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HOBBIE AHTUTEJIA K FC-TAMMA-PELEIITOPY IIB 1 UX
INPUMEHEHUSA

[001] Pewenroper  FcyRII,  unenb  cymepcemeiictBa  O€JIKOB W3 TCHOB
WMMYHOTIIOOYITHHOB, TIPEACTABIAIOT COOOW HMHTETPANbHBIE MEMOPAHOCBI3aHHBIC
TJIUKOTIPOTEUHBI U3 OJHOW TMOJMUMNENTUAHON LENMU ¢ MONEKysipHOM maccou 40 k/la,
COCTOAIMME W3 JABYX BHEKIETOYHBIX HWMMYHOTTIOOYJIHHOBBIX JOMEHOB, OJHOTO
TPAHCMEMOPAHHOTO JTOMEHA M LHUTOIUIA3MATHYECKOTO JIOMEHA TEPEMEHHOM ITHHBI
Penenropsr FeyRII skcnpeccupyrotea Ha psae TeMONOITHYECKUX KIIETOK M SABITFOTCS
€IMHCTBEHHBIMH Fc-perientopaMu Ha 4eI0BEYECKUX TPOMOOIUTAX U METaKAPHUOLIATAX
(Cassel, McKenzie, 1993). V moaeii usBectHpl Tpu Ttumna peuentopos FcyRIIL,
FcyRIIA, FcyRIIB u FeyRIIC, Bece u3 koTopsix casbiBatores ¢ [gG (Hampumep, ¢ [gG1
¢ apounHOCTRIO 1-2X106M") mmu mmmyHHBIME KoMmmuiekcamu (IC, Hampumep,
onconnzupoBannbie [gG marorensr). FcyRIIA u FeyRIIB otnmuarorcs apyr ot mpyra
IJIABHBIM 00pa30M BCIIEACTBHE PA3NIUYUH B LIUTOIUIA3MATHYE CKUX JTOMEHAX, KOTOPHIC B
KOHEYHOM CY€Te TPUBOJAT K (PYHKIMOHAIBHO HEOAHOPOAHBIM OTBETaM Ha
nurupoBanue peuenropa. 3amyck FcyRIIA nmpuBoauT k akTUBaILMK KJIETKU (Hampumep,
(aroumTo3y, OKHCIUTETbHOMY B3pbiBY), W FcyRIIB wHUIMHpYeT HHrHOHMpYyIOIIHE
CHTHAJIBI, TIPUBOJSINNE B PE3yNbTare, HAPUMEP, K HHTHOMPOBAHUIO AKTUBAIMH B-
kimetok. FcyRIIC  wmeer oOmmii  BHekimeTouHsld JgomMeH ¢ FcyRIIB  wm
muTorutazMatrueckuid foMeH ¢ FeyRITA, Takum oOpasom mepenaBas aKTHBHPYIOIIIHE
curHanel nocne ceaseiBaHua ¢ IgG wmm IC. FeyRIIB skcnpeccupyercs Ha Bcex
JerkormTax 3a uckmoueHHeM T- w NK-kneTok ®W  IBNgeTcsS €XUHCTBEHHBIM
WHTHOMPYOIUM Fc-pementopom, 3KCTpecCHpyOIUMCS Ha YeTOBEUECKUX B-KieTkax.
MoHotuTel, Makpodarw, JICHAPUTHBIE KICTKH, ©Oa30(pUIIBI W TY4YHBIE KIETKH
COBMECTHO JKCTIPECCUPYIOT akTtuBupytommii peuentop FcyRIIA wm wHrnOupyromuit
peuenrtop FcyRIIB, a FcyRIIC skcnipeccupyeTcs Ha €CTECTBEHHBIX KIIETKaX- KUJIEpax
(NK-kneTkax) u coctaBiusieT equHcTBeHHBIe FCYR Ha sTOM THme kietok. M3BecTHBI

ase uzodopmer g FeyRIIB, kotopeie oTmuyaroTest cBoeit OMOMOTHYECKOM (DYHKIHEH.
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FcyRIIB-1 skcnipeccupyeTcst HCKITIOUUTENNBHO Ha Ha B-kietkax, torga kak FcyRIIB-2,
KOTOPBIM BBI3BIBAECT MHIAYKIMIO JHAO-/parommro3a mocne cBa3pBanusa ¢ IC,
OOHapyXuBaeTcd Ha BCEX OCTalbHbIX JKkcmpeccupyromux FeyRIIB — knerkax
(Nimmerjahn, Ravetch, 2008).

[002] FcyRIIB xapakrepusyercst 93% romMojorued BO BHEKJIETOYHOM Y4YacTKE C
FceyRITIA. Kak wusnokeHo Bbime, maBHoe paszmuuue Mexay FcyRIIA u FeyRIIB
HaxXOAUTCA B mUTOIasMaruueckom aomene. [Ipu tom, uro FcyRIIA comepskut ITAM
(MMMYHOPEIIEITOPHBIA THPO3WHOBBIM akTHBUpYyromWid MotuB), FcyRIIB comepkur
ITIM (mMMyHOpPEIEITOPHBIA THPO3UHOBBIH HHTHOUPYIOLIHI MOTHB).

[003] O6pasosanme cromnennii FcyRIIA mocpencteom cBsizpiBanus ¢ [C mpHBOAHUT K
COBMECTHOM Nokanu3auuu Motusa ITAM ¢ penentop-accOUMUPOBAHHBIMU KHHA3aMH,
OCYHIECTBITIOAME  (pOCHOPHITUPOBAHUE THPO3ZHHOBBIX OCTaTKOB B MOTHBe [TAM
(koHCEHCYCHass mocnenoBatenbHOCTh.  Y-Xo-L/I-Xg-Y-X,-L/I, Isakov, 1997), wu
MOCTIEYFOIEMY B3aUMOJEHCTBHIO ¢ KHHA30H Syk, KOTOpast OCyIIeCTBIAET AKTHBALIHIO
KJIETKHA TIOCPEACTBOM MHOTOYHCIIEHHBIX COOBITHH JajdbHEHWIIEH TIepenadyd CUTHajIa |
aktuBaiuu reHoB (Ghazizadeh et al, 1994). Cps3piBaHWE HMMYHOTIIOOYJIHWHA C
aktuBupyromuM  FcyRIIA  BbI3bIBA€T NPOBOCHANUTENBHBIA ~ OTBET, KOTOPBIU
BIIOCJIE/ICTBUA TMPUBOJUT K VYJAJICHUIO INMATOICHOB, HO B CIy4Yac ayTOMMMYHHOTO
AHTHUTETIA TAKXKE MOXKET IPUBOAMTD K PAa3PYIICHHIO 3A0POBBIX TKAHEH, TOCTUTAIOIIEMY
MUK TP TATOJIOTHYECKOM ayTOMMMYHHOM 3a00JCBaHHH. TakuUM 0Opa3oM, TOYHBIN
KOHTPOJIb CTIEMU(UIHOCTH AHTHTEIA M CHCTEMA C OTPHIATEIBHOM OOPAaTHOU CBS3BIO
HEOOXOMHUMBI I M30€KaHUA a0CPPAHTHOTO TOBPEKACHHUA OPraHW3Ma HMMYHHOU
cucremor. Marnoupyronmii FcyRIIB penenrop sBasieTcs 4acThi0 3TOH CHCTEMBI C
OTPHIIATEITEHOW OOPATHOM CBA3BIO.

[004] FcyRIIB  xapaktepusyercs Hamuuuem wMoTuBa ITIM  (KOHCEHCyCHas
nocnenoBarebHOCTD:  V/I-X-Y-X,-V/L, Isakov, 1997) B mmTOIIa3MariyecKoM
IoMeHe, KOTopeii ¢ocdopumupyeTcs KuHa30u Lyn mocie cBsa3piBaHuA ¢ lg-
arperatamu  uwnu  [C w coBMecTHOro nurupoBanus ¢ Hecymumu [TAM
aktuBupyromumMu Fey-penentopamu. @ochopunuposannsiii [TIM nputarusaer SH2-
noMmeH wHO3UTON-TIoNA(pocdar-5’-pocdarazsr (SHIP), wxoropas, B cBOIO ouepens,

rUApOnu3yeT  (POCHOUHOZUTONBHBIE MECCEHUKEPBL,  BBICBOOOMKIAIOIIUECS KAk
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cneacteue onocpenosanHoil ITAM-cogepskamum FcyR akTuBamu TUPO3WHKHHA3HL
TAKAM 00pa3’oM MpefoTBpaIIas MPHTOK BHyTpHKIeTouHoro Ca’’. IlepexpecTHoe
cinBanue FcyRIIB uHrnOupyer akTuBupyromui oTBeT Ha nuruposanue FcyR, uro, B
CBOIO OY€pEb, HHTHOMPYET aKTHBALUIO, MPOIH(epannio B-KIETOK U CeKperuo uMu
AHTUTEIL

[005] FcyRIIB xapaktepusyeTcss AByMs HMHIHOMTOPHBIMH aKTHBHOCTAMH. Kak
YIIOMHHAJIOCH BBIMIE, OJHA W3 HUX 3aBHCHT OT motuBa ITIM m mHaOmomaertcs, xoraa
FcyRIIB murupyercs ¢ wecymum [ITAM peuenropom (Hampumep, FcyRIIA), uto
NPUBOIUT B peE3ylnbTare K HWHTHOWpoBaHUIO 3amyckaemod ITAM wmoOummzanmu
Kanbliid W KICTOYHOHW mTpoiudepanydu. OTO O3HAYAECT, YTO KaJIbLIUH-3aBUCHUMBIE
MPOLIECCHI, TaKKE Kak Aerpanymsnus, ¢arorutos, ADCC, BRICBOOOKIEHHE TUTOKHHOB
W TIPOBOCTIAJIUTETPHAST AKTHBAIMA, a Takke nponudepanus B-kimeTok, OIOKUpyrOTCS
FcyRIIB. Bropas warnOmpyromas akrusaHOCTh FcyRIIB BrmowaeTr romoarperaruro
perenropa Ha B-kmetkax (oOpasosanume cromieHud FcyRIIB). Tomoarperarmus
JAOCTaBIIAECT MPOAMONTOTHYECKUH CHUTHAT B IMTOILIA3MY, YTO MOMKET OJOKHPOBATHCA
npu nuruposanuu FcyRIIB ¢ B-knetouneim penentopom (BCR). Ilepenaua curnana
BCR mocne cBA3bIBaHUS € MYJIBTHBAJCHTHBIM AHTUICHOM XapaKTEepU3yeTcs
¢dochopunupoBanuem krnactepuzoBaHHoro BCR ¢ momombro Lyn, kuHazer wu3
cemerictBa Src. O10 ocymectBmiemoe Lyn ¢ocdopunmpoBanue coBmagaer ¢
accorarmeid BCR ¢ 6orarsiMu COUHTOMUTIMAAMU M XOJIECTEPHHOM MHUKPOAOMEHAMH
MeMOpPaHbI, KOTOPHIE HA3BIBAIOTCA JUIMHIHBIMA padTaMud. OTH HEPACTBOPHUMBIE
JMHUMUAAHBIE PaThl WUTPAlOT BAXKHYKO POJIb B 0OPa30BaHWUM HMMMYHHOTO CHHAIICA.
HabOmomanoce, uyro  B3aumogercteBue BCR ¢ awtmrenom Ha  APC
(AHTHTCHNPE3CHTUPYIOTICH KJIETKE) MPUBOIHUT K OOPA30BAHHIO 3TOT0 HWMMYHHOTO
CHHAIICA B 30HE B3aUMOACHCTBHA Haxomdmuxcd B KoHTakre B-ximetkn u APC.
Cosmectaoe muruposanue FcyRIIB ¢ BCR mecrabumusupyer accommammo BCR ¢
JMHTAAHBIME padTaMu, KaK CIeICTBUE OJOKHPYS 00pa3oBaHHE MMMYHHOTO CHHarica B-
kinetkoii. arunOuposanue FcyRIIB mepemaunm curaana ¢ momompro BCR Brmowaer
dochopumupoBaHre THPOHHOBHIX 0CTaTkOB B ITIM mmromiasMarwyeckoro JOMEHa
perienTopa KuHa30uM Lyn u mocnenayromniee mpuBiedeHne UHO3UTON-Pocdarazer SHIP

(Daeron et al., 1995, Ravetch and Bolland, 2001).
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Hayunsim coobmectBom npunsaTo, uro FCcyRIIB MoxkeT paccmarpuBarbes Kak mO3THSSA
KOHTPOJIbHAsA TOYKAa B XO/A€ pa3BUTHA TMepudepuuecKkux B-KIEeTOK M 4TO OH Takke
HEMOCPEACTBEHHO PETYIUPYET BBLKUBAHUE IIA3MaTHUECKUX KIIeTOK. ClenoBarenbHo,
FeyRIIB cumTaeTcs 3HAYMMOM MUILEHBIO JJIA JICYCHHsA HAPYIICHHMH, CBA3aHHBIX ¢ B-
KJIETKAaMH, U, B 0COOEHHOCTH, C ONIOCPEYEMBIMHU B-KileTKaMU HIMMYHHBIMH OTBETAMH.
[006] B uccnemoBaHUsaX HA MBIIIAX U JIOAAX YKe BbusicHHIH BriusiHue FcyRIIB
HA aKTUBHOCTh B-KIIETOK M TOJIEPAHTHOCTH NMPU T'yMOPAJTbHOM MMMYHHOM OTBETE,
rae noHwxkeHHas skcrpeccus FeyRIIB wnm ee oTcyTcTBHE IPUBOAUIIN B PE3YABTATE K
Pa3BUTHIO WX OOOCTPEHHIO TIPOSBILIIOMIMUXCA AyTOMMMYHHBIX —3a00JIEBAaHHI.
HevcteurensHo, FcyRIIB wurpaer kmoueByr0 ponp B pPasBUTHM M INPOTEKAHUU
ayTOUMMYHHBIX 3a00JIEBaHWH, TAKHX KaK MEPBUYHAS UMMYHHAs TPOMOOIIMTOTIEHHS,
CHCTEMHAs KpacHas BOTYAHKA, peBMATOUIHBIA apTpuT (RA), Oymte3Has my3pIpyaTka,
OOBIKHOBEHHAs Ty3bIpUaTKa W Jpyrue (POpMBI My3BIPYATKH, 3allyCKaeMbli B-
KIETKAMHM  PAaCCESHHBIM CKJIEPO3 M JpyTHe ayTOMMMYHHBIE 3a0ONIEBaHMA,
XapaKTEpU3YIOLIMECS Pa3BUTHUEM MATOT€HHBIX HMMMYHHBIX KOMILIEKCOB. B xoze
MMMYHHOU PEAKLMH Y 3J0POBOTO HHAUBH/A MATOTEHBI, KOTOPBIE MOMAIHA B KPOBOTOK,
OTICOHM3HMPYIOTCA aHTUTENAMHU (MMMYHOITIOOyTuHAMHM, [g), HarpaBIE€HHBIMU MPOTHB
SMUTONOB MAaTOT€HHBIX OPTaHU3MOB, YTO, B CBOIO 0YEPE/b, IPUBOIUT K 00PA30BAHUIO
TaK HAa3bIBAEMBIX HMMMYHHBIX KOMIUIEKCOB. OTH HMMMYHHBIE KOMIUIEKCHI 3aTe€M
MOABEPraroTcs  (arouuTo3y CHenU(UIECKUMH KIETKAMH MMMYHHOW CHCTEMBI
(HarmpuMep, Makpodaramu, HeHUTpoduiamu, (aroUTaMH), YTO TPHBOAUT K
BBIBEJICHUIO TTATOT€HHBIX OPTAaHW3MOB M3 KPOBOTOKA. Takke OBUIO TMOKA3aHO, YTO
FcyRIIB urpaeT pemaroniyio poib B IepUpEPHUECKON TOJIEPAHTHOCTH, TIOCKOIBKY Y
HOKayTHbIX 1O FcyRIIB wMbimmein pasBuBaauCh CHOHTAaHHBIE ayTOMMMYHHBIE
3a0oneBanma. Hemocrarounoctn FcyRIIB mpuBoasT K YyBCTBHTENIBHOCTH K
WHAYIUPYyEMOMY ayToMMMyHHOMY 3a0omneBanuio (Bolland and ravetch, 2000).
[007] Y manuMeHTOB, CTPAJAOIMUX OT aAyTOMMMYHHOTO  3a0OJICBaHUA,
sxcnpeccust FcyRIIB Ha B-kneTkax o0braHO ocnabieHa Wik CHIDKEHA TI0 CPABHEHHUIO
CO 370pPOBbIMU JHUUAMH. IIpHHMMas BO BHUMaHHUE, HaNpUMEpP, YTO Y HAaWBHBIX B-
KIIETOK MpOosBIsAeTca HOpMaibHas dSkcnpeccua FeyRIIB, y B-kimeroxk mamsatu wu

OnmacTHRIX (opMax IMIa3MaTHYECKUX KIETOK OT ManueHToB ¢ RA (peBMaToumHbIM
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aApTPUTOM) TIPOSBIISIETCS TIOHIKEHHAS dKcnpeccus 3toro perentopa (Catalan, 2010).
Xiang W KOJUIETH TakKe CMOITIH MOKa3aTh, 4To nepekpecTHoe cmmBanue FcyRIIB Ha
OnmacTHRIX (pOopMax IMIA3MATHYECKUX KIETOK OT 3[0POBBIX JOHOPOB IOCPEACTBOM
MPUCOEAUHEHHOTO K noBepxHOCTH aHTHTena 2.4G2 x FcRIIB mpuBoaut k anonrosy
(Xiang et al., 2007).
[008] Vcxoms w3 oueBmmnoit pomu FcyRIIB B ayTouMMyHHBIX 3a00JCBaHHUSAX,
OTIMCAHHOW BBIMIE, OBLTH Pa3paOOTaHBI AHTHTENA K PEUECTNTOPY C IEITBI0 00€CIECUSHHS
BO3MOKHOCTH JUISl JIEYEHUS WM JUATHOCTHUKH MALMEHTOB. B MaTeHTHOM JOKyMEHTE
WO 2009/083009 packpsiTel anTHUTENA K 00euM u3odopmam FcyRIIB, B TO Bpems kak
B mateHTHOM JokymeHTe WO 2004/016750 packpbITBl aHTUTENA, KOTOPBIE
ceM(pUIHO CBA3BIBAIOTCS CO BHEKICTOYHBIM gomeHoM FcyRIIB, »HmorenHo
SKCTIPECCHPYIOMIETOCS HA YEJIOBEUYECKOHM KIIETKE, ¢ apPUHHOCTBIO, IO MEHBINEH MeEpe
B 10 pa3 Oonpmed, 4eM Ta, ¢ KOTOPOM TakWe aHTHTena cBia3piBatoTcs ¢ FCyRIIA,
SKCIIPECCUPYIOIIEMC HA YEIOBEYECKOM KIIETKEe, INPUHMMAas BO BHHMMAaHHE, YTO
BHekieTouHbli IoMeH FcyRIIB u FcyRIIA xapakrepusyeTcss BBICOKOM CTENEHBIO
npeHTnyHoCcTH. B marentHoM poxkymenrte EP 1709073 packpeiTel aHTHTENA, KOTOPBIE
ABIISIIOTCSL BhICOKOCTIEIU(UUHbIMU B oTHOmeHUH FcyRIIB, m ux npumenenwe ans
JAUATHOCTUKH U JICYEHUS] Ay TOUMMYHHBIX 3a007€BaHUM, HH(EKUHN, OIyXOJeH U IPyrux
AHOMAJIbHBIX COCTOSHHM.
[009] [lns maHHOWM 1eaw BechMa JKENATEIbHBIM SBJISETCS NMPUMEHEHHE AHTHUTEN C
BBICOKOW CTIeNU(UIHOCTRIO B apPUHHOCTRIO K penenTopy. B 4YacTHOCTH, BBICOKas
CHeM(PUIHOCTD CHIDKAET PHCK TEPEKPECTHBIX PEAKIWH AHTUTENIA W, BCIIEJACTBHE
3TOTO, OTPHILATENbHBIE MOOOYHBIE (QPEKTh, a BbICOKas ap(PUHHOCTD TOBBIIIACT
AEHCTBEHHOCTh B 3()(EKTUBHOCTD €T0 IPUMEHEHU. TakKe JKenaTelbHO, YTOOBI TAKUE
aHTHTENA ABISUTHCH HEOJIOKHPYIOIUMH, T.€. YTOOBI WX CBA3bIBaHUE ¢ Fc-penmenTopom
yepe3 WX BapHAOENbHBIM YyYaCTOK HE TPEMATCTBOBANO CBSI3BIBAHHIO WMMYHHBIX
xomruiekcoB (IC) wmmm arpermposannoro IgG ¢ knerkamu. bomee TOoro, OdYeHB
JKEJIATEIIbHBIM BBITOJHBIM CBOMCTBOM aHTuTena kK FeyRIIB saBmaercs 1o, 4to OHO
BO3/ICUCTBYET HA MEXaHW3M MHTHOMpYtomero npucoenuHerns FcyRIIB mms konTposs
aKTUBAalMU B-kieTok. A HWMEHHO, HM3BECTHO, YTO BHekneTouyHas 4acth FcyRIIB

colepkuT Tak HaspiBaeMbId I TIM u uro nyTh niepenaumn curnana dyepes necymue [TIM
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PeLenTOpPsl OOBIYHO ABTSAETCS HHTHOUPYIOLIUM B PETYIISALMA UMMYHHOH cucTeMbl. Kak
OTMCAHO BbIIE, HU3BeCTHO, 4T0 FCYRIIB mmeer MHruOMpyOIyro peryisiTOpHYIO
¢yHkumio, korga oH cBia3bBaerca Fc wacteio momekyn IgG. CremoBarensHo,
KETIATeIIbHO HCIIONIb30BaTh HMHTHOMPYIOHIYIO peryisaTopuyro ¢yHkumo FcyRIIB ¢
LENbI0 KOHTPOIA B-KimeTok, KoTOpble BOBiEYeHHI, inter alia, B ayTOMMMYHHbIE
3a00JI€BaHMA. .

B wmtore, X0t B ypOBHE TEXHUKH YXKE€ PAcCKpbITO Heckoibko aHTtHTen K FCyRIIB ¢
Pa3NMHYHBIMH ~ CTIEHNUPUIHOCTAMH W aQpPUHHOCTIMH, BCE €Ie CYMECTBYET
MOTPEOHOCTh B yaydmeHHBIX aHTHTenax K FcyRIIB ansa mpumeHeHus B JeYCHHH,
PO UIAKTHKE ¥ JTUATHOCTHKE AyTOMMMYHHBIX 3a00JI€BaHUN Y CyOBEKTA.

[0010] Hacrosimmas 3asBKa yIOBJIETBOPSACT JAHHYIO MOTPEOHOCTh, 00CCICUHBasi
aHTUTETIA, OTIMCAHHBIE HIJKE B JIAHHOM JOKYMEHTE, OXapaKTEPHU30BaHHbBIE B IMMYyHKTaX
(GOpMyITBI H300pETEHHUST M TPOWUTIOCTPUPOBAHHBIE TPHIATAEMBIMH TIPUMEpPAMU H
¢urypamu.

[0011] HeoxxumaHHo, aBTOPBHI HACTOSMIETO W300PETEHUS HAOMIOMANK, YTO
aHTUTENA, OOECMEYMBAEMBIE HACTOSIIIMM HW300PETEHHEM, 3aMETHO TIOBBIIIAOT
docpopumuposanue [TIM. mo cpaBHEHHIO ¢ AHTHTENIAMH, PACKPBITHIMH B YPOBHE
TEXHUKH, KOTOpble Tarke crnemuduuHo cwsaspBaoTea ¢ FcyRIIB, antutena B
COOTBETCTBHUHU C HACTOAIIMM H300PETEHHEM HEOKHAAHHO MPOSBIAIOT TOpasao Oosee
cwipHbId d(dexkr B orHomenun Qochopumuposanus ITIM, kotopsiii He MOr
OKHIATbesA. TakoW CHIBbHBIN ((EeKT ABIAETCS MPEHMMYIMECTBEHHBIM. B dacTHOCTH,
COCMHECHUE AKTUBAI[UH-WHTHOUPOBAHUSA, COCJAMHEHHE B Tape TOJIOKHTEITBHOTO
CUTHAJIA C MHTHOUPYIOTIEH TETIEH, KOHTPOJIMPYET BETUYHUHY U JUTUTEIIFHOCTh MHOTHX
onomornyeckux  mpomeccoB. B B-nuMdonmrax — pacmo3HaBaHWE ~— aHTHTeHa
KIOHOTHITMYECKUM B-knerounsim perieniropom (BCR) mHaympyer curaan, KOTOPBIH
MOKET YIPAaBIATH KIIOHATbHBIM Pa3MHOKEHHEM, QG depeHITPOBKOH,
BBICBOOOJKJICHHEM  IMTOKAHHOB M, B KOHEYHOM HTOTe, mpoaykoued Ig.
HekoHTponupyemass akTuBalus NPEeJOTBPAINACTCS MHPU YracaHUM AKTUBHUPYIOIIETO
CTHMYJIa, a TAKKE 32 CYET 3aIycka METIH OTPHUIATENBHON OOpPAaTHOM CBs3H, KOTOPAS
BKIIIOYAET B3auMojeicTBue ¢ wuHruOupyrommM Fcy-penenropom (FcyR), FcyRIIb

(CD32B). Ilocnemnuit mexanu3Mm 3amyckaercs, korma BCR pacmo3HaeT aHTUTEH B
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COCTaBE MMMYHHOTO KOMIUIEKCA, YTO MPUBOAMT B PE3YNbTaTe€ K COMYTCTBYIOIIEMY
B3aumozencTBuio Fc-nomena IgG, ceasanHoro ¢ xkomiuiekcom, ¢ CD32B, tem cambim
MpeAoTBpalas pPa3MHOKCHHE KIOHOB B-KJIETKH, KOTOpas HMMEET TaKyl K
cnenu(pUIHOCTh, Kak pacriosHaBaeMas pactBopumMbiM [gG. Takum oOpasom, ycnemHas
CTpPATETHsl OTPHIIATEITEHON PETYISIIUK TOJDKHA (POPMHUPOBATH MOJIEKYISPHYIO OCHOBY

AT TIETIIA ICpEaavIr OTPULATCIIbHOTO CHUI'HATIA.

AHTHTENIA, TPEAIOIaracéMble HACTOSIIUM H300PETECHHEM, TPOSABIAIOT 3HAYUTEIHHO
oomee cumpHBIA 3¢dext B oTHOMmEHWH (ocdopummposanus [TIM B CD32B, u,
CIIEIOBATEIHbHO, OKHIAETCS, YTO OHH OKA3bIBAIOT OOJiee CHIIBHOE BO3/ICHUCTBUE Ha
METIIO TIEPEIaYr OTPHUIATENHFHOTO CUTHANIA, 3amyckaemyio (ochopummposarnem [TIM
B CD32B, uT0, B CBOIO O4YEpEAb, KOHTPOIUPYET B-KIIETKH, BOBIICUECHHBIE, infer alia, B

ayTOMMMYHHBIE 3a00JIeBaHHUA.

KoHkpeTHO, aHTHTENa COINIACHO HACTOSIMIEMY M300PETEHHIO TMPEANOYTHTEIHHO
nosbimarT pochopumuposanue ITIM B FcyRIIB y kmerok Daudi mo cpaBHeHHIO C
knetkamu  Daudi, He 00paOOTaHHBIMM YKa3aHHBIM aHTUTENOM. lloBbIIEeHHE
NpeanouTuTENbHO saBisierca 1,5, 2, 3, 4, 5, 6, 7, 8, 9 nwmm 10-kparasiv. HMcxons us
W3BECTHBIX M3 YPOBHA TEXHHMKM AaHTHUTEN, KOTOpble cBs3bBatoTcas ¢ CD32B,
NPEUMYIIECTBECHHBIE CBOMCTBA AHTUTEI COIIACHO HACTOAIIEMY H300PETCHHIO HENb3S
OBLII0O HM OKWAATh, HHU TIPEIyrafaTh, HE TOBOPSA yXKE€ O TOM, YTO OBLJIO BO3MOMKHO
OTPaBIAHHOE OKHUAAHUE YClexa HX noiaydeHwus, B dYacTtHoctH, CDR wmm
BApHAOCITFHBIX YYACTKOB TKEIOW WMWK JIETKOH IETeH, OXapaKTepHU30BaHHBIX B
JAHHOM JOKyMEHTe. B JomomHeHHEe K 3TOMY VYIYYIIEHHOMY CBOMCTBY AHTHUTEIN
COIJIACHO HACTOSMIEMY HW300PETCHHIO AHTHUTEJA, OMUCAHHBIE B JAHHOM JOKYMEHTE,
TaKKe XapaKTEPU3YIOTCA BBICOKOH CHMEHU(UIHOCTHIO B OTHOIIEHHH YEJIOBEYECKOTO
FcyRIIB w/unu sBnsroTcs HEONMOKHUPYIOMIMMH, T.€. HX CBA3bIBaHHE ¢ Fc-pemenTopom
yepe3 HWX BapuaOelnbHBIM YYaCTOK(BapHaOeNbHBIE YYACTKH) HE TPEMATCTBYET

CBSI3BIBAHUIO UMMYHHBIX KoMIuTekcoB (IC) umu arperupoBannsix [gG ¢ kneTkamu.

[0012] COOTBETCTBEHHO, HACTOAIICE W300PETCHHE MPEIYyCMATPHBAET AHTUTEIIO

k FcyRIIB, mpeanmouturensHo [gG-THma, KoTOopoe COAEPKUT B CBOEM BapHaOETBHOM
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yuactke Tsoxenod nenu H-CDR1, H-CDR2 u H-CDR3, kotopsie npuseaens! nog SEQ
ID NO. 29, 30 u 31, u B cBOeM BapuaOenpHOM ydacTke jerkod memu L-CDRI, L-
CDR2 u L-CDR3, npusenennsie nog SEQ ID NO. 32, 33 u 34. Takoe aHTUTENO
noBbimaet pochopumuponanue ITIM B FeyRIIB knetok Daudi npubmmsurensHo B 4-

10 pa3 mo cpaBHeHHIO ¢ KieTkamu Daudi, He 00paboTaHHBIMH YKa3aHHBIM AHTHTEIIOM.

N3 ¢urypsr 7 monstHo, uto anTuTenma GB3 (cm. WO 2005/051999) u 2B6 (cm.
WO 2004/016750) 3 ypoBHA TEXHHUKH HE CIIOCOOHBI MOBBIIATH (pochopunmposanme
ITIM B FcyRIIB Tak, kak €ro MOKET HMOBBIIATH AHTUTEIO COTJIACHO HACTOAIIEMY
H300pEeTeHHIO, Takoe Kak SA6 — MO0 B BHIE XHMEPHOTO, JIMOO TYMAHH3HPOBAHHOTO
aaTutena SA6. Takum 00pa3oM, OKA3bIBACTCS, YTO CIIOCOOHOCTH MM HECITOCOOHOCTD,
COOTBETCTBEHHO, K TOBBIIeHUIO (pochopunuposarmsa ITIM B FcyRIIB 3aBucur ot
CDR, B 0COOEHHOCTH OT HEKOTOPHIX KIFOUEBBIX OCTATKOB, KOTOPHIE MPHCYTCTBYIOT B
8A6, Ho He mpucytcTBYIOT B GB3 w/mmm 2B6, coorBercTBeHHO. Clieq0BaTENBHO,
AMUHOKHCJIOTBI, KOTOPbIE NPUCYTCTBYIOT TOJIbKO B CDR 8A6 B monokeHusX, KOTOpbIE
OTBEYAIOT COOTBETCTBYOIIUM mojokeHusM B CDR 2B6 unu GB3, M0oxHO cuuTath

“KJIFOYEBBIMH OCTATKAMH .

[0013] BusyanmpHoe cpaBuenue CDR m3 2B6, GB3 uw 8A6 B oTHOmEHHMH
KJTFOYEBBIX OCTATKOB BBISBHIJIO, YTO AHTHTEJIO COTIIACHO HACTOAINEMY H300pPETECHHIO
cogepkut B H-CDR1 aMUHOKHCIOTHYIO TOCIEI0OBATETbHOCTD, MPHUBEACHHYIO IO/
SEQ IDmox SEQ ID NO. 29, B H-CDR2 oHO cOAECpKHT aMHHOKHCIOTHYIO
nocneaoBarenbHOCTh, npuBeaecHHyYI0 moa SEQ 1D NO. 30, 8 H-CDR3 oHo comepskut
AMUHOKHCIIOTHYIO TIOCIIEIOBATENbHOCTh, MpuBeaeHHY0 moa SEQ ID NO. 31, B L-
CDR1 0OHO cOAEPKUT AMHUHOKHCIIOTHYIO TMOCIIEI0BATENHHOCTh, MPUBEACHHYIO MO/
SEQ ID NO. 32, 8 L-CDR2 0HO cOAEpKUT aMUHOKHUCIIOTHYIO TMOCIIEA0BATEIBHOCTD,
npuseacHHy0 nog SEQ ID NO. 33, u B L-CDR3 0HO COOEP/KUT aMHUHOKHCIIOTHYIO
MO CJIEAOBATENbHOCTD, puBeAcHHYI0 oa SEQ ID NO. 34.

[0014] Pazmuuus Mexay aMHHOKHCIIOTHBIMH mochienoBatenpHOCTIME CDR
8A6, GB3 u 2B6 M0HO BBIPa3uTh B BUAE CTETICHH HACHTUYHOCTH (MICHTHYHOCTH B
%), kotopas gomyckaercs B CDR aHTHTENA COTNACHO HACTOAIIEMY H300PETEHHIO TIPH

ucnoip3oBanud CDR  8A6 B kauecTBe DTAJIOHHBIX IOCJIEJOBATEIILHOCTEH.
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CoorBerctBenHo, H-CDR1 aHTHTENna COITacCHO HACTOALIEMY  H300pPETEHHIO
MPEAMOYTHTEIIbHO XapPaKTEPU3YeTCd HWIACHTHYHOCTBIO Ha 60% wnmm Oornee, Kak
Hanpumep, Ha 70%, 80% umu 90%, ¢ H-CDR1, kotopsiii npuseaen nox SEQ ID NO.
20.

H-CDR2 antHTena COTJIACHO HACTOSHIEMY HW300PETCHHIO  TPEATIOYTHTETHHO
XapaKTepU3yeTCcs UACHTHYHOCTHIO Ha 36% wim Oojee, kak Hanmpumep, Ha 40%, 50%,

60%, 70%, 80% umu 90%, ¢ H-CDR2, xoTopsrit mpuseaen moa SEQ 1D NO. 21.

H-CDR3 anTHTeNna COTACHO HACTOSMIEMY HW300PETEHUIO  TPEATIOYTHTETHHO
XapakTepusyeTcs WACHTHIHOCTRIO 50% wmu Oonee, kak Hanmpumep, 60%, 70%, 80%

unu 90%, ¢ H-CDR3, koropsiii npuseneH nmog SEQ ID NO. 22.

L-CDR1 aHTHTENna COTJAaCHO HACTOAIMEMY HW300PETEHUIO TPEAIOYTHTEIHFHO
XapaKTePU3YeTCs WACHTHYHOCTRIO 64% wim Oonee, kak Hampumep, 70%, 80% wmm

90%, ¢ L-CDR1, xotopsiii ipuseneH nog SEQ ID NO. 23.

L-CDR2 anTHTEeNna COTJIACHO HACTOAIMIEMY HW300PETCHHIO TPEAIOYTHTETHHO
XapakTepU3yeTcs: UAEHTHYHOCTBIO 29% munu 6onee, kak Hampumep, 40%, 50%, 60%,

70%, 80% nmu 90%, ¢ L-CDR2, kotopsiit npuseneH nox SEQ ID NO. 24.

