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BUpOOnsieTbest NpoTn cobavoro TSLP, sikun MicTuTh aMiHOKMCNOTHY nocnigoBHicTe SEQ ID NO: 2.
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Lis 3asiBka € 6e3yMOBHOI0 3asBKO0, NpiopuTeT Akoi 3aseneHo 3a 35 U.S.C. § 119(e) nonepeaHboi
3aaBku CLUA Ne 60/875,135, nogaHoi 14 rpyaHs 2006 poky, 3MICT SKOI BKMOYEHO Y AaHUN OOKYMEHT
AK MOCUNaHHS.

HaHnin BUWHaxig cTocyeTbCsl cobavyoro TUMYCHOro CTpOMarbHOro nimdonoeTuHy (cobaumi
"TSLP"), MoneKkyn HyKneiHOBOi KMCIOTKU, BEKTOPIB Ta KNiTUH-Xa3daiHIB, Aki kogytoTb cobaunn TSLP, Ta
cnocobiB ogepxaHHA Ta 3acTocyBaHHsA cobadoro TSLP.

TBapuHK, BKNOYaYU NIOAUHY, SKi CTpaXkaaoTb Big peariH-onocepeakoBaHUX po3nagiB, Takux siK
aToniyHi xBopoOM, MalTb CnagkoBy TEHAEHLIID 00 PO3BUTKY MUTTEBUX anepriyHMX peakuii, sKi
BUKNMKaOTb BUPOOneHHs IgE aHTuTin. BaratouncenbHi reHeTU4Hi hakTopu BNAMBaKOTbL HA EKCNpecito
deHoTUNy TakMx TBapuH. MwuTTeBa rinepyyTNUBICTb, HKYy CMOCTEpiralTe NpyM  aTtonivyHUX
3aXBOPIOBaHHSAX, 3'ABNAETbCA BHACNILOK BMAMBY CneundivHMX anepreHis, Takmx K JOMAaLUHI NUNOBI
kniwi (Dermatophagoides pteronyssinus), NuNok, UBinb Ta nogpasHeHHs. He auBHO, Wo iHaAMBIgYyMH
3 aToniyHo XBOPOOOI YacTiwe CTpaxaalTb Bid acTMW, aTOMiYHOro AepMaTtuTy, Ta iHWNX XBOPOO,
NoB'A3aHNX 3 EHOOTEeHHUM BUBINbHEHHAM IgE.

AToniyHi XxBOpOOW, TaKi SIK anepriYyHUn 4epMaTuT TOLLO, TAaKOX BMHUKAKTL Yy cobak, BKIHOYaoum
AoMallHix cobak. Y Takmx cobak xBopoba MovvHae MposABMATUCH 3a3BMYal MK MepwvM Ta TpeTiM
pokoM kuTTH. BHacnigok cnagkoBoi npupoan XBopobw [nekinbka nopid, BKAKYaK4M  30510TUX
peTpuBepiB, OinblicTb Tep'epiB, iprnaHAcbkoro cetepa, Jlxaca anco, ganmatuvHuiB, Oynbgorie Ta
CTapux aHrmniincbkux BiBYapoOK, MatTb Oinblly TEeHAEHUito g0 aTonii, Xo4a BigoOMO, WO iHWi nopoau
cobak, BKNoYalun 3MillaHi nopoaun, TakoX CTpaXKaalTb Bif LUbOro crtaHy. YacTtoTa 3ycTpivarnbHOCTI
LLIOHaMEHLLE OAHOr0 KOHKPETHOro BuAy aTomi, aToniyHoro gepmMaTtuTy, 3HA4yHO OOHAKOBO
306inbLIYETLCA SK Yy Ntogen, Tak i y cobak.

ATonivHi cobaku 3as3Buyvanm TPYTbCA, NMXKYTb, XKYOTb, KycaloTb abo ApsAnaloTb CBOI HOMM, MOPAY,
ByXa, OiNgHKW nig naxsamu Ta 6ina naxy, WO Npu3BOAWTb OO0 BTPaATM LWEPCTi, MOYEPBOHIHHA Ta
NOTOBLUEHHS LIKIipW. Y Aesknx BUNagkax ogHOYacHa HasiBHICTb OEeKiNbKOoX XBOPOO LUKipM npusBoauTb
00 cBepbnsAYkn, y TON Yac sk HasiBHICTb TiNbKyM OAHIET aneprii He Npu3Bede OO Takoi cBeponsaykn. Taki
nNpobremMun BUHMKaKTb BHACNILOK MOBITPSIHUX aneprexis (MUIKy TOLO), aneprexiB y ixi Ta aneprexis 3
napasutiB (6nox Towo). baktepianbHa abo rpubkoBa iH(EKLiA TakoX MOXe MpM3BECTM OO MOSBU
cBepOnayKu.

OpHum npocTum 3acoboM Anst MorerweHHs nogpasHioBanbHUX CUMMTOMIB € YHUKHEHHS
NPOBOKYHOYNX anepreHiB. Ha >xanb, Take YHUKHEHHS 3a3BuMYyal € HeMOXnuBuM. PaHilwe, BeTepuHapu
nikyBanu aToniyHMm gepmaTuT y cobak LUNAXOM opanbHOro BBEAEHHS aHTUricTaMmiHiB, opansHoro abo
MiCLLeBOro BBEA€HHSI KOPTUKOCTEPOIAHMX NPOTM3anantoBanbHUX areHTiB, iHWWX NPUrHivyBayiB iMyHHOT
CUCTEMU, TaKMX $IK LMKNOCNOpPMH abo TakpomniMyc, AOAABaHHSA >XMPHMX KWUCIMOT Ta anepreH-
cneumdiyHoil imyHoTepanii (o notpebye BBeAEHHS igeHTUdikoBaHoro aHtureny). OgHak, xoaHe 3
UuxX nikyBaHb He € edeKTUBHUM B YCiX Bunagkax. binbw Toro, take nikyBaHHs € goporum Ta/abo
Np13BOAMTbL A0 MNOsiBU MobiyHMX edpekTiB. Takum 4YMHOM, MPOTArOM AOBroro yacy icHye notpeba y
OeanevyHoMy, Oinblw edekTMBHOMY Ta Oinbll eKOHOMIYHOMY crnocobi nikyBaHHA abo MpUrHiYeHHs
CYMNTOMIB aTOMI4YHOro AepMaTuTy y cobak.

IMyHHa BignoBiab ccaBLiB 3acHOBaHa Ha cepii CKnagHuUX KNiTUHHWUX B3aeMOAi, AKi Ha3nBalTb
"iIMyHHOK ciTkow". bBinblla 4YacTMHa IMyHHOI BIAMOBIAI cknagjaeTbcs 3 B3aemodil nimdouuTis,
Makpodyaris, rpaHyrnoumTiB Ta iHLWMX KITITUH 3 PO3YMHHUMU Binkamu, Ski Ha3MBalOTb LMTOKIHAMM, SKi
BigirpaloTb 3HAYHy POSib Yy ONOCepeaKyBaHHI/KOHTPOII/perynioBaHHi UMX KNITUHHMX B3aEMOAIN. Taknum
YMHOM, LMTOKIHW Ta iMYyHHI KNiTMHM € nocepegHnkaMmu cneundiyHmx @isionorivHmx mexaHiamis abo
LnAxiB, AKi BeAyTb 40 Pi3HOMaHITHUX 3anantoBanbHUX po3nagis.

IMyHHe 3ananeHHs € pe3ynbTaToM Kackady CKNnagHuX iMyHHWX peakuin, siKi Npu3BOAsiTL OO TOro,
wo T-KNiTUHW HeperynboBaHO NPOAYKYHTb TH2-unTokKiHKW, Taki gk IL-4, IL-5 Ta IL-13. Ui uMToKiHM, B
CBOK 4epry, TMpOBOKYOTb OpOHXianbHy rinepakTuMBHICTb, BUPOONeHHs IaE, eosiHodinito Ta
BUpOONEeHHs cnu3y (OuMBWUTUCbL, Hanpuknag, Busse and Lemanske, Jr. (2001) N. Engl. J. Med.
344:350-62; Holgate (2000) Br. Med. J. 320:231-234); and Renauld (2001) J. Clin. Pathol. 54:577-
589).

TumycHuin ctpoManeHun nimconoeTnH (TSLP) € IL-7-unMToKiHOM, SIKMIA cnovaTtky iaeHTUdikyBanu
y Mulen fK daktop, akwii niatpumye: (i) in vitro possuTok nosepxHesux IgM™ B knituH, Ta (i)
nponicgepadito B ta T knituH (Friend et al., 1994 Exp Hematology 22:321-328, see also, Levin et al.,
1999, J. Immunol 162: 677 - 683). 3apas Bigomo, wo TSLP npuegHyeTbcs 4o KNiITMHHOIO peuenTtopa ,
akmn MictuTb IL-7K-anbda cyboamHuuio, Ta 40 YHiKanbHOI peuenTopHOi cyboauHULI, Ky HasmBatTb
TSLP-R. Taka B3aemopisi iHiLil0e curHanbHy TpaHCOyKUito 3aBasiku aktmBauii STAT abo ekcnpecii
TUMYCHUX aKTUBALito-peryntooumx xeMokiHiB (TARC) y reMonoeTnyHux KriTuHax, Takux sik CTOBOYpHa
MienoigHa KniTMHa, Taka $iKk MOHOUMT abo OeHapuTHa KniTMHa (OUBWTb, Hanpuknag, ChiBBAaCHMK
nateHTy CLUA Ne 6,890,734, sikun HaBegeHo y aHOMY AOKYMEHTI 3a JOMOMOro NocunaHb).
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TSLP Takox moxe BigirpaBati y MULLIEN 3HAYHY pOfb Yy NaToreHesi aneprivHnx XxBopob, Takmx sik
aToniyHu gepmaTtuT Ta actMa. Hanpuknag, y TpaHCreHHUX MULLERn, y SKMX cneuianbHO BUKNMKanu
ekcnpecito reHa TSLP Ha wkipi, nokazaHo HasiBHICTb IMYHOMOMYHUX Ta KIiHIYHMX O3HAK aToMi4YHOro
aepMatuTy, Takux SK ek3eMu, sKi MICTATb 3anantoBasribHi KAITUHHI iHINbTpaTK LWKipK, CyTTEBE
36inblenHs Th, CD4" T KniTUH, AKi eKCNPEecyloTb LUKIPHI «XOMIHM»-peLenTopy, MiABULLEHUIA PiBEHb
IgE y cupoBartui. binbLl TOro, Ha NereHax MULER, siKi eKCnpecyrTb fereHeBo-cneumdivyHmi TpaHcreH
TSLP BuMsIBNEHO HAasIBHICTb IMYHOMOrMYHMX Ta KMiHIYHMX O3HaK acTMu, BKIOYAKYM MaCUBHY
iHgINbTpaLito nenkouuTiB, rinepnnasito 60kanoBMAHMX KNiTUH, cybenitenianbHMn gibpo3s, 36inbLIeHHS
umuTOKiHIB T-xennep Tuny 2 Ta 36inbweHHs piBHA IgE.

Cimc 1a iH.. otpumanu nocnigoBHicte kKOHK muwavoro TSLP 3a gonomoroto KnoHyBaHHs, npoTe
iM He BOAnNOCb KMOHYBaTW MOACLKWAMA FOMOJSIOr 3a AOMOMOrol ribpuausauiiHux 30HAIB Ha OCHOBI
muwayvoro TSLP (Sims et al. 2000, J exp Med, 192: 671-680). lMicna uboro, NIOACLKUA rOMONOr
BM3HAuYMNKU 3a OONOMOrol peTtenbHoro aHanisy EST. 3'acyBanu, wWo HykneoTuaHa MNOCMILOBHICTb
noacbkoro TSLP Tinbkn Ha 43 % romonorivyHa BianoOBiAHIM MULLAYIN NOCMiAOBHOCTI.

BHacnigok uboro, 3anuwaeTtbest notpeba y 3abesnevyeHHi HOBUM Ta BinbLu NPaKTUYHUM TliKyBaHHS
aToniyHMx posnagis y cobak, BKMoYaruyM aToniyHUN AepMaTuT Ta MoB'A3aHi 3 HUM KMiHiYHI NposiBU.
Binbw TOro, NOTPiIGHO BM3HAYMUTM PAKTOPU, BKIIOYEHI B iIMYHONOIYHUIA Kackad, sikMin Npu3BoauTb 40
aToniyHMX poanagis y cobak, Lo ONOMOXEe po3pobuTy Take NiKyBaHHS.

LiMTyBaHHsA Oyab-AkuX MOCWMNaHb y AaHOMY OOKYMEHTI Cnif po3yMiTU SIK MPUMYLLEHHS, WO Taki
NoCUMaHHA BKOYEHI Y NONepeaHin piBeHb TEXHIKN.

[aHunii BUHaxig CTOCyeTbCA HOBOrMO Ta BinbLU NPaAKTUYHOTO NiKyBaHHS aToniYHMX po3nagiB y cobak,
BKIMOYAKOYM aToniyHUA AepmaTtuT Ta MOB'si3aHi 3 HUM KIiHiYHI nposiBu. BignosigHo, AaHwni BuHaxig
CTOCYETbCS HOBOrO i30/1bOBaHOr0 Ta/abo pekomMBiHaHTHOTO TUMYCHOMO CTPOMAIbHOMO MiM(ONoeTUHy
(TSLP), gkuin BxoauTb 0 iMYHOMNOTYHOrO Kackagy, SIKMi NpuM3BOAMTbL OO MOSIBM aTOMiYHWX po3nagis.
BuHaxig Takox CTOCyeTbCA aHTUreHHux dparmeHTiB Takmx TSLP 6inkiB. Y KOHKpeTHOMY acnekTi
aaHoro BuHaxony TSLP npeacraBneHo cobaunm TSLP.

TakMM 4MHOM [JdaHuiA  BuHaxig cTocyeTbes Oinka TSLP, €kuin  MIiCTUTb  aMiHOKUCINOTHY
nocnifoBHicTb, sika Ha 80% abo Oinblue € ineHTUYHO A0 amiHokMcnoTHOI nocnigaoBHocTi SEQ ID NO:
2, 3a BUKITKOYEHHSM 28 aMiHOKMCITOTHOMO 3aruvLKy CUrHarnbHOI NOCMiAOBHOCTI, Ae Npu BBEAEHHI Ginka
cobakam y cknagi BakuMHW, Y CUpOBaTLi B3ATOI 3 BaKUMHOBAHWX CODaK BUSABMAIOTb aHTUTING, SKi
3B'A3yt0Tb TSLP cobak, gkuin MicTuTb amiHOKMCIOTHY nocnigoBHicTe SEQ ID NO: 2. Y BignosigHoMy
BapiaHTi 3giMcHeHHs 6inok TSLP MiCcTUTb amMiHOKUMCIIOTHY MOCAiQOBHICTb, sika Ha 80% abo Ginblie €
ineHTnyHow oo amiHokmcnoTHoi nocnigosHocTi SEQ ID NO: 2, 3a BUKNoYEHHAM 28 aMiHOKUCIIOTHOIO
3anuULWKy CUrHambHOI NOCNIAOBHOCTI; Ta KPOCCB3aeEMOLIE i3 aHTUTINIOM, Sike BUPOBMSETLCSA NPOTK
cobayoro TSLP, skui mictutb amiHokucnoty SEQ ID NO: 2.

Hanun BuHaxig ctocyeTbes binka TSLP, akuin MiCTUTb aMiHOKMCNOTHY NOCAIQOBHICTb, Ska Ha 80%
abo Oinblie € igeHTMYHO A0 amiHokMcnoTHOI nocnigosHocTi SEQ ID NO: 2 (3a BuknoYeHHAM 28
aMiHOKMCINOTHOTO 3anuLLKy CUrHamnbHOI MOCMIQOBHOCTI), sika 3B'A3ye eniTon-cneundiyHe o cobavoro
TSLP MOHOKOHanbHe aHTUTINO.

Y Ginbll KOHKPETHOMY BapiaHTi 34iNCHeHHA Ginok TSLP MicTUTb amMiHOKMCNOTHY MOCMIOOBHICTb,
ska Ha 90 % abo Oinble € iAeHTU4YHOK A0 amiHoKMcnoTHOI nocnigoBHocTi SEQ ID NO: 2, 3a
BUKMIOYEHHSAM 28 aMiHOKMUCMOTHOIO 3aruLiKy CUrHanbHOI MOCMIAOBHOCTI. Y iHLWOMY KOHKPETHOMY
BapiaHTi 3aiicHeHHs 6inok TSLP MicTUTb aMiHOKMCNOTHY MOCNIAOBHICTb, sika Ha 95% abo Ginble €
iAeHTUYHO A0 aMiHokucnoTHOI nocnigoBHocTi SEQ ID NO: 2, 3a BMKIOYEHHAM 28 aMiHOKUCITOTHOIO
3anMLWKy CUrHanbHOI NOCNiAOBHOCTI.

Y cneumndivHOMyY BapiaHTi 3giicHeHHs Ginok TSLP npeacraeneHo cobaumm TSLP, skuin mictutb
amiHokncnoTHy nocnigosHicte SEQ ID NO: 2. VY iHwoMy BapiaHTi 3aiicHeHHs 6inok TSLP
npeacTaBneHo npouecoBaHum cobaumm TSLP, sSkuin MiCTUTb amMiHOKUCIIOTHI 3anuwkn 29-155 SEQ ID
NO: 2.

TakoX [OaHWM BUHaXiA CTOCYETbCA aHTUreHHux dparmeHTtiB TSLP. Taki aHTureHHi dparmeHTn
BKITIOYAOTb Taki, WO MiCTATb oauH abo kKinbka eniTomiB, SKi iHOMBIQyanbHO BiOPI3HAOTLCS 3a
amiHokucnotHuMmn nocnigosHoctamu SEQ ID NOs: 8-101. Y KOHKpeTHOMY BapiaHTi 34iNCHEHHS,
aHTUreHHWn parMeHT [JaHoro BWMHaxody BKMYae oavH abo  Kinbka eniTonie, Sk MICTATb
amiHokucnoTHi nocnignosHocTi SEQ ID NO: 30, 31, 32 Ta/ato 34.

Y iHWoMmy BapiaHTi 3AINCHEHHs, aHTUreHHi dparMeHTn MOXYTb BKMOYATU aMiHOKUCNOTHY
MOCIiAOBHICTb, sika MICTUTBCS Yy MiCLi NepekpuBaHHs aMiHOKMCNOTHMX nocrigosHoctern SEQ ID NO:
30, 31, 32 Ta/abo 34, to6to, NPPDCLARIERLTLHRIRGCAS (SEQ ID NO: 118). Y KOHKpeTHOMY
BapiaHTi 30OiACHEHHS, aHTUreHHun dparmeHT cobavoro TSLP 3B'ssye aHTu-nogcbke TSLP
MOHOKIMOHanbHe aHTUTINo. Po3aMip aHTUreHHUX parMeHTiB aMiHOKMUCIIOTHOI  MOCNIAOBHOCTI
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NPPDCLARIERLTLHRIRGCAS (SEQ ID NO: 118) sHaxoauTbcs y AianasoHi Big npubnusHo 5 Ao
NpMBM3HO 21 aMiHOKUCITOTHOIO 3anuLUKy.

BakumHM MOXYTb BKoYaT edpekTUBHY KinbkicTb 6yab-sikoro 6inka TSLP gaHoro BuHaxogy, oavH
abo Kinbka ix aHTUreHHux dparMeHTiB, abo KombiHaLii TakMx HenpouecoBaHMX OiNkiB Ta oanH abo
Kifbka Takux dpparmMeHTiB. Y ogHOMY BapiaHTi 3gincHeHHs 6inok TSLP npepcraeneHo cobaunm Ginkom
TSLP, gkum MicTUTb amiHokMcnoTHy nocnigoBHictb SEQ ID NO: 2. Y KOHKpeTHOMY BapiaHTi
3[iMICHEHHS], BakuWHA BKIOYae oauvH abo Kinbka aHTUreHHMX dparmeHTiB cobadoro TSLP, skun
MICTUTb Big 5 40 22 cycigHix aMiHOKMCNOTHMX 3anuuwkiB 71-92 SEQ ID NO: 2 (3a3HavyeHo y AaHoMy
pokymeHTi gk SEQ ID NO: 118). lNMpuknagn Taknmx aHTUreHHUX parMeHTiB BKMOYalOTb OMNUCaHi Y
OAHOMYy JOKYMEHTi eniTonu, siki MiCTaTb amiHOKMCNOTHI nocnigosHocTi SEQ ID NO: 30, SEQ ID NO:
31, SEQ ID NO: 32, SEQ ID NO: 33 a6o SEQ ID NO: 34. Yci BakuuHN AaHOro BMHaxoay Ao4aTkoBO
MICTATb hapMaLeBTUYHO MPUNHATHUIA a4 'lOBaHT.

BakumHy gaHoro BMHaxogy 3acTOCOBYHOTb Y Cnocobi BUMKNUKaHHSA npoTu-cobaumx TSLP aHTuTin.
Takuin cnocié BkNoYae iMyHi3auilo ccaBua edEeKTMBHOK  KiNbKiCTIO BakuuHW. Llen cnoci6
HeobOB'sI3KOBO  BKNtovae cnocid pgayH-perynioBaHHs aktmBHocTi TSLP y cobak Ta/abo cnocib
nikyBaHHs abo 3anobiraHHs BWHWKHEHHSI CMMMTOMIB aneprii y artoniyHux cobak, SKMi BKMYae
iMyHi3auilo cobak edeKTUBHOI KiNbKiCTIO BakUMHW. CMMNTOMMW aneprii BKNOYalTb AepMaTUT, acTMy
ToLLO.

BakuuHy gaHoro BWHaxody BBOASITb HACTYMHMMM LUMASIXaMW: BHYTPILUHbOM'A30BO, MiALLIKIPHO,
BHYTPILWHbOBEHHO, iHTpagepMarnbHO, OparibHO, iHTpaHasasnbHO, ckapudikauielo Ta KOMOIHYBaHHAM
BKa3aHUX LUNSAXIB.

[daHun BMHaxia TakoX CTOCYETbCS MOMEKYNN HYKNETHOBOI KUCNOTH, sika koaye 6inok TSLP gaHoro
BMHaxogy abo MOro aHTUreHHUn dparMeHT. Y O4HOMY BapiaHTi 34iNCHEHHS, MONEeKyna HyKNeiHoBOI
KMCNOTU koaye amiHokmcnoTHy nocnigoBHicte SEQ ID NO: 2. Y KOHKpeTHOMYy BapiaHTi Takoro
30JiICHEHHS, MOMeKyna HyKMNeiHOBOI KMCNOTU MICTUTb HykneoTuaHy nocnigosHicte SEQ ID NO: 1.
[aHnii BMHaxig TakoX CTOCYETbCS (parMeHTiB HykneotuaHoi nocnigoBHocti SEQ ID NO: 1, ki
cknagawTbcsl npubnmnsaHo 3 18 cycigHix HykneoTuaiB, npubnuaHo 3 24 cycigHix Hykneotuais,
npnbnuaHo 3 36 cycigHix HykneoTuaiB, NpubnmsHo 3 45 cycigHix HykneoTuais, NpubnuaHo 3 66
CyCigHix HykneoTugie, abo Ginbwe. [aHun BuHaXig TaKOX CTOCYETbCHA HYKINEIHOBMX KUCMOT, SiKi
ckragatTbcs 3 NpubnuaHo 18 HykneoTuais, NpubnnsHo 24 HykneoTuais, NpubnuaHo 36 HykneoTuais,
npubnuaHo 45 Hykneotuais, nNpubnusHo 66 HykneoTwuaiB, abo Oinblue, BKMOYAYM HYKMEIHOBI
KMCMOTK, K KoAayTb HenpouecosaHi TSLP 6inku, ribpuansosaHi no SEQ ID NO: 1 B XopcTKux
ymoBax ribpugmsadii. Yci Monekynm HykneiHoBOI KUCMOTU AaHOro BUHAxo4y Ta ix pparMeHTn MOXyTb
000AaTKOBO BKITHOYATU reTePOreHHy HyKNeoTUAHY NOCNiLOBHICTb.

[daHun BMHaxig TakoX CTOCYETbCH BEKTOpa eKCrpecii, KM MICTUTb paHile Bka3aHi MOMekynu
HYKNeiHOBOI kucnotn Ta/abo ii pparmeHTn. OKpiM LbOro, AaHW BUHAXig CTOCYETbCS KMNiTUH-Xa3siHIB,
AKi  MIiCTATb  BKasaHi BekTopu ekcnpecii. KniTuHa-xassiH npegcTtaBneHa HeobOB'A3kOBO
npokapioTu4yHol abo eykapioTUYHOW  KNITUHOM-Xa3siHOM. Y OfHOMY BapiaHTi  34iACHEHHS,
NPOKapioTUYHOK KIITUHOK-Xa3sHOM € Escherichia coli, Y koHkpeTHOMY BapiaHTi Takoro 3aiiCHeHHs,
KniTuHoto-xassiiHom € E.coli BL21(DE3)/pLysS, ska wmictute reH T7 PHK-nonivepasn, <akun

KOHTpOroeTbes izonponin- B -D-TioranakronipaHoaug (IPTG)-inaykoBaHum lacUVS npomoTtepom.

