TAHHOMN, KOTJAa OHA JOCTHraeT ~5 MM B auamerpe (~60 MM
oobema). Ilocne Toro, kak co3mainy, HAUMHAIM JledeHne. PocT omyxonu usmepsnu TpH pas3a B
HEJIENIO B MPOLIECCE JIGUEHUS U IO MPEKPALIEHUS 3KCIIEPHMEHTA.

[00276] Jleuenue anTu-VISTA: Xumepnsle 13F3-mlIgG2a MOHOKJIOHANBHBIE aHTUTENA
BBOAMIN BHYTpHOpromMHHO B 10 mMr/kr. [IpoTokon mMmyHu3auuu ObUT TpH pa3a B HENENIO B
TEYEHHUE YEThIPEX HEMEeb.

[00277] VYwmepuiBnenue wbpimeit: B coorBerctBum ¢ mnpaBunamu [ACUC, >KuBOTHBIX
YMEPILUBJISUINA IIPU JOCTHXKEHUU UX ONyXoJiel 15 MM B caMOM JAJTMHHOM M3MEPEHUH.

[00278] Amnamuz »s¢dextuBHocTH: OOBEMBI ONyXONEH MbIIEH aHATU3UPOBAIU  C
npumenennem Excel mis oOpaborku manneix, nu GraphPad Prism nist moctpoenus: rpadukos.
CrarucTuveckuii aHajiu3 MPOBOAMIM C TPUMEHEHHEM Makpoca s R craTHcTUdecKux
pacyeToB MPOrPAMMHOIO O0ECTICYESHUSI.

[00279] OxcnepumeHTajbHAs KOHCTPYKLMS MMOKa3aHa Ha Durype 24.

[00280] PesynbTaTsi:

[00281] Ch13F3-mIgG2a oOpaboTka MbIlIel S>KEHCKOrO TMojia MPUBOAUT K IOJTHOMY
orropskenuto omyxonu (CR) y 70% »xuBoTHbeIXx u yactuuHoil pemuccuu (PR) y 30% (n=7)
(Tabmuua 13 u @urypa 25B). B oTimuue OT 3TOro, BCe KOHTPOJIbHBIE MBIIIH, MMOJTyYaBIINe
neuenne mIgG2a, mokasanu mporpeccuBHOE pa3BuTHE omyxoueit (6/6)(Purypa 25A). [lannble
nokasanu, 4to jgeueHue antu-VISTA morino nmers cuiibHOE BO3JIEHCTBHE Ha POCT OIMYXOJIH.

[00282] Tabmuma 11: [Monnas pemuccus (CR) no cpaBHeHMIo ¢ yactTiuHOU pemuccueti (PR)

13F3 1gG2a (n=7) »keHCcKoro nona
CR 5
PR 2 sBnnoTb o 32

[00283] [IlocnenosatenpHOCTh uesnoBedueckux VISTA mokaszana Ha ®urypax 26 u 27, Ha
ocHoBe MarepuanoB Wang et al., 2011, gvrute, conepkanne KOTOPBIX BKJIFOYEHO IMOCPEACTBOM

CCBUIKH B HACTOAIICC ONMUCAHHUE B ITOJTHOM oOBeMe.
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[00284] TIIPMUMEP 13: KAPTUPOBAHUE JIIUTOIIOB AHTHU-VISTA AHTHUTEIL C
ITPUMEHEHUEM UCCJIEIOBAHMA BOJIOPO/I/JIEUTEPUEBOI'O (H/D) OBMEHA
[00285] s unentudukauuu smutonoB 1t the VSTBSO0, 60, 95 u 112 Ha uenoBedecKux
VISTA, Macc-cieKTpOMEeTpHIO pacTBOpa Ha OCHOBE Bopopon/neiitepueBom odmena (HDX-
MS) ocymectBisiin ¢ nmpuMeHeHueM cootrBercTByromux Fabs. IIpouenyper mist H/D oOmeHa,
npuMeHsieMble s aHanu3a Fab oTknonenus, aHanornyHe! onucanHbiM panee (Hamuro ef al.,
J. Biomol. Techniques 14:171-182, 2003; Horn et al., Biochemistry 45:8488-8498, 2006) c
HekoTopbiMU Moau¢ukanusmu. Fabs npurorosmsinm m3 IgGs ¢ paciuenieHHbIM NananHoM H
3axBat OejxoM A ¢ mpumeHeHueM Habopa Pierce Fab Preparation Kit (Thermo Scientific, Cat#
44985). IlocnenosarenpHOCTh uenoBeueckoro Oenka VISTA conmepskana mectb N-CBS3aHHBIX
YYaCTKOB TIJIMKO3WIMpPOBaHUS. [l yiydineHws 3axBaTa MOCJIEAOBATEIbHOCTH, OEJIOK
nermukoswanpoBanu ¢ PNGase F. [lernmukosunuposanusiii 6enok VISTA wuHkyOupoBanu B
JIeWTepUPOBAHHOM BOJHOM pAacTBOPE B TEYEHHWE 3aJaHHOIO BPEMEHH, IPHUBOASINEE K
BKJIFOUEHUIO JIeHTepusl BO B3aUMO3aMeHsieMbIM aToMaM Bozopoaa. Jelrepuposanusiii VISTA
oenok Obl1 B komrutekce 6o ¢ Fab VSTB50, VSTB60, VSTBOS uaun VSTB112 B 46 Mk
okucu aertepusi (D20) mpu 4 °C B Teuenne 30 cekyHa, 2 MuHyT, 10 MuHyT U 60 MUHYT.
OOMeHHyI0 peakiuio raciiid Hu3kuM pH u Oenku paspyriany merncuHoOM. Y POBHH JeHTepuHst
NpU OTPENENICHHbIX MEeNTHIaX KOHTPOJMpoBaiM u3 casura maccel Ha LC-MS. B kauectse
pedepencHoro kontposs, 6enok VISTA obOpabateiBanu mogoOHbIM 00pa3oM, 3a UCKITFOUYEHHEM
TOTO, 4TO OH OB HE B KOMILIEKCe ¢ Mojiekynamu Fab. Yuactku, ceszannbie ¢ Fab, BBomwiu B
T€ Y4aCTKH OTHOCHTEJbHO 3allMINEeHHbIe OT OOMEHa, U, TakuM 00pa3oM, comepskaiiue Oojee
KpymnHble ¢ppakuun neftepus, uem pedepencubiii Oenok VISTA. Ipubmmurensro 94% Oenka
MOXET OBITh COTIOCTABJIEH C KOHKPETHBIMU TEMITHAAMH.

[00286] Otknonenus conoctasyienusi pactsopa HDX-MS VISTA ¢ VSTBS0/VSTB60, u
VSTBO95/VSTB112 noka3anel Ha @urype 28 cBepXy U CHH3Y, COOTBETCTBEHHO. bbuin
uneHTuuurpoBanel aBe rpynmbl 3nuTonoB. AHTH-VISTA VSTBS0 pacmosnaeT TOT e
srutomn, Kak aenaer VSTB60; VSTBOS cBs3piBaeTCst ¢ pyruM SMUTOIOM y4acTKa, KaK JeIaeT
VSTB112 na VISTA. Autu-VISTA VSTBS50 u 60 nenst oiuH U TOT e 3MMTOI, KOTOPBIH
Bkrouaet cermenThl, 103NLTLLDSGL111 (SEQ ID NO:62) u 136 VQTGKDAPSNCi46 (SEQ ID
NO:63) (Purypa 28 cBepxy). Autu-VISTA VSTBOS u 112, no-BuanMomy, HarlelieHbl Ha
CXO’KHe 3MUTONBI, BKIovaromue B cedst cermenTol 27 PVDKGHDVTF36 (SEQ ID NO:75) u
s4sRRPIRNLTFQDL¢s (SEQ ID NO:65) (Purypa 28 cHusy). EcTe aBa Opyrux cermeHra,

MoKa3bIBaroIIue ciabbie oTkIoHeHUs: mo VSTBIS u 112, Bkarouaromux octaTtk 39-52 u 118-
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134. Kpome TOro, ypoBHHM CHI)KEHUSI HE TaK CHJIbHBI, KaK B MPENbIIYIIUX ydacTkax (27-36 u
54-65) B muddepennmanpHoil kapre. Hecmorpsi Ha TO, uro omuH mnentun 100l MRio2,
MOKa3bIBAIOLINH CcHibHbIE OTKJIOHEHUs o VSTBOS u 112, pacnonoxeH Ha Apyroil CTOpoHE
nosepxHocTu VISTA, oH siBisieTcs OTJaNEeHHbIM OT y4acTKOB 3nurona, 27-36 u 54-65. Takue
OTKJIOHEHHsI MOTYT OBITh BBI3BaHbI ajutoctepudeckuM spdexkrom. lannbie pesyasratel HDX-
MS omnpegensitor ypoBeHb snutonoB nentuna st aHtu-VISTA antuten. Tam He Obuio
NEPEKPHIBAKOLIUXCS] YYACTKOB SMUTOMNA JUIs1 TAKUX ABYX IPyII 3nurtona. JlaHHble pe3ysbTaThl
COrJIaCOBAIMCh C MPEAbIAYIIMMH JaHHBIMA KOHKYPEHTHOW COPTHUPOBKH, B KOTOPBIX OHHU HE

KOHKYPUPOBAJIH APYT C APYTOM.