L-CDR3 aHTHTENna COMIACHO HACTOAMEMY HM300PETEHUIO TPEATIOYTHTEIHHO
XapakTepHU3yeTcss HACHTHIHOCTBIO 78% mmu Oornee, kak Hanpumep, 80% wummu 90%, ¢

L-CDR3, xotopsiii mpuseaeH nmoa SEQ ID NO. 25.

[0015] COOTBETCTBEHHO, HACTOAIIECE H300PETCHHE MPEAyCMATPUBACT AHTUTEIIO
k FcyRIIB, xoTopoe coaepkUT B CBOEM BapHAOEITBHOM YYaCTKE TKEIOW IIETH
nocnenoBareabHOCTE  H-CDRI1, xotopas Ha 60% wmm Oojiee  HWICHTHYHA
nocnenaosarenpHocTd  H-CDRI1, mpusenennoit mnox SEQ ID NO. 20,
nocienoBarenbHocTh  H-CDR2, xotopas Ha 36% wmm Oojiee  HWICHTHYHA
nocneaosarenpHocth  H-CDR2, mpusenmennon mnox SEQ ID  NO. 21,
nocienoBarenbHocTh  H-CDR3, xotopas mHa 50% wmm  Oonee HWIEHTHYHA
nocneaosarenpHocth  H-CDR3, mpusenennor mnoxg SEQ ID  NO. 22,

nocienoBarenbHocTh  L-CDR1, xotopas Ha 64% wmm Oonee HWACHTUYHA
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nocnenosarenpHocTd  L-CDRI1, mpusenennost mnox SEQ ID  NO. 23,
nocienoBarenbHoCTh L-CDR2, xotopas Ha 29% wmm  Oojee  HWACHTHYHA
nocneaosBarenpHoctTh  L-CDR2, mnpusegennost mnox SEQ ID NO. 24, wu
nocienoBarenbHOCTh  L-CDR3, xotopas ©Ha 78% wmm Oonee WACHTHYHA

nocnenosarensHocTH L-CDR3, mpuseaennoi mog SEQ ID NO. 25.

[IpeanoyYTHTENBHO TAKOE AaHTUTEIO BCe emme coAaepkuT B cBoux CDR B BapuadenpHOM
Y4aCTKe TSLKENIOM U JIETKOW LieTed “KITF0UEBbIE OCTATKH , KOTOPBIE OMPEAETEHBI O]
SEQ ID NO. 29, 30, 31 (H-CDR) u koropsie onpenencus mog SEQ ID NO. 32, 33 u
34 (L-CDR).

Takoe anTHTENO TpenmouTUTENHEHO TMOBHIMAET dochopumuposanue [TIM B FcyRIIB
kietok Daudi mpubmusurensHo B 4-10 pa3 mo cpaBHeHmio ¢ kimetkamu Daudi, He

00paOOTAHHBIMH YKA3aHHBIM AaHTHTEIIOM.

[0016] Hcmome3yeMplii B JTaHHOM JOKYMEHTE TEPMHH % HISHTHYHOCTH
OTHOCHTCA K TIPOLCHTHOM J0Jie HWACHTHYHBIX AMHHOKHUCIOTHBIX OCTATKOB B
COOTBETCTBYIOIEM TMOJIOKEHHMH B IOCIIEJOBATEIBHOCTH TIPH CPAaBHEHHH JBYX
AMUHOKHMCIIOTHBIX ~ MOCIEAOBATEIBHOCTEM C  HMCMHOJIB30BAHUEM  ONTHUMAJIbHOTO
BBIPABHUBAHUS IOCJIEI0BATEIIBHOCTEH, KOTOPOE ITPOMJUIIOCTPHPOBAHO HA IPUMEPE
meroquk  ClustalW  wmu X, goctymusix mo  aapecy www.clustal.org, wmm
SKBUBAJIEHTHBIX MeToauK. Hampumep, B ciayuae BeipaBauBanuii CDR kax et us CDR
(M3 BapuaOENPHOTO Yy4YacTKa TSDKEJIOW MW JITKOW IIETEH, COOTBETCTBEHHO),
npuBeaeHHbx mox SEQ ID NO. 20-25, caykutr B KayecTBe JTaJOHHOM
MOCJE0BATENHOCTH JJIsl TPEJACTaBsomedl uHTepec mnocienoBarenpHoctd CDR
BapHaOETbHOTO YYACTKA TSKEIION WM JIETKOW IIEMH, COOTBETCTBEHHO, Hampumep, H-
CDR1 ¢ SEQ ID NO. 20 sspaBHuBatoT ¢ mnpeacrasisaomuM uHTepec H-CDRI.
CoOTBETCTBEHHO,  BBIPABHHUBAIOT  00€  TIOCIEIOBATENBHOCTH  (ITAJOHHYIO
MOCIIEAOBATENFHOCTh W MPEACTABIMIIONIYI0D  HMHTEPEC  TOCIEIOBATEINBHOCTB),
UACHTUQUIUPYIOT  WACHTHYHBIE  AMHHOKHCIIOTHBIE ~ OCTarTkk y  00eux
MOCIIEAOBATENFHOCTEH W 00Iee KOMMYECTBO HMACHTHYHBIX AMHHOKHCIIOT JENAT Ha

o01Iee KOTHYEeCTBO aMHHOKHCIIOT (AmuHa B amuHOokucaoTax) o SEQ ID NO. 20, 21,
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22, 23, 24 nnm 25, COOTBETCTBEHHO, B 3aBUCMMOCTH OT TOTO, BBIPABHHUBAKOT Jin H-
CDR1, H-CDR2, H-CDR3, L-CDRI, L-CDR2 wumu L-CDR3. Pesynerar 3T0T0
JCIIEHUs TPEACTABIAET COOOW 3HAUYEHWE B TMPOIECHTAX, T.€. 3HAYCHHE/CTETIEHb
WIECHTUYHOCTH UICHTUYHOCTH B MPOLICHTAX.

[0017] [MocnenosarensrocTt H-CDR1, mpuseaennsie ox SEQ ID NO. 14 u
20, SBISAIOTCS TPEAMOYTUTENIbHBIMA BHIAMH mochenoBarenbHocTedt n3 H-CDRI,

npusBeaeHHoro o SEQ ID NO. 29.

[TocnenosatenpHocTH H-CDR2, mpuseaennsie moa SEQ ID NO. 15 u 21, asnsarorcs

MPEANOYTUTETPHBIMU BUAAMU TOcaeAoBaTenbHOCTeM 13 H-CDR2, npuBeaeHHOTO TI0]

SEQ ID NO. 30.

[TocnenosatensHoct H-CDR3, npuseaenusie moa SEQ ID NO. 16 u 22, asnarorcs
MPEANOYTUTEIPHBIMU BUAAMU nocaeaoBaTenbHocTeM n3 H-CDR3, npuBeaeHHOTO TI0]

SEQ ID NO. 31.

[TocnenoBatenbHocT L-CDR1, npuseaenusie nmog SEQ ID NO. 17 u 23, aBustorcs
MPEeANOYTUTEIbHBIMU BUAaMU niocnieaoBarenbHocTer u3 L-CDR1, npuseneHHoro moa

SEQ ID NO. 32.

[TocnenoatenpHocTH L-CDR2, mpuseaennsie moa SEQ ID NO. 18 u 24, ssnsaroTcs

MPEANOYTUTENBPHBIMHA BUAAMU niocsenoBaTenbHocTed u3 L-CDR2, npusenenHoro nox

SEQ ID NO. 33.

[TocnenosatensHocTn L-CDR3, npuseaenusie mog SEQ ID NO. 19 u 25, asnstorcs
MPEANOYTUTETFHBIMU BUAAMHU TiocnieaoBarenbHocTed u3 L-CDR3, npuBeneHHOr0 1101

SEQ ID NO. 34.

[0018] COOTBETCTBEHHO, HACTOAIICE W300PETCHHE MPEIYyCMATPHBACT AHTHUTEIIO

K FcyRIIB, npeanoururensHo [gG-Trmna, koTopoe

(a)  comep:kKHUT B cBOeM BapuaOenbHOM yuacTke Tspkenon e H-CDR1, H-CDR2 u

H-CDR3, kortopeie mpusenensl nojg SEQ ID NO. 14, 15 m 16, u B cBoem
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BapuadenpHoM yuactke jerkou mermu L-CDRI1, L-CDR2 u L-CDR3, npuseneHHbie
mox SEQ ID NO. 17, 18 u 19; unu

(b)  comepkuT B cBOEM BapuabenpHOM yuacTtke Tsxenou nenu H-CDR1, H-CDR2 u
H-CDR3, xortopsie mpusenenst nog SEQ ID NO. 20, 21 u 22, u B cBoeM
BapuabenpHOM yvactke jerkod memu L-CDRI1, L-CDR2 u L-CDR3, npuBeneHHbIe
nmox SEQ ID NO. 23, 24 u 25,

I7Ie YKa3aHHOE AHTHUTENO MPEINOYTHTENbHO TOBbImaeT (ochopummuposanue [TIM B
FcyRIIB xnerok Daudi npubmmsurensro B 4-10 pas mo cpaBHeHHIO ¢ KieTkamu Daudi,

HEe 00paOOTAaHHBIMH YKAa3aHHBIM AHTHTEIIOM.

[0019] Antutena k FcyRIIB, comepikamue B cBOeM BapHaOEIbHOM YYacTKE
msoxenon uenu H-CDR1, H-CDR2 u H-CDR3, xotopsie npusenenst nog SEQ ID NO.
14, 15 u 16, u B cBOeM BapuaOenmpHOM yuacTke jerkod nemu L-CDRI1, L-CDR2 u L-
CDR3, npusenennsie moa SEQ ID NO. 17, 18 u 19, unu umeromue B CBOEM
BapuabenpHoM yuactke Tspkenmod memm H-CDR1, H-CDR2 u H-CDR3, wortopseie
mpuseaeHsl moa SEQ ID NO. 20, 21 u 22, u B cBOEM BapHaOEIIbHOM YYaCTKE JIETKOU
uern L-CDR1, L-CDR2 u L-CDR3, npuseaennsie og SEQ ID NO. 23, 24 u 25,
ABIIIIOTCSL MPEANOYTUTEIBHBIMM AHTUTENAMU. OTH MPEANOYTUTEIIbHBIE AHTHUTENA
npearnoyTuTeNbHO MoBbImaT (ocopunuposanue ITIM B FcyRIIB knerox Daudi
npuOmM3uTebHO B 4-10 pa3 mo cpaBHeHUIO ¢ KieTkamu Daudi, He 00paOOTaHHBIMU
YKa3aHHBIM AaHTHUTEIIOM.

[0020] [Ipu uconb30BaHWH B JAHHOM JOKYMEHTE TEPMHUH “‘aHTHUTEIIO O3HAYAET
0eNoK, coAep KAl OJWH WIIM HECKOJIBKO TOJHUIENTHAOB (COACPKAIMUX OJWH HWITH
HECKOJIBKO  CBSI3BIBAIOINMX JIOMEHOB, TIPEATIOUYTHUTEIIFHO AHTHUTEHCBA3BIBAIOIIINX
JOMEHOB), B 3HAYMTEIBHOH CTEMEHH WM YACTHYHO KOAUPYEMBIX TE€HAMH
WMMYHOTJIOOYIMHOB WM (pparMEHTAMH TE€HOB HWMMYHOTIIOOYIHHOB. TepMuH
"ummyHOTIOOYTMH" (Ig) 1 TepMuH "aHTUTENO" HCTIONB3YIOTCA B JAHHOM JOKYMEHTE
B3auMO3aMeHieMO. V3BeCTHbIE TE€Hbl HMMYHOTTIOOYIIMHOB  BKIIFOUAIOT  TEHBI
KOHCTAaHTHBIX YYaCTKOB Kamma, JsaMOna, aibga, ramMma, JENbTa, 3TCHIOH U MIO, a

TaKKe OecUuCIIEHHOE MHOXKECTBO T€HOB BapHaOeIbHBIX Y4aCTKOB
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WMMYHOTJIOOYITMHOB. B 4acTHOCTH, IpH UCTIONB30BAHUM B JAHHOM JOKYMEHTE TEPMUH
“aHTUTENO”, KaK TMPaBWIIO, O3HAYAECT TETPaMEpPHBIC TITHUKO3UIMPOBAHHBIE OEIKH,
cocrosmue M3 AByX nerkux (L) memed, kaknas maccodl mpumepHo 25 k/la, U aByx
mokensix (H) mene#t, kaxmas maccoit npumepHo 50 x/la. B anTtuTenax moryr
NPUCYTCTBOBATh JBA THIMA JIETKOW LIEMH, Ha3bIBaeéMble JsIMOJa W Kamma. B
3aBUCUMOCTH OT AMUHOKHCJIIOTHOW TOCIEA0BATEIbHOCTH KOHCTAHTHOTO JOMEHA
TSDKEJBIX IeTIed UMMYHOTIIOOYJTMHBI MOYKHO OTHECTH K TISITH OCHOBHBIM Kjaccam: A,
D, E, G u M, 1 HECKOIbKO M3 HUX MOKHO JOIOTHHTEIFHO IOAEITHUTHh HA IMOJKIACCHI
(m3otumel), Harpumep, 1gGl, 1gG2, 1gG3, IgG4, IgAl u [gA2, npuyeM B KOHTEKCTE
HACTOALIETO m3oopererns  [gG  saBngeTcs  MPEANIOYTHTEITHHBIM. Taxke
MPEAYCMATPUBACTCA AHTHTENIO COITACHO HACTOAIIEMY HW300PETEHHIO, KOTOPOE HMEET
KOHCTaHTHBIM JOoMeH IgE mmm ero 4acTe, ¢ KOTOpPBIMM CBsA3bIBacTca Fc 3mcuinoH
peuentop [. Antuteno IgM cocToUT U3 5 U3 OCHOBHBIX T€TEPOTETPAMEPHBIX €IUHUIL]
BMECTE C JOMOJHUTEIBHBIM IMOIHUIENTHIOM, Ha3bIBAEMBIM J-LIETBbIO, U coAepkHUT 10
AHTUTECHCBA3BIBAIOINUX CAWTOB, TOTNAa Kak aHTuTena IgA comepkar ot 2 A0 5 wu3
OCHOBHBIX €IWHHUII U3 4 TETeH, KOTOPhIE MOTYT IOJIMMEPHU30BaThCSI C 00pa30BaHUEM
MOJIMBAJICHTHBIX KOMILJIEKCOB B coueTaHWM ¢ J-uenbio. B cnyuae IgG enununa us 4
nene o0pIMHO MMeeT Maccy npuomusurensHo 150000 mamproH. Kaknas nmerkas nemns
BKIroYaeT N-koHieBod BapuadenpHbid (V) nomen (VL) m xoncranTHbii (C) nomen
(CL). Kaxpmas Tspxenas nenb BKmodaeT N-koHieBoi V-momer (VH), Tpu wim ueTsipe

C-nomena (CH) 1 mIapHUPHBIHA YYACTOK.

KoHcTraHTHBIE JOMEHBI HE BOBJICYCHBI HANPAMYIO B CBS3BIBAHHE AaHTHUTENIA C
AHTHTEHOM, HO MOTYT TPOSBIATH paznuuHbie 3(PdexTopHble (YHKIMHH, TaKHe Kak
y4acTHEe B AaHTHUTEIIO3aBHCHMOW KjiaeTouHOW 1mroTokcHuHOCTH (ADCC). Ecmm
aaTUTeNN0 MODKHO BBI3BIBaTh ADCC, 0HO MPEeArmOYTHTENPHO OTHOCHUTCA K TIOATHITY
IgG1, torma kak moatun IgG4 He Oyaer o0magath CIOCOOHOCTHIO K TPOSBICHHIO

ADCC.

[0021] Hcnonb3yemblii B JTAHHOM JOKYMEHTE TEPMHUH "aHTUTENO" OTHOCUTCS HE
TOJIBKO K HMMYHOTITOOYTUHY (MJTH HHTAKTHOMY aHTHTENY), HO TaAK)KE OTHOCHTCS K €T0

(parMeHTy ¥ OXBATBHIBACT JIFOOOW TONMMENTHII, COACPIKAIMUNA AHTUTECHCBA3BIBAFOIIIHMA
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(parMeHT WM aHTUTEHCBA3BIBAIOLIMHM OoMeH. [IpeanmouruTenbHO (parMeHT, Takou
kak Fab, F(ab'), F(ab'),, Fv, scFv, Fd, ceia3annbie qucymbumabivu ceazsimu Fv (sdFv)
U Jpyrue (parMeHTbl AaHTUTENA, KOTOPBIE COXPAHAIOT AHTHUTEHCBSI3BIBAIOIIYIO
(yHKIMIO, KaK OTIMCAHO B JaHHOM jJoKyMeHTe. Kak mpasuio, Takue ¢pparmMeHTsl OyayT
COZIEPKAaTh AHTUTCHCBA3BIBAIOIINN TOMEH U O0JIAIaTh TAKUMH K€ CBOMCTBAMH, UTO H
AHTHTEIIA, ONTUCAHHBIE B TAHHOM JOKYMEHTE.

[0022] TepmuH “aHTHTENTO™ TaKKe BKIIOYACT O€3 OTPaHWUYCHHSA, a TAKKE
OXBAaTBIBAET MOHOKIIOHAJIbHBIE, MOHOCTIELIM()HIHBIE, TTOJTH- WIH MYJIbTHCTICHA()UIHBIE
aHTHUTENNa, TaKWue Kak  Oucneru@uuHble  aHTUTENa, TyYMaHHU3UPOBAHHBIE,
KaMEJTM3UPOBAHHBIEC, YEJIOBEUYECKHE, OIHOIIECTIOUEYHBIC, XUMEPHBIC, CHHTETHYECKHE,
PEKOMOWHAHTHBIE, THOPUIHBIE, MYTHPOBAHHBIC, NMPUBUTHIE M CO3JAHHBIE In VItro
AaHTHUTENIA, TIPUYEM XHWMEPHBIE WJIH TyMaHW3UPOBAHHBIE AHTUTENA SABISIOTCA
NPEAMOYTUTEIFHBIMA.  |€pMHUHOM  'TYMaHHW3HPOBAHHOE  AHTHUTENO"  OOBIYHO
OTIPE/ICTITIOT AaHTHUTENO, B KoTopoMm komupyromue crnenuduaraocte CDR 8 HC u LC
ObUTM TIEPEHECEHBI B COOTBETCTBYIOLIME KAPKACHBIE YaCTH  YEJOBEYECKUX
BapuaOenpHbIx y4yacTkoB ("CDR-mpuBuBka"). Tepmun “aHturteno” Taxke BKIIFOYAET
scFv, omHOLIeTTOUeYHbIE aHTUTENA, AUATENA UK TETparesa, JoMeHHbie anTuTena (dAb)
Y HaHOTeNa. B KOHTEKCTE HACTOAIIETO W300PETEHUS TEPMUH “aHTUTENO TaKKe Oyaer
npegycMaTpuBaTh OW-, TpPH- WM  MYJIbTUMEpPHBIE WM OW-, TPU- WIH
MyJIbTH(YHKIHOHATBHBIE AHTHTENA, HMEIOIMUE HECKOJIBKO aHTUTEHCBS3BIBAIOIINX
CAMTOB, TIPH TOM TPEATIOYTHUTEIIFHO TO MEHBIIECH MEpe OJWH W3 HHX SBISETCS
FcyRIIB-criertuuaHbIM CBA3BIBAIOIIAM CAUTOM.

[0023] bBonee TOro, HCHONB3YyeMBIH B HACTOSIIEM H300PETEHUH TEPMHUH
"aHTHTENO" TaKKe OTHOCUTCS K MPOM3BOAHBIM AHTHTEN (B TOM YHCIE K (parmeHTam),
ONMMMCAaHHBIM B JaHHOM JokyMmeHTe. 'l[lpousBogHoe" aHTUTENA  COACPIKHUT
AMHHOKHUCJIOTHYIO TIOCIIETOBATEBHOCTh, KOTOpas Oblla M3MEHEHA TyTEM BBEICHUA
3aMEH, JeNeNud WM J00aBICHWH aMHHOKHCIOTHBIX OCTarkoB. Kpome ToroO,
NMPOM3BOJHOE OXBATBHIBAET AHTHUTENA, KOTOPhIE OBUTM MOAU(PHUIIMPOBAHBI IYyTEM
KOBAJICHTHOTO TIPUCOEAMHEHUS MOJIEKYNIbI JIFOOOTO THIA K AHTHUTENY HIH OEJKYy.
[Ipumepsl Takux MOJEKYT BKIOUarOT caxapa, PEG, ruapokcuiibHbIE, 3TOKCH-,

Kap6OKCH- HJIIK AMHHHBIC TPYIIbI, HO HC OTPAHUYUBAIOTCI HMH. DaKkTHYECKHU
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KOBAJCHTHbIE  MOAU(HUKAIMM  AHTUTEN  NPUBOJAT K  TIHKO3WIMPOBAHHIO,
NETWIMPOBAHUIO, ALETHIUPOBAHHIO, (HOCHOPUIUPOBAHHIO, AMUAUPOBAHUIO, HO HE
OTPAHUYUBAIOTCS UMH.

[0024] AHTHTEJIO COITIACHO HACTOAIMEMY HW300PETEHHIO MPEANOYTHTETHHO
NPEACTABIAET COOOW “BBIAEICHHOE” aHTUTENO. TepMHH "BBIOECNCHHBIM' TIpH
WCTIONb30BAHUH JIJISI OTIMCAHUS AHTHTEN, PACKPBITHIX B JTAHHOM JOKYMEHTE, O3HA4aeT
AHTHUTEII0, KOTOPOE OBLIO HMACHTH(PHUIIMPOBAHO, OTACIIEHO OT KOMIIOHEHTOB CPEIbI JJIs
€r0 TIOTyYEHHs W/HITH U3BJICUCHO U3 Hee. [IpenmouTuTeIbHO BBIICICHHOE aHTHTEIIO HE
HAXOAMTCA B ACCOLHMAIMH CO BCEMH APYTMMH KOMITIOHEHTAMH W3 CPEAbl I €T
nony4yeHusa. COMyTCTBYIOIHE KOMIIOHEHTHI CPEIBl JJIA TOMYYSHHS AHTHUTENa, Kak,
HATNpUMEp, TPOHUCXOJANINE U3 PEKOMOWMHAHTHBIX TPAHC(HHUIUPOBAHHBIX KIETOK,
ABISIFOTCSI MaT€pPHAllaMHU, KOTOPBIE, KaK TPABHIIO, MPEMATCTBYIOT AHATHOCTHYECKAM
WA TEPANEBTUYECKUM TPUMEHEHHAM TIOJMIENTHAA, W OHH MOTYT BKIFOYATh
(hepMEeHTBI, TOPMOHBI B JPYTHE OCITKOBHIC WM HEOETKOBBIC PACTBOPECHHBIC BEIIECTBA.
B mpeamouTuTeNnpHBIX BapHaHTAaX OCYIIECTBIECHUSA aHTUTENO OyaeT ouumieHo (1) mo
CTEMEHM, JOCTATOYHOM U1 MOJIyYEHHA MO MEHbIIEH Mepe 15 ocratkoB N-KOHLEBOU
WIA BHYTPEHHEH aMUHOKHCIOTHOM TIOCIIEOBATEIbHOCTH TPH HCTOIb30BAHUHU
CEKBEHATOpA C BPAIIAIONIUMCS CTakaHOM, WiH (2) 10 ogHopoxHocTH npu SDS-PAGE
(omektpodope3 B TONMAKPHUIAMUAHOM Telie C JOACHMICYIh(ATOM HATPUsi) B
HEBOCCTAHABJIMBAIOIINX WM BOCCTAHABIMBAIOIIUX YCIOBUSAX C HCIOJIb30BAHUEM
KPAacHTENN KyMacCH CHHETO I MPEANOYTHTENBHO CEpeOpsIHOTO Kpacutens. Tem He
MEHee, OOBIYHO BBIJIEJICHHOE AHTHTEIO OYIET TMOMYYEHO C TOMOMIIBIO MO0 MEHBINEH
Mepe OHOTO 3Tara OUYUCTKH.

[0025] Hcmome3yeMblii B~ JAHHOM  JOKYMEHTE TEPMHUH  “‘CHEH(UYHO
CBSI3BIBAECTCSA OTHOCHTCS K AaHTHUTENaM HWJIH WX (parMeHTaM HIH TPOU3BOIHBIM,
KoTopeie cnemmduuHo cBa3pBatoTcss ¢ FcyRIIB wmm ero ¢parmerTroMm u  He
CBA3BIBAIOTCA cCIeU(UYHO C ApyrumMH Fc-penenropamu. AHTHTENa WM HUX
(parMeHTBl WM TIPOWU3BOJHBIE B COOTBETCTBHHM C HACTOSLIMM H300pETEHHEM
cesasbiBatoTcs ¢ FcyRIIB depes BapmaOenbHBIN TOMEH aHTHUTENA. TeM HE MEHee, 3TH

AHTHUTEJIA TAKXKE MOTYT CBA3bIBaThCA ¢ Fec ramma RIIB uepes ux Fec-nomen.
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[0026] [lpu o6pazoBanmm mapet w3 VH u VL ¢opmupyercs oxun
anTureHcBs3piBaromui cant. CH-momen, nanboiee oOmm3kuii K VH, 0003HauaeTcs Kak
CH1. Kaxpgas L-uens coenuHena ¢ H-uenmbio 0nHON KOBaJE€HTHOW AHCYNbPUAHON
CBA3BIO, TOI/IA Kak ABe H-menm cBsA3aHbBl APYyT ¢ APYrOM OJHOM WM HECKOJbKUMU
AUCYITb(OUIHBIMA CBA3SIMH B 3aBHCHMOCTH OT u3otuna H-nemu. VH- u VL-momenst
COCTOAT HW3  YETHIPEX  YYacTKOB C  OTHOCHUTEJIbHO  KOHCEPBAaTHBHBIMHU
MOCJIETOBATEIFHOCTIMY, Ha3biBaeMbIXx KapkacHbiMu yuyacTkamu (FR1, FR2, FR3 u
FR4), xoropbie 00pa3ylOT OCTOB I TPEX YYACTKOB C THIEPBAPHAOCTHHBIMHU
MOCJIETOBATENFHOCTAMU (OTPEACIIIONTHE KOMITIEMeHTapHOCTh yaacTku, CDR). CDR
cofepskaT  OONBIMMHCTBO  OCTATKOB,  OTBETCTBEHHBIX 33  CHeHU(HYHBIC
B3auMoaeHcTBug antuTena ¢ anturenoM. CDR HaszeBarorcs CDR1, CDR2 u CDR3.
CootBetcTBeHHO, 1eMeHThl CDR Ha Tskesoi nenm HaszeBaroTes H1 wmm H-CDRI1,
H2 wmm H-CDR2 m H3 wim H-CDR3, torma kak smementsl CDR Ha jerkod mermw
HazpBaroTca L1 wmu L-CDR1, L2 unmu L-CDR2 u L3 wmu L-CDR3.

[0027] Tepmun  "BapuaOenmbHBIM'  OTHOCHTCA K  4YacTAM  JOMEHOB
UMMYHOTJIOOYJIHHOB,  KOTOPBIE  TPOSABISIIOT ~ BapuaOENbHOCTH B CBOEH
MOCJEIOBATENPHOCTH M KOTOPBIE BOBJICUEHBI B OMpEAETCHHE CHEHUPUIHOCTH U
appuHHOCTH  CBA3BIBAHUS  KOHKPETHOTO  aHTUTena  (T.e.  "BapuaOCITbHBIH
nomeH(BapuadenbpHbie JoMeHBI)"). BapraOenbHOCT HE pacrpeesieHa pABHOMEPHO IO
BapHaOEITbHBIM TOMEHAM aHTHTEN; OHA CKOHIICHTPHUPOBAHA B CYOJOMEHAX KaKJIOTO M3
BapHAOETbHBIX YYACTKOB TOKEJIOW W JIETKOW Henmed. DTH CyOJOMEHBI Ha3bIBAIOTCS
"ompenensromuMu KoMmruieMeHTapHocTh yuactkamu' (CDR). Tepmun "CDR", a Taxoke
dopma  wmHOkecTBeHHOro uwucnma "CDR"  oTHocATcs K OmpeAensronmaM
KoMIuieMeHTapHOCTh y4acTkaM (CDR), W3 KOTOPBIX TpPH ONPEACIAIOT XapakTep
CBAI3BIBaHMA BapuadenmpHOTo yuacTka nerkod nemu (L1-CDRL1, L2-CDR u L3-CDR),
W TPH ONPEACTSIOT XapaKTep CBA3BIBAHHUA BapHAOCIIBPHOTO YYaCTKA TKEIOW IETH
(H1-CDR, H2-CDR u H3-CDR). CDR BHOCAT BKIaa B QyHKIHOHATBHYIO AKTHBHOCTD
MOJIEKYJIBI AHTHUTENA M pa3felieHbl aMHUHOKHCIOTHBIMH TIOCTIEIOBATEIFHOCTIMH,
KOTOPBIE COJEP’KAT OCTOBHBIE HIIM KAPKACHBIE YYaCTKH. TOYHBIE OMPEACIIAIOIIHE
rpaaunbl ¥ umHEL CDR 3aBHCAT OT pasnuyYHBIX CHCTEM KiIaccH(pUKAIMU |

Hymepaumu. Beneacteue storo CDR Moryr 0003Ha4aTbCsi € HCIOJBb30BAHHUEM
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onpeaenenui rpanu o Kabat, Chothia, mo octaTkam B KOHTAKTHBIX TOMEHAX WJTH TI0
MOOBIM JPYTUM TPAHHULAM, B TOM YHCJIE€ C TOMONIBIO CHCTEMBI HYMEpAIHH,
ONUCAHHOW B TAHHOM JOKyMeHTe. HecMOTps Ha OTIHYAIOMIMECS TPAHHIBI, KaXIas U3
JTAHHBIX CHCTEM XapaKTEPU3YETCS HEKOTOPOH CTEIEHBIO NMEPEKPHIBAHUA B TOM YaCTH,
KOTOpas COCTaBIIET TaK HA3bIBAEMbIe 'THIIEpBApHAa0CIbHBIE y4YacTKH' B
BapuadenbHbIX mocienosarebHOCTIX. Onpeaencaus CDR B COOTBETCTBHH ¢ 3TUMH
CHCTEMAaMH, CJIEJOBATEIBHO, MOTYT OTJIMYATHCS MO JJIHHE U TPAHUYHBIM OOACTIM C
Y4eTOM CMEXHOTO KapkacHOoTo ydactka. Cwm., Hanmpumep, Kabat, Chothia w/wmm
MacCallum et al., (Kabat et al., loc. cit.; Chothia et al., J. Mol. Biol, 1987, 196: 901 u
MacCallum et al, J. Mol. Biol, 1996, 262: 732). Tem He MeHee, HyMepauus B

COOTBETCTBHH C TaK Ha3bIBaeMOU cucteMoin Kabat sBnseTcs mpeamodTuTeTbHOM.

[0028] [IpenmournrenpHbie BapwaOeabHBIC YYaCTKA AaHTHTEJIA COTJIACHO

HactosmeMy u300petenuto npuseaeHs! nog SEQ ID NO. 1, 2,3 u 4.

[0029] TepmuH "KapkacHBIH y4acTOK" OTHOCHUTCS K HM3BECTHBIM H3 YPOBHS
TEXHUKH YacTAM BapuaOENbHOTO Y4acTKa aHTUTENA, KOTOPbIE MPUCYTCTBYIOT MEXKIY
Oonee nuBepreHTHHIMU (T.€. runepsapuadenbHsiMu) CDR. Takue kapkacHbIe y9acTKH,
Kak MPaBUJIO, Ha3bIBatOTCA KapkacHbIMHU yacTaMu ¢ 1 mo 4 (FR1, FR2, FR3 u FR4) u
obecrieunBaroT 0cTOB U1 npeactasieHus mectd CDR (Tpu U3 TshKenol nenu u Tpu
W3 JIETKOM 1K) B TPEXMEPHOM TMPOCTPAHCTBE Ui OOpa30BaHHMA AHTUTECH-

CBA3BIBAOIIEH MOBEPXHOCTH.

[0030] AnTHTEena (B TOM YHCiEe MX (PparMEeHTHI W TPOU3BOJHBIE) COTIIACHO
HACTOAIIEMY HW300PETCHHIO TMPEAMOYTHTEIEHO WA NPEUMYIIECTBEHHO TMOBBIINAIOT
dochopummposanue [TIM B FcyRIIB kmerox Daudi mpubmmsurensHo B 4 pa3za wimm
0oJiee, Kak HaPUMED, MPUOTH3UTEIIFHO B 4 pa3a uiu Oojiee, MPUOTU3UTENBHO B 5 pa3
e 00Jiee, MPUOU3UTENBHO B 6 pa3 WM OoJiee, MPUOTH3UTEIIBHO B 7 pa3 WiH OoJee,
NpUONHM3HTENRHO B § pa3 wim Oojee, MPUOTM3HUTENIFHO B 9 pa3 wiu Oornee wWiH
npuOmmsuTensHo B 10 pa3 (T.e. make moutd B 10 pa3), mo CPaBHEHHIO C KIETKAMHU
Daudi, He 00paOOTaHHBIMH YKA3aHHBIM AQHTHUTEIIOM. J[Js Takoro cpaBHEHHA 00a

AHTHUTCJIaA COTJIACHO HACTOALMICMY I/I306peTeHI/IIO OpCANOYTHUTCIIPHO TIPUMCHAOT B
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KOJIMYECTBE B AUANA30HE OT 5 MKr/mit 10 50 Mkr/mun, kak Harpumep, 10, 15, 20 wmm 25

MKT/MJI.

W3 pesynbTaroB, mpuBeAECHHBIX Ha ¢urypax 6, 7 u 8§, O4eBHAHO, YTO JOOOE M3
xuMepHOoTo aHTHTeNna 8A6 (ch8A6) (comeprkamero KpbICHHBIE BapHAOETbHbBIE YIYACTKH
W YEJIOBEYECKUH KOHCTAHTHBIM YYACTOK) WM TYMAHHU3UPOBAHHOTO aHTHTEna 8A6
(hu8A6) 3HaumrensHo moBbImAeT (ochopumuposanre ITIM 1o cpaBHEHHIO C
antutenoM GB3 wu3 ypoBHa TexHuku. [lpunumas Bo BHuManue, uyto CDR vy
XUMEPHOTO W TYMAaHH3HUPOBAHHOTO aHTUTEN SAO ABIAIOTCA  MPAKTHYECKH
WICHTUYHBIMHM, TOTJa Kak HMX KapkacHele ydactku (FR) ommmuarorcs, m 4ro
AKTHBHOCTh 00OOWX AHTHUTEN B OTHOWICHWH MOBBIMeHHA (ocopummuposanus [TIM B
FcyRIIB saBmseTcss mpakTH4YecKH OAMHAKOBOH (cM. ¢urypy 8), pasymMHO CcIenaTh
BbIBOJ, 4T0 CDR ABIAOTCS NpPUYMHONM NpPEMMYLIECTBEHHOTO CBOMCTBA AaHTHUTEN
COTIACHO HACTOALIEMY W300PETEHHUIO, 3aKITIOYAIOIIETOCS B 3HAYUTEIIBHOM TIOBBIIICHUH

dochopumuposanus [TIM, Hanpumep, 1o cpaBHeHUIO ¢ anTuTeaoM GB3.

