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OIIMCAHUE U30BPETEHUA
2420-567142EA/060
AHTHU-NPR1 AHTUTEJIA 1 UX IPUMEHEHHE

[001] Hacrosimas 3asBka nogana 18 oxtsiOpst 2019 r. xak MexayHapojHasl MaTeHTHas
3asiBka PCT, u mo Hell ucnpammpaeTcs NPpUOPUTET MO npeasapurenbHbiM 3asiBkaM CIITA NeNe
62/749,557, nomannoi 23 oktsabps 2018 r.; m 62/755,720, monmanHoi 5 HosiOps 2018 1,
PAaCKpBITHE KaXJOH W3 KOTOPBIX BKJIIOYEHO B HACTOSLIEE OMNUCAHUE BO BCEH CBOEH MOIHOTE
MOCPENCTBOM CCBUIKH.

OBJACTh TEXHUKH, K KOTOPO OTHOCHUTCS U30BPETEHHUE

[002] Hacrosiimee wu300peTeHHE OTHOCUTCS K AHTHUTEJIAM U AHTHIE€HCBS3BIBAIOLIUM
¢parMeHTaM  aHTUTEN,  KOTOpble  CHEHU(PHUYECKH  CBA3BIBAIOTCS € PELEeNnTOpOM
Harpuityperuueckoro nentuga 1 (NPR1), u k TepaneBTHUECKUM M JHATHOCTHYECKUM METOIAM
MPUMEHEHUS 3TUX aHTUTE.

YPOBEHb TEXHUKH

Peuenrop narpuitypermueckoro mentuga | (NPRI; takxke wusBecTHblii kak NPR-A)
NPUHAIUIEKUT K CEMENCTBY TI'yaHWIMJILUKIA3HBIX pPELeNnTOpPOB KJIETOYHOM MOBEPXHOCTH,
(dbepMeHTOB, KOTOpble KatamusupyroT npespamenne GTP B nukmmueckuiit GMP. NPR1 umeer
BBICOKHE YPOBHHU 3KCIPECCUU B MOYKAX, JIETKUX, HAATIOYEYHUKAX, COCYAUCTOU CE€THU, TOJIOBHOM
MO3re, TMEYEeHH, SHIAOTENNANIbHON W JKMPOBOH TKaHAX W Oojee Hu3kue ypoBHH B cepaue. OH
AKTUBUPYETCS] TIyTEM CBSA3BIBAHUS C MpeNCepAHbIM HaTpuiypeTrnueckuM nentunoM (ANP) wmnm
MO3roBeIM HaTpuiyperndeckuMm nentunoM (BNP). AxruBammst NPR1 u mepenmaua curaanos
CTUMYJIUPYIOT MHOTHE (PU3HOJOrUYeCcKHe peaKkiuy, B KOTOpble BOBJIEUE€Hbl MHOTHE TKaHU. PoJb
cucrembl ANP-NPR1 B Ba3zopenakcauuu, HaTpuiiypese, Auypese, MPOHULAEeMOCTU SHIOTENus U
HECepAeYHO-COCYIUCThIX (PYHKIMAX, TAKMX KaK JHUMOMU3 M (YHKUUH HMMYyHHBIX KJIETOK,
xopomo usyuyena (Potter 2011, Pharmacol. Ther. 130:71-82). Axktuauus NPR1 npuBogut k
HaTpuitype3y (BbIBEIEHHUIO COJIA MOYKAMHK) U MOHIIKAET apTePUATbHOE JaBJICHHE.

[004] MonokoHanbhble anTuTeaa K NPR1 Obutu Briepssie onrcanbl Kitano et al. B 1995
r. B Immunol. Lett. 47:215-22. AxTuBUpYIOIIUE aHTHUTENAa WM aHTUTeNa-aroHUCThl NPR1
packpbIThl, Hampumep, B mareHtax/myOnukanusx CIITA NeNe 9090695 u 20160168251 u B
W02010065293.

[005] TToMHOCTBIO dYeNOBEHeCKHe aHTUTENA, KOTOpbIe CHElM(pUYEeCKH CBSI3bIBAIOTCS C
6enmxom NPR1 ¢ BBICOKMM CpPOICTBOM M aKTUBHUPYIOT €ro, MOTYT OKa3aThCs BAKHBIMH IS
npOoQHIAKTHKY U JICUEHHsI, HAIIPUMEP TUIIEPTOHUH, OKUPEHUS U CEPIASUHON HEOCTATOYHOCTH.

CYHIHOCTD U30BPETEHUA

[006] Hacrosimee m3o0peTeHHe OTHOCUTCS K QHTHUTEJIAM M WX AHTUTCHCBSI3bIBAIOIINM
¢dbparmeHTam, KOTOpbIE crienupuUIecKu CBSI3bIBAIOTCSA c OeTKOM-peLenTopom
Hatpuityperuueckoro nentuaa 1 (NPR1). B HekoTopeix BapuaHTax ocymectsieHns anTu-NPR1
aHTHUTENA MPEACTABISIIOT COOOH MOJHOCTHIO YENOBEUECKUE AHTUTENA, KOTOPBIE CBS3BIBAIOTCS C
NPR1 c BbicokuM cpoactBoM u akTuBupytoT NPR1 unm cTabmnmm3upyrOT akTHBHPOBAHHYIO

KOH(pOpMaLMIO. AHTUTENA MO HACTOSIIEMY H300PETEHHIO IOJIE3HBI, MOMHMO IMPOYEro, IUIs



AKTUBALUK WIH ycuiieHus1 akTuBHOCTU Oenka NPR1. B HEeKOTOpBIX BapHaHTaX OCYINECTBIICHHS
aHTUTENA TIOJIE3HBI Il MPOQHUIAKTHKHY, JIEYEHUs MU OOJIETYeHUs 10 MEeHbIIeH Mepe OTHOTo
cumnroma win mnpusHaka NPRI-accommmpoBanHoro 3abojieBaHHsi WM PacCTPOHCTBA Y
cyObekTa. B HEKOTOpPBIX BapuaHTaX OCYLIECTBJIEHHUS AHTUTENA MOXHO BBOJUTH C LEJBIO
NpOQUIAKTUKN WM JIEYEeHHs] CyObeKTa, MMEIOIIEro WM MOABEPKEHHOTO PUCKY pPa3BUTHS
NPR1-accounupoBaHHOro 3a0OJIeBaHUS WM PAcCTPONCTBA. B KOHKPETHBIX BapHUaHTax
OCYIECTBJICHUS] aHTUTENA UCTOJb3YIOT IJIsl CHUKEHHs] CUCTEMHOIO apTEPUAIbHOTO JABJICHUS Y
CyObeKTa, CTPagaloIlero BBICOKMM apTepHajbHBIM JaBleHHEM. Takue aHTUTeNa MOXKHO
HCIIOJIb30BaTh B KAa4ECTBE TEpaluu PacCTPONCTBA, TAKOTO KaK CepledHas He AOCTATOYHOCTD,
MyTEM BBEIECHUs HY KIAIOIEMYCSl B 5TOM CyOBEKTY.

[007] B HEKOTOpPBIX KOHKPETHBIX BApHAHTaX OCYIIECTBJIEHUS AHTUTENA CBS3BIBAIOTCS C
NPR1 B mpucyTCTBUM WJIM B OTCYTCTBHE MPEACEPAHOr0 Harpuitypernyeckoro nentuna (ANP)
WIA MO3TrOBOro Hatpuitypermueckoro nentuzpa (BNP), T.e. aHTutena sBIAIOTCS «IENTHI-
HE3aBUCHUMBIMH CBSI3bIBAIOIIMMU BeLIECTBAMW». Takue aHTuUTeNna HMEKT NPEeUMYILecTBO,
MOCKOJIbKY MX MOXHO HCIOJB30BaTh AN CBsA3biBaHUsA U aktuBauuu NPR1 He3zaBucumo ot
pasJMUHBbIX KOHLEHTpalui 3HIOIEHHOrO JurasHaa. Tlakue aHTuTeNa IIpU  BBEIEHUU
HY>KIAIOLIEMyCsl B 3TOM MALUEHTy MOXKHO C YCIEXOM HCHOJIb30BaTh, HYTOOBI H30€XKaTh
MU3MEHYMBOCTU (B OTHOIIEHHM KOHLIEHTPALMM JIMTAaHAA) MEXKAY MNAlUeHTAaMH TNpPU JICUSHHH.
Kpome Toro, packpbITele B HaCTOSIIEM ONMHMCAHWUU aHTUTeNa CBA3bIBarOTCs ¢ NPR1 ¢ BpicOKMM
CPOICTBOM U OOJIAAIOT YIIYULIEHHBIMH (DapMaKOKMHETUYECKUMHU CBOHCTBAMH (TIO CPABHEHHIO C
JIEKapCTBEHHBIMU CPEICTBAMH CTAHAAPTHOTO JIEUEHUs). AHTUTENA MOKA3aJH tY2, JOCTUTAOIIYIO
11 nueit y mbiueit npu goze 25 mr/kr. AHTUTena ABIAIOTCS 3(P(EKTUBHBIMU B CHUKEHHU
apTepUAJIbHOTO AABJICHUS U NMOAJEP’KAHUU MOHIKEHHOTO NABJIEHUS B TedeHHe 28 nHeH Ipu
BBEICHNM HYXKJaroIleMycst B 3TOM cyOwbekTy. OpHa [03a aHTUTENa IO HACTOALIEMY
n300peTeHnio obecneunBaia yCTOHYMBOE CHI)KEHHIE apTepUaIbHOTO naBieHus. Takue anturena
MOKHO HCIIOJIb30BAaTh Il JOCTHIKEHHsI Ooyiee BBICOKOH 3((HEKTUBHOCTH HApsOy C MeHee
YacThIM JI03UpOBaHHeM CyOBbekTy, crpanatrouemy NPR1-acconmupoBaHHbIM 3a00/I€BAaHHEM HITH
pPaccTpOCTBOM (Hampumep, TUIEPTOHUEH ).

[008] AnTHTena Mo U300PETEHUIO MOTYT OBbITh MOJTHOPA3MEPHBIMU (HAIPUMED, AHTUTEIIO
IgG1 wmm IgG4) unm MOryT comep:kaTh TOJBKO AHTHICHCBS3BIBAIOLIYIO YacThb (HampuMep,
¢parment Fab, F(ab'), mmu scFv), u moryr ObiTh MOAM(HUUMPOBAHBI Ui BO3IAEHCTBUS HA
(YHKIMOHAIBHOCTD, HAIPUMED, IS YBEIHMUEHHs] YCTOMYMBOCTH B OPraHU3Me XO35MHA WIIN IS
ycTpaHeHus: octaToyHbIX 3¢ ¢ekropHpx ¢ynkunii (Reddy et al., 2000, J. Immunol. 164:1925-
1933). B HEKOTOPBIX BapHaHTaX OCYIIECTBICHUS AHTUTENA MOTYT OBbITh OucnennpuIecKuMH.

[009] B mepBOM acmekTe HACTOSIIETO W300pPEeTeHUs MPeNJaraloTCs BbIIEICHHbBIS
PEKOMOMHAHTHBIE MOHOKJIOHAJIbHBIE AHTHUTENA WM HX AHTHICHCBS3BIBAIOLINE (DparMeHTHl,
KOTOpbIe criennduyecku cBs3biBaroTces ¢ NPR1.

[010] B HEKOTOPBIX BapHaHTAX OCYIIECTBJIEHUS] HACTOSIIETO N300peTEeHUs MpeaiaraeTcs
BBIJIEJIEHHOE AHTUTENO WM €ro aHTHUIeHCBS3BIBAIOLINI (pparMeHT, KOTOpoe Creru(puuecKu

CBsI3bIBa€TCSl € OenkoMm-pernientopoM Harpuitypernueckoro nentuga 1 (NPR1), mpu stom



AHTUTEJIO WJHM €r0 aHTUTEHCBS3bIBAOIIUI (DparMeHT B3aMMONEHCTBYeT ¢ OmHOW miu Ooee
AMHHOKHUCIJIOTaMH, COAEPKAIIMMUCS BO BHeKJeTouHOM noMeHe NPR1 (ammunokucnoramu 29-347
SEQ ID NO: 194), onpeneneHHbIMHI C TIOMOIIBIO 3aMEHbI BOIOPOA/ NeHTepUid, MPUUEM aHTUTENIO
WIN €r0 aHTUT€HCBS3bIBAIOIIUI (parMeHT: (1) CBA3BIBAECTCS C KJIETKAMH, 3KCIPECCUPYIOLUINMHU
yenoseueckuii NPR1 B mpucyTcTBUM WM B OTCYTCTBHE NPEACEPIHOTO HATPUHYPETUIECKOTO
nentuna (ANP); w/unu (ii) cs3piBaercsi ¢ NPR1 u aktusupyer NPR1.

[011] B HeKOTOpbIX BapuaHTaX OCYLIECTBJICHUs aHTUTENA MPEACTAaBISIIOT COOOM
MIOJTHOCTBIO YEJIOBEUECKHUE MOHOKJIOHAIbHBIC AaHTUTENA.

[012] Tlpumepwr antu-NPRI1 aHTHTEn MO HACTOSIEMY H300PETEHHIO MPHUBEICHBI B
tabmuax 1 w 2 B HacrosimmeM onucaHuu. B Ttabmume 1 mpencraBiieHbl MASHTU(DUKATOPHI
AMUHOKHUCJIOTHBIX TOCIIENOBATENbHOCTEN BapuadenbHbix obnacteit Tspkenoit nemu (HCVR),
BapuadenpHbIX obnacreli jgerkoi nenu (LCVR), onpenensronmx KOMIJIEMEHTaPHOCTb 00JIacTei
Tsoxenor nenu (HCDR) (HCDR1, HCDR2 u HCDR3) u onpenensrommux KOMILIEMEHTApHOCTh
obnacreii nerkoi nenu (LCDR) (LCDRI1, LCDR2 u LCDR3) wumocTpaTuBHBIX aHTUTEN. B
tabmuie 2 mNpencTaBlieHbl HICHTH()HUKATOPHI MOCIENOBATEIBHOCTEH HYKJIEHHOBBIX KHCIIOT
HCVR, LCVR, HCDRI1, HCDR2, HCDR3, LCDR1, LCDR2 u LCDR3 wummocTpaTUBHBIX
AHTUTEIL.

[013] Hacrosimmee n300peTeHne OTHOCUTCSI K aHTUTENIAM WJIM UX aHTUTCHCBSI3bIBAOIIHM
¢parmenrtam, coxepxxamum HCVR, conmepskainyro aMHHOKHCIOTHYIO TIOCIIEIOBATENbHOCTD,
BBIOpPaHHYIO M3 JIFOOOH M3 aMUHOKHCIOTHBIX nocnenoBarenbHocTei HCVR, nepeuncneHHbIx B
tabnuie 1, UM Mo CyLIECTBY aHAJOTHUYHYIO el MOCJIEeNOBaTEIbHOCTb, UMEIOIIYIO 110 MEHbIIEeH
mepe 90%, mo mesblueil Mepe 95%, mo MeHblied mepe 98% unu no mesbluein mepe 99%
UJIEHTHYHOCTH T1OCJIEI0BATENbHOCTH.

[014] Hacrosimmee wu3o0pereHHe TakKe€ OTHOCUTCS K  aHTHTEJIaM WIH  UX
aHTUTeHCBs3bIBAOIUM (parmentam, conepxkammuM LCVR, comepikaiyro aMHHOKHCIOTHYIO
NOCJIEIOBATENIbHOCTb, BBIOPAHHYIO U3 JIOOOH W3 AMHHOKHCIIOTHBIX TOCJIEAOBATENbHOCTEH
LCVR, nepeuncieHHbix B Tabyuie 1, WK Mo CyIecTBY aHAJIOTHYHYIO € MOC/Ie0BaTeIbHOCTD,
UMEIOLIYI0 1o MeHblIel mepe 90%, mo meHbluel mepe, 95%, no MeHbiueit mepe 98% wunu no
MeHblel Mepe 99% HIeHTUYHOCTH MOC/IE0BATEIbHOCTH.

[015] Hacrosimee wu300peTeHre TakKe OTHOCHTCS K  aHTUTENAM WU UX
AHTUT€HCBS3BIBAIOIIINM ¢bparmenTam, CoZepIKaLIIM napy AMHHOKHCJIOTHBIX
nocienosarenbHoctreli  HCVR  u LCVR  (HCVR/LCVR), copepxamyro o0y U3
aMUHOKUCJIOTHBIX nocienoBarenbHoctet HCVR, nepeuncnennbix B Tabmuie 1, B mape ¢ mo0oit
U3 aMHUHOKHCIOTHBIX mocnenosarenpHocTeli LCVR, mnepeuucnennsix B Tabmume 1. B
COOTBETCTBUH C HEKOTOPHIMU BAPHAHTAMH OCYIIECTBIIEHHS HACTOSIIEE H300pETEHNEe OTHOCHTCS
K QaHTHUTEJaM WJIM X aHTUTE€HCBSI3bIBAIOINUM (parMeHTaM, COAEeP KAIIIM Mapy aMUHOKHUCIIOTHBIX
nocnenosarenbHocTeit HCVR/LCVR, copepxarnyrocss B 1I000M U3 HMJUTFOCTPATHUBHBIX AHTU-
NPR1 anturen, nepeuncieHHbix B Tabmuie 1. B HEKOTOPBIX BapHaHTaX OCYINECTBIEHUS Mapy
amuHOKUCIOTHBIX TocienoBatenbHocTeit HCVR/LCVR BriOuparoT usz ogxoit u3 SEQ ID NO:
2/10 (manpumep, mAb22033) u 66/74 (manpumep, mAb22810).



[016] Hacrosimee wu300peTeHre TakKe OTHOCHUTCS K  aQHTUTEJIAM WJIH WX
aHTUreHCBs3bIBArOIINM (pparmenTam, conepskamuM HCVR u LCVR, npuuem ykazannas HCVR
COIEPKUT YKa3aHHYK B Tabmuie 1 aMHUHOKHMCIOTHYIO MOCJENOBATEIbHOCTh, MMEIOIIYIO He
Oosee ABEHAAATH AMUHOKUCIIOTHBIX 3aMeH, n/uinn ykazanHas LCVR conmepxut ykasaHHYIO B
tabmuue 1 aMHHOKHCIOTHYIO —IIOCJENOBAaTENbHOCTb, COAEpKAINyld He Oonee JecsaTH
AMMHOKHCJIOTHBIX 3aMeH. Hampumep, Hacrosiee n300peTeHne OTHOCUTCS K aHTHUTENIaM WJIH UX
aHTUreHcBsi3bIBaOIUM (pparmenrtam, cogepkamuM HCVR u LCVR, npuuem ykazannas HCVR
COIEPKUT YKa3aHHYH0 B Ta0nuue | aMHHOKHCIOTHYIK TOCJIEAOBATENIbHOCTb, IMPH 3TOM
yKa3aHHasi aMUHOKHCIIOTHAsI TIOCIeI0BATENbHOCTD UMEET OZIHY, ABE, TPU, YEThIPE, MATh, IECTh,
CeMb, BOCEMb, JEBSTh, I€CATb, OAMHHAALATH WIM JABEHAALATh AMHUHOKHCIOTHBIX 3aMeH. B
ApPyroM TIpUMepe  HacTosimee H300peTeHHe OTHOCUTCS K  aHTHTeJNaM WIH X
aHTUreHcBsi3bIBarOIINM (pparmentam, copepkammum HCVR u LCVR, npuuem ykazannas LCVR
COIEPKHUT YKa3aHHYH B TaOmuue | aMHHOKHCIOTHYI IIOCJIEAOBATENbHOCTb, IMPH 3TOM
yKa3aHHasi aMUHOKHCIIOTHAsI TIOCIEI0BATENbHOCTD HUMEET OHY, [IB€, TPH, YEThIPE, MATh, LIECTb,
CeMb, BOCEMb, J€BATb WJM JeCATb AMHHOKUCJIOTHBIX 3aMeH. B OJHOM M3 BapuUaHTOB
OCYIIECTBJICHUs] HacTosilee wu300peTeHne OTHOCUTCS K aHTU-NPRI1 aHTHTeNnaM wimm ux
aHTUreHCBs3bIBAOIINM (pparmentam, conepkamum HCVR u LCVR, npuuem ykazannas HCVR
COIEPKUT AMUHOKHCIIOTHYIO IIOCIIEIOBATEIbHOCTh, NPUBENCHHYIO B Talimue 1, mpuyuem
yKa3aHHas AaMHHOKMCJIOTHAas IOCJEN0BaTeIbHOCTb HMEET [0 MeHblleH Mepe OfHY
AMHHOKHCJIOTHYIO ~ 3aMeHy, w/wmiu ykasanHas LCVR  comepkuT  aMHHOKHCIIOTHYIO
IOCJIEIOBATENIbHOCTh, TPHUBEAEHHYI0 B Tabimuume 1, mpudyeM yka3aHHass aMHHOKHCIIOTHAs
MOCJIEI0BATENBHOCTD UMEET MO MEHbIIEH Mepe OHY aMUHOKHUCJIOTHYIO 3aMEHY.

[017] Hacrosimmee wu3o0pereHHe Tak:Ke€ OTHOCHUTCS K  aHTHTEJIaM WM UX
aHTUreHCBs3bIBArOIIMM  (parmentaym, cogepxauum CDR1 - tsmxenoit uwenum  (HCDRI1),
COIEPKAIIYID  AMHMHOKHCJIOTHYKO  IOCJIEAOBATEIbHOCTh, BBIOpaHHYyI0 u3 JH0OOH  u3
aMUHOKHUCJIOTHBIX TochenoBatenbHocTeiit HCDR1, nepeuncneHHpix B Tabmuue 1, uiau 1o
CYIIECTBY AHAJOTHYHYIO €W TMOCIeNOBaTEIbHOCTh, UMEIINYK O MeHbweld mepe 90%, mo
MeHbIel mepe 95%, nmo MmeHbiueir mepe 98% wunu 1o MeHblieil mepe 99% HIEHTUYHOCTH
MOCJIEI0BATENBHOCTH.

[018] Hacrosimmee wu300peTeHre TakKe OTHOCHTCS K  aHTUTENAM WU WX
aHTUTeHCBs3bIBAIOIIMM  parmenTaym, cogepxammum CDR2  tsmoxemoit nenm  (HCDR2),
COIEpIKALIYI0  AMHUHOKHCJIOTHYKO  IOCIENOBAaTEIbHOCTh, BBIOPAHHYI W3 JIIOOOH U3
aMUHOKHUCJIOTHBIX TochenoBatenbHocTeit HCDR2, mepeuncnenHsix B Tabmume 1, wuam 1o
CYIIECTBY AHAJOTHYHYIO €U TMOCIEAOBATENbHOCTh, UMEIIYK TO MeHbleld mepe 90%, mo
MeHbliel mepe 95%, no Mmenbieil mepe 98% wunu no Mesblieil Mepe 99% HIEHTUYHOCTH
MOCJIEI0BATENBHOCTH.

[019] Hacrosimee wu300peTeHre TakKe OTHOCHTCS K  aHTUTEJIaM WM WX
aHTUreHCBs3BIBAIOIIMM  parmenTaym, cogepxamuMm  CDR3  tmxenmoit nenm  (HCDR3),
COIEPIKALIYI0  AMUHOKHCJIOTHYK  IOCIENOBAaTEIbHOCTh, BBIOPAHHYIO W3 JIIOOOH U3

aMUHOKHUCJIOTHBIX TocnenoBatenbHocTet HCDR3, nepeuncnenHeix B Tabmuue 1, uam 1o



CYIIECTBY AHAJOTHYHYIO €U TMOCIeAOBaTENbHOCTh, UMEIINYK N0 MeHblield mepe 90%, mo
MeHblied mepe 95%, no Mmenbiieid mepe 98% wunu no Messlieil Mepe 99% HIEHTUYHOCTH
MOCJIEIOBATEIbHOCTH.

[020] Hacrosimee wu300peTeHHe TaKke OTHOCHTCS K  aHTUTENAM WU UX
aHTUreHCBs3bIBatOIUM  (pparmenram, copepxkamum CDR1  gjerkoit wemu (LCDRI),
COIEP’KAIIYI0 aMHMHOKHCJIOTHYIO  IOCJIENOBATEIbHOCTb, BBIOPaHHyd u3 JH00OH U3
aMMHOKHMCIIOTHBIX nocnenosatenpHocTeli LCDR1, nepeuncnenHeix B TaOmune 1, wim 1o
CYIIECTBY AHAJOTHYHYIO €W TOCIeNOBaTENIbHOCTh, UMEIINYK O MeHbleld mepe 90%, mo
MeHbliel mepe 95%, nmo menbiueir mepe 98% wunm no MeHbliell mepe 99% HIEHTUYHOCTH
MOCJIEIOBATEIbHOCTH.

[021] Hacrosimmee wu300peTeHHe TakKe OTHOCHTCS K  aHTUTENAM WU UX
aHTUTeHCBs3BIBAIOIIMM  (parmeHtram, cogepxamuMm CDR2  nerkoit nemn (LCDR2),
COAEPIKALIYI0  AMHUHOKHCJIOTHYK  IOCIENOBAaTEIbHOCTh, BBIOpAaHHYID U3  J000H W3
aMUHOKUCJIOTHBIX mocnenosatenbHocTeii LCDR2, mnepeuncnennbx B Tabmune 1, wam 1o
CYIIECTBY AHAJOTHYHYIO €U TMOCIENOBATENbHOCTh, UMEIOIYK0 NO MeHbleld mepe 90%, mo
MeHbliel mepe 95%, nmo MeHbiueil mepe 98% wunu no Meselieil Mepe 99% HIEHTUYHOCTH
MOCJIEIOBATEIbHOCTH.

[022] Hacrosimee wu300peTeHHe TaKKe OTHOCHTCS K  aHTUTENAM WU UX
aHTUTeHCBs3BbIBAIOIIMM  (parmentram, coxepxamuM CDR3  merkoit nemm  (LCDR3),
COIEPIKALIYI0  AMHUHOKHCJIOTHYKO  IOCIENOBAaTEIbHOCTh, BBIOPAHHYIO W3 JIIOOOH U3
aMUHOKHUCJIOTHBIX TmocnenoBatenbHocTedt LCDR3, mepeuncrnennbx B Tabmune 1, umm 1o
CYIIECTBY AHAJOTHYHYIO €U MOCIeNOBaTeNbHOCTh, UMEIINYK MO MeHbluel mepe 90%, mo
MeHblIel Mepe 95%, nmo meHblied mepe 98% wnu no MmeHbluel mepe 99% uAEHTUYHOCTH
MOCJIEIOBATEIbHOCTH.

[023] Hacrosimmee wu3o0pereHHe TakKe€ OTHOCUTCS K  aHTHTEJIAM WM  UX
AHTUTE€HCBS3BIBAIOIUM ¢dparmenram, CoZepIKaIIM napy AMUHOKHCJIOTHBIX
nocienosarenbHocreli HCDR3 u LCDR3 (HCDR3/LCDR3), copepxammx o0y U3
aMUHOKHUCJIOTHBIX mocienoBatenbHocteit HCDR3, mepeuucnenHbix B Tabnuue 1, B mape ¢
m000# U3 aMUHOKHCIOTHBIX nocienosarenbHocTeli LCDR3, nepeunciensbix B Tabnuue 1. B
COOTBETCTBUH C HEKOTOPHIMU BAPHAHTAMH OCYIIECTBIIEHHS HACTOSIIEe H300pETEHNEe OTHOCHTCS
K aHTHTEJIAM WJIM UX aHTUT€HCBS3BIBAIOIINUM (parMeHTaM, COAEPIKAIIUM Mapy aMUHOKHCIOTHBIX
nocienosarenbHocTeli HCDR3/LCDR3, coneprxamyrocst B JF0OOM H3 WITFOCTPATHBHBIX AHTH-
NPR1 antuten, nepeuncieHHbx B Tadnuue 1. B HEKOTOpBIX BapuaHTaxX OCYLIECTBICHHS Mapy
aMHHOKHUCIIOTHBIX nocienosatenbHocTeli HCDR3/LCDR3 BRIOHparOT M3 TPYNIBL, COCTOSIIEH 13
SEQ ID NO: 8/16 (manpumep, mAb22033) u 72/80 (manmpumep, mAb22810).

[024] Hacrosimee wu300peTeHHe TakKe OTHOCHTCS K  aHTUTENAM WU UX
aHTUreHCBs3bIBArOIINM (pparmentam, copepskamum HCVR u LCVR, npuuem ykazannas HCVR
conepxut HCDRI1, comepxarnyro aMUHOKHUCIOTHYIO TOCJIENOBATENbHOCTD, OTJIUYAKOLIYIOCS OT
AMUHOKUCJIOTHOH TIOCJIEAOBATEIbHOCTH, YKa3aHHOW B Tabmuue 1, ONHON aMHUHOKHCIIOTOH,

HCDR2, coxepxalllyl0 aMHHOKHCIOTHYK)  MOCJIEAOBAaTEIbHOCTb, OTJIMYAKOLIYIOCS  OT



AMUHOKUCJIOTHOH TOCIIENOBATEIBHOCTH, MepeuncieHHoN B Tabymie 1, OmHONH aMUHOKHCIIOTOH,
nu HCDR3, coxmepxalyl0 aMHHOKHUCJIOTHYIO MOCJIEAOBATEIbHOCTh, OTJIMYAIOLIYIOCA OT
AMUHOKHCJIOTHOH IOCJIeOBATeIbHOCTH, yKa3aHHOH B Tabnume 1, omHoll amMuHOKHUCIOTOH. B
HEKOTOPBIX BapUAHTAaX OCYIIECTBJICHHs HACTOsIee N300peTeHHe OTHOCUTCS K aHTUTENaM MU
UX aHTUTreHCBs3bIBarOIUM (parmentam, copepxaumum HCVR u LCVR, npuyem ykazanHas
LCVR  comepxxur LCDRI, copmepxamyrd aMHHOKHCJIOTHYK)  IOCJIEOBATEIbHOCTD,
OTJIMYAIOINYIOCST OT AMHUHOKHCJIOTHOW TOC/IENOBATENIbHOCTH, MEPEeYUCIeHHON B Tabmuue 1,
onHou amuHOkucioTod, LCDR2, coxepkamyr0 aMHHOKHCIOTHYI TOCIEAOBATENIbHOCTD,
OTJIMYAIOINYIOCST OT AaMHMHOKHCJIOTHOW TOCJIE€OBATENIbHOCTH, MEePEUnCIeHHOW B Tabmuue 1,
onHou amuHokucioro, u LCDR3, comepxkamyro aMUHOKHCIOTHYIO TOCIEA0BATENbHOCTD,
OTJIMYAIOINYIOCST OT AaMHUHOKHCJIOTHOH TOCJIEAOBATEIbHOCTH, TEPEeUncIeHHoW B Tabmuue 1,
ONHOI amuHOKHCIIOTON. Hanpumep, HacTosiiee n300peTeHHe OTHOCUTCS K aHTUTENIAM MJTH WX
aHTUreHCBs3bIBatOIINM (pparmenTam, conepkamuM HCVR u LCVR, npuuem ykazannas HCVR
conepxut HCDR1, conmepxamyro aMuHOKUCIOTHYIO nocienosaresibHOCTE SEQ ID NO: 4 unn
AMUHOKHCJIOTHYIO TOCJIEAOBATENbHOCTh, oTnnyaromyiocs or SEQ ID NO: 4 onHo#
amunokucyioror, HCDR2, conepxkaiyro aMuHOKUCIOTHYIO nocienoBarenbHocTe SEQ ID NO: 6
WM aMHHOKHUCJIOTHYIO TOCJIEOBaTeNbHOCTh, ornuyaromyrocs or SEQ ID NO: 6 opnoi
amunokucyiorot, 1 HCDR3, copepkaiyro aMUHOKHCJIOTHYIO mociuenoBaTenbHocTh SEQ ID
NO: 8 unu aMUHOKHUCIIOTHYIO MOCJIEA0BaTeNbHOCTD, oTaudarouytocs ot SEQ ID NO: 8 oxHoii
AMUHOKHUCJIOTOH. B ApyroMm WIIIOCTPaTUBHOM BapHaHTE OCYLIECTBJIEHUS HAcTosLIee
n300peTeHre OTHOCUTCA K AaHTUTeNaM WM WX AaHTUTCHCBA3BIBAIOIIMM  (pparMeHTam,
cogepxxamium HCVR u LCVR, npudem ykasannas LCVR cogep:xxut LCDRI1, conep:xatyro
aMUHOKHUCJIOTHYHO mociaenosatenbHocTb  SEQ  ID NO: 12 uiam  aMUHOKHCIOTHYRO
NocJieIoBaTebHOCTD, oTanyaromyocs or SEQ ID NO: 12 oxgnoit amuHOkucnoroi, LCDR2,
COZIEePIKAIYI0 aMHUHOKHCIOTHYI0 nocnenoBareabHocTh SEQ ID NO: 14 mnu aMUHOKHCIOTHYIO
nocyenoBaTeIbHOCTh, oTiaudaromycs or SEQ ID NO: 14 ognoit amunokucnoroir, u LCDR3,
CoIeprKaIlyr0 aMUHOKHCIOTHYIO0 nocnenoBaTeabHOCTh SEQ ID NO: 16 uiam aMUHOKHUCIOTHYIO
nocyieIoBaTeIbHOCTD, oTruaroinyocs oT SEQ ID NO: 16 ogHo#t aMUHOKHCIOTOM.

[025] Hacrosimee wu300peTeHHe TakXKe OTHOCHTCS K  aHTUTENAM WU UX
AHTUTeHCBS3BIBAIOIIMM (pparmeHTam, conepkamum Habop m3 mectm CDR (t.e. HCDRI-
HCDR2-HCDR3-LCDR1-LCDR2-LCDR3), conepxamuxcss B J0OOM W3 HIUTFOCTPATHBHBIX
aHTHUTEN, TEepPeUnCIeHHbIX B Tabmuie 1. B HEKOTOpBIX BapWaHTax OCYINECTBJICHUS HaOOp
aMuHOKHCIIOTHBIX mocaenoBarenbHocteit HCDRI1-HCDR2-HCDR3-LCDRI1-LCDR2-LCDR3
BbIOMparoT u3 rpymmel, coctosmei u3 SEQ ID NO: 4-6-8-12-14-16 (manpumep, mAb22033) u
68-70-72-76-78-80 (Hanpumep, mAb22810).

[026] B poncTBEeHHOM BapHWaHTE OCYIIECTBICHHS] HACTOSIIIEe M300pEeTeHHe OTHOCUTCS K
aHTHUTEJIaM WM UX aHTUTEHCBS3bIBAOIIUM (parMeHTaM, comepkamum Habop u3 mectu CDR
(e HCDR1-HCDR2-HCDR3-LCDR1-LCDR2-LCDR3), colepkamuxcs B mape
aMUHOKUCJIOTHBIX TochenoBatenbHocTeit HCVR/LCVR, onpeneneHHbx 1isi 1000r0 W3

WUTIOCTPATUBHBIX aHTUTEJ, MepednucieHHbix B Tabmuie 1. Hanpumep, Hacrosimee nzobpereHue



BKJIFOYAET AaHTHUTENAa WJIM UX AaHTUTCHCBS3bIBaOI(ME (parMeHThl, Ccoaepskamue Hadop
amuHokucnotHeix nocienoarenbHocTeli HCDR1-HCDR2-HCDR3-LCDR1-LCDR2-LCDR3,
COIep KAIINXCs B Mape aMUHOKUCIOTHBIX mnocienoBarenbHocreit HCVR/LCVR, BeibpanHOM 13
rpynnel, cocrosimeit u3 SEQ ID NO: 2/10 (manpumep, mAb22033) u 66/74 (Hanpumep,
mAb22810). Cnocobst u  meromsl  uaeHtupukaumn CDR B aMHHOKHCIOTHBIX
nocnenosarenbHOcTsIX HCVR m LCVR xopowmro u3BecTHbI B AaHHOH OONACTM M MOTYT
ucrionp3oBatbcst  ausA  uneHtupukaumn  CDR B ompeneneHHBIX — aMHHOKHCIIOTHBIX
nocienosarenbHOcTIX HCVR w/unmu LCVR, packpeIThix B HacTosiiieM omucaHuu. [Ipumepsl
COTJIAIIEHUH, KOTOPBbIE MOTYT UCHOJIb30BATHCS Al uaeHTudukanuu rpasur CDR, BKIOYAOT,
Hanpumep, onpenenenne Kadar, onpenenenue Yotna u onpenenernrie AbM. B obmux ueprax,
onpenenenne Kabar ocHOBaHO Ha M3MEHUMBOCTH IOCJIEAOBATENIBHOCTEH, onpeneneHne Yorua
OCHOBAaHO Ha pAacCIOJIOKEHUH CTPYKTYPHBIX TETeNbHBIX oOOjacTeii, a ompenenenue AbM
SIBJISIETCS.  KOMIPOMHCCOM Meskay nomaxomamu mo Kabar u Yorma. Cwm., Hampumep, Kabat,
«Sequences of Proteins of Immunological Interest», National Institutes of Health, Bethesda, MD
(1991); Al-Lazikani et al., J. Mol. Biol. 273:927-948 (1997); and Martin et al., Proc. Natl. Acad.
Sci. USA 86:9268-9272 (1989). Takxe noctymHbl oOmenoctynHble 0as3bl AaHHBIX IS
unentudukannu nocnenosarenpHocteil CDR B anTHTETE.

[027] B HEKOTOpBIX BapuUaHTAaX OCYINECTBJIEHUs HACTOsIIee H300peTeHHe BKIIOYAET
AHTHUTEJIO WJIM €r0 aHTHI€HCBS3BIBAIOLINNA (PparMeHT, KOTOpoe Crenun(UIecKu CBSI3BIBAETCS C
NPR1, mpu >TOM aHTUTENO WJIM €ro AaHTUICHCBSA3BIBAIOIIUN (PPAarMEHT CONEPKUT TpU
ornpeneNsonue KoMIuieMeHTapHocTh obmactu Tspkenod nenu (CDR) (HCDRI1, HCDR2 u
HCDR3), conepskammuecs B BapuadenbHoit oonactu tsoxenoi nenu (HCVR), u tpu CDR nerkoit
neru (LCDR1, LCDR2 u LCDR3), comepxamuecs B BapuaOeNbHONH 00NAcTH JIETKOW LienH
(LCVR), npuuem HCVR conpep:kuT: (1) aMHUHOKUCIOTHYIO TIOCJI€IOBATENbHOCTD, BBIOPAHHYIO U3
rpymnmel cocrosituii 3 SEQ ID NO: 2, 18, 34, 50, 66, 82, 98, 114, 130, 146, 162 u 178; (ii)
AMUHOKHUCJIOTHYIO TIOCJIEIOBATEIbHOCTD, UMEIOINYI0 10 MeHblnel mepe 90% uaeHTHYHOCTH C
AMUHOKHUCJIOTHOH TOCJIeNOBaTEIbHOCTBIO, BBIOPAHHOM U3 rpyrmibl, coctosmeit u3 SEQ ID NO:
2,18, 34, 50, 66, 82, 98, 114, 130, 146, 162, u 178; (iil) aMUHOKHCJIOTHYIO MMOCJIEOBATEILHOCTD,
UMEIOIIYIO 110 MeHbIleld Mepe 95% UIEeHTUYHOCTH C aMMHOKHMCIOTHOH MOC/IeN0BaTeNIbHOCTHIO,
BbIOpaHHOM U3 rpymmbl, coctosiedt 3 SEQ ID NO: 2, 18, 34, 50, 66, 82, 98, 114, 130, 146, 162,
u 178; wnu (1v) aMHHOKHUCJIOTHYIO TTOCJIEA0BATEIbHOCTD, BRIOPAHHYIO U3 TPYIIbL, COCTOSIIEH U3
SEQ ID NO: 2, 18, 34, 50, 66, 82, 98, 114, 130, 146, 162 u 178, mpuuem yka3aHHas
aMHUHOKHCIIOTHAS MOCJIeI0BaTeIbHOCTh UMeeT He Oosiee 12 aMMHOKHCIOTHBIX 3aMeH; 1 LCVR
COIEPKHUT: (a) aMUHOKHUCIIOTHYIO TMOCJIEOBATENbHOCTD, BBIOPAHHYIO M3 TPYIIIBL, COCTOSIIECH U3
SEQ ID NO: 10, 26, 42, 58, 74, 90, 106, 122, 138, 154, 170 u 186, (b) aMUHOKHUCIOTHYIO
MOCJIEI0BATENBHOCTD, UMEIOINYIO 110 MeHblel Mepe 90% HIEHTUYHOCTH C aMHUHOKHMCIOTHOMN
MOCJIEIOBATEIBHOCTBIO, BBIOpAaHHOM U3 rpyrbl, coctosimei n3 SEQ ID NO: 10, 26, 42, 58, 74,
90, 106, 122, 138, 154, 170, u 186; (C) aMHHOKHUCJIOTHYIO MOCJIEOBATEIbHOCTD, UMEIOIIYIO TIO
MeHbIIeH Mepe 95% HUAEHTUYHOCTH ¢ aMMHOKHCIIOTHOH MOCTIEIOBATENbHOCTHIO, BBIOPAHHOH 13
rpynmbl, cocrosiuieit u3 SEQ ID NO: 10, 26, 42, 58, 74, 90, 106, 122, 138, 154, 170, u 186; unu



(d) aMHHOKHCIIOTHYIO IMOCIENOBATEIbHOCTh, BBIOPAHHYIO M3 Tpymmbl, cocrosimeii u3 SEQ ID
NO: 10, 26, 42, 58, 74, 90, 106, 122, 138, 154, 170 u 186, npuuemM yka3zaHHass aMUHOKUCIOTHAs
NIOCJIEIOBATENILHOCTD UMeeT He Oosiee 10 aMMHOKHCIOTHBIX 3aMEH.

[028] B HEKOTOpPBIX NPEANOYTUTENBHbIX BapHAaHTAX OCYLIECTBJIICHUs HACTOsLIEe
n300peTeHne BKJIIOYAeT AaHTHUTENa, KOTOpble crneuuduuecku cwssbBaorcs ¢ NPRI
ArOHUCTUYECKUM 00pa3oM, T.€. MOTEHLHPYIOT WM HHAYLUPYIOT CBSI3bIBAHHE M/WUJIN AKTHBHOCTD
NPRI1.

[029] Hacrosimee wu3oOperenue BkjArO4Yaer aHTU-NPR1  aHTuTena, wumeromue
MOIU(HUIIMPOBAHHBINA MATTEPH TIIMKO3MJIMPOBAHUS. B HEKOTOPBIX BapHaHTaX OCYIIECTBIICHUS
MOJKeT OBbITh MMOJIe3HA MOTU(UKALMS ISl YOAJIEHHUS HEXKEIaTeIbHbIX CATOB TTMKO3WINPOBAHHUS
WIA TIONy4YeHHs] aHTHUTENa, JIMIIEHHOro ¢parMeHTta (yKO3bl, MNPUCYTCTBYIOINETO B
OJIUTOCAXapUJHOM LeNH, HampuMmep, i yBeJIW4YeHHs (QYHKIMM aHTHTEI03aBUCUMOMN
KJerouHoonocpenosanHo nurorokcuanoctd  (ADCC) (ecm.  Shield et al. (2002) JBC
277:26733). B nmpyrux  TOpUMEHEHUSAX NS W3MEHEHHs ~— KOMIUIEMEHT-3aBUCHUMOHN
utoTokcnIHOCTH (CDC) MOKET OBITH BBITIOJHEHA MOTU(DUKALINS FaIaKTOHIIUPOBAHHUS.

[030] B HeKOTOpBIX BapHaHTaX OCYIIECTBIEHHs HACTOsIIEe M300PETeHHEe OTHOCHTCS K
aHTHUTENaM M WX AHTHUIEHCBS3BIBAIOLINM (pparMeHTaMm, KOTOpble MposBisioT pH-3aBHcHMOe
ces3biBanne ¢ NPR1. Hanpumep, Hacrosimee u300peTEeHHE BKIIOYAET AHTUTENA U UX
AHTUTEHCBs3bIBAIOINE (hparMeHThl, KOTOpbie CBsi3biBatoTCss ¢ NPR1 ¢ Oonee BbICOKUM
cponcTBoM npu HeWTpanbHOM pH, wem mpu kucinom pH (T.e. umeroT Oonee HU3KMI YPOBEHBb
CBsI3bIBaHUA IpU Kucyiom pH).

[031] Hacrosimee wu300pereHne  TakKe OTHOCUTCS K  aQHTHUTEJaM M UX
AHTUT€HCBA3BIBAIOIIMM (pparMeHTaM, KOTOpble KOHKYPHUPYIOT 3a CIELU(PHUECKOe CBSI3bIBAHUE C
NPR1 ¢ aHTHTENIOM MM €r0 aHTUI'€HCBs3bIBAOIINM (parmeHToM, conepxamuM CDR HCVR u
CDR LCVR, rae xaxnas u3 HCVR u LCVR nmeer aMHHOKHCIOTHYIO TOCJIENOBATENBHOCTD,
BbIOpaHHyt0 u3 nocienosarenbHocrei HCVR u LCVR, nepeunciennbix B Tabmuie 1.

[032] Hacrosiimee wu300peTeHHe  TakKe OTHOCUTCS K  aQHTHUTEJaM H  HUX
AHTUTCHCBS3BIBAIOIINM (PparMeHTaM, KOTOpbIE MEPEKPECTHO KOHKYPUPYIOT 32 CBSI3bIBAHUE C
NPRI1 ¢ 3TaJIOHHBIM aHTHTEJIOM WJIM €r0 AHTHICHCBS3BIBAIOIIMM (DPArMeHTOM, COAEPKaIlUM
CDR HCVR u CDR LCVR, rae xaxmas m3 HCVR u LCVR umeer aMUHOKHCIOTHYIO
MOCJIEIOBATEBHOCTD, BhIOpaHHyI u3 nocienosareapHocTeli HCVR u LCVR, nepeuncneHHbIX
B Ta0mue 1.

[033] Hacrosimee wu300peTeHHe TakKe OTHOCUTCS K  aQHTUTEJIaM H X
AHTUTCHCBS3BIBAIOIINM (parMeHTaM, KOTOPbIE CBS3BIBAIOTCS C TEM K€ SMUTONOM, 4YTO M
STAJIOHHOE aHTUTEJIO MJIM €r0 aHTUT€HCBS3BIBAOIINN (parmenT, conepxamuii Tpu CDR HCVR
u tpu CDR LCVR, mnpuuem kaxgas u3 HCVR u LCVR umeer aMHUHOKHCIOTHYIO
MOCJIEIOBATEIBHOCTD, BhIOpaHHyr0 u3 nocienosareiapbHocTelt HCVR u LCVR, nepeuncneHHbIx
B TaOmue 1.

[034] Hacrosimee u3oOpeTeHHe TakKe OTHOCUTCS K BBIACJIIEHHBIM aHTHUTENAM U WX

AHTHUT'CHCBA3bIBAOIITHM (bpaFMeHTaM, KOTOPBIC YBCIIMYUBAIOT UJIU CTa6I/IJ'II/IBI/Ipy}OT CBA3bIBAHUEC



NPR1 ¢ guranmom (Hampumep, ANP mmu BNP). B HekoTOpBIX BapMaHTax OCYIIECTBIIEHHS
AHTUTEJIO WM €r0 aHTUIe€HCBSI3bIBAIOIIUI (pparMeHT, KOTOpBIN akTUBUpYeT cBsizbiBaHue NPR1 ¢
ANP, MoxxeT cBsi3bIBaThCS ¢ TeM ke srutornoM Ha NPR 1, uto u ANP, unm MoskeT CBSI3bIBaThCS €
apyrum snutonom Ha NPR1, uro u ANP.

[035] B HeKkOTOpBIX BapHAHTaX OCYIIECTBJIEHUS AHTUTENA WM AHTUICHCBSI3bIBAIOLIHE
(dparMeHThl MO HACTOSIIEMY H300PETEHHUIO SIBJISIOTCA OMCHEenn(pUUECKHMH, BKIIFOYAs MEPBYIO
cienuUIHOCT CBsA3bIBaHUS ¢ 1mepBbiM snuronioM NPR1 u  Bropyro cnenuduyHOCTD
CBsA3bIBaHUs cO BTOpbIM snuronoM NPRI, mnpu 5TOM mepBbiii U BTOPOM 3MUTOMBI SIBISIOTCS
Pa3HBIMHU U HETIEPEKPbIBAIOIIUMUCS.

[036] B HekOTOpBIX BapuaHTaxX OCYLIECTBJIEHUS HACTOsIIEe M300pEeTEHHUE OTHOCUTCS K
BBIJIEJIEHHOMY aHTHUTEJY WJIH €r0 aHTUT€HCBS3BIBAIOIIEMY (PParMeHTy, KOTOPOE UMEET OJHY WIIH
Oonee W3 CHEOYOIIMX XapaKTePUCTUK. (a) SBISETCS  TOJHOCTBIO  YEJIOBEUECKHM
MOHOKJIOHAJIbHBIM aHTUTENoM; (b) cBsi3piBaeTcsi ¢ MoHOoMepHbIM NPR1 yenoBeka B OTCyTCTBHE
ANP w/mmm BNP npu 25°C u npu 37°C ¢ xoncrantoii auccounaimu (Kp) menee 690 M,
U3MEPEHHOW B aHaJIMW3€ MOBEPXHOCTHOTO IUIA3MOHHOIO pE30HaHCa; (C) CBs3BIBAETCA C
numepHbIM NPR1 yenoseka B orcyrctBue ANP unu BNP npu 25°C u npu 37°C ¢ Kp menee 42
HM, H3MEpeHHOH B aHalHM3e TMOBEPXHOCTHOrO IIA3MOHHOro pe3oHaHca, (d) cBsi3bIBaeTcs ¢
yenosedeckuM NPR1 B kommiekce ¢ ANP nipu 25°C u 37°C ¢ Kp menee 80 HM, usmepeHHOi B
aHaJIN3€e TIOBEPXHOCTHOIO TUIA3MOHHOTO pe30HaHca, (€) cBsa3biBaeTcs ¢ yenoBeueckuM NPRI1 B
xommiekce ¢ BNP mpu 25°C u 37°C ¢ Kp menee 20 HM, u3MepeHHONl B aHaiu3e
MOBEPXHOCTHOTO TUIA3MOHHOTO pe3oHaHca; (f) csasbiBaercss ¢ MoHOMepHbIM NPR1 00e3bsiHbI B
orcyrctBue ANP n/umn BNP npu 25°C u 37°C ¢ Kp menee 365 HM, u3MepeHHO! B aHanmu3e
NOBEPXHOCTHOTO ITIA3MOHHOIO pe3oHaHca; (g) cBssbiBaercst ¢ auMepHbIM NPR1 obe3bsiHbl B
orcyrctBue ANP unmu BNP npu 25°C u npu 37°C ¢ Kp menee 30 HM, u3MepeHHOI B aHanmu3e
HOBEPXHOCTHOTO TIa3MOHHOTO pe3oHaHca; (h) cesasbiBaercst ¢ NPR1 00e3psiHBI B KOMILIEKCE €
ANP mpu 25°C u 37°C ¢ Kp menee 10 HM, u3MepeHHON B aHaln3€ IMOBEPXHOCTHOIO
IJIa3MOHHOTO pe3oHaHca, (1) ceszbiBaeTcsi ¢ NPR1 o0e3bsiHbl B komiuiekce ¢ BNP mpu 25°C u
37°C ¢ Kp menee 10 HM, u3MepeHHOM B aHAJIM3€ TTOBEPXHOCTHOTO TJIA3MOHHOTO pe30HaHCa, (j)
He cBs3biBaeTcst ¢ MbImUHBIM NPR1; (k) cBs3pIBaeTcst ¢ KJIeTKaMH, 3KCIPECCHPYIOIIUMHU
yenoeueckuit NPR1 (6e3 ANP) wnu ¢ NPR1, naxogsimmumcst B komriekce ¢ ANP, ¢ ECsy meHee
5 uM; (1) akruBupyer NPR1 ¢ ECsy menee 385 HM, m3MepeHHOH B OMOaHaIM3€ Ha OCHOBE
KJIETOYHOT'O TOTOKA KajbLus; (M) CHMXKAET CHCTEMHOE KPOBSHOE NABJCHHE TPU BBEICHUU
HOPMOTEH3UBHBIM M ITHIIEPTEH3UBHBIM MBbIIIAM, TPU 3TOM CHI)KEHHE CHCTEMHOIO M CPEIHETrO
apTepUANIbHOTO JaBJICHUS MPONOJDKaeTcss A0 28 nHed mociie BBENEHUsT ONHOW 103bI, (n)
yJIy4IIaeT TOJIEPAHTHOCTD K IUIFOKO3€ MPHU BBEAEHUH MbIIIAM C OKUPEHHEM, BbI3BAHHBIM JUETOM;
u (0) copepxxut HCVR, coneprxaiyto aMUHOKHUCIOTHYIO TOCJIEAOBATENIbHOCTD, BEIOPAHHYIO U3
rpymnmsl, cocrositmeit u3 nmocienosarenbHocteit HCVR, nepeunciennsix B Tabmune 1, u LCVR,
cozep Kaliel aMHHOKUCIIOTHYIO TOCIEIOBATEIbHOCTh, BBIOPAHHYIO M3 T'PYIIIbL, COCTOSIIEH W3
nocnenosatenbHocTeit LCVR, nepeuncnenHbix B Tadbmuune 1.

[037] Bo BTOpOoM acmekTe HacTosllee H300pPEeTeHHe OTHOCUTCS K MOJIeKyJiaM
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HYKJIEMHOBOM KMCIOThI, komupyromuMm aHTU-NPR1 anTurena wmnm wmx vactu. Hanpuwmep,
HacTosilee H300peTeHHe OTHOCUTCS K MOJIEKyJaM HYKJIEHHOBOH KHUCIIOTHI, KOTUPYIOLINM
MO0y M3 aMHHOKUCIOTHBIX mocienoBarenbHocTeli HCVR, mepeuncnennsix B tabmuue 1; B
HEKOTOPBIX BapHaHTaX OCYLIECTBJIEHMS MOJIEKYJla HYKJIEUMHOBOM KHUCJIOTBI COIEPKUT
MOJINHYKJIEOTHIHYIO TIOCJIEIOBATEIbHOCTh, BBIOPAHHYIO U3 JIFOOOW M3 TMOCIENOBATEIbHOCTEH
HykienHoBoi kucnotel HCVR, nepeuncnensbx B Tabnuie 2, WM MO CyLIECTBY aHAJIOTMYHOM
ell moclenoBaTeNbHOCTH, HMelInel rno MeHbinei mepe 90%, mo meHbiunelr mepe 95%, mo
MeHblel Mepe 98% nnn o meHbiuel Mepe 99% HAEHTUYHOCTH MOCIEA0BATEIHbHOCTH.

[038] HacTosiee u3o0pereHue Takke OTHOCUTCS K MOJIEKYJIaM HYKJIEMHOBOH KHCIIOTHI,
KOAMPYIOIIUM JEOOYI0 M3 aMUHOKHCIIOTHBIX mocienoBatenbHocteli LCVR, mepedncieHHbIX B
tabmuie 1, B HEKOTOPBIX BapUAHTAX OCYIIECTBJIEHUS MOJIEKyJIa HYKJIEHHOBOW KHCJIOThI
CONEPKUT  MOJMHYKJICOTUAHYI  TOCJIENOBATEIbHOCTh,  BbIOpaHHYIO W3  JEOOOW W3
nocJieIoBaTebHOCTEN HykJienHOBOW kucioTel LCVR, mepeduncieHHbIX B Tadiwie 2, WK MO
CYIIECTBY AHAJOTHYHYIO €U TMOCIeAOBAaTENbHOCTh, MMEIOIYI0 MO MeHbimeld mepe 90%, mo
MeHblel mepe 95%, no Mmenbiueil mepe 98% wunu no MeHblieil Mepe 99% HIAEHTUYHOCTH
MOCJIEA0BATEIbHOCTH.

[039] Hacrosiimee nu3o0peTeHne Takke OTHOCUTCS K MOJIEKYJIaM HYKJIEMHOBOH KHCIIOTHI,
KOAMPYIOIUM JTIOOYI0 U3 aMUHOKUCIIOTHBIX mnocienoBaTenbHocteit HCDR 1, mepeuncieHHbIX B
tabmuue 1, B HEKOTOPBIX BapUAHTAX OCYIIECTBJIEHUS MOJIEKYJa HYKJIEHHOBOW KHCIIOTBI
COINEPKUT  MOJIMHYKJICOTUAHYI)  TOCJIENOBATENIbHOCTh, BBIOPAaHHYKD W3  JIOOOH U3
nocyienoBaTebHOCTeN HykyienHoBou kuciotel HCDR1, nepeuncineHHbx B Tabaume 2, Win 1o
CYIECTBY AHAJOTHYHYIO €M IMOCIeA0BAaTEeNbHOCTb, MMEIOIYI0 MO MeHbluel mepe 90%, mo
MeHblIel Mepe 95%, mo meHblied Mepe 98% wunm no MeHblield mepe 99% HAEHTHYHOCTH
MOCJIEA0BATEIBHOCTH.

[040] Hacrosiiee n3o0peTeHne Takke OTHOCUTCS K MOJIEKYJIaM HYKJIEHMHOBOM KHCJIOTBI,
KOAMPYIOIUM JTFOOYI0 U3 aMUHOKUCIIOTHBIX mocienoBaTenbHocteit HCDR2, nepedynciieHHbIX B
Tabmuie 1, B HEKOTOPBIX BapUAHTAX OCYLIECTBJIEHUS MOJIEKyJia HYKJIEMHOBOW KHCJIOThI
CONEP’KUT  TMOJIMHYKJIEOTUAHYK)  TMOCJIENOBATeIbHOCTh,  BBIOPaHHYHO W3  JIIOOOH U3
nocJieioBaTebHOCTEN HykyienHoBoU kuciaotei HCDR2, mepeuncneHHbIx B TabauIe 2, Wid MO
CYIIECTBY AHAJOTHYHYIO €H TMOCIeAOBAaTEeNIbHOCTb, MMEIIYI 1o MeHbied mepe 90%, mo
MeHbleld mepe 95%, nmo menbiier mepe 98% unu mo Mensiei mepe 99% HAEHTUYHOCTH
MOCJIEA0BATEIBbHOCTH.

[041] Hacrosiimee nu3o0peTeHre Takke OTHOCUTCS K MOJIEKYJIaM HYKJIEMHOBOH KHCIIOTHI,
KOAMPYIOIHUM JTIOOYI0 U3 aMUHOKUCIIOTHBIX mnocienoatenbHocteit HCDR3, mepeuncieHHbIX B
tabnuie 1, B HEKOTOPHIX BapUAHTAX OCYIIECTBIIEHUS MOJIEKyJa HYKJIEHHOBOW KHCJIOTHI
COINEPKUT  MOJIMHYKJICOTUAHYID  TOCJIENOBATENIbHOCTh, BBIOPAaHHYKO W3  JIIOOOH U3
nociiefoBaTebHOCTEN HykyienHoBou kucioTel HCDR3, mepeuncineHHbx B Tabnume 2, Win 1o
CYIIECTBY AHAJOTHYHYIO €M MOCIeNOBaTeNbHOCTh, UMEIINYK MO MeHbleld mepe 90%, mo
MeHblie mepe 95%, no Mmenbiieil Mepe 98% wunu no Mmesbliell Mepe 99% HMAEHTUYHOCTH

nocCJaeaoBaTCIbHOCTH.
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[042] Hacrosiimee nu3o0peTeHre Takke OTHOCUTCS K MOJIEKYJIaM HYKJIEMHOBOH KHCIIOTHI,
KOAMPYIOIUM JIFOOYI0 M3 aMHUHOKHCIOTHBIX TocienoBartenbHocteit LCDR1, nepedncineHHbIx B
tabmuue 1, B HEKOTOPHIX BapUAHTAX OCYIIECTBIIEHUS MOJIKyJa HYKJIEHHOBOW KHCJIOTBI
COINEPKUT  TMOJIMHYKJICOTUAHYI)  IOCJIENOBATENIbHOCTh, BBIOPAaHHYKO U3  JIOOOH U3
nocyeoBaTeNbHoCTe HykjienHoBol kuciaotel LCDR1, nepeuncneHHbpix B Tabnuue 2, WK 1O
CYLIECTBY AHAJOTUYHYIO €Il IMOCIeNOBaTeIbHOCTh, UMEIOLIYI0 MO MeHblunel mepe 90%, mo
MeHblIell Mepe 95%, no meHbliedl mepe 98% wunu no Mesbluel mepe 99% HIEHTUYHOCTH
MOCJEA0BATEIbHOCTH.

[043] Hacrosiiee u3o0peTeHue Takke OTHOCUTCSI K MOJIEKYJIaM HYKJIEMHOBOM KHCJIOTHI,
KOAMPYIOIIUM JIFOOYI0 M3 aMUHOKHCIOTHBIX mocnenosarenbHocteli LCDR2, mepeynciieHHbIX B
tabmuie 1, B HEKOTOPHIX BAapUAHTAX OCYIIECTBIIEHUS MOJIEKyJIa HYKJIEHHOBOW KHCJIOTHI
CONEP’KUT  TMOJIMHYKJICOTUAHYI)  TMOCJIEeNOBATeIbHOCTh, BBIOPaHHYKO W3 JI0OOOH U3
nocJieioBaTebHOCTEN HykenHOBOH kuciotel LCDR2, mepedncieHHbIX B Tabiuie 2, WU IO
CYIIECTBY AHAJOTHYHYIO €W TMOCIeAOBATENbHOCTh, MMEIOIYI0 MO MeHbield mepe 90%, mo
MeHblel mepe 95%, no Mmenbiieil Mepe 98% wunu no Mmesbluedl Mepe 99% HMAEHTHUHOCTH
MOCJIEA0BATEIbHOCTH.

[044] Hacrosiimee u3o0peTeHne Takke OTHOCUTCSI K MOJIEKYJIaM HYKJICHHOBON KHUCJIOTBHI,
KOAMPYIOIHUM JIFOOYI0 M3 aMHUHOKHCIOTHBIX mocienosarenbHoctelt LCDR3, nepeunciieHHbIX B
tabmuue 1, B HEKOTOPHIX BapUAHTAX OCYIIECTBIIEHUS MOJIKyJa HYKJIEHHOBOW KHCJIOTBI
COINEPKUT  MOJIMHYKJICOTUAHYIO  IOCJIENOBATEIbHOCTh, BBIOPAHHYI) W3  JIEOOOH W3
nocJyieoBaTebHOCTEN HykiienHoBOH kuciaorel LCDR3, mepedncneHHbx B Tabiuile 2, WIH 10
CYIECTBY AHAJOTHYHYIO €M IMOCIeA0BAaTEeNbHOCTb, MMEIOIYI0 MO MeHbluel mepe 90%, mo
MeHblIel Mepe 95%, mo meHblied mepe 98% wnu no MeHbiuel mepe 99% HIEHTHUYHOCTH
MOCJIEA0BATEIBHOCTH.

[045] Hacrosiiee n3o0peTeHne Takke OTHOCUTCS K MOJIEKYJIaM HYKJICHMHOBOM KHCJIOTBI,
komupyromium HCVR, rone HCVR Brmouaer Hadop u3 tpex CDR (t.e. HCDRI1-HCDR2-
HCDR3), npuyem HaOop aMUHOKHCIOTHBIX mocienoBarenbHocreiir HCDR1-HCDR2-HCDR3
SIBJISIETCSI TAKUM, KaK OMPENesieHO JUIsl JIF000ro U3 UIUTIOCTPATUBHBIX AaHTHUTEJ, MIEPEYUCIIEHHBIX B
tabmune 1.

[046] Hacrosiimee u3o0peTeHue Takke OTHOCUTCS. K MOJIEKYJIaM HYKJIEMHOBOH KHCIIOTHI,
komupyromumM LCVR, rme LCVR Brmouaer Hadop m3 tpex CDR (t.e. LCDRI-LCDR2-
LCDR3), mpuyem Habop amMuHOKHCIOTHBIX mocienoBarenbHoctei LCDR1-LCDR2-LCDR3
SIBJISIETCSI TAKUM, KaK OTPENesIeHO JUIsl JIF000ro U3 MILUTIOCTPATUBHBIX AHTUTEJ, TIEPEYHCICHHBIX B
tabmune 1.

[047] Hacrosiimee u3o0peTeHne Takke OTHOCUTCS. K MOJIEKYJIaM HYKJIEMHOBOH KHCIIOTHI,
kogupyromuM kak HCVR, Tak u LCVR, rme HCVR copepXuT aMHHOKHCIOTHYIO
MOCJIEIOBATEIbHOCTh  JIIOOOH M3  aMUHOKHUCJIOTHBIX  mocienoBarenbHocTeii  HCVR,
nepeuncieHHbx B Tabmmue 1, u rne LCVR conep:kutT aMUHOKUCIIOTHYIO MOCJIEI0BATEIbHOCTD
mo0oi U3 aMMHOKHUCIOTHBIX nocienosarenpHocTeil LCVR, nepeuncnenssix B Tabmuue 1. B

HEKOTOPBIX BapUaHTaX OCYLICCTBJICHUA  MOJICKYJIa HYKHGHHOBOﬁ KHCJIOTbI  COACPIKUT
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NOJIMHYKJICOTHIHYIO TOCJIEN0BATENbHOCTb, BBIOPAHHYIO W3 JFOOOH M3 IMOCIEAOBATENBbHOCTEH
HyksienHoBou kuciorsl HCVR, nepeuncieHHbIx B TabnuIie 2, WK MO CYLIECTBY aHAJIOTHYHYIO
el IoCeNoBaTeNbHOCTh, UMEIOIYI0 MO MeHbluel mepe 90%, mo meHbiueli mepe 95%, mo
MeHbuied mepe 98% wunu no MeHblieln Mepe 99% MAEHTUYHOCTH MOCJIENOBATENBHOCTH, U
NOJIMHYKJIEOTUHYIO IOCIEN0BATEIbHOCTb, BBIOPAHHYIO M3 JIIOOOH W3 NOCIENOBaTENIbHOCTEN
HykJIeMHOBBIX KUCIoT LCVR, nepedncieHHbix B Tadmune 1, WK mo CylecTBy aHAJOTHYHYIO ei
MOCJIEI0BATEILHOCTD, UMEIOINYIO 10 MeHbIel Mepe 90%, no menbineii Mepe 95%, Mo MeHbIIeH
Mepe 98% wunu mo meHblnedn Mepe 99% HMIEHTUYHOCTH TMOCIENOBATEILHOCTH. B HEKOTOPBIX
BAPHUAHTAX OCYIIECTBJEHHS COIJIACHO STOMY AaCIHEeKTy H300pEeTeHHs MOJEKyjla HYKJIEHHOBOH
kuciotel koaupyer HCVR u LCVR, rne HCVR u LCVR npoucxonar oT OgHOrO U TOTO XKe
antu-NPR1 anTHTENa, IEepevncieHHoro B Tabuue 1.