[00287] IIPUMEP 14: OIIPEJIEJIEHUE CTPYKTYVYPLI KOMIUIEKCA
YEJJOBEYECKUX VISTA ECD:VSTB112 FAB C IIOMOIIBIO BEJKOBOH
KPUCTAJIJIOTPA®HI

[00288] C wuenpto ompenenenust crpykrypsl VISTA wu pns oOo3HadeHus snurToma H
mapaTona, OmnpeAessIFoIero B3auMoAecTBUe Mekay BHekieTouHbM gomeHoM VISTA (ECD)
u Fab ¢parmenrom nupupyromero anturena VSTB112, koMmmiekc KpHUCTaUIM30BaId U
ompenenanu cTpykTypy mnpu 1.85 A paspemaromeii cmoco6noctn. Ctpykrypy ECD
yenoseyecknx VISTA B xommiekce ¢ Fab ¢parmentom anturena VSTB112 onpenensuu B
nomneITKe onpeneneHuss kak crpyktypel ECD camoro VISTA, tak u nns omnpeneneHus
snuTona/maparona ans ux B3aumoneicteus. Ctpykrypa obHapyxwuna VISTA nns npussTus
netin IgV ¢ tonmonorueit uemu, ananoruyHor Vo uernu TCR. B pomonHeHne kK KOHMUYECKOU
OUCyIb(pUIHON CBsi3u, OOpaszoBbIBaroliedl MOCTHK B u F HutsMu B 3amHell u mepemHeit
MOBEPXHOCTAX [-COHABHYA, CTPyKTypa mnokazaia ECD wumeer 1Be JONMOJHUTEIbHbBIE
nucynbGuaHble CBsi3U, ofHa nmpuss3biBaeT CC’ METIIo0 K MepeaHeMy CJIOK, a BTopasi Mexkay A’
u G’ Hutsimu. HecMoTpst Ha TO, UTO KpUCTAIIMUECKHEe KOHTAKThI Mexay Monekyaamu VISTA
NPOMCXOAMIIN, OHU OBbUTH HE3HAYUTEIBHBIMH WU HE SIBJISIFOTCS JIOKA3aTEJbCTBOM IS AMMEpa
VISTA ECDs nHa ocHOBe 3T0M cTpykTypbl. Jnuron VSTB112 nokaszaH st BKJIIFOUSHHS 4acTeH
VISTA BC, CC’, u FG nernu Bmecte ¢ ocratkamu nepensero oera ciost (C’CFG) 6mmkaimmx
tex nemied. [laparon cMmeien B OONbLIeH CTENEHN B CTOPOHY B3aUMOZIECHCTBUI TSDKEJOHN Lenn

¢ CDR L3, nenas MUHUMAILHbBII KOHTAKT.

[00289] Omnwuron/maparon, onpenenstomuii B3anmoneiicreue VISTA:VSTB112
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[00290] VSTBI112 Fab 3akpbiaer miomanb mosepxHocTd 10243 A2 mpu cesasbiBanuu
VISTA ECD, ¢ 3akpbiTHEM MOBEPXHOCTHU TSKENION LENH, cocTaBisiromeit 715.3 A2 or obuei
cymmbl. CeMb BOIOPOAHBIX CBsi3eld M 4 COJNEBBIX MOCTHKAa B3aUMOJEHCTBHH 00pa3oBaUChH
mexny VISTA u nerxoii nemsto VSTB112, a 10 atomoB Bogopoza u 2 CONEBBIX MOCTHKA
B3aumopenicteuii Mexay VISTA u Taxenoit mensto VSTB112. VSTBI112 pacnosnasaino
ocratku B nepenaHem cioe Hured C’, C, F, u G Ha koHuax, 6muskux k FG merne, a Ttakke
ocratku B BC, FG, u CC’ nernsax (@uryper 29 u 30). B3zaumoneiicteusa ¢ CC’ metneit
MPUXOIMINCH Ha OOJIBIIYIO YaCTh KOHTAKTOB ¢ Jierkoi nenbio Fab ¢ Tonpko octarkamu E125 u
R127 B FG netne nenanu nomnoNHUTENbHBIE B3auMozeicTBus jerkoil nenu. Ocratku 119 no
127, cootsercteytomue FG merne VISTA npuxomumich Ha 38% oT obmei 1034.8 A2
TUIOLIAAN MOBEPXHOCTH, 3aKpbiBaroiuecs nocie ceszbiBanus VSTB112. B yactHOCTH, Takas
NeTJIsl SIBJISIETCS BBICOKOMOJIIPHOM, BKJIOYANa B ce0sl CIEAYIOIIYIO MOCJIENA0BATEIbHOCTh—
IRHHHSEHR- (SEQ ID NO:76). Kpome Toro, W103 8 VSTB112 CDR H3 x0po11o HajJoKeHbl
npotuB ocrarkoB H122 u H123 octoBa VISTA, a H121 VISTA ocymectsisiaun OGOKOBbIE
B3auMOAENCTBUS ¢ apoMaTudeckuM kosbLoMm F55 B CDR H2.

[00291] CpaBHenue yuacTKOB 3nUTONOB 1o kKpuctawiorpadgun u HDX nokasano Ha @urype
31

[00292] TIIPUMEP 15: AKTUBALIMA T KJETOK MU MOHOLIMTOB C IIOMOIIBIO
AHTU-VISTA AHTUTEJ

[00293] Oddexr dpynkumoHanbHoro xapakrepa antu-VISTA aHTHTENn OLIEHMBAIU B IBYX
UCCIISIOBAHMSAX i1 Vilro assays, peakuu CMelaHHOH KyJbTypsl umbounutos (MLR) u SEB
(suTeporokcun B Staphylococcus). O06a wuccnemoBanusi m3Mmepsuin T KIIETOUHYIO
nposnepauno U BbIPaOOTKY LUTOKWHOB, B KaY€CTBE MX OCHOBHBIX TOKA3aHUH, HO TaKue
s¢dextsl ObuM OOYCIOBJNEHBI pa3aMYHBIMH MexaHusmMamu. B MLR, MoHOHyKIeapax
nepudepudeckorn kposu (PBMCs) oT ABYX pa3IHMyHBIX YEJIOBEUECKUX JOHOPOB HHKYOHPOBAIIH
BMecTe, a ryaBHbIH Komruiekc rucrocoBMectumoctd (MHC) He coorBercrBoBanm mexay T
KJIETKAMU OJJTHOTO JOHOpPAa M AEHIPUTHBIMHU KJIETKaMH IPYyroro AOHOpa, npusoasmuidl kK T
KJIeTO4UHOH nposudepannu u Beipadotke natepdepona (IFNy). B uccnenosannn SEB, PBMCs
OT OIHOrO JOHOpa HHKYOHMpOBaNM C OakTepUalbHbIM CYNEPAHTUT€HOM, KOTOPBIM
HeriocpeacTBeHHO cps3biBai Oenok MHC Class II Ha mOBepXHOCTH aHTHI€H-TTPE3EHTUPYOIIHNX
kinetok (APC) ¢ T-knerounsim penentopoMm (TCR) ma T kierkax, BbI3bIBas akTUBALMIO T
KJIETOK, Mpojiudeparro u BbIpaOOTKY HHUTOKMHOB. B obomx wuccrnemoBanmsx, VSTB112,

KOTOpPBIN TpenacTasisieT coOol mepBuuHyr0 Mojekyiqy VSTB174, mokaszana 10303aBHCHMYIO
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uHAyKmo T kietouHoH nponndepanuu 1 BeIPpaOOTKH LIUTOKHHOB, M OblIa CAMOHM aKTHBHOM

cpenu kauauaaTos (Purypsl 21A-21D, Tabnuua 12).

