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mayVHohﬁﬁbH a difaiE thhsig ﬂdlﬁ)@i)ﬁdéﬂra%f%ﬂ dut:leﬁ:f acldd %néda}h%%é Riion polypeptide.
Ies Se recep

The e A B iy eBi g s s e P B bmesn W § WRGF gn it reduced
seruphatfdife & ¢ shtesclafanté)eatd/a@ piscraabed theud pmafutlb@ AudRYsndaBer size is
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(i ncI udi ng the si gnal sequencg 1-26); or am no acids
27-129 of SEQ ID NG 10, or 1- 129 of SEQ ID NO 10
(i ncluding the signal sequence at 1-26). In the nost
speci fic enbodi nents, R2 is am no acids 127-228 of SEQ
ID NO 8, or am no aC|ds 130- 231 of SEQID NOlO In
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as an aptoner, a peptide, or an oligosaccharide. The
nol ecul e may further be a protein, such as, for
weszaspbmss FcgRl, FcgR2, FcgR3, polyneric | g reR€pUS1004/021059

LPh &R oBefe bhehcRAs b3RsHerfcr "?IQ;%EE&‘) SstR&Sdehfidlly of VEGF
Verfor a sé)r ﬁn\@aregf]g?ﬁrjl [(1)1838% V\henertche usi osﬁﬁlgartenerylosV

recepiof,domping Yo rpe qempinpsions therqof teans senstalddyy Jgavage of a
pormﬁmﬂbe;tajr@t &emuﬁdirrzed &apg&wlug Dfusiontpartae tcoM@onsht Whiah @ NLMltimerizing
order str

con{ppﬁleﬁg Meg?c@?angag # §L?Fvagﬁ/[f§glﬂ% )(/(IZJ [r?%qnz Ooé%ggﬁttgﬂl&rfgnaecys{eine residue or

amigg pcpé sqquﬂmlcuntamglgloau or HEIGZCPYMBB]IG rekidv@s frsordetweee deckptontomponent
donfaids Ut Qecfic e%odlﬁ{%% EHE Fdﬁ)gx‘?ﬁje ;}fg{}é?ﬁbﬁ Ebeles%oc%t eﬁa%ﬁt 60 kD as

regi ons o pa or la ai ns; synt
meagwgd, by, §BS- sﬂfcﬁqa@ymemps@ referpblhiedbowt Yo fegey wmeeqrefetpbly about 20-30
kD; &k is dbdRAB)k RS apMd of HRBAVEGP hyithGRIakfirkQicbmpREUIE & a full-sized parent

d% “ @ ﬁ%ﬁﬁ{ g&ng{ally accepted nultinerizing
trap fi5seaioRd me SP41¢4%& art. In some enbodiments, the

fusi on conponent conprlses an innunoglobulin-derived

Nucqelrc'fq&c#d do?n%u%g ﬁxﬁ‘ﬁﬂ- sh%ion. human 19gG IgMor IgA In

I mmunogl obul i n-deri ved
[002§d> nEierpresgyt beengion emtvei@s fardhe cdmetreption of ownteit s¢id mplagfiles encoding

ﬁlSlBi%Olﬁ%gMéﬂ}bﬁf of tgrﬁmgt ‘VﬁGﬁ %ﬁ}{é’ oﬁgﬁ‘l'tlﬂleﬂiedl\%F ﬁ‘:ﬂ)g tI“H‘?nuclelc acid

al n donmal n
moleaiies of &he inYHER ﬁ@y|e§%ﬂd9 a\@@ tygrR 1 %@zd/oq 5%;sece1aﬁrdcomgagaents or
fun@BnME/ dquaaeﬁmanaﬁt& SHedeBE Whilirdd! RiceRGHenkS C4r}RE oF FIRUPL, R2Mand/or R3

| e V| t f th t . th . .
receﬁ{}?tchﬁgﬁg I’?g t};te egﬁg ﬁé 1f1£e% Pf? pﬁ&ﬁg@g\ég%ﬁ%eﬁ %y%%p@mutatlons in the
encd\ﬁhélﬁl):leloc?ﬁubma]bctm Ghuchlvariagia et deHGE evniple, Teletims [[063 84 insertions or
sub%tlﬂltl%ﬂse?ie %9@% é@ﬁ%mcﬁé {6 iR aJiJP ?e héh‘é? BIP kP2 aﬁad/or R3. Any

runca rap conpri si nor e Sk on -
combiiatigreeft dedpsion.ofsertinm, pod/sbstitefpn may lgeem@deatp@crlwt a fina] construct,

prox%&’éal tﬁeﬁtthenﬁna@ cRRIrEAbHodsERE thé“ilhﬁ@ bR A8 mh(r‘tQ{‘VEGF” ng
condi tions under which one or nore

[0027] gg?ss ﬁlu%l@ﬁtaalfiﬁ]il(ﬂgbu re; 1§se(tg<il gx)to 2 VectQrdhat 1s|-f.rge ’po express the fusion
polypesitdes ivheh infrofiead ao B ApprépraR Hoslycelle Apptdpribtedidst cells include, but are

not E{%Eté% f(l)lo Rgclé%a¥ zi'g?ﬁt nés%ﬁ}égégar%f %rgla i e:@t Eéég ?35 rge;h(l)gds H]l(?wn to one
skilled tiretha @tti fogthedinshrtian of BAA Mmats lotom echor giagrbeasaketo construct

C - y
oL ooy 8 STt R i pAachiy
tranpqriphipnay/frapsipdiont; atelesignabiy ded in the exanpl es bel ow

[0023]‘ eEﬂafreg&Kh t)f the rﬂu&lﬁ@ a&ﬂﬁndl‘&ﬁieg oPfe %Q/'eﬁﬂ&n%e%%e%‘é&ulﬁed by a second
esirea site

a Cre
oGl eGP D B B oo RRETE WG POA) RS Eeq i dhe recombinant
DNA& rljpleculml e lekanplwmxgdatsmnrma;ohemmon I6}i 49T promoted/enhancer element

kno%vﬁ Qrf' #]8 jart. Clﬁglilgtgl%ewlg %5‘;? E%h%‘g§ c? ge% ﬁ%% ?the ch? erg polypeptide
molgquies llaalvdﬁcl@@areormtrﬂnnteql tsl, la devigrigrmihad rwe@te(ﬁmlnfalet @Pg@%) Cell 65:1-20);
SV@)%H? BfoSnocterrigid ONBY WV B 1R d R BARs BB noteR the regulatory sequences

~Si zed parent VEGF trap construct IS expresse
of t%@ @éﬁallotg@maﬁ RS PESRRYALOPPISHAL Veqiers sughy %sv%&l@éamaa? gromoter, or
the &eqarmtelf Qs@eailbcDSclajtlﬁcf[Qherﬁ%ﬁlW80) 2@ T¥-94)e prombte @ledi¥hts from yeast or

othg Sebaich S G3LF Blsfbr oh DR LR ARG ofE Bt eand Sp g cinic
tranCFp@®mb cung L eg SR QddrDedi@orth) geneshsaclml pnelastdsg Lexposed to

[00%9& g&lﬂ?%%n%%%fs geﬁ)% I)i‘h ﬁc%{%d Gh & %gcq%r% Gr Qt{kam 1p h@sft comprising

omal NS sucC at truncate
the prcfiic aoidpslegples efethe rryﬁléwn ayeh do Hanscetha |ha$t a»néﬂg:rqby @rect
expRERINBE sTBH RlcYeiPLbidsRo Eé(o%@cekt@e AR fRDepMe@bf ihBiidvnd Rl which form

V G- co arable t he parent The

trang, GFRAPIE OHHOCBE tg Négifa m?fgi?tesée%lﬁw Bfu}st@aﬂw BFfgergily, constitutvely
skill in the art to favor formation of the partia
cl eavage product or the fully cleaved product, the
choi ce of cleavage conditions selected by desire for a
parti cul ar product having specific properties such as
nDIecuIar MEIght [0042] In a speC|f|c enbodi nent, the

- gy I o o s a N TN PN NS\ I N~ N



of VEG-. A non-exhaustive list of specific conditions
i nproved by inhibition or reduction of VEGF include,
webiosioembs condi tions that are characterized byPCT/US2004/021059

and PEERSShULPRIE tﬂeatE@ﬁ@l%m helvesld, proliferation,
vascul ar ﬁgrnea bility, 'edema or i1 nflammtion such as

(003 o B te2ps 9 thedmvsation @ay ttﬁ Pificdjbyrapy teshmgeewhieh alipyesfor the subsequent

forredi@iBf aStoR] a;m@wwmy hbttlvélftrh@fm&t &amprél &mrldfe rb§ wall &R ligStation, the
S or i ncl

rcc3 g 8P i Bt o GRS AR b debogiseyfrom which they
maybbgr mctabwanmtlwhsdbjpBMLguathldlﬁﬁIhuh;ydmhbﬂd@ endadiglglsisn(std) for example, US

Patetnywar § 663 M arrﬂp&]dgntgiﬂ;}rﬂ?é’r %ﬂﬂ@’ thé& I?{C?(Q‘é Ccoﬁtlé’n%yal lton exc]itlange

annatlo capi ndr one;” sep
Chf‘t!’ilaé%%f@mh‘éb@hablédnwa@hoﬂ mple@tggrephye sdvatse pbasemhmm:thgraphy or gel

filtrath 1B34Eredise@r ders such as age rel ated macul ar
degenerati on and di abetic retinopathy. [0046] The

conpositions of the invention are therapeutically
VEGEBeR¢deptoprCdnipiaientsg a Wi de variety of di seases

gowith increased. VE vel For
[OOﬁj ag%ee?§§ decﬂ;}tﬁr cor?;fonenst fl' t))én %da:e c?rgﬁgaétg? bﬁgd%aén 2 of Flt-1
(FliHPrar(Bex drei Istdomain’ ok aFHd BEnERS) $togetthea,skliim frslée R1famd Ig domain 3
P@tX@(IWIEB) g@) "{‘t%lgﬁheraklRi}lgﬂl%)terﬂl “Igﬁgﬂlaml’ YR Fit-4, or Flk—l is intended

104: 10 l'evel ave been detette
to eP‘i?ntPia%Ssltﬁ’é§nlé(ﬁBe spoeRlelg vdlddeeplasin, behelpminpatiensl, wteteﬁonal and/or
subs@tﬁitiaﬁﬁ,vaﬂﬁﬁtﬁ thefof ﬁvﬁicﬁtsﬁbs‘t’dnﬁﬁlq?}t eranWtHeh:uﬁ’dti%ﬁﬁ%ﬁa@@tEﬂls\ﬁ% ¥f the intact

dorsyig? Iy 355 o HhbrertHo GPe 8 SRR HE ot KL PURPP DA gt the dbove e
domains wyber aesponisihetn @fbretafns rstibbeantial WHBE sdias fubet®Mal characteristics as the
Wﬂj% 2d to contribute to asthmatic tissue edena

0324

other di sease associated with-increased VEG-
Heerferne Supetiogy canivalgeie nwhfalrltsﬁdtmmfe(@m@m R, sr R3, is intended to
encdi%lakﬁﬁlalﬂp V206t RE deMkin Rk ithSat 8BERE ectftelfaf?&i a%gﬁ&h %gi:lﬁ!)n and/or

proliiferation and frequently overex resses
subsfgiop AP CH TS substangay tgeme frpctrpl dapleripiones flass the wild type R1,
R2, bERPAnEAiD) tRatfigra sQNﬁnttZlQ%q@fvaIéﬁtailﬁtﬁngjtéWE@F It w111 be a%premated that

St it th
N T LR N
the igv&tiommdthatdpect tb skuattility alf rtmmecqm«mt aoipenenksxip ehind@dtiadctivate VEGF.
The %Nﬂcqgﬁh‘f @hﬁé@&ﬁft&ssofacﬂ% trgggq{ft\t%évén(?ﬁgﬁ nIa rbe\/ﬁ%mfned PIY aréy suitable

pancreatlc cancer
scregungaastFyaaya (i@ fhe arifonmeashting e ﬁpﬁiteéphamt@mw chms of such assays

are @kQWel irpihd ckReinRAR] se?ﬂ?l I(Sj@lo% %wmﬁh@@ H@t%ﬂn?lnat{og(zﬁgﬂndﬁg characteristics
at e In

snal | ycos I - p expressed
of the Jyaps ?@ﬁ%{] @‘g‘izl) as lg%S;}E%fsfeﬁlgtfe gt ﬁtStﬂ%atlalb okthp frar: é‘é‘ﬂldl cqmplex (Typ2).
Othdrhidape Fdr ex4ripde npLieang in the atdlity @€ mbtﬁbal@aﬁﬁﬂtomr&dnl Be measured by a
A TN R TR T R U N ———
hydrppliobicitpr suseegtitilitydh eeatenigie @g@dmom ori tzidegeyutovgptegale may be measured

byn%)(l?otdﬂﬂx&m?%&ﬁ&éro?skﬂﬂn%ddr{' on due to its smaller
the mnitrap has the abl|lt¥ to penetrate
2

(0033754 @‘I”W‘H‘éﬂtﬁ ahde-siog PolrgrPHenBIrn AR counenlyd fisectlyido eael, other or be
conmbred Safshates. Ghﬁ@élg)h tHel@rmv/1 1‘sb£d“é9%r hﬁketrﬂQearngfoh@@t[ ﬁl@fe' hdkcules, e.g.,

nt epithe RPE). er. whi
ety S5 oG it St aEDeP UG aIcD o PPHECTIoRe ateg] Yiigh may be
inserbasl hm&n fone of mowl coammelnt &dniaaﬁst (Hor femmplldj 8pdcEreRt R tds iy be used to
provgﬁ'ﬁlb&glra%ﬁegsqé mctyr% b@t%veglh 95 ggﬂts é{saeS uI %{ﬂuﬁ? E)Ill OR. spacer may also

t1c macu era
be prozided dpenbayce %mersﬁe@t ofﬁb@ﬁa@wbhrpcmdt |ﬁ®m/ 1 h@m s@l, amtlecrease steric

hmdfaﬁbeeﬁfch @kt (et ddnpohdht tntb?rassurrﬂ'é%srﬂﬁhlat {e?bﬁ)a claﬁe Hﬁcﬁ& 1'ngract