[048] B poacTBEHHOM acriekTe HAcTosIee H300PETeHNEe OTHOCUTCS K PEKOMOMHAHTHBIM
BEKTOPaM  JKCIPECCHH,  CIMOCOOHBIM  3KCIPECCHPOBATh  MOJUMNENTHA,  COIEpKaIui
BapuabeNbHYI0 OO0JNACTh TSDKENOW W/WIIM JIerKOH menu aHtuTena. Hampumep, Hacrosiiee
n300peTeHre BKIIIOYAET PEKOMOMHAHTHBIE BEKTOPBI OSKCIPECCHH, COnepkamue o0y U3
MOJIEKYJ1 HYKJIEMHOBBIX KHCIOT, YIOMSHYTBIX BbIII€, T.€. MOJIEKYJ] HYKJIEHMHOBBIX KHCIOT,
kogupyromux Jirodyro u3 mocnenosarenpHocTeli HCVR, LCVR w/mmm CDR, yka3aHHbIX B
tabmuie 2. B HEKOTOPBIX BapHaHTaxX OCYIIECTBIEHMs HACTOALIEe M300pETeHHE OTHOCHTCS K
BEKTOpPaM JKCIPECCHH, COAEpKAIIUM: (a) MOJIEKYJy HYKJIEHHOBOH KHCIIOTBI, COIEpPIKAILIYIO
MOCJIEI0BATENbHOCTD HYKJIEMHOBOM KHCHIOThI, kopupyromyro HCVR anTutena, xoropoe
cesaspiBaeTcss ¢ NPRI1, mpuyem HCVR comepxur aMHHOKHCIOTHYIO HOCJIE€IOBATENbHOCTD,
BBIOPAHHYIO U3 TPYMIBL, COCTOALIEH M3 IOCIEAOBATENbHOCTEH, MEepeuncIeHHbIX B Tabmuie 1;
u/unu (b) MONEKyJTy HYKJIEHHOBOW KHCIIOTBI, COEPIKAILYIO MOCIEA0BATENbHOCTD HYKJIEHHOBOMN
kucnotel, koaupyromyw LCVR anturtena, xoropoe cpszpiBaercs ¢ NPRI1, mpuuem LCVR
COEP’KUT AMUHOKHCIIOTHYIO IOCJIEAOBATEIbHOCTh, BBIOPAHHYIO M3 TPYHIbL, COCTOSILIECH W3
NIOCJIeIOBATENIbHOCTEH, nepevrcieHHbIX B Tabauie 1. B o0beM HacTosimero u3o0peTeHus TakKe
BKJIFOYEHBbI KJIETKU-XO0351€Ba, B KOTOpPbIE BBEIEHBbI TAKHE BEKTOPBI, U CIIOCOOBI MOJIYyYEHUS
aHTHUTENl WIN UX 4YacTell MyTeM KyJbTUBHPOBAHUS KIJIETOK-XO35€B B YCIOBUSX, MO3BOJISIOIINX
NPOAYLMPOBATh AHTUTENA WM (PArMEHThl AHTUTEN, U BBLACICHUS aHTHTET M (HParMeHTOB
aHTHTEJ, MPONYLUPOBAHHBIX TAKUM 00pa3oM. B HEKOTOPBIX BapHAHTAX OCYINECTBIICHUS KIETKU-
X035€Ba COJEPKAT KJIETKY MJIEKONMUTAIOIIEro UM MPOKAPUOTHUYECKYIO KJeTKy. B HekoTophIx
BAPHUAHTAX OCYIIECTBJICHUS KJIETKA-XO35SWUH MPEACTaBIsieT COOOH KIIETKY SIMYHHMKA KHUTAHCKOTO
xomsiuka (CHO) wmm  knerky Escherichia coli (E. coli). B HekoTopsIx BapmaHTax
OCYIIECTBIIEHHSI HACTOsIIee N300pETEeHNEe OTHOCUTCS K CIToco0aM IMONyYeHHs aHTUTENA UIH €T0
AHTUTeHCBS3BIBAIOIIETO (parMeHTa IO HACTOSINEMY H300pPETeHHIO, TPU 3TOM  CIIOCOOBI
BKJIIOYAIOT  BBEJEHHE B  KIETKYy-XO3MHAa  BEKTOpa  3KCIPECCUH,  COJEPIKallero
MIOCJIEIOBATENbHOCTD HYKJIEHHOBOM KHCIo0ThL, Kopupyromyo HCVR w/umu LCVR antuTena mmum
€r0 AaHTUTEHCBS3bIBAOIIEro (parMeHTa Mo H300peTeHHro, (YHKIHMOHAJIBHO CBSI3aHHYIO C
IPOMOTOPOM; KYJIbTUBHPOBAHHE KJIETKU-XO31MHA B YCJIOBUAX, OJATONPUATHBIX ISl SKCIIPECCUN

noCJaeaoBaTCIbHOCTHU HYKHGHHOBOﬁ KHUCJIOTHI, u BBIACIICHUEC AHTUTCIIA 58]0 €ro
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AHTUTeHCBS3BIBAIOIIETO (parMEeHTa W3 KYyJbTYPaJIbHOW Cpeabl W/WIHM  KIETKH-XO35HHA.
BrineneHHOe aHTUTENO WM €r0 aHTHIEHCBSI3BIBAIOIINI (PpPAarMEHT MOKHO OYHUCTHUTH JIOOBIM
CrIoCOOOM, U3BECTHBIM B YPOBHE TEXHUKH.

[049] B tperbeM acnekTe M300peTeHHE OTHOCUTCS K (papMaleBTUYECKOW KOMIIO3ULINH,
comepxaliel TepaneBTHYeCKH A(QPEKTUBHOE KOJUYECTBO TII0 MEHbIIEH Mepe OIHOro
PEKOMOMHAHTHOTO MOHOKJIOHAJBHOTO AHTHTENA WM €r0 aHTUTeHCBS3BIBAIOLIErO (pparmeHTa,
Kotopoe crienupuuecku csspiBaercs ¢ NPR1, u ¢apmauesTrueckn npueMieMslii HocuTenb. B
POACTBEHHOM acIeKTe M300pETeHHe OTHOCHUTCS K KOMIIO3HMIMH, KOTOpas MpPeACTaBisieT coOoit
koMOuHauuo aHTu-NPR1 aHTHUTENa W BTOPOro TEPANEBTUYECKOTO CPEACTBa. B omHOM W3
BAPUAHTOB OCYINECTBJIEHUS] BTOPOE TEPANEBTHUYECKOE CPEACTBO TMPENCTaBisieT coboil nrodoe
CPEACTBO, KOTOPOE NPEUMYIIeCTBEHHO KOMOMHHMPYIOT ¢ aHTU-NPR1 antutenom. Ilpumepst
CPEICTB, KOTOpbIe MOKHO 3((EeKTHBHO KOMOMHUPOBaTh ¢ aHTH-NPR1 aHTUTEIOM, BKITIOYAIOT,
0e3 orpaHuYeHwus], APyrue CpencTra, koropbie cBs3bBarOTCs ¢ NPR1 w/mmn aktuBupyroT NPR1
(BKJTFOUAst APYTHE AHTUTENA WM X aHTUICHCBS3BIBAIOIINE (DPArMeHTHI U T.A.), WU CPEACTBa,
KOTOpBIE He CBSI3BIBAIOTCS HermocpencTseHHO ¢ NPR1, HO, TeM He MeHee, JiedaT Wik OcIabJisoT
o MeHblIed Mepe oauH cumnroMm wmiau npusHak NPR1-acconmmpoBanHoro 3abosneBanHust wmim
paccTpoiicTBa (pacKpbITOrO B IPYrOM MECT€ B HACTOSINEM ONHUCaHUM). JOMOJTHUTENbHBIE
KOMOWHHUPOBAHHBIE BUJIbI TEPATIMH U COBMECTHBIE COCTaBhI, BKItoUaromue anTu-NPR1 anTurtena
IO HACTOSIIEMY H300PETEHHIO, PACKPBITHI B APYTOM MECTE B HACTOSIILIEM ONHCAHUH.

[050] B uerBepTOM acmekTe H300pEeTeHHE OTHOCHUTCS K TEePANeBTUYECKUM CIIoco0am
neuenusi NPR1-accounnpoBaHHOro 3a00JI€BaHUS UM PACCTPONCTBA y CYOBEKTa C MOMOIIBIO
anTu-NPR1 aHTHTEeNna WM AHTUTIeHCBS3BIBAIOIIEH YacTH aHTUTENA IO H300PETEeHHI0, Thae
TepameBTUUECKHE CHOCOOBI BKJIIOYAIOT BBEIEHHE HYXJAIOIIEMYCsl B O3TOM  CyOBEKTy
TepaneBTHUeCKu 3(P(HEeKTHBHOTO KONMNYeCTBa (hapMalleBTUUECKOH KOMITO3HMLIMH, COAep Kaleit
AHTUTEJIO WM AHTUTEHCBS3BIBAIOLIMN (parMeHT aHTuTeNa 1Mo Hu300pereHHro. PaccTpoicTso,
noJyyIeskaliee JICUSHHIO, TMPencTaBsieT coOoi oboe 3a0ojieBaHUE WM COCTOSTHHE, KOTOPOe
MOKeT ObITh 0O0JerdeHo, OcialJieHO, TMOAABICHO WM MPEJOTBPALICHO 3a CUET YCHIICHUS
aktuBHOCTH NPRI1 (Hampumep, rumeproHusi). B HEKOTOpPBIX BapHaHTaX OCYLIECTBICHUS
u300peTeHne OTHOCHUTCS K crocobam mpodunaktuku win jtedeHus: NPR1-acconumupoBaHHOTO
3a00NeBaHMs WM PAcCTPOHCTBA, BKIIFOYAIOIIUM BBEACHHE HYKIAIOLIEMYCS B 3TOM CyOBEKTY
TepaneBTHUeCcKH  >(dexTuBHOro - koamuecrsa  aHTU-NPRI1 aHTUTEJ]Aa  WIU  €ro
AHTUTeHCBS3BIBAIOIIETO (pparMeHTa 1mo u300peTeHn0. B HEKOTOPBIX BapHaHTaX OCYIIECTBICHUS
AHTHUTEJIO WJIM €r0 aHTUT'€HCBSA3BIBAIOIIUN ()ParMeHT MOJKHO BBOAUTH C LENBI0 MPOQPHIAKTUKH
WM Tepanmuu CyOBeKTy, CTpajalomeMy WId HMerIlleMy puck passutus NPRI-
aCCOLIMMPOBAHHOTO 3a00JIEBAHUS WIIM PACCTPONCTBA. B HEKOTOPBIX BapHaHTaxX OCYIIECTBICHUS
AHTUTEJIO UJTH €r0 AaHTUTCHCBS3bIBAIOIIUI (PparMeHT 10 H300PETEHNIO BBOIAT HYKAAKOLIEMYCS B
3TOM CyOBEKTY B KOMOWHAIIMM CO BTOPBIM TEPANEBTHYECKUM CPEACTBOM. Btopoe
TEPANEeBTHUECKOE CPEICTBO MOXKET OBITh BBIOPAHO W3 TPYIIIBI, COCTOSINEH W3 AHTArOHHCTA
anbpIoCcTepoHa, anb(dha-agpeHodiokaTopa, HHTHOUTOPA AaHTMOTEH3WHIIPEBpAIlaoIero GepMeHTa

(ACE), apTepuONsIpHOTO Ba30JWJIATATOPA, BA3OAMJIATATOpPA BErE€TATUBHBIX TaHIJIMEB, Oera-
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anpeHobIoKaTopa, CUMIATONUTHKA, HCTOMIAIOINErO 3amachl KaTeXOJaMHHA, LEHTPAIbHOTO
aroHucra anb(da-2-agpeHopenenTopoB, OJoKaTopa KajbIMEBbIX KAHAJOB, IUYPETHKA,
UHTUOUTOpA PEHMHA, AHTHKOATYJISHTA, aHTUTPOMOOLMTAPHOIO areHTa, areHTa, CHIKAIOINEro
YPOBEHb XOJIECTEPHHA, Ba30JWIATOPA, TUTHTAINCA, XUPYPIUU, UMILUIAHTUPYEMOIO YCTPOICTBA,
NPOTHBOOIYXOJIEBOM  Tepanuu, uHCynuHa, aronucra GLP1, wmerpopmuna, nuanusa,
CTUMYJIATOpPAa KOCTHOTO MO3Ta, reMO(pUIbTPALIY, H3MEHEHHs1 00pasa JKU3HH, MMHUIIEeBOI 10OaBKH
1 I000T0 APYroro JIEKapCTBEHHOTO BELIECTBA WJIM TEPaNeBTHYECKOrO CPEACTBA, U3BECTHOTO B
IaHHOH 00siacTu. B HEKOTOPBIX BapHaHTaX OCYLIECTBJECHHS BTOPOE TEPANEBTHUYECKOE CPEACTBO
MOXET  MpPeNCTaBNIsATH COOOH  CpPEeACTBO, KOTOpPOE  IOMOTraeT  MPOTHBOAEHCTBOBATH
BO3SHHKHOBEHUIO WJIM YMEHBIIATH JIOO0H BO3MOXKHBIA MOOOUYHBIA 3(eKT(bl), CBI3AHHBIA C
AHTHUTEJIOM WJIH €r0 aHTHIEHCBSI3bIBAIOLINM (PArMEHTOM MO H300PETEHHUI0, €CJIU HMEETCs
BEPOSITHOCTb BO3HUKHOBEHHUSI TaKOro moOouHOro >¢¢exra(oB). AHTHTENIO WIH ero (pparMeHT
MO’KHO BBOJHTbH MOJKOKHO, BHYTPUBEHHO, BHYTPUKOXKHO, BHYTPHOPIOIINHHO, MEPOPATBHO HITH
BHYTPUMBIIIEYHO. AHTUTEJO WK €ro parMeHT MOXKHO BBOAMTH B 103€ OT nmpumepHo 0,1 mr/kr
Beca Tema no mnpumepHo 100 mr/kr Beca Tena cyObekTa. B HEKOTOpBIX BapHaHTaX
OCYIECTBIIEHHSI AaHTUTEJIO MO HACTOSIEMY M300PETEHHI0 MOXKHO BBOAWTH B BHIE OIHOW HIIU
HECKOJIbKUX J103, COCTaBJsIoIUx OT 10 Mr 10 600 mr.

[051] Hacrosituee nzobpeTeHue Takke BKIIOYaeT npumMeHerrne antu-NPR1 anturena v
€ro AHTHIeHCBS3BIBAOIIET0 (parMeHTa IO HACTOSIIEMY H300PETEHHIO B MPOU3BOJICTBE
JIEKApCTBEHHOT'O CPENCTBA Ul JIeUeHHs 3a00JeBaHMs UM PacCTPOIHCTBA, KOTOPOE MOIJIO Obl
ObITh 3¢ eKkTUBHBIM NPOTUB akTUBaLMHU cBsi3biBaHUA NPR1 n/unm aktuBHocTin NPR1.

[052] Jlpyrue BapHaHTBbI OCYINECTBJIEHHUS CTAHYT OYEBUIHBIMH U3 MPUBEIEHHOIO HIKE
MOIPOOHOTO OMHICAHUS.

KPATKOE OIIMCAHUE PUCYHKOB

[053] Ha ¢wur. 1 mnokasaHo BiusiHME BBIOpaHHBIX aHTUTEN-aroHUCTOB NPR1 Ha
CHCTONMYECKOE  apTepHAlbHOE  JABIEHHe y  HOPMOTEHSHBHBIX  Mbimeii  NPR1™™.

HopmoTeHsuBHbx Mbimeii NPR1™M™

C TeJeMETPUYECKHUM KOHTPOJEM pachpenesuid Io
rpynnaM B 3aBUCUMOCTHU OT Macchl Tesia. JKUBOTHBIM BBOJWIIM OJIHY MOJIKOXXHYIO HUHBEKIHIO 25
mr/kr anturena-aronncta NPR1 wim kortponst PBS, kak nokasano B Tabnuue 30. Bee 3HaueHus
NPEACTABISIIOT COOOM CpeaHee M3MEHEHHE OT MCXOAHOTO YPOBHA B TeueHHe 3-7 OHeH +
craHgapTHas omuoka cpenHero (SEM), n=3-9 Ha rpynmy. CTaTUCTHYECKUH aHAIN3 BBIOIHSIIN
¢ nmomoueio ogHocTtopoHHero ANOVA ¢ kputepuem [lannera;, *p<0,05 no cpaBHeHuo ¢ PBS
KOHTPOJIEM.

[054] Ha ¢ur. 2 noka3ano Biusiare antu-NPR1 antutena mAb22033 Ha cuctoimueckoe

apTepHUajbHOE [ABJIICHHE Y HOPMOTEH3MBHBIX MBILIEH NPR 1™

. HOpMOTEH3UBHBIX MBbIIIEH
NPR1™™ ¢ TEJIEMETPUUECKUM KOHTPOJIEM CIy4YaiHbIM 00pa3oM IeNwid Ha MATh TPYII C
paBHOM Maccoll Tena, U UM BBOAWIM OJHY IMOJIKOXHYIO MHBEKIHMI0O mAb22033 B nozax,
nepeuncieHHplx B Ttabmuie 32. Anruteno IgG4 ucmonp3oBaiu B KauecTBE HM3OTHIIUYECKOTO
KOHTpOJIs1. Bee 3HaveHus: mpencraBisioT coOoii cpennee 3HadeHne + SEM, n=4-6 Ha rpymnmy.

CraTucTuueckuii aHajau3 BBIIOAHSUIM C Nomoulplo aABycTopoHHero ANOVA ¢ kpurepuem
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Januera.
Ha ¢ur. 3 nokazano Biamstane antu-NPR1 anturena mAb22033 Ha aumacromudeckoe

KPOBAHOE [aBIICHHE y HOPMOTEH3MBHBIX Mbimeii NPR1™™M,

HopMOT€H3UBHBIX MBbILIEH
NPR1™™ ¢ TEJIEMETPUUECKUM KOHTPOJIEM CIy4aiHbIM 00pa3oM IeNWiId Ha IATh TPYII C
paBHOM Maccoll Tela, W MM BBOAWJIM ONIHY MOJAKOXKHYIO HHBEKIMIO mAb22033 B nosax,
nepeyrcieHHblx B Tabmune 32. Anruteno IgG4 ucnonb3oBaiy B Ka4eCTBE H3OTUIIMYECKOTO
KOHTpoJsl. Bee 3HaueHns mpeacraBisioT coboit cpenHee 3Hadenne + SEM, n=4-6 Ha rpymmy.
CraTucTuueckuii aHajiu3 BBIIOJAHSUIM C nomomblo nBycTopoHHero ANOVA ¢ kpurepuem
JlanHera.

[056] Ha ¢ur. 4 moka3ano BiusiHue aHTU-NPR1 anTutena mAb22033 nHa uactory

CEpIEYHBIX COKDAIIEHHH y HOPMOTEH3MBHBIX Mbimeii NPR1™™

. HopMOTEeH3UBHBIX MbILIEH
NPR1™™ ¢ TEJIEMETPUIECKUM KOHTPOJIEM CIIyYalHBIM O0pa3oM eI Ha MATb TPYII C
paBHOM Maccoll Tena, U UM BBOAWUIM OJHY MOJIKOXHYIO MHBEKIHI0O mAb22033 B noszax,
nepedncieHHplx B Tabmuie 32. Anruteno IgG4 ucmonp30BaNM B KaueCTBE HM3OTHIIUYECKOTO
KOHTpOJIsL. Bce 3HaueHus: mpeAcTaBisiloT coOoi cpenHee 3HaueHue = SEM, n=4-6 Ha rpymmy.
CratucTuueckuii aHajdu3 BBIIOJIHSIM € TOoMOIb0 ABycTopoHHero ANOVA ¢ kpurepuem
JlanHera.

[057] Ha ¢wur. 5 mnokazano Bimstane aHTu-NPR1 anTtuTena mAb22033 Ha cpemHee

apTepHajbHOE KPOBSIHOE JaBJIeHHe y HOPMOTEH3HMBHbIX Mbimreii NPR1™™

. HopMOT€H3UBHBIX
mpimeit NPR1™™ ¢ TEJIEMETPUIECKUM KOHTPOJIEM CITydyalHbIM 00pa30M JEJWIIN Ha MATh TPYIII
C paBHOM MaccOW Teja, U UM BBOJAWIM OJHY MOAKOXHYIO HHBbeKLHI0O mAb22033 B noszax,
nepedncieHHplx B tabnuue 32. Anruteno IgG4 ucnonp3oBanu B KauecTBE HU30THIIUYECKOTO
KOHTpOJIs. Bee 3HaueHus mpencraBnsioT coOoii cpenHee 3HadeHne + SEM, n=4-6 Ha rpynmy.
CratucTuyeckuil aHaiu3 BBIIONHSUIM € ToMoLplo aABycTopoHHero ANOVA ¢ kputepuem
JanHera.

[058] Ha ¢ur. 6A u 6B mnokaszano BnusHue aHTH-NPR1 anTutena mAb22033 Ha
(YHKLMIO JIEBOTO JKENyJOYKAa Y HOPMOTEH3MBHBIX MBbIIIEH NPR1™™. Tlokasausr (®ur. 6A)
KOHeuHbIH cucronumueckuii 00veM (%); u (pur. 6B) koHeuHblil nuacronuyeckuii oobvem (%) y
HOPMOTEH3UBHBIX MbIIIEH NPR ™™ ¢ TEJEMETPUUECKUM KOHTPOJIEM, PACIIPEACIICHHBIX HA IISITh
IPyNI ¢ paBHOW Maccoil Teja, KOTOPbIM BBOAMIIN OAHY MOAKOXHYIO MHBEKIMI0O mAb22033 B
no03ax, mnepeunucieHHblx B Tabmuue 32, Antuteno IgG4 wucmonp3oBasM B KauecTBE
U30TUITUYECKOTO KOHTPOJIS. DXOKapAHOrpaduio BBINOIHIN Y aHECTE3MPOBAHHBIX MBIIIEH 10
KOPOTKOM OCH Ha 28 JeHb IOCJI€ BBEIEHHUS JO3bl € TMOMOIIBIO BBICOKOYACTOTHOMN
yJIBTPa3BYKOBOW CHCTEMBI U 30HAA. Bce 3HaueHWs MpencTaBIsIOT COOOH cpenHee 3HaYeHHe *
SEM, n=6-7 nHa rpynmny. CTaTUCTUYECKUN aHANIMU3 BBINOJHSIA C MOMOIIBIO OJHOCTOPOHHETO
ANOVA c xpurepuem [lanHera; *p<0,05 mo cpaBHEHHIO ¢ H30TUITHYECKUM KOHTposeM 1gG4.

[059] Ha ¢ur. 7A u 7B mnokaszano BmusHue aHTH-NPR1 anTurena mAb22033 Ha
(YHKLIMIO JIEBOTO JKENyNOYKa Y HOPMOTEH3UBHBIX MBILIEH NPR 1™ TTokasansr (pur. 7A)
¢bpaxuusa ykopouenus (%); u (¢ur. 7B) ¢ppakuus BeiOpoca (%) y HOPMOTEH3UBHBIX MBbIIIEH

NPR 1™ ¢ TEJIEMETPUUECKUM KOHTPOJIEM, PACIPEAENICHHBIX Ha IATh IPYIIl ¢ PABHOW MacCOU
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TeJa, KOTOPbIM BBOAMJIN OJHY MOAKOXHYI HHBEKLUHI0 MAb22033 B n03ax, NepeyrClIeHHbIX B
tabmue 32. Antureno IgG4 wucmonmp3oBanmM B KadecTBE H30THIUYECKOTO KOHTPOJISL
Oxokapauorpaduro BBITIOJHSUIN Y aHECTE3UPOBAHHBIX MBI MO KOPOTKOH ocu Ha 28 neHb
nocJjie BBEAECHMsI 103bl C IOMOILBIO BBICOKOYACTOTHON YJIBTPa3BYKOBOW CHUCTEMBbI U 30H7AA. Bee
3HAYEHUs MPEACTABISIOT co0oit cpenHee 3HaueHue = SEM, n=6-7 Ha rpynny. Cratucrudeckuit
aHaJIN3 BBIIOJHSIIU C ToMolnbio onHocTopoHHero ANOVA ¢ kputepuem [lannera.

[060] Ha ¢ur. 8 mnoka3aHo BiusiHHE OAHOM 1036l 2 aHTU-NPR1 antuTen Ha
CHCTONMYECKOE ~ apTepHaNbHOe  JaBICHHE Yy  THIEPTeH3UBHbIX  Mbimeir  NPR1™M.

. hu/h
['unepreHsuBHbIX Mbimed NPR1™™

C TeNeMEeTPUYECKMM KOHTPOJIEM Cly4ailHbIM 00pa3om
JeJIUIIN Ha LIeCTh IPYMI C PaBHBIM CHUCTOJIMUYECKUM apTepUajbHbIM AaBJIEHHEM, U UM BBOIWIU
OJIHY MOAKOKHYEO MHBEKINI0 MAb22033 wiu mAb22810 B 103ax, mepeyrcieHHbIX B TaOIHIe
36. Anrtureno IgG4 wucnosnp3oBanu B KauecTBe H3OTUIMYECKOTO KOHTpois. Bce 3HaveHus
npencTaBisiioT coboli cpenHee 3HaueHue + SEM, n=4-6 Ha rpymnmy. CTaTUCTHUYECKHI aHAIN3
BBIMIOJHsUTH ¢ momotnieio aByctopoHHero ANOVA ¢ kpurepuem Jlannera, *p<0,05 25 wmr/kr
mAb22033 mno cpaBHeHHIO ¢ KOHTpojeMm; #p<0,05 5 wmr/kr mAb22033 mo cpaBHEHHIO C
koHTpojeM; !p<0,05 19 mr/kr mAb22810 no cpaBHEHHIO C KOHTPOJIEM.

[061] Ha ¢ur. 9 mnoka3zaHo BiusHHe OnXHOM n03bl 2 aHTH-NPR1 anTuTen Ha
IMACTONNYECKOE ~ aPTEPHANbHOE  JABIEHHE Yy  THIePTeHSHBHbIX  Mbimeii  NPR1™M.

o hu/h
T'uneprensuBHbIX Mbimedi NPR1™™

C TeNeMEeTPUYECKUM KOHTPOJEM Cly4dailHbIM 00pa3oM
JIeJIUIN Ha LIeCTb IPYMI C PaBHBIM CHUCTOJUYECKUM apTepUajbHbIM AaBJIE€HUEM, U UM BBOIWIU
OIIHy MOAKOXKHYIO MHBEKINI0 MAb22033 mmmu mAb22810 B go3ax, nmepedyrcieHHbIX B TaOIuIe
36. Anrtureno IgG4 ucnonp3oBanu B KadyecTBE H3OTUIMYECKOTO KOHTposs. Bce 3HaveHus
NPEACTaBISIIOT coboii cpennee 3HaueHne + SEM, n=3-6 Ha rpymnmy. CTaTHCTUYEeCKHUI aHAJIN3
BBINOJHSIN ¢ ToMoInbio aByctopoHHero ANOVA ¢ kpurepuem Jlannera; *p<0,05 25 mr/kr
mAb22033 no cpaBHeHHr0O ¢ KoHTpojem; #p<0,05 S5 mr/kr mAb22033 mo cpaBHeHHIO C
koHTpojem; !'p<0,05 19 mr/kr mAb22810 mo cpaBHeHur0 ¢ KoHTposem;, %p<0,05 5 wmr/kr
mAb22810 o cpaBHEHHIO C KOHTPOJIEM.

[062] Ha ¢ur. 10 nokazaHo BiausiHue OmHOH 103bl 2 aHTU-NPR1 aHTHTen Ha YacTory

o o hwh
CEpAEYHBIX COKpAIEHWH y Mbliedl runeprensuBHbix NPR1™MM.

I'unepTeH3uBHBIX MBIIIEH
NPR1™™ ¢ TeJIEeMETPUYECKIM KOHTPOJIEM CIIy4aiiHbIM 00pa3oM NI Ha INeCTh TPYII C
pPaBHBIM CHUCTOJINYECKUM apTepUalbHbIM JaBJI€HHEM, U UM BBOAWIN OAHY MOJIKOXHYIO 103y
mAb22033 wmwmm mAb22810 B pmosax, mepedncieHHbIX B Tabmuue 36. Axtuteno IgG4
UCTIONB30BAJIM B Ka4eCTBE H3OTUIIMYECKOTO KOHTPOJIA. Bce 3Ha4YeHHs] MpencTaBisiOT cOOOH
cpenHee 3HadeHne £ SEM, n=3-6 Ha rpynmny. CTaTUCTHYECKUN aHAJIN3 BBIMOJIHSIN C ITOMOIIBIO
neyctopoHHero ANOVA ¢ kpurepuem JlanHera; *p<0,05 25 mr/kr mAb22033 o cpaBHEHHUIO C
koHTpoJeM; #p<0,05 5 mr/kr mAb22033 o cpaBHEHHIO C KOHTPOJIEM.

Ha ¢wur. 11 nokaszano snusiHMEe omHOM no3bl 2 aHTu-NPR1 anturen Ha cpenHee

. hu/h
apTepuanbHOe KPOBSHOE NaBJIEHME y TMIEPTEH3MBHBIX MbIimied NPR1™™

. I'unepreH3suBHbIX
o hu/h o
mbieii NPR1™™ ¢ TeneMerpryecKkuM KOHTPOJIEM ClydaiiHbIM OOpa3oM HEJWIM Ha LIECTh

rpymi € paBHbIM CUCTOJIMYCCKUM apTECpUATIbHBIM JaBJICHUEM, U UM BBOAWJIM OAHY INOAKOKHYIO
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uHBEKIMI0 MADb22033 umn mAb22810 B no3ax, nepeuncieHdsix B Tabmune 36. Antureno IgG4
UCTIONB30BAJIM B Ka4eCTBE H3OTUIIMYECKOTrO KOHTpOJIA. Bce 3HaueHHs] MmpencTaBisiioT coOOH
cpenHee 3Hadenne = SEM, n=3-6 Ha rpynny. CTaTUCTHYECKUN aHAJIN3 BBIMOJIHSIN C TOMOILBIO
nsycroponHero ANOVA ¢ kpurepuem Jlannera; *p<0,05 25 mr/kr mAb22033 no cpaBHEHHUIO €
koHTposeM; #p<0,05 5 mr/kr mAb22033 no cpaBHeHmto ¢ koHtposem; !p<0,05 19 mr/kr
mAb22810 1o cpaBHEHHUIO C KOHTPOJIEM.

Ha ¢ur. 12 nokasano BiusiHME€ OAHON M NOBTOpHBIX 103 aHTH-NPR1 anturena Ha
CHCTONMYECKOE  apTepHalbHOe  JaBIeHHe y  CHIEpTeHsMBHbIX  Mbimeil  NPR1™M.

hu/h .
M ¢ TenmeMeTpUUYECKMM KOHTPOJIEM CllydaiiHbIM 0Opasom

I'mneprensuBHbpix Mbiueii NPRI
JEJUIIN Ha TSITh TPYII C PaBHBIM CUCTOJIMYECKHUM apTepUajbHbIM JaBJI€HHEM, U UM BBOIMIU
MOJKOXKHYIO 103y mAb22033 nubo oguH pa3, mubo Ba pasa B HEAETIO B TCUCHHE 3 HENelb B
no3ax, mnepeuncieHHbIx B Tabmune 40. Anruteno IgG4 wucmonmp3oBaNM B KAdyecTBe
W30THITMYECKOTO KOHTpOJs. Bce 3Ha4YeHUs: mpencraBisitoT coboit cpenHee 3HaueHue + SEM,
n=3-6 Ha rpynmy. Ctpenku 00O3HA4YAIOT NO3bI, BBOAUMBIE MbImiaM. CTAaTUCTUYECKHN aHAIN3
BBIMIOJHsUTH ¢ momonneio AByctopoHHero ANOVA ¢ kpurepuem Jlannera;, *p<0,05 25 mr/kr
mAb22033 mno cpaBHeHHIO ¢ KoHTposeMm; #p<0,05 5 wmr/kr mAb22033 mo cpaBHEHHIO C
koHTpojeM; !p<0,05 50 mr/kr mAb22033 no cpaBHEHHIO C KOHTPOJIEM.

[065] Ha ¢ur. 13 nokazaHo BiaustHUE OAHOH M MOBTOPHBIX 103 aHTU-NPR1 anTurena Ha
IMACTONNYECKOE ~ apTepHANbHOE — NABJCHHE y  THIEpTeHSWBHbIX  Mbmmeii NPR1™™
I'unepTeH3uBHBIX MBILIEH NPR1™™ ¢ TEeJIEMETPUYECKIM KOHTPOJIEM CIy4alHbIM 00pa3oM
JeJUIN HA TMATh TPYII C PaBHBIM CUCTOJIMYECKHUM apTepUajbHBIM aBJIE€HUEM, U UM BBOIWIU
NOJKOKHYIO 103y mAb22033 nubo oguH pas, mubo 1Ba pasa B HEAETIO B T€UEHUE 3 HeNelb B
nosax, mnepeuncineHHelx B TaOmuue 40. Antuteno IgG4 wucnonb3oBasM B KauecTBe
U30TUITUYECKOTO KOHTPOJsA. Bee 3HaveHus mpencTaBiisiioT coOoii cpenHee 3HaueHue + SEM,
n=3-6 Ha rpynny. Ctpenku 0003Ha4alOT AO3blI, BBOAMMbIC MblmaM. CTATHCTUUECKUH aHAJIM3
BBITNOJHUIU ¢ ToMOIIbi0 BycTopoHHEro ANOVA ¢ kputepuem [lanHera.

[066] Ha ¢ur. 14 nokazaHo BiausiHME OAHOH M MOBTOPHBIX 103 aHTU-NPR1 anTutena Ha

. o hu/h
YACTOTY CEPAEYHBIX COKPALIEHWH y TUIMEPTEH3UBHBbIX Mbimedi NPR1™™

. I'unepTeH3uBHBIX
mpimeii NPR1™™ ¢ TEJEeMETPUIECKUM KOHTPOJIEM CITydalHbIM 00pa30oM JENUJIH Ha MATh FPYIII
C paBHBIM CHCTOJMYECKHUM apTepHalbHbIM JaBJIEHHEM, U WM BBOIWIM TMOIKOXHYIO O3y
mAb22033 nubo ommH pa3, nuOO aBa pasa B HENEN0 B TEUYEHHE 3 Henelb B J103aX,
nepeuncieHHblx B Ttabmuie 40. Antuteno IgG4 ucnonp3oBaiid B KauecTBE H3OTHUITUYECKOTO
KOHTpOJIs. Bee 3HaueHust mpencrasisaioT co0oit cpennee 3Hadenne + SEM, n=3-6 Ha rpymnmy.
Crtpenku 0003HA4arOT [03bI, BBOAMMBIE MbImaM. CTaTHCTUYECKUH aHANINU3 BBIMOJNHSIA C
nomotbto AByctopoHHero ANOVA c¢ kpurepuem JlanHera.

[067] Ha ¢wur. 15 nokazaHo BiausiHHE OAHOH M MOBTOPHBIX 103 aHTU-NPR1 anTurena Ha

o hu/h
cpemHee apTepUaNbHOE KPOBSHOE [aBJIEHWE Yy TUIEPTEH3MBHBIX Mblmeid NPR1™™,

hu/h .
M ¢ TenmemeTpuuECKMM KOHTPOJIEM Cly4aifHbIM 0Opasom

I'mneprensusnbix Mblmein NPRI
JEJIWIA Ha MSTh TPYII C PABHBIM CUCTOJUYECKUM apTEPUAIbHBIM JaBJIEHUEM, U UM BBOAWIIU

NOJKOKHYIO 103y mAb22033 nubo oguH pas, mudo 1Ba pa3a B HEAETIO B T€UEHUE 3 HeNelb B
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no3ax, mnepeuncineHHbIx B Tabmune 40. Anrureno IgG4 wucmonp3oBasM B KadyecTBe
W30THITMYECKOTO KOHTpOis. Bce 3HaueHws mpencTaBisitoT coOoit cpenHee 3HaueHue + SEM,
n=3-6 Ha rpynmny. Ctpenku 00O03Ha4aOT 03Bl BBOAUMBIE MblaM. CTAaTUCTUYECKHMN aHAIN3
BBINOJHAIM ¢ nomoueto aBycropoHHero ANOVA ¢ kpurepuem [lannera, *p<0,05 25 wmr/kr
mAb22033 no cpaBHeHHIO ¢ KoHTposeMm; #p<0,05 5 wmr/kr mAb22033 mo cpaBHEHHIO C
koHTposem; !p<0,05 50 mr/kr mAb22033 o cpaBHEHHUIO C KOHTPOJIEM.

[068] Ha ¢ur. 16A u 16B nokasaHO BiIMsHHE OZHOW M MOBTOPHBIX 103 aHTU-NPRI1

lhll/hl.]

aHTHUTENIa Ha CEepPACYHYI (DYHKIUIO y TrUmepTeH3uBHbIX Mblmeii NPR . Ilokazanbr (¢ur.

16A) xoHeuHblii cuctomnyeckuii ooveM B %; u (pur. 16B) KOHEUHBIH TUACTONHYECKH 00BEM B
% y runepTeH3UBHBIX MbIIIEH NPR1™™ ¢ TEJEMETPUUECKUM KOHTPOJIEM, PACIPENEIEHHbIX Ha
ISITh TPYIII C PaBHBIM CHCTOJUYECKUM apTEPHATbHBIM JABJICHHEM, KOTOPBIM BBOIWIN JIHOO
MOJKOXKHYI MHBEKIMIO MAb22033 onuH pas, ubO0 Ba pa3a B HENENIO B TEYEHUE 3 HENENb B
no3ax, mnepeuncieHHbIx B Tabmune 40. Anruteno IgG4 wmcmonmp3oBaNM B KAdyecTBe
H30TUIMTUYECKOTO KOHTPOJISA. DXOKapAUOrpaduio BBITIOIHIN Ha aHECTE3UPOBAHHBIX MBIIIAX 10
KOPOTKOM ocu Ha 21 1eHp 1©ocie BBEOEHHUs JO3bI € TMOMOIIBID BBICOKOYACTOTHOMN
yJIBTPa3BYKOBOW CHCTEMBI U 30HAA. Bce 3HaueHUs MpencTaBIsIOT COOOH cpenHee 3HaYeHHe +
SEM, n=5-6 nHa rpynmy. CTaTUCTUYECKUN aHANMU3 BBINOJHSIA C MOMOIIBIO OJHOCTOPOHHETO
ANOVA c xpurepuem /lannera.

[069] Ha ¢ur. 17A u 17B noka3aHO BIUSHHE OAHON M MOBTOPHBIX 103 aHTH-NPR1

o hu/h
aHTHTENA HA CEPIEYHYI0 (YHKLHUIO Y TUMEPTEH3UBHBIX Mbimeir NPR1™™

. Ilokazanbr (¢ur.
17A) ¢paxmms ykopouenus (%); u (¢ur. 17B) ¢pakuus BreiOpoca (%) y runepreH3UBHBIX
mpimeit NPR1™™ ¢ TEJIEMETPUUECKUM KOHTPOJIEM, PACIPENEIIEHHBIX HA IMSATh TPYIIT C PAaBHBIM
CUCTOJIMYECKUM AapTEePUAIbHBIM JAABJICHHUEM, KOTOPbIM BBOJWIM MOJAKOXHYI HHBEKLHIO
mAb22033 nubo omuH pa3, b0 aBa pasa B HEAENI0 B TeUeHHE 3 HeOeNb B 103X,
nepeurcieHHblx B Tabnuie 40. Anrureno IgG4 ncnonb3oBasy B KaueCTBE M30THITUYECKOTO
KOHTPOJIsl. DXOKapaAuorpaduio BBIMOJHSUIA HA AHECTE3UPOBAHHBIX MBIIIAX MO KOPOTKOH OCH Ha
21 neHb mocie BBENEHHUS A03bl C MOMOUIBIO BBICOKOYACTOTHOHN YJIBTPa3BYKOBOW CHUCTEMBI U
30HAa. Bce 3HaueHust mpenctaBisioT coOoi cpenHee 3HadeHue + SEM, n=5-6 Ha rpymmy.
CratucTryueckuil aHain3 BBIMONHUIM C MoMobl0 ogHoctopoHHero ANOVA ¢ kpurtepuem
JlanHera.

[070] Ha ¢ur. 18A mokazaHbl U3MEHEHUsI MACChl TeJla Mocyie BBeneHus: mAb-aronucra
NPR1 mAb22810, hFc.FGF21 unu mAb uzorunuueckoro kontposss. Ha ¢ur. 18B u ¢ur. 18C
NOKa3aHO o0Iee KOJIWYECTBO SKMpa M oOmas MbIIIeYHas Macca, COOTBETCTBEHHO, IIOCIHE
HIeCTUHEAeNIbHON ~ 00paboTku, wm3MepeHHble ¢ momombio  EchoMRI  Osxupenus
rymMmaHn3upoBaHHbIX Mbimeii NPR1 noGmmuce ¢ momormbto 10 HemenbHOH IHUETBI C BBICOKUM
conepxanueM xupos 60%. ITocie sToro nepuoaa Melel ciy4aifHBIM 00pa3oM JENWId Ha TPU
TPYIIIBI C PABHOM MacCOi Tena, U UM BBOAMIIN MOJKO)KHbIE HHBEKLIUH JIEYEOHBIX MPENapaToB B
7103axX ¥ 4acTOTax, NnepedrcieHHbx B Tabnune 44. Yenoseueckoe anrureno IgG4 ncnonpzoBanu
B KaueCTBE€ M30THIINYECKOTO KOHTpous. Bee 3HaueHus npencTasisoT coOOl cpenHee 3HaYeHNe

+ SEM, n=10 na rpynmny. * = P<0,05 no cpaBHEHHUIO C U30TUMHUYECKUM KOHTposem; ** = P<0,01
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10 CPABHEHUIO C U30TUITHMUECKUM KOHTpOJeM. CTaTUCTUYECKUH aHAJIN3 BBITIOJIHSIIN C IIOMOIIBIO
neycropoHHero ANOVA+Teroku nnsi Beca Ttena, ompHoctopornHero ANOVA+bondepponu
(Bonferonni) nust skupa v MbIIIEYHON MaccChl.

[071] Ha ¢ur. 19A, 19B u 19C nokasans! usmenenust VO, (¢ur. 19A), VCO, (¢pur. 19B)
win pacxona sHepruu (pur. 19C) B pazOuBke NO CpeaHEMY 3HAUEHHMIO MO KaKAOMY LIHKIY
IeHBb/HOYb TOCTe ONHON Hemenu oOpabotku nubo mAb-aronncrom NPR1 mAb22810,
hFc.FGF21, nu6o mAb uzorumueckoro koHTpoJs. [locne ogHoit Hepenn 0oOpabOTKU MbIIIel U3
KQXKIOM Trpynmbl ToMemain B cucteMy Mertabonudeckux kierok Columbia Instruments
(CLAMS) Ha onmHy HENeNo Uil pPerucTpaluy napamerpoB Merabosinsma. MebliaM aBajivd
BpeMsl Ha aKKJIMMATH3ALMIO B KJIETKAX B TEYEHHUE ONHOW HEIENU Mepel] Ha4ajloM H3MEpEeHHI,
yroOBl MUHHMHU3HPOBaTh cTpecc. Yemopeueckoe IgG4 aHTHTENO HCHONB30BAIM B Ka4deCTBE
U30THITMYECKOTO KOHTpOJs. Bce 3HaueHWs MpencTaBisitoT coOoit cpenHee 3HaueHue + SEM,
n=5-6 Ha rpymmy. ** = P<0,01 mo CpaBHEHUIO ¢ U3OTHIUYECKUM KOHTpojem, *** = P<0,001 mo
CPAaBHEHHMIO C W30THIMYECKUM KOHTpOJeM. CTaTHCTUYEeCKUH aHAJIN3 BBIMOJHSUIA C ITOMOIIBIO
onHocTtopoHHero ANOVA-+bonpepoHHM.

[072] Ha ¢ur. 20A moka3aHO W3MEHEHUE TOJIEPAHTHOCTH K TJIFOKO3€, M3MEPEHHOE C
NOMOIIBIO MEPOPATBHOrO TECTa TOJIEPAHTHOCTH K TJIOKO3e (2 TI/Kr TJIFOKO3BI) IOCTe
nByxHenenbHol obpabotku nmbo mAb-aronncrom NPR1 mAb22810, hFc.FGF21, mu6o mAb
u3otunuueckoro koHtponss. Ha ¢ur. 20B mnokazaHel ypOBHH TJIFOKO3BI IOCIE HOYHOTO
rOJIOIaHuUs], 3aperuCTPUpPOBaHHBIE B Haudaje wuccienosanus B A. Ilocne nByxHenenbHON
00paloTKM MbIIEH U3 KaXKIOW IPyMHIbl HE KOPMIJIM B TEUEHHE HOYHM B YHUCTBIX KJIETKAaX M Ha
clieAyrollee yTpO aBaIM NEPOPANbHYIO HArpy3Ky INIFOKO3bI 2 I/Kr. 3aTeéM ypOBEHb IUIFOKO3bI
PErUCTPUPOBANIN B XBOCTOBOM BEHE ¢ MOMOMLIBIO pyuHOro rarokomerpa B TO, T15, T30, T60, T9O
u T120. Yenoseueckoe IgG4 aHTHTENO MCIOIB30BAIN B KaUECTBE M30THIUYECKOTO KOHTPOJIS.
Bce 3HaueHust mpenctaBisitoT coboi cpenHee 3HadeHwe + SEM, n=10 na rpymmy. I'pymmna
hFc. FGF21: ** = P<0,01 mo CpaBHEHHIO C M3OTUIIMYECKUM KOHTpojewm, *** = P<0,001 mo
CPAaBHEHUIO ¢ M30THUITUYECKHM KOHTpoJieM, **** = P<0 0001 mo cCpaBHEHHIO ¢ U30THUITHYECKUM
koHTposieM. I'pynna mAb22810: ++ = P<0,01 no cpaBHEHHMIO C W30TUMHUYECKHUM KOHTPOJIEM.
CrarucTudeckuii aHAJIN3 BBITIOJIHIN ¢ TIOMOIIbI0 aBycTopoHHEro ANOVA+BoHbeponHn amst
oGTT, ognocroporrHero ANOV A+boH(epoHHU 1151 TITFOKO3bI HATOINAK.

[073] Ha ¢ur. 21A mokazaHO W3MEHEHHe MacChl Tejla Mociie BBeneHuss mAb-aronucra
NPR1 mAb22033, hFc.FGF21, nu6o mAb nzotunuyeckoro konrposs. Ha ¢ur. 21B u ¢ur. 21C
NOKa3aHbl OOMMH ypOBeHb KHpa W oOWmas MBIIIEYHAass Macca, COOTBETCTBEHHO, IIOCIHE
HniecTUHeAeNbHON ~ 00paboTku, m3MepeHHble ¢ momombio  EchoMRI  Osxupenus
rymaHu3npoBaHHbIX Mbimeld NPR1 mobunmuce ¢ momompbio 10 HenembHOW TUEThI C BBICOKHM
conepxanueM xupos 60%. ITocie sToro nepuona Meliel ciydaifHIM 00pa3oM JIENUIH Ha TPU
IPYIIBl C ONMHAKOBOW MAacCOW Tela, W MM BBOAWIM MOJKO)KHbIE HHBEKLHUH JIeueOHbIX
IpenapaToB B 033X U YaCTOTAaX, NMepeuncieHHbIx B Tadmuue 45. Uenoseueckoe IgG4 antureno
UCTIONB30BAJIM B Ka4eCTBE HM3OTUIIMUECKOro KOHTpousisi. Bce 3HaueHMs NpencTaBisioT COOOH

cpennee 3HadeHue = SEM, n=10 na rpymnmy. * = P<0,05 mo cpaBHEHHIO C H30TUIMUYECKUM
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KOHTposieM, **** = P<0,0001 mo cpaBHEHHIO C M30TUINYECKUM KOHTposieM. CTaTHCTUYeCKUi
aHaJW3 BBIMOJHsIM ¢ nomouplo JBycTopoHHero ANOVA+ThokM 111 Maccel Tena,
ogHocTtopoHHero ANOV A+boH(pepoHHH 115 ’KUpa U MBILIEYHONH MacChl.

[074] Ha ¢ur. 22A, 22B u 22C nokasanbsl usmenenust VO, (¢ur. 22A), VCO, (¢pur. 22B)
win pacxona sHepruu (¢ur. 22C) B pa3OuBke NO CpeAHEMY 3HAUEHHIO MO KAKAOMY LIHKIY
JeHBb/HOYb TMOCe OOHOHENEeNbHOH 00paboTku mAb-aronucrom NPR1 mAb22033, hFc.FGF21,
win mAb n3zorunmyeckoro koHtposis. Ilocne ogHoHenenbHOI 00pabOTKM MbIIEH U3 KakmoH
IPYIIBI MOMEIIATN B cucTeMy Merabosimyeckux kietok Columbia Instruments (CLAMS) Ha
OHY HENEN0 JUId PErrcTpalud TNapaMeTpoB Meradojm3Ma. MbpliaM JaBajid BpeMs JJist
AKKJIMMATH3aLUU B KJIETKaX B TEUEHHE ONHOW HENeH Mepe MPOBENSHHEM HU3MEPEHUH, Y4TOObI
MUHMMH3UPOBaTh cTpecc. Yenmoseueckoe Ig(G4 aHTHTENO UCHONB30BATM B Ka4eCTBE
U30THITMYECKOTO KOHTpOJs. Bce 3HaueHWs MpencTaBisitoT coOoit cpenHee 3HaueHue + SEM,
n=5-6 Ha rpymmy. **** = P<0,0001 mo CpaBHEHHUIO C M3OTUIHMYECKUM KOHTPOJIEM.
CraTucTideckuii aHAJIH3 BBIMOJHSIIN C MOMOIIBI0 onHocTopoHHero ANOV A+bonpeporHm.

[075] Ha ¢ur. 23A u 23B mnokaszano BnusHue aHTH-NPR1 antutena mAb22033 Ha
TOJIEPAHTHOCTh K TJIFOKO3€, ONPEAENIEHHYI0 IO YPOBHSM INIIOKO3bI B KpoBH (¢ur. 23A) u
rimoko3bl Hartomak (¢ur. 23B). Ilocne derhipexHenmeapbHONW OOpaOOTKH MBIMIEH U3 Ka)IOH
IPYIIBl HE KOPMWJIM B TE€YEHHWE HOYM B YHCTBIX KJIETKaX M Ha CIEAYIOLIee YTPO IaBajd
NEepOPaNbHYI0 HArpy3Ky TIJIFOKO3bI 2 TI/Kr. 3aTeM YypOBEHb TIIFOKO3bl PETHCTPUPOBAIU B
XBOCTOBOM BE€HE € NMOMOLIBI0 pydHOro nmokomerpa B TO, T15, T30, TeO, T90 u TI120.
UYenoseueckoe IgG4 aHTUTENO MCMONB3OBAIM B KadeCTBE H30THIIMYECKOrO KOHTpossd. Bcee
3HaYeHMs TPENCTaBIAOT cobol cpennee 3Hadenne = SEM, n=10 Ha rpymnmy. I'pynma
hFc.FGF21: *** = P<(0,00]1 o cpaBHEHHIO ¢ U30THUIUYECKUM KOHTpojeM, **** = P<0,0001 no
CPaBHEHMIO C M30TUIMUYECKUM KOHTposeM. I'pymnma mAb22033: + = P<0,05 nmo cpaBHeHMIO C
U30TUNHUYECKUM KOHTposieMm, ++ = P<0,01 mo cpaBHEHHIO € H30TUINMYECKUM KOHTPOJIEM.
CTaTUCTUYECKHIA aHAJIU3 BBIMOJHSIIN ¢ MOMOIIBI0 ABYXcTopoHHero ANOVA+BoHpepoHHu 1ist
oGTT, ognocroponHero ANOV A+BoH(pepoHHH 1151 TITFOKO3bI HATOIIAK.

MNOJAPOBHOE OITMCAHUE U30OBPETEHHUA

[076] Ilepen ommcaHueM CHOCOOOB MO HACTOSIIEMY H300PETEHHUIO CIIeIyeT UMETh B
BUZAE, 4YTO O5TO HM300pETeHHE HE OrPaHMYEeHO KOHKPETHBIMH CHoco0aMH M ONMHCAHHBIMH
SKCIIEPUMEHTAJIbHBIMU YCJIOBUSIMH, IMOCKOJBKY TaKHE CHOCOOBI M YCJIOBUS MOTYT MEHSTHCSI.
Taxke crnenyer NOHHUMATh, YTO HCIOJB3yeMass B HACTOSIIEM OIMUCAHUU TEPMHHOJIOTHUS
NpeAHa3HaYeHa TOJNBKO JUIA ONUCAHWA KOHKPETHBIX BApUAHTOB OCYINECTBICHHS U HE
NpeaHa3HaYeHa Uil OTPaHMYEHHs, MOCKOJbKY OOBEM HACTOALIET0 HM300PETEHHs OrpaHH4YeH
TOJIBKO TIpHJIaraeMoii opMyJioi H300peTeHusl.

[077] Ecnu He yka3aHO MHOE, BCE TEXHUYECKHE W HayYHbIE TEPMUHBI, HCIIOIb3YEMBIE B
HACTOSIIIEM OIUCAHHUH, UMEIOT T€ XK€ 3HAUEHHs], B KOTOPBIX UX OOBIYHO MOHUMAET CIELUAINCT B
o0yacTy, K KOTOPOH OTHOCHTCS HacTosmee n3oOpeTeHne. XOTS Ha MPAaKTHKE WIH TpU
TECTUPOBAHUU HACTOSIIIEr0 H300pPETeHHs] MOTYT OBITh HCIIOJIb30BAaHbI JIFOOBIE CHOCOOBI U

MaT€pHraJibl, AaHAJOTMYHbIC WJIHW OSKBUBAJICHTHBIC OIMUCAHHBIM 3AE€Ch, HHUXE OINHCAHbI
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NPEATIOYTUTENIbHBIE METOABl M MaTepuanbl. Bce mnyOnukanmy, ymOMsIHYTbIE B HACTOSIIEM
OMMCAaHUH, IOJTHOCTBIO BKJIFOUEHBI B HET'O MOCPEACTBOM CCBHUIKH.

Onpenenenus

[078] Tepmun «NPR1», Takke ynomuHaeMmbiii kak «NPRAy, otHOcuTrcs k peuentopy
HaTpuilypeTuueckoro mentuaa | (Takke H3BECTHOMY KaK pPELEeNTOp HAaTPUHypEeTHYECKOTrO
nentuna A). NPR1 npencrasnsier co0oit roMOAMMEPHYIO TPAHCMEMOPAHHYIO I'YaHUJIATIHKIIA3Y,
depment, karammsupyromuii cuates cGMP. NPR1 sBnsiercst penentopoM Kak INpeacepIHbIX
(ANP), Tax wu wmosroBeix (BNP) HarpuilypeTHueckux TeENTHAOB U  MpeTeprieBaeT
KOH(pOPMALIMOHHBIE U3MEHEHHUSI BO BHEKJIETOYHOM JOMEHe INpH CBsi3biBaHuu uranaa (Ogawa et
al. 2004, J. Biol. Chem. 279:28625-31). benok uMeeT 4 OTHENbHBIX y4acTKa, BKJIFOUYAIOIIUX
BHEKJICTOUHBIA JIUTAH/-CBSA3BIBAIOIIUN JOMEH, €IMHUYHYIO CIUPAJIbHYI) TPAHCMEMOpPAHHYIO
00J1acTh, BHYTPUKJIETOUHBIA MPOTEHMHKUHA3OMOAOOHBIH TOMEH TOMOJIOTHH M KaTaJIUTHYECKUN
IOMEH TYaHWJIWILUKIAa3bl. AMUHOKHUCIOTHAS TIOCJIEAOBATEbHOCTD IMOJHOPAa3MEpHOro Oenka
NPR1  npencraBieHa  aMHUHOKUCIOTHOW — IOCHEAOBATENBHOCTBIO,  NPUBEIECHHOH B
UniProtKB/Swiss-Prot mog sHomepom noctyna P16066.1 (SEQ ID NO: 193). Tepmur «NPR1»
BKJIFOUaeT peKkoMOMHaHTHBIN O6eok NPR1 wmn ero ¢pparmenT. TepMuH Takke OXBaThIBAET OEJIOK
NPR1 wmm ero ¢parmMeHT, CBSI3aHHBIN, HANMPUMEP, ¢ THCTHIWHOBOW METKOH, MBIIIMHBIM WU
geyoBedeckuM Fc mm curHanpHON mocienoBaTenbHOCThIO, Takoil kak ROR1 (wampumep, SEQ
ID NO: 194-199).

[079] B KOHTekcTe HACTOSINEr0 OMNMCAHUS TEPMHUH «AHTUTENO» IpeJHA3Ha4deH ISl
0003HaueHHUss MOJIEKYJI UMMYHOIJIOOYJIMHA, COCTOSIIMX W3 YEThIPEX MOJUIENTUIHBIX LeTeH,
nByx Tsokenbix (H) neneii n aByx nerkux (L) memneii, cBs3aHHBIX MeXy cOOO0H nuCynbOUIHBIMU
CBSI3AMU (T.€. «IIOJIHOPa3MEPHBIX MOJIEKYJI aHTUTEN»), a TAKXKe UX MYJbTUMEpPOB (Hampumep,
IgM) wmnm wux aHTUreHcBs3bIBaOMMX (parMeHToB. Kaxknas Tsbkenmas Lemb COCTOUT U3
BapuabenbHON obnactu Tskenoi uenu («<HCVR» unu «Vy») 1 KOHCTAaHTHOH 00J1aCTH TSDKEION
uenu (cocrosimerr u3 gomeHoB Cyl, Cy2 u Cy3). Kakmas nerkas 1enb COCTOUT W3
BapuadespHOU obnactu nerkoit nenu («KLCVR wnu Vi») U KOHCTaHTHOH OOJIaCTH JIETKOU e
(CL). ObGmactru Vg u Vi MoryT ObITh JOMOJHHUTENBHO TOApa3neNeHbl Ha 00JacTH
rUrnepBapradeIbHOCTH, Ha3bIBAEMbIE ONPENEISIOLIUMHI KOMIUTeMeHTapHOCTh obnactsimu (CDR),
C BKpaIUICHUsIMH O0JIaCTel, KOTOpBIE SBISIOTCS 0O0Jee KOHCEPBATUBHBIMH, HA3bIBAEMBIX
kapkacHbiMu obOnactssmu (FR). Kaxnmas Vy m Vi cocrour u3 tpex CDR wu dyerbipex FR,
PAacIoNOKEHHBIX OT AMHHOKOHIIA K KapOokcu-koHLy B cienyromem nopsinke: FR1, CDR1, FR2,
CDR2, FR3, CDR3, FR4. B HeKoTOpbIX BapHaHTaxX OCyLIecTBIeHUs n300peTerns FR anTurena
(WK ero aHTUTEHCBSI3BIBAIOIIErO (pparMeHTa) MOTYT OBITh MASHTUYHBI MOCIIEIOBATEIbEHOCTSIM
YeJIOBEUECKON 3apOABIIIEBON JIMHUM WM MOTYT OBITh MOAMU(HUIMPOBAHBI €CTECTBEHHBIM HIIU
HCKYCCTBEHHBIM 00pa3oM. AMHHOKHUCIIOTHAsI KOHCEHCYCHAsl NOCJIEOBATENbHOCTh MOXKET OBIThH
orpezesieHa Ha OCHOBE aHaim3a nByx muiu 6onee CDR.

[080] Tax:xe Bo3MOxKHa 3aMeHa onHOro win 6onee ocrarkoB CDR wiu nporyck onHoro,
wi Oosnee CDR. B Hay4HOlH nuTepatype OMUCcaHbl aHTUTENA, B KOTOPBIX CBSI3BIBAHHUE BO3MOKHO
6e3 omnoit mwimmu nByx CDR. Padlan et al. (1995 FASEB J. 9:133-139) npoananusupoBanu
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KOHTaKTHBIE 00JIACTH MEXIY aHTUTEJIAMH U UX aHTUT€HAMH, OCHOBBIBAsICh HAa OIyOIMKOBAHHBIX
KPUCTANIMUECKUX CTPYKTYpax, U MPHUIUIA K BBIBOAY, UYTO TOJBKO OT OJHOW MATOH A0 OFHOM
Tpetu octatkoB CDR neificTBUTENbHO KOHTaKTHUPYIOT ¢ aHTureHoM. Padlan takske oOHapysku
00JbIIOE KOJMYECTBO AHTHUTEN, B KOTOpbIX ofHa miu nse CDR He comepikaT aMHHOKHCIIOTHI,
KOHTAKTUPYIOLIHE ¢ aHTUreHoM (cM. Takke Vajdos et al. 2002 J Mol Biol 320:415-428).

[081] Ocratkm CDR, He KOHTAaKTHUpPYIOLIME C AHTHIEHOM, MOTYT OBbITb
UIeHTH(UIUPOBAHbI HA OCHOBAHHMHM NPEABIIYIINX UCCIenoBanuil (Hampumep, ocratku H60-H65
B CDRH2 uacto He Tpebyrorcs) obnacreii CDR mo Kabart, nexamux BHe CDR no Yorua, ¢
MIOMOIIBIO MOJIEKYJISIPHOTO MOAEIHpPOBaHus w/wnu smnupuueckum nytem. Ecau CDR wnu ero
OCTaTOK(M) ONYIIEHBI, €ro OOBIMHO 3aMEHSIOT AaMUHOKHCIIOTON, 3aHIMAIOLIEH COOTBETCTBYIOIIEE
NOJIOXKEHWE B JIPYrOH MOCIENOBATEIBHOCTH YEJIOBEYECKOTO AHTHTENA MM KOHCEHCYCHBIX
MOCJIEIOBATENBHOCTAX TakUX mochenoBaTenbHocTe. Ilonmokenusst s 3amensl B CDR
3aMEHsIEMble AMHUHOKHCIIOTBI TaK)K€ MOKHO BBIOpATh SMIHMPUYECKH. DMITUPHYECKHE 3aMEHbI
MOTYT OBITh KOHCEPBATHBHBIMH MJIM HEKOHCEPBATUBHBIMH.

[082] ITonHOCTBIO YeNOBEUECKHE MOHOKIOHANbHBIE aHTU-NPR1 anTtuTena, packpsiTeie B
HACTOSIIEM OMHUCAHUH, MOTYT COAEPIKaThb OAHY WM OoJiee aMUHOKHCIIOTHBIX 3aMEH, BCTABOK
w/wmm nenenuii B kapkacHbX n/mmn CDR obnactsax BaprnabenbHBIX TOMEHOB TSDKENION M JIETKOH
Herneld Mo CPaBHEHHIO C COOTBETCTBYIOIIMMHU MOCIIENOBATENbHOCTSMHU 3apOBbIILIEBON JINHUU.
Takme MyTanmm MOXHO JIETKO YCTaHOBUTH IIYTEM  CPAaBHEHUS  aMHUHOKHCIIOTHBIX
NOCJIEIOBATEIbHOCTEH, PACKPBITBIX B HACTOSIIEM ONHCAHWUH, C MOCJIENOBATEIbHOCTIMU
3apOABIIIEBON  JIMHUM, JOCTYNHBIMM, HalpuMep, U3 OOIeAOCTyHmHBIX 0a3  JaHHBIX
nocienosarenbHocTel  aHTtuTen. Hacrosmiee wu300peTeHue BKIIOYAET AaHTUTENAa M UX
AHTUT€HCBA3BIBAIOIINE (PArMEHTBI, KOTOpbIE MPOUCXOAAT W3 JHOOOM M3 aMHUHOKHCIOTHBIX
HIOCJIEIOBATENIbHOCTEH, PACKPBITHIX B HACTOSILIIEM OMMCAHHH, TJIe OAHA WK 0OJiee aMUHOKHCIIOT
B onmHOH wuimm Oonee KkapkacHbIX oOnacTsx w/mimm  obmactsix CDR - myrtupoBanbl B
COOTBETCTBYIOLIUI OCTATOK(M) MOCJIEAOBATENLHOCTH 3apPOJBIIIEBON JIMHUM, M3 KOTOPOH ObLIO
NOJIy4eHO AaHTUTENIO, WJIH B COOTBETCTBYIOIIMH OCTAaTOK(M) JPYyrod MOCIeIOBATEIbHOCTH
3apOIBILICBON JIMHHHM YEJIOBEKa, WIM HMEIOT KOHCEPBATHBHYK) AMHHOKHCJIOTHYIO 3aMEHY
COOTBETCTBYIOLIETO OCTATKA(OB) 3apOBILIEBON JUHUH (TaKHE M3MEHEHUS MOCNIEI0BATEIbHOCTH
B HACTOSALIEM ONMHCAHHs O0O03HAUYEHBI OOIMUM TEPMHUHOM «MYTALUU 3apPOIBILICBON JIMHUMY).
Crenpanuct B JaHHOW 0ONacTH, HAYWMHAS C MOCJIENOBATeNIbHOCTENH BapuadeapbHBIX OOJacTei
TSDKEJIOW W JIETKOH wLemnel, pacKphITbIX B HACTOSALIEM OIMCAHHM, MOXET JIETKO MOJYYHTb
MHOTOYHCJICHHbIE aHTHTENA U AHTUTCHCBS3BIBAIOLINE (PPArMEHTHI, KOTOPBIE COAEPIKAT ONHY HIIH
OoJniee OTHENBbHBIX MyTallMil 3apONBIMIEBON JIMHUM WM WX KOMOMHAaUMU. B HEKOTOpPBIX
BapHaHTaX OCYIIECTBJICHHs BCe OCTaTKH kapkacHOW oOnactu w/wnmu CDR B nomenax Vy w/mimu
VL MyTupoBaHbl OOpPaTHO A0 OCTATKOB, OOHAPYKEHHBIX B MCXOMHOW TMOCIIENOBATENbHOCTH
3apOJBILIEBON JTMHUHU, U3 KOTOPOH MPOU3OMLIO aHTUTENO. B Ipyrux BapuaHTax OCYILIECTBICHUS
TOJIBKO OIpeNeJIeHHbIE OCTaTKH MYTHPOBaHbl OOpPaTHO B HCXOAHYIO IOCIENOBATEIbHOCTD
3apOJIBILIEBON JIMHUH, HATIPUMEP TOJBKO MYTHPOBAaHHBIE OCTATKH, OOHApPY>KEHHBIE B MEPBBIX 3

amuHokucyiorax FR1 wnmu B mocnegnux 8 amuHokuciaorax FR4, uian TONBKO MyTHPOBaHHBIE
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ocratky, oOHapykeHHple B CDRI1, CDR2 nimun CDR3. B npyrux BapuaHTax OCYLIECTBICHHUS
onuH uiau Oonee ocTtaTkoB kapkacHOH oOnactu w/mumun CDR MyTupOBaHBI B COOTBETCTBYIOIIUI
OCTaTOK(M) APYrod NOCIENOBATENbHOCTH 3apOBIMEBONH JHUHUU (T.€. IOCJIEAOBATENbHOCTH
3apOABILIEBON JINHUH, KOTOpasi OTJIMYAETCsA OT MOCJIEN0BATEIbHOCTH 3apPOJBILIEBON JIUHUU, U3
KOTOPOW H3HAYaJbHO OBUIO MOJy4YeHO aHTuTeno). Kpome Toro, aHTtuTena mo HACTOSIIEMY
n300pEeTEHHIO MOTYT COMEPKaTh JIIOOYI0 KOMOMHALIMIO IBYX WJIHM OoJiee MyTaluil 3apObIEeBOM
JUHUM B Tpenenax kapkacHod w/mimm CDR obnacreif, HampuMmep B KOTOPBIX OIpEAEICHHbIE
OTHEeNbHbIE  OCTaTKM  MYTHPOBaHbI B COOTBETCTBYIOLIUNM  OCTATOK  KOHKPETHOH
MOCJIEIOBATEIbHOCTH 3apOABILIEBON JIMHUM, B TO BpeMs KaK HEKOTOpblE IPYrHe OCTaTKH,
KOTOpBIE OTINYAIOTCS OT UCXOAHOH MOCIEe0BATEIbHOCTH 3apOIbIII€BOM JINHUHU, COXPAaHEHbI UITH
MYTHUPOBaHbI B COOTBETCTBYIOIIUN OCTATOK APYTOH MOCIEA0BATEIbHOCTH 3aPOABIIIEBON JIUHUY.
ITocne moJydYeHUs aHTHTENa U AHTHUIEHCBS3bIBAIOLINE (PparMeHThI, COAEpIKallne OAHY MU
Ooree MyTanuii 3apOABIIIEBOI JTHHUU, MOTYT OBITh JIETKO TPOTECTHPOBAHBI HA HAJIMYHE OTHOTO
wii Oonee TpeOyeMbIX CBOWCTB, TAaKMX KakK YJIy4IIEHHas CHenU(UYHOCTb CBSI3bIBAHUS,
MOBBILIEHHOE CPOJCTBO CBSI3bIBAHUS, YJIyYII€HHblE WJIM YCHJIEHHblE aHTarOHUCTUYECKHE
Owonornyeckue  CBOWMCTBA, TNOHWKEHHAs HMMYHOI€HHOCTb M T.J. AHTUTeNa U
AHTUTCHCBS3BIBAIOIINE (PPArMEHTHI, MOJIYYEHHBIE TAaKUM OOLIMM CrnocoOOM, BKIIFOYEHBI B
HaCToOsIIIee H300peTeHue.

[083] Hacrosimee wu300peTeHHe TakKe BKJIIOYAET TIOJHOCTBIO  YEJIOBEYECKHE
MOHOKJIOHaNbHBIE aHTU-NPR1 anTuTena, comeprkaiiue BapuaHTBI JIFOOOW M3 PACKPBITHIX B
HACTOSIIIIEM OIMUCAHUM aMHHOKHCIOTHBIX mocnenoBateiabHocTeit HCVR, LCVR w/umu CDR,
UMeIe OfHYy WM Oojee KOHCEPBATUBHBIX 3ameH. Hampumep, Hacrosiee nzoOpereHue
BkrouaeT aHTU-NPR1 antuTena, umeronue aMuHOKHUCIOTHbIe mocnenoBarenbHOCTH HCVR,
LCVR w/unu CDR, Hanpumep, ¢ 10 wiu meHee, 8 wiu MeHee, 6 Wi MeHee, 4 WK MEHee U T.J.
KOHCEPBAaTHBHBIMH AMHHOKHCJIOTHBIMUA 3aMEHAMU OTHOCHTENIBHO JIFOOOH M3 aMHHOKHCIOTHBIX
nocienosarenbHocTeli HCVR, LCVR w/unu CDR, pacKpbIThIX B HACTOSIIIEM OMHUCAHUU.