[00294] TabGnuma 12. 3navenuss EC50 nmns uccnemoBanmii cuutbhiBanuss MLR. VSTB112

(mepsuunast VSTB174) Oblta camMoii akTHBHOI MOJIEKY JIOH.

Kanamnpat ECso nponudepaums (MKr/mn) ECso IFNYy BbipaboTka (MKr/mn)
VSTB112 0.21 0.38

VSTB116 0.17 0.69

VSTB95 0.29 1.67

VSTB50 0.77 1.14

VSTB53 0.47 1.88

VSTB60 1.04 2.48

[00295] MHccnenoBaHue akTUBALIMHM MOHOLIUTOB

[00296] [TanHble uccrnenoBaHus, nmokasaHubie B Tabmuue 12, 6buin momyyenst ¢ VSTB112,
nepeuuHOil Mosekysnoit VSTB174. Jlna nHaunmyumero noHumanusi aktuBHoctu VSTB174
BBINIOJIHSJIM UCCIIEIOBAHNE AKTUBHOCTH MOHOLMTOB. Pe3ysbTaThl MOKa3aiu, 4TO WHKyOaums
VSTB174 ¢ uensimu PBMCs, BbI3bIBajla MOBBIIMIEHHYK JKCIPECCHIO aKTUBALIMOHHBIX
mapkepoB (CD80 u HLA-DR) Ha CD14+ moHOUMTaX, 4TO yKa3biBajao Ha 3((PEKT CBIA3bIBAHUS
aHTUTENA ¢ CyOmonyJisiuell MMMYHHBIX KJIETOK, U3BECTHBIMH 3KCIPECCHPYIOIIUMH BBICOKHE
ypoBuu VISTA (®urypa 32). JIONMOJHUTENBHBIM BOMPOCOM  SIBJISIETCS MOMKHO JIM
CIOCOOCTBOBATH BO3AEHCTBUIO HA aKTUBALIMKO MOHOIIUTOB B 11ej1biXx PBMC r00BIM aHTUTETIOM,
koTopoe cBs3piBaeTcss ¢ VISTA u umeer IgGl Fc. Anrurena VSTB103 u VSTB63
ceszbiBATCH ¢ VISTA ¢ Bricokol addunnocThio (KD 6.36E-10 1 8.30E-10 cOOTBETCTBEHHO)
u kierkamu, skcrpeccupyrommmu Oenok VISTA, anmanormuno VSTB112 u VSTBI11.
VSTB103 naxoaunics B TOM ke mape ocHoBaHMi snurona, kak VSTB112, Torna xak VSTB63
HAXOJWJICS B JPYrod Mape OCHOBAHUH 3MHUTOMNA; HH OJHO AHTHUTEJIO HE CIIOCOOCTBOBAJIO
aKTHUBALlM{ MOHOLMTOB. B 1ieJoM, JaHHbIE pe3ysbTaThl MOKa3ald, YTO OAMH MEXaHWU3M, C
nomotibto kotoporo VSTB174 Mornu oka3aTh CBOE BIIMSIHUE Ha aKTUBALMIO/iposudepannto T
KJIETOK, TPOMCXOAMJ TMOCPEACTBOM AaKTHUBAIMM MOHOLIMTOB, KOTOpPO#l crocobcToBamun NK

KJICTKH.

[00297] IIpuroroBneHue cpenbl
[00298] 500 mm RPMI 1640 (Corning, 10-040-CV) cmemuBanmu ¢ 50 M uegoBedecKOn

ceiBopoTkn AB (Valley Biomedical, Inc, Lot # 3C0405), 5 M neHMUMIUTHHA/CTPENITOMULIMHA




-70 -

(Lonza, 17-602E) 10,000 en/mn, 5 mn L-rnyrammaa (100x) (Gibco, 25030-081) u 10 mn
HEPES (1M) (Fisher BP299-100, Lot#-1). Cpeny xpanunu B TeueHue He Oonee yem 14 nHel
npu 4°C.

[00299] IIpurorosnenue pactsopa VISTA 1 KOHTPONBbHBIX AHTUTEN

[00300] AmnTuTena pasBommiu a0 2X tpebyemoit koHueHTpauuu B 10% CBIBOPOTOUYHOM
cpene AB: VSTB174: lot VSTB174.003

[00301] [oGammsuin 100 MKJI COOTBETCTBYIOLIMX PAaCTBOPOB AHTUTEN K COOTBETCTBYIOLINUM
ayHKaMm 96-nyHouHoro rutaHmera ¢ U-obpasueiM nHoM (Falcon, 353077). 3arem nmoGasnsnu
pasHble KJIETOYHble MOMyJsiuu B koiauuecTBe 100 MKJ, KOHEYHas KOHLEHTpaLus KaKgoro
antutena cocrapisuia 1, 0.1 mimm 0.01 r/mn. CNTO 3930 xonTtponbHoe antuteno IgGl (Lot

6405, ENDO <0.1 EU/mg) no0aBisiii B KOHEYHOH KOHLIEHTPALUHU | MKI/MIL.

[00302] Beigenenue PBMCs

[00303] [onopam Obu1O, O MeHbLIEH Mepe, 18 JieT, Kak MpaBUJIO, 370POBbIE U BHIOMPATHCH
CIy4aiHbIM 00pa30M M3 MECTHOTO HACENIECHHUSI.

[00304] [IoHOPCKYIO KpOBb MEPEHOCHJIM U3 HW30JUPOBAaHHOW mpodupku B S50 wmn
KOHHYECKYIO.

[00305] 15 mu @ukomnn 1077 (SIGMA, 10771) nomemanu OCTOPOKHO MO KPOBb, YTOOBI He
cMenarb. 1o ObUIO Ha 25 MIT KPOBH.

[00306] Kunerku uentpudyruposanu mnpu 1250g B TeyeHme 25 MUHYT NPH KOMHATHOH
Temneparype 6e3 TOPMOKEHHSI.

[00307] JleiikouuTsl BeIAEISUH MTpH UHTepdaze OUKOIUIIA H CHIBOPOTKU U KIIETKH Pa3BOIWIN
B 40 M1 cOanaHCUPOBAHHOTO cONeBOro pacteopa Xenkca (HBSS).

[00308] Kunerku uentpudyruposanu npu 453g (1500 06/mMun) B Teuenue 10 munyT pu 4 C.
[00309] Knerku pecycnenuposanu B 50 min HBSS u mopcuurtsiBanu mytem mepenoca 500
MKJI B OTAENIbHYIO TpoOHpKy mmeHaopda.

[00310] Kpowme Toro, Habop Pan Monocyte isolation kit or Miltenyi mpUMeHSIJTH COTJIACHO
UHCTpYKUUAM mpousBonutens (cat# 130-096-537) mns BeimeneHust CD14+ kietok myTem

HETaTUBHOH CEJIEKLIUU B HECKOJIbKUX 00padaThIBaeMbIX rpyTIax.

[00311] IloxroroBka K KyJBTUBHUPOBAHUIO /71 Vilro
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[00312] Ompenensuii  COOTBETCTBYIOINEE HEOOXONMMOE  KOJUYECTBO  KJIETOK ISt
UCCIIENIOBAHMS, MCXOAsl W3  KOJHMYECTBa AaHANM3UpPyeMblx oOpasuos.  Ilomyssmmro
MMMYHOKOMIIETEHTHBIX KJETOK BbICEMBAJIU B KOHIeHTpaiuu 2.0x10°knerox/mynka B 96-
aynounblii miaHmer ¢ U-obpasubiM nHoMm. s CD14 monynsiuuu, oToOOpaHHONH HETaTHUBHO,
zacenBanu 0.5x10° knetok. Bce ycnoBus OCyLIECTBIISIN B TPEX 3K3EMILISPAXx.

[00313] Knerku ueHTpUYrupoBady, Kak ONHCAHO BBILIE M PECYCIEHAMPOBAIH TIPU
koHuenTparuu 2x10%m s nonyasuuu nenbix PBMC u 0.5x10%/mn ans nonynsiiun CD14,
oToOpaHHOM HeraTuBHO, B 10% criBopoTouHOIi cpene AB u nobasnsimu 100 MkJ rccaenyeMoro
aHTHUTEJIAa K COOTBETCTBYIOLIEH JIyHKE, TOBOAs 001t 00BeM B Kaxkaou JyHke 10 200 MKJI.