CrieruamicT B JaHHOW OOJIACTH TEXHHKH JIETKO MOWMET TOJIOKEHHE JISl TPUBUBKH
CDR, koTOpbie OMHCAHBI B JAHHOM AOKYMCHTE JJII aHTHUTENI COIIACHO HACTOSIIEMY
HU300PETEHHUIO, B COOTBETCTBYIOIIYIO KAPKACHYIO YaCTh HJTH, HAOOOPOT, /ISl PUBHUBKH
KapKacHBIX y4YacTKOB B aHTUTENO, mMeromee CDR aHTHTENa COrmacHO HACTOAIIEMY
W300PETEHUIO, TAaK, YTOOBI TOJYYCHHOE B PE3YIbTaTe 3TOTO AHTHUTENIO 00IIaaano
NMPEUMYINCCTBCHHBIMH ~ CBOMCTBAMH, B  YaCTHOCTH, CBOMCTBOM  ITOBBIIICHHS

dochopumuposanus [TIM B CD32B, kak OnmrucaHO B JTAHHOM JTOKYMEHTE.

[0031] Kak ymoMHHANIOCh, AHTHTENA COIJIACHO HACTOSIIEMY HW300PETCHHIO
MPEANOYTHTENPHO WM TMPEUMYIIECTBEHHO O0JIAAA0T CBOWCTBOM K TIOBBIIIECHHIO
dochopummposanmsa ITIM B FcyRIIB (CD32B) xnerok Daudi, manpumep, mo
cpaBHeHMIO ¢ aHTuTenoM GB3 U3 ypoBHS TEXHUKHM, OINUCAHHBIM B JOKYMEHTE
WO 2005/051999, xoTopoe XapaKTepH3yeTCsd HAIMYHEM BapHAOEIBHOTO YYaCTKa
Tsokemod 1ienw, npuBeAacHHoW moa SEQ ID NO: 7 B 3asBke WO 2005/051999 (cm.
SEQ ID NO. 26), u BapuabenbHOTO y4acTKa JIETKOH 1enw, npuseaeHHou mog SEQ 1D
NO: 5 B 3aaBke WO 2005/051999 (cm. SEQ ID NO. 27).
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[ToBemmenne ¢ochopumuposanus ITIM B FcyRIIB (CD32B) xmerok Daudi,
ONOABCPIIIrUXCs BIIUAHHUIO AHTHTCIA, OXBATbIBACMOTO HACTOAIIUM H306pCTeHHeM,
MPEIMOYTHTENIEHO COCTABIISIET MPUOIM3UTENBHO B 4 pa3a uiu 0oJjee, MPUOIU3HTETHEHO
B 5 pa3 wiu Ooee, NPHOIM3UTENBHO B 6 pa3 Wik OoJiee, NPUOIM3UTEIBHO B 7 pa3 HITH
Oosee, MPHOM3HUTEIBHO B 8 pa3 Wi Oosiee, MPUOIU3UTENTHFHO B 9 pa3 Wi OoJiee WH
npuOu3uTeibHo B 10 pa3 (Te. gake mourd B 10 pas) mo CPpaBHEHHIO C KIIETKAMH

Daudi, He 006pab0TaHHBIMU YKa3aHHBIM aHTHUTEIIOM.

@®ocpopummposarne [TIM B CD32B (Fc-ramma- peumenrop IIB) kmeroxk Daudi

MPEAMOYTUTEIIFHO OTPEACIIAIOT CIIEAYIONINM 00pa3oM:

3x10° kerok Daudi, cycrieHauposassbix B cpeae RPMI 1640, nomonxenroi 1% FBS
(perampHass OBIYBS CHIBOPOTKA), JTHOO OCTABIIIOT HEOOPAOOTAHHBIMH (KOHTPOID),
00 wHKyOHpyroT B TedeHue 25 muHyT mipu 37°C, 5% CO, co cMeChlO0 aHTHUTET,
cozieprkame anTuTenno kK IgM (MBIMHOE aHTUTENO0 K IMMYHOTTIOOYITMHY YEJIOBEKA) U
aHTUTENO0 K MBImuHOMY [gG (Kpomnybe), TIe CMeCh aHTHTEN COACPIKHUT 2 MKI/MIT O-
higM (mAB, xmon UHB) u 20 mxr/mn a-mlgG. 3arem knetku oOpaOarsiBatoT 20
munyt mpu 37°C, 5% CO, nmub0 aHTUTENOM, OXBaTHIBAEMBIM HACTOAIIUM
n300peTeHueM, THO0 AHTUTENIOM, MPEACTABIIIOMIMM HHTEPEC, KOTOPOE OMPEAETICHO B
JaHHOM JOKYMEHTE HIKe, TakuM Kak aHtuteno GB3 u3 3aasku WO 2005/051999,
COOTBETCTBEHHO, MPU 3TOM 00a aHTUTENA MPEINOYTHTEIHHO NPUMEHSAIOT B PABHOM
KOHIICHTPAIlUH W HeoOs3aTebHO ¢ Oydepom B KadecTBe KOHTpoysa (Oe3 aHTHTENA).
Knerku cobuparor mocne waKyOammu npu 4°C, TU3UPYIOT ¥ TIOABEPTAIOT aHAIIHA3Y C
nmoMomibi0  BecTepH-OnMoTTHHTa, mTpH MOMOIMUA KOTOporo  (ochopunmmpoanue
BBISBJISAIOT C MIOMOINBIO aHTHTENA K 0eIKy ¢ (h0C(OTHPO3ZHHOBBIM OCTATKOM (aHTHTEIIO
k CD32B, comepxamemy ¢ochopumupoBannsii Y292). Ilpu Becrtepr-OnorTHHTrE
HEO0O0A3aTeIbHO IPOBOAAT 30HAUPOBAHUE C MCTIOIb30BAHUEM AHTHUTEIA, BHIABISIOMIETO,
HanpuMmep, [B-aKTWH, KOTOPBIM CIy’)KAT B KAUECTBE 3arpy304HOTO KOHTPOIA IS
aHanmM3a ¢ moMoInbl0 BectepH-OnorTiHra. B KauecTBe ambTepHATHBBI B OTHOINIEHUH
kieTok Daudi moxkao mpumenste PBMC (MoHOHYKITeapHBIE KIETKH TiepudepuyiecKoi

KpoBH) WiH KiIeTkd Raji. COOTBETCTBEHHO, BO BCEX BAPHAHTAX OCYIIECTBICHHS, B
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KOTOPBIX TpuMeHAT KieTku Daudi mpu ompenenenmu docdopumuposanus [TIM,

kietkn Daudi moxxHO 3amMeHuTh Kietkamu Raji unmu PBMC.

[0032] AnTHTENO0 K O0enKy ¢ (ochOTHPO3UHOBBIM OCTATKOM TPEATOYTHTEIHHO
ABIIETCS CBSI3aHHBIM C TPYIIIOH, TEHEPUPYIOIIEH CHUrHai. ['pynma, renepupyronias
CHTHAJI, OTHOCHTCS K KOMITO3HIHH, BBISIBIIEMOW C TMOMOIIBIO CIIEKTPOCKOMUYECKHUX,
(OTOXUMHUIECKHX, OHOXHMHUYECKHX, HMMYHOXHMHUYCCKHX HJIH XHMHYECKHX CPEICTB.
HanpumMep, IPHTOHbIE METKH BKIFOYAIOT PAIHOAKTHBHBIC METKH, TAKHE Kak P, S

21, dyopecuentHbie kpacurenu (Hampumep, Cy-3, Cy-5); xpoModopsL

WITH
3NIEKTPOHOIUIOTHBIE PEAKTUBBI, ()EPMEHTHI, KOTOPHIE TEHEPUPYIOT BBIABIAECMBIN
curHan (Hampumep, KOTOphle 3adacTyio mnpumenstorcs B ELISA (tBepmodasubrit
N®A)); wimn cnuHOBBIE METKH. MeTKa WM BBIABIIEMBIA ()PArMEHT HMEET WITH
TEHEPHUPYET U3MEPUMBIM CHUTHAJN, TaKOW KaK PaJHOAKTUBHBIM, XPOMOTCHHBIM WIIH

(IIYyOPECUIEHTHBI CHUTHAJ, KOTOPBHIH MOXKHO TPUMEHITh I KOJHYECTBEHHOTO

OTIpE/IEIEHNs KOJIMYECTBA CBA3AHHOTO BBIABIIAEMOTO (hparMeHTa B 00pasie.

['pymnma, reHepUpyrOIIas CUTHA, MOXKET OBITh KOBAJIEHTHO WJIM HEKOBAJIEHTHO CBSI3aHA
C QHTUTENIOM K OenKy ¢ (ochOTHPO3ZHHOBBIM OCTAaTKOM. CHTHAI MOXKHO OTPEACIIATDH
MOCPEICTBOM CHUTHANA, OO0ECIEUYNBAEMOTO TE€HEPUPYIOIIEH CHTHAI TPYNIoOH B
aHTHTENle K OenKy ¢ (oChOTHPOZHHOBBIM OCTATKOM. CHUTHAT MOMKET TPEACTABIISATH
cO0OM OO0 CHUTHAJ, KOTOPBIA TOMJICKHUT BBIABICHUIO, HANPUMEP, C TTOMOIIBIO
CIICKTPOCKOIMUYCCKHX, (bOTOXI/IMI/I"IeCKI/IX, 6I/IOXI/IMI/I"ICCKI/IX, HMMYHOXUMHYCCKUX WA

XUMHUYCCKUX CPEACTB.

[0033] [Moseimenwne (ochopunuposanus [TIM onpeaensroT myTeM CpaBHEHUS
(1) curHama, KOTOPHIM TEHEPUPYETCS TPYIIION, TEHEPUPYIOMEH CUTHAJL, B AHTHUTEIIEe K
oenky ¢ ¢pochOoTHPO3IHHOBBIM OCTATKOM, CBsi3biBatomemcs ¢ motusoM [TIM B CD32B
KIIETOK, KOTOPBIE SBISUIHCH HEOOpaOoTaHHBIMU (“dTanoHHOe 3HauYeHwWe ), ¢ (i)
CUTHAJIOM, KOTOPBIM T€HEPUPYETCA TPYIIIOH, T€HEPUPYIOIIEH CHTHAJ, B AHTUTENE K
oenky ¢ ¢pochoTHPO3IUHOBBIM OCTATKOM, CBsizbiBatomemcs ¢ motusoM ITIM B CD32B
KIIETOK, KOTOpble  00padaThIBaldi  AHTHTEJIOM, OXBATHIBAEMBIM  HACTOSIIHAM

N300pETEeHHEM, TIPU 3TOM, €CIIM CHTHAI (11) SABIAETCA OONBIIMM, YeM curHai (1), Ha
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nosbimenne Gpochopumuposanust [TIM 8 CD32B nmoBnusano aHTUTENO, 0XBATHIBAEMOE
HACTOSIIMM U300peTeHHEM. /[ TaKOro CpaBHEHHUS aHTUTENO COTJIACHO HACTOSIIEMY
N300PETEHUIO MPEATIOUYTUTENBHO MIPUMEHAIOT B KOJIMYECTBE B AUAMA30HE OT 5 MKI/MII
1o 50 Mkr/mi, kak Hampumep, 10, 15, 20 wmu 25 mkr/min. Hanpumep, npu cpaBHEHUH
aatutennia GB3 U3 ypoBHS TEXHUKH WM JFOOOTO JAPYTOTO AHTHUTEIA, CBA3BIBAIOMIETOCS
¢ CD32B (B COBOKYITHOCTH HA3bIBACMBIE “‘AHTHTEJIOM, TPEACTABISIONAM HHTEPEC ),
MPEANOYTUTEIFHO TaKOTo, KOTOpPOE€ CBsa3biBaeTca ¢ osnuronom Ha CD32B, kak
OTMCAaHO B JAHHOM JOKYMEHTE, H/HJIH TaKOTO, KOTOPOE SABISAETCA HEOIOKHPYOIIHM,
KaK ONHCAaHO B JIaHHOM JIOKYMEHTE, C AaHTUTEJIOM, OXBAThIBAEMBIM HACTOAIIUM
W300pETEeHHEM, C LENBI0 OMPEICIIEHUS CIOCOOHOCTH AHTHTENA, TPEACTABIIIOIIETO
WHTEPEC, U AHTHUTENA, OXBATBIBAEMOTO HACTOAIINM H300PETEHHEM, B OTHOIIEHHUH TOTO,
BO CKOJIBKO pa3 KakKJ0€ AHTHUTENO MOKET moBbImath (ocopumuposanue [TIM B
CD32B, ¢ochopunmuposanne [TIM omnpenenstor, Kak OMMCAHO BBIIIE I AHTUTENA,
MPEACTABIIAIONIETO HHTEPEC, M AHTHUTEINIA, OXBATHIBAEMOTO HACTOAIIUM H300PETCHHUEM.
A WMEHHO, MONYyYarOT 3HAYECHHE /JI1 CPABHECHMA AaHTHUTENA, MPEIACTABIAIOLIETO
WHTEpPEC, C HEOOpPaOOTAHHBIMH KIIETKAMH M 3HAYCHHWE I CPABHEHHSA AaHTUTEJA,
OXBAaTBHIBAEMOTO HACTOSIIMM H300pPETEHUEM, C HEOOPAOOTAHHBIMHM KIETKAMH. OTH
3HAYEHUS MOKHO CPABHUTH JAPYT C APYTOM IS TOTO, YTOOBI OTIPENEIUTh, 00IaJaeT TU
AHTUTEJIO, OXBATHIBAEMOE HACTOSIIUM H300PETCHHUEM, CIIOCOOHOCTHIO K TIOBBIIICHHIO
¢dochopumuposanus [TIM B Oompmie cTemeHu, kak, HanpuMep, B 4-10 pa3 (B Tom
yucnie 4, 5, 6, 7, 8, 9, 10), ueM aHTUTENO, MpeACTaBNArONIce HHTEpec. g Takoro
CPaBHEHMs aHTUTENO, MPEICTABIIOIIEE HHTEPEC, U AHTUTEJIO COTJIACHO HACTOSIIEMY
M300PETEHUIO TMPEATIOYTUTEHHO TTPUMEHSIOT B KOJIMYECTBE B AUAMA30HE OT 5 MKI/MIT

10 50 mkr/mn, kak Harpumep, 10, 15, 20 umm 25 MKr/Mit.

[0034] Tepmun “Fc-ramma-penienirop 11B” ucnons3yercs B JaHHOM JOKYMEHTE
B3anmMo3ameHsemo ¢ repmuHamu “FcgRIIB”, unu “Fcramma-penentop [IB”, nmu “Fe-
peuenrop [IB”, mmu “FcyRIIB” u mpexycmarpuBaeT kak memOpanusiid FcyRIIB, tak u
pacTBopuMbIi (T.€. BHeKIeTOUHYH0 4YacTth Fcy [IB-penenropa) FeyRIIB. Vkazanusii
TEPMHH Takke Bkmodaer BapuaHTel FcyRIIB, takwe kak FcyRIIB1 m FcyRIIB2,
KOTOPBIE OTIIMYAKOTCS APYT OT JAPyra BCTABKOM MOCIEA0BATENBHOCTH 19 aMHHOKHCIIOT

B IurorasMarudeckom gomene FceyRIIB1. Jlpyron BapuaHT, OXBaTbIBa€MBIH
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VKa3aHHBIM TEPMHHOM, mpenactaBmier co6oii FcyRIIB3, xoropeni sBngercs
uneHtuuHbiM FcyRIIB2, HO 0 KOTOpOM OTCYTCTBYeT HMH(pOpPMALMA B OTHOLICHUU

MPEAIIONIAracMoro cauTa paclleIUICHUs] CHTHAIbHOM NENTUAA30M.

Wuorga B nanHoMm nokymente FcyRIIB raxke nassiBatot ,,CD32B*. Takum oOpaszom,
3TOT TEPMHMH, a TAKXKe APYrHe TEPMHHBI, HCIOIb3yeMbIe Uil 0003HaueHus Fc-ramma-
peuentopa [IB, koTopsie onmucaHbl BbIIIE, MOYKHO HCIOJIb30BaTh B3aUMO3aMEHIEMO C
tepmuHoM “CD32B”. Fc-ramma-penentop [IB oTHOCHTCS K cymepceMercTBY OEITKOB-
WMMYHOTJIOOYTHHOB W OOHApY)KMBAE€TCA HA MHOTHX JIHHUSAX TE€MOIMO3THYECKHX
kieTok. Kak ykassiBaer ero HasBanue, Fc-penenirop 1IB pacnosnaer Fe- (pparmenr,
CHOCOOHBIM K KPUCTAJUIM3AI[MM) YacTh AHTUTEN M CBIA3BIBAETCA C HEH, T.€. C
(parMeHTOM, KOTOPBIM COOTBETCTBYET ABYM C-KOHIIEBBIM JTOMEHAM OOEHX THKEIBIX
LENeH aHTHTENA U, KaK MPABHIIO, B3AUMOJEHCTBYET ¢ 3PPEKTOPHBIMUA MOJIEKYJIaMH U
knetkamu. [Ipeanmoututensubiii  FcyRIIB  mpusenen mnox SEQ ID NO. 5.

IIpennoururensHpiid pactBopuMblii FeyRIIB mpusenen noa SEQ ID NO. 12.

[0035] “PactBopumbrii  FcyRIIB”  takke — HaseBaetcs  “sFcyRIIB”.
Hcnonp3yeMbIii B JaHHOM JOKYMEHTE TEpPMMH ‘“pactBopuMmblii Fey-penentop 1B u
AQHAJIOTUYHBIE TEPMHHBI OTHOCITCS KO BHEKIIETOYHOU yacTu Fey-penenropa [IB. Takas
4acTh MOKET OBITh PACTBOPEHA B JKHIAKOCTU. B menom, pactBopumsbie PopMbI FOOOTO
u3 kiacca, wu3opopmbl wiu  amrens FcyR  mMokHO wmaeHTHHUImMpoBaTh 1O
npeamecTByromen “s”, Hanpumep, sSCD32 wmm sFcyRII oTHOCHTCS K pacTBOpUMOMY
Fc-ramma-penienrropy RII. Kak mpaBwmo, B oTimyme OT MeMOpaHHOTO (T.€.
MeMOpaHocBsa3aHHOTO) FcyR pactBopumsiii FcyR He comepxut TpaHcMeMOpaHHBIN

YYaCTOK WJIM BHYTPULIUTOTLIA3MATHYECKUN XBOCT.

[0036] [Mpeamouturensro FcyRIIB cormacHo HacTosmeMy W300pPETCHHIO HMEET
YEJIOBEUYECKOE TPOUCXOXKJACHUE WM TPeACTaBIsieT coOoi vemoBedeckud FcyRIIB.
TepMuH ‘“‘denoBeYECKOE TMPOUCXOKACHUE  CIEAYET HCTOJIKOBBIBATH B CaMOM
IIUPOKOM CcMmbiciie. B memom, oHo o3Hadaer, uro FcyR (mmm ero ydacroxk wimm

(¢parMeHT) EMeeT CXOACTBO C YemoBedeckuM FcyR (T.e. ¢ Oenkom, 0OHApYKHBaEMOM
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B YCIIOBCYCCKOM OPFaHI/ISMC) HIIX ABACTCA HOI[O6HBIM cMy 11O AMHUHOKHCJIOTHOM

MOCJIEIOBATENBHOCTH W/HITH CTPYKTYPE.

[0037] B xauectBe ampTepHaTuBbl, FCyRIIB “denoBedeckoro mpoucxoxaeHus”
MOXET TIPEICTAaBIATh Cco00M pexoMOuHAHTHBIH FcyRIIB, momyuenHsni mnyrem
IKCTIPECCHH PEKOMOWHAHTHOW HYKIIEHHOBOM KHCJIOTHI B KIIETKE-XO3SIHHE, HAIIPUMED,
kak omucaHo y Sondermann and Jacob (1999), Bioll. Chem. 380(6), 717-721.
Bxpatue, npeacTaBisonuil HHTEPEC T'€H MOJy4alT OT OpPraHuW3Ma W BCTPAaHUBAIOT B
BEKTOP, HAIPUMEP, IJIa3MHUY UK BUPYC, KOTOPBIN Janee UCIONb3YIOT AJI IepeHoca
r€éHa B KJIETKY-XO3iWHA, B KOTOPOHW OJKCIPECCHUPYETCI PEKOMOWHAHTHBIM T€H W
MPOAYIUPYETCS PEKOMOWHAHTHBIM OENKOBBIM TPOayKT. CHenuaaucT B JTaHHOU
obnmacTi 0e3 Tpy/la YCTAaHOBHT, KAaKyl KIIETKY-XO3SHHA BBIOPATH IS TOTO, YTOOBI
nosryuuts FeyRIIB, xoTopsid, HanmpuMep, ABIAETCA NOAXOAAIMM Ui IOTYYEHHSA
(dapmManeBTHUECKOM  KOMIO3WIMH. Hampumep, B  HEKOTOPBIX  BapHaHTax
OCYIIECTBIIEHUSI MOKET OBITh >KenareneH HernmukoswaupoBaHHbd FcyRIIB. lamee
CTIELIMAIACT B JAHHOW 00aCTH TEXHUKH MOKET BBIOPATH MPOKAPUOTHUYECKYIO KIETKY-
xo3simHa i okcnpeccur  FoyRIIB,  mmmennyro  ¢gepMentHoro ammapara,
HEOOXOAMMOTO JJI TJIMKO3UIUPOBaHHUA Oeika. B 0lHOM BapuaHTe OCYIIECTBIICHUS
FcyRIIB MOxkeT 3KcpeccUpOBaThCS B MPOKAPHUOTAX, a 3aTEM €0 MOKHO MOJABEPTHYTh

OYMCTKE ¥ PeOIIUHTY B COOTBETCTBUH ¢ ommcaHueM 3asBka WO 00/32767.

[0038] B apyrom Bapmante ocymiectsieHus FCyRIIB ¢ BBICOKOM CTENCHBIO
OYHUCTKH MOJKHO JIETKO W HEJOPOTO TIONYy4YaTh B OSYKAPHOTHYECKHUX CHUCTEMAX
sKcTIpeccH. [IpUTOaHBIE CHCTEMBI BKITFOYAIOT 3YKAPHOTOB CO CIEIHATH3UPOBAHHBIM
anmapaToM IS TPOIYLIMPOBAHHMA BHEKIETOYHBIX OEIIKOB, HampuMmep, B-KieTkw.
JIpyrue BO3MOJKHBIE 3YKAPHOTHYECKHE CHCTEMBI J3KCIPECCHH BKIIOYAOT 0€3
orpanuuenus kinetkn CHO wmmu HEK. Takum o0Opa3om, yka3aHHBIH pPacTBOPHMBIH
FcyRIIB MPEICTABIAET co0oi PEKOMOWHAHTHBIH, PacTBOPUMBIH u

rUKo3uupoBanHei FeyRIIB.

[0039] FcyRIIB, kak yka3aHO B JaHHOM JOKYMCHTE, JOTOJHHUTEIBHO

oxsatbiBaeT FcyRIIB, xoTopsiii Obl1 MOOUGUIMPOBAH WIIM U3MEHEH B OTHOIICHHH
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AMUHOKHCIIOTHOM IOCIIEJOBATEIPHOCTH MO cpaBHEHHIO ¢ FcyR aukoro tuma u
BKITIOYAET, HAMPHUMEP, AOMOJHUTEIbHBIE CAUTHI TIIMKO3WIMPOBAHUS WM TOZOOHOE.
Tem He MeHee, mpeaycMATPUBAIOTCA TaKke HETTUKO3MIMpoBaHHbIe (opmbl FeyRIIB,

Y OHM SBJIAFOTCS MPEAIOUYTUTENBHBIM BapuaHTOM ocyinecTsiaeHus FeyRIIB.

[0040] Yro kacaeTcsi BapuaOENbHOTO Yy4acTKa TSOKENOW LEeMH aHTHTENa
COTJIACHO HACTOSIIEMY HW300PETCHHIO, TPEANOYTHTEIBHO, YTOOBI BapHAOEITHHBIN
VYaCTOK TSKENOW IIETIH AHTHTENAa COTJIACHO HACTOAIMEMY H300PETCHHIO COIEpPIKa
AMUHOKHUCIIOTHYIO TOCJEAOBATENbHOCTh, TpuBeAcHHYI0 moa SEQ ID NO. 3, mo
MEHBIIEH Mepe ¢ OJHON M3 MYTallli, BEBIOPAHHBIX W3 TPYMIBI, BKIIOYAIOIIECH 3aMEHY
amMuHOKUCIIOTHI Q B monokennu 1 Ha E, 3ameHy aMUHOKHUCIIOTH V B mojoxkeHuu 11
Ha L, 3ameny amuHOkucnoTel G B monokeHuH 42 Ha K, 3aMeHy aMUHOKHUCIOTHI S B
nonokeHnu 50 Ha V, 3aMeHy aMHHOKHCIOTHI Y B MONOXKEHUU 53 Ha S, 3ameHy
amMuHOKHCO0Thl K B monoskenuu 58 Ha T, 3ameHy aMUHOKHCIIOTHI G B mosIoskeHuH 61
Ha A, 3aMEHY aMUHOKHUCJIOTHI S B monoxeHuu 75 Ha T, 3aMeHy amuHOKucHOTH K B
MoJIO’keHUH 76 Ha R, 3ameHy aMUHOKMCIOTHI N B MHOJOXKEHUU 77 Ha S MU 3aMEHY
aMHHOKUCIIOTBI T B monmokeHun 78 Ha N. Takoe aHTHUTENO NPEATOYTHUTEIBHO
XapaKTEPU3yeTCsd KakK COJEPKAIllee KOHCTAHTHBIM Y4YaCTOK TSDKEIOM LENH C
AMHHOKHUCJIOTHOM TOCJIEI0BATEIbHOCTHIO, puBeaeHHOW Toa SEQ ID NO. 6, w/umm
KOHCTAHTHBIA Y4YaCTOK JIETKOM LIENM € AMHUHOKHUCIOTHOM MOCIEA0BATEIBHOCTBIO,

npusBeaennou moa SEQ ID NO. 7.

[0041] AHTHTEJIO COTJIaCHO HACTOSINEMY H300PETEHHIO TPEANOYTHTEIHHO
XapaKTePU3yeTCs KaK COJIEprKallee KOHCTAHTHBIM YYaCTOK TSKEIOM LENmu C
AMUHOKHCIIOTHOW TTOCIIEIOBATENIFHOCTHIO, mpuBeaeHHOH moa SEQ ID NO. 6, w/unmm
KOHCTAHTHBIM YYaCTOK JIETKOM LENH ¢ AMHUHOKHCIIOTHOM IOCIEN0BATEIBHOCTBIO,

npusBeaeHHou moa SEQ ID NO. 7.

[0042] B mpeamodTuTelFHOM AHTHTENE COTIACHO HACTOAMIEMY H300pPETEHHIO
KOHCTAaHTHBIA YYaCTOK TKEIOM LIEMU COACPKUT OCTATOK ajlaHWHA B MOJOKeHUH 297
(N297A) B cOOTBETCTBHHU C HyMepalmen aMuHOKUCITOT B Oenke EU, koTopas onucana

Edelman et al. 1969 (cooTBeTCTBYET HyMEpalMH B MOCIEAOBATENIBHOCTH, KOTOpas
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npencrasiaeHa SEQ ID NO.6, mokazanHoi Ha ¢urype 2). AHTHTENA C TSHKETIOH LETBIO,
coaepskamel octaTok ananuHa (Ala, A) B monoxkenuu 297 (N297A), o603Ha4ar0TCA B
JAHHOM JOKyMEHTEe uHAeKcoM “ N297A”) Torma kak aHTUTENA, UMEIOIIHUE OCTATOK
acmaparuHa (Asn, N) B yKa3aHHOM TIOJIOKEHUH, TMPEACTABIISAIOT COOOH “IUKHH THIT W,
CIIEIOBATENIBHO, 0003HAYAIOTCS B TAHHOM JTOKyMEHTE WHAEKcoM “(wt)”. Kak mMoxHO
yBUETh Ha (purype 2, BapuaOeIbHBIH YYaCTOK TKENOH LEH TYMaHHU3UPOBAHHOTO
aHTuTeIa S8A6 IUKOrO THUIA OKAHYMBAETCA AMHUHOKHUCIOTHBIM OCTAaTKOM S” B
nonoxeHur 113 B COOTBETCTBHM C HyMepalnmed aMHHOKUCIOT B Oenmke EU.
KoHCTaHTHBIM yYacTOK YKa3aHHOTO AHTHUTENIA HA4yWHAETCA B IONokeHuH 118.
[Tomyyaemsrii B pe3yibTaTe OUYEBHAHBIM TPoOen w3 4 AMHUHOKHCIOTHBIX OCTaTKOB
BBI3BAH TICPEKIIOYECHUEM HAa CHCTEMY HyMEpalud aMHHOKUCIOT B Oenmke EU mms
KOHCTAHTHOTO YYacTKa M HE O3HAYAET, YTO TPOIYIIEHBI KaKue Obl TO HHU OBLIO

AMHWHOKHCJIOTHBIC OCTATKH.

AHTHTENA COTNIACHO HACTOSIIEMY H300PETCHHIO, WMEIOIIME OCTATOK ajlaHMHA B
MOJIOKEHUH 297 B aMHUHOKHUCJIOTHOM MOCJEA0BATENbHOCTH, npeacTaBieHHon SEQ ID
NO.6, JeHCTBUTENBHO XapaKTEPU3YIOTCS MOHWKEHHOW WM  OTCYTCTBYIOIIEH
AHTUTETIO3aBUCUMOM KIIETOYHOM LIUTOTOKCUYHOCTBIO BCIEJICTBUE MOHWKEHHOTO HWIIH
OTCYTCTBYIOIIETO  CBA3bIBaHMA  Fc-yactm  anturena ¢ Fe-penentopamu.
AMHHOKHCIIOTHASA IOCJEA0BATEIBHOCTh TAKOTO KOHCTAHTHOTO y4acTtka ¢ N297A
npuseneHa nmox SEQ ID NO. 28. CooTBeTCTBEHHO, aHTUTENA COTIACHO HACTOAILIEMY
HW300PETEHUIO MOTYT COAEPKATh B KAYECTBE KOHCTAHTHOTO Y4aCTKA AMHHOKHCIIOTHYFO
MOCJeA0BAaTeNbHOCTh, mpuBeAcHHY0 mTox SEQ ID NO. 28. V Takux aHTHTEN
OTCYTCTBYET ITIMKO3UJIMPOBAHUE B MOJOKEHUU 297 B COOTBETCTBHHM C HyMEpalHEH
amuHOKMCIOT B Oenke EU. Takum o00pa3om, HAcTOAMMM H300pEeTEHHEM
OXBaThIBAIOTCA AHTUTENA, Y KOTOPBIX OTCYTCTBYET INIMKO3MJIMPOBAHHUE B IMOJOKEHHUH
297 B COOTBETCTBHH C HyMepaIueld aMUHOKUCIIOT B Oenke EU B KOHCTAaHTHOM y4acTKe
TSOKETION LIETH, a TaKKe OXBATBIBAIOTCA AHTUTENA, KOTOPHIE NIIMKO3WIMPOBAHBI B
noNokeHHu 297 B COOTBETCTBHHM C HyMepalmed amMuHOKHCIOT B Oenke EU B

KOHCTAaHTHOM Yy4YaCTKC TSKEJIOM ICIIN.
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[0043] B  mpeamodtuTenbHOM — BapHaHTE  OCYHIECTBJICHHS  HACTOSIIETO
n300peTeHns KOHCTaHTHBIM JoMeH (Fc-momeH) aHTHTENna COrmacHO HACTOALIEMY
n3o0perenuto umeet amorun Glml7, comepxammit amuHokucimoTsl K (Lys) B
nonoxxenud 214, E (Glu) B monoxxennu 356, M (Met) B monokennu 358 u A (Ala) B

nonoxenuu 431 mpu orcyrcTeun C-xonuesoro K (Lys) (Beck et al., 2010).

[0044] Hcnonb3yeMbIii B TAHHOM JTOKYMEHTE TEPMHH “aJZIOTHIT OTHOCHTCSA K
YEIIOBEYECKOMY AJUIOTHITY AHTHTEJ COTJIACHO HACTOSHIEMY H300PETEHHIO. AJUTOTHIIBI
MPEACTABIIAIOT COOOHM auIeIbHBIE/TEHETHYECKHE BAPHUAHTHI B TOCIIEIOBATEBHOCTAX
KOHCTAHTHBIX yYYaCTKOB KOHKPETHBIX M30THUIOB. AJIIOTHIIBI HACIEAYIOTCA AJIIEITBHO.
PaznuuHbie WieHBl BHIA, TaKUM 00pa3oM, OyAyT OTIMYATBCA OPYT OT Jpyra B
OTHOIIEHHWH TOTO, KAKWE KOHKPETHBIEC aJUTETH JAHHOTO M30THIIA OHU YHACTIETOBAIHA OT
ceonx pomutened. Kml mw Km2 mnpeactaBnsror coOOM aIOTHITBI YeTOBEYECKHX
kamma-tened; Glm(4) m G1lm(17) mpencTaBiustoT cOOOW AJUTOTHITBI YEIOBEYECKUAX

raMma- 1 -rierem.

[0045] Yrto kacaeTcs BapuaOEIbHOTO Y4aCTKa JIETKOM LIENH aHTHTEa COTJIACHO
HACTOAIIEMY H300PETCHHIO, TPEANMOYTHTEIIHHO, YTOOBI BapUAOCIBbHBIA YYacTOK
JETKOM LEMM  aHTUTENA COTJIaCHO  HACTOALIEMY  H300pPETEHHMIO  COAEPIKal
AMUHOKHCIIOTHYIO TIOCTIEA0BAaTENbHOCTh, mpuBeacHHY0 mox SEQ ID NO. 4, mo
MEHBIIEH MEpPE ¢ OJHON M3 MYTAIlHi, BEBIOPAHHBIX W3 TPYIIBI, BKIIOYAIOMEH 3aMEHY
aMUHOKHCIIOTH Q B onmoskeHuu 1 Ha N, 3aMeHy aMHHOKHCJIOTHI S B TIOJIOKEHUH 28 Ha
N, 3aMeHy aMUHOKHUCIOTHI S B monokeHuu 31 Ha T, 3aMeHy aMHHOKHCIOTHI V B
nonokennu 33 Ha L, 3ameHy amMuHOKHCIOTHI D B monoskeHuu 34 Ha A, 3aMeHY
aMUHOKHCIIOTHI Y B nojokeHuH 49 Ha F, 3ameny amunokucnotsl T B monoskenuu 53
Ha N, 3aMeHy aMHUHOKHUCIIOTHI Y B MOJOXEHUU 55 HAa A, 3aME€HY aMUHOKHUCIOTHI L B
nonokeHnu 89 Ha Q W 3ameHy amMuHOKHUCHOTBI N B monoxeHud 93 Ha Y. Takoe
AQHTUTENO TNPEANOYTHUTENBHO XAPAKTEPU3YETCAd KaK COACpP’Kallee KOHCTAHTHBIN
YYaCTOK TSHKEIOU LIETH ¢ AMUHOKHCIIOTHOM MOCIIEA0BATEIBHOCTBIO, IPUBEICHHOU IO
SEQ ID NO. 6, w/unm KOHCTaHTHBIM YYaCTOK JIETKOH LENMM C aMHUHOKHCIIOTHOH

MOCJeI0BaTeNbHOCTHIO, MpuBeAeHHOM ox SEQ ID NO. 7.
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[0046] B eme oaHOM BapuaHTE OCYIICCTBIICHHS HACTOSIIETO H300pETECHUS
KOHCTAaHTHBIA JIOMEH JIEFKOM LENMH OTHOCUTCA K ammotuiry Km3, coxepskamemy

aMuHOKUCIOTH A (Ala) B monoxkernu 153 u V (Val) B monoxkenun 191.

