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Malignant Pleural Effusion (MPE

Adverse Event Vs Ca Hallmark

EGFR Cyclin-dependent
inhibitors kinase inhibitors
Sustaining Evading
Aerobic glycolysis proliferative growth Immune activating
inhibitors signaling suppressors anti-CTLA4 mAb

Deregulating Avoiding
cellular immune
energetics, destruction

Proapoptotic Raos r,mq E“‘ﬂf’“"g Telomerase
BH3 mimetics oo o V:ﬁ‘;a‘:;z’ Inhibitors
A 3

Inducing Activating Selective anti-
angiogenesis invasion & inflammatory drugs
metastasis

Drainage bag

Hanahan D, Weinberg RA. Cell 2011
Stathopoulos GT, Kalomenidis I. Am J Respir Crit Care Med 2012
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A paradigm for tumor-host intferactions?
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Antunes G et al. Thorax 2003
Stathopoulos GT, Kalomenidis I. Am J Respir Crit Care Med 2012
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A molecular culprit of KRAS-driven paracrine signaling?
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Ji H et al. Oncogene 2006;25:2105-12
Sparmann A et al. Cancer Cell 2004;6:447-58
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Contents lists available at ScienceDire
Journal of Neuroscience Methods

journal homepag ier.com/locate/jneumeth

Computational Neuroscience
Semi-automatic sleep EEG scoring based on the hypnospectrogram

Andreas M. Koupparis, Vasileios Kokkinos, George K. Kostopoulos*

Neurophysiology Unit, Medical School, University of Patras, Greece

Hypnospectrogram (Cz)
BRI RR L il b AR T

04:00
Time (h)

@ CrossMark

rof. GK Kostopoulos

MD PhD

Chair, Dpt. Of Physiology,
Med, UoP
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Prof. TS Blackwell

MD

Chair, Dpt. Of APCCM,
Med, VUMC

Figure 1. Mutant KRas is linked
with the ability of tumor cells to
e omently form a MPE. (A) MPE volume,

! (B) photographs of MPEs taken
—e—sle via the diaphragm, and (C)
— survival of C57BL/6 mice with
X MC38 } ' MPEs induced by various
* syngeneic tumor cells. Lung
(LLC) and colon (M(C38)

pleural fluid volume (i)
survival

10 20 30

days post-intrapleural tumor cells adenoc_arcir_?omas cause MPE
1 *++  formation, in contrast to AE17

pleural mesothelioma and B16
skin melanoma cells. MPE-
competent tumor cells display
KRas mutations and
i constitutive Ras signalling (D),
which is linked with constitutive
ool

Ras activation (x Hela)
P65 binding (x Raji)
p52 binding (x Raji)

alternative, but not canonical
NF-kB activation (E). *** P <

O W= @ 0 .001 compared with other cell
CAEl7 MBI [COUC [IOMC3S lines.

Figure 2. KRas promotes alternative NF-kB activation
and MPE formation in mice. (A) Compared with a
control plasmid (pCMV), forced transduction of a wt
KRas- and GFP-encoding bicistronic plasmid
(PCMV.KRas.GFP) in B16 skin melanoma cells causes
enhanced Ras activation in unstimulated conditions,
increased alternative NF-kB activation, and renders
these MPE-defective cells capable of MPE formation. (B)
Compared with a control plasmid encoding random
shRNA (pU6), forced transduction of a bicistronic
plasmid encoding specific sShRNA targeting KRas mRNA
at position 727 and RFP (pU6.Ksh727.RFP) in MC38 cells
limits Ras pathway activation in unstimulated
conditions, inhibits constitutive alternative NF-kB
activation, and renders these MPE-competent tumor
cells incapable of MPE formation. *, *** P<.05 and P <
.001 compared with other cell lines.

Raf binding (x

Raf binding (x Hela)
Raf binding (x Hela)
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hitp://www.ekt.gr/ hitps://erc.europa.eu/
NCP Guide for applicants
(CP) Guide for reviewers

& Semi-automatic sleep EE. | & ERC: European Resear...

