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INTRODUCTION

Dipeptidylpeptidaselll (DPPIII), the ubiquitouslyexpressednember of the M49 family of metallopeptidasescleavesdipeptidesfrom
the N-termini of 3 to 10 residueslong peptides Underin vitro conditions,DPPIII displaysrestricted specificityon dipeptidytarylamide
substrates preferring Arg-Arg-2-naphthylamide(Arg, - 2NA). Increasedexpressiorof DPPIII in the ovarianmalignanttissues (1), aswell
as the proposedenrolment in the endogenousdefense mechanismsagainst oxidative stressthrough direct binding to Kead (2),
prompted us to investigateDPPIII interactomein detail. Yeasttwo-hybrid (Y2H) screeningof the universalstandardizedhumancDNA
library wassetup to identify directinteractorsof DPHII, whereasthe SILA@asedimmunoprecipitationof DPRII coupledto MSanalysis
wasenvisionedo identify the DPRII-containingprotein complexesn the cell.

RESULTS & DISSCUSION

Perspective candidates will be further evaluated using downstream e ant-HIS
methods, such as one-to-one Y2H and GSTpull-down assaysas well as GST-KELCH ¥ : i

the Ftechniques TheGSTpull-down assaywill be set-up accordingto the HIS-DPP I : ' .
establishedprotocols using GSftaggedDPPIll-interactive Kead domain, (A) GSTpull-down assayusing HIStagged hDPPIII as prey. FT,flow-through; E,
Kelch as bait, and recombinant purified HIStagged DPP IIl (A), or sllrEiE

doxycyclinanducible, overexpressedHAtagged DPPIII in HER93T cell

lysate(B),as prey. Recombinanpurified humanDPPIII without the ETGE

domain (deltaETGEC), responsiblefor the interaction with Kead, will

serve as a negative control for binding Interestingly although ETGE

domain doesnot contribute to the DPPIII peptidaseactivity, the mutant

displaysslightly decreasecdcatalytic properties (Tablel). DPPIII is mainly

located in the cell cytoplasm however nuclear signalsfor DPPIII were

reported as well (3). Our preliminary data suggestthat there is indeed (Eig‘ffg’ggﬂ%g;@f@%ﬂ%&ﬁﬁ%ﬁhu?]f’ni’g;frrgg:n';Efgﬂr%fr?;eg; prey
distinctive DPPIII signalin the nuclearfraction, when comparedto the through; E, eluate
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(C) deltaETGHRpurification

from BL21bacteria (D) hDPPIII localizationat the cellular level Samplesare generousgift from Dr
Sobol, tRe €6 Certain SILAC candidatesare located in the nucleus (F)
Visualisatiorof the hDPPIII-EGFPsignalin HeLacells(cell culture manipulationoy
Dr T o maR>a antLeicaSB X FLIMconfocalmicroscopyby Dr F 1 Milet&,|IRB)

FUTURE PERSPECTIVES

We aimto discoverthe novel DPPIII protein interactorsandto confirm theseinteractionsby severalcomplementaryapproachesOnce confirmed,novel
Interactorsmightopennew directionsin the investigatiorof the DPPIII physiologicatoles in the future.
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