[0047] AHTHTEII0O COTJIACHO HACTOAIIEMY H300PETCHHIO TIPEANIOYTHTEIBHO
COACPIKHUT BapHAOCITbHBIM y4acTOK TspKeIou menw, npuseaeHHsr mox SEQ ID NO. 1
WM 3, W/WTH BapHaOeIbHBIA Y4aCTOK JIETKOM 1ienH, mpuBeacHub moga SEQ ID NO. 2
i 4. CoOOTBETCTBEHHO, AHTHUTENO COTJIACHO HACTOAIEMY HW300pPETEHHIO
MPEATMIOYTHTETFHO COACPKUT BapHAOETbHBIA YYaCTOK TSKEJIOW IIETH, TPHBEICHHBIN
mox SEQ ID NO. 1, u BapraOeIpHBIH YYaCTOK JIETKOH e, MPUBeAcHHBIH o SEQ
ID NO. 2, unmu 0HO COAEPKUT BapHAOETBbHBIN YYACTOK THKEIION LEH, MPUBEICHHBINA
mox SEQ ID NO. 3, u BapuaOGeTpHBINH YYaCTOK JIETKOM ey, MpuBeAcHHBIH o SEQ

ID NO. 4.

[0048] AHTHTENIO0 COTJIACHO HACTOSIIEMY HW300PETCHHIO MPEANOYTHTEIIFHO
COJIEPIKHUT BapHaOETbHBIM YUACTOK TSKeNIoH merw, npuBeaeHHbd moa SEQ ID NO. 1,
BapuaOeIbHBIM yYacTOK JieTKOM 1enw, mpusBeaeHHbld mon SEQ ID NO. 2,
KOHCTAHTHBIM YYaCTOK TKEIIOM LEMH ¢ AMHHOKHCIOTHOM IOCIIEI0BATEIBHOCTBIO,
npuBeaeHHoM oA SEQ ID NO. 6, U KOHCTAaHTHBIM Y4YacTOK JIETKOM LEMH C

AMMHOKHUCJIOTHOM MOCJIEeI0BATEIbHOCTHIO, MpuBeaeHHOH noa SEQ ID NO. 7.

[0049] B  kadecTBe aJbTCPHATHBBI, AHTHTEJO COTJIACHO  HACTOSIIEMY
HW300PETEHUIO TIPEAMOYTHTEIHFHO COJMEPKUT BApHUAOCITFHBIM YYACTOK TSDKEIION IICTIH,
npuseneHabld mox SEQ ID NO. 3, BapuaOenmpHBIH yYacTOK JIETKOW IICTIH,
npuBeneHHbld mog SEQ ID NO. 4, KOHCTaHTHBIM Y4YacTOK TSOHKEIOM WEMUA C
AMUHOKHMCIIOTHOM TOCJEA0BaTENbHOCTHI0, TpuBeacHHOM moa SEQ ID NO. 6, u
KOHCTAHTHBIM YYaCTOK JIETKOM LENH ¢ AMHUHOKHCIIOTHOM MOCIEN0BATEIBHOCTBIO,

npusBeaeHnou moa SEQ ID NO. 7.

[0050] AHTHTEII0O COTJIACHO HACTOAIIEMY HW300PETEHHIO TPEAMIOYTHTETEHO
ceiM(UIHO CBSA3BIBACTCA C SIUTONOM B mpeaenax amMuHOKHCIOT Ne 20-40 B

yenosedeckoM FcyRIIB B coorserctBuu ¢ SEQ ID NO. 5.
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Hcnonp3yemplid B JaHHOM JOKYMEHTE TEPMHH 'SIUTON" OTHOCHTCA K 4YacTH
MOJIUTETITHAA UITH O€TKa, KOTOpas MPUAaeT UMMYHOTEHHYIO aKTUBHOCTD Y JKHBOTHOTO

unce KOTOpOﬁ AHTHUTCIIO CHGI.[I/I(I)H"IHO CBA3bIBACTCA.

bonee mNpeaNOYTHTENIFHO AHTHTENIO CHEIU(PUYHO CBA3BIBAETCA C  SIHUTOIOM,
copepkauum MoTuB GTHSPES mox SEQ ID NO. 5. Beuio mokaszaHo, 4TO 3TOT
AMHUHOKUCJIOTHBIA MOTHB SIBIISIETCA OYeHb creruduuabiMm  smutomom  FeyRIIB.
AHTHUTENA, KOTOPHIE CBA3BIBAIOTCS CIEITU(UIHO C ITHM IHTOTIOM, HE CBA3BIBAIOTCS C
yenoBeueckuM FCyRITA. Ces3piBaHHE aHTHTENA COTJIACHO HACTOSIIEMY H300PETCHHIO
C 3THM 3IIHTOTIOM Yepe3 CBOHM(CBOM) BapHAOETbHBIN YIaCTOK(BapHaAOATbHBIE YIACTKH)
MPEANOYTUTENBHO HE MPEMATCTBYET CBA3BIBAHUIO Fc-yacTeil aHTUTEN ¢ peenTopoM U

He OJTIOKUPYET HOPpMaTbHOE (pH3HOTOTHYECKOE (PYHKITHOHHPOBAHUE PEIICTITOPA.

[0051] [IpeamodYTuTeTHFHO AHTHTEO COTJACHO HACTOSIIEMY HW300pPETEHHIO
cBs3bIBaeTCA in vitro ¢ yemosedeckuM FcyRIIb ¢ adpdunrHOCTHIO, XapakTepu3yroniewcs
KOHCTAHTOW CKOPOCTH JUCCOLMALMH, COCTABIIIOMIEH MO MeHbIIEH Mepe 4,9 X 107%™,
Koncrauty ckopoctu aumccormatm  (Ko) MOKHO HW3MEPHTh C  MOMOIIBIO
SKCIIEPUMEHTOB C TOBEPXHOCTHBIM TUTA3MOHHBIM PE30HAHCOM. B  0COOEHHOCTH,
ceaspiBanue anturena ¢ sFcyRIIB  MokHO mpoaHamusupoBaTh ¢  MOMOIIBEO
MOBEPXHOCTHOTO TIA3MOHHOTO PE30HAHCA C MCIOJIb30BaHHUEM OuoceHncopa BlAcore

T200 (GE Healthcare / Biacore).

[0052] Mcrmome3yeMblil B JAHHOM JOKYMEHTE TepMUH “‘a)(pUHHOCTE” OTHOCHTCS
K CHJIE CBA3BIBAHUSA MEKIY BApHAOCTHPHBIMH YYaCTKAMH OAHOW TSKEIOW M OJHOU
JETKOW TETIEW aHTUTENa WU €ro (hparMeHTa WIM TPOU3BOAHOTO M MX AHTUTEHOM
(marmpumep, FeyRIIB-penenropom) u usmepsiercs in vitro. AGPUHHOCTD ompeaenseT
CHITy B3aMMOJICHCTBHUSA MEKAY SMUTOTIOM M AHTHTCHCBS3BIBAIOIIAM CAMTOM aHTHTEIA.

AdduHHOCTP MOKHO PACCUUTATH C HCIIOTH30BAHUEM CIIEIYIOMEH (OPMYITHI:
KA = [AB-AG]/[ABT*[AG] = kou/kogr,
e

KA = xoncranTa appunnocTH,
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[AB] = MonsApHas KOHLIEHTpALUs HE3aHATHIX CANTOB CBA3BIBAHMA HA AHTUTEIE,
[AG] = monspHas KOHUEHTPALUA HE3AHATHIX CAUTOB CBA3BIBAHUS HA AHTUTCHE,
[AB-AG] = MonsipHas KOHUEHTPALUS KOMIUIEKCA AHTUTENIO-aHTUTEH.

[0053] Vcrionb3yeMblii B JAHHOM JTOKYMEHTE TEPMHUH “aBHIHOCTH OTHOCHTCS K
HU3MEPEHHIO OOIIEH CHJIBI CBA3BIBAHHA B KOMIUIEKCE AHTHUTENIO-aHTHIEH, KOTOpas
¢daxTuuecku 3aBUCHUT OT mapameTrpoB (1) apUHHOCTH aHTUTENA B OTHOIICHHH
AmUTOMNA, (2) BaJCHTHOCTH AHTUTENA M aHTUTEHA H (3) CTPYKTYPHOTO PACIIONOKEHUS

B3aUMOJICUCTBYIOIINX YaCTEH.

[0054] Hacrosiiee n300peTeHHEe TakKe MPEAyCMAaTPUBAET MOCIIEI0BATEIbHOCTH
HYKJIEMHOBBIX KHCIIOT, KOTOpPbIE KOAMPYIOT AHTHTENO, ONHUCAHHOE B JAHHOM
JOKyMeHTe. Mcronb3yeMble B JAaHHOM JOKYMEHTE TEPMUHBI “HYKJIEHHOBBIE KUCIOTHI
WM “HYKJICOTHIHBIE TMOCJIEAOBATENBHOCTH  OTHOCATCA K Monekynam JIHK
(marmpumep, kIHK wmm remomuoit JIHK), PHK (MPHK), ux xomOunamumsm wmu
ruopugHbIM Monekynam, coctosmum u3 JIHK u PHK. HyknennoBbeie KUCIOTHI MOTYT
OBITh [JBY- WIM OJHOHUTEBHIMH M MOTYT COJAEP)KAaTh OJHOBPEMEHHO /JBY- H
oqHOHHUTEBBIE (pparmeHThl. Hambosnee MpeArnmOYTHTEIBHBIMU SBITIOTCS JIBYHHUTEBBIC

mouekynsl JIHK.

B cooTtBeTcTBHH C HaCTOAIIIUM I/I306peTeHI/ICM IIOCIEC AOBATCIIBHOCTD HYKHCHHOBOfI
KHCJIOTBI, KOTOpaA KOAHUPYCT AHTUTCIO COITTACHO HACTOAIMCMY I/I306pCTCHI/IIO,
COOCPKHUT HYKIICOTHUbI, KOOAUPYIOIHUEC T10 MEHBIIEH MCpPE TC YaCTH AaHTUTCIIA, KOTOPBIC
npuaaroT CBOMCTBA CHGI_[I/I(i)I/I"IHOFO CBA3BIBAHHA AHTHUTCIIA COINMACHO HACTOAIICMY

N300PETEHHIO.

[IpeamodyTUTENPHO  MOCHEAOBATENBHOCTh  HYKIEMHOBOM  KHCJIOTBI  COMIACHO
HACTOSTIEMY W300PETEHUIO0 KOJUPYET BapHAOEITbHBIC YYACTKH, MPEANIOYTATEHHO IO

MeHbine Mepe CDR, KOTOpbI€ ONMHCaHbl B JAHHOM JOKYMEHTE.

HpeI[HO‘{TI/ITCJIBHBIe OpuUMEpPbI TOCICAOBATCIIBHO cTeM HYKHGHHOBOfI KHCJIOTHI

cormacHo HacTtosmiemy mu3ooperenuto mpeactasineHsl SEQ ID NO. 8-11. Creranwuct
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B JAaHHOM O0OJacTH TEXHHKH OYIET OCBEAOMJICH, YTO OTH HYKIICOTHIHBIC
MOCJIEOBATETFHOCTH MOTYT BAPHbHUPOBATh B 3aBUCUMOCTH OT HCTIOIb3yEMbIX CIIOCOO0B

OKCIIPECCHU U TPUMCHACMBIX IJIA 3TOTO CHCTCM.

[0055] Kpome TOro, HacTOSIIUM H300pPETCHHEM IPEIYCMATPHBACTCS BEKTOP
HYKJICMHOBOM  KHCIIOTBL, COACPKAIIMA IO  MEHbIIEH Mepe  OJHYy U3
MOCJIEA0BATEIPHOCTEH HYKJICHHOBOW KHCIIOTBI, OMHUCAHHBIX B JAHHOM JIOKYMEHTE,
KOTOpPbIE KOJUPYIOT AHTUTEJIO COTrNIACHO HACTOAMIEMY H300peTeHuto. BekTop
OPCATNIOYTHTCIIBHO COACPKUT TIMPOMOTOP, IIOA KOHTPOJIb KOTOPOro IMOMCIICHBI
BBINICYKA3aHHBIC TIOCIICAOBATCIIBHOCTH HYKJ'ICI/IHOBOI‘/'I KHUCJIIOTHI. BCKTOP MOKET
NPEACTABIIATH COOON MPOKAPHOTHYECCKHI WITH SYKAPUOTHIECCKHH BEKTOP IKCIIPECCHH,
I7ic PeKOMOWHAHTHAS HYKJIEHHOBAsS KHCJIOTA JKCIPECCHPYETCS TUOO cama, JTHOO B

CIIMAHUMA C JPYTUMH ICTITHAAMHA UITH OeJIKaMH.

[0056] Hacrosmum H300peTeHHEM TaKKe MPETyCMATPUBACTCS KIIETKA-XO3SHH,
KOTOpas TpaHC(UIMPOBAHA BHIMICYNOMSIHYTHIM BEKTOpPOM. KIleTKa-XO3sSHH MOKET
MPEACTaBIATh  COOOM  MOOYI0  KIETKY, TPOKAPHOTHYECKYI0  KIETKY WU
IYKAPHOTHYECKYIO KIIETKY, H €€ MOYKHO MPUMEHATH I TIOTyYEHHs TI0 MEHBINEH Mepe
YacTed AaHTUTENa WIH ero (QparMeHTa WIH MPOM3BOAHOTO B COOTBETCTBHUH C

HACTOSIIIAM U300PETCHHUEM.

[0057] HacTosmuM wW300peTeHHMEM Takke MPEeIyCMATPHBAECTCS  CIIOCOO
MOMYYCHHUS AHTHTEJA COTJIACHO  HACTOSIIEMY H300PETCHHIO,  BKIFOYAFOIIHN
KyJIbTUBUPOBAHUE KIIETKH-XO35MHA, KOTOpas OINWCAHA B JAaHHOM JOKYMEHTE, B
YCIIOBHUSAX, KOTOPBIE OOECIIEYMBAIOT BO3MOKHOCTh SKCIIPECCHH TOCIIETOBATEIEHOCTH
HYKJICMHOBOM KHCJOTBI, COAECPKAIIEHCA B BEKTOPE HYKIEHHOBOM KHCIIOTBHI COTJIACHO

HACTOAIIEMY I/I306p€TCHI/IIO, W U3BJIICHCHUC TTOJTYYCHHOTO TAKHM 06pa30M AHTUTCIIA.

[0058] AHTHTEI0 WK €ro (pparMeHT MM MPOU3BOJHOE B COOTBETCTBHH C
HACTOSAINMM  HW300pEeTCHHEM  TPCHMYINECTBEHHO  MOXKHO  TIPHMEHATH B
(bapMareBTHYECKOM KOMITO3UIMHA. TaKyro (papMameBTHUCCKYI) KOMITO3HIHIO MOKHO
NPUMEHATh JUISL JICYEHHS WM TPO(HIAKTHKH 3a00J€BaHUN WK HAPYIICHHH,

MPEIMOYTUTETHHO Ay TOMMMYHHBIX 3a00JIEBAHHM.
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FcyRIIB-cnemmduyanbie aHTUTENA COTIIACHO HACTOSIIEMY M300PETEHUI0 MHTHOUPYIOT
MMMYHHBIM OTBET B DB-KeTkaX, JEHIPUTHBIX KIETKAX MW aKTUBUPOBAHHBIX
rpa”ynonmrax (Hampumep, Makpodarax), 4YTo MPUBOAUT K MOHWKEHHOH MPOAYKLIUU
MMMYHOCTHUMYJIMPYIOIIUX MEIUATOPOB U K CHWKEHHIO IPOLYKLIMH AHTUTEN, a TAKKe
NPE/ICTABIICHU AHTHTCHA (HANpUMeEp, HAa JEHIPUTHBIX KIETKaX M Makpodarax,
MPUBOJIS K CHIDKCHHIO PEKPYTHHTA T-KJIeTOK). B CBOEH COBOKYIMTHOCTH HHTHOHPYETCS
neTIss OOPaTHOM CBA3W MPOAYKIMHA AHTHTENA W TIOBTOPHOH CTHMYJISIIIUH WUMMYHHOH

CHUCTCMBI.

Baxno, uto cBsa3piBanue antutena kK FcyRll cormacHo HactosimeMy H300pPETEHHIO C
PELIENTOPOM Yepe3 ero BapHaOeIbHBIC YYaCTKH HE MPEMATCTBYET CBS3bIBAHHUIO FC-
¢parmenta IC wnH aHTUTET C PELHENTOPOM, H, B OTJIHYHE OT H3BECTHBIX

ONMOKHUPYIONIMX AHTUTEI, COXpaHAeTCs HOpMabHas (pyHkus Fe-perenrropa.

[0059] Takum o00pa3om, B emie OJHOM acClEKTe HACTOAIICE H300PETECHHUE
OTHOCHTCS K (papMarieBTHYCCKONM KOMITO3HMIIUH, COAEPIKAIIEeH B Ka4eCTBE aKTHBHOTO
WHTPEIUEHTA AHTUTEIIO MM €ro (DparMeHT WITH TIPOU3BOJIHOE COTJIACHO HACTOSIIEMY
W300peTeHUI0. YKa3aHHas (hapMalleBTUUYECKAs KOMIIO3HUIUMS MOXKET COJEPIKaTh IO
MCHBLICH Mepe oauH  (apMaleBTHYECKH  MPHUEMIIEMBIH  HOCHTEIb,  HJIH

BCIIOMOTaTCIIbHOC BEMICCTBO, HIIM HAITIOJTHUTCIIb.

AnTtuTena MOTYT oOecreynBarsca B (bapMaI_[eBTI/I"ICCKI/I OPUEMIICMBIX KOMITO3HUIHAX,
KOTOPBIC HM3BCCTHBI K3 YPOBHA TCXHUKH HWIHW TIIPHUBCIACHBI B 06]1[CHpI/IH$ITBIX

(dapMakoniesX 1 IPUMEHEHUS Y JKHBOTHBIX H, 00JIe€ KOHKPETHO, Y JIFONEH.

[0060] [lpy  HEOOXOAMMOCTH  KOMITO3WIIHS  TAaKK€ MOJKET  COJACPIKATh
HC3HAYMTCIIBHBIC KOJIMYECTBA YBIAKHAIOIMUX MM AMYJIbTHPYIOIIUX CPEACTB, HIH
cpencTs, mnpuparomux OydepHble CBOHWCTBA ¢ omnpenecneHHbiM  pH. JlaHHbIE
KOMITO3HMIIMK MOTYT OBbITh B (DOpME PacTBOPOB, CYCICH3HH, 3MYJIbCHH, TaOJICTOK,

MTUJTFOJTh, KATICYIT, TIOPOIIKOB, COCTABOB C 3aME/JICHHBIM BHICBOOOK/ICHHEM H T.II.

KoMmosummn coTiacHO HACTOAIEMY H300PETEHHUI0O MOXKHO COCTABHTHh B HEUTPAITbHOU

¢dbopme unm B popme conm.
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dapmaneBTHYECKA TPHUEMIIEMbIE CONMH BKIIIOYAIOT O€3 OTpPaHHYEHHUS Te, KOTOPBIE
00pa3oBaHbBl AHHMOHAMH, KaK, HAMPUMEP, TMOIYYCHHBIMH M3 XJIOPHUCTOBOAOPOTHOM,
¢dochopHOH, YKCYCHOM, TIABEIEBOM, BUHHOM KUCJIOT U T.J1I., U T€, KOTOPbIE 00Pa30BaHbI
KaTHOHAMH, KaK HAIPUMEDP, MOTYYCHHBIMHU U3 TUAPOKCUIOB HATPHS, KaJIUsA, aMMOHHSA,
KaJablUs, OKENe3a, H30NPONMIAMUHA, TPUAITWIAMHHA,  2-3THJIAMHUHO3TAHOIA,

THCTUAWHA, IMPOKanHa U T. 1.

[0061] BemreynoMsHyTyr0o  (papManeBTHYECKYI0  KOMITO3HIHIO  MOYKHO
NPUMEHATH IS JICUCHHS, WIH MPO(UITAKTHKH, WM AHATHOCTHKH 3a00JICBAHUS HIIH
HAPYIIEHUS, TPEAMOYTHTEIFHO AayTOMMMYHHBIX 3a00JleBaHMH W  HamOoIee
NPEAMOYTHTETPHO ayTOUMMYHHBIX 3a00JIEBAHUM, XapaKTEPHU3YIOMIMXCS MPOIYKIUCH

AYTOUMMYHHbBIX aHTHUTCII.

[0062] 3HAYCHUS BEIWYHMHBI J03bI M YaCTOTHI BBEJACHHS OXBATHIBAIOTCA
TepMUHAMH "TepaneBTudecku 3(dexTuBHbi" U "mpodunakTuuecku 3pPekTHBHBIN".
Kpome Toro, mo3a W yactoTa BBEACHHUS, KaK NpPABUIO, OYAyT BapbHPOBaTh B
COOTBETCTBHH C (pakTOpaMH, CHeHU(UIESCKHMH I KKIOTO TAIMEHTa B
3aBUCHMOCTH OT KOHKPETHBIX BBOJAHMMBIX TEPANEBTHYECCKHX WA MPO(HUIAKTHIECKUX
CPEeACTB, TUNA 3a00JI€BaHMs, ITyTH BBEJCHUS, a TAKKE BO3PAcTa, MACChl TEJA, peakLUuu
¥ aHaMHe3a manueHTta. [loaxoasamue cXemMbl MOTYT OBITh BBHIOPAHBI CIICIIHATIMCTOM B
AaHHOM oOnacth. lcmonb3yeMbli B JAHHOM JTOKYMEHTE TEPMHH "TepamneBTHYECKH
3pdeKTHBHOE KOTHYECTBO" OTHOCHTCS K KOJIMYECTBY TEPAMEBTHYECKH AKTHBHOTO
KOMITOHEHTA WM CPEICTBA, KOTOPOE SIBIISIETCS MOCTATOYHBIM [UISA JICUCHHSA HIIH
YMCHBIICHUSI HMHTCHCUBHOCTH 3a00JICBAHWS WM HAPYIIEHHs, IS 3aJEPXKKA
MIPOSIBIIEHUS 3a00JIEBAHHS, WJITH KOTOPOE OOECIIEYMBACT KAKOE-IHOO TEPANIEBTHYECKOE

MPEUMYIIECTBO B JICUCHUH WM BEJCHUH 3a00JIEBAHUS.

JIIs aHTUTEN, OXBATHIBAEMBIX HACTOSTIIAM H300PETEHHEM, /103a, BBOJAWMAS TAIHECHTY,
kak mpasuio, cocrapiusger ot 0,0001 mr/kr mo 100 Mr/kr maccel Teja TAIUEHTA.
[TpenmouTUTEIFHO BBOAMMAS 034 COCTABIACT NMPHOMH3UTENBHO 15 Mr/kr. Xopommo
W3BECTHO, YTO YEIIOBEUYECKHUE AaHTHUTEJA XapaKTePU3YIOTCS Oojee IITHTETHHBIM

BPCMCHCM TIOJIY’KHU3HHU B YCJIOBCYCCKOM OpPraHU3ME, YCM aHTUTCIIA U3 APYIrUX BHUIOB.
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Takum o0pa3oM, 103y M 4YacTOTy BBEAEHHUS AHTUTEN COIIACHO HACTOSINEMY
M300pPETEHUI0 WM HMX (ParMeHTOB WM TPOU3BOAHBIX MOKHO YMEHBLIMTH IO

CpaBHCHHUIO C OOBIYHO HCIOJIb3YEMBIMHU JO03aMHU aHTHUTCIT U3 APYTHUX BHUIOOB.

[0063] Jleduenne  CyOBEKTa  TEpANEBTHYECKH  WIH  MPOQPHIAKTHYECKH
3(PEKTUBHBIM KOJIMYECTBOM AHTHUTENT WM WX (PParMEHTOB WM TPOU3BOIHBIX
COTJIACHO HACTOAIEMY H300PETCHHUIO MOKET BKIIFOYATh OTACITBHBIA METOJ JICUCHUS
WK TPEANOYTHTEIbHO  MOXKET  BKIIOYaTh  PAJ  METOJOB  JicueHWsA. B
MPEIMOYTATEIHPHOM BapPHAHTE OCYHICCTBJICHHUS CYOBEKTAa MOKHO JICUHTh AHTHUTEIIAMH
WM uX (pparMeHTaMH WA TPOHM3BOJHBIMH COTJIACHO HACTOSTIEMY H300PETEHHIO C
030U B Jmana3one mpuomusuteabHo 0,1-30 MI/Kr Macchl Teja OJUH pa3 B HEACIIO B
TEYCHHE Tepruoaa MPUOMM3UTENbHO 1-10 Hemenb, MPEANOYTHTENHEHO 2-8 HEIenb,
0ojiee TPEANOYTHTENNHPHO MPUOIM3UTEIFHO 3-7 HeAelnb. MOKHO BBIOpAaTh HawmOoOIee
BBITOJTHYO (hOpMY M cTIOCOO IPUMEHEHUS T 00eCTIeYeHU HAMOOBIIEH TTOJIB3bI JJIS

IManmuCHTA, MOJICKAIICTO JICUYCHHIO.

CrocoObl BBEJCHUS AHTHTENA WIM €ro (parMeHTa WM TMPOU3BOJHOTO COITIACHO
HACTOANIEMY W300PETEHHIO BKIIIOYAIOT 0€3 OTPaHWYEHUS MAPEHTEPATbHOE BBEICHHUE
(HampuUMep, BHYTPHKOKHOE, BHYTPUMBIIIEYHOE, BHY TPUOPIOITUHHOE, BHYTPHBECHHOE U
MOJKOKHOE), SMUAYPATbHOE W MYKO3alIbHOE (HAIIPHMEP, WHTPAHA3aJbHBIH W
nepopanbHbld MyTH). B KOHKPEeTHOM BapHaHTe OCYINECTBIICHHS AHTUTEIA COITIACHO
HACTOSIIEMY H300PETCHHIO BBOIST BHYTPHMBIIICYHO, BHYTPHBEHHO HITH TOIKOXKHO.
KoMmmo3uimu MOKHO BBOIUTH JIFOOBIM YAOOHBIM ITyTE€M, HAMPUMEP, MOCPEACTBOM
WH(Y3UH WK OOFOCHOW UHBEKITUH, TOCPEICTBOM a0COPOIHH Yepe3 SIMHUTETHATBHYIO
WA KOKHO-CITU3MCTYH0 BBICTHIIKH (HAMpUMEp, CIHM3HCTYH0 POTOBOM IOJIOCTH,
CITU3HMCTYIO TPSMOM KHINKH M KUIICYHWKA M T.J.), © UX MOKHO BBOJUTh BMECTE C
JAPYTHMH OHOJIOTHYECKH aKTHBHBIMHU CpeACTBAMH. BBeICHHE MOKET OBITH CHCTEMHBIM
WA JTIOKaIbHbIM. Kpome TOro, MOKHO TakKsKe HCITOJIb30BaTh JICTOYHOE BBEICHHE,
HATIPUMeEP, TIPH MTPUMEHEHHUH WHTAIITOPA WK HeOymai3epa, U COCTaB ¢ 00Pa3yrOIuM

a’3p030JTb CPEICTBOM.
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Hcnonp3yemple B [JaHHOM JOKYMEHTE TEPMHUHBI "OCYIIECTBICHHUE JE€YeHUs" |
"meyeHue" OTHOCATCA K BBEACHHIO CYOBEKTY TEpaneBTHUECKH 3S(P(PEKTUBHOTO
KOMMYEeCTBA (PapMaLeBTHUECKOM KOMIIO3HMIIMU COITIACHO HACTOAIIEMY H300PETEHHIO.
“TepaneBTruecku  3(P(PEKTUBHOE  KOJUYECTBO X  OTHOCHUTCH K  KOJIMYECTBY
(bapmManieBTHIECKOM KOMITO3UIMH HITH AHTHTENA, KOTOPOE ABIAECTCA JTOCTATOUHBIM IS
JE€YCHHUS WJIH YMEHBINCHHS HMHTCHCHBHOCTH 3a00JICBAHHMSA WIIH HAPYIIEHUS, I
3aJep)KKA  TIPOSIBIICHHS ~ 3a00JICBaHUS WM TPEJOCTABICHHA  KaKOTO-JTHOO

TCPANCBTHYCCKOTO MPCUMYIICCTBA B JICUCHUH UJIW BEACHUH 3a00/1€BaHHUs.

Hcnonp3yemMblii B JAHHOM JOKYMEHTE TEPMHUH “TIPOQHUIAKTHKA® OTHOCUTCI K
NPUMEHEHHUIO CPEJICTBA [UI1 MPEAYNPEKIACHUA NPOABICHUA 3a00NEBaHHA WM
Hapymenus. “IIpodunakrudecku 3pPpexkTHBHOE KOTHIECTBO™ OIMPEIETIIET KOJTHIECTBO
AKTUBHOTO KOMIIOHEHTa WM (hapMaleBTHYECKOTO CPEICTBA, [JOCTATOYHOE JIs

TIPeTyTPEKACHAS POSIBIICHAS WJTH PEIUINBA 3a00ICBAHUS.

Hcnonp3yemple B JaHHOM JTOKYMEHTE TEpPMHUHBI "Hapymenue" u "3a0oneBaHue”
UCTIONB3YIOT B3aUMO3aMEHIEMO IO OTHOIIEHHUIO K COCTOSHHUIO CyOBbekTa. B yacTHOCTH,
TEpMHUH "ayTOUMMYHHOE 3a00JI€BaHHE" HCIIONB3YIOT B3aUMO3aMEHAEMO C TEPMHHOM
"ayTOMMMYHHOE€  HapylIeHHWe" TI0 OTHOUICHHIO K COCTOSHHIO CyOBEKTa,
XapPaKTEPHU3YIOIETOCS TOBPEXKACHHUEM KIIETOK, TKAHEH W/WIM OPTaHOB, BBHI3BAHHBIM

UMMYHHOH PEAKIHEH CyObEKTa Ha €T0 COOCTBEHHBIE KIIETKH, TKAHH W/WUJTH OPTaHBbI.

[0064] Boree TOro, aHTHTENa COIIACHO HACTOSINEMY H300PETCHHIO MOKHO
MPUMEHATh B IEISX JHATHOCTHKH /IS BBIIBJICHHA, JAHATHOCTHPOBAHHS HITH
MOHHTOPHUHTA 3a00JICBAHMM MW HAPYIICHHH, B YaCTHOCTH ayTOMMMYHHBIX
3a00eBaHUH. AHTHTENa WIA WX (QpParMeHThl WM TMPOU3BOJHBIE COTJIACHO
HACTOSIIIIEMY HM300PETCHHIO MOJKHO TPHMEHATHh M aHamms3a ypoBHed FcyRIIB B
OHOJIOTHYECKOM 00pa3lle ¢ TMOMOINBI0 KIACCHYECKHX HMMYHOTHCTOIOTHYECKUX
CIIOCOO0B, KOTOPBIE ONMUCAHBI B JAHHOM JOKYMEHTE WJIM W3BECTHBI CIICIHATHCTY B
nanHOM oOnmactu (Hampumep, cM. Jalkanen et al., 1985, J. Cell. Biol. 101: 976-985;
Jalkanen et al., 1987, J. Cell. Biol. 105: 3087-3096). Jlpyrue OocCHOBaHHBIE Ha

AHTHUTCIIaX CHOCO6BI, OPpUTOAHBIC AJIA BBIABICHUA JKCHPECCHUHU TCHOB 66J’IKOB,
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BKITIOYAI0T UMMYHOAQHAJIU3bI, TAKWE KaK TBepAO(a3HbI UMMYyHO(EPMEHTHIN aHAIH3

(ELISA) u pagnoummyHHbI# aHanmus (RIA).

Takum oOpa3om, HacTosmiee H300PETEHHE TAKKE OTHOCHUTCA K IHATHOCTHYECKOU

KOMITO3HLIMH, COACPIKAIIEH aHTUTENIO0 COTTIACHO HACTOAIIEMY H300PETEHHIO.

Wcnonmp3yemMblii B JTaHHOM JOKYMEHTE TEPMHUH “THArHOCTHYECKHUH OTHOCUTCS K
moOOMYy TIPUMEHEHHIO aHTHTENA COMMACHO HACTOSIIEMY HM300PETEHHIO IS
AWAaTHOCTUKA Hamuyus cBs3aHHoro ¢ FcyRIIB  ayromvmmyHHOTO 3a00MeBaHus,
HAIpUMEp, Ui ONPENCIICHHUA BEIWYMHBI WM CTEIECHH MOBEPXHOCTHOM 3KCIPECCHH
sHaoreHHoro FcyRIIB Ha knmeTkax uHauBuaa unM nanueHta. OH Takke OTHOCUTCA K
OTIpeNieIeHHI0  cooTHOmeHns akTuBupyrommx FcyRIl u wmarHOMpyrommx FcyRIl,

HaInpumep, oTHoIeHus skcrpeccupyemMbix FcyRIIA u FeyRIIB.

[0065] B  mpeAmodTHTEFHOM ~ BAapHAHTE  OCYMIECTBICHHS  HACTOSIIETO
M300pPETEHUs OMMCAHHASA BBIIIE JUATHOCTHYECKAS KOMIIO3HMLMA TIPEIHA3HAYCHA JUIA
BBISIBJICHUS U JUATHOCTHKH JFOOOTO 3a00JIEBAHHS HWIIM HAPYIIEHUS, B OCOOCHHOCTH
AYTOUMMYHHBIX 3a00JIEBAaHHM, XapPAKTEPU3YIOIUXCSA MPOAYKIHEH ayTOMMMYHHBIX
aHTUTeN. MImocTpaTUBHBIE AyTOMMMYHHBIE 3a00J€BaHUS BKIIOYAIOT HMMYHHYIO
TPOMOOLIMTOTICHHIO, CHUCTEMHYIO KpPacHYI0 BOJYAHKY, NEPHHUIMO3HYI0 aHEMHUIO,
OonmesHb Anamcona, auaber 1 THma, peBMaTOMAHBIM apTput, cuHapom lllerpena,
ACPMATOMHO3HUT,  PACCETHHBIM  CKJIEPO3,  THKEIYI0  ICEBAOTAPATTATHYECKYFO
MHUACTCHHUIO, CHHApPOM Pelitepa, Oome3ns ['peiiBca, OOBIKHOBEHHYIO H OYIUIC3HYIO
My3bIPYATKy, Ay TOMMMYHHBIW TEMAaTUT, HECTIEU(PHUCCKHIA T3BEHHBIN KOJHT, 00JIC3Hb
XOJIOIOBBIX arrIOTHHUHOB, ayTOMMMYHHYIO MepH(EepHYECKYI0 HEBPOMATHIO, HO HE

OrpaHUYHBArOTCA UMH.