HaHun  BuHaxig  CTOCYyeTbCA  PeKOMOIHAHTHMX  BIpYCHUMX  BekTopiB  Ta/abo  BeKTOpiB
penpoteiHizoBaHol [HK, aki MicTaTb oAHy 3 BULLEBKa3aHWX MOMNEKYN HYKNeiHOBOI KUCNOTW, SKi
kogyoTb cobauun TSLP, Hanmpuknag, SEQ ID NO: 1, Tta/abo ii dparmeHtn. Taki BekTOpM
3aCTOCOBYIOTb, HaMNpuknag, Yy BakuuHax, NpuaaTHUX ANs BBeAEHHs cobakam, XBOPUM Ha aTomivyHUN
Aepmartur.

[aHnii BMHaxig TakoX CTocyeTbcs crnocoby oaepxkanHsi 6inka TSLP paHoro BuHaxopgy. Takum
Cnocib BKMOYaE KynbTUBYBaAHHSA KIiTUH-Xa3sliHIB 4aHOMO0 BMHAXOAy Y NpuaaTHOMY KyrbTypanbHOMY
cepepoBuLi. Llen cnocid moxe OoOaTKOBO BKMKYATW CTafilo i30MBaHHA Ta/abo ounweHHs Ginka
TSLP Big KynbTMBOBaHUX KNITUH-Xa3siHiB abo KynbTypanbHOro cepegosuiia. OaHui BUHaxig Takox
CTOCYETLCSA OTPUMAHOrO i30M1boBaHoOro Ta/abo ouuniieHoro binka TSLP.

HaHun BuHaxig Takox ctocyetbcs aHTU-TSLP anTuTin, BBEaeHux y ribpmaHomy 3a 4OMOMOrow
BaKUMHW OaHOro BMHaxondy. Y OAHOMY BapiaHTi Takoro 34iMCHEHHSA 3aCTOCOBYHOTL ribpnaomy ccasuiB.
Y KOHKpPETHOMY BapiaHTi 34iiCHEHHS, i30Mt00Th Ta/abo ouMwaTb aHTUTINa. AHTUTINA MOXYTb OyTH
SK MOMiKNoOHanbHUMK, TakK i MOHOMOHaNbHUMW. 3riAHO 3 BWHAXOAOM MOHOKIIOHAaNbHE aHTUTINO,
BUINy4YeHe 3 He cobauumx BuAiB, Moxe OyTn HeobOB'A3KOBO CKOHCTpyWoOBaHe MOAIGHO OO Takoro y
cobak, anga Toro wob 6yTn MiHiManbHO aHTUreHHWM NpW BBEAEHHI cobaui. Y GaxaHux BapiaHTax
3[0IICHEHHS], OOMEHM 3B'A3yBaHHA OyOb-AKOro aHTuTina 3rigHo 3 BUHAxXo4oM HeOoOOB'A3KOBO
nepeTBOPIOITLCA Ha dhparMeHTU 3B'A3yBaHHSA MEHLLIOrO PO3MIpy HibXX CNpaBXHE aHTUTINO, Hanpuknag,
LINAXOM po3LensieHHsa Ta/abo sk pekombGiHaHTHUM Fv, Fab Ta F(ab')2 3B'asytounn Ginok. [daHwun
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BMHaXi[ TaKOX CTOCYETbCH TepaneBTUYHUX BinkiB, OTPUMaHi 3 aHTUTIN, 3 YHIKanNbHOI CTPYKTYPOIO Ta
YHKUIOHANBHUMW  BRACTMBOCTAMU NOAIGHMMW 00 MPUPOLAHMX aHTUTIN 3 BaXKMM  JTAHLIOMOM
(Hanpuknag, NANOBODIES®), Okpim LbOro, 4aHUn BUHAXIiA4 TakoX CTOCYETbCSA 3aMiHHUKIB aHTUTIN 3
BMCOKOK addiHHicTio ans TSLP Ta HKU3bKOW IMYyHOreHHICTIO (Hanpuknag, avimer-npoTeiHn 3
3B'A3yBasibHUX YacTuH peuentopa TSLP). Po3pobneHi npotu-cobadi TSLP aHTuTina/avimers moxHa
3acTOCOBYBaTW y Cnocobi NikyBaHHS CUMMTOMIB aneprii y aToniyHuMx cobak LnsxoM BBEAEHHS
€(eKTMBHOI KiNbKOCTi BKa3aHMX NpoTu-cobaumx TSLP aHTuTin.

[aHunih BUHaxXig TakoX CTOCYETbCA BaKUMHK, SiKa MICTUTb edDEKTUBHY KinbkicTb He-TSLP iMyHoreHy
y KombiHauii 3 edekTuBHOW KinbkicTio Ginka TSLP paHoro BuHaxogy, oavH abo Kinbka Moro
aHTUreHHMx dparmeHTiB, abo kombOiHauii HenpouecoBaHoro Oinka Ta oaWH abo Kifnbka Takux
dparmeHTiB. Y KOHKpPETHOMY BapiaHTi 3aiicHeHHs, 6inok TSLP npegctaBneHo cobaumm TSLP. Y
OinbLl KOHKPETHOMY BapiaHTi 34iMCcHeHHSA, cobaunn TSLP mMicTute amiHokMcnoTHY nocnigosHicTe SEQ
ID NO: 2.

HdaHun BuHaxig OOAATKOBO CTOCYETbCHA CMNOCObiB AiarHOCTUKM i3 3aCTOCYBaHHS BMHAWAEHOrO
cobavoro TSLP, noro cdparmeHTiB Ta/abo aHTUTIN BUKNUKAHMX cobaumm TSLP Ta ix dparmeHTiB. Y
O[HOMY BapiaHTi 34iCHEHHS, AaHU BUHaXig CTOCYETbCA CNocoby AiarHOCTMKKM aToMivYHOro gepmaTuty
y cobak, SKkMIA BKINOYaE oaepKaHHsi 3pasky LUKipn cobakn Ta BU3HAYEHHS1 HasiBHOCTI cobadoro TSLP y
BKa3aHOMY 3pasky.

3as3HauyeHi Ta iHWi acnekTn gaHOoro BMHAaxo4y MOXHa Kpalle 3pOo3yMiTW LUMSAXOM MOCUMNaHHA Ha
HaCTYMHi goirypu Ta geTtanbHui onuc.

Ha cir. 1 nokasaHo SDS-PAGE aHnanis (enektponitTuyHuii ogHoMipHui enektpodgopes) binka
€YKapioTUYHOI Be3KMiTUHHOI BiNoKCMHTE3Y4YoI cuctemu, sika ekcrnipecye cobaumnm TSLP. Jlinia 1:
ctangapt 6inka; Jlinia 2: 3aranbHun 6inok; JliHia 3: po3umHHMA 6inok; JliHia 4: Hepo3unHHMI Binok.
"anysi nokanisauii 6inka TSLP nosHa4eHi cTpinkoto.

®ir. 2A nokasaHo aHani3 6inka BecTepH-6NOTTIHI 3 BE3KNITUHHOI BINOKCUHTE3YIOYOI CMCTEMU, SKa
ekcnpecye cobaumi TSLP. binok pearysaB 3 Anti-His (C Term)/ AP Ab Big Invitrogen. Jlinia 1:
ctaHgapT 6inka; Jlinia 2: 3aranbHuiA 6inok; JliHia 3: po3unHHMiA Ginok; JliHis 4: Hepo34YMHHMI Binok.
Cobauunit TSLP Bu3Hayanu y 3aranbHomy Ginky Ta HEPO3YMHHOMY BirKy (L0 NO3HAYEHO CTpifkamu).

Ha cir. 2B nokasaHo aHania Oinka BecTepH-OMOTTiHr 3 6e3KNITUHHOT BINOKCUHTE3YYOI cucTemum,
Aka ekcnpecye cobaumi TSLP. bBinok pearyBaB 3 MOHOKMOHANbHUMW aHTUTINAMM NaLoKiB
cneumdivHumMmn ao nwogcbkoro TSLP. JliHia 1: ctaHgapT 6inka; JliHis 2: 3aranbHui 6inok; JliHis 3:
po3unHHUI Binok; JliHia 4: Hepo3dumHHWI Ginok. Cobauni TSLP Bu3Hauyanu y 3aranbHoMy 6inky Ta
HEepPO34YMHHOMY BinKy (Lo NO3Ha4YeHo CTpinkKamm).

Ha dir. 3A nokasaHo ekcnpecito Ta ounwieHHss TSLP Big kniTuH-xa3siHis E. coli, Ta cmyra @ 61 k[
HasiBHa y po34uMHHIn dpakuii E. coli, wo npegcrasnse 3anutta mik cobadynm TSLP Ta 6inkom GST Ta
MITKV 3 6 3anuuwkis rictuamHy. "M" o3Havae ctaHgapT 6inka (ogHakoso Ha Bcix ®dir. 3A-3D). Ha ninii 1
Ta ninii 2 npegcrtasneHo po3ynHHi dpakuii E. coli B121(DE3)pLysS, aki mictatb nna3migy 1265-93B
0e3 abo 3 iHaykuieto IPTG, BignosigHo. CTpinoyka Bka3ye Ha AinsHKy riopugHoro Ginka GST-TSLP-
His (ogHakoBo Ha Bcix ®ir. 3A-3D).

Ha oir. 3B nokasaHo, wWo MideHuin ridbpuaHuin Ginok GST-TSLP-His moxHa ounctutn 3a
JornomMoro cMonu rnytaTioH-cedaposn 4B. Ha niHiax 1-3 npeactaBneHo pisHi enoroBaHi dpakuii
cMonu rnyTaTioH-cedaposu 4B.

Ha ®ir. 3C nokasaHo, wo ribpugHnin G6inok ninii B MoxxHa 00OAaTKOBO OYMCTMTU 3a AOMOMOIOH
cmonu Ni-NTA. Ha uin dirypi nokasaHo nepeounileHHs riopugHoro 6inka GST-TSLP-His Ha cmoni Ni-
NTA nicns ouncTkm Ha cMori rnyTaTioH-cedapody 4B. CToBOYMK 1 € NOTOKOM, MiHiA 2 € enoloBaHHA
Ha cmoni Ni-NTA.

Ha dir. 3D nokasaHo BeCcTepH-OGnOTTIHr ribpugHoro Ginka GST-TSLP-His Ta nigTBepaxeHo, wwo
riopugHmm 6inok posnisHaetTbca aHTU-GST aHTutinom (GE Health Care Cat No. 27457701).

Ha oir. 4 nokasaHo 3abapeneHHs dnypecumHizouiaHatom (PITL) 3pisy 3aHypeHoi y napadiH
MOLLIKOPKEHOT TKAaHUHK LLKipK, oTpumaHoi 3 cobakm # 10197, 3 giarHo3om atoniyHuMn gepmatuTt. Llen
3pi3 00poGNANM aHTU-NMIOACBKUMKM Kponsyumu TSLP noniknoHanbHUMKW aHTUTINAMKM Ta peakLuito
3abapenioBanu ctpenTtaBignH-®ITLl. IHTeHcUBHICTL dhnyopecueHuii (CBiTNi  AiNsHKM) Bkadye Ha
3B'da3yBaHHA kponsaumx TSLP noniknoHanbHUX aHTUTIN 3 TSLP HasiBHUM y TKaHWHI.

Ha dir. 5A nokasaHo 3abapBneHHs iMyHOMEPOKCMAA30l0 3pi3y MOLUKOMKEHOT TKAHWHM LLKipW,
3aHypeHoro y napadiH, oTpumaHoro 3 cobaku, 3 fiarHo3om aToniyHun gepmatut. Y LbOMY 3pisi
BUSIBUIM po3MuTe 3abapBreHHs (TEMHI AiNsHKM) NOBEPXHEBOro Lwapy 3pasKy LUKipWM KPONsYyMM aHTu-
noacbkuM TSLP MOHOKNOHaNbHUM aHTUTIFIOM.

Ha oir. 5B nokasaHo KOHTponbHMIA 3pi3. 3pi3 pobunm 3 3aHypeHoi y napaddiH MNOLKOAKEHOT
TKAHUHW LUKIpWM, OTpPUMAaHOi 3 cobaku, 3 [AiarHo3om aToniYHMKA OAepMaTuT, Kl BBOAWN TiNlbKM
KOHTpOnbHU cbocchaTHun Gydep.
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Ha oir. 6 nokazaHo manyBaHHs eniToniB cobavoro TSLP 3 kponsumm aHTu-noacbkum TSLP
MOHOKINOHanNnbHUM aHTuTinoMm. MoTpibHi nikn 3 Homepom eniTonis 22-26 (SEQ ID NOs 29-33).

Enitonn 22-26 Takox gepvBaTtudyBanu no N-kiHUto (nik 55 Ta Buwe), Ana niagTBEpAXEHHS, LWO
3B'dA3aHuMI eniton He noTpebye N-TepMiHaNbHOro 3anuLlKy.

Ha oir. 7 nokasaHo nopiBHsAHHA cobadvoro (SEQ ID NO: 32) ta nogcekoro aHanory enitony 25
(SEQ ID NO: 3) TSLP nentngHoi nocnigoBHOCTI.

Ha goir. 8A nokasaHo [JHK nocnigoBHicTb reHa cobavoro TSLP (SEQ ID NO: 1).

Ha cpir. 8B nokasaHo nporHo3oBaHumn TSLP noninentua, ekcnpecoanunn [HK nocnigoBHicTto, ska
nokasaHa Ha ¢ir. 8A (SEQ ID NO: 2). 3ipoukoto nomiyeHi N-TepmiHanbHWA KiHELb MOYaTKOBOI
curHanbHOI nocnigoBHOCTI (3anuwkn 1-28), Ta nigkpecneHi 3anuwkn 71-92 (SEQ ID NO: 118)
cKnagalTb OOMEH, 3 AKOro BM3Ha4vanm enitonun 22-26, Wo nepeTUHaloTbCs, BKa3aHi Ha Tabnuui 2.

AtoniyHun  pepmatut  ("AO") € Th2-onocepegkoBaHum  anepriyHMM  3ananioBanbHUM
3axBoploBaHHAM. Lis xBopoba nposasnseTbca 6aratouncensHUMmn NogibHMMK KniHiYHMMU NposiBamu y
noavHu Ta cobak. Cxoxe wo imyHonatoreHes ALl y cobak € nogibHum go ALl y nogen BiHOCHO
KNITUHHOIO TUNY Ta LMTOKIHIB YpaXXeHOT LLKipW.

3B'asyBaHHa TARC niraHgy (CCL22) 3 CC xemokiHoBMM peuienTtopoM 4 (CCR4), sikuiA ceneKkTMBHO
ekcnpecyeTbca Th2 nimdounTamn, BUKNNKAE CENEKTUBHY Mirpauito LMX KNiTUH OO0 MNOLLUKOAXEHWUX
aneprivyHux ginsiHok. Bigomo, wo TARC Ta ix peuentop CCR4 anperynolTbCs B YpaXXeHUX OinsiHkax
wkipn cobak 3 ALl. 3 ornsigy Ha Te, wo TSLP Buknukae BupobneHHs TARC y noguHu, Npunyctunu,
wo TSLP TakoX NoBWMHHI OyTWM NPUCYTHIMKU B ypaxkeHuX AinsHkax cobak 3 A. AHTUTINa BUPOOGNEHi
npotu noacbkoro TSLP TecTtyBanu Ha ypaxeHin wkipi cobak 3 A[. IMyHoricToxiMiyHWMIA aHani3 umx
3paskiB NigTBepAMB HAsBHICTb aHTUIreHy peakTMBHOIo A0 aHTu-noacbkoro TSLP aHtuTtina y ypaxeHux
AinsHkax, sk nokasaHo Ha ®ir. 4. OgHak, ayxe cknagHo ineHTudikysanm cobayunin OpTonor reHis, sKi
KOOYHTb MuWwadmi Ta nogacekun TSLP, BHaAcnigok 3HA4YHOI AuBEpPreHuii HyKneiHoBOI KMCMOTM Ta
aMiHOKMCNOTHUX nocnigoBHocTen TSLP y ccaBuiB, ik ONMCaHO y AaHOMY AOKYMEHTI.

IMyHizauia gomalwHix cobak TSLP paHoro BMHaxogy Ta/abo woro ogHuM abo  Kinbkoma
aHTUreHHMMN parMeHTamm, 3HUKYE eHOOreHHY akTUBHICTL TSLP Ta Tum camum, nonerwye, youpae
Ta/abo 3anobirae ogHomy abo KinNbkom aToniyHMM CUMMATOMaM, TakMM SK Ti, WO 3'SBMSITLCSA MpuU
acTMi Ta/abo aTomiyHOMYy [AepmaTtuTi, y BakuuHoBaHux cobak. Okpim uboro, cobaumi TSLP
3aCTOCOBYIOTb K iMYHOreH ANs BWKIMKAHHA aHTu-cobaumx TSLP aHTuTin gna 3actocyBaHHs SK
peareHTy Ons AOChifKeHb Ta AiarHOCTMKM y JoMallHix cobak abo y iHWWx BuAiB ccasuiB. Ak
anbTepHaTMBa, y nNeBHWX ob6CTaBuMHax, cobaumnm TSLP Ta/abo HykneiHoBi KMCNOTW, AKi KOOyOTb
cobauun TSLP, cniyryioTe Ana anperynioBaHHA eNeMEHTIB iMyHHOI cuctemn cobak 3 nocrnabneHor
iMyHHOK cucTemoro ToOTO, 3a gonomorow aktueauii STAT abo ekcnpecii TARC, Hanpuknag, y
reMaTonoeTUYHUX KNiTMHaX.

[ns 6inbL YiTKOro pO3yMiHHA AaHOIO BUHAxXO4y HaBeAEHi HACTYMHI BUSHAYEHHS.

Y paHomy onuci 3acToCOBYOTb TEPMIHTU Yy OAHUHI ONS 3PYYHOCTI Ta LUe HiSKMM YUMHOM He
CMpsSIMOBaHO Ha OOMexeHHs. ToMy, Hanpuknag, MocunaHHa Ha KOMMOo3wuuilo, sika MICTUTb
"noninenTna" BKMHOYAE NOCUNAHHA Ha oduH abo Kinbka Takux nomninentuais. TakMM YMHOM Yy OAaHOMY
AOKYMEHTI TepMiH "NpMbnmn3HO" o3Havae, Lo 3Ha4YeHHs 3HaxoguTbcsa B AianasoHi 20 % Big BKaszaHoro
3HAYEHHS!, Hanpuknag, 3a3HauYeHHs, WO nenTua, SKUn MICTUTb "MpuMbnmsHo” 50 aMiHOKMCNOTHUX
3anuLlKiB, o3Ha4vae, Lo BiH MicTUTb Big 40 4o 60 aMiHOKMCNOTHUX 3anuLLKIB.

TepmiH "3B'A3yBanbHa KOMMO3WUIA" CTOCYETbCH MOMEKyn, fki cneumdivyHo 3B'A3yl0Tb cobauni
TSLP, Hanmpuknag, y aHTuTino-aHtureH B3aemogii. CneundiyHicTe Moxe OyTn Ginblw abo MeHLW
€MHOI0, Hanpuvknag, cneumdiyHow OO0 KOHKPETHOro BapiaHTy 34iNCHEHHs abo rpynu MoB'dA3aHux
BapiaHTiB 3AiINCHEHHs1, Hanpuknag, cobayvoro TSLP Tta/abo cobaumnx aHTuTin.

BukopucTtoByBaHun y 4aHOMy OOKYMEHTI TepMiH "cobaumin” Bkrovae BCiX AoMaluHix cobak, Canis
lupus familiaris abo Canis familiaris, okn He BkasaHO NPOTUIIEXHE.

BukopuctoByBaHWMiA y AaHOMY OOKYMEHTI TepMiH "noninentna" € B3aemo3amMiHHUM 3 TepMiHamu
"6inok" Ta "menTua" Ta o3Ha4yae nonimep, SKMA MICTUTb OBi ab0 Kifbka aMiHOKMCNOT, 3B'A3aHMX
nenTMaHMMK 3B'a3kamu. TepMmiH "noninentua" sk 3a3HavyeHo y AaHOMY AOKYMEHTI BKMOYAE 3HAYHWUIA
dparMeHT abo cerMeHT Ta MICTUTb AiNSHKY aMIiHOKMCINOTHMX 3anuwkiB 3 LWoHavMeHwe 8
aMiHOKUCIOT, 3a3BuM4yan 3 LLioHanMeHLe 12 aMiHOKUCMOT, 3a3Bu4yan 3 LoHanMeHLe 16 amMiHOKUCNOT,
OaxaHo 3 woHanmeHwe 20 amiHOKUCNOT, Ta y Hanbinblw OGaxaHOMy BapiaHTi 34iACHEeHHA 3
woHameHwe 30 abo Ginbwe amiHOKMCNOT, Hanpuknag, 35, 40, 45, 50 Ttowo. Taki cparmeHTu
MOXYTb MICTUTM KiHLUi $SIKi MOYMHAKTbCA Ta/abo 3akKiHYYTbCA MPaKTUYHO B YCiX MOJIOXKEHHSIX,
Hanpuknag, NoYnHalTbCA 3 3anuwkis 1, 2, 3, TOWO, Ta 3aKiHYYOTbCA Ha, Hanpuknaa, 155, 154, 153,
TOLWO, B YCiX MpMAaTHMX KOMOIHaLiaX.

Heo0boB'A3k0BO MONINENTMA MOXE He MICTUTU MNEBHOr0 aMiHOKMCIIOTHOrO 3aruLKy, SIKWUi
koayetbca reHom abo MPHK. Hanpuknag, reH abo monekyna mPHK moxe kogyBaTtu BiglienneHy
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NMOCMiAOBHICTb  aMiHOKMCMNOTHMX 3anuwikiB Ha N-kiHUi noninentvaa (Hanpuknag, CurHanbHa
NoCrnigoBHICTb), Ta TOMY BOHa MOX€e He BXOAMTU Y CcKnag KiHueBoro binka.

Ak 3a3HayeHO y JaHOMy OOKYMEHTiI aMiHokucnoTHa nocnigosHicte € 100 % "romonorom" gpyroi
aMiHOKMCNOTHOI MOCHNIJOBHOCTI, AKLWO 06uaBi aMiHOKUCMOTHI MOCNIAOBHOCTI € iAEHTUYHUMK, Ta/abo
BiJPI3HAOTECA TiNlbKM MPOMDKHUMW ab0 KOHCepBaTMBHMMK 3aMIiCHMKaMM $K 3a3Ha4yeHO HUXYe.
BignoBigHo, amiHOKMCNOTHA MNOCMIQOBHICTE € Ha npubnu3Ho 80 % "romonorom" pgpyroi
aMiHOKMCNOTHOI MOCNIAOBHOCTI, AKWoO npubnuaHo 80 % Apyroi amiHOKMCNOTHOI MOCHiOOBHOCTI €
iAEHTUYHMMMK, Ta/abo BiAPI3HATLCS TiNTbKM NPOMIXKHUMN ab0 KOHCEPBATUBHUMM 3aMiCHUKaMMU.

OyHKLIOHaNbHO  €eKBiBanNeHTHIi  aMiHOKUCMNOTHI  3anulKM 4acTo 3aMiHATb Ha  3anuilKku
NocnigoBHOCTI, OTPMMaHOT NpKX 3aMilleHHi KOHCepBaTUBHOI aMiHOKMCNOTHOI NOCMiAOBHOCTI. Taki 3MiHK
3a3HavyalTb TEPMIHOM "KOHCepBaTMBHE 3aMilleHHSA" SK BKasaHO y AaHOMYy AOKYMeHTi. Hanpwuknag,
OAMH abo Kinbka aMiHOKMCNOTHUX 3anuLKiB BCepeauHi MocnigoBHOCTI MOXYTb OyTu 3amilieHnmm
iHLUOK aMiHOKMCMOTOK 3 TakoK XX MOMSAPHICTIO, Aka fAie sK (PyHKUiOHanbHUIA eKBiBaneHT, LWo
npU3BOAMTL OO MOBYa3HOI 3aMiHW. 3aMiCHUKM aMiHOKMCNOTU BCEPEANHI NOCNIAOBHOCTI BMOMpatoTh 3
iHLUMX YrEHIB Kracy, OO SIKOr0 HanexuTb Taka amiHokucnoTta. Hanpuknag, HenonspHi (rinpodpo6Hi)
aMiHOKMCNOTWN BKMOYalOTb anaHiH, NenuuH, isonenuunH, Banid, nNposiH, deHinanaHiH, TpuntodaH Ta
METIOHIH. AMIHOKMCIIOTaMM, SIKi MICTATb apoMaTUYHI KinbLEBI CTPYKTYPW, € beHinanaHiH, TpuntodaH
Ta TUPO3MH. [lonsipHi HenTpanbHi amMiHOKUCAIOTWM BKIKOYaKOTb [MiUMH, CEPWH, TPEOHIH, LUMUCTEIH,
TMPO3WH, acnaparid Ta rnytamiH. [Mo3nTUBHO 3apsmpkeHi (OCHOBHI) aMiHOKMCIOTW BKITKOYAOTb apriHiH,
ni3nH Ta rictuavH. HeraTMBHO 3apsokeHi (KUCNOTHI) aMiHOKMCIOTY BKIKOYaOTb acnapariHoBy KUCIOTY
Ta rnyTamiHOBY KMCNOTY. Taki 3amMiHM He NOBMHHI BNIIMHYTW Ha HasiBHY MOMEKYNAPHY Macy, BU3Ha4yeHy
enekTpodopesom y noniakpunamigHoMy reni, abo i30eneKTpuyHy TOYKY.