[00314] Knerku nnkyOuposanu B Teuenue 1, 2, wnu 3 auedi npu 37° C u 5% COx.

[00315] OxpamnBaHHe aHTUTEN U IPOTOYHAS LIUTOMETPUS
[00316] 96-nyHouHbli miaHmeT ¢ U-0Opa3HbIM JHOM LEHTPU(PYTHUPOBAIU B TEUEHHE 5
MUHYT IIpu 453g U yaamsiii CylepHaTaHT.
[00317] Kunerku npombiBanu ¢ 200 mkia PBS u nenrpudyruposanu xak B stane 5.5.1.
[00318] CynepHartant cOpacbiBamu U pecycrnenauposain B 50 mxn PBS, Brimouaromed B
ceOsl ClieyroIre aHTUTENA!

e CDI14-APC (xnon HCD14) 1:250 (Biolegend cat #325608)

e HLA-DR-PE Cy7 (xion L243) 1:250 (Biolegend cat # 307616)

e (CDS8O0-PE (xion 2D10) 1:250 (Biolegend cat # 305208)

e Hu FcR unruburop cessviBanus (eBioscience cat # 14-9161-73)
[00319] MHukyOuposanu B TeueHrne 20 MUHYT Ha JIbAY B TEMHOTE.
[00320] [obasnsmm 150 mxn PBS u uenrpudyruposany, kak Ha stane 5.5.1.
[00321] [HobGasnsum 150 mxn Oydep PBS u ananmsuposanu ¢ momornisio FACS.
[00322] OOpasubl mposepsuin Ha mnporoyHoM mutomerpe Miltenyi MACSQuant ¢ 10-
napaMeTpaMy M aHajgu3upoBaiu ¢ npumeneHueMm FlowJo 9.7.5 nHa skcmpeccuto HLA-DR u
CD80 mna CDI14+ mnonynsauuu. CpemHee TeOMETPUYECKOE 3HAYEHHWE WHTEHCUBHOCTHU
droopecuenun (MFI), craTuctuueckass BeJIMUMHA, KOTOpasi ONpeNeNisieT CpenHee 3HAYCHUe
MHO’KECTBA 4YHCEJl, NMPUMEHSUIM B KauecTBE OIpenessItolleil CTaTUCTUKU AJil CPaBHEHUs

JIEUEHUHN.

[00323] Crarucruueckuii aHaIN3
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[00324] Bcs cratuctuka nposonmiack B Prism GraphPad, Bepcust 6. IlomapHoe cpaBHeHHe
MeXIy IpyNnamMu Aeslalyd B KaKIYI0 BpEMEHHYI0 TOuKy ¢ npuMeHeHuem One-Way ANOVA ¢
MOMNPAaBKOM HA MHOXKECTBEHHOCTb Tproku. P-3HaueHus wmenee, yem 0.05 pnsa Beex
UCCIIENIOBAHUN U CPaBHEHUH, CUMTAJNCh 3HAUYUTENbHbIMU. {151 Bcex rpadukoB u tabmurn, *

p<0.05, ** p<0.01, *** p<0.001, ****p<0.0001.

[00325] TIIPUMEP 16: AKTUBHOCTHU ADCC U ADCP AHTU-VISTA AHTUTEJI

[00326] VSTB174 wumenun Fc IgGl, xoropbie wmornm obecneunBaTh AKTUBHOCTb
AHTUTENI03aBUCUMON KJIETOYHOONIOCPEIOBAHHOM LIUTOTOKCUYHOCTH (ADCC) u
AHTHUTEJI03aBUCUMOr0 KJleTouHoonocpenoBanHoro (aromuroza (ADCP). beutn nposeaeHs! oda
TUTA WCChenoBaHul u mokasanu, 4yto VSTB174 moxer nu3upoBaTh WK (ParomuTHpOBATh
K562-VISTA xnerku (Qurypel 33-34), HO HE MHENOMHYIO KJeTOuHyr JuHHI0 K562
NEePBUYHBIX KJIETOK (JaHHbIE HE NOKa3aHbl). JIOMOJHUTENIbHBIM MEXaHH3MOM AaKTHUBALMU
VSTB174 nns monynupoBanus mHruoupyromero neiictsust VISTA moxer ObiTh nM3HC MM
HIOTJIOIIEHHE KIIETOK, KCIIpeccHpyomux Bbicokue ypoBHU VISTA, Takum obpaszom, yaanss ux

U3 JOKAJIbHOW MUKPOCPEABI.

[00327] IIPUMEP 17:. AKTUBALIUA ADCP JOITOJIHUTEJIBHBIMU AHTU-VISTA
AHTUTEJ

[00328] Amnanu3 darouurosa in Vitro TNPUMEHSUM I U3y4YeHUs YCHJIEHUs Makpodar-
OMOCPENOBAHHOTO (HaronuTo3a KJIETOK, JSKTomudecku skcmpeccupyromux VISTA anrtw-
yenoeueckumu VISTA mAbs (VSTB173 u VSTB174). Takue mAbs kjoHupoBaiu B
paznmunblie Fc octoBsl (IgG1 WT (aukwuii Tum), IgG1 PR (ycToliunBeie K AEHCTBUIO MPOTEA3bl),
u IgG26) 1 NOCTYIMPOBATUCH I BO3SMOKHOCTH UMETh Pa3IMYHbIE AKTHBHOCTH OTHOCHTEJBHO
ycuneHHoro ¢arommro3a. PR ocroBel IgG1 u IgG1 cnocoGHbI cBszbIBaThes ¢ Fc penentopamu
U uMmenu noteHiman, 4rodsl BeiBaTh ADCP, B TO Bpems kak IgG2c He cBsisbiBaNCH ¢ FC
penenTopamu u He onocpenosain ADCP.

[00329] AwnTu-VISTA anturtena uccnenosanu B aHanuze ADCP ¢ K562 nepBuunbIMU H
K562-VISTA xnerkamu-mumnensimu. Kak nokazano Ha @urypax 35-36, VSTB174, VSTB149,
VSTB173 m VSTB145 ycunusanun hMac ¢aromuros K562-VISTA knerok. VISTA antutena
VSTB140 unu VSTBI132, u IgG2c Fc, xortoprie He cBs3biBanu ¢ Fc penentopamu, He
ycmmBanu (paronuros, kak oxkumanock. VISTA mAbs VSTB174 u VSTB173 ¢ IgGl Fc
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NOKa3bIBAIN HanOonee cuibHbIN parouutos, ueM VSTB149 u VSTB145 ¢ IgG1PR Fc (cmotpu

Tabmuuy 13 u 14 nns 3nauenuiit ECso).

[00330] TabGauua 13. 3nauenus ECso antu-uenoseueckux VISTA mAb.

Jleuenne VSTB174 VSTB149 VSTB140
ECs 0.0782 0.1142 NA

[00331] Tab6auua 14. 3nauenus ECso antu-uenoseueckux VISTA mAb.

Jleuenne VSTB173 VSTB145 VSTB132
ECso 0.0146 0.1075 NA

[00332] VSTB174 u VSTB173 mnokaseBanu cnaboe ycuneHue ¢arouutoza K562
NEPBUYHBIX KJIETOK MpPU CaMOM BbICOKOM KoHUeHTpauuu (Purypsr 35-36), koTOpoe MOrIO
ObITh M3-3a HU3KOH sKkcnpeccun VISTA K562 knerkamu. Jlpyrue antu-VISTA anTuTena He
ycumnuanu ¢aromuro3 K562 kierok.

[00333] HeratuBHbIE KOHTpPOJBbHBIE AaHTHUTENA OBLIM HCCIEAOBAHbI KaXJao€ B JABYX
Pa3INYHBIX KOHLEHTpalmsax B aHanu3e ¢arountoza K562-VISTA, HO He BbI3bIBAIM HUKAKOTO
¢arouuTo3a. JlaHHbIE pe3yJIbTaThl YKa3bIBAIH, YTO (ParoLuTo3, ONOcpenoBaHHbli anti-VISTA

aHTUTeNaMH, crietuuueH u cBsiza ¢ skcrnpeccueii antureHa VISTA K562-VISTA knetkamu.