[084] TepMHUH «4Y€IOBEYECKOE AHTUTENOY» HFIIM ITOJHOCTBIO YEJIOBEYECKOE aHTUTEIO» B
KOHTEKCTE HACTOSINEro ONUCAaHWsA BKJIIOYAET AaHTUTENA, UMellue BapuabelbHble U
KOHCTaHTHblE  OOJIACTH, TIOJYYEHHbIE U3  MOCIENOBATEIBHOCTEH  HMMYHOIJIOOYJIHHOB
YeJIOBEYECKON 3apobIleBoi JiHUU. YenoBedueckne mAb mo HacTosimeMy H300pEeTeHHIO MOTYT
BKJIIOYaTh  AMUHOKHCJIOTHBIE  OCTaTKHM, HE  KOJUPYEMble  IOCJIEN0BATEIbHOCTIMHU
UMMYHOTJIOOYJIMHA YEeJIOBEYECKOH 3apOAbIIeBOH JIMHUM (HAmpUMep, MYTAalHH, BBEICHHBIC
CJydaiiHBIM WJIM CalT-Cenn(PUIEeCKUM MYTAareHe30M in Vitro WiM COMAaTHYeCKOH MyTaluel in
vivo), Hanpumep, B CDR wu, B uwactHoctu, B CDR3. OnHako MCHONB3yeMblld B HACTOSIIEM
ONMMCAaHUU TEPMMH «UYEJIOBEUECKOE AHTUTENIO» HWIJIHU KIOJHOCTBIO YEJIOBEYECKOE AHTUTENO» He
IpeJHa3Ha4yeH JUIsl BKJIIOUEHHsS MOHOKJIOHAJbHBIX aHTUTEN, B KOTOPBIX K uenosedeckoil FR
MOCJIEI0BATENbHOCTH MpPUBUTHI MocnenosarenbHocTd CDR, monyueHHble U3 3apOJbILIEBOM
JVHUHU JPYTOro BHUAA MIIEKONMHUTAIOLINX (HAIIPUMEDP, MBIIIN). DTOT TEPMUH BKJIIOYAET AaHTUTEINA,
KOTOpble PEKOMOMHAHTHO MPOAYLHUPYIOTCA Y MIIEKOIMUTAOLIETO, HE SIBIISFOINErOCs YEJIOBEKOM,

HJIN B KJICTKaX MJICKOIIUTAOICTIO, HC ABJIAOIICTOCSA YCJIOBCKOM. TepMI/IH HE NIp€AHAa3HAUCH IJIs
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BKJIFOUEHUS] aHTUTEJ, BbIICIEHHBIX WM IPOAYLIUPOBAHHBIX B OpraHU3MeE YelOBeKa.

[085] TepMuH «pEeKOMOWHAHTHBIN» B KOHTEKCTE HACTOSIIErO OMHCAHUS OTHOCHTCS K
aHTUTENaM TIO0 HW300PETEeHHIO WIJIM HMX AaHTUTCHCBS3BIBAIOIIUM (parMeHTaM, CO3/aHHBIM,
SKCIIPECCUPOBAHHBIM, BBIIEIEHHBIM UJIM MOJYYEHHBIM C ITOMOIIBIO TEXHOJOTHH HIJIH CIIOCOOOB,
U3BECTHBIX B JAHHOW oOmactu kak Meronsl pexomOuHanTHOH JIHK, KOTOpBIE BKIIFOYAIOT,
Hanpumep, cruaiicuir JIHK u TpaHCreHHyro »KCHpeccuro. DTOT TEPMHUH OTHOCHTCA K
aHTUTENaM, SKCIPECCHPYEMBbIM Y MIIEKOMUTAIOIIEro, HE SIBISIOLIEroCs 4eNOBEKOM (BKIIHOUAsS
TPAHCTE€HHBIX MJIEKOINUTAIOLINX, HE SBJSIIOIIUXCS YEJOBEKOM, HalpuMep, TPaHCTeHHbIX
MBIIIEH), WK B CUCTEME JKCIPEecCUH KieTok (Hampumep, kietok CHO) mnm BeImeNeHHBIX W3
OuONMMOTEeKH PEKOMOMHAHTHBIX KOMOWHATOPHBIX AHTUTEIT YEJIOBEKA.

[086] TepmuH «crienu(pUUECKH CBSI3bIBACTCS» WM «CIELM(PUUECKH CBSI3BIBAETCS C» U
T.Il. O3HAYAET, YTO AHTUTENIO WJIM €r0 aHTUTCHCBS3BIBAIOIIUN (hparMeHT oOpa3yeT KOMILIEKC C
AHTUT€HOM, KOTOPBIA OTHOCUTENBHO cTaduiieH B (U3noNornueckux ycnousx. Crnenndudeckoe
CBSI3bIBAHME MOJKET OBITh OXapaKTEPU30BAHO KOHCTAHTOW PABHOBECHOW IUCCOLMALINY,
COCTABJISIFOLIEN MO MEHBIIEH Mepe MPUMEPHO 1x10® M unn menee (marmpumep, Oonee HHU3KOE
3HaueHue Kp o3Hauaer Oonee cuiibHOE cBsi3biBaHHE). CrIOCOOBI ONMpeneNieHus], CBSI3bIBAIOTCS JIU
ZIBE MOJIEKYJIbI CIeM(UIECKH, XOPOIIO U3BECTHBI B TAHHOW OOJIACTH M BKJIIOYAIOT, HAIIPUMED,
PaBHOBECHBIN HUAIN3, NOBEPXHOCTHBIN MJIA3MOHHBIN PE30HAHC U T.I. PackphIThie B HACTOALIEM
OMMCAaHWU AaHTUTENa, KOTopble cnenuguyeckn cwssbBarorcs ¢ NPRI1, mpentuduimposanu c
TIOMOIIBI0 TTOBEPXHOCTHOIO ILIA3MOHHOTO pesonanca, Hanpumep BIACORE™. Bonee Toro,
nosucrenuuieckie aHTUTeNa, KOTOPbIe CBSI3BIBAIOTCS ¢ ogHUM nomeHoM B NPR1 u ogHum
win Oojiee NOMOJHUTENbHBIMU AHTHICHAMHM, WIH OucrneuudpuyuecKkue aHTUTENa, KOTOpbIe
CBSI3BIBAIOTCS C ABYMS pasHbiMU oOnactssmMu NPR1, B KOHTEKCTE HACTOSILIETO OMUCAHUS TaKXkKe
CUUTAIOTCS] AaHTUTENIAMHU, KOTOPbIE CBSI3bIBAIOTCS CHIELM(PUIECKI.

[087] TepMHH «aHTHTENO C BBICOKHMM CPOACTBOM)» OTHOCHTCS K TeM MmADb, KOTOpbIe
UMEIOT cponcTBo cBsizbiBaHus ¢ NPR1, BoipakeHHoe B Bune Kp, cocrapnsoiee mo MeHbLueH
Mepe 10% M; IPEANOYTUTENBHO 107 M; Goree MPEANOYTUTENBHO 10" M, naxe Gornee
NPEAIOYTUTEIIBHO 10 M, U3MEPEHHOE METOAOM ITOBEPXHOCTHOIO IJIA3MOHHOIO PE30HAHCA,
Harnpumep BIACORE™ ymm ELISA st ONpeAeNeHrs CPOACTBA B paCTBOPE.

[088] Tepmun «menneHHasi ckopocTh nuccormanmmy, «Koffy wmmu «kd» o3Hadaer
AHTUTEJIO, KOTOpoe nuccouuupyer u3 komiuiekca ¢ NPR1 ¢ xkoHCTaHTON CkOpoCTH 1x107 ¢!
WJIA MEHEE, NMPEeANOYTUTEIIBHO 1x10* ¢! wm MEHE€, ONpPENEIEHHON METOOM MOBEPXHOCTHOIO
ITA3MOHHOTO pe3oHaHca, Hanpumep, BIACORE™.

[089] TepMuHBI «aHTHTE€HCBSI3BIBAIOINAS YacTh» AHTHUTENA, «AHTUTCHCBS3BIBAKOLINN
(dparMeHT» aHTUTENA U T.II. B KOHTEKCTE HACTOSIIIEr0 ONMUCAHMS BKJIIOYAIOT JIFOOOH MPUPOIHBIH,
(bepMEHTaTUBHO TMOJYYaEeMbI, CHHTETHYECKHI WM TE€HHO-WH)XCHEPHbIH MOJHUIENTHI WIN
TJIUKOTIPOTENH, KOTOPBIA CHEHU(HUECKH CBS3BIBAETCA C AaHTUIEHOM C 00pa3oBaHHEM
KOMILIeKca. TepMUHBI «AHTUTE€HCBSI3bIBAIOIINI (parMeHT» aHTUTENa WIN «(pParMeHT aHTHTETa
B KOHTEKCTE HACTOSILIETO OMMCAHMs OTHOCATCS K ONHOMY WM Ooyee (pparMeHTaM aHTUTEINA,

KOTOpbIE COXPAHSIOT CIIOCOOHOCTB CBA3BIBAThCA ¢ Oenkom NPRI.
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[090] B KOHKpETHBIX BapHAHTAX OCYIIECTBICHHUS AHTUTEJIO UM (PparMeHThI aHTHTENA TI0
M300pETEHNI0 MOTYT OBbITh KOHBIOTUPOBAHBI C TakUM (PpparMeHTOM, Kak JHMraHn, WIn
TEpareBTHUECKUM (PparMeHTOM («UMMYHOKOHBIOTAT»), BTOpbIM aHTU-NPR1 antutenom wumm
moObIM  PYTUM  TepamneBTUYeCKHUM (parMeHToM, MNpUrogHbiM anst  JedeHuss NPRI-
aCCOLIMUPOBAHHOTO 3a00JI€BAHHS WIIA PACCTPOHCTBA.

[091] TepMHH «BBIOEIEHHOE AHTUTENO» B KOHTEKCTE HACTOSIILErO OMUCAHUS O3HAuaeT
AHTHUTENIO, KOTOPOE MO CYIIECTBY HE COAEPIKUT APYrux aHturen (Ab), MMEMHX APYryro
AHTUTeHHYI0 CHeuu(UYHOCTh (HAMpUMeEp, BBIACJICHHOE AaHTHUTENO, KOTOpPOe CHeru(uuecKu
cessbBaercsi ¢ NPRI1, wmimm ero ¢parMeHT, NpaKkTUUECKH HE COIEpKUT Ab, KOTOpbIe
crieru(pUIeCKH CBSI3bIBAIOTCS ¢ AHTUT€HAMHU, OTJIUYHbIMU OT NPR1).

[092] TepMHH «aKTHUBUPYIOILEE AHTUTENIO» WIM AHTUTENO-arOHUCT» B KOHTEKCTE
HACTOSIIEr0 OMUCAHUS (WM «aHTUTENIO, KOTOPOE YBEIMYUBAECT WM YCHIMBAECT AKTHBHOCTH
NPR1» unm «aHTUTENO, KOTOpOe CTaOMIIU3UPYyeT aKTMBHPOBAHHYK KOH(OpPMALIHIO») O3HAYAET
AHTUTEJIO, KOTOpOoe Npu cBsi3biBaHuU ¢ NPR1 mpuBoaNT k akTHUBaLUu 1O MEHBbIIEH Mepe OJHON
Oononornyeckoii aktuBHocTH NPR1. Hampumep, aHTuTENn0 1O M300PETEHHIO MOXET CHHKATh
CHCTEMHOE apTepHaIbHOE AaBJIEHHE MTPU BBEACHUN HYKIAIOIIEMYCsI B TOM CYOBEKTY.

[093] TepMHH «IOBEPXHOCTHBIN IJIA3MOHHBIM PE30HAHC» B KOHTEKCTE HACTOSLIETO
OMHUCAHUsl OTHOCUTCSI K ONTHYECKOMY SIBJICHHMIO, KOTOPO€ IIO3BOJIIET AaHAIU3UPOBAThb
OMOMOJIEKYJIIpHBIE B3aUMOAEHCTBUSI B PEAJbHOM BPEMEHHM IyTeM OOHApy)KEHUS H3MEHEHUI
KOHIIeHTpanuii Oenka B MaTpuile OMOCEHCOpa, HAMIPUMEpP, C MOMOIIBIO CUCTEMBI BIACORE™.
(Pharmacia Biosensor AB, Uppsala, Sweden and Piscataway, N.J.).

[094] Tepmun «Kp», uCronp3yeMblii B HACTOSIIEM ONMUCAHUU, 0OO3HAYAE€T KOHCTAHTY
PaBHOBECHOM NUCCOLMALIMY KOHKPETHOTO B3aUMOJEHCTBUsI AaHTUTENIO-AHTUTEH.

[095] TepMmuH «3MUTOM» OTHOCUTCS K AHTUIEHHOW JE€TePMHHAHTE, KOTOpas
B3aUMOJIEHCTBYET CO CHEUU(PHUIECKUM aHTUT€HCBS3BIBAIOLINM Yy4YacTKOM B BapHaOeiIbHOU
00J1acTH MOJIEKyJIbl aHTHTENA, W3BECTHON Kak maparon. OIWH aHTUTeH MOXKET MMeThb OoJee
ofHOrO >nuTona. TakuM 00pa3oM, pa3HbIE AHTUTENIA MOTYT CBS3BIBATHCS C PA3HBIMU yYaCTKaMHU
AaHTUIeHAa U UMETh pa3Hble Ouojormueckue >p¢exTol. TepMHH «3IUTOM» TaKKe OTHOCHTCS K
YUYaCTKy aHTUT€HA, Ha KOTOpPbIi oTBe4aroT B- w/mnm T-xnerku. OH Takke OTHOCUTCS K 00JacTH
AHTUI€HA, KOTOpasl CBSI3bIBAETCS] C AHTUTEJIOM. DIUTOIBI MOXKHO OINpPENEIUTh Kak CTPYKTYpHBIE
wii  QyHKOHOHANbHBIE. (DPYHKUMOHAJIBHBIE SIUTOMBI  OOBMMHO NPEACTABISIIOT — COOOM
MOAMHOKECTBO CTPYKTYPHBIX 3IUTONOB U HUMEKOT T€ OCTATKH, KOTOpBIE HENOCPENACTBEHHO
BHOCSAT BKJIAJl B CPOACTBO B3aUMOJEHCTBUSA. DTHUTOIBI TAKKE MOTYT OBITh KOH(POPMALIMOHHBIMHY,
T.€. COCTOATh U3 HEIMHEMHBIX aMUHOKHUCJIOT. B HEKOTOPBIX BApUAaHTaX OCYLIECTBIEHUS SITUTOMBI
MOTYT BKJIIOYAaTh AETEPMHHAHTBI, KOTOPBIE MPEIACTABISIOT COOOM XHMHUYECKH aKTHUBHbBIE
NOBEPXHOCTHBIE TPYIIBI MOJEKYJ, TaKue KaKk aMHHOKHCIIOTBI, OOKOBBIE LIEMH Caxapos,

dochopunbHble TPynmbel WM CyJb(QOHWIbHBIE TPYIIBL, W, B OINpPENENEHHBIX BapHUaHTax

2
OCYLIECTBJICHUS], MOTYT HMETb OIPEAEJICHHbIE TPEXMEPHBIE CTPYKTYPHBIE XapaKTEPUCTUKU
W/WIN XapaKTEPUCTUKHU YAEIBHOTO 3apsa.

[096] TepMuH «HEepeKPECTHO KOHKYPUPYET» B KOHTEKCTE HACTOSIIEro ONUCAHUS
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O3HAYaeT, YTO AHTUTEJIO WII €r0 AHTUT€HCBA3BIBAIOIINN (DPArMEHT CBS3BIBAETCS C AHTUTEHOM U
UHruOUpyeT wiu OJIOKUPYET CBA3BIBAHUE APYIOro aHTUTENA WM €r0 aHTUT'€HCBS3bIBAIOINETO
¢parmenta. TepMuH Takke BKIIOUAET KOHKYPEHLMIO MEXAY IBYMs AHTUTENAMH B OOOMX
HAIpaBJIEHUsX, T.€. IEPBOE AHTUTENIO, KOTOPOE CBSI3bIBAETCS U OJIOKUPYET CBA3BIBAHHE BTOPOTO
aHTUTENa, U HA00OPOT. B HEKOTOPBIX BapHaHTaX OCYLIECTBJIECHHs NEPBOE AHTUTENO M BTOPOE
AHTHUTEJIO MOTYT CBSI3bIBATHCSI C OJHUM U TEM K€ SMUTONOM. AJBTEpHATUBHO, IEPBOE U BTOPOE
aHTUTEJla MOTYT CBSI3bIBATBCSI C PAa3HbIMM, HO MEPEKPHIBAOLIUMUCS 3IUTONAMHU, TaK 4YTO
CBSI3bIBAHME OJHOTO AHTUTENIa MHTUOMpyeT WM OJIOKUPYeT CBSI3bIBAHHE BTOPOrO AHTUTENA,
HampuMep, B pe3yJbTaTe CTepudeckux 3aTpynHeHuil. IlepexpecTHas KOHKYpPEHLMS MEXIY
AHTHUTEIAMH MOXeET OBITh U3MEpeHa Croco0aMu, W3BECTHBIMH B JaHHOW OOJaCTH, HANPHMEp
METOIOM OHOCIOIHON WHTEepdepoMeTpUrn B peasbHOM BpeMeHn Oe3 MeTku. IlepekpecTHas
KOHKYPEHLIUS MEXIy IBYMs aHTHUTEIAMH MOXKET OBITh BBIPAXKEHA KaK CBS3BIBAHHE BTOPOTO
aHTHUTENa, KOTOPOE MeHbINe (POHOBOrO CHrHalla M3-3a CBSA3BIBAHUS «C TAKUM YK€ AHTHTEIOM»
(rme mepBOE M BTOPOE aHTHTENA MPENCTABISIOT COOOH OHO U TO ke aHTHuTeno). [lepekpecTHas
KOHKYPEHLIUSI MEeXy 2 aHTHTEIAMH MOXKET OBITh BBIPAXKEHA, HANIPUMED, B BUAE %o CBSI3bIBAHUS
BTOPOTO AHTHUTENA, KOTOPbIH MEHbIIE, YeM HCXOIHOE (POHOBOE CBS3BIBAHHE «C TAKHM K€
aHTHUTEIOM» (T/Ie IEPBOE U BTOPOE aHTUTENA MPENCTABIISIIOT COOOH OAHO M TO YK€ aHTHUTEJIO).

[097] TepmMuH «3HaYUTENbHAS CTEMEHb WAEHTUYHOCTU» WJIH MO CYILIECTBY
UJICHTHYHBINY, KOTZIa OTHOCHTCSI K HYKJIEMHOBOW KHCJIOTE WM €€ (pparMeHTy, YKa3blBaeT Ha TO,
YTO IPU ONTHUMAJIbHOM BBIPABHHUBAHUU C COOTBETCTBYIOLIUMHU HYKJIEOTHIHBIMU BCTABKAMM WJIH
OeNeUussMd € JPYyrod HYKJIEHMHOBOH KHUCJIOTOM (MM €€ KOMIUIEeMEHTApHOW HUTBIO)
UCHTUYHOCTh HYKJICOTUIHBIX MOCIEA0BATEIbHOCTENH COCTABISET 10 MEHbIIEH Mepe MPUMEPHO
90%, u Oonee MPeANOYTUTENBHO IO MEHbLIEH Mepe mpuMepHO 95%, 96%, 97%, 98% nnu 99%
HYKJICOTU/IHbIX OCHOBaHMM, H3MEpEHHast JIOObIM H3BECTHBIM QJTOPUTMOM HIEHTUYHOCTH
nocnenosarenbHocTel, TakuM kak FASTA, BLAST unu GAP, kax onmcano Huxe. Monekyna
HYKJIEUHOBOM KHCJIOTBI, HMEIOIIasi 3HAYUTEJbHYIO CTeNeHb WIEHTUYHOCTH C 3TaJOHHOMN
MOJIEKYJIOH HYKJIEMHOBOM KHCJIOTBI, B HEKOTOPBIX CJIydasx MOXKET KOIWPOBATH IMOJMIIENITHL,
UMEIOLITUIN TAaKyIO JK€ WM NMPAKTUYECKH aHAJOTMYHYI0 aMHUHOKHMCIOTHYIO MOCJIEI0BaTENbHOCTD,
YTO U NOJUMNENTHA, KOAUPYEMBbIN 3TAJTOHHON MOJIEKYJION HYKJIE€MHOBOW KUCJIOTBHIL.

[098] IIpuMeHUTENBHO K MOJIUIENTHAAM TEPMUH «3HAUNUTENIbHAS CTENEHb CXOCTBA» WU
«MO CYLIECTBY aHAJOTMYHBIN» O03Ha4yaeT, 4YTO JBe€ MEeNTHAHbIE IOCIEeNOBATENbHOCTH IpU
ONTHUMAJbHOM BbIPaBHUBAaHMM, Hampumep, ¢ nomouibto nporpamm GAP wnu BESTFIT, B
KOTOPBIX IO YMOIJTYaHUIO UCTONB3YIOTCS Tpadbl 3a MpoOembl, UMEIOT MO MeHblIeld mepe 90%
UJICHTUYHOCTU TOCJIEAOBATEIPHOCTH, elle Oojiee MPEANOYTHTENbHO O MeHbInell mepe 95%,
98% wmn 99% WASHTHYHOCTH TMOCIEAOBATENBHOCTH. [IpeanoYTHTENbHO, YTOOBI MOJIOKECHHSI
OCTAaTKOB, KOTOpbl€ HE SBJSIOTCS  WAGHTUYHBIMU, Pa3IUYalIUCh KOHCEPBATHBHBIMU
aAMUHOKHCJIOTHbIMH 3aMeHamu. «KoHcepBaTHBHAs aMHUHOKHUCIIOTHAs 3aME€Ha» O3HA4aeT 3aMeHYy,
IpU KOTOPOW aMHHOKHCIOTHBI OCTaTOK 3aMEHEH JPYrMM aMUHOKHCJIOTHBIM OCTaTKOM,
uMerImuM 00KOBYIO Lienb (R-rpynmy) ¢ aHaTOrnYHBIME XUMUYECKUMH CBOHCTBAMH (Hampumep,

3apsaoM win ruapodobHocTei0). Kak mpaBuio, KOHCepBaTUBHAS aMUHOKHCJIOTHAs 3aMeHa He
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u3MeHseT (PyHKIMOHAJIbHbIE CBOMCTBA Oenka CymecTBeHHbIM oOpa3soM. B ciyuasx, xorma nse
wii  0Oonee aMHUHOKHCIOTHBIE  IIOCIIEAOBATENIbHOCTH  OTJIMYAIOTCA  APYyr OT  Apyra
KOHCEPBATUBHBIMU 3aMEHAMH, MPOLEHT MM CTENEHb CXOJCTBA MOXET OBITh MOAOTHAHA MJIs
BHECEHMs NONPABKU HAa KOHCEPBATUBHBIN XapakTep 3ameHbl. CpeacTBa OCYLIECTBIECHUs 3TOH
MOJTOHKHU XOPOIIO W3BECTHBI CIIELIMAINCTaM B JaHHOH obnactu. Cwm., Hanpumep, Pearson (1994)
Methods Mol. Biol. 24:307-331, xoropas BKJIOUYE€HAa B HACTOSIIEE OIHCAHUE IOCPEICTBOM
ccbutku. [IpuMepbl Tpynmnm aMHHOKHCIOT, KOTOpPbIE HMEIT OOKOBBIE LENH CO CXOAHBIMHU
XUMHYECKUMH CBOWCTBAMHM, BKJIIOYAIOT 1) amudarnueckue OOKOBbIE LEMU: TIIMLUH, AJAHHUH,
BAJIMH, JICHIIMH W W30JeHIMH; 2) amudarudeckre TMAPOKCUIbHbIE OOKOBBIE LIEMU. CEPHH U
TpeoHUH, 3) OOKOBBIE LIEMHU, COAEpIKAIIMe aMUI. achapardH W TIyTaMuH, 4) apoMaTUYecKue
OokoBBIE LienH: (peHWIANaHWH, TUPO3UH M TpUNTOdaH, 5) OCHOBHbIE OOKOBBIE LENH: JIU3UH,
ApTUHUH W TUCTHOWH, O) KHUCIOTHbIe OOKOBbIE LEMH. acmaprar © IiIytamMar u 7)
cepoconepskamue OOKOBBIE LENH: LHUCTEMH M METHOHWH. [IpeanodTUTeNbHBIMHU TIpyMIIaMU
KOHCEPBAaTUBHbIX  AMUHOKHMCIOTHBIX  3aMEH  SIBJISIFOTCS: BaJIMH-JIEHLH-U30JIeHLINH,
(beHnnanaHuH-TUPO3UH, JH3UH-APTUHUH, AJaHWH-BAJIMH, DJIyTaMaT-acrapTarT W achaparhH-
rIyTaMHuH. B KadecTBe aibTepHATHBBI KOHCEPBATHBHOHN 3aMEHOH SIBISIETCS JTI0O0E M3MEHEHHE,
UMeEoIIee MOJIOKUTEIbHOE 3HAYEHNE B MaTPHLIE JIorapugmuueckoro npasaononodus PAM250,
packpsiToii B Gonnet et al. (1992) Science 256:1443 45, BKIIIOYEHHOH B HACTOSIIIEE OMUCAHUE
MOCPENCTBOM CCBUIKH. «YMEPEHHO KOHCEPBATHUBHAS» 3aMeHa SIBJISIETCS JIOOBIM HM3MEHEHHUEM,
UMEIOIUM HEOTPULATENIbHOE 3HA4YeHHE B MaTpHLe JIOrapupMUUEeCKOro MpaBAONoao0us
PAM250.

[099] CxoncTBO MOCHENOBATENILHOCTEH MOJUNENTUIOB OOBIYHO U3MEPSIIOT C MOMOIIBIO
nporpaMMHOro odecredeHust Uil aHamu3a mnocienosarenbHocTell. [IporpaMmMHoe obecnieuerne
IJIS aHaJIu3a OEJIKOB TMO3BOJISIET COMOCTABIIATh AHAJIOTHYHBIE MOCIIEA0BATENbHOCTH, UCTIONB3YS
Mepbl CXOACTBA, OTHOCSINUECS K PAa3jIMYHBIM 3aMeHaM, NeJelUsIM U APYTUM MOAH(UKALISIM,
BKJIFOYAsi KOHCEpPBAaTHUBHbIE aMHHOKHMCIOTHbIE 3aMeHbl. Hampumep, maker mnporpamm GCG
conepxxut Takue mnporpammbl, kak GAP u BESTFIT, koropble MOXHO HCIOJNB30BaTh C
napaMeTpamMu IO YMOJYaHHUIO [UIsl ONpEeNeNeHHs TOMOJIOTMHM MOCHEeNOBaTENIbHOCTEN WU
UJICHTHYHOCTH TOCIIEIOBATEIbHOCTEH MEXKAY ONM3KOPOACTBEHHBIMU MOJUNENTHAAMU, TAKUMHU
KaK TOMOJIOTUYHBIE TOJHIICNITHIBI U3 PA3HBIX BHIOB OPTaHMU3MOB HJIM MEXKIY OEJKOM IHKOTO
TUINA U ero MyTaHTHbIM BapuaHToM. CM., Hanpumep, GCG Bepcuu 6.1. IlocnenosarenpHOCTU
MOJIUTIETITHIOB TaK)XK€ MOMKHO cpaBHUBaTh ¢ momombio FASTA, ucnonb3ys mapamerpsl IO
YMOJYaHUIO WJIM peKOMeHJoBaHHble mnapamerpbl, nmporpamMmel B GCG Bepcun 6.1. FASTA
(marmpumep, FASTA2 u FASTA3) obecneunBaer BbIpaBHUBAHME W NPOLIEHT HIEHTHYHOCTH
NOCJIeIOBaTeNbHOCTEH  00NacTeil ¢ HAWIy4dIIUM TEPEeKPhITHEM MEXAY 3arparinBaeMoin
NOCJIEIOBATENILHOCTBIO U TOCHeoBaTeNbHOCTRIO Toucka (Pearson (2000), Bemue). [pyrum
NPEATIOUYTUTENIbHBIM AJITOPUTMOM TIPU CPAaBHEHUU TOCJIENOBATENBHOCTH IO H300PETEHUIO C
0a3olf [naHHBIX, cofepXkameill OoNbpIIoe KOJMYECTBO IIOCIEAOBATENIbHOCTEH U3 Pa3HbIX
OpraHu3MoB, siBisieTcs kommbioTepHas mnporpamma BLAST, B wactHoctu BLASTP unu

TBLASTN, ¢ ucrnonb3oBaHueM MmapameTpoB no ymoidanuio. Cm., Hanpumep, Altschul et al.
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(1990) J. Mol. Biol., 215:403-410 u (1997) Nucleic Acids Res. 25:3389-3402, xaxnmas u3
KOTOPBIX BKJIFOYEHA B HACTOSLLEE ONMUCAHUE MOCPEACTBOM CChUIKH.

[0100] pa3a «repaneBTHueckH 3()(PEKTUBHOE  KOJMYECTBO»  IOAPA3yMEBAET
KOJIMUYECTBO, KOTOpoe obecrieunBaet Tpedyemblii 3¢ deKT, paau KOTOPOro OHO BBOAUTCS. TOUHOE
KOJIMYECTBO OyZeT 3aBUCETh OT LIeJIU JICYEHUS M MOXKET OBbITh YCTAHOBIICHO CIELIMAIUCTOM B
JOaHHOW 00JaCTH C TMOMOIIBIO HM3BECTHBIX MeTomoB (cm., Hampumep, Lloyd (1999) The Art,
Science and Technology of Pharmaceutical Compounding).

[0101] B kOHTEeKCTE HACTOSIIETO OMHCAHUSI TEPMHUH «CYOBEKTY» OTHOCUTCS K JKHBOTHOMY,
NPEATIOYTUTENIEHO MJICKOMUTAIOLIEMY, OoJiee MPEANOUTUTENbHO YeJOBEKY, HYKIAIIIEMYCs B
ynydimeHuyu, npodunaktuke w/wnu yedennn NPRI-accoumupoBaHHOrO 3a00JieBaHUS WU
PacCTPOMCTBA, TAKOrO KaK TUMNEPTOHHUsS. TepMUH BKIIOYAET JIIOAEH, KOTOpPblE UMEKOT WU
HAXOJSATCS B TPYIINE PUCKA PA3BUTHUS TAKOTO 3a00JI€BAHUS HITH PACCTPOHCTBA.

[0102] B KOHTEKCTE HACTOSIIETO OMHCAHUS TEPMUHBI «JIEUUTH», «JIEHAIIWI» WIH
«JIEUEHUE» OTHOCATCS K YMEHBLICHHIO WM OOJIETYEHHUI0 TSDHKECTU TI0 MEHbLIEH Mepe OTHOro
cumnroma wiu npusHaka NPR1-acconmmpoBaHHOTro 3a00J1€BaHMs WM PACCTPOICTBA Onaromapst
BBEJICHUIO HYKAAIOLIEMYCSl B 3TOM CYOBEKTY TEPANeBTUYECKOIO areHTa, TAKOrO KaK aHTHTENO
[0 HACTOSILEMY H300pETEHHI0. DTH TEPMUHBI BKIIOYAIOT WHTHOMPOBAHUE MPOTPECCUPOBAHUS
3a0oneBaHsl WM YXYAIIEHWs CUMITOMA/Npu3Haka. TepMHHBI Takke  BKIHOYAKOT
NOJIOXKUTENIbHBIM TMPOrHO3 3a00NeBaHus, T.€. CyOBEKT MOKET HE HMeTb 3a00JeBaHUs WU
3a0oneBaHne MOXET ObITh OOJIErdeHO IOCNe BBEIAEHHs TEPaleBTUYECKOrO areHTa, TaKoro Kak
AHTUTEJIO 10 HACTOsIIeMy H300peTeHnto. TepaneBTudeckuil areHT MOJKHO BBOIUTH CYOBEKTY B
TEepPaneBTUYECKOU J03€.

[0103] TepmMuHBl «IPEAOTBPALIATLY), IPEAOTBPALIAIOIIUNY WIH «IPOPUIAKTUKAY
OTHOCATCA K wuHruOmpoBanuio mposiBieHnss NPRI1-accormupoBaHHOro 3a0oneBaHus WM
paccTpoOMCTBa, WM JTIOOBIX CHMIITOMOB MJIM MPU3HAKOB TAKOro 3a00JI€BaHMS MM PAaCcCTPONCTBA
NPY BBEICHUHU aHTUTENA [0 HACTOSIIEMY N300PETEeHUIO.

AHTHreHcBsI3bIBaKOIHe GParMeHTbl AHTUTEJT

[0104] Ecnu cneuuanbHO HE YKa3aHO WHOE, TEPMHUH «aHTHUTENO», HCIOJb3yeMbIH B
HACTOSLIEM ONMCAHUH, CJeAyeT I[OHMMAaTb KaK OXBaTbIBAIOLIUI MOJIEKYJbl aHTHUTENa,
coziep KaLIie ABE TSDKEJbIe e UMMYHOTJIOOYJIMHA U IBE JIETKHE LeTTH HMMYHOTJIO0YJIHHA (T.€.
«TIOJIHOPa3MEepPHbIE MOJICKYJIbl AHTHTENA»), a TAKKE HMX AHTHUIE€HCBSI3BIBAIOIINE (PPArMEHTBL
TepMHUHBI «aHTUTEHCBSI3bIBAIOIIAS YacTh» AHTUTENA, «AHTUTEHCBS3BIBAIOIIMN (parMeHT»
aHTHUTENa M T.II. B KOHTEKCTE HACTOALIErO OMMCAHHS BKJIOYAIOT JIOOOH BCTpEYArOIIUIICS B
npupoze, GepMEeHTaTHBHO NMOJYYEHHbIH, CHHTETUYECKUN WM FeHHO-MHKEHEPHBIN TOJHITETITH],
WIA TJUKONPOTEHH, KOTOPBIH crenuduuecKy CBI3bIBAETCS C AHTUIEHOM C 00pa3oBaHHEM
KOMILIEKCa. TepMUHBI «AHTUTE€HCBSI3bIBAIOIINH (parMeHT» aHTUTeNa UIIN «PPAarMEeHT aHTUTENAY
B KOHTEKCTE HACTOSILIErO ONMMCAHMS OTHOCATCS K ONHOMY WM Oonee (pparMeHTaM aHTUTEINA,
KOTOPBIE COXPAHSIOT CHOCOOHOCTH crienugpuieckn CBs3biBaThCs ¢ Oemkom NPRI1. dparment
aHTuTeNna Moxer Bkio4ath Fab-¢parment, ¢pparment F(ab'),, pparment Fv, ¢pparment dAb,

¢parment, comepxamuii CDR, wmm Beimenennyio CDR. B HekoTOophIx BapHaHTax
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OCYIIECTBIIEHHUS] TEPMUH «AHTUTCHCBS3BIBAIOIIUN (PparMeHT» OTHOCUTCA K TOJHUIIENTHIHOMY
¢parmenty nomucnernuUUecKol AHTHIE€HCBSI3BIBAIOLIEH MOJIEKYJbl. AHTUTE€HCBS3BIBAIOIINE
(dparMeHTbl aHTUTENAa MOTYT OBbITh IOJY4YEHBI, HAIPUMEP, W3 IOJHOPA3MEPHBIX MOJIEKYJI
aHTUTENa C TOMOUIBI0 JIHOOBIX MOAXOMSAILIMX  CTAHAAPTHBIX  METONOB, TaKHUX Kak
NPOTEOJINTHYECKOE PpACINEIUIEHHEe, WJIM METONOB PEKOMOMHAHTHONW TIeHHOH WHXXEHEPHH,
BKJIIOYAOINX ~ MaHumyJsimioo  u skcrpeccmo  JIHK,  xomupyromedi  BapuabenbHble U
(HeoOs13aTeIPHO) KOHCTaHTHbIE AOMeHbl aHTuTena. Takas JIHK wm3BecTHa w/wim nocTymHa,
Harpumep, U3 KOMMEpUeCKuX HCTOYHHKOB, OnbOmmorek JIHK (Bkitowas, Hampumep, ¢arobie
OuOnMoTeKn aHTHTEN), WK MOXeT ObiTh cuHTe3npoBaHa. JJTHK moxer ObITh CEKBEHHpPOBaHA U
MOJBEP)KEHA XUMHYECKUM MaHUIYJSALIUAM WM MaHUIYJALUAM METONaMU MOJIEKYJISIPHOM
OWOJIOTHY, HATIPUMEP, IS Pa3MEIIEHUsT OJJHOTO MUJIH OoJiee BapruabebHbIX W/HITH KOHCTAHTHBIX
JOMEHOB B MOIXOJSLIYI0 KOH(QUTYPALHIO, FIIH AJIST BBEASHHSI KOJOHOB, CO3JJAHHS [IUCTEHHOBBIX
OCTaTKOB, MOAU(UKAIMHU, TOOABICHUS WIN YAAJCHUS aMUHOKUCIIOT U T.1.

[0105] HeorpaHnu4yuBaromirie mpruMepbl aHTHUT€HCBS3BIBAOINNX (DPPArMEHTOB BKJIFOYAKOT:
(i) Fab-dpparmentsr; (ii) ¢parmentsr F(ab'),; (iii) Fd-pparmentsr, (iv) Fv-¢parmentsr, (v)
ogHoueno4yeuHble MoJiekyisl Fv (scFv); (vi) ¢parmenter dAb; u (Vil) MUHUMaJIbHBIE €IUHHIIBI
pacro3HaBaHUs, COCTOSIIIME M3 AMHUHOKHCIOTHBIX OCTAaTKOB, KOTOpblE HMHUTHUPYIOT
rurnepBapuadenbHyr0  00JacTb  aHTHTeNa  (HAmpUMeEp,  BBIACJICHHAsS  OMNpPEesIsIFoIast
komruieMeHTapHocTh o0acte (CDR), Takas kak CDR3 nenrun), nimn nentun FR3-CDR3-FR4 ¢
OrpaHuueHHONH KOH(OPMAIMOHHON CcBOOONOH. Jpyrue CKOHCTPYHPOBAaHHBIE MOJIEKYJIbI, TaKHe
KaK JIOMeH-Creun(puveckne aHTUTeNa, OAHOAOMEHHbIE AHTHUTENA, AHTHUTENA C YAAJECHHBIM
JOMEHOM, XUMEpHbIE aHTuTeNa, aHtutena ¢ npusuteiMu CDR, nuatena, Tpuarena, TeTparena,
MUHHTENA, HAHOTeNA (HarmpuMep, MOHOBAJIEHTHbIE HAHOTENA, ABYXBAJEHTHbIE HAHOTENA U T.1.),
MaJible MOAyJbHbIe MMMyHO(papMariesTuueckue npenaparel (SMIP) u BapmaGenpHble TOMEHBI
IgNAR akynbl Takke OXBau€Hbl BBIPAKCHHEM «AHTUTCHCBSI3BIBAIOINUI  (parMeHT,
HCIIOJIB3YEMBIM B HACTOSIILEM OIMHUCAHUU.

[0106] AHTUTeHCBs3BIBAIOINMN (DPArMEHT aHTUTeNa OOBIYHO COHEPKUT MO MEHbIIEH
Mepe OIWH BapuadeNbHbI HOMeH. BapuaOenbHbI JOMEH MOXKET UMeTh JII0OOH pasmep WM
m000i aMUHOKHCIIOTHBIN COCTaB U OOBIYHO COAEPKUT MO MeHbliel mepe ogHy CDR, koropas
NPUMBIKAET K OJHON MM Oojiee KapKacHBIM MOCJIEIOBATENbHOCTAM MM HAXOOUTCS C HAUMH B
ONHOW paMKe CUUTHIBAHHMA. B aHTUTEeHCBS3BIBAOIUX (PparMeHTax, MMEILINX IOMeH Vi,
CBSI3aHHBIH C JOMEHOM V|, TOMEHbl Vi U Vi, MOTYT OBITh PaCHOJIOKEHBI OTHOCHTENIBHO APYT
apyra B Jo0oM moxxomsiieM mnopsinke. Hanpumep, BapmaOenbHas 00NacTb MOXKET OBITh
OUMEpPHOW U  comepxaTb aumepbl Vyp-Vy, Vp-Vip wmm V-V,  AnbTepHaTHUBHO,
AHTUTEHCBS3BIBAIOIIUN (PParMEHT aHTUTEJIA MOKET CONlePIKaTb MOHOMEPHBIN ToMeH Vi min V.

[0107] B HekOoTOpBIX BapHaHTAaX OCYLISCTBJICHHUS AHTHUTEHCBS3BIBAOIIUN (parMeHT
aHTHUTENa MOXKET COZAEPKaThb IO MEHbLIEH Mepe OAMH BapuaOeNbHBI JOMEH, KOBAJIEHTHO
CBA3AHHBIN C IO MEHbIIEH Mepe OJHUM KOHCTAHTHBIM JAOMEHOM. Heorpanuumsaromue
WITIFOCTPATUBHbIE KOHPHUTypanuy BapuabenbHbIX U KOHCTAHTHBIX JIOMEHOB, KOTOPBIE BO3MOKHbI

B AHTUT'€HCBS3bIBAIOIEM (pparMeHTe aHTUTENA 1O HACTOALIEMY HM300pPETEHHUIO, BKIIOYAIOT: (1)
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VH—CHl; (ll) VH-CHZ; (lll) VH—CH?); (lV) VH—CHl—CHZ; (V) VH-CHl-CHZ-CH?); (Vl) VH-CHZ-CH?);
(Vll) VH-CL; (Vlll) VL-CHI; (IX) VL-CHZ; (X) VL-CH?); (Xl) VL-CHl-CHZ; (Xll) VL-CHI-CHZ-CH3;
(xiii) Vi -Cy2-Cy3; u (xiv) Vp-CL. B moOoit xoHurypauun BapuabesbHbIX U KOHCTAHTHBIX
JIOMEHOB, BKJIOYas JOOYI0 W3 HWITIOCTPATUBHBIX KOH(UIYpalMii, NEepEeYHCISHHbIX BBILIE,
BapuabeNnbHble U KOHCTAHTHBIE IOMEHbI MOTYT OBITh JUOO HEMOCPENCTBEHHO CBSA3aHbI APYT C
ApyroMm, JuOO0 MOTyT ObITH CBSI3aHBI IMOCPEACTBOM IMOJHOW WJIM YaCTUYHOW INAPHUPHOM, HIIH
auHKepHOW obnactu. [IlapHupHas o6nacTb MOXKET COCTOSATh IO MEHbLIEH Mepe U3 2 (Hampumep,
5, 10, 15, 20, 40, 60 wnu Ooyee) aMHHOKHCIIOT, YTO OOecreunBaeT TMOKYIO WJIH MOJYTHOKYIO
CBSI3b MEKAY COCEOHHMH BapuaOeTbHBIMHU W/WJIM KOHCTAHTHBIMU JJOMEHAMH B OJHOW MOJIEKYJIe
NOJIUNENTHAA. bojiee TOro, aHTHUIEHCBSI3bIBAOLUINI (PPArMEHT AHTHTENA [0 HACTOSIIEMY
N300pETEHHIO MOKET BKIIFOYAaTh TOMOJUMED MK TeTeponumep (MU APYrod MyJIbTUMED) JIF0O0H
u3 KOoH(pHrypauui BapHaOETbHOIO W KOHCTAHTHOTO JIOMEHOB, IE€PEYHCICHHBIX BBIIIE, B
HEKOBAJICHTHOM aCCOLMALIUU IPYT C APYTOM H/HJIM C OMHHUM HJIM OOJiee MOHOMEPHBIMH Vi HIIH
V. noMeHamH (Harpumep, NOCPEACTBOM IUCYIbPUAHON CBsA3H(elN)).

[0108] Kaxk wu B <chaydae ¢  TIOJIHOPa3MEPHBIMH  MOJIEKYJIaMH  AHTHUTEN,
AHTUT€HCBS3BIBAIOIIINE (bparmMeHThI MOTYT OBITH MOHOCTIEHU(UIECKIMHU WIH
NOJHCTICI(PTUECKUMH (Hammpumep, oucnenupuuecKumMn). [Nonmucneungpuyeckuii
AHTUTCHCBS3BIBAIOIINN (PPArMEHT aHTHUTENa OOBIMHO COMAEPIKHUT IO MEHBIIEH Mepe /Ba Pa3HbIX
BapralOeIbHBIX JIOMEHA, TIJA€ KaKIblii BapuabeNbHbII JOMEH CHoCOOeH crenu(puuecku
CBSI3bIBATHCS C OTAEIBHBIM AHTHIE€HOM WJIM C APYTHUM 3IUTONOM Ha OTHOM U TOM K€ aHTUTEHE.
JIroGoit  ¢popmar mnonucnenupUUECKOro aHTUTENa, BKJIIOUYAs WIUIOCTPATHBHBIE (OpMAThI
Oucreruyueckoro aHTUTENA, PACKPBIThIE B HACTOSINEM OINHCAHWUU, MOXHO aJaNTHPOBATh AJIS
NPUMEHEHUsT B KOHTEKCTE AaHTUIeHCBA3BIBAIOIIEro (parMeHTa aHTUTENa [0 HACTOALIEMY
M300PETEHHUIO ¢ IOMOIIBIO CTAHIAPTHBIX METOJIOB, TOCTYITHBIX B TAHHOH 00J1aCTH.

IHonydeHue 4esioBe4eCKHX AHTHTEJ

[0109] CriocoObl mONy4YeH st YETOBEYECKUX aHTUTEN B TPAHCTEHHBIX MbIIIAX H3BECTHBI B
naHHOM oOmactu. JIroOble Takwe W3BECTHBIE CHOCOOBI MOJKHO HCIOJNBb30BATh B KOHTEKCTE
HACTOSIIEr0 HM300peTeHHs Ui TMOJYYEHUS YeJOBEYECKHX AHTHTEN, KOTOpble Crenu(uyecKu
cesaspiBatoTcsa ¢ NPR1.

[0110] Jnst renepanum antuten k Oenky NPRI1 MOXHO HMCHOIB30BaTh MMMYHOTEH,
comep Kaluil rodoe U3 cienyrouero. B HEKOTOPbIX BapHaHTaX OCYIIECTBJICHHUs] aHTHTENA TI0
HACTOSIEMY  W300pPETEHHIO  TONYYaKT,  HCIONb3YS  MbIIeH,  HMMYHH3HPOBAHHBIX
nojHOpa3MepHbIM HaTuBHBIM OenkoM NPR1 (cm., Hampumep, UniProtKB/Swiss-Prot, Homep
noctyna P16066.1) wnu JIHK, xomupyromeii 0enok uian ero ¢pparMeHT. AJbTepHATHBHO, OeJIOK
WM ero (parMeHT MOKHO MOJYYHTb C TIOMOIIBIO CTAHAAPTHBIX OMOXMMHYECKHUX METOOB,
MOIU(HUIMPOBATE M UCTIOIB30BATh B KAUECTBE UMMYHOTE€HA.

[0111] B HekoTOpBIX BapuaHTax OCYILECTBIEHUS] UMMYHOT€H MOXET IPEACTaBISATh
coboii pekomOnHaHTHBIN Oenmok NPR1 mnu ero ¢parment, skcnpeccupyemslii B E. coli nmu B
MOOBIX IPYTUX 3YKAPHOTHUECKUX KJIETKAX WJIM KJIETKaX MIIEKONMTAIOMINX, TAKHX KaK KIETKH

anyHuka kuraiickoro xomsiuka (CHO) (manmpumep, SEQ ID NO: 194-199)
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[0112] HUcnonw3yst texHosoruto VELOCIMMUNE® (cm., manpumep, US 6,596,541,
Regeneron Pharmaceuticals, VELOCIMMUNE®) wunu mo0oi apyroil M3BECTHBIH CHOCOO
MOJIyYeHUs] MOHOKJIOHAJIbHBIX AHTUTEJN, CHAaudaja BBIAESIOT XUMEpPHbIE aHTUTENIA C BBICOKUM
cponctoM Kk NPRI1, wumeromme uenoBeueckyro BapHaOenbHYIO 00JacTb M MBILIMHYIO
koHCTaHTHYIO obOnactb. Texuomorumst VELOCIMMUNE® BkiIouaer co3iaHHE TPAaHCTEHHOH
MBIIIH, TEHOM KOTOPOW COAEPKUT YeNIOBEYEeCKHE BapHadebHble O0NACTH TSDKEJNOW W JIETKOH
1eny, (GyHKIMOHANBHO CBSI3aHHBIE C SHAOT€HHBIMH JIOKYCAMH MBIIIMHONW KOHCTaHTHOH 00JacTy,
TaK 4YTO B OTBET HAa AHTHUT€HHYIO CTHUMYJIILUIO MBIIIb MPOAYLHPYET AHTUTENO, COoAeprKallee
YeJIOBEYECKYI0 BapualenbHYI0 OO0NacTh W MBIIUHYK KOHCTaHTHyK obnacte. JIHK,
KOAMPYIOIYK BapuadelbHbie OOJACTH TSIKENIOHW W JIETKOH Iierel aHTUTeNa, BBIOSISIIOT U
¢yskumnonampHO cBsizbiBatoT ¢ JIHK, komupyromei dvenoBedeckre KOHCTAHTHbIE O0JacTh
TSDKEJIOW W JIerKoH 1emeil. 3aTteM BBIMONHSIOT skcnpeccnto JIHK B kierke, crnocoOHOM
SKCIPECCUPOBATh MOJHOCTHIO YEJIOBEUYECKOE aHTUTEJIO.

[0113] Kak mpaBusio, VELOCIMMUNE® wMbiiiib 3apakar0T MPEACTABISIFOLIUM HHTEPEC
AHTUTEHOM, U y MBbIIIeH, SKCIPECCUPYIOIINUX AHTUTENA, BBIIEISIIOT JUM(pATHIECKHE KIETKU
(Takue kak B-knerkn). JInmpaTuueckre KIETKH MOTYT OBITh CIUTHI C IUHUEH KJIETOK MHEJIOMBI
IUIA TIONy4eHUs] OeCCMEPTHOM THUOPHIOMHOHN KJIETOYHOH JHMHUH, W Takue T'HOPUIOMHBIE
KJIETOYHBbIE JIMHUHU TOBEPral0T CKPUHHUHIY M OTOOPY ISl HUACHTU(UKAMH THOPHIOMHBIX
KJIETOYHBIX JIMHWUH, KOTOpbIE MPOAYLUPYIOT AaHTHUTENA, CHenru(UYHble K IPENCTABISIOIIEMY
uHtepec antureny. JIHK, kogupyromiast BapuabenpHble 00JaCTH TSKEJION e U JIETKOH LIeMH,
MOJKET OBITh BBIZIEJIEHA U CBs3aHA C TPeOYEeMBbIMH M30TUITMYECKUMH KOHCTAHTHBIMHU 00JacTAMU
TSDKEJION Lenu W Jierkoi nenu. Takoil OesloKk aHTUTeNla MOXET MPOAYLHUPOBATHCS B KIIETKE,
takoii kak kierka CHO. Aunwsrepnatusno, JIHK, xonmupyromasi antureH-cneuuduueckue
XUMEpPHbIE aHTUTENa WM BapuaOeNbHble JOMEHBI JIETKOW W TSDKENOW Ieneil, MoXeT ObITb
BBbIZIEJICHA HEMOCPEACTBEHHO U3 aHTUTeH-CIeln(pUUECKIX JTUM(OLUTOB.

[0114] IlepBOHaYanbHO BBIAENSIOT XHMEPHBIE AHTUTENA C BBICOKUM CPOJCTBOM,
UMEIOIIHE YeJIOBEYECKYI0 BapradebHy0 00JacTh M MBIIIWHYIO KOHCTaHTHYIO o0sacth. Kak u B
SKCIIEPUMEHTAJIbHOM pasfelie HIDKE, AHTHTEIa XapaKTepU3YIOT M BBIOHMPAIOT MO HAIHYHUIO
TpeOyeMbIX XapaKTePUCTUK, BKJIKOYAs CPOACTBO, CEJIEKTHBHOCTb, SMUTON M T.A. MBIIIHUHbIE
KOHCTAaHTHbIE OOJIACTH 3aMEHSIOT TpeOyeMoll YeloBeueCKOW KOHCTAHTHOH OOJacThiO st
MOJIYYEHHUST TTOJTHOCTBIO YEJIOBEYECKOr0 aHTHUTENa MO M300PETEeHHIO, HAaNpUMep, AMKOrO THIA
wi mMopuduuupoBanHoro IgGl wmm IgG4. Xotst BeIOpaHHAs KOHCTaHTHAash OOJNACTh MOXKET
MEHATBCSI B 3aBUCUMOCTH OT KOHKPETHOIO NPUMEHEHHUs, XapaKTEepUCTUKU CBS3BIBAHUS C
AHTUTEHOM C BBICOKHM CPOJICTBOM H LIEJIEBOH Crenu(pIIHOCTH JIOKAJIN30BaHbI B BapuabenbHON
obnactu.

bunoskBHBaeHTEI

[0115] Antu-NPR1 anTuTena u ¢pparMeHThl aHTHTEN MO HACTOSIIEMY H300pPETEHHIO
BKJIFOYAOT O€JIKH, UMEIOIHe aMUHOKUCIIOTHBIE MOCIIE0BATENBHOCTH, KOTOPBIE OTINYAIOTCS OT
TAKOBBIX OMHCAHHBIX AHTUTEJN, HO KOTOPbIE COXPAHSIOT CHOCOOHOCTDH CBSI3bIBATHCA C OEIKOM

NPR1. Takue BapuaHTHbBIE aHTUTENAa U (PArMEHThl AHTUTEN COAEPXKAaT OOHO WM Ooiee
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no0aByieHUH, Jenenuii WIM  3aMEeH aMUHOKHMCIOT 1O  CPaBHEHHIO C  HCXOJHOH
NIOCJIEIOBATENIbHOCTBIO, HO MPOSIBIISIIOT OHOJOTMYECKYK0 aKTUBHOCTb, KOTOpAasi MO CYILNECTBY
SKBHBAJICHTHA AKTUBHOCTH OIHMCAHHBIX AaHTUTEJ. AHAJIOTMYHBIM 00pa30M, MOCIEOBATEIbHOCTH
JHK, xogupyromue aHTUTENO N0 HACTOALIEMY M300pETEHHIO, BKIIFOUAIOT MTOCIEI0BATEIbHOCTH,
KOTOpBIE COIepaT OAHO uiu Oonee n0OaBIEHUl, AejeLUil WM 3aMEH HYKJIEOTHIOB IO
CPaBHEHHUIO C PACKPBITOW MOCIEAOBATEIbHOCTBIO, HO KOTOpPbIE KOAUPYHOT AHTHUTENIO WIH
¢dparmMeHT aHTHUTENA, KOTOPOE IO CYLIECTBY OHMOSKBHBAJIEHTHO AHTUTENy WM (DparMeHTy
aHTHUTEJIa M0 U300PETEHHMIO.

[0116] JIBa  aHTUTEHCBSI3bIBAOLIUX Oenmka  wiu AQHTUTENIA  CUYHUTAIOTCS
OMOSKBUBAJIEHTHBIMH, €CJIM, HANPUMEp, OHH SIBJSIIOTCSA (papMaleBTUHYECKUMHU SKBHUBAJICHTAMH
Wiy papMaleBTHUECKUMH aJIbTEPHATUBAMH, KOTOPbIE HE PA3IUYAIOTCS CYLIECTBEHHBIM 00pa3om
IO CKOPOCTH U cTemeHu abcopOumM mnpu BBENCHWHW B OIWHAKOBOH MOJSIPHOW 03¢ B
AHAJIOTHYHBIX SKCIIEPUMEHTAJbHBIX YCIOBUSAX JIMOO B BHIAE OFHOH 103bl, JIMOO B BHIE
HECKOJNbKMX  703. Hekoropple aHTUTENa MOIYT  CUMTAaTbCsl  OKBUBAJEHTAMU WM
(apMaleBTHUECKIMH aJIbTEPHATUBAMH, €CIIF OHU 3KBUBAJICHTHBI 110 CTENEHH adcopOumu, HO He
1O CKOpOCTH adcopOLMu, U BCE €Ile MOTYT CYUTAThCSI OMOIKBUBAJIEHTHBIMH, ITOCKOJBKY TaKUe
pa3Nu4Hs B CKOPOCTH aOCOPOLUH SBIISFOTCS ITPEIHAMEPEHHBIMH U OTPAXKEHbI B MAPKHPOBKE, U
I AOCTIKEHUs] 3((EeKTUBHBIX KOHLIEHTPALMI JIEKapCTBEHHOI'O CPEACTBA B OpPraHU3ME HeE
SIBJIIIOTCSL  BAXKHBIMM,  HampuMep, TMpU  JUIMTENbHOM  TNPUMEHEHHM, U  CUHUTAKTCA
HE3HAYUTEJIbHBIMU C MEAULMHCKOW TOYKU 3PEeHMsl [AJid KOHKPETHOIO MHCCIEeNyeMOro
JIEKapCTBEHHOTI'O Ipemnapara.

[0117] B ogHOM U3 BapHAaHTOB OCYLIECTBIEHMs JBAa AHTUI€HCBA3BIBAIOIIMX OeJka
SIBJISIFOTCS. OMOSKBHUBAJIEHTHBIMHU, €CJIH Y HUX OTCYTCTBYIOT KJIMHHYECKH 3HAYMMbIE PA3IYUsI IO
nx 0€30MacHOCTH, YHCTOTE WA AKTHBHOCTH.

[0118] B omHOM U3 BapHAaHTOB OCYIIECTBJCHHS JBAa AHTUICHCBS3BIBAIOIIMX OeJKa
SIBJISTFOTCS] OMOSKBHBAJIEHTHBIMU, €CJTH TALIMEHTa MOYKHO MEPEKJIIOUNTh OIMH UM HECKOJIBKO pa3
MEXAY STAJOHHBIM MPOAYKTOM U OHMOJIOTMYECKMM IMPOAYKTOM O3 OXXHMIAeMOTO YBEJIHYEHHSI
pucka modouHsIX 3 (eKToB, BKIIOUAs KIMHUYECKH 3HAYMMOE H3MEHEHHE HMMYHOT€HHOCTH T
cHIDKeHHe H(PQPEKTUBHOCTH, IO CPABHEHHUIO C TPONOJDKEHMEM Tepanmuu 0e3 Takoro
NEePEKIIOUEHUS.

[0119] B ogHOM W3 BapHAaHTOB OCYLIECTBICHHS JBA AHTUICHCBS3BIBAOIIMX OeJKa
SBJIIIOTCST OMOSKBUBAJICHTHBIMH, €CIH OHH 00a HEeHCTBYIOT MO O0IeMy MeXaHH3My WU
MeXaHHU3MaM JeWCTBUs B OTHOIIEHUU YCJIOBHUS WM YCJIOBUN NPUMEHEHMs] B TOW CTENEHH, B
KOTOPOH U3BECTHBI TAKHE MEXAHU3MBI.

[0120] BuOSKBHBAJIEHTHOCTE MOXKET OBITH MPOJEMOHCTPHPOBAHA C MOMOIIBIO in Vivo
u/vi in vitro MetonoB. Mepbl OMO3KBHUBAJICHTHOCTH BKITIOUAIOT, HAIIpUMep, () TecT in vivo Ha
JIOASX WINM APYTUX MIEKONMMUTAIOLIMX, B KOTOPOM KOHILIEHTPALMK AaHTUTENa WU €ro
MeTa0OJINTOB U3MEPSIOT B KPOBH, IJIA3M€, ChIBOPOTKE WM APYroil OMOJOrHYecKOH >KUAKOCTH
Kak pyHkIuo BpemMeny, (b) TecT in vitro, KOTOPBIH KOPPETUPOBAI ¢ JAHHBIMUA OHOIOCTYITHOCTH

in vivo a1 4eyioBeka U MO3BOJIIET OOOCHOBAHHO MPOTHO3UPOBATH TaKyt0 OMOAOCTYITHOCTH; (C)
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TECT in Vivo Ha JIOAAX WM APYTHX MJIEKONUTAIOIIUX, B KOTOPOM COOTBETCTBYIOINUI OCTPBIN
dapmakonorndeckuii 3pdext anTurena (WK ero MULIEHN) U3MEPSIOT Kak (PYHKLIUIO BPEMEHU; U
(d) B XOpowO KOHTPOJIHPYEMOM KIMHUYECKOM HCCJICIOBAHUH, KOTOPOE YCTaHABJIMBAET
6e30macHOCTb, 3((HEKTHBHOCTD, OMOAOCTYITHOCTh UIH OMO3KBHUBAJIEHTHOCTh aHTUTENA.

[0121] DBuOSKBHUBaJEHTHbIE BAPHAHTBHI AHTUTEN MO M300PETEHHIO MOTYT OBITH
CKOHCTPYMPOBAHBI, HAlpuMmep, IyTeM BBEAECHUS PA3JIUYHBIX 3aMEH OCTAaTKOB  HIIU
NOCJIEIOBATENIbHOCTEH  WJIM  yJAJEHUs] KOHLEBBIX WM BHYTPEHHMX OCTaTKOB  WJIH
NIOCJIEIOBATEIbHOCTEH, KOTOpBIe He TPeOyroTCs i OMONOru4Yeckod akTHMBHOCTH. Hampumep,
OCTaTKH LIMCTEHHA, HE CYIIECTBEHHbIC JUIsI OMOJOTHYECKOW aKTMBHOCTH, MOTYT OBITh yJaJICHBI
WM 3aMEHEHbI APYTUMH aMUHOKHCJIOTAMHU JJIsl IPEIOTBPAIleHUs] 0Opa30BaHUsl HEHY KHBIX HITH
HETIPaBWIbHBIX BHYTPUMOJIEKYJSIPHBIX JUCYJIb(QHUIHBIX MOCTHKOB MPHU peHarypauuu. B npyrux
KOHTEKCTaxX OMO3KBHBAJICHTHBIE AHTUTEJA MOTYT BKJIIOYATh BAPHAHTBHI AHTHUTEJ, COAEpIKAIIHE
AMHHOKHUCJIOTHbIE M3MEHEHHs], KOTOpble MOAU(PHLUUPYIOT XapaKTEPUCTUKU TJIMKO3WINPOBAHHUS
AHTHTEJI, HAPHIMEP, MYTAL[H, KOTOPBIE YCTPAHSIOT WM YAAISIOT TIIHKO3MIINPOBAHHE.

AnTu-NPR1 anTuTena, conepxkamue Fc-Bapuanrtoi

[0122] CormacHO HEKOTOPBIM BapHAHTAM OCYILIECTBJICHUS HACTOSIIEro H300peTeHUs
npenocraeneHbl anTu-NPR1 anTutena, comepskamue Fc-nomeH, conepskamuii onHy win Ooee
MyTalWi, KOTOPbI€ YCHJIMBAIOT WJIM YMEHBINAIOT CBSI3bIBAHWE aHTHUTENa ¢ perentopoMm FcRn,
HarpuMmep, npu kuciaom pH no cpasrHenuro ¢ HelTpanbHbiIM pH. Hanpumep, HacTosimee
uszobperenne BkiouaeT anTu-NPR1 anTutena, conep:kamue mytamuio B odnactu Cy2 win Cy3
Fc-nomena, npu 3tom mytanmsi(u) yeenudmnsaer cpoactso Fc-nomena x FcRn B xucnoit cpene
(marpumep, B 3HHOCOME, rae pH HaxoxuTcs B quamasoHe OT mpuMepHO 5,5 no npumepHo 6,0).
Taxkue MyTanuum MOTyT MpPHUBECTH K YBEIMUYEHHIO IEPHOAA IOJYBBIBEACHUS AaHTUTENA B
CBIBOPOTKE KpOBU TP BBEICHUU SKUBOTHOMY. HeorpaHuumparomue NpuUMepbl TaKHX
moau¢ukaimii  Fc-pparmenta BkirouaroT, Hanpumep, MoOauUUKALMI B TOJOXKeHHH 250
(mammpumep, E wnu Q); 250 u 428 (manpumep, L wiu F); 252 (Hanpumep, L/Y/F/W unu T), 254
(Hampumep, S wiu T) u 256 (Hanpumep, S/R/Q/E/D wunu T); nuaun Mmoaudukauo B MOJOKEHUN
428 w/wnu 433 (manpumep, H/L/R/S/P/Q wnu K) w/unu 434 (manpumep, A, W, H, F umn Y
[N434A, N434W, N434H, N434F umu N434Y]); win monupukauuio B nojoxkeHun 250 u/vmm
428; nmm mopgudukanmto B nonoxeHuu 307 nim 308 (mampumep, 308F, V308F) u 434. B ogHOM
U3 BApUAHTOB OCYINECTBJEeHHs Momudukanus Bkmodaer monupukanuio 428L (Hampumep,
M428L) u 434S (manpumep, N434S); monudpukanuro 428L, 2591 (mampumep, V259I) u 308F
(mampumep, V308F); momudukamuro 433K (manmpumep, H433K) u 434 (manpumep, 434Y);
momudukammoo 252, 254 u 256 (manpumep, 252Y, 254T u 256E); mogudukanmro 250Q u 428L
(marmpumep, T250Q u M428L); u monudukanuro 307 n/umm 308 (manpumep, 308F umu 308P). B
ele OIHOM BapHaHTE OCYLIECTBICHMS MoAupukanus BKIOYaeT Monudpukanuio 265A
(marmpumep, D265A) n/umm 297A (manpumep, N297A).

[0123] Hampumep, Hactosmee wu3oOpereHne Bkmouaer aHTU-NPRI1 aHtuTena,
conepxauine Fc-nomeH, cogep xamuii ogHy wiu Oosee nap Wid rpyIi MyTalui, BBIOpaHHBIX U3
rpynmel, cocrosumei u3: 250Q u 248L (mampumep, T250Q u M248L); 252Y, 254T u 256E
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(marmpumep, M252Y, S254T u T256E); 428L u 434S (Hanpumep, M428L u N434S); 2571 u 3111
(marmmpumep, P2571 u Q311I); 2571 u 434H (mampumep, P2571 u N434H); 376V u 434H
(marmpumep, D376V u N434H); 307A, 380A u 434A (nanpumep, T307A, E380A u N434A); u
433K u 434F (manpumep, H433K u N434F). Bce Bo3MOkHbIE KOMOMHALIMN BBILIEYIOMSHYTHIX
myTtanui Fc-momeHa u apyrux MyTauuii B BapuaOeNbHBIX IOMEHAX AHTHUTEN, PACKPBITHIX B
HACTOSIIEM ONHMCAHUU, PACCMOTPEHBI B PAMKAX HACTOSLIErO H300pETEeHMs.

[0124] Hacrosimee uszoOperenue Takke Bkiaoudaer aHTu-NPRI1 antuTena, comeprkamiue
XUMEPHYI KOHCTaHTHYIO o0jacth Tspkenoi nenu (Cy), rae xumepHast oonacte Cy BKIIIOYAeT
CerMeHThI, mpoucxonsuue u3 odnacreii Cy Ooyee YeM OTHOTO W30THIIA UMMYHOTJIOOYJIMHA.
Hanpuwmep, anTHTENa MO H300PETEHUIO MOTYT CONEPKaTh XUMEPHYIO 00acTh Cyy, COIepKALIYIO
yacTh uiu Bech AoMeH Cpy2, monydeHHbI U3 MOJeKysbl ueiaoedeckoro IgGl, uenoedeckoro
IgG2 nnu yenosedeckoro IgG4, B koMOMHALIMK ¢ YaCThIO WM BCeM TOMeHOM Cy3, MOTyYeHHBIM
u3 MousekyJbl yenoseueckoro IgGl, uenosedyeckoro IgG2 unm yenoseueckoro IgG4. CornacHo
HEKOTOPBIM BapHAaHTaM OCYINECTBIECHUs AHTUTENA IO H300PETEHHIO COAEPIKAT XHMEPHBIH
yuactok Cy, UMeEIUH XUMEpHbIH HIapHUPHBIN ydacToK. Hampumep, XuUMeEpHBII LIapHUP
MOXXET COJEp)KaTb «BEPXHIOK  LIAPHUPHYIO» AMHUHOKHUCJIOTHYK  IOCJIEI0BAaTEeNbHOCTD
(aMHHOKHCIIOTHBIE OCTAaTKU OT MoJioxkeHuit 216 no 227 cornacHo Hymepauuu EU), monydeHHYO
u3 mapHupHOU odnactu yenosedeckoro IgG1, yenoseueckoro IgG2 wmm uenoseueckoro IgG4, B
KOMOWHAIIMY C «HIDKHEH IMapHUPHON» MOCIENOBATENbHOCTBIO (AMHUHOKHCIIOTHBIE OCTaTKH OT
noniockeHuit 228 no 236 cormacHo Hymepaumu EU), monydeHHOW W3 IIApHUPHOW OO0NaCTH
yenosedeckoro IgGl, genoseueckoro IgG2 nnu uenosedeckoro IgG4. CornacHo HEKOTOPHIM
BapUaHTaM OCYIIECTBJICHUs, XHUMEpHas LIapHUpPHAs OONACTh COAEPKUT AMHHOKUCIOTHBIE
OCTaTKH, IIOJNydeHHblE W3 BepxHell ImapHuUpHON obmactu uenosedeckoro IgGl wmm
yenoseueckoro IgG4, M aMHUHOKHCIOTHBIE OCTaTKH, IOJYYEHHblE W3 HIKHEHW LIapHUPHOU
obnactu uenoseueckoro IgG2. AHTHTENo, coxmepikaiiee XuUMepHbIH ydacTok Cp, COIIACHO
HACTOSLIEMY OINHCAHHMIO, B HEKOTOPBIX BapUaHTaX OCYLIECTBJICHUS MOXET MPOSBISATH
s¢pdexropubie  GyHkuu  MoauduupoBaHHoro Fc-pparmenta 6e3  HeONArompusITHOrO
BO3CHCTBUSI HA TepameBTHYECKHe W (PapMaKOKMHETHYECKHe CBoicTBa aHtHTena. (Cwm.,
Harnpumep, nyOnukaumio 3asBku Ha mnateHT CIIA 2014/0243504, packpbiTHEe KOTOPOId
TIOJTHOCTBIO BKJIFOUEHO B HACTOSIIEE OMUCAHHIE MTOCPENCTBOM CCBUIKH).