[0066] B mnpeamo4TuTeIbHOM BapHAHTE OCYINCCTBIICHHS AHTUTENA COTJIACHO
HACTOSIIEMY H300pPETEHUIO TMPHUMEHSIOT JUI1 JHATHOCTHKA  ayTOUMMYHHOTO
3a0osieBaHus y YenoBeka. Hanpumep, aHTHTENA COTIIACHO HACTOAIIEMY H300PETEHHIO
MOXHO TPUMEHATH U1 ONPEACIICHUs MNOBEPXHOCTHOM dkcmpeccuu FcyRIIB nHa
KJIETKaX  WHAWBUAA,  CTPAJAOMEro  OT  ayTOMMMYHHOTO  3a00JIeBaHHA,

MPEeAnoYTUTENBHO dKcTpeccrro FeyRIIB Ha B-kneTkax vy nia3MaTHYECKHUX KIETKaX
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BBIABIIIOT ¢ HCHOJb3oBaHHeM aHTuTtena B FACS-amamuze.. JIist 3TOro aHTHTENIO
MOKHO MOJAM(ULIMPOBATH C TOMOINBI0O MAapKEPHOTO PEAKTHBA, (HIIyOPECLEHTHOTO
MapKepa Wi J000ro APYyroro Mapkepa, 0 KOTOPOM CHELMAIMCTY B JAHHOW 00IacTH
W3BECTHO, KaK O TMOJJAIOIMEMCA OOHAPY)KCHUIO C HCIIOJNB30BAHUEM CTAHIAPTHBIX
npoueayp. AHTHTENO COTJIACHO HACTOSIIEMY H300PETCHHI0 MOJKHO TPUMEHATH B
KayeCTBE JUATHOCTHYECKOTO HWHCTPYMEHTA B COYETAHHHM C  AHTUTEJIAMH,
cienu(pUIHBIME K yenoBedeckomy FCyRIIA, nu3BecTHRIMH B3 YPOBHS TEXHUKH. Takum
o0paszom, MmoxHO onpeaerats skcnpeccuio FcyRIIB u FeyRIIB Ha kneTkax nHAnBHA,
CTPAJAOIIETO OT AYyTOUMMYHHOTO 3a00JIEBAHUS WM BOCTIAIMTEIEHOTO 3a00JI€BaHUS,
W MOXKHO PACCUYHTATh COOTHOINEHHE, KOTOPOE SBIACTCS MApKEPOM OOJIE3HECHHOTO
COCTOSTHHSA WM PA3BUTHA OOJIE3HW WM HMCTOJB3YeTCS B KA4eCTBE MapKepa s

JIHATHOCTUKH 3a00JIEBAHHS.

[0067] Kpome  Toro, HACTOSIIEE n300peTeHue NpeayCMaTPHBAET
JAUATHOCTHYECKUI HAOOP /IS BBISIBJICHHS Ay TOMMMYHHBIX 3a00JICBAHHIA, COICPIKATIHIA
AHTHTEJIO WITK ero (PparMeHT WITM NPOU3BOAHOE COTTIACHO HACTOSINEMY H300PETECHHIO
U HeoOA3aTeTIbHO MAPKEPHBIC PEAKTHUBBI, PEAKTHBBI-HOCUTEIH H/WUJIH MOIXO/SIIHE H

HEOOXOTUMBIE PE3EPBYapHhI.
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HNOCIIEAOBATEJIBHOCTH

SEQ ID NO. 1: aMHHOKHCIOTHas TOCIEIOBATEIBHOCTh BapHAOCIIHFHOTO Y4YacTKa

TSLKETION LIETH KPBICHHOTO aHTuTea SA6.

SEQ ID NO. 2: aMHHOKHCIIOTHas TOCIICAOBATEIbHOCTh BapHAOEIHPHOTO Y4YacTKa

JIETKOM LIETIA KPBICUHOTO aHTUTEeNa 8A6.

SEQ ID NO. 3: aMHHOKHCIIOTHAas TOCIIEAOBATEIPHOCTh BapHAOEIHHOTO YYaCTKa

TSOKETION LETH TYMaHU3UPOBAHHOTO aHTUTENa hu8AG6.

SEQ ID NO. 4: aMHUHOKHCIOTHAas TOCIEIOBATEIBHOCTh BapHAOECIFHOTO Y4YacTKa

JIETKOM TIeTH TYMaHU3UPOBaHHOTO aHTHTE A hu8A6.
SEQ ID NO. 5: aMMHOKHCTIOTHAs MOCIEN0BATENBHOCTD YenoBeueckoro FeyRIIB.

SEQ ID NO. 6: aMHHOKHUCJIOTHas TIOCJIE€IOBATE€IbHOCTh KOHCTAHTHOTO Yy4YacTKa

TSHKETION LIETH TYMaHU3UPOBAaHHOTO aHTUTeNna hu8A6 wt.

SEQ ID NO. 7: aMMHOKHCIOTHAsA OCJIEI0BATEIbHOCT KOHCTAHTHOTO Y4aCTKA JIETKOM

LETH TYMaHU3UPOBAHHOTO aHTUTeNma hu8A6 wt.

SEQ ID NO. 8: mnocneaoBarelnbHOCTh HYKIEMHOBOM KHCIIOTHI, KOAHMPYOIIAs
BapHAOEITbHBIA YYaCTOK TSHKEIIOW LETTH TYMAHH3HPOBAHHOTO AHTHTENA

hu8A6.

SEQ ID NO. 9: nocneaoBaTelbHOCTh HYKJICHHOBOM KHCIIOTBI, KOJAUPYHOIIAS
BapuaOeTbHBIA YYaCTOK JIETKOM IENMH T'YMaHW3HUPOBAHHOTO AHTHTE]IA

hu8A6.

SEQ ID NO. 10: mnocnenoBarelbHOCTh HYKJIEHMHOBOM KHCIOTBL, KOIHUPYHOINAsA

KOHCTAHTHBIU Y4aCTOK TSKEIOM OCTIH TYMAaHU3WUPOBAHHOTO aAHTHUTCTIA

hu8A6_wt.
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SEQ ID NO. 11: nocneaoBaTrenbHOCTh HYKIEHMHOBOM KHCJIOTBI, KOAMPYIOIIAs

KOHCTAHTHBIN Y4aCTOK JIETKOM OCTIH TYMAHH3UPOBAHHOTO AHTHTCIIA

hu8A6_wt.

SEQ ID NO. 12: aMUHOKHCIIOTHasA TOCJEAOBATEIIbHOCTh YEJIOBEYECKOTO

pactBopumoro FcyRIIA (sFcyRITA).

SEQ ID NO. 13: aMHHOKHCIOTHAS MOCJIEA0BATETbHOCTh MYTUPOBAHHOTO

yenoBeueckoro pactsopumoro FeyRIIA (sFeyRIIAmut).

SEQ ID NO. 14: amuHoKHcH0THAs TToceaoBareasHocTh CDR1 BapuadensHOTO

y4acTKa TSOKENOM LENU KPBICUHOTO aHTUTENa 8AG6.

SEQ ID NO. 15: amunokucoTHas ocienosarensHocTh CDR2 BapuadensHOTO

y4acTKa TSKENOM LENU KPBICHHOTO aHTUTENa 8A6.

SEQ ID NO. 16: amunokucnotHas nocienosarensHocTh CDR3 BapuadensHOTO

y4acTKa TSKENOM LENU KPBICHHOTO aHTUTENa SA6.

SEQ ID NO. 17: amunokucnotHas nocienosarensHocth CDR1 BapuabensHOTO

y4acTKa JIErKOW LETH KPBICHHOTO aHTHUTENNa 8A6.

SEQ ID NO. 18: amunokuca0THas mocienoarenbHocTh CDR2 BapuabenbHOTO

y4acTKa JIETKOM LETH KPBICHHOTO aHTHTeNNa SA6.

SEQ ID NO. 19: amunokucaoTHas ocienopareasHocTh CDR3 BapuadensHOTO

y4acTKa JIETKOM LIETH KPBICHHOTO aHTHUTeNa SA6.

SEQ ID NO. 20: amurOKHCH0THAS TToceaoBarenbHOoCTs CDR1 BapuadensHOTO

Y4acTKa TSDKEJIOH IETH TYMaHU3UPOBAHHOTO aHTUTENa hu8A6.

SEQ ID NO. 21: amunoKuCcH0THAs TToceaoBarensHocTh CDR2 BapuadensHOTO

Y4acTKa TSDKENOH ey TYMaHU3UPOBAHHOTO aHTUTENa hu8A6.

SEQ ID NO. 22: amunokuciotHas nocienosarensHocts CDR3 BapuadensHOTO

y4acTKa THKEIOU LIETTH TYMaHU3UPOBAHHOTO aHTHTeNa hu8A6.
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SEQ ID NO. 23: amunokucnoTHas nocneaopareabHocTh CDR1 BapradenbHOTO

y4acTKa JIETKOH IIeTH TyMaHU3UPOBaHHOTO aHTuTena hu8A6.

SEQ ID NO. 24: amunokucnoTHas nocneaosarenbHocTh CDR2 BapraGenbHOTO

y4acTKa JIETKOH LIEMH TYMaHH3UPOBAHHOTO aHTUTENa hu8A6.

SEQ ID NO. 25: amunokucnoTtHas nocieaoBareapHocTh CDR3 BaprabenpHOTO

YYacTKa JIETKOH LM TYMaHH3UPOBAHHOTO aHTUTENa hu8A6.

SEQ ID NO. 26: aMHHOKHCJIOTHAS TIOCIIE0BATEIFHOCTh BAPHAOCITIPHOTO Y4acTKa
Tokenon nenu anturena GB3 (em. taxke SEQ ID NO. 7 B 3as1Bke

WO 2005/051999)

SEQ ID NO. 27: aMHHOKHCTIOTHAS TIOCIIEIOBATETFHOCTh BAPHAOESITPHOTO Y4acTKa
nerkoit nienm antutena GB3 (cm. rarke SEQ ID NO. 5 B 3asBke

WO 2005/051999).

SEQ ID NO. 28: aMHHOKHCTIOTHAS MTOCIEA0BATEIbHOCTh KOHCTAHTHOTO y4acTKa
TSDKETION LIETH, COACPIKAILIETO B MONOKeHUHU 297 3ameHy N Ha A
(mpeamnonaraercs, 4To MOJOKEHHE | B IOCIIEI0BATEILHOCTH, KOTOpas
NPUBE/ICHA B TIEPEYHE MOCIIEI0BATENFHOCTEH, TIPEICTABIAET COOOM

nojokenue 118).

SEQ ID NO. 29: amurokuciaoTHas mocneaosarenmsHocth CDR 1 BapradensHOTO
Y4aCTKa TSHKEIOW LIEH, KOTOPBIM COAEPKUT KITFOYEBBIC
AMUHOKHUCJIOTHBIE OCTATKU U3 XUMEPHOTO ¥ T'YMaHU3UPOBAHHOTO

aatatejia SA6.

SEQ ID NO. 30: amurokucn0THas mocneaosarensHocTh CDR2 BapuaGenpHOTO
Y4acTKa TSHKEIOU LIETH, KOTOPBIM COAEPKUT KIIHOYEBBIE
AMUHOKHUCIIOTHBIE OCTATKU U3 XUMEPHOTO M T'YMaHU3UPOBAHHOTO

aatatejia SA6.

SEQ ID NO. 31: amurokucnoTHas nocneaosarensHocth CDR3 BapuabGensHOTO

Y4aCcTKa TSHKEJIOH LIETH, KOTOPBIM COAEP/KUT KITFOYEBBIE
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AMHUHOKHCJIOTHBIC OCTATKH U3 XUMCPHOI'0 U TYMAHU3UPOBAHHOTO

aurutena SA6.

SEQ ID NO. 32: amunokucnotHas nocienosarensHocTs CDR1 BapuabensHOTO
Y4aCTKa JIETKOM LIETH, KOTOPBIA COAEPKHUT KITOYEBBIE
AMUHOKHUCJIOTHBIE OCTATKU U3 XUMEPHOTO M TYMaHU3UPOBAHHOTO

aatutena SA6.

SEQ ID NO. 33: amurokuci0THas mocieaoBatenbHocTh CDR2 BapraGenpHOTO
Y4acTKa JIETKOM LEMH, KOTOPBIM COACPKUT KIIFOUEBBIE
AMUHOKHUCIIOTHBIE OCTAaTKU U3 XMMEPHOTO Y TYMaHU3UPOBAHHOTO

aatutena SA6.

SEQ ID NO. 34: amurokucnoTHas nocneaosarensHocTs CDR3 BapuadenpHOTO
Y4acTKa JIETKOM LU, KOTOPBIM COAECPKUT KIIFOUEBBIE
AMUHOKHUCIIOTHBIE OCTATKU U3 XUMEPHOTO U TYMaHU3UPOBAHHOTO

aatureja SA6.
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KPATKOE OIINCAHUE IN'PAOUYECKHUX MATEPHAJIOB

@urypa 1. AHamu3 ¢ D[OMOLIBK0 TIOBEPXHOCTHOIO IIA3MOHHOIO PE30HAHCA
rymanusupoBanHoro 8A6 B coorserctBum ¢ SEQ. ID. No. 3 u 4 nubo B dopmare
aukoro Thma, oo B popmare N297A, ch8A6 N297A (B coorBerctBuu ¢ SEQ. ID.
NO. 14 u 15) u chGB3 _N297A.

@urypa 2. [TocnegosaremprocTr huSA6 wt m hu8A6 N297A ¢ nzo0paskeHHuEM

MOJIO’KEHUS 3aMEHBI aMUHOKHCTIOTHI N Ha A B opmare N297A.

@urypa 3. HeOnokmpyromme xapakrepuctuka ch8A6 N297A. Knetkn Raji
WHKYOUPOBAIIH C 3aJaHHBIM KOJIMYECTBOM arperHpoOBaHHOTO 4enoBeueckoro IgG u
BapbupyromuMu KommdectBaMu ch8A6 N297A, chGB3 N297A wnmm 610KHpYyOIUAMH
aatutenamu 2B6 wimm R&D Ab. AnTHTena commacHO HACTOSIMEMY H300PETEHHIO

SBIITIOTCS HEOIIOKHPYFOTIIAMH.

@urypa 4. Csi3piBaHME OYMIIEHHOTO C WCIOJB30BAHMEM Oelka A aHTHTENa
(hu8A6 VL + hu8A6 VH u ch8A6 N297A) B koHuentpaumu ot 15 mMxr/mia go 0,005
Mkr/Mn ¢ HatuBHeIM  FcyRIIB, oskcmpeccmpyempim Ha — kimeTkax — Raji.
['ymanu3supoBaHHbBIE BapHaHTBI A6 CBA3BIBAIOTCA ¢ BBICOKOM aBUAHOCTBIO ¢ FCyRIIB,

SKCTIPECCUPYEMBIM Ha KIIeTKax Raji.

@urypa S. CempBanue 15 wmkr/mn adtutena (hu8A6 VH + hu8A6 VL w
ch8A6 N297A) c¢ wnatmBHeiM FcyRIIA, skcmpeccupyembiMm Ha kieTkax K562,

AHTHTENA COTIIACHO HACTOSAIEMY H300peTeHHIo He cBA3bBaroTcs FCyRIIA Ha K-562.

@urypa 6a. @ochopumuposanne [TIM, moBeimaemoe xumepHbIM 8A6
(ch8A6 N297A) 8 PBMC ot 3moposoro monopa. PBMC ot 3mopoBoro moHopa
BBIJIEJSNIA C MCTIONIb30BAHUEM PA3CIICHUS C TTOMOIIBIO (PUKOJITA, 4 3aTEM OCTaBIISIIA
HEOOpaOOTAaHHBIMU WJIM WHKYOHPOBANIH B TE€YEHHE 25 MHHYT CO CMECBHIO AHTHUTEI,
coaep:kamier antureno kK [gM (MBITIMHOE AHTUTENO K UMMYHOTTIOOYJTHHY YEJIOBEKA) U

antuteno kK memmuHOMY IgG (kpommune). [locnme storo kietku oOpadareiBamm 20
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MuHYT 100 5 MKr/mMn ch8A6 N297A, mubo Oydepom B KauectBe KOHTpons (Oe3
antutena). Kietkn coOupanmu mocjae WHKyOallid W JTU3UPOBAIH B COOTBETCTBHH C

npoTokoioM. JIuzatel moasepranu WB-anamu3zy. B-akTuH = 3arpy304HbIH KOHTPOJIb.

®urypa 6b. Konrponmpubsiii s3kcriepument mo (ocopumuposanuto ITIM. Knerku
Daudi ocraBnssiim HeoOpaOOTAHHBIMH WM 0OpadaThiBAIA B TEYCHHWE 25 MHUHYT
AHTHTEIOM  W30THIMYECKOTO  KOHTPOJA,  TOJNHMKIOHABHBIM  aHTUTEIIOM K
yenmoBeueckomy [gM (monmkitoH. anTuteno k hIgM), MOHOKITOHATBHBIM aHTHUTEIIOM K
yenmoBeueckomy IgM  (anturenmo  hIgM), amtutemom k hIgM + 5 mxr/m
ch8A6 N297A, antutenom kponmuka K wmermuHOMY IgG  (-mprmmmeid I1gQG), -
mbermmuHbIM [gG+5 mxr/mm ch8A6 N297A, cmecwkio anTuTena k hIgM u -MprmuHOTO
IgG (cmech Ab) mmm cmecbro Ab + 5 mxr/mi ch8A6 N297A). B-aktuH = 3arpy304HBINA

KOHTPOIIb.

@urypa 6c¢. AHTHTEJIa COTIACHO HACTOAIEMY HW300PETEHHIO  YCHIIUBAIOT
¢docpopunmupoBanue ITIM B TPUCYTCTBUM HWIM B OTCYTCTBHE NEPEKPECTHOTO

cmmBanust/coBmectHOro urupoBaausa BCR u Fe-ramma RIIB B nmepsuunsix PBMC.

@®urypa 7. CpaHenue ch8A6 N297A ¢ aHTUTENIOM U3 YPOBHI TEXHHUKH
(chGB3 N297A). Yenoseueckue kneTkn Daudi WHKYOMpOBanH B T€YeHHE 25 MHHYT
CO CMECBhIO AHTUTEN, COAEpKamed aHTuTeno K IgM (MBIIMHOE AaHTHUTENI0 K
UMMYHOTITOOYJIHHY 4YeJIOBeKa) W aHTUTEeN0 K MbimuHOMY [gG  (kponmmyse), wim
octaBsuH HeoOpaboTanueMH. [locne 3Toro kimeTkn oOpadarsiBamu 20 MHHYT JTHOO
m3menHsronmmMucs komuuectsamu chGB3 N297A umn ch8A6 N297A, nmubo Oydepom
B KadecTBe KOHTpojs (Oe3 aHtutena). KmeTkm coOmpanu mociae HWHKyOarud |
MU3UPOBAIA B COOTBETCTBHH C TPOTOKOJOM. Jlmsarer moasepramm WB-anammsy. B-

AKTHH = 3arpy304HBIM KOHTPOJIb.

@®urypa 8. Cpasaenme 3¢¢dekra rymannzmpoBaHHOTO BapuaHTa hu8A6 N297A,
ch8A6 N297A u chGB3 N297A B otHomenuu ¢ochopunmuposanns [TIM B
nepsuuHbix PBMC. Ilocne mepexkpectHoro cmmBanuss BCR u FcyRIIB ¢ momompro

CMECH aHTUTEN MAO00ABJSUIH PA3IHMYHbIE AHTHTENA B KOHIICHTPAIMH 5 MKI/MJI H
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MPOBOAUIN  AHAJIHU3 C  IIOMOIIBIO Bectepu-Onortuara B OTHOIIIEHHUU

dochopumuposanust [TIM. B-akTrH = 3arpy304HBINA KOHTPOITb.

®urypa 9. CoBmecTHass uMmMmyHoocakaeHue ¢ochopumuposanHoro SHIP-1 ¢ ITIM
FcyRIIB. Tlocme crumynsuuu kinerok Daudi cmechro aHTHTET H JIFOOBIM W3
ch8A6 N297A, Omokupyromero antutena 2B6 k FcyRIIB wmmm chGB3 N297A
(5 mrr/mn) FcyRIIB ocakmamd W3 KIETOYHBIX JIA3aTOB M TPOBOAMJIN aHAIIA3 C
oMot Bectepr-OnorTunra B otHomeHuu (ocgaraszsr SHIP-1. Antureno k CD32
¢ mcmoib3oBaHueM naHcnenupuuaoro antutena k CD32 (AF1330) = 3arpy3ouHsrii

KOHTPOITb.

@urypa 10. CpaBHeHue TryMaHWU3UpOBaHHBIX BapuaHtoB 8A6  (hu8AG6-
VH10+VL2/VH10+VL6/  VH10+VL7/VH12+VL2/VH12+VL6/VH12+VL7) ¢
ch8A6 N297A. Knerku Daudi octaBmamm MHKYOHMpPOBATBECS B TE€YEHHE 25 MHHYT C
oydepom (He0OpaOOTAHHBIE) HITH CO CMECHIO (CMECh AHTHUTEIT), COACPIKAIIECH AaHTUTETIO
K [gM (MBIIMHOE aHTHUTENO K IMMYHOTTIOOYITMHY Y€I0BEKA) M AHTUTEIIO K MBIIIHHOMY
IgG (xpommube). 3arem kimetku oOpadareBamu 20 wMuHYT MO0 0,25 MKr/mn
ch8A6 N297A, nubo  rymanuzupoBaHHbiMM  BapuantamMmu 8A6  (hu8A6-
VH10+VL2/VH10+VL6/ VH10+VL7/VH12+VL2/VH12+VL6/VH12+VL7). Knetku
coOMpa TOCcae WHKYOAIMH M JIM3UPOBAIIA B COOTBETCTBHH C MPOTOKOIOM. JIM3aThl

noaseprami WB-anammzy. B-akTiH = 3arpy304HBIH KOHTPOJIb.

@urypa 11. CpaBHenme TyMaHH3HpPOBaHHBIX BapuantoB 8A6  (hu8AG6-
VH10+VL2/VH10+VL6/  VH10+VL7/VH12+VL2/VH12+VL6/VH12+VL7) c
ch8A6 N297A, onmoxupyromum antutenom k FcyRIIB u chGB3 N297A. Knetku
Daudi ocraBmamu wWHKyOMpOBaThcst B  TeueHHe 25 wMuHYT ¢ Oydepom
(HeoOpaOOTAaHHBIE) WM CO CMECHIO (CMECh aHTHTEN), CoAepKamei antuteno k IgM
(MBIIIMHOE AHTUTENO0 K UMMYHOTTIOOYTHHY YEJIOBEKa) U AaHTHTENO0 K MpmmuHOMY 1gG
(kponuube). 3arem KiIeTKH oOpadateiBaii 20 MuHYT moObM w3 0,25 MKr/mn
ch8A6 N297A, TYMaHU3HPOBAHHBIX BapUaHTOB 8A6 (hu8A6-
VH10+VL2/VH10+VL6/ VH10+VL7/VH12+VL2/VH12+VL6/VH12+VLY7),
onokupyromero anturena 2B6 k FcyRIIB mmm chGB3 N297A. Knetku cobupanu
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MOCIIe UHKYOAIMH, TH3HPOBAIH B COOTBETCTBHH C MPOTOKOJIOM U TMTPOBOIWIIH aHAH3 C
nomoinpto Becrepu-Omorrunra. Jluzarer moxsepramu WB-anammzy., B-aktua =

3arpy304HbIN KOHTPOJIb.

@urypa 12. Cxema »skcrepumeHTa 18 wmbimuHOM Moxenu SLE-PBL. PBL
(nefikoruThl TIepudepuYecKOd KpoBH) OT marmeHtoB-moaed ¢ SLE (cucremHas
KpacHas BOJYAHKA) TIEPEHOCAT B HWMMYHOIE(UUUTHBIX Mbimed. PBL-kneTku
MEPECAKUBAIOT W MBIIEH BIOCHEACTBUH oOpadaTeiBatoT koHTpojem (PBS) wmmm

aatuteiom ch8A6 N297A k FcyRIIB cormacHo Hactosmemy u3o0pereHuto. [ ]

@urypa 13. O6muii ypoBeHb 4enoBeueckoro IgG [MKr/mn]| y MBITIEH, KOTOPBIM
nepecaauma PBL ot noHopos-mronel, crpamaromux ot SLE. M300pakeHbl MbITIH,

oOpaboranHbie KoHTposeM (#2, PBS) umm ch§A6 _N297A (#3 u #4).

@urypa 14. CHwkeHHEe YypOBHA CHEIHPHUUHBIX K 3a00JIEBAHUIO YEIIOBEYECKUX
aatuten [gG x JIHK y oO6padoranusix ch§A6 N297A wmbimeit, HaunHas ¢ 4 Hexenu
nocie mepeHoca/mepecaaku SLE-PBL ¢ ucnomp3oBannem PBL oT monopos-mronei,
crpagaromux ot SLE. M300paxenst tutpel antuten [gG x IHK y aByx paznuuHbIX
mbimen, #3 u #4 (oopadorannbie ch8A6 N297A), #2 neMOHCTPUPYET KOHTPOIb C
PBS.
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ITPUMEPBI
NNOJNYYEHUE MOHOKJIOHAJIBHOT'O AHTUTEJIA 8A6

Knon 8 A6 MOHOKIOHANBHOTO AHTHUTENA MOJYYAIH ITyTEM UMMYHHU3ALUU KPBIC JTUHUH
JloHr-OBaHC PEKOMOWHAHTHBIM PACTBOPUMBIM 4ejoBeueckumEcyRIIB-penienropom.
[Tomyyamn KIETOYHBIE JWHHUM THOPUAOM U3 KPBICHHBIX KJIETOK CEJIE3€HKH |
MOABEPTANIA CKPUHHUHTY B OTHOLICHUH AHTHTEN, KOTOPHIE CHIEIHM()PHIHO CBA3BIBAIOTCS C
yemoBeueckuM FcyRIIB ¢ Gompmeit ad¢unnocThiO, yemM ¢ FcyRIIA. Bo-Bropsix,
AaHTHUTENIA, TPOAYLHMPYEMBIE  BBHIMEYMIOMAHYTHIMA  THOPHIOMAMH, TIIOJBEPTAIH
CKPHHUHTY B OTHOINEHHH HEONOKHUPYIOUIMX XAapAaKTEPUCTHK, T.€. 3TH aHTHTENA BCE
eme oOecneynBad BO3MOKHOCTh cBA3bBaHUA [gG mwmm IC ¢ meMOpaHOCBA3aHHBIM

FcyRIIB ¢ nucnonp3oBaHreM METOOUK, U3BECTHBIX U3 YPOBHSA TEXHUKH.

50 MKr OYMINEHHOTO PEKOMOWHAHTHOTO pacTBOpUMOro uenosedeckoro FcyRIIB
(sFcyRIIB, SEQ ID NO. 5) BBOAWIM BHYTPHOPIOMUHHO (1.p.) W TIOIKOXKHO (S.C.)
kpeicam LOU/C ¢ ucnonp30BaHHEM HETOMHOTO aabioBaHTa PpelHaa, JOTOTHEHHOTO
S amomp CpG 2006 (TIB MOLBIOL, bepnun, I'epmanust). [Tocne mecTuHe 1€ I5HOTO
WHTEpBaja OKOHUYATeNbHYI0 OyctepHyto uHBeKIHIO 50 Mkr sFcyRIIB u CpG 2006
BBOAWIHM 1.p. M S.C. 32 TPH AHA N0 ciusAHUA. CINHUAHHE JIMHUHM KIETOK MHEIIOMBI C
KPBICHHBIMH ~WMMYHOKOMIICTCHTHBIMH ~ KJIETKAMH  CEJIE3€HKH OCYIICCTBIISUTH B
COOTBETCTBHH CO CTAaHAAPTHHIMH mpoueaypamu. CylepHaHAHTBI THOPHIOMBI
uccienoBanmu B TBepAaodasHom wmmyHoaHamuze ¢ Oemkom  sFcyRIIB - wmm

HecooTBeTcTBYrOIMM sFcyRIIA (SEQ ID NO.

12), HaHEeCEeHHBIM B BUJE MOKPBITUA Ha raHmeTs! it ELISA. MADb u3 cynepraranTta
TKAHEBOW KYJIBTYpPBI, CBS3aHHbIE C O€NKaMH, BBIABIIJIM C HCIOJB30BAHUEM
koHbIOTHpoBaHHBIX ¢ HRP (mepoxcmpasza xpena) mAb k m3otumam kpsicuHoro 1gG
(artureno TIB173 k IgG2a, antureno TIB174 x IgG2b, antuteno TIB170 k 1gG1, Bee
n3 ATCC (AmepukaHckas KOJUIEKLIMS THIOBBIX KynbTyp), aHtuteno R-2c¢ k I1gG2c,

MOJTyY€HHOE CAMOCTOSITENIBHO), TAaKUM 0o0pa3zoM u3deras mAb kmacca IgM. MAb 8A6
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(xpeicunOe 1gG2a) pacnosnaBano FcyRIIB u we caspBanocs ¢ FcyRIIA Ha ocHOBaHMH
anTureH-cnermduunoro anamuza ELISA. Amamuz ¢ wucmonmpzoBanmem FACS
WCTIONB30BATN [UII CKPUHHHIA AHTUTEN B OTHOIIEHUM CIEHU(UYHOTO CBA3BIBAHUS
HaTUBHOTO aHTUreHa). Kpome TOro, aHTUTENIa MOABEPrald CKPUHUHTY B OTHOIICHUH
HEONIOKUPYIOIMX XapaKTePUCTHK, T.€. OSTH AaHTHTENa BCE ele O00ecreurBaIn
BO3MO)KHOCTh CBsi3biBaHHA [gG WM MMMYHHBIX KOMILIEKCOBC MEMOPAHOCBSI3aHHBIM

FcyRIIB.

JInst moydeHust JOCTATOYHOTO KOMMYECTBA AHTHUTENA JJI XapaKTEPUCTUKHA XUMEPHBIX
. ™
U TYMaHU3UpPOBaHHbIX KOHCTpyKumid kietku CHO-S FreeStyle MOJBEPTaIN

BPEMEHHOM TPaHCQEKIHH.

3a feHp 70 TpaHCHEKIMM KIETKH BbICEBATH B KommuectBe 0,5 x 10° KreTox/ML.
KneTtkn nieHTpudyrupoBanu u pecycrieHANPOBAIIA B CPEAE C TMOTYYCHHEM KOHEYHOU
KOHIIEHTpAaluu KieTok 20 X 10° kmeTox/MoL. Jns kaxaon TpaHchekuuu 3 M
KJIETOYHOM CYCIICH3HH MEPEHOCHIIH B 6-ITyHOUHBIM IaHmeT. [Inasmunnyro JTHK s
TpaHCc(eKkmu BbAETMM C Hcnonb3oBaHueM Haoopa HiSpeed Plasmid Maxi Kit
(Qiagen) B COOTBETCTBHUH C HWHCTPYKIMEH NPOU3BOAMTENSA M DIIOUPOBAIM B HE

coneprkament s3unoTokcud H,O.

Jlns xkaxpon Tpancdexmu 75 mir miasmMuaaod JTHK, xonupyromei nerkyro 1enb, u
75 mkr mnasmuaHou JIHK, komupyromein TSKeNyro 1emb, J00aB/SUTH B KICTOYHYIO
CYCTICH3HIO B OCTOpokHO cMemmBamd. [locne storo modasmsymm PEIL (Polyplus) m
OCTOPOXKHO cMemmBand. Knetkn mHKyOMpoBanu B TeueHue 3 wacoB nipu 37°C u 5%
CO, npu wHempepsiBHOM BeTpsaxuBaHuH (100 00./MuH.). B KIIETOUHYIO CyCTIEH3HIO
JONHMBAK  CPEIy MO0 KOHEYHOTO O0beMa 15 MI ¢ JOCTHKEHHEM KOHEYHOM
KOHLIEHTPALMU KIIETOK 4 X 10° kneTok/MI U MEPEHOCHITH B KOOy Ha 125 mir. Knetku
unkyouposamu npu 37°C u 5% CO, npu HenpepsiBHOM BeTpsixuBanuu (100 00./MuH.)
W mocne 6 JHEW CymepHaTaHT COOWpaid IMyTeM 2-KPaTHOTO LEHTPH(YTHPOBAHUS
(4000 00./muH., 5 mun.). CyniepHaTtaHT QUIBTPOBAIH Yepe3 PUIBTP ¢ pazMepoM TOp

0,2 MKM ¥ OTIpEACTISIITA TUTP AaHTUTENA (CM. HIDKE).
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Omnpenenenne THUTpa aHTHUTENAa TPOBOAWIM TOCPEICTBOM ABYX Pa3HBIX CIIOCOOOB
HPLC (Bbicokor(dekTrBHAsS KHUAKOCTHAS Xpomarorpadmus), oOpameHHO-(pa30BOM
(RP) HPLC u HPLC ¢ Genkom A. Ananmu3 RP-HPLC nmpoBonunu ¢ ucnonb3oBaHuEM
cuctemsl a1t HPLC cepun Agilent 1200. [lanHble aHAIU3UPOBAIU C UCIIOIB30BAHUEM
nporpammHoro otecneueHus “Chem Station for LC Systems” pemakuuu B.04.02.
Kommonentamu  pactBopa sBmsmack. wm3ompomaHoia (HPLC  Grade; Roth),
aneTonuTpun (rpaguentHas yucrota HPLC; Roth), H,0 (mpodunsrpoBanHas depes
¢unbTp ¢ pazmepom mop 0,2 Mmxm) u Terpadropanerar (TFA) (ams cuHTEe3a MIENTHIOB,
Sigma). PactBopurens A: H,O, 0,1% TFA; pacrBopurens B: 60% wuzonpomanona,
30% aneronutpuna, 9,9% H,O u 0,1% TFA. Mcnons3oBanu komonky Phenomenex
Jupiter (#525166-6) ¢ nopucTocThio 300 A u pasmensromuii MaTepuan ¢ IHAMETPOM
yacTull 5 MkM. CBSI3aHHOE AHTUTEJIO SIFOUPOBANIM C JTUHEHHBIM rpaaueHToM OoT 30%
no 43% pacteoputens B 3a 10 mun. Brrasmenue mpowmcxomumo mpu A = 210 HM ¢

WCIIOJTb30BAHUEM ACTEKTOPA IS YIbTPa(HUOIE TOBOW/BUIUMOM 00IACTH CIIEKTPA.

Anamsz HPLC ¢ 6enkom A mipoBoawii ¢ ucnonb3oBaaueM cucteMbl 1t HPLC cepun
Agilent 1200. JlaHHble AaHATU3UPOBAIM C HCIOJIB30BAHHEM TMPOTPAMMHOTO
obecrieuenns “‘Chemstation” B Bepcun pegakumu B.04.02. Mcnonms3oBanu ciemyromniue
pactBoputenu: pactBoputenb A: 0,05 M Tris/HCI, 0,1 M mumwms, 0,15 M NaCl, pH
8,0; pactBopurens B: 0,05 M Tris/HCI, 0,1 M tmumun, 0,15 M NaCl, pH 3,0. [Ins
aHamm3a B 2x20 MM aHanmuMTHYeCKyr0 mpenkoioHky Upchurch momemanm120 mkmn
nepdy3uoHHON cpenbl amt xpomarorpadum Applied Biosystems Poros® 20A (Life
technologies). Csa3annoe antuteno smouposamm 100% pacteopurens B. B ciyuae,
KOTJa COOMpAaIM OYHMINEHHOE aHTUTENO, (ppakuuu Hewrrpammzosamu 56 MM Tris ¢ pH

8.,0.