[00334] TIIPUMEP 18: AKTUBALIMA ADCC AOITOJIHUTEJIbBHBIMU AHTU-VISTA
AHTUTEJIAMHU
[00335] C uenbto wusydenumss ux cnocodHoctu wunayuupoatb ADCC, wuccnenoBaiu
cnenyromue Tpu yenoBedeckux aHTH-VISTA anturena:

VSTB174 (IgG1)

VSTB149 (IgG1 PR)

VSTB174.LF (IgG1 LF (Hu3kuii ypoBeHb (PyKO3bI)).
[00336] Kaxnoe aHTUTENO UCCIEAOBAIM B LIECTU PA3JUYHBIX KOHLIEHTPALUAX B Mpenenax
OJTHOTO TIJIAHINETA, B TPEX MOBTOpPAX B TEUEHHUE JIBYX OTHEBHBIX SKCIEPUMEHTOB JJIsi 00IIEero
KOJIMYECTBA MECTH TOYECK JaHHBIX.
[00337] VSTBI174, VSTB149, u VSTB174LF kaxnoe IEeMOHCTPUPYET H3IMEPSEMYIO
ADCC aktuBHocTh mipu 10, 1, 0.1 u 0.01 mkr/myi, B TO Bpems kak Toibko LF anTuTENo
nokasbiBasio m3Mepsiemyro ADCC aktuBHOCTh mpu 0.001 MKI/MiI;, HU OZHO W3 AHTUTEN HE

nokazano ADCC mpu 0.0001 mkr/mi. ITockonbKy Ka)1oe M3 TAKMX aHTUTEN UMENH BapUaHT
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Fc IgGl umm IgG1, nanHble pe3ynbraThl ObUIH, Kak U OXKuAamuch. LF aHTHTENa mokas3piBaio
yBenuueHHyo akTuBHOcTb ADCC o deMm cBHIeTeNbCTBOBAIO MeHbliee 3HaueHue ECso s
kpuBoii LF anturena (0.002293 mkr/mi) mo cpaBHeHHIO ¢ oObrdHON kpuBoid IgGl anTHTena
(0.02381 mxr/mm). Kpusast PR IgG1 antutena nmena 3nauenne ECso, aHanorngsHoe oObIYHOM

kpuBoit IgG1 (0.01846 mMxr/mi).

[00338] Tabnuma 15. 3nauenus ECso (Mxr/min) tpex uccnenosanuii antu-VISTA anrtuTen,

Kak onpeneseHo ¢ nomousro aHanusa ADCC.

antu-VISTA anTuTeNno ECso (Mkr/mn)
VSTB174 (IgG1) 0.02381
VSTB149 (IgG1 PR) 0.01846
VSTB174.LF (IgG1 LF) 0.002293

[00339] Bce uenoseueckue IgGl, uenosedeckue IgGl PR u uyenoseueckue IgGl LF
nokaszaiu usmepsiemyro ADCC, onocpenoBaHHyO UTONIU30M MPU KOHLEHTpauuu anturen 10,
I, 0.1 u 001 mxr/mn, B TO Bpems, kKak Tojdbko LF aHTHTENna mnokaszaay LUTOJMM3 TPH
koHueHTpanuu anturen 0.001 mxr/mun. Hu oqHo anTH-VISTA aHTUTENO HE MOKA3ajio LUTOJIU3
npu KoHueHTparyu antutes 0.0001 Mxr/mit.

[00340] LF anTuTteno mnokasano mnpuOmm3uTeabHo B 10 pa3 OOJbIIyH0 aKTUBHOCTH,
ocnabnsomyrw ADCC, yem moboe u3 perynsitopubix antuten IgGl wiu PR IgGl anTuTen,

Kak TokasaHo B 3HaueHusx EC50.

[00341] TIPUMEP 19: A®O®UHHOCTL VSTB174 JJIA VISTA YEJOBEKA U
ABAHCKOI'O MAKAKA

[00342] Addunnocts VSTB174 mns BHeknerounoro aomeHa (ECD) VISTA uenoseka u
SBAHCKOTO MaKaka ONpeAeisuld C TOMOLIBI0 Crnocoba IMOBEPXHOCTHOTO IUIA3MOHHOTO
pesonanca (SPR) Ha nmpubope ProteOn. VSTB174 orobpakanu odeHb noxoxue 3HaueHuss KD
st kaxxnoro Oenka, 1.56E-10 M mnst yenoseueckux ECD VISTA u 8.66E-11 M gnst VISTA

ABaAHCKOI'O MaKaka.

[00343] IIPUMEP 20: VISTA AHTUTEIJIA, ITOKA3BIBAIOIIWE DPPEKTUBHOCTD B
MBIIINHBIX MOJAEJIAX OITY XOJI1

[00344] MbpimyHbBIE IITAMMBI, PEATEHTBI U MOAEIN OMYyXOJIU
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[00345] s uccnenoBanwii in vivo, npumensiin uenoseueckue VISTA nokun (VISTA-KI)
MBIIINA BO3BPATHO-CKpeLeHHOH B (hoHOHOBBIN C57Bl/6.

[00346] AmnTu-uenoseueckue VISTA aHTHTENa MOMyYau IJIsl TOTO, 9YTOOBI UCCICTOBAHUS B
VISTA-KI mpimnax, ncnomns3yst Bapuadensusiii yuactok VSTB174, nepecaxxennsiii B Fc IgG2a
mbimu (VSTB123).

[00347] MB49 pak mouesoro my3bipst oueHuBaiu B VISTA KI mbimax,

[00348] B nmonosHEHUH K Oy OJIMKOBAHHBIM HCCIIEIOBAHUSM, TTOKA3bIBAIOIIINM, YTO TEPAITHSI
antu-VISTA antutenamu nHruOMpoBaja pocT onyxonu y Mmbimei aukoro tuna (Le Mercier et
al., 2014), nporuBoonyxoneBrlii 3pQeKkT ObLT MOKa3aH B AHTUTENE-UMUTATOPE XOMSUKA Y
MBILIEH JUKOrO TUNA C NPUMEHEHHUEM pa3JINYHbIX peKUMOB no3upoBaHus u y VISTA-KI

Mmelieit, nonyyasmux VSTB123.

[00349] DddextuBHOCT, MCccnenoBanuii in Vivo B momenu omyxomn y MB49 VISTA-KI
MBILIEH

[00350] MHccnenosanus sdpdextruBHocTH MB49 nposonumm vHa VISTA-KI Mblmax >KeHCKOTo
nosa, ucciaenosann VSTB123 B Heckonbkux no3ax, B mpenenax ot 1- 10 mr/kr. Mbimam
BBOJAMIM BHYTpUKOkKHO 250,000 xnerku omyxomu MB49 B nenp 0. Ha 6 neHb, HauuHau
J03UPOBaHUe, Kak noka3ano Ha @urype 37 (v 10 mr/kr usotunuueckoro koutposst mlgG2a,
wiu ykaszanuble 10361 VSTB123; 10 Mbimeii/rpymma).

[00351] VSTBI23 6bu1 Gonee 3pdeKTUBEH MPU BBICOKUX J03aX MO CPABHEHUIO C HU3KUMH
no3amu, kKak mokazaHo Ha Durype 37. J{o3bl 10 Mr/kr u 7.5 MI/Kr ObUTH 3KBUBAJIEHTHBIMH,

TOTA KaK OIMyXOJI YBEJIHUYHUBAINCH ObICTPEE Y MBILIEH, KOTOPBIM BBOAMIIN S WK 1 MI/KT.

[00352] IIPUMEP 21: OIIEPEJAEJIEHUE DKCIIPECCHUU VISTA B YEJIOBEUYECKUWX
OITYXOJIAX C AHTU-VISTA AHTUTEJIAMU

Ha @urype 1 nokasana skcnpeccust VISTA ¢ nomompbto AML omyxoneBoil KjeTOYHOM
JUHUU—3TO U HaHHble 3kcnpeccnn RNAseq B @urype 17 mogaep>KuBaid HUACKO O TOM, YTO
VISTA skcnpeccuposaincs AML kieTkaMu B 9TO JieKapcTBeHHOe cpencto anTH- VISTA Obuto
3¢ }EKTUBHO TOCPEACTBOM MPSIMOIO HAIMPABJIEHHOTO B3aWMOJEHCTBUS 3THUX KIETOK IS
MMMYHHOH MOAYJISLUU WJIK aHTUTEJI00NOCPEA0OBAHHOIO LIUTOIN3A.

[00353] [Hamsble mist ouneHku skcrpeccun VISTA B pake jierkux ObUTH MOMYyYEHBI OT
o0pasmoB  paka JIETKUX XHPYPTUYECKH yAaJeHHbIX. KieTku OuCCOMHpOBaIN |

xapaktepuzoBaiu st skcrpeccur VISTA u MHOrux apyrux mMapkepos. Pe3ynbraTsl nokasanuy,
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yro 13/13 omyxonel nerkux (TUIOCKHE WM aJ€HOKApLUUHOMBI) BKIrouanu B cebs CD14+

VISTA+ muenounnsie knerku (Purypa 38).