Ocobnuneo 6axaHMMM KOHCEpBATUBHUMM 3aMiCHUKamu €: Jli3 ana Apr Ta HaBnaku, TakKMM YMHOM
30epiraeTbCa NO3NTUBHUIN 3apag; [Ny ana Acn Ta HaBnaku, TakMM YMHOM 36epiraeTbcs HeraTMBHUN
3apsag; Cep ons Tpe, Takmm 4ymMHOM 36epiraetbesa BinbHMM -OH; Ta nMH gns ACH, TakMM YMHOM
36epiraetbcs BinbHUIA NH,. AMIHOKMCNOTM TakoX MOXHa pO34invMTW Ha HacTynHi nodibHi rpynu: (1)
NponiH, anadiH, MiuMH, cepuH Ta TPeoHiH; (2) rnyTamiH, acnapariH, rnyTaMmiHoBa KucrnoTa Ta
acnapariHoBa kucnota; (3) rictuguH, nisvH Ta apridvH; (4) umcteid; (5) BaniH, NenuuH, i3onenunH,
METIOHIH; Ta (6) deHinanaHiH, Tipo3uH Ta TpunNTodaH.

Y BignosigHOMy BapiaHTi 34iicHeHHsa ABi romonoriyHi nocnigosHocTi AHK igeHTUdikyoTh 3a X
BMacHO romorsorieto, abo romMosorield aMiHOKUCIOT, siKi BOHW KOAYOTb. Take MOpPiBHAHHSA
NocCrnigOBHOCTEN 3AINCHIOITb BUKOPUCTOBYIOYM CTaHAAPTHE nporpamMHe 3abesneyeHHsi, HasiBHe y 6asi
AaHVX MOCNiAOBHOCTEN. Y KOHKPETHOMY BapiaHTi 34iMCHEHHS OBi BUCOKOrOMOMOriYHi NOCNif0BHOCTI
OHK koaytoTb amMiHOKMCROTHI nocnigoBHoOcCTi Ha 80 % iaeHTW4HiI, 6inbw 6axaHo Ha 90 % igeHTnYHI Ta
we 6inbw GaxaHo npubnusHo Ha 95 % igeHTM4Hi. Binbw KOHKPETHO, AOBi BWCOKOTOMOMOTiYHI
aMiHOKMCNOTHI NOCNIAOBHOCTI € iAeHTUYHUMU NpubnnsHo Ha 80 %, Binbw 6axaHo npubnusHo Ha 90
% Ta we 6inbw 6axaHo NpmMbnuaHo Ha 95 %.

Ak 3asHavyeHO y [daHOMy [OKYMEHTi MNpOUEHT igeHTuyHocTi Ginka Ta OHK Bu3HavatoTb 3a
AOMOMOroK nporpamHoro 3abesneveHHsi, Takoro sik MacVector v9, HasiBHOro Ha puHKy Big Accelrys
(Burlington, Massachusetts) ta anropitm Clustal W 3 BuBiptoBaHHSIM napameTpiB 3a 3aMOBYEHHSAM, Ta
napaMeTpamu 3a 3aMOBYEHHAM ANA igeHTUYHOCTI. [mBuTUCh, Hanpuknaa, Thompson, et al,. 1994.
Nucleic acids Res. 22:4673-4680. Clustal W BinbHO 3aBaHTaxyeTbCs Ang onepadinHux cuctem Dos,
Macintosh Ta Unix Big, Hanvpknag, EMBLI, €Bponeincbkun iHCTUTYT OioiHopmaTukn. [aHe
NnocuIaHHa HasiBHe Ha canTi http://www.ebi.ac.uk/clustalw/. BkasaHi Ta iHLWIi JOCTYMHI nporpamMmm Takox
3aCTOCOBYKOTb [Nl BU3HAYEHHA MOAIOHOCTI MOCMiZOBHOCTENM MNPU  BUKOPUCTaHHI  3a3HayeHuX
napameTpiB.

"MoniHykneoTng" abo "mMonekyna HyKreiHOBOI KMCMOTK" € MOJIEKYNOH, sika MICTUTb HYKIeoTuau,
Ak BkMoYaTb npote He obmexytoTbcsa PHK, kOHK, reHomHumun OHK Ta HaBite wryuyHumun OHK
nocnigoBHoctaAMU. BkasaHi TepMiHM TakoX BKMOYaOTb MONEKYNM  HYKNEIHOBOI KUCMNOTW, SKi
BKITIOYaloTh Oyab-ski Binomi y ranysi aHanorn JHK ta PHK.

[aHuin BMHaxig CTOCYETbCA HYKNETHOBUX KWUCMOT, riOpnMan3oBaHuX y HYKNeoTuAHI NoCnigoBHOCTI,
aki koaytoTb Oinkv TSLP pgaHoro BuHaxogy. Monekyna HyKMNeiHOBOI KUCMOTU € "3gaTHow [0
riopuamsauii" y iHwy mMonekyny HykneiHoBoi kucnotu, Taky sk kOHK, reHomHa [OHK ab6o PHK, konu
€OuHa ckpydeHa dopMa MONEKYNU HYKMEIHOBOI KUCMOTM MEepeTBOPKETLCH Y iHWY Monekyna
HYKMNEIHOBOI KUCIMOTW B MNEBHUX TemnepaTypHUX YMOBax Ta MPWU iOHHIN cuni po34MHy [AMBUTUCH
Sambrook and Russell, Molecular Cloning, A laboratory Manual, 3" edition, Cold Spring Harbor
Laboratory Press, Cold Spring Harbor L.I. (2000)].

Hyxe >xopcTki ymoBu ribpuamsadii Bignosigatote Hameuwin T,,, Hanpuknag, 50 % dopmamia, 5X
abo 6XSSC. [nsa ridpmamsauii noTpidoHo, Wo6 OBi HYKNEIHOBI KMCMOTM MICTUIM KOMMIIEMEHTAapPHI
MOCIiJOBHOCTI, XO4a B 3aneXHOCTi Bif XOPCTKOCTI ribpugunsauii, MOXnMBa HEBIOMNOBIOHICTL MiX




10

15

20

25

30

35

40

45

50

55

60

UA 108064 C2

ocHoBamu. [loTpibHa XopcCTKiCTb ribpmamsadii HyKneiHOBUX KUCIMOT 3aneXuTb Bid [AOBXMHU
HYKMNETHOBMX KUCMOT Ta PiBHA KOMMMIMEHTapHOCTI, 3MiHIOBanbHOCTI BigoMux Y ranysi. Yum Ginbiunin
piBeHb nofibHocTi abo romonorii Mk ABOMa HYKNEOTMAHMMW MOCHIQOBHOCTAMKU, TUM Oinblue
3HayeHHa T, ona ridbpugis HykneiHoBux kucnoT, siki MICTATb ui nocnigoBHocTi. BigHocHa
ctabinbHicTb ribpuamnsauii (o Bignosigae 6Ginbwomy T,,) HYKNEIHOBOI KMUCMOTM 3MEHLUYETLCS Y
HacTynHomy nopsaky: PHK:PHK, OHK:PHK, OHK:OHK. Ona ribpuais, 0OBXWHA SKUX cknagae Oinblie
HiX 100 HykneoTugis, PIBHSAHHA ANA po3paxyBaHHA T, € MOXigHOK IHTEHCUBHOCTI [AMBUTUCH
Sambrook and Russell, Molecular Cloning, A laboratory Manual, 3" edition, Cold Spring Harbor
Laboratory Press, Cold Spring Harbor L.I. (2000)]. Ans ribpuansadii 6inblw KOPOTKUX HYKNEiHOBMX
KMCNOT, Hanpukrnag, ONirOHYKNeoTWAIB, KiMbKiCTb HecniBnagaHb € Oinbll BaroMum, Ta [OBXWHA
OniroHyKkneoTMay BM3Ha4ae Moro cneungiyHicTb.

Ona ribpuamsavii 6axxaHa JOBXUHA HYKNETHOBOI KUCNOTU CTAHOBUTHL LLIOHANMeHLIe npnbnusHo 12
HykneoTuais; 6inblw 6axaHo wWoHanMmeHwe npubnmsHo 18 HykneoTuais; we 6inbw 6axaHo AOBXUHA
CTaHOBUTb LLOHANMEHLLE NpUBnn3HO 24 HykneoTMau; Ta camum HGaxaHym BapiaHTOM € LLOHaMeHLle
npubnuaHo 36 HykneoTMaiB. Y MNEeBHOMY BapiaHTi 34iNCHEHHsl, TepMiH "cTaHOapTHi yMOBM
riopmamsauii" crocyetbca T, aka gopiBHoe 55°C, Ta yMOB BUKOPUCTaHHS, 3as3HayeHux sue. Y
iHLUOMY MEeBHOMY BapiaHTi 3AiNCHEHHS XOPCTKI YMOBM O3Ha4daloTb Wo T, AopiBHE 65 °C gk aons
riopmamnsadii, Tak i 4ns yMoB NPOMMBAHHS BiAMNOBIAHO.

OHK "kogytoua nocnigoBHicT" neBHuMr 6Ginok abo nentmg € [OHK nocnigoBHicTio, ska
TpaHCKpUbyeTbCsl abo nepeHocuTbcA Yy noninenTug in vitro abo in vivo, konu 1i 06pobnsatoTb
BiANOBIOHUMUW PErYNATOPHUMWN eflEMEHTaMMU.

MiKpOOTOYEHHS (aMiHOKMCNOTHE) KOAYKYOI MOCMiIAOBHOCTI BU3HAYal0Tb NOYMHAKOYN 3 KOAOHY Ha
5'-kiHui Ta TepmiHaTopy TpaHcnsauii Ha 3'-kiHui. Koaywoua nocnigoBHICTb BKMOYAe npote He
obmexyeTbeca npokapioTudHuMu nocnigosHocTamu, kAHK 3 eykapiotnynoi mPHK, reHomHoio OHK
NnocnigoBHICTIO 3 eykapioTWyHOi  (Hanpuknag, ccasuis) [OHK Ta Hasitb wTtyyHumn [OHK
nocrigoBHOCTAMU.  TepMiHATOp  TpaHCKpWMUii  3aBXxauM  3HaxoauTbCs Ha  3'-KiHUi  KO4YK4Ol
NocnigoBHOCTI.

TepMiH "QOiNCHO 3B'A3aHi" CTOCYETbCS PO3TallyBaHHA €NeMeHTIB, A€ TakuM YUMHOM OnUucaHi
ereMeHTH, po3TalloBaHi Tak, LWoO BUKOHYBATK CBOK 3BUYANHY (PYHKUiO. TakumM YMHOM, KOHTPOJIbHI
eneMeHTi, [AiNCHO 3B'A3aHi 3 KOAYI4YOK MNOCHIQOBHICTIO, 3AIMCHIOITL  EeKCrpecito  Koaykuyol
nocnigoBHOCTI. MOTPIOHO WO6 KOHTPOMBHI enemMeHTn Bynu CyMiXKHMMMK 3 KOOYHYOK MOCHiIAOBHICTIO
NPOTAroM Yacy, KOfiMm BOHW CNPAMOBYIOTh I eKCnpecito. TakuM YMHOM, Hanpuknaz, BBEAEHHS Lie He
TPaHCNbOBaHUX TPaHCKPMOOBaHMX MNOCNILOBHOCTEN 34INCHIONTL MK MPOMOTOPOM Ta KOLYHYOK
MOCIiAOBHICTIO, Ta NPOMOTOP BCE LLe MOXe OyTn "peanbHo 3B'A3aHMM " 3 KOOYHUOK MOCNIAOBHICTHO.

"eTeponoriyHa HykneoTnaHa MocnifoBHICTL" AK BKa3aHO Y AaHOMY OOKYMEHTI € HYKIeoTUOHO
NoCnigoOBHICTIO, SKYy AOAAalTb A0 HYKNeOoTWAHOI MOCMHiAOBHOCTI AaHOro BUHaxody 3a AO0MNOMOro
pekomObiHaLii 3 MEeTOH YTBOPEHHSI HYKMEIHOBOI KMCMOTK, SIKOi He Mae B npupodi. Taki HyKneiHoBi
KMCMNOTK KoAyloTb ribpuaHi (ToBTo XiMepHi) OinkM. Takum YMHOM reTeponoriyHa HykneoTuaHa
nocnigoBHICTb KOA4YE NenTuam Ta/abo Ginku, siki MaloTb perynaTtopHi Ta/abo CTpyKTYpHi BNnacTMBocTi. Y
iHLWOMY BapiaHTi 34ilCHEHHS reTeponoriyHa HyKneoTMaHa MocnigoBHICTL koaye Ginok abo mentua,
AKMA PYHKUiIOHYE AK geTektop binka abo nentuay, SKUA KOOYETbLCHA HYKNEOTMOHOK MOCIiAOBHICTIO
JaHOro BUWHaxody, Nicnst ekcrnpecii peKoMOIHAHTHOI HYKNEeiHOBOI KMCNOTW. Y iHWOMY BapiaHTi
30iINCHEHHST TeTeponoriyHa HykneoTuaHa MOChIAOBHICTb (YHKUIOHYE SK OeTEeKTOp HYKNeoTUAHOI
nocrnigoBHOCTI AaHoro BuHaxofy. [eTeponoriyHa HykrneoTuaHa MOCMiAOBHICTE MOXe MICTUTU He
KOAYoMi NOCNiAOBHOCTI, BKITHOYaYM CanTn peCcTpUKLIi, perynsaTopHi cantu, npoMOTOpU TOLLO.

Y paHomy JOKyMeHTi TepMiHn "ribpyuaHun 6inok" Ta "ribpugHuni nentng" € B3aemo3aMiHHMMM Ta
03Ha4YalTb «XUMEPHi Oinkn Ta/abo xumepHi nentuam». [OpuMOHUMI GINOK MICTUTH LWOHaWMeHLe
yacTuHy cobadoro TSLP paHoro BuHaxogy, npuegHaHOro NenTUOHUM 3B'SI3KOM [0 LLOHaMMeHLle
YacTuHWM iHWoro Ginka, Hanpuknag, He cobayvoro TSLP, Ta/abo micTuTe kOMOiHaLi0 ABOX abo KinbKox
HEeCYMDKHUX YacTuH cobadvoro TSLP, Hanpuknag, enitonie, siki 3a3BM4Yan He 3HAXOOATbCS OOMH 3a
iHWKM y cobadvomy TSLP noninentugi (Hanpuknag, riopugHuii nentug 3 10 amiHOKUCIOTHMX 3aIULLKIB
cKnagaeTbcs 3 aMiHOKMCIOTHMX 3anuwkiB 71-75 ta 101-105 SEQ ID NO: 2, 3B'93aHuX nenTUaHUM
3B'I3KOM). Y OGaxaHux BapiaHTax 3filCcHeHHs 4YacTuHa cobadvoro TSLP € dyHKuUioHanbHOL,
Hanpuknag, 36epirae aHTUreHHicTb. [OpuaHi BiNKM TakoX MOXYTb MICTUTE Mapkep abo Oinok skui
gonomorae y isonoBaHHi Ta/abo ounweHHi (Hanpuknag, FLAG tag, aveutucbh [Mpuknagu Hukye)
Ta/abo aHTUreHHocTi cobadvoro TSLP gaHoro BuHaxogy. Hecobayi TSLP nocnigoBHOCTI MOXyTb 6yTu
aMiHo- abo kapOokcu-TepmiHanbHUMKM 0o cobaunx TSLP nocnigoBHoOCTEN.

Monekyna pekombiHaHTHOI [1HK, sika kogye ribpuaHuin 6inok gaHoro BUHaxony, Hanpuknag, Moxe
MICTUTW MOCAIQOBHICTb, sika KOAYE LOHAMMEHLLE YacTuHy He cobavoro TSLP, npueaHaHy sik OCHOBY
0O TMOCNIgOBHOCTI, sika kogye cobaumi TSLP, Ta [ogaTKoBO KoAye CavlT po3LEnsieHHs Ons
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crneuianbHOi npoTeasn, Hanpuknag, TpoMbiH abo dakTtop Xa, GaxaHo 6ins abo 6nM3bKko OO0 Micus
3'egHaHHA MK nocnigosHicTio cobadvoro TSLP Ta nocnigosHicTio He cobayoro TSLP. Y nesHomy
BapiaHTi 34iiCHEHHs!, ribpuaHi OINKM ekcnpecyrTbCA NPOKAPIOTUYHUMK KNiTUHaAMKW. Takui ribpugHun
OiNnok 3acTocoBylOTb AnNs i30mntoBaHHA cobavoro TSLP pgaHoro BMHaxoay, 3a 4onomorot adiHHOI
KOMOHKM cneundivyHoi go Ginka Ta/abo Mapkepa, npuwiensieHoro o cobadoro TSLP (amButuch
Mpuknagn Hwk4e). OunwieHnn cobaunn TSLP, Hanpuknag, noTiM ouunwarTb Big ribpuaHoro Ginka
LUMAXOM 3aCTOCYBaHHSI NMPOTEONITUYHOIO (hepMEeHTY Ta CalTy PO3LUEMNNEHHs, Ha AKWIA MOCMManmcb
BULLE.

"BekTop" abo "BekTop pennikauii" € pennikoHoMm, TakMm Sk nnasmiga, Bipyc abo kocmiga, 4o siKoro
MOXHa npuegHatn abo BknounTK iHWKN cermeHT OHK 3 meToro pennikauii npueaHaHOro CermeHTy.
TepmiH TakoX BKMOYAE PeEnnikoH, SKWWA BKMYae noTpibHui BBeaeHun abo npueaHaHum CermeHT
OHK.

Bektopu, @Ki BMKOPWUCTOBYIOTb Yy [aHOMY BUMHaxodi BKMNOYaTb MIKpOOHI nnasmign, Bipycw,
bakTepiodary, iHterpyemi pparmentn OHK Ta iHwi 3acobu, aki gonomaratoTb iHTerpaLii HykneiHoBux
KMCNOT Yy reHOM XassiHa. AK nnasmigy HandacTile BUKOPUCTOBYIOTb BEKTOP, MPOTE iHLII BEKTOPU, SKi
YHKLiOHYOTb MoAibHO Ta, AKi BigOMi y ranysi, TakoXx € npuaaTHAMW ANs 3aCTOCYBaHHA Yy AaHOMY
BMHaxomi, [ameBuTucb, Hanpuknag, Pouwels ef al., Cloning Vectors: A Laboratory Manual, 1985 and
Supplements, Elsevier, N.Y., and Rodriguez et al. (eds), Vectors: A Survey of Molecular Cloning
Vectors and Their Uses, 1988, Buttersworth, Boston, MA.]

BeepeHHs [OHK, aka kogye cobauun TSLP BuHaxogy, y BEKTOP NErko 3aincHUTH, konu kiHui OHK
Ta BekTopa MICTSATb CaWTW PEeCTPMKLil, WO CnonyyalTbCda. Y pasi, Konu ue HeMOXnMBO, NoTpibHO
mogudpikyBatn kiHeup [HK Ta/abo BekTOopa WNSXOM pO3LIENNEHHS 3adHbOr0 BWUCTYMY OAHO-
naHutorooi JHK 3a gonomorow pecTpuKUinHOT eHOOHYKNeasyn 3 METOK OAEPXKaHHA CRinuX KiHUIB,
abo Takmh camun pesynbTaT MOXHA OTpUMaTh LWNSAXOM O6poOKM OAHO-NaHLKroBOro  KiHUs
BignosigHoto [HK-nonimepasot. Haenakn, noTpiOHi calTu MOXHa OTpMMaTK, HanNpuknag, LWAsXOM
NiTyBaHHS HYKNEOTMAHOI NOCMIAOBHOCTI (MiHKepW) A0 KiHLIB. Taki NiHKepU MOXYTb MICTUTU cneumdiyHi
OniroHyKNeoTMAHI NOcnigoBHOCTI, SAKi po3nisdHatoTb MNOTPIOHI canTu pecTpukuii. Cantm pecTpukuii
TaKoX MOXHa OTpuMaTH LUMSAXOM 3aCTOCyBaHHS noniMepasHoi naHutorosoi peakuii (MJIP). OuBnTuCs,
Hanpuknag, Saiki et al., Science 239:487 (1988). PoswenneHnn Bektop Ta dparmeHTn OHK Takox
MOXHa MoaudikyBaTH, y pasi noTpedu, LWNSXOM roMOMNoniMepPHOro HapoLLyBaHHS.

PekombiHaHTHI BEKTOpM eKchpecii 4aHOro BMHaxody € 3BMYyavHMMK camopensikyroummuca OHK
abo PHK, aki MicTATb HyKneiHOBI KUCMNOTK, sk koaytoTh cobaumit TSLP gaHoro BuHaxony Tta/abo roro
aHTUreHHU pparmMeHT, AKi 3a3BnYan npueaHaHi 4o NPUAATHUX FeHETUYHUX KOHTPOSbHUX erleMeHTIB,
LLIO PEerynoTb EKCNPECi0 HYKINETHOBMX KMCIOT Y CYMICHUX KNiTUHaxX-Xa3siHax. [eHeTNYHI KOHTPOIbHI
€NneMeHTM BKIHYalTb MPOKApPiOTUYHY MPOMOTOP cUCTeMy abo eykapioTU4HY CUCTEMY KOHTPOIIHO
eKcnpecii NpomMoTopy, Ta 3a3Bu4aln BKMYaKTb NMPOMOTOP TpaHCKpUNUii, HEOOOB'sI3KOBMIA onepaTop
ONA KOHTPONKO 3a MOYaTKOM TPaHCKpWMUil, nigcumoBadi TpaHCKpUNUii ANa MigBULLEHHA pPiBHSA
ekcnpecii MPHK, nocnigoBHicTb, sika Kogye noOTpiOHMA calT 3B'A3yBaHHA 3 pubocomotlo, Ta
NOCrnigOBHOCTI, SKi 3YNWHATL TPaHCKPUMUilO Ta TpaHcnsauito. BekTopu ekcnpecii TakoxX MICTATb
AiNaHKy pennikadii, gka 403BONA€e pennikawilo BEKTopa He3anexHo Bif KNiTMHU-xassiHa.

Ekcnpecito HykneiHoBMX KucnoT, ski kodylTb cobaumi TSLP, 3giicHioTb TpaguuiiHmMm
crnocobamum siK y MPOKapioTUYHUX, TakK i eyKapioTUYHUX KNiTUHAX.

"KniTuHa-xa3siH" € KniTuHoto, sika MiCTUTb abo MOXKe MICTUTK, Ta eKCNpecye eK30reHHy MOMeKyny
HYKMNEIHOBOI KMCMNOTU, K KOPOTKOYaCHO, Tak i MOCTiMHO. KnituHa € «TpaHcdopmoBaHO» €K30reHHOH
OHK, konn Taky ek3oreHHy [OHK BBOAATb y knituHHy membpaHy. EksorenHHa OHK moxe ©Oytum
BKITIOYEHO abo Moxe Oyt He BKIIOYEHOK (KOBaNeHTHO 3B'A3aHO) Yy XpomocomHy [OHK
MOMOBHIOKOYM TEHOM KIITMHW. Y MpokapioT Ta rpubiB, Hanpuknagd, ek3oreHHa [OHK 3Haxoautbecs Ha
enicomi, Takoi sk nnasmiga. Lo ctocyeTbcsi eyKapioTUYHUX KIiTWMH, CTabinbHO TpaHCOPMOBaHO
KNiTUHOIO € KniTuHa, ae ek3oreHHa [HK iHTerpoBaHa y XpOMOCOMY, ycnagkoBaHy AOuipHiMu
KniTMHaMK Mig 4ac XPOMOCOMHOI pennikauii. Taka cTabinbHICTb MiATBEPAXKYETLCA MOXIUBICTIO
€eyKapioTMYHOT KNITUHM JaTh NoYaToK IiHiAM KMiTMH abo KnoHam, SKi cknagarTbes 3 nonynsuii
OOUIpHIX KNiTUH, SKi MiCTATb ek3oreHHy HK.

MpokapioTn BKMOYaOTb AK rpaMHEraTMBHI, TaK i rPaMno3nTUBHI OpraHiamu, Hanpuknag, E. coli ta
B. subtilis. EykapiotTn BkntovaloTb aganToBaHi KMiTUHHI MiHiT KynbTypu TKaHWH TBapUHHUX, SKi
OTPMMYIOTb HE 3 CCaBLiB, HAaNpWKNag, koMax Ta nTaxis, Ta cCcaBLiB, HAaNnpuknaa, NanHu, npumarTie Ta
rPU3YHIB.