?ltua i on mhere transient (short- erq%%
approgHagely with g g grolesuly. For gpagsping methessiof | B@Wr‘@ﬂfable spacers, see,
VEGF bl ockade, such as, for exanple, in the treatnent
of psoriasis. [0049] A serious problemleading to
failure follow ng glaucoma surgery is early
i nfl ammati on and angi ogenesis, as well as too
aggreSS|ve mound heallng Accordlngly, the VEGF traps
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anal ogues such as denopterin, nethotrexate,
pteropterin, trinmetrexate; purine analogs such as
WO basdmoemis ne, 6- nercaptopurine, thiam prine, PCT/US2004/021059
for EXELIRIbIYE: a
or = g@l > t@éI {]ég et gy g%%??%?eﬁlgﬁﬁ 12%%‘18 H§J§7 ?% @ril%tegn ? ecifically incorporated
by rgferaes v rSP%meequ@é% ey inciudp QBe Orelﬁ@félatfm asds naturally connected to a

recefpto@ké(sthpcdlbﬁ‘teor ﬁﬁﬂﬁ@ﬁlﬁﬁtﬁie& Weghlerts uSl i %Bﬁn@@@xpressmn of the fusion
i ost apol mepi t1 ost ane,

st anol one e
oL ORERY LGP A AP BHI'E GUABH-Hs U GG PEBt dePadd form optima
tertinfyt soenees ahd/ol Sdnhmes theointetacdei of 4 e@h}ﬁj’mbﬁhﬁth ﬁy&i’geaﬁlolecule In one

embfoﬁﬁleht]n 'th%us?%eg borﬁl]gr?sgg SN0 aI d 32 ureg%:]a 8r(1)esor more components

ansacri m
whigfj eé&r@)rlmﬁ‘eeeneldmorwm @ld&de@&tdﬂm hés. derrecol CI ne;

[0034] aﬁaltﬁlél%a spé‘dlﬁ&&ﬂwdhhéh% RElid & %1 b QLiHéTW‘fftf 3 0 ID NO:8, o 1-126 of

eto |un1n|trate rox urea,

uci
SEQ B?wt%@ lﬁ*?%udglfrﬁ 0 §a9e SeNGR| 1676% emtamveam%& laam’aBEQ ID NO:10, or 1-
129 1RF SEQCIDIN@,IO PRELeIsE @l sﬁgnapsfé Uéz-‘zit 1-39)! & #RintdsNspecific embodiments, R2

s oBOPY) 10 88 i, BL  B 0a  OSPRNIS on

specifid apbotlimeats) BB dnamin@ acid 122226 K)f SBQADMNO:i 18t (Wthautianginal sequence).
Whét! R R nplé/ 'l{ldﬁggl!laggq atqfi‘ec [tgrﬁﬁﬁdgeo’f tﬁ]%plgn ggl%%)%d é'1 signal sequence may

m t obr o pobr oman;
desigpblyrersde e I@Cfmﬁ(ﬁ O@npon@y C’lTh@ ph@s}@h amlpmlem(i’dla@a@'pé to the multlmerlzmg

RS e 3t AT by 0 e et
acid %gi e%%& %[@ htis Antony, Fr ance); chloranbucil;

gencti t abi ne; 6-thi oguani ne; nercaptopurine;
t X at i oum aI 0 uch as cisplatin and
Fqsggrg%&?%t ?ltr'l(‘F n\/}ﬁiﬁ emtm% iﬂltﬁum et oposi de (VP-16);
[0035¢ oﬂfﬁaﬁlﬁlde pantier oG gon@onemit tthat( amttangehe foinobixmiktyi afehe fusion
polyﬁéﬂﬁ% elrRid &r SRYUEk! bérpﬁlsmﬂ %XI@I{& R %B.h g@ tl@%?&lgﬁta._l).?ctlnilty of the fusion

aunonyC|n am nopteri n; rona
polypg)élge M%goﬁqﬂqP@, |a{1(gpr qeplgeg@ggenhance a pharmacologlcal property or the

pharétiaddkitRti© BRIfY bOthB i siin i ¥ pebhde) b % FRlekRBIE, @fhfding its serum half-life,
]

eci t abi ne; armaceuytical |y
s SRR e M of SO AN trcr ABPTAPA L VBT Egcigiempbe fusion parter

is seloed dromAths tgrdup ccbnmimdg iofi a tufuiltin i frig dotnpOiEnB &erum protein, or a molecule

capaﬁfgtolf'bﬁglrn g@[s that act to regulate or inhibit
ctron unmors such as anti-estrogens

[00361 CWheti they fifsinn rextaerph e sermopedteimror fraginenti theedd, it ay slmted Sm the group
constsRA¢ &t &Jl DictbeRbalidN AL P) (ﬁ§som‘1"101|a¥ ay.. Q)%Xitd?g;%glfo?e% v1tém1n D binding

trioxif ene, eOX|fene , Oona
protqif {TQRF ) BePEOReKy b@ﬂ@h;m@ﬁ@um (hSAmCtra@gfeﬁm, &g tin, safamin, haptoglobin,

- fefobtb‘te@lm%glwuhﬁt@-mmglybbﬁ@ﬂe p. g%opk&émr@a'hg@nanmlng protein,

ag{&ser el i_n; harmaceuti cal [y accept abl e sal
synt %Roplﬁlércil%»t $2\1ﬁ§§n%%43%9mémg PF%GI&HHVJ@O%TIOBQS?RW Ig receptor

(PIGRg;,r@mmcwgmbbhﬁ Qi t@@@;ﬂirt roREN h&{tﬁ@%oﬂiﬂf MEFBPS, ehRFHhhR Ravenger
un Qr co its rowth of "a

i ch inh
receiginy brggeﬁsaa. %tPnT})’ Bttt chsappo PR £ A gPH, SRt tugubin I,
apolipbpt@telnEA(aﬂﬂJoﬁﬁopiéte@r}EVﬂ b- rm1&|6g1|@bﬁlﬁf Yera@PRkSin, B6MmpERent component C3

nts that.bloc rogressmn (at a pl ace
or C%tg(ﬁeer“efaﬁ%ﬂ’&@“ah ?f“l"&?&?vtela slgents alt%mtemn%ué%aeore specific
emb@hmes,tfuamdpmhmseleaed fsih. th@raslsccﬁlabtlﬂ‘gtdrha&emwr&g@dmhﬁ AGP-1,

e the.vincas (vincr.i .ne and Vi I ne
oros gt B S PR A LA PGP P (e bseBrisbincan serum
alburejni (h5k), (afamm dand eptagloinNT heeihélﬁﬁﬁﬂ dﬁu fu@i’(bd pBHER FYEbohent may extend

Lre Iso
the <EIBARITAEIE e M BIEBOY Bk Yhat PRt L cxample, US
Patelgl]%qs 6423, é}ﬁ;)@,%ﬂéﬁ@ e ém%omd 6 d{lﬁ;ﬁ% hereinespecifically incorporated by
mechl or et ham ne, cisplatin, nethotrexate,
S-fluorouracil, and ara-C. Methods of Adnministration
[ 0054] The invention provides nethods of treatnent
conprising adm nistering to a subject an effective
anount of a VEGF trap of the invention. In a preferred
aspect the trap |s substantlally purlfled (e g.,

1 a4 .= o, o "



ointment. Further, the conposition can take the form
of a solid article that can be inserted in the eye,
w@owk/oes9$ or exanpl e between the eye and eyel i BCDUS1004/021059

refel'relﬂ@e ﬁQHélfJE}ﬁitréty abr S8mplede 5e@urf1 Ia%uMﬁl%FIBﬁ 991@%%15&' %@%eg ‘vvldely

ase fromsuch an article i s usua
dlst%‘PlttWeﬁth%P% He hodwrmaptighlasly in the I@Pstleﬁlra@étbﬂgﬁdtcempﬁ@nts and has an

1mp61@e[nlﬂ @de id ®€lnfaintddahde d@fﬁsﬁblahﬁﬁana%hdsﬁla Jbluirfe! at is%lowlgcleared in the liver,

in dire Sal art es suita
and PN TRLR BoTis IS o B dagsdn bl b¥el577) Albumin
StrubﬁlthBl’nlcﬁMl 21d Wieo,eFedchintoh Prés; 10 NBs- Qrﬁs)odl bl e polynmers.
agqueous sol uti on and/ or suspension can be in the

[“"%r%h%‘? a gpton paEpss s avmalesyle eepabls oA Jmdias arspampprpicing the molecule may be
a syﬁ@aﬂi sn&ﬂﬁn&l&ufﬂ? Qﬁyfd&iﬂ liBysom@/ ™ Micid aid, Q{éhﬁfngaa BBV nucleic acid such

as a{} 8? %ér gfpepggp E?r an n%}%f)%ﬁg%apﬁet i ’Blﬁ:org?lg%(y gﬁfglg{,\h)qazr groterlJn such as, for
exarggle KogR1,25yR2,50yR3, pofyntchie Ig exvpmed PIGR), SEBO2AY other antibody fragments

u S ion or solution/suspension useful for
Spaﬁghc?ggﬁﬁgiﬁﬁgﬁhethods of the invention may contain

[0038heWhen therfesigropariver & aanulsimspzngl corgpoage (M), Wsednyl natural or synthetic

seqdéﬁ’é be 6ﬂﬁdefég§né’\@ﬁl?5r§)‘ﬁ{ey Rk PRl Q%%%?hef‘% Micture, e.g., a dimer, a
0S| ¢ yners and wat er- i nsol yIers SUER

trimgrg ete r Sukble Wé g Bk glee A zipen Mglugoe gﬁwems zippgr domains derived from

-JMGH@MﬁS@U&ﬁWl@EH B6m IR éﬂnht@l&/ 1SHSRTXKLAA Rflahibl light chains; synthetlc

o Bl S0 M0 R LTEL ¥ ot B PR e ki, cooot
motids, etcucooatﬂaegmtﬂally [a0@p R r)hlrhlmér&hﬂgedonﬁﬁdsddbw& b thetdﬁﬁln some

t
emb&ﬂfﬁ@% ' thé ﬁﬂéoﬂ #ihnelnp f&ﬁﬁ%H gnlb ngn glnoelogmhn (Penﬁ,pcp gc?nt'la[ub ﬁrom for

ent’ion | eous Co
exangg@ [hu@a@ & dth ardgic bmneclﬁe smbo @eblitfh ttlg imgmmpglobula-derived domain may
be sEIGR&ERSH el %&ﬁoﬁlﬁ%dgvo? teOF d%%ﬂ% & Ig@l !fhE 'ﬂgaa&atﬂ{ﬁn of IgG, and the light

tact wt or with lacrimal

the e
chai 01l I S A oG S 49 oy HE Falsisaitam e dsobpes leCih 16, 167, and IeGi,
as wehas BiQSeﬂIotypB vifhed é’(ﬁli‘liﬁ)typa'@ﬁ)ub €hBne ieRanilé bf B8 NVEUH @ap &Sthe invention,

e YERadh g et B BRI omR SRR GRR 1 neeye or

with lacrimal fluid, but also includes nore viscous

Genle,lla%hdﬁ ﬁﬂﬁ&t@évi‘i?[ﬁ Mih#rfhp@nd thixotropic gels that
tia

exhi bit substan Iy I'ncr ased Vi scosity or ge
[0038} i precgabodisesnt alithe HiaB ©of &heiibyentien. eHemedted VBGEgniotrie comprising two
or m3ffuSieh pENhpeddEIrIRISvEAROR Lik ggﬁé%tédﬁg:subfe@ﬁrcg PhartB8rap having C-

entio be used dj agnostically /or in
Bl Qg BB g h G OB PSR AP € Dot ooy sher-Gepiing MCs i
(are)tcdeanehi Therredudtitg| tRincdtedMiniai-trepl fiaf Ge a fall brid wa@dial Slebhge bfdbduct of a
pme?hég ate treatnment efficacy. |In another enbodi nent,

et hods and conpositions of the present invention
[0048} Thagetesion-contrining NG dnayi whualy ME orpabletafyintemattingawith another MC to
form&d ﬂu@lﬁe@ %{dels EtHQeré Q gl Gk éf d taidey i 'ﬁ&éa(ll 2 gt](@éj&%gber%r%ted within an MC at

exa or too [ow a Ievel

|
any 4%%@ O%WH béﬂ h&lg, @f the shidertsasovidrdvin therPXﬂlﬁEle%PfthW,e?natOif Aigll in the art

would®etable tb Guleth b dadire® Blteaf(}ﬂ c@éitldrr]l\ﬂf ta)C-bem}{%g%d off -tk %esnred properties of the
ereo riate

resulE B s TR Sl iestler rtichl SimOeET o BRrIRE ot c.
[004g]omtea]speﬂfe efnbagiscot tnerceragmnem fpembinylcbege s« LIVPRIGS) (SEQID NO:6)
1nse1¥ d‘{ﬁ’to %H ‘%fcbél Mbr&&f? f@&b@@h@ &-t%ﬁéﬁéi dp%c"s‘éc%?e%ce éE% NO:1). In this

non oun resen
emquﬁn%ntssacﬁugérﬁe@] gerrmit \IEEF trep Metmct fs;ﬁXPrewd aeedlisasab |Fe-tagged protein,

thus Qﬁiﬁ&ﬁ@@%ﬂr@ EnEHRIR SNy, & eygﬁﬁe a'\'ﬁﬁf%mgﬁ REfGHal FM}ovﬁﬁEformauon of

@i W%H]nv%ntlon may used in any_assay O

a dm&ﬁr grbeyalent Renriag begrt pre a\’PFho‘if “éﬁ‘rﬁi’ﬁ@}neuf‘éﬁuﬁﬁ plothe 6FPC sequence
VEGF i s desired. Pharmaceutical Conpositions [0063]
The present invention also prgvides pharnmaceutica
conpositions conprising a VEG-F mnitrap of the
i nvention. Such conpositions conprise a
therapeutically effective anmount of one or nore
n1n|-traps and a pharnaceutlcally acceptable carrler




per kil ogram body wei ght. Suitable dosage ranges for

intranasal adm nistration are generally about 0.01
w@euokgodsexly wei ght to 1 ng/ kg body wei ght. EffRCt/US®04/021059
(Squ]?) y[h&p&im%%( s € ?@sleﬁw eﬂroﬁﬂb%"}%? gdq%‘f‘t&gp %vﬁlcﬁ %!e\éx?esone or both of the

rivet fr omin vitro or anina
FeACH @erppinggich dhes trpgated Aimerin ming-tepsciie seneratrdy b?gymta weale¢ujar weight of

appiRkin®edly ¥e deS% £BNard¥Eha8 9k Iaﬁﬁﬁ@ dor VEGF @binYarhb10 {1t of the parent trap.
vitrqQ assays. For exanpl e dose can be fornulated in

