anUs1guazITalng

AuzgITeanse  amplify TSLP  gene ld9nnisadnensidweves  Human
epithelial cell line (A549) fignnseduansnegiiuilsdu wdwhmsiaeu RNA T8y cDNA
yhmsdud iy TSLP Taeldglnswesfisinnudumedetu Tnsnisesnuuuglnsies
910 human TSLP sequences fislogflugudiosa Tnemudn PCR product fwuiauszanms
489 bp wazidlath PCR product ﬁﬂﬂa"rﬂﬂmmaauﬂmugﬂé‘f@\‘i@fwﬂﬁﬁﬂ DNA sequencing
ﬁ”’qflﬁaﬁué’ummgﬂﬁawm PCR amplified-DNA sequence 78U sequences ¥89 gene
Whvnea3s 21nn1sEnwImuT sequences AildRawmileuu human TSLP gene #if
enueglugutoya auzditeddaauduidustaves TSLP vosuyudidhlu expression
vector U1 recombinant vector LGﬁﬂgiLL‘UﬂﬁL%‘EJ E. coli ¥nn15 induce ¥ transformed
E. coli w@n recombinant TSLP Wavi1n1s purify recombinant TSLP aaﬂﬁl’lﬂi‘diaugw]
vowuafise me affinity column  mndurnzdideliinszdlusiudnanieds sps-
PAGE uag LC MS/MS wuinlusiufindslafivunauseana 15 KDa

AuzAdEld TSLP Andnduiduneufiaudmanglunisvi Bio-panning Litedaiden
phage clones 7 display human ScFv fifiauanigsia TSLP protein 370 human
antibody phage display library snsidenldmadia phage display lun1sfnden wasnds
woufve selusiusne q uflunuiunin 20 Fudr (Winter G et al, 1994) uazdumainadi
Tdanliuunaziinaildain :nnsduAndeniaau transfected £ coli 31171 192
Taau lUaANdun19n51980U huScFv gene #1835 PCR Wua1 49 laaudl huScFv gene
ndurtinisnsedunisaine HUSCRv nuwaduuaiiBedagn transfect #8  individual
phage clone nuiniivianun 20 Tnauaunsaasns HUSCFY ¢ #e clone no. 5, 9, 10, 22,
24, 25, 34, 35, 37, 41, 44, 70, 75, 76, 79, 82, 88, 90, 94 way 96 G?}Q HuScFv ﬁmﬁmﬁuﬁ
YUIAUTENIU Mr 25-30 kDa #8391NN193LATIERALALNTAUDS selected HB2151 E. coli
clones Tumsuanlaiana HuScFv Aizg3deliuasutelnauliitu Tnauil 1-20 Audsu

et crude HuScFv 11 20 clones lunagaun1sures HUSCRY fanas sie human
thymic stromal lymphopoietin protein A28735 indirect ELISA Wu313l crude HuScFv
37U47U 10 clones Ad clones no. 2, 3,4,5 6,7, 8 11, 12 uag 16 Tinauantu indirect
ELISA A8lA1 ODyggsnm ABLUSAY human thymic stromal lymphopoietin q\‘m’i’]mmﬁmﬂ
BSA background control 8819uo8 2 W1 L@ATINAINAIINER human antibodies #18
wAllA phage display thuanursenan human antibodies fifimuanutsalunisduiu TSLP
protein lag11u 10 lrau