CucTtemun BekTOpa NPOKapPiOTUYHOIO XassiiHa BKYalOTh BENUKY KiNlbKiICTb BEKTOPIB Pi3HUX BUAIB.
Bektopu amnnidgikauii HK BknovatoTe pBR322 abo noro 6arato umcenbHi noxigHi, abo BekTop
ekcnpecii pET42b(+) (Novagen).
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KOHTpOMbHI  MpoOKapioTU4HI  NOCMIAOBHOCTI  eKChpecii  3a3BMyan  BKMNOYaKTb  NPOMOTOpPM,
BKIMOYaK4M Ti, WO OTPUMaHIi 3 cuctem (3-naktamasa-npomMoTop Ta nakrosa-npomotop [Chang et al.,
Nature, 798:1056 (1977)], Hanpuknag, pUC-cepii, cuctema TpuntodaH (trp)-npomoTtop [Goeddel et
al., Nucleic acids Res. 8:4057 (1980)], Hanpuknag, (pBR322-trp), cuctema nsambaa, npomotop PL
[Shimatake et a/., Nature, 292:128 (1981)], npomotopn nambaa-pP abo pR (pOTS), apabiHo3o-
iHaykoBaHi npomoTepu (InVitrogen), tac npomotep [De Boer et al.,, Proc. Natl. AcAL. Sci. USA
292:128 (1983)], Ipp npomoTop (the pIN-series); abo ribpuaHi npomoTopw, Taki sik ptac (pDR540). [Hwi
OaraTouMcenbHi BEKTOPU eKCNPECIi, siKi MICTSITb TaKi KOHTPOJSIbHI MOCNIAOBHOCTI, TAKOX BiAOMI Yy ranysi
Ta € HagBHUMW y Npogaxy. [dnBnTnce Takox, Srosius et al., "Expression Vectors Employing Lambda-,
trp-, lac-, and Ipp-derived Promoters", in Rodriguez and Denhardt (eds.) Vectors: A Survey of
Molecular Cloning Vectors and Their Uses, 1988, Buttersworth, Boston, pp. 205-236.]

BekTopu ekcnpecii, 3aranom eksiBaneHTHi 40 BeKTopiB, npugaTHux ansa E.coli, ski 3acTocoByoTh
AN iHLWKMX NpoKapioT, TaKoX 3aCTOCOBYIOTbL ANns ekcnpecii 6inkisB TSLP gaHoro BuHaxogy.

Mpnbu, TakoX SK i KyNnbTypW KNITUH TKAHWH BULLIMX €yKapioT, TakoX po3rnsafalTb siK XasdiHv Ans
pekomMbiHauii cobavoro TSLP BuHaxogy Ta/abo aHTu-cobaumx TSLP aHtuTin Ta/abo dparmeHTis
BKa3aHUX aHTUTIN. Xo4ya MOXHa BMKOPUCTOBYBATU OyAb-sKi KNITUHHI MNiHii KyNbTypn TKaHWH BULLIMX
€eyKapioT, BKIto4Yaroumn cucteMu ekcrnpecii 6akynoipycy komax, npote 6axaHo 3aCTOCOBYBaTU KNITUHN
ccaBuiB. TpaHcdopmauisi, abo TpaHcdekuis, abo BiOTBOPEHHS TakMX KITUH CTano 3BUYaANHO
npoueaypoto. lMNMpuknagn npuaatHMX MiHIA KNITUH BKIOYaloTb KNiTMHKM Hela, niHil KNiTUH se4YHukiB
kutancbknx xom'sikie (CHO), niHii kniTmH HMpok ManeHbkmx nautokie (BRK), niHil kniTMH komax
(Hanpuknag, SF9), nmiHii knitvH nTuub (Hanpuknag, DF-11), knitmuHn Hupok 6ukie MALin-darby
(MDBK), niHil knitnH cobaunx Hnpok MALin-Darby (MDCK), knituHn Vero, niHil knitnH HEK-293 Ta
niHii kniTH masnu (COS).

BekTopu ekcnipecii Takux niHiA KNITUH 3a3BWYaln BKIKOYalOTb, Hanpuknag, CamT pennikauii,
NpOMOTOp, CalT iHiLitoBaHHS TpaHcnauii, cantu cnnavcnHry PHK (npu 3actocysanHi reHomHoi [HK),
CanT noniageHinyBaHHA Ta TepMiHaToOp TpaHcKpunuii. Taki BEKTOpM 3a3BU4Yal MICTATb reH cenekuii
abo awmnnigikauii. MpuoaTHUMKM BekTOopaMy ekcrnpecii € nnasmign, npomoTopu BipyciB abo
peTpoBipyciB, OTpUMaHi, Hanpuknag, 3 ageHoBipycy, SV40, napsoBipycy abo uuTomeranosipycy.
Mpuknagamu npugatHux Bektopis ekcnpecii € pCR®3.1, pCDNAI, pCD [Okayama et al., Mol. Cell
Biol. 5:1136 (1985)], pMCineo Poly-A [Thomas et al., Cell 51:503 (1987)], pUC19, pREPS,
pSVSPORT Ta ix noxigHi, Ta Bektopm 6akynoBypycy, Taki sk pAC 373 abo pAC 610.

EkcnpecoBaHuii cobaumn TSLP BuHaxogy ouvwaloTb 3a CTaHAapTHUMMM Y ranysi cnocobamw,
BKITIOYaKOYM OCaXXeHHA cynbdaToM amoHilo, aiHHUMKW KOMOHKaMK, KOMOHOYHOK Xpomartorpadieto
Towo (aueButmch, R. Scopes, Protein Purification, Springer-Verlag, N.Y. (1982)). [Onsa
apMaLEeBTUYHOTO 3aCTOCYBaHHS BaXXxaHUMM € MO CYTi YNCTi KOMMNO3KLT, SKi LLOHANMEHLLE NPUBIIM3HO
Ha 90-95% romoreHHi, Ta 6inbw 6axaHo Ha 98-99% romoreHHi abo Binble. OunLieHHs Moxe ByTu
YacTkoBMM abo roMOreHHMM ik onucaHo. Npu TepaneBTUYHOMY 3acTocyBaHHi cobayoro TSLP, 6inok
NOBUHEH BYTN MO CYTi BiflbHUM BiJ, €HOOTOKCUHY.

CenekTuBHe ouunLleHHs ekcriepcoBaHoro TSLP Ha KonoHui Ang 3B'a3yBaHHA aHTUTIN npoTtu TSLP,
abo Ha konoHui Ana 3B'A3yBaHHA peuentopa TSLP, € HasiBHMMK cTpateriaMu Onsi OTPUMMAaHHS
BUcokoo4uLeHoro cobayvoro TSLP.

Cnocobu oumnlleHHs € gobpe BigomMumu y ranysi. Hanpuknag, HyKNeiHOBi KMCNOTM O4MLaloThb
LIMAAXOM OCamKeHHs, xpomatorpadii, ynbTpaueHTpudyrysaHHs Ta iHwumu 3acobamu. binkm Ta
noninenTnan, TakoX $K i Nentuau, ounwarTb 6aratodncenbHuMmn cnocobamu, BKITHOYAKYM
npenapaTuBHUIA AOUCK-renb enektpodopes, isoenektpuyHe dokycyBaHHs, HPLC, HPLC 3BopoTHoi
dasn, renbginbTpauilo, IOHOOOMIHHY Ta po3gintoBanbHy Xxpomartorpadito, eKkcTpakuito Ta
pPO3MNOAiINeHHa B npotuTtoui. [Ana geskux uinenm 6axaHo ogepXatu noninentung y peKoMOiHaHTHIN
cucTemi, y kil GinoK MICTUTb OOAATKOBY BiflbHY MOCHMILOBHICTb, sika MOMErwye OYULLIEHHS!, Taky siK,
npote He OOMEXYETbCH, MOCMIAOBHICTIO MonirictugMHy abo nocnigoBHICTIO, sika  cneuudivyHo
npuegHyeTbCsa A0 aHTuTina, Takow ak FLAG® ta GST. lNoninentna ouvwlaloTb Bif HEOYULLEHOrO
nizaTy KniTUHW-xassiHy LWNaxoM Xxpomarorpadii Ha BignosigHOMY TBepAo-hasHOMY MaTpUKCI.
HaBnaku, aHTuTina abo ix doparmMeHTH 3B'A3yBaHHs, ofepkaHi 3aMicTb noninenTuaa, BUKOPUCTOBYHOTb
AK peakTUBM A1 OYULLLEHHSI.

Po3unHHUK Ta enekTponiTu cknagatwTb bionoriyHo cymicHuin Gydep, skuin 36epirae GionoridHy
aKTMBHICTb, Ta 3a3BMyan € qi3ioNoriYHUM BOAHUM PO3YMHHMKOM. 3asBuyal pPO3YMHHUK Mae
HenTpanbHy pH, 3HayeHHs SKOi 3HaxoguTbcA Mk nNpubnuaHo 5 Ta 10, Ta GaxaHO CTaHOBMUTL
npubnusHo 7,5. Y geskux Bunagkax AOAATb OAMH abo Kinbka OeTEepreHTiB, 3a3BuYyan M'sSiKMn He
AeHaTepyounn getepreHt, Hanpuknag, CHS (xonmectepuH remicykumHaTt) abo CHAPS (3-[3
Xonamigonponin)gumMeTunamMoHiv]-1-nponaH cynbdgoHaTt), abo [eTepreHT y [OOCTaTHbO HU3bLKIN
KOHLIEHTpaU,ii, Wob YHUKHYTU 3HAYHOrO PYMHYBAHHSI CTPYKTYPHMX Ta i3ionoriyHMx BNacTUBOCTEWN
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Oinka, Y iHWMKMX BuNagkax Ang AOCATHEHHSA 3HAYHOI [eHaTypauii BUKOPUCTOBYHOTb XOPCTKUN
OeTeprexT.

HaBnaku, yHkuUioOHanbHO reTeporeHHi 6inkm E. coli abo iHwnx 6akTepin i3ontotoTb 3 06'ekTiB AN
BKIMIOYEHHS LUMSIXOM  contobinizauii, BMKOPUCTOBYHOYM CUINbHI AEeHATYypyludi areHTM Ta HacTymnHe
3roptaHHa. Bigomi y ranysi geHaTypylodi areHTu BKYaloTb TiouiaHaT kanito, ryaHagiH HCI
("GuHCI"), nogmng kanito Ta/abo noamg Hatpito Ta ix koMOiHauii. BaxaHo, GUHCI 3acTocoByTb SK
BiQHOBNIOBANbHUIM areHT, Hanpuknag, y KoHueHTpauii Big npubnuaHo 6 Ao npubnmsHo 8 M B ny>xHux
ymoBax, pH gopiBHioe npubnmsHo 8. HeoboB'AI3KOBO 3aCTOCOBYHOTL iHLUNIA BiQHOBMIOBANbHUA areHT,
autiotpeiton ("DTT"), gk camocTiHO, Tak i y kombGiHauii 3 GuHCI. Konu 3actocosytote DTT, TO
KOHLEHTpaLia 3MiHIOETbCA B AianasoHi Big npnbnuaHo 50 MM go npmbnusno 0,5 mM DTT. MNpoTsarom
cTagii contobinisauii, ska € gobpe BiOMOL0 y ranysi, NoTpibHa NPUCYTHICTL BiAHOBMIOBANBLHOMO areHTa
Anga po3puBy abo geHaTypauii ancynbdigHux 3s'askis. OgHum 3 Takmx 6ydepis €: 0,1 M Tris pH 8,0, 6
M ryaHiguH, 2 MM EDTA 1a 0,3 M DTE (gutioeputputon).

PeHaTypauisa 3a3Buyaii 3aBepLlUyeETbCHA LUMAXOM po3BefeHHa (Hanpuknag, B 100 pasis)
AeHaTypoBaHOro Ta BigHoBneHoro Ginka y Oydepi ans pedongiHra, y NpUCYTHOCTI OKMCoBava.
3acTocoByloTb Oyab-siki BigOMi Yy ramnysi OkucritoBadi, ski [03BOMNSIOTb 34IMCHUATM  BigNOBIOHWNA
pedonaiHr 3 BENUKUM BMXOA4OM. Hanpuknag, oKMCneHHs Ta pedongiHr MOXHa 34iIMCHUTU TioNbHUMMN
peareHTaMn 3 ManeHbKOK MOMEKYSISIPHOK Macol0 Y BiAHOBIEHI Ta OKUCEHI dopmMax, ik OnncaHo y
Saxena, et al., 1970, Biochemistry 9: 5015-5021, sike BKMNOYEHO y AHOMY OOKYMEHTI SIK MOCUNaHHS,
Ta ocobnueo sk onucaHo Buchner, et al., Buwe. PeHaTypauiio 3a3Buyalii 3aBepLUyOTb LUNISIXOM
possedeHHsa (Hanpuknag B 100 pasiB) geHaTypoBaHOro Ta BigHoBneHoro Ginka y 6ydepi ans
pecdonauHry. OgHum Takum Bydepom gns pecdonantry e: Tris HCI 100 mM, pH 10,0, 25 mM EDTA,
NaCl 0,1 M, GSSG 551 mr/n, 0,5 M ApriHiH. GSSG € okucneHoto opMOLo rryTaTioHy.

Posmip Ta cTpykTypa noninentuga MNOBWHHI 3aranom 3HaxoaMTuCb Yy cTabinbHOMY cCTaHi, Ta
3a3Buyan He 6yTn geHaTypoBaHumu. [oninentug Moxe Gyt 3B's3aHUIA 3 iHWKMMK NoninenTuagamn y
YeTBEPTUHHIN CTPYKTYpi, Hanpuknaa, anst 3abesnevyeHHs1 PpO34YMHHOCTI, abo Moxe OyTM acouiioBaHNM
3 ninigamu abo geTepreHTamu.

TepMiH «no CyTi YNCTUIA», HANPUKNaA, Y KOHTEKCTI Binka, 3a3Bu4yai o3Havae, Wo OiNok He MICTUTb
iHWKX 3abpygHIoYnX BinkiB, HYKNEeiHOBMX KUCOT abo iHWuX GionoriyHMX PeYoBUH 3 MPUPOAHONO
opraHiamy. YuMcToTy MOXHa BMMIpATM 3a OOMNOMOrOK CTaHAapTHMX crnocobiB, 3a3Buyal no Basi, Ta
YMcTOTa 3a3BMYal OOPIBHIOE LWOHaMeHLWwe npubnmaHo 40 %, 3a3Buyali WoHarnMeHwe npubnuasHo 50
%, vacTo wWoHanmeHwe npubnusHo 60 %, TunoBo wWoOHavmeHwe npubnuaHo 80 %, GaxaHo
WwoHanveHwe npubnmsHo 90 %, Ta Hambinbw 6GaxaHomy BapiaHTi 3A4IMCHEHHS CTaHOBUTb
LoHaiMeHLwe npnbnusHo 95 %. 3asBmyanm [oOaroTb OCHOBM abo HaMoOBHIOBAY. YMCTOTY MOXHa
BMMIPSATU 3@ AOMNOMOrol Xxpomartorpadii, renb enekrtpodopesy, iMyHONoriYyHoro aHanidy, adHanisy
cknagy, GionoriyHoro aHanisdy Ta iHWMX cnocobiB BigoOMUX y ranysi. 3 ¢yHKUIOHaneHOro acnekTa
isonboBaHun cobaumn TSLP 3rigHO 3 BMHaxo4oM € OOCTaTHbO BIAAINMEHUM Bif iHWWX MaTepianis,
BKMoYal4um nonepedHunk cobadvoro TSLP Ta/abo npouecoBaHuii cobaumn TSLP, wo Takum 4YnHOM
[03BOMSIE BUKMMKATK IMYHHY BignoBiab, cneuundivyHy o cobadvoro TSLP.

Po3unHHicTb noninentuga abo dparmMeHTiB 3anexuTb Big HaBKOMMWIHBLOIO cepegoBulla Ta
noninentnga. Ha po3yunHHiCTb noninentuga BnnuBae GaraTo (hakTopiB, BKMAYauM Temneparypy,
enekTponiTU4yHe cepenoBuLLe, PO3MIp Ta MOMEKYNSpHi XapakTepucTMKu noninentuga, Ta npupoja
pPO34MHHUKA. 3a3Bu4ar TemnepaTypa, Npu kil 3aCTOCOBYIOTb NMONINENTUA, 3HAXOOAUTbLCS B AianasoHi
Big npubnmsHo 4 °C go npubnusHo 65 °C. 3asBuyar TemnepaTtypa CTaHOBUTL BinbLue HixX NpubnmnsHo
18 °C. [Ons uiner pJiarHoCTMKM Temnepatypa 3a3Buyal LOPIBHIOE KiMHATHIA TemnepaTypi abo
Tenniwa, NpoTe MeHLWa HiXX TemnepaTtypa geHaTypauii KOMMNOHEHTIB cMpoBaTkv. [ns TepaneBTUYHNX
Linen TemnepaTypa 3a3Buyan JOPIBHIOE TeMnepaTtypi Tina, 3a3Bu4yan ctaHoBUTbL NpubnuaHo Big 36 °C
0o 40 °C (Hanpuknag, npmbnmsHo 39 °C gnsa cobak), xoya y NeBHUX ymMOBax TeMnepaTypy MOXHa
nigBuLWMTN abo NOHU3UTY in Situ abo in vitro.

Ak BkazaHO y [OaHOMy [OKYMEHTI TepMiH «aHTUreHHWA dparMeHT» MO BiAHOLWIEHHI [0
KOHKPETHOro 6inka € aHTUreHHuM dparMeHToM Uboro 6inka (BKM4YakuyM £K BiACYTHI  Benuki
dparMeHTW, TaKk i ManeHbki parmMeHTM €K ogHa aMiHoKucnoTa 3 HenpouecoBaHoro 6inka),
Hanpuknag, k1A 3gaTHUn 0o cneundivyHoT B3aemogii 3 MOMeKyrnok iMyHHOT CUCTeMU, sika po3ni3Hae
aHTWUreH, Takok SK iMyHornobyniH (aHTMTINO) abo aHTUreHHwW peuenTtop T-kniTMH. Hanpuknag,
aHTUreHHun dparmeHT cobayoro TSLP paHoro BMHaxody € aHTUreHHuMm dparmMeHTom cobavoro
TSLP. Taki cdoparmeHTV noBuHHI 6yTK cami No cobi iIMyHOreHHUMMW, HanNpuknaga, 34aTHUMU BUKIUKATU
iMyHHY BignoBigb 6e3 HasfABHOCTI HOCisl, MPOTArOM 4acy, WO iX BUKOPUCTOBYHOTb OS1s1 BMPOGIIEHHS
aHTuUTIn npoTtn TSLP, nicnsa KoH'torauii pparmeHTa Ta MONeKynu Hocia Aans iMmyHisauii. baxaHo, ogHak,
wob aHTUreHHWn dparMeHT fJaHoro BuHaxody OyB iMyHOOOMIHAHTHMM [Ons aHTuTIna Ta/abo
peuenTopa po3ni3HaBaHHsS T-KNiTUHMN.
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Y KOHKpeTHOMY BapiaHTi 34iiCHEHHS aHTUreHHu pparmeHT cobavoro TSLP mictute Big 5 o 150
aMiHOKMCMNOTHMX 3anuuKiB. Y KOHKPETHOMY BapiaHTi 34IMCHEHHS aHTUreHHun cparmeHT cobayvoro
TSLP mictutb OinbLue Hixx 120 amMiHOKMCIOTHUX 3anuULIKIB. Y iHWOMY BapiaHTi 34iMCHEHHS aHTUTEHHUI
dparmeHT cobavoro TSLP mictutb Big 10 oo 120 aMiHOKMCNOTHUX 3anULIKIB. Y iHLIOMY BapiaHTi
3[iNCHEHHST aHTUreHH oparmeHT cobavoro TSLP mictutb Big 20 Ao 100 aMiHOKMCNOTHUX 3aNULLIKIB.
Y Wwe oAHOMY BapiaHTi 34INCHEHHSI aHTUreHHu cparmeHT cobadvoro TSLP mictuth Big 25 go 75
aMIHOKMCNOTHUX 3aruLLKIB.

AHTUreHHUn dparmeHT cobavoro TSLP oTpumytoTb 3 pekomMbGiHaHTHOro mxkepena, 3 6inka,
OZlepXXaHoro 3 npupogHoro mxepena, abo WNAXOM XiMIYHOrO cuHTe3y. binbl TOro, aHTUreHHUN
dparmMeHT OAepXylTb 3a LONOMOrol MPOTEONITUYHOro po3silenneHHa cobadvoro TSLP, abo noro
dparmeHTiB, LUNAXOM pekoMBiHaHTHOT ekcnpecii, abo HaBnaku, KOro o4epXyTb de NovVo, Hanpuknaga,
LLUNSAXOM CUHTE3Y NenTuaiB.

BakuuHm

[aHnii BMHaxig TakoX CTOCYETbCS BaKUWMH, SKi MICTATb eqekTUBHY Kinbkictb TSLP paHoro
BMHaxody, OAMH abo Kiflbka MOro aHTUreHHNX doparmerTiB, abo kombiHauii HenpouecoBaHoro binka Ta
oaHoro abo Kinbkox Takux goparmeHTiB. Hanpuknag, cobaumin TSLP Ta/abo noro dparmeHTH, Taki sk
Ti, WO nepeniyeHi y Tabnuui 2, HWK4Ye, MOXyTb OyTW BKIOYEHMMU Yy Oyab-siki Ginok- abo nentua-
CyMiCcHi koMMo3uuii BakuuHK. Taki KOMNo3uuii BakuuHW € [0o0pe BigoMuMM y ranysi Ta MOXYTb
HeobOB'I3KOBO ~ BKIKOYATW, Hanpukniag, disionoriyHo cymicHi Oydepu TOWoO, TaKoXK K i
dhapmMaLeBTUYHO NPUIAHATHI ag'toBaHTu, Taki Sk CARBOPOL® abo Emulsigen®.

Komnoauuito BakUMHU MOXHa 3aCTOCOBYBATU AN BUKMMKAHHA €HAOTeHHUX aHTu-TSLP aHtuTin y
cobak, AKi Lboro noTpedyoTb, HAaNPUKNaa, 3 MeTO MiKyBaHHS KMiHiYHUX 03HaK xBopobu abo posnaay,
AKUA BigNoBigae 3a JayH-perynsaudito aktmeHocTi TSLP y cobak. Hasnaku, abo y 3B'a3ky 3 uum,
BaKLMHY [AHOr0 BMHAaxody TaKoX 3aCTOCOBYKOTb ANSA OTPUMAHHS aHTUCUPOBATKU AN CKPUHIHTY
Tal/abo igeHTndikyBaHHA cobavoro TSLP, Hanpuknag, Sk AOMOMIXKHOIO areHTa y TeCToBOMY Habopi
Ans ineHTudikyBaHHs cobak, siki Ayxe curnbHO ekcnipecytoTb TSLP.

Mentnon TSLP, Taki gk BkasaHi Ha Tabnuui 2 Hwk4e, Ta iX BapiaHTW, MOXHa 3aCTOCOBYBaTU SIK
iMyHOreHu, K MO OAHMWHI TaK i y pisHMX koMbGiHauisx. Taki nenTnam MoxyTb OyTM HeOOOB'I3KOBO
3B'A3aHUMW OOHUM 3 OOHMM Ta/abo OinblKMK Binkamu, BiOOMUMW K HOCIT, SIK 3a [A0MNOMOroH
XiMiYHMX, Tak i pekombiHaHTHUX OHK TexHonorin. Hocii noTpibHi Ans nokpalleHHst po3ni3HaBaHHS
nenTuay TBapuHaMu-xassiiHamu, SK MilleHi iMyHHOI BianoBigj, Ta 30iMNblUEeHHsT iIMYHOrEeHHOCTI NenTuais
TSLP. VY ranysi Bigomo gekinbka HOCIIB, Ta BOHU MICTATb NpaBLEBUA aHaTOKCMH abo HeTokcuyHun C
dparMeHT npaBLEBOro aHaTOKCWMHY, AudTepinHuA aHatokcuH, PhoP 6inok, remouiaHiH nimdwu
cnumaka (KLH), 6etaranakrosmaasy, gD 6inok Bipycy BHV-1, G 6inok Bipycy ckasy, F 6inok cobayvoro
BipYCY YyMU Ta CUHTETUYHI HOCII, Taki SK Ti, LLIO OTPMMaHI LLNsIXOM nofiMmepu3aadii BigoMumx "3aranbHux"
eniTonis T-KNiTUH.