Buosornyeckue XapakTepUuCTHKH AHTUTEJ

[0125] OObIuHO aHTHUTENA TIO HACTOSIIEMY H300PETEHHIO NEHCTBYIOT MyTEM CBSI3bIBAHHS
¢ 6enxom NPR1 u noBbimenust ero aktuBHocTH. Harpumep, HacTosiee n300peTeHne BKII0YaeT
aHTHUTENa W AHTHICHCBS3BIBAIOIIME (ParMeHTBbl AHTHUTEN, KOTOPBIE CBS3BIBAIOTCS C
gyenoBedeckuM MoHOMepHbIM Oenkom NPR1 B orcyrctBue ANP mn BNP (anpumep, npu 25°C
wm 37°C) ¢ Kp menee 690 HM, H3MEpEeHHONW METOAOM IIOBEPXHOCTHOTO IUIA3MOHOTO
pe3oHaHca, HampuMep, B popmare aHaIu3a, ONMpPEeIeHHOM B IpUMepe 3 HACTOSIIEro ONMUCAHMS.
B HexoTOpbIX BapuaHTaxX OCYINECTBJICHUS aHTUTENA WM UX aHTUT'€HCBS3bIBAIOINE (pparMeHThI
ceaspBatoTcs ¢ NPR1 ¢ Kp menee npumepno 650 HM, menee npumepHo 500 HM, menee

npumepHo 400 HM, menee npumepHo 300 HM, menee npumepHo 200 HM, menee npumepHo 100



35

HM, wmenee npumepHo 50 HM wunm menee npumepHo 25 HM, HU3MEPEHHOH METOIOM
MOBEPXHOCTHOTO TUIA3MOHHOI'O PE30HAaHCa, HarpuMep, B (opmare aHain3a, ONPEAEICHHOM B
IpuMepe 3 B HACTOSIIIEM ONHUCAHWUU, UIIU IO CYLIECTBY AaHAJIOMMYHOIO aHAJIN3A.

[0126] Hacrosiimee u3o0pereHne Tak:ke BKJIIOYAET AHTUTEA M AHTUTEHCBSI3bIBAIOIIHE
(parMeHTbl aHTUTEN, KOTOpPbIe CBS3BIBAIOTCS C 4eNOBeYeCKMM auMepHbIM Oenkom NPR1 B
orcyrctBue ANP mnu BNP (manpumep, npu 25°C wnun 37°C) ¢ Kp menee 42 HM, n3MepeHHOM
METOJIOM MOBEPXHOCTHOIO IUIA3MOHHOTO pEe30HaHCa, Hampumep, B QopmaTe aHaiusa,
ONpPENEEHHOM B IIpUMEpPe 3 HACTOSILIEro ONucaHus. B HEKOTOPBIX BapuaHTax OCYLIECTBICHUS
aHTHUTENIa WIM HMX aHTUreHCBsi3bBatolue Qparmentol cBssbiBatoTcs ¢ NPR1 ¢ Kp menee
npumepHo 40 HM, menee npumepHo 30 HM, menee npumepHo 20 HM, menee npumepHo 10 HM,
MeHee npumepHO 5 HM, meHee npumepHo 1 HM unu menee npumepHo 0,5 HM, usmepeHHOU
METOZIOM TIOBEPXHOCTHOTO IIJIa3MOHHOIO PE30HaHCa, Hampumep, B (Qopmare aHau3a,
ONpPENEIEHHOM B IpUMepe 3 HACTOALLETO ONUCAHUS, WIIN MO CYLIECTBY aHAJIOTMYHOIO aHAIN3A.

[0127] Hacrosituee n3o0peTeHre Tak:ke BKJIIOYAET AHTUTENA W AHTHTCHCBSI3bIBAIOLIHE
(bparMeHTbl aHTHTEN, KOTOPBIE CBS3BIBAIOTCS C uenoBedeckuM Oenxom NPR1 B komruiekce ¢
ANP (wampumep, mpu 25°C wmmu 37°C) ¢ Kp menee 80 HM, H3MEepeHHOHW METOAOM
MOBEPXHOCTHOTO TUIA3MOHHOTO PE30HAHCa, HAIpHMep, B opMmare aHaimn3a, ONPENeJeHHOrO B
npuMepe 3 HACTOALLErO ONMUCAHUA. B HEKOTOPBIX BapHaHTaX OCYLIECTBJICHHs] AHTUTENA WM UX
aHTUreHcBs3bIBaromne pparmentsl csa3biBatoTcst ¢ NPR1 ¢ Kp menee npumepro 70 HM, menee
npumepHo 50 HM, menee npumepHo 25 HM, menee npumepno 10 HM, menee npumepHo 5 HM,
MeHee npumepHo 1 HM unu menee npumepHo 0,5 HM, U3MEepeHHON METOAOM NMOBEPXHOCTHOIO
IUIA3MOHHOTO PE30HaHCa, HampuMep, B (opMaTe aHajin3a, OIpPENEIEHHOro B IpuMepe 3
HACTOSILIETO ONMUCAHMsI, WIU I10 CYLIECTBY aHAJIOMMYHOIO aHAJIN3A.

[0128] Hacrosiiee n3o0peTeHre TakKe BKJIKOYAET AHTUTENA W AHTHUICHCBSI3BIBAIOLIHE
(parMeHTbl aHTUTEN, KOTOpPbIE CBSI3BIBAIOTCA C uenoBedeckuM Oenkom NPR1 B kxomruiekce ¢
BNP (wampumep, mpu 25°C wmu 37°C) ¢ Kp menee 20 HM, H3MEPEHHOW METOIOM
MOBEPXHOCTHOTO TUIA3MOHHOTO PE30HAHCa, HApUMep, B opmare aHain3a, ONPENeJeHHOrO B
npuMepe 3 HACTOALLErO ONMUCAHUsA. B HEKOTOPBIX BapuaHTaxX OCYLIECTBJICHMsI aHTUTENA WM UX
aHTUreHCBs3bIBatomKe (hparmenTsl cBs3biBatoTcst ¢ NPR1 ¢ Kp meHee npumepHo 15 HM, menee
npumepHo 10 HM, Menee npumepHo 5 HM, mMeHee nmpumepHo 1 HM mnu menee nmpumepHo 0,5
HM, U3MepeHHOH MEeTOOM MOBEPXHOCTHOIO IUIA3MOHHOTO PE30HAHCa, Harmpumep, B (opmare
aHaJIN3a, ONPEAEIEHHOrO B IpuMepe 3 HACTOSILIErO OMUCAHUS, WIIH M0 CYLIECTBY aHAJOTUYHOIO
aHaJIN3a.

[0129] Hacrosiimee m3o0peTeHHe Tak:Ke BKJIIOYAET AHTUTENNA W AHTHTCHCBSI3BIBAIOLIHE
(parMeHTbl aHTHTEJN, KOTOPBIE CBSI3BIBAIOTCA C MOHOMepHbIM OeinkoM NPRI1 o0e3psiHBI B
orcyrcrBue ANP mnu BNP (manpumep, npu 25°C munu 37°C) ¢ Kp menee 365 HM, nsmepeHHOR
METOZIOM TIOBEPXHOCTHOIO IIJIa3MOHHOI'O PE30HAHCa, Hampumep, B (Qopmare aHaiu3a,
ONPENEIEHHOIO B IPUMEpe 3 HACTOSIIErO ONUCAaHUA. B HEKOTOPBIX BapUAaHTax OCYLIECTBICHUS
aHTUTENAa WIM HMX AaHTUTeHCBs3bBaromue Qparmentel cBsspiBatoTcs ¢ NPR1 ¢ Kp menee

npumepHo 360 HM, menee npumepHo 300 HM, menee npumepHo 150 HM, menee npumepno 100



36

HM, menee npumepno 50 HM, menee nmpumepno 25 HM, menee nmpumepHo 10 HM, menee
npuMepHo 5 HM, meHee npumepHo 1 HM unu menee npumepHo 0,5 HM, U3MEpEHHON METOIOM
MIOBEPXHOCTHOI'O TUIA3MOHHOTO PE30HAaHCa, HarpuMep, B (opmare aHanusa, ONpenesIeHHOro B
IpuUMepe 3 HACTOSIILErO ONMMCAHMS, WK 10 CYLIECTBY aHAJOTHYHOIO aHAJIN3A.

[0130] Hacrosiuee m3o0peTeHHe TakKe BKJIIOYAET AHTUTENA U AHTUTE€HCBS3BIBAIOIIHE
(parMeHTbl aHTHTEN, KOTOpbIE CBS3BIBAIOTCA C AuMepHbIM Oenkom NPRI1 o0e3bsiHpl B
orcyrctBue ANP uin BNP (wanpumep, npu 25°C wnu 37°C) ¢ Kp menee 30 HM, u3mepeHHOMH
METOZIOM TIOBEPXHOCTHOIO IUIA3MOHHOTO pE30HAHCa, Hampumep, B (Qopmare aHammza,
ONPENENEHHOrO B MPUMEPE 3 HACTOSIIEr0 ONMUCAHUs. B HEKOTOPBIX BapUaHTax OCYLIECTBICHUS
aHTHUTENIa WIM WX aHTUreHCBsi3bBaroIue (parmenthl cBszbBaroTcs ¢ NPR1 ¢ Kp menee
npumepHo 20 HM, menee npumepHo 10 HM, menee npumepHo 5 HM, menee npumepHo 1 HM
unu MeHee npumepHo 0,5 HM, n3aMepeHHON METOAOM MOBEPXHOCTHOIO MJIa3MOHHOIO PE30HAHCA,
Hampumep, B (opMare aHajH3a, ONMPEINEICHHOrO B MPUMEPe 3 HACTOSIIErO OMUCAHUS, WIH TI0
CYILECTBY aHAJIOTUYHOIO AHAJIN3A.

[0131] Hacrosiimee m3o0peTeHre Tak:ke BKJIIOYAET AHTUTENA M AHTHTEHCBSI3bIBAIOLIHE
¢dparMeHTbl aHTUTEN, KOTOpBIe CBsi3bIBatoTCA ¢ OenmkoM NPR1 o0e3psiHbl B kommiekce ¢ ANP
(marmmpumep, nipu 25°C unu 37°C) ¢ Kp menee 10 HM, u3MepeHHONH METOOM MOBEPXHOCTHOTO
IUIA3MOHHOTO pPE30HAaHCa, Hampumep, B Qopmare aHaiu3a, ONPEAENIEHHOrO B TNpumepe 3
HACTOSILIET0 ONUCaHUsA. B  HEKOTOpBIX BapuaHTaX OCYILIECTBJIECHHUs AaHTUTENA WU HUX
aHTUreHCBs3bIBaroIKe ¢pparMeHTsl cBsi3biBatoTcsa ¢ NPR1 ¢ Kp menee mpumepro 9 HM, menee
npuMepHo 8 HM, Menee npumepHo 5 HM, Mmenee npumepHo 1 HM unu menee npumepHo 0,5 HM,
U3MEPEHHOH METOOM IOBEPXHOCTHOIO IUIA3MOHHOTO pPE30HAHCa, Hampumep, B (opmare
aHaJM3a, ONPENEIEHHOIO B IIpUMeEpPe 3 HACTOSIILErO OMUCAHUS, WIIH MO CYLIECTBY aHAJOTUYHOTO
aHaJIn3a.

[0132] Hacrosimee n3o0peTeHre TakKe BKJIKOYAET AHTUTENA W AHTHUICHCBSI3BIBAIOLIHE
(parMeHTbl aHTUTEN, KOTOpPbIE CBS3bIBAOTCA C nuMepHbiM OenkoM NPR1 o0e3bsiHbI B
xomruiekce ¢ BNP (manpumep, mpu 25°C unn 37°C) ¢ Kp menee 10 HM, m3MepeHHOI MeTOAOM
MOBEPXHOCTHOTO TUIA3MOHHOTO PE30HAHCA, HAlpuMep, B Gopmare aHaimu3a, ONMpPENesIeHHOTO B
npuMepe 3 HACTOALLErO ONMUCAHUsA. B HEKOTOPBIX BapuaHTaxX OCYLIECTBJICHMs aHTUTENA WM UX
aHTUreHCBs3bIBatOIKE (parMeHTsl cBsizbiBatoTcst ¢ NPR1 ¢ Kp menee mpumepro 9 HM, menee
npumMepHo 8 HM, MeHee npumMepHo 5 HM, Menee npumepHo | HM unn menee npumepHo 0,5 HM,
U3MEPEHHOH METOIOM IOBEPXHOCTHOTO IUIA3MOHHOTO pPE30HAHCa, Hampumep, B (opmate
aHaJIN3a, ONPEAEIEHHOrO B IpuMepe 3 HACTOSIINErO OMUCAHUs, WIIH MO CYLIECTBY aHAJOTUYHOTO
aHaJIN3a.

[0133] Hacrosiiee n3o0peTeHne Tak»Ke BKIIIOUAET aHTUTENIA U X aHTUTEHCBSI3bIBAIOLIHIE
(dparMeHTbI, KOTOPBIE CBSA3BIBAIOTCS C KJIETKAMHM, SKCIpeccupyromnumMu yenosedecknii NPR1 ¢
ANP unu 6e3 "ero npu ECso menee 5 HM, menee 4 HM, menee 3 HM, meHee 2 HM, mernee 1 HM,
wi meHee 0,5 HM, u3MepeHHOMH, HanpuMep, B popmarte aHan3a, ONMUCAHHOTO HIbke B [Ipumepe
5, UK MO CYIIECTBY aHAJIOTMYHOIO aHAJIN3A.

[0134] Hacrosimee n3o0pereHue TakxKe BKIOYAET aHTUTENA U UX aHTHICHCBSI3BIBAIOLINE
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¢parmentsl, kotopele akTuBuUpyroT NPR1 ¢ ECsp meHee 385 HM, M3MepeHHOH C MOMOIIBIO
OnoaHanmM3a Ha OCHOBE KJIETOUYHOrO TIOTOKAa KaibLius, Hampumep, B (Qopmare aHamusa,
OTIPEAENIEHHOrO B IpUMepe 6 HACTOSIILEro OnucaHus. B HEKOTOpBIX BapuaHTax OCYILECTBICHMUS
aHTUTENa WIM WX aHTHreHcBs3biBatoune ¢parmentsl aktuBupyior NPR1 ¢ ECsy) menee
npumepHo 300 HM, menee npumepHo 200 HM, menee npumepno 100 HM, menee npumepno 50
HM, meHee npumepHo 10 HM min MeHee puMepHO | HM, 3MepeHHOMH ¢ MOMOIIbI0 OHoaHaIH3a
Ha OCHOBE KJIETOYHOIO IOTOKAa KaJbLMs, HampuMmep, B (opmare aHaims3a, ONpPENeIeHHOro B
npuMepe 6 HaCTOSIIEero ONMUCAHUS, WU M0 CYLIECTBY aHAJOTMYHOIO aHaJIN3a.

[0135] Hacrosiimee n3o0pereHHe Tak:Ke BKJIIOYAET AHTUTENA W AHTHICHCBSI3bIBAIOLIHE
(bparMeHTbl aHTHUTEJ, KOTOpbie CBs3biBaOTCS ¢ NPR1 M CHHKAIOT CHCTEMHOE apTephabHOE
naByieHHe y cyObekTa Ha Oosee ueM 28 mHEW NMpU BBEACHUU HYKAAIOIIEMYCS B 3TOM CYOBEKTY B
BHUJI€ OJTHOMW J103bl, HAIIPUMEP, KaK OMUCAHO HIXKE B IpuMepe 8.

[0136] Hacrosiimee m3o0peTeHre Tak:ke BKJIIOYAET AHTUTENA M AHTHTEHCBSI3bIBAIOIIHE
¢dparMeHTsl aHTHUTEN, KOTOpbIe CBsA3bIBatOTCA ¢ NPR1 M CHM)KAIOT YPOBHHU TJIFOKO3BI B KPOBH
HATOINAK NPU BBEIECHUH HYXKAAIOIIEMYCsl B 3TOM CYOBEKTY, HaIpUMep, KaK OMHCAHO HIDKE B
npumepe 11.

[0137] B ogHOM U3 BapHaHTOB OCYLIECTBJIICHHS HACTOSIIEe M300pEeTEHUE OTHOCUTCS K
BBIJEJIECHHOMY PEKOMOMHAHTHOMY AaHTUTENy WJIH €ro aHTUTCHCBS3BIBAIOIIEMY (parMeHTy,
KoTopoe crierudruecku cps3bpiBaeTcst ¢ Obenkom NPR1 B mpucyrcTBum unu B orcyrcteue ANP
wii BNP u yBenuuuaet aktuBHocTh NPR1, rae anturteno wnu ero pparMeHT mposiBiIseT OAHY
win OoJiee U3 CIEeAYIOIUX XapaKTePUCTHK: (&) MpencTaBisieT coOO0N MONHOCTHIO YEJIOBEYECKOe
MOHOKJIOHaNIbHOE aHTuTeNno, (b) cBsi3piBaeTcsi C dyenoBeueckuM MoHOMepHbIM NPR1 B
orcyrctBue ANP w/unmu BNP npu 25°C u npu 37°C ¢ xoHcranTol auccounaruu (Kp) menee
690 HM, U3MEepEeHHON B aHAJIN3€ MOBEPXHOCTHOIO IJIA3MOHHOTO PE30HAHCA; (C) CBSI3bIBAETCS C
yenoseueckuM auMmepHbiIM NPR1 B orcyrcrBue ANP umu BNP npu 25°C u nmpu 37°C ¢ Kp
MeHee 42 HM, U3MEpPEeHHOW B aHalM3e MOBEPXHOCTHOIO IUIA3MOHHOIO pe3oHaHca, (d)
cszbiBaetcs ¢ yenosedeckuM NPR1 B kommiekce ¢ ANP npu 25°C u 37°C ¢ Kp menee 80 HM,
U3MEPEHHOW B aHaJIM3€¢ MOBEPXHOCTHOTO IUIA3MOHHOIO pe30HaHCa;, (€) CBsI3bIBAETCA C
yenoseueckuM NPR1 B kommiekce ¢ BNP npu 25°C u 37°C ¢ Kp menee 20 HM, usmepeHHoOM B
aHaJM3e TMOBEPXHOCTHOIO IUIA3MOHHOTO pe3oHaHca; (f) cms3biBaercsi ¢ MoHOMepHbIM NPRI
o0e3bsinbl B otrcyrcTBue ANP n/umu BNP npu 25°C u 37°C ¢ Kp menee 365 HM, u3mMepeHHOH B
aHaJM3€ TOBEPXHOCTHOIO IUIA3MOHHOIO pe3oHaHca, (g) cBsA3bBaeTcs ¢ auMepHbiM NPRI
o0e3bsinpl B otcyTcTBrue ANP nmr BNP npu 25°C u ipu 37°C ¢ Kp menee 30 HM, m3mepeHHOR
B aHAJN3€ MOBEPXHOCTHOIO TUIa3MOHHOro pe3oHaHca, (h) cssbiBaercs ¢ NPR1 obe3bsiHbI B
komiuiekce ¢ ANP mpu 25°C u 37°C ¢ Kp menee 10 HM, usmepeHHON B aHaiuse
MOBEPXHOCTHOTO TUTA3MOHHOTO pe3oHaHca, (1) cBssbiBaeTcsi ¢ NPR1 o0e3bsiHbI B KOMILIEKCE C
BNP mpu 25°C u 37°C ¢ Kp menee 10 HM, u3MepeHHOW B aHaiu3e MOBEPXHOCTHOIO
TUJTA3MOHHOTO pe30HaHca; (J) He cBsizbiBaeTcsi ¢ MbIHbBIM NPR1; (k) cBsi3bIBaeTCS ¢ KiieTkamu,
skcrpeccupyromumu yenosedeckuii NPR1 (B orcyrcreue ANP) nnu kommiekcom NPR1-ANP ¢

ECso menee 5 aM; (1) aktuBupyer NPR1 ¢ ECsy menee 385 HM, m3mepeHHO# B OnoaHanuse Ha
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OCHOBE KJIETOYHOTO TOTOKA KaJbLUs;, (M) CHI)KAET CHCTEMHOE apTepuajbHOE NaBJICHUE TPHU
BBEJICHUH MbIIIAM C HOPMAJIbHBIM U THIIEPTEH3WBHBIM JaBJICHUEM, IPU 3TOM CHIDKEHHE
CHUCTEMHOI'O U CPEIHEro apTePHUAIbHOIO JABJICHUS MPOAOJIKAETCS 10 28 NHEHN MOCie BBEACHUS
OJTHOW NTO3BI; (N) yJIy4lIaeT TOJEPAHTHOCTb K TIIFOKO3€ NMPH BBEACHUU MBILIIAM C OKUPEHUEM,
Bb3BaHHbIM  aueroi; u (o) comepxur HCVR, copepxainyr0o  aMHHOKHCIOTHYIO
HIOCJIEIOBATENIbHOCTh, BBIOPAHHYIO W3 TPyHIblL cocTosimeill n3 nocnenosarenbHoctd HCVR,
npuBenenHoi B tabmuue 1, u LCVR, conmepkamiyr0 aMHHOKHUCIOTHYIO TOCJIEIOBATENbHOCTD,
BBIOPAHHYIO M3 IPYMIIbI, cocTosimeii u3 nocnenosarenpHocTeit LCVR, mpuBeneHHbIX B TaOJHLIE
1.

[0138] AHTHTENA MO HACTOSIEMY M300PETEHHI0 MOTYT 00JanaTh ONHON wiu Oojee w3
BBIIIEYIIOMSIHYThIX OHOJIOTUYECKUX XaPAKTEPUCTUK WJIM JFOOBIMH UX KOMOWHaumsMu. Jpyrue
Ouonornyeckue XapakTePUCTHKU AHTHTEN MO HACTOSALIEMY H300peTeHHr0 OyayT OYEeBHIHBI
CHELHAINCTY B TAHHOH o0sacT u3 0030pa HACTOAIIEro H300PETEHUs, BKIIFOYAst IPUBEIECHHbBIE B
HACTOSIIIEM ONMHICAHUU paboune mpuMephl.

Kapruposanue 3nuTona u poacTBeHHbIe TEXHOJOTHH

[0139] Hacrosmee wu3obperenne BikIrO4YaeTr aHTU-NPR1  aHTuTena, kotopsbie
B3aUMOJEHCTBYIOT C OIHOW HJIM 0ojiee€ aMUHOKHCJIOTAMH, NMPUCYTCTBYIOLIMMH B OJIHOHW HIIU
bonee obnactsax mosekysbl 6enka NPR1. Dnutomn, ¢ KOTOPhIM CBSI3BIBAIOTCSI AHTHUTENA, MOXKET
COCTOSITh M3 OJTHOM HETIPEePhIBHOM MOCIEAOBATEIPHOCTH U3 3 mwiu bosee (Hanpumep, 3, 4, 5, 6, 7,
8,9, 10, 11, 12, 13, 14, 15, 16, 17, 18, 19, 20 unu Gonee) aMUHOKUCIIOT, PACIIOJIOXKECHHBIX B
1000M 13 BBILIEYTIOMSHYTBIX TOMEHOB MoJiekyJibl Oenka NPR1 (Hanpumep, TMHEHHBIN SMTUTON
B IOMEHE). AJIBTEPHATHUBHO, 3MUTOI MOXKET COCTOSITh U3 MHOKECTBA HECMEKHBIX aMUHOKHCIIOT
(WM aMHHOKHCJIOTHBIX MOCJIEAOBATENIbHOCTEH), PACIIONOKEHHBIX BHYTPHU OIHOTO WJIM O0OOMX
BBILIEYOMSIHYThIX IOMEHOB O€JIKOBOI MOJIEKYJIbI (HanpuMep, KOH(POPMALIMOHHBIHN SMTUTOM).

[0140] [lnst ompeneneHust TOrO, «B3aUMOIEHCTBYET JIM aHTUTENO C ONHOW uiau Ooee
AMHHOKHUCJIOTAMUY» B TOJHUIENTHAE WM OejiKe, MOXHO HCIOJb30BATh PAa3JIUYHBIE METOJBbI,
U3BECTHBIE CIEIATUCTaM B JAaHHOW oOjactu. [IpuMmepsl METOAOB BKIJIIOYAKOT, HANpPUMEp,
PYTHHHBIE aHAJIU3BI IEPEKPECTHOTO OJOKMPOBAHUS, TaKKHe Kak onucaHHble B Antibodies, Harlow
and Lane (Cold Spring Harbor Press, Cold Spring Harbor, NY). /Ipyrue MeTombl BKIIOYAIOT
MYTAIMOHHBIN aHAJIU3 METOJOM AJJAHMHOBOTO CKaHUpOBaHMs, OyoT-aHann3 nentunos (Reineke
(2004) Methods Mol. Biol. 248:443-63), aHanu3 pacIICIUICHUs] TMENTUIHBIX CBSI3EH,
Kpucraorpapudeckue uccinenosanus u ananu3 SIMP. Kpome Toro, MOXHO HCHONB30BaTh
TAKWe METONbl, KaK YAAJeHHE SMHTONA, BBIIEICHHE SMHTONA W XUMHUECKas MOAH(HKaius
aatureroB (Tomer (2000) Prot. Sci. 9:487-496). JIpyroii MeTon, KOTOPBII MOXKHO HUCTOJIB30BATh
U UACHTU(PHUKAIMA aMHHOKHUCIIOT B IMOJMIENTHAE, ¢ KOTOPbIM B3aUMONEHCTBYET aHTHTEJO,
npencraBisier coboit oOMeH Bomopox/menTepuii, OOHApPyKMBaeMbIH C TIOMOIUBIO Macc-
cnekTpoMerpund. B oO0mmx ueprax, MeTOJ BOAOPOAHO-AEUTEPHUEBOr0 OOMEHa BKIIOYAET
MeueHHe JAeWTepueM TMPENCTaBISIOMEro HHTepec Oellka C IOCIEAYIOINM CBSI3bIBAHUEM
aHTHUTEJIa C MEYEHHBIM JeiTepreM OeKoM. 3aTeM KOMILIEKC OeJIOK/aHTHTEeNIO EPEHOCST B BOLY,

1 0OMEHHBaeMbIe IMPOTOHbBI B AMHWHOKHUCJIOTAX, KOTOPBIC 3alUINCHbI KOMILJICKCOM AHTUTCII,
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NOABEPraoTCss 00paTHOMY OOMEHy JAeHWTepus-Ha-BOAOPON C MEHbIIEH CKOPOCTBIO, UeM
oOMeHMBaeMble MPOTOHBI B AMHUHOKHCIIOTaX, KOTOpblE HE SIBISIFOTCS 4YacThio uHTepdeiica. B
pe3yJibTaTe aMHHOKHCIIOTBI, KOTOpble 00pa3yroT dacTh HHTepdelica OeJIOK/aHTUTENO, MOTYT
yIep>KUBaTh AEHTEpUil U, CIENOBATENbHO, OyIyT UMETh OTHOCUTENIBHO OOJiee BBICOKYIO MacCy
IO CPaBHEHHUIO C AMMHOKHCIIOTaMH, He BKJIIOUeHHbIMH B uHTepdetic. [locne auccoumarun
aHTUTeNa  LeneBoil  OeloK  NOABEpPraroT  NPOTeasHOMY — PACLICIUIEHHMIO W Macc-
CHEKTPOMETPUYECKOMY AHAJIHM3Yy, TEM CaMbIM BbISBIISAS MEUYEHbIE AEUTEPUEM OCTaTKH, KOTOPbBIE
COOTBETCTBYIOT KOHKPETHBIM aMUHOKHCJIOTaM, ¢ KOTOPBIMU B3auMOJEHCTBYeT aHTtureno. Cwm.,
Hanpumep, Ehring (1999) Analytical Biochemistry 267:252-259; Engen and Smith (2001) Anal.
Chem. 73:256A-265A.

[0141] TepMuH «3MUTOM» OTHOCUTCSA K Y4acCTKy AaHTUI€Ha, Ha KOTOpPbIH OTBe4aroT B-
w/wmm T-xierku. dnuronsl B-kiaeTok MoryT ObITh 00pa30BaHbl KaKk M3 CMEKHBIX aMUHOKHCIIOT,
TaK U M3 HECMEKHBIX AMUHOKHCIIOT, HAJIOXKEHHBIX IPYT Ha pyra Oiarogapsi TPETHYHON YKJIaIKe
Oenka. OnuTomnel, 0Opa3OBaHHBIE W3 CMEXHBIX AMUHOKHUCIOT, OOBIYHO COXPAHSAIOTCS IPHU
BO3CHCTBUM HAa HHUX ICHATYPHPYIOLINX PACTBOPUTENEH, TOTAA KaK SMUTOIBL, 00Opa30OBaHHbBIE B
pe3yabTaTe TPETHYHOW YKIAAKH, OOBIMHO TepsoTcs mpu o0paboTKe NeHAaTypUpPYIOIINMHU
PacTBOPUTENSIMU. DTHUTON OOBIMHO BKIIFOYAET IO MEHBIIEH Mepe 3, a Jale 1o MeHbIIel Mepe 5
i 8-10 aMHHOKHCIIOT B YHUKAJIBHOM MPOCTPAHCTBEHHON KOH(OpMAIUHL.

[0142] Ompenenenne npopuns myrem monupuxaunu (MAP), Takxke H3BECTHOE Kak
orpeneneHue npouis aHTUTENl Ha OCHOBE CTPYKTYphl anTtureHa (ASAP), npencrasisier codoit
METOZ, KOTOPBIA TO3BOJIAET KJAacCUPUUUPOBATh OONBIIOE KOJHMYECTBO MOHOKJIOHAIBHBIX
anturen (mAb), HampaBJI€HHBIX NPOTHUB OJHOTO U TOTO JK€ AHTUIE€HA, B COOTBETCTBHM CO
CXOZCTBOM TNpPO(UIS CBA3BIBAHUS KaXIOTO AHTUTENa C XHUMHUYECKH HWIH (DepMEHTATHBHO
MOAM(UIIMPOBAaHHBIMH TOBepXHOCTAMU aHTHrena (cm. US 2004/0101920, cnenuanabHO
BKJIFOUEHHBIN B HACTOsIIIee OMHCAHHE BO BCEW CBOEH MOJHOTE MOCPeNCTBOM cchliku). Kaxkmas
KaTEropusi MOXET OTPaKaTh YHUKAJBHBII SMUTOI, KOTOPBIH OO SIBHO OTJIMYAETCS OT SMUTOIA,
NPEACTABJICHHOTO APYrOl KaTeropuew, Ju00 4aCTHYHO MEePEKPBIBACTCS ¢ HUM. DTa TEXHOJIOTHUS
NO3BOJIsIET OBICTPO (PUIBTPOBATH FEHETUYECKU MICHTUYHBIE AHTUTENA, TAK YTO XapaKTEPUCTHKA
MOXeT OBITh COCPENOTOYEHa HAa TEeHETHYECKH OTJIMYHBbIX aHTUTeNax. [IPUMEHHUTENbHO K
CKpHHUHTY ruOpuzoM MAP MoxeT o0nerduTs NIeHTH(GUKALUIO PeIKUX THOPHUAOMHBIX KJIIOHOB,
KOTOpble MmpoAyLHUpYROT mADb, wumeromme Tpedyemble XapakTepucTukd. MAP  moxHO
UCTIONB30BATh JUJIsl COPTUPOBKH AHTHTEI 110 H300PETEHHIO HA TPYIITBI AaHTUTEIN, CBSA3BIBAIOIIUX CS
C pPa3HbIMU 3MUTONAMH.

[0143] B HEKOTOpBIX BapHaHTaxX OCYLIECTBJICHUS HACTOsIIee M300pPETEHHE BKIFOUAET
anTu-NPR1 aHTHTENa M MX aHTUTEHCBS3bIBAIOLINE (hPArMEHTHI, KOTOPbIE B3aUMOAEHCTBYIOT C
OIHUM WJIH OoJiee STHUTONaMu, OOHAPYKEHHbIMUA BO BHEKJIeTOYHOM noMeHe NPR1. Dnuron(sr)
MOXET COCTOSITb W3 OAHON miu Oojiee CMEXHBIX IOCIEOBaTeNbHOCTEH u3 3 mnu Oojee
(mampumep, 3, 4,5, 6,7,8,9,10, 11, 12, 13, 14, 15, 16, 17, 18, 19, 20 wnu Gonee) aMUHOKHUCIIOT,
pacIoOXKEeHHbIX BO BHEKJIETOUHOM AoMeHe NPR1. AnbTepHaTUBHO, 3MIUTON MOXKET COCTOSATH U3

MHO>KECTBAa HCCMCKHBIX AMHWHOKHCIIOT (I/I.]'II/I AMHUHOKHCJIOTHBIX HOCJ'IGI[OB&TGJ'II)HOCTGI’I),
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pacnonioxeHHbIX BHyTpu NPR1.

[0144] Hacrosimee wu3obperenne Bkirodaer aHTu-NPR1  anTuTena, xotopsbie
CBSI3BIBAIOTCSA C TEM JK€ SIUTONOM HJIM YaCThO SIIUTOMNA, YTO M J000€ M3 KOHKPETHBIX
TUMUYHBIX AHTHUTEN, MEPEeUUCleHHbIX B Tabmuie 1. AHaJOrmuHO, HacToslIee H300peTeHHe
Takke Bkio4yaeT aHTU-NPR1 aHTHTEeNna, KOTOpble KOHKYPUPYIOT IJisi CBSI3bIBAHUS C OEIKOM
NPR1 wumu ero ¢parmMeHTOM ¢ JrOOBIM M3 KOHKPETHBIX MJUIIOCTPATUBHBIX AHTHUTED,
nepeurcieHHplx B Tabnuue 1. Hampumep, Hacrosimee nszoOperenue BkirouaeT aHTH-NPRI
aHTHUTEJIa, KOTOPbIE MEPEKPECTHO KOHKYPHUPYIOT 3a CBsi3biBaHue ¢ OeiqxkoM NPR1 ¢ ogHuM miu
OoJiee aHTUTENIAMH, TIEPEYUCIICHHBIMU B Ta0mMue 1.

[0145] C noMoInpo CTaHIAPTHBIX METOIOB, U3BECTHBIX B TAHHOM 00JIACTH MOYKHO JIETKO
OTIpEeAeNIUThb, CBA3BIBAECTCS JIM AHTUTENIO C TEM K€ 3MUTOINOM, YTO U dTajoHHoe aHTU-NPRI1
aHTUTEJIO, UJIM KOHKYPHUPYET 3a CBsA3bIBaHME ¢ HUM. Hampumep, asis onpeneneHusl, CBsI3bIBAETCS
JIU TECTUPYEMOE€ AHTUTEJIO C TEM K€ 3MUTONOM, YTO W 3TajoHHOoe aHTu-NPR1 anTuTeno mo
n300peTeHNI0, 00ECTIEeYNBAIOT BO3MOXKHOCTD Il CBSI3bIBAHUSI STAJIOHHOTO aHTHUTENA C OeNKoM
win nientuaoM NPR1 B ycnoBusix HacbIeHUsl. 3aTe€M OLIEHUBAIOT CIIOCOOHOCTh TECTUPYEMOTO
aHTHUTENla CBSI3BIBATHCS C Mojekysioin Oenka NPR1. Eciau Tectupyemoe aHTUTENO CIOCOOHO
cBsa3piBaThCsl ¢ NPR1 mocne HacwlmeHwsi CBsI3bIBAaHMS ¢ 3TaJOHHBIM aHTH-NPRI1 anTuTenom,
MOKHO CJiellaTb BBIBOJ, YTO TECTHUPYEMOE€ AaHTHUTENO CBA3BIBAETCS C JAPYTUM 3IHUTOIOM,
OTJINYHBIM OT 3nuTona 3TajoHHOro aHTtu-NPR1 anturena. C apyroéi CTOpPOHBI, €Ciou
TECTHPYEMOE aHTHUTENO He CrnocoOHO cBs3bBaThest ¢ Oemkom NPR1 mocne HacelimeHus
CBs3bIBaHUSI C OTajoHHbIM aHTU-NPR1 aHTuTENnoMm, TOrma TecTUpyeMOE€ aHTHUTENIO MOXKET
CBSI3bIBATBHCS C TEM K€ STUTOINOM, YTO U 3MUTOI, CBsI3aHHbIN ATaloHHbIM aHTU-NPR 1 anTutenom
10 U300pETEHHIO.

[0146] nsa onpeneneHusi, KOHKYPUPYET JIU aHTUTEJIO 3a CBSI3bIBAHHE C STAJIOHHBIM aHTU-
NPR1 anTuTenoM, OnMCcaHHBIA BBILIE METON CBS3bIBAHUS BBIMOJHSAKOT B ABYX HAIPAaBJEHUSX: B
NIEPBOM Clly4ae, 00eCIeYrBaOT BO3MOXKHOCTbD JJIsl CBS3BIBAHMS ATAJOHHOTO aHTUTENA ¢ OeIkoM
NPR1 B ycnoBUsIX HAaChILIEHUS C IOCIEAYIOLIEH OLIEHKON CBsI3bIBAHMS TECTUPYEMOTrO AaHTUTENA C
moniekyoii NPR1. Bo BropoMm cnydae, 00eCHeuMBAIOT BO3MOXKHOCTb ISl CBSI3bIBAHMSI
TECTUPYEeMOro antutesna ¢ Mosiekysnoi NPR1 B yCcinoBUsAX HachblleHHs € MOCIEAYIOLIEH OLIEHKON
CBSI3bIBAHUS STAJOHHOTO aHtutena ¢ Mosiekyynoi NPR1. Ecniu B oboux HampaBi€HUsIX TOJIBKO
nepBoe (HACHIIAKOIIEe) AHTUTENO CHNOCOOHO CBs3bIBaTBCA ¢ Mojekysnoii NPR1, To menmaroT
BBIBOZI, YTO TECTUPYEMOE AHTUTENO M STAJOHHOE AHTUTENO KOHKYPHUPYIOT 3a CBSA3BIBAHUE C
NPR1. Kak Oyner moHSITHO CHEUATUCTY B JAaHHON 00JIACTH, aHTUTEJIO, KOTOPOE KOHKYPHPYET
3a CBSI3BIBAHHE C STAJOHHBIM AHTUTEJIOM, HE O0S3aTEIbHO MOJKET CBSI3BIBATHCS C SIHTOIOM,
UJICHTUYHBIM JUJII STAJOHHOTO AHTHUTENId, HO MOXKET CTEepHUYeCKH OJIOKHPOBATH CBSI3bIBAHHE
5TAJIOHHOT'O aHTUTEJIA TyTEM CBSI3bIBAHMSI IEPEKPBIBAIOILETO WIIM COCEAHErO SMUTONA.

[0147] IBa aHTUTENA CBA3BIBAIOTCS C OJHUM U TEM K€ WM MEPEKPHIBAOIINM 3TTUTOTIOM,
€CIIM Ka)XJJ0€ U3 HUX KOHKYPEHTHO MHruoupyer (OJIOKHPYET) CBSI3bIBAHUE JPYTOro aHTHUTENA C
antureHoMm. MupiMu cioBamu, 1-, 5-, 10-, 20- win 100-kpaTHbII U30BITOK OIHOTO aHTHTENA

UHTUOUpYeT CBA3BIBAHHE APYIroro 1o MeHblel mepe Ha 50%, npeanourutensHo Ha 75%, 90%
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wii paxe Ha 99%, Kak M3MEPEHO C MOMOINBI0 aHAJN3a KOHKYPEHTHOrO CBSI3bIBAHHA (CM.,
Hanpumep, Junghans et al., Cancer Res. 1990 50:1495-1502). AnbTrepHaTUBHO, Ba aHTHTEJA
UMEIOT OAMH U TOT K€ SMMTOI, €CJIM MPAKTUYECKU BCE AMUHOKHMCIOTHBIE MyTallUd B aHTUTEHE,
KOTOpbI€ YMEHBUIAIOT WM YCTPAHSIOT CBA3BIBAHME OJHOTO AHTUTENA, YMEHBLIAIT WU
YCTPAHAIOT CBSA3bIBAHUE APYroro. /Ipa aHTuTena MMEIOT NEPEKPbIBAIOLIUECS SMUTOMbI, €CIIU
HEKOTOPbI€ AMUHOKHUCJIOTHBIE MyTallMH, KOTOPbIE YMEHBINAIOT MU YCTPAHSIOT CBS3bIBAHUE
OJIHOTO aHTUTENA, YMEHbIIAKOT WIH YCTPAHSIOT CBSA3BIBAHUE APYTOTO.

[0148] 3atem MOryT OBITb BBINOJHEHBI AOMOJHHUTEIbHBIE CTAHAAPTHBIE YKCIEPUMEHTBI
(HampuMep, aHaJ M3 MENTHIHBIX MyTalMid ¥ aHAJIW3 CBSI3bIBAHUS) MJISI TOATBEPKACHUS,
IEMCTBUTENLHO JI HAOJIF0JaeMOe OTCYTCTBUE CBSI3BIBAHHS TECTHPYEMOTO aHTUTENA TPOUCXOIHUT
U3-32 CBSI3BbIBAHUS C TE€M JK€ SIIUTOIOM, C KOTOPBIM CBSI3bIBAE€TCS U ATAJOHHOE aHTUTENO, WU
NPUYHHON OTCYTCTBHUSI HAOJIFOAEMOTO CBS3BIBAHUS SIBJIIETCS CTEpPUYECKOe OJOKHMpoBaHUE (HITH
Apyroe siBieHne). JKCIePUMEHThI TAKOTO POAa MOTYT OBITh BBITIOJNHEHBI ¢ momomslo ELISA,
RIA, MOBEpXHOCTHOTO TUIA3MOHHOT'O PE30HAHCA, MPOTOYHON [UTOMETPHU WJIH JIFOOOTO IPYroro
KOJIMYECTBEHHOIO MJIM KaueCTBEHHOIO aHalIM3a CBSA3bIBAHUS AHTUTEN, JOCTYIIHOTO B JAHHOM
o0xacru.

[0149] B HeKOTOpBIX BapuUaHTaX OCYIIECTBIEHUS HACTOsIIEe U300peTeHne OTHOCUTCS K
BBIIEJIECHHOMY aHTHTEJY WA €r0 aHTHI€HCBSI3bIBAOLIEMY (PParMEHTY, KOTOpOe CIelU(pHIecKn
CBsI3bIBaE€TCS C OenkoM-peuenTopoM Harpuitypernueckoro mnentupa 1 (NPR1), npuuem
YKa3aHHOE aHTHUTEJIO WJIM €r0 aHTUIe€HCBS3BbIBAIOLINHI (PAarMEeHT B3aMOMAEHCTBYET C OHOW MU
OoJjiee aMHUHOKHCIIOTAMH, CONEPKALINMUCS BO BHekJeTodHOM nomeHe NPRI (aMHHOKHCIOTHI
29-347 SEQ ID NO: 194), onpeneneHHbIMH OOMEHOM BOIOPOI/ACUTEPHIL, U IPUYEM AHTUTEJIO
WIN €r0 aHTUTE€HCBS3bIBAIOLIUI (parMeHT: (1) CBA3BIBAECTCS C KJIETKAMH, 3KCIPECCUPYIOLINMHU
yenosedeckuii NPR1 B mpucyTcTBuu uiam B OTCYTCTBHE MPEACEPAHOrO HATPUIYPETUYECKOTO
nentuna (ANP); w/unu (i1) cBsasbiBaercss ¢ NPR1 u aktuBupyer NPR1. B ogHOM U3 BapuaHTOB
OCYILIECTBJICHHsSI AHTHUTEJIO WM €ro AaHTUT'CHCBA3BIBAIOIIMN (PparMeHT B3aUMOIEHCTBYET C
AMUHOKHUCJIOTHOH TIOCJIeIOBATEIbHOCTBIO, BBIOPAHHOW W3 TPYIINbL, CcOCTOsied u3 (a)
amuHOKHuCIOT 29-45 SEQ ID NO: 194; (b) amunokucnor 331-347 SEQ ID NO: 194; (c¢)
amuHOKUCIOT 336-347 SEQ ID NO: 194; (d) amuuokucnor 331-335 SEQ ID NO: 194; u (e)
amuHokucnot 70-81 SEQ ID NO: 194. B onHOM U3 BapHaHTOB OCYIIECTBJIEHUS] aHTUTEJIO WUJIH
€ro AHTUTCHCBS3bIBAIOIIN I ¢dparmeHT B3aUMOJICHCTBYET c AMUHOKHUCJIOTHOMN
MOCJIEIOBATEIBHOCTBIO, BBIOPAHHOM U3 TPYIIBI, cocTosmel u3 (a) amuHokucaot 29-45 SEQ ID
NO: 194; u (b) amunHokucnor 336-347 SEQ ID NO: 194, B omHOM w#3 BapuaHTOB
OCYIIECTBIICHHsSI AHTHUTEJIO WIM €ro AaHTUTCHCBSA3BIBAIOIIMN (parMeHT B3aUMOIEHCTBYET C
AMUHOKHUCJIOTHOH TIOCJIeIOBATEIbHOCTBIO, BBIOPAHHOW W3 TPYIIBL, cocrosimed u3  (a)
amuaOKHCIOT 29-45 SEQ ID NO: 194; u (b) amunokucnor 331-347 SEQ ID NO: 194, B
npucyrctBud  ANP. B onHOM M3 BapuaHTOB OCYIIECTBJIEHMs AHTUTENO WU €ro
AHTUT€HCBSA3BIBAIOIINN (PParMEeHT B3aUMOJIEHCTBYET C AaMUHOKHCIIOTHOH TOCIIE0BATEIbHOCTBIO,
BbIOpaHHOW W3 rpymmbl, cocrosimeir u3 (a) amuHokucior 29-45 SEQ ID NO: 194; (b)
amuaokucinor 70-81 SEQ ID NO: 194; u (c) amunokucnor 331-335 SEQ ID NO: 194, B
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npucytctBu  ANP. B ogHOM U3 BapuaHTOB OCYINECTBJIEHHS HACTOsIIee H300peTeHne
NPEAOCTABIIEHO BBIICJICHHOE AHTUTENIO WM €r0 aHTUTCHCBS3BIBAIOIUI (parMeHT, KOTOpoe
cneungudecku cssbiBaercs ¢ Oenkom NPR1 B npucyrcrBun ANP, nmpudeM aHTUTENO UM €ro
AHTUT€HCBA3BIBAIOIINN (PParMEeHT B3aUMOJIEHCTBYET C AaMUHOKHCIIOTHOH MOC/IEN0BATEIbHOCTBIO,
BbIOpaHHOW W3 rpynmbl, coctosmed u3 (a) amuHokucnor 29-45 SEQ ID NO: 194; u (b)
amunokucyoT 331-347 SEQ ID NO: 194, Ho He ¢ amuHokucinoramu 70-81 SEQ ID NO: 194,
COTJIACHO OIPEIENICHUIO C MOMOLIBI0 0OMEHa BOJOPOI/ACHTEPHil, 1 IPUYEM AHTHUTENIO UM €ro
AHTUTeHCBs3BbIBAOIIMI  (parmMeHT: (1) CBSI3bIBACTCS C KIETKAMH, OKCIPECCUPYIOIUMHU
yenosedyeckuit NPR1, B mpucyrcrBum nimm B orcyrcrBue ANP; u/unm (i) cesizpiBaercst ¢ NPR1 u
aktusupyeT NPR1.

HNMMyHOKOHBIOTaTbI

[0150] U300peTeHne BKIIIOYAET YeNIOBEHYECKOEe MOHOKJIOHANbHOE aHTU-NPR1 anTHTENO,
KOHBIOTHPOBAHHOE C TEPANEBTHYECKUM (PPAarMEHTOM (KMMMYHOKOHBIOTAT»), JJIsl JICUCHUS
NPR1-accounupoBanHoro 3a0oneBaHHsl WIM pPACCTPOWCTBA (HAampuUMep, TUIEPTCH3HH).
Hcnonp3yeMblil B HACTOSIIEM ONMCAHUHM TEPMHH «HMMMYHOKOHBIOTAT» OTHOCHTCSI K aHTUTENY,
KOTOpPO€ XWMHYECKH WM OWOJIOTHUECKH CBSI3aHO C PAJAMOAKTHUBHBIM areHTOM, IIUTOKHHOM,
UHTEPPEPOHOM, MHUINEHBIO WM PENOpPTEePHBIM (parMeHTOM, (HEPMEHTOM, MENTHAOM HIIH
OEKOM WJIM TEpareBTHYECKUM areHTOM. AHTHUTENO MOXKET OBITh CBSI3aHO C PAJMOAKTHBHBIM
areHTOM, IUTOKUHOM, HHTEP(HEPOHOM, (PparMeHTOM-MHUIIEHBIO WIIN PEMTOPTEPHBIM (PParMEHTOM,
(dbepMeHTOM, MEeNTUAOM WIIM TEPANEBTHUECKUM areHTOM B JIOOOM MECTE€ MOJIEKYJIbL, €CIH OHO
CIIOCOOHO CBSI3BIBATBCST CO CBOEH MuIIeHbIO. [IpuMepel MMMYHOKOHBIOTAaTOB BKJIIOYAIOT
KOHBIOTaThl AHTUTEJO-JIEKAPCTBEHHOE CPENICTBO U CIUThIE OEJIKU aHTUTENIO-TOKCUH. B ogHOM 13
BapUAHTOB OCYILIECTBJICHHS aT€HT MOJKET MPECTABISITh COOOH BTOPOE APYroe aHTHTENO K OeNKy
NPR1. Tun tepaneBTH4ecKOro pparMeHTa, KOTOpblii MOKET ObITh KOHBIOTUPOBaH ¢ aHTU-NPR1
AHTUTEJIOM, BBIOMPAIOT C YYETOM COCTOSHHS, MOJUIKAINero JIeUeHHI0, U TpedyeMoro
TepaneBTHUeCKOro 3>¢QeKTa, KOTOPbI NOKEH OBbITh NOCTUrHYT. [IpuMepbl MOAXOASIINX
areHTOB JUIsi 0Opa30BaHMs MMMYHOKOHBIOTATOB M3BECTHBI B TAHHOW O0OJIACTH, CM., HAMPHUMED,
WO 05/103081.

Honucneunduyeckue anTuTeIA

[0151] AHTHTENna MO HACTOSIIEMY HM300PETEHUI0 MOTYT OBITh MOHOCHEIU(PUYECKHMHU,
oucnerudrueckumu win nonucnenuduaeckumu. Ilomucneungpudeckne aHTUTENa MOTYT OBITH
cneun(UIeCKUMH TI0 OTHOLICHHIO K PAa3HbIM 3THUTONAM OJHOTO MOJHIIENTHIA-MULICHH I
MOTYT COZI€PKaTh AHTUTCHCBA3bIBAIOINE TOMEHBI, ClIeM(PUIECKIE IT0 OTHOIIEHUIO K OoJee uem
ofHOMYy nonunentuay-muimenu. Cwm., "Hanpumep, Tutt et al., 1991, J. Immunol. 147: 60-69;
Kufer et al., 2004, Trends Biotechnol. 22: 238-244.

[0152] Jlrobast w3 moMUCHEIU(PUISCKIX AHTHUTCHCBS3BIBAOIIUX  MOJIEKYJ  TIO
N300pETEHNIO WJIM MX BapUAHTOB MOXKET OBITh CKOHCTPYHPOBAHA C MOMOIIBIO CTaHAAPTHBIX
MOJIEKYJISIPHO-OMOIOrnYeckux MeTtonoB (Hampumep, pekomOmnanTHOH JIHK u Texnomorum
JKCIIpeccuu OeNka), U3BECTHBIX CIIELUANUCTY B JAHHON O0OJIACTU TEXHHUKH.

[0153] B Hekoropbix BapuaHtax ocymectBieHuss NPRI1-cneunguueckue antutena
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co3maroT B OucreruduueckoMm ¢opmare («oucrenuduueckne»), B KOTOPOM BapHadeTbHbIE
0o0JlacTH, CBS3BIBAKOLIMECS C OTACIbHBIMH noMeHamu Oenka NPR1, cBsizaHbl BMecTe, 4TO
o0ecrieunBaeT ABYXJOMEHHYIO CIELU(PUYHOCTD B Npenesax OAHOH CBS3BbIBAIOLIEH MOJIEKYJIBL.
IIpaBHIBHO CKOHCTPYHpOBaHHBbIE Oucrnenuduyeckre mnpenapaTbl MOTYT IOBBICUTH OOLIYIO
s¢pdexruBHOCTS MHrHOUpoBaHusi NPR1-0enka 3a cueT yBeaM4eHus! Kak Cnenu(prUIHOCTH, TaK U
aBUIHOCTH CBsi3bIBaHMsA. BapuabenbHble 001acT €O CeUU(PUIHOCTHIO K OTAEIbHBIM AOMEHAM
(manpumep, cermeHTaM N-KOHLIEBOTO JIOMEHA) WJIM KOTOPBIE MOTYT CBSI3BIBATHCS C PA3HBIMU
00JlacTsIMM BHYTPH OJHOTO JOMEHa, OOBEOMHSIOT B Tapbl Ha CTPYKTYPHOM KapKace, 4TO
MO3BOJISIET KAKIOW OOJIACTH CBSA3BIBATHCS ONHOBPEMEHHO C OTAEJIbHBIMH STUTONAMH, WJIH B
pa3HBIX OONACTSIX BHYTPH ONHOIO JOMEHa. B O#ZHOM W3 MNpPUMEpPOB sl TOJYYECHHUS
oucnerduuHoCcTH BapuadeapHble 00JacTu TskeIon end (Vi) U3 CBSI3bIBAIOIIETO BEIECTBA CO
Ceun(UIHOCTBIO IO OTHOLIEHHIO K OJHOMY JIOMEHY PEKOMOMHHPYIOT C BapuaOelbHbIMU
obnactsimu yierkoi tenu (Vy) W3 cepuy CBSI3BIBAIOIUX BEIIECTB CO CHENH(DPUYIHOCTBHIO IO
OTHOILIEHHIO KO BTOPOMY JOMEHY, YTOOBI MIEHTH(PHLUUPOBATH HEPOACTBEHHBIE MAPTHEPHI V|,
KOTOpbIE MOTYT OBITh CIIAPEHBI C UCXOAHON Vy, HE HapyIas UCXOAHOH creun(pUIHOCTH K 3TOH
Vy. Takum obpasom, onuH cermeHT Vi (Hanmpumep, Vi 1) mMoxer ObITh OOBbEOMHEH C ABYMS
pasHbiME noMeHamu Vy (Hanpumep, Vyl u Vy2) mist cozmanust ducnenuudeckoil MOJIEKYJIbL,
cocrosilield w3 IBYX CBs3bBaromux «miew» (Vyl-Vil u Vyu2-Vi1). Ucnonas3oBaHue OIHOTO
CerMeHTa V| CHH)XAeT CIOXKHOCTb CHCTEMBI W, TaKUM OOpa3oM, yIPOLIAET U YBEIHMYHUBAET
3¢ (eKTUBHOCTD MPOLECCOB KJIOHUPOBAHMA, OSKCIPECCHH M OYHMCTKH, HCHOJb3YEMBIX IS
coznanus oucnennduaeckoro anturena (cm., Harpumep, US2011/0195454 u US2010/0331527).

[0154] AnpTepHaTHBHO, aHTUTENA, KOTOPbIE CBA3BIBAIOTCS C OOJIee YeM OJHUM IOMEHOM
U BTOPOH MHUILNEHBIO, TAKOH Kak, 0e3 OrpaHM4YeHusi, Hampumep, BTOPbIM Ipyrum aHTu-NPR1
AHTHUTEJIOM, MOTyT ObITh moONy4YeHbl B OwucnenuduueckoM Qopmare ¢ MOMOLIBIO
NPEACTABJICHHbIX B HACTOSIIEM OINHUCAHUM METOJOB MM JPYT'MX METONOB, W3BECTHBIX
crieruanucTaM B HaHHOW oOnactv. BapuaOenbHble 00JaCTH aHTUTENA, CBA3BIBAIOIIUECS C
pa3HbIMH O0JIACTSIMU, MOTYT OBITb CBSI3aHbI BMECTEe C BapuabeNbHbIMH OOJACTSIMU, KOTOpbIE
CBSI3BIBAIOTCS C COOTBETCTBYIOLIMMH y4YacTKaMHM, HaIpuMep Ha BHekjeTouHoM nomene NPRI,
I TIPUJAHUS JBOWHON AHTUT€HHOH Crnenu(UYHOCTH B MpeAeNiaX OJHON CBSI3bIBAIOLIEH
MOJIeKyJIbl. [IpaBUIIBHO CKOHCTPYHPOBAHHBIE OHCIIEU(PUIHOCTH TAKOTO XapaKTepa BBITOIHSIIOT
nBoiHY0 (GyHKIHI0. BapuadenpHbie 00MacTH €O CNEU(PUUHOCTHIO K BHEKJIETOYHOMY JIOMEHY
O0BEUHSIIOT ¢ BapuaOenbHOH OONACThIO CO CHenM(PUIHOCTHIO BHE BHEKJIETOYHOTO JIOMEHA M
CHapUBAIOT HAa CTPYKTYPHOM KapKace, KOTOPBIH MO3BOJSET Ka)IOH BapHaOeNbHOH 00NacTH
CBSI3bIBATHCS C OT/IEJIbHBIMUA AHTUTC€HAMH.

[0155] HnmoctpatuBHbIil popmar Oucnenmduueckoro aHTHTENa, KOTOPBIA MOXKHO
UCTIONIb30BaTh B KOHTEKCTE HACTOSINEro M300PETEeHNs, BKIIIOYaeT IPUMEHEHHE NTEPBOr0 JOMEHA
Cu3 nmmyHornobynuHa (Ig) u BToporo nomena Cy3 Ig, mpuyem nepsblit 1 BTopoit noMeHbl Cy3
Ig ornmmuarorcs OT Apyr Apyra MO MeEHbIIEH Mepe ONHOW aMHUHOKUCIOTOW, W INPUYEM IO
MEHBLIEH Mepe OTIMYME 0 OAHONH AMMHOKHCIIOTE CHIDKAET CBSI3bIBAaHHE Oucnenupuyeckoro

aHTuTeNna ¢ OeNKOM A MO CpaBHEHMIO C Oucnenu(pUUeckuM aHTUTENIOM, HE UMEIOIIUM TaKOro
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OTJINYUSl TIO aMHUHOKHCIIOTE. B OAHOM W3 BapuaHTe ocyuiecTBieHus nepsbiii gomeH Cp3 Ig
cBsi3bIBaeTCs ¢ OenkoM A, a BTopoi nomeH Cy3 Ig comep:kut MyTamuro, KOTOpas CHIKAeT WU
OTMEHsIeT CBs3bIBaHME ¢ OenkoMm A, Takyro kak Monudukamus HOSR (mo IMGT nymepanuun
5k30HOB; H435R mo nymepammu EU). Bropoit Cy3 MoOXeT IOMOTHHUTEIBHO COAEPIKATh
monupukammo YOOF (nmo IMGT; Y436F no EU). [lononaurenbHble MOAU(PUKALIUN, KOTOPbIE
MOTYT IPUCYTCTBOBATh BO BTOpoM Cy3, BkimouaroT: D16E, L18M, N44S, K52N, V57M u V821
(mo IMGT; D356E, L358M, N384S, K392N, V397M u V4221 no EU) B cny4ae anturen IgGl,
N44S, K52N u V82I (mo IMGT,; N384S, K392N u V4221 no EU) B cnyuae anturen 1gG2; u
Q15R, N44S, K52N, V57M, R69K, E79Q u V82I (mo IMGT; Q355R, N384S, K392N, V397M,
R409K, E419Q u V4221 mo EU) B cnyuae anturen IgG4. Bapuantel Oucnenudpuieckoro
(opmarta aHTUTENA, OMHCAHHOTO BBILIE, PACCMATPUBAIOTCS B PAMKAX HACTOSIIETO H300pETeHHUS.

[0156] Hpyrue wuirocTpaTuBHbIe Oucnenupuyeckue (HOpMaThl, KOTOPBIE MOXKHO
UCTIONIB30BaTh B KOHTEKCTE HACTOALIETO N300PETeHNUs, BKIIOYAIOT, 0€3 OrpaHUYeHHUs1, HaprIMep,
oucnenupuyeckue ¢opmarel Ha ocHoBe scFv wiam muaren, cmuthix IgG-scFv, nBOIHBIX
BapuabenbHbIX OMeHOB (DVD)-Ig, KBampoMoOB, CTPYKTYpP «BBICTYI-BO-BIAAMHY», OOBIYHBIX
Jerkux ened (Hampumep, oOIie JIETKOH LenH CO CTPYKTYPaMH «BBICTYII-BO-BIIAAMHY» H T.1.),
CrossMab, CrossFab, (SEED)reno, nelinnHoBO# 3acTexku-monauu, Duobody, I1gG1/1gG2, Fab
B hopmare Ba-B-omHoM (DAF)-IgG 1 Mab” (cm., nanpumep, Klein et al. 2012, mAbs 4:6, 1-11
U CCBUIKHM, LHUTHUPYEMble B 3TOM JOKYMEHTe, IJIsI 0030pa BBILEYNOMSHYTHIX (HOPMATOB).
bucnennduueckue aHTHTENA TAKXKE MOTYT OBITH CKOHCTPYHPOBAHBI C TIOMOLIBK) KOHBIOTAL[UH
NENTU/HYKIEUHOBAsT KUCIIOTA, HAPUMep, TAe HCIOJb3YIOTCS HENPUPOAHbIE aMUHOKHUCIIOTHI €
OPTOrOHAJIBHOW XUMHYECKOH PEaKTUBHOCTBIO JJISI CO3/aHUs CAlT-Crieu(pUUecKUX KOHBIOraTOB
AHTUTEJIO-OJIUTOHYKJIEOTH/I, KOTOPBIE 3aTEM CAMOOPTaHU3YIOTCSI B MYJIbTUMEPHbIE KOMIUIEKCHI C
OTIpeJIeIEHHBIM COCTaBOM, BaJIECHTHOCTBIO U reomerpueit. (Cu., Hanpumep, Kazane et al., J. Am.
Chem. Soc. [Epub: 4 nexabpst 2012 r.]).

TepaneBTHYecKOe BBeJeHHE H COCTABDI

[0157] U300peTeHne OTHOCUTCS K TePANIeBTHUECKUM KOMIIO3HILIUSAM, CONEPIKALIUM aHTHU-
NPR1 aHTHTENna WM WX aHTHIEHCBSI3BIBAKOLINE ()PArMEHTBHI MO HACTOSIIEMY H300PETEHUIO.
Tepanepruyeckue KOMIIO3UIIMM B COOTBETCTBHH C HM300pPETEHHEM MOTYT BBOJAUTBHCS C
NOJXONSALIMMH HOCHTEJISIMH, BCIIOMOTATENIbHBIMU BEIECTBAMH M JIPYTHMMHU areéHTaMH, KOTOPBIE
BKJIFOYAIOT B COCTaBbI JJISl VIIYULIEHHUS TIEPEHOCA, JOCTABKH, TOJEPAHTHOCTH H T.N. MHOKECTBO
MOJXOALINX COCTABOB MOYKHO HAWTHU B (POPMYIISIpe, U3BECTHOM BCEM XHUMHKaM-(papmaneBTam:
Remington's Pharmaceutical Sciences, Mack Publishing Company, Easton, PA. 9tu cocrassl
BKJIFOYAIOT, HAMpUMeEp, IOPOIUKH, MAacThl, Ma3H, J>Keje, BOCKH, MAacja, JHUIMHIbL, JIUIH]
(KaTHOHHBI WIM AHHOHHBIM), comepskamuii Besukyas! (Hampumep, LIPOFECTIN™), THK
KOHBIOTaThI, O€3BO/IHbIE aOCOPOMPYIOIIUE IMACThl, HMYJIbCHUU MACllO-B-BOJIE M BOJA-B-Maclie,
smyibenu KapOoBake (MONMMATHISHIIMKONIN PA3IMYHON MOJIEKYJIAPHONH MaccChl), TIOJTyTBEPIbIE
reyid U mojyTBepable cMmecH, conepskamue Kapoosake. Cum. Takxke Powell et al. «Compendium
of excipients for parenteral formulations» PDA (1998) J Pharm Sci Technol 52:238-311.

[0158] Mdos3a aHTHTENa MOKET MEHATHCS B 3aBUCUMOCTH OT BO3pacTa U pasmepa



45

cyObekTa, KOTOPOMY TNIPEAHA3HAYEHO BBEIEHHE, LeNeBoro 3a0oieBaHus, YCJIOBUH, MyTH
BBefleHNs U T.1. Korma aHTUTENno 1o HacTosmeMy H300pPETeHHI0 HCHOJNb3YeTCs AJIs JICUSHUs
3a00neBaHMsl WJIM PACCTPOMCTBA y B3pPOCJIOrO MALMEHTAa WIM sl NPOPHIAKTHKHA TaKOro
3a00neBaHysl, MPEANOYTUTENBHO BBOIUTH AHTUTEJIO IO HACTOSIIEMY H300pETEeHHIO OOBIYHO B
BUzAE OAHOHN n03bl OoT nmpumepHo 0,1 no mpumepno 100 Mr/kr maccel Tena. B 3aBucumoctu ot
TSJKECTH COCTOSIHUSL MOXKHO PEryJMpoBaThb 4YacTOTY M IPOAOJIKUTENBHOCTb JiedeHus. B
HEKOTOPBIX BapUAHTaX OCYILECTBJICHHS aHTHTEJIO MM €r0 aHTUTe€HCBS3bIBAIOLINN (PparMeHT mo
n300peTEeHNIO MOKHO BBOAUTH B BUAE HAYAJIbHOW JI03bI OT MO MeHbIIeH Mepe npumepHo 0,1 mr
no npumMepHo 800 mr, ot mpumepHo 1 go mpumepno 600 mr, ot npumepHO 5 A0 mpumepHO 500
Mr Uiy ot npumepHo 10 mr 1o npumepHo 400 Mr. B HEKOTOPBIX BapHaHTax OCYLIECTBJIEHUS 32
HAa4YaJIbHOW JO030M MOJKET CJIeOBaTb BBEAECHHE BTOPOM WM HECKOJBKHMX MOCIEAYIOIINX 103
AHTHUTENIa WM €r0 aHTUTEHCBS3bIBAOINETO ()parMeHTa B KOJHUYECTBE, KOTOPOE MOXKET OBbITh
IPUMEPHO TaKUM K€ WJIH MEHbBLINM, 4YeM KOJMYECTBO HadalbHON JO03bl, MpPU 3TOM
MOCJEAYoIIEe A03bl pa3fesieHbl MO MeHblIeld Mepe 1-3 nHAMM; IO MEHbLIEH Mepe OIHOU
Hezenel, Mo MeHblIell Mepe 2 HefensiMU; 110 MeHblIel Mepe 3 HelessIMU, 110 MeHbliueil Mepe 4
HeZENsIMU, 110 MEHbIIEH Mepe 5 HeAeNsIMH; 110 MEHbIIEH Mepe 6 HeNensiMuy; 110 MeHbIIeH mepe 7
HEZEJIIMU; TIO MEHbLIEH Mepe 8 HenessiMU; IO MEHbIIEH Mepe 9 HenensiMu; MO MEHbLIEH Mepe
10 mepensimu; mo MeHbLIeN Mepe 12 HeaensiMu, WM N0 MeHbLIel Mepe 14 Henensamu.