A Zimbra: Inbox ‘OUpatrasWebmail::Inbnx 2 Webmail EKMA. B gttstathopoulos - Tayus... | M Inbox - lymags@gmail.
Tools Help
Pagev Safetyv Toolsv

Supporting top researchers

Advanced Search | Glossary / A-Z | Sitemap | Legal Notice

European Research Council

Funding and Grants Media and Events

Animals "peer-
pressured” into
reacting to
danger

Funding Opportunities

NEW:
OPEN CALLS:

ERC Consolidator Grant | ERC-2016-CoG

Deadline Date: 2 Feb 2016

ERC News ERC Proof of Concept Grant | ERC-2016-PoC
BBC Radio debate with

Commissioner Moedas, 515 = )

President Bourguignon and 17.12.15

ERC grantees. Deadline Dates: 16 Feb - 26 May - 4 Oct 2016

» 16.12.15

Watch ERC press briefing at 04.12.15 Click for status of ongoing evaluations

"Summer Davos" meeting in e Find out

Dalian, China how to prepare your proposal

» ] ce . Find your

26.11.15

Step by step to ERC Grants The official deadlines are only those indicated on the Participant

Portal
16.11.15
13.11.15 dER Tweets W Follow
ERC newsletter - December i 5
edition 121115 ! Massimo Gaudina

» R arch desarrolla grandes proyectos

econdmica: @elperiod

Open also to non-European
researchers

B8 Maccimn Gandina
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Status At ERC Application

EXPATRIATE (US), DEPENDENT RESEARCH

NO NATURE, SCIENCE, CELL PAPER, BUT SEVERAL 1ST AUTHOR MID-RANGE
(IF 5-15) PUBLICATIONS INCLUDING JNCI, PNAS, AJRCCM, CANCER RES,
ETC.

GENERATED NEW/EXPANDED EXISTING FIELD
CLINICAL RELEVANCE
ERS MAURIZIO VIGNOLA AWARD

UPCOMING REPATRIATION ASST. PROF. POSITION (NOT DEPENDENT ON
ERC FUNDING, NO INSTITUTIONAL START-UP)

NO OTHER WAY TO GO
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JUL 2009: HEARD OF ERC
NOV 2009:APPLIED FOR StG
FEB 2010: 1ST ROUND

MAY 2010:INTERVIEW

OCT 2010: FINAL RESULTS
DEC 2010: GA

FEB 2011: PREFINANCING
APR 2011: START DATE

OCT 2011: EXPERIMENTS

What happened...

W
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Applying for and (even more so) getting an ERC S1G

Pressure to get things going

Pressure to publish high
impact and to garner major
accomplishments

Pressure to consolidate the
group

Pressure for continued
{V]glellgle

Pressure escalates as
approaching the CoG
schemes

0pEN B ACKESS Frealy availablle ening

QPLOS |on

Beneficial Impact of CCL2 and CCL12 Neutralization on
Experimental Malignant Pleural Effusion

Antonia Marazioti"”, Chr
loanna Giopanou’, Vassi
Dimitrios Kardamakis®, ¢

Univ ity o Paras, o, s,

Abstract

Using genetic intervention
pleural effusion (MPE) form

& mice by ntrapleura or

formation by LLC cells. &
Combined CCL2 and CCL12
in both syngeneic models
derived CCL2 also contribi
inhibition of immune and v
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induced by murine and hu
promise for future use agai
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The Lymphatic System
Drain or Immune Switch?

Malignant pleuraleffusion (MPE) is a signi
by pleurdl metastasis of adenocarcinoma:
mesthdioma (1), Treatment i pallative

fluid accumulation in patients with cancer
the pleural surfaces with tumorigenic obe

that an inflammat ory signaling reorkl
vascular and immune systems antribut
Therapeutic targeting of this crosstalk u
methods has yidded meaningful beneit
7). Until recently, the focus of trans]
restrictel to deciphering the crosstalk by
syl o e, s gt
e ofth Joumal (pp. 6
mpm o ‘contrasting functions of two b
sbcts, Th1 and ThiY,in twe diferend
colon adenocarcinoma.-caused MPE

difcentation, and found them 10 inc
iranscription factos sgnal transducer
5 STATS) Tt and ST .