Mentnam TSLP, npugatHi AN 3acTtocyBaHHA SK iMyHOreHn, BubuvpatoTb 3 NenTuais, 3a3HavyeHnx y
Tabnuui 2, Ta ix pisHOBUAIB, LUMSIXOM BUKOPUCTAHHS BiAOMWUX anropuTMiB, SKi OLIHIOIOTb TaKi O3HaKu
AK [OCTYMHICTb MOBEpXHi HaTmBHoro Oinka TSLP, rigpodinbHicTb, MOGINLHICTE aTomiB Ta
aHTUreHHicTb. EniTonu 3 nepeniky BkasaHmx y Tabnuui 2 Ta ix pis3HOBMAM TaKOX BUOMPaKOTb HA OCHOBI
iX peakTUBHOCTI 3 MONIKIoHaNbHUMN abo MOHOKMOHANbHUMW aHTUTINaMK, sIKi B3aeMOAiOTb 3
HaTtMBHMM TSLP, Ta ocobnuBo 3 TMMW aHTUTINaMu, siki 3gatHi HernTpanisyBaTun GioakTueHicTb TSLP.
Taki aHTUreHn MOXYTb BKMOYATWM CUHTETUYHI NenTuau, ogepXaHi 3 MoCcnigoBHOCTEW, OMUCAHUX Yy
AaHOMY [OOKYMEHTI, 3 BUKOPUCTAHHAM CTaHOApPTHOI TEXHOMOrii cuHTe3dy nentugiB Ta/abo HaBnakw,
MOXYTb MICTUTK pparMeHTu, ogepxaHi 3 pekombiHaHTHOro abo npupoaHbLoro TSLP.

dapMaueBTUYHO MNPUAHATHI ag'toBaHTM [AHOIO0 BUHAXOZy OAEpPXKylTb 3 6araTtbox mkepern,
BKMOYAYM  MPUPOLHI  [mkeperna, pekombiHaHTHI mpkepena Ta/abo MOXyTb OyTu  XiMiYHO
CUHTEe30BaHMMKM Towo. [Mpuknagn XiMiYHUX CMOMYK, SiKi 3aCTOCOBYIOTb SIK aA'toBaHTW BKHOYAIOTb,
npoTe He OBMEXYTbCA HACTYNMHWMMU: CMOMyKWM asnioMiHilo, onii, wo meTaboniaylTbcs Ta, WO He
MeTabonisyoTbes, 6nok-nonimepun, ISCOM's (iMyHOCTUMYINIOKOYI KOMMEKCK), BiTaMiHM Ta MiHepanu
(BKMtOYatoTb, MPOTE HE OOMEXYOTbCS HAcTynHUMK: BiTamiH E, BiTamiH A, ceneH Ta BiTamiH Bi,), Ta
Quil A (canoHiHn), noBHui ag'toBaHT OpeHAa, noniMepu akpurnoBoi KUCIOTU MonepeyHo-3B'A3aHi 3
eTepaMu norniankeHiny abo aueiHinrnikonem, ski npogarTbes nig Toprooto mMapkoio CARBOPOL®
(Hanpuknag, CARBOPOL® 941), Ta piBHOMIpHO AucneproBaHi Kpanni onii po3mipoM 3 MIKPOH Y
BOAHIM eMynbCii (Hanpuknag, npogatTbCd Nig TOProeoto Mapkow Emulsigen®). JogaTkosi npuknagm
aa'toBaHTIB, SKi iHOAOI 3acTOCOBYWOTb $K cneuudivHi  iIMyHOCTUMYNATOPW, BKIKOYAKTb KOMMOHTU
KNITUHHOI CTiHKM GakTepi Ta rpubiB (Hanpuknag, ninononicaxapugun, NiNonpoTeiHn, rMikonpoTeiHun,
Mypaminnentnan, 6eta-1,3/1,6-rnokaHn), pisHOMaHITHi KOMMNNEKCU BYrNEBOAHIB, OTPMMaHMX 3 POCIUH
(Hanpuknag, rrKkaHu, auemaHHaH), pi3HOMaHiTHI 6inku Ta nenTuaun, oTpMMaHi 3 TBapuH (Hanpuknag,
FTOPMOHMW, LUTOKIHM, paKTOpW CNiB-CTUMYNSLUIi), Ta HOBI HYKMNEIHOBI KMCIOTK, OTPMMaHi 3 BipyciB Ta
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iHWNnx mkepen (Hanpuknag, asonaHutrosa PHK, CpG). OkpiM Lboro, 6yab-aka KinbkicTb KOMBiHaLN
BULLLEHABEAEHNX CMOMyK Moxe 3abe3neunty BNMMB af'toBaHTy, Ta TakMM YMHOM, MOXeE YTBOPIOBATU
af'toBaHT 4aHOro BUHAaxoAay.

BakuuHu gaHoro BUHaxo4y MoOXHa BBOAUTM OYAb-KUM LLUFISIXOM, BKIHOYAK4M: BHYTPILLIHBOMSI30BO,
NiALWKIPHO, BHYTPILLHBOBEHHO, iIHTpagepmarbHO, oparibHO, iHTpaHa3anbHO Ta KoMOiHaUie BKasaHMX
LNAxi..

AHTUTING

[aHnin BUHAaXxig TaKOX CTOCYETbCS MOMIKMNOHANbHMX Ta MOHOKMOHANbHUX (mMAb) aHTuTIn, SKi
cneumdiyHo 3B'a3ytoTb cobaumii TSLP BuHaxogy. Sk Bka3aHo y JaHOMY OOKYMEHTI, TepMiH "aHTuTino"
cTocyeTbes iMyHornobyniHy Ta/abo woro dparmeHTiB. [pupogHin iMyHorno®yniH cknajaetbcs 3
ofHoro abo Kinbkox noninenTuais, Sk 3aranom KOAYTbCSA reHamn iMyHornobyniHy. PoanisHaBanbHi
reHn imyHornobyniHy BkniovaloTb kappa, lambda, alpha, gamma, delta, epsilon Ta Tu renm
KOHCTaHTHOI LifSIHKM, TaKOoX SK | HE34YMCNEHY KinbKiCTb reHiB BapiabenbHOl AiNsgHKM iMyHOrnobyniHy.
AHTUTINO abo aHTWUTINA 3rigHO 3 BMHAxXOQOM TaKOX BKIOYAKTb (PPaAarMeHTW aHTUTINa, Hanpuknag,
aHTUreH-3B'adyBanbHi pparmeHTn, Hanpuknag, Fv, Fab ta F(ab'),, ckoHCTpynoBaHi 0QHONAHLIIOrOBI
Oinkn 3B'sI3yBaHHs, Hanpuknad, Huston et al., Proc. Natl. AcAl. Sci. U.S.A., 85, 5879-5883 (1988)
and Bird et al., Science, 242, 423-426 (1988), BKMOYEHI y AHWUIN OOKYMEHT 5K MOCUIAHHS), TakoX SIK i
OidyHKUioHanbHI ribpuaHi aHTuTIna (Hanpuknag, Lanzavecchia et al., Eur. J. Immunol. 17, 105
(1987)). AvButnch, 3aranbHMM 4YmnHoM, Hood et al., Immunology, Benjamin, N.Y., 2nd ed. (1984),
Harlow and Lane, Antibodies. A Laboratory Manual, Cold Spring Harbor Laboratory (1988) and
Hunkapiller and Hood, Nature, 323, 15-16 (1986), siki BCi BKNOYEHi Y AaHWUI JOKYMEHT SK MOCUMaHHS.

CupoBaTKky, OTpUMaHy 3 TBapwH, iMmyHidoBaHux cobaunm TSLP BuHaxogy, 3a [onomoroio
CTaHOapTHUX crnocobiB, MOXHO 3acTocoByBaTu ©Oe3nocepegHbo, abo Big cupoBaTKM BiOQINAITb
dpakuito IgG 3a gonomorol crTaHgapTHUMX crnocobiB, Takmx sk nnasmadopes abo agcopbuiriHa
xpomaTtorpadis 3 IlgG-cneumndiyHnmn agcopbeHtamu, Takum sik imobinisosaHum binok A abo binok G.
AnbTepHaTMBHO, MOXHa oOfepXaTW MOHOKMOHamnbHi aHTWTina, Ta HeoboB'A3kOoBO, parMeHTu
3B'A3yBaHHS aHTUreHy abo pekoMBiHaHTHI Binkn 3B'A3yBaHHs, oTpUMaHi 3 Taknx mAbs. Taki MAbs abo
iX dparMeHT HeOOOB'A3KOBO ryMaHi3ytoTb, abo NepeTBOPHOTbL Ha cobadi LNSXoM 3aCcTOCyBaHHS
Bigomux y ranysi cnocobiB, abo ix 6eanocepenHbLo0 MoandikaLieto, BianosigHo.

Ak BKasaHO y [aHOMy [OOKYMeHTi, "emiTon-crneuudpivyHe" aHTuTino npotn cobayoro TSLP €
aHTUTINOM, sike BUPOONSiETbCS NpoTK bparmeHTa cobadoro TSLP, sikuiA MiCTUTbL eniTon, Wo MICTUTb
OAvH abo Kinbka 3 HACTYNHUX N'ATM amMiHOKUCNOTHUX nocnigosHocTer: SEQ ID NO: 30, SEQ ID NO:
31 SEQ ID NO: 32, SEQ ID NO: 33 ta SEQ ID NO: 34; Ta gopatkoBo 3B'a3ye Oinok 3
amiHokmcnoTHot nocnigosHicTio SEQ ID NO: 2, Ta/abo 6inok 3 aMiHOKMCNOTHO nocnigosHicTio SEQ
ID NO: 2, 32 BUKINIOYEHHAM 28 aMiHOKMCNOTHOrO 3anmLLKy CUrHanbHOI NOCMiAOBHOCTI. Y KOHKPETHOMY
BapiaHTi 34iNcHeHHs, eniton-cneundivyHe aHTUTINO NPoTM TSLP € MOHOKMOHaNbHNM aHTUTINOM.

l6pugomm, sKki NpoaykytoTe MAbS, WO CenekTUBHO 3B'A3ytoTb cobaunn TSLP gaHoro BuHaxoay,
ofepXytoTb 3a BigoMumu cnocobamu. 3as3Buyan cnocib BKMYae 3NUTTS iMOpTani3oBaHoi NiHii KMiTWH
3 B-nimcdoumtom, sKMA BUpobNsie nNOTPiOHe aHTUTINO. AnbTepHATMBHO, ANl  OTPMMaHHS
iMopTani3oBaHoi MiHii KMiTWH, fKka MNpPOOYKYE aHTWTINAG, MOXHA 3acTOCOBYBaTW CMOCOOM, WO He
BKMIOYalOTb 3NUTTH, Hanpuknag, TpaHcdopmalio, BuknukaHy Bipycamu [Casali et al.,, Science
234:476 (1986)]. IMopTUnizoBaHUMKM MiHIAMW KNITUH 3a3BUYan € TpaHCOPMOBaHI KNITUHU CccaBu,iB,
30Kpema KniTMHKU MIenoMu rpusyHiB, Gukis Ta niogen. Hambinbl 4acTo 3acTOCOBYKOTb JiHii KMiTUH
Mi€ENOMM MULLEW Ta NaLOKiB, 3aBASKM 3PYHHOCTI IX BUKOPUCTaHHS Ta AOCTYMHOCTI.

Cnocobu ogepxaHHsa NiMoumnTIB, SKi NPOAYKYIOTb aHTUTING, 3 TBApWH, SKUM BBOAWIM aHTUTEHM,
€ pobpe Bigommmu. 3a3Buyaln 3acTocoByOTb Nimdountn nepudepiiHoi kposi (PBLs) y pasi, konu
OepyTb KMiTMHWM nOAMHK, abo KNiTMHWM cenesiHkM abo nimMcoBy3niB 3 JKepen He JACBKOro
NOXOMKEHHA. TBapuHi xa3siHy BBOAATb [03W, LO MOBTOPKKTLCS, OYULLEHOrO aHTUreHy (MnoachbkKi
KNiTMHW CUMHTE3YITb N Vitro), Ta [03BONATb TBapWHi BUPOOUTU MNOTPIOHI aHTUTINO NPOAYKYHOMi
KNiTUHKW, Nepea TUM §K ixX 36epyTb AN 3NUTTA 3 iIMMOPTAani3oBaHo MiHieto KNiTMH. TexHoNorii 3nuTTS
TakoX € BiJOMMI Yy ranysi, Ta 3aranoM BKIHOYaTb 3MilLlyBaHHA KNiTUH 3 hakTOPOM, KU BUKMMKAE
3MUTTA KNiTUH, TaKUM SIK NONieTUNEHNiKoMb.

l6pruoomm BubMpaloTh 3a cTaHgapTHUMKM cnocobamu, Takumm sk FAT (rinoKCaHTUH-aMiHONTEPUH-
TMMMAKWH) Biabip. Ti ribpuoomu, siki BUpobNSATb NOTpiOHe aHTUTINOo, BigbupaloTb 3a A0MNOMOro
CTaHAapTHOrO IMYHOJSOMNYHOro aHanidy, Takoro sk BecTepH-6noTTiHr, ELISA (iMmyHocoOpOeHTHUN
aHani3), PIA (pagioimyHonoriuHmin aHania) abo nopibHi. AHTUTINAG BigAINATL Big cepefoBulla 3a
OOMOMOIOK CTaHAAPTHUX TexXHomorin ounweHHst Oinka [Tijssen, Practice and Theory of Enzyme
Immunoassays (Elsevier, Amsterdam, 1985)].

IcHye Garato nocunaHb ONnd CTBOPEHHS KepiBHULTBA LWOAO 3aCTOCYBaHHA BULLEHABEOEHUX
TexHonorin [Kohler et al., Hybridoma Techniques (Cold Spring Harbor Laboratory, New York, 1980);
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Tijssen, Practice and Theory of Enzyme Immunoassays (Elsevier, Amsterdam, 1985); Campbell,
Monoclonal Antibody Technology (Elsevier, Amsterdam, 1984); Hurrell, Monoclonal Hybridoma
Antibodies: Techniques and Applications (CRC Press, Boca Raton, FL, 1982)]. TakoxX MOHOKMOHarbHi
aHTUTINIAa MOXHa OfepXaTWu LUMSIXOM 3acToCyBaHHs AoOpe Bigomux 6ibniotek darie [aMBUTUCH,
Hanpuknag, Huse, et al., Science 246:1275 (1989); Ward, et al., Nature, 341:544 (1989)].

TakuM 4YMHOM OTPUMaHiI aHTUTINA, SK MOMIKMOHanbHi, Tak i MOHOKMOHaMbHI, 3aCTOCOBYHOTb,
Hanpuknag, B iMo6inizoBaHin opmi, sika NpuegHaHa OO TBEpAOi OCHOBM 3a OOMOMOrow aobpe
BiOMMX CNocobiB, 3 METOK ounLLEHHS cobadoro TSLP wnsaxom imyHoadiHHOI XpomaTtorpadii.

AHTUTINa npotu cobayvoro TSLP, HemiyeHi abo MiveHi cTaHgapTHMMKM cnocobamu, TakoX MOXHa
3aCTOCOBYBaTW SIK OCHOBWM [AMns iIMYHOMOMYHOrO aHanisy 3 MeTow BusABNEHHs abo nigpaxyBaHHS
KinbkocTi cobadoro TSLP. 3actocyBaHHA KOHKPETHOI MITKM 3anexuTb Big BuAy iMYHOMOrYHOro
aHanisy, |-|£I/IKJ'Ia£l,I/I 3aCTOCOBYBaHUX MITOK BKMOYalOTb, NPOTE HEe OOMEXylTbCs, pagioMmiTkamu,
TakuMm K 2P, 125I, °H Ta 14C; dryopecUeHTHUMN MiTKaMu, TakKuMn sik pryopecumH Ta Noro noxigHi,
pogamiH Ta Moro NoxigHi, AaH3un Ta ymbenid)epoH; XeMintoMiHECUEHTHI areHTun, Taki Sk noumdepuH
Ta 2,3-purigpodtanasvHgioHn; Ta depMeHTW, Taki 9K nepokcupasa XpiHy, NnyxHa docdarasa,
nisoumm Ta rnKo30-6-pocdaTt gerigporeHasa.

AHTUTINA MITATb TakMMn MiTKamMu 3a OOMOMOroK BigoMux crnoco®OiB. Hanpuknag, 3B'A3yBanbHi
areHTn, Taki sIK anbgerign, kapbogiimign, oumanemigun, imigatv, cykuuHiMigu, Oic-giasoToBaHui
O€eH3VaMH TOoLLO, BUKOPUCTOBYIOTb AJ1 MIYEHHS aHTUTIN (ONTyOPECLEHTHUMMN, XEMINTFOMIHECLEHTHUMM
Ta pepMeHTHUMK MiTkamKn. 3aranbHi cnocobu, siki 3acTocoByBanu, € oobpe BigOMMMMK Ta OMNMcaHi Y,
Hanpuknag, Immunoassay: A Practical Guide, 1987, Chan (Ed.), AcAlemic Press, Inc., Orlando, FL.
Takun iMyHOMOriYHWIA aHamni3a MOXHO MPOBOAWTM, Hanpwuknag, Ha dpakuisx, OTpMMaHuX MPOTArom
OYMLLEHHS peLenTopiB.

AHTUTINA JaHOro BUHAxXo4y TaKOX 3aCTOCOBYIOTb Ans igeHTudikauii nesHmx k[OHK knoHis, ski
ekcnpecyloTb cobauun TSLP, y KnoHoBaHUX cucTemax ekcnpecii. HewTpanidytodi aHTuTInG,
cneundiyHi 0O canTy 3B's3yBaHHS JniraHgy peuenTtopa, TakoX 3acTOCOBYHOTb $K aHTaroHiCTu
(iHribiTopn) anst 6rnokyBaHHs abo AayH-perynoBaHHA yHKUii cobavoro TSLP. Taki HewTpanisyroui
aHTuTINa Nerko ineHTUdikyBaT NPOTSAroM 3BUYaMHOrO AOCHIKEHHS.

AHTaroHiaM akTmBHOCTI cobadvoro TSLP gocsaraoTb BMKOPUCTOBYHOUM MOBHI aHTUTINa abo fobpe
BigoMi (pparmeHTVM [Ons 3B'd3yBaHHA aHTUreHis, Taki gk Fab, Fc, F(ab),, ta Fv dparmeHTn.
BusHauveHHst Takmx chparMeHTiB MOXXHa 3HANTK Y BULLleHaBeaeHMX mxepenax abo, Hanpuknag, y Klein,
Immunology (John Wiley, New York, 1982); Parham, Chapter 14, in Weir, ed. Immunochemistry, 4th
Ed. (Blackwell Scientific Publishers, Oxford, 1986). 3actocyBaHHs Ta BUPOOMEHHS parMeHTiB
aHTWTIN TakoX onucaHo, Hanpuknag: Fab dparmentn y [Tijssen, Practice and Theory of Enzyme
Immunoassays (Elsevier, Amsterdam, 1985)], Fv dparmeHtn y [Hochman et al., Biochemistry
72:1130 (1973); Sharon et al., Biochemistry 75:1591 (1976); Ehrlich et al., U.S. Patent No. 4,355,023]
Ta HenoBHi aHTuTina y (Auditore-Hargreaves, U.S. Patent No. 4,470,925). Cnocobun oTpumaHHsi
pekoMbiHaHTHMX doparmeHTiB Fv Ha OCHOBI NocnigoBHOCTEN BapiabenbHUX AINSHOK BaXXKUX Ta NErkmx
naHutoris  onucadi, Hanpuknag, Mypom Ta iH. (MateHt CLUA Ne 4,642,334) Tta Pluckthun
[Bio/Technology 9:545 (1991)]. AnbTepHaTUBHO, iX MOXHa CUHTe3yBaTW XiMIYHO CTaHOAPTHUMMU
cnocobamu.

[aHnii BUHaxig TakKOX CTOCYETbCH aHTU-iAIOTUNOBUX aHTUTIN, $K MOMIKNOHanNbHUX, TakK i
MOHOKINOHanbHUX, SiKi OTPMMYIOTb BUKOPUCTOBYIOYM BULLIEONUCAHI aHTUTINa Ak aHTureHun. Lli aHtuTina
€ KOPUCHMMMU, 3 OrNAQY Ha Te, WO BOHM iMITYIOTb CTPYKTYPY NiraHgis.

AHTUTINA BUpOBNeHi ccaBusamu, WO He € cobakamn, abo Hecobaunmm riGpaOMHUMU CUCTEMAMM,
MOXYTb OyTN HEODOB'A3KOBO CKOHCTPYMOBAHI As1 TOro, Wwob BoHM 6yrnv 3aranomM HeaHTUreHHUMK Npu
BBeEHHI cobakam, Hanpuvknag, ix MoxHa 3pobutn cobaunmm. Cnocié mogndikaLii MOHOKNOHaNBHOro
aHTWTINa TBapuHW Ans Toro, wob 3pobuty NOro MeHLW iIMyHOreHHUM Npu TepaneBTUYHOMY BBEAEHHI
NOAvHI (rymMaHisauis), akTMBHO pO3rnMagaBcs Ta OMUMCaAHWA Yy Kinbkox nybnikauiax [Hanpuknag,
Antibody Engineering: A practical Guide. Carl A.K. Borrebaeck ed. W.H. Freeman and Company,
1992; Reichman, L. et al., "Reshaping human antibodies for therapy", Nature 332: 323-327 (1988)].
AnbTepHaTMBHO, MOHOKIOHASbHI aHTWUTINa ccaBLiB, WO He € cobakaMu, Hanpuknazg, MOHOKMOHasbHI
aHTWUTINA Muwen, ridpuansyloTb 3 cobadunmy aHTuTinamm abo X MNOCNiZOBHOCTAMM 3 METOH
OTPUMAHHA aHTUTIN, AKi PO3Mi3HATLCA PeuuniEHTOM-Xa3siiHOM SK MEHLU iMYHOTEHHI, HiXX 3BUYanHi
MuLIa4yi MOHOKMOHanbHi aHTuTina. AmeButucb, Hanpuknag, nateHT CLUA Ne 5,593,861, "Cobaua-
MuavHa reTeporibpyaoma Ta dparMeHT TreHa, SKUA KOAYE KOHCTaHTHY AinsiHKy cobavmx
iMyHOrno6yniHiB", AKM HaBegeHO y JAHOMY AOKYMEHTI SK MOCUITaHHS.

Okpim uboro, BaccepmaH Ta Kanpa [Biochem. 1J3: 3160 (1977)] BM3Ha4unM amiHOKUCITOTHY
MoCriOBHICTb BapiabenbHUX PErioHiB BaXKMX NaHutoris sk cobavoro IgM, Tak i cobavoro IgA. L
BUHAXIOHMKN TaKOX BU3HAYUIIN aMiHOKMCIOTHY NOCHIQOBHICTb Kappa nerkoro nadutry cobavoro IgA
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[Wasserman and Capra, Immunochem. 15: 303 (1978)]. Makkambep Ta Kanpa [Mol. Immunol. 16: 565
(1979)] onucanu NOBHI aMiHOKUCMOTHI NocnigoBHOCTI cobayoro TW nadutory. TaHr Ta iH. [Vet.
Immunology Immunopathology 80: 259 (2001)], onucanu ognH naHutor gamma k JAHK cobadoro 1gG-
A Ta YoTupym gamma naHulrm nocnigoBHocTi cobavoro IgG-A . TaHr Ta iH.., NPO SKUX MWa MoBa
Buwe, Takox onucanu [MJIP-amnnidikauito k[OHK-6ibnioTekn cobadoi cenesiHkM 3 BUPOSKEHUM
OnNiroOHYKNeoTMAHMM NPariMepoM, KM CKNadaeTbCs 3 KOHCEPBATUBHUX AinNsHOK IgG noamHu, mywen,
cBuHIB Ta 6ukiB. binbw Toro, Kpa Ta iH.. [[Nybnikauis CLUA Ne 20040181039, onybnikoBaHa 16
BepecHsi, 2004, HaBegeHa Yy [daHOMYy [OOKYMEHTI $SIK MOCUMNaHHA] geTtanbHO onucanu cnocit
nepeTBOPEHHS He cobaymx aHTUTIN Ha cobaui.

BuaineHnHs reHa cobadoro TSLP A. MNepuwi cnpobu

Mepwi cnpobu igeHTudikysatn cobayun TSLP 6ynu ocHoBaHi Ha NOCMigOBHOCTI BMBIPHOBaHb
knoHoBaHux kOHK nocnigoBHocten TSLP noamHn ta muwen 3 k[AHK nocnigpoBHocTtamu TSLP
nawtokiB, LWMMMaH3e Ta pesyc, aki 3ibpann 3 BLAT (3aranbHoi 6a3n gaHux reHis KanigpopHincekoro
YHiBepcuteTy, CantaKpy3). Ha piBHi amiHokucnot TSLP wwumnaHze € Ha 100% igeHTudHuM [o
nogcbkoro TSLP, y Tolh yac sk peayc TSLP € Ha noHag 90 % romonoriyHum o noacbkoro TSLP
(12/151 pisHnx 3anuwkiB) Ha piBHI npouecoBaHoro 6Ginka. OgHak, TSLP Tta kOHK nocnigoBHoCTI
NIOONHN Ta HEMACbKMX NpuUMaTiB CUNbHO BigpisHATbLCA Big nocnigoBHocten TSLP munwen. kOHK
nocnigoBHOCTI NMoackbkoro Ta muwavoro TSLP cnienagatote nuwe Ha 43 %, WO pobuUTb HEMOXITMBUM
KNMOHYBaHHS LUNIAXOM MiXBMAOBOI ribpnansauii B ymoBax MOHMKEHOT XXOPCTKOCTI MiXK LMMU BuaaMu.
Binbw Toro, nocnigoBHicTb TSLP nautokiB Bigpi3HAETbCA Ha PiBHI  MOCMIQOBHOCTI  3anMLLKIB
amiHokmncnoT npouecosaHoro binka sk 39/121 sig muwayvoro TSLP, wo Bkasye Ha Te, WO HaBiTb Y
©nmM3bKOCNOpIAHEHNX MULLIAYUX BUAIB NocnigoBHOCTI TSLP 3Ha4yHO Bigpi3HAKOTHCS.