ANZEITEUN human antibodies i1 10 Taaw luvinsnaaeuusyansnlunisdiuds
wihiives TSLP Tnen1suay antibodies (20 ug/mb) Lmaiﬂauﬂu TSLP Aow 91ntuiluld
T well 7if Myeloid dendrmc cell ’e]EJ mmnamwaammmm 37°C Tuan el 5% Cco,
Hunan 24 dalus andushnisnsiasey OXaoL VuRLwadfiazuanseenvdsanLeadon
nsgdufie TSLP suiisuduisadilignnszdu 91nn1smaaeunudn human
monoclonal antibodies TAaufi 5 uay 7 uans Percent inhibition qﬁ?jﬂﬁ@ 89 uae 80%
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puady Weifisufunguaiuauitlildl monoclonal antibodies waglaaud 2, 3, 4, 6, 8, 11,
12 ua¥ 16 uand Percent inhibition figa 10-35% wirtiu 9ndeyadanauansdn human
monoclonal antibodies Trawd 5 waz 7 fiusvansamlumssudenisyauves TSLP
910 Human antibodies #9 10 Tpaufiduagnesnmziu TSLP protein Sl
2 Tauwihiufianunsadiudsnsvhaumes TSLP protein le@sazidungizdn LouRUaRTa
2 Teauihileduifu TSLP  protein udaiinavil TSLP  protein lalanansaludusu TsLP
receptor  UuHIwadale MlillaunsanseAunITanteanTas OX40L vuRwaala du
human antibody Traudu 9 dhazdufudiudures TSLP protein wazlifinalunisdudavie
TAUI9NITIUAU TSLP receptor UuRLwaa
Pnnsneaeuddiu azdiuléin human monoclonal antibodies Taaufi 5 uag 7
WA Percent inhibition qqﬁqmﬁa 89 uaT 80% MNAINU wavlpaudl 2, 3, 4, 6, 8, 11, 12
Waz 16 uane Percent inhibition 10-35% lumsiiudszansamuesnisdiudamthiives
1UsAu TSLP 198l Percent inhibition ;j\‘i"ﬁyuﬁ?u sty cocktail antibodies %3ansly
weuveivanesisiihilumssudimsrhauwedddsiiv TSLP dududediinls Tae
MsAn® Binding epitope vosauAvaRusazlnay Tnan1sialrauiiduiu epitope U
TUsiu TSLP Auazsumisfavaneldaasunmssudensyhanuvedidsiiu TsLP 1¢ uenanni
msld epitope binning  wienswnisanasunmsiminiivesweufivefuiaglinaudaeis
surface plasmon resonance ami’;Ef[,ﬁmmmL?ﬂ'aﬂ%’uﬁmmLLauauaﬁﬁﬁaLa%ﬂﬁﬁ affinity

lun133uiiu target protein Ao TSLP getu wazaswalyt Percent inhibition isxNUY
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AjUnan1sIeuastorauaLuL

A13a579  thymic stromal lymphopoietin (TSLP) 970 epithelial cells U3t
maiiumela keratinocytes wag stromal cells Weld3uasnogiiuiiinan annsanseduly
wadlus1ane Wy dendritic cells, T cells, mast cells wag NKT cells #&s Th2 cytokines
U IL-5, 1L-6, IL-10 uay IL-13 1Jusu 59ufs mediators @199 vinllAn airway hyper-
responsiveness (AHR), airway inflammation Wag atopic dermatitis TugUag Tassmsideil

I~ o

WRUIITNTIUTINTINULe9lUTAU TSLP Taan1sim3es recombinant TSLP el
TUsfudnanuliiduneudiaulunsdniden phage clones 7 display HuScFv Aisuiu
TSLP 970 human antibody phage display library

a

AnizfIdeldvihnisatinensiduoain epithelial cell line fignnszduansieniiu
wdinsden RNA 1y ONA  vimsuiinduudu TSLP Tneldglnsiuesig
AN UNIZADEU Laewudn PCR product Hvunauszuna 489 bp ﬂmz;ﬁ%’a%ﬂﬂauﬁuﬁlﬂu
517av8 TSLP weauyuwdidnlu expression vector 11 recombinant vector i1guuaiise
E. coli ¥n1g induce 19 transformed E. coli W&# recombinant TSLP La2%i1n1s purify
recombinant TSLP senannlusiuduquesuunfiie de affinity column sntudiasien
TWsAurand1a7ilédeds SDS-PAGE wag LC MS/MS wuinlushufindaldfivunuseana

15 KDa

Az AITElAAUARASIM1997N stock wazn3euN1Rd MUY Bio-panning wagyinn1s
bio-panning Liiafniden phage clones i display HUSCFv 118191001591 Bio-panning Lite
fauden phage clones 7 display human ScFv iflanuanizse TSLP protein 970 human
antibody phage display library 12 Tasinisdne phages Lsi’héwjaﬁlﬁﬁﬁm HB2151 E. coli
84 transfected E. coli danunsavasapiulalduuormsiia amplicillin wauegld vinisdu
Faidenlmau transfected £ coli TLasayuuamsiasadoninanisiuiu 192 Taau v
FNTIUNINTIIEEU huSCFV gene #8738 PCR wudn 49 Taawil huScFv gene anntiuvinnns
nsEAUMIATNe HuScFv 9niwaduuaiiizedagn transfect $ne individual phage clone
ALK IAYIINTIATIEYANAL5070Y selected HB2151 E. coli clones lun1suén
Tuiana HuScFv 1udn 990 HB2151 E. coli $117u 49 clones Thirunitaszinisainsluiana
HUSCFY Wuniianus 20 Trauanunsaad1a HuScFy 1¢ @e clone no. 5, 9, 10, 22, 24, 25,
34, 35, 37, 41, 44, 70, 75, 76, 79, 82, 88, 90, 94 uag 96 ‘?flx‘i HuScFv ﬁmémsﬁuﬁﬁumm
Uszunal Mr 25-30 kDa #8991n0153LAT1ERAINAINNTAVDY selected HB2151 E. coli
clones Tumsuantaiana HuScFy Aizd3delduasutelnaulmiidu Taauil 1-20 Aud iy