DKCIpeccHpyeMbIe aHTHUTENIA OYHIIAIA C MCTIONh30BAHHEM | MIT KOJIOHKH C OelkoM A
HiTrapTM rProtein A FF column (GE Healthcare) mocpeacTBoM »KHIKOCTHOM
skcrpecc-xpomarorpaguu Oenkos (Akta Explorer). IMogsuwxubli Oydep comepskan
10 MM Tris-HC1 ¢ pH 8,0, 150 MM NaCl, smoupyromuii 0ydep cocrost uz 100 MM

rmmiwHa, 150 MM NaCl, pH 2,7. DOmouposanHbie anTutena HeuTpammzosamu 60 MM
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Tris-HCl ¢ pH 8,0, xoHUeHTpUpOBaNH, CTEPUIM30BATH (PUIBTPOBAHHEM W XPaHUIIU

npu -80°C.
CKPUHHHT I XAPAKTEPHCTHKA AHTUTEJIA 8A6

CKpHHUHT CYNEPHATAHTOB TMOPUIOM OCYHIECTBIIUIA C TIOMOIIBI0 METOIUK, KOTOPBIE
W3BECTHBI U3 YPOBHS TEXHHKH, HANIPUMEP, aHAIN3a CBA3BIBAHHS C HCIIONB30BAHHUEM
ELISA, anamu3a Biacore wnu aHamm3a CBsA3bIBaHHS ¢ Hcnoib3oBaHueM FACS. Jlnsa
WCCIICIOBAHUS  CIIENU(UYHOTO  CBS3BIBAHUS AHTHTCHA XHUMEPHbBIM SA6 Wi
rYMaHU3UPOBaHHBIMH BapuaHTamu ToraHmeTs! g ELISA (Nunc-Immuno Plate, FO6
Maxisorp) mokpsiBamu 1 wmkr/mim sFcyRIIB, sFcyRIIA (SEQ ID NO. 12) wm
sFcyRllIAmut (SEQ ID NO. 13) B PBS (100 mxn/nysky) B Teuenue Houn mpu 4°C.
[Tocme 3 sTamoB ormeiBKH B 0,01% Tween B PBS mposoannm 6nokuposanne 2% BSA
B PBS (300 mxn/myHKy) B TedeHHe 2 4acOB MPU KOMHATHOW Temmeparype. [locme 3
3TaroB OTMBIBKH BHOCWJIM CEPUHHBIE PAa3BEICHHUS OYMIICHHOTO AHTHTENA WIH
cynepHananTa (100 MK/myHKY) U MHKyOMpOBajdH B TeueHHE | yaca mpHU KOMHATHOHU
temrneparype. OuniieHHsie anturena pasoauwnu B PBS, 2% BSA. Cynepnarantsi
nononmuas  10-kpataeiM oobemMom PBS u 20% BSA ¢ monydyenuem KoHEUHOU
koHIeHTpauuu 2% BSA B PBS. B kauectBe nmonoxurenbHoro KoHTposA s FeyRIIA
UCTIONB30BaTd  Ko3be  aHTHTeNno K  FcyRIIA  uemoseka (R&D  Systems,
AF1875). I TTocne 3 stamoe ormeiBku B 0,01% Tween B PBS cootBeTcTBYMOINEE
BTOPHUYHOE  KOHBIOTHpoBaHHOEe ¢ HRP ocnmmHOE aHTHMTENO K KO3BEMY
nmmyHoTIoOymuHy (F(ab’),, Jackson-Immuno-Research) wmnm xoHBIOTHpOBaHHOE C
HRP xo3pe aHTHTET0O K uWMMyHOrnoOynuHy ueioBeka (F(ab’),, Dianova)
WHKYOHpOBanH B TedyeHHWe | yaca mpu komMHaTHOM Temmeparype (100 MKI/IyHKY).
Jlyaxku mpomeBarm 6 pas B 0,01% Tween B PBS. Jlo6amsm cyberpar (OPD,
cogeprkamuit  0,03% H,0,) (100 wMKI/myHKY) W peakuui0 OCTAHABIMBAIIA
nobasneanem 4 M H,SO, (50 mxn/mynky). Ilocime 3Toro M3MEpsH ONTHYECKOE

MOITIOIIEHHE HA CIIEKTPOMETPE MPU AJIHHE BOJHBI 492 HM.
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Ananmu3 cnenu(UYHOTO CBA3BIBAHUSA C HATUBHBIM AHTUTEHOM XHUMEPHOTO SA6 wmmun
T'YMaHHU3UPOBAHHBIX BAPUAHTOB IPOBOIUIM IOCPEACTBOM CBA3BIBAHUA C KICTKAMH HA

wietkax Raji (ATCC® CCL-86™) i kietkax K-562 (ATCC® CCL-243™),

Knerkn ocaxnmamu nentpudyruposanuem (400 g, 5 mun.) u ormeBamu B FACS-

Oydepe (cOamancupoBaHHBIH coeBOH pacTBop XeHkca, 1% FCS (deranbHas Tensups

ceiBopoTKa), 0,01% NaNj). [Tocrme HOMOTHUTENBHOrO 3Tana LEHTPUPYTHPOBAHHS

kineTku pecycrneHaupobam B FACS-Oydepe ¢ momydeHHeM KOHEYHOW KOHIIEHTPAITHH
6 .

ki1eTok 2 X 10” kmeTok/mMit 1 50 MK KIIETOYHOHM CYCTIEH3UH TOOABIIAIA ATHKBOTAMH B

06-nyHounsi maHmeT ¢ U-oOpasHeiM gHOM. [OTOBMIHM cepuiiHBIE pa3BEICHUS

ryMaHu3upoBaHHBIX BapuaHTOB U ch8A6 B FACS-0Oydepe.

Jlns moarepxaeHus kcnpeccu FcyRIIA Ha xnerkax K-562 MpimmmHOE aHTHTENO K
CD32 ugenosexka (Stem Cell Technologies Inc., kmon VI.3) pazsogumu 8 FACS-6ydepe.
50 MK pa3BeACHHBIX aHTHTEN JO0O0ABIAIN K KIETKAM M WHKyOHpOBaiHM B TeueHue 30
muH. nipu 4°C. Knetku ormeBamu 2 paza B FACS-Oydepe. Tlocne storo 50 mxn
BTOPUYHOTO KOHBIOTHpOBaHHOTO ¢ PE ko3pero anturena x IgG yemoseka (F(ab’),,
Dianova) unu BTOPHYHOTO KOHBIOTHPOBAaHHOTO ¢ PE ko3pero anturena k IgG mprmm
(F(ab”),, Dianova) passommmu B FACS-Oydepe, no0Gapnmsmm K KIETKAM H
uHKyOupoBaimu B TedeHue 30 muH. mpu 4°C. Ilocne 2 stamoB ormbiBku B FACS-
oydepe knetku pecycnenauposamm B 300 mkn FACS-Oydepa n u3mepsiim Ha iprOOpe

BD FACSCanto™ II (mporpammeoe obecreuenne; BD FACSDiva™).

Jlns ompeneneHus Toro, odecrneuynBaroT au eme antutena kK FcyRIIB Bo3MokHOCTB
ceia3piBaHmA [gG WM WMMYHHBIX KOMIUIEKCOB ¢ MeMOpaHocBs3aHHbIM FcyRIIB,
npoBoaur aHamm3 ¢ momotmbro FACS. Knetku ocaxxnamu uentpudgyruposanuem (400
g, 5 mun.) u ormeiBau B FACS-Oydepe (cOamaHCHPOBaHHBIM CONEBOW PACTBOP
Xenkca, 1% FCS (deranpras temstupst ceiBopoTka), 0,01% NaN;). [Ilocre
JAOTIOTHUTEBHOTO 3Tama LEeHTPpU(YTHPOBaHUS KIETKH pecycrneHaupoBaid B FACS-
Gydepe ¢ MoTyYeHHEM KOHEUHOM KOHIEHTpauy KeTok 2 X 10° ketox/mr. [oToBHImM
cepuiinbie pazseaeHusa anturen (ch8A6 N297A, chGB3 N297A, R&D Ab mab1875)

B FACS-0ydep. 25 MK pa3Bei€eHHBIX AHTHTE CMEIIUBAIH B 96-ITyHOYHOM TUTAHIIETE
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¢ U-o0Opa3usiM gHOM ¢ 25 Mk medeHHOro Alexad88 arperupoBaHHOTO OEpHUIIOOHHA
(2,5 MK/nyHKY). ArperupoBaHHBIN yenoBeueckuii 1gG BBIAECTAIN ¢ TIOMOIIBIO T€TIb-
xpomarorpaguu Ha Superdex-200 (16/60) U3 KOMMEpPUYECKH AOCTYIHOTO COOPAHHOTO

IgG-nponykra (OepurnoduHa).

50 MK KIETOYHOH CYCTHECH3HH JOOABISIIA K CMECH AaHTHTENO-OCPHUITIOONH H
nHKyOupoBam B TeueHue 1 yaca npu 4°C. Knetkn ormbiBaimu 2 pasa B FACS-Oydepe.
[Tocne storo 50 Mk BropuyHOro koHbOTHpoBaHHOTO ¢ PE ko3bero anturena k IgG
yenoseka (F(ab")2, Dianova) wiau BTOPpUYHOTO KOHBIOTHpoBaHHOTO ¢ PE aHTHTENna k
KPBICHHOMY HMMYHOTIOOYHHY passoawinu B FACS-Oydepe, 1o0aBmamm k KIeTkaM U
nakyouposBarm B TeueHue 30 muH. mpu 4°C. [locme 2 stanmoB otmbiBku B FACS-
oydepe kimetkn pecycnenauposaau B 300 mxn FACS-0Oydepa u usmepsnu Ha ipudope
BD FACSCanto™ II (mporpammuoe obecreuetue: BD FACSDiva ™) (dur. 3).

Amnamnmus cBsa3pIiBaHus ¢ moMoInesro FACS

AHam3 CHCHI/I(I)H‘{HOFO CBA3bIBAHH C HATUBHBIM AHTHICHOM XHWMCPHOTO 8A6 mmm
TYMaHHU3HUPOBAHHBIX BAPHAHTOB IIPOBOAUIIN IMMOCPEACTBOM CBA3BIBAHUA C KIICTKAMH Ha

kiaeTkax Raji u K-562.

Knerkn ocaxnmamu nentpudyruposanuem (400 g, 5 mun.) u ormeBamu B FACS-
Oydepe (cOamancupoBaHHBIH coneBoM pacTBop Xenkca, 1% FCS, 0,01% NaN3).
[Tocrme AOTOTHUTENTHFHOTO 3Tana UEHTPU(PYTHPOBAHHUS KIETKH PECYCTICHIUPOBAIH B
FACS-6yepe ¢ moTydeHHEeM KOHEUHOM KOHLEHTpamuy KieTok 2 x 10° kietok/mn u
50 MK KIETOYHOH CYCTICH3HH JI00aBIISIH ATMKBOTAMH B 96-TyHOUHBIH TUtaHmeT ¢ U-
00pas3HbIM THOM. [OTOBHIM cepuiiHbIE Pa3BeICHUS TYMAHU3HUPOBAHHBIX BAPHAHTOB H

ch8A6 B FACS-6ydepe.

Kmerkm Raji w K562 wHKYOMpOBamM ¢ BO3PACTAIOMUMH  KOHIECHTPAIIHIMH
TYMaHU3UPOBAHHBIX AHTUTE] M XMMEPHBIM aHTHTEJIOM B KadecTBEe KOHTPOJs. KieTku
Raji ucnonp3oBanu mms uccnepoBanus caspiBanusd Ha FCyRIIB (¢wur. 4), knetkn K562
- mnsa aHanmuza HecnemmpuuHoro cBsasbiBaHuA ¢ FeyRIIA (¢ur 5). Cesasansbie c

KIICTKAMHW AHTHUTCIA BbEIB/IIIM € HCHOJIb30BAHHCM KOHBIOTHPOBAHHOTO C PE
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BTOPUYHOTO aHTUTEna. Bee rymanmsuposanHbie BapHaHThl CBs3biBanuch ¢ FeyRIIB ¢
apdunaOCTHIO, cpaBHMMOM ¢ Ch8A6 N297A, W Bce ryMaHU3UPOBAHHBIE BAPHAHTEHI

ripu 3ToM cBsi3biBaIUCH ¢ FCyRIIB ¢ Gonbimeit aBugHOCTHIO, 4eM ¢ FeyRITA.

CesaspiBanne antuten ¢ sFcyRIIB m sFcyRIIA  anammsupoBamu ¢ TIOMOIIBEO
MOBEPXHOCTHOTO IUIA3MOHHOTO PE30HAHCA C MCIOIb30BaHHEM OmoceHcopa Biacore
T200 (GE Healthcare / Biacore). Dxcriepumentsl iposoawaud B LMU (MioHxeHCKHI
yHuBepcuteT JlioaBura-Makcumumana), kKadeapa OHOJIOTHH W MHKPOOHOIIOTHH,
OMOaHAIMTHYECKOE OOCTY)KHUBAIOIIEE IOApa3/eNeHHe. AHANIU3UPYeMble AaHTHUTENA
ynaBnmuBamH Ha ceHcopHoM uymme CMS cepum S ¢ ucmomb3oBaHWeM Habopa s
VIaBIMBAHUS YEJIOBEYECKUX AHTHTEI B COOTBETCTBHH C MPOTOKOJIOM TPOHM3BOIHTEIA.
Bapuanatet Hu8A6 nmu ch8A6 ynasnusamu B koHueHTparmu 10 HM B Teuenue 1 MuH.
Anamur sFcyRIIB BBommnmm B pasnuyHBIX KOHLEHTPALMSAX B TEUYECHHE 3 MHH.
Uzmepernss ocymectsmsimu mpu 25°C u HempepbiBHOM moToke (10 MKI/MUH.).
Nzmepenns ocymecTssimy npH 25°C u HenpepsiBHOM moToke (10 Mki/muH.). JlanHbIE
OLICHWBAJHM C HCTONB30BAHUEM MPOTPAMMHOTO OO€cTieYeHHs [UId OLEHKH Biacore

T200 (Bepcus 1.0), mpenmonaras cea3piBanue 1:1.
XUMEPU3AIIUA KPBICUHOTI'O AHTUTEJIA 8A6

XuMmepHoe MOHOKIOHaIbHOE aHTuTeno 8A6 k FcyRIIB koHcTpyupoBamu mytem
ciuaHus VH-ydactka KpbIcHHOTO 8A6 ¢ CHUTHAJIBHBIM TIENTHAOM W KOHCTAHTHOTO
yuacTka yenoseueckoro IgG1l. KpoMe Toro, Aermmuko3uIHUpOBaHHBIM BAPUAHT TSKEIION
LEMU CO3JaBajid C MCIONb30BAaHUEM KOHCTaHTHOro aomeHa IgGl, conepskamero
myTampo N297A. JIns KOHCTpyupoBaHMsA reHa nerkod menu 8A6 VL-yuactok
KPBICHHOTO 8A6 AHAJIOTHUYHBIM o0pazom couBamM  C CUTHAIBHOU
MOCJE0BATEIPHOCTBI0 M TOCJEI0BATEIBHOCTBIO  JJIs1 KOHCTAHTHOTO  y4acTKa
yenoBeueckor kamma-uenu. Cunare3 JIHK g Tsxenoit u nerko menu oCymieCTBIISIIH
¢ ucrionb3oBaaueM Geneart/Life Technologies ¢ mociemyronmmm CyOKTOHUPOBAHHEM B

BCKTOP SKCIIPCCCHHU Y MIICKOITUTAIOIINX.

AHAJIM3BI IN VITRO
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Knemxu, peakmuevl u anmumena

Jluaun yenoBeyeckux kieTok aumdombl bepkurra Daudi m Ramos mpuoOperamu y
DSMZ (ACC 78 u ACC 603) u nopaep:xusanmu B RPMI 1640 (Gibco/Invitrogen),
nononmaeHHOM 10% FBS (Gibco/Invitrogen), MEM NEAA (Gibco/Invitrogen), 1 MM
mupysatoM Hatpus (Gibco/Invitrogen) u 2 MM L-rnyramunom (Gibeo/Invitrogen) mpu
37°C m 5% CO,. [IlepBuunble uYenoOBe4YEeCKHE B-KIETKH ouMmIamd  OT
reMapuHU3UPOBAHHONW KPOBU 370POBBIX TOHOPOB C HKCIOJIB30BAHHEM TIPAJTUCHTOB
miotHocTH ¢ukomma (Leucosep, Greiner Bio-One, Biocoll Separating Solution,
Biochrom) w oTpumarenbHOTO BBIACIIEHHS C HWCIOIH30BAHWEM MATHUTHOTO TIOJIS
(Dynabeads Untouched Human B Cells, Invitrogen). Unucroty oGorameHHbIX B-
KJIETOK u3y4yanu ¢ nmomouipto FACS-ananusa nmytem okpamusanus APC-anTutenom k
hCD19 (BD Pharmingen #555415), PerCP-Cy5.5-anturenom x hCD3 (BD
Biosciences #332771) m PE-antutenom k hCD56 (BD Pharmingen #555515).
[leppuunble  B-knmeTkm  cpasy  WCHONB30BAM  JUIA  OKCIIEPUMEHTOB  0e3
JOTIOJTHUTEIILHOTO KyIbTUBHpOBaHuA. biokupyromee antureno 2B6 k FcyRIIB B

COOTBETCTBUH C NMATCHTHBIM JOKYMeHTOM EP1534335.

IIpomoxon cmumynsayuu ¢ UCHONLIOBAHUEM CMUMYIUPYIOW el CMecCu pacmeopumbulx

anmumei

Js ogHoBpemenHnol ctumyssinud BCR u FcyRIIB co3maBamu cucteMy aHTHTEN ¢
UCTIOJIb30BAHUEM CMECH AHTHUTEN W3 2 MKI/MJI MOHOKIOHAJIBHOTO MBIITHHOTO
aatutena k hIgM (Southern Biotech #9022-01, xmon UHB) wu 20 wxkr/mn
MOHOKJIOHATBHOTO Kponmmubero antutena k mlgG(1,2a,3) (Epitomics #3020-1, xnoH
M111-2), y xotopbix Fc-dacTe mepekpectHo pearupyer ¢ demoseueckuM FcyRIIB-
peuentopom..  KOHTponbHBIE  SKCTIEpUMEHTHI  mpoBommimud ¢ 20 MKr/min
MOJTMKIIOHATBHOTO Kponuubero antutena K higM (antibodies online #ABIN117299)
WM CMECBHIO, cozeprkamer 2 MKr/mi antutena hIgM u u3oTHmHYecKuii KOHTPOIb

mlgG2b (xkmorn MPC-11, BD Pharmingen #557351).

3x10° kreToK M3 MHHHH K1eToK muMpombl Daudi waxn Ramos u nepsudssie B-kneTkn

CO6 aj TEM HCHTPHU UPOBAHUA Hu HH 6I/I OBaJIx C A3JIMYHBIMHU
Ky
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CTUMYJHMPYIOIIUMH cMecsaiMu B cpeae ans aHamusza (RPMI 1640 + 1% FBS) B Teuenue
20 muH. npu 37°C.

3atem k oOpasmam mobapmsumm 5 mir/miu anturen kK FcyRIIB ch8A6 (0,8 mxn B
passenenun 1:10), 2B6 (1,5 mkn B passenennn 1:10) mmm chGB3 N297A (1,1 Mkn B
passeaeHnn 1:10) W KIETKH JOTOTHUTEIBHO WHKYOHPOBATH B TeueHHe 25-30 MUH.

JIn3uc oCymecTBIsAIM, KaK OMUCAHO OTIAETBHO.
Ananus xapaxmepa ocopunuposanusi ¢ nomougvto Becmeprn-onommunea
Jlusuc knemox

Knerkn ocaxmamu npu 4°C, ormeBamu neagasiM PBS u makyOnposamu B 10 MK
masupytomero Oydepa (0ygep RIPA (Cell Signaling), nomonHeHHBIH HHTHOUTOPAMH
docdaraz (PhosStop, Roche), uaruouropamu mporeas (Complete Ultra Mini, 6e3
EDTA, Roche) u 1 MM PMSF (Fluka Biochemica) B Teuenue 30-45 MuH. Ha Tb1y.

SDS-PAGE

[Tocne ueHTpudyrupoBaHus CyNepHATAHTHI 3arpy:xanu B Oydep mis oopasua (Oydep
ams oopasia NuPAGE LDS, cpeactBo mist BoccraHosneHus oOpasma NuPAGE,
Invitrogen), BHocumu B cpeay mrt SDS PAGE (remn NuPAGE Novex Bis-Tris Mini,
noaswkHbI Oypep MES SDS (Invitrogen)). B ciiyuae SDS-PAGE no6asnsmm Oydep
s oopasna LDS m cpencTBo Ui BOCCTaHOBJICHHS W 00pasiel Harpesamu 10 95°C B
teuerne 5 muH. OOpasusl xpanwmu nmpH -20°C uiu cpazy aHATU3HPOBAIH C TIOMOIIBIO

SDS-PAGE u Bectepu-6n0TTHHTA.
[lepenoc oenxos na PV DF-umemOpanst u evisigenue

Bnocnencteun Genku mepenocunu Ha PVDF-memOpansr (Roti-PVDE, Roth, Oydep
mrs mepeHoca 10 MM Tris, 100 MM rmunmH, 10% MeTaHON, YCIOBHS TEPEHOCA:
noctosHHBIN TOK 240 MA, 90 mun. mpu 4°C). MemOpansr 6mokuposamu 5% BSA B
TBS-T (10 mM Tris, 150 MM NaCl, 0,1% Tween20) u OKpammBaay AHTHTEIOM K
¢docopumuposanHomy FcyRIIB/CD32 (pY292) (Cell Epitomics # 2308-1, 1:50000,

npu 4°C B Te€YeHHWE HOYM) WM aHTUTENOM K ¢ocdopunupoBanHomy Oenky SHIP
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(1:1000, Cell Signaling #3941) u xowptorupoBaHHbiM ¢ HRP anTHTENTOM K
kpoimmubemy uMMyHormoOynuHy (Jackson ImmunoResearch #111-036-045, 1:50000 B
TBS-T, 1 yac mpu KOMHATHOM TeMIepaType). XeMOMIOMUHUCIEHIIMIO (TTPOSBIAEMYIO C
nomommpto WesternLightning Plus, Perkin Elmer) BbisiBmsinm Ha pPeHTreHOBCKHX

IUICHKAX.
Cmpunupoganue

JIns mocneayronmmx aHadM30B C  HCIONB30BAHMEM AHTHUTEN, HANpPaBIECHHBIX B
OTHOHICHWH Apyrux (QocopumupoBaHHBIX O€NKOB, MEMOpPaHBI  TIOABEPTATH
crpunmpoBaanto  (Re-Blot Plus, Millipore) B Teuenwe 10 MHH., TIpOMBIBAIA |
OMOKHUPOBAJIHM TIEpe] OKPAIIMBAHUEM aHTHTEIOM K B-aktuny (Sigma-Aldrich # A1978,
1:50000 u xorstorupoBarabiM ¢ HRP anTuTenom k memmuHomy IgG, Sigma-Aldrich #

A9044) unm aHTUTENTAMH K IPYTHM YYACTBYIOIIUM B TIEPEIaYe CUTHAIA OETIKaM.

FeyRIIB-gocgopunuposanue ITIM ¢ PBMC 300po6ozo oonopa 3snavumensno

nossluiaemcs aimumeilamu Co2/ldCHo Hacmosauiemy u306pemeuulo

PBMC 310p0oBOro m0HOpa BBIIETAIM U JTUOO OCTAaBIAIM HEOOPaOOTaHHBIMH, JTHOO
WHKYOHPOBAJIM B TEUEHHE 25 MHUHYT CO CTUMYIUPYIOIIEH CMEChIO (MOHOKIOHAIBHOE
MBIITUHOE aHTUTENO K hIgM 1 MOHOKITOHATbHOE KpoIuube aHTUTeNo K mIgG). 3arem
KJIeTKH oOpadarbiBam 100 ch8A6, mubo Oydepom B KauecTBe KOHTPOJI. Kietounbie
JH3aThl TOABEPTAH AHAIHM3Y C TIOMOINBI0 BecTepH-OMOTTHHTAa C HWCTOIB30BAHHUEM
COOTBETCTBYIOIUX AHTHUTEN JJI BBIABICHHA, KOTOPHIE TPEACTABIECHBI BhIME. BpuTo
BBIABIICHO 3HAYMTENbHOE MoBbImeHue Gochopumposanus motusa [ITIM B FeyRIIB
knetok (PBMC, B-knetkn) (pur. 6a). KoHTpombHBIE SKCTIEPUMEHTHI CO CTUMYIIALIHEH
KJIETOK TOJIBKO CTHMYJIHUPYIOMIEH CMECHIO WIIH TOJBKO MOHOKIOHAIBHBIM MBIITHHBIM
aaTuTenoM K hIgM, MOHOKITOHATBHBIM KPOIMYbUM aHTHTENOM K mlIgG B coyeTanuu ¢
ch8A6 ne mokazamm moBemeHHOTO Qochopumposanus [TIM B FeyRIIB (¢ur. 6b).
AHTUTENIA COIIACHO HACTOALIEMY M300PETEHUIO, TAaKUM O00pa3oM, TPOSBISAIOT
3aMeTHBIN 3(dekr B oTHOmEHNU pochopumuposanus [TIM B yenoBedeckux KieTKax
¢ mepekpectHo comteiM  BCR  u  MeMOpaHOCBS3aHHBIM  (SHAOTEHHO

skcripeccupyembiM) FcyRIIB, a He Ha HEMPOCTHMYITUPOBAHHBIX KIIETKAX, T.€. KIIETKAX
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0e3 mepekpectHo cmmroro BCR wu wmemOpanoceszanHoro FcyRIIB. B xonme
ayrouMMmyHHOro 3aboneBanmsa BCR wu wmemOpanocssazansbiii FcyRIIB  Oymyt
MEPEKPECTHO  CHIMBATHCS  AYTOMMMYHHBIMM ~ AQHTUT€HAMH WIM  HMMMYHHBIMH
kommiekcamu (IC). AHTHTENA COTNIACHO HACTOAIIEMY H300PETEHHIO CIIOCOOHBI K
WHTHOUPOBAHMIO TATOTEHHBIX AayTOPEAKTHBHBIX B-KI€TOK TpH ayTOMMMYHHOM
3a0oneBaHuH TyTeM ToBbImeHUs ¢GochopumupoBanus ITIM B FcyRIIB. Tem He
MEHEe, AHTHUTENAa COTIACHO HACTOAIEMY HW300PETEHHI0 TAaKKe CIIOCOOHBI K

nosbiteHnto (ochopunmposanns [TIM 6e3 mepekpectro comroro BCR (¢wur. 6¢).

Cpasnenue sppekmos ch8A6 c anmumenom us ypoeus mexnuxu (chGB3 _N297A)

Cpasuenue >¢pdexra kmorna ch8A6 N297A u kinona chGB3 N297A B oTHOIIEHUH
dochopumuposanms [TIM. Yenoseueckue knetku Daudi oOpadaTeiBanmm cMeChrO
anTuten, a 3ateM ch8A6 N297A, chGB3 N297A umu 2B6, kak onurcaHo BhIIIE.
Anrtureno chGB3 N297A, momo6uo ch8A6 N297A aBnsercs HEOTOKHPYIOIUM

antuteniom K FcyRIIB u pacno3Haet mogoOHbBIN 3MUATOTL.

Ho6asnenne ch8A6 N297A k 00paOOTaHHBIM CMECBHIO AHTHTEN KJIETKAM TOKAa3ajio
nosbimenue ¢pocdopumuposanus ITIM B FcyRIIB yxe nmpu konumentpammsax 0,05
MKr/MA.  XOTa  moBbIOIeHHBIE  KoHIEeHTpaumd  chGB3 N297A  mpossmsamm
T0303aBUCUMYI0  CTUMYIILUIO  (POCHOPUITUPOBAHUSA HMHTHOMPYIOLIETO  MOTHBA,
HEO)KHJAHHO JAHHBIA KIIOH AaHTUTENIa He OBUT CHOCOOEH JOCTUTaTh YPOBHEH
dochopumupoBanus, cpaBHUMBIX ¢ 8AO6. JICHCHTOMETPHYECKOE KOJIHYECTBECHHOE
OTIPEJICIICHHE HA PEHTICHOBCKOM IUICHKE C WCIOJNB30BAHHEM TPOTPAMMHOTO
obecreuenms “Image)]” maBamo mpu pacdeTe 3HAYCHUS MAKCHMYM 2,8-KpaTHOTO
BO3pacTaHWs 4YWCia CcuUrHamoB ¢ochopummpoBanns, Torma kKak hu8A6 N297A
NpUBOIMIO K 9,8-KpaTHOMY TOBBIIICHHIO TI0 CPABHEHHIO C HEOOPaOOTAaHHBIMU
knetkamu (ur. 7). Takum 00pa3oM, aHTHTENA COTIIACHO HACTOAIIEMY H300PETEHHIO
SCHO M HEO)KUJAHHO MPOSBILIIOT MoBbImeHHOe (ochopunuposanne [TIM B FeyRIIB

O CPAaBHCHHUIO C aHTUTCIIAMU U3 YPOBHA TCXHUKH.
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Cpasnenue rppexma cymanuszuposannozo eapuanma hu8A6, xumepnozo
846 N297Au chGB3_N297A 6 omnowenuu Qocgopunuposanus ITIM ¢
nepsuunvix PBMC

Antureno chGB3 N297A, ch8A6 N297A u rymanusupoBanHoe 8A6 cpaBHHBAJIH TI0
ux BIUsAHUIO Ha ¢ochopummupoBanue [TIM FcyRIIB B NEPBUYHBIX YEIIOBEYECKHX
PBMC. Ilocne mepekpectHoro cummBanus BCR u FcyRIIB ¢ momomipto cmecu
AHTHUTENT JOOABILIIN PAa3IMYHBIE AHTHTENA B KOHLUEHTPAIWH 5 MKI/MJI M TIPOBOIWIIH
aHamm3 ¢ momMonIbio BectepH-OnoTrrHTa B oTHOMIEHWH (hochopumposanus [TIM. U
BHOBb AaHTHUTENAa COINIACHO HACTOAIIEMY H300PETCHUI0 HEOKHUAAHHO OKAa3bIBAJIH
3HAYUTEIIbHO TOBBIIICHHBIH 3(QdexT B otHomenmn dochopumposanus [TIM B

FeyRIIB o CpaBHEHUIO C aHTUTENIOM W3 YPOBHS TeXHHUKH (¢ur. 8).
Coemecmnoe ummynoocaxcoenue Qocpopunuposannozo ITIM FcyRIIB ¢ SHIP-1

[Tocne mepekpecTtHOTO cImmUBaHWA peuenTopoB (ocdaraza SHIP mpusnekaercs
MeMOpaHe TocpeacTBoM cBs3biBaHusA ee SH2-momeHa ¢ pocdoTrposuHom B MOTHBE
ITIM B FcyRIIB ¢ mocnenyromuM (pochopunupoBanrem tTupo3una B Motuse NPXY B
C-xonnieBom gomene SHIP-1. Pemokanuzamms B MeMmMOpaHe U TOCIEIYIOIIEE
dochopumupoBanre mMotuBa NPXY SABIAIOTCA HEOOXOAMMBIMH I PETYIATOPHOH
¢yuxpm SHIP-1. Ee 3¢dexT B OTHOMIEHHHM MOCTYIJICHHUS KaibLWSA, BBDKHBAHUS,
pocTa KJIETOK, OJOKHPOBAHHSA KJICTOYHOTO IMKIIA M aromnTo3a OMOCPEAyeTCs Yepes
nyta PI3K u Akt. Tyr1021 nwaxomaurcs B omaom w3 MmoTBoB NPXY B SHIP-1, 1 ero
dbochopumupoBanue sBsieTcs BakHbIM s pyHkmya SHIP-1 (Nimmerjahn, Ravetch,

2008).

Yenoseueckue kieTkd Daudi CTHMYTHPOBAIH CMECHIO aHTHTEIN, KOTOpask ONpeaeieHa
B pasjelie BhINIE, W TIOCHE Ju3nuca B Oydepe st MITKOTO Ju3uca (Oydep s mm3uca
ColP) oOpasupr wakyOmpoBamu ¢ 2B6 mns ymasmuBanus FcyRIIB. Kommekcsr
CBA3bIBAIM C (DEPPOMATHHUTHBIMH TPAHYJTaAMH C TPUCOCAHUHCHHBIM OcnmkoM G H

BbIACIIAIN HA MAarHUTHOM IIOACTAaBKC.
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JImsatsr ¢ 1x107 kmetox/oGpaser; momyuamu B 500 mxm ColP Gydepa mmst musuca,
WHKYOHpYyd KIETKH B TeyeHWe 30 MHH. Ha JbAy M TIEpPEMEIINBas HAa BUXPEBOU
Mmemanke Kaxapie 10 mus. Knetounsiit neOpuc ocaskaany HeHTPpU(PYTHPOBAHUEM TIPH
13000 06./mMuH. B Teuenue 10 mun. pu 4°C U cynepHaHAHTHI TIEPEHOCHIIA B HOBBIE
npoOupku. 500 Mk H3aToB MHKYOUpoBamu ¢ 10 Mkxr 2B6 B Teuenue 2-3 4acos mpu
4°C ¢ nmnepeBOpPOTOM C JOHBIIIKA HA KPBIMIKY. MAarHuTtHbele TPaHyJdbl C
nmpucoeaAuHEHHBIM OenikoM G mpomMbIBaiau aBakabl S00 Mk Oydepa mis masuca u 50
MK TpaHyn (1,5 Mr) no0aBIsIM K KOMIUIEKCAM JIH3AaT-aHTHTENO HAa HO4Yb Tipu 4°C
(Bpamaromeecss koneco). KoOMIUIEKCHI 3IIOMpOBaNHM W3 TPaHyd MOCPEACTBOM
AByKpatHOTO TipombiBaHus 200 Mkm Oydepa Ans nm3uca W HATPEBAHHWSA TPAHYT B
teueHue 5 MuH. B 25 Mk 1xLDS Oydepa ams oOpasna, copep:kamero CpeacTBo s
BocctaHoBieHus. [locme menTpudyruposanus mpu 4000 x g B Teuenue 30 ¢ 10 MK
cynepHatanTa BHOCWIHU B cpeay s SDS-PAGE nns ananuza ¢ momompro BectepH-

OJIOTTHUHTA.

AHanu3pl THM3aTOB C TIOMOINBI0 BecTepH-ONOTTHHra TOKa3anmd 3HAYUTEIHHO
Bo3pocmue ypoaH pochopummpoBannoit SHIP-1 B oOpa3nax kneTok, 00pad0TaHHBIX
cmechto aHtuten U ch8A6 N297A. I[lockombKy OCaKIE€HHE OCYHIECTBISIA CO
cnetupuuabiM kK FcyRIIB  antutenom 2B6, COBMECTHO OCaXKAanach TOJBKO
BeigeneHHas SHIP-1, cwsasannas ¢ FcyRIIB. MeMOpaHsl mocne CTpUITHUPOBAHUS H
MOBTOPHOTO OKPANIMBAHHA TIOKa3bBAM ycuieHHoe (ochopuwmmposanme [TIM
FcyRIIB B oOpasmax, oOpadotanHbix ch8A6 N297A, 4ro xoppemupoBaio ¢
curHanmamu  pochopumuposannoit SHIP1. Btopoe mnoBTopHOE OKpammBaHue O-
hFcyRIIB a, b, ¢ moka3ano paBHbIe KoJHM4ecTBa ocaxkacHHOTO pereniropa FcyRIIB Bo
BCEX 00pa3Iax, CIy)Kalux B KauecTBe 3arpy304Horo koHTpois mis SDS-PAGE (¢wur.