The AR 4ips R A G i OUE0LLsd & e PSP Bt5rEC Y efenation of the
partfaaﬂlgzﬁ/ageh irodubiCdrubkefully h&a‘kﬂﬁﬁocﬁlﬁt tRtdbbidt BEEledvagE&nlditions selected by

desify fl8 ?8?‘3 ‘ji?arcPé?‘ie“FLﬁW @gJB e"Fﬁ‘i pfa%eﬂée S“?GP ??Jﬁ%ﬁ%‘liar M5igh-al
lﬂﬂﬁbdagxwecuﬁmerab@un@e tes Ciregitreid afthrombinrcleavags sita(BYPRGE). (SEQID NO:6)
1nseﬁﬁiefﬁ?d J‘P&@l omlfiﬁll 9%k h{d' tHéJEEP(F I's]&fuel%ﬁswgllb M?Wdlﬂwing

avi ng or nary S rt cou
formagigrof ¢ d@gﬁr |am1 s@alsanPadae babicen ongporothpisthy geeincoigsidues of the CPPC

seq@ﬂéemebqot@tlao 1), QQ@&ﬂneDese@g&e@fmmmwdldem;&mmhs fﬁ&ymaeone or both of

st ed i ndi vi dual | rovj de, asna | evel s of the

the ﬁ%@ PEHE ar%r Gnctied fneﬁemﬂctram FRStAT ﬁenﬁﬁée«dap”éh% frgnomeric
trunedftédemini-tap toa peseraiéd bmﬁ;ﬁisesad chEptGﬁ doﬁipbﬁmlt aihd Sehedtfiagtent of the Fe,
a1.1d gsgargggogili]%astgﬁas fkfn)ggtslz\é %rlée ?}51?3 %org ucF at?i%{txg gorgg\;eEncgp re%atlgeﬁ to the truncated
dimeiveirdpoandribe Bililedgth paretidrapr A smlilar thenoaistie trap pydti¢ediaz @ recombinant
protdif BhaP&H hG {oyhagg E%tdf\éﬁodt qGAh. dosages wi t hout undue

experimentation. 0069 9] The anount of conpound

adm ni stered w | I of course, be dependent on the

GenSti¥joRCdf i@EGngmﬁﬂafapﬁ, on the subject's vvel ght, the

t f.. t h ftlict
1003 R Bt B pbien e OB s, e opp qp more receptr
compbnesi doraains UR]IRZD;}'F&M}DRIR&)} Wiereie eatl &d >|1narer R, (R2emtd BB are as defined

abox)r%!g%ddgo %Hﬁlgb{rﬁlsgﬁlﬁ)egﬁ% g&gﬁqg ﬁrg?e';%)gyg MC S él& Q/ﬁ%h@&!’ & amino acid

sequepcechsiwich dttp apruifhamaing eeldfdmdg@th @é!lnrmnarat Tpasirone e:cs(cmmemdue

wheRRh&8NRasT BEY &Rikink QQTHE 1sTJA?abﬂ)J &Sf@ﬁ‘ﬂmé AMRMELOBond with a cysteine residue
encomnpasses th use of .nuc di t he

ids enco I Ng
preseidR 31F 01 3 SpRr eSO POl RIS (Rf0: ohereOiC fP AefiBat fisV-terminus or
C-tefthinGe b :sfusia)n\plotylpéptﬁlﬁ dori H&tweleﬂ Bwo Tdeemer dwﬁploﬁérﬁ da@hifl§ Thadhe specific

embf)(%menser ne i Ia%c%,dg ¥l} O(E beélfnnuse f)f a4 Vg&g rscfegtgﬁ Eg%on\é%h%g ilRZC, which
allowudlleéhazoramlﬂs’«padeewtfomn sdvelehiedimersttiroug fosmaionwifaaomaieht disulfide bond

betwleﬁn We cgstmhé1 Feﬁdgg (I[’]lﬂg c t@ltnﬁfnﬁcc}fl ol ﬁgfontﬂdgﬁ;]gﬁfdte Qhd ﬂ'%dcysteine residue at

target ce mpositions are
the Cdergunus o apq{pqgcqul%pquﬁe@tl@ nsthis exerpplifigation fcl@cmmi-ﬁamﬁ a dimer of
the RSB BbLy é':(;llﬁé SoRlin SEQEID WOL, ¥hébRI AREHEIS pbHBHAAS ER 1 RACMC or
‘?

at e, i this is defined as "a
RlR?&&Pﬁﬁ f Wﬁ’gfé‘? ‘Pfgag’f"ft&g e or anount." [0071] In
[0042hdh he«stha&pﬁ;oﬂlmehh éhei M@ ista equapcoOvi Hagina acids tPO)dXKf (SEQ ID NO:11)
Where‘iendk% %%na é%: acn? ed tfie Isegmg}lcg %Iﬁr;;?pnsg% ﬁc%a@? one%gstgln% Eemgue In a specific
embeqhm@dtl, g CM(F LSsaddﬂl fochy pepmiiels offa redeptor netepriewndomain. In a more

spec&n@iobintRe HRUCLRLG a@m usﬁemrAé@@ §Eolmqktt9ujoin% the ¢MC forms two
ronot er operably Iinke o the nuc e| ¢ aci d encodi ngo bel
Wi below

dlSUfﬂe bpiyls .w&w tbewﬁeﬁtr?sef@ewrewphm seennd fysinn Robmertidie Aa s

(Tabid D); BEHUItRS exefhplified nireadapReuhitdl arPAfEN@Ndr MEGH cditdiiBible to the parent
di sease, see for exanple, Van Brunt (1998)

raPg; ot echnol ogy 6:1149-1154. Kits [0072] The invention
al so provides an article of manufacturing conprising

mat eri al and a pharnmaceuti cal agent
Thep%%?‘g?ﬂ#kg w thin the packaging material, wherein the

[0045h Rher BT higkirans i the invemien stestherapentiendly useful fortrating apy disease or
conposed of two or nore fusior pol ypeptides of the
i nvention, and wherein the packagi ng materi al
conprises a | abel or package insert which indicates
that the VEG- specific fusion pol ypeptide can be used
for treatl ng a VEGF medi at ed di sease or cond|t| on.

—— . w NN N1 o



[0076] The follow ng exanple is put forth so as to
provi de those of ordinary skill in the art with a
w@ oovplenses di scl osure and description of how t opeEKS20841621059

condi@i6n (WARh @Inmgvcedaﬁgelﬁﬁfmoﬁih HifQ8 Sr g evér?&lw&'a%loﬁhlb%g or reduction

are not intended to limt e Sco
of VERFant & men-eehgustiye st th ﬁ@@crrﬁq Gepditipnsopprared By indibifiapeor sedugtion of VEGF

inclid(l &lihRaledbaifiBnsG & i A€haradtetibed l@&ﬁ@@gsw% QaRUBEP&IddheBAdell proliferation,

vascyfs BemeBRIBAT e SRRt Pucbiog M s B o riagy sroke o

tumbpm bdentdrﬂsmmtadmzﬁtm:aﬂadmﬁbfyemmm suoh kg psodings m&rrlhﬁtlhyncludmg
rhed@@altcgﬁlgrthrﬂﬁl f?sﬁﬂllxa ﬁen\gﬁalhgait ede%e g%/ S&thc? V&J:Eglbﬁlglg a%mtes o Il;lleﬁral effusion

nper ature i s
assoatateérvvlrbe@mom mbpln@twlc or @mnipkﬂeromc aCyny urrﬂama@nn,mﬁpﬂlary leak

s s ase-dssdéia 4 her it antl ey disorders suc
ynchth Q@p EEK dQé?r cg % @g %d'é) teﬂi%tzl h Q—Jé@d ES&E&?E BPI?H A 19{ YR disord h

as aR dsl}muiﬂﬁémnﬁz @canédw(basw I(eSE@arhrz NOs: 9- 10) and
[004_61 fﬂh@ZoMEﬁﬁﬁimf e ibXeh(ien art VfdpeRidNDG udetullf3) trbdling a wide variety of

T T ot TN ——
alrwemmm@lel}ng akb shargtgstic betie pathdRh&G7&3EQmar(seenfor lkgwohsplgfElias et al.
(1 99'92 RS Wc&gl(ﬂq‘%f‘ﬁp r ﬁl%@%’] ol O? Ilf%'gﬁ h@&é BGhefr 9&3&5&1ﬁtti§sues and biologic

codi ng tectl ng
samples, o m@erx%e@h tafrtgfpa brhich epgretats directty wmtbtdws@g agfivity (Lee et al. (2001) J.
AllegiSit @Eﬂ“hlﬁhﬁlﬂolt e 5o @dﬂ?) QHEHV&S&? WGl REliYRY al airway responsiveness.

an ar.macoki neti c anal yses.
F““%EA%PE has %qel\ﬁrPGﬁ:B aﬁ’g 49 & g dhyieiofsthmRtis/tvste fisma: ¢ r ap
[00470 OXiBkhef HizeddbedsBlifked With BXChdaser] \(E&EQsllﬁmh&w Qudt) adenocarcinoma

(PD%?‘ZZE%% gﬁqfl WFa[ cmgﬂérf I%)ﬁlﬂ)lt Ei&rl]l g% t%ha Feg{rﬁrgpfgaatlon and
frequkpttpioncreRRIess4si ‘éEGE/E@FraIar(éW% 5 Mg) Muals 77:52u543).e BDWCt ik responsible for
overl ﬁ/@ lei&ltlﬁ I}lgy e %@)roxh{ést%gl ﬁMlé'rr{ahﬁes'_gakmg b tﬁe éou[rt%Qn&M:ommon cause of

canqeﬁal%%ﬁelaowrl@avﬂa@@ WD rind @rheb F‘éﬂséﬁlﬂlzewm)fltflfﬁd Eppgrisprotal evidence

supp‘dESEn irhRtafy @Ie&bﬂVEGF Ulb?&r%g;&ti‘é EAnedH thd)h VHHFinhibi? RN Femise as a

rotelLn. per
A R ER T U N R .
[00480 OX Sinalldrf nami-glycosidsted mimatap expresbtiinkild coti (Bxangfilag), @fglycosylated mini-

trap %%&ﬁ%@%g?%ll% %rx Elg:%ar a1 g‘qg%gl_) eg]nlpo%grdl%% g%} QEI artr)ls ¢ 6) has

opti c]@qrg:fpt@@cpﬁ fay }qc:ﬂgntgg-‘flﬁﬁzé el Vers|ie mﬁerw[@ half life for faster
cleal(anéér%ki%H%zﬂ?@fwén’fe@%yatemi@|e§ﬁﬁé§&{ Ylg%dlt%nrﬁl\l/lgtt(g aP s size, the mini-

trapélﬁ% })nant nononeri c

1&1&{ Twpenftﬁée quqgﬁll%; @?ertl)ﬁ@tl{;g g}ﬁ@b{aae GLABn the eye, and diffuse
throdghGhd Gﬁred@tel’tﬁef&mdi/fwﬁﬂtpﬁgm@h eplﬂianmy(RaE) Q@eﬂ’ﬁh‘ach will help to treat

risg G SERL R Tt Gt Bioo (oG RIS Eat G for the reament o
ocularahgpawgsuglom@nton®t hepwasculfiritatien, tdiabttic magdar edenah, piodiferative diabetic

retm% fi}” fcg?%%emaﬂ?r§£%p1§\ﬁ T sjg«glgﬂl 3§t ﬁl)@ﬁé}s{‘h@ Fr‘mm -trap can be used

osph ation o st 0| ionmetr
in a@oﬁﬁt@@tmnr‘ah%ﬁ@sw @E@ﬁefm)a@ockumofféﬁﬂfeemqlmmdo avoid chronic

expds@e &9 VIIGFHEKEND kychak, B exahPWe Heihe t@itn@nt]of%smh'sﬁr
to ligand, conpl et

[004%]a dAlt%nr(o?{js %Pﬁp el agYEG;fpﬁ%%Bgﬁguw{ggﬁl is early inflammation and
angieghedid, hstelhgs tob aggra;sm wgluel ealies UAeomingdy, tHea‘ﬂE((iﬂF tBfs of $he invention

may \G?E%@_etlf{g@r aﬁ%%eQQ%(%mha%&?%g ?(lh glalrlrc%lmeacs]lﬁlr%%r}? tfo PLY WIS qven Eegﬂ}(/gf(‘%- and
lymrthua@gaogemsm@@lmc«BmMgegeqrwtmnh@tth@ﬁlt@fg ldelc@ﬁtqnlg@mcqm\aaMgery, and
imp@’(z@éiﬁ%l&aﬁ oMkGhef rominteraction with cell surface

receptors. Equivalent results were obtained for

i denti cal phosphoryl ation inhibition experinments for

the parent VEGF trap, uncleavpg VEGF trap, and cl eaved

VEGF mni-trap The results are shown in Table 1. TABLE

| Trap Kinetic Dissociation Rate (1/s) T1 , (hr)

parent VEGF trap 5.51 x 1(T 0.94% 3.5 uncl eaved VEGF

trap 4.93 x 1B 0. 70%3 9 cI eaved VEGF mn| -trap 5.46

P . Y. Y. Y . Y. N Y. o o



expression plasmd pRG63 to yield pRGL102 such that
expressi on of RILR2C was dependent on transcription
w0 e@s0odses phage T7 Fl .| pronoter. |nduction of POENS2004/021059

Cmggﬂrﬁggﬁ,lmrfa Q@ pRGL102 results in accunul ation of
RIR2cys in the cytoplasmof the E. coli host strain

[0039¢ §» gigmerapsqopbedingents; ¥ EGH] traprmayroerpiingtered (spmpbimtion with one or
moré@&ﬁanaﬁéﬁnﬂ%m&iw@t inclo® ak&oh@V@l@F Y BolbR atcBemotherapeutic

snoffe e riesBt oA (o BN L D) AL PRl o —

singlef pharmacetichlodois g fbmtdiutmn] iwhéchaoniains atVHGlEtr@ ardnthe A ehore additional

agerft%j SAE %ll %g adt 9%{} %@a% %%Egd Og ge adq,llglona(f O gé%lﬂtlts own

sepafgie phaﬁ@hce@tl@h é@lsagmfoamulh@on\lc@r lexzmple, MOV EGF giap esd abytbtosic agent, a
cherfoth&Bpeuti& X PnE 855 GRwih ﬁﬁlfﬂlﬁgﬁ%@lﬁé nH@ Sg{nﬁllﬂergmg Jatient together in a

such that expression of ent on
singfer dofage P PP PR Mefhis o PEed Sorplagipn.or ﬁﬁfélrﬁgﬁlércan be administered in a

separdiél u@gag@mnﬁﬁla@mn EWRtP EpateQidsdge FpntdR onPIRSLISA2th VEGF-specific fusion
.ed in accunul at|i R2C or

poBEE &7 traryentih et BEe R Hgn g corih A gered concurrenty, o
at s@m@lmst@"g&@ﬂ&me@qmmb@eﬂualﬂ?ur| fication and

[005?86‘12%](;({3@{ "M g@gt"gggﬁe@&m e%oe ];:% rglggéagice 81914 inhibits or prevents the

funcgign ghHeedls and/onyagses desiruptipnpof celdy. Thamnmméeném ﬁOflnfé@ﬂebydloactlve

isotdpee (e?’gﬂmi‘11 et hod gnd I(‘éjm tchaﬁotﬁéraﬁelﬂﬁc Q%@Qe aﬁWtoEﬂns such as enzymatically
on ej t her 102 or E. coli

actl‘f%fﬁmgi Pé?%teﬁﬁa Sl Bl i Ry ﬁnfr%&mealﬁ Btrethe
[0052] CA é¢hemiothetapeuticiga! BSemheﬁsﬁdaE GorpbAthd ubediil, in GIRJ tré&atreit f cancer.