ANEKIT8UN crude HuScFv fiw3auann transformed £ coli clones $uau 20
clones lUnAaaUNI5IUVRS HUSCFV A3na11 #io human thymic stromal lymphopoietin
protein #1875 indirect ELISA Wu31#l crude HuScFv Tu lysates ¥04 transformed E. coli
97u71 10 clones fd clones no. 2, 3, 4, 5, 6, 7, 8, 11, 12 uag 16 lvinauinlu indirect
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ELISA Aol#A1 ODygsnm M0IUSAN human thymic stromal lymphopoietin a\iﬂ’jﬂﬁﬂﬁléfﬁnﬂ
BSA background control 9&131ag 2 1111 \fiensavdeu sequence diversity U89 TSLP—
huscfv agRela huscfr amplicons lgins amplify 910 £ coli clones i
10 clones lﬂmmmauiwmmmw Mval wEnhludnseflaenisuenduidueilane
polyacrylamide gel electrophoresis Lﬁa@j RFLP patterns w839 huscfv amplicons 210
wiaz transformed E. coli clones $av1n RFLP patterns U84 huscfv amplicons a1NuAaY
transformed E. coli clones #il#1nn15% bio-panning freweufiauiieatiu fs1uiu RFLP
patterns Saunfiagdauanein HuScFv 210 transformed E. coli fivaaaufininunainmane
g9 wazu19zdunu epitopes U TSLP fsnafiunsoegnatiosfiil affinity sl epitope #eiu

1NN19911 Mval-RFLP 994 TSLP -huscfv mmma‘v transformed E. coli clone
37U 10 clones ‘W‘U’JﬂWJULLU‘U RFLP finnsnsfuvionun 3 patterns A® patterns 1 lgin
clones no. 2, 4, 6, 8, 11, 12 uag 16 patterns 2 lauA clone no. 3 uaz patterns 3 laun
clones no. 5 way 7 wandi1 TSLP-huscfv 91nusiag transformed E. coli clone ilgimanu
nannany

AnzE T8 lavinImaaeuYsEaNSAIMUes human monoclonal antibodies 91H&#
U9 10 lpaude clones no. 2, 3, 4, 5, 6, 7, 8, 11, 12 way 16 lun1sdugdantingives TSLP
Inuniswad antibodies (20 pg/ml) usaglpaudu TSLP Aou arnduilulaly well 913

Myeloid dendritic cell og vhmsideasadiigumndl 37°C luanneiid 5% CO, W
24 dlas nduiin1sns9Eey OXA0L VuRwadTiasuansoDnVdsIINwadgNNIE ALY
TSP wWisuiisufuiwaddilignnszdu 9annnsmaaesunudn human  monoclonal
antibodies laauil 5 waz 7 uans Percent inhibition Qqﬁqmﬁa 89 way 80% MUEIAU
LﬁaLﬁUUﬁUﬂamﬂaUﬂmﬁiﬂﬁ monoclonal antibodies wavlpaud 2, 3, 4, 6, 8, 11, 12 uay
16 uans Percent inhibition ifigy 10-35%  wintu 9ndoyadinduanain human
monoclonal antibodies Taaudl 5 way 7 fUszavsamlunissudanisvharumes TSLP

d@95U human monoclonal antibodies 1nANSAN®NY 8199gduganisaniauly
Mafuelale wedasinnisneasssall

dwsunalnnisdudanisvinauaes TSLP Tne human monoclonal antibodies Taau
75 way 7 \JudsiiunrzAnwisieludn molecule vea antibody dufudiulvuves TSLP
Protein vnns1vazilulselovilunsanunalnnisdudansyinuves TSLP 14

dmSU  epitope TiweuRvedlaaudl 5 way 7 Suuuldsfiu TSLP wnemdu
neutralization epitope %ﬂﬁmmﬁﬁm MUINNIIU amino acid sequences UBY epitope
fana1n naxnsarhll immunized quwmaaaLﬁamaaudwsmmmmﬁmLLauauaﬁﬁﬁm
vidatfudanisvihuihfivedlusiu TSLP ewdelsl
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