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(A) GSTpull-down assayusingHIS-taggedhDPPIII as prey. FT,flow-through; E,
eluate.

(B) GSTpull-down assayusingHA-taggedhDPPIII from HEK293T lysateas prey.
E451A,DPPIII catalyticallyinactivemutant, unimpairedin Keap1 binding; FT, flow-
through; E,eluate.

(D) hDPPIII localizationat the cellular level. Samplesare generousgift from Dr

Soboľanec, IRB. (E) Certain SILAC candidatesare located in the nucleus. (F)

Visualisationof the hDPPIII-EGFPsignalin HeLacells(cell culture manipulationby

Dr TomaĢiļPaiļandLeicaSP8 X FLIMconfocalmicroscopyby Dr FiliļMileta,IRB).

Table 1.
Kinetic characterization of wild-type and DPP III deltaETGEmutant.

DipeptidylpeptidaseIII (DPPIII), the ubiquitouslyexpressedmemberof the M49 family of metallopeptidases,cleavesdipeptidesfrom
the N-termini of 3 to 10 residueslong peptides. Under in vitro conditions,DPPIII displaysrestrictedspecificityon dipeptidyl-arylamide
substrates,preferringArg-Arg-2-naphthylamide(Arg2 - 2NA). Increasedexpressionof DPPIII in the ovarianmalignanttissues (1), aswell
as the proposed enrolment in the endogenousdefensemechanismsagainstoxidative stress through direct binding to Keap1 (2),
prompted us to investigateDPPIII interactomein detail. Yeasttwo-hybrid (Y2H) screeningof the universalstandardizedhumancDNA
librarywassetup to identify direct interactorsof DPPIII,whereasthe SILAC-basedimmunoprecipitationof DPPIII coupledto MSanalysis
wasenvisionedto identify the DPPIII-containingprotein complexesin the cell.

We aim to discoverthe novelDPPIII protein interactorsandto confirm theseinteractionsby severalcomplementaryapproaches. Once confirmed,novel

interactorsmightopennew directionsin the investigationof the DPPIII physiologicalroles in the future.

Perspective candidates will be further evaluated using downstream
methods,suchas one-to-one Y2H and GSTpull-down assays,as well as
the F-techniques. TheGSTpull-down assaywill be set-up accordingto the
establishedprotocols usingGST-taggedDPPIII-interactiveKeap1 domain,
Kelch, as bait, and recombinant purified HIS-tagged DPP III (A), or
doxycycline-inducible, overexpressedHA-taggedDPPIII in HEK293T cell
lysate(B),asprey. Recombinantpurified humanDPPIII without the ETGE
domain (deltaETGE; C), responsiblefor the interaction with Keap1, will
serve as a negative control for binding. Interestingly, although ETGE
domaindoesnot contribute to the DPPIII peptidaseactivity, the mutant
displaysslightlydecreasedcatalyticproperties(Table1). DPPIII is mainly
located in the cell cytoplasm, however, nuclearsignalsfor DPPIII were
reported as well (3). Our preliminary data suggestthat there is indeed
distinctive DPPIII signal in the nuclear fraction, when comparedto the
DPPIII KOmouse(D).
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