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INTRODUCTION
Vascularp &ndothelialp –rowthp 6actorp Receptorp xp yV&–6Rxzp isp ap validatedp andp oftenp studiedp targetp moleculep thatp servesp asp anp importantp factorp forp
vascularpsystemporganization3pangiogenesispandpinflammationxN•Ap5ivalentpproteinNRN0pconjugatepwaspobtainedptopevaluatepifpitpwouldpexertpimprovedp
bindingpaffinitypandpspecificityptowardspV&–6RxpinpapcellNsurfacepcontext3pandppossiblypblockpitspactivationpbypthepnaturalpligandA

GOALS
•pUtilizepaptamerspandpantibodiespfusionspaspinterchangeablepeffectorpandpdirectingpagents
•pKonductppilotpexperimentpusingpsc6vpantibodypfragmentpandpaptamerpconjugatepandpits
pppppsuitabilityptopinteractpwithpimprovedpbindingpaffinitypandpspecificitypwithpV&–6Rx
•p0ssesspindependencepofpreceptorpbindingpsites
•p&valuatepV&–6NinducedpphosphorylationpofpV&–6RxpinpnonNtransfectedpcellplinesp

APTAMER
WephavepchosenptopusepanpRN0paptamerpnamedp)•4Yrpy6igApxz3pselectedptowardsp&K'pofp
V&–6RxpbypOhuchipetpalA#3pthatpdoespnotphinderpV&–6pbindingptopthepreceptorA

PHAGElDISPLAYlSELECTIONlOFlPB439lscFvlANTIBODY
6orp selectionp ofp bindersp againstp V&–6Rx3p phagep displayedp libraryp ofp singlep chainp
antibodyp fragmentsp ysc6vzp wasp pannedp againstp &K'p ofp V&–6RxAp 6ourp roundsp ofp
selection3p includingp twop counterNselectionp roundsp withp V&–6Rk3p werep performedAp
'uringptheplastpround3pthepelutionpwaspperformedpwithpV&–6ponly3ptopselectpforpvariantsp
bindingp top thep ligandp bindingp sitep ofp thep antigenAp &LäS0p resultsp forp P5#•2p clonep arep
shownpinp6igApkA

CONJUGATION
5ifunctionalpN7Sjmaleimideplinkerpallowsptopmodifypprotein’splysinepresiduespwithpactivep
maleimidepgroupsApThepchemistrypisprobustpandpquick3pbutpnotpdirectionalpy6igAp•zA
PurifiedpP5#•2pantibodypwaspactivatedpwithpexcesspofptheplinkerpresiduespandpdesaltedAp
Thep aptamerp wasp refolded3p reducedp andp thep bufferp wasp exchangedp byp filtrationp Ap Thep
conjugationp ofp P5#•2p andp )•4Yrp wasp optimizedp atp molarp ratiop ofp x9kp top increasep thep
amountpofpconjugatepoverpnonNmodifiedpP5#•2ApUnreactedpmaleimidepgroupsponpP5#•2p
werepblockedpwithpthepreductantApNext3pthepconjugatepwaspseparatedpfrompunconjugatedp
aptamerp usingp äM0KAp Purifiedp P5#•2N)•4Yrp wasp analyzedp byp S'SNP0–&p showingp
predominantpmonosubstitutionpofpsc6vpwithpaptamerpy6igAp#zA

CELLlBASEDlASSAY
6ivep cellp linesp werep testedp forp responsivenessp top V&–6Ap Kellsp werep starvedp andp stimulatedp withp V&–6p yfromp xbp ngjmlp top 8bbp ngjmlz3p lysedp andp
analyzedp usingp &LäS0p basedp assayp withp antiNphosphoNV&–6Rxp antibodiesAp Outp ofp thep testedp nativelyp V&–6Rxp expressingp cells3p Z–xp werep usedAp
P5#•2N)•4YrpfusionpandpindividualpconstituentspwerepcomparedAp6usionpconjugatepprovedptopbindptopthepreceptorpleavingpuspwithpapmodelpsystempforp
furtherpinvestigationsAp

DISCUSSION
WephavepobtainedpanpaptamerNantibodypconjugatepinpapsimplepmanner3pusingprobustpandpnonNdirectionalpchemistry3pwhichpprovedpnotptophinderpthep
constituentsptargetpbindingpabilityApänpthepfuture3pweparepplanningptopusepthisptechniqueptopobtainpfullpantibodyNaptamerpconjugates3pwhichpwouldpexertp
bothpstrongpbindingpabilitiespandpincreasedpavidity3paspwellpaspbepableptopworkpaspanpopsogenicpagentpandpinducepimmunogenicpresponsepinpvivoA
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