HecnogiBaHo, sik onnMcaHo y AaHOMY AOKYMEHTi, NocnigoBHiCTb cobadoro TSLP BigpisHaeTbCs Big
YCiX MULLIAYMX MOCNIZOBHOCTEN Ta MOAIGHMX MOCMiAOBHOCTEN MPUMAaTIB. TakuM YMHOM, OfdepKaHHS
cobayoro TSLP wnaxom mbkBuaoBoil ribpuamnsauii B ymMOBax MOHWMXEHOI >XOPCTKOCTI BMSBMMOCH
HeBaanum. Hacnpaegi, npanimMepu, po3pobneHi ans cnpobu knoHyeatu opTtosor cobadoro TSLP 3a
ponomoroto  IJIP cTpaTerin, €Ki 3aCTOCOBYOTb [0 JIOACBKMX, MULIAYMX MOCNIAOBHOCTEN,
NocnigoOBHOCTEN NaUloKiB Ta MaBMn, He 3MOMMM igeHTMdIiKyBaTU HaBiTb MNPOCTUIA 3B'AA30K SKUN
Bignosigae cobavyomy TSLP.

B. Boane BuaineHHs reHa cobavoro TSLP

HocniopkeHHa nisHilwe pJgocTynHoi 6a3n gaHuMx cobauux reHiB (OTpUMaHMX 3a [OMOMOro
CeKkBeHyBaHHA MeTogom "nocTpina 3 pywHuui" (woTraH); onybnikoBaHoi KanipopHincbkum
YHiBepcuteTom, CantaKpys3) wono nocnigoBHocTi nwoacbkoro TSLP npu3Beno [0 4acTKOBOI
ineHTndikauii eksoHa 1 Ta 4 cobadoro TSLP. KopoTko kaxyuu, 3aBAsSKM LbOMY MOLUYKY
iAeHTMdiKyBanu Aekinbka nonagaHb 3HaA4YHOI NOCMIQOBHOCTI romonorii (auBnTuck "nonagaHHsa" 1-6,
HWX4e). TX MNOCnigoBHOCTI 30upany Ta BUKOPWUCTOBYBanM SK BUMOMM ANS MPOOOBXEHHS Ta 36opy
YaCTKOBOI €NEeKTPOHHOI NOCNiAOBHOCTI reHa cobayoro TSLP.

MonagaHHsA 1

MNMokasunk= 60,8 BiT (146), OuikyeThcs= 1e-08
laeHTUYHICTL = 33/58 (56%), Mosutneri = 39/58 (67%), renn= 1/58 (1%)

Bumora:
7 LYVLSVS-FRKIFILQLVGLVLTYDFTNCDFEKIKAAYLSTISKDLITYMSGTKSTEF 63
L + SVS FRKIF+LQLVGLVLTY+F +CDFEKI+ Y I +L ¥YMG F
06" exT:

26 LIICSVSVFRKIFVLQLVGLVLTYNFIDCDFEKIRWKYQEVIYQALEKYMDGVSE*TF 199
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SEQ ID NO: 102; niogcbkuid TSLP
SEQ ID NO: 103, >(i|36323560|{gb{AACNO010632090.1| poMawns  cobaka
ctg19866851299046, nosxunHa NOBHOI reHOMHOT WOTraH-nocnigosHocTi = 1007

[MonapanHa 2:
MokasHuk= 59.7 bits (143), OuikyeTbes = 3e-08

laeHTUYHICTL = 30/42 (71%), MosutueHi = 33/42 (78%)
Pamka 3unTyBaHHA= -1

Bumora: 117 QINATQAMKKRRKRKVTTNKCLEQVSQLQOGLWRRFNRPLLKQ 158 (SEQ ID
NO: 104)

QIN TQA KKR+KR VTTNKC EQV +L CGLWRRF+R KQ
06" exT: 588 QINNTQAKKKRXKRGVTINKCREQVAHLIGLWRRFSRIS*KQ 463 (SEQ
ID NO: 105)

SEQ ID NO: 104 nwopcbkuin TSLP
SEQ ID NO: 105 =>gi | 36314527|gb|AACNO10674832.1 JomawHa cobaka
ctg19866851282529, noBxuHa NOBHOI rEHOMHOT LLIOTraH-NnocniAoBHoCTI = 963

MonagaHHa 3

MokaaHuk= 42.0 bits (97), OvikyeTbes = 0.006
laeHTVYHICTL = 21/44 (47%), Mo3auTusHi = 27/44 (61%)
Pamka 34uTyBaHHA= -2

Bumora: 76 LTEIQSLTFNPTAGCASLAKEMFAMKTKAALAIWCPGYSETQIN 119 (SEQ ID
NO: 106)

L I+ LT + GCAS A+E FA T BAALA CPGY+  ++
06’exr: 369 LARIERLTLHRIRGCASGAREAFAEGTVAALAAECPGYAAAPVS 238 (SEQID
NO: 107)

SEQ ID NO: 106 : nwoacekuit TSLP
SEQ ID NO: 107 >0i|36442813|gbJAACN011084208.1| HomawHs  cobaka
ctg19866851499233, noBXMHA NOBHOI rEHOMHOT WOTraK-nocnigoBHocTi = 370

MonapaHHa 4
MokasHuk= 38.9 bits (89), OuikyeTbest = 0.047

laeHTuuHicTb = 15/32 (46%), MosuTuBHiI = 22/32 (68%)
Pamka a4nTtyBaHHs= +1

Byumora: 87 TAGCASLAKEMFAMKTKAALAIWCPGYSETQI 118 (SEQ ID NO: 108)
T GC AKE A+ AL++WCPG+++TQ+
06’ exT: 178 TPGCGICAKEAAALGWFCALSVWCPGWAQTQV 273 (SEQ ID NO: 109)

SEQ ID NO: 108 : nioacbknin TSLP
SEQ ID NO: 109 >gi|36211043|gbJAACN010354273.1] JomaluHa cobakactg19866851087147,
[OBXWHA NOBHOT rEHOMHKOI LLOTraH-nocnigosHocTi = 1369

MonagaHHs 5
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[MokasHwuk= 42.0 bits (97), OuikyeTeca = 0.006
laeHTUYHICTL = 21/44 (47%), Mo3nTueHI = 27/44 (61%)
Pamka 3untyBaHHsa = -2

Bumora: 76 LTEIQSLTFNPTAGCASLAKEMFAMKTKAALAIWCPGYSETQIN 119 (SEQ ID
NO: 110)
L I+ LT + GCAS A+E FA T AALA CPGY+  ++
06’ exr: 369 LARIERLTLHRIRGCASGAREAFAEGTVAALAAECPGYAAAPVS 238
(SEQ ID NO: 111)

(SEQ ID NO: 110 : moacwkuin TSLP
SEQ ID NO: xt111 >gi|36211043|gb|AACN010354273.1| JdomawHa  cobak
actg19866851087147, posXunHa NOBHO! reHOMHO! WoTraH-nocnigosHocTi = 1369

[Nonagaxus 6
MokasHuk= 38.9 bits (89), OvikyeTbca = 0.047

laeHTUYHICTE = 15/32 (46%), MosuTtusHi = 22/32 (68%)
Pamka 3unTyBaHHs = +1

Bumora: 87 TAGCASLAKEMFAMKTKAALAIWCPGYSETQI 118 (SEQ ID NO: 112)
T GC AKE A+ AL++WCPG+++TQ+
06’ exr: 178 TPGCGICAKEAAALGWFCALSVWCPGWAQTQV 273 (SEQ ID NO: 113)

SEQ ID NO: 112: noacoknid TSLP
SEQ ID NO: 113: >gil36211043|gb|AACN010354273.1| JomawwHsa cobaka ctg19866851087147,
LOBXuUHA NOBHO! reHOMHOT WOoTraH-nocnigosHocTi = 1369

MMOPIBHAHHA LMX eneKTPOHHWX MNOCMiJOBHOCTEN MOAWHM, Masnu, MNauioka Ta MU nokasarno
iAEHTUYHICTb rPaHuLb HITPOH/EK30H Ta CYTTEBOI MOCMiIAOBHOCTI, WO NPU3BENO A0 iaeHTudikauii uiel
nocnigoBHOCTI AK YacTuHu optonory cobayoro TSLP. [Mi3Hiwe Ha ocHOBI uiei Teopii po3pobunu MNP
npaviMepu Ta BMKopucTanu ix ang amnnidikauil BiACyTHiIX cerMeHTiB reHa. 3a Jonomoror "noasinHoi
BkrageHoi MNJ1P" 3 kOHK-6ibnioTekn akTMBOBaHNX MOHOHYKINEeapHUX KNiTuH nepmndepinHoi KpoBi cobak
(PBMC) oTpvManu ABa KroHW, WO 4YacTKOBO NepeTuHarTbed. [logaTkoBi cnpobu po3KpUTU MOBHY
k[OHK cobayoro TSLP wnsxom BknageHoi MNP, abo cnpobu NpoaoBXnTK NOCHIAOBHOCTI Y HAMPAMKY
5' abo 3' kiHUiB BusiIBUNUCbL HeBaanumu. OpHak, iTepauiHi UMKnM JocnigpkeHHs 6as3y gaHux 3a
AOMOMOroK NoAOoBXeEHOI iHpopMaUii NOCNiA0OBHOCTI LIMX KINOHIB LLOAO AaHMX NOBHOI cobayoi reHOMHOI
WoTraH-nocnigosHocTi (HaBegeHo KanidopHiiceknum YHiBepcuteToMm, CanTtaKpys) y kombiHauii 3
pydHol 360pkot HeoumweHoi [OHK nocnigoBHOCTI 3 uiei GibnioTekn npu3Beno 0O €NeKTPOHHOI
36opkn kHK HenpoueccoBaHoro cobayoro TSLP. PeanbHuin knoH uiei kQHK nocnigoBHOCTI NoTim
CUHTe3yBanu, Bukopuctosytoun cuHTesaTtop AHK in vitro.

HanpukiHui, 3acTocyBaHHS TEXHOMOTIN MOMNEKYNAPHOro KIMOHYBAHHSA CY4aCHOro PiBHA TEXHIKM He
OO03BONSiE OTPMMYBaTK NocnifoBHICTb cobavoro TSLP 6e3nocepeaHbo 3 MOCMiAOBHOCTEN MHOAMHM,
MuLWi, nautoka abo maenu. TiNbkM MOAEpHi3oBaHe iTepauiiHe [OocnimKeHHs 6a3n gaHux npwu
BUKOPUCTaHHi 3ibpaHux reHie TSLP nioguHn, muwi, naytoka ta NHP pasom i3 3actocyBaHHSAM
iHTPOH/EK30H TPaHUYHOTO PO3MOAINEHHA Ta iAEHTUYHICTL NOCNIAOBHOCTI y 6asi gaHux reHiB, y
KOMOiHaLii 3 TexHonoriamu monekynspHoro MJIP knoHyBaHHSA, Npu3Beae A0 iaeHTudikauii reHa, Skun
kogye cobaunn TSLP.

OTtpymanun cobauun TSLP mae BigMiHHiCTb 58/132 y nOpIiBHSAHHI 3 aMiHOKMCNOTHO
nocrnigoBHicTio npouecoBaHoro TSLP nwoguHn (61 % igeHTUYHOCTI) Ta BigMiHHICTL 83/129 vy
MOPIBHSAHHI i3 aMiHOKMCMOTHOK MOCMIAOBHICTIO npouecoBaHoro TSLP muwi (33 % igeHTU4HOCTI)
(BMBUTUCH HKXYE).
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MNopisHAHHA nocnigoBHocTe npouecosaHux TSLP aoMawHbol cobaku
Ta NOAUHK

TSLP_CF (domawmHs cobaka) poBxuHa 141 (1. 141)

TSLP_H (noauHa) poBxuHa 145 (1. 145)

MokasHwk = 167 6iT (423), ovikyeTbes = 1e-40
|laeHTnyHicTb = 85/139 (61%), no3wTueHKM peaynbTaTt = 101/139 (72%)

Bumora:l

RKIFVLQLVGLVLTYNFIDCDFEKTRWKYQEVIYQALEKYMDGTRSTEFSHPVYCANPPD 60

RKIF+LQLVGLVLTY+F +CDFEKI+ Y I + L YM GT+STEF++ V C+N P

06’ exr:1

RKIFTLQLVGLVLTYDFTNCDFEKIKAAYLSTISKDLITYMSGTKSTEFNNTVSCSNRPH 60

Bumora: 61l CLARIERLTLHRIRGCASGAREAFAEGTVAALAAECPGYAAAPTINNTQAKKKRKKRGVTT

120

CL T+ LT + GCAS A+E FA T AALA CPGY+ IN TQA KKR+KR VTT

O6'erkT:61

CLTEIQSLTFNPTAGCASLAKEMFAMKTKAALAIWCPCYSETQINATQAMKKRRKRKVTT 120

ByumMora: 121 NKCREQVAHLIGLWRRFSR 139 (SEQ ID NO: 114)
NKC EQV+ L GLWRRF+R

06" exT: 121 NKCLEQVSQLOGLWRRFNR 138 (SEQ ID NO: 115)

SEQ ID NO: 114: TSLP gomalHboi cobaku
SEQ ID NO: 115: TSLP nioguHu

MNopieHAHKA nocninoBHocTen npouecoBaHux TSLP goMawHbLoi cobaku
Ta MULLI
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TSLP_CF aoBxuHa 141 (1..141)

TSLP_M hosxnHa 136 (1.. 136)

MokasHuk= 72.0 BiT (175), OuikyeTbea = 7e-12
laeHTnuHicTe = 46/138 (33%), MoanTueHi peaynstatn = 67/138 (48%), MNenu = 8/138 (5%)

Bumora:l
RKIFVLQ-LVGLVLTYNFIDCDFEKIRWKYQEVIYQALEKYMDGTRSTEFSHPVYCANPP 59
R +F+LQ LV + LTYNF +C+F I Y +I+ L + G + + C + P
O6'exT: 1
RSLFILQVLVRMGLTYNFSNCNFTSITKIYCNIIFHDLTGDLKGAKFEQIED~ ~-
CESKP 57

Bumora: 60

DCLARIERLTLHRIRGCASGAREAFAEGTVAALAAECPGYAAAPINNTQAKKKRKKRGVT 119

CL +TE TL+ I GC S + FA T AL CPGY N+ ¥
06'exT: 58
ACLLKIEYYTLNPTPGCPSLPDKTFARRTREALNDHCPGYPETERNDGTQEMAQE -~~~V 113
Bumora: 120 TNKCREQVAHLIGLWRRE 137 (SEQ ID NO: 116)

NC Q+ ++ LW F
06’ exkr: 114 QNICLNQTSQILRLWYSF 131 (SEQ ID NO: 117)

SEQ ID NO: 116: TSLP gomaluHboi cobaku
SEQ ID NO: 117: TSLP muwi

TakuM YMHOM, LUMSIXOM MOAONAaHHS paHille 3a3HadeHuX TPYAHOLLIB JaHWWA BMHaxig 3abesnevye
oTpumaHHs OHK nocnigoBHocTen, siki kogytoTe cobauun TSLP, Ta cobadoro TSLP. Cobauni TSLP Ta
MOro neBHi MOCNILOBHOCTI € MpMOATHUMM aHTUreHaMu, Hanpuknag, iMyHoreHamu, AN BUKIUKaHHS
aHTUTIN NPOTM pi3HOMaHITHMX eniToniB Ginka, sIK NPOTWU MiHIMHUX, Tak i NPOTU KOHdOpMAaLINHUX
enitonie. AHK, ska kogye cobaumit TSLP, € npuaaTHOK AN OTPUMAaHHSA BEKTOPIB Ta KIiTUH-Xa3siHiB
ana BurotoBrieHHA TSLP gnga imyHisaudii Ta/abo gk peareHT Ons AOCNIMKEHHs, TakoX i Ans
OfEepXaHHS BakUMHM Ha ocHoBi [IHK, ons BuknukaHHa aHTutin npoTnTSLP, abo gnsi 3actocyBaHHs y
dopwmi "ronoi" OHK abo nna3miHu, abo BekTopa TBApMHHOIO Bipycy, NpuaaTHoi ans ekcnpecii TSLP y
KNiTMHaX BakLWHOBAHOI TBapUHMW.

Taknm YMHOM OTpUMaHa MocriAoBHICTb reHa cobadvoro TSLP nokasaHa Ha @ir. 8A (SEQ ID NO:
1), Ta nporHo3oBaHa ekcnpeciss TSLP nokasaHa Ha ®ir. 8B (SEQ ID NO: 2). 3anuwku 1-28 o3HavaoTb
CUrHanbHy NOCMiAOBHICTb, Ta 3anuLwikn 29-155 o3HavatoTb NpoLecoBaHuin Ginok.

loeHTMdikauis romonoridyHux 6inkis TSLP

HaHun BuHaxia Takox ctocyeTbes 6inkiB TSLP, Aki MicTATb aMiHOKMCNOTHY NOCMIAOBHICTb, sika Ha
80 % abo binbLue € ineHTMYHO A0 amiHokmMcnoTHOI nocnigoBHocTi SEQ ID NO: 2, 3a BUKNIOYEHHAM
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28 amMiHOKMCIIOTHOrO 3anuLIKy CUrHanbHOI NOCMiAOBHOCTI, siKi Npy BBeAEHHI cobali y cknagi BakuMHU
BUKNNKaIOTb BUPOBNEHHS aHTWTIN, aKki 3B'A3yloTb cobaumn TSLP, AkMn MICTUTbL aMiHOKUCIOTHY
nocnigosHictb SEQ ID NO: 2. Takox BUHaxig CTOCYETbCSt aHTUreHHMX chparMeHTiB Takmx TSLP.

Hacnpaegi, ogHumM 3 cnocobiB nokasaTu, Wwo 3anponoHoBaHun TSLP e Ginkom TSLP gaHoro
BMHaxody, € NpoaHanisyBaTn 4m TakuiA BINOK BUKINUKAE BUPOBNEHHS aHTUTIN, sKi 3B'A3Y0Tb cobaunm
TSLP, skuini MicTUTb amiHokucroTHy nocnigoBHicTb SEQ ID NO: 2. OgHum 3 Takmx cnocobiB €
BaKUMHYBaHHA (Hanpuknag, iH'ekuis) cobak pisHMMM pgo3amm B AianasoHi Big 5 go 500 mkr
3anponoHoBaHoro aHtureHy TSLP-GST. Taki aHTUreHn MoxxHa 3actocoByBaTu y hopMi af'toBaHTy Ha
OCHOBI rigpokcuay antomiHito, Takoro sk Rehydrogel. Cobak BakumHyloTb BHYTPILULHEOM'A30BO TpWMi:
Ha 0, 21 Ta 42 pHi. 3paskum cupoBaTkM BiAOGMpPaKTb Y BaKUMHOBAHUX Ta KOHTPOMbHUX (He
iMyHi3oBaHuKx) cobak Ha 0, 21, 42 Ta 63 gHi,

BupobneHHst aHTUTIn y cobak, BakUUMHOBaHUX aHTUreHamu, BUMIPIOIOTb 3@ AOMOMOrOK aHanisy
ELISA HacTynHUm 4ynHoM: cobaumin TSLP, akuin mictute amiHokMcnoTHy nocnigosHicte SEQ ID NO: 2,
po3BoasTb Ao 5 mkr/mn y 6ydepi ons HaHeceHHa (BikapboHaTt HaTtpito pH 9,0) Ta po3noainsawTe No
100 mkn/nyHky 96 nyHkoBoro nnaHweta (Pierce). MNnaHweTn iHKyOyoTb Npu 4 °C NpOTSAroM HOMi.
Hapani nnaHweTtn Tpuyi npommBatoTb hocdaTtHum conboBum 6ydgepom, akun mictute 0,05 % Tween-
20 (PBST). MNicna uboro, 200 mkn 6nokytoyoro dydepy (2 % 3HexupeHe monoko y PBST) gogatote y
KOXXKHY NYHKY Ta NMaHLWeTn iHKYOYTb Npu KiMHATHIN TemnepaTypi npoTtarom 60 xBunuH. licns uboro
nnaHweTn Tpuuum npomuBatoTe PBST. HacTynHuMM KpoKkoMm, aHTMCMpOBaTKy TECTOBaHWX cobak,
po3BeaeHy 1:100, gogatotb no 100 MKN/NyHKY y BignoBigHi NyHkW. licna UbOro 3pasku CUpPOBAaTKM
po3soasaTb B 10 pasiB Ao BignosigHoro micus y nnadweTi. [Micna iHkybauii nnaHweT npu KiMHaTHIN
TemnepaTtypi npotarom 60 XBUNWH, NNaHweTn Tpudi npomusann PBST.

HacTtynHum kpokom, 100 mkn/nyHky possegeHoro 1:20,000 ko3siqoro npotu-cobadoro 1gG (Bethyl
Laboratories), KoH'toroBaHOro nepokcugasol XpiHa, AoJalTb OO0 KOXHOI nyHku. [licna uporo
nnaHweTn iHKYyOYylTb MNpM KiMHaTHIn TemnepaTypi npotarom 60 xBunuH. HacTynHuM Kpokom
nnaHweTn Tpudi npommBatoTe PBST, Ta nicns uporo y BCi NyHkM gogatoTe cybecrtpat TMB (3,3',5,5'-
TeTpameTunbeHsmaunH, Sigma Chemical Co., St. Louis, MO) y kinbkocTi 100 mMkn/nyHKy. 3abapBreHHs
yTBOpOETLCA NpoTsirom 10-20 XBUAWH NpuK KiIMHaTHIN TemnepaTypi, Ta peakuitd 3yNUHATb LUAAXOM
poaasaHHsA 0,18 M cipyaHoi KUCnoTu y KinbkocTi 50 MKN/NyHKy.

OnTtuyny ryctuHy (O.I.) BCiXx NyHOK BUMIiptoBanu npu OOBXWHI BONHW 450 HM BUKOPUCTOBYHOUM
ELISA nnaHweT-pigep (Thermo Max; Molecular Devices, Sunnyvale, CA). 3pa3ku cupoBaTtku, B3ATi 3
cobak, BaKUMHOBAHWX 3aMpoOMNoOHOBaHUMMKM aHTureHamn TSLP, posrnggann 9K 3  BUSIBIIEHUM
3abapBneHHsM, Ta TakuM YMHOM, aHTUreHu ineHTudikysanm sk 6inkm TSLP gaHoro BuHaxogy, Komnu
ONTMYHa TycTMHa 3paskiB gopiBHioBana abo Gyna B Tpuui BinbLuol, HdX MOYaTKOBa, BUSBMEHA Yy
3paskax, B3aTUx 3 cobak go iMmyHisdadil. lNoagibHo, BIQHOCHI TUTpWM aHTUTIN Ana aHTureHis TSLP
BM3HAYanM Ha OCHOBI HambinNbLWOro po3BedeHHs cupoBaTtku, 3HadeHHA O.I. gkoi gopiBHoe abo y
Tpuui GinbLue HiXX NOYaTKOBE, BUSIBIIEHE Y 3pa3skax, B3ATUX 3 cobak Ao iMyHi3allil.

AHTUTINA cneymndivHi oo aHTureHis TSLP

AHTUTINA BUPOOMAKTBECA Yy BIiANOBiAb Ha pi3Hi enitonn cobaumx TSLP, Bkntoyawoun BUAOBI,
noniMmopdHi Ta anenbHi BapiaHTu, Ta ix dparMeHTH, sK Yy iX NPUPOLHIA OpMi, TaK i y peKOMOIHaHTHIN
dopmi. AHTUTINa BpobnsitoTeest NpoTh cobavoro TSLP, SK y NOro akTUBHIN, Tak i Y HeaKTUBHIA dhopMi,
BKITIOYAOYM HATUBHY Ta [eHaTypoBaHy Bepcii. BBaxatloTb, WO TakoX BMPOONSATLCA aHTUIOIOTUMNOBI
aHTuTINa.

AHTUTING, BKMOYauM parMeHT 3B's3yBaHHA Ta OAHONAHLUIOroBi Bepcii, MpoTn nonepeaHbo
BMU3HAYEHNX (PparMeHTiB aHTUrEHIB BMKIMKAIOTb LUMSAXOM iMyHi3auii TBapuH cobaunm TSLP ta/abo
noro cpparmMeHTamu, pas3oM i3 MPURHATMMW Yy ranysi ag'toBaHTamum Ta/abo KOH'HOroBaHWMMU
iMyHOreHHMMM Ginkamu. Takmm YMHOM iMYHiI30BaHi TBapuHU € cobakamu, SKMX iMyHi3yBanu 3 MeTOoH
AayH-perynsauii aktuBHocTi cobadoro TSLP.