[00354] TIIPUMEP 22: OIIPEAEJIEHUE O3KCIIPECCHMM VISTA B OIIVXOJIAX
JIEI'KUX C I[IPUMEHEHUEM AHTU-VISTA AHTUTEJI

[00355] Amnanu3 UMMYHOTUCTOXMMHUHU ObUT paspaboraH ¢ npumeHeHueM kioHa GG8, aHTu-
yenoBedecknx VISTA IgGl wmeimm. Takue mAb mpumeHsnu anis M3y4deHUs OKpaIlUBaHHS
VISTA B mHemenkoknerounoi kapiuHome jerkoro (NSCLC) FFPE yuyacTkoB omyxouu.

[00356] FFPE yuactku omyxomu oOpaOaThiBaiyd CTaHAAPTHBIMU CIIOCOOAMM H3BIICYEHUS
a"TureHa ao okpawmnsanus. GG8 MeiuuHble anTU-uenoseueckue VISTA anturena npumensnu
B 1:500 passenenun. GG8 cBsA3bIBaHUE ONpEAENANN C NPUMEHEHHEM KpPOJIMYbUX AaHTU-
MBILIIMHBIX [OJUKJIOHAIBHBIX aHTUTEN, a 3areM HRP aHTH-KponuYbUM MOJIMMEPOM.
ITocnenyromee KOHTPACTUPYIOIIEE OKpAIIMBAHHWE C TIeMATOKCWIMHOM, 3aTeéM OLEHUBAJIH
Y4aCTKH OIyXOJIH.

[00357] Oxcmpeccuss VISTA B pake nerkux ObuUia TJIaBHBIM 0O0pa3oM OrpaHUuEHa
UMMYyHHBbIM HHQUIbTpaTOM (TpuMmep mnokazaHn Ha Durype 39) u Bbicokue ypoBHH VISTA

MOJIOKUTECIBHBIX KJICTOK IPUCYTCTBOBAJIM BO MHOTHUX 06pa3ax paka JIErKux.

[00358] TIIPUMEP 23: CTPYKTYPA BHEKJIETOUHOI'O JIOMEHA (ECD)
YEJIOBEYECKHUX VISTA B KOMITJIEKCE C FAB ®PATMEHTOM VSTB174

[00359] Bapuanter anturesa VISTA mnonyydanu W OYHMINAAM JJIsl  KPHUCTALUIOTpadpuu.
PexomOuHanTHbIl  his-mMeyennsiii VSTB174 Fab Obul  3KCIPECCUPOBAHHBIM BHYTPb H
OuMIIeHHBbIM. KpuCcTauibl monydann U MPUMEHSUTH Ui cOOpa BBICOKOPA3PEINAOIINX JaHHBIX
s komruiekca VISTA ECD:VSTB174 Fab ¢ mnpumMeHeHHMEM MarHUTHOTOPMO3HOTO
U3JIy4CeHUs, a CTPYKTYpHbIH aHaimu3 ObUl paspelieH ¢ NpPUMEHEHHEeM COYeTaHHi
rOMOJIOTUYHOTO MOJIEJTUPOBAHUS U aHAJTN3a TUIOTHOCTHU 3JIeKTPOHOB (Durypa 29(cBepxy)).
[00360] Crpykrypy xommuekca VISTA ECD:VSTB174 Fab ompenensiam ¢ TOMOLIBIO
PEHTTeHOBCKOH KpHcTamnorpaduu Ans paspemaromeii cocobnoctu 1.85A, obecneunsaromeit
nepsuuHyto cTpykTypy VISTA ECD u ouepuuBaroweii sanuron u naparon VSTB174. ECD
VISTA npunuman IgV nermo ¢ Tononorueii, ananoruunoit CTLA-4 ECD, Ho coxpanstoLieit
yHUKaIbHY!0 G' HUTh, KOTOpas MPOTATHBAJIach OO mepenHero cios B-coasmya. A' u G
JOTOJHATENBHO  TMPHUBA3aHBl ~ XUMHUYECKH  TOCPEACTBOM  JUCYJIb(GUAHOTO  MOCTHKA,

obpazoanHoro mexay ocratkamu C12 B A' Hutn u C146 B G' mHutn. Illects nucTenHOB
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OOHapy»KeHbl 3aHSATBIMH TPEeMsi BHYTPUMOJEKYJISIPHBIMU NHCYJbOUIHBIMA CBS3SIMH, U, Ha
OCHOBE KPUCTAJUTMUECKUX KOHTAKTOB, HET HUKAKUX JOKa3aTeNnbCTB st numeproro VISTA.
[00361] VSTBI174 pacno3nasan octatku B nepennero ciost uuret C', C, F, u G Ha koHLax,
ommwkarimux Kk FG netne, a takxke octatku B BC, FG, u CC' nernsax.

[00362] VYueHus BO BceX maTeHTaX, ONMyOJIMKOBAHHBIX 3asBKax M pedeparax, MPUBEAECHHBIX
B HACTOSIIIIEM H300PETEHUH, BKIIFOYEHBI TOCPEICTBOM CCBUIKU B X MTOJIHOM O0BbeMe.

[00363] Hecmorps Ha TO, YTO HacTosiiee H300peTeHHe ObUIO MOAPOOHO MOKA3aHO U
OMUCAHO CO CCBUIKAMH Ha TPUMEpP OCYINECTBJICHHS HACTOSIIEr0 H300peTeHHs, 3TO Oynaer
MOHATHO CHELMAMCTaM B JaHHOW OOJIACTH TEXHUKH, UYTO Pa3InYHbIe U3MEHEHUs B (opme U
OMUCAHUSI MOTYT OBITh CHENaHbl B Mpenenax oObeMa HACTOSALIEro H300pPETeHHs], BKIIOUast

NpUJIaraeMble My HKThI MATEHTHON (hOPMYJIbL.



N3MEHEHHAA ®OPMYJIA U3OBPETEHHUA

1. Beinenennoe — aHTMTeno - WM (parMEeHT  TaKOro  aHTUTENA,  BKJFOUAKOLIee
AHTUTCHCBSA3BIBAIOIIMN Y4YaCTOK, KOTOpbIA CBsA3bIBaeTcss ¢ V-momeHoMm Ig cympeccopa T

knerouHoi akruBaiyn (VISTA), BeIOpaHHOE U3 ClIEAYIOMINX:

(1) OHO COHEpPXKUT TMOJUIENTHI BapuabeNbHOU O00JACTH TSKENION Lenu, COoAep KaIlui
nojgunienntuabl CDR1, 2 w®w 3  COOTBETCTBEHHO  BKIIIOUAIOIIHME  aMHUHOKHCJIOTHBIE
nocnenosarenbHocTd SEQ ID NOs: 1, 2 u 3, u nonunenTtua BapuadeabHON 001aCTH JIETKOU IeTIH,
conepxauuii nonunentuabl CDR1, 2 u 3 COOTBETCTBEHHO BKIIOYAIOLINE AMUHOKHCIOTHBIE

nocnenoBatenbHocT SEQ ID NOs: 4, 5 u 6;

(i) OHO cOmepKUT mMONUNEenTHn BapuabeabHONH OONACTH TSDKEJION Lenu, COAepsKalluii
nomunentuasl  CDR1, 2 w3  COOTBETCTBEHHO  BKJIIOYAKOIIHE  AMHUHOKHUCIOTHBIE
nocienosarenbroct SEQ ID NOs: 7, 8 u 9, u nonunentuz BapuabebHON 00J1aCTH JIETKOH LemH,
comepxxaumii nmojunentuasl CDR1, 2 u 3 COOTBETCTBEHHO BKJIHOYAIOIIHE AMUHOKHCIIOTHBIE

nocaenoBareabHocTd SEQ ID NOs: 10, 11 u 12;