e SEpEtholsBERL O Rbbd ERAPIE Fia B
cycledphorphdmide (Fytoag®xvilkyt sllfonatg&rmgb a$ besulfad, froprogilfan and piposulfan;
aziri3QE! &3h ‘Q@B&z&%h %Ib%gda;rxé qmth% g &gll{r?iegy H&h&lenmﬁnes and

centrifugation, once i n disti

meﬂs‘/&%mm%eaw juding aljresaming. dripthylvneulaming wivtyienprhoproramde,
trietBylénethléBosPih Saelidd h 8 thrhéth@olbRe AMik? ﬂitﬂi%bﬁ fluktaddb is@iheds&hlorambucil,

ncu roomt e er at
R R T A T ——
oxide dlyduovhlexdde, hielphalbe chowerhbicton, \ibgnkateridt, iredmitiiSkine, Gfdfosfdmide, uracil

must-cl—llé)d(S ?1(1; chéélalY F? cangl{lgﬁ;lg: %2‘?0220% & If&'eﬁ%éiﬁé‘ﬁn%u%{e 'e_lkijnustine

ramrpwtmessmtlmom aw@tcmomywas agfinamyeth, peth2Mytineagasdiie,Hgomycins,
cactfﬁBh?gﬁ'dellcﬁél'lrngm@’ca?abﬁM %Xﬂlﬁdrﬁ'ﬁlﬂ Q%an%f)hlﬁﬁ ecglrogfh%cyns dactinomyecin,

s at 4C. Refol rotein was
daunggbiciy detgrbipt, Prdigzoricyxo- IpPP uejng, N@ﬁorv@@ae%pn@hw, gqrubicin, idarubicin,

marcSHoﬁ?@ﬂ&hﬁ&rﬁydim;L myeo@qlwliclakafdahsghlmﬁcm 5@V6ﬂ\4'c_ﬁ[s| §eﬂ'ﬂ§hycm

and el u I\Iab ient. fro D
pott BV I SogoRs rSier v cheBb BT PRy Aeaeredhn, uberimer,
zinogtetine zprubical anteox@bolitesatuelt as maitiotroattend Saflwraurdsilp@+HiB xfolic acid
analg%gs Qtﬁ:h Léme%wraC?ﬁ%@h@&g{g‘h%@roﬁ%rﬂMrﬂétr%x;p riju dlgyagalc%g such as
ﬂud%acrmf‘e SUBACRIP U [TEmIPTRR thmg@@mp,aryrwedlgm gnadifgs ;suehi 4si a@@ltablne

azacfﬁdﬁie 6%?&%1&1\1@@ AshdrmtAkabife, bl@de@%ﬁné%dﬁ@h@ﬁdm@%o?&%e floxuridine;

Bl Ac?r e assays were conducted (as descri
andrlyie G AE G P RE: BPRPHEOna PRI € CpUoYRemcsiae, estolactons
antl-hdrenaﬂs&ﬁw]h tsaminogledthirhide, rhxhﬁarB,'lﬁ@@taﬁB,dfol?& B1d Afplaisher such as frolinic

ac1d,rgc%%thﬁev%%&£}{%g}g¥5% egﬂcfoél% t r%l_b% afg%%%{ﬁg bestlrelbucﬂ bisantrene;
edat@kate; giefodanting; deg[eeolt(nlq’, gl)azi'qgone éMltME@éllmnmpmmcﬂ&e;(etoglumd gallium
n1tra’ge0 h%dréxﬁﬁea nan?’ lgigdaﬁnﬂé, T o%\/e@z%ngl IB@Q)Aﬁﬁéne m%%‘ld@zé,o R)Itracrme

ressmno ni-tra
Pent?WBPheEilﬁ?tegg‘irB‘?f‘ﬂéf padgrhliitiagifling- etbylawa@ s ERsarbpgine; PSK®;
PTE517 and pTE518 is dependenfqon transcription from
the human CW-M E pronot er and results in secretion of
the mni-traps into the culture nedi um when expressed
in CHO cell's. When expressed as secreted proteins in
CHO KI both mnl-traps were found |n the condltloned

. Y a1 o -



traps conposed of diners of SEQ ID NO 10 and SEQ I D

NO 26 are shown in Table 3. TABLE3 VEGF Trap ka (1/Ms)
waxeoo§asesys KD (M SEO I D NO 10 2. 73 x 10+7 1. 79P&T/L§2004/021059
1ra2(§(m§e'5 s&oﬁgnuspﬁg%éln%1ml ?egu%oog 9 Liddl QI-aZquGOHEé6 2X2'220§rlghlcg'§tr1)éthylamme
ureté%uvmdefine AAcaragsing: @anwe@mecmaébrenm @ttella@tole mERgEToRgnagacytosine;

aratintside rq"ml(y'peﬁmogﬁ)sﬁl%ﬁaes &mle@paofta@ﬁ&p@gepucﬁta&ai(ﬁ%@&@ OBrlstol Myers

s Gty b0 45t bR e DAToRbT Acay Yrones

chldrashiftie)]; geamoaipliing; ccthivgoandet megpaptopming; Deihbtrdxbte; platian Blogs such as
N i\n..3 o
mépga?m_la%cé gi%g%%l%fné a'glfbla’s:tﬁ %l’atélgﬁ%a € (}pogﬁg ?&5@25‘) %‘ é}%nelﬁﬁ ﬁoemycm C;
mit§xgsirQng; paetstiae; ‘(lmﬂ)elbms, vavelbinei neventzpuey teimyideedmngiyRjn; aminopterin;

xelRaPB R Borfafe; @Tﬁrlagpbﬁgrn%%hmﬁiﬂ@&hﬁf s bbeot 91ffu9fomeﬁnylom1%hme (DMFO);
mul timeric structure. . The 1 solated nlucleic acrd o

retinopca3Gi; §SPefRRIFIRT: ﬁamﬁ‘éalm P%d Rherercewirally aireRtARle gl gsids or derivatives
of a@P BSthStade\@ QA Isd inkludedmial this R fihif b gre GAIIROARIG] &‘g@ﬂiﬁ tha$ bétGo regulate or

bl C t
b o PRROF R BB IR £ g ossa® Jeireny SheGimip emeten
ralobif¢nap enomitasoinhibtitg AOPRinziddzales,aehylsoxytanhaxifigh, hiribsifinagkeakifene, LY
117 l%a%fnap?l n@ 355& ‘?dr 1f5n§3‘ﬁ§jrgﬁong( éq\ﬁ) anft- %nﬁ#%éﬂgesugﬂ Qsoﬁtztaml(ig)mlutamlde

b1cagﬁam1ﬁﬁﬁm§qh§blﬂnﬂ 10 #nd pharnmcﬂ@g@lbmcg@tgbﬁ;‘qum @eids or derivatives of
any%mmd@qvéay the nucleic acid nolecule of clains 1 to 3.

[0053& | %hgrg{yﬁveﬂg@ tgtpr et IBQI}?@%E égrlegll—/r@egﬁ, togagc\grrg)%ulggh& c%gpgscl)tlon which
inhibiepdrowhife oen,msp&&ulpra cdeet 6311 dihpeihard 6 ia vtvbala:&ir@[e%ﬂ growth

_1nh1Q1|90r¥ n%engs 1{1glu(gp:p ag?nts &%n@?ﬁ O%yc 6? 6(?5%%;8918%?%%\%5 ﬁ'ﬁ:g héuh S phase), such
as apaity/thgpndude Gloorprnd Mighasherst éjissiodl Nl-phase dicckarginchitiothe vincas
. . Q. . e . r S r ..
(V1n§r1s?15dé Eﬂ?blﬁblggﬁﬂg 7 g‘ %)%ol(l)g@ %gi%?ggi?%ﬁﬁ&? s&(al z{siﬁé&ﬁ?&@l %)%blcln
damm%@pﬂtqp@élde gnd Aleelagf@a | Bosepagats et jprpst &) alsogip@lpier into S-phase

arreftafok @kan(pvcE@A alkgRting @g’@fslsﬁblﬂﬁ tBmBifen] pRAnine ! WRarBdzine,
g?)reg usi on %ﬁl Iﬁelgttl des g@,lld ai m14 9. The VEG- trap
mecglordhamips, S1spiRHpcRePArgaly miporoygil.Andidstt ¢ VEGF trap

conprising two fusion pol ypeptides conprising the
Met%ﬁh@%f%d nﬁ@{wﬁgce of SEQ ID NO 26, 27, or 28. 11. A
ar maceut 1 cal conposition conprising the fusion
[00-‘pld)| Vlreiny ¢ndien pfovides imethogs of r&iiment gompiptieg sdigivigteris@iota subject an
effe@feGRloaR! & E@‘EfGPetEaplc% the%nva&ﬂaﬁdnps M&pefdlaelgeca u?e' #4638 Substantially

Qr condition is i roved, aneliorated
purifigfh{e® ,tS@‘EFtWalllyéﬁBq/gpmdp aﬁpﬁsk;]patt ilight @feffpﬁtsgmr%quce undesired side-effects).
The 8Uig}ed: epreRtabYr Divtiimb R ehdmodt YRETIbLy QQﬂﬁfah si ng

[OOS%T ni/%}oig g%}b\lelglcﬁy?t Ergrécggs%ﬁ gl}i(i %%lbe O%Igt I 0 ?{oaf& a%«%natuomhe invention,
e.g. Cdnaapsulitiyn Iwﬂtppunrcs,t Ihercqbaﬂlebsemorocmmlds trecombinsniarells capable of

exp@%&ﬂg\?\t}h gérﬁ}ﬁﬁﬁﬁ ggéeg&? %dgie‘a%nd(;cé}l/tomya&e n;%h% o \ﬁlL 31'9?’}' J. Biol. Chem.

I sease“or condition Is

262:4429443Q), partiuaiiondeiperRsieig acithas nat ofsnrdtrepiraltos @ﬂrwu E¢céqrcetc Methods
of uﬁﬁb‘dﬁ.’ctﬂiﬁ'c@& B¢ Bnt6ACE Y aRGitcRal fab$ iR udP ‘B{lﬁ/zﬁg b4 1518it&00 %ﬁtﬁdhelﬂal

of r 1%Itor conglonents R1R2 X or ((RIR3)Y,. and
mtrat‘i’iﬂsf HetFaP AP I TAETOY IWBC G e] létr%’lasql’rfflg?“&l’}]?’f’ ﬁ@d oral routes.
The \M)]Inbo@ﬂs)mbﬁ be MiininBtefaalr by dmyrohieni¥Bl joatesfof ekdmpil€by 1nfus1on or bolus
injec\:ét\i?)gl{l\ke}%qgtfso on tlx(%&yltl}eglél o&tnéurco%ugaltjneg&s lﬁ}%jgi%gh glolr?%, Hauféosg,frectal and
inteftingl- rhuceprd CRZ ang may hdcdminist@edfogthér-with ®Ber tgolbgjcallyrmaiive agents.
Adrrﬁm%at ioh adt be W@ﬁfn?d 5} b&e Kﬁﬁﬁﬂﬂﬁ%{lbnz &a‘ﬁgoecag %;‘ @ﬂ{)rﬁ}é@ daily, weekly,

IS selected fromthe group consisting o

monghdyn . s 9Ty campinativawit Orhé@%&?ﬂm(bmﬁe@% ﬁsimmestr.aywracan also be employed,
truncated MC, (iii) an amno agid sequence between 1

to about 200 ami no acids in length having at |east one
cysteine residue, (iv) a |leucine zipper, (v) a helix

| oop notif, (vi) a coil-coil notif, and (vii) an
|nnunoglobulln donaln 16 The |solated nuclelc aC|d

- o Y N - o o, o oy



24. An article of manufacturing conprising: (a)
packagi ng material; and (b) a pharmaceutical agent
w@eorvsatesex] within said packagi ng material; wheP€@l/nS1004021059

eg.y sg%(f’ G gﬂh&!%} oﬂ%ﬁﬁ‘ﬁzep QHP E‘drﬁ‘lﬁﬁtn?}fs wl(t G‘Z%%ﬁm}{ggeﬁgr ap

nsi st Ing O recep or conmponen
(0036 dincaneheT ¢rpadinaenighe entiye ARSN c(ONIE) delizgrechines vsicle, in particular a

lipohdHheS s LhDIIVA Féiba@é‘gsféﬁf oMa atﬁhnfx;p rIﬂ‘aﬁotli@x”eHbH&fdeﬁt where the active
structure wher ei n wher ei n the

agefd ﬁ&gpwgﬁ%tséﬂuaﬁew&awpqnﬁ%dé%g Piohe |thed1u0ﬁa§as§gcén PR @dpinistered in
vivonboi ggbmbta dklﬁi‘aftsﬁﬁ dfi@tenadied pMGE-ty@astfucng 19k @Art of an appropriate
nuc 1csa\églse§<pr FS% gﬁzgto?g (P S@%&%%{\E}E{t E? gmﬁp ﬁlee%o\i/x%g;nt%g%b\?ar e.g., by use of a
retrfhphreestal (seeFandkamplartbs. Patent FapdA8(h236).oy, ditdct njdctien, br by use of

: 1S >
A RO B SR 450T i 3 oo
by afiglggginEsindikase pGgmmegenX-liy pepilyviich is kpown fRett@mty mucleus (see

e.g.f PliotNtnad 01’@1\/@&)5 11041, AcBd. Sl Q75 AL 352861 868); 3@2%1!3 R;Etlvely, a nucleic acid
<213> hor 210> 2

can B3 1ii0d55q el e OO>@°F?6%§W€‘{A‘§ i el L1105 SNEsSIgyPY
homdiagoty echhieindfin. G u Met Tyr Ser Gu lie Pro Gu lie

[OO%jI] eIncg/sg) éﬁc %%b«ll;& %ﬁll\(e 1% may%&%% a%yt& A Cg‘tel“rI t]!l‘ee qafﬁnac\}ltlcal compositions
of tiRhinv¢ngign ILQPQH}Ly)SthPh@aFm oeddef trkgimenh rthlﬁ e-liiYIbﬁ @C@5V€40f04 §xample, and not
by anryoof/fﬁ’rﬂtaﬂly ng&aﬂngls dn%anE SII%I&Y A?@ca?%‘bplﬁﬁt@onl-éﬁu %Xrgectlon by means
of a@aghe'iﬁé 9t ‘Blé PEFRY O @ysm@aet Ahlf‘almpﬂﬁm Dy of 7 BOTgYs, VaA-Poeys. or gelatinous

matédlay, 1ir<|lh§iilﬂgexﬂerf[bfﬁnelsy§ilcﬂ_ by sifigsfic Tyeinbkabs, FibErs @ritorhhlercfS Bkin substitutes.
r 0

R T O A T R p—

an agert of ¢he iAsmtiQ@y & StiutioA] @ sAspgnsibn, oGIbuthLélIheAerm Yalutidd/Sispension” refers

o a%é&d%glpglt}i’on&!ﬁer éfggrtf“@gf %‘i% t?e%ggﬁ(t is 5[ QenDf 5o fon and a second

portigaf the actiyesagppiris @feﬁenS@? paglvﬂ@efon@ i smenwlsmlmlmulcsmatrlx A liquid

comp&iohbkolidGudh @ gblelrnealy ufﬁl'Uom?géiuMa}}'beea dus G Yo M@ lform of an
hr@r SerAs G.n 165 s Ala

omtgglpt ech pRAionTgan tal StheL&mg | 53811 agticle ti}gtocag é)s inserted in the
eye, JsﬁélPh;GfOI\/adamﬁIeg)eM@den liescy®anid &yetid Oy i thE &r@ﬁﬁtnﬁﬂ 34%> wlere the VEGF trap

is re&z&%a% ﬁ?:leé% >rn iuc 40 g%fggs ksuallz?cp gg%ﬁ?arz,l% (Elv éezgﬁgmgl fluid, or
diredilyato Tyescoxizea i1SY1E with<@Hiich-thé solid article is generally in direct contact. Solid articles
suitable for implantation in the eye are generally composed primarily of bioerodible or
nonbioerodible polymers. An aqueous solution and/or suspension can be in the form of eye drops. A
desired dosage of the active agent can be measured by administration of a known number of drops
into the eye. For example, for a drop volume of 25 pl, administration of 1-6 drops will deliver 25-
150 pl of the composition.