9).
I'YMAHM3ALMSA ch8A6

ch8A6 rymanu3upoBaIM TyTEM NPUBHUBKUA IOCTEIOBATENBHOCTEH, OIMPEIEIAFOIINX
KOMIUIEMEHTAPHOCTh YYaCTKOB, U3 KPBICHHOIO AHTUTENIA HA YEJIOBEYECKHE KAPKACHBIE

yacTh. I BEIOOpA YeTOBEUECKUX KAPKACHBIX YaCcTEeH MOCIEI0BATEIbHOCTH Vy B Vi
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CPaBHUBAIH C TOCJIEAOBATENFHOCTAMU BapHAOEIbHOTO M COUYJICHAIOIIETO0 YJYacTKa B
CerMEeHTax rIeHa Ig w4yenoBeka B 3apOABIINEBOM JIMHUM, [OJNYYEHHBIMM M3
obmenoctynubix 6a3 ganubx (IMGT; V-BASE). IlocnenoBarenbHOCTH 3apOABIIIEBOM
muHun yenoseka VH 3 30 Bmecte ¢ IGHJ4 u mocnenoBareabHOCTH 3apOABIIIEBOU
muauM yenoseka VK3 15 Bmecte ¢ IGKJ2 BriOupanu i TSOKENOM U JIETKOU IIETIEH,

COOTBCTCTBCHHO.

Co3naBai HECKOJBKO BAPHAHTOB TYMAaHU3UPOBAHHBIX THKEIIOM M JIETKOW LIETICH.
['eHBI, KOMUPYIOMIHE CKOHCTPYHPOBAHHBIE IIOCJIEIOBATEIIBHOCTH TYMaHHW3HPOBAHHBIX
Vy u Vi, cunTesupoBamu ¢ ucnoib3oBanueM Life Science Technologies / Geneart ¢
MOCIIEAYIONIMM CYOKITOHHPOBAHUEM B BEKTOP OJKCIPECCHH Y MIIEKOTTHTAIOIIHUX.
[Ipouienypy CKpHHHHTA BapHAHTOB AHTUTENA OCYIIECTBIBLIN CPa3y Ha CyNEepHATAHTE
ot TpancumupoBanHbx KieTtok CHO-S (Invitrogen). Xumepnoe anTtHTEeno 8A6
CIIY’KHAJIO B KayeCTBE KOHTPOJIA M CTaHAApTa M TPAaHC(EKIMH B XOI€ CKPHUHHHTA
TYMaHU3UPOBAHHBIX BapuaHTOB. Bapuantei Hu8A6 aHanmusupoBanu B OTHOIIEHUH
cesaspBanua Ha sFcyRIIB u sFcyRIIA mocpenctsom ELISA u Ha matuBHOM FcyRIIB
nocpeactBoMm FACS nHa xmerkax Raji (cm. Beime). Kpome toro, ompenenenue
KMHETHYECKHX  XAPaKTePUCTHUK  BAaPHUAHTOB  AQHTUTENAa  OCYMIECTBILIM  C

HCITIOJIB30BAHUEM MTOBEPXHOCTHOTO IJIA3MOHHOTO PE30HAHCA.
HccnenoBanue ryMaHU3UPOBAHHBIX BADUAHTOB 8A6

JImst  WcclmenoBaHWS — aKTHBHOCTEH B oTHomeHWH — (QocdopumupoBanus vy
T'YMaHH3UPOBAHHBIX BapuaHTOB 8A6 kineTku Daudi ctumynupoBamm cMeChiO aHTHTEN,
oOpabareBamm 0,5 WM 5 MKI/MJT Pa3TUYHBIX BApUAHTOB 8AG M TIPOBOIUIIA aHAIIU3 C

oMot BectepH-6rmorTraTa B 0oTHOIEHUH (pochopumuposanms [TIM.
Cpagnenue cymanuzuposannvix eapuanmoé 8A6 ¢ ch846 _N297A4

Bce uccnenyemple TyMaHW3UPOBAHHBIE BapHAHTHI 8AG OBUTH CHIOCOOHBI K HHAYKIHH
dbochopumupoBanus perenTopa, U ypoBHU GochopuIupoBaHUs ObUTH CPABHAMBIMH C
uHayImpyeMbiMu ch8A6 N297A u3 1ot ke ounmaemon maptun. CienoBaTeabHO, HE

OBLIIO BBISBIICHO NOTCPU AKTHBHOCTH MOCJIC BTOPOTO MHUKIIA T'yMaHH3AaIlWUH. Xots
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nanHble Biacore mpeamonaramu pasnudsabie aQ(GUHHOCTH B OTHOINEHUH PA3TUYHBIX
KOMOMHALMH THKEIOM M JETKOW LEMH, 3TH Pa3iuyuusA HE BBIABISUIMCH aHAM3AMHU C

nomotibio BectepH-OnmorTunra (¢dur. 10).

Cpasnenue cymanusuposannvlx eapuanmos 8A6 c¢ ch846 N297A, onoxupyrouwium

anmumenom Kk FcyRIIB (2B6) u chGB3 _N297A

[Tocne BpIOOpa OKOHYATETPHOM KOMOWHAIIMK TYMAHU3HPOBAHHBIX IIETIEH STOT BAPHAHT,
COUCTAKIIHUA THKENYH Lenb Vyl0 ¢ nerkod mempro V6, HaKOHEL CPaBHUBAIIA C

aatutenamu ch§A6 N297A, 2B6 u chGB3 N297A (¢dwur. 11).
AHAJIU3BI IN VIVO
Mopnens SLE-PBL

Rag?2/ramma-c/Fcy-/- mprmeit oOmy4anu B 703e 6 [p 1 UM BBOAMIN BHYTPUOPIOLIIMHHO
BapbHUPYIOIIHE KOJMYECTBA JIEHKOIMTOB Niepudepuyueckoi KpoBH denoseka B 500 MK

PBS.

OOpaboTKy MbIIEH HAYMHAIM Yepe3 2 HEAENTH MOCie UHBEKIMU KIETOK MOCHEe TOro,
Kak nepecagky PBL ot maumenTtoB-moaei co SLE MpIlmiam nmoaTBepKAanu HATHYHUEM
YeNoBeveCKOro MMMYHOIToOymHa M mim G. Mbrmei oOpadaTbiBaii ITyTeM BBEACHUSA
200 mxn Oydepa (PBS) mmm 20 mxr antutena (ch8A6 N297A) B 200 mxn PBS
BHYTPHUOPIOITUHHO JBAXKIBI B HEIETIO B TeUCHHE 4 Henmenb. MpIeld B3BEIIMBATH U
Opanu KpOBb IS TIOTYYCHHS CBIBOPOTKH OJWH pa3 B Heaemo. OOpasisl CHIBOPOTKH

3amopaxuBam nipu -80°C 10 manpHe#mero ucmoib3oBanus (pur. 12).
ELISA

OOpa3ipl CRIBOPOTKH aHATM3UPOBATH ¢ TIOMONTEI0 ELISA B OTHOTIIEHHH IPUCYTCTBHS

obmiero xkonmmyecTna yenoseueckoro IgG [gM u arturen IgM 1 [gG k [ITHK.

JUJI1 KOJTMYECTBEHHOTO OTIPEETICHHS 00IIETO KOIM4YecTBa ChIBOPOTOUHBIX IgM 1 IgG B
oOpa3Lax CHIBOPOTKH MCIOJIB30BANM HA0Op [ KONMYECTBEHHOIO OIPENCICHUS

yenoseueckoro IgM ¢ momompio ELISA Bethyl u HabGop mns komudecTBEHHOTO
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ompenenenus yenoseueckoro IgG ¢ momompio ELISA (Biomol) B coorBeTcTBHE C
UHCTPYKIMAMH  nipomsBoautessi. OD  (onTHyeckas IUIOTHOCTH) M3MEPSUIH  C
WCTIOJTb30BAHUEM HACTPAMBAEMOTO MHUKpOIUTaHmeT-puaepa VersaMax (Molecular

Devices) npu amune BostHbI 450 1 650 HM.

Hua  seisiBnenus antuten kK JHK  mnanmerst gns ELISA  mokpeiBamm
metrmupoBaHHbiM BSA (Sigma) B PBS mpu konuentpammm 10 MKr/mMi B TeueHue 2
4acoB IPU KOMHATHOW Temmeparype. [locme oTtmpiBku muranmers! nmokpeisamu JIHK
TUMyca TeneHka (Sigma) mpu xoHueHTpammu S50 mkr/min B PBS mpu 4°C B Tedenue
HOun.  bnokmpoBanme — HeCTEeU(UYHOTO  CBA3BIBAHUS  OCYIIECTBIBUIA  C
rcnojab3oBanueM cmecH PBS/0,1% xenatun/3% BSA/1 MM EDTA B TeueHue 2 yacoB
npu  KOMHaTHOW Temmeparype. OOpasusr  ceBopoTkH  passogmwnu  1:100 B
OJOKHPYIOMIEM PAcTBOPE W HWHKYOWpOBANIM B TeYeHWEe | 4Yaca NpH KOMHATHOU
Temneparype. B kauecTBe BBIABIAIOIIETO aHTUTENA UCMOIB30BAIN KOHBIOTHPOBAHHOE
¢ HRP antureno u3 Habopa Ayt KOJTUYECTBEHHOTO OMPECCHHs YenoBedeckoro [gM
(Bethyl) u ero passomumu 1:10000 B OJOKHUPYIOIIEM PACTBOPE C TMOCIETYIOMIECH
WHKyOaluen B TeueHue 1 yaca mpu KOMHaTHOM Temneparype. PBS ucnons3oBanm ams
BCEX  OTamoB  OTMBIBKM. Jlna  BeIABIGHHMA — jgoOaBmanmu  pacteop TMB

(TeTpaMeTUIIOCH3UIMH) M PEAKIIUIO OCTaHABIHBAIN 6% 0pTO(H0ChHOPHOIN KHCIOTOMH.

Mooenos SLE-PBL, obuiee Koauuecmeo cCovl8OpOMOYH020 UMMYHOI00YIUHA

yejyioeeKka

AHaTU3HPOBAH OONIHE YPOBHHU 4YelioBedeckoro IgG [MKr/mn] y MbIme#, KOTOPHIM
nepecagunmu  PBL ot pmonopos-moae#t, crpagatommx ot SLE. He BoisiBum
CYIIECTBEHHOTO OTIMYHUA B 00mieM KoimdecTse yenmoBeueckoro IgG mesxxmy PBS wnm
aatutenoM kK FcyRIIB. AHTHTENO COTIIACHO HACTOSAIIEMY H300PETEHHIO HE OKA3BIBAJIO

CYIIECTBEHHOTO BIHMSAHHA HA 00IIee KOomH4uecTBO Yenoseueckoro IgG (dur 13).

Mooens SLE-PBL, ¢1usanue na anmumena k /[HK (cneyuuunorii k 3abo1esanuro

1gG)
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3HAYHTEIIPHOE CHIPKCHHE KOJHYECTBA CHCI_[I/I(bI/I"IHOFO K 3a00JICBaAHUIO YEJIOBEUECCKOTO

IgG anturena x JJHK y mbimei ¢ antutenom k FcyRIIB nHabmomanu, Haumnas c 4

HEJIeTH TIOCIIe
nepenoca/mepecaaku SLE-PBL.

AHTHTEIA COTIIACHO HACTOSIIEMY H300PETCHHIO CIENU(UYHO CHIDKAIOT KOJHYECTBO

CBSI3aHHBIX c 3a00JIeBaHHEM aQHTUTETT K JIHK (pur. 14).
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<211> 113
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<221> IPYT'OJ NPU3HAK
<222>  (1)..(113)
<223> VH r8A6
<400> 1
Glu Val Gln Leu Val
1 5
Ser Leu Arg Leu Ser
20
Tyr Met Ala Trp Val
35
Ala Ser Ile Ser Ser
50
Lys Gly Arg Phe Thr
65
Leu Gln Met Asn Ser
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Ala Arg Pro Gly Asp
100
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Glu
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2
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caggtgcagc tggtggagtc tgggggaggc gtggtccagc
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ccaggcaagg ggctggagtg ggtggcatcc atatcatacg
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ctggactccg

cagcagggga

cagaagagcc

<210> 11
<211> 321

gggccagtca
ccaggctcct
gcagtgggtc
cagtttatta

tggagatcaa

IPYTOM NPU3HAK
(1) .
CH hu8A6_wt

. (990)

agggcccatc
ccctgggctg
gcgccctgac
ccctcagcag
acgtgaatca
acaaaactca
tcectettece
gcgtggtggt
gcgtggaggt
gtgtggtcag
gcaaggtctc
ggcagccccg
accaggtcag
gggagagcaa
acggctcctt
acgtcttctc

tctcecectgte

gtccgttgge
catctatggt
tgggacagag
ctgtctgcag

acgt

TI'YMaHM3MPOBaAHHOE aHTUTEJIO

ggtcttcccce
cctggtcaag
cagcggcgtg
cgtggtgacc
caagcccagce
cacatgccca
cccaaaaccce
ggacgtgagc
gcataatgcc
cgtcctcacc
caacaaagcc
agaaccacag
cctgacctgce
tgggcagccg
cttcctctac
atgctccgtg

tccgggttaa

tcctatgtcecg
gcatccacca
ttcactctca

tataacaacc

JIckyCCTBEHHAA [IOCJEeNOBaTEJIbLHOCTD

ctggcaccct
gactacttcc
cacaccttcc
gtgccctcca
aacaccaagg
ccgtgcccag
aaggacaccc
cacgaagacc
aagacaaagc
gtcctgcacc
ctcccagcecce
gtgtacaccc
ctggtcaaag
gagaacaact
agcaagctca

atgcatgagg

actggtacca
ggtacactgg
ccatcagcag

atccttacac

cctccaagag
ccgaaccggt
cggctgtcct
gcagcttggg
tggacaagaa
cacctgaact
tcatgatctc
ctgaggtcaa
cgcgggagga
aggactggct
ccatcgagaa
tgcccccecatce
gcttctatcc
acaagaccac
ccgtggacaa

ctctgcacaa

gcagaaacct
tatcccagcecce
cctgcagtcet

ttttggccag

cacctctggg
gacggtgtcg
acagtcctca
cacccagacc
ggttgagccc
cctgggggga
ccggacccct
gttcaactgg
gcagtacaac
gaatggcaag
aaccatctcc
ccgggaggag
cagcgacatc
gcctcecegtg
gagcaggtgg

ccactacacg

120

180

240

300

324

60

120

180

240

300

360

420

480

540

600

660

720

780

840

900

960

990



<212> JHK
<213>
<220>
<223>
<220>
<221> @OPYT
<222>  (1).
<223> CL h
<400> 11
acggtggctg
actgcctctg
aaggtggata
aaggacagca
cacaaagtct
ttcaacaggg
<210> 12
<211> 125
<212> BEJIO
<213> Homo
<220>
<221> @OPYT
<222>  (1).
<223>
<400> 12
Arg Phe Lys
1
Gly Gln Thr
Trp Leu Val
35
Ile Met Leu
50
Thr Phe Phe
65
Thr Phe Ser
Cys Thr Gly

OVi NPU3HAK
. (321)
u8A6 wt
caccatcggt
ttgtgtgcct
acgccctcca
cctacagcct
acgcctgcga

gagagtgtta

K
sapiens

OVi NPU3HAK
. (125)

Ala Asn

Ser Leu

20

Leu Gln

Arg Cys

Gln Asn

Ile Pro

85

Asn Ile

Asn

Ser

Thr

His

Gly

70

Gln

Gly

TYMaHM3MPOBaAHHOE aHTUTEJIO

cttcatcttce
gctgaataac
atcgggtaac
cagcagcacc
agtcacccat

g9

Asn Asp

Pro

Asp

His
40

Pro

Ser
55

Trp
Lys Ser
Ala

Asn

Tyr Thr

JIckyCcCTBEHHAA [IOCJeOoBaTEJIbHOCTD

ccgccatctg
ttctatccca
tcccaggaga
ctgacgctga

cagggcctga

pacreopuMelr FCyRITIA uesyioBeKa

Ser Gly Glu

10

Val
25

His Leu

Leu Glu Phe

Lys Asp Lys

Gln Phe

75

Lys

Ser His

90

His

Leu Phe Ser

atgagcagtt
gagaggccaa
gtgtcacaga
gcaaagcaga

gctcgececegt

Tyr Thr Cys

Thr Val Leu

30

Gln Glu

45

Gly

Pro Leu Val

60

Ser Arg Leu

Ser Gly Asp

Ser Lys Pro

gaaatctgga
agtacagtgg
gcaggacagc
ctacgagaaa

cacaaagagc

Gln
15

Thr
Ser Glu
Glu Thr
Val

Lys

Pro
80

Asp

Tyr His

95

Val Thr

60

120

180

240

300

321



100

105

Ile Thr Val Gln Val Pro Ser Met Gly Ser Ser Ser Pro

<210>
<211>
<212>
<213>

<220>
<221>
<222>
<223>

<400>

Met Ala

Val

Pro

Thr

Gly

65

His

Glu

Asp

Lys

Ser

145

Phe

Leu

Glu

His

50

Glu

Leu

Phe

Lys

Phe

130

His

Ser

115

13
179

BEJIOK
Homo sapiens

IPYTO/ NPU3HAK
(1) ..(179)
PAaCTBOPUMEIM MYTUPOBAaHHEIM

13

Pro

Gln

Ser

35

Thr

Tyr

Thr

Gln

Pro

115

Ser

Ser

Ser

Pro

Glu

20

Asp

Gln

Thr

Val

Glu

100

Leu

Arg

Gly

Lys

Lys

Asp

Ser

Pro

Cys

Leu

85

Gly

Val

Ser

Asp

Pro
165

Ala

Ser

Ile

Ser

Gln

70

Ser

Glu

Lys

Asp

Tyr

150

Val

Val

Val

Gln

Tyr

55

Thr

Glu

Thr

Val

Pro

135

His

Thr

120

Leu

Thr

Trp

40

Arg

Gly

Trp

Ile

Thr

120

Asn

Cys

Ile

FCyRIIA

Lys

Leu

25

Phe

Phe

Gln

Leu

Met

105

Phe

Phe

Thr

Thr

Leu

10

Thr

His

Lys

Thr

Val

90

Leu

Phe

Ser

Gly

Val
170

JeJjioBeKa

Glu

Cys

Asn

Ala

Ser

75

Leu

Arg

Gln

Ile

Asn

155

Gln

Pro

Gln

Gly

Asn

60

Leu

Gln

Cys

Asn

Pro

140

Ile

Val

125

Pro

Gly

Asn

45

Asn

Ser

Thr

His

Gly

125

Gln

Gly

Pro

110

Trp

Ala

30

Leu

Asn

Asp

Pro

Ser

110

Lys

Ala

Tyr

Ser

Ile

15

Arg

Ile

Asp

Pro

His

95

Trp

Ser

Asn

Thr

Met
175

Asn

Ser

Pro

Ser

Val

80

Leu

Lys

Lys

His

Leu

160

Gly



Ser Ser Pro

<210> 14

<211> 5

<212> BEJIOK

<213> JckyCCTBeHHas II0CJIENOBATEJILHOCTD

<220>
<223> Taxejnas uenb CDR1 m3 aHTuUTesia KPHECH 8A6

<400> 14

Asp Tyr Tyr Met Ala

1 5
<210> 15
<211> 17

<212> BEJIOK
<213> HcKyCCTBEHHas I0CJIenoBaTeJIbHOCTDb

<220>
<223> Taxenas uens CDR2 m3 aHTUTEeJa KPHCHEH 8A6

<400> 15

Ser Ile Ser Ser Asp Gly Ser Asn Thr Tyr Tyr Gly Asp Ser Val Lys

1 5 10 15
Gly

<210> 16

<211> ©

<212> BEJOK
<213> JHckyCcCTBEHHAasa MNOCJeIOBATEJIbHOCTD

<220>
<223> Taxejnas uens CDR3 m3 aHTUTEeJa KPHCH 8A6

<400> 16

Ala Arg Pro Gly Asp Tyr

1 5
<210> 17
<211> 11

<212> BEJIOK
<213> JHCkKyCCTBEHHas II0CJENOBATEJILHOCTD

<220>
<223> gyerkas uenb CDR]1 M3 aHTUTeJla KpPHICH 8A6

<400> 17

Lys Ala Ser Gln Asn Val Gly Thr Tyr Val Asp
1 5 10



<210> 18

<211> 7

<212> BEJIOK

<213> JckyCCTBeHHas II0CJIENOBATEJILHOCTD

<220>
<223> gJyerkas uenb CDR2 M3 aHTUTeJla KpPHICH 8A6

<400> 18

Gly Ala Ser Asn Arg Tyr Thr

1 5
<210> 19
<211> 9

<212> BEJIOK
<213> JckyCCTBeHHas I10CJIeNOBAaTEJILHOCTD

<220>
<223> Jyerkas uens CDR3 M3 aHTUTEeJa KPBICH 8A6

<400> 19

Leu Gln Tyr Asn Tyr His Pro Tyr Thr

1 5
<210> 20
<211> 5

<212> BEJIOK
<213> JHcKyCCTBEeHHas I[I0CJIenOoBaTeJIbHOCTDb

<220>
<223> Taxejyasa uens CDR1 M3 I'yMaHM3UMPOBAHHOT'O aHTuUTeja 8A6

<400> 20

Asp Tyr Tyr Met Ala

1 5
<210> 21
<211> 17

<212> BEJOK
<213> JHcKyCcCTBEHHasa INOCJeIOBaATEeJIbHOCTD

<220>
<223> Taxenasa uens CDR2 M3 I'yMaHM3MPOBAHHOTO aHTuUTejya 8A6

<400> 21

Ser Ile Ser Tyr Asp Gly Ser Asn Lys Tyr Tyr Gly Asp Ser Val Lys

1 5 10 15
Gly

<210> 22

<211> 6

<212> BEJIOK
<213> JHckKyCCTBEHHAasa MNOCJIeIOBATEJIbHOCTD



<220>
<223> Taxenasa uenb CDR3 I'yMaHM3MPOBAHHOTO aHTuTejya 8A6

<400> 22

Ala Arg Pro Gly Asp Tyr

1 5
<210> 23
<211> 11

<212> BEJIOK
<213> JckyCCTBeHHas I10CJIEeNOBATEJILHOCTD

<220>
<223> ogsnerkasa uenb CDR1 IyMaHM3MPOBaHHOTO aHTHUTeJa 8A6

<400> 23

Arg Ala Ser Gln Ser Val Gly Ser Tyr Val Asp

1 5 10
<210> 24
<211> 7

<212> BEJOK
<213> JHckyCcCTBEHHas INOCJeIOoBaTEeJIbHOCTD

<220>
<223> jerkas uens CDR2 T'yMaHMBMPOBAHHOTO aHTuTejyia 8A6

<400> 24

Gly Ala Ser Thr Arg Tyr Thr

1 5
<210> 25
<211> 9

<212> BEJIOK
<213> HcKyCCTBEeHHas I[0CJIenoBaTeJIbHOCTDb

<220>
<223> gqerkas uenb CDR3 M3 I'yMaHM3MPOBAHHOTO aHTUTesa 8A6

<400> 25

Leu Gln Tyr Asn Asn His Pro Tyr Thr

1 5
<210> 26
<211> 104

<212> BEJOK
<213> JHckyCcCTBEHHasa INOCJemOBaATEeJIbHOCTD

<220>
<223> BapuabeJyIbHEM yYacCTOK TSXeJIoN Lenm aHTuresa GB3

<400> 26

Val Gln Leu Gln Gln Ser Gly Pro Glu Leu Val Lys Pro Gly Ala Ser
1 5 10 15



Val

Ile

Trp

Asp

65

Leu

Gly

Lys

Tyr

Ile

50

Lys

Leu

Pro

<210>
<211>
<212>
<213>

<220>
<223>

<400>

Ile

Trp

35

Phe

Ala

Gly

Phe

27
104

Ser

20

Val

Pro

Thr

Ser

Ala
100

BEJIOK
llckyccTBeHHAsa MOCJIeNOBaTEJIbHOCTDb

Cys

Lys

Gly

Leu

Leu

85

Tyr

Lys

Gln

Thr

Thr

70

Thr

Trp

Ala

Trp

Gly

55

Ile

Ser

Gly

BapMrabeJsIbHEIM ydacTOK

27

Arg Ile Gln

1

Glu

Leu

Tyr

Ser

65

Glu

Thr

Arg

Ser

Ala

50

Gly

Asp

Phe

Val

Trp

35

Thr

Ser

Phe

Gly

Leu

Ser

20

Leu

Ser

Gly

Ala

Gly
100

Thr

Leu

Gln

Ala

Ser

Asp

85

Gly

Gln

Thr

Gln

Leu

Asn

70

Tyr

Thr

Ser

Cys

Lys

Asp

55

Tyr

Tyr

Lys

Ser

Pro

40

Asn

Asp

Glu

Gln

Gly

25

Gly

Thr

Arg

Asp

TSXEeJIOM

Pro

Arg

Pro

40

Ser

Ser

Cys

Leu

Ser

Ala

25

Asp

Gly

Leu

Leu

Tyr

Gln

Tyr

Ser

Ser
90

Thr

Gly

Tyr

Ser

75

Ala

Phe

Leu

Asn

60

Ser

Val

Thr

Glu

45

Glu

Thr

Tyr

Asp

30

Trp

Asn

Ala

Phe

uenm aHTuTejsa GB3

Ser

10

Ser

Gly

Val

Thr

Gln
90

Leu

Gln

Thr

Pro

Ile

75

Tyr

Ser

Glu

Ile

Lys

60

Ser

Ala

Ala

Ile

Lys

45

Arg

Ser

Asn

Ser

Ser

30

Arg

Phe

Leu

Tyr

Tyr

Ile

Phe

Tyr

Cys
95

Leu

15

Gly

Leu

Ser

Glu

Pro
95

Tyr

Gly

Lys

Met

80

Tyr

Gly

Tyr

Ile

Gly

Ser

80

Tyr



<210> 28

<211> 329

<212> BEJIOK

<213> JckyCCTBeHHas II0CJIENOBATEJILHOCTD

<220>
<223> KOHCTAHTHBI ydYacCTOK TSXeJioM Lenm IgG ¢ 3ameHoy N Ha A B IIOJIOXEHUU
297 npu yNnoMMHaHMM IIOJIOXK. 1 kak Iojiox. 118

<400> 28
Ala Ser Thr Lys Gly Pro Ser Val Phe Pro Leu Ala Pro Ser Ser Lys

1 5 10 15

Ser Thr Ser Gly Gly Thr Ala Ala Leu Gly Cys Leu Val Lys Asp Tyr
20 25 30

Phe Pro Glu Pro Val Thr Val Ser Trp Asn Ser Gly Ala Leu Thr Ser
35 40 45

Gly Val His Thr Phe Pro Ala Val Leu Gln Ser Ser Gly Leu Tyr Ser
50 55 60

Leu Ser Ser Val Val Thr Val Pro Ser Ser Ser Leu Gly Thr Gln Thr
65 70 75 80

Tyr Ile Cys Asn Val Asn His Lys Pro Ser Asn Thr Lys Val Asp Lys
85 90 95

Lys Val Glu Pro Lys Ser Cys Asp Lys Thr His Thr Cys Pro Pro Cys
100 105 110

Pro Ala Pro Glu Leu Leu Gly Gly Pro Ser Val Phe Leu Phe Pro Pro
115 120 125

Lys Pro Lys Asp Thr Leu Met Ile Ser Arg Thr Pro Glu Val Thr Cys
130 135 140

Val Val Val Asp Val Ser His Glu Asp Pro Glu Val Lys Phe Asn Trp
145 150 155 160

Tyr Val Asp Gly Val Glu Val His Asn Ala Lys Thr Lys Pro Arg Glu
165 170 175

Glu Gln Tyr Ala Ser Thr Tyr Arg Val Val Ser Val Leu Thr Val Leu
180 185 190

His Gln Asp Trp Leu Asn Gly Lys Glu Tyr Lys Cys Lys Val Ser Asn
195 200 205

Lys Ala Leu Pro Ala Pro Ile Glu Lys Thr Ile Ser Lys Ala Lys Gly



Gln

225

Met

Pro

Asn

Leu

Val

305

Gln

210

Pro

Thr

Ser

Tyr

Tyr

290

Phe

Lys

<210>
<211>
<212>
<213>

<220>
<223>

<220>
<221>
<222>
<223>

<220>
<221>
<222>
<223>

<220>
<221>
<222>
<223>

<220>
<221>
<222>
<223>

<220>
<221>
<222>
<223>

Arg Glu

Lys Asn

Asp Ile
260

Lys Thr
275

Ser Lys

Ser Cys

Ser Leu

29
5
BEJIOK

Pro

Gln

245

Ala

Thr

Leu

Ser

Ser
325

Gln

230

Val

Val

Pro

Thr

Val

310

Leu

215

Val

Ser

Glu

Pro

Val

295

Met

Ser

Tyr Thr

Leu Thr

Trp Glu

265

Val Leu

280

Asp Lys

His Glu

Pro Gly

Leu

Cys

250

Ser

Asp

Ser

Ala

JlckycCTBEHHAA [IOCJENOBaATEJIBHOCTD

Pro

235

Leu

Asn

Ser

Arg

Leu
315

220

Pro

Val

Gly

Asp

Trp

300

His

Ser

Lys

Gln

Gly

285

Gln

Asn

CDR1 u3 BapuabesyIbHOT'O ydacCTKa TAXeJION Lenu

opyras
(1) ..(1)

Xaa MOXeT

npyras
(1) ..(1)

Xaa MOXeT

npyras
(2)..(2)
Xaa MOXeT

npyras
(3)..(3)
Xaa MOXeT

npyras
(3)..(3)
Xaa MOXeT

NpencTaByaTb COOOM

NpenCcTaByIaTb COOOM

NpenCcTaByIaATb COOOM

IpenCcTaBJIsaATE CODOM

NpenCcTaByaTk COOOM

JII0O VIO

JII0O VIO

JII0O VIO

JII0O VIO

JII0OYI0

Arg

Gly

Pro

270

Ser

Gln

His

AMMHOKMCIIOTY

AMMHOKMCIIOTY

AMMHOKMCIIOTY

AMMHOKMCIIOTY

AMUHOKUCJIIOTY

Glu

Phe

255

Glu

Phe

Gly

Tyr

Glu

240

Tyr

Asn

Phe

Asn

Thr
320



<400> 29

Xaa Xaa Xaa Met Ala

1 5
<210> 30
<211> 17

<212> BEJOK
<213> JHckyCCTBEHHAasa INOCJeIOBATEJIbHOCTD

<220>
<223> CDR2 mu3 BapmuabeJIbHOT'O ydacTka TsSXeJIoN Lelu

<220>
<221> gnpyrasa
<222> (2)..(2)

<223> Xaa MOXeT IMpPelnCcTaBJIATb COOOM JOYH aMMHOKMUCIIOTY

<220>
<221> gnpyrasa
<222> (2)..(2)

<223> Xaa MOXeT IMPeNCTaBJIATb COOOM JOYH aMMHOKMUCIIOTY

<220>
<221> gnpyrasa
<222> (8)..(8)

<223> Xaa MOXeT NpPelnCcTaBJIATb COOOM JOYI aMMHOKMUCIIOTY

<220>
<221> gnpyrasa
<222>  (9)..(9)

<223> Xaa MOXeT NpelcTaBaTb coboym K nmmm T

<220>
<221> gnpyrasa
<222> (10)..(10)

<223> Xaa MOXeT INpPelnCcTaBJIATb COOOM JOYI aMMHOKMUCIIOTY

<220>
<221> gmpyrasa
<222> (11)..(1l1)

<223> Xaa MOXET MpPenCcTaBJIATb COOOM JOYH aMMHOKMUCIIOTY

<220>
<221> gnpyrasa
<222> (16)..(1l6)

<223> Xaa MOXET NpPenCTaBJIATH COOOM JOYH aMMHOKMUCIIOTY

<220>
<221> gnpyrasa
<222>  (17)..(17)

<223> Xaa MOXeT MPEenCTaBJIATE COOOM JOYI aMUHOKMCIIOTY

<220>
<221> gnpyrasa
<222>  (17)..(17)

<223> Xaa MOXeT MPEenCTaBJIATE COOOM JOYI aMUHOKMUCIIOTY
<400> 30

Ser Xaa Ser Tyr Asp Gly Ser Xaa Xaa Xaa Xaa Gly Asp Ser Val Xaa
1 5 10 15



Xaa

<210>
<211>
<212>
<213>

<220>
<223>

<220>
<221>
<222>
<223>

<220>
<221>
<222>
<223>

<220>
<221>
<222>
<223>

<220>
<221>
<222>
<223>

<220>
<221>
<222>
<223>

<400>

31

6

BEJIOK

JIckycCTBeHHasa MOCJIeNOoBaTeJIbHOCTh

CDR3 mu3 BapuabesyIbHOT'O ydacCTKa TAXeJION Lenu

npyras
(3)..(3)
Xaa MOXeT NpencTaBJIATb COOOM JOYK aMMHOKUCIIOTY

npyras
(3)..(3)
Xaa MOXeT NpenCTaBJIATb COOOM JIOOYK aMMHOKUCIIOTY

npyras
(5) .. (5)
Xaa MOXeT npenCcTaBJIAThb cobom nm@ym AMMHOKMCIIOTY

npyras
(6)..(6)
Xaa MOXeT npenCcTaBJIAThb cobom nm@ym AMMHOKMCIIOTY

npyras
(6)..(6)
Xaa MOXeT npenCcTaBJIAThb cobom nm@ym AMMHOKMCIIOTY

31

Ala Arg Xaa Gly Xaa Xaa

1

<210>
<211>
<212>
<213>

<220>
<223>

<220>
<221>
<222>
<223>

<220>
<221>
<222>
<223>

5

32

11

BEJIOK

JIcKkyCCTBEHHaA IOCJEeNOBATEJIbHOCTD

CDR1 m3 Bapuab®esIbHOT'O ydacCTKa JIeT'KOM Lenu

npyras
(1) ..(1)

Xaa MOXeT NpencTaBJIATb COOOM JOOY aMMHOKUCIIOTY

npyras
(2)..(2)
Xaa MOXeT NpencTaBJIATb COOOM JOOYyl aMMHOKMCIIOTY



<220>
<221>
<222>
<223>

<220>
<221>
<222>
<223>

<220>
<221>
<222>
<223>

<220>
<221>
<222>
<223>

<220>
<221>
<222>
<223>

<220>
<221>
<222>
<223>

<400>

nopyras
(3)..(3)
Xaa MOxeT

npyra,q
(4) .. (4)
Xaa MOxXeT

opyrasd
(5)..(5)
Xaa MoOxeT

npyrasd
(7) .. (7)
Xaa MOxXeT

):prr'a,q
(8)..(8)
Xaa MoOxeT

opyrasd
(9)..(9)
Xaa MOxXeT

32

npenCTaBJIATb

InpenCTaBJIATb

IIpenCTaBJIATb

InpenCTaBJIATb

InpeaCTaBJIATb

npeaCTaBJIATb

cobom

cobom

cobom

cobom

cobom

cobom

Xaa Xaa Xaa Xaa Xaa Val Xaa Xaa Xaa

1

<210>
<211>
<212>
<213>

<220>
<223>

<220>
<221>
<222>
<223>

<220>
<221>
<222>
<223>

<220>
<221>
<222>
<223>

<400>

33
7
BEJIOK

JIIOYI0

JIIOYI0

JIIOYI0

JIIOYI0

S wmnmu

JII0OYI0

AMMHOKMCIIOTY

AMMHOKMCIIOTY

AMMHOKMCIIOTY

AMMHOKMCIIOTY

AMMHOKMCIIOTY

Val Asp

10

JIckyCcCTBEHHAA [IOCJEeNOBaTEJIbLHOCTD

CDR2 mu3 BapuabesyIbHOT'O ydacCTKa JIeT'KOM Lenu

npyras
(2) ..(2)

Xaa MOXeT NpencTaBJISATb COOOM JOOYH aMMHOKUCIIOTY

npyras
(3)..(3)

Xaa MOXeT NpencTaBJISATb COOOM JOOYy aMMHOKMCIIOTY

npyras
(4) .. (4)

Xaa MoxeT mnpencTaByaTb cobom T wmiam N

33

Gly Xaa Xaa Xaa Arg Tyr Thr



<210>
<211>
<212>
<213>

<220>
<223>

<220>
<221>
<222>
<223>

<220>
<221>
<222>
<223>

<220>
<221>
<222>
<223>

<220>
<221>
<222>
<223>

<220>
<221>
<222>
<223>

<220>
<221>
<222>
<223>

<220>
<221>
<222>
<223>

<220>
<221>
<222>
<223>

<220>
<221>
<222>
<223>

<400>

34
9
BEJIOK

JIckyCCTBEHHAdA [IOCJIeOBaTEJIbHOCTD

CDR3 m3 Bapuab®esIbHOTO ydacCTKa JIeTKOM Lenu

npyras
(1) ..(1)

Xaa MOXeT

npyras
(1) .. (1)

Xaa MOXeT

nopyrasd
(2)..(2)
Xaa MOxXeT

opyras
(3)..(3)
Xaa MOXeT

opyrasd
(4)..(4)
Xaa MOXeT

npyras
(7) .. (7)
Xaa MOXeT

OIpyrasd
(8)..(8)
Xaa MOXeT

npyrasd
(9)..(9)
Xaa MOXeT

opyras
(9)..(9)
Xaa MOXeT

34

npenCTaBJIAThb

npenCTaBJIAThb

npenCTaBJIAThb

npenCTaBJIATb

npencTaBJIAThb

npenCTaBJIAThb

npenCTaBJIAThb

npenCTaBJIAThb

npenCTaBJIAThb

coboum

cobon

coboum

cobon

cobonm

coboum

coboum

cobon

cobonm

Xaa Xaa Xaa Xaa Asn His Xaa Xaa Xaa

1

JIIOOYIO

JI0OYIO

JII0OYIO

JI0OYIO

JI0OYIO

JI0OYIO

JII0OYIO

JI0OYIO

JI0OYIO

AMMHOKMCIIOTY

AMMHOKMCIIOTY

AMMHOKMCIIOTY

AMMHOKNCIIOTY

AMMHOKMCIIOTY

AMMHOKMCIIOTY

AMMHOKMCIIOTY

AMMHOKNCIIOTY

AMMHOKMCIIOTY



WO 2015/022077 PCT/EP2014/002234

®opmy.ia uzodpeTeHUs

IleproHauameHO IOZAHHAS
1. Artureno k FcyRIIB, kotopoe comepkut (bopmyna u300peTEHH

(1)  mocmemoBarenbHOCTh H-CDRI1, kotopas Ha 60% wmmum Oonee HIEHTHYHA

nocaenosarenpHoctd H-CDR1, npusenennoit moxg SEQ ID NO. 20,

(1) mocmemoBarenbHOCTh H-CDR2, kotopas Ha 36% wunum Oonee HIEHTHYHA

nocnenosarenpHoctd H-CDR2, npusenennoit mox SEQ ID NO. 21,

(1) mocnemoBarenbHOCTh H-CDR3, kotopas nHa 50% wunum Oonee HIEHTHYHA

nocnenosarenpHocTd H-CDR3, npusenennoit mox SEQ ID NO. 22,

(iv) mocmemosarenpHOCTh L-CDRI1, kotopas Ha 64% wmu Oonee HWACHTHYHA

nocienosatenbHocTd L-CDR1, mpusenennoi mox SEQ ID NO. 23,

(v)  mocmemoBarenbHOCTh L-CDR2, kotopas Ha 29% wmam Oojnee WACHTHYHA

nocnenosarenbHocTH L-CDR2, npuseaennou mox SEQ ID NO. 24, u

(vi) mocnemoBatenbHOCTh L-CDR3, kotopas Ha 78% wnu Oojiee HWIECHTHYHA
nocnenosarenbHocTH L-CDR3, mpusenennot mox SEQ ID NO. 25, roe ykazanHoe
autureno mosbimaer  (Qocpopumuposanme [TIM  FcyRIIB  xneroxk  Daudi
nmpuOIM3uTENbHO B 4-10 pa3 mo cpaBHeHHUIO ¢ kiaeTkamu Daudi, He 00paOOTaHHBIMH

YKa3aHHbIM aHTHUTCIIOM.