(ili) OHO COHEPKUT TMOJIMMENTU BaPHAOENbHOW OONACTH TSKENOW LENu, COAep KAl
nojgunentuabl  CDR1, 2 w3  COOTBETCTBEHHO  BKJIKOYAIOIIHE  aMHHOKHCJIOTHBIE
nocnenosarenbHocTd SEQ ID NOs: 13, 14 u 15, u nonunentun BapuadeabHOM 001aCcTH JIETKOM
uenu, coaepskamuii nojunentuabl CDR1, 2 1 3 COOTBETCTBEHHO BKITIOYAIOIINE aMUHOKHUCIIOTHBIE

nocaenoBatenbHocTd SEQ ID NOs: 14, 15 u 16; uinu

(iv) OHO COHNEPKUT TOJUMENTHI BapuHaOeNbHOW OOJIACTH TSDKEJIOW WENu, COAep Kaliui
nojgunientuabl CDR1, 2 w®w 3  COOTBETCTBEHHO  BKIIFOYAIOIIHE  aMHUHOKHCJIOTHBIE
nocnenosarenbHocTd SEQ ID NOs: 31, 32 u 33, u nonunentuy BapuadeabHOW 001acTh JIETKOU
uenu, coaepskamuii nojunentuasl CDR1, 2 1 3 COOTBETCTBEHHO BKITFOYAOIINE aMUHOKHUCIOTHBIC

nocnenoBarenbHocTH SEQ ID NOs: 34, 35 u 36.
2. AuTHTEN0 K (parMeHT aHTUTENA 110 I1. 1, BBIOpaHHOE U3 CIeNYFOIIUX:

(a) arTHTENO WM (pparMeHT aHTUTENa cornacHo (i), conepskamee nojunentuny VH SEQ ID NO:

38 u nomunenTtun VL SEQ ID NO:41;

(b) aatureno wim pparment antuTena cornacHo (i), cogepxkamee nojgunentany VH SEQ ID NO:

39 n nomunentun VL SEQ ID NO:42;

1
3AMEHAIOIIUM JIUCT



(c) anmtuteno wimu (parmeHT aHTuUTeNna cormacHo (iil), comepxkamiee mnonunentax VH B
nojunentuae Tsokenoi nenu corimacHo SEQ ID NO: 51 u nonmunentun VL B monunenTtuae Jerkoi

ueru cornacHo SEQ ID NO: 52; u

(d) antureno wmnam ¢QparmeHT aHTUTENa comiacHo (iv), comepkamee mnojunentuny VH B

nojunentuae Tsokesaon nenu cormacHo SEQ ID NO: 57 u nmonmunentug VL SEQ ID NO: 45.
3. A"TUTeNnO UK pparMeHT aHTHUTENA MO I1. 1, BHIOPaHHOE U3 CIENYIOLIUX:

(a) aaTUTENO MMM (pParMeHT aHTUTENA COTJIacHO (1), comepskaliee MOJUMIETITH] TSKEION Lenu

cornacHo SEQ ID NO:47 u nomunenTtun jgerkoi uenu coriaacHo SEQ ID NO: 48;

(b) anTUTENO MM (parMeHT aHTHUTENa corylacHo (ii), comeprkalee MOJUMENTHA TSHKEION Ienu

cornacHo SEQ ID NO:49 u nomunentun nerkoi nenu cormacio SEQ ID NO: 50;

(c) anTHTeNO MM (PparMeHT aHTUTENA COryacHo (i), comepikaliee MOJUMENTHA TSHKENIOH enu

cornacHo SEQ ID NO:51 u nomunenTtun aerkoi uenu coriaacHo SEQ ID NO: 52; u

(d) anTHTENO MK PparMeHT aHTHTENAa COrIacHo (1v), coaeprkaliee MOJUMENTH TSHKEION Lenu

cornacHo SEQ ID NO:57 u nonmunenTun jerkoii nenu corinacHo SEQ ID NO:58.

4. Auturesno wiu GparMeHT aHTUTeNa 1o 1. 1 wiu 2, rae:

(1) dparmenT anturena npeacrasisier codbor Fab, F(ab')2 umu scFv pparmenT anTurena;
(1) anTHTENO WK (PparMeHT aHTHUTENA BKIIFOYAET KOHCTAHTHBIN YUaCTOK aHTHUTENA,

(iii) aHTHTENO MpencTaByseT cOO0H MOHOKIIOHAJIBHOE aHTHTEJO,

(1v) aHTUTENO MPEACTABISET COOOH I'yMAaHH3UPOBAHHOE AHTHTEINO,

(V) aHTHTENO WK PPArMEHT aHTUTENA BKIIFOYAET YeJIOBEUECKHI KOHCTAHTHBIN YYaCTOK;

(vi) aHTUTENnO WM (pparMeHT aHTUTENA BKIIOUAET YeIOBEYECKUI KOHCTAHTHBIN yuacTok IgGl,

IgG2, 1gG3 unu 1gG4;
(vil) anTHTENO WK (PparMeHT aHTUTENA BKITOUAEeT YeJIOBEYECKUH KOHCTaHTHBIN yuacTok IgGl;

(viil) anTuTeno cessbiBaercs ¢ yenoseueckuM VISTA ¢ apdurHOCTBIO, IO MeHbIIEH Mepe, 1x10°
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? /Mo,

(ix) anTHTENO CBA3bIBAaETCSA C uenoseueckuM VISTA ¢ ahduHHOCTBIO, IO MeHbIel Mepe, 1x107%

J1/MOJb;

(X) aHTUTENO CBs3bIBaeTC ¢ yenoBedeckuM VISTA ¢ adpduHHOCTBIO, O MeHbIeii mepe, 1x107

J1/MOJb;

(x1) aHTHTENO WM (PpAarMEHT aHTUTENlA aHTAarOHU3HUPYET AelcTBHe denosedeckoro VISTA, uro
npuBoaMT K yBenudenuro CD45" nelikouuros, CD4™ T knerok, uau CD8" T kierok, umm ux

coueTanue; Ui kK cHmkeHno VISTA-skcnpeccupyrommx UMMy HHBIX KJIETOK;

(xil) aHTHTENO UM (PParMEHT aHTUTENA AHTArOHU3UPYeET AelcTBHe uenoBedeckoro VISTA, uro
NPUBOJNUT K YCUJICHHUIO BBIPAOOTKHU MPOBOCHAIUTEIbHBIX [IUTOKUHOB, YCHUJIEHHIO T-KJIETOYHBIX

OTBETOB, /WM MOBBIIEHHIO dKcripecchu Foxp3; nm
(xiii) moboe coyeranue ¢ (i) mo (xii).

5. Komnosunus, BKIIIOYAOIast aHTUTENO WK (pparMeHT aHTuTeNa no rodomy u3 .. 1-4 u
(dapmaneBTHUECKN TpUEMJIEMbIi HOCHUTENb, pPACTBOPUTENb WJIM HANOJIHUTENb, IPUUEM
Heo0s13aTeNIbHO CBSI3bIBAHUE YKA3aHHOTO aHTUTeNa Wik pparmenta anturena ¢ VISTA Gnokupyer

WJTH aHTarOHU3UPYET UMMYHOCYTIPECCUBHOE aeiicTBue yenoBeueckoro VISTA Ha uMmyHUTET.
6. Kommnosuiusi, BKIFOYArOIasi:

(1) antu- VISTA anTuTeno win pparMeHT aHTUTENA 10 JIIoOoMy u3 1.1. 1-4; u

(1) BaKLUMHY;

npuyYeM HeoOs3aTeNIbHO CBS3bIBAHME YKA3aHHOTO aHTUTeNa uin (pparmenrta anturena ¢ VISTA
OJIOKMpYeT WJIM aHTAarOHU3UPYyeT MMMYHOCYTIpecCUBHOe aelicTBue uesoBedeckoro VISTA Ha

HUMMYHUTET.
7. BrinenenHas HykJI€MHOBasE KUCJIOTA, KOTOPast BKJIFOYAET:

(1) HyKJIEOTHIHYIO MMOCIENOBATEIBbHOCTh, KOAUPYIOIIYIO aHTUTENIO UM (PparMeHT aHTUTENA MO

nrobomy u3 . 1-4; win
(1)  SKCIPECCHOHHBIM  BEKTOp, BKIIOYAKOIINN  HYKJICOTHIHYK)  IOCJIEIOBATEIHbHOCTD,
KOAMPYIOIUIYI0 aHTHTENO WM (parMeHT aHTuTena mo Jrdomy w3 mn. 1-4, GyHKOHOHATBHO
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CBSI3aHHYIO C IPOMOTEPOM.

8. BeinenenHass KIeTKa-XO03iMH, TPaHCHOPMUPOBAHHAS OSKCIPECCHOHHBIM  BEKTOPOM

COIJIaCHO II. 7.