[0059] An aqueous suspension or solution/suspension useful for practicing the methods of the
invention may contain one or more polymers as suspending agents. Useful polymers include water-
soluble polymers such as cellulosic polymers and water-insoluble polymers such as cross-linked
carboxyl-containing polymers. An aqueous suspension or solution/suspension of the present
invention is preferably viscous or muco-adhesive, or even more preferably, both viscous or
mucoadhesive.

[0060] In another embodiment, the composition useful in practicing the methods of the invention is
an in situ gellable aqueous composition. Such a composition comprises a gelling agent in a

concentration effective to promote gelling upon contact with the eye or with lacrimal fluid. Suitable
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<211> 4 <212> PRT <213> hono sapi ens <400> 4 Al a Cys
Ay Cys 1 <210> 5 <211> 203 <212> PRT <213> hono
WG apseomsIs<400> 5 Met Gy Arg Pro Phe Val G u MCT/Ty2004/021059

gellé‘:éragg&J 1Aéuﬁe Bt %13# n!u%d th %e@ée&gé Eaégx'ﬁ'laé WL te}_ﬁr"gngﬁ gellable" as

Thr Se
used @errnmds mslﬁd%u r@t TR hqalris WNOWL\éwowst atyfernppgls yooy cpatact Agh the eye or

with Eride@Ululd, Sut3a'§so4ﬁ)clﬂ](§|s:) ﬁfoﬂel MFS@ Qhiids ¥8chNs ger{éﬂ-ﬁm%ﬁi tﬁfx@troplc gels that
e Ie ] er n
R N ERC M O T S T s

70 75 80 Val Asn Gy H's Leu Tyr Lys Thr Asn Tyr Leu

Diakhstid |§5r Asn Ty .85.90 95 lie lie Asp Val Val Leu
gllpstis, shdsSereeRlbe W98 Q4 Leu Ser val 100 105 110
[OOG]y The MEQIj §rap$';‘Qlf tha invg@wnmy W@yusedrfipgnabtically gndférrin @ngening methods.

For le%r}n}ﬁé Mhe Sﬁ]:lp rglg35be11?sgd %oﬁo\‘ lév’eﬁ MG@ rlﬁmﬁ%ﬂ cﬁﬁlgal guuy to evaluate

treatrg@t \?’g'}cagys nInAﬂ’thhﬁé 5mp_<ghmgxysthirmaet1@dﬁ agé Por@gﬁltg@f o@%’b@ present invention
are WY&dd tby&eela‘lﬁdlﬂ-ﬁﬁ)als'lﬁﬁ ediBPinto/s clith@l kedy tSQden-trfyr 1nﬂ-1©idlu5_l|§1 having, for

e GBS Sl LV AR S0 B i e

relaBieg toTthe lotﬂ&aﬂcﬁﬁanﬂ%tlﬁl}eof\MEG]Aregg Madlagiblg,s niGhsurihy fevéls shereof in
2.5 12> PRT <213>

appf%ﬁat%% %S %1&825{8%@956 %&Q a gé‘]eﬁmgf g%G y Ser 1 5 <210>
[0062]<Zhe tsaps 4>£ thedpveptioDay ko1 ith gnvivosandiiee féro<gpEBing assay to quantify the
amA06f AAAGnd YEBIPr&oR, 5 ?&teﬁﬁrﬁ}ge af Q%E&&ﬁﬁé:m‘éﬂ?@@ @OfdgRy test agents

ctcgaattcg 60 caaccacca cagctac, t g?g Lg
ab eg@ EIEtsg dhe ?ﬂ)ﬁﬁ%@i\j @F. Cg/g)é? &n@ne_{ﬁbl 835 piothe invention may be used
in a9 gRkE bixGbceb Li FgaOjuantifatidd dnd@k isaRHGROIUVEGF adlegidaiat cC

180 ccgaaattat acacatgact gaaggaaggg agctcgtcat

tccstgscgg gttacgtca s 240 ctaacatcac tgttacttta
Phaazeaygtital cCompbtigiannc ttt gatccct gat ggaaaac 300

a t t
[ooggatrﬂé‘g Eéﬂt %83?593@2%& g}%%%l{g%lgeak{élgﬂ c?%%@s@t‘é’og‘g%ﬁﬁﬁﬂﬁf& VEGF mini-

tran‘@fct \4 tntvglzt@nt Ak 6QraRAsitons eQraRlisg adthoraryutie ei’éfﬁ%ia’@ amount of one or

moﬁggﬁlﬁ?@ﬁt gndad ﬁ%ﬁ%ﬁi?ctaﬂﬂ' Qﬁ;@@ﬂbl@%aﬂfeﬁt TR fea “@ﬁdr&@@‘ﬁh@dlly acceptable”
¢ aaagc a ca caa

ey FBRP D GO D40 e T b g S G or listed in the US.

Phahﬁidopegaagctha’( gagelly saogdmd q)hmgtaaopﬂacfogmyan @niidB, and more particularly,
ﬁ;@ E?&’g?e%rs %aag ?%@u@:ﬁﬁt B%ﬁ]‘g oP@%%lé it Which the
agat ggt g 66 aacccggag

thergp@gg@@ém@nqqui g@ghmgarmag@@geéagaeﬂ 2 %ﬁg&g@@a@ such as water and oils,

mclﬁ&ﬁlé %E@&%e%f’c&%t SRR, GYR6RWY Ihikdid ©RERAGIch %@?é’a%étt 8E Goybean oil,
caccgtgccc agcacctgaa, ctcct gglgggl gaccgt g

mm@ta% pibtseseme oééeé éidisc SaueblcRhaEpAysEiel epichs g%&t?@e starch, glucose,
lactbdeC S@ERE Glatih,Jag e trféacﬂoﬁf aeakoghi@ B 86dedts@aral)Blycerol monostearate,

talc chgggat?rgi g%reftdgsggjg gglgceé 2%?@6%%9 glégoag\g%?r gtgcr%‘i 9988 like. The

conqxoagmacgdwrmb gmgztlggtantaagngtou: etmountd @2Wettagydrcatdifying agents, or pH
buf{fjfgg‘% 9%%%9 InEedR ﬁ-@g&ﬁ&lsacgg 24L 3620, 918 CARIL %ugcp%ﬁﬁafsamsmn tablets,

tcccagc cccat cgag aaaaccat ct ccaaa

pills gepselasy Pewday ayyziecdrelpasp famnuiaignyanddhelikee th@@ek@e af suitable
phalh&e@ATBdati A0sb BB BARSHAFUG BRERIORELEL Scletbl” by E.W. Martin.

[0064] The VEGF mini-trap of the invention can be formul\ated as neutral or salt forms.

Pharmaceutically acceptable salts include those formed with free amino groups such as those derived
from hydrochloric, phosphoric, acetic, oxalic, tartaric acids, etc., and those formed with free
carboxyl groups such as those derived from sodium, potassium, ammonium, calcium, ferric

hydroxides, isopropylamine, triethylamine, 2-ethylamino ethanol, histidine, procaine, etc.
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gcctggtcaa aggcttctat cccagcgaca tcgccgtgga gt gggagagc
aat gggcagc 1260 cggagaacaa ctacaagacc acgcctcccg
WO Q@bQemes c cgacggctcc ttcttcctct 1320 at agcaaRCr/UsS2004/021059

[.006%20%19{1’)%991%1'6 ﬁ@ oS HGRAASAE0for ?ﬁ@ﬁ&ﬁ%ﬁ% %Jﬂ?o%ts 98 tHeGBvention have
80 tgatgca tgcac aaccactaca cycagaa

ophigglmicadly cpgpat g@«i asmojad iy a Qg ay BgEFconk 1n1154551 er@ﬁblespH adjusting
agen@%@?or‘ﬂ)ﬁﬁerﬁ%%@nt? Eﬁ-ﬁ b%gﬂé}t?dehm cSARisRIE ofﬂng%egtumeﬁncmlng acids such

yr Trp Le eu
as s boHE %walsctey R E&EO‘SFWICGF& Jaes S aééf)&@n;bydmde
sodif@nyphé¥platl)y Ddidheboviad, sﬁilhhnlﬁra?éé s@uratetaty, andGerdivsh taclate and buffers such

as czﬁré%/@ét?oslfz,: sgdilﬂip 4 1cdlbon% an({/a un%#m%l}l)ri@; gSu% %ciﬁsis, é)g's%ﬁfégd buffers are
incll‘x@ﬂ iﬂ' hr atnewnt 5@uESd B0miipin i oPthe cPmpositem iAxp ophthalinggally acceptable
ran n&r fo? nﬁ%@oﬁtﬁﬁhﬁ%ﬁﬁlﬂcge;{tdb@e L8 cﬁ15be71g<r‘lz&edqg e cR)n‘l%%Btlon in an amount

|
suff@e@t ‘@garglg oggo]a iy ofythe cltcgrtpoglggn e a@@t]@hglcﬂﬂyaacpmta%;ange Such salts
1ncl&ﬁ:h@e)haﬂh§ sddBin, Pokasdivd &QMQ&HJ&Q&W an@eRlofiyé, chifite, Biorbate, borate,

e i val Val 115 120
ohoie Sk e g L B ey oy oy o
[0066]] UTheySndvatiofMat triBthal 381 HeA€lfdctve As its yendddthepeutidruge can be

dete%%e&sbst ecféllrﬁl?ucv I b@q\rﬁ lgar%e{?/rg thgigges%? ﬁe%ﬁgﬁ Jng;in %g@tion, in vitro

assayemai/aptionslly W‘gnm%d 197 belp kniywptiwal dojageThirgeq HeBeally, suitable dosage

ranget Yor %Eavglldﬁs 'X&thlrs)(éu&ay §re _?Ql?eral-}%bggt: 5014000 }ﬁgroé%gls 19ctive compound

per lﬂﬂgram]]go e 13}@5 Sg&%lez@sa%rglgg& gglianagélrad@l%}sq_agan Mgtgenerally about
0. OlTﬂngngbﬂy kpegzhf@N Defkg Dbdy Wlélghtvailffeéﬂi@ 4 ndalSe2RBapéddicd from dose-

Thr His Thr Cys Pro
resppysg s SRS YRz BB RORRS W e Lew Gy
[0063] yF RrsgstSeic adaminifhdol, euhéhgeuiably RffoctP4 SlogbGnsestimated initially from

in vl?lro as%é? lg%ge %g@ ;a7cg) %;E{n l{/at?rr@@ tefﬁl%n\T;ba? i iéls @ ééhié@é a circulating

congrgpatpngage fhayancludes thenles go@srflelpppmgd]gl czh @ulggg Sueh infgmation can be used

to nfdpdachidteNAdetdihite MadruldoSesAS Rubid. ﬁMﬁalH@Eagb&/ &nRI8 tleBtimated from in
G u 290 95 300 Gu Gnh{éﬁ Asn Ser

vivo\giafa, g8 aggal padplsyysing ec s Yyt arg wllgfgw%%{)thérg énﬁ having ordinary
skillAS nheTa(rpch.ﬁUreéﬁly @tlmlie)fﬁnﬁlﬂraTyﬂ td_lylﬁn@' Basky 5n Waimabedta.

[OO@E nD?ss%%e & unE 12\%rvafl E‘i adj egi Aciﬂ dg%]% tle;lpreovgegﬂa%\}{l% levels of the
com@)undﬁ’ﬂmt @ersufﬁ;;[enﬂ'yx ma'imamLté@raﬂugc pPffect Sdn cg&psgofA]ggal @immlstratlon or

seleﬁﬁé L@@i? e’cﬁg’ eitfgclﬁvér Wcal%?cé%ﬁgtlcﬁl & t}{@‘ l:ox@r%un&seﬂa; Bt ‘t@’rﬁlated to plasma

conggnigahigy| Qgebha\ppg skijl jn g‘@rarmﬁl Iy z}}alqjorpppfn(l)ze@gapgggcayg sffective local
dosap80witfout 40&eA% rffﬂdntagﬁﬁ 14_8% Ihr Pr 0 Pr 0 Val Leu Asp
e

[00 iLTl’%SrfEnocy;gtly ofzgfrﬁlp V@ aggifm%:r d xw r@ ﬁ @/pﬁncighorh%ﬁ subject being

trea’e@&5on4ﬂi@ sigtct'Pheighe theGQeserBe fof el affiletiortlitle @hmeAbbadueuistration, and the

judg?ile R%cr@ﬁ{g }?_kg/slcljg 0 ’Iﬁg %eia%? dﬁynbel‘r)éﬁ‘eaﬁgrmtleﬁfﬁttéﬁfy while symptoms

are detectable or even when they are not detectable. The therapy may be provided alone or in

combination with other drugs.