(Figure 1), Most importantly, the authors
oo ymphocyte subsets impact MPE der

had enhanced plewal fluid accumulatior

The study by Lin and coworkers ¢
observations o i e rtb.‘udn g ly
mouse MPE by showing for
s o et s Fu..h the ple
regultes intrapleural tumor disseminati
Tn addition to myeloid subsets ke mac

and eosinophils (5), previously she

which T cdlls affect pleural fluid homec
influence tumor cells and the pleural vas
tumorigenic and vasoactive mediators, |
fine-tune other (myeloid) effector <

and IPN-y have traditionally been repar
immunity (14), which contrasts with the

Malignant Pleural Effusion

@ PLOS |0

Epilogue

is like entering an
arena with lions

Published OnlineFirst February 17, 2018; DO 10.1158/0008-54)
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‘The Journal of Clinical Investigation RESEARCH ARTICLE

Mast cells mediate malignant pleural effusion
formation

Anastasios D. Glannou,' Antanla Marazlot,” Magda Spella,’ Nikolaos I. Kanellakis,? Hara Apostolopoulou,' Ioannis Psallidas,
Zellko M. Prijovich,’ Malamati Vreka,' Dimitra E. Zazara,' loannis Lills," Vassilios Papaleonidopoulos,’ Chrysoula A. Kalrl
Alexandra L, Patmanidl,? loanna Giepaneu, Nikelltsa Spirepeulou,’ Vageells Harokopos,Vassills Aldinis,’ Dionisios Spyrates,
Stamatia Tellousl,* Helen Papadaki,* Staros Taraviras, A Snyder, Oliver Eickelberg,” Dimitrios Kardamakis, ™
‘Yolchira lwakura,® Thorsten B. Feyerabend, * Hans-Reimer Rodewald,* loannis Kalomenidis,* Timothry S. Blackwell,”
‘Theodora Agalloti," and Georglos . Stathopoulos'

Loty o Mo esicton Caiogeests,Deermentof lysolon, St e oy Labosto, et of P,y of Hedcine ety of P, i Ackia G
o e o Aepirtry Mecce, i et o, Ured o ‘st Datmentof i v Py Meciine Uity of A e of e Genea el

Puion sk fosgic C Paan T pe——
e, o M, et P, i, e, 0oy Doy e, omcan A2 I, g ey, US. omprtersie eumoogy e
Uity ot L Moot Uy ot et Manche, M of s v (st o g Bt (1), eric,Gereary, Dep v o ko ey 0
Sereotacc Rafiothepy.Facuty of Mo, Ui o e, B A e "Rt bt Bl S, Ty Uy of S o, "o o (suiar
el Detsches esforschamgzentr () Hedeber, B ot Gesmasy "Degatmes of Mo, v ionf s, Plsaryand il e Medie Vondei:
Uniesity Schoo o et Neshle Temese. 5k

Mast cells (MCs) have been Identified in various tumors: however. the roe o these cellsIn tumorigenesis remains
controversial. Here, we quantified MCs in human and murine malignant pleuraleffusions (MPEs) and evaluated the fate

e unclonaf e catsin MPE development. Evaluation of murine MPE-competent lung and colon adenocarcinomas
evealed that these tumors actively atract and subsequently degranulate MCs in the pleural space by elabarating CCL2 and
‘osteopantin. MCs were required for effusion development, as MPEs did not form in mice lacking MCs, and pleural infusion

‘of M3 with MPE-incompetent cells promated MPE formation. once homed tathe pleural space, MCs released tryptase AB1
‘and IL1B. whichin tum induced pleural vasculature leakiness and triggered NF-x activationin pleural tumor calls. thereby
Tostering pleural fiuld accumulation and tumor growth. Evaluation of human effusions revealed that MCs are elevated in
MPEs compared with benign effusions. Moregver, MC abundance correlatedwith MPE formation in 2 human cancer coll-
induced effusion model. Treatment of mice with the c-KIT inkibitor imatinib mesylate limited effusion preciptation by mouse
‘and human atenocardinoma cells. Together. the results of this study Indicate that MCS are required for MPE formation and
suggest that MC-dependent effusion formation s therapeutically addressable.
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INTRO INTO RESEARCH FOCUS
HOW THE ERC CAME INTO MY LIFE
MY ERC STG STORY