9. Criocob monyueHust aHTHTENa WM (parMeHTa aHTUTeNa No JrodoMmy u3 m.i. 1-4, rae
croco0 BKIFOYAET KYJBbTHBUPOBAHHUE KJIETOK-XO0351€B, KOTOPBIE BKIIOYAOT HYKJICOTHIHYIO
MOCJIEIOBATENbHOCTD, KOMUPYIOIIYIO aHTUTENO WIH (PParMEHT aHTUTENA, B YCJIOBHSX, KOTOPBIE
NPUBOAAT K IOJYYEHHUIO YKAa3aHHOTO aHTHUTENa WM (parMeHTa; M HeoOs13aTeNbHO BBbIAEICHHE
YKa3aHHOTO aHTHUTENA WK (parMeHTa aHTUTENA U3 KIETKU-XO035MHA WU KYJIbTYPaJIbHON Cpenbl,

cofieprKallell yka3aHHbIE KJIETKU-X035€Ba.

10.  Cnocob nevyeHus: wid MpedOTBpALeHUs paka Yy WHAMBUAYYMA, HYKAAIOLIETOCS B STOM,
BKJIFOYAIOLIUI BBelNeHHE CyObekTy 3((EKTUBHOTO KOJMYECTBA aHTUTeNa WM (parMeHra

aHTUTENA 10 JIFOOOMY U3 ILI. 1-4 MM KOMIO3UIMHK 1O 1.5 Wiu O, rae:

(1) ykaszaHHBIIl paK aCCOLMUPOBAH C MOBBIIEHHbIM YpoBHeM skcnpeccurl VISTA w/unu VISTA-

SKCIPECCUPYIOIIMMU UMMY HHBIMH KJIETKAMH,
(1) ”HIMBUAYYM MPEACTABISIET COOOM YeNIOBEKa;

(iii) coco® AOTONHUTENBHO BKIIFOYAET BBEEHHE BAKLIMHbBI, BHIOPAHHOW M3 BAKLIMHBI HA OCHOBE
BUPYCHOTO BekTopa, OaktepuanbHoit Bakumubl, JIHK Bakiumnael, PHK Bakiusbl, nenTumHON

BaKIIMHBI UJIN OeJIKOBOH BaKIUHBI,

(iv) pak BKJIOYAeT paK JIErKOro, paKk MOYEBOrO My3bIPs, paK MOJIOYHOH >KENe3bl, JIEHKO3,

.]'II/IM(I)OMy, MI/IeJ'IOI[I/ICHJ'IaCTI/ILIeCKI/Iﬁ CUHAPOM UJIU MUECTIOMY, UJIN UX COUYCTAHUE,
(V) pak BKJIFOYAET HEMEJKOKJIETOUHYI0 KapuuHomy jierkoro (NSCLC);

(Vi) pax BKJIFOYAET JIEWKO3, TUM(POMY, MUETIOTUCTUIACTUIECKUI CHHIPOM UJTH MUEJIOMY, UJTH UX

COYETaHHUE,
(vil) pak BKJFOUaeT TUM(POLUTAPHBIN JIEHKO3 FIIH MUEJIOT€HHBIN JIEHKO3,;

(viil) pax BkirouaeT ocTpblii auMpoOIacTHbI seliko3 (ALL), xporndeckuil TMMpOUUTAPHBINA
neiiko3 (CLL), ocTpblii MuenongHbelii (MuenoreHHeld) neiko3 (AML), xpoHHUecKHii
rpaHyJoLuTHbIH Jeiiko3 (CML); neliko3 BOPCUCTBIX KJIETOK, T-KIETOUHBIH MPONUMQpOLUTAPHBINA

JIEUKO3, JTeWKO3 U3 OONBIINX 3€PHUCTBIX JUMGPOUUTOB, W T-KIIETOYHBIH JEHKO3 B3POCIBIX;

4
3AMEHAIOIIUM JIUCT



(1X) pak BKJIFOUAET OCTPBI MUEIIOUIHBIN (MUEIOreHHBIN) Netiko3 (AML);
(X) pax BKJIFOUAET XPOHUUECKUI rpaHyJoUUTHBIH neiiko3 (CML);
(x1) pak BKIIFOUAET IUIOTHYIO OMyXOJIb;

(xil) pak BKJIIOYAaeT IUIOTHYIO OMNyXOJib, OKPYKEHHYIO CTPOMOH OMNyXOJiu, coaep:Kaei

MHUECJIOUAHBIC KIICTKH, T-KJ'IGTKI/I, NN COUYCTAHHUEC MUCIIONJHDBIX KIJIICTOK U T-K.]'IeTOK;

(xiil) pak BKJIOYAeT IUIOTHYIO OMYXOJb, WHPWJIBTPUPOBAHHYIO MHUEIOMIHBIMU KiIE€TKaMu, T

KIIETKaMH1 WJIHN COUCTAHUEM MUECJIOMAHBIX KIJIICTOK U T-KJ'IeTOK;
(xiv) coco0 moaaBseT poCT ONMYXOJH Y HHAUBHIYYMA,

(XV) KOMIIO3MLIMKO, AaHTUTCIO HWJIH (l)pal"MeHT AHTUTECJIa BBOAAT TMAPCHTECPAJIBHO WU

HEMMApEHTEPAIBbHO,

(Xvi) KOMITO3UIIMIO, aHTHTEJIO WM (PParMEeHT aHTUTENAa BBOAST BHYTPUBEHHO, MOAKOXKHO WIIH

HIepPOPAIIBHO;

(xvii) 1032 BBOAMMON KOMIIO3HLIMH, aHTUTENA WK PparMeHTa aHTuTesa cocrasiser 0.1-15 mr/kr

Ha OOHO BBCACHUC,

(xviil) KOMIO3ULIUIO, AHTUTEJIO MM (PparMEHT aHTHTEIAa BBOJSAT €KEHENEeNbHO, OUH pa3 B JIBE
HeNeJH, OMH pa3 B TPH HEIENH, OJMH pa3 B MECSI], ONMH pa3 B 2 MecsIa, WIH OIUH pa3 B 3

MECSIIIA,

(xiX) crmoco0 IOMONHUTENBHO BKJIIOYAET MPOBEACHHE BTOPOHM MPOTHBOOIYXOJIEBOH TEpAIvH,
IPENCTaBIAIOIEeH cOOOH OnepaTHBHOE BMEIIATENbCTBO, XMMHOTEPAIIHIO, JYUEBYIO TEPAITHIo,

OMOJIOTHYECKYIO TEPATTHIO HITH HMMYHOMOYJIUPYIOIIYEO TEPAITUIO WIIU UX COUETaHUE, WU
(xx) coderanue JoObIX U3 (1) Mo (Xix).

11. Croco0 ycuiieHuss UMMYHHOTO OTBETa y WHAMBHAYYMA, HYXKIAIOMIETOCS B 3TOM,
BK.]'IIOLIaIOH_II/Iﬁ BBCACHUEC WHIWBUAYYMY TEPANCBTUYCCKU 3(1)(1)6KTI/IBHOFO KOJIM4YECTBA aHTUTEIIA
wii ¢pparMeHTa aHTuTenaa no m.1-4, mpuyeM yKa3aHHOE aHTHUTENO WM (PparMeHT aHTHTENa
cynpeccupyert cyrnpeccuBHoe nerictere VISTA Ha UMMyHHTET, TEM CaMbIM Y CHIJIMBAsi HUMMY HHbIN

OTBET Y HHJIUBUYYMa.

12. Cnocob o 1. 11, rae:

3AMEHAIOINNM JTUCT



(1) IMMYHHBIH OTBET MPEACTABISIET COOOH MPOTHBOOITYXOJIEBbII HUMMYHHBINA OTBET; H/HJIH

(11) *MMYHHBIH OTBET MPUBOANT MO MEHbIIEH Mepe K OHOMY H3:

a. AKTUBALIUK MOHOIUTOB;
b. UHAY KK npoiudepannn T-KI€TOK U CeKpeLry TUTOKHHOB,

C. yBeJIMYEHNE BbDKUBAEMOCTH MOHOLIUTOB,

d. WHAYKIHS aHTUTEJIO-3aBICHMON KJIETOYHO-0nocpeaoBanHoi uurorokcuunoctu (ADCC)

B KJIeTKax, skcnpeccupyromux VISTA; u

e. UHIYKIHUS ~aHTUTENO-3aBUCHUMOro kierouHoro ¢arouurosa (ADCP) B kierkax,

sxcnpeccupyromux VISTA.
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