[0159] U3BecTHBI pa3U4YHbIE CUCTEMBI TOCTABKH, KOTOPBIE MOTYT HCIIOJIBb30BATHCS IS
BBeICHNUS (papMalleBTHYECKONH KOMITO3ULIMU IO HM300pPETeHUIO, HANpUMep, HHKAINCYJSALUS B
JUIOCOMBI,  MHKPOYACTHUIbl, ~MHKPOKAICYJbl, PEKOMOWHAHTHBIE KJIETKH, CIOCOOHBIE
JKCIIPECCUPOBATh MyTaHTHbIE BUPYCHI, PELENTOP-0NOCPEAOBAHHBIN SHAOLHUTO3 (CM., HAIIPUMeED,
Wu et al. (1987) J. Biol. Chem. 262:4429-4432). CnocoObl BBeIeHHs BKJIIOYAKOT, 0Oe3
OrpaHWYEHUs, BHYTPHKO)XKHBIH, TPAHCAEPMAJIbHBIH, BHYTPHMBILICYHbIH, BHYTPUOPIOIINHHBIMH,
BHYTPUBEHHBIN, TOAKOXKHBIM, WHTPAHA3aJbHbIN, OSMUAYpPAJIbHBII M NEPOPAJbHBIA IYyTH.
KoMno3uuuw MOKHO BBOIUTH JIFOOBIM YIAOOHBIM CIOCOOOM, HAampUMep MyTeM WHQPY3UHU WU
OOJFOCHOM HMHBEKIMH, a0COpOIUU Yepe3 SMHUTEIHANIbHbIE WM KOKHO-CIU3MCTbIE OOOJIOYKHU
(HampuMep, CIM3UCTYI0 O0OJIOUKY MOJIOCTH PTa, CIU3UCTYIO OOOJIOYKY MPSIMOW M KULIKH H T.1.),
a TaK)ke MOXXHO BBOAHMTH BMECTE C APYTMMH OMOJOrMYECKH aKTUBHBIMH areHTamu. BBenenue
MOJKET OBITb CUCTEMHBIM WMJIH MeCTHbIM. DapManeBTHUECKas KOMIO3HLIUS TaKKe MOXKET OBITh
IOCTaBJIeHA B BE3WKYJIE, B YAaCTHOCTH B JUmocomax (cM., Hampumep, Langer (1990) Science
249:1527-1533).

[0160] B HacTosilieM ONMUCAHUU TaKXKe paccMaTpUBAETCs NMPUMEHEHHE HAHOYACTUILL JJIs
IOCTaBKM AHTHUTEN [0 HAcTosmeMy wu300pereHno. HaHOYacTHIBI, KOHBIOTUPOBAHHBIE C
aHTUTEJIaMH, MOTYT UCIIOJIb30BaTbCA KaK JJIsl TePameBTHUUECKUX, TaK U A JMarHOCTUYECKUX
neneii. HaHowacTWIlbl, KOHBIOTUPOBAHHBIE C AHTHTENAMH, M CIOCOOBI HMX TIOJYYEHUS W
npuUMeHeHus noapodbHo onmcanbl Arruebo, M., et al. 2009 («Antibody-conjugated nanoparticles
for biomedical applications» B J. Nanomat. Volume 2009, ID crateu 439389, 24 ctp., doi:
10.1155/2009/439389), BKMOUEHHOH B HACTOsIEE OINUCAHME IOCPEICTBOM  CCBUIKH.

Hanouactuisl MOTyT OBITH pa3pa60TaHbl U KOHBIOTHUPOBAHBI C aHTUTCJIAMH, COACPIKAILUMUCA B
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dapManeBTHUECKNX KOMIO3HMLMAX, Ui LEJNeBbIX KJIeTOK. HaHouacTHubl 11 JTOCTaBKH
JIEKapCTBEHHBIX CPEACTB Takke omnucaHbl, Harpumep, B US 8257740 unu US 8246995, kaxnas
13 KOTOPBIX BKJIFOYEHA B HACTOSALIEE OMMCAHUE BO BCEH CBOEU MOJIHOTE.

[0161] B onpemeneHHbIX cUTyanusx (apManeBTU4YecKkass KOMIO3MLUS MOXET OBbITh
JOCTaBJIeHA B CHCT€ME€ C KOHTPOJUPYEMbIM BBbICBOOOXIEHHEM. B ogHOM u3 BapuaHTOB
OCYIIECTBJICHUs] MO>KHO HCIOJB30BaTh Hacoc. B apyrom BapuaHTe OCYLIECTBICHHS MOKHO
UCIOJIB30BaTh MOJMMEpPHBbIE MaTepuaibl. B ele onHOM BapHaHTE OCYLIECTBJIEHUSI CUCTEMA C
KOHTPOJIMPYEMBIM BBICBOOOKIEHHUEM MOXKET OBbITh pa3MelleHa B HEMOCPEACTBEHHOW OJM30CTH
OT MHILIEHH, HA KOTOPYIO HAIpaBjIeHa KOMITO3HUIIHS, YTO TPeOyeT JINIIb YaCTH CUCTEMHOM JTO3BI.

[0162] TIlpemapaTbl i WMHBEKLMHA MOTYT BKJIIOYATh JIEKAPCTBEHHbIE (OPMBI IS
BHYTPUBEHHBIX, TOIKO)KHBIX, BHYTPHUYEPEIHBIX, BHYTPHOPIOIIMHHBIX W BHYTPUMBIIICYHBIX
UHBEKLUUH, KamenbHbIX HWHPY3MHd W T.A. IJTH Tpenaparsl AiIsl HMHBEKIUHA MOTyT OBITh
NPUTOTOBJIEHBI OOIEN3BECTHBIMH CIIOCOOAMH.

[0163] PapmaneBTUyecKkass KOMIO3MLUS 10 HACTOSIIEMY H300PETEHHUI0 MOXET OBITh
BBEJICHA MOJKOKHO WA BHYTPUBEHHO C MOMOUIBK CTAHAAPTHOM Wbl U mmnpuua. Kpome Toro,
YTO KacaeTcss MOAKOKHOW JOCTaBKHM, NPU JOCTaBKE (PapMareBTHYECKOW KOMITO3HLIMU T10
HACTOSIIEMY H300pPETEHHI0 MOKHO HCIOJB30BATh PYUYKY Ui JOCTaBKH. Takoe yCTpOHCTBO
IOCTaBKH, KaK py4yka, MOXKET OBbITb MHOIOPa30BBIM WJIM OIHOPA3oBbIM. B pyuke B BHIe
MHOTOPa30BOT0 yCTPOHCTBA JOCTABKH OOBIMHO HCIIONIB3YETCS CMEHHBINH KapTPUIK, KOTOPBIA
comepxkuT  apManeBTUYeCKyr0 Kommosuuuro. Ilocme  BBemeHUst BCEero  KOJNMYECTBA
bapmareBTHIECKONH KOMIO3HULINY, HAXOASAIIEHCs B KapTPHUIKe, U OMyCTEHUS KapTPUAKa MyCTON
KapTPUIK MOXKHO JIETKO BBIODOCHTH U 3aMEHUTb HOBBIM KapTPUIKEM, COAEPIKALIIM
dapmaneBTHyeckyro komnosunuro. [locne 3Toro ycTpoicTBO NOCTaBKU B BHIE PYUKU MOXKHO
UCIOJB30BaTh MOBTOPHO. B pyuke B BUAEe OZHOPA30BOTO YCTPONCTBA JOCTABKHM CMEHHBIN
KapTpUIK OTCYTCTBYeT. TouHee, pydka B BUAE OJHOPA30BOIO YCTPOWCTBA AJIA JOCTaBKU
NOCTABJIACTCST € TMPEOBAPUTENIbHO  3alOJIHEHHOH — (papMarieBTU4eCKOH  KOMITO3HMILIHMEH,
comepskalleiicss B pe3epByape BHyTpu ycTpoiictBa. Ilocne Toro kak (apmareBTudeckas
KOMITO3HUILIHSI B Pe3ePBYyape MOJTHOCTBIO UCTIOIB3YETCsI, CAMO YCTPOHCTBO BHIOPACHIBAIOT.

[0164] IlpenMyleCTBEHHO OITMCAHHBbIC BbIME (apMAIEBTUYECKHE KOMIIO3ULIUN IS
NEPOPANILHOTO WJIM MAPEeHTEPATbHOTO NMPUMEHEHHSI TOTOBST B BHUIE JICKAPCTBEHHBIX (PopM B
€AUHUYHON [103€, MOAXOAALIEN Iyl YCTAaHOBJIEHHOM MO03bl aKTHBHBIX WHIPENMEHTOB. Takue
JeKapCTBeHHbIE ()OPMBI B €IMHUYHON [103€ BKJIIOYAIOT, HAPUMEp, TaOJIETKH, MU0, KaICyJIbl,
UHBEKUWU (aMMyJbl), Cynmo3uTopuu u T.1. KonmuecTBo coxmepskaimerocss aHTUTeNa OOBIYHO
COCTaBJISIET OT MPUMEPHO 5 10 mpuMepHO S00 Mr Ha JIeKapCTBEHHYIO (OpMy B €AMHUYHON /103€;
B YACTHOCTH, B CJIy4ae JIEKaPCTBEHHOW (POPMBI Al MHBEKLUUH TPENNOYTHTEIBHO, YTOOBI
AQHTUTEJIO COAEPKAJIOCh B KONIMYECTBE OT mpuMmepHo 5 no npumepno 300 mr u gpyrue
JeKapCTBeHHbIE (POPMBI HAXOIMWIMCH B KOJHUecTBe OT npuMepHo 10 no mpumepro 300 mr.

TepanesTH4YecKoe NPUMEHEHHE AHTHTEJI

[0165] AHTuTENna mno HacTOsIIEMY HW300pPETEHUIO TMONIE3Hbl Ui JICYEHHs H/WIIH

npoduIakTUKA 3a00I€BaHUs WJIM PACCTPOICTBA, WIJIM COCTOSIHMSA, acconuupoBaHHOro ¢ NPR1,
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w/wmm 1st oOJerdeHusl MO MEHbLIeH Mepe OJHOrO CHMIITOMA, aCCOLMHUPOBAHHOTO C TaKUM
3a00neBaHNEM, PACCTPOMCTBOM HWJIM COCTOSHHEM. B HEKOTOpPBIX BapuUaHTaX OCYLIECTBIICHHS
AHTUTEJIO WJIM €ro AHTUTCHCBS3BIBAIOIIMN (PparMeHT MO M300PETEeHHI0 MOXKHO BBOJIUTH B
TEpaNeBTHUECKOW J103€ TMalueHTy ¢ 3a0oleBaHHeM, pPacCTPOMCTBOM MM COCTOSIHHEM,
accouuupoBanHbiM ¢ NPR1.

[0166] B HekOoTOpbIX BapuaHTaX OCYIIECTBJIEHUS AHTUTENa IO HACTOSIIEMY
N300pETeHUIO MOJIE3HbI ISl JICUSHUs] WK PO MIIAKTHKH 10 MEHbIIEH Mepe OZHOTO CUMITOMA
win npusHaka NPR1-acconmmupoBaHHOro 3a0oneBaHUs MM PacCTPOICTBA, BBIOPAHHOTO W3
TPYIIbIL, COCTOSAIIEH W3 TUNEPTOHUM, CEePACYHON HENOCTATOUYHOCTU, OXKHUPEHUS, MOYE€YHOMH
HEJIOCTATOYHOCTH, XPOHHYECKOTO 3a00JieBaHUs TOYEK, OTeKa JKENTOro IATHA, TIJIAyKOMBbI,
UHCYJIbTa, 3a00JeBaHUsl JIETKUX, (puOpo3a JIerkux, BOCHAJECHUs, aCTMbl, HAPYIIEHHUS POCTa
CKeJeTa, epeioMoB KOCTel, nuadera 1 paka.

[0167] B HacTosileM OMUCAHWUU TaKXkKe MPEeIyCMOTPEHO MPUMEHEHHe OIHOTO Win Ooee
aHTUTEJI 10 HACTOALIEMY H300pETEeHHI0O B NPOPWIAKTHYECKUX LEsIX CyOBeKTamu,
NOABEPKEHHBIMH pHUCKY pa3BuTusi NPR 1-accormmpoBanHOro 3a00eBaHUs HIIH PACCTPONCTBA.

[0168] B omHOM M3 BapHaHTOB OCYIIECTBIICHUS] HACTOSIIETO M300PETEHHsI aHTUTENA T10
HACTOSIIEMY HM300PETEHHIO MPUMEHSIOT U M3TOTOBIEHHS (hapMalleBTUYECKOH KOMITO3HIIUU
WIN JIEKapCTBEHHOTO CPEACTBA ISl JIEUEHHUs MAlMEeHTOB, CTPAaNAIoIINUX 3a00JeBaHUEM,
paccTpONCTBOM HJIM COCTOSIHMEM, PAacKpbITBIM B HACTOSLIEM ONuUcaHuu. B npyrom BapuaHTe
OCYIIECTBIIEHUs] HM300pETEeHHMs AaHTUTENa IO HACTOSINEMY M300PETEeHHI0 HCIIONB3YIOTCS B
Ka4eCTBe JTOTMOJHUTENBHON Tepanuy ¢ JIOOBIM IPYTUM areHTOM HJIN JIF0OOH Apyroit tepanuei,
M3BECTHOHM CIIEI[MAaUCTaM B JaHHON OOJacTH M TOJIE3HOW AJIs JIeYeHUs MM OOJerdeHus
3a00neBaHMsl, PACCTPONCTBA MM COCTOSTHUS, PACKPBITOTO B HACTOSIIEM OIHCAHUU.

Kom0unuposannas Tepanus

[0169] KomOuHupoBaHHast Tepamus MOXET BKJIOUaTh AHTHUTENO MO H300PETeHUIO U
mo00e  OMOSHUTEIbHOE TEPANeBTHUECKOE CPENCTBO, KOTOpOe MOXKHO 3P QeKTHBHO
KOMOMHHUPOBATh C AHTUTEJIOM MO M300PETEHUI0 WU ¢ OMOJOrMYeCKH aKTHBHBIM (PParMEeHTOM
aHTHTENA N0 U300PETEHUIO. AHTHTENA MO HACTOALIEMY M300PETEHHIO MOXKHO CHHEPTeTHYECKU
KOMOMHHUPOBATh C ONHUM MK Oojiee JIEKAPCTBEHHBIMH CPENCTBAMHM WJIM BHIAMH TEPaIlvy,
ucnoypdyembiMu TSt Jiedenust NPR1-accomumpoBaHHOro 3a0ojieBaHUsST WM paccTpoiicTsa. B
HEKOTOPBIX BApUAHTAX OCYIIECTBJICHHUS aHTHUTENA IO M300PETEHHI0O MOKHO KOMOMHHPOBAThH CO
BTOPBIM TE€PAIEBTUYECKUM ar€HTOM Il O0JIEr4eHUs] OHOTO WK 00Jiee CHMIITOMOB YKa3aHHOTO
3a00NI€BaHMS WJIH COCTOSIHUSI.

[0170] B 3aBucumMocTH OT 3a0O0JIeBaHUS, PACCTPOHCTBA WJIM COCTOSIHHSI aHTHUTENA TIO
HACTOSIIEMY HM300PETEHHIO MOXKHO TMPHMEHSATh B KOMOWHAUMM C ORHMM Wiud Oolee
JOTIOJTHUTETBbHBIMA TEPANIeBTUYECKIMH areHTaMH, BKIJIIOYas, 0e3 OrpaHH4YeHHs, aHTarOHHCT
aNbIOCTEPOHA (HANpPUMeEp, SIUIEPEHOH, CIMPOHOJAKTOH), albda-anpeHodaokaTop (Hampumep,
nokca3o3uH,  (eHokcuOeHzamuH,  (EeHTOTaMMH, TPaA303UH, TEPa303MH), HUHTHOUTOP
anrnoteHsuHnpespamaromero ¢epmenra (ACE) (manpumep, OeHasempwii, KamTOIPHI,

SHananpui, (O3UHONPWI, JIU3UHONPHII, MOSKCHUIIPWUJ, NMEPUHIONPUI, KBUHAIPWI, PaMUIIPUIL,



48

TPANPUHIONPII,) aPTEPUONIPHBIN Ba3oAMIIATATOP (HAMPHUMEp, THApPAJIa3HH, MUHOKCHANI),
BEreTaTHBHbIM  TaHIVIMOHAPHBI  Basoamjaratop  (Hampumep, MeKaMHJIamMHH), Oerta-
anpeHoOokarop (anedyToJoN, aTeHONoN, OeTaKCOoo, OUCOIPOIION, KapBEAMIION, KapTeoJol,
3CMOJI0J, JIAOETOJION, METAIPOJION, HA0JO, TEeHOYTUPOJI, TTMHAOJION, MPOIPAHOIION, THMOJION),
CHUMIIATOJIUTUK, HCTOIIAIOLIMM 3amackl KaTexoJaMuHa (HampuMmep, Ne3epIHIUH, PE3EepIHH),
LIEHTPAJIbHBI arOHUCT  aibda-2-aIpeHopenenTopoB (HampuMep, KIOHUAMH, TyaHaOeHs,
ryaHngaryH, METHJIIONA), OJIOKATOP KaJIbIUEBbIX KAaHAJIOB (IMITHA3EM, BEpalaMill, aMJIOAUIIHH,
(denonunuH, WCPAAWNUH, HUKAIWIWH, HUPEAWIUH, HUCOJJAMIIUH), AUYPETHK (Hampumep,
OyMeTaHua, STaKpUHOBAsI KHCIOTa, (GypoceaMusl, TOPCEMHUN, XJIOPTHUA3UA, TUAPOXIOPOTHAZHI,
ruapoQIyMTHA3UA, METUKJIOTHA3HI, NOJUTHA3UA, XJIOPTAIUAOH, HWHIANAMUA, METOJA30H),
UHTUOUTOp peHWHa (HampUMep, QJIHCKUPEH), AaHTHUKOATYJSIHT (Hampumep, KyMapauH,
naburarpaH, anukcabaH), aHTHTPOMOOLIMTAPHBIN areHT (HampuMep, aclUpPUH, KJIOMHIOTPEb),
areHT, CHIDKAIOLINHA ypOBEHb XonecTepuHa (Hanpumep, cratiuH, PCSK9 uHrnourop, Takon Kak
anupokymald), Ba3onwiIaTop (HampuUMep, MHUHOKCHIWI, THAPANA3WH, HHUTPAThI), IUTHTAIHC,
XUpyprus (HarmpuMep, aHIHOIUIACTHKA, KOPOHAPHOE IIYHTUPOBAHHUE, TPAHCIUIAHTALMS CEpALA),
UMIUTAaHTHPYEMOE YCTPONCTBO (HampuMep, 3aMeHa Kilanana, Ae(GpuOpuiuiaTop, BCIIOMOTraTelbHOE
YCTPOWCTBO  JIEBOTO  JKENYAOYKA, KaAPIAUOCTUMYJSITOpP), MPOTHBOOMYXOJEBYIO  TEPAIUIO
(HarpuMep, XUMHOTEPAIeBTUYECKOE CPENCTBO, XUPYPIUYECKOE BMEINATENbCTBO, OOJyYEHHE,
uHruourop PD-1), wunHcymuH, aronmct GLP1 (mampumep, »3KCeHaTHX, JHPATIyTHI,
JMKCUCEHATH, aNbOUIIYyTHI, AYJArJIyTHI, CEeMariayTHXx), MeT(QOPMUH, AMAIH3, CTHMYJSATOP
KOCTHOT'O MO3Ta, reMopuiIbTpanus, H3MeHeHne o0pasa KU3HHU U MuIleBas 100aBKa.

[0171] Mcnonb3yeMblil B HACTOSIILIEM OIUCAHUU TEPMHH «B KOMOMHAIIMHU C» O3HAYAET,
YTO JIOTIOJIHUTENbHBIH TEpaneBTUUECKH AaKTHUBHBIM KOMIIOHEHT(bI) MOXXHO BBOJUTH IO,
OJHOBPEMEHHO WU Tocyie BBereHHs: aHTU-NPR1 anTuTena mo Hacrosimemy H300pETeHHIO.
TepmuH «B KOMOMHAIMU C» TAK)KE BKIIFOUAET MOCIIEAOBATEIBHOE WIIN OJHOBPEMEHHOE BBEICHHE
antu-NPR1 antutena u BTOporo TepaneBTUYECKOrO areHTa.

[0172] JlOomOJIHUTENbHBIA TEPANeBTUYECKU AKTHBHBIA KOMIIOHEHT(bI) MOXXHO BBOIHUTH
cyobekty no BBeneHusi aHTH-NPRI1 antuTena mo Hacrosmemy wu3oOperenuto. Hampumep,
NEepPBBIi KOMIIOHEHT MOKHO CYHMTaTh BBEIEHHBIM «JI0» BTOPOrO KOMIIOHEHTA, €CIH IepBbIi
KOMITOHEHT BBeJieH 3a 1 Henmenro, 72 vaca, 60 yacos, 48 yacos, 36 yacos, 24 4daca, 12 4acos, 6
4acoB, 5 4yacos, 4 yaca, 3 yaca, 2 4aca, 1 gac, 30 MuHyT Win MeHee yeM 30 MUHYT 10 BBEICHUS
BTOPOr0 KOMIIOHEHTAa. B Apyrux BapuaHTax OCYLIECTBJEHUS NTOMOJHUTEIbHBIN T€PaNeBTHYECKU
aKTHUBHBIN KOMITOHEHT(bI) MOXKHO BBOAUTH CyOBeKTy mociie BBeneHus: anTu-NPR1 anturtena no
HacrosimeMy wu300pereHno. Hampumep, mepBblii KOMIOHEHT MOXHO CYHTAThb BBEIEHHBIM
«TOCJe» BTOPOrO KOMIIOHEHTA, €CJIU MEePBBIM KOMIOHEHT BBeAeH yepe3 30 MunyT, 1 yac, 2 yaca,
3 yaca, 4 yaca, 5 yacoB, 6 4acoB, 12 qacos, 24 4daca, 36 4acos, 48 yacos, 60 4acos, 72 4yaca WIHu
Oonee mocne BBEAGHHS BTOPOTO KOMIIOHEHTa. B JApyrux BapwaHTax OCYLIECTBIICHHS
JOTIONTHUTENIBHBIN TEPANeBTUYECKH AKTUBHBIH KOMIIOHEHT(bI) MOXHO BBOJIUTH CYOBEKTY
onHOBpeMeHHO ¢ BBeneHueM aHTH-NPR1 aHTuTena mno Hacrosmemy HU300pETEHHIO.

«[TapannensHOE» BBeNEHHE M Lesell HACTOSINEro M300peTeHHs BKIJIIOYAET, HAIpPUMED,
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BBefieHue aHTU-NPR1 aHTHUTENa M AOMONHUTENBHOIO TEPANEBTUYECKH AKTUBHOIO KOMIIOHEHTa
CyObeKTy B OIHOH JIEKapCTBEHHOW (opMe WM B OTHENbHBIX JIEKAPCTBEHHBIX (opmax,
BBOJIUMBIX CYOBEKTY B mpenesax npuMepHo 30 MUHYT win MeHee. [Ipu BBeieHUH B OTJENbHBIX
JIEKapCTBEHHBIX (POpMax KaXKAyH0 JIEKAPCTBEHHYIO (OpPMY MOXKHO BBOIUTH OJHHM U TEM K€
nyreM (Hanpumep, kak aHTU-NPRI1 aHTuTeno, Tak M JOMOJHUTENBbHBIA TEpareBTHUYECKU
AKTHBHBI KOMIIOHEHT MOKHO BBOJUTH BHYTPHBEHHO W T.J1.), QJbTEPHATUBHO, KAKAYIO
JIEKapCTBEHHYIO (POPMY MOKHO BBOAUTH PasHbIMU NyTsiMH (Hampumep, antu-NPR1 anTHTeno
MOKHO BBOAHWTH BHYTPHUBEHHO, a JOIOJIHUTENbHBI TEpaneBTUYeCKH AKTUBHBIH KOMIIOHEHT
MOJKHO BBOAMTBH MEpOpaibHO). B mo0oM ciydae, «OOHOBPEMEHHBIM BBEICHHEM» JUIS LIeJei
HACTOSIIIEr0 H300peTEeHHsT CYMTAETCS BBEIEHHE KOMIIOHEHTOB B OJTHOM JIEKApCTBEHHOH (opme, B
OTIEJIbHBIX JIEKAPCTBEHHBIX (hOpMaxX OJHHM M TE€M K€ MYTEM WJIH B OTACJIbHBIX JIEKAPCTBEHHBIX
dbopmax pasHbiMH TyTsmu. Jis Lejeidl Hacrosimero u3o0OpereHuss BBeneHue aHTH-NPRI1
aHTHTENA «J10», KOOHOBPEMEHHO C» WM «IOCjie» (COrJIACHO OMPEAENICHHI0 3TUX TEPMHHOB,
NPEACTABICHHOM BBILIE B HACTOSILEM OIHMCAHMH) BBEAEHHSI AOMOJHHUTEIBHOTO TEPANIeBTHYECKH
aKTUBHOTO KOMIIOHEHTa Cle[lyeT paccMarpuBaTh Kak BBefeHue aHTU-NPR1 anturena «s
KOMOWHAIIMH C» IOTIOTHUTENbHBIM TEPATIEBTUYECKH AKTUBHBIM KOMIIOHEHTOM.

[0173] Hacrosimee nzobpereHne BKIOYaeT (papmManeBTUIECKUe KOMIIO3ULINH, B KOTOPBIX
anTu-NPR1 aHTHTENO MO HACTOSIIIEMY M300PETEHUIO MPUTOTOBJICHO B OJHOM COCTaBE C OTHUM
wii OoJyiee JONMOJHHUTENbHBIMUA TEPANEBTUYECKH AKTUBHBIMUA KOMIIOHEHTAMH, KaK OIHMCAHO B
IPYTOM MECTE€ B HACTOSAILEM IOKYMEHTE.

JlnarHocTu4yeckoe NpuMeHEeHHe AHTHTEJI

[0174] AwnTtHTena mo HACTOALIEMY HW300PETEHUI0 MOXKHO HCIOJb30BAaTh IS
oOHapy>xeHuss w/mnu usMepeHuss NPR1 B oOpasue, Hampumep, B JUArHOCTHYECKUX LIEJISX.
Hexoropsle BapuaHThl OCYINECTBIEHHUS IMPEAyCMaTPUBAIOT IPUMEHEHHE OJHOro mim Oonee
AaHTUTE] 10 HACTOsIeMy M300peTeHur0 B  aHamm3ax s oOHapykeHus NPRI-
aCCOLIMMPOBAHHOTO 3a00JeBaHUsI WJIM PACCTpoiicTBa. MIUTIOCTpaTHBHBIE JHATHOCTHYECKUE
aHamu3bl HAa NPR1 MoryT BKJIIOYAaTh, HampUMep, KOHTAKTHPOBaHUE 00paslia, MOJIY4YEeHHOrO OT
nauueHTa, ¢ aHTU-NPR1 anTutenom mo wm3oOperenmto, rme antu-NPR1 antuteno merst
NETEKTUPYEMOM METKOM WM pPEenopTEepHOM MOJEKYJIOW WIM MCHOJAB3YIOT B KAaueCTBe
3aXBaTBIBAIOIIETO JIMTaHAA AJIsi celekTUBHOro BbineneHuss NPR1 u3 oOpasuoB nmaumeHToB. B
Ka4yecTBe aJbTepHATUBbI B JUATHOCTHUYECKUX LeNsx HeMedeHoe aHTU-NPR1 antureno mokno
UCTIONB30BaTh B KOMOMHAIIMM CO BTOPHUYHBIM AHTHUTEJIOM, KOTOpPOE caMo Mo cede sBJIeTCS
NETeKTUpyeMOll MeTkou. JlerexkTupyemMas MeTKa WJIM PENOpTEpHas MOJEKYJa MOKET
NPEACTABISTh COOOH PaMON30TOI, TAKOH Kak *H, "C, **P, S wmm 7L ¢yopecueHTHbIH 1N
XEMIJTFOMUHECLIEHTHBIH (PparMeHT, Takol Kak (IyopecLenHU30THOLNAHAT WIH POJAMHH, HIIH
dbepMmeHT, Takoil kak mmenodHas ¢ocdaraza, P-rajsakTo3mmaza, MEPOKCHUAA3a XPeHa WIH
moimpepasa. KoHKpeTHbIE WILTFOCTPATHBHBIE AHAJHM3bI, KOTOPbIE MOKHO HCIOJB30BATH MJIS
oOHapyxeHnss wiau  u3MepeHuss NPR1 B ofOpasume, BkmodaroT  TBepAodasHbIA
ummyHopepmenTHbiii aHanu3 (ELISA), pamnonMmmynoananu3 (RIA) u copTUpPOBKY KIETOK ¢

axtuBauuei guyopecueruun (FACS).
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[0175] Obpasupbl, KOTOPbIE MOKHO UCTIOIB30BATh B IUATHOCTUYECKNX aHaimm3ax Ha NPR1
10 HACTOSALIEMY M300PETEHHIO, BKIIOYAIOT JIF000H 00pasell TKaH! WUJIH JKUIAKOCTH, MOJTYYEeHHBIH
OT TAlMeHTa, KOTOPbIM COMEPXKUT JeTeKThpyemble konuuecTBa Oenka NPRI1 wumm ero
(¢parMeHTOB B HOPMaJbHOM WJIM IIATOJOTMYECKOM cocTosHuu. Kak mnpasuno, nans
NEePBOHAYAJIBHOTO OIpeneeHs HCXOAHOro miu craHaaptHoro ypoBHa NPRI1 wusmepstor
ypoBHH Oesika NPR1 B KOHKpeTHOM 00pasiie, MOJIy4eHHOM OT 3JOPOBOr0 MalKeHTa (Harmpumep,
nanueHTa, He crpanaromero NPR1-accormmupoBanHbiM 3a00neBaHeM). 3aTeéM 3TOT HCXOIHBIN
ypoBerb NPR1 moxHO cpaBHUTH ¢ ypoBHsiMU NPR1, nusamepeHHbIMU B 00pasnax, MoJy4eHHbIX
OT Jull ¢ mojo3peHrneM Ha Hajmuuue NPR1-acconmmpoBaHHOrO COCTOSHUS WJIM CHMITOMOB,
CBSI3aHHBIX C TAKUM COCTOSIHHEM.

[0176] AnTuTena, cnienuduunbie k Oenky NPR1, MoryT He comepaTh JOMOJIHUTETbHBIX
METOK I (PParMeHTOB, WJIM MOTYT coieparb N-KOHLEBYI0 Wid C-KOHLEBYIO METKY WU
¢parmeHT. B 0HOM M3 BapHAaHTOB OCYLIECTBICHHUS METKA MK (PparMeHT MPeACTaBISIOT cOO0H
OnotnH. B aHanm3e CBS3bIBAHHMA PACIOJOXKEHHE METKH (€CIM TakoBas HMEETCS]) MOKET
OTpeAeNsATh OPUEHTALMIO NMEeNTHAAa OTHOCUTENbHO MOBEPXHOCTH, Ha KOTOPOH CBf3aH MENTU.
Hamnpumep, ecii moBepXHOCTh MOKPBITA ABUIMHOM, MENTHA, CoaepKamuii N-KOHIEBOW OUOTHH,
Oyzmer OpueHTHPOBaH TakUM 00pa3oM, uTo C-KOHLEBOH y4acTOK mentuaa OyneT pacronaratbes
JUCTaJIbHEE TIOBEPXHOCTH.

INPUMEPBI

[0177] IlpuBeneHHble HMIKE MpUMEpPbl MPUBEAEHBI C LENbIO IPENOCTABICHUS
CIEeLMAINCTAaM B JAHHOM OONACTH TEXHHMKH IIOJHOTO PACKPBITUS WU ONHCAHUS TOro, Kak
pa3padoTaTh U MPUMEHHUTH CIOCOOBI M KOMITO3UIMU IO HACTOALIEMY H300pETEeHHI0, W He
NpefHa3Ha4YeHbl JUIl OrpaHuyYeHHs oObema Hacrosiuiero nzodpereHus. HecMoTpss Ha TO, 4TO
OBUTH TIPENNPUHSTHI BCE YCHIIHSI JIs1 0O0ECIeueHHs] TOUHOCTH MCIOIb3YEMbIX YHCelN (HarpuMep,
KOJIMYECTBA,  TEMIeparypbl H  T.J.), CJIEAyeT  VYUTBIBATb  HAJW4YHe  HEKOTOPBIX
SKCIIEPUMEHTAJIbHBIX OMHUOOK W OTKJIOHeHWH. Eciu He yka3aHO WHOE, YacTH SIBJISIOTCS
MacCOBBIMU HAaCTSIMH, MOJIEKYJISIPHAST Macca MpPEACTaBIsieT COOOHM CPEIHIO MOJIEKYJSIPHYIO
Maccy, TemrepaTypa AaHa B rpanycax Llenbcusi, KOMHaTHas TeMIiepaTypa COCTaBJIsIeT IPUMEPHO
25°C, u naBneHue paBHO WU OJTU3KO K aTMOC(hepHOMY.

IIpumep 1: Co3naHue 4yesoBeveCKHX AHTHUTE] K peLleNTOPY HATPHHYPETHYECKOIo
nentuga 1 (NPR1)

[0178] Uenoseueckue antutena k Oenky NPR1  momywamn y  mblmei
VELOCIMMUNE®, conepxamux JIHK, xomupyromyro BapuabelbHble OOJIACTH TSDKENOH |
Kalma-Jerkoi [enu HMMYHOTJIoOyJanHa 4enoBeka. Mbenueld wuvmmyHusuposamn JIHK
yenosedeckoro NPR1 u wmpimnnHoro ANP nmytem rugponunHamudeckod gocrasku JIHK wu
CTHUMYJIUPOBAJIM BHEKJIETOYHBIM JOMEHOM denoBeueckoro Oemka NPR1 B kommiekce ¢
MbIIHBIM ANP.

[0179] WMMyHHBIE OTBET aHTUTEN KOHTponupoBaiu ¢ nomouipto  NPRI-
cneun(puyeckoro MMMyHoaHaim3a. llpu poctmkeHnn TpeOyeMOro HMMMYHHOIO OTBETa

CINNICHOIIUTDI c061/1pam/1 U BBIMOJHSJIA CJIHUSHHE C KJIETKAMH MBIIIHHON MHEJIOMBI JJIA
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COXpaHEHHs HX OJKH3HECIOCOOHOCTH U 00pa30BaHUS THOPUAOMHBIX KJIETOYHBIX JIMHHH.
I'nOpunoMHbIE KIETOYHbIE JHMHUM TOABEPINIM CKPUHUHIY M OTOMpalNH Ui HUACHTU(UKALUH
KJIETOYHBbIE JIMHUY, KOTopble mnpoayuupyoT NPRI-cnemuduueckune anturena. Kierounsie
JVHUU MCIIONB30BANM JUIA TOJY4EHHs HECKOJbKUX xuMepHbIXx aHTH-NPR1 anturen (t.e.
aHTUTEJN, COMAEP’KAIIMX dYeJOBeUeCkue BapHuadeNbHble TOMEHbl U MBIIIHUHBIE KOHCTAHTHBIE
JIOMEHBI).

[0180] Antu-NPR1 anTHTENna Takke BBbIIESUIM HEMOCPEACTBEHHO W3 aHTHUIEH-
MIOJIOXKUTEJIBHBIX B-KJI€TOK MbIIIN O3 CIUSHUS ¢ KJIETKAMU MHEJIOMBI, KaK OMUCAHO B MaTEHTE
CIIIA 7582298, xOTOpBI CreuanbHO BKIKOYEH B HACTOSIIEE OMHCAHHME MOCPEICTBOM CChUIKU
BO BCeH CBOeHW mnonHOTe. McCnonp3yss 3TOT METOA, NOJAy4Yald HECKOJbKO IOJHOCTBHIO
yenoBedecknx aHTH-NPR1 aHTHTENn (T.e. aHTUTEN, MUMEIOIUX YeJIOBEUECKHEe BapHadebHbIe
JIOMEHBI U YE€JIOBEUECKNE KOHCTAHTHBIE TOMEHBI).

[0181] HMnmrocTpaTHBHBIE AaHTHUTENA, IOJYYEHHbIE OIMCAHHBIM BBIIE CIIOCOOOM,
obo3Havamu kak mAb22033, mAb22035, mAb22805, mAb22809, mAb22810, mAb25479,
mAb25491, mAb25497, mAb25498, mAb25502, mAb25508 u mAb25545.

[0182] buonoruueckne CBONCTBA WJUIFOCTPATHBHBIX AHTUTEN, TOJYYEHHBIX B
COOTBETCTBHH CO CIoco0aMH 3TOro MpuMepa, MOAPOOHO OMHCAHBI B NMpPUMEPaX, M3JIOKEHHBIX
HUXKE.

IIpumep 2: AMHHOKHCJIOTHBIE M  HYKJEOTHIHbIE IOCJeJ0BATEIbHOCTH
Bapuale/IbHBIX 00J1aCTel TSXKEJIOH H JIerKoil nemneu

[0183] B Tabnmume 1 mpencraBieHbl  MAEHTH(QHUKATOPbl  aAMUHOKHCIOTHBIX
nocJenoBaTeNbHOCTEN BapuadenbHbIX oOnacTell Tskenoi u serkoi neneil 1 CDR BeIOpaHHBIX
antu-NPR1 anTHTeEN M0 M300peTeHu 0.

Tabuauna 1: HaeHTHPHUKATOPBI AMHHOKHCJIOTHOI MOCJIEA0BATEIbHOCTH

SEQ ID NO:
O6o3nauenne | HCV | HCDR | HCDR | HCD LCDR
LCVR | LCDR1 | LCDR2

aHTHUTEJIA R 1 2 R3 3
mAb22033 2 4 6 8 10 12 14 16
mAb22035 18 20 22 24 26 28 30 32
mAb22805 34 36 38 40 42 44 46 48
mAb22809 50 52 54 56 58 60 62 64
mAb22810 66 68 70 72 74 76 78 80
mAb25479 82 84 86 88 90 92 94 96
mAb25491 98 100 102 104 106 108 110 112
mAb25497 114 116 118 120 122 124 126 128
mAb25498 130 132 134 136 138 140 142 144
mAb25502 146 148 150 152 154 156 158 160
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mAb25508 162 164 166 168 170 172 174 176
mAb25545 178 180 182 184 186 188 190 192

[0184] HMpneHTuduKaTopsl COOTBETCTBYIOIIUX IIOCIENOBATEIBHOCTEH HYKJIEHHOBBIX
KUCJIOT MPENCTaBIIEHbI B TAONULE 2.
Tabnuua 2: UapeHTHHUKATOPBI MOCAEI0BATEIbHOCTEH HYKJIEHHOBBIX KHCJIOT

SEQ ID NO:

O06o3HaueHue HCDR | HCDR | HCDR | LCV | LCD | LCD | LCD
AHTHTEJA HEVR 1 2 3 R R1 R2 R3
mAb22033 1 3 5 7 9 11 13 15
mAb22035 17 19 21 23 25 27 29 31
mAb22805 33 35 37 39 41 43 45 47
mAb22809 49 51 53 55 57 59 61 63
mAb22810 65 67 69 71 73 75 77 79
mAb25479 81 83 85 87 89 91 93 95
mAb25491 97 99 101 103 105 107 109 111
mAb25497 113 115 117 119 121 123 125 127
mAb25498 129 131 133 135 137 139 141 143
mAb25502 145 147 149 151 153 155 157 159
mAb25508 161 163 165 167 169 171 173 175
mAb25545 177 179 181 183 185 187 189 191

[0185] IIpencraBieHHbIe B HACTOSLIEM OIUCAHUU AHTUTENA OOBIYHO UMEIOT MOJHOCTHIO
yejoBeueckre BapuabenbHble 00JaCTH, HO MOTYT UMEThb KOHCTaHTHbIE OOJIACTH 4YeIOBEeKa MU
mbin. Kak OyneT mOHATHO CHEUANCTy B JAHHOM 00JIAaCTH, aHTHTEJNO, UMEIOIee KOHKPETHBIH
u3otun Fc-nomena, MoxkeT ObITh MpeoOpa3oBaHO B AHTUTENO C APYTHM H30TUIIOM Fc-momeHa
(Harmpumep, antureno ¢ Fc-nomernom meimmaoro IgG1 moxker ObITh peoOpa3oBaHO B AHTUTEINO
¢ yenoseuecknM IgG4 u T.1.), HO B M000M ciydae BapuadenbHble noMeHbl (Bkirodas CDR),
KOTOpble 0003HAYEHbI YUCIOBBIMU HIEHTH()HUKATOPAMH, MTOKA3aHHBIMHU B Ta0JHLE 2, OCTAIOTCS
TAKUMHU K€, U O’KUJIAETCs, YTO CBOWCTBA CBSI3bIBAHUS C AHTUTCHOM OyIyT MACHTUYHBIMH HIIH 110
CYLIECTBY HJIEHTUYHBIMU HE3aBHCUMO OT mpuponbl Fc-momena. B HekoTOopbIX BapHuaHTax
OCYILIECTBIIEHHsI BbIOpaHHBIE aHTUTENa ¢ Fc-momeHoM wmbimmHoro IgGl mpeoOpasyroT B
anturena ¢ Fc-nomenom uyenosedeckoro IgG4. B ogHoM u3 BapuaHTOB ocyluecTBieHust Fc-
noveH IgG4 comepxur 2 wiam Oojee aMHHOKHCIOTHBIE 3aMeHbl, Kak omucano B US
20100331527. B onmHoM wu3 BapuaHToB ocyuiecTBieHuss Fc-gomen uenoseueckoro IgG4
COIEPKUT MYyTAalMIO CEpPHHA B NPOJUH B LIapHUpHOW obmactu (S108P), uro cmocobcrByer
crabmm3anuu numepa. Ecinu He yka3aHO MHOE, BCE aHTUTENA, UCIIONb3yeMble B NPHUBEIESHHBIX
HIDKE IIpUMepax, CofepskaT n3oTun 4yenosedeckoro IgG4.

KoHTpo/ibHBIe KOHCTPYKLIHH, HCNIOJIb3yeMble B IPUMEPaX HHKe
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[0186] dns ueneil cpaBHEHUs B MPUBEAEHHBbIE B HACTOSIIEE OMUCAHUE SKCIIEPUMEHTHI

BKJIFOUEHA CJIeyromas KOHTposbHas koHCTpykuus (aHTu-NPR1 anrurena): «Kommapartop 1»,

MOHOKJIOHAJIbHOE aHTUTEeN0 K uenoBeueckomy NPRI, umeromee nocnenosarenpHocTH Vi/Vy
anturena «mAb5591» cormacuo marenty CIIIA Ne 20120114659 (Morphosys).

Ilpumep 3: CpsasbiBanue antuTed ¢ NPR1, onpeasenenHoe Meroaom
NMOBEPXHOCTHOI0 MJIA3MOHHOI0 Pe30HAHCA.

IIpouenypa npoBeneHus: SKCIepuMeHTa

[0187] Koncranty paBHoBecHO# nuccouunarmu (Kp) s pasnuunbix peareHToB NPR1,
KOTOpPbIE CBSI3BIBAIOTCS C OYMIICHHBIMH MOHOKJOHAJIbHbIMUA aHTH-NPR1 anTurenamu (mAb),
ompeneNsiv ¢ nomMouso Ouocencopa Biacore 4000 MeTOIOM MOBEPXHOCTHOTO TMJIA3MOHHOTO
pe30HaHCa B peajbHOM BPEMEHHU. Bce SKCIepuMEHTHI MO CBSI3bIBAHHMIO MPOBOAMIIHN B pabouem
oydepe 10 MM HEPES, 150 mM NaCl, 3 MM EDTA u 0,05% 06./06. mOBepXHOCTHO-aKTUBHOTO
BemectBa TBuH-20, pH 7,4 (HBS-ET) npu 25°C u 37°C. IloBepXHOCTb CEHCOPHOIO HHWIa
Biacore CMS5 cHavana aepuBaTH3MPOBAIU IMyTEM HMMOOWIM3ALMK MO aMHHOTPyMIE JUOO
MBIIIMHBIX aHTUTEN K dYenosedeckomy Fc (GE Healthcare, # BR100839), nubo ko3pmux
MOJIUKJIOHAJTBHBIX aHTUTENl K denoBedeckoMy Fcy (Jackson ImmunoResearch Laboratories, #
BR-1008-39) nnsa 3axBara anTu-NPR1 mAb. DkcrnepumMeHTBl MO CBA3BIBAHUIO BbINOJIHSIIN,
UCIIOJNIB3Ysl BHEKJIETOUHbIH omeH uernoBeueckoro NPR1, skcnpeccupyemsbiii ¢ C-KOHLEBBIM
myc-myc-rekcaructuanaoM (hNPR1-MMH) (SEQ ID NO: 194), sHeknerounsiii nomen NPR1
o0e3bsiHbl, 3Kcrpeccupyembiii ¢ C-koHLEBBIM myc-myc-rekcaructuanioM (mfNPR1-MMH)
(SEQ ID NO: 195), Bueknerounbiii joMmeH NPRI1 wmbimu, sxcnpeccupyemslii ¢ C-KOHIEBBIM
myc-myc-rekcaructuanaoM (mNPR1-MMH) (SEQ ID NO: 196), ueknerounsiii nomeH NPR1
yesoBeka, skcnpeccupyemblil ¢ C-koHueBbM IgG2a mpimmu (hNPR1-mFc) (SEQ ID NO: 197),
BHeksieTouHblli oMeH NPR1 o0e3psiabl, skcnpeccupyemblii ¢ C-xonuebiM IgG2a mbim
(mfNPR1-mFc) (SEQ ID NO: 198), BHekneTounbiii tomen NPR1 Mbliu, sKcripeccupyemblii ¢
C-xonnesbiM IgG2a meimmu (MNPR1-mFc) (SEQ ID NO: 199), hNPR1-mFc+hANP, hNPR1-
mFc+hBNP, mfNPRI1-mFc+hANP, mfNPR1-mFc+hBNP, mNPRI1-mFc+mANP, mNPRI1-
mFc+mBNP. Pasubie konuentpammu hNPR1-MMH, mfNPR1-MMH (100 uM-3,7 HM, 3-
KpaTHOe cepuiiHOe pa3BeneHue; win 100 HM-6,25 HM, 4-kpaTHoe cepuiiHOe pa3BeIeHHE),
hNPR1-mFc, mfNPR1.mFc (100 HM-1,56 HM, 4-kpatHoe cepuiiHoe pa3senenue; wiu 100 HM-
3,7 HM, 3-kpatHoe cepuiinoe passenenue); mNPR1.mmh (100 akM), hNPR1-mFc nam mfNPR1-
mFc B kommnekce ¢ hANP wim hBNP ¢ 10-kpaTtHo#i koHnenTpauueit (100 HM, 25 HM, 6,25 eM
win 100 HM-3,7 HM, 3-kpatHoe cepuitHoe pasenerne), mNPR1.mFc B kommekce ¢ mANP
wi mBNP ¢ 10-kpatHoii koHuentpauueit (100 #M, 25 aM mm 100 HM-3,7 HM, 3-kpaTHOe
ceputinoe passenenne) win hNPR1-hFc waum hNPR1-hFc B kommuekce ¢ hANP ¢ 10-kpaTHoii
koHueHtpanueit (100 HM-6,25 HM, 4-kpaTHOe cepuiiHOe pa3BeIeHHE), NMPUTOTOBJICHHbIC B
pabouem Oypepe HBS-ET, BBoamn B TedeHne 4 MUHYT IPpU CKOPOCTH MOTOKA 30 MKJI/MUH, TIpU
3TOM JUcconuannio mADb, cBs3aHHOTO ¢ pasnuyHbIMH peareHTamu NPR1, xoHTponuposamu B
teyeHue 10 muHyT B padouem Oydpepe HBS-ET. B koHIle Kak0ro LKA TOBEPXHOCTh 3aXBaTa

NPR1 mAb perenepupoBanu, ucnonbsyst audo 10-cexkynanyro uabekmmo 20 MM docdoproit
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KHUCJIOTBI Ul MBIIIUHBIX aHTU-ueloBedeckux Fc-crermduunpix mAb, nubdo 40-cekyHIHYHO
uHbekuio 10 MM rimiuna, HCL, pH=1,5, ny1s k03pux anTu-venoBeueckux Fcy-cnennduueckux
NOJIMKJIOHAJIBHBIX aHTHTEN, Jnbo aBe uHbekunu 10 MM Gly, pH=1,5, B Teuenne 1 MUHYyTHI
Cxopoctb accoumammu (k,) u ckopocts auccoumanuu (kq) ompenensnyn myTeM MOATOHKU
CEHCOTpaMM CBsI3bIBAaHUSI B PEaJbHOM BPEMEHU K MOAENN CBs3biBaHMA 1:1 ¢ orpaHudeHuem
MacCcoIepeHoca ¢ MOMOIIBI MPOrpaMMHOrO obOecredeHus Ui MOCTpOoeHust KpuBoil Scrubber
2.0c. PaBHOBECHYIO KOHCTAaHTy auccouuanuu ans cesiseiBanus (Kp) u mepuon mosypacnana 3a
CUeT IUCCOoLrannH (tY2) pacCUUTBIBAIN U3 KUHETHYECKUX CKOPOCTEH CIEAYIOINM 00pa3om:
Kp (M) = (ka/ky,) u t¥2 (Mun) = In(2)/(60¥kq)

TlonyyeHHbIE PE3VIILTATHI

[0188] ITapameTpbl KWHETHKH CBSI3bIBAHHS IJsl pasauuHbix OenkoB NPR1, kortopsie
CBSI3BIBAIOTCS ¢ BbIOpaHHBIMU aHTU-NPR1 anTuTenamu mo uszobperenutro mpu 25°C u 37°C,
NoKa3aHbl B Tabyumax ¢ 3 mo 26.

[0189] Tab6auua 3: IlapaMeTpbl KUHETHKHU CBsI3bIiBaHuA AJs1 cBa3biBaHuss hNPR1-

MMH ¢ anTu-NPR1 monokI0HATBHBIMH aHTHTENaMHu nipu 25°C

YpoBeHb
100 1M
3axBadyeHHbIE 3axBarTa t%
cesizannor | Kk, (1/Mc) kq (1/¢) KD (M)
mAb mAb (MuH)
0 Ag (RU)
(RU)
mAb22033 377+0,9 30 8,55E+03 | 4,06E-04 | 4,75E-08 28.4
mAb22035 368 £ 0,6 210 2,03E+05 | 1,50E-04 | 7,38E-10 77.3
mAb22805 356+ 0,7 0 NB® NB® NB” NB®
mAb22809 359+ 1,1 0 NB® NB® NB” NB®
mAb22810 386+ 3,8 1 NB® NB® NB” NB®
mAb25479 338+ 1,2 16 1.40E+04 | 6,73E-03 | 4,82E-07 1,7
mAb25491 275+0,9 37 2,62E+04 | 9,83E-04 | 3,76E-08 11,7
mAb25497 314+ 0,6 22 3,17E+04 | 1,67E-03 | 5,27E-08 6,9
mAb25498 325+0,8 68 225E+04 | 1,82E-03 | 8,10E-08 6,3
mAb25502 349+23 2 NB® NB* NB* NB®
mAb25508 206 + 1 192 432E+05 | 1,34E-04 | 3,09E-10 86,5
mAb25545 360+ 0,7 2 NB® NB® NB* NB®
IgG4

wsoTHnudecku | 315+0,7 1 NB® NB® NB* NB*

1 KOHTPOJIb

s O3Ha4a€T, 4YTO B TCEKYHMUX JKCICPHUMECHTAJbHBIX YCJIOBUAX CBA3BIBAHUE HE

Ha0JFOJAJIOCH

F
O3Ha4aeT, 4To HaOJI01aeMble TaHHBIE MO CBSA3BIBAHUIO HEMH(POPMATHUBHBI
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[0190] Tab6auua 4: IlapaMeTpbl KUHEeTHKHU CBsI3bIiBaHuA AJs1 cBsa3biBaHuss hNPR1-

MMH ¢ antu-NPR1 moHok10HAIBHBIMH aHTHTedamMu nipu 37°C

3axBayeHHbIe Yposens 100 M tV2
mAD 3axBata | cBsiza”HHor | kK, (1/Mc) kq (1/¢) KD (M) (s)
mAb (RU) | o Ag (RU)
mAb22033 473 +£2,1 52 6,03E+03 | 8,19E-04 | 1,36E-07 | 14,1
mAb22035 492 +23 284 2,40E+05 | 3,12E-04 | 1,30E-09 | 37,1
mAb22805 451 +2 1 NB® NB® NB® NB®
mAb22809 466 + 2 -1 NB® NB® NB® NB®
mAb22810 428 +12 1 NB® NB® NB® NB®
mAb25479 443 +4.5 16 2,28E+04 | 1,57E-02 | 6,89E-07 | 0,7
mAb25491 357+ 1.8 51 3,56E+04 | 4,53E-03 | 127E-07 | 2.5
mAb25497 402 +3 31 1,86E+04 | 2,58E-03 | 1,39E-07 | 4.5
mAb25498 418 +2.8 97 225E+04 | 4,15E-03 | 1,84E-07 | 2.8
mAb25502 452 +33 4 NB® NB® NB® NB®
mAb25508 397+2,1 252 4,53E+05 | 2,22E-04 | 4,90E-10 | 52,1
mAb25545 463+ 1,7 7 IC* IC* IC* IC*
IgG4
msotumueckuii | 417 3,1 3 NB* NB* NB* NB®
KOHTPOJIb
$ O3HA4Yac€T, YTO B TEKYIIHUX OKCICPUMCHTAJIbHBIX VYCJIOBUAX CBA3BIBAHUE HE
HaO0JIFO 1aJIOCh.

*
O3Ha4aeT, uTo HAOJIF01aeMble TAHHBIE TI0 CBSI3bIBAHUIO HEMH()OPMATHBHBI.

[0191] Tab6auua 5: [lapameTpbl KHHETHKH CBsI3bIBaHUA AJis cBsi3biBaHusi mfNPR1-

MMH ¢ anTu-NPR1 moHokI0HAIBHBIME aHTHTEaMu nipu 25°C

YpoBennb 100 sEM
3axBadeHHbIE t%
3axBara | cBsisaHHor | Kk, (1/Mc) kq (1/¢) KD (M)
mAb (MuH)
mAb (RU) | o Ag (RU)
mAb22033 376 £ 0,8 79 1,79E+04 | 2,91E-04 | 1,62E-08 | 39,6
mAb22035 368 +£0,8 245 426E+05 | 1,43E-04 | 3,36E-10 | 80,8
mAb22805 356+ 1,1 0 NB* NB* NB* NB®
mAb22809 359+0,9 0 NB* NB® NB® NB®
mAb22810 381+0,8 1 NB® NB* NB® NB®
mAb25479 338+0,5 41 2.77E+04 | 6,82E-03 | 2,46E-07 1,7
mAb25491 275+0,4 81 420E+04 | 1,28E-03 | 3,05E-08 9,0
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mAb25497 315+ 0,6 49 3,78E+04 | 2,26E-03 | 5,98E-08 | 5.1
mAb25498 327405 114 5,79E+04 | 1,58E-03 | 2,72E-08 | 7.3
mAb25502 350+0,9 3 NB® NB® NB® NB®
mAb25508 298 + 1,1 213 7,06E+05 | 1,32E-04 | 1,87E-10 | 87,5
mAb25545 360+ 0,5 4 IC* IC* IC* IC*
IgG4
wsoTunmaeckuii | 315 + 0,6 0 NB* NB* NB* NB*
KOHTPOJIb
$ O3Ha4daecT, 4YTO B TeKYH_II/IX BKCHepI/IMeHTaJ'IbeIX YCJ'IOBI/ISIX CBsA3BIBAHUEC HE
Ha0JIFO 1aJIOCh.

*
O3HA4aeT, uTo HAOJIFOTaeMble TaHHBIE TI0 CBSI3bIBAHUIO HEMH()OPMATHBHBL.

[0192] Tadauua 6: IllapaMeTpbl KHHeTUKH CBsi3bIBaHUA AJs cBsi3biBaHuss mfNPR1-

MMH ¢ anTu-NPR1 monokI0HABHBIME aHTHTENaMu nipu 37°C

3axBaueHHbIe Yposens 100 M t2
mAD 3axpata | cBsizaHHor | kK, (1/Mc) kq (1/¢) KD (M) (re)
mAb (RU) | o Ag (RU)
mAb22033 470+ 1,4 131 2,51E+04 | 6,97E-04 | 2,78E-08 | 16,6
mAb22035 490 + 1,3 319 5,32E+05 | 3,74E-04 | 7,02E-10 | 30,9
mAb22805 449 £ 1,3 3 NB® NB® NB® NB®
mAb22809 465 + 1 1 NB® NB® NB® NB®
mAb22810 426+ 1,1 0 NB® NB® NB® NB®
mAb25479 440 + 1,8 43 3,96E+04 | 1,42E-02 | 3,60E-07 0.8
mAb25491 353+1.2 106 5,83E+04 | 4,57E-03 | 7,84E-08 2,5
mAb25497 397+ 1.4 69 2,77E+04 | 3,84E-03 | 1,39E-07 3,0
mAb25498 414+ 1,7 151 7,07E+04 | 3,69E-03 | 5,21E-08 3,1
mAb25502 | 449+ 1,7 6 NB® NB® NB® NB®
mAb25508 394+ 1,1 275 7,82E+05 | 2,73E-04 | 3,49E-10 | 42,3
mAb25545 461 + 1 10 IC* IC* IC* IC*
IgG4
wsotnnuueckuit | 413 + 1,3 3 NB* NB* NB® NB®
KOHTPOJIb
3 O3Ha4acT, 4YTO B TeKYH_[I/IX BKCHepI/IMeHTaJ'IbeIX yc.]'IOBI/IﬂX CBsI3bIBAHUEC HEC
Ha0JIFO 1aJIOCh.

*
O3HA4aeT, 4TO HAOJFO1aeMble TaHHBIE 110 CBSI3bIBAHUIO HEMH()OPMATHBHBI.

[0193] Tabauua 7: IlapameTpbl KHHETHUKH CBSI3bIBaHMS AJis1 cBsi3biBaHusi mNPRI1-
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MMH c¢ anTu-NPR1 moHokI0HATBHBIMH aHTHTedaMu nipu 25°C
Yposennb 100 uM
3axBadyeHHbIE
Ab 3axBaTa csizanHoro | k, (1/Mc) | kq (1/¢) KD (M) tY2 (MuH)
m
mAb (RU) | Ag (RU)

mAb22033 376 £ 0,7 0 NB® NB® NB” NB®
mAb22035 368 £0,2 0 NB® NB® NB” NB®
mAb22805 358+ 1.9 0 NB® NB® NB® NB®
mAb22809 358 +£0.3 0 NB* NB* NB* NB®
mAb22810 378 £ 0.3 -1 NB* NB* NB* NB®
mAb25479 338+£1.2 0 NB* NB® NB® NB®
mAb25491 276 + 0,3 0 NB® NB* NB* NB®
mAb25497 315+0,1 0 NB* NB* NB* NB®
mAb25498 326+ 0,6 0 NB® NB® NB® NB®
mAb25502 349 + 0,7 0 NB® NB® NB* NB®
mAb25508 206+ 1,2 0 NB® NB® NB* NB®
mAb25545 359+0,1 0 NB® NB® NB® NB®

IgG4

w3oTummueckuii | 315+ 0,1 0 NB® NB* NB* NB*

KOHTPOJIb

$ O3Ha4acT, qyTO B TeI(yI_HI/IX BKCHepI/IMeHTaJ'IbeIX YCJ'IOBI/IHX CBs3bIBAHHUEC HEC

HaOJIFO 1aJIOCh.

P
O3HAYaeT, 4TO HaOJII0AaeMble JAaHHbIE TI0 CBA3BIBAHNIO HEMH(POPMATHBHBL
#
O3HAYaeT, YTO YCJIOBUS HE ObUIM MPOTECTUPOBAHBI.

[0194] Ta6auua 8: IlapameTpbl KHHETHUKH CBSI3bIBaHHS AJisi cBsisbiBaHusi mNPRI1-

MMH ¢ anTu-NPR1 moHok10HATBHBIMH aHTHTEaaMu nipu 37°C

Yposennb 100 uM
3axBauyeHHbIE ka
3aXBaTa | CBSI3AHHOIO kq (1/¢) KD (M) | t¥2 (mun)
mAb (1/Mc)

mAb (RU) | Ag (RU)
mAb22033 468 £ 0,6 1 NB® NB® NB® NB®
mAb22035 491 +0,9 1 NB® NB® NB* NB®
mAb22805 450+ 0,2 1 NB® NB® NB® NB®
mAb22809 466 + 0,1 0 NB® NB* NB® NB®
mAb22810 420+ 0,1 2 NB® NB® NB® NB®
mAb25479 438 +£0,2 1 NB® NB® NB® NB®
mAb25491 353+ 1,8 0 NB* NB* NB* NB®
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mAb25497 395+ 0,7 0 NB® NB® NB® NB®
mAb25498 413+0,2 0 NB® NB® NB® NB®
mAb25502 447+0,9 0 NB® NB® NB® NB®
mAb25508 392+0,3 0 NB® NB® NB® NB®
mAb25545 460 + 0.4 1 NB® NB® NB® NB®
IgG4
wsotunmaeckuii | 412 + 0.4 1 NB* NB* NB* NB*
KOHTPOJIb
$ O3Ha4daecT, 4YTO B TeKYH_[I/IX BKCHepI/IMeHTaJ'IbeIX YCJ'IOBI/ISIX CBsA3BIBAHUEC HE
Ha0JIFO 1aJIOCh.

*
O3HA4aeT, uTo HAOJIFOTaeMble TaHHBIE TI0 CBSI3bIBAHUIO HEMH()OPMATHBHBL.

#
O3HAYaeT, YTO YCJIOBUS HEe OBUIH MPOTECTUPOBAHBI.

[0195] Tab6auua 9: IlapaMeTpbl KUHETHUKHU CBsA3bIBaHHs AJs cBs3biBaHusi hNPRI1-

mFc¢ unu hNPR1-hFc ¢ antu-NPR1 moHokoHanBHBIME aHTHTE1aMu nipu 25°C

3axBaueHHbIe Yposens 100 M
mAD 3axBaTa cesizanHor | k, (1/Mc) kq (1/¢) KD M) |t (muHn)
mAb (RU) | o Ag (RU)
mAb22033 351+1,3 56 6,18E+04 | 6,38E-05 | 1,03E-09 181,0
mAb22035 347+ 1,2 198 2,25E+05 | 8,20E-05 | 3,65E-10 140,9
mAb22805 331+0,8 2 NB® NB® NB® NB®
mAb22809 327+0,7 ) NB® NB® NB® NB®
mAb22810 380+ 0,4 4 IC* IC* IC* IC*
mAb25479 327+2,1 26 3,80E+04 | 8,52E-04 | 2,24E-08 13,6
mAb25491 249+2.8 36 1,01E+05 | 1,24E-04 | 1,24E-09 92,8
mAb25497 | 302+25,8 49 2,03E+05 | 4,83E-05 | 2,38E-10 | 239,3
mAb25498 312£0,8 94 6,98E+04 | 2,55E-04 | 3,65E-09 45,3
mAb25502 321+ 1,6 17 8,79E+04 | 8,74E-05 | 9,94E-10 | 132.1
mAb25508 276+ 1,5 211 7,89E+05 | 6,85E-05 | 8,68E-11 168.6
mAb25545 340+ 1,1 7 IC* IC* IC* IC*
IgG4
wsoturmueckn | 298 + 1,6 -14 NB* NB* NB* NB*
1 KOHTPOJIb
3 O3Ha4acT, 4YTO B TeKYH_II/IX BKCHepI/IMeHTaJ'IbeIX yc.]'IOBI/IHX CBsI3bIBAHUEC HEC

HaOJIIOJAJIOCE.

F
O3Ha4aeT, uTo HAOJIO1aeMble TaHHBIE TI0 CBSI3bIBAHNIO HEMH()OPMATHBHBI.
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[0196] Tadauua 10: IlapameTpbl KUHEeTHKH CBA3bIBaHHS 15 cBa3biBaHuss hNPRI1-

mFc¢ unu hNPR1-hFc ¢ antu-NPR1 moHokI0HAABHBIME aHTHTeNamMu nipu 37°C

3axBayeHHbIe Yposens 100 M tV2
mAD 3axBata | cBsizaHHor | k, (1/Mc) kq (1/¢) KD (M) (ie)
mAb (RU) | o Ag (RU)
mAb22033 423 +3,1 75 3,68E+04 | 1,31E-04 | 3,56E-09 | 88,2
mAb22035 454 +3.6 257 6,36E+05 | 1,27E-04 | 2,00E-10 | 90,8
mAb22805 | 406+ 1,8 8 NB? NB® NB® NB®
mAb22809 | 413+ 1,6 -1 NB® NB® NB® NB®
mAb22810 | 423+0,8 9 IC* IC* IC* IC*
mAb25479 | 414+5,6 47 337E+04 | 1,39E-03 | 4,12E-08 8,3
mAb25491 208 + 1,6 70 4,19E+04 | 3,63E-04 | 8,66E-09 | 318
mAb25497 344+ 17 43 423E+04 | 3,10E-04 | 7,31E-09 | 37,3
mAb25498 38142 129 8,86E+04 | 5,68E-04 | 6,41E-09 | 203
mAb25502 | 396+2,8 9 NB® NB® NB® NB®
mAb25508 353+ 13 242 8,38E+05 | 1,01E-04 | 1,21E-10 | 113,9
mAb25545 415+2.8 15 IC* IC* IC* IC*
IgG4

M30THIIAYECKH | 366 % 3,9 -19 NB* NB* NB* NB®

1 KOHTPOJIb
$ O3HA4Yac€T, YTO B TEKYIIHUX OKCICPUMCHTAJIbHBIX VYCJIOBUAX CBA3BIBAHUE HE
HaO0JIFO 1aJIOCh.

*
O3Ha4aeT, uTo HAOJIF01aeMble TAHHBIE TI0 CBSI3bIBAHUIO HEMH()OPMATHBHBI.

[0197]

Taomuma 11:

IIapameTtpbi

KHHETHKH CBSA3bIBAHHUSA AJISI CBSA3BIBAHUSA

rkoMmiiekca hNPR1-mF¢:hANP win hNPR1-hFc:hANP ¢ antu-NPR1 MoHOK/I0HAIBHBIMH

aHTuTeaamu npu 25°C

YpoBeHb
100 uM tY%
3axBadyeHHbIE 3aXBaTa
cesizaHHor | k, (1/Mc) kq (1/¢) KD (M) | (mun
mAb mAb Ag (RU) )
0
RU) 8
mAb22033 350+ 04 84 6,03E+04 8,60E-05 1,43E-09 | 1344
mAb22035 347+0,3 186 1,79E+05 7,78E-05 4,34E-10 | 1484
mAb22805 331+1,8 84 4,31E+04 1,41E-04 3,28E-09 | 81,7
mAb22809 327+1,5 53 3,92E+04 1,93E-04 4,94E-09 | 59,7
mAb22810 378 £ 0,6 14 8.,31E+03 3,44E-04 4,14E-08 34
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mAb25479 327+24 49 3,10E+04 | 1,09E-04 | 3,53E-09 | 105,8
mAb25491 250+ 1,7 71 522E+04 | 4,15E-05 | 7.94E-10 | 278.5
mAb25497 292 +2.1 59 1,63E+05 | 4,56E-05 | 2,79E-10 | 253,1
mAb25498 313 +0,6 52 458E+04 | 3,17E-04 | 6,93E-09 | 364
mAb25502 321+43 81 6,06E+04 | 2,53E-04 | 4,17E-09 | 45,7
mAb25508 278 £ 4.2 199 2,64E+05 | 8,97E-05 | 3,40E-10 | 128.8
mAb25545 341+ 1,8 28 234E+04 | 4,63E-05 | 1,98E-09 | 249.7
IgG4
wsotunmaeckuii | 297 + 1,5 -12 NB* NB* NB? NB*
KOHTPOJIb
3 O3Ha4dacT, 4YTO B TeKYH_II/IX BKCHepI/IMeHTaHbeIX YCJ'IOBI/IﬂX CBs3bIBAHUEC HE
Ha0JIFO 1aJIOCh.

*
O3Ha4aeT, uTo HaOJF01aeMble TaHHBIE TI0 CBSI3bIBAHUIO HEMH()OPMATHBHBL.