Cellular Transfection and Gene Therapy

[0070] The present invention encompasses the use of nucleic acids encoding the fusion polypeptides
of the invention for transfection of cells in vitro and in vivo. These nucleic acids can be inserted into
any of a number of well-known vectors for transfection of target cells and organisms. The nucleic

acids are transfected into cells ex vivo and in vivo, through the interaction of the vector and the
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<211> 1377 <212> DNA <213> honp sapi ens <400> 9

at ggt cagct actgggacac cggggtcctg ctgtgcgcgc tgctcagcetg
w0 eaogoodses c 60 acaggatcta gttccggaag tgat accggPCT/US2004/021059
targ@tg(%ﬁp bl COm @s&%?ggta@nﬁﬂﬁ&%g%,be]iﬁjgct?cﬁlcigﬂaaaﬁaﬁﬁle to a subject in an

tasacat gac tgaaggaagg gagctcgtca ttccctgccg ggttacgtca’
amopgosuglaaien da elecdt act%gnap@@@ 1esPata Aagronntdagtega @geomplish this is defined

as ‘ﬁttﬁér%ht?(?@ly te?@ét?zg t@@?@or?a?&uﬁgc at aatct ggg af agt ag
aaagggcitc atcatatcaa atgcaacgta_ saaagaaat a .
[00d JB eRlpgsract dregugiion 5@?%%%&@3 Q? %3’6%15& Vﬁ%&&@@@dﬁ& human or
othet tafinel e@ffis3ROramataihgeash witaatriadciCcaicadiag @tfigion polypeptide of the
. 1ctgagtc..cqt ctcat aal.t gaacta 420 tctgtt . .
ovdlhbf PR oE R ERE Ao AR TR Ao bro Bl AR et g e muceie
aci48Qodjeg thedasion pyyrratidaercwini-tren. t Egrageye duraps peeredures in the treatment or
pre@gf?@rp&{ hlandRQG &Y 80 60r é{%%p&t, B4 P (1 %? B JO9380 gy 6:1149-1154.
tgagat gaag aaatttttga gcaccttaac tatagatggt
600gt aacccgga gt gaccaagg attgtacacc tgtgcagcat
Kit§cagt gggct gat gaccaag 660 aagaacagca catttgtcag

tccatgaa a acaaaa ctcacacat ccaccgt gc. .720 . .
[00% a@@dﬁ ao%glg? B@y@@@arbaége ((’)gfn@gu écftgrtm(gc g&)gﬁmg packaging material and a
phaintceadeelaaantamatiad gditin/Be padksgihg atatpaial, stheagiha pharmaceutical agent
com 91%5%@%&00&1%&9 ?%g&rﬁé)%getd% tor gl%gecﬁ@l%? g@lygeé)(?ides of the invention,
aa ct g’ adgt gcat aa

accctgagg tcaagttc gat acg gacggcg Jgt gc:
and trhereimia 0acks giog antseielrogpaise fgalrt aypackessansegcrlueh ndicates that the
VEGRSSIIR G0 FddfeBlideCn 68668 H&GEAOOVEBEGRAFAG  disease or condition.
ggct gaat gg caaggagt ac aagt gcaagg tctccaacaa agccctccca
1020 gcccccatcg agaaaaccat ctccaaagcc aaagggcagc

Traas£Gdg Mfimahcaggt gt ac 1080 accctgcccc catcccggga

ct.gacc aa cca t cagcct gac ct ct tc 1140 . .
100 S G o P g Reen s O ALge “GHAF oU e i ghfe dnvention. A
tranggrogGayed cail BOprodred by adrgduncingangestactl iogtthenglg pronuclei of a fertilized
ooc&tg,cg.%,cqu ﬁﬁcrgﬁ}etzt%nt, ?eq}ovﬁélqgﬂgc%?gndlﬁﬁgnﬁgt the %Séégé g)gdevelog in a
acaagagcag gtggcagcag gggaacgtct tctcatgctc cgtgatgcat _
pseudepG Al &@tagq Blemime c eV Pt dhicig et AT AecE seauences useful in expression

veclofil Gah 6808kt AR Bahsdehic/sequehbe: AQisﬁ%%%&i@gﬂ&@%eEﬁﬂce(s) can be
er

<213> hono_sapi ens <400> 10 Met Vi yr Trp As
overpfy T Gulhe MBLFETE o GECt ARBETER Tt EaPeenbio pytiqngls. A
trankgulicLrdd-huaidn ThitnaCkypréeing Sefisidepolfdeptidscsr mptrahof e yhvention is useful

in a%%et? irog a%p?iga?t%ng,qulpcﬁ V:?s' adqilauné g? ﬁlﬁ)g%qgng(sﬁ%%h %rf%léél pﬁol)E)rg tide.. Further,
the Warisgérieend3r lee 1yesd Andper e cofihpl Gean iRtugiblespromoter Fuph thQ) e§pyession of the
fusiBP M@e GBS ol-Bthi k45 mlaY e FCBRrHE® bY-Cdr AMpld) hathfitstralish & Psmall

Ash Gy Lys 65 70 75°80 Arg lie lie Trp Asp Ser Arg
molpgpde. Gy Phe lie lie Ser Asn Ala Thr 85 90 95 Tyr Lys

Gu lie Ay Leu Leu Thr Cys Gu Ala Thr Val Asn Ay

H.s 100 105 110 Leu Tyr Lys Thr Asn Tyr Leu Thr H's
Spegfi¢ éﬂ%"#}we h Thr lie lie 115 120 125 Asp Val Val
[00143 (in Berexperimeserdeblirbedbalow, smalbbrUVEGE tr&ssr wova per@tagedCind their ability to

. 3 L . . .
T
exaifiplg, c@‘tgin‘p}mdipi’pr@ oBdiscasey mgjyb,e plicferablyntregtest w_i;lgloga)} admmistration of a VEGF
trap B2 %Zé?ﬁel brzatHssiRS B ANIrafRP iHaf By lsgﬁerfﬁt; fadfenisirafén. & ¥ne

Ser G.u Met Lys Lys Phe 180 1851 Leu Ser Thr Leu .
exemplifiqatien g&tﬂ;}e @1914(?@? ofrfhe 11}3(,&:@’:1%? spnaller &y Fr{}FGr§p Vay,gepeygted by directed
cleadf}f? o2 @Qintdtized MEGEMEp Abdind\h dleDake fo@ton @ tedion) ghidratddiin a Fe domain

el e B et o3l Bt e .

size@ Pore@uithpPrixamipkes Briode@iribe [censtrugionGif us@inyporpeptBiss hatng a VEGF

r‘ . . .
e i e 8 58 G rfE o) e e
Affipity) waqurwntwpwsa@s%a\ﬁép ngeelyppsylatgd fusigppetyreptifes eypressed in E. coli or

Lys Phe Asn Trp 275 280 285 Tyg Val Asp Gy Val Gu
Val His Asn Ala Lys Thr Lys Pro Arg GQu



290 295 300 Gu Gn Tyr Asn Ser Thr Tyr Arg Val Val
Ser Val Leu Thr Val Leu 305 310 315 320His G n Asp Trp
wWhewsAss9s y Lys Gu Tyr Lys Cys Lys Val Ser ArCI/BRE904/021059

the %lggosgﬁéd kl)‘ﬁ'péjtlﬁeg-&ﬁregsreg uﬂl‘ﬁo%éﬁ’s ﬂlddﬁcogp'&ai’% $indl Hg aH’nﬁty for VEGF as

Pro
the tgllrwélpaw? traphr Exaeiglorh Slrtthroﬂ Wtewgn%@aie@ S’Eﬁstr%@nmmg of
(R1B2H \A}-h%h iJ Bdpabl¥ Sf Bﬁﬂhngaﬁﬂ MRibitiag VG Biampleysdes@ibed/@b construction of a

VE@Y o B0 Mnelh ¢ SR Hi e ST 95 REGoggable o the ful

lengfD QapASEQIID NOyR)).Thr Thr Pro Pro Val Leu Asp Ser Asp

[00@4?/0%? fi E&?es éj? %he48§en$819 w&fl ﬂigcé’ng lﬁ@aﬁn&% {hz%ﬁrzﬁ gfj’cﬁlgggllowmg

desomtlomhttf esemplesysens@rhmmts Wieh ¥ given lﬁorAllast@éQn p{ e Agyiqntion and are not

intehlled tg’y,[;, li¥ingd*Beredt0 445 G n Lys Ser Leu Ser Leu Ser
Pro Gy Lys 450 455 <210> 11 <211> 4 <212> PRT <213>

hono sapi ens <220> <221> VERAMPEES 20> 1 2 3, 4
[007632 3 he Xd&)w‘tngqéﬁé | 18 PutAotHE s&ﬂ@@@rdﬁd&@@s&f&'&)r&iﬁkﬁy Xﬁﬂ id the art with a

! 1> 1444 212> DNA < a
comgé%ﬁ)@s aé‘ét]aﬁ‘félgtéoﬁ ‘éf é"g‘f)g@age ! g%ettg? 516 gé %}d c&gllpgsmons of the
inventicy gigd gmgncxt tiggraiad te jmB0he stape atwhddt tginvagas acgard as their invention.

Effotrg%ggecge%ﬁ A9 Y &ﬁ&gca%c&a{ g%&%gpgctc&) (flﬁﬂ%rgtuged](gg amounts temperature,
tgcttctcac aggatctagt tccggaggt acctttcgt ag

etc. @%ggwrlma]&@m@tdgylam chauirhee acgaunigyfay ggnlessgmdlcated

othed@fizé, Gake Ak phRCHY Q’Gl%ﬁkgmgtetslﬁ&%&@ﬁ iARragt aRtRt1ePFeight, temperature is in
t éacttta aaaaagttic cactt aca tttgatccct gat ggaaaac
degishy 3’5

Yigtedeaet grey ﬁrg%f’a’é ¥¢ta tcatatcaaa

tgcaacgt ac aaagaaatag 360 ggcttctgac ct gt gaagca

Exan{ qgﬁcaaé&s%%ﬁaﬁ togtlﬁtltlﬁ ﬁ’“ ?‘gAéﬁ{a tcacac 420

ataaac caatacaatc atagatatcC agctgttgcc caggaagtcg
[00ZA g@aﬁgmngfcudhem of gg@ragtg‘g@@F é;:fala@ ltéD@@ﬂldDétF@éﬁl(@i 8&&9 ID NOS 7-8),

VE@FIglf:lt&;Ig:%gg a @Bﬂgj fr g@g 9212?&9& B Gsb. ?gglalggﬁ F&c’égc : g%E% ID NOs:12- 13) is
descgged gh@%b’é‘% 1&%@6&8&@&%&? gls@(ee% apegggﬁﬁ@etng%mmte by reference in
its eﬁ‘aﬂiefy: LR dePtibaI0IA ORQ/087 B89 arGHAESHE @8 Qorsirt@inglafd Sxpressing nucleic acid

o I

metbak @f daemdnigs gectol@onxaycd MRGTabiaditg by Biprggatsy: aeg

phalt atcgﬁﬁétgcténagg%sccaaaa cccaaggaca 840 ccctcat gat
cccggacc gaggt ca cat gcgt ggt ggtggacgtg agccacgaag

900 accct gaggt caagttcaac tggtacgtgg acggcgt gga
Exa&lﬂh&@atﬁﬁtmﬂﬁﬁfm%&laﬁnﬂaﬁﬁ VRGP dhindGp ggagcagt ac

aasagcac(tgj;]aR acc]g%g,1 gagt cag%g@g%g@ gé}fsge Oé{ftz?éé’é{énasaﬁion of a

throﬁfbﬁﬁdlé‘eﬁ@g’:bg fomszﬁhgaﬁ@ CERC (SEQ JRa@eDadtie: Eocdbmag CRgified VEGF trap (5 pg)

eSSBS £ EORIoRCER o0 SeR O F£5! PGP Ropy o vt Cach o

16 Hr? XB7a &y g@dnttmﬂsamtlududa:gaag@c cattog pogtig gCant gggagay VEGF trap protein
1ncu%?t@3 %ﬂ&ﬁ%&&g&a%ﬁcﬁéﬁ@sﬁs a(?@@-?ﬁ’f 11&3439(55}3 glgg él.g protein per lane)

tggact ccgacggctc ¢ agcaagc
verlﬁ@(hwgcg@wvam@@gbag@ shgg@agcagg ggaacgtctt ctcatgctcc

[ooﬁi 9RErEG Hgte&l%ﬁglo’ﬁg %E idd%‘f%uﬁﬁ%%%&éha%@ﬁ %ﬁ&ﬂl’s‘@@(}m@ was determined
ctctccc ctccgggt aaat gag 1440 ccgc 1444 <210>

as dmnhailmﬁv @55)7 5:12192&)r pﬁ'lpamm_S’EGﬁmatp wwseeads VEQFGrapk@ntibaing a thrombin
cleavgJ gﬁer(“l{%ﬁea%dgvﬁﬁp trI;'?f), c%a%eﬁt(ﬁ-?%ﬁll-@ég a%‘ﬁed%hf%lﬂaﬁtgnonomenc RI1R2-

myoanyc @sy M@@ speeidicalye hga’lbﬂ]@ of the traps to block VEGF,¢s-dependent receptor
phosphorylation was determined using primary human endothelial cells (HUVECs). VEGF, 45 was

incubated in the presence of varying concentrations of the test traps, and the mixture was added to

®
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20 25 30 Met Tyr Ser Gu lie Pro Qu lie lie H's Mt
Thr Gu Ay Arg Gu 35 40 45 Leu Val lie Pro Cys Arg
wWy200500898er Pro Asn lie Thr Val Thr Leu 50 55P@GDUE2084/021059

HU\{"Q/CSS Prlﬁmg%%tg?&;g]%g %H&rykgbh éf 9E§?82A§%g % ¥to%c}§i%mA{rﬁ concentrations

of VEGE t@Erm)hQWWEGEhIrduW]rfequ@f ahesPBBYIE0m 5H‘PW%’C’G3§/'°‘ L:d gnolar ratio of

greaéle{st al ggG%ﬁ%p %]lriga%tsi ﬂcojﬂ@?ete%ki@%f%dép% §gﬁa¢iﬁg W§ obs¥Sred, establishing
9

that TipEkE MOl ofd P AEPeEFyFo oking 351 ﬁéﬂ‘rff‘#?fﬁh%}&ﬁa VEGEiss.
Thud, Yie H3EH bihéitg Qﬂmtﬂl_ @ﬂ the SXEQ#airag3oy VBGF deytsts lie forMationld@ complex that

prev%g:%gV#g}? tjlﬁw mii_;fﬁ%cuﬂs Svit ngll \i/% %{ ! e}i%rg %qﬁlxvgslﬁ ré%ﬂs %glre obtained for
identatay phosphddy laticl mh@twn/w(@rﬁeyts LfylsthvmprethEﬁF (jrag mpcbgﬁed VEGF trap,

Thr du Leu Ser
and éggei}@(}&r&m@ﬁ% ﬁﬁe{erelgétg a%ggm%%l Hbze }Asn Val Ser G n

Hs Asp leu Gy Ser Tyr \/ T E Asn 195 200

205 AsnT@py H o G n |akineicoDissoriatiop Rafe €45) i\ \olin (hr)

& \earentVEGH e 10 215 220 HEhx A0y =M% y Asd 1ys TBS

H wnclphyed (WEGH¥ap Pr o [Oys Pré493ak40Ded).20% 230 435 2403.9
QleavedVEGEwiGH-yapq v [Pr o Se¥46/5|10PH0.628 Phe Bro Pr3.53
RLR 1i9r anyloytss 80600 [255 Ash74Thrl0Pen 3% H e der Ar §.028
Thr Pro Au Val Thr Cys Val Val Val 260 265 270 Asp