MpUAHATHUM Xxa3siHOM €, Hanpwknag, iHbpegHun WwTam muwen, Taknx sk Balb/c, imyHisoBaHun
BUOpaHMM Ginkom, 3 BMKOPUCTAHHAM CTaHOAPTHOrO af'toBaHTy, Ta 3a CTaHOApTHOK METOAMKOH
iMyHi3auii muwen (gueuTtnce Harlow and Lane, Id, Buwe). Ag'toBaHT BBOASITb TBAPWHI 40, ¥ KOMOiHaLi
i3 abo nicna BBeAEHHSA BaKLMHW.

AnbTepHaTUBHO, CUHTETUYHUI nNeTua, OTPUMaHWUW 3 MOCMIJOBHOCTEW, OMUCaHUX Yy [OaHOMY
OOKYMEHTI Ta KOH'HOroBaHUM 3 GIiNKOBOK OCHOBOK, 3aCTOCOBYIOTb sIK iMyHOreH. [loniknoHanbHy
cupoBaTKy 30upanu Ta TUTpyBanu NPOTU iMYHOreHHoro Girka MpOTSAromM iMyHOMOMYHOro aHaniay,
Hanpuknag, TBepAo dasHui iMyHONMOriYHMIA aHani3, iMobinisoBaHuiA Ha TBepain nigknagui. Bubupanu
nosniknoHasnbHy aHTUCMPOBATKY 3 TUTPOM 1x10* a6o GinbLue, Ta JOoCnigXyBanu Ha KpoC-peakTUBHICTb
NpPoOTU iHWWX 4neHiB poguHu IL-7 , Hanpuknag, IL-7 rpusyHiB, BUKOPUCTOBYHUM KOHKYPEHTHO-
3B'A3Y04MI IMYHOMOMYHUIA aHani3, Taknin sk onncaHum y Harlow and Lane, Id. Buwe, Ha cTopiHKax
570-573. baxaHo, KOnu y LibOMY BUMIPIOBaHHI BUKOPUCTOBYIOTL IL-7 LWOHaWMeHLe OAHOro iHLWOoro
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yneHy poauHu, Hanpuknag, IL-7 npumartis. Ynexuu poanHu IL-7 oTpuMyOTb SIK peKkOMOBIHAHTHI 6inkn Ta
i30MI010Tb, BMKOPUCTOBYKOUYM CTaHOAPTHI TexHonorii mMonekynspHoi 6Gionorii Ta 6inkoBoi Ximil, sk
ONMCaHo y JaHOMY OOKYMEHTI.

IMyHONOriYHI aHanian y dpopmMati KOHKYPEHTHOro 3B'A3yBaHHS BMKOPUCTOBYIOTb AfS1 BU3HAYEHHS
Kpoc-peakTuBHocTi. Hanpuknag, 6inok SEQ ID NO: 2 moxHa iMobinidyBatn Ha TBepay Miarnoxky.
Binkn popaHi oo npobu 3BeplyloTh 3B'I3YBaHHSA aHTMCMpOBATKM 3 iIMOOGINi30BaHNUM aHTUIEHOM.
3paTHiCTb BULEeHaBeAeHMX BinkiB 3aBepLUNTU 3B'A3yBaHHS aHTUCUPOBATKM 3 iMOGinisoBaHMM Binkom
MOPIBHIOKOTbL i3 BINTKOM, KM MICTUTbL aMiHOKMCNOTHY nocnigoHicTe SEQ ID NO: 2. KpocpeakTuBHICTb
BULLLEeHaBeAeHNX OinkiB po3paxoByloTb 3a AOMNOMOro CTaHAapTHMX crnocobis. Ti npobu cuposaTku,
KpPOCpeaKTUBHICTb SkMx cTaHoBuna meHwe 10 % 3 KoxHUM 3 BuenepeniyeHmx Ginkis, 3dvpanu Ta
ob'egHyBanu. lMicns uboro 3 06'egHaHOT aHTUCUPOBATKN BUAINSANM KPOCPEAKTUBHI aHTUTING LUNAXOM
iMmyHonoridHoi abcopbuii BuLLeHaBeaeHMMHN Binkamu.

ImyHOnoriyHo abcopboBaHy Ta o06'egHaHy aHTUCMPOBATKy MiCNs LbOrO0 BUKOPUCTOBYBamnu y
iIMyHOMOrYHOMY aHanisi KOHKYPEHTHOro 3B'A3yBaHHS, SK ONUCAHO BULIE, ONS MOPIBHAHHS OpYroro
Oinka 3 imyHomnoriyHum Binkom (Hanpwuknag, IL-7 nogidHun 6inok SEQ ID NO: 2). 3 meTolo 34iACHEHHS
Takoro MOpPIBHAHHA KOXeH 3 OBOX OinkiB gocnimkyBanu y BeNUKOMY Aianas3oHi KOHUeHTpauiln Ta
BM3HAYanNM KinbkiCTb KOXHOro 6inka, noTpiOHy Ansa iHribyBaHHS 3B'A3yBaHHA aHTMCMpOBATKM 3
imobGinizoBaHum Ginkom Ha 50 %. Y Bunagky, konu MNOTpiOHa KinbkKicTb Apyroro Oinka cCTaHOBUTb
MeHLIe HiXX AOBi KinbkocTi BMOpaHoro Ginka abo noTpibHoro Ginka, Toai BBaXkanu, Wo ApyrMi Ginok
cneundiyHo 3B'A3ye aHTUTINO, BUKIMKaHE Yy BignoBiAb Ha iMyHOreH.

AHTUTINA gaHoro BMHaxody € npuaaTHUMK ANS AiarHOCTUKW. FAK aHTUTING, WO 3axonniowTb abo
He HemTpani3ylTb, iX MOXHa COPTyBaTWM Ha 30ATHICTb 3B'A3yBaTWM aHTUrEHW, MpU LbOMY BOHWU He
iHriOYylOTb 3B'A3yBaHHA 3 peuenTtopoM. HAK HewTpanisylodi aHTuTina, BOHW € npuaaTHUMW AnS
BMKOPUCTaHHS y aHanisi KOHKYpPEeTHOro 3B'A3yBaHHsA. BOHM Takox € npuaaTHUMK ANs BU3HaYeHHsA abo
nigpaxyBaHHs KinbkocTi cobavoro TSLP abo noro peuentopiB, [guBuTuCh, Hanpuknag, Chan (ed.
1987) Immunology: A Practical Guide, AcAlemic Press, Orlando, Fla.; Price and Newman (eds.
1991) Principles and Practice of Immunoassay, Stockton Press, N.Y.; and Ngo (ed. 1988) Nonisotopic
Immunoassay, Plenum Press, N.Y.] Kpoc-abcopbuisi, iHakTMBaLis koMnnemMeHTy abo iHwi 3acobu
3abe3nevyloTb odepXKaHHA BU3HAYEHOI CENEeKTMBHOCTI, Hanpuknag, yHikanoHa abo 3aranbHOBMAOBa
cneundiyHicTb. BkasaHi cnocobu € 0CHOBOO AN igeHTMiKaLii pisHUX rpyn aHTUreHiB.

Okpim UbOro, aHTUTINA, BKIIOYaO4M parMeHTH 3B'A3yBaHHS aHTUreHy, AHOro BUHAX04y MOXYTb
OyTN NOTEHUINHUMW aHTaroHiCTaMu, siki 3B'A3yl0Tb aHTUrEH Ta iHribyTb (PyHKLiOHaNbHe 3B'A3yBaHHS,
Hanpuknag, 3 peuenTopom, WO BuKnvKae 6GionoriyHy Bignosigb. [OOaTKoBO Li aHTWUTINA MOXHa
noegHaTu 3 nikapcbkMMmun 3acobamm abo iHWMMN TepaneBTUYHUMK areHTamu, sik 6eanocepeaHbo, Tak i
onocepenKkoBaHo 3a AOMOMOrOL0 fiHKepy, Wo npuBeae Ao edekTy "Tepanii miweHen".

CWHTETMYHMIA NenTug, KU CKNagaeTbcs 3 NOCMIJOBHOCTEN, ONMMCaHMX Y AaHOMY OOKYMEHTI, Ta
npuegHaHnn o 6iNKOBOro HOCI0, BUKOPUCTOBYIOTb SK iMyHOreH. Y Byab-akomy BUMaaKy dparmeHTm
aHTUreHy MoXyTb OYTU MpuegHaHMMK OO iHWKWX MaTepianie, 30Kkpema noninenTuais, 3 ornsagy Ha Te,
Lo 3nuTi abo KoBaNeHTHOMOEAHaHI MONiNenTUAN BUKOPUCTOBYIOTb SIK iMYHOreHn, AHTUreH abo 1oro
dparMeHTN MOXYTb OYTU 3NUTUMK aboO KOBaNEHTHO 3B'A3aHVMMM 3 PI3HUMW iIMYHOTeHaMK, TakMMK SK
remouiaHiH nimdu cnvmaka, anbbymiH Ov4ayoi cupoBaTku, NMpaBLEBWIA TOKCOI4 Towlo. OMBUTUCH
Microbiology, Hoeber Medical Division, Harper and Row, 1969; Landsteiner (1962) Specificity of
Serological Reactions, Dover Publications, New York; Williams, et al. (1967) Methods in Immunology
and Immunochemistry, vol. 1, AcAlemic Press, New York; Ta Harlow and Lane (1988) Antibodies: A
Laboratory Manual, CSH Press, NY, onucaHHsi cnocobiB ogepKaHHs NOiKIoHanbHOi aHTUCMPOBATKN.

Y peskux Bunagkax, bGaxxaHO ofepXyBaTuW MOHOKIMOHAarbHi aHTWTINa 3 pisHUX BUAIB CCaBLiB
XassiHiB, TakMx $SK Muwi, rpusyHn, npumMaTtn Ttowo. OnMCaHHS TEeXHOMOrii OAepXaHHA Takux
MOHOKJIOHaNbHUX aHTUTIN HaBegeHo, Hanpuknag, Stites, et al. (eds.) Basic and Clinical Immunology
(4th ed.), Lange Medical Publications, Los Altos, Calif., Ta nocunaHHs BkasaHi y TOMY [AOKYMEHTI;
Harlow and Lane (1988) Antibodies: A Laboratory Manual, CSH Press; Goding (1986) Monoclonal
Antibodies: Principles and Practice (2d ed.), AcAlemic Press, New York; Ta 3okpema y Kohler and
Milstein (1975) in Nature 256:495-497, ne pocnigXylTb Cnocid BMPOONEHHS MOHOKIOHANbHUX
aHTUTIN.

IHWIi npuaaTHi TexHonorii BKMoYatoTh in vitro BNAMB NiMouMTiB HA aHTUreHHi noninentuau, abo,
anbTepHaTMBHO, BUBIp dhara abo noaibHMx BEKTOpiB Ans yTBOPeHHs Gibniotek aHTwTin. [QuBUTUCSH,
Huse, et al. (1989) "Generation of a Large Combinatorial Library of the Immunoglobulin Repertoire in
Phage Lambda," Science 246:1275-1281; Ta Ward, et al. (1989) Nature 341:544-546.] lNoninentngn
Ta aHTUTINA AaHOro BUHaxo4y BUKOPUCTOBYIOTb AK Y HEMOAUMIKOBaHI hopmi, Tak i y mogudikoBaHin,
BKIOYaKo4m ribpmaHi, nogibHi oo cobaumx ta/abo rymaHisoBaHi aHTUTINa.
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YacTo, noninentnan Ta aHTuTina 4aHoro BUHaAXo4y MIiTATb LUNIAXOM NPUEOHaHHA cybcTpaTy, SKkun
3abe3neyye OTpUMaHHA curHany. Take npuegHaHHs Moxe OyTW $SK KOBaneHTHUM, Tak i He
KOBaneHTHUM. ICHye BesfimKka KiflbKCTb MITOK Ta TEXHOMOrIN NPUEQHAHHS, BOHW ONUCaHi y HayKoBIin Ta
naTeHTHIn nitepaTypi. MpuaaTtHi MiTKM KNtovaoTb pagioHykneian, depmeHTn, cybetpatn, kodaktopu,
iHriGiTOpN, NyopecueHTHI 3anuwiKK, TemMintoMIHECLEHTHI 3anuLLKX, MarHiTHi 4YacTUHKM TOLWO.
[MaTeHTn, B SKMX OMUCAHO 3aCTOCYBaHHSA TaKMX MITOK, BKMoyaoTb nateHtn CLUA Ne 3,817,837;
3,850,752; 3,939,350; 3,996,345; 4,277,437, 4,275,149 Ta 4,366,241. Takox, OTpUMYIOTb
pekoMbiHaHTHI abo ribpuaHi imyHornobyniHu, gueutncek Cabilly, nateHT CLUA Ne 4,816,567; Moore, et
al., U.S. Pat. No. 4,642,334; and Queen, et al. (1989) Proc. Nat'l| AcAl. Sci. USA 86:10029-10033;
abo TpaHcreHHux muwen, ansutnce Mendez, et al. (1997) Nature Genetics 15:146-156. Lli nokymeHTuH
BKIMIOYEHi Y AaHWI ONKUC SIK MOCUMaHHS.

AHTUTINA [aHOro BUHAxXo4y TaKOX 3aCTOCOBYOTb AN adiHHOI xpomartorpadii Ans BuAineHHs
binka. FoTyl0Tb KOMOHKK, Ae GiNok npueaHaHun 0O TBepAoi OCHOBM (auBnUTUCH, Hanpuknaa, Wilchek et
al. (1984) Meth. Enzymol. 104:3-55). AnbTepHaTMBHO, aHTUreHW, NPUEAHaHi A0 TBepAoi OCHOBM,
BMKOPWCTOBYIOTb A1 OYULLEHHS BiAMOBIOHUX aHTUTIN.

AHTUTINA, BMpOOGNEHi NpoTu KoxHoro cobavoro TSLP, TakoX 3acTOCOBYHOTb ANSA BUKIMKAHHS
aHTuMigioTMNiyHMX aHTuTIN. Lle € 3pydyHnm ans BusiBNEHHst abo AOiarHOCTUKM Pi3HUX iMYHOMOTYHUX
CTaHiB, NOB'A3aHNX 3 EKCMPECIEl0 BiANOBIAHNX aHTUMEHIB.

IHribyBaHHs PHK

IHTepdepeHuis PHK, ska kogye cobaunn TSLP, y kniTuHax, siki ekcnpecytoTb cobaunin TSLP, €
aoaatkoBum 3acobom iHribyBaHHsa GionoriyHoi aktuBHocTi TSLP Ta, B pesynbTarti, nikyBaHHs TSLP-
acouinoBaHux po3nagiB, TakuMxX siK aToniyHMKA gepmatut. [nda uiei MeTu Monekynu OBOMaHLroBoi
PHK, sk XiMi4HO CMHTE30BaHi, TaK i KNOHOBaHi BCepeauHi BiAMOBIAHMX BEKTOPIB AOCTaBKW, TaKMX SK
nnasmign abo BipyCHi BEKTOPW, BKMNOYAOTb Y KNITUHW, AKi akTMBHO npoaykytoTe MPHK TSLP, 3 meToto
3MeHweHHa eHpgoreHHoro piBHA MPHK, ska kogye TSLP. lNMicna BBegeHHs umx monekyn PHK (y
BMMNAAKy €K30reHHoi goctaBkum Monekyn abo TpaHckpunuii PHK, nicna BBegeHHs nnasmign abo
BipYCHMX BEKTOPIB y MOTPIOHI KNiTMHK) iX po3LLennonTb 3a 4ONOMOrol puboHykneasn Il Ha kopoTki
HYKNeoTuaHi parmeHTy, siki HasmeawTb SiPHK (kopoTka iHTepdepytoda PHK). Micnsa yporo ui siPHK
parMeHTV BKIOYATb Y MYNbTUMOINKOBMI KOMMIEKC, AKUA MICTUTb HyKNeasy, SKUN Ha3nBaeTbCs
RISC (PHK-3anexHum komnnekc penpecii), SKMA aKTUBYETLCA B pesynbTaTi po3ropTaHHA
asonaHutorosnx dparmeHTis siPHK, BHacnigok BnnvBy PHK xenikasn. TakMm 4YMHOM OTpUMaHi
opgHonaHutorosi siPHK cnpsamoBytoTe komnnekc RISC pgo noro miweHi MPHK, ska nicna uboro
PO3LLENMETLCA Ta Aerpagye BHacnigok eHaoHykneapHoi aktneHocTi RISC.

3okpema, nnasmign, Ski MictaTe reH TSLP abo noro dparMeHT, KNoHyTb Y Byab-Kii 3 HAsBHUX
y Npogay eykapioTMyHMX nnasmig, ge TpaHckpunuis reHa TSLP abo roro cparmeHTa 34iNCHI0ETHCA
BiAMNOBIAHUM NPOMOTOPOM, Hanpuknag, npomotopom CMV abo SV40. OuunweHy nnasmigHy AHK (1-
100 mkr) micna UbOro BBOAATb Y MOLIKOMXKEHI AINAHKM LWKipWU abo y OiNsiHKM HABKOMO MOLUKOKEHD,
AKUMW XapakTepunsyeTbca aToniyHun gepmatut. BeegeHHsa nnasmigHoi OHK nicns uboro noBTOpOOTH
3 4acToTOol, NOTPiOHOW ANs BUKNMKaHHSA BignoBigHoro ameHweHHa MPHK TSLP. Take 3MeHLeHHs
BM3HAYalOThb LUMSIXOM OIOMCiv LWKipy 3 ypakeHux OiNsHOK Ta BU3HadvaTb piBeHb MPHK 3a gonomoroto
MeToiB, Taknx Ak KinbkicHa MNJ1P.

HacTtynHi npyknaan 3gincHeHHA JaHOro BUHaxXo4y CNpsiMOBaHi Ha OLUiHKY BUHaxony, NpoTe Hiskum
YMHOM He OOMEXyTb 06CAr MpaB BUHaxXoAy.

Mpuknagu

Mpuknag 1

JHK Ta 6inkosi nocnigosHocTi cobavoro TSLP

leH cobakn, skui ekcnpecye cobaunn TSLP igeHTudpikyBanu iTepauiiHuM  wnsixom,
BMKOPUCTOBYHOUN OaAHHI, B3ATI 3 €NEeKTPOHHOI 6a3n gaHux Ta 3a LOMOMOrol METOAIB MOSEKYNAPHOI
Gionorii, Ak geTanbHO ONMcaHo BULLIE.

Pesynbtatu

MocnipoBHicTb reHa cobayvoro TSLP nokasaHa Ha ¢ir. 8A (SEQ ID NO: 1), Ta nporHo3oBaHuin
6inok, akuin ekcnpecye TSLP, nokasaHo Ha cir. 8B (SEQ ID NO: 2). 3anuwkn 1-28 Ha dir. 8B (SEQ
ID NO: 2), no3HayeHi 3ipo4koto, 03Ha4Yal0Tb CUrHarnbHy NOCMIAOBHICTb, Ta 3anuwkn 29-155 o3HavaloTb
npowecoBaHui Ginok.

Mpuknag 2

KnoHyBaHHs1 Ta ekcnpecis cobadoro TSLP

IOHK, sika kogye cobaunni TSLP, ineHTudikyBanu sk onnucaHo y 4aHoMy AOKYMEHTI, Ta KIOHyBanu
B BekTopi pDONR221 (Invitrogen Gateway System) 3a cTtaHgapTHUMM crnocobamu. [ocnimkeHHs
reHiB Ta KIOHYBaHHS B BEKTOpP 3fincHioBanu y nporpami gocnigpkeds OHK 2.0., Ta ue npusseno go
KOHCTPYIOBaHHS nnasmign, aky HasmBatoTb pDONR221.G03276, sika MIiCTUTb ig€HTUMIKOBAHUIA reH
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cobayvoro TSLP. OHK, ska kogye npouecoBaHun (To6To 6€3 curHanbHOI NOCniAOBHOCTI) cobayvmn
TSLP, MJIP-amnnicikysann 3 pPDONR221.G03276, 3a 1ONOMOroto ABOX NpanMepiB, siKi MICTATb canTu
Nco | Ta EcoR V, BignoBiagHo:

Mpanmepun

#1: 5 AATAATCCATGGCATACAATTTCATTGACTGTGAC-3' (SEQ ID NO: 4); Ta

#2: 5-AAAATAGATATCTGAAATGCGACTGAAACGACG-3' (SEQ ID NO: 5).

Micnsa poswennenHs Nco | Ta EcoR V, TJIP npogyktn BBogunu y cantn Nco | Ta Sma | Bektopa
pIVEX 1.3 WG (Roche Applied Sciences, Cat# 3728803). B pesynbTaTi oTpumanu nnasmigy, sika
MICTUTb FeH, KU Kogye npouecoBaHui cobaumi TSLP, 3B'a3aHuii 3 WiCTbOMa 3anuiukamMm ricTUanHY
Ha C-tepmiHanbHOMy KiHUi ("His6-kiHeub"). [nasmigy, sika MIiCTUTb nNpaBWibHI NOCMIAOBHOCTI 3
BCTaBOK, Hasganu nnasmiga 1265-93.D. MNnasmigy 1265-93.D 3actocoByBanu ans ekcnpecii TSLP y
RTS Proteomaster Instrument BignosigHo no metoaukmn ogepxaHHs (Roche Applied Sciences, Cat#
3064859 ). Ak nokasaHo Ha dir. 1, AinaHky @16 k[da cnocrtepiranu Ha niHiax 2 Ta 4 (cTpinkw).
HocnipxeHHs BecTepH-6noTiHr (pir. 2A Ta 2B) nokasanu, WO U AingHka crneuudiyHo B3aemogie i3
aHTu-His kiHuem aHTuTina (dir. 2A), Ta MOHOKMOHANbHE aHTUTINO nautoka € cneumdiyHumM [o
noacekoro TSLP (goir. 2B).

Mpuknag 3

OpepxaHHsl cobayvoro TSLP 3 kniTnH-xassiHiB

3 meTolo ekcnpecii pekombiHaHTHoro TSLP y E. coli, HykneoTMaHy nocnigoBHICTb, sika Koaye
CTSLP (10670, TSLP, kM He MICTUTb HyKNeoTuau, siki KOO4YHTb CUrHamnbHy MOCHiAOBHICTb)
amnnicikysanu wnsxom MNP, Bukopuctosytoum nnasmigy 1265-66C sk matpuuto, pasom i3 NnpsamMum
npaviMepom Ta 3BOPOTHIM npanmepom, ski mictsTb cantu Ncol Ta Hind I, BignosigHo:

Mpamui npaimep

5'-AATAATCCATGGCATACAATTTCATTGACTGTGAC-3' (SEQ ID NO: 6)

3BOpOTHIN Npanmep

5'-ACATAAAAGCTTTGAAATGCGACTGAAACGACG-3' (SEQ ID NO: 7)

Micna poswenneHHs Nco | ta Hind lll, npogyktn MJP BeBoannn y cantn Ncol/Hindlll Bektopa
ekcnpecii pET42b(+) (Novagen). B pe3ynbTtaTi oTpumanu nnasmigy, sika kogye npouecosaHun cTSLP,
3B'a3aHMn 3 GST-niraHgoMm Ha N-kiHUi Ta 6xHis niraHgom Ha C-kiHui. lMnasmigy, sika mictuna
npaBuIbHi MOCNIAOBHOCTI 3 BBeAeHMX Hassanu 1265-93B. Ekcnpecito ribpuaHoro 6inka GST-TSLP-
His 3pincHioBanu y E. coli BL21(DE3)/pLysS, aka mictuna reH PHK-nonimepasn T7 nig koHTponem

isonponin- B -D-TioranakronipaHoaug (IPTG)-iHayumbenbHoro lacUV5 npomotepa. Knitunm E. coli, ski
micTunm nnasmigy 1265-93B, supowysanu npu 30 °C go ontuyHoi ryctnHm 600 0,6 Ta nicnsa uporo
BUKMMKanu ekcnpecito Ginka wnsxom gogasanHa 0,5 MM IPTG Ta noganbwoto iHkybauieto npu 30 °C
npotarom 2 rognH. SDS-PAGE onucye ranysb nokanisadii 6inka (CTpinoyka) npaBurbHOro posmipy (~
61 kfa), HasiBHOro y po34duHHin dpakuii E. coli (dir. 3A). BecTtepH-6noTiHr nokasye, LwWo
ekcnpecoBaHuin b6inok B3aemogie i3 aHTU-GST aHTuTinom (gir. 3D). binok GST-TSLP-His ounwatotb
3a JornomMoroto cMornu rnytaTioH-cedpaposa 4B (dir. 3B). MNicna gogaTtkoBoi oumctkn cmonoto Ni-NTA,
nepeBaxHa YyacTuHa 6inka GST-TSLP micTunach y npoToyHin konoHui (dir. 3C).