[0198]

Tab6auna 12: Ilapamerpsl

KHHETHKH CBS3bIBAHHUS AJISI CBSA3bIBAHUSA

koMmiiekca hNPR1-mFc:hANP uaun hNPR1-hFc:hANP ¢ antu-NPR1 MoHOK/I0HAIBHBIMHA

anTurejaamu npu 37°C

3axBaueHHbIe Yposeis 100 M t2
mAD 3axBaTa csizaHHor | Kk, (1/Mc) kq (1/¢) KD (M) (ie)
mAb (RU) | o Ag (RU)
mAb22033 412+1,2 108 5,79E+04 | 9,80E-05 1,69E-09 | 117.9
mAb22035 444 +2 237 2,25E+05 | 1,14E-04 | 5,08E-10 | 101,0
mAb22805 399+ 1,9 113 6,01E+04 | 2,95E-04 | 491E-09 39,2
mAb22809 406 £ 0,8 68 5,04E+04 | 1,66E-04 | 3,29E-09 69.5
mAb22810 421+0,8 26 1,37E+04 | 1.04E-03 | 7,55E-08 11
mAb25479 408 £ 7,6 84 497E+04 | 1,34E-04 | 2,70E-09 86,1
mAb25491 291+£1,3 96 5,69E+04 | 1,11E-04 | 1,95E-09 | 104,1
mAb25497 336+ 1,6 60 4,85E+04 | 1,02E-04 | 2,09E-09 | 113,7
mAb25498 375+ 1,9 74 5,30E+04 | 7,20E-04 | 1,36E-08 16,0
mAb25502 388+5,1 105 7,20E+04 | 4,67E-04 | 6,49E-09 24,7
mAb25508 348+£0,8 230 2,93E+05 | 1,48E-04 | 5,06E-10 77.9
mAb25545 409+ 2,7 58 3,67E+04 | 8,61E-05 | 2,35E-09 | 1342
IgG4
u3OTHITIYeCKHIT | 358 + 4,9 -18 NB* NB* NB® NB*
KOHTPOJIb
$ O3Ha4ac€T, 4YTO B TCKYHMHUX JOKCICPUMCHTAJIbHBIX YCJIOBUAX CBA3bIBAHUEC HE



Ha0JIIOJAJIOCE.
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*
O3HA4aeT, uTO HAOJFO1aeMble TaHHBIE 110 CBSI3bIBAHUIO HEMH()OPMATHBHBI.

[0199]

Tab6auna 13: Ilapamerpsl

KHHETHKH CBSA3bIBAHUA AJIA CBSA3bIBAHUSA

komiuiekca hNPR1-mFc:hBNP ¢ antu-NPR1 moHok/I0HaNbHBIMHU aHTHTe1aMH nipu 25°C

3axBaueHHbIe Ypovert 100 M t2
nAb 3axBaTa ceszanHor | k, (1/Mc) kq (1/¢) KD (M) (rn)
mAb (RU) | o Ag (RU)
mAb22033 350+ 04 85 5,43E+04 6,67E-05 1,23E-09 | 1732
mAb22035 34829 194 1,71E+05 8,70E-05 | 5,08E-10 | 132,7
mAb22805 330+ 04 84 4,14E+04 1,52E-04 | 3,68E-09 75,8
mAb22809 327+04 51 3,28E+04 2,21E-04 | 6,72E-09 52,4
mAb22810 NT" NT* NT* NT* NT* NT*
mAb25479 326+ 0,5 50 2,92E+04 1,23E-04 | 4,21E-09 94,1
mAb25491 250+ 0,3 72 5,46E+04 4,96E-05 | 9,08E-10 | 2329
mAb25497 292+ 0,4 59 1,53E+05 | 5,49E-05 | 3,58E-10 | 2105
mAb25498 313+0,4 55 4,85E+04 | 2,56E-04 | 528E-09 | 45,1
mAb25502 317+ 1,5 78 6,94E+04 | 2,36E-04 | 3,40E-09 | 49,0
mAb25508 275+0,6 200 2,50E+05 | 8,57E-05 | 3,43E-10 | 1347
mAb25545 340+ 0,2 27 2,30E+04 6,26E-05 | 2,72E-09 | 184.,6
IgG4
uzoTunuueckn | 296+ 0,5 11 NB? NB? NB* NB?
1 KOHTPOJIb
$ O3HQ4YaeT, YTO B TEKYIIUX JKCIEPUMEHTAIbHBIX YCIOBUAX CBSI3bIBAHUE HE
Ha0JTFO 1aJI0Ch.

S
O3Ha4aeT, uTO HAOJIFOTaeMble TAHHBIE TI0 CBSI3bIBAHUIO HEMH()OPMATHBHBI.

#
O3HAYaeT, YTO YCJIOBUS HE OBUIM MPOTECTUPOBAHBI.

[0200] Taoamuna 14: Ilapamerpbl KHHETHKH CBSI3BIBAHUSI [AJIsl CBSI3bIBAHUS
komiiekca hNPR1-mFc:hBNP ¢ antu-NPR1 mMoHoknoHanbHbIMU aHTHTeIaMH nipu 37°C
YpoBeHb 100 utM
3axBaueHHbIe t2
3axBaTta | cBsizaHHor | Kk, (1/Mc) kq (1/¢) KD (M)
mAb (mun)
mAb (RU) | o Ag (RU)
mAb22033 409+ 14 108 5,37E+04 | 9,60E-05 | 1,79E-09 120,3
mAb22035 440+ 0,8 243 2,32E+05 | 1,28E-04 | 5,53E-10 90,0
mAb22805 308+ 14 112 5,20E+04 | 3,13E-04 | 6,02E-09 36,9
mAb22809 405+0,5 63 4,65E+04 | 1,66E-04 | 3,56E-09 69,8
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mAb22810 NT” NT NT NT* NT* NT”
mAb25479 402+04 85 427E+04 | 1,63E-04 | 3,83E-09 | 70,7
mAb25491 289+ 1,5 96 547E+04 | 1,34E-04 | 2,45E-09 | 86,2
mAb25497 333+ 1,1 59 4,92E+04 | 1,16E-04 | 2,35E-09 | 99,7
mAb25498 372+ 0,9 76 529E+04 | 9,48E-04 | 1,79E-08 | 122
mAb25502 391+0,7 102 6,03E+04 | 4,72E-04 | 7,82E-09 | 24,5
mAb25508 347+ 0,9 236 3,52E+05 | 1,64E-04 | 4,66E-10 | 70,3
mAb25545 405+ 1.2 56 3,46E+04 | 9,84E-05 | 2,85E-09 | 1173
IgG4

wsorturmueckn | 354+ 04 -17 NB* NB* NB* NB*

1 KOHTPOJIb

s O3HAYAET,

9qTO B TeKYH_[I/IX BKCHepI/IMeHTaJ'IbeIX YCJ'IOBI/IﬂX CBA3BIBAHUEC HE
Ha0JIFO 1aJIOCh.

* O3HAuaeT, uTO HAGMONAEMbIE JAHHBIE 110 CBSI3BIBAHHIO HeNH(OPMaTHBHBL.

* 03Hauaer, 4To yCIIOBUsI He ObUTH TIPOTECTHPOBAHBI

[0201]

Tab6auna 15: IlapameTrpbl KHHETHMKH CBSI3BIBAHHUSI [JS1 CBSI3bIBAHHUS

miNPR1-mFc¢ ¢ antu-NPR1 monoknoHANIBHBIME aHTHTE1aMu nipu 25°C

KOHTPOJIb

3axBayeHHble Yposens 100 M tV2
mAD 3axBata | cBsizaHHor | Kk, (1/Mc) kq (1/¢) KD (M) (s)
mAb (RU) | o Ag (RU)
mAb22033 351+0,7 96 5,17E+04 | 4,85E-05 | 9,38E-10 | 238.0
mAb22035 346 + 0,6 231 2,44E+05 | 5,57E-05 | 2,29E-10 | 2072
mAb22805 331+ 1,6 10 IC* IC* IC* IC*
mAb22809 328+ 0,7 6 NB® NB® NB® NB®
mAb22810 NT” NT* NT” NT” NT” NT?
mAb25479 325+0,7 54 3,12E+04 | 5,07E-04 | 1,62E-08 | 22,8
mAb25491 251+14 81 540E+04 | 7,54E-05 | 1,40E-09 | 153,1
mAb25497 202+ 1 76 1,72E+05 | 5,79E-05 | 3,37E-10 | 1994
mAb25498 313+ 0,6 128 720E+04 | 1,77E-04 | 2,45E-09 | 65,4
mAb25502 321+ 1.9 22 8,83E+04 | 1,41E-04 | 1,60E-09 | 82,0
mAb25508 276+ 0,9 230 5,15E+05 | 5,98E-05 | 1,16E-10 | 1933
mAb25545 340+ 0,7 13 IC* IC* IC* IC*
IgG4
msotumuueckuit | 297 + 0,6 5 NB* NB* NB?* NB®




$

O3HAYaET,

HaOJIIOJAJIOCE.
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F
O3Ha4aeT, uTo HAOJFO1aeMble TaHHBIE 110 CBSI3bIBAHUIO HEMH(OPMATHBHBI.

#
O3HAYaeT, YTO YCJIOBUS He OBUIM MPOTECTUPOBAHbI

dTO B TEKYLIUX OJOKCINCPUMCHTAJIBHBIX YCJIOBUSAX  CBSA3BIBAHUE HE

[0202] Taoéauuma 16: IlapameTpbl KHHETHKH CBSI3bIBAHUSI AJIsl CBSI3bIBAHUS
mfNPR1-mFc¢ ¢ antu-NPR1 monok10HaNBHBIMH aHTHTEeNaMu nipu 37°C
3axBaueHHbIe Yposett 100 M t2
mAD 3axBaTa cesizanHor | k, (1/Mc) kq (1/¢) KD (M) (m)
mADb (RU) | o Ag (RU)
mAb22033 415+1,3 126 4,82E+04 | 9,90E-05 | 2,06E-09 | 116,7
mAb22035 447+ 1,5 291 4,59E+05 | 8,44E-05 | 1,84E-10 | 1369
mAb22805 402+ 1,7 16 IC* IC* IC* IC*
mAb22809 | 409+ 1.6 8 NB® NB® NB® NB®
mAb22810 NT NT NT? NT? NT? NT
mAb25479 408 +1,3 89 3,82E+04 1,08E-03 | 2,81E-08 10,7
mAb25491 294+ 1,6 114 4,70E+04 1,64E-04 | 3,49E-09 | 704
mAb25497 340+ 1,1 79 425E+04 | 2,21E-04 | 5,20E-09 | 523
mAb25498 377+ 1,4 170 9,16E+04 | 3,772E-04 | 4,06E-09 | 31,1
mAb25502 393+ 1,7 17 IC* IC* IC* IC*
mAb25508 350+ 1,1 268 6,34E+05 | 8,36E-05 | 1,32E-10 | 138,2
mAb25545 410+ 1 26 5,51E+04 1,44E-04 | 2,62E-09 80.0
IgG4
u3OTHITHYECKHIT | 360 + 1,4 8 NB* NB* NB* NB®
KOHTPOJIb
S osmauaer, uto B TEKYIIUX OKCIEPUMEHTAIBbHBIX VCJIOBUSIX CBSI3bIBAHUE HE
HaOJIF0 1aJI0Ch.

*
O3Ha4aeT, uTo HAOJF0TaeMble TAHHBIE TI0 CBSI3bIBAHUIO HEMH()OPMATHBHBL.

#
O3HAYaeT, YTO YCJIOBUS HEe OBUIH MPOTECTUPOBAHBI

[0203] Taoamuma 17: Ilapamerpbl KHHETHKH CBSI3bIBAHUSI [AJIsl CBSI3BIBAHUS
komiiekca mfNPR1-mFc:hANP ¢ antu-NPR1 moHok/10HATBHBIMH aHTHTeaMu nipu 25°C
YpoBeHb 100 sEM
3axBaueHHbIE
Ab 3axBaTta | cBsiaHHoOr | Kk, (1/Mc) kq (1/¢) KD (M) | t¥2 (mun)
m
mAb (RU) | o Ag (RU)
mAb22033 349+ 0,5 133 6,58E+04 | 5,36E-05 | 8,15E-10 215,5
mAb22035 346+ 0,7 227 1,89E+05 | 4,66E-05 | 2,46E-10 2479
mAb22805 330+ 0,5 116 4,84E+04 | 9,51E-05 | 1,96E-09 121,4
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mAb22809 327+0,5 86 4,47E+04 | 1,73E-04 | 3.88E-09 | 66,6
mAb22810 NT” NT” NT NT NT NT”
mAb25479 326+ 0,3 86 420E+04 | 1,03E-04 | 2,44E-09 | 112,7
mAb25491 250+ 0,8 111 6,01E+04 | 4,55E-05 | 7,57E-10 | 253.8
mAb25497 292 + 0,6 95 1,56E+05 | 3,75E-05 | 2,40E-10 | 307.7
mAb25498 313+ 0,4 81 4,19E+04 | 1,12E-04 | 2,68E-09 | 102,9
mAb25502 316 +2,7 113 7,40E+04 | 2,64E-04 | 3,56E-09 | 43,8
mAb25508 273+ 0,5 224 3,14E+05 | 7,32E-05 | 2,33E-10 | 157.7
mAb25545 339+ 0,4 45 2,28E+04 | 5,37E-05 | 2,35E-09 | 215,1
IgG4

msoturmaeckn | 296 + 0,5 7 NB* NB* NB* NB*

1 KOHTPOJIb
3 O3Ha4acT, 4YTO B TeKYH_[I/IX BKCHepI/IMeHTaJ'IbeIX yC.]'IOBI/IﬂX CBsI3bIBAHUEC HE

Ha0JIIO JAJIOCE.

*
O3Ha4aeT, uTo HAOJFOTaeMble TaHHBIE TI0 CBSI3bIBAHUIO HEMH()OPMATHBHBL.

#
O3HAYaeT, YTO YCJIOBUS HE OBUIM MPOTECTUPOBAHBI

[0204] Tabmuua 18: ITapameTpbl KMHETHKH CBSA3BIBAHMS JISI CBSI3BIBAHHS KOMILIEKCA

mfNPR1-mFc:hANP ¢ antu-NPR1 MoHOKIOHAIPHBIMU aHTHTEIaMHu 1ipu 37°C

HU30THIINYCCKHU

3axBayeHHbIe Yposeis 100 M tV2
mAD 3axBata | cBsisaHHor | Kk, (1/Mc) kq (1/¢) KD (M) (ie)
mAb (RU) | o Ag (RU)
mAb22033 407+ 1,1 169 6,80E+04 | 8,90E-05 | 1,31E-09 | 129.8
mAb22035 438+ 0,6 283 2,55E+05 | 7,70E-05 | 3,02E-10 | 150,1
mAb22805 395+ 0,3 153 6,33E+04 | 2,09E-04 | 3,30E-09 | 553
mAb22809 | 403+04 106 5,55E+04 | 2,05E-04 | 3,70E-09 | 56,2
mAb22810 NT” NT” NT NT NT” NT
mAb25479 | 401+ 1,6 138 547E+04 | 2,19E-04 | 4,00E-09 | 528
mAb25491 288 + 1 148 7,10E+04 | 1,06E-04 | 149E-09 | 109,0
mAb25497 332+ 0,6 102 5,84E+04 | 1,52E-04 | 2,60E-09 | 759
mAb25498 370+ 1,5 114 5,01E+04 | 4,45E-04 | 8,89E-09 | 259
mAb25502 | 390+0,7 143 9,10E+04 | 5,24E-04 | 5,76E-09 | 22,0
mAb25508 346 + 0,3 262 4,11E+05 | 1,46E-04 | 3,55E-10 | 79.3
mAb25545 404+1.2 86 4,01E+04 | 8,18E-05 | 2,04E-09 | 1412
2G4 353+ 0,8 9 NB* NB* NB?* NB®
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1 KOHTPOJIb

$

O3HAYAET,

HaOJIIOJAJIOCE.

%
O3Ha4aeT, YTo HAOJIO1aeMble TaHHBIE 110 CBSI3bIBAHUIO HEMH(OPMATHBHBI.

#
03Ha4acT, 4TO yCJIOBUS HE ObLTH MNPOTCCTUPOBAHBI

dTO B TEKYLIUX OKCHNCPUMCHTAJIBHBIX YCJIOBUSAX  CBSA3BIBAHUE HE

[0205] Taoamua 19: IlapaMerpbl KHHETHKH CBSI3bIBAHHUSI /AJISl CBSI3BIBAHHSA
komiiekca mfNPR1-mFc:hBNP ¢ antu-NPR1 moHok/0HAABHBIMEU aHTHTEIaMH nipu 25°C
3axBaueHHbIe ¥posert 100 M t2
mAD 3axBarTa cesizaHHor | Kk, (1/Mc) kq (1/¢) KD (M) (mn)
mADb (RU) | o Ag (RU)
mAb22033 349+0,7 132 6,59E+04 | 5,15E-05 | 7.81E-10 | 2242
mAb22035 346+£0,3 231 2,05E+05 | 6,13E-05 | 3,00E-10 | 188.3
mAb22805 330+ 1,5 113 4,53E+04 | 9,60E-05 | 2,12E-09 | 1204
mAb22809 327+£0,6 80 4,14E+04 | 1,60E-04 | 3,85E-09 72,4
mAb22810 NT NT? NT NT? NT? NT
mAb25479 325+0,1 86 3,81E+04 | 1,13E-04 | 2,95E-09 | 102,6
mAb25491 249+ 0,7 110 5,86E+04 | 3,71E-05 | 6,32E-10 | 311,7
mAb25497 291+0,1 93 1,40E+05 | 4,47E-05 | 3,20E-10 | 2584
mAb25498 312+ 0,6 81 4,32E+04 | 1,09E-04 | 2,53E-09 | 106,0
mAb25502 314+ 34 110 6,90E+04 | 2,82E-04 | 4,08E-09 41,0
mAb25508 273+£0,8 229 3,08E+05 | 8,91E-05 | 2,90E-10 | 129,6
mAb25545 339+0,1 42 2,39E+04 | 497E-05 | 2,08E-09 | 2325
IgG4
wsoTummueckmii | 296 £ 1,1 7 NB* NB* NB® NB?
KOHTPOJIb
3 O3Ha4a€T, 4YTO B TEKYLHUX JKCIECPHUMECHTAJIbHBIX YCJIOBUAX CBA3bIBAHUE HE
HaOJIF01aJI0Ch.

*
O3Ha4aeT, uTo HAOJFOTaeMble TAaHHBIE TI0 CBSI3bIBAHUIO HEMH()OPMATHBHBI.

#
O3HAYaeT, YTO YCJIOBUS HE OBUIH MPOTECTUPOBAHBI

[0206] Taoamuma 20: IlapameTpbl KHHETHKH CBSI3bIBAHUSI [AJIsl CBSI3bIBAHUS
komiiekca mfNPR1-mFc:hBNP ¢ antu-NPR1 moHok/0HAABLHBIME aHTHTeIaMu nipu 37°C
YpoBeHnb 100 utM
3axBaueHHbIE t2
3axBata | cBsizaHHor | kK, (1/Mc) kq (1/¢) KD (M)
mAb (mun)
mAb (RU) | o Ag (RU)
mAb22033 406+ 14 167 6,75E+04 8,80E-05 1,30E-09 | 131,3
mAb22035 436+ 1,1 286 2,58E+05 9.,48E-05 3,68E-10 | 121,9
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mAb22805 394+ 1 150 596E+04 | 2,02E-04 | 3,39E-09 | 572
mAb22809 402+0,9 99 534E+04 | 229E-04 | 4,29E-09 | 50,5
mAb22810 NT NT” NT” NT” NT” NT”
mAb25479 399 + 0,7 135 530E+04 | 2,93E-04 | 5,53E-09 | 394
mAb25491 286 + 0,7 146 6,89E+04 | 1,10E-04 | 1,60E-09 | 105,0
mAb25497 330+ 0,5 100 5,74E+04 | 1,66E-04 | 2,90E-09 | 69,5
mAb25498 369+ 0 113 521E+04 | 4,64E-04 | 8,91E-09 | 24,9
mAb25502 388+ 1,5 139 8,52E+04 | 4,81E-04 | 5,65E-09 | 24,0
mAb25508 344+ 03 266 423E+05 | 1,50E-04 | 3,54E-10 | 77.1
mAb25545 402+0,7 82 3,71E+04 | 7,77E-05 | 2,09E-09 | 148,6

IgG4
wsotumuueckuii | 351+ 0,5 9 NB* NB* NB* NB*
KOHTPOJIb
3 O3Ha4acT, 4YTO B TeKYH_II/IX BKCHepI/IMeHTaJ'IbeIX YCJ'IOBI/IHX CBs3bIBAHUEC HE
Ha0JIFO 1aJIOCh.

*
O3Ha4aeT, uTo HAOJFOTaeMble TaHHBIE TI0 CBSI3bIBAHUIO HEMH(OPMATHBHBI.

#
O3HAYaeT, YTO YCJIOBUS He OBUIH MPOTECTUPOBAHBI

[0207] Tab6auua 21: IlapamMeTpbl KHHETUKH CBA3bIBaAHHS 1A cBsi3biBaHusi mNPR1-

mFc ¢ antu-NPR1 MoHOK/I0HA/IbLHBIMH aHTHTeIaMu nipu 25°C

3axBayeHHbIe Yposens 100 M
3axBara | cBsizaHHoOro | k, (1/Mc) | kq(1/c) | KD (M) | t¥2 (mun)

mAD mAb (RU) | Ag (RU)
mAb22033 350+ 0,5 0 NB® NB® NB® NB®
mAb22035 346+ 0,8 -1 NB® NB® NB® NB®
mAb22805 330+ 0,5 0 NB® NB® NB® NB®
mAb22809 328+ 0,7 0 NB® NB® NB® NB®
mAb22810 NT” NT* NT* NT” NT” NT”
mAb25479 325+ 0,3 -1 NB® NB® NB® NB®
mAb25491 250+ 1,1 1 NB® NB® NB® NB®
mAb25497 292+ 0,7 1 NB® NB® NB® NB®
mAb25498 313+ 1 0 NB® NB® NB® NB®
mAb25502 321+ 1.1 1 NB® NB® NB® NB®
mAb25508 275+ 0,7 -1 NB® NB® NB® NB®
mAb25545 340+ 0,2 0 NB® NB® NB® NB®
IgG4 296 + 0,6 0 NB® NB® NB® NB®
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U30TUIIUYECKUN

KOHTPOJIb

$

O3HAYAET,

HaOJIFOJAJIOCE.

*
O3HAYacT, 4YTO Ha6J'IIOZ[aeMbIe JaHHBIC IO CBA3bIBAHHIO HeI/IH(bOpMaTI/IBHbI.

#
O3HAUAEeT, YTO YCJIOBUS He OBUTH MPOTECTUPOBAHBI

9qTO0 B TCEKYHIHUX OJKCICPUMCHTAJIBbHBIX YCJIOBUAX CBA3bIBAHUEC HE

[0208] Tab6auua 22: [lapaMeTpbl KHHETHKH CBSI3bIBAHHS AJs cBsi3biBaHusi mNPR1-

mFc ¢ anTu-NPR1 MoHOK/I0HAJILHBIMH aHTHTeIaMu nipu 37°C

#
O3HAYaeT, YTO YCJIOBUS He OBUIH MPOTECTUPOBAHBI

3axBaueHHbIe Yposen 100 M tV2
mAD 3axBata | cBszanHoro | k, (1/Mc) | kq(1/¢c) | KD (M) (mm)
mAb (RU) | Ag (RU)
mAb22033 413+ 0.4 1 NB® NB® NB® NB®
mAb22035 444+0,5 0 NB® NB® NB® NB®
mAb228035 400 £ 0,2 0 NB® NB® NB® NB®
mAb22809 407 + 1 0 NB® NB® NB® NB®
mAb22810 NT* NT” NT” NT” NT” NT”
mAb25479 406 + 0,3 2 NB® NB® NB® NB®
mAb25491 291+0,9 1 NB® NB® NB® NB®
mAb25497 336 £ 0,7 1 NB® NB® NB® NB®
mAb25498 375+ 1 0 NB® NB® NB® NB®
mAb25502 391 £0,6 1 NB® NB® NB® NB®
mAb25508 347 £ 0,4 0 NB® NB® NB® NB®
mAb25545 407 +£0,7 1 NB® NB® NB® NB®
IgG4
wsoTunaeckuit | 359 + 0,6 2 NB* NB* NB* NB®
KOHTPOJIb
3 O3Ha4acT, 4YTO B TeKYH_II/IX BKCHepI/IMeHTaJ'IbeIX yc.]'IOBI/IﬂX CBsI3bIBAHUEC HE
Ha0JIFO 1aJIOCh.

[0209] Taoamua 23: I[lapamerpbl KHHETHKH CBSI3bIBAHUSI /AJIsl CBSI3bIBAHHUA
komiiekca mMNPR1-mFc:hANP ¢ antu-NPR1 moHok/0HAALHBIME aHTHTEIaMH npu 25°C
YpoBeHb 100 uM
3axBaueHHBbIE t
3axBaTa cesizaHHor | k, (1/Mc) kq (1/¢) KD (M)
mAb (MuH)
mAb (RU) | o Ag (RU)
mAb22033 348 + 0,4 1 NB® NB® NB® NB®
mAb22035 345+ 0,4 0 NB® NB® NB® NB®
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mAb228035 330+ 1,1 18 1,98E+05 | 8,39E-02 | 4,24E-07 | 0,14
mAb22809 326 + 0,4 0 NB® NB® NB® NB®
mAb22810 NT NT” NT” NT” NT” NT”
mAb25479 324 +0,8 1 NB® NB® NB® NB®
mAb25491 249£0,9 1 NB® NB® NB® NB®
mAb25497 290 + 0,5 1 NB® NB® NB® NB®
mAb25498 311+ 0,9 0 NB® NB® NB® NB®
mAb25502 317+ 2.4 25 2,37E+05 | 7,99E-02 | 3,37E-07 | 0,14
mAb25508 274+ 0,8 0 NB® NB® NB® NB®
mAb25545 339+ 0,3 1 NB® NB® NB® NB®

IgG4
wsotunmaeckn | 295 + 0,8 1 NB* NB* NB* NB*
1 KOHTPOJIb
3 O3Ha4acT, 4YTO B TeKYH_II/IX BKCHepI/IMeHTaJ'IbeIX yc.]'IOBI/IﬂX CBs3bIBAHUEC HE

Ha0JIIOJAJIOCE.

#
O3HAYaeT, YTO YCJIOBUS HEe OBUIM MPOTECTUPOBAHBI

[0210] Taoaumua 24: IlapameTpbl KHHETHKH CBSI3bIBAHHUSI [AJIsl CBSI3BIBAHUS
komiiekca mMNPR1-mFc:hANP ¢ antu-NPR1 monok/oHaabHBIMEU anTHTE1aMu pu 37°C
YpoBeHb 100 aM
3axBayeHHbIE tY
3axBata | cBsizaHHoro | Kk, (1/Mc) kq (1/¢) KD (M)
mAb (MuH)
mAb (RU) | Ag (RU)
mAb22033 402 + 1,8 2 NB® NB® NB” NB®
mAb22035 435+ 0.8 1 NB* NB* NB® NB®
mAb22805 392+ 1 15 IC* IC* IC* IC*
mAb22809 400 + 0,7 1 NB® NB* NB® NB®
mAb22810 NT? NT? NT? NT? NT* NT?
mAb25479 397+1,2 2 NB* NB* NB® NB®
mAb25491 284+ 0,7 1 NB* NB* NB* NB®
mAb25497 328 +0,8 1 NB* NB* NB® NB®
mAb25498 367+ 0,4 1 NB* NB* NB® NB®
mAb25502 386+2,1 35 2,64E+05 | 8,83E-02 | 3,34E-07 | 0,13
mAb25508 343+1,1 0 NB® NB® NB® NB®
mAb25545 401 +0,8 3 NB® NB® NB® NB®
IgG4
349405 2 NB* NB* NB* NB*

U30TUIIMYECKUN
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KOHTPOJIb

$

O3HAYAET,

HaOJIIOJAJIOCE.

%
O3Ha4aeT, YTo HAOJIO1aeMble TaHHBIE 110 CBSI3bIBAHUIO HEMH(OPMATHBHBI.

#
O3HA4acT, 4YTO YCJIOBUA HE ObLTH MNPOTCCTUPOBAHBI

[0211] Taoauma 25: Ilapametpsl

dTO B TEKYLIUX OKCHNCPUMCHTAJIBHBIX YCJIOBUSAX  CBSA3BIBAHUE HE

KHHETHKH CBS3bIBAHHUA AJidd CBSA3bIBAHUSA

komiiekca mNPR1-mFc:hBNP ¢ antu-NPR1 MmoHok10HANBHBIMU aHTHTENaMu nipu 25°C

3axBaueHHbIe Yponen 100 mM t2
mAD 3axBaTta | cBs3aHHOr | K, (1/Mc) kq (1/¢) KD (M) (rn)
mAb (RU) | o Ag (RU)
mAb22033 347+ 1,1 5 NB® NB® NB® NB®
mAb22035 345+ 0,8 0 NB® NB® NB® NB®
mAb22805 329+ 0,9 21 1,53E+05 | 6,82E-02 | 4,45E-07 | 0,17
mAb22809 326+ 1,1 1 NB® NB® NB® NB®
mAb22810 NT” NT” NT” NT” NT” NT”
mAb25479 325+0,2 1 NB® NB® NB® NB®
mAb25491 249 + 0,4 5 NB® NB® NB® NB®
mAb25497 291+0,2 2 NB® NB® NB® NB®
mAb25498 312+0,8 1 NB® NB® NB® NB®
mAb25502 318+ 0,3 25 2,34E+05 | 5,03E-02 | 2,15E-07 | 023
mAb25508 274 + 0,6 1 NB® NB® NB® NB®
mAb25545 339+ 04 3 NB® NB® NB® NB®
IgG4
wsoTumHaeckuii | 296 + 0,6 2 NB* NB* NB? NB*
KOHTPOJIb
$ O3Ha4dacT, 4YTO B TeKYH_II/IX BKCHepI/IMeHTaJ'IbeIX yc.]'IOBI/IﬂX CBs3bIBAHUEC HE
Ha0JIFO 1aJIOCh.

#
O3HAYaeT, YTO YCJIOBUS HEe OBUIH MPOTECTUPOBAHBI

[0212] Tao6amuma 26: Ilapamerpbl KHHETHKH CBSI3bIBAHUSI [AJIsl CBSI3BIBAHUS
komiiekca mMNPR1-mFc:hBNP ¢ antu-NPR1 MmoHoka0HaNBbHBIMU aHTHTeNaMu nipu 37°C
YpoBeHb 100 sEM
3axBaveHHbIE t
3axBaTa ceszaHHor | k, (1/Mc) kq (1/¢) KD (M)
mAb (MuH)
mAb (RU) | o Ag (RU)
mAb22033 401+0,2 4 NB® NB® NB® NB®
mAb22035 433+0,5 1 NB® NB® NB® NB®
mADb22805 389+0,8 17 IC* IC* IC* IC*
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mAb22809 397+ 1.3 1 NB® NB® NB® NB®
mAb22810 NT” NT” NT” NT” NT” NT”
mAb25479 397+ 0,9 2 NB® NB® NB® NB®
mAb25491 282+0,9 4 NB® NB® NB® NB®
mAb25497 327+0,5 2 NB® NB® NB® NB®
mAb25498 366 + 0,6 1 NB® NB® NB® NB®
mAb25502 384+ 13 34 2,91E+05 | 9,98E-02 | 3.42E-07 | 0,12
mAb25508 342+ 0,9 1 NB® NB® NB® NB®
mAb25545 400+ 0,4 4 NB® NB® NB® NB®
IgG4

wsoTMnMYecKuil | 348 + 0,7 3 NB* NB* NB* NB*

KOHTPOJIb

$ O3Ha4acT, 4YTO B TCEKYLUX JKCICPHUMECHTAJIbHBIX YCJIOBUAX CBA3bIBAHUEC HE

HaOJIF0 1aJI0Ch.

" O3HAUaeT, UTO HAGMIONAEMbIE JAHHBIE 110 CBSI3bIBAHMIO HEHMH(OPMATHBHEL

# o3Hauaer, 4TO yCIIOBHS He GBITU IPOTECTHPOBAHDI

[0213] Kak nmoka3aHo B Tadnunax 3-6, BeiOpanabie aHTH-NPR1 anTHTENa CBSI3BIBAIOTCS C
moHoMmepHbIM NPR1 uenoBeka 1 00e3bsHBI.

[0214] Kak mokazaHo B Tabmumax 9-20, aHTuUTeNna CBSI3bIBAIOTCSA ¢ aAuMepHbiM NPR1
4eJIoBeKa U 00e3bsiHBI KaK B IPUCYTCTBUH, Tak U B orcyTcTBHE ANP rm BNP.

[0215] AnTuTena He cBs3biBatOTCs ¢ MbImuHBIM NPR1, 3a uckmodennem mAb25502,
xotopoe csi3biBaercst ¢ mMNPR1 B mpucyrctBun ANP/BNP (tabmmier 21-26).

IIpumep 4. IlepekpecTHAsE KOHKYPEHIHSI MEKAY BbIOPAHHBIMH MOHOKJIOHAJTBbHBIMH
anrurenamu-aronucram k NPR1.

IIpouenypa npoBeeHus SKCIIEPUMEHTA

[0216] KonkypeHuuto cBs3biBaHUs B npeaenax naHenu aHTU-NPR1 MOHOKIOHambHBIX
AHTHUTEJT OMNpPENeJsIM C TIOMOLIBK aHajM3a OHOCIONHONH HHTep(EepOMETPUH B pPeaJbHOM
BpeMeHn Oe3 Mmerku Ha tuiatdpopme OmoceHcopa Octet HTX (Pall ForteBio Corp.). Bechb
skcriepumMenT BoimonHsu mipu 25°C B 10 MM HEPES, 150 MM NaCl, 3 MM EDTA u 0,05%
00./00. moBepxHOCTHO-aKTUBHOTO BemecTa TBuH-20, 1 mr/ma BSA, 6ydep pH 7,4 (HBS-EBT),
NPU BCTPAXUBAHWU IUIAHIIETa €O CKOpocThto 1000 ob/muH. JIns OLEHKH, CHOCOOHBI JH 2
aHTHUTeJla KOHKYpUPOBAaTh APYT € APYTOM 3a CBA3BIBAHHE C COOTBETCTBYIOIMMU 3nutonamu, 100
HM pexomOuHanTHOTO 4enoeueckoro NPR1, skcnpeccupyemoro ¢ C-KOHLIEBBIM MBIIIHHBIM
IgG2a (hNPR1-mFc; SEQ ID: 453), crayana uakyouposanu ¢ 2 MkM uenoeueckoro ANP B
Te4eHrne MHUHUMyM 2 u4acoB. PexomOunanTHbIH KomIiuiekc hNPRI-mFc/hANP pasmepom
npumepHo 0,3-0,5 HM cHauana 3aXBaThIBAJIU MOTPYKEHHEM HaKOHEYHUKOB OmoceHcopa Octet,
NOKPBITBIX aHTUTEeNaMu K MelmuHOMY Fc-dpparmenty (Fortebio Inc, # 18-5090), myrem

NOrPY>KEHMsI HAKOHEYHHKOB OHOCeHcopa Ha 45 CekyHA B JIYHKH, COJAEp’Kallue KOMILIEKC
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hNPR1-mFc/hANP. HakoHeuHnku OnOceHCOpa ¢ 3aXBAaY€HHBIM AHTUI'€HOM 3aT€M HACHIAIN
nepBbM aHTH-NPR 1 MOHOKJIOHATBHBIM aHTUTENOM (Ha3biBaeéMbIM mAb-1) myTem morpykeHus B
JyHKH, coznepskamue S0 Mkr/mi pactBopa mAb-1, Ha 5 MUHYT. 3aTeM HAKOHEYHUKH OHOCEHCOpa
NOrPY’KaJIU B JIYHKH, cofeprkatue S0 MKr/mi pactBopa Broporo aHtTu-NPR1 MOHOKIIOHaIBHOTO
antutena (HaspiBaeMOro mAb-2), Ha 3 MHHYTBL. MeXIy KaKAbIM 3TaloM 3KCIEPUMEHTa
HaKOHEeYHHKH Omocencopa npombisaiu Oypepom HBS-EBT. Peakuuto cBsA3bIBaHUS B pEaibHOM
BPEMEHHM OTCJIEKHUBAIU B TEUEHHE BCErO OKCIEPUMEHTa, W B KOHLE KaXIOro JTamna
PETUCTPUPOBANIA PEAKLMIO CBsi3bIBaHUs. CpaBHMBAU peakluio CBsizbiBaHUS MADb-2 ¢ hNPR1-
mFc/hANP, HAX OJISALITUMCST B KOMILJIEKCE c mADb-1, u onpenessuH
KOHKYPEHTHOE/HEKOHKYPEHTHOE TIOBEICHHE Pa3INUHbIX aHTU-NPR1 MOHOKJIOHAJIBHBIX aHTHTE.

PesynbTarhl

[0217] Tab6aumua 27: IlepexpecTHass KoHKypeHuusi Mmexay aHTH-NPR1

MOHOKJ/JIOHAJIBHBIMH AHTUTECJIAMHU

mAb-1 Konxypenuusi mAb-2 ¢ mAb-1

mAb25498 mAb25508
mAb25508 mAb25498
mAb22810
mAb22033
mAb25491
mAb25497
mAb25502
mAb25545
mAb22805
mAb25479
mAb22809
mAb25491
mAb25497
mAb25502
mAb25545
mAb22805
mAb25479
mAb22810
mAb22809
mAb25491 mAb22033
mAb25497

mAb22809

mAb22033
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mAb25502

mAb25545

mAb22805

mAb25479

mAb22810

mAb25497

mAb22809

mAb22033

mAb25491

mAb25502

mAb25545

mAb22805

mAb25479

mAb22810

mAb25502

mAb22809

mAb22033

mAb25491

mAb25497

mAb25545

mAb22805

mAb25479

mAb22810

mAb25545

mAb22809

mAb22033

mAb25491

mAb25497

mAb25502

mAb22805

mAb25479

mAb22810

mAb22805

mAb22809

mAb22033

mAb25491

mAb25497

mAb25502
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mAb25545
mAb22810
mAb22809
mAb22033
mAb25491
mAb25479 mAb25497
mAb25502
mAb25545
mAb22810
mAb22809
mAb25445

mAb22810

[0218] B Tabnune 27 nokasaHa nepekpecTHas KOHKYPEHIIHS MEKAY BbIOPAHHBIMU aHTH -
NPR1 anTurenamu.
IIpumep S: CessbiBaHNe AHTHTEJI € KJIeTKaMHU, Jkcnpeccupyromumu NPR1

IIpoueaypa npoBeneHus 3KCIIEPUMEHTA

[0219] CnocoOHOCTP MOHOKJIOHAJNBHBIX aHTUTEN K dejoeueckomy (h)NPR1
CBSI3BIBATBCS C KJIETKaMH, sKcrpeccupyromumu denosedecknii NPR1 (hNPR1), ¢ ogaum u3
murasnoB - yenosedeckuM ANP (hANP) mnu Oe3 Hero, onpenensyiu myTeM JeTeKTHPOBAaHUS Ha
ocHoBe snekTpoxemumomunectenunu (ECL).

[0220] Bxkparue, xnerku, skcnpeccupyromue HEK293/hNPR1.myc DKK, Obun
CKOHCTPYMPOBAHbI IyTeM TpPaHC(EKIHU KJIeTOK SMOpuoHanbHON nmouku venoseka (HEK) 293,
YCTOMUMBBIX K HEOMHLMHY, OJKcrpeccnoHHod  mmasmupodt  pLVX.hNPRI1.myc.DDK,
xomupytomer venoseueckuii NPR1 (ammuokucnorst M1-G1061, UniProtKB - P16066).
Herpanchunmpoanusie kinetku HEK293, xoropeile He wumeror oskcrpeccun NPRI,
JIETeKTUPYEMOH C MOMOIIBI COPTHPOBKHU (hIIyOPECLIEHTHO aKTUBHMpPOBaHHBIX KieTok (FACS) ¢
KoMMepueckumMu aHtutenamMu K a-hNRP1, Obuin  BKIIIOYEHBI B KayecTBE KOHTPOJIS
HeCTeU(pUIECKOTO CBA3BIBAHMSI.

[0221] DkcnepuMeHTHI BBIMOJHSIN B COOTBETCTBUU CO CJIEAYIOIIEH MPOLEAYPOH.
KJIeTKH U3 ONMHCAHHBIX BBILIE JHHHI IPOMBIBANN OXMH pa3 B Oydepe 1xPBS Ges Ca**/Mg™ u
uHKyOupoBanu B TedeHne 10 muuyT mpu 37°C ¢ pacTBOPOM Uil JAUCCOLMALMH KJIETOK, HE
comep auM (HEepPMEHTOB, ISl OTACTCHUS KIETOK OT MPOOUpPKH. Bce KIIeTKH MpOMBIBaIM OUH
pas 1xPBS ¢ Ca®*/Mg** u mopcuuThIBamm ¢ NOMOIIBI0 cyerdrka kierok Cellometer ™ Auto T4
(Nexcelom Bioscience). IIpubnuszurensHo 2,0x10% kaerok HEK293/hNPR1.myc. DDK wim
HEK?293 BriceBa)ii OTAETBHO B 96-JIYHOUHBIE TUTAHIIETHI ¢ YTOJbHBIMU 3JIEKTPOAAMH (TUIAHIIET
¢ BoicokuM cBsizbiBanneM MULTI-ARRAY, Meso Scale Discovery (MSD, Rockville, MD)) u
uHKkyOupoBamu B Tedenne | waca (4) mpu 37°C. YuacTku Hecnenu(puiIecKoro CBSI3bIBAHHS
Ganokuposamn 2% BSA (mac./06.) B 1xPBS ¢ Ca**/Mg®* B Teuenne 1 4 mpu KOMHATHOIX

temneparype (RT). Knerku HEK293/hNPR1.myc. DDK nnkyOupoBanu B Teuenue 0,5 yaca npu
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KOMHATHOW Temnepatype B Oydepe nns passenenus odpasuos ¢ 10 HM uenoeueckoro ANP
wi 6e3 "Hero (Tocris, Minneapolis, MN), u knerku HEK293 unkyOuposanu B Oydepe s
pa3BeneHus: 0Opa3LOB TOJNBKO B TE€X K€ yCIOBUSAX. be3 MPOMBIBKU K CBS3aHHBIM C IUIAHIIETOM
KJIeTKaM Ha 1 4 mpu KOMHAaTHOM TemIiepatype no0aBisiin cepuiiHble pa3BeneHus antu-NPR1
anturen, COMP1 unu usorunuueckuii KOHTposab B auanasoHe ot 1,7 mM no 100 HM unm
Oydep, HEe comeprkalMii aHTHTEIN. 3aTeM IUIAHIIEThI IIPOMBIBANIN ISl YIAJICHHS HECBS3aBIINUXCS
aatuten w/umun hANP, ucnonb3yst ycTpoHCTBO Ui MPOMBIBKM IUIaHmeroB AquaMax2000 c
TOJIOBKOM 1yt TpoMbIBKH KiieTok (MDS Analytical Technologies, Sunnyvale, CA). CBsizanHbIe €
IUTAHIIETOM AHTHTENA BBIBISIM C TOMOLIBbI0 KOHBIOrHpoBaHHBIX ¢ SULFO-TAG™ kosbux
NIOJIMKJIOHAJIBHBIX aHTHUTEN K dejoBedeckomy IgG, cnennpuyecknx K TSKEIbIM U JIETKHM LIETsIM
(Jackson Immunoresearch, West Grove, PA), B Teuenue 1 vaca nmpu RT.

[0222] Tlocne mpOMBIBKH TUIAHIIETHI MPOSBISUTA C MOMOILIBIO Oydepa sl CUUTHIBAHUS
(MSD, Rockville, MD) B cOOTBETCTBHH C MPOLENYPOH, PEKOMEHIOBAHHONW MPOU3BOAUTEIIEM, H
JIOMHUHECLIEHTHbIe CUTHaibl perucrpupoBanu ¢ nomombo SECTOR Imager 600 (MSD,
Rockville, MD). THT€HCHBHOCTD JTFOMHHECLICHLINY, U3MEPEHHYI0 B OTHOCHUTEJIbHBIX CBETOBBIX
ennnunax (RLU), peructpupoBaiy il ONpenesieHHs] HHTEHCUBHOCTU CBSI3BIBAHUS KaXKAOTO
aHTHTENA B JUANa30He KOHLEHTPALMH. Y POBEHb CUrHaNa, OOHAPYKEHHOTO TIPU CBSI3bIBAHUHU 3,7
HM aHTHTENA C KJIETKaMH, CKOHCTpYHpOoBaHHbIMU 1uist skcripeccuu NPR1, ¢ 10 HM hANP wmun
0e3 Hero, OTHOCHTENbHO TaKOH K€ KOHLEHTPALMU aHTHUTENA, CBS3bIBAIOLIETOCH C
poauTenbCKUMU KieTkamu 0e3 moOasneHuss hANP, peructpupoBanu B KadecTBE IOKa3aTels
cneunpuynoctn  cBszbiBaHuss  NPR1.  Anturena ¢ koopduuumeHTom  CBsI3pIBaHUS,
NPEBBIIAIOINMM HWJIM pPaBHbIM 3, KiIacCUQUUUPOBANIN Kak crenuduyeckue CBS3bIBAIOIINE
BEIECTBA, a aHTUTeNa C KO3()(UIMEHTOM CBS3bIBAHUS MeHee 3 KIAacCU(UIMPOBANIU Kak
HECBSI3bIBAIOLIIE BELECTBA.

[0223] Kpome Toro, aHanusupoBajiu curHaibl npsmoro cesseiBanus (RLU) kak
(YHKLMIO KOHIEHTPALMM aHTUTEJAa, W JaHHbIe MOATOHSJIM C TOMOINBI CHTMOUIAIBHON
(ueThIpexmapaMeTpHYECKON JIOTUCTHYECKON) MOMIENIH 103a-0TBET C TIOMOIIBK) CTATUCTUYECKOTO
nakera R (oTkpeiTeiii ucxomnbiii kon). 3uadenue ECs), ompenensiemoe Kak KOHIEHTPALUs
aHTHUTeNa, MPU KOTOpoi BbisABIsAeTCs 50% MakCHMAaNbHOIO CHTHAja CBA3BIBAHUS, ONPEAEIsIH
IUIl YKa3aHUSl CIIOCOOHOCTH CBSI3BIBAHUS C KJIETKAMHU, CKOHCTPYHPOBAHHBIMH IJISI SKCIIPECCUU
NPR1, ¢ 10 HM hANP wunu 6e3 Hero. B tabnune 28 npencraenensr 3HaueHusi ECsg TONBKO st
KOHKPETHBIX CBSI3BIBAIOIINX BELIECTB U OTMEUEHBI (-) I aHTHTEN C YPOBHEM HIKE 3.

PesyabpTaThl

[0224] B Ttabnume 28 moka3aHO CBs3biBaHHME BbIOpaHHBIX aHTU-NPRI1 antHTENn C
KJIETKAMH, CKOHCTPYMPOBAaHHBIMU Mg 3Kcnpeccuu 4enosedeckoro NPRI wunm xommnekca
NPR1-ANP.

[0225] Tao6amuma 28: CesaszpiBanue aHnTu-NPR1 anTtHTeNn ¢  KjeTKamu,
CKOHCTPYMPOBAHHBIMH [JIsl 3Kcnpeccu 4esnoBedeckoro komimiaexkca NPR1 uwaum NPRI1-

ANP Ha NOBepXHOCTH KJIETKH
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PID Ab YpoBeHb CHTHAJIA CBSA3BIBAHUS Cnoco0HOCTb CBSI3bIBAHUS €
(RLU) ¢ kneTkamu KJIETKAMH
HEK293/hNPR1.myc.DKK npu HEK293/hNPR1.myc.DKK,
KOHLEHTpAauuM anturea 3,7 HM ECso (M)
OTHOCHTEJIbHO POAUTEIbCKHX
HEK?293
+ 10 1M 0 hANP + 10 1M hANP 0 hANP
hANP

HenTua-3zaBucumele csizbiBawmmue NPR1
mAb22809 166 2 4,8E-10 -
mAb22805 222 1 6,5E-10 -
mAb25545 79 1 1,9E-09 -
mAb22810 24 1 3,7E-09 -
mAb25502 14 1 INC -
Comparatorl 103 2 1,5E-10 -
lenTua-ne3aBucumele ceszbiBaomue NPR1
mAb22033 236 207 8,2E-10 4,9E-10
mAb25497 87 50 8,7E-10 1,5E-09
mAb22035 220 151 8,9E-10 2,3E-09
mAb25491 78 58 1,0E-09 1,6E-09
mAb25479 51 30 1,2E-09 1,7E-09
mAb25508 35 18 1,3E-09 INC
mAb25498 49 41 1,8E-09 4,6E-09
hlgG4
M30TUIUYECKU I 1 1 - -
KOHTPOJIb

(INC) = HenH(OPMATHBHO, OTCYTCTBYET BEPXHEE IUIATO HA UYEThIPEXIapaMeTPHYECKON
CUTMOWJIAJIbHON KPUBOHM, TMOJOTHAHHOW st BblMUCHEeHUs 3HaueHuss ECsp, HO aHTUTENO
ceun(UIecK CBA3BIBANIOCH C KJIETKAMH, CKOHCTPYMPOBaHHBIMU s sKcnpeccun NPR1, ¢ 10
HM hANP nnu 6e3 Hero ¢ ypoBHeM, paBHBIM WM O0JIee BBICOKUM, YeM 3

[0226] CornacHo pesynbratam B Tabnune 28, Bce antu-NPR1 anTuTena cneunduyuecku
CBSI3BIBAJINCH C KJIETKAMHU, CKOHCTpyHUpoBaHHbIMU Ans skcnpeccun hNPR1, B npucyrcreum 10
HM hANP c¢ coorHomenueM >2. O¢}deKTHBHOCTP 3THUX AHTHTEN B OTHOLIEHHWH KIIETOK
HEK?293/hNPR1.myc.DDK ¢ 10 ’M hANP naxonunace B npenenax 3HaueHnit ECso ot 0,15 no
3,7 M. Ilate antutren u Kommapatop 1 crnenuduuecku CBA3BIBAIUCH C KJIETKAMHU,

CKOHCTpyHpoBaHHbIMU 111 3Kcrpeccud NPRI1, tonbko B nmpucyrcreuu 10 HM hANP u Obutn
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KJIacCU(UIIUPOBAHbI KaK MenTUiA-3aBUCHMble cBsi3biBatomue NPR1. OcranpHble ceMb aHTUTEN
CBSI3bIBAJINCH C KJIETKAMM, CKOHCTpyHpoBaHHbIMU 1uisl skcripeccud hNPR1, ¢ 10 HM hANP u 6e3
HEero, M 5TU aHTUTeNna ObUIM KJIACCH(PHLMPOBAaHBI KaK MENTHA-HE3aBUCHUMBIE CBS3bIBAIOIIUE
NPR1. O¢pdpexruBnocts 3THX antuten B orHomeHuu kinerok HEK293/hNPRI1.myc.DDK Ge3
nobasnenust hANP naxonunace B npenenax 3HaueHuit ECsy ot 0,49 no 4,6 =M.

IIpumep 6: AkTuBauust NPR1 moHok/I0HANBHBIMH aHTHTEIaMu-aroHuctamu NPR1

IIpouenypa npoBeneHust SKCIepUMeHTa

[0227] [nsi OUEHKH TPAHCKPUIILIMOHHON AaKTHUBALMKM YEJIOBEYECKOTO peLenTopa
Hartpuityperuueckoro mnentuaa 1 (hNPR1), co3maBanu CTaOMIbHYHO KJIETOYHYIO JIHHHIO,
CTa0MJIBHO OSKCIPECCUPYIOLIYK MHKJINYeCKHHA HYKJICOTHI-YIPaBIsieMblii KaHain anbdha 2
(CNGA2) u hNPR1 B HEK293. CNGA2 mpencrasnsier coOOi KaJlbIUEBBII KaHAJ, KOTOPBIA
MOKeT ObITh akTUBHUpOBaH CGMP, MO3TOMY €ro MOJKHO HCHOJIB30BAaTh B KAYECTBE CEHCOpA IS
renepaunn cGMP (Wunder et al. 2005, PMID:15766716). Ilockoneky NPR1 aktuBupyercs
aurasHaoM u nponyuupyet cGMP (Zois et al., 2014, PMID:24820868), akrusupyercs CNGA2, u
MPUTOK KalbLMs MOXKHO M3MEPMTh C MOMONIBIO (ayopecueHTHoro wuHamkatopa Ca'’.
BBINONHAMN COPTUHT KJIETOYHOW JIMHUM TI0 BBICOKOMY ypoBHIO 3kcrpeccun hNPRI,
HEK?293/hNPR1.MycDDK/CNGA2 Myc HS wmn cokpamenao HEK293/CNGA2/hNPRI1, u
NEAA

NeHULWUTNH/ cTpenTaBuanH/Taytamar, 100 mxr/mn rurpomunuaa u S00 mxr/mi cynbgparta G418.

MOAEPKUBAIU B DMEM, coaepkalien 10% FBS

2 2

[0228] [na wusmepenus BnusiHusi aHTU-hNPR1 aHTHTEN Ha mnepemady CHrHaJIOB
yenoBedeckoro NPR1 B orcyrcrBue ANP BomonHsiu Ouoanamms. [y OuoaHaiv3a KIJIETKU
HEK?293/CNGA2/hNPR1 BbiceBanu B maHieTsl PDL ¢ uepHbIM npo3paunbiM gHOM 1o 30000
KJIETOK/JTyHKY B DMEM, cozepIKarei 10% FBS, NEAA

NEeHUIMIUTNH/CTpenTaBUANH/TiyTaMar, 1 nHkyouposanu npu 37°C u 5% CO, B TeueHne HOUM.

2

Ha cnenyromee yrpo cpeay ynansu, U B kiaeTku nobOasmsun 80 mxn Oydepa mia aHammsa
FLUO4-NW c¢ npo6enennnom (Thermo Scientific) va 30 munyt npu 37°C. OuuilieHHbIE aHTH-
hNPR1 anTuTENna wiM aHTUTENO W3OTUIIUYECKOTO KOHTPOJS CEPUHHO pa3BONMIIA B
cootHomennu 1:3 ot ~0,4 HM no 1 MxkM (8 touek), unmun ANP B cootHomenuu 1:3 ot ~0,3 nM
1o 2 HM (10 Todek), mepeHocusu B aHanmuTudeckuii rutanmer, ucnonb3ysi FLIPR TETRA®
(Molecular Devices). [Tonyuanu nzobpakenus: 6a30Boii TMHUHN U oTBeTa. KpHUBYIO 3aBUCUMOCTH
703a-0TBET OMNpeNe/sIi Ha OCHOBe Max-Min MM Iiom@anyd ToA KpuBOH (MOKAa3aHO B
ONMKCAHUM), W PEe3yJbTAaThl AHAIM3UPOBAIM C T[OMOINBI0 HEIHMHEWHOU perpeccun (4-
apaMeTpIYecKas JTOTHCTHYECKAs KPUBAs), HCIIONb3ys MporpaMmHoe obecreuenne Prism'™ 6
(GraphPad) c¢ mnonyudenuem 3HaueHuii ECs). % AxTuUBaLuM aHTUTEN PpacCUUTBHIBAIM C
MakcUMaibHbIM nuanazoHoM RFU (oTHocHTENnbHBIX €quHML (HIIyOPECLEHIINH), JOCTHTaeMbIM
AHTHUTEJIOM, OTHOCUTENIbHO MakcuMaibHOro nuarna3zona RFU, nocturaemoro ANP.

PesyapTatsl

[0229] B Tabmauume 29 mnokasa”Ha axTtuBanums uenoBedeckoro NPR1 antu-NPR1
aHTUTEJaMU.

[0230] Tadauua 29: AxktuBanus gejopeueckoro NPR1 antu-NPR1 anTturenamu
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OkcnepuMeHT 1 OxcnepumenT 11

Knerku 293/CNGA2/hNPR1 293/CNGA2/hNPR1

Pexxum AxTuBarus AxTuBanus

JIuranpg ANP ANP
ECso (pM) 60,5-98,8 78.8
Koncranra HET HET
AMTHTeno ECsy (M) % akTUBAUUH ECe (M) % akTHBAUUH

(vs. ANP makc.) (vs. ANP makc.)
mAb22033 83,7 129,54 41,6 129,20%
mAb22810 He tectup. He tectup. 50,8 125,50%
mAb25545 187,9 123,14% 74,1 122,70%
mAb25502 1614 92,90% >200 109,80%
mAb22805 239 91,61% 112,3 118,90%
mAb22809 270 86,72% He Tectup. He tectup.
mAb25491 101,8 74,64% 43,4 103,70%
mAb22035 383.9 73,07% >200 56,80%
mAb25497 72,62 71,09% 56,4 103,40%
mAb25498 335.3 67,74% He tectup. He Tectup.
mAb25479 174,3 66,73% 101,9 82,80%
mAb25508 325,7 56,08% He Tectup. He Tectup.
Kommnapatop 1 >2000 53,45% Awrsatin 13,80%
HET
H3oTtunuueckuii AKTHBaIu 6.03% AKTHBaILIMA 1.90%
KOHTPOJIb HET HET

AxtuBammto  hNPR1  BeiOpanabiMu  aHTH-NPR1  anTuTenamu 1o u300peTeHHUI0
TECTUPOBAJIHM MTyTEM M3MEPEHUsI aKTUBHOCTHU Kanbiuesoro noroka B HEK293/CNGA2/hNPR1 B
nByx skcnepumentax (sxcmepumentax I um II) (Tabmuna 29). Kak nokazano B Tabmune 29 (B
skcriepumente 1), 11 ounmenHpix anTu-NPR1 aHTHTEN MOKa3anu akTUBAILMIO B TIOTOKE Ca™ ¢
MaKCHMaJIbHOM akTuBanuel B nuamnaszone ot 55 1o 130% ¢ ECsy B nnanasone 83,7-383,9 aM. 19
AHTHTEJT MOKAa3aIH CIal0yl aKTHBALMIO C MAaKCUMAJbHOW akTuBanueid meHee 31% (nmaHHbIe HE
nokasanbl). B skcriepumente 11 9 antu-NPR1 aHTHTEN mokasanu akTUBALMIO B MOTOKE Ca™ ¢
MaKCHUMAaJIbHOW akTuBalueil B auama3one ot 57-129% c¢ ECsy 41,6 -> 200 uM (tabmuma 29).
ANP aktuBupyercsi ¢ ECsy 60,5-98,8 nM. AxtuBamusi He HaAOMOmanach ¢ aHTUTEIOM
n3oTunuueckoro konrpons hlgG4.

IIpumep 7. BansiHue oAHOH 103bI MOHOKJIOHAJILHOTO aHTHTENa-aroHucta NPR1 Ha

CHCTEMHOE apTEPHATbHOE JaBJIe¢HHE Y HOPMOTEH3HUBHbBIX MbIIIEH NPR1"™M"
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IIpoueaypa npoBeneHus SKCIIePUMEHTA

[0232] Lienb 5TOr0 HCCAeNOBAHUS 3aKJIIOYAIACh B OLEHKE BIUSTHUSI BBIOPAHHBIX AHTUTE-
aronnctoB NPR1 Ha ucxoaHoe CUCTEMHOE apTepUabHOE AABIECHUE Y HOPMOTEH3UBHBIX MbILIEH

bue (,=50) B BO3pacTe ~10-

NPR1™™" ¢ Tenemerpuueckum kouTponem. Camiam mbimeii NPR1
20 "Henmenb UMIUTAHTUPOBAIHU TeseMeTpudeckue naruyuku PA-C10 (DSI, St. Paul, MN) u naBanu
BO3MO>KHOCTb BOCCTAHOBUTBLCSI B T€UCHHUE 7 AHEN Mepes paclpeAeseHrueM Mo rpynmnam (Ipynmnbl
1-12) (tabmuma 30).

[0233] Ta6auna 30: CeoaHast uHpopManHs 0 103aX U rPyNNax 103

Tectupye KOJIHYEeCTBO
MBIH HJIH Oo6ne KHBOTHBIX
Ne KOHTPOJbHBIN Yposennb M J03bI
rpynnsl NPOAYKT A03bI (Mr/mMr/go3a) (mJ1/kr) camubl
1 PBS xonTtponb 9
3 mAb22035 5
4 mAb22033 4
5 mAb25497 3
6 mAb22805 4
7 mAb25545 25 5 3
8 mAb22809 5
9 mAb25479 4
10 mAb25491 4
11 mAb25502 5
12 mAb22810 4

[0234] J)KuBOTHBIX copep:KaJid MO OAHOMY B CTaHIAPTHBIX YCJIOBHSX (TeMIeparypa OT
64°F no 84°F (or 18°C po 29°C);, ortHocurenbHas BiakHOCTb OT 30% mo 70%), wu
noanepkuBaNd LUKJI 12 dYacoBoil neHb/12 dvacoBas HOub. [Iuimma (rpaHyJHMpOBAaHHBIN KOPM
Research Diets Standard) u Boga Haxonuiuch B cBoboaHOM noctyne (ad libitum).

[0235] Tectupyembie Oenku wunu  (GocdartHo-coneBoit  Oydep (PBS) BBOmMIHN
COOTBETCTBYIOLIMM JKUBOTHBIM B BHJI€ OJHOW MOJAKOKHOW MHBEKIMHU B AeHb 0. O0BeM 103bI IS
KQ)KJOT0 KUBOTHOT'O ONPEAEIISIIA HA OCHOBE CAMOT0 MOCIEAHErO U3MEPEHMS MAacChl Tena.

[0236] Bo Bpemsi TecTUPOBaHUSI CHUCTOJUYECKOE NABJIEHUE, TUACTOIMYECKOE JaBJICHUE,
CpelHee apTepUaJbHOE [ABJIEHHE M 4YaCTOTYy CEpPACYHBbIX COKPALEHWH PErHuCTPUPOBAIU B
tedeHue 10 cekyHa kaxayro MUHYTY. OueHKy 3(p()EeKTUBHOCTH BBIOJHSIIN, UCTIOJb3YS JaHHBIE,
cobpanHble ¢ 3-r0 mo 7-ii neHb uccienosaHus. JlnmurenbHble 3()(EKTHl aHTUTEN-arOHHUCTOB
NPR1 oueHuBanu, UCNONb3ysl JaHHbIE, KOTOpPble PErHCTPUPOBAIM €XKEAHEBHO B TeueHue 24-
4acoB M ycpenHsnu 3a 28 nHel. Bce naHHbIE NpencTaBieHbl B BUAE CPEAHErO 3HAa4YEHUs +
craHgapTHas omudka cpegHero (SEM).

PesyapTatsl

[0237] IlepBuuHbIii CKPUHUHT In vivo aHTUTEN-aroHUCTOB NPR1 mpomeMoHCcTpupoBa,
YTO MO CPABHEHHUIO C KOHTPOJIbHBIMHU JKMBOTHBIMM, KOTOpbIM BBOAWUIM PBS, uepes 3-7 nuei
nocyie BBeAeHUs N03bl BiusHue 9 anturen (mAb22033, mAb25479, mAb25497, mAb22805,
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mAb25545, mAb22809, mAb25491, mAb25502 u mAb22810) 3HAYUTENILHO YMEHBIIUIOCH, &
ogHO aHTuTeno (mAb22035) He oka3as0 HUKAKOrO BJIMSHHUS HAa CHUCTEMHOE apTepHaIbHOE
nasienue (ur. 1). BenuunHa CHIDKEHUS apTepUaIbHOTO JABJICHUS, OLEHEHHAs! [0 CPeIHEeMY
u3MeHeHuto (depe3 3-7 AHM IMOC/e BBEIEHUS JH03bl) CHCTOJIMYECKOTO apTePUATbHOTO JaBJICHHUS
OTHOCHUTEJIbHO MCXOJHOTO ypPOBHS, BapbupoBasia oT -3,2 + 0,2 (mAb25497N) no -11,5 £ 0,8
(mAb22810) mm pr. ct. (mmHg)

[0238] Jduurenbubie 3¢ dextol antuTen-arounctoB NPR1 onenuBaiu B TeueHue 28 nHeit
(Tabmuua 31).

[0239] Tabnuua 31: 28-1HeBHOE CpeHEE apTEPUANIbLHOE NABJICHHE U YaCTOTa CEPAEYHbBIX

COKpaLLEHUI
Cpennee
I'pynna CHCTOJIHYECKOE | AHACTOJHYECKOE
apTepHajibHOe YCC (BPM)
AO03UPOBAHUSA (mmHg) (mmHg)
(mmHg)

PBS konTposb 0,08+0,09 1,09+0,25 1,19+0,27 11,79+3,17
mAb25545 -4,34+0,18%* 0,13+0,38* -2,0+0,46* 5,35£3,13%
mAb22805 -3,90£0,17%* -1,51£0,30%* -3,40+0,40* 18,83+2,73%
mAb25497 -3,04+0,20* 2,37+£0,36* 1,04+0,44 12,07+£2,64*
mAb22035 3,80+0,32* 2,05+0,22% 2,95+0,26* 2,86+2,33*
mAb22033 -11,07+0,59* -4,55+0,38%* -8,01+£0,48%* -2,14+£2,83%*
mAb22810 -7,88+0,57* -2,24+0,31* -5,21£0,42% -6,10+£2,96%*
mAb25502 -3,63+£0,49%* -0,41+0,40* -2,13+£0,44%* -14,27+£2,87*
mAb22809 -2,01+0,58%* 2,95+0,70* 0,30+0,62 3,95+£2,33%
mAb25491 -4,90+0,35% -1,22+0,26%* -3,194+0,30* -12,9+£3,22%
mAb25479 -3,44+0,50* 0,51+£0,42%* -1,60+0,44* -4,01+3,03*

hu/hu

HopmorensuBHbix Mbieii NPR1 C TEJIEMETPUUECKUM KOHTPOJIEM PACTIPENEISIIA O
rpynmnaM B 3aBUCUMOCTH OT MaccChl Tena. JKMBOTHBIM BBOAWIIN OAHY MOAKOKHYIO MHBEKLHIO 25
mr/kr mAb-aroancra NPR1 unn kontposasaoro PBS, xak onucano B Tabmuue 1. Bee 3HaueHus
NpPeACTaBSIIOT coboli  cpennee 3Hauenne + SEM, n=3-9 na rpymny. Craructuka -
nBycroponHuit ANOVA c kpurepuem Jlannera, *p<0,05 no cpaBHeHHI0 ¢ KOHTpoJeMm PBS

[0240] ITocne omHOW MOAKOXKHOW WMHBEKIWH B aeHb 0 omHO aHTHTENo (MAb22035)
3HAYUTENBHO YBEJIWYUBAJIO AaBjeHUE HAa ~4-7 MM PT.CT., B TO BP€Msl KaK ApPyrue aHTUTENa
CHIDKAIM CHCTEMHOE apTEepUajbHOE NaBJeHHE Ha 2-11 MM PT.CT. y HOPMOTEH3UBHBIX MbIIIEH
NPR1™™  Peaxumst uacToTh CEepPAEUYHBbIX COKpPAIEHWHM KaK Ha IOBBIIIEHHOE, TaK U Ha
NOHMKEHHOE CHCTEMHOE apTepHajbHOE aBJieHUe ObLIa PAa3IMUHON: B HEKOTOPBIX TPYIIax OHA
MOBBIIIAJIACH, & B IPYTHUX IPyNIax CHUXKAIACh.

Ilpumep 8: Buausinue 1031 MOHOKJIOHAJBHOrO aHTHTena-aronucra NPR1 Ha
CHCTEMHOE apPTEPHATbHOE AaBJIE¢HHE Y HOPMOTEH3UBHBIX MbIIIEH NPR1"™h"

IIpouenypa npoBeneHus SKCIepUMEHTA
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[0241] Llenp 3TOro uCCleAOBAaHHS 3aKIIOYAIach B OHeHKE 3(dekra m03bl aHTUTENA-
aronncra NPR1 mAb22033 Ha cucteMHOE apTepuabHOE JaBIeHHE Y HOPMOTEH3UBHBIX MBbIIIEH

by (1=30) B Bo3pacTe ~20

NPR1™™ ¢ tenemerpuueckum korTposem. Mpimam-camiam NPR1
Hesleslb UMIUIAaHTUpOoBaiu Tejemerpudeckue natauku PA-C10 (DSI, St. Paul, MN) u nasanu
BO3MOXKHOCTb BOCCTAHOBUTBCS B T€UE€HUE 7 AHEN nepen pachpenesneHrueM o rpynnam (rpymbl
1-5). (Tabnuua 32).

[0242] Ta6auua 32: CeogHasi uHpopMAanus 0 A03aX U rPyNnax a03

TecTupyemsblii YpoBeHb 06 KOJIHYeCTB
Ne | WM KOHTPOJIbHBIH A03bI €M /103bl 0 JKMBOTHBIX
rpynnbl NPOAYKT (mr/mr/no3a) (ma/kr) camubl
1 | sotunuveckuii 25 5 6
koHTpoub IgG4
2 mAb22033 1 5 7
3 mAb22033 : > 6
4 mAb22033 25 > 7
5 mAb22033 >0 > 7

[0243] JKuBOTHBIX comep:KaJid MO OAHOMY B CTaHIAPTHBIX YCJOBHSX (TeMIeEparypa OT
64°F nmo 84°F (or 18°C po 29°C); ortHocurenpHas BiakHOCTb OT 30% no 70%), wu
noAAepKuBaIu LUK 12 vacoBod aeHw/12 uacoBas Houb. [Inma (rpaHyJupOBaHHBI KOPM
Research Diets Standard) u Boga Haxoammuce ad libitum.