P> MY ERC POC STORY

WHAT | WOULD DO THE SAME ALL OVER AGAIN

THINGS  WOULD DO DIFFERENTLY

O~
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Why the heck would you applyeee
(for a PoC if you have a StG or CoG or AdG)

Top-up Mmoney (so not frue, need to design and steer separate project)
Commercialize an idea (so not true, just seed money)
Fund an idea to make it happen (the truth: to start making it happen)

Because it's a piece of cake compared to the big ERC grants (so not true,
technical writing as compared with scientific writing, assessment criteria)

Because it requires less writing (so not true, 10 pages fro 150 K as compared with
20 pages for several M)

Because it has double or tfriple the success rate as the big ones (so not true, the
denominator is ERC grantees)

The speaker got his StG at once, his PoC after 3 failures

N
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Why the heck would you not applyeee
(for a PoC)

Ha, ha, because | already got one (so not frue, can apply for up to two projects
as long as they do not overlap in time)

Cause by ERC ran out last year (so not true, can apply up to two years post-ERC)

Cause | do not like doing business, | am a basic scientist (the truth, it is a world-
wide trend: science-application-money)

Because | already have enough money with my ERC grant (so not true, there is
no beftter fime to apply for additional grants than when you're ERC-funded)

Because | only like working alone (so true, best partner up with liaison before
eleleliigle)

Because | do not understand the managerial jargon in the call (so true, you need
a liaison to write it)

oo
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2013-14: 3 REJECTS FOR A
COMPLEX IDEA (1 WITH LIAISON])

DEC 2014: IDENTIFIED NEW LIAISON

FEB 2015: APPLIED FOR NEW
PROJECT (IDIOT PROOF)

MAY 2015: GOT IT (150 K)

NOV 2015:PREFINANCING

NOV 2015:START

DEC 2015: NEGOTIATE WITH LIAISON
JAN 2016: FULL DEPLOYMENT

What happened...

~O
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birth wurethane x 4 tumor culure birth DEWN x8 tumor culture
+ [ILLILL +*

m FULA (3) m FELA (3)

months after birth [Fv& mlce] ‘months after birth IFV; nn--e]I W h O -l- iS i-I- O b O U -I- ( id e O 2 p ) 20

birth wurethane x 10 tumor culture birth DEWN x8 tumor culture
LWL, + L +

Syngeneic lung tumor models: LLC

3 &
months after birth (Balb/c mice) months after birth [Ba!b c mice)

Figure 1| Method of generation of mouse lung adenocarcinomas. Mice Naturally induced lu ng fumors
fromthe FVBand Balb/c backgrounds were injected weekly with tobacco
carcinogens (grey arrows) urethane (1 g/Kg)or diethyinitrosamine (DEN; 200 .
mg/Kg) starting at six weeks after birth (pink arrows) and were observed for Cell lines
prolonged periods of time (each boxrepresents one month). Lung tumors were
dissected under sterile conditions, minced ,and cultured for 80-100 passages
{one year) using DMEM supplemented with 10% FBS, 2 mM L-glutamine, 1
mM pyruvate, 100 U/ml penicilin, and 100 mg/mi streptomycin. Cell line
designatoracronyms stand for originating Strain (first letter; F for FVB and B for Tools for the CR commu n”y
J; causative Carcinogen (second letter; U for urethane and E for DEN);
g Adenocarcinoma; Serial numberin orderof establishment.
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Floxed cell lines