Mpuknag 4

BussneHHs cobayoro TSLP 3a gonomoroto imyHodnnyopecLeHLi

Ekcnpecito cobadoro TSLP y wkipi cobakM Ta TKaHWHI MuUrganvH BUMIptOBanu 3a LOMOMOIoH
imyHoricToximii ("IFX"), BUKOpPUCTOBYIOUM MOMIKNOHaMNbHI aHTUTINA Kpons npoTtu noacbkoro TSLP,
IMyHoOricTOXiMilO 34iACHIOBanM Ha YacTuHax TKaHWHKW, obpobneHnx napadiHoOM, B3ATUX SK 3i LIKipU
HOpManbHMX cobak, SKUM BBOOWNWM COMbOBMI PO3YMH, Tak i 3i WKipn cobak, XBOPMX Pi3HUMMU
XBopobamu, BKMOYa4M aToMiYHWA  OepMaTtuT, LWKIPHY YepBOHY BOBYaHKY, eKCydaTUBHY
OaraTtopopmHy epiTeMy Ta BpomkeHun Oynbo3Humn enigepmos. OkpiM upboro, ekcnpecito TSLP
BMMIpIOBanM y 3aMOPOXeHi TKaHWHi mirganuH, B3siToi 3 ABox cobak. MeTtoguka BMMIpIOBaHHS
ekcnpecii TSLP 3a gonomoroto I'X € HacTynHoto:

|. MigroToBKa AiNAHOK:

1. 3pasku LWKipn 3anuTi BOCKOM, MOpi3ann Ha 3pi3an TOBLUMHOK 5-7 MIKPOH Ta NOMICTMAN Ha
cnangu, obpobneHi noni-L-JIM3nHom, 3 METOK CTUMYMOBaHHSA aaresii.

2. 3pisn TkaHWH Bigainanu Big napaduHy KCUMeHOM Ta neperigpaToByBann psaoM pO34dMHIB
eTaHony.

3. BigHoOBReHHA aHTUreHy 3gificHioBanu y uutpaTHomy Oydepi [10 MM umTpaT HaTpito, SKWIA
MicTute Tween-20 y KoHueHTpauii 0,5 mn/n npotsrom 25 xB., BUKOPUCTOBYHUM nabopaTopHUn
MIKPOXBUITLOBUIA MPUCTPIA AN [OCATHEHHs TemnepaTtypu npubnuaHo 99-100 °C]. Lewn npouec
CNPAMOBAHO Ha BIAHOBMEHHA aHTUNEHHOCTI OINSAHOK LUKIPW, MacKoBaHWX MPOTAroOM iX 3aHYpPeHHS Yy
napagiH.

1. IMyHO3abapBneHHs:
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1. 3pisn iHkybyBann y 10 % HopmanbHin cupoBaTui BiCMtoka, po3BeaeHini y hocdaTHomy bydepi
(PBS), npotarom 1 roguMHuM npu KiMHaTHIN TemnepaTypi 3 METOK 3MEHLUEHHSI HecneundivyHoro
3B'A3yBaHHA aHTUTINA.

2. Hagnuwkm cupoBaTkM Buaansnu, Ta 3pi3, nokpumBanu Kponsumm aHTtutinom (1:100),
po3BeaeHMM y PBS, Ta iHKyOyBanu npu KiMHaTHIA Temnepatypi npotarom 1 rogMHu abo npoTarom
Houi npu 4 °C y kamepi BONOrocTi.

3. Micns uboro 3pi3n Aeivi npoMmmeanu y PBS npoTarom 5 XBUinH, 06epexHo NepeMillytoyu.

4. Hagnuwok PBS obGepexHo Buaansanu Ta 3pisv nokpuBany GiOTMHINbOBAHMM BICIOYMM aHTU-
kponsyum igG, posseaeHum 1:5000 y PBS, npotarom 30 XBUnuH npu KiMHaTHIin TemnepaTypi y Kamepi
BOIOrOCTi.

5. Micnsa uboro 3pi3n ABivi npoMmmBanu y PBS npoTarom 5 xBunvH, 06epexxHo nepemilllyioym.

6. Hagnuwok PBS oGepexHo Bugananu, Ta 3pisun iHkybysanu npotsrom 30 XBUNWH NpU KiIMHATHIN
TemnepaTypi y KoH'loraTti cTpenTaBiguH-conyopecuuH isoTiouiaHaTt (ctpenTaBiguH-FITC) y PBS npwu
KOHUEeHTpaUii 5 Mkr/mn.

7. Micns yboro 3pi3u ABivi npomuBanu y PBS npoTarom 5 xBuUivH, 06epeXxxHo NepeMillytoyu.

8. MNMicns uboro 3pi3n KOHTPACTHO 3abapBritoBanN reMaToKCUiHOM NPOTSroM 2-3 XB.

9. MNicnsa uboro 3pi3n gocnigxysanu 3a 4ONOMOro hnyopecueHTHOro Mikpockony.

10. MpwnaaTHi KapTUHKK choTorpadpysanu.

11.EkcnepuMeHTanbHi KOHTPOMi He MICTUIM NepBUMHHMX aHTU-TSLP aHTuTin, abo 3amiHioBanu
nepBuHHe aHTU-TSLP aHTUTINO HOpManbHUMK KPONSYUMM aHTUTINIAMM.

Tabnuus 1, Hux4e, nigcymoBye pesynbtat I'X ekcnepyMeHTiB.

Tabnvus 1

IMyHoricToximis kponsyoro aHTu-nogcskoro TSLP nposegeHa Ha 6nokax TKaHWHKW, 3aHYPEHOI y
napadiH, B3ATOI 3 cobak, ki XBOPitOTb Ha Pi3Hi XBOPOOU LLKipK

YMOBUM XBOpOOM (3aranbHa KinbKicTb GI1OKIB) Mo3utmeHi 6noku | HeratneHi 611okn

Al ypaxeHa wkipa (* n=10) 8 2

HopmanbHa wkipa, o6pobneHa PBS (n=5)

BpomkeHu 6ynbo3Hun enigepmos (n=2)

Cobayumn WKipHU YepBOHMI BoBYaK (N=3)

N|IOIN|F-
RlW|O|~

EkcypatusHa 6aratodpopmHa eputema (n=3)

* N= KiNbKICTb TBAPWH.

Ekcnpecito TSLP BusiBnanu Ha 80 % TkaHWH LWKipy 3 cobak, sikum noctaBunum giardo3 Afl, Tinekn y
20 % HopMarnbHWX TKaHWH LWKipy 06pobneHmx conboBUM po3dnHoM. Takox TSLP BusiBnanu y 66 %
Ta 100 % TkaHMH cobak 3 ekcyamBHOW 6GaraTtoOpMHOK €epuTemMor Ta cobak 3 reHeTUYHMMM
xBopobamu LKipW, BPOMKEHUM Bynbo3HUM enigepMo3om; BianosigHo. He BusBunm ekcnpecito TSLP y
TKaHWHax LWKipu cobak, XBOPMX Ha LUKIPHUA YEepBOHWI BOBYaK. Y 3aHypeHux y napadpiH TKaHWHax
wkipn ekcnpecito TSLP BusaBnanu y notoBux 3anosax. Ekcnpecito TSLP y 3amopoxeHux cobaumx
TKaHVWHaxX 3ano3 BUSABMANN Yy LUAPOBOMY CKBAaMO3HOMY eriTernii Ta NPWUMEeXHUX CIUHHMX 3anosax.
Mpuknag nosutmeHoro IMX 3abaperneHHs y 3paskax LWKipM cobak nokasaHo Ha dir. 4, Ha kv
300parkeHi 3paskuy LWKipW, 3aHypeHi y napadiH, oTpumaHi 3 cobak, SKMM MOCTaBUIM AdiarHo3 aTtonivyHun
aepMaTur.

Mpuknapg 6

BusBneHHs cobadoro TSLP iMyHonepokcnaasow

Ekcnpecito cobadoro TSLP y 3paskax LKipu, 3aHypeHux y napadiH, Ski oTpumanu 3 Wwkipu cobak,
AKMM  MOCTaBuMnM  diarHo3  aToniyHuiA  AepmaTtuT, TakoX  BUMIptoBanuM 3a  [JOMNOMOro
iMyHOTCTOXiMIYHOIO aHanizy 3 BWKOPWUCTaHHSAM 3abapBrneHHs iMyHONepokcuaasow K cnocoby
BUSBMEHHSA. Y UbOMYy cnocobi eniton-cneumdiyHe nNaUlOKOBE MOHOKMOHANIbHE aHTUTINO, sike
Bupobnanoce npotu noacbkoro TSLP, BukopuctoByBanu 6K MepBUMHHe aHTutino. [lpoueaypy
BM3HauyeHHs ekcnpecii TSLP wnsaxom 3abapBneHHA iMyHONepoKcuaasow 34iMCHIOBaNyM HacTYMHUM
YNHOM:

CneuianbHi peareHTu

HopmanbHa cupoBaTka HoBOHapomkeHux TenaTt: #N-4762 Sigma

MapadiH-3aHypeHi TKaHWHW LKipK

lMepBUHHE aHTUTINO: NautokoBMn aHTU-NoAcLKkM TSLP mAb nautokosuii IgG2a
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BTopuHHe aHTuTINO: Kponaumm aHTu-nauiokosun 1gG (BGioTnHinboBaHwun): BA-4000 Vector Lab.
Burlingame, CA.

PeareHT ans BusBneHHs: ctpentaBuamH-HRP: #43-8323 Zymed Labs. San Francisco, CA AEC
substrate Kit: Biogenex#HK129-5K San Ramon, CA

1. 3pa3sok 4-6 MKM.

2. BucywysaHHs npoTtarom 10 xB. Npu KiIMHaTHIN TemnepaTypi

3. dikcauia npotarom 10 xB. y aueToHi

4. NpomueanHs y PBS (0,01 docdatHum conboBuii 0ydep) npotarom 3 xB.

5. BnokyBaHHs wnaxom iHkybauii y 0,3 % nepokcugi BogHio 3 0,1 % as3vgom HaTpito NpoTarom 7-
10 xB.

6. NMpomuneaHHa npoTarom 5 xB. PBS.

7. bnokyBaHHs1 3pa3ka 1 % HOpManbHOI CMPOBATKOK HOBOHAPOMXKEHUX TenaT npotsarom 20 xB. y
Kamepi onsi 3BONOXKEHHS.

8. BucylwyBaHHs npenapaTty Ta HaHECEHHsI NePBMHHOIO aHTuTINa, po3seaeHoro 1:100, npoTarom
2 roavH Npw KiMHaTHIn TemnepaTypi.

9. NpommnBaHHsa NpoTsirom 5 xB.

10. HaHeceHHs1 BTOPMHHOrO aHTuTina (Kponsymnm aHtu-nautokosun IgG @1:400) npotsarom 30 xB.
Yy Kamepi A58 3BOSIOXKEHHS NPY KIMHATHIN TemnepaTypi.

11. NMpommBaHHA NpoTArom 5 xB.

12. BucywyBaHHsi Ta HaHeCeHHsl peareHTy Ansa BusBNeHHs (cTpenTtaBignH-HRP @1:400)
npotarom 30 XB. NpW KiMHaTHIN TemnepaTypi.

13. lNMpomMmBaHHA npoTsarom 2X5 xB.

14. HaHeceHHss AEC npotarom 2,5 xB. PerynioBaHHA BignoBigHO [0 ©axaHoi iHTEHCUMBHOCTI
3abapBneHHs Ta OHy.

15. KoHTpacTHe 3abapBreHHs reMaToOKCUNIHOM Ta MOHTYBaHHS npenapary.

Habip TkaHuWH wWkipyn cobak, B3ATMI 3 cobak xBopux Ha ALl , TectyBanu wnsxom X ananisy,
BUKOpPUCTOBYIOUMN cneundiyHe o cobadoro TSLP aHTMTIno. Pe3ynbrartu, 3as3HayveHi Ha dir. 5,
nokasanu, Lo Take aHTUTINO B3aeMOIE€ 3 MOJIEKYNOLD, sika PO34iNse aHTUreHHi enitonu 3 MACbKUM
TSLP. 3abapBneHHsi lumaToukiB cobavoi wkipn 3 ALl BUSBUIIOCb HACUYEHUM Y OiNsiHKaX XPOHIYHOro
3ananeHHsl, ge enigepmic O6yB noToBweHWMW. Lleii MamHOK cniBnagae 3 QaHumu, LWo[o
posTawyBaHHs ekcnpecii TSLP y 3pizax wkipy nognHm 3 Al Ta gogaTkoBO NigTBEpAXYeE, LWO
MoOrneKyna, BusiBfieHa y 3pi3ax TkaHuwH wkipn cobak 3 ALl, € cobauum TSLP. He 6yno BusBneHo
3abapeneHHs aHi npu PBS, aHi npu pi3HMX NauoKOBMX MOHOKIMOHANbHUX aHTUTINax, cneumndivyHux o
pi3HMX Binkis (nimcoumT-acouiioBaHmx Ginkis).

Mpuknag 7

ManysaHHs enitonis cobavoro TSLP

3 meTot0 igeHTudikauii enitonis cobavoro TSLP, npugaTHNX AN BKMAYEHHSA y BaKUMHY, 34aTHY
HeWTpanidyBatu akTuBHiCTb TSLP, cuHTe3yBanu Habip nenTugis, WO NEPETUHAKTLCS, Ha OCHOBI
nocnigoBHocTi cobayoro TSLP, Ta TecTyBanu ix Ha 34aTHICTb B3AEMOAISATU 3 HEUTPani3ylounm aHTu-
noacbkum TSLP MOHOKNOHanbHUM aHTuTinom. Ons uiei metn Habip nenTuais, WO NepeTUHalTbCS,
OOBXWUHOW 15 aMiHOKMCNOT KOXEeH Ta BUCTYN 3 ABOX aMiHOKMCMOT CUHTE3yBamnu nig Homepamu y
MIMOTOPES (Minneapolis, MN). MocnigoBHOCTi LuMx nenTugie nepenideHi Ha Tabnuui 2. MNentugn 1-
57 cuHTesdyBanu 3 amigoBaHuM KiHuem Yy koHdirypauii NH2-MEMNTWO-PIN. Mentngn 58-94 (konii
MaTepuHCbkMX nentugie 1-37) BMpoOUNM 3 aueTUnNbOBaHWM KiHUEM Y KoHdirypauii ALETWJI-
MEATWAO-PIN.

Homepn nentuaiB nepeniyeHi Ha Tabnuui 2 TectyBanu y pocnimkeHHi ELISA 3srigHo 3
pekomeHgoBaHuMu metogukamu (Mimotopes, Minneapolis, MN). Ak nokasaHo Ha ir. 6, nentug # 25
(eniton 25) 3 amiHokucnotHow nocnigosHicTio NH2-ARIERLTLHRIRGCA (SEQ ID NO: 32) mas
HamBuLy peakTuBHicTb npotTn PAB100 MOHOKNOHanbHOro aHTtutina. [lopiBHAHHA Ui€l nenTugHol
nocnigoBHOCTI 3 BiAMOBIAHOK YSBHOK NENTUAHOK NOCNIAOBHICTIO Noacbkoro TSLP nokasaHo Ha dir.
7.
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Tabnwuyn 2
Cobaui TSLP, sukopucTadi AnA kapTyeaHHA eniTonis
Homep enitony SEQ ID NOs:  Homep enitony SEQ ID MOs:
[ 1 YNFIDCDFEKIRWKY |8 48 AHKKRKKRGVTTNEC | 55 |
|2 FIDCDFEEIRWKYQE g 48 EEREERGVTTHNECRE | 56
| 3 DCDFEKTRWKYQEVI | 10 50 REKRGVTTNKCREQV | 57
| T4 DFEKTRWKYQEVIYO | 11 51 KRGVITNKCREQVAH | 58
| 5 EKIRWKYQEVIYQAL |12 52 GVITNKCREQVAHLI | 59
I & IRWEYQEVIYQALEK |13 53 TTHECREQVAHLIGL | 60
7 WKYQEVIVQALEKYM |14 54 NKCREQVAHLIGLWR |61
8 YOEVIYQRLEKYMDG | 15 55 CREQVAHLIGLWRRF | 62
"5 DVIVQALEKYMDOTR | 16 | 56 EQVAHLIGLWRRFSR | 63
10 I¥QALEKYMDGTRST | 17 57 VAHLIGLWRRFSRIS | 64
11 QALEKYMDGTRSTEF | 18 58 YNFIDCDFEKIRWKY | 65
12 LEKYMDGTRSTEFSH 13 58 Fl UFUF“KI?WKYQE 117
13 KYMDGTRSTEFSHPV | 20 60 DCDFEKIRWKYQEVI | 67
14 MDGTRSTEFSHPVYC | 21 61 DFEKIRWKYQEVIYQ | 68 ]
15 GTRETEFSHPVYCAN 22 &2 EKIRWEYQEVIYQAL | &3
16 RSTEFSHEVYCANPE | 23 63 TRWKYQEVIYQALEK | 70 ]
17 TEFSHPVYCANPFDC | 24 64 WKYQEVIYQALEKYM | 71
18 FSHPVYCANPEDCLA | 25 65 YQEVIYQALEKYMDG | 72
19 HPVYCANPEDCLARI | 26 66 EVIYQALEKYMDGTR | 73
20 VYCANPPDCLARIER |27 67 IYQALEKYMDGTRST | 74 )
21 CANPPDCLARIERLT | 28 68 QALEKYMDGTRSTEF | 75
22 NPP WCLARIERLTLH 28 £3 LF{‘:"Y.:G"‘RSTT‘FHI T&
23 PODCLARIERLTLHRI | 30 70_KYMDGTRSTEFSHPV | 77
24 CLARTERLTLHRIRG |31 71 MDGTRSTEFSHPVYC | 78
25 .FRIEFU TL liTtI'tGCH 32 T4 GTRSTEFR SHP‘J"’(.F-."J 79
26 IERLTLHRIRGCASG | 33 - 73 RSTEFSHPVYCANPP | BO
27 RLTLHRIRGCASGAR | 34 |74 TEFSHEVYCANPEDC | 81
| 28 TLHRIRGCASGAR A 35 75 F@”P"JYC‘P;NFPDCIA Bﬂ! ]
29 HRIRGCASGAREAFA | 36 76 HPVYCANPPDCLARI | B3 ]
30 IRGCASGAREAFAEG | 37 |77 wYCANPPDCLARIER | B4
11 GCASGAREAFAEGTV 38 78 CM\IPPDCJRTERLT 85
| 32 ASGAREAFAEGTVAA | 33 75 NPPDCLARIERLTLH | 86 ]
| 33 GAREAFREGTVAALA |40 B0 PDCLARTERLTLHRI | 87 N
|34 _REAFAEGTVARLAAE |41 81 CLARIERLTLHRIRG | B8 —
315 AFAEGTVAALAMRECF |42 82 ARIERLTLHRIRGCA | 83 |
36 AEGTVAALAAECPGY |43 83 IERLTLHRIRGCASG | 90 |
37 GTVARLAARCPEY AN 44 Eé RLT L'"IRIRGCP.S{.:AH 91
38 VAALAAECPGYAAAP | 45 | 85 TLHRIRGCASCAREA | 92
| 35 ALARECPGYARAPIN | 46 - s &6 HRIRGCASGARERFA | 93
44d MEC‘PG‘IAAAPINNI 47 ST 1 HGCILEGAREEFF&EG 94
41 ECPGYARAPTNNTQA |48 | 88 GCASGAREAFAEGTV | 95
42 PCYRRAPINNTQAKK |49 | 89 ASGAREAFAEGTVAA | 96
43 YARAPINNTQAKKKR |50 | 50 GAREAFAEGTVAALA | 87 |
44 AMPINNTQAKKKREK |51 31 REAFAEGTVAALRAE | 98 |
45 PINNTQAHKERKKRG | 52 92 APABGTVAALAAECE | 99 I
46 NNTQAKKKRKKRGVT | 53 93 ARGTVARLARECEGY | 100 — |
47 TQAKKKRKKRGVITN |54 [ 94 GTVAALAAECPGYAA | 101

[OaHnn BuHaxig He oOMeEXyeTbCsi MEBHUMMMW BapiaHTaMKU 30IACHEHHS, ONUCaHUMU Yy OaHOMY
OOoKyMmeHTi. Hacnpasgi, pisHi mogudikauii BuHaxody, Ha 0O4ATOK A0 TUX, LLO OMNWCaHi y JaHoMy
OOKyMeHTi, bygyTe ouyeBmgHummn ans daxiBuiB 3 BULEHaBEAEHOro onucy. Taki mogudikauii He
BUXOOATb 3a pamku 3asiBNeHoro y oopmMyni BuHaxogy o6'emy npas.

TakoX NoTpibHO pO3yMmiTH, LLO BCi pO3MipM OCHOB ab0 aMiHOKUCIIOT Ta 3HA4YeHHSI MONEKYNSAPHOI
Barn abo macu, HaBefeHi Anst HyKneiHoBMx KMcnot abo noninentuais, € NnpubnnsHMMK, Ta HaBeAeHi
ans onucy.

Y paHoMmy [OKyMEHTI HaBedeHi GaraTouucernbHi nyonikauii,
[OKYMEHT SIK MOCUMaHHS.

CyTb SIKUX BKMOYEHA Y [OaHui
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SOPMVYJIA BUHAXOLOY

1. BekTop ekcnpecii, kM MiICTUTb MONEKYNY HYKNEIHOBOI KMCMOTU, SiKa KOOYE i305IbOBAHNN TUMYCHUI
cTpoMarnbHun nimgonoetTnyHnn Ginok (TSLP) abo 1roro aHTureHHuin doparmeHT, ae BkasaHun TSLP
MICTUTb aMiHOKUCITOTHY NOCHigoBHICTb, ka Ha 90 % abo Ginblle € i0eHTUYHOI A0 aMiHOKMUCIOTHOI
nocrnigoBHocti SEQ ID NO: 2, 3a BUKMOYEHHSIM 28 aMiHOKMCIIOTHOrO 3anuLKy CUrHamnbHOI
MocrigoBHOCTI; Ta e BkasaHun TSLP € kpoc-peakTMBHUM 3 aHTUTINIOM, sike BUPOONSAETbCSA MpPOTU
cobayoro TSLP, sakunii MicTUTb aMiHOKMCIIOTHY nocrnigoBHicTb SEQ ID NO: 2.

2. Bextop ekcnpecii 3a n. 1, ge TSLP 3B'asye eniton-cneundivyHe cobaye TSLP aHTUTINO.

3. Bektop ekcnpecii 3a n. 1, ge TSLP € cobaumm TLSP.

4. Bektop ekcnpecii 3a n. 1, ge TSLP micTutb amiHOKMCNOTHI 3anuwkn 29-155 SEQ ID NO: 2.

5. BekTop ekcnpecii 3a n. 1, Ae Monekyrna HyKneiHOBOI KMCNOTU MICTUTb HYKNEeOoTUAHY NOCNIAOBHICTb
SEQ ID NO: 1.

kda 1 2 3 4
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ARIERLTLHRIRGCA

Cobaka:

TEIQSLTFNPTAGCA

NwanHa:

Oir. 7
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5 -
ATGGTGCCTCGATGCCCTGCTCGAGCCTGC TCGAGCETCTTCTTTAGGAAGAT
CTTCGTCTTGCAGCTGGTAGGGCTGGTG CTAACCTACAATT TCATTGACT
GTGACTTTGAGRAGATTAGATGGAACTATCAGGAAGTCATTTACCAAGE
CTGGAGARATACATGGATGGGACCAGGAGCACGGAGTTCAGCCACCCCGT
GTACTGCGCGAACCCGCCCGACTGCCTGGCCAGGATCGAGCGGCTCACCC
TGCACCGCATCCGCGGCTGCGCGTCGGEUGCCCGGGAGGCCTTCGLCGAG
GGGACGGTCGCCGOGCTCGCUGCLGAGTCCCCEEGGCTACGCCGCACGCGLC
GATAAATAATACCCAGCGCAAAGAAGAARAGAANAAAAAGAGGAGTCACAL
CAAATAAATGCCGGGAACAAGTCGCACACTTAATAGGGCTOTGGCGTCGT
TTCAGTCGCATTTCATAG -3

Dir. 8A

*
MVPDALLSVLSVFFRKIFVLQLVGLVLTYNFIDCDFEKIRWKYQEVIYQA

LEKYMDGTRSTEFSHPVYCANPPDCLART ERLTLHRIRGCASGAREAFAE

GTVAALAAECPGYAAAPINNTQAKKKRKKRGVTTNKCREQVAHLIGLWRR

FERIS
dir. 8B

Komn’'toTepHa BepcTka A. KpyneBcbkuii

HepxaBHa cnyxba iHTenekTyanbHoOi BNacHocTi YkpaiHn, Byn. Ypuuskoro, 45, m. Kuis, MCI1, 03680, YkpaiHa

AN “YkpaiHCbKuiA iIHCTUTYT NPOMUCNOBOI BNacHocTi”, Byn. MasyHosa, 1, M. Kuis — 42, 01601

32