[0244] Tectupyemble Oenkyd BBOAMIN COOTBETCTBYIOLIMM >XUBOTHBIM B BHUIE OIHOMN
MOJIKO’KHOW MHBEKIMH B AeHb 0. OOBbeM 103bI A KaXKAO0TO KUBOTHOTO OMNPEAEISUIN HA OCHOBE
CaMoro IMOCJIEIHEro U3MEPEeHUsT Macchl Tena. i OueHKH OMOMapKepOB MOUYHU M CHIBOPOTKU B
neHb 28 cobupanu Mody, a 00pasibl KpOBH cOOMpany B AeHb 14 nCCaenoBaHus U MO0 OKOHYAHHH
SKCIIEPUMEHTA. DXOKapaAuorpaduio BHIOIHUIN B IeHb 28 10 auypesa.

[0245] Bo Bpemsi TeCTUPOBAHUSI CHUCTOJUYECKOE JaBJIEHUE, TUACTOJMYECKOE JaBJICHHE,
CpelHee apTepUajbHOE [AaBJIEHHE M 4YacCTOTy CEpPAECYHBIX COKPALIEHUN PpEruCTPUpPOBAIN B
tedeHue 10 cekyHn kaxnayro MUHYTY. ['padudeckn oroOparkaeMble TeIeMETPHUYECKUE TaHHBIC
MOJIy4aJId OT >KMBOTHBIX C YETKMMH CUTHAJIAMU B YACTU UCCIIEAOBAHMS SKUBBIX MBILIEH.

PesyabpTaTsl

[0246] AprepuanbHoe nasienue (pur. 2, 3 u 5) cHwkantock Ha 10-15 MM pT.CT. Ha CPOK
1o 4 Henmenb mociie BBEAECHUs OOHON 103bI MAb22033 HOPMOTEH3UBHBIM MBIIIAM NPR 1™
ITukoBOE CHM)KEHUE IABJICHUS IS BCEX 103 ObUTIO OAMHAKOBBIM, IPU 3TOM MPOIOJIKHTEILHOCTD
s¢dexTa Ha apTepuaNbHOE HMaBJICHHE COCTaBisIa npudbimusureapbHo 10 mHel mpu BBemeHUH |
MI/KT U Oonee 28 nHel npu BBeneHUH SO MI/KT.

[0247] Tadaumuna 33: 28-gHeBHOe cCpelHee apTepHAJIbHOE IABJIEHHE H YACTOTA

CepAEeYHbIX COKPALLeHHH

CHCTOJINYECKOe | JHACTOJIHYeC Cpennee
I'pynna po3upoBanus HCC (BPM)
(mmHg) koe (mmHg) | aprepuanbHoe
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(mmHg)
M3orunuueckuii 126+,3 97,0+0,3 112,2+0,3 524,9+3,2
xoHTpousb I1gG4 (25
MI/KT)
mAb22033 (1 mr/kr) | 124,4+0,5 95,1+0.4 110,44+0,4 530,6+4,0
120,0+£0,4*%*%* | 93 84+0,3%* 107,64£0,3%%*% | 543,4+4,0%*
mAb22033 (5 mr/kr) ok
mAb22033 (25 mr/kr) | 119,740,5%*** | 93 7+0,4%* 107,1£0,4%%** | 524 543 4
118,5+0,5%*** | 94, 2+0,3* 106,8+£0,3**** | 553,6+3,5%*
mAb22033 (50 mr/kr) ok

N hu/h
HopMoreHsuBHbIXx Mbimieii NPR1™™

C TeJeMeTPUUYEeCKUM KOHTPOJIEM CIy4aiHbIM
o0pa3oM HenwiIu Ha IATh TPYII C PAaBHOW MAaccOW Teia, U MM BBOOWINM OIHY IMOIKOXKHYIO
uHbeKkIno mAb22033 B noszax, nepeynciaeHHbIx B Ta0auue 1. Anturteno IgG4 ucnonb3oBany B
Ka4eCTBe M30THIINYECKOro KOHTPOJA. Bee 3HaueHus mpeacTasisioT co0oi cpeaHee 3HaUeHHe +
SEM, n=6-7 na rpynmny. Ctaructuka - asycroponHnii ANOVA c kpurepuem [lannera; *p<0,05
IO CPABHEHUIO C M30TUNHYECKUM KOoHTpoJdeM IgG4, *#p<0,01 no cpaBHEHUIO ¢ H30THUITHYECKIM
koHTponem IgG4; ***p<0,001 mno cpaBHEHHMIO C H3OTUNHYECKUM KoHTponeM IgG4;
##%%p<0,0001 mo cpaBHEHMIO € U30TUIIHUYECKUM KOHTposeM 1gG4

[0248] Konnentpaunu cGMP B Moue (Tabnuua 34) Obutd 3HAaUUTENBHO YBEJINYEHBI Ha 28
AeHb B rpymnne S0 MI/KT, IpU 5TOM BCE IpyTrHe 103bl ObLIM HA YPOBHE, aHAJIOTUYHOM KOHTPOJIIO.

[0249] Tabauua 34: Mapkepbl MOYH H CbIBOPOTKH

NTproANP B NTproANP B

Oobem CbIBOPOTKE CbIBOPOTKeE

I'pynna MOYH ¢GMP B moue (HMouab/a) - (HMoOJIB/01) -
AO3MPOBAHUS: (Ma/cyTKH) | (MMOJIB/CYTKH) aenb 14 aeHb 29

H3zoTtunuueckuii
koHTpoub IgG4 (25
MTI/KT) 1,4+0,2 5,0£1,3 0,21+.06 0,49+0,17
mAb22033 (1 mr/kr) 1,240,2 5,2+1,3 0,35+0,11 0,52+0,12
mAb22033 (5 mr/kr) 0,940,1 3,7+0.8 0,20+0,08 0,20+0,05
mAb22033 (25 mr/kr) 1,240,2 5,94+0.8 0,14+0,06 0,24+0,06
mAb22033 (50 mr/kr) 1,4+0,2 11,942, 1% 0,26+0,08 0,56+0,20
hw/hu

Hopmorensusneix Mbimeir NPRI1 C TENEeMETPUYECKUM KOHTPOJEM CIy4alHbIM
o0pa3oM nenwiIu Ha IATh TPYII C PAaBHOW MAaccod Tena, U MM BBOIWIN OIHY IOIKOXHYIO
uHbeKIo MmAb22033 B nos3ax, nepeynciaeHHbIx B Ta0muue 1. Antureno IgG4 ucnons3oBany B

Ka4eCTBE M30THUINYECKOrO KOHTpous. Bee 3HaueHus npencTaBisioT coOoil cpenHee 3HaUeHUe +
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SEM, n=6-7 Ha rpynmy. Cratuctuka - onHocropoHHuii ANOVA c kpurepuem J[lanHera;
*%p<0,01 Mo cpaBHEHHIO C U30TUITUYECKUM KOHTposieM 1gG4

[0250] OtHocuTenbHast Macca cepana (tabmuua 35) Obuia Huxke B rpymme S0 MI/Kr C
TEH/ICHIIMeH K CHIKEHHUIO B rpynmnax 1, 5 u 25 mr/kr. OTcyTCTBOBAIO 3HAUUTENBHOE BIHMSHUE HA
maccy Tena (tabmuua 35), abcomoTHyo maccy cepaua (tabmuua 35), XMMHUYECKUN COCTaB
crangaptHoii ceiBopoTku (ALT, AMYLAS, AST, CHOL, CKNAC, CREA, DHDL, IP, TRIG,
TP, UA, UN, MG, NEFA) nmu moun (ALB, GLUH, CREA, PRO, CA, IP, MG, UN, AMYLAS,
UA, NA, K, CL).

[0251] Ta6auna 35: KoneuHbie Macchl TeJ1a M OPraHOB

Macca cepaua:
Koneunas AJINHA Macca
I'pynna Macca TeJsia Macca 0oJibie0epLoB | cepAla:Macca
AO3UPOBAHUS: (r) cepaua (Mr) 0i1 KoCTH Tesa
Hzotunuueckuii
xkoHTpousb IgG4 (25
MI/KT) 33,1£1,7 0,143+0,003 | 0,0079+0,0002 | 0,0043+0,0001
mAb22033 (1 mr/kr) 34,5423 0,140+0,005 | 0,0078+0,0002 | 0,0041+0,0001
mAb22033 (5 mr/kr) 34.3+1,4 0,131+0,006 | 0,0075+0,0004 | 0,0039+0,0003
mAb22033 (25 mr/kr) 32,4+1,4 0,126+0,006 | 0,0071+0,0003 | 0,0039+0,0002
mAb22033 (50 mr/kr 34,3+£2,1 0,124+0,004 | 0,0069+0,0002 | 0,0037+0,0002%*

o hu/h
HopmorensuBHbx Mbimeii NPR1™™

C TeNEeMETPUYECKUM KOHTPOJIEM CIIy4aiHbIM
o0pa3oM Jenwin Ha NATh TPYNI C PaBHOH MacCoW Tesa, ¥ MM BBOAWJIM OIHY IOAKOXKHYIO
uHbeKIo mAb22033 B no3ax, nepeuncieHHsix B Tabnuue 1. Aarureno IgG4 ncnonb3oBanu B
Ka4eCTBe M30THIINYECKOro KOHTPOJsL. Bee 3HaueHus mpeacTaBisioT co0ol cpeaHee 3HaUeHUe +
SEM, n=6-7 Ha rpynmy. Cratuctuka - oxHocropoHHuii ANOVA c¢ kpurepuem J[laHHera;
*p<0,05 Mo CpaBHEHUIO C U3OTHMUYECKUM KOHTpojeM [gG4

[0252] ®ynkumsa muokapna (ur. 6 u 7A) ynydmmnacek nocie BeneHus mAb22033 co
CTaTUCTHYECKH 3HAYMMbIM CHIDKEHHEM KOHEYHOI'O CHUCTOIMYECKOro o0beMa, OTMEUeHHBIM B
rpyrmme 1036l 25 Mr/kr (¢pur. 7A) U TeHIEHIMEN K YBEJINYSHUIO Kak ppakuuu yKopodeHus (¢ur.
7C), Tak u ¢ppakuuu BeiOpoca (pur. 7B), Hanbonee odeBuaHbIe B rpynmnax 25 u 50 mr/kr.

[0253] KiroueBble pe3yibTaThl 3aKIOHAOTCA B TOM, 4To mAb-aronuct NPR1
mAb22033 BBI3BIBANIO 3HAYUTENILHOE CHIDKEHHE CHUCTOJUYECKOrO M CPEIHEro apTepHabHOTO
JABJIEHUsl KPOBH, KOTOpoe ammiochk 10 28 nHel. KomneHcaTopHOE yBeIMYEHHE 4YaCTOTHI
CepAEYHBIX COKpAIEHHH MEePBOHAYAIBPHO HAONIOAANOCh BO BCEX TIPYIIAX C IOCTOSHHBIM
HE3HAUNTENIbHBIM YBEJIMYEHHEeM B rpymnmne, noaydasmeidl mAb22033 B pmosze 50 wr/kr,
OTHOCUTENIbHO MAb H30TUIHYECKOTO KOHTPOJIS.

IIpumep 9: Bausinue oAHOH A03bI MOHOKJIOHATBHOIO aHTHTENa-aroHucTa NPR1 Ha

" b
CHCTEMHOE APTEPHAILHOE IABJIEHHE Y THIIEPTeH3HBHBIX Mbimein NPR1™M"
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IIpoueaypa npoBeneHus SKCIIePUMEHTA

Llenp 3TOro MccreqOBaHUs 3aK/OYajach B OLEHKe 3((PEKTOB OJHON N03blI aHTHUTENA-
aronrcra NPR1 (mAb22033 mnu mAb22810) Ha cucTeMHOe apTepHalibHOE NaBJIEHUE Y MBbIIIEH
NPR1™™" ¢ axruoreHsus I-unnyuupoBanHol (Ang II) runepreHsueli, HaXOASIIUXCS IOA

TenemMerpudeckuM KouTponeM. Camuam mbimeii NPR1™™

(n=36) B BO3pacte ~13 Henenb
UMIUIaHTUpOBaNIU Tenemerpuueckue npatuuku PA-C10 (DSI, St. Paul, MN) u naBamu
BO3MOXXHOCTb BOCCTAHOBUTBCS B T€UeHUE 7 AHEN Iepes paclpeneeHueM Mo rpynnam (rpymmbl
1-6) (Tabnuua 36).

[0255] Tabauna 36: CeoaHas uHopmManus 0 103aX U rPynnax 103

TecTupyembii Ypo Oo6mbe KOJINYECTBO
Ne | MM KOHTPOJBHBIN BeHb 103bI M 03bI JKUBOTHBIX
rpynnsi NMPOAYKT (mr/mr) (mJ1/kr) camIubl
1 | U3oTunuyeckuii 25 5 5
koHTpousib IgG4
2 mAb22033 ! > 1
3 mAb22033 : > 5
4 mAb22033 25 > 6
5 mAb22810 > > 5
6 mAb22810 19 > 6

[0256] 3areM  JKMBOTHBIM  HMMIUIAHTHPOBAJIM  OCMOTHYECKHE  MHUHH-HACOCHI
(Muxkpoocmoruueckuii Hacoc Alzet; momens 1004; jor 10335-14). MuHHHACOCH! 3aIOJHSIIN
anieraTHON conbto aHruoreHsuHa Il (Bachem; mor # 1066804) m HacTpauBagu Ha CPENHIOIO
ckopoctb 3akauku 0,11 Mxi/wac gna pmocraBku 1,5 wmr/kr/cytkum Ang II. MuHHHAcCOCH!
MMIUTAHTHPOBAJIN MTOJKOXKHO B 00JIACTh JIONATKU 3a 3 AHS OO Hadaia Jo3UpoBaHMs. JKMBOTHBIX
COZIep KaJIM 10 OAHOMY B CTaHIAPTHBIX ycioBusix (Temmeparypa ot 64°F no 84°F (ot 18°C no
29°C); otHOCHUTeNbHAs BIAKHOCTH OT 30% 1o 70%) u nopaepskuBajiu Uuki 12 yacoBoi aeHn/12
yacoBasi HOub. [Tumna (rpanynupoBanHbiii kopMm Research Diets Standard) u Boga Haxonumuce ad
libitum.

[0257] Tectupyemble OeKM BBOAMIIN TMOAKOXKHO COOTBETCTBYIOIIUM >KHBOTHBIM OIUH
pa3 Ha 3-ii nmeHb myTeM NOAKOXKHOH WHbeKUMH. OOBeMBbl 103 Ui KaKAOrO JKHBOTHOTO
OTIPENENsUT Ha OCHOBE CAMOT'0 ITOCJIEAHErO H3MEPEHHs MACChl TEIa.

[0258] Bo Bpemsi TeCTUpOBaHUSI CUCTOJUYECKOE NABJIEHUE, TUACTOIMYECKOE JaBJICHHE,
CpenHee apTepHajbHOE AABIEHHE M YacTOTY CEPIAEYHBbIX COKPAIIEHWH PErHCTPUPOBAIH B
tedeHue 10 cekyHI Kakayo MUHYTY. Mouy cobupanu B nau 14 u 20.

PesyabpTaThl

[0259] Onna noza mAb-aronucra NPR1 (mAb22033 wnmu mAb22810) 3HaUMTENBHO
CHWIKANIA CHCTEMHOE apTepHaibHoe napienne ((ur. 8, 9 u 11) npu seaennn mpimam NPR 1™
C MHAYLUPOBAHHOM aHrMOTeH3UHOM-II runeprensuei. Bece 3HaueHus 23-7HEBHOrO CpPEmHErO

apTepuanbHOro nasieHus (Tabnuuma 37) ObUIM 3HAYUTENBHO HIDKE Y JKUBOTHBIX, KOTOpPBIE
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nonydamu nubo mAb22033, mubo mAb22810, mo cpaBHEHHIO ¢ M30THIIMYECKHM KOHTPOJIEM
IgG4.
[0260] Tadaumua 37: 23-gHeBHOe CpeaHee apTepUaJbHOE JABJIEHHE H YacTOTa

CepAeYHbIX COKPALeHHH

Cpennee
Cucronnueck | /Iuacronuueck | aprepuajbHoe yCccC
I'pynna no3uposanus: oe (mmHg) oe (mmHg) (mmHg) (BPM)
H3zoTtunuueckuii
koHTpoub I1gG4 (25 1762 147+2 15542 507+4
MI/KT)
mAb22033 (1 mr/kr) 163£2%#%* 13442 %% %% 14742 541£4% %%
mAb22033 (5 mr/kr) 1532%#%% 12041 *%** 13244%*%* S4TLETH*H*
mAb22033 (25 mr/kr) 140942 %% %% 121 %% %* 13 14%%** 5447 HH*
mAb22810 (5 mr/kr) 16242 %#%% 12842 %% ** 14542% 53245%*
mAb22810 (19 mr/kr) 15042 %* %% 12742 %% %% 13043 %** 53244 %*

Bce 3mauenus mpencraBnsioT coOoii cpenHee 3HaueHnme = SEM, n=3-6 Ha rpymmy.
Cratuctuka - neycropoHHuin ANOVA c¢ kpurepuem J[lannera, *p<0,05 mo cpaBHeHHIO C
n3otunuueckuM koHrpoaem IgG4 **p<0,01 mo cpaBHeHMIO ¢ M3oTUNIMUECKUM KOHTposeM [gG4;
##%p<0,001 mo cpaBHEHUIO C H30TUNHYECKUM KoHTposieM IgG4; ****p<0,0001 mo cpaBHEHMIO C
M30TUINTUYECKUM KOHTposeM 1gG4

[0261] Tabnuua 38: Buomapkepsl MO U CBIBOPOTKH

Oobem Oo6bem NTproANP
MOYH ¢GMP B moue MOYH ¢GMP B moue | B mia3zme
I'pynna (ma/cyTkn) | (MMOJIB/CYTKH | (MJa/CyTKH) | (MMOJB/CYyTKH | (HMOJB/J) -
aosuposanus: | - Jlenn 14 ) - nennb 14 - ldenn 20 ) - nennb 20 aeHb 20
HzoTtunuuecku
1 KOHTPOJIb
2,2+0,7 8,7£2,5 5,2+£0,9 13,9+£3,1 0,7+0,1
IgG4 (25
MI/KT)
mAb22033 (1
3,0+0,7 13,8+2,3 6,6+0,6 23,4+2.8 0,8+0,2
MI/KT)
mAb22033 (5§
1,3+£0,5 11,0£3,2 3,9+0,3 20,8+0,8 1,0£0,3
MI/KT)
mAb22033 (25
2,1+£0,3 23,5+5,3% 5,6+0,8 44 9+7 8#** 1,5+0,2
MI/KT)
mAb22810 (5 1,5+0,4 8,3+£2,0 4,1+0.,8 19,2453 1,3+0,4
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MI/KT)

mAb22810 (19

2,3+0,3 13,6+1.,8 4,9+£0,7 18,8+1.,9 1,0+0,2

mg/kg)

Bce 3nauenus mnpencraBisioT coOoi cpenHee 3HaueHne = SEM, n=3-6 Ha rpymmy.
Cratuctuka - omHoctopoHHuii ANOVA c¢ kpurepuem [lannera. *p<0,05 mo cpaBHEHHIO C

u3oTUIIUIEecKuM KoHTposeM IgG4: ***p<0. 001 mo cpaBHEHUI C W3O0TUIIMUYECKUM KOHTPOJIEM
b 2

IgG4

[0262] Tabauna 39: KoneuHbie Macchl TeJ1a M OPraHOB

Macca
Koneunas cepaua:aJIuHA Macca
Macca Macca Oosibmie0epuoBO | cepama:macca
I'pynna no3upoBanus: TeJja (1) cepaua (mr) H KOCTH TeJia
H3oTtunuueckuii
koHTposb IgG4 (25 29+1 0,166+0,011 0,0093+0,0006 0,0057+0,0003
MI/KT)
mAb22033 (1 mr/kr) 32+1 0,168+0,005 | 0,0094+0,0004 | 0,0053+0,0003
mAb22033 (5 mr/kr) 2042 0,149+0,017 | 0,0085+0,0009 | 0,0051£0,0005
mAb22033 (25 mr/kr) 32+1 0,162+0,008 | 0,0090+0,0004 | 0,0051+0,0002
mAb22810 (5 mr/kr) 30+£1 0,150+0,004 | 0,0084+0,0002 | 0,0050+0,0001
mAb22810 (19 mr/kr) 30«1 0,146+0,015 | 0,0082+0,0008 | 0,0049+0,0003

Bce 3HaueHus mpeactaBisroT coOoii cpemHee 3HaueHne + SEM, n=3-6 Ha rpymmy.
Cratucruka - asyctoponHuit ANOVA c kpurepuem JlanHera

[0263] DddexTsl yacTOThI cepaeuHbIx cokpainenuii (¢ur. 10) pe3ko yBEIUYHBAIUCH C
Oosiee yMepeHHBbIM XpOHHUYECKUM yBenudeHueM. CpenmHss 23-THEBHAs 4YacTOTa CEPIASYHBIX
cokpaeHuii (Tabnuua 37) Obula 3HAYUTENHHO BBILIE BO BCEX TPYIIAX, KOTOPBIM BBOAMIIH
UCTIBITYEMBIN Tpernapar, MO CPAaBHEHHIO C SKUBOTHBIMH H30THUIIMYECKOTO KOHTPOJS. Y POBHHU
cGMP B Moue MMeNnu TEHOEHLHIO K MOBBIIEHHIO B OOJBIIMHCTBE TPYIII, KOTOPBIM BBOIWIN
6o mAb22033, mubo mAb22810, npu 3TOM XKHMBOTHBIE, mony4yaBmne mAb22033B noze 25
Mr/kr, B 1Hu 14 u 20 umenu 3Ha4UTENbHO OoJiee BhicOKHEe ypoBHU CGMP B MOYe MO CpaBHEHHIO
C JKUBOTHBIMH M30THNHYeckoro koHtpons IgG (tabmmuma 38). BosnelictBus Ha maccy Tena,
aOCOJTFOTHYIO MJTH OTHOCUTEIBHYIO MacCy OpraHoB He Habmonanu (tabnuma 39).

IIpumep 10: BausinHue NOBTOPHBIX 103 MOHOKJOHAJIBHOIO AHTHTEJIA-ATOHHCTA
NPRI1 Ha cucTeMHOe apTepHAIbHOE AABJIEHHE Y THIIEPTEH3HBHBIX MbIIIEH NPR1™/M

IIpouenypa nmpoBeneHus SKCIIEPUMEHTA

[0264] Llenp >TOro HCCIEAOBAHUS 3aAKJIIOYAINCh B OLEHKE 3(P(PEKTOB MOBTOPHOTO
nosuposaHusi anturena-aronncra NPR1 mAb22033 Ha cucremHOe apTepuanbHOE JaBIEHHUE Y

mpimeii NPR1™™ ¢ anrnorensun 11 (Ang II)-mHAYUMPOBAaHHON TUNEPTEH3MEH, HAXOMSIINXCS
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b (h=30) B BO3pacTe ~26 Hemenb

noJ TejaeMeTpuueckuM koHTposem. Camuam mbimeil NPR1
UMIUTAaHTUpOBaIN Tenemerpuueckue paruuku PA-C10 (DSI, St. Paul, MN), u nasamm
BO3MOYKHOCTh BOCCTAHOBUTHCS B T€UEHUE 7 AHEU mepes pachpenesieHueM Mo rpymmnam (TpyIbl
1-5) (tabnua 40).

[0265] Tabauua 40: Ceoanasi uHpopManus 0 103aX U rpynnax 103

TecTupyembiii Yposenn Oo0n KOJIH4eCTB
Ne |  HMJIM KOHTPOJILHBIH A03b1 €M J103blI 0 )KUBOTHBIX
rpynnsi NPOAYKT (Mr/mr/no3a) (mJ1/kr) camubl
1 HzoTunuueckuii 25 5 6
koHTpoub IgG4
2 mAb22033 ! > 6
3 mAb22033 : : 6
1 mAb22033 25 > 6
5 mAb22033 SV* > 6
*OpnHa nosa
[0266] 3areM  SKMBOTHBIM  HMIUIAHTHPOBAJIM  OCMOTHYECKHE  MHUHH-HACOCHI

(Mukpoocmorudecknii Hacoc Alzet; momens 1004; jmor 10335-14). MUHHHACOCHI 3aTOJTHSIIH
arieraTHON combro aHruoreHsuHa Il (Bachem; mor # 1066804) m HacTpamBaiu Ha CPEIHIONO
ckopocth 3akauku 0,11 wmxm/gac mmst gocraBku 1,5 wmr/kr/cyrkm Ang Il MuHHMHACOCHI
UMIUTAaHTUPOBAJIM MTOAKOKHO B OOJIACTh JIOMATKH 3a 7 HEeH 10 Havana 1o3upoBaHusi. JKUBOTHBIX
COZIep Kajii 10 OAHOMY B CTaHIAPTHBIX ycjoBusX (Ttemmeparypa ot 64°F no 84°F (ot 18°C no
29°C); otHOCHUTENbHAs BIAXXHOCTH OT 30% 1o 70%) u nonaep kuBaiu Uuki 12 yacoBoi aeHs/12
yacoBasi HOub. [Iuma (rpanynupoBanHbiii kopM Research Diets Standard) u Bona Haxomunuce ad
libitum.

[0267] JKuBOTHBIX AENUIM HA TPYHIbl HA OCHOBE CHCTOJIMYECKOIO apTEPHATIbLHOTO
nasnenusi. Tectupyemblie 0K BBOAMIN MOJKOKHO COOTBETCTBYIOLIUM *KHBOTHBIM JIMOO OAHMH
pa3 B aenb O (rpynma 5), nubo aBa pa3a B HEAENIO B TeUEeHHE Tpex Hexenb (rpymmbl 1-4),
HauWHAsl CO AHA O, MyTeM MOAKOXHOH HHBbEKUUH. OObeMbl 103 Ui KaKIAOrO JKHBOTHOTO
OTIpeAeNIM Ha OCHOBE CAMOI0 MOCJIEAHEr0 U3MEPEHUsI MacChl TeJa.

[0268] Bo Bpemsi TeCTUpOBaHUSI CUCTOJUYECKOE JABJIEHUE, TUACTOMYECKOE JaBJICHHE,
cpelHee apTepuallbHOE MaBJIEHHE M YacTOTy CepPAEYHBbIX COKpallleHWH perucTpupoBald B
TeueHue 10 CeKyHA KaKIyK MUHYTY.

PesyabpTatsl

[0269] V wmbieit NPR1™M ¢ WHIYLMPOBAHHON aHruoTeH3uHOM Il runepreHsueil ogHa
WM TOBTOpHBIE 103l mAb-aronucra NPR1 mAb22033 cHmXamm CHCTEMHOE KPOBSHOE
nasnenue (¢ur. 12, 13 u 15) no 6mm3koro k HopManbHOMY ypoBHIO. IToBTOpHSBIE 103BI 1, 5 MUTN
25 wmr/kr mAb22033 CcHWKanu CHCTOJIMYECKOE apTepUabHOE MaBJIEHHE 0303aBHCHUMbBIM
00pa3oM C NMUKOBBIM CHIKEHHEM IO CPABHEHHIO C MCXOAHBIMU 3HAYEHUSMH B KKAOH rpyrmre

Ha 11, 19 u 39 MM pPT.CT.,, COOTBETCTBEHHO, IOCJE TPEX HEAEIBHOTO BBEAECHUs JBAXKIbI B
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Henemo. OnHa 103a S0 MI/KT CHU3WIIA CUCTOJMYECKOEe apTepHUajbHOE NaBieHne Ha 31 MM pPT.CT.
K 7-My JIHIO C IIOCTENIEHHBIM BO3BPAaTOM K Oosiee runeproHudecknuMm ypoBHsAM. Cpennee 21-
OHEBHOE apTrepuaiibHOe naaBieHue (Ttabmuua 41) ObUIO 3HAYUTENBPHO HIDKE Y JKUBOTHBIX,
MOJIyYaBUINX ONHY WM TOBTOpHbIE 1036 MAb22033, 1O CpPaBHEHUIO C H3OTHUITHYECKHM
xoHTponeM IgG4.

[0270] Tadéaumua 41: 21-n1HeBHOe cpexHee apTepHAJbHOE JaBJIEHHE H YaCTOTA

cepAeYHbIX COKPALeHUH

Cpennee
I'pynna Cucronnueck | Auacroyinyeck | aprepuajabHO
AO3HPOBAHUS: oe (mmHg) oe (mmHg) e (mmHg) YCC (BPM)
Hsotunuueckuit
koHTpoub IgG4 (25
MT/KT) 173,4+1,3 138.6+0,7 154,9+1,2 538,2+1.8
mAb22033 (1 mr/kr) 163,0+£1,2%% 132,9£1,0 146,8£1,0%* 532,5+3,2
mAb22033 (5 mr/kr) | 151,94£0,9%%** | 124 740, 7*%** | 137,84+0,8%*** | 524 8+3 5%%*
mAb22033 (25 mr/kr) | 149,142, 2%%** | 127 042,0%** | 137,142,0%*%* | 511,342,9%***
mAb22033 (50
mg/kg)*onna nosa* 156,2+1,4%%%* 135,0£1,7 144,9+£1,5%%#% | 552,443, 1%*

Bce 3nauenus mnpencraBnsioT coOol cpenHee 3HaueHne = SEM, n=3-6 Ha rpymmy.

Cratuctuka - neycropoHHuii ANOVA ¢ kpurepuem Jlannera;, **p<0,01 mo cpaBHeHHIo ¢

n3oTUNUYECKUM KoHTposieM IgG4: ***p<0. 001 mo CpaBHEHUIO C H3O0TUIIMUYECKUM KOHTPOJEM
2 2

IgG4; ****p<0,0001 mo cpaBHEHMIO C U3OTUITMYECKUM KOoHTposeM 1gG4

[0271] Tabnuua 42: KoHeuHbie Macchl TeJla H OPraHOB

Macca
Koneunas cepaua:JIuHA Macca
Macca Macca OosibmIe0epuoBO | cepama:macca
I'pynna no3upoBanus: Tesa (r) cepaua (Mr) H KOCTH TeJ1a
H3oTtunuueckuii
koHTpousb IgG4 (25

MT/KT) 30,9+1,5 0,165+0,006 | 0,0091+0,00032 | 0,0054+0,0002

mAb22033 (1 mr/kr) 31,1+1,1 0,151£0,007 | 0,0084+0,00043 | 0,0049+0,0002

mAb22033 (5 mr/kr) 29.6+1,0 | 0,1494+0,004 | 0,0082+0,00020 | 0,0050+0,0001

mAb22033 (25 mr/kr) 32,4+1,9 | 0,165+0,012 | 0,009+0,00067 | 0,0051+0,0003
mAb22033 (50

MI/Kr)*omHa mosa* 31,0+£1,3 0,153+0,006 | 0,0085+0,00034 | 0,0050+0,0003

Bce 3HaueHus mnpencraBisloT coOoi cpenHee 3HaueHne = SEM, n=3-6 Ha rpymmy.
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Cratuctuka - onHoctopoHHuiit ANOVA c¢ kpurepuem /lannera

[0272] Tabauua 43: Mapkepbl MOYH H CbIBOPOTKH

NTproANP
NTproANP B B
O0bem CBIBOPOTKE CBIBOPOTKE
MO4H ¢GMP B moue (amoub/a) - (HMoJIB/ ) -
I'pynna nosupoBanusi: | (Ma/cyTkn) | (MMOJb/CyTKH) Henb 20 HMennb 29
H3otunuueckuii
koHTpousb IgG4 (25
MTI/KT) 2.,74+0,74 30,5+6,3 0,58+0,05 0,57+0,09
mAb22033 (1 mr/kr) 3,08+0,51 61,6+20,4 0,75+0,03 0,51+0,05
mAb22033 (5 mr/kr) 2,48+0,68 36,6£10,4 0,45+.013 0,36+0,08
mAb22033 (25 mr/kr) 3,240,80 *106,3+25,4% 0,59+0,13 0,63+0,14
mAb22033 (50
Mmr/kr)*omqHa no3a* 3,27+0,89 52,8+21,5 0,56+0,18 1,27+0,43

Bce 3mauenus mpencraBnsioT coOoii cpenHee 3HaueHne = SEM, n=3-6 Ha rpymmy.
Cratuctuka - omnocroponHuii ANOVA ¢ kxpurepuem [lannera. *p<0,05 mo cpaBHEHHIO C
U30TUINIHYECKUM KOHTposeM [gG4

[0273] beuu npoaHanu3upoBaHbl ocTpble 3 dexTsl mAb22033 co CHIDKEHUEM aBJIEHUs
Ha 10-20 MM pT.CcT. B TeueHne 24 4acoB mociie nepsoi 103bl. I dexTr! cepaedroro purma (¢ur.
14) OpuM MEepeMEeHHBIMH, NMPUYEM B Te€4eHHe 21-THEeBHOro MepHoja JAO3UPOBAHUS HAOIOAATIH
Oonee Bbicokme u Oonee Hu3KMe 3HaueHHs. CpemHss yacToTa CepAeYHbIX COKpalueHui 3a 21
neHb (Tabnuna 41) ObUTa 3HAYUTENBHO HIJKE B IPYMIIAX C MOBTOPHOW 1030H S u 25 MI/kr u
uMelia TEHACHLUIO K YBEJIMUEHHIO B IPYIINe, NOJdyduBLIei onny 103y S0 mr/kr. Yposuu cGMP B
Mo4e ObUTM 3HAYHMTEIBHO YBEJIUYEHBl B TPYIINIE, MOJIyyYaBlLIel MOBTOPHYIO 03y 25 MI/KT, MpH
5TOM BO BCE€X [IPYrHX TpyIMmax HaONOJAId TEHIEHLHI0 HEe CTATUCTHYECKH 3HAYUMOTO
YBEJIMYCHUS 110 CPABHEHHIO C KMBOTHBIMH, KOTOPHIM BBOIMIIM MAb M30THITUYECKOTO KOHTPOJIS
IgG4 (tabmuua 43). DddexkToB Ha Maccy Tena, aOCOIIOTHYH WM OTHOCHUTENBHYK) Maccy
OPTaHOB, CTAHAAPTHBIE XUMHUECKUE COCTABbI CBIBOPOTKH MJIM MOYH WJIH CEPACUHYIO (YHKIIHIO
He HaOmonanu (tabmuna 42 u ¢ur. 16-17).

IIpumep 11: Bausinue anturen-aronucToB NPR1 Ha maccy Tena, ckopocthb
MeTald0M3Ma H roMeocTAa3 IJII0K03bl Y Mblllleil ¢ 03kMpeHHeM, BbI3BaHHbIM aAueTtoi (DIO)

Dxcnepumenr 1

[0274] B sTom skcniepuMeHTe TecTupoBanu BiaustHEe mAb-arorncta NPR1 mAb22810
Ha Maccy Tejia, CKOpPOCTh MeTaboim3Ma M TOMEOCTa3 TJIFOKO3bl Y MBIMEH C OXKHpPEHHEM,
BbI3BaHHBIM nuetoii (DIO).

[0275] TpuauaTe caMLOB MBbIIIEH NPR1™™ 6o nmocaskensr Ha IUETYy C BBICOKUM

comepxkanueM xupos 60% nHa 10 Henemnb, MOCIe 3TOrO UX CIydyaliHbIM 00pa3oM AENHIIN Ha TPU
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rpynmnel (n=10 Ha Tpymmy): aHTUTEIO H3OTUIHYECKOro KOHTpoJs (uenoBeueckuin 1gG4),
antureno-aronuct NPR1 mAb22810 wmm hFc FGF21 FGF21, mnpeacrasnsromee coOoit
MOJIEKYJTy, KOTOpasi, Kak ObUIO JOKA3aHO, YJIy4IIaeT TOJEPAHTHOCTh K TJIFOKO3€, YBEIHYUBAET
pacxon SHEPrHHM U CHIDKAeT MacCy Tejla Ha MOAeNsix Mblmed ¢ oxkuperueMm (Véniant MM,
Endocrinology, 2012, PMID: 22798348). Ilocinennuili mnpemnapaT HCIONB30BAIA B O3TOM
UCCIIEIOBAHUM B Ka4deCTBE IIOJIOKUTENIBHOTO KOHTPOJIA [JIs1 KOHEYHBIX Todek. JleueHue
BBIMOJTHSJIN, MCIIOJB3YST (PH3HONIOTHYECKH pacTBOp, MyTeM MOAKOKHOH nHbekuuu (S.C.) mubo
eKeHeIeIbHON (IJ1s1 KOHTPOJNbHOTrO antuTena U mAb22810), nmubo aBa pasza B Hemenmo (aus
hFc.FGF21). B Tabmuue 44 mnepevyucieHbl TPYMIbI, KOJUYECTBO JKUBOTHBIX M JIO3BI,
NPUMEHSIEMbIE B UCCIIEIOBAHHH.

[0276] Tabauua 44: CeogHasi uHGopManys 0 rPyNIAaM JieYeHHUs!

I'pynn I'padux
a Jleuenne Ho3a AO3HPOBAHUSA Mpimu
1 KOHTPOJIbHOE MAD 25 mr/kr 1x/uenenro, S.C. 10
2 mAb22810 25 Mr/kr 1x/ vegemo, S.C. 10
3 hFc.FGF21 3.2 MI/kr 2x/uenento, S.C. 10

[0277] Ilepen no3upoBaHUEM H JBa pa3a B HEAEIO MOCJE 3TOr0 PErHUCTPUPOBAIA MACCy
Tela KaXAOW MbIIW. B TedeHWe BTOPOW HEAEIW UCCAEAOBAHMs MBbIIIEH MOMEIAJId B
MeTaboNMMyecKue KJIeTKH IJisi OLEHKH pacxona sSHeprud. I[lepopanbHYIO TONEPAHTHOCTb K
IJIIOKO3€ OLICHUBAJIM B TE€YEHHUE TPEThEHl HEAEeNU HCCIENOBAHUS, U KOHCTUTYLHMIO >KUBOTHOTO
OTIpeeIISIIIN Yepe3 MeCTb Henesb JiedeHust ¢ momomnbio EchoMRIL

[0278] Ha ¢ur. 18 A moka3aHbl U3MEHEHHUSI MacChl Tejia rocye BBeAeHuss mAb-aronucra
NPR1 mAb22810, hFc. FGF21 unu mAb usorunuueckoro koutpossi. Ha ¢ur. 18B u ¢ur. 18C
NOKa3aH OOIIMH ypOBEHb KMpa M OOINasi MbIIIEYHAs MAacCa, COOTBETCTBEHHO, IMOCIE MIECTH
Henenb JieueHus, uaMepeHHbie ¢ nomoinbio EChoMRI. OcHOBHbIE pe3yibTaThl 3aKJIIOYAKOTCS B
TOM, 4TO, XOTsi Mojiekyja hFc FGF21 Bbi3biBana 3HAYUTENIbHOE CHIDKEHHE MacChl Tejla U
yMeHbIIaja OKUPEHUEe B TEUCHHE MEepHoJa JICUCHHs], NPU BBeIeHUH aHTuTena-aronncra NPR1
mAb22810 3TOro He MPOUCXOIUIIO.

[0279] Ha ¢ur. 19A-C nokazansl usmenenust VO, (A), VCO; (B) unmu pacxon sHepruu
(C) B pazOuBKe MO CpeqHEMy 3HAYEHUIO TO KAXKIOMY IUKJIY JE€HB/HOYb TOCJIEe OJHOW HEeNesH
nedeHus: moObM u3: mAb-aronrcra NPR1 mAb22810, hFc. FGF21 unu mAb H30THIIHYECKOTO
KOHTpOJsi. OCHOBHBIE DPE3YJIbTaThl 3AKIOYAOTCS B TOM, 4TO, x0T Mojekyia hFc.FGF21
MPUBOAMIIA K 3HAYUTENbHOMY yBenuueHuto VO,, VCO, u pacxona sHEPTUH B TEUCHHE NIEPUOIA
JieueHus1, npu BBefeHnu antutena-aronucta NPR1 mAb22810 s3Toro He mponucxoauo.

[0280] Ha ¢wur. 20A moka3aHbl H3MEHEHHs TOJIEPAHTHOCTH K TIIFOKO3€, U3MEPEHHBIE C
TIOMOIIBIO TIEPOPATIBHOTO TECTA TOJEPAHTHOCTH K TIIFOKO3€ (2 I/KT TIIFOKO3bI) TIOCTIEe IBYX HEAEINb
nedenus: gubo mAb-aronncrom NPR1 mAb22810, mubo mAb hFc.FGF21, nubo mAb
u3zorunuueckoro koHtponsa. Ha ¢ur. 20B mnokazaHel ypOBHHM TJIFOKO3bI IOCIE HOYHOTO

rOJIONIAHMS], 3apPEruCTPUPOBaHHbIE B Hauaje ucciaenoBaHuss B A. (OCHOBHbIE pPe3yJIbTaThI
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3aKJIFOYAIOTCA B TOM, 4TO MOJieKyJbl kKak mAb22810, tak u hFc.FGF21 BbI3Banu 3HaUnTENBHOE
yJydllleHue TOJIEPAaHTHOCTH K TIJIIOKO3€ uepe3 7aBe Hedenu. Kpome TOro, yiydiueHue
TOJICPAHTHOCTH K IIIIOKO3e, obecrneunBaeMoe mAb22810, He 3aBUCENIO OT U3MEHEHHUH MAacChl
TeJa WIN pacxona 3Hepruu (Kak rnokasaHo Ha ¢ur. 18 u 19).

DKCOEepUMEHT 2

[0281] DToT sKcmepuMeHT omuchiBaeT BiusiHue mAb-aronucra NPR1 mAb22033 Ha
MacCy Teja, CKOPOCTh MeTaboIn3Ma M TOMEOCTAa3 IIIIOKO3bI Y MBIIIEH C O)KUPEHHEM, BbI3SBAHHBIM
nueroii (DIO).

[0282] TpumuaTe CaMIIOB MBbIIIEH NPR1™™ Grimu mocaxkensl Ha OUETy C BBICOKUM
comepanueM kupoB 60% Ha 10 Henenb, 3aTeM CITy4ailHBIM 00pa30M MOAEIECHbI Ha TPH TPYIIIIbI
(n=10 Ha rpymmy):. aHTUTEJIO H30THIMUYECKOro KoHTpouss (uenoseueckuil IgG4), antHTeno-
aronuct NPR1 mAb22033 umu hFc. FGF21 B kauecTBe MONOKHUTETHLHOTO KOHTpOJsL. JleueHue
BBITIOJTHSUTH, UCTIONB3Ysl (PU3UONIOTMYECKUN pacTBOp, MyTeM MonkoxHou uHbekuu (S.C.) mubo
€XKeHeIeIbHON (U151 KOHTpONbHOrO aHtutena U mAb22033), nmubo aBa pasa B Hememo (aus

hFc.FGF21). B Tabnnue 45 mnepeyuciieHbl TPyNINbL, KOJMYECTBO >KUBOTHBIX U JO3BI B

UCCIIEIOBAHUH.
[0283] Tabauua 45: CeoaHasi uH(pOpMAaLUsI 10 TPYNNAM JIeYeHHUsI
I'pynn I'pagux
a Jleuenne Ho3a AO3HPOBAHUSA Mpbiu
1 KOHTPOJIbHOE MAD 25 Mr/kr 1x/uenenro, S.C. 10
2 mAb22033 25 mr/kr 1x/ wenemo, S.C. 10
3 hFc.FGF21 3,2 Mr/kr 2x/ uegenro, S.C. 10

[0284] [lepen no3upoBaHUEM U [1Ba pa3a B HEHENIO MOCJE 3TOr0 PEruCTPUPOBAIUA MacCy
TeJa KaxAOW MblIIU. B TeueHne BTOpONH Henenu HCCIENOBAHUA MBbIIEH NOMEIlalu B
MeTaboNMMYeCKue KJIETKH IJIsi OLEHKH pacxona dSHepruu. IlepopalibHYyH TOJNEPAHTHOCTh K
IJIIOKO3€ OLICHWBAJIM B TE€YCHHE TPEThEH HENeNM HMCCIEHOBAHUS, U KOHCTHUTYLHUIO >KHBOTHOTO
OTIPEAEIISIIN Yepe3 MECTh Henesb JiedeHust ¢ momornbio EchoMRIL

[0278] Ha ¢ur. 21 A moka3aHbl U3MEHEHHUsST MAacChl Tejia Mocyie BBeAeHuss mAb-aronucra
NPR1 mAb22033, hFc. FGF21 unu mAb uzorunudeckoro koutposs. Ha ¢ur. 21B u ¢ur. 21C
MOKa3aH OOIM YpOBEHb KUpa W OOINash MBIIIEYHAsh Macca, COOTBETCTBEHHO, MOCIE IIECTH
Henenb JieueHus1, n3MepeHHble ¢ momompio EChoMRI. OcHOBHBIE pe3ynbTaThl 3aKIFOYAOTCS B
TOM, 4TO, XOTsi Mojiekyja hFc FGF21 BbI3biBana 3HAYUTENIbHOE CHIDKCHHE MAcChl Tejla U
yMEHbIIajJa OKUPEHHE B TEUCHHE MEpHoJa JISUeHHs, MPU BBEACHUHN aHTuTena-aronucrta NPR1
mAb22033 3Toro He MPOUCXOIUJIO.

[0286] Ha ¢ur. 22A-C nokazansl usmeHenust VO, (A), VCO, (B) unmu pacxon sHepruu
(C) B pazOuBke MO CpeqHEMy 3HAYEHUIO O KaXIOMY LUKy JE€HB/HOYb TOCJIEe OTHOW HEeNesH
nedeHus mooObM u3: mAb-aronucra NPR1 mAb22033, hFc. FGF21 unu mAb H30THIIHYECKOTO
KoHTposist. OCHOBHBIE PE3yJbTaThl 3aKJIIOYAIOTCS B TOM, 4TO, XOoTs Mousiekyina hFc FGF21

NPUBOAMIA K 3HAUUTENbHOMY yBenudeHuo VO,, VCOs u pacxona sHEpruu B TeUEHUE Nepuoaa
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JeueHus1, py BBeeHnH anTutena-aronucra NPR1 mAb22033 storo He mponcxoauio

[0287] Ha ¢ur. 23A moka3aHbl H3MEHEHHSI TOJIEPAHTHOCTU K TIIIOKO3€, U3MEPEHHBIE C
MIOMOIIBIO TIEPOPAIBHOTO TECTA TOJEPAHTHOCTH K TIIFOKO3€ (2 I/KT IIIIOKO03bI) IOCIE IBYX HEJENb
nederus: gubo mAb-aronncrom NPR1 mAb22033, mu6o mAb hFc.FGF21, nub6o mAb
nu3otunuueckoro koHrpona. Ha ¢ur. 23B mnoka3zaHel ypOBHM IJIIOKO3bI IOCJE€ HOYHOTO
rOJIOfIaHus], 3aperucTpUpOBaHHbIE B Hauane wuccienoBaHuss B A. OCHOBHbIE pPe3YJIbTATHI
3aKJIFOYAKOTCS B TOM, 4TO MOJIeKyJjibl kKak mAb22033, tak u hFc FGF21 BbI3Baiu 3HaAUYUTETHHOE
yJydlleHHe TOJIEPAHTHOCTH K TJIIOKO3e depe3 aABe Hexenu. Kpome Toro, ynydineHue
TOJIEPAHTHOCTH K TIIOKO3e, obecrneunBaecmMoe mAb22033, He 3aBUCENIO OT U3MEHEHHI MacChl
TeJa WK pacxoza dSHepruu (Kak mokasano Ha ¢ur. 21 u 22).

IIpumep 12: HDX kapTHpOBaHMe 31IUTONA

[0288] Hust onpenenenus smutonos denoBedeckoro NPR 1, pacnosnaBaembix antu-NPR 1
antutenamu, mAb22033 u mAb22810, COOTBETCTBEHHO H3y4alld C TOMOINBIO BOAOPOIHO-
neiitepueBoro oomena (HDX). Ilpenbinyinre SKCIePUMEHTHI, BBITIOJHEHHBIE B JTaOOpaToOpHH,
nokazany, uro cBs3biBaHne NPR1 ¢ mAb22810 TpeOyer mnpucyrcTBusi nentuga ANP.
CnenoBarenbHo, B jaomnojgHeHue k craHgaptHomy HDX skcnepumeHTy € HCnonb3oBaHHEM
komruiekca NPR1/mAb22033, Ttakxke BomonHsiin HDX sKCrepuMeHTBl AUl KOMILJIEKCOB
NPR1/ANP/mAb22033 u NPR1/ANP/mAb22810.

[0289] Hdnst storo uccrnemoBanusi aHTU-NPR1 anturena (mAb22033 u mAb22810)
KOBaJIeHTHO cCBsi3biBai ¢ N-ruppokcucykumaumun (NHS)-araposusivu  rpanynamu  (GE
Lifescience, Ne mo karanmory 17-0906-01) B COOTBETCTBHHM C MPOTOKOJOM TIPOU3BOAMTEISL
Oxcnpeccupyemsiii kinerkamu CHO uenoseueckuii pekomOuHanTHbI Oenok NPR1 conepxxan
9KTO-10MeH uesioBeueckoro 6enka NPR1 (Uniprot, Homep noctyna P16066) ¢ C-koHLeBoi myc-
myc-rekcaructuanaoBoii MeTkoit (SEQ ID NO: 194). Ilentun ANP npuoGperamun y TOCRIS
(Homep mo katanory 1906).

[0290] Bydep mns neiirepuposanusi roropuwau B DO, conepxxameit 137 mM NaCl, 2,7
MM KCl, 8 MM Na,HPO, u 2 MM KH,PO, (pD=7,4). Jns skcriepuMeHTOB B (opMare «C
AHTUTEHOM» («antigen-ony) WK «C KOMILIEKCOMY («complex-on») 30 MKJI CyCIIEH3UH TPaHyJI CO
CBSI3aHHBIM AHTUTENOM (PKBUBaJEHT 15 Mk rpanyn) cmemuBamu ¢ hNPRI.mmh wm
komruiekcoM hNPR1.mmh/ANP. Cmech nHKyOMpOBaIu NPy KOMHATHOU TeMIepaType, OepeskHO
Bpamas. [Iponecc nelirepupoBaHusi OCTaHABIMBAIN BMECTe ¢ mpoueccoM 3monnu hNPR1.mmh
U3 TPaHyJ CO CBSI3aHHBIM aHTUTENOM, ucnonb3yst 0,075% nensHoit TFA. Ilocne ocranHoBKU
peakuu obpasen cpasy Beommim B Waters HDX Manager nnsi paciieruieHus TIEIICHHOM B
pexkume motoka (online) (komonka ¢ mnencuHoM Waters Enzymate BEH, 2,1x30 wmm).
Pacmennennsie nentuael ynasnusanu Ha npenkojgonke ACQUITY UPLC BEH C18 1,7 Mk,
2,1x5 mm VanGuard npu 0°C u smounposanu Ha kojioake ACQUITY UPLC BEH C18 1,7 mkm,
2,1x50 MM, ucnonp3ysl 8-MHHYTHOE rpanueHTHoe pasaenenune 1-30% B (moxemwxkHast dasza A:
0,1% ™ypaBpHUHOW KHCIOTHI B Boje, moxaBwkHas (aza B: 0,1% MypaBbHHOH KHCIIOTHI B
aleToHUTpUiie). Macc-CrieKTpoMeTp YCTaHABIMBAJIM Ha KOHYCHOE HampsbkeHue 37 B, Bpews

ckanupoBanus 0,5 ¢ ¥ IuanasoH oTHoueHus Macca/zapsn 5S0-1700 Th.
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[0291] [nst xaptupoBaHusi cBsi3biBaromero smnurona hNPR.mmh, pacnosnaBaemoro
mADb22033, BbINMONHUIA ABE Cepuu 3KcniepuMeHToB o odmeny H/D. B mepBom skcrnepumenTe
ucnonb3oBatu popmar «c antureHom» (HDX Tonbpko aHTHUTeHA ¢ MOCNEAYIOINUM CBS3bIBAHUEM
C TpaHyJaMH CO CB3aHHBIMU aHTUTeNnamu). Jlnsd skcrepuMeHTa B (OpMaTe «C aHTUT€HOM»
hNPR1.mmh neiitepupoBanu B TeueHue 3 1 8 MUHYT (B IBYX OTAEIbHBIX CyOIKCIIEpUMEHTaX ) B
docharHom Oydepe, mpurorosnennom B D,O (PBS-D, pD=7.4), npu KOMHaTHOI Temmeparype.
3arem k rpanyisam mAb22033, npomerteiv PBS-D, no6asmsimu petitepuposannbiii hNPR1.mmh
ISl 2-MUHYTHON MHKYyOAIlMu MPU KOMHATHOW TeMIlepaType, B pe3ysibTaTe yero oodlnee Bpems
NEeUTEePUPOBAHMST COCTaBWJIO S5 MuUHYT W 10 MHUHYT, COOTBETCTBEHHO. 3aTe€M CBSI3aHHBIN
hNPR.mmh smroupoBanu ¢ rpaHysd, wucnois3ys Boasbiii 0,075% pacTtBop JensiHOM
tpudropykcycHor kucnotel (TFA). Dmouposannbiii hNPR.mmh cpasy BBopmiu B cucremy
ynpasinenuss Waters HDX nnst pacuienieHuss MEenCUHOM B PEXHUME MOTOKA C MOCAEAYIOLIUM
M3MepeHHeM MacChl MENTUAA.

[0292] Bropoii skcnepuMeHT HasbiBaeTcst popMaTtoMm «¢ komrmiekcom» (HDX rpanyn ¢
KOMIUTEKCOM aHTureH/anrureno). s sroro skcrnepumerta hNPR mmh chauana cBsizbiBau C
rpanyiamMu ¢ mAb22033 B oberaaOoM PBS (pH=7,4) B Teuenne 2 MuHyT. 3aTeM KOMIUIEKC
uHkyOuposamu B PBS-D (pD=7,4) B Teuennme S5 wim 10 wMuHYT (B OTAENBHBIX
NOJPKCIIEPUMEHTax) Juid  Aeirepuposanusi. Crepyromue 53Tambl  (SJIOLMS, WHBEKLHS,
pacliernyieHne NerncuHOM U aHajin3 MS) BBITONHSIN, KaK OMMCAHO B MPEAbIAYIIEH MPOLenype «C
AHTUT€HOM.

[0293] Mns wpeHTHUKALMM TENTHIOB U BBIMOJHEHHS W3MEPEHUH IOTJIOMEHHUs
neitepusi cHadana oOpabaTbIBad JaHHBIE LC-MSF, MOJyYEHHbIE [JI1 HEIEUTEPUPOBAHHOIO
hNPR1.mmh, u BBIMONHsUIM MOMCK B 0Oasze maHHbIX, BKkModas hNPR1.mmh, ¢ momoribio
nporpamMmmHoro  obecneuenuss ~ Waters  ProteinLynx  Global Server  (PLGS).
WnentuduipoBaHHble MENTHAB UMIIOPTUPOBAIM B IporpamMmHoe obecneuenne DynamX u
OTQWIBTPOBBIBAJIN MO JABYM KPHUTEPHsIM. 1) MHHUMAJIbHOE KOJHYECTBO TPOAYKTOB Ha
amuHOKUCOTY: 0,3 M 2) moporoBoe 3HadeHue (aina perumukaimu: 2. 3aTeM C TOMOLIBO
nporpaMMHOro obecriederusi DynamX CMOIJIH ONPEeNeauTh MOTJIOMEHHE NeUTEePUs KaxKIbIM
NEeNTUIOM, HCIIOIBb30BAaHHBIM B SKCIIEPHUMEHTaX B (POPMATax «C aHTHTEHOMY» U «C KOMIUIEKCOMY,
HAa OCHOBAHHMH BPEMEHH YAEPKMBAHUS KAKIOTO MENTHAA U TOYHOCTU Maccel (<30 ppm) B ABYX
BPEMEHHBIX TOUKax. Bce maeHTHUIMPOBAHHBIC NENTUIBI TPOBEPSUIH U BBITIOIHSIN CKPUHHHT
BPYYHYIO, YTOOBI CBECTH K MHHUMYMY JIOXKHOTIOJIOXKUTEIIbHBIE COBIAIECHHS.

[0294] LlenTpouaHble 3HAUEHUS] WU CpeHEe 3HaueHUE OTHOLIEHMs MacChl K 3apsny
(m/z) Bcex OOHApyKEHHBIX MENTHUAOB BBIYHUCISUTA U CPABHHBAIN MEKIY SKCIEPUMEHTAMU «C
AHTUTEHOM» U «C KOMIUIEKCOM» B JABYX BpPEMEHHBIX Toukax. IlenTupipl, 1eMOHCTpUpYIOLINE
NOBBIIIEHHYID Maccy TOCie ACHTEpUpOBaHUs B (opmare «C AaHTUTEHOM» IO CPABHEHUIO C
nerrepupoBaHUEM B (popMaTe «C KOMIUIEKCOM», BKIIIOYAIOT AMHHOKHCIOTHI, 3AIIHIICHHbIE OT
oOMeHa naeWTepusi B pe3yJbTaTe CBS3bIBAHUS C AHTHUTEJIOM H, CIIEIOBATENbHO, IO3BOJISIOT
BBIIBUTH YYACTKH CBS3BIBAHMS SITUTOIA.

[0295] B HDX »skcnepumente ¢ NPR1/mAb22033 0w upentudunuposan scero 101
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nentug w3 hNPR1.mmh, uto cocraBisier 74% mnokpbiTus nocnenoBarenbHocTH. Cpenu 3Tux
MEeNTUJIOB JECATh TMENTUJIOB, OXBAaThIBAIOIIUX aMUHOKHUCIOTBI 29-50 u 328-347, wumenu
3HAUUTEIBHO YBEJIMUYEHHYIO MacCy Tociie AeiTepupoBanus B (popMaTe «C AHTUTEHOMY» IO
CPaBHEHUIO C AeUTepupOBaHUEM B (popMaTe «C KOMILUIEKCOMY, KaK IMOKa3aHo B Tabnure 46.
[0296]

hNPR1.mmh, u3mepenHoe ¢ momombio 3Hauenuii MH' menTnaos mocie pacmenenus

Taoauuma 46: Bausaue nHa oomen H/D cBsspiBanusa mAb22033 ¢

MenCcHHOM
NPR1- 5 MuH geliTtepupoBaHue 10 muH geliTepupoBaHue
mmH C C C C
A A
OCTATKH | AHTHIE€HOM | KOMILJIEKCOM AHTUIE€HOM | KOMILJIEKCOM
29-50 2426,346 2424,541 1,80 2426,649 2424925 1,72
32-50 2128,200 2126,776 1,42 2128,488 2127,088 1,40
46-54 950,481 950,333 0,15 950,549 950,527 0,02
328-335 925,039 925,027 0,01 925,065 925,030 0,03
328-347 2084,447 2081,863 2,58 2084.,306 2081925 2,38
329-347 1921,240 1918,335 291 1921,305 1918,614 2,69
331-347 1679,173 1677,107 2,07 1679,106 1677,176 1,93
332-347 1607,797 1605,754 2,04 1607,799 1605,842 1,96
334-347 1407,379 1405,529 1,85 1407,335 1405.,612 1,72
335-347 1278,196 1276,411 1,78 1278,225 1276,463 1,76
336-347 1176,174 1174,913 1,26 1176,181 1174,926 1,26
337-347 1063,079 1061,760 1,32 1063,014 1061,745 1,27

[0297] ITockonbKy ABa MENTUIA, AMUHOKUCIOTHI 46-54 1 328-335, He moka3aau pa3sHHUIIBI
B TIOTJIOIIEHUU NEUTEpHs MEXIY MPOLEAYPAMH «C aHTUTE€HOM» U «C KOMILIEKCOMY», 00JacTH,
3aIMIIEHHbIE OT OOMeHa aenTepusi, y nenTunoB 29-50 u 328-347 yMeHbIIAOTCS 10 OCTATKOB
29-45 u 336-347. CnenoBarenbHO, IBa CErMEHTA, BKJIIOYAs aMHHOKHCIOTHI 29-45 m 336-347,
UAeHTU(OULIMPOBAHBI KAK STTUTOI JJIsl CBs3bIBaHUs aHTUTeNa mAb22033 ¢ 6enkom hNPR1.mmh.

[0298] Hnss HDX skcnepumenta ¢ NPRI1/ANP/mAb22033 Obuto upeHTUDUIIUPOBAHO
Bcero 95 mentunoB w3 hNPR.mmh, dro cocraBisier 68% MOKPBITUS MOCIENOBATEIHHOCTH.
Cpenu 5TUX MENTUIOB NEBSITh MENTHIOB, OXBATHIBAIOLIUX aMUHOKHCIOTHI 29-50 u 331-347,
UMEJTH 3HAYUTENIbHO YBEJTMYCHHYI0 MacCy TOCIIe TeUTepupoBaHus B (hOpMaTe «C aHTUTEHOMY IO
CPaBHEHHIO C IeUTepupoOBaHUEM B (JOpMATE «C KOMILUIEKCOMY, KaK TOKa3aHO B Tabmiie 47,

[0299]
hNPR1.mmh/ANP,

pacuienJieHus NencHHoOM
NPR1- 5 MuH geliTepupoBaHue

mmH C C A C C A

Taoauuma 47: Baugaue ua oomen H/D cBs3piBannsa mAb22033 ¢

H3MepeHHOe ¢ mnomMombl 3Hadenmit MH' mnentumoB mocie

10 muH peliTepupoBaHue
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OCTATKH | AHTHIE€HOM | KOMILIEKCOM AHTHTE€HOM | KOMILIEKCOM
29-50 2425746 2424277 1,47 2426,686 2425,079 1,61
32-50 2127,514 2126,429 1,08 2128,333 2127,126 1,21
35-50 1828,391 1827,331 1,06 1829,026 1827.974 1,05
46-54 950,149 950,080 0,07 950,312 950,323 -0,01
331-347 1679,030 1677,150 1,88 1679,016 1677,216 1,80
332-347 1607,700 1605.825 1,88 1607,738 1605,943 1,79
334-347 1407,282 1405,558 1,72 1407,271 1405,715 1,56
335-347 1278,028 1276.,463 1,56 1278,087 1276,658 1.43
336-347 1176,211 1175,009 1,20 1176,186 1175,009 1,18
337-347 1063,036 1061,743 1.29 1063,019 1061,807 1,21

[0300] Tlockonpky Apyrod mnenTuz, aMUHOKHUCIOTHI 46-54, He mMokas3al pasHULbI B
MOTJIOIICHUH JeUTEepUs MEKAYy MPOLEAypaMH «C aHTHTEHOM» H «C KOMILIEKCOM», O0JIacThb,
3aIlMIIeHHast OT oOMeHa Aeiitepusi, B nentune 29-50 ymeHbImaeTcsi 10 ocTaTkoB 29-45. Takum
o0pa3oM, ABa CErMeHTa, BKJIIOYAs aMUHOKHCIOTHI 29-45 u 331-347, uneHTnduuupoBaHbl Kak
STIATOII JUIsS CBsi3bIBaHusA antutesia mAb22033 ¢ OenkosbiM koMmIuiekcoM hNPR1.mmh/ANP.

[0301] s HDX skcrepumenta ¢ NPR1/ANP/mAb22810 Obuto mupeHTU(GULMPOBAHO
Bcero 93 mentuaa n3 hNPR . mmbh, uro cocrasnsier 70% nokpeitust nocienoarenbHocT. Cpenn
3TUX TENTHAOB IECIThb IENTUIOB, OXBATHIBAIOINMX aMUHOKUCIOTHI 29-50, 70-81 u 331-347,
MMeJTH 3HAYUTEJIbHO YBEJIMYCHHYI0 MacCy Mociie IeUTepupoBaHusi B (opMaTe «C aHTUTCHOMY 10
CPaBHEHHMIO C AeUTEpUPOBAHHEM B (hopMaTe «C KOMILIEKCOMY, KaK MOKa3aHo B Tabnuue 48.

[0302] Tao0auma 48: Bausauue Ha o0Men H/D cBssbiBanus mAb22810 ¢
hNPR1.mmh/ANP,

paclienJieHus NenCuHHOM

M3MEpeHHOe ¢ NoMombl 3Hauennii MH® nenTugoB mnocuie

5 MuH geliTepupoBaHue 10 muH geliTepupoBaHue
NPR1-mmH
C C C C
OCTATKH A A
AHTHUIEHOM | KOMILJIEKCOM AHTHIEHOM | KOMILJIEKCOM
29-50 2426,295 2425,324 0,97 2426,927 2426,077 0,85
32-50 2128,086 2127,361 0,72 2128,584 2128,016 0,57
33-50 2056,507 2056,083 0.42 2056,723 2056,405 0,32
35-50 1828.973 1828,597 0,38 1829,278 1828,952 0,33
46-54 950,063 950,090 -0,03 950,267 950,087 0,18
70-81 1456,036 1455,661 0,37 1456,127 1455,699 0.43
72-81 1241,898 1241,496 0,40 1241,969 1241,536 0.43
331-347 1678,712 1678,316 0,40 1678.888 1678,589 0,30
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332-347 1607.457 1607,060 0,40 1607,617 1607,323 0.29
334-347 1407018 1406,698 0,32 1407,217 1406,970 0,25
335-347 1277816 1277,550 0,27 1278,075 1277,824 0.25
336-347 1175,926 1175,894 0,03 1176,094 1176,051 0,04
337-347 1062,703 1062,646 0,06 1062,844 1062,767 0,08

[0303] ITockonbKy Tpu MENTHAA, AMUHOKUCIIOTHI 46-54, 336-347, 337-347, He nmokazanu
pasHUIBl B 3axBaTe ACUTEpHUs] MEXAY MpOLEAypaMU «C AHTUTEHOM» U «C KOMILJIEKCOMY,
obnacTH, 3alUIIeHHble OT oOMeHa faewtepusi, B nentugax 29-50 u 331-347 yMeHbIIAKOTCS 110
octaTkoB 29-45 u 331-335. Takum 0Opa3oMm, TpH CErMEHTa, BKJIIOYAsi aMUHOKUCIIOTHI 29-45, 70-
81 m 331-335, upeHTUPUIMPOBAHBI KaK BIHTON JJIsi CBA3bIBAHUS aHTHTENa mMADbL22810 ¢
6enxoBbiM komIuiekcoM hNPR1.mmh/ANP.

IIpumep 13: HuTpaBuTpeansHas HHBbEeKLUs antu-NPR1 AHTHTEJA
rymMaHu3upoBaHHbIM MbIaM NPR1 cHukaeTr BHyTpUIIazHOe JaBJIeHHE

[0304] B sTOM mpuMepe OMNHCAHO BJMSHHE WHTpaBUTpeanbHON wuHBbeKIHH (IVT)
WIIFOCTPATUBHOTO aHTUTeNa K dejoBedeckoMy NPR1 mAb22033 Ha BHYTpHIIIa3HOE NaBJICHUE
(IOP) y MpleH, S5KCpeccHupyroImux ryMmann3npoBanabii NPR1.

[0305] Meroant: NPR1-rymanmsupoBannbix Mbimeii (NPR1™™

) ONy9aJiy € TIOMOIIBIO
texHonorun VelociGene (Regeneron). Omny IVT wuspexknmro 40 mMxr mAb22033 wunm
KoHTpodbHOrO Ab BBOAMIM NPRI-ryMaHM3HMpOBaHHBIM MbIIIAM WM MBIIIAM AHKOTO THIA
(WT). IOP usmepsinu eXeJHEBHO B TeUEHUE 4YeTbIpeX AHEHW mocie uHbeKuuu. Bo BTOpOM
SKCIEPUMEHTE ISl U3Y4YEeHUs] peaKLUU Ha 103y UHTpasuTpeasbHo Beoaumu 40, 12,6 unu 4 mxr
mAb22033 wmm 40 Mkr koHTposbHOrO Ab u exenHeBHO koHTponuposanun IOP. B ngpyrom
SKCHEePHMEHTEe, 4TOOBI MPOBEPUTH BIUsHUE Ab C JINTENBHOIN JOCTaBKOI, BBOAMJIA BEKTODBI
AAV2, sxcnipeccupyromue anturesno k NPR1 win eGFP, IOP nabmonanu B TeueHne 7 Heneb.