Figure 2| Validation of
mouse lung
adenocarcinomas. (A)In
vitro proliferation rate of MLC
comparedwith LLC cells.ns,
notsignificant forcomparison
between MLC; *** P<0.001 for
comparison ofMLC with LLC
cells by two-way ANOVA with
Bonferronipostests. (B) In
vitro cultured LLC and FULA1
cells with flat cuboidal cells
(white arrows), spindle-shaped
cells (filled black arrows),
anchorage-independent cells
(open blackarrows), and
primary tumorspheres (right)
(C) Primary tumorspheres
formed by all celllines. *and
**,P<0.05 and P<0.01for
comparison with LLC cellsby
one-way ANOVAwith
Bonferroni postiests. (D)
Subcutaneous tumorgrowth
rates (fop) and spontaneous
lung metastases induced by
subcutaneousdelivery ofa
million LLC or MLC cells. Top:
ns, not significant for
comparison between MLC, ***
P<0.001 for comparison of
MLC compared with LLC cells,
by two-way ANOVAwith
Bonferroni postests. Bottom:
ns,*,**, and ***, P>0.05,

P<0. 05 P<0.01, and P<0.001
broonpalsa\smdlmted by
one-way ANOVA with
Bonferronipostests.

A Kras cDNA (bases 172-186)
CS/BL AT Ao cCAiod TCArions

splenocytes
wi/wt

MTT reduction
(AQ490 nm)

FULAY * ¢

wl/al182g
wi/Q6IR

wi/Q61R

BEAs ST
wi/a183%
wUQGTH

dm-ycpi!nlldul-(dmpul—unﬁl )
3 7 10 15 25 29

R B T | R,

Figure 3 | Kras mutations and Trp53loss of mouse lung adenocarcinomas. (A) Representative Sanger sequenang
traces of mouse lung adenocarcinomas showing heterozygous Kras codon 61 mutations (arrows). (B) Trp53RT-PCR
showing progressive and vanable Trp53lossofmouse lung adenocarcinomas. (C) Immunoblotsof cytoplasmictumorcell
line extracts for protein products ofkey driver oncogenes and tumor suppressors. Shown are mouse lung adenocaranomas
and LLC (Kras mutant) lung adenocaranoma, as well as CT26 (Kras mutant)and MC38 (Kras and Trp53mutant)colon
adenocaranomas for comparison

subcutaneous growth
(T dlsease model)

spontaneous lung metastals
(M1b disease model)




Expected impact (2p)

Economic and/or societal benefits

679345-SLACC

Commercialisation process and/or any other
exploitation process
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Proposed plans for:
-Competitive analysis

:‘@m Ao approsch e mhk:ug -p'fmml pscastiond s “‘m‘““‘““““l""‘ e i wEE v : ey . .

T i e -- Testing, technical reports
sizmlnmeosiy sipuScanty rdicing the related bealthears cost.

b. Commercializasion proces: andior azy other explsitation proces:

e ATy -- IPR position and strategy

 peczeins the

mnﬁfﬁ““;&“&f‘ﬁmﬂf‘f% e - Industry/sector contacts

occmd oty cosidarsd would ez pon intravenass a1l lings vl be penotyped to
Mﬁm m;:;m ums.:&:mm:?;&:mhmnau i e g e A A muuu mubemb.,aﬂmlua.omm

. Tacmology mamr apsacies. Such s Foowiedgs Innovation Market or MRT Tusrnasiomal which vl
‘b the reeponsible of pariormsing a commercil prospecting with mdustry and Exveatr.




Stropoulos

Section 3: The provf of concept plan (max 2 pages)

- T Last WR3 v
oo s

‘makams of tha project. To puarantee te. Tzealloctnal Proparty and Tac
activition, m%l’nﬁmlw-l’m -lmwml-vd comracind.

ingpartia] extermal 24
e AL
Fect

Description of the team
Georgis: T. Statbepoulos, MD PHD: Prufe
Irwstimter. Laboratery Iw\inlu-nhrlw]:mrl“

mmhmm.ﬂs i
the [P strategy and undersand e trget maskess.

Sectien 4 The budse: jusification
Perzomnel: Tio ool budget for the panconal
Tarmmaration of the PL the technical manager, the-

periomm the technical testing described under WEL.

0850 uill b speue for KNA soquacing. Orber comsunablas
C s

Services €
charxaisng clening, i pracring arcing ML
‘media §

‘management, oo
‘poins of view for s project

swll s wmurmm-n'xg

The PoC plan (2p)

Plan of the activities
Project-management plan
Description of the team

The budget justification
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