Exaiég’ e $° rCo?E]tg 5383 3 Ssa%ﬁﬁs Enlod{fé V-E@F Rhﬁl—’f‘?ﬁﬁ)sﬂ p Tyr

Val du
[008Ph NEﬁysmmr@amrvger@mps@qaedé%n wrecz%r @956 B@entAVsFrﬁFs ?P=
VEGHR1 RIYCASL @) ¥akNoSer10Yal whil thdhreYahidoeddidsi giijcﬁefalanme-prohne

o SR ) EEnhEACE). o AL e

consitu€tion of td VEGY sitiktraps-beeaise Ithel.l}tﬁ(exADNALsyque@:q/mGhd’chér $f I restriction

endcérggea%\é Qecggrgtl(asﬂiss%q%nge @ﬁp faﬁllﬁteggaégxgg%mggg xgéF g E \}{ %l other respects,

the BBEF mrem eﬂqqdecrlgospT_IéMS wﬂen_ygl taithpt phite WEGHHFap, SECFRER2.FcACI(a) (SEQ

ID %8509 %&%a@@@)eyl@dﬂlﬁm\'f@T bicatloR WhoPeI19Asn Ay G n
Tyr Lys385 390 395 400 Thr Thr, Pro Pro

[008}} TvmgMEﬁg ngbFanr@(ylStggfe dpyith BRimeEgatipy domaips geggisting of either a
singttl9stéihSrobitte aﬁm;r)trrsmab NG: p) brytﬁe Seino Amgs ACBOESBQAEDMNO:4) (R1R2,c60)

et 55D ¥Bise if G felertpds G0 Pectpr tpopiie KElpABkgl Spots of e

consﬂnﬁ&s bewabie dfefornBeg h@no}d@eyl_c imodecyss) %Elzﬁihﬁ pne]l R 1R24) Jos two
(Rl éjn%emgmll ‘Z&Ig"jﬁ mo sapi ens <400> 14 gggctgttga

agaga gage 10> 15 <211> 28 <212> DNA <213> = |
[008% rff;hesré pach s TEHIG Oxas madg G aepeavénecthe 69Q b fiagraent genstpdedcby digestion of

pTEgigS 5&3\0@11:1; 8rr9%hd No2 B and inserting the synthetic DNA fragment formed by annealing
the oligos RIR2NC (SEQ ID NO:14) and R1IR2CC (SEQ ID NO:15). The resulting plasmid encodes
R1R2., which consists of the F1t1D2.Flk1D3 domains followed by a cysteine residue (SEQ ID
NO:23). Similarly, the plasmid pTE518 was made by removing the 690 bp fragment generated by
digestion of pTE115 DNA with Srf I and Not I, followed by ligation with the synthetic DNA
fragment formed by annealing the oligos RIR2NACGC (SEQ ID NO:16) and RIR2CACGC (SEQ ID
NO:17). The resulting plasmid encodes R1R2,cgc, Which consists of the FIt1D2.Flk1D3 domains
followed by the amino acids ACGC (SEQ ID NO:25).

[0083] Plasmids were also constructed to direct the expression of these mini-traps in E. coli. The
primers R1IR2N-Ncol (SEQ ID NO:18) and R1IR2CNotl (SEQ ID NO:19) were used to amplify a
DNA fragment from pTE115 that encodes amino acids G30 to K231, relative to the parental VEGF
trap (SEQ ID NO:10). Amplification of this sequence resulted in fusion of an initiating methionine
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<212> DNA <213> honp sapi ens <400> 16 gggcgcatgc
ggttgttgag age 23 <210> 17 <211> 27 <212> DNA <213>
W 20vs/08m@pF ens <400> 17 ggccgetctc aacaaccgca t BCHUSIORT21059

cod%thﬁe g* agac% fus on o?%he codcl)DNﬁr cgs]t e qgﬁn%veﬁ Iagsgdc’ (g)%grp aigle 3’ end

gtagac ada gat gt
(SEQZIMNO@B hig DNADNﬁgmﬂll Yas th@mlosabmmbe NgoOsnd Not I sites of the E. coli

expl%gs?&g&&%ﬂ@ Bﬁ@g&t {otﬁélg pﬁé‘r@ ﬁ?zt dutd ﬁnaﬁ&@%ﬁsﬁ: BQRW%% endent on

10> 2 3>"hono saplens <400>
transquiptigrh ey phage ch?t‘?% étpéonafﬁ%ra aleél@@an Phesretgxpregsion from PRGl 102
resultd $P&Lah 818 PSR 1Rc 71ni]¥e1- plesmetlile E3& 1 ibestraldNEF 1238, Similarly, the

Py ko e R —

a DN2IfZipnianinors @WEEIBSthﬁ%@&leQ &nﬁ@&@ﬂg @30do KQYL (IAQ #D NO:10) resulting in

o 5 S RO BRI 55 i AP E e
NO:Aj golldwed Glyya Sl codeny at thg 3Cysd @EQ eNOtSu ’IS(;rfragnﬁntl\@s 1ken cloned into
the %&I k?ll{\kgq Witk &4t ol cg%xﬁ‘égsw%glas@ﬂ Pﬁ}gﬁsﬁ‘)r 1 GBRah[m such that

tﬁ{ 20 25 30 Phe Val
exmbﬁsepr@ 1R2acdci veas ifegeniipt onHranggrigtians frap t f5p1eg9 TAr Bl Gpgemoter.

Inddeﬁb'n y enk 'ei_:rlfprgsrsﬁn%‘l B¥t8 pNeh 1OEand%§rGl|?033re@tﬁfédllﬁ ScchiifilaBbh of RIR2,
al Thr_ Leu_Lys Lys Pe Pro l@%ﬁtét Thr Leu lie

or PdBaAqquremeyﬂVWs lrs%le ﬂ)“’l? s @t e |cp T RINGSS. S
Arg Lys Gy Phe lie lie Ser Asn Ala Thr 85 90 95 Tyr
Exa@lpje a S%l{t‘g%agﬂ% aiﬁ%h%rea%te}:l}%atlt gf ?ﬁleAImletrzrlpsvﬁlom% coli
[0084] sBoh R1BRA ailthR 1 B%,66c [ere Iexmesserdeasr!z@pmmc melmsp B/gpli and were
purié?(l b}Lg’% §§LE nfefRd Shaulich gtﬂe Elllalgg TG i—gﬂmﬁ%} ofadih& gp)RGl 102 or

140 Lys Leu Val
PRGAP3 @ the Be gol/AKH2 Vaam ®F5»23|8|resuha¢>m1@9um®5tloxw thsprownem the cytoplasm.
’ Aftd%‘%llhuztﬁ(ﬂl gllé v@é ccﬁ’fe&e@ﬁ‘!j ce%@ﬁﬁl%%@n H'e@s%nﬁed’!n%ol-ﬂ{ﬁ[ 'FrYsSHCl pH 7.5, 20

mMLFS}%T%aﬁd Mﬁd ‘E}épﬁSﬁaﬁg tl}_%hpﬁgqutgqgvl hfgg)gemzer Inclusmn bodies were

collected from lysed cells by centrifugation, washed once in distilled H,O, then solubilized in 8 M
guanidinium-HC], 50 mM Tris-HC], pH 8.5, 100 mM sodium sulfite,10 mM sodium tetrathionate and

incubated at room temperature for 16 hours. Clarified supernatant was fractionated on an S300

column equilibrated with 6 M guanidinium-HCI, 50 mM Tris-HCl, pH 7.5. Fractions containing
R1R2 were pooled and dialyzed against 6M Urea, 50 mM Tris-HCI, pH 7.5. Dialyzed protein was
diluted to 2M Urea, 50 mM Tris-HCIL, pH 8.5, 2 mM cysteine then stirred slowly for 7 days at 4°C.
Refolded protein was dialyzed against 50 mM Tris-HCI, pH 7.5 then loaded onto an SP-sepharose
column equilibrated with 50 mM Tris-HCL, pH 7.5 and eluted with a NaCl gradient from 0 to 1 M in
50 mM Tris-HCI, pH 7.5. Fractions containing R1R2¢ were pooled, concentrated, and loaded onto a
Superdex 200 column equilibrated with 50 mM Tris-HCI, pH 7.5, 150 mM NaCl. Fractions
containing mini-trap dimer were collected and pooled. The molecular weight of purified mini-trap
was estimated to be about 46 kD by SDS-PAGE.

[0085] BIAcore assays were conducted (as described in WO/0075319) to determine trap affinity for
VEGF, and the results showed that the R1R2 and R1R2,¢gc mini-traps had VEGF affinity
comparable to the full length VEGF trap (Table 2).

TABLE 2

Trap Kinetic Dissociation Rate (1/s) Ty, (hr)
VEGF trap 423 x 10 4.53
RIR2. 3.39 x 10 5.68
RIR2 scae 3.41 x 10 5.65
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Leu Ser Thr Leu Thr lie Asp Ay Val Thr Arg Ser Asp
Gn Ay Leu 195 200 205 Tyr Thr Cys Ala Ala Ser Ser
w@koosensodvet Thr Lys Lys Asn Ser Thr 210 215 2PO1/BRE04/021059

Pr o Eys 225 230 235
Exag?ﬁ)ér gzi‘p?%ilfg OIE?SE%%&"% ggo?;orm sapi ens <400>
(00864 Kapresyian oSgre VHEGF Trip-tapp eleqde@yypIFaﬁlﬂ laad) pTESI 8Gy slepwindent on
trangc@ﬁﬁtléﬂ? Hm%et[le iiurﬁaril- @I\Ml\/@ E&n@é{eﬂ-ﬁﬂd rkﬁﬂ{s TrhEec@an §F[he§§1'hl -traps into the

cult‘fvétme#wn ‘Séffn @P{?Sqerién 6H§ C@Ihb Whea eF‘PréSSFﬁl %S weqetewrot@vnﬁio K1, both
min{-tr4f3 whbe foudd AN Be anidhti-oﬁbtl Madia bhEesimatiéy st thsifmVRtuldeight by SDS-

PAGE eBEb e T e e et ytp b P st S SRy PAcE o

indidutgyl thatathd iméni-Traps #sie cﬁlﬁiblemfg"oﬂnysg hnyo-Eineerit ineldcilles Sebilized by

1nte@(ﬁe a@ d1 Fl&id%g) @e@v%ﬁ l&]gé’ - g'r}ﬁﬁﬁpcﬁa?yg%l ng!%_c&xgc%{t% SH&FIIMZC mini-trap

efﬁmgzglyfwme;\epnvm dirgags Whan empseswi @S Eiseerere pratgm erquHC@SH
e 115 120 125 Asp Val Val Leu Ser Pro Ser Hs Ay He
Au Leu Ser Val G u 130 135,140 Lys Leu Val Leu
Exapygile £y sCenpsfrusfian APé e¥presyipy, of @ singlp, chdip YEGF mmi-fiap
[008175 0A VG FLGi-Aap Wk elsd\S(fhsfﬁiqmd(ﬂnat dyiiot PeqirSe muBigrherizyiton domain (SEQ

ID Iﬂg%ﬂ_ 'ghlﬁ.ﬁunlla/s 2 S L g@?y é‘?ft %}g%onl& on%@llg]glkf]ég domain (R1R2)

(amib8 &cxﬂQ 602231 ofSBEQ ThrNQ é@) tdlarse¢dnd FARIP2.Ekyt DS’aimehr(RAR@ (amino acids
234 %@5 oé@EQgDrN@ZX) Lt a%ﬁ .Pro RQr 6dwechy Iatﬁﬁ n&‘e%e@hxado%a%s (amino acids

Lys Lys Asn er 215
232?2@)°ﬁ>ﬁEQ\IQINQr2§) VaI Hs Gu Lys Gy Pro Gy Arg Pro

[0083PETYBdnsthdi aRhe 22BdidS Gindsie FRAD Fi DSAbmbHS aI'DIeAFffa ment was

St Bl (af oSl ST g i

DNNabmblogy lwéth thy F1t PIBDFIRED3 Adflaihyeacddivg IPNA fhend iAITETNS. This synthetic
I I . T . )

NGRS R 584l B0 Ao e

PTESYS vdieh ¢ipeessty thepBERZBORIGVEGFamini-trep from tigy €MY-MIA|pgomoter. When

this ﬁEmM% trhSPectddYinttl GG ®Y c&itd thb-XIRI NI RIAE G Rind-hap %&Qmulates in the
yr Leu Thr H's Arg Gn Thr Asn Thr He H e As

Cult“valme%{n Leu 325 330 335 Ser Pro Ser His Gy He G u
Leu Ser Val Gy GQu Lys Leu Val Leu 340 345 350 Asn

wxaglfe . csfushth 38 S oo G bS5 o

[0089] sA MESH mmi-trap weatonsisiwtedrag déspb&iZdo3y by 8Bért fisionlofone Flt1D2.Flk1D3

R?%@ (?g‘%loc%%l ?8 &3% %I/étmxé 2@/\751t]@h% tlf[xﬁrﬂ ai?lfne-éﬁﬁno acid sequence

domE
rrmwnganhC@Q ehgn Tl plvﬁmd@g/gamfeated@go £HP K1 561)% e YFGF mini-trap of

SE N6 it Sddreditintb ke duttirelnyedlivAS NSuBSIquddt Euﬂi&tlb{@ﬂéy f¥nGeducing SDS-

< >
PAC@ilgérzo%pégs?s 430 Hs O u.Lys 439 210> 2

as native light-scattering analysis 1dent1 ed a trap molecule with
molecular weight approximately 64 kDa. This molecular weight indicates that a covalent dimer was
formed between two fusion polypeptides of SEQ ID NO:26. Similar experiments were conducted with
plasmids encoding the fusion polypeptides of SEQ ID NOS:27 and 28, and similarly showed these
molecules formed homodimeric traps. Affinity determinations for human VEGF-165 binding to EGF

traps composed of dimers of SEQ ID NO:10 and SEQ ID NO:26 are shown in Table 3.