2. AHTHTENO IO M. 1, KOTOPOE COAEPIKHUT B CBOEM BAPHAOEITHHOM YYACTKE THKEIOU
uermu H-CDR1, H-CDR2 u H-CDR3, kotopsie npuseaens! nog SEQ ID NO. 29, 30 u
31, a B cBOeM BapuadenmpHOM yuacTke jerkou memm - L-CDR1, L-CDR2 u L-CDR3,
npuseneHasie mog SEQ ID NO. 32, 33 u 34, rae yka3aHHO€ aHTHUTENO TOBBIIIACT
dbochopumuposarre [TIM FcyRIIB knerok Daudi mpudmusurensao B 4-10 pa3 mo

cpaBHeHHIO ¢ KieTkamMu Daudi, He 00paOOTaHHBIMH yKa3aHHBIM AHTHTEIIOM.
3. AHTHTENO TI0 TFOOOMY M3 TIPEIBIAYIIHX MTyHKTOB, KOTOPOE

(a)  comepkuT B cBOEM BapuabenpHOM ydacTke Tspkenou e H-CDR 1, H-CDR2 u

H-CDR3, xkortopsie mnpuseaensl nox SEQ ID NO. 14, 15 u 16, a B cBoem
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BapuadempHOM yuacTke jierkou nemu - L-CDR1, L-CDR2 u L-CDR3, npuseneHHbIC
moa SEQ ID NO. 17, 18 u 19; nimm

(b)  comepxwut B cBOEM BapuadeapHOM yuacTke Tspkenol e H-CDR 1, H-CDR2 u
H-CDR3, koropsie mpuseaeHsl mox SEQ ID NO. 20, 21 u 22, a B cBoeM
BapuadempHoM yudactke jierkou nienu - L-CDR1, L-CDR2 u L-CDR3, npuBeneHHbIC
moag SEQ ID NO. 23, 24 wu 25, rAe YyKa3aHHOE aHTUTENIO TIOBBIIIACT
dochopumposanue [TIM FcyRIIB kmerok Daudi mpuOmusurensHo B 4-10 pa3 mo

cpaBHeHHIO ¢ KieTkamu Daudi, He 00paOOTaHHBIMH YKa3aHHBIM aHTHTEJIOM.

4. AHTUTENO MO MOOOMY U3 NPEABIAYINUX IMYHKTOB, KOTOPOE SBIAETCA XHMEPHBIM

WM TYMaHU3WPOBAHHbBIM.

5. AHtHTENO TIO MOOOMY W3 TMPEBIAYIIMX IYHKTOB, /i€ BapHAOEIbHBIH Y4YacTOK
TSOKENON LIENH COACP’KUT AMHUHOKHCIIOTHYIO TIOCTIEA0BATEIbHOCTD, IPUBEICHHYIO MO/
SEQ ID NO. 3, no MeHpIIel Mepe ¢ OJHOH M3 MYTalWi, BBIOPAHHBIX M3 TPYTIIIbI,
BKJTFOYAIOIIEH 3aMeHy aMHHOKHUCIOTHI Q B mojoskeHuH 1 Ha E, 3aMeHy aMHUHOKHCIIOTHI
V B nonoxenuun 11 Ha L, 3ameny amuHokucinotel G B monokenuu 42 Ha K, 3ameny
AMUHOKHUCIOTHI S B moJo’keHuH 50 Ha V, 3aMeHy aMUHOKHUCIIOTHI Y B MOJOXKEHUHU 53
Ha S, 3ameHy amMuUHOKHCIIOTHI K B monoskenun 58 Ha T, 3ameHy aMUHOKHCIOTHI G B
noyiockeHuH 61 Ha A, 3aMeHy aMHMHOKHCIIOTHI S B mojokeHuu 75 Ha T, 3ameHy
amuHOKHCIIOTHI K B monoskennu 76 Ha R, 3ameHy aMHMHOKHCHIOTHI N B MONOKEHUH 77

Ha S ¥ 3aMeHy aMHUHOKHUCIIOTHI T B monoskenuu 78 Ha N.

6. AHTHTENO TO MFOOOMY W3 TIPEABIAYIIHX IyHKTOB, T/I€ BapHAOENbHBIN yY4aCTOK
JETKOW LENU COACP/KUT AMHUHOKHCIIOTHYIO ITOCIIEI0BATEIBHOCTD, MPUBEICHHYIO IO,
SEQ ID NO. 4, mo MeHpIIe# Mepe ¢ OJHOW W3 MYTalWH, BHIOPAHHBIX W3 TPYIIIHL,
BKIIIOYAIOIIEH 3aMEHy AaMUHOKUCIOTBI (QQ B monoxenun 1 Ha N, 3ameHy
AMUHOKHUCIOTHI S B MOJIOKeHHH 28 Ha N, 3aMeHy aMUHOKHUCIOTHI S B MOJIOKEHUH 31
Ha T, 3aMeHy aMHHOKHUCIOTHI V B IOJNOXKEHHUH 33 Ha L, 3ameHy amMHHOKUCIOTH D B
noynokeHnu 34 Ha A, 3aME€Hy aMUHOKUCIOTHI Y B mojoxkeHud 49 Ha F, 3ameny

aMHHOKHUCNOTHI T B monoxkeHnuu 53 Ha N, 3aMEHY aMHHOKHUCIIOTH! Y B IOJOKEHHH 55
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Ha A, 3aM€HY aMHHOKHCIIOTHI L B monoxenuu 89 Ha Q u 3amMeHy aMUHOKUCIOTHI N B

monoxkeHuu 93 Ha Y.

7. AHTHTENO WO MOOOMY W3 TPEABAYHOIMX TMYHKTOB, KOTOPOE COJAEPIKUT

BapuaOeIIbHBIN yYacTOK TspKenon nernu, npuseaeHHbd moaq SEQ ID NO. 1 wumu 3.

8. AnTHTENO 1O mMOOOMY U3 TPEABIAYIMHX MYHKTOB, KOTOPOE COJEPIKUT

BapuaOeIbHBIN yYacTOK Jierkou merw, mpuseacHabd oa SEQ ID NO. 2 wnu 4.

9. AnTHTENO TO MOOOMY W3 TPEABIAYIIHUX IYyHKTOB, KOTOPOE CHEHU(UIHO

ceas3biBacTca ¢ amuHOKMciaoramu NelNe 20-40 B  uyemoseueckom FceyRIIB B

cootBetcTBHM ¢ SEQ ID NO. 5.

10. AHTHTENO MO MFOOOMY M3 MPEABIAYLINX MYHKTOB, KOTOPOE CBA3BIBACTCSA N Vitro C
yenoseyecknM FcyRIIb ¢ adduHHOCTHIO, XapakTepu3yomeics KOHCTAHTOW CKOPOCTH

JUCCOLMALIMH, COCTABIIOMIECH N0 MeHbIIEeH Mepe 4,9 x 107

11. AaTHTENno TMO MOOOMY W3 MPEIBIIYIIHX ITyHKTOB, KOTOPOE COACPKHT B CBOEM
KOHCTAHTHOM YYaCTKE TSDKEJIOM IIEMd aMHHOKHCIOTHYIO TIOCIIEIOBATEIIbHOCTD,

npuseaeHHyo nmoa SEQ ID NO. 6.

12. AHTHTENIO TIO JFOOOMY M3 TPEABIAYINUX IMyHKTOB, KOTOPOE COACPKHT B CBOEM
KOHCTAHTHOM y4YaCTKE JIETKOM LENM AaMHHOKHCIOTHYH MOCIEA0BATEIBHOCTD,

npuseaeHHyro noa SEQ ID NO. 7.

13. Antureno k FcyRIIB, koTopoe comepkuT BapuabeTbHBIH YIACTOK TSHKEIION IIETIH,
npuBeAacHHbH oA SEQ ID NO. 1 wnu 3, w/unmm BapuaOeTbHBIN YYaCTOK JIETKOM TICTIH,

npuseaeHHbd o SEQ ID NO. 2 unu 4.

14. AxTtureno no 1. 13, KOTOPOE COJEPKUT B CBOEM KOHCTAHTHOM Y4YaCTKE TSKETIOU

LETH AMUHOKHUCTIOTHYIO TIOCIIEI0BATEIbHOCTD, TpuBeAeHHY0 moa SEQ ID NO. 6.

15. AnTureno no m. 13 unu 1. 14, KOTOPOE COAEPKUT B CBOEM KOHCTAHTHOM yYacTKe
JIETKOM WEMW aAMHHOKHCJIOTHYIO TMOCIEA0BATEIbHOCTh, MpuBeAcHHYI moa SEQ ID

NO. 7.
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16. TTocnen0BaTETFHOCTh HYKIIEMHOBOUW KUCJIOTHI, KOJUPYIOMAS AaHTUTEINO TI0 JTFOOOMY

us . 1-15.

17. BekTop HYKJIEMHOBOM KHCJIOTBL, COACPKAIMUM IO MEHBIIEW MEpPE OJHY U3
MOCJIEI0BATENIBHOCTEN HYKIIEMHOBOM KHCJIOTHI MO II. 16, BCTPOECHHYXO B MOJIEKYIY

BEKTOpA.
18. KneTka-xo034uH, TpaHCPUIMPOBAHHAS BEKTOPOM HYKJIEHHOBOM KHCIOTHI MO 11. 17,

19. @apmaneBTHUecKas KOMIO3WLMS, COJAEp’Kalias B KA4eCTBE AKTUBHOTO

WHTPEIMEHTA aHTUTEIIO 110 FoOoMy u3 mm. 1-15.

20. AHTHTENO TO MOOOMYy W3 . 1-15 1 mpUMEHEHHS B CHOCOOE JICYEHUS WA
NpOoUIAKTHKH ayTOMMMYHHOTO 3a00JI€BaHMsA, NMPHYEM YKA3aHHOE ayTOMMMYHHOE

3a00JIeBaHUE XaPaKTEPU3YETC MPOAYKIUEH ay TONMMYHHBIX aHTUTE.

21. AxruTeno mo mooOomy w3 mm. 1-15 mid npuMeHeHHsA B crmocoOe JeYeHHS WU
MPOQUIAKTHKA WMMYHHOH TpPOMOOIMTOTICHHH, CHCTEMHOW KpPAaCHOW BOJYAHKH,
MEPHULIMO3HOW aHEMUH, OOJIe3HM AJmucoHa, auadera 1 THma, PEBMATOHIHOTO
aprputa, cunapoma lllerpena, nepMaTOMHO3UTA, PACCESIHHOTO CKIIEP03a, MUACTCHHUU
rpaBuc, cuHapoma Peiitepa, Oome3nm ['peiiBca, OOBIKHOBEHHOW U OyIUIE3HOM
My3bIPYATKH, AYTOUMMYHHOTO TEMATHTA, HECTICHH()HYECKOTO S3BEHHOTO KOJIUTA,

00JI€3HU XOJIOIOBBIX arTJIOTHHHHOB M Ay TOMMMYHHOU Tepr(epruIecKOi HEBPOTIATHH.

22. Cmoco0 mToONydYeHWs aHTHTENa TOo JoOoMy w3 mm 1-15, BrmOuYaromun
KYJbTUBHPOBAHUE KJIETKHU-XO3MHMHA TIO0 T. 18 B YCIOBHSIX, KOTOpPBIE OOECIICYHBAIOT
BO3MOKHOCTh ~ JKCOPECCHH  MOCJIEIOBATEIPHOCTH  HYKJIEMHOBOM  KHCIIOTHI,
COAEepKalencs B BEKTOPE HYKJIEMHOBOM KHUCIOTBI TO M. 17, W BBIAEICHHE

NOITYy4YCHHOT'O TAKUM O6p2130M AHTUTCIIA.



SPR-aHanu3 rymann3upoBaHHbiX BapranToB 8A6 WT u N297A, GB3 WT u ch8A6 WT

Ko [c7]
hugAs_wt 9.5x 102
huB8A6_N297A B.8x104
¢h8AG_wt 4.9 %10
chGB3_N297A 1x107

@urypa 1. AHaIN3 C TOMOLIBIO MOBEPXHOCTHOT'O IJIA3MOHHOTO PE30HAHCA 'y MAHU3UPOBAHHOTO
8A6 (hu8A6 VHI10+VL6) B coorerctBum ¢ SEQ. ID. No. 3 u 4 nubo B popmaTe JUKOTO THIIA,
6o B popmare N297, ch8A6 WT (B coorBerctBum ¢ SEQ. ID. NO. 1 u 2) u chGB3_N297A.

LLOTTO/STOT OM

1494

1 edL1up

PETTO0/FT0TdH/LDd



WO 2015/022077

5

10

15

20

25

30

35

PCT/EP2014/002234

2/14

@urypa 2

[TocnenoBatenbHOCTH hu8A6_wWt 1 hu8A6-N297A

AMUHOKHUCJIOTBI B  BapuaOeNbHBIX y4acTKax IMPOHYMEPOBAaHbI  BHE
3aBUCHUMOCTH OT CXE€Mbl HyMmepauu. JJisi jJydinero moHUMaHusT U3MEHEHHI
amMuHOKHCIOT B Fc-nomene Obuta BeiOpana EU-nymeparusi.

Tsxenasn uens / rymaHu3upoBanHoe 8A6_wt (rIMKo3HJIMpoBaHHOE)

VH-nomen (Bapuaat VH10)

1 QVQLVESGGG VVQPGRSLRL SCAASGFTFS DYYMAWVRQA PGKGLEWVAS ISYDGSNKYY
61 GDSVKGRFTI SRDNSKNTLY LOMNSLRAED TAVYYCARPG DYWGQGTLVT VSS (SEQ ID

NO.

3)

Fc-nomen (rmukxosunupoBansbii N297 / amnorun Glml7, comepsxammit K214,
E356; M358; A431 / 6e3 C-xonnesoro Lys; B cooTBercTBun ¢ Eu-Hymeparueit)

118
178
238
2398
358
418

ASTRGPSVFP LAPSSKSTSG
GLYSLSSVVT VPSSSLGTQT
PSVFLFPPKP KDTLMISRTP
STYRVVSVLT VLHQDWLNGK
MTKNQVSLTC LVKGFYPSDI
QQGNVFSCSV MHEALHNHEYT

GTAALGCLVK DYFPEPVTVS WNSGALTSGV HTFPAVLQSS
YICNVNHKPS NTKVDKKVEP KSCDKTHTCPF PCPAPELLGG
EVTCVVYVDVS HEDPEVKFNW YVDGVEVHNA KTKPREEQYN
EYKCKVSNKA LPAPIEKTIS KARGQPREPQ VYTLPPSREE
AVEWESNGQP ENNYKTTPPV LDSDGSFFLY SKLTVDKSRW
QKSLSLSPG- (SEQ ID NO. 6)

Tsaxenas uenb / rymanuzuposanHoe 8A6_N297A (nerjiMKo3HIHPOBaAHHOE)

VH-nomMmeH cM. Bblle

Fc-nomen (Bapuant ¢ N297A / annorun Glml7, conepskamuii K214; E356; M358;
A431 / 6e3 C-xonuesoro Lys; B coorBercTBuu ¢ Eu-Hymepauueii)

118
178
238
298
358
418

ASTKGPSVFP LAPSSKSTSG
GLYSLSSVVT VPSSSLGTQT
PSVFLFPPKP KDTLMISRTP
STYRVVSVLT VLHQDWLNGK
MTKNQVSLTC LVEGFYPSDI
QOGNVFSCSV MHEATHNHY'T

GTAALGCLVK DYFPEPVIVS WNSGALTSGV HTFPAVLQSS
YICNVNHEPS NTKVDKKVEP KSCDKTHTCP PCPAPELLGG
EVTCVVVDVS HEDPEVKFNW YVDGVEVHNA KTKPREEQYA
EYKCKVSNKA LPAPIEKTIS KAKGQPREPQ VYTLPPSREE
AVEWESNG(QP ENNYKTTPPV LDSDGSFFLY SKLTVDKSRW
QKSLSLSPG- (SEQ ID NO. 28)

@urypa 2. [locnegoBaTenbHoCcTH BapuaHToB hu8A6_wt 1 hu8A6_N297A,

MOKA3bIBAIOIIUE TIOJIO’KEHHE aMUHOKUCIOTHOU Moaudukammu N Ha A B

dbopmate N297A



FACS-ananus, nokasbBatOIUi XapakTepUCTUKN HEONOKUPYIOIUX cBoiicTB ch8A6 N297A

Cas3bIBaHNe arperipoBaHHOr0 depruioduHa Ha KiaeTkax Raji
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Qurypa 3. Xapakrepuctuka HeOmokupyroomux cBoicTB ch8A6_N297A. Knerku Raji mnkyOumpoBamu c

3aJaHHbIM  KOJIUYCCTBOM

arperupoBaHHOro uenobedeckoro IgG wu

BapbUPYIOLIUMHU

KOJIMYCCTBaAMU

ch8A6_N297A, chGB3_N297A unu Onokupyromux antuten 2B6 wnmm mab1875 (R&D). Antutena coriacHo
HACTOSIIIEMY U300PETEHUIO SBJIAIOTCSA HEOJOKUPYFOLIMMHU

¢ edlmg

14943

LLOTTO/STOT OM

PETTO0/FT0TdH/LDd



FACS-ananu3 cneun(puyHOCTH CBSA3bIBAHUS I'YMAHU3HPOBAHHBIX BApHAHTOB 8A6

3000

V-Ad BUBHINO OMHOhBHE 90HIad)
e o A A
g 8 § 8§
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4

0,00

0,01 0,1 1 10

KOHUEHTPALUS aHTHTENA [MKI/MII|

100

)

Ces3biBaHHe papuanToB hu8A6_VH + hu8A6_VL na kierkax Raji

g hUBAG_VL2 + VH10
e huBAG_VLG + VH10
wabeee hBUBAS_VLT + VHIO
wniom CHBAG_N207A

snjucChBAG_N29TA

e RUBAG_VL2 + VHI2
s hUBAG_VLE+ VHI2
—a—huBAG_VL7 + VH12

p edLmg

Qurypa 4. Cpsi3plBaHME OUYMINEHHOTrO ¢ Hcrojb3oBaHueM Oenka A anturena (hu8A6 VL + hu8A6 VH um ch8A6 N297A) B
KoHLeHTpauyuu ot 15 Mxr/mn no 0,005 mxr/mn ¢ HatuBHbIM FeyRIIB, skcnpeccupyemeiM Ha kierkax Raji. ['ymaHusupoBaHHBIE
BapuaHTbl 8A6 CBS3BIBAIOTCS ¢ BHICOKOU aBUIHOCTBIO ¢ FcyRIIB, skcnipeccupyembiM Ha KjeTkax Raji.

vir

LLOTTO/STOT OM

PETTO0/FT0TdH/LDd



FACS-ananu3 cneun(puyHOCTH CBS3bIBAHUS I'yMAHU3UPOBAHHBIX BapHaHTOB 8A6

CesizbiBanue papuanToB hu8A6_VH + hu8A6_VL na knerkax K562
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@urypa 5. Csi3bIBaHUE OYHMIIEHHOTO ¢ Ucnojb3oBaHueM Oenka A (hu8A6_VH + hu8A6_VL u ch8A6_N297A) u ch8A6_N297A B
KoHUeHTpanuu 15 wmxr/mn ¢ HatuBHbIM FCyRIIA, skcnpeccupyembiM Ha kietkax K562. AHTuTena cOMIacHO HACTOSILEMY

u3o0perenuro He csizbiBatOTCs ¢ FCYRIIA Ha K-562.

G edlmp
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LLOTTO/STOT OM

PETTO0/FT0TdH/LDd



Docopunuposanue ITIM, nosviurazmoe ch8A6 6 PBMC 300po6oeo oonopa

S

?,/

Dochopumpo-
Bauae [TIM

B;aKTHH

Durypa 6 a.

Anamu3 Qochopumposanus ITIM. PBMC ot 3m0poBoro
JOHOPA BBIAC/AIM C HOMOIIBIO PA3ACICHHA C HCTIOIB30BAHHEM
¢uxoIa, a 3areM OCTABIUIH HEOOPAOOTAHHBIMH  HIIH
HHKYOHPOBATH B TECYECHHE 25 MHHYT CO CMECBIO AHTHTEI,
cogepkamedi anrureno K IgM  (MBIIHHOE AaHTUTENO K
HMMYHOTJIOOYIHHY YETOBEKA) W AHTHTENO K MbummHOMY [gG
(xpomruse). ITocae aroro kierku oOpabarsBamu 20 MHUHYT
m6o 5 mxr/mMa ch8A6_N297A, mubo Oydepom B Kauectse
KOHTPOJL (Oe3 amtmrena). Kuerku cobupamn mocie
HHKYOUPOBAHHS U JU3HPOBAIH B COOTBETCTBHH C MPOTOKOJIOM.
JImzater mogsepramum WB-awanusy. B-akTwH = 3arpy304HBIH
{OHTPOIIb.

(3P4
\cﬁ"?’ @9'\?’ Durypa 6b.

KonrponsHsni sxcriepuvent mo Qochopmmuposanmo ITIM.
Kaerxu  Daudi  ocraBmumm  HeoOpaOOTaHHBIMH — HIH
oOpabareBam B TeUeHHE 25  MHHYT  AHTHTEIOM
H30TUITHYECKOTO KOHTPOJ, IOJHMKIOHANBHBEIM AHTHTEIOM K
yenoBeueckoMy IgM  (mojmkmoH. aHTHTeno K higM),
MOHOK/IOHATBHEIM ~ aHTHTCJOM K  4elaoBedeckomy IgM
(aatHreno x hlgM), amtwrenom x higM + 5 mxr/mn
ch8A6_N297A, aururenmoM Kpomka K MemmHOMY IgG
(asTHTENO K MBIIMHOMY I[g(G), aHTHTEIOM K MEBIIIHHOMY
[gG+5 mxr/mn ch8A6_N297A, cmecero anturema kK higM u
anruTena k memmuaOMY IgG (cMeck Ab) mmm cmecero Ab +

5 mxr/mi ch8A6_N297A). B-axTuH = 3arpy304HEIH KOHTPOIIb.

IlepexpectrOE
CLINBAHUE

: Purypa 6¢.
8A6 (wt), a Take hu8A6G TOKA3BIBATH  CHIBHOE

(ochopumposanne Fc-ramma-RIIB  6e3 HeoOxommMocTH
MPEAIIECCTBYIOWETO0 COBMECTHOTO Jjuruposanusi BCR u
FcgRIIB. Tlocie mNepekpecTHOTO CHIMBAHHA PELENTOPOB
cMechr0 aHTuTea 8A6 (wt) u hu8A6, Kak U 0XKHIAIOCH, OBLTH
cnocoOHb! K mHay Kuuu Gochopumposant ITIM.
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Cpasnenue ch8A6_N297A ¢ anmumenom us yposus mexuuxu (GB3)
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Qurypa 7.

Ananus pocpopummposanus ITIM. Knerku Daudi 160 ocrasisiiu HeoOpaboTaHHBIMH, THOO HHKYOMPOBAJIH B TEUECHHE
25 MHUHYT CO CMECBIO aHTHUTEJ, CoAep Kalie aHTUTeNNo K IgM (MBIIIMHOE aHTUTENI0 K MIMMYHOTJIOOYJIMHY 4YellOBeKa) U
atureno K MeimmHOMY IgG (kponmube). Ilocnme storo kierku oOpabareBanu 20 MHHYT OO BapbUPYIOLIMMU
konmuuecTBamu chGB3 N297A wunu ch8A6 N297A, nmubo Oydepom B kauecTBe KOHTPOJs (Oe3 anturena). Knerku
cobupanu nocyie UHKyOUpOBaHMS M JIM3UPOBAJIHM B COOTBETCTBUH C MPOTOKOJIOM. JInzatel moasepranu WB-anamusy. B3-
AKTHH = 3arpPy304YHbIi KOHTPOJb.
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Cpasuenue 3¢ dekrta rymanu3supoBanHoro Bapuanta hu8A6_N297A, chGB3_N297A u ch8 A6_N297A B oTHOmEHUHN

dochopumuposanus ITIM B nepsuursx PBMC
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Qurypa 8. CpasHenue s¢ddexra rymanmsupoBaHHoro apuanta hu8A6_N297A, chGB3_N297A u ch8A6_N297A B
otHomeHnu ¢ochopunuposanus ITIM B nepeuunbsix PBMC. Ilocne nepexpectHoro cmmsanuss BCR u FcyRIIB cmeckro
AHTUTEJ Pa3jIMYHbIe aHTUTENA JOOABISUIN B KOHLIEHTPALUHU 5 MKI/MJI M IPOBOAMIIM aHAJIM3 C MOMOIINbI0 BectepH-0i0TTHHTA B
otHoweHnu pocopumposanus ITIM. B-akTuH = 3arpy304HbIi KOHTPOJIb.
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CosmecTHOE HMMYyHOOCakaAeHHE ochopunupoBanHoro SHIP-1 ¢ FcyRIIB
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DochopuMpPOBaHHEBLH
ITIM

anrureao Kk CD32

@urypa 9. Comectroe nmmyHoocaxkaerue pochopmnmuposannoro SHIP-1 u FcyRIIB ¢ ITIM. ITocne CTUMyISIIUN KIIETOK
Daudi cmecpto antuTen um moObiM u3 ch8A6 N297A, Onokupyromero antutena 2B6 x FcyRIIB mmm chGB3 N297A
(5 mxr/mn) FcyRIIB ocaxkpmany W3 KJIETOYHBIX JIM3aTOB M TNPOBOAMJIM aHAIU3 € MOMOIbl0 Becrepn-OmorTuHra B
otHowmeHnu (ocdarasel SHIP-1. Antureno k CD32 ¢ ucnonb3oBanueM nancnenuduuxoro anturena k CD32 (AF1330) =
3arpy304HbIi KOHTPOJIb.
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Cpasnenue eymanusuposannvix eapuanmos 8A6 ¢ ch846 N2974

B-axTuH

Qurypa 10.

Anamu3 Qocdopunuposanus ITIM. Knerkm Daudi ocraBnmsimu uHkyOMpoBaTbCsi B TeueHue 25 MHHYT ¢ Oydepom
(HeoOpaboTaHHbIE) WM CO CMeChbIO (CMeCh aHTUTEN), conepkauieil aHtureso kK IgM  (MbIIIMHOE AaHTHUTENO K
UMMYHOIJIOOYJIMHY 4ellOBeKa) U aHTUTeNo K MbiuuHOMy IgG (kponmube). 3ateM kietku oOpabarbiBamu 20 MUHYT JHOO
0,25 mxr/mn  ch8A6 N297A, mubo rymaHu3upoBaHHbIMU Bapuantamu 8A6  hu8A6-VH10+VL2/VH10+VL6/
VH10+VL7/VH12+VL2/VH12+VL6/VH12+VL7. Knerku cobupanu mocine HMHKYOUPOBaHUS M JIM3UPOBAIH B
COOTBETCTBHH C MPOTOKOIOM. JIn3arel noasepranu WB-ananusy. B-akTuH = 3arpy304HbIil KOHTPOJIb.
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Cpasnenue ymanusuposannvix eéapuanmos 8A6 ¢ ch846 N297A, 2B6 u chGB3 N2974

Qurypa 11.

Anamuz ocdopunuposarus ITIM. Knerku Daudi ocraBnsnn uHKyOHMpoBaThesl B TeueHHE 25 MHHYT ¢ Oydepom
(HeoOpaboTaHHbIE) MM CO CMECBIO (CMeCh aHTUTeN), conmeprkaiieil aHTuteno Kk IgM (MbIIIMHOE AHTHTENO K
UMMy HOTJIOOYJIMHY YeJIOBeKa) U aHTUTENO K MbimuHOMY IgG (kponmube). 3aTem kieTku oOpabarbBanu 20 MUHYT
moObiM u3 0,25 mxr/mn ch8A6 N297A, rymanusupoBaHHbIX BapuaHtoB 8A6 hu8A6-VH10+VL2/VH10+VL6/
VH10+VL7/VH12+VL2/VH12+VL6/VH12+VL7), Gnokupyroomero anturena 2B6 nmm chGB3 N297A. Knerku
cobupainu nocie NHKyOUpOBAaHUS M JIM3HPOBAIN B COOTBETCTBHHU C MPOTOKOJIOM. JIn3aTel mogseprain WB-ananuzy.
B-akTHH = 3arpy304HbIi KOHTPOJIb.
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Mopenb SLE: cxema 3xcnepumeHTa

SLE-PBL PBS nnu 20 Mxr
. HEeOJIOKMPYIOLIEero aHTHTENA K

7 /

| | J . i 1 | 1 »
Henens 0 1 Henens 2 "Henenu 3 Henenu 4 Henmennu 5 Henenb 6 Henenb

e uabekus 0,7x10E7 PBL, Beinenennsix 3 kposu nanuenta co SLE, mbimam

* IBaKIbI B Henemo: uHbekius PBS (1 mbimb) / 20 MKr HeOMOKUpyromero anturena 8 A6

k FcyRIIB (2 mbim)
* ©XKEHE/IEIbHOE UCCIIEOBAHNE. B CBIBOPOTKE

« IgM /IgG ELISA

Qurypa 12. Cxema skcnepumenta aist MbinHoN Moznenu SLE-PBL. PBL ot mauuenTos-moneli co SLE nepenocsT
B UMMyHONE(PUIUTHBIX Mbliedl. PBL-kneTkn nepeca’kuBarOT M MbIIIEH BIIOCIEACTBUU 00padaThIBAIOT KOHTPOJIEM
(PBS) unmu anturenom ch8 A6 N297A x FcyRIIB cornacHo HacTosieMy H300peTEeHUIO.
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Mooenv SLE-PBL, o0wuii ypogens yenogeyeckoo UMMYyHO2100VIUHA 8 Cbl8OPOMKeE

[ ]#2 tpes) #3(+ ch8A6_N297A) B #4 (+ch8A6_N297A)
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vepemsi 0 1 vHepens 2 Hemenu 3 HeAenw 4 HEAETW S5 HEOETH

Konuuectso Hepens nocie nepesoca PBL
Qurypa 13.

OOmuit yposenp uenosedeckoro IgG [mxr/mu]| y wmblimel, koropeiM nepecaaunu PBL ot moHOopoB-monei,
crpagatomux ot SLE. Omnucanel Mpium, oOpabotaHHble koHTpojem (#2, PBS) wmmm xumepHbiM 8A6 =
ch8A6 N297A (#3 u #4), anturenom k FcyRIIB, dopmar N297A. He oOHapy’KeHO 3HAYMTENBHBIX OTIMYUN B
obmieMm yposHe uenoBedeckoro IgG mesxxny PBS mnm anturenom k FecyRNB.
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Monens SLE-PBL, Bnusinue Ha antutena k JIHK (cnenuduueckuii k 3abonesanuto IgG)

[]#2 (PBS) #3 (+ch8A6_N297A) [lf #4 (+ch8A6_N297A)
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menens O | Hemena 2 memenm 3 HEACNH 4 HEACMH 5 HCAEHb 6 HEIeb

Konuuectso Henens nocine nepenoca SLE-PBL
Qurypa 14:

Cumkenue ypoBHs criennpuyeckux K 3abosneBanmio yenoBeueckux anturen IgG x JIHK y obpaboraHHbIX
ch8A6 N297A wpbleli, HaunHast ¢ 4 Hemenu nocne nepeHoca/mepecaakun SLE-PBL. HM300paxkeHbl TUTpPBI
anruren IgG x JIHK y nByx pasnuunbix Mbleit, #3 u #4 (oOpabortannbsie ch8A6 N297A), #2 nokazaH KOHTPOJIb
c PBS.
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