[0306] PesyabTaTer: IVT 40 Mkr mAb22033 mbimam NPR 1™ syauurenbHo CHUXKANO
IOP ¢ 1 mo 3 pmeHp MO CpaBHEHUIO C KOHTPOJBHBIM aHTUTENOM. CpenHee usmeHenue [OP
coctaBwio 5 MM pr. OpHako y wmbimeiit WT He nHaOmogamu s¢dexta cHwkeHus 1OP.
Uccnenosanue "no3a-oTBeT" Mmokasajo, 4TO BBEACHHbIE BHYTPUBEHHO a03bl 40 wnu 12,6 MKr
mAb22033 umenu ananoruuHbii 3pdext cHmkenus 10P, mpu stom sdpdext 40 mxr mAb22033
micsa posbine, yeM 12,6 mixr. IVT 4 mkr anturena NPR1 He cHmkamo IOP. Ilocnme IVT
anturen AAV2-GFP umn AAV2-NPRI Bo Bce mpoTecTHpOBaHHbIE MOMEHTHI BPEMEHU He
Habmonamm 3¢gdexra IOP. D10 Morno ObITh CBA3aHO ¢ HU3KOH sKcmpeccuei antutena NPRI,
T.€. ObLIO OOHapykeHOo ToNbKO 10 Hr BO BCeM JIM3aTe, MOTyUYeHHOM M3 TJ1a3a.

[0307] 3akmrouenune: IVT-BBenenne uenoseueckoro antu-NPR1 anTurena (mAb22033)
NPR1-ryMaHn3upoBaHHbIM MbllIaM 3HauuTeNbHO cHipkajio IOP, TeM caMbiM JIe€MOHCTpHUpYS
noteHuuan anturen-aroiuctoB NPR1 B otHomenuu camxenus IOP mpu riaykome.

[0308] lIpumep 14: CTpykTypHBIH aHAAN3 KOMILIeKca aHTHTea0-NPR1 ¢ nomombio

3JIEKTPOHHOH MHKPOCKOIHH

Metonnl
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Tumposanue ¢ HOMOWBIO  IKCKIIO3UOHHOU — Xpomamozpaguu ¢ Oemexmopom
MHO20Y21106020 ceemopacceanus (SEC-MALS)

[0309] BpIMOAHANM HECKOJNBKO CEpUN  TUTPOBAHUS  BHEKJIETOYHOIO  JAOMEHa
yenoseyeckoro NPR1 ¢ C-konuesoii myc-myc-6xHis metkoit (hNPR1-mmh; SEQ ID NO: 194)
B KOMIUIEKCE C PpA3IUYHBIMU AaHTUTEJIAMHM B DPA3JIMYHBIX MOJIAPHBIX COOTHOIIEHMSIX.
TectupoBanu cnenyromue anturensa: mAb22033, REGNS5308 (Fab-dpparmenr mAb22033),
mAb22810 u REGN5314 (Fab-pparment mAb22810). Bce cepunt TUTPOBaHUS BBIMOJIHSUIA Kak
C UCTOJIb30BAaHUEM TIpeacepaHOro Hatpuiiyperuueckoro ¢pakropa (ANP, Tocris), Tak u 0e3 Hero
npu 2-KpaTHOM MOJISIpHOM u30ObiTke 1o cpaBHeHuto ¢ hNPR1-mmh. ITocne wnkyOamum B
teueHne Houu B PBS nmpu 4°C kommnekcel BBogmmu B cuctemy SEC-MALS, koropast cocTosina
u3 xononku Superdex 200 Increase 10/300 Gl ma muxpocucreme AKTA (GE Healthcare Life
Sciences), a 3arem B cuctemy miniDAWN Treos u Optilab T-rEX (Wyatt Technology
Corporation). ITockonbky ¢ocdaTHbie Oydepbl HECOBMECTUMBI C  OTPHUIATENIbHBIM
OKpalllMBaHUEM JUIsl 3JIEKTPOHHONH Mukpockonuy, konoHky SEC ypaBHoBemuBanu B 50 MM
Tpuc pH 7,5, 150 MM pabouem Oydepe NaCl, u Bce Oonee kpynmHOMacmTaOHbIE KOMILIEKCHI,
NOJIyYeHHBIE HIDKE, HAaXONWJIHNCh B 3TOM Oydepe. JlaHHbIE 3KCKIFO3MOHHOW Xpomatorpadpuu
oueHuBanu ¢ nomombo Unicorn (Bepcust 5.20, General Electric Company), a nanaeie MALS
ouenuBaiiu ¢ momompio ASTRA (Bepcust 7.0.0.69 Wyatt Technology).

lloo2o0mosxa npod 0151 S1EKMPOHHOT MUKPOCKONUU C OMPUYAMENbHBIM NAMHOM

[0310] Kommekcst hNPR1 roroBunu B 6osnee kpynmHOM MaciuTade il HCTIOIb30BAHUS B
3JIEKTPOHHONW MHUKPOCKOIHUH C OTPHLATENbHBIM IATHOM. [ITh 00pa3LioB moaydaiu CleayrIuM
obpazom: obpaszerr 1=ronbko hNPR1-mmh (SEQ ID NO: 194); o6pazen; 2=tompko hNPR1-Fc
(SEQ ID NO: 197); obpazerr 3=hNPR1-mmh+ANP, monspHoe cootHomenue 1:2; obpaserr
4=hNPR1-mmh+REGN5308, wmonspHoe coorHomenune 1:1,5; obpasen  S5=hNPRI-
mmh+ANP+REGNS5308, momsipHoe cootHommenue 1:2:1,5. O6pasupt 1, 3, 4 u 5 ounmanu
JKCKJIIO3UOHHON Xpomatorpadueii TakuMm ske o0pa3om, kak B 3kcnepumeHtax SEC-MALS.
IMukoBeie ¢pakuuu cobupany, 3amopaxusaan npu -80°C wu ormpasnsiim B Nanolmaging
Services, Inc. nnss EM ananuza. OOpaser; 2 Opajiu HENMOCPEACTBEHHO M3 MCXOIHOTO PacTBOpA
2,62 mr/mn B PBS, Oydep 3amensutn Ha S0 MM Tpuc, pH 7,5+150 MM NaCl, pas6asnsiau o 1,5
Mr/mJ1, 3amMopakuBaiy rpu -80°C 1 OTHpaBIsLTU ¢ APYTUME 00pa3LiaMH.

Céop u oopabomka Oannwix 71€KMPOHHON MUKPOCKONUU C OMPUYAMETbHBIM NAMHOM

[0311] [ns maru oOpasnoB Oenka nonydanun EM-ceTku OTPUIIATENIBHOTO TMSITHA
CTaHIAPTHBIM CHIOCOOOM C HCmojp30oBaHueM ypaHuiipopmuata (Nanolmaging Services). Cerku
colepKalnu TOHKHUH CIUIOIIHOM CJION yriaepoja, NMOMEINECHHBIH MOBEPX YIVIEPOJHON CETKHU C
orBepctusimu B popme OykBbl C. M3o6paskenust TEM monydanu mpu KOMHATHOM TeMITEpaType
Ha snekTpoHHOM Mukpockone Tecnai T12 (FEI/Thermo Fisher), paboratomem npu 120 k3B, ¢
kamepoit FEI Eagle 4k x 4k CCD. M3o00paxenus cobupaiu npu pa3idndHBIX HOMHUHAJIBbHBIX
yBeNu4eHusix, B ocHoBHOM 67000x m 110000x. CoOpanHble H300pa)K€HUS NOMOIHUTEIBHO
oOpabaTbIBaJii COOCTBEHHBIMH CHIIAMH.

[0312] Mukpodororpaduu Nanolmaging npoBepsin Ha a3, U U300pakeHUs, KOTOpPbIE
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UMEeNN TUIOXOW KOHTPACT IISITHA, YAALUIH, NMpuMepHO 1/5 or obmero umcina n300pakeHUH.
OcranpHble W300paKEHMs pA3[ENsi, HCIONb3Ysl YBEJIUYEHHE, H300paKeHHsl pPa3MepoM
110000x ©He OBUIM CTOJMb TOJE3HBI MJisl JajJbHEHIIero aHajinu3a, IMOCKOJbKY B KaXIOM
n300paskeHNH ObLIO MeHblne yacTull. ClenoBaTenbHO, BCE MOCIEAYIOLINE 3Tanbl 00paboTKu
BBIMOJHSJIM, MCHONB3ysl — u3o0Opaxkenust 67000x. Bce  wmsobpaxenuss Obutm  CTF-
ckoppektupoBanHbME ¢ Tomotrpio CTFFINDA4.

Buisisnenue EM uacmuy u ycpeonenue 2D-kaacca

[0313] Pacnpenenenne yacTULl IJIsl BCEX MATH OOPA3LOB C OTPHULATENbHBIMU MSTHAMH
OBUIO JOBOJILHO XOPOIIUM, C OIMHOPOJHBIM Pa3MEPOM HYACTHIL, OY€Hb HEOOJBIIUM CIIUMIAHUEM H
XOpOoIlel TUIOTHOCTBIO YacTull. B oOpa3uax 4 u 5 4acTUIbl BBIABISIM ¢ momolnsio Relion ¢
1a0JIOHAMHU aBTO3AIyCKa, MOJYYEHHBIMH U3 HAYaJbHOTO payHAa Py4HOro cOopa M yCpeIHEHUs
2D-knacca. [{ns obpasua 4 (WNPR1+REGNS5308) 6bu10 BeIsiBeHO 19184 Xopomux yacTui us, B
obmeit cnoxHocTH, 75 wMukpodororpaduii. ns obpasua 5 (hNPRI+-ANP+REGNS5308)
U3Ha4aIbHO ObUT0 BbIsIBIeHO 20318 xopomwux dYacTull u3, B OOMIeH CIOKHOCTH, 88
mukpodororpaduit. HawanbHoe ycpennenme 2D-kmacca ¢ momombio  Relion  BbISIBHIIO
CYLIECTBEHHYI0 HEOJHOPOJHOCTh B ODOMX HAaOOpax NaHHBIX C CYLIECTBEHHBIM KOJHYECTBOM
KJIACCOB, MOKa3bIBaroIuXx TObK0 Fab REGNS5308 miu Toasko NPR1.

[0314] VYcpemnenue 2D-kmacca ansi o0pasua S5 [OMONHUTENBHO YTOUHSUIM IyTEM
yIaJIeHUs] YaCTHULl, COOTBETCTBYIOIINX TONBKO Fab mimm Tonbko NPR1. Ocrasmmecst 9219 wactuig
HCIIOJIB30BAJIM Ul PacueTa HOBBIX CPEIHUX 3HauYeHMH 2D-kiacca, KOTOpble MOKa3aiu JIydliee
pacnpenenenue u3odpaxenuin st kommuiekca NPR1+REGNS308 u mokaszanu, 94T0 MeHbIIast
94acThb KOMIUIEKCOB COZEPKUT ToNbKO onuH Fab, cBsazanubiii ¢ numepom NPR1, B TO Bpems kak
OONBIIMHCTBO KOMIUIEKCOB — comepskar naBa Fab.  VYpanenue xommuiekcoB oxaus-Fab
AOMOJHUTEIBHO YMEHBIIMIIO HAOOop yacTu 0 6728 vactuil.

Pexoncmpyxyus mpexmepnozo uzodpaicenus no oannvim LM ompuyamenvno2o namna

[0315] IlepBoHauanmpHyro TpexmepHylo Moxenb komruiekca NPR1-ANP-REGN5308
crpounii B Relion ¢ momompio mpouenypbl CTOXAaCTHYECKOTO TPAaJHEHTHOTO CIyCKa st
«HayanpHOH 3D Momemm» ¢ paspemenuem, orpaHuueHHpM 40 A, 3arem 5Ty Momens
¢uaeTpoBaTM MO HWXKHMM dYacToTaM 10 60 A W MCHONB30BaNHM B KadyecTBe 3TamoHa anst 3D
knaccupukamn B Relion mms 6728 wacTui, ymOMSIHYTBIX BBILIE, C pa3pelIeHHEM Iiara
OKUJAHUS, OTpaHHYeHHBIM 10 25A. 3arem myummuit 3D-Kjacc JONONHHTENBHO YTOUHANH B
Relion 10 cXOMMMOCTH ¢ KOHEYHBIM pa3pentenneM 22 A, H3MepeHHbIM "30J10TBIM CTaHAAPTOM"
FSC. Bo Bpemst 3D-knaccupukanuy WM yTOUHEHHUs! 2-KpaTHasi CUMMETPUSI HE TPUMEHSIACh.
Kapra nnoTtHOCTH, NONy4deHHasl B pe3yJbTaTe TPEXMEPHOI PEKOHCTPYKLIMH, SICHO MOKa3ala, 4To
nBa Fab-¢pparmenta, CBsi3aHHBIE C ONHOW CTOPOHOW KBAaIPAaTHON YaCTULBI, COOTBETCTBYIOT
Kkpuctamnueckoit ctpykrype ANP-cesa3arnoro NPR1 (kog PDB 1T34).

lloo2omosxa npod u coop OanHbvIX Ol KPUOIIEKMPOHHOM MUKPOCKONUU

[0316] O6pazenr kommuekca NPR1-ANP-REGNS5308 rotoBunm asisi KpHO3JIEKTPOHHON
Mukpockoruu (cryoEM) takum ke oOpa3om, Kak oOpaser IJisi oTpuuaTtesnbHOro mstHa EM,

onucaHHbIi Bbie. KoHeuHast KOHIEeHTpaLus Komiuiekca cocrasisuia 0,8 mr/mi B 50 MM Tpuc,
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pH 7,5, 150 MM NaCl. Oo6pasust CryoEM roToBWIM CTaHZAPTHBIMH METONAMH C
ucnonpzoBanueM cerok UltrAuFoil (Quantifoil Micro Tools GmbH) u Vitrobot (FEI/Thermo
Fisher). COop maHHBIX BBINOJHSUIN Ha 3JeKTPpOHHOM MuKpockorne Titan Krios, paboraromem npu
300 kB (FEI/Thermo Fisher), ¢ ucnonb3oBaHHEM MpsIMOro 3JeKTPOHHOro nerekropa K2 B
peskume moxacyera u sHeprerudeckoro ¢umbtpa GIF (Gatan, Inc.). bsuio cobpano 1409
dunbMoB ¢ ysenuuennem 130000x (1,04 A/muxcens) ¢ auanaszonom pacdokycuposku ot -0,5 10
-1,5 MukpoH u obmeii mosoit 4544 5/A2. CGOp HAHHBIX KOHTPONMPOBATH C IOMOIIBIO
nporpammsl Leginon.

Oobpadomra oannvix CryoEM u onpedenenue cmpykmypsoi

[0317] Bce ¢unbpmbl cryoEM KOppeKTHPOBAIN MO ABMKEHHIO, B3BEIIMBAIHM MO J103€ U
koppektupoBaiu CTF ¢ momomeio makera ciSTEM. 3arem u3oOpakeHus MPOBEPSIIH BPYUHYIO,
yIajsisi Te, KOTOpble MMEIOT TOJCThbIN Jien, ruioxue napamerpel CTF (paspemeHrne moAroHKH
xyxe 6A), orcyTcTBHe wacTui, 3arpasHenue u T.4. Ilocne Takoi (uisTpamuu octamoch 1172
n300parkeHusl, KOTOPbIE 3aTeM HCIONb30BaIH st cOopa yactun Oe3 madnoHa B cisTEM, 4to
nano 872915 mosmumii yactun. Ilocne nByxmepHOW KiaccupuKanmMy € yOaleHHEM IUIOXHX
YaCTHUI] AJIs1 TPEXMEPHOr0 aBTOMATHYECKOrO YTOYHEHHUsS ¢ moMoinbio cisTEM ObUIo BKIIFOUEHO
686709 wactun, npu 3ToM ab initio ObUT creHepUpPOBaH HaudanbHbIA 3D 3TanoHHBI 00BEM.
TpexMepHOe yTOYHEHHE COIIIOCH K OJHOMY PEIIeHHIO ¢ paspenrenueM 2,8 A oleHeHHbIM Mo
KpHuBOH Koppemsiunu Pypbe-000T0UKH.

[0318] 3arem 5Ty 3D kapTy HCHONB30BaIM AJii YTOUHEHHUS CTPYKTYpbl, HAaYUHAs C
Mozenu, BcTpoeHHOW B 3D kapty orpuuarensHoro msatHa EM, ynomsiHyTyiro Beimie. N- u C-
KOHLIeBbIe OMeHbl 00enx Mojekyn NPR1 yTouHsnaM B peanbHOM NMPOCTPAHCTBE KaK TBEPAbBIE
tena B EM-kapre, u 3aTeM BpYy4HYHO MepecTpauBalid B TE€X HEMHOTHX MECTax, IZle MOAENb He
coorBercTBOBajia motHocty EM. Monens romonorun REGNS308 Bpyunyto nomemanu B EM-
IUIOTHOCTb, TIIaTeNbHas MpoBepka ydacTkoB CDR mno3Bonuna ompenenuTb OpHEHTALMIO
Tsokesion u nerkou neneit. O6mactu CDR mMonenu Hy»XAaauch B OOIIMPHOW MEPeCTpoiike s
npuseneHus B coorsercTBue EM-motHocTn. HakoHel, MO3UMLIMOHHOE YTOYHEHHE B PEabHOM
NPOCTPAHCTBE C TMOMOIIBI0 Phenix MO3BONMMIO MOJNYYUTh TEKYIIYVIO CTPYKTYPHYIO MOIENb
KOMILJIEKCA.

Pesyiaprarel/Q0cyxaeHue

Tumpoeanue ¢ noMOWLIO  IKCKIIO3UOHHON — Xpomamozpaguu ¢ 0emexmopom
MHO20Y21106020 ceemopacceanus (SEC-MALS)

[0319] TIpu B3aumonericteBuu hNPR1-mmh ¢ mAb22033, hNPR1-mmh cam mo ceGe
BeZleT cedsi Kak AUMep C MOJIKYJIsipHOU mMaccoid mpuOnmsutensHo 110 x/la B MpUCYTCTBUU U B
orcyrctBue ANP ¢ HEOONBIINM yBEIUYEHHEM MOJIEKYJISIPHON Maccel mpu cBsisbiBaHuu ANP ¢
NPR1. Ins camoro hNPRI-mmh He HaOmromanm muka cBOOOZHOrO MOHOMepa. TuTpoBaHUe
mAb22033 B orcyrcTBue ANP BBISIBUJIO ABAa OCHOBHBIX BH/Ia KOMILJIEKCA: BUJ C MOJIEKYJIIPHOMN
Maccoi, paBHoil onHOMy Ig(, cBsizanHOMYy ¢ ogHuUM aumepoM NPRI, u Bun ¢ MonekyasipHOM
Maccol, paBHoi oxHoMy IgG, cBsizanHoMy ¢ nByms aumepamu NPR1. Ognako NPR1 mmoc

mAb22033 B mpucyrctBun ANP oOpa3zoBbiBamu 4acTuipl ¢ Oojee BBICOKOH MOJIEKYJISPHON
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MAacCcoii, KOTOpbIe MOTJIH MpeAcTaBIsATh co0oi momumepsl NPR1 n IgG tuna «OymaskHast Kykiay.

[0320] Bnocnencreuu cuctema Oplia yrporneHa myrem paccmorpenuss REGNS5308, Fab-
¢parmenta mAb22033. Kommiaekcer hNPR1-mmh n REGNS5308 mokasblBalOT COBEPIIEHHO
apyroit npoduine SEC co csizanHbIM ANP 110 cpaBHEHUIo ¢ Temu ke Komruiekcamu 6e3 ANP.
Kommeke NPRI1-REGNS5308 umeer MonexynspHyro Maccy npubnusurtenbHo 155 x/la, dro
COOTBETCTBYET ofHOMY cBsizaHHOMY Fab Ha mumep NPR1. B npucyrcrBun ANP monekynspHas
macca komruiekca NPR1-ANP-REGNS5308 ysenuunBaercs Ha ~50 kx/la, 4TO COOTBETCTBYyET
nByM cBsizaHHbIM Fab Ha nmumep NPRI1. Bbuto BBIIBUHYTO MNPEATOJOKEHHE, YTO paHee
onucaHHoe koH(popmaunonnoe msmenenne NPR1 mpu cesizpiBanuu ¢ ANP (Ogawa, H et. Al,
2004) no3BoJsieT cBs3bIBaThcs BTopomy Fab, u uto komruiekc 2 Fab+2 NPR1+ANP Heobxonum
IUTsl POCTa TIOJIMMEPOB «OyMakHasi KyKJiay, HabJIoaeMbIxX ¢ moHopasmepHbiM [gG mAb22033
(manpHeiimee OOCYKASHUE CM. HITKE).

[0321] Takke mpoomwim TuTpoBanue ¢ hNPRI1-mmh um mAb22810. Anamuz SEC-
MALS nokaszan, uyro HeOonbmasi ¢pakuus obpasna mAb22810 Obuta gumepHOH ¢
MOJIEKYJISIpHON Maccoit mnpubmmsutensHo 315 k/la 1o cpaBHEHUIO CO  CTaHOAPTHOM
monekysspHoit maccort IgG 150 x/la. Turpoanme SEC-MALS c¢ kommiekcom NPRI-
mAb22810-ANP nokazano rereporeHHyro cmecb BuAOB B nuanaszoHe 430-700 k/la, stor
npoduiib ObUT CIMIIKOM CIIOXKHBIM, YTOOBI €r0 MOJKHO OBLIO HA/JE€KHO HHTEPIPETHPOBATH,
BO3MOXHO, M3-3a mpumecu aumepa IgG B Oenxe mAb22810. Turposanue SEC-MALS c
REGN5314, Fab-¢pparmenrom mAb22810, nmokasano, uro ces3piBanne REGNS5314 ¢ NPR1 B
orcyrctBue ANP sBisieTcs: CIUIIKOM CaObIM UITH BPEMEHHBIM IS ITOJIyYeHUs CIIOKHBIX BUIOB,
KoTopele MOxHO Bbimenuth ¢ mnomombto SEC. Korma mpucyrcrByer ANP, oOpasyercs
enuncTBeHHbIN Komruiekc NPR1-REGN5314-ANP ¢ MonekyJisipHO# Maccoi mpuOIH3UTETHHO
170 x/1a, 9yTO cOOTBETCTBYET OAHOMY CBsizaHHOMY Fab Ha numep NPR1.

Cpeonue 3nauenus 2D-karacca ompuyamensHuix nAmen

[0322] Kommuekcet hNPRI+-REGNS5308 1 hNPR1+ANP+REGNS5308 HOMOIHUTENBHO
AQHAJIM3UPOBAIA C MOMOIIBIO BJIEKTPOHHOW MHMKPOCKONHUU C OTPULIATENBHBIM IISITHOM. 2D
KJacCU(UKALUs U YCPEAHEHUE CIIOXKHBIX YaCTHULl BBIIBHJIM CYINECTBEHHYI) HEOJHOPOIHOCTH
oOpasuoB. bonpias yacte yactun Ha pemerkax EM moxker ObITh KiaccHQULIMPOBaHA TOJBKO
kak hNPR1 wnu Tonbko kak REGNS308 Fab. ITockonbky oOpasibl Oerka, mpencTaBIeHHbIE s
BU3YaJTN3aL[1H, ObLUTH OYHINEHHBIMH TOMOT'€HHBIMH KOMIUIEKCAMH, TIOXOXKE, YTO 3TH KOMIUIEKCHI
JUCCOLIMUPYIOT Ha CBOM KOMIIOHEHTHI B IpOILlecCe€ MOATOTOBKU CETKH OTPULIATENBHOIO ISITHA.
OnHako 3HaYUTENbHASI YaCTh KOMILIEKCOB OCTAJach HETPOHYTOH M MOKET OBITh HCIIOJNb30BaHA
JUTs1 aHAJIHU3A.

[0323] Cpennue 3nauenus: 2D-knacca orpunarenbuoro msatHa st hNPR1+REGNS308
MOKa3bIBAIOT «OJHOIUIEUYEBON» KOMILJIEKC, B KOTOPOM MOXHO YBUIETb CBA3BbIBAHHUE TOJBKO
ogHoro Fab-¢parmenta ¢ gumepom hNPRI1, uto cormacyerca c¢ pesynabratamu SEC-MALS.
Hamnporus, cpenHue 3HAYEHUs 2D-knacca OTPHULATENBHOTO ISITHA TSt
hNPR1+ANP+REGNS5308 noka3sIBarOT «ABYXILIEUEBOI» KOMIUIEKC, ¢ 1ByMs Fab, cBsizaHHBIMU

¢ JUMEPOM. Paznbie Cp€AHUEC 3HA4YCHUA TMPCACTABIAKOT pPa3HbIC IIPOCKIOHUU PECAJIbBHOIO
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TPEXMepHOro KoMIuiekca. B cpennem o ogHomy kiaccy, numep hNPR1 Bunen na Bunme cOoky ¢
ABYMsl NOJSIMU IUIOTHOCTH: OJHA COOTBETCTBYET N-KOHLEBBIM JOMEHaM IBYX MOHOMEpPOB,
HAJIOKEHHBIX Pyl Ha Apyra, a Apyras A0jsl COOTBETCTBYET ABYM HAJIOXKEHHBIM Pyl Ha Apyra
C-xoHUeBbIM nOMeHaM. B 3Toli opueHTanun ABa CBs3aHHBIX Fab BBIMISAAAT Kak «KpOJIHUIbH
ymmn», pacnosioxkeHHble noeepx miaotHoctd NPR1. C apyroii cTopoHbl, BCe 4eThIpe IOMEHa
hNPR1 MOXHO paccMaTpuBaTh Kak 4eThIpe IUIOTHBIX MATHA, OOPa3yIOLIMX KBAAPAT, IPHYEM IBa
Fab REGN5308 Ham kBaapaTOM MepeceKkaroTCs IpPyr € ApyroMm, oOpasysi mepeBepHyThId V.
Cpennne 3nHaueHus: kiacca hNPRITANP+REGNS5308 taxke mnokasanu "omHoIruie4deBbie”
KOMIUIEKCBI, HO OHH, BEPOSTHO, CBsI3aHbI C TOW € NUCCOLMALMEN KOMIUIEKCa, KOTopas IaeT
cBoOoaHbIi Fab u cBobonubiii NPRI.

[0324] Cpennue 3Hauenusi 2D knacca, paccuMTaHHble W3 JaHHbIX CryoEM  mist
hNPR1+ANP+REGNS5308, moka3plBalOT Opyrue BHIAbI KOMILIEKCA TIO CPABHEHHUIO C JaHHBIMHU
OTPHULATENILHOTO MATHA, B YaCTHOCTH, HET OPUEHTALNM «3assubd ymn». OgHaKo Ipyrue cpeaHue
3HaueHus 2D knacca maHHbIX cr'yOEM MOTYT OBITh TOYHO COMOCTABJIEHBI C COOTBETCTBYIOIIUMHU
CPEeNHMMH 3HAYEHHMsIMU B JAHHBIX OTPULATENBHOrO mATHA. He OBLIO MmosiyyeHo ITOCTaTOYHOro
KOJIM4ECTBA AOKA3aTeIbCTB JUCCOLMALNN KOMILIEKCA B AaHHBIX cryOEM, BepOsiTHO, MOTOMY 4TO
UCXOMHBIH oOpasen ObLT OoJiee OMHOPOIHBIM, a TAKXKE MOTOMY, YTO YCIIOBHUSI KPUO3aMOPO3KH
Jy4IIe COXPAHSIOT HATUBHYIO KOH(POPMALIUIO KOMILIEKCA B PACTBOpPE.

Pexoncmpyxyusa 3D uzobpadicenus

[0325] Tpexmepnyro kapty maotHocTH cryoEM nist hNPR1+ANP+REGNS308 cTponnu
C TMOMOINBIO CpeAHMX 3HaueHuil 2D-kriacca B KauecTBe OTIPAaBHONM TOUKU. JTa MpOLeaypa
PEKOHCTPYKINH He TpeOyeT Kakoh-110o0 npeasapureabHoi napopmanuu od oxugaemoi Gopme
WIN pa3Mepe KOMILIeKca, Kpome IpyOoil OLEHKH JuaMeTpa KOMILIEKCa, O3TOMY MOJIyuYeHHAs
cryoEM kapTra He 3aBUCUT OT OXKMJAHHUI HCCIENOBaTeNell OTHOCUTENBHO TOrO, KaK IOJIKEH
(bopMUPOBATHCST KOMIUIEKC aHTHTEJIO-MHUIIEHb. 3aTeM IOMEIIAIH U3BECTHYIO KPHCTAJUINIECKYIO
crpykrypy hNPRI1+ANP u yrounsuin B 5Toi kapre EM-motHocTn BMecTe ¢ mozaensimu Fab
REGNS308, co3maHHbIMU MyTEM TOMOJIOTMH C HM3BECTHbIMH CTpykTypamu Fab. CTpykTypbl
NPR1 u Fab nomemanu B cBou nmpuOJIHU3UTENIbHBIE MECTA BPYUHYIO, U 3aTeM YTOUHSUIH B BUIE
TBEPIBIX TEJI B MPABUJIBHBIX MeCTax ¢ momouipto Phenix. Paspemenne cryoEM kapt siBisiercs
NOCTaTOYHBIM [UJIsl NEPECTPOMKHU OCTATKOB BPYyYHYIO Ha rpanuue koHtakra NPRI1:antureno,
O0COOEHHO OCTAaTKOB B OMNpeneNsiomux KoMiieMeHntapHocTh obnactsx (CDR) REGNS5308,
KOTOpble HE MOryT OBITh TOYHO CMOJENUPOBAHBbl C IIOMOIIBI0 TOMOJOTrHH. Tekymias
CTPYKTypHasi Mozelnb conepskana Bce ocratku CDR anTuren, a takxe ocratrku NPR1 B koHTakTe
¢ Humu. bonee ynanennsle obnactu mopenu (C-xonuesbie nomeHsl NPR1 u koHCcTaHTHBIE Fab-
ZOMEHBI aHTUTEN) OBLIM CMOAEIHPOBAHBI C TIOMOLIBI0 KOMOMHALIMY TeKymel cryoEM kapTel u
paHee omnpeneneHHON MHPOPMALUK O KPUCTAJUIMYECKOH CTPYKTYpE, MOJYYEHHOH C MOMOIIBIO
peHTreHocTpykTypHoro ananmmsza, i NPR1 (kom PDB 1T34) u CTpyKTypbl BBIAEIEHHBIX
AQHTUTEIL.

[0326] Dnuron mAb22033 na NPR1: mposepka crpykrypbl hNPR1+ANP+REGN5308

nokasbiBaer, ¢ kakumu octatkamu NPR1 csseiBaercs Fab REGNS5308 (1, cOOTBETCTBEHHO,
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ponutenbckoe IgG mAb22033). DTOT SMUTON COCTOMT W3 HYEThIPEX OTAEIbHBIX YYacCTKOB
amuHOKHCIOT B NPR1, koTOpBIE OOBEOMHEHBI, 00pa3ysi HENMPEPHIBHYIO MOBEPXHOCTh B TPEX
usMepeHusix: ocratku 2-4, 41-45, 47, 73-79, 332, 336-344 u 347 (npoHYMepOBaHBI COTJIACHO
SEQ ID NO: 194). B pesyaprare Oonee paHHUX MacC-CHEKTPOMETPHUYECKUX SKCIEPUMEHTOB C
oomeHom Bonopox/netitepuit (HDX) HekoTOopble M3 3THX OCTATKOB OBUTH MASHTU(DULIMPOBAHBI
Kak 3HaunMble (cM. mpumep 12), HO cryoEM crpyktypa obecneunBaer Oojiee TOHKYIO
AEeTaJIN3aLUI0 SIUTONA.

Cmpyxmypusiii mexanuszm oeticmeust mAb22033

[0327] /iBa Fab B sToii mMomenu komrmiekca NPRI1-aHTHTENO HaxXomsiTcs B mperenax
~10A nmpyr or npyra B TOuke OKONO «H3THOa» MekIy BapHabembHLIMH moMeHamu Fab u
KOHCTaHTHbIMH JIoMeHamu Fab. C-xoHubl 3Tux nByx Fab-(parmeHTOB HaxopmsTcss HaAaMHOrO
Jajble APyT OT Apyra, mpuMepHo Ha 100A, 1 MO3TOMY He MOTYT OBITH JBYMS IJIEYaMH OJHOI
monekynbl IgG. Fab-dparmeHThl He NOAXOAST MOCTATOYHO OJIM3KO K CMOIEITHPOBAHHOMY
nentuny ANP (paccrosaue mpumepHo 30A mpu camMom GH3KOM MPUONMKEHHH), B HE MOXO0KE,
YTO CYLIECTBYET KaKkoe-TH00 mpsiMoe B3aumoeiicteue Mexxay Fab u ANP.

[0328] Hcxonst u3 mpeamnosoXkeHus (PUKCUPOBAHHOTO TIOJIOKEHHST M OTHOCHTEIbHON
opueHtanmu Fab oTHocuTenpbHO ero caiita cBsi3biBaHUST B N-KOHIIeBOM nomeHe NPRI,
BO3HHMKaeT oObsicHeHre ANP-3aBucumoro cBszbiBaHus Fab REGNS308. Belio moka3aHo, 4TO
NPR1 mperepneBaer KOH(POPMAIIMOHHOE H3MEHEHHe Tpu CBsi3biBaHUH ¢ ANP, mpu koTopom
onun MoHomep NPRI1 Bpamaercs OTHOCHUTENBHO JAPYroro, OCTaBasiChb AUMEPU30BAHHBIM.
[IpumeHnsisi 3TOT MOBOPOT K OJHOM mnosioBuHe komruiekca 2 NPR1+2 Fab, monyyaem monmens, B
kotopoit numep NPR1 HanmomuHaer kpuctammmueckyro crpykrypy NPR1 6e3 ANP. Opnako
onuH n3 Fab REGNS5308 Tenepp mnoBepHYT B MOJOXEHHE, B KOTOPOM OH CTE€PHUYECKH
KoHQMKTYeT ¢ apyruM Fab, uTto sBnsercs (¢u3nyecku HEBO3SMOXHOH cHTyanued. Jrta
CTepHUecKasi oMexa SIBJIIETCS] MPUYMHOM TOro, movyeMy Tonbko onauH Fab REGNS308 mosker
csizbiBaThCsl ¢ nuMepoM NPRI1 B orcyrctBue ANP: o0a caiita CBS3bIBAHUSI aHTHTEN HA JBYX
MOHOMEpax SIBJSIFOTCSI OJMHAKOBO JOCTYIHBIMH, HO CBsi3biBaHMe nepBoro Fab Onokupyer
CBsi3bIBaHUE BTOpOro Fab.

[0329] ITpu paccmoTtpennn 3Toro 3¢ dexra ¢ APyroil CTOPOHBI, CBsI3bIBaHUE NBYX Fab
ANP-conepkamum numepom NPR1 Oynmer mpemsiTcTBOBaTH peflakCalldd 3TOTO  KOMILJIEKCA
obpatHo k koH(popMmaruu, cBodbomgHoi or ANP, no tex mop, moka oba Fab cesizanbl. B
COCTOSIHUM PAaBHOBECHUS 3TO MOKET NMPHUBECTH K TOMY, YTO Oonbiiast yactb Mosiekys1 NPR1 Oyner
HAXOJIUTBCS B aKTUBHOM COCTOSIHUH, CIIOCOOHOM IepeaBaTh CUTHAJBI HIDKE - €CIIH UCXOAHTD U3
NPEATIONIOKEHHUS, YTO HaOJogaeMble B 3TOM ciydae 3(pQeKTsl COXpaHsTCsS Ha TMOBEPXHOCTH
kietkn. [[pyroit BO3MOXHBIH 3(PQEKT CBA3BIBAHUS AHTHTENA - OOpa30BaHHE OJMIOMEPHBIX
kiacrepoB aHtuTena ¢ NPR1+ANP, kak onucano Bbime. ITOT 3G ¢PeKT BO3SMOKEH TOIBKO B TOM
cinydae, eciu kKaxkaeii nuvep NPR1 moxker cBsi3piBaTh nBa Tuieda Fab w3 AByX OTHENbHBIX
moniekyn IgG; B orcyrctBue ANP TOonbpko onHo tieuo Fab MoskeT CBSI3BIBATBHCS € KaXKIbIM
numepom NPR1, u obpa3oBaHme KOMIUIEKCA MPEKpaIlaercs ¢ MOJyYeHHEeM Topas3o MeHee

KPYIHBIX COENUHEHMH, comepkamux He Oonee omgHoro IgG ¢ aumepom NPRI, cBsizaHHBIM C
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kaxabpM miedoM Fab. O6a stux a¢dekra, kiactepusanusi pelenTopoB U MPOIJICHHE aKTHBHOTO
COCTOSIHUSI PELENTOpa, MOTYT OOBSICHUTH akTHBHpYyrouiee neificteue mAb22033 Ha peuenTop
NPR1.

[0330] Hacrosiiuee u3oOpereHHe HE OTrpaHUYeHO OOBEMOM KOHKPETHBIX BApHAHTOB
OCYILIECTBJIEHHsI, PACKPBITBIX B HACTOSINEM OMUCaHUU. JleHCTBUTENBHO, pa3jHuHBbIE
Moau(pUKAMKH H300pETeHUs] B JOMOJHEHHWE K PACKPbITBIM B HACTOSIIEM OIHUCAHUHU CTaHyT
OYEBHMIHBIMHU JJIS CIIELHATIMCTOB B JAHHON O0JIACTH TEXHUKU U3 NPUBEAEHHOTO BBIIIE OMUCAHUS
u npwiaraeMbix ¢uryp. Crneayer uMeTb B BHIE, YTO TaKHe MOIU(PHUKALUU BXOAAT B 00bEM

npuiaraeMoi opmMyJiel H300peTeHusI.
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®OPMYVYJIA H30BPETEHUA

1. BrigeneHHOE AaHTUTENO WJIM €ro AaHTUT'€HCBA3bIBAIOIINN (parMeHT, KOTOPBIH
cien(pUIEeCKH CBSI3bIBAETCs C O€NKOM-peLenTopoM Hatpuityperndeckoro nentuga 1 (NPR1),
IPU 3TOM AHTUTEJIO WM €r0 aHTUT€HCBSI3bIBAIOIUN (parMeHT B3aUMOIEHUCTBYET C OIHOM WIIH
Oosiee aMHHOKUCIIOTaMH, COAEp KAIIMMUCA BO BHekieTouHOM noMeHe NPR1 (aMMHOKHCIOTBHI
29-347 SEQ ID NO: 194), onpeneneHHbIME C IIOMOIIBIO 0OMEHa BOIOPOA/AeHTepUli, 1 IpUueM
AHTUTEJIO WM €ro AaHTUIeHCBs3bBaOLIMK (parmeHT: (1) CBs3BIBAETCS C  KJIETKaMHU,
skcnpeccupyromuMu yenosedeckuii NPR1, B nmpucyTcTBUM UM B OTCYTCTBUE MPEACEPIHOIO
Hatpuityperuueckoro nentuaa (ANP); u/unu (i1) cBs3biBaercsi ¢ NPR1 u aktusupyer NPR1.

2. BrblmeneHHOE AaHTHUTENO WM AHTHIEHCBSI3bIBAOLINEI (parMeHT mo m.l, kotopoe
B3aUMOJIEHICTBYET C AaMHHOKHCIOTHOW IIOCJIEIOBATENIbHOCTBIO, BBIOPAHHOW W3 TPYIIIbI,
cocrositen u3 (a) amuHokucyot 29-45 SEQ ID NO: 194; (b) amunokucior 331-347 SEQ ID
NO: 194; (c¢) amunokuciot ¢ 336-347 SEQ ID NO: 194; (d) amunokucinor 331-335 SEQ ID NO:
194; u (e) amunokucaot 70-81 SEQ ID NO: 194.

3. BbigeneHHOE aHTUTENIO WJIM €r0 aHTUTCHCBSA3BIBAIOIIMN (PAarMEHT MO 1.2, KOTOpPOe
B3aUMOJEHCTBYET C AaMHMHOKHCIIOTHOW TIIOC/I€OBATENbHOCTBIO, BBIOPAHHOW W3 TPYIIIBL,
cocrositen u3 (a) amuHokucaot 29-45 SEQ ID NO: 194; u (b) amunokucnor 336-347 SEQ ID
NO: 194.

4. BpIeNeHHOE aHTUTENO WM €ro aHTHIeHCBS3BIBAIOIINN (PParMEeHT MO 1.2, KOTOpOoe
B3aUMOJIEHICTBYET C AaMHMHOKHCIOTHOW IIOC/IE€OBATENbHOCTBIO, BBIOPAHHOW W3 TPYIIIbL,
cocrosimeit u3 (a) amuHOokucaot 29-45 SEQ ID NO: 194; u (b) amunokucnor 331-347 SEQ ID
NO: 194, B npucyrcteuu ANP.

5. BrlgeneHHOE aHTUTENO WJIM €r0 aHTUIEHCBS3bIBAIOLINKI (parMeHT mo m.2, KoTopoe
B3aUMOJIEHCTBYE€T C AaMHUHOKHCIIOTHOH MOCJIEAOBATENbHOCTBIO, BBIOPAHHON W3 TpPYIIIBL
cocrositiert u3 (a) amuHokucyor 29-45 SEQ ID NO: 194; (b) amunokucnor 70-81 SEQ ID NO:
194; u (¢) amunokucnot 331-335 SEQ ID NO: 194, B npucyrctBuun ANP.

6. BblmeneHHOE AaHTUTENIO WM €ro AaHTUT'CHCBS3BIBAIOINUN (PparMeHT, KOTopoe
ceun(pUIecKH CBSI3bIBAETCS ¢ OEIKOM-penenTopoM Harpuityperrueckoro nentuga 1 (NPR1) B
NPUCYTCTBUH MPENCEPAHOrO HaTpuitypeTrnueckoro nenruna (ANP), mpuuemM aHTUTENO WM ero
AHTUTCHCBS3BIBAIOIINN ()PAarMEeHT B3aUMOJEHCTBYET C aMHHOKHCIIOTHOH TOCIIEI0OBATEIbHOCTBIO,
BbIOpaHHOW M3 rpynmbl, coctosmed w3 (a) ammHokucior 29-45 SEQ ID NO: 194; u (b)
amuHOKUCIOT 331-347 SEQ ID NO: 194, Ho He ¢ amuHOkucnotamu 70-81 SEQ ID NO: 194,
ONpENEeNIEHHbIX C TOMOIIbI0 OOMEHa BOXOpPON/AeHTepHi, W MpHYEM AaHTUTEJIO WJIH €ro
AHTUTeHCBS3BIBAIOIIMK  (parmMeHT: (1) CBS3bIBACTCS C KIETKAMH, OKCIPECCHPYIOIIUMHU
gyenosedecknit NPR1 B mpucyrctBun nim B orcyrcreue ANP; n/unm (i1) cBsizbiBaercst ¢ NPR1 u
aktusupyer NPR1.

7. AHTUTENO WK €r0 aHTUT€HCBA3BIBAIOIINHN (pparmMeHT no modomy u3 mi. 1-6, koTopoe
NPECTABISIET COOOH MOTHOCTBIO YeJIOBEYECKO€ MOHOKJIOHAIBHOE AHTUTEJIO.

8. AHTHUTEJIO WJIM €r0 aHTUT€HCBA3bIBAOINUI (pparMeHT no jrodomy u3 mi. -7, koTopoe

uMeeT OfHO WM Oojiee CBOWCTB, BBIOPAHHBIX M3 TPYMIbI, COCTOSIENH u3: (a) SBISIETCS
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MOJTHOCTBIO YEJIOBEUYECKUM MOHOKJIOHAJIIBHBIM aHTHTENOM;, (b) CBSI3BIBAE€TCSI C MOHOMEPHBIM
yenosedeckuM NPR1 B orcyrctBue ANP w/unm MO3roBoro HaTpuilypeTHYECKOro MHenTHaa
(BNP) mpu 25°C u nipu 37°C ¢ koncranroi auccormanuu (Kp) menee 690 HM, n3mepeHHOH B
aHalM3€ TOBEPXHOCTHOIO IUIA3MOHHOTO pe30HaHca, (C) CBA3BIBAETCS C JAUMEPHBIM
yenosedeckuM NPR1 B orcyrctBue ANP unu BNP npu 25°C u npu 37°C ¢ Kp menee 42 HM,
U3MEPEeHHOW B aHalIM3e IOBEPXHOCTHOrO IUIA3MOHHOrO pe3oHaHca;, (d) cBs3bIBaeTcss ¢
yenoBeueckuM NPR1 B kommiekce ¢ ANP mipu 25°C u 37°C ¢ Kp menee 80 HM, usmepeHHOH B
aHaJIM3€e TIOBEPXHOCTHOTO TUIA3MOHHOTO pe30oHaHca, (€) cBssbiBaercs ¢ venoedeckum NPR1 B
komruiekce ¢ BNP mpu 25°C u 37°C ¢ Kp menee 20 HM, wu3MepeHHONl B aHaiu3e
TIOBEPXHOCTHOTO MIa3MOHHOTO pe3onanca; (f) cBszbiBaeTcsi ¢ MoHOMepHBIM NPR1 00e3bsiHbI B
orcyrctBue ANP w/umn BNP npu 25°C u 37°C ¢ Kp meHee 365 HM, u3MepeHHOH B aHau3e
MOBEPXHOCTHOTO TUIA3MOHHOIO pe3oHaHca, (g) cessbiBaercs ¢ auMmepHbIM NPR1 o0e3bsiHbI B
orcytctBue ANP nnu BNP npu 25°C u npu 37°C ¢ Kp menee 30 HM, nsmepeHHOI B aHanuze
MOBEPXHOCTHOTO TIa3MOHHOTO pe3oHaHca, (h) cesspiBaercst ¢ NPR1 00e3bsiHBI B KOMILIEKCE C
ANP mpu 25°C u 37°C ¢ Kp menee 10 HM, u3MepeHHONW B aHalu3e IOBEPXHOCTHOIO
TJIa3MOHHOTO pe3oHaHca, (1) cBs3piBaeTcss ¢ NPR1 obe3bsiabl B komiuiekce ¢ BNP mpu 25°C u
37°C ¢ Kp menee 10 HM, u3MepeHHOM B aHAJIM3€ TOBEPXHOCTHOTO TUIA3MOHHOTO Pe30HAHCA; (j)
He cBs3biBaeTcst ¢ MbImuHBIM NPRI1; (k) cBs3bIBaeTcs ¢ KIETKaMH, 3KCIPECCHPYIOLINMHU
gyenoseuecknii NPR1 (6e3 ANP) mmu kommiekcom NPR1 ¢ ANP ¢ ECsy menee 5 5M; (1)
aktuBupyer NPR1 ¢ ECsy menee 385 HM, n3MepeHHOH B OMoOaHanM3e Ha OCHOBE KJIETOYHOT'O
NOTOKA KanmbplMsl, (M) CHIKAET CHCTEMHOE apTepuaNbHOE MaBlIeHHE IIPU BBEACHUU
HOPMOTEH3UBHBIM U TUIEPTEH3UBHBIM MBbIIIAM, NPHYEM CHIDKEHHE CHCTEMHOTO U CPEIHEro
apTepHaJIbHOTO JAaBJICHHs UIUTCSA N0 28 AHEH mociie BBEASHHs] OMHOW NO3bI, U (N) yJydlIaeT
TOJIEPAHTHOCTb K IIFOKO3€ NPU BBEACHUH MBIIIAM C O’KUPEHUEM, BbI3BAHHBIM JTUETOM.

9. AHTHTENO WM aHTUTC€HCBS3BIBAIOLINK (parMeHT mo mobOomy u3 mm.l1-8, kotopoe
COIEPKHUT TPH OMpPENeISIOIINe KOMIUIEMeHTapHOCTh obnactu Tspkenoit nenu (CDR) (HCDRI,
HCDR2 u HCDR3), conepxauuecs B BapuadenpHoii obnacru tspxenon uenu (HCVR); u tpu
CDR gnerkoti e (LCDR1, LCDR2 u LCDR3), coxepkamuecss B BapuaOeNbHONH 00JaCTH
nerkori memu (LCVR), mpuuem HCVR wmMmeeTr aMHHOKHCIOTHYHO TMOCJEIOBATEIHHOCTD,
BBIOpaHHYIO W3 TPYMIbl, coctosimed u3 mocienoBarenbHocteir HCVR, mepeducineHHbIX B
tabmue 1.

10. AHTHTENO MM €ro aHTUreHCBs3bIBarOIIMK (gparmeHT mo n.9, conmepxkamee LCVR,
UMEOIIYI0 aMHUHOKHCJIOTHYIO TOCIEeNOBAaTEIbHOCTh, BBIOPAHHYIO W3 TPYIIIBL, COCTOSAILICH U3
nocnenosatenbHocTeit LCVR, nepeuncnenHpx B Tadmume 1.

11. AHTUTENO WM €r0 aHTUTeHCBsI3bIBAOIIHNH (parmenT no 1.9 wm 1.10, copeprkaruee:

(a) nomen HCDR1, umeromuii aMMHOKHUCIIOTHYIO TTOCIIENOBATENbHOCTD, BHIOPAHHYIO H3
rpynmel, cocrosimei u3 SEQ ID NO: 4, 20, 36, 52, 68, 84, 100, 116, 132, 148, 164 u 180;

(b) momen HCDR2, nmeromuii aMMHOKUCIIOTHYIO TOCJIEAOBATENbHOCTD, BHIOPAHHYIO M3
rpymmel, cocrosime u3 SEQ ID NO: 6, 22, 38, 54, 70, 86, 102, 118, 134, 150, 166 u 182;

(c) nomen HCDR3, umeromuii aMHHOKHCIOTHYIO MOCIIEOBATEIbHOCTD, BEIOPAHHYIO M3
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rpynmbl, coctosimen u3z SEQ ID NO: 8, 24, 40, 56, 72, 88, 104, 120, 136, 152, 168 u 184,

(d) nomen LCDRI, umeromuii aMUHOKHCIIOTHYIO MOCIIEIOBATEIbHOCTD, BEIOPAHHYIO M3
rpynmbl, coctosiment u3z SEQ ID NO: 12, 28, 44, 60, 76, 92, 108, 124, 140, 156, 172 u 188,

(e) nomen LCDR2, umeromuii aMHHOKHCIIOTHYIO MOCJIEOBATENbHOCTD, BBIOPAHHYIO M3
rpynnsl, coctosimen u3z SEQ ID NO: 14, 30, 46, 62, 78, 94, 110, 126, 142, 158, 174 u 190; u

(f) nomen LCDR3, umMeromuii aMMHOKHCIIOTHYIO TOCJIEOBATENbHOCTD, BHIOPAHHYIO U3
rpymnmsl, cocrosuieit u3 SEQ ID NO: 16, 32, 48, 64, 80, 96, 112, 128, 144, 160, 176 u 192.

12. AHTHTENO WM €ro aHTUI€HCBs3bIBAKOINMI ()parmMeHT 1o .11, comepskamuii mapy
aMUHOKHUCJIOTHBIX nocienoBaTenbHocteit HCVR/LCVR, BbIOpaHHYIO M3 TPYIIITBI, COCTOSIIEN U3
SEQ ID NO: 2/10, 18/26, 34/42, 50/58, 66/74, 82/90, 98/106, 114/122, 130/138, 146/154,
162/170 u 178/186.

13. AHTHTENO WU €ro aHTUTeHCBs3bIBAOIUN (parMeHt no m.12, comepkamee CDR,
BbIOpaHHbIe U3 TpyrIbl, cocTosmed u3: (a) SEQ ID NO: 4, 6, 8, 12, 14 u 16; u (b) SEQ ID NO:
68, 70, 72, 76, 78 u 80.

14. AHTUTENO WM €ro aHTUTEHCBs3bIBarOIMi (pparMent mo m.13, comepxkaiiee mapy
aMUHOKUCIOTHBIX nocienoBatenbHoctei HCVR/LCVR, BbIOpaHHY O U3 TPYIIIIBI, COCTOSIIEH U3
SEQ ID NO: 2/10 u 66/74.

15. AHTUTENO WM €ro aHTHIeHCBSI3BIBAIOUIUN (PpParMeHT, KOTOPOE CBSI3BIBACTCS C
OenkoM-perienTopoM Hatpuityperndeckoro mentuaa 1 (NPR1), npuuem aHTUTENnO wWiu
aHTUreHcBs3bpBaroInid pparmeHT copepxxkutr Tpu CDR Tsprenoit menu (HCDR1, HCDR2 n
HCDR3), conepsxxamuecst B HCVR, u tpu CDR nerkoii nenu (LCDR1, LCDR2 u LCDR3),
conepsxamuecs B LCVR; npuuem HCVR conep:xur:

(1) aMHHOKHCJIOTHYIO TTOCJIEI0BATENbHOCTD, BBIOPAHHYIO U3 TPYMIbI, cocTosimel u3 SEQ
ID NO: 2, 18, 34, 50, 66, 82, 98, 114, 130, 146, 162 u 178,

(i) aMHUHOKHCJIOTHYIO TIIOCJIE€OBATENbHOCTh, HMEIOLIYI0 10 MeHbiuel Mepe 90%
UJIEHTHYHOCTH C AMHHOKHUCJIOTHOH MOCIENOBATEIbHOCTBIO, BBIOPAHHOW W3 TPYIIIbI, COCTOSILIEH
u3 SEQ ID NO: 2, 18, 34, 50, 66, 82, 98, 114, 130, 146, 162, u 178;

(1ll) aMHUHOKHCJIOTHYIO TIOCJIEAOBATENIbHOCTh, HMMEIOLIYI0 1O MeHbIned wMepe 95%
UJIEHTUYHOCTH C AMHUHOKHCJIOTHOH MOCIENOBATEIbHOCTBIO, BBIOPAHHOW U3 TPYIIIBI, COCTOSIIEH
u3 SEQ ID NO: 2, 18, 34, 50, 66, 82, 98, 114, 130, 146, 162, u 178; unmu

(iv) aMHHOKHCIIOTHYEO MOCJI€IOBATEIbHOCTh, BBIOPAHHYIO W3 TPYIIbI, COCTOSINENH W3
SEQ ID NO: 2, 18, 34, 50, 66, 82, 98, 114, 130, 146, 162 u 178, npuueM yka3aHHas
AMHHOKHUCJIOTHAS TIOCIIEOBATENIbHOCTh UMeeT He Oosiee 12 aMUHOKHCIOTHBIX 3aMEH, H

LCVR copepxurt:

(2) aMMHOKHUCIIOTHYIO TIOCIIEOBATENbHOCTD, BBIOPAHHYIO U3 IPyMIIbl, cocTosmeit n3 SEQ
ID NO: 10, 26, 42, 58, 74, 90, 106, 122, 138, 154, 170 u 186;

(b) aMHHOKHCIOTHYIO TMOCJIEAOBATEIBPHOCTh, HMEIOIIYI0 IO MeHbimeld wMepe 90%
UJIEHTHYHOCTH C AMHHOKHCIIOTHOH IMOCIIEI0BATEIbHOCTBIO, BBIOPAHHON M3 TPYIIIbI, COCTOSLIECH
u3 SEQ ID NO: 10, 26, 42, 58, 74, 90, 106, 122, 138, 154, 170 u 186,

(C) aMUHOKHUCJIOTHYIO TIOCJIEeIOBaTeIbHOCTh, HMEIOIIYI0 MO MeHblnel wmepe 95%
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UICHTUYHOCTU C aMHHOKHCIJIOTHOH IMOCIIeI0BATEIbHOCTBIO, BBIOPAHHON M3 TPYIIIBI, COCTOSLIEH
u3 SEQ ID NO: 10, 26, 42, 58, 74, 90, 106, 122, 138, 154, 170 u 186, nnu

(d) aMHHOKHCIIOTHYIO MTOCIIENOBATEIbHOCTD, BBIOPAHHYIO U3 IPyMIIbl, cocTosimeii n3 SEQ
ID NO: 10, 26, 42, 58, 74, 90, 106, 122, 138, 154, 170 u 186, mpuuem yka3aHHas
AMHHOKHUCJIOTHAS TIOCJIE0OBATENbHOCTh UMeeT He Oosee 10 aMUHOKHCIOTHBIX 3aMEH.

16. AHTHUTENO WM €ro aHTUIeHCBsI3bIBatoIuil parmeHT 1o 1.15, conepxkamee HCVR,
MMEIOIIYI0 aMHUHOKHCIIOTHYIO IIOCIIEeOBATEbHOCTb, BBIOPAHHYIO W3 TPYIIIBL, COCTOSIIEH H3
SEQ ID NO: 2, 18, 34, 50, 66, 82, 98, 114, 130, 146, 162 u 178.

17. AHTUTENO WM €ro aHTUTeHCBs3bIBAOINE (PparmeHT no 1.15, cogepxamee LCVR,
UMEOIIYI0 aMHUHOKHCJIOTHYIO TOCJIE€OBATENbHOCTb, BBIOPAHHYIO W3 TPYIIIBL, COCTOSLICH U3
SEQ ID NO: 10, 26, 42, 58, 74, 90, 106, 122, 138, 154, 170 u 186.

18. AHTHUTENO WJIM €ro aHTUIeHCBS3BIBAKOIIMK (parmMeHT mo modomy u3 mm.15-17,
conepxamiee Tpu CDR, conepxkamuecst 8 HCVR, BeiOpanHo# u3 rpymiel, cocrosmend nz SEQ
ID NO: 2, 18, 34, 50, 66, 82, 98, 114, 130, 146, 162 u 178; u Tpu CDR, conep:xamuecs B LCVR,
BbIOpaHHOM u3 rpymnmel, coctosmed uz SEQ ID NO: 10, 26, 42, 58, 74, 90, 106, 122, 138, 154,
170 n 186.

19. AHTUTENO WM AHTUTECHCBS3BIBAIOIIMH (parMeHT mo srodomy wu3 mm.15-18,
comepskaliee napy aMHUHOKHCIOTHBIX mocienosarenbHocTei HCVR/LCVR, BbiOpanHyr u3
rpymmel, cocrosimeii u3 SEQ ID NO: 2/10, 18/26, 34/42, 50/58, 66/74, 82/90, 98/106, 114/122,
130/138, 146/154, 162/170 u 178/186.

20. AHTHTEIO UJIN er0o aHTUTeHCBSI3bIBArO NI (hparMeHT 1o 11.15, comepxainee:

(a) nomen HCDR1, umeromuii aMHHOKHCIOTHYIO MTOCIENOBATEIbHOCTh, BEIOPAHHYIO M3
rpynnbl, coctosiien u3 SEQ ID NO: 4, 20, 36, 52, 68, 84, 100, 116, 132, 148, 164 u 180;

(b) nomen HCDR2, nmeromuii aMHHOKHCIOTHYIO TTOCJIEIOBATEIbHOCTD, BBHIOPAHHYIO H3
rpynmel, cocrosimed u3 SEQ ID NO: 6, 22, 38, 54, 70, 86, 102, 118, 134, 150, 166 u 182;

(c) nomen HCDR3, umeromuii aMUHOKHCIOTHYIO MOCIENOBATEIbHOCTh, BEIOPAHHYIO W3
rpynmsl, cocrosuieit uz SEQ ID NO: 8, 24, 40, 56, 72, 88, 104, 120, 136, 152, 168 u 184,

(d) nomen LCDRI1, umeromuii aMUHOKHCIIOTHYIO MOCIIENOBATEIbHOCTb, BEIOPAHHYIO H3
rpynmnsl, cocrosuieit uz SEQ ID NO: 12, 28, 44, 60, 76, 92, 108, 124, 140, 156, 172 u 188;

(e) nomen LCDR2, umeromuii aMUHOKHUCIIOTHYIO MOCIIENOBATEIBHOCTD, BBIOPAHHYIO U3
rpynmnsl, cocrosuieit uz SEQ ID NO: 14, 30, 46, 62, 78, 94, 110, 126, 142, 158, 174 u 190; u

(f) nomen LCDR3, umeromuii aMUHOKHCIOTHYIO TOCJIEAOBATENIbHOCTD, BEIOPAHHYIO M3
rpynnsl, cocrosuieii us SEQ ID NO: 16, 32, 48, 64, 80, 96, 112, 128, 144, 160, 176 u 192.

21. AHTHTENO WM €ro aHTUTeHCBs3bIBArOIIMKA (pparment no m.20, comepxkamuii CDR,
BbIOpaHHbBIe U3 TpymIbl, coctosmei u3: (a) SEQ ID NO: 4, 6, 8, 12, 14 u 16; u (b) SEQ ID NO:
68, 70, 72, 76, 78 u 80.

22. AHTUTENIO WIH €r0 aHTUTeHCBS3bIBAOIIMKA (PparMeHT mo m.21, comepskainee mapy
aMuHOKUCJIOTHBIX nocienosarenbHocreit HCVR/LCVR, BbIOpanHy O U3 TPYIIIBI, COCTOSIIEH U3
SEQ ID NO: 2/10 u 66/74.

23. BoieneHHOe MOHOKJIOHAJIBHOE aHTUTENO WJIM €r0 aHTUT'€HCBSA3BIBAIOIINN (pparMeHT,
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KOTOpOe aKTUBUpYeT Oenok-penentop Harpuilyperndeckoro nenrtupa 1 (NPR1), comepskamee
tpu CDR HCVR, nmpuuem HCVR mmeer aMUHOKHCIIOTHYIO TOCIEIOBATEILHOCTD, BBHIOPAHHYIO
u3 rpynnsl, cocrosueil u3 SEQ ID NO: 2, 18, 34, 50, 66, 82, 98, 114, 130, 146, 162 u 178; u
tpu CDR LCVR, nmpuuem LCVR nmeer aMMHOKUCIOTHYIO IMMOCJIENOBATEIbHOCTD, BHIOPAHHYIO
u3 rpynmnsl, cocrosimeit u3 SEQ ID NO: 10, 26, 42, 58, 74, 90, 106, 122, 138, 154, 170 u 186.

24. AHTUTENO WM €ro aHTHIeHCBS3BIBAIOLINK (PParMEHT, KOTOPOEe KOHKYPHPYIOT 3a
cBsi3bIBaHME ¢ OenKoM-penenTopoM Harpuilyperudeckoro nentuaa | (NPR1) ¢ anTuTenom muimm
€r0 aHTUTeHCBSI3bIBAIOLIUM (pparMeHTOM 1o JrobomMy u3 . 1-23.

25. AHTUTEJO WK €r0 aHTUT€HCBSI3bIBAIOLINI (JPArMEHT, KOTOPOE CBSI3BIBACTCS C TEM JKE
STMUTOIOM, YTO U AHTUTEJIO I €r0 aHTHIE€HCBSI3bIBAIOLINHA (hparMeHT no jiodomy u3 . 1-23.

26. @apmaLeBTHYECKAass KOMIIO3ULIMSA, COAEp:Kallas BBIICICHHOE AHTUTENIO WU €ro
AHTUTCHCBS3BIBAIOIIMKA  (DparMeHT,  KOTOpOe  CBS3BIBAETCS  C  OEJIKOM-PEeLenTopoM
Hartpuitypernueckoro mnentuga 1 (NPR1) mo mobomy w3 mm.1-25, u ¢apmaneBTHUecKH
NPUEMIIEMBII HOCUTEIb HITH pa30aBUTENb.

27. BplgeneHHass MoJeKyJa IOJMHYKJIEOTHIA, COJEpKallas MOJUHYKIECOTUIHYIO
MOCJIEIOBATEIBHOCTD, KoTopas koaupyer HCVR anturena, kak ykasaHo B Jrodom u3 mm. 1-25.

28. BplneneHHass MoseKyja IOJMHYKJIEOTHAA, COJEpKallas MOJUHYKIECOTUIHYIO
MOCJIEIOBATEIBHOCTD, KoTopast koaupyer LCVR anturena, kak ykasaHo B qrodom u3 mm. 1-25.

29. BekTop, conmepskauuii MOJMHYKJICOTHAHYIO IOCIEIOBATEbHOCTh MO 1M.27 wW/wiu
MOJIMHYKJIEOTUAHYIO MOCIEA0BATENBHOCTD IO 11.28.

30. KneTka-x0351MH, 3KCOpecCUupyrouias BeKTop mo m.29.

31. Cnoco6 monyuenust antu-NPR1 aHTHTeNna wWiM ero aHTUT€HCBSI3BIBAIOIIETO
(dparmenTa, BKJIIOYAIOIUI BBIPALIMBAHNUE KJIETKU-X03A1UHA 10 11.30 B YCIOBHSIX, NMO3BOJISIOLINX
NPOAYLMPOBAaTh AHTUTENO WKW (parMeHT, M BbIIEJNEHHE aHTHTena Win (parMeHra,
HOJy4YEHHOTO TAKHM 00pa3oM.

32. Cnocob mo n.31, AONOJHUTENBHO BKJIOYAOININN MPUTOTOBJIEHHE aHTHTEIA WUJIH €ro
AHTUTeHCBS3BIBAIOIIETO ()parMeHTa B BUAE (apMaLEBTHYECKOW KOMIIO3MIUH, COAEpIKaIIeit
MIPUEMJIEMBI HOCUTED.

33. Cnocob nedeHus, mpodUIAKTUKH WM OOJIErYEeHUs] MO MEHbIIeH Mepe OIHOrO
cumnroma wuian npusHaka NPRI1-accormmpoBanHoro 3a0oyeBaHHsl WM PAaCCTPONCTBA,
BKJIFOUAIOLIMI BBEACHHE HYKIAIOIIEMYCsS B 3TOM CYOBEKTY (papmMarneBTHYeCKOH KOMITO3HLINY,
comepkamiet  TepameBTHYeckd 3 (PeKTHBHOE  KONWYECTBO  AHTUTENA  WJIH  €ro
AHTUTEHCBS3BIBAIOIIETO (hparMeHTa 1o JrodoMy u3 mm. 1-25.

34. Cnoco6 mo m.33, rme NPRI1-accounnpoBaHHOe 3a00jeBaHHE WM PacCTPOHCTBO
BBIOMPAIOT W3 TPYIIIbL, COCTOSINEH U3 TMIIEPTEH3UH, CEPIEYHON HENOCTATOYHOCTH, OKHUPEHUS,
MOYEYHONW HEIOCTATOYHOCTH, XPOHHYECKOro 3a00JIeBaHMs II0YEK, OTEKa JKEJNTOro IATHA,
IJIayKOMBI, HHCYJIbTA, 3a00eBaHuil erkux, (pubpo3a Jerknux, BOCMAJICHUS, aCTMbI, HAPYIICHUS
pocTa ckeyera, epeJoMOoB KOCTeH, Arnadera u paka.

35. Cnmoco6 mo n.33 wmm 1n.34, rae ¢apManeBTHYECKYI0 KOMIIO3ULIUIO BBOIAT

HY>KZIAIOLIEMYCsI B 3TOM CYOBEKTY C IIEJIbI0 MPOPUIAKTUKU HIIN JIEYEHUS.
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36. Crocob mo mobomy m3 nm.33-35, roe papManeBTHUECKYI0 KOMIIO3ULIUIO BBOIST B
KOMOWHAIIMU CO BTOPBIM TE€PAIEBTUYECKUM areHTOM.

37. Crnocob6 mo m.36, rae BTOPOH TepameBTHYECKHH areHT BBIOMPAIOT M3 TPYIIIIEL,
COCTOSIIIEM W3  AHTAarOHUCTa  ajbJOCTepOHa,  ajba-aapeHoOJoKaTopa,  HHTHOHTOpa
aHrnoteHsuHnpespamaromero  ¢epmernra  (ACE), apTepHoSsipHOrO  Ba3OAMJIATATOPA,
BEreTaTUBHOTO TaHIVIMOHAPHOTO Ba3OAMJIaTaTopa, OeTa-aApeHOONIOKaTopa, CHUMIIATOJIMTHKA,
MCTOLIAIOLIErO 3arachl KaTeXOJIaMHHA, LEHTPAIBHOTO aroHMUCTa anbda-2-aJIpeHOpPeLenTopoB,
Onokatopa KaJbIHEBBIX KAHAJOB, JUYPETUKA, WHICHOUTOpPA pPEHWHA, AHTUKOAryJIsIHTa,
AHTUTPOMOOIIMTAPHOTO areHTa, areHTa, CHIDKAIOLIEr0 YPOBEHb XOJECTEPUHA, Ba3OIMIIATOPA,
OUTUTANIANCA, XUPYPTHH, HWMIUIAHTHPYEMOrO YCTPOHCTBA, MPOTUBOOINYXOJEBOW TEparvH,
uHcysnuHa, aronucrta GLP1, wmerdopmuua, nuamusa, CTHEMyJATOpa KOCTHOTO MO3Ta,
reMOUIBTPALIUHN, H3MEHEHHs 00pa3a KU3HU U MUIIEBOU JOOABKH.

38. Crmocob6 mo mobomy m3 mmn.33-37, rae ¢apMareBTUYECKYI0 KOMITO3UIMIO BBOJIST
MOJIKOKHO, BHYTPUBEHHO, BHYTPUKOKHO, BHYTPHOPIOIINHHO WJIH BHYTPUMBILIEYHO.

ITo noBepenHocTn
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