TABLE 3
VEGF Trap ka (1/Ms) kd (1/s) KD (M)
SEQ ID NO:10 2.73 x 10" 1.79 x 10° | 6.55 x 1075
SEQ ID NO:26 2.00 x 10"’ 6.56 x 10° [3.28 x 10°"°
SEQ ID NO:26 2.61 x 10" 577 x 10° [ 2.21 x 107"

20



<213> hono sapi ens <400> 25 Met Val Ser Tyr Trp Asp

Thr Ay Val Leu Leu Cys Ala Leu Leu Ser 1 5 10 15 Cys
wahewshensdt eu Thr Gy Ser Ser Ser Gy Ser Asp TPCT/GE3004/021059
WeARlghPro 20 25 30 Phe Val Gu Met Tyr Ser Gu He Pro

GuHeHe Hs Mt Thr Gu 35 40 45 Gy Arg Gu Leu

Val He Pro Cys Arg Val Thr Ser Pro Asn H e Thr 50 55

1. 80 1sVEled-HﬂEleic%Ulth&edﬂeSen%&ﬁnéj 1 %skﬁlf)oﬂ?gptfﬁ@ rcoﬁs?dﬁnlg"o?cc&?ﬁﬂ%nents

6 70.75 80
(RI@;); 0@(% 1%5% & f};fl(gl @étper%% Nhgreiﬂ.ﬁ >ds %9@ 1gR1 rpyflasqggg endothelial cell
growghfadtbre( VEIGF) keeepthetomponienCys ddmhdin Ao Flthran¥a2 839 déshain 3 of Fik-1, R3 is

To dboly H O Leu Tyr Lys Thr Asn Tyr Leu Thr His
8 gméo‘%ﬁlﬁ‘? Asn Thr He He 115 120 125 Asp Val Val

Leu Ser Pro Ser Hs Gy He Gu Leu Ser Val Gy Gu

2. ’ﬂﬁ%%ol-ﬁéi ﬂiﬂ:%l(!-y&d !?rpélal}ﬂafe th%H:nf?gg ﬁ.@éﬁ p}gﬁerﬁg% @%Qnuls erizing

Asn (
comppsnECHSAPaE o Gibreasng ifhceniogr HKhtorbEn ByRulliperic sicture.
165 170 175 Val Asn Arg Asp Leu Lys Thr G n Ser Ay

1%613 1sogted e elcdv §f1 %yciaquﬁr W r@ln]é@? I\/Iglﬁ Sat cée étn[lg{ﬂrlilggconsisting of (i) a

multijgﬁlzz%coﬁmonéﬁn cor@yrisiny aclédvablSesgidBe(C- ﬁgi}bn), e(i) Wefunddid multimerizing

com@/ tl‘Ylﬁ) ﬁ?ﬁ‘mrﬁg ac%ré@ql%fj& i!vg’ee %QO Q&t gg(g alﬁgg a&%g nﬂf%g having at least

one Qﬁte@lff&dwcw iezﬁmplzmperz os amtxér(m) 40002 Gokitand (vii) an
immVadglébalin dywaidlr P Asp Thr Gy Val Leu Leu Cys Ala Leu
Leu Ser 1 5 10 15 Cys Leu Leu Leu Thr Gy Ser Ser Ser
Ay Ser Asp Thr Gy Arg Pro 20 25 30 Phe Val G u Mt
4. ATfusioSenlyfmidtlescoRedbyAht nirtléic ktig nidiesulyRF cikhiis Gos, 35 40
45 Gy Arg Gu Leu Val He Pro Cys Arg Val Thr Ser Pro
Asn He Thr 50 55 60 Val Thr Leu Lys Lys Phe Pro Leu
5. The fusiusr polypgptidecof Riadm As havizigythe yrein6 BeidGeqtisnGOof/AHY HD BOKL6, 27, or 28.
e Trp Asp Ser Arg Lys Gy Phe He He Ser Asn Ala Thr
85 90 95 Tyr Lys Qu He Gy Leu Leu Thr Cys Qu Ala
6. Aryspligphle CAEWSS@WVGFE% C%ble 105 trppsfyrmed; hasy eell yeomprising\the nucleic acid
moletyle of eMinddy toH8.s Arg G n Thr Asn Thr He He 115 120
125Asp Val Val Leu Ser Pro Ser Hs Gy lie Gu Leu Ser
Val Gy Gu 130 135 140 Lys Leu Val Leu Asn Cys Thr
7. ANngthgd gf frhducfBigle VEGF Assion\falyp&htide] d;cﬂnph@ﬁag 1@3stép5 @f %ﬁl@ducmg into a

sultaﬁ%% Ey%ld@é%ﬂ{%@h%t&%%&n \é‘ ?orzg rcla%\l}e g ef 8t&1g|j;;gresm?n of the VEGF

Slo@Hﬁ’EéP“@y Ser Gu Met Lys Lys Phe 180 185 190 Leu
Ser Thr Leu Thr lie Asp Gy Val Thr Arg Ser Asp G n

€] eu 19 0.205 Tyr Thr s Ala Ala Ser Ser Ay
8. %%%C‘ﬁl{?éten%?%gel’ﬁﬁgelk%fgw‘i&sfﬁ“@e(ﬁ’ EqE) trop, popprising @ nuffaneygf two or more
fusioArpglyyedtided sf ¢Hith 4.ys Asp Lys Thr His Thr Cys Pro Pro

Cys 225 230 235 240 <210> 27 <211> 240

9. The VEGF trap of claim 8, which is a dimer.

10. A dimeric VEGF trap comprising two fusion polypeptides comprising the amino acid sequence of
SEQ ID NO:26, 27, or 28.

11. A pharmaceutical composition comprising the fusion polypeptide of claims 8 or 9, and a

pharmaceutically acceptable carrier.
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<212> PRT <213> hono sapi ens <400> 27 Met Val Ser Tyr
Trp Asp Thr Ay Val Leu Leu Cys Ala Leu Leu Ser 1 5 10
wQa 2008980828 U Leu Leu Thr Gy Ser Ser Ser Gly SePCMp20Wh021059
12. g %etgcpotft‘regtx glls_fageo P%onﬁl 1ron &(‘gﬁ:ﬂg%l%o %el{)lo%egi & ﬁlhlblted by
rembell oi/mhibiica dPrvesc@ias eldotheliall grdvwth f8eer (MEGTAstonitrieing hdmmBtering the
hamcbfficHombBLit; i LY Thr Leu He
PRS0 As p d th)}Jg{sng&%‘% #151%8304?l o8t Elnlegﬁh%?‘f Asp Ser
Arg Lys Gy Phe He H e Ser Asn Ala Thr 85 90 95 Tyr
13. 68 n$dinbdrdrelateh M2 L9kkrdif theldieade)st chhditidN 1@ af REu1MAdiseA$d or condition.
Gy H's 100 105 H O Leu Tyr Lys Thr Asn Tyr Leu Thr
Hs A)g G n Thr Asn Thr He H e 115 120 125 Asp Val
14. \Iak nethodSéiclaln 03,Selferdth she(@cylaHliseatd or doaditiGeis d¢a lrelfbed/ macular
de %&ti 0 135 140 Lys Leu Val Leu Asn Cys Thr Ala Arg
5t ‘U Leu Asn Val Gy He 145 150 155 160 Asp Phe
Asn Trp Gu Tyr Pro Ser Ser Lys Hs Gn His Lys Lys
15. k@yls&@éd JanQelél- {ad mecﬁﬁgntgfﬁlglg'%sﬂsﬁ? Eol%egtia_ Eongs{'lnéﬁfr receptor
comEe%PHqShﬁleb( 9&5(81&%()9{ i 2 multimsrigngepmpangnt M) gepableef interacting with
anoth&EM2Q0 fatba dMIimbAE stychurd) vheimXSer, Yoer1, &1 is LabulMBdndothelial cell

Thr S Asn Ser Thr 210 215 " Phe Val Arg.Vval )
aronp it VLD AR Somife Dok 2 PR g Yol Ay For i, 3 i
Ig dﬁl’&@inm BA4 wizid tha 8nuwl@ihdriziip3compad e (RY is<@ledted Hmmthe group

t | ... .
conﬁ? E)g Ei) @Wﬁéﬁfl\@ cygakfgﬁg Fef-[)é ((ESEQ%\@@) Egﬁun té/d %{%U (iii) an amino
amdﬂqque@e)/beggqen dp alamyt 209 gmige rac1;1g*§1 Igth Rywngrgt geastrqpemstgge residue, (iv) a

leuctfd 7 @r lghkl lMS}t ma-t‘i/fgv'g’ﬁe{ cﬁ-éblll'lln@afp Al 1}Jaﬁnﬁn1ﬂo%c/)'5{hlﬁl domain,
Met u354 45 y Arg Gu Leu Val He Pro S

Arg Val Thr Ser Pro Asn H e Thr 50 55 50 Val Thr Leu
16. LThs ido¥BedRlcRy zﬁ:ld_ﬁuleéﬂﬁ off, lilﬁmi_ﬁi,l weirPihe résgproftampoyientSire (R1R2)x

and gheémﬁtnﬂgnm%g omﬁimenéés g)o r@tgo % (? sei_qgllenc%bet)(vlglelgl é §7bot1%g!)0|_aéﬂno acids in
lenglthhavdgsat @ast ohke &ysEéine Maidugsn Gl y His 100 105 H O Leu
Tyr Lys Thr Asn Tyr Leu Thr His Arg G n Thr Asn Thr H
e He 115 120 125 Asp Val Val Leu Ser Pro Ser Hs Qy
17. dhg 1@al'deré1ﬁlegea‘md\;gple@k§,o@lzgmll:%Wkgsmfh@reggggorg@glpqxaqnt is RIR2, X is 1,
and HRUNEReiNBe JdMipobid i¥r0anlifs abll WeduBibe ASTS Mliho Rills fﬂ 1€ngth with 1-2
145 1%0 155 160p Asp Phe Asn Trp G u Tyr Pro Ser Ser

CYStE%}%reﬁh Y@ n Hi s Lys Lys Leu 165 170 175 Val Asn Arg
Leu Lys Thr G n Ser Gy Ser Qu Met Lys Lys Phe

18, k?Rlsxé§ ?olkg gméife 9ap§le oE’delaag gasgﬁiﬁr %gt@?aﬁ’ g%%h é/ or E?EGF) encoded by

the lA}Cé@l@twd Seleculy 9f¢_1é1m5|\¥étt0‘1'7}r Lys Lys Asn Ser Thr 210
215 220 Phe Val Arg Val H's Qu Lys Asp Lys Thr His

Thr Cys 225 230 235 <210> 29 . .
19. The fusion polypeptide of claim 18, comprising the amino acid sequence of SEQ ID NO:26, 27

or 28.

20. A fusion polypeptide consisting of receptor components (R1R2)x or (R1R3)y, and a
multimerizing component (MC) capable of interacting with another MC to form a multimeric
structure, wherein X > 1, Y > 1, R1 is vascular endothelial cell growth factor (VEGF) receptor
component Ig domain 2 of Flt-1 and R2 is Ig domain 3 of Flk-1, R3 is Ig domain 3 of Fli-4, wherein
the multimerizing component (MC) is selected from the group consisting of (i) a MC comprising a
cleavable region (C-region), (ii) a truncated MC, (iii) an amino acid sequence between 1 to about 200
amino acids in length having at least one cysteine residue, (iv) a leucine zipper, (v) a helix loop
motif, (vi) a coil-coil motif, and (vii) an immunoglobulin domain.
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<211> 434 <212> PRT <213> hono sapi ens <400> 29 Ser
Asp Thr Gy Arg Pro Phe Val Gu Met Tyr Ser Gu He
wee@s@0s91 5 10 15 He He His Met Thr G u G yPEr/gsS18n4/021059
24 Recdfor [ mpofs tﬁ! : REi)Hand th
21. g8 KR O FRR DR, YA e oty Aol 48 (BT and the
multirecrizid gecomponeAt is a@ayllmwglweguw%b?wgem 9 %&gbt 2@8 raﬁsé&@amds in length
hav1%§t 1Y ol §stefle 3820 H e H e Ser Asn Ala Thr Tyr Lys
uHe dy Leu Leu Thr Cys Gu 65 70 75 80 Ala Thr
Val Asn Gy H's Leu Tyr Lys Thr Asn Tyr Leu Thr Hi s
22. Ahg ﬁ&ﬁ)n%lﬁEptGel’bf'EMmA?mwﬂ'de theeretdpeor Asmpdfht WRIRREH is 1, and the

mult@igylzggg:o%?éneﬂéﬁ a{}aa%n 0 acldkg %u%ifc/:es 1?&9{%0 ack?sl’in i%xrgthv\?%h 1-2 cysteine
residb@®0 125 G u Leu Asn Val Gy H e Asp Phe Asn Trp GQu
Tyr Pro Ser Ser Lys 130 135 140 Hi s GI n Hi s Lys Lys
Leu Val Asn Arg Asp Leu Lys Thr Gn
23. Pedjmedep VEGF t@wmv@?seéyg t%ygf %@S@émoé’@Fpt‘F‘ﬁ? ofuéﬂmﬁ%P tg22.
e Asp Ay Val Thr 165 170 175 Arg Ser Asp Gn Gy Leu
Tyr Thr S Ala Ser. .Ser Gy Leu Met 180 185 190
24. ﬁﬁ’rarﬁggof%’@n‘ﬁécﬁ”r%rcmﬁﬁwlﬁe Val Arg Val H's Gu Lys
GI a)Jackaping h@¥Her2Gn@05 Tyr Ay Pro Pro Cys Pro Pro Cys

P Qo) Shafheflcd S35 Jaﬁul &% nvsa@% %ﬁl@ﬁga Rio Ser

Wheteurethg DBarp@CeulicH agend c@gpnspgr gt g5t omy YEGF Gray&pnsz[qﬁlpg @‘{/' geceptor

coméﬁlenMaqu}@ ﬁglﬁ(@k a%ﬁrga1 ﬁlﬂm@lﬁngzéoﬁny%ﬁglt:(ﬁﬁ?) Wbﬁr&‘ interacting with

anothgrdM6 de) foypm myljmees, stae r?_))@efﬂlﬁ Xl?yg Sglzol ﬂ?({;w@rﬁm @eupackagmg
matddalcdiiRiséSdlae lor E&Ukag'EMﬁseAr vehidh/indi28€s (BBSaMAIEGIspeSdic fusion

Val . L Thr | L L

polypeRid5es eyt e, e drEiRe el SRR Y &)
Leu Pro Ser Ser lie Gu 305 310 315 320 Lys Thr lie
Ser Lys Ala Lys Gy Gn Pro Arg Qu Pro Gn Val Tyr
325 330 335 Thr Leu Pro Pro Ser Gn Gu Gu Mt Thr
Lys Asn G n Val Ser Leu 340 345 350 Thr Cys Leu Val
Lys Ay Phe Tyr Pro Ser Asp lie Ala Val GQu Trp 355
360 365 Gu Ser Asn Ay Gn Pro Gu Asn Asn Tyr Lys
Thr Thr Pro Pro Val 370 375 380 Leu Asp Ser Asp Ay
Ser Phe Phe Leu Tyr Ser Arg Leu Thr Val Asp 385 390
395 400 Lys Ser Arg Trp Gn Gu Gy Asn Val Phe Ser
Cys Ser Val Met His 405 410 415 Qu Ala Leu H s Asn
Hs Tyr Thr G n Lys Ser Leu Ser Leu Ser Leu 420 425
430 Gy Lys
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