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15-28064A Cast A

Nazev projektu Cesky:

Imunologické biomarkery pro neinvazivni diagnostiku, volbu vhodné Iécby a predikci komplikaci idiopatickych stfevnich zanéta

Nazev projektu anglicky:

Immunological biomarkers for noninvasive diagnosis, outcome prediction and therapy selection in inflammatory bowel disease

Klicova slova Cesky:

Idiopatické stievni zanéty; kolorektalni karcinom; primarni sklerozujici cholangitida; biomarkery; mikrofléora; stfevni bariéra;
sérologie; €asna diagnostika

Kli¢ova slova anglicky:

Inflammatory bowel disease; colorectal cancer; primary sclerosing cholangitis; biomarkers; microbiota; cytokines; gut barrier
function; serology; early diagnistics

Datum zahajeni: 2015-05-01

Doba feSeni (v letech): 4

Zarazeni do ¢iselniku CEP:

FE

Podanim navrhu projektu uchaze¢ stvrzuje, Ze:

* navrhovatel je v pracovnépravnim poméru k uchazeci nebo tento vztah vznikne nejpozdéji ke dni zahajeni feSeni
projektu;

* zavazuje se, ze po uzavieni smlouvy o podpore projektu bude plnit vSechny povinnosti pfijemce vyplyvajici ze zakona
€. 130/2002 Sb., zadavaci dokumentace a uzaviené smlouvy nebo vydaného rozhodnuti o poskytnuti podpory;

« zajisti, aby feSitel po uzavreni smlouvy o podpofe projektu plnil vSechny své povinnosti, zejména odpovidal za
odbornou uroven feSeni projektu; nastane-li situace, Ze podminky na strané feSitele i pfijemce znemozni FeSiteli
pokraCovat v feSeni projektu v navrhovaném terminu a nedojde-li k ukonéeni projektu, pfijemce zajisti se souhlasem
poskytovatele jiného fesitele, pokracovani feSeni projektu a jeho dokon&eni v souladu s uzavienou smlouvou;

+ vSechny udaje uvedené v navrhu projektu jsou pravdivé, uplné a nezkreslené a jsou totozné s udaji viozenymi do
navrhu projektu pomoci aplikace, a ze navrh projektu byl vypracovan v souladu se zadavaci dokumentaci;

« navrhovatel, vSichni spoluuchazedi, spolunavrhovatelé a odborni i dal$i spolupracovnici uvedeni v navrhu projektu byli
seznameni s vécnym obsahem navrhu projektu i s finanénimi pozadavky v ném uvedenymi a se zadavaci dokumentaci;
« pfed podanim navrhu projektu zajistil souhlas vySe uvedenych osob s U€asti na feSeni projektu uvedeného v navrhu
projektu;

* na jiny projekt s totoznou nebo obdobnou problematikou nepfijal, nepfijima a nepfijme podporu z jiného zdroje;
 obsah navrhu projektu, jehoz se v jinych grantovych nebo programovych projektech u€astni stejny navrhovatel nebo
spolunavrhovatel je rozdilny od tohoto navrhu projektu a navrzené rozsahy praci umozni navrhovateli nebo
spolunavrhovateli fesit vSechny jejich projekty;

« souhlasi, aby udaje uvedené v navrhu projektu byly pouzity pro vnitfni informacéni systém poskytovatele a uvefejnény
v rozsahu stanoveném zakonem ¢. 130/2002 Sb. a zadavaci dokumentaci;

* v pfipadé uzavfeni smlouvy nebo vydani rozhodnuti o poskytnuti podpory na fe$eni projektu se bude pfi jeho feseni
fidit podminkami pro fe$eni projektd uvedenymi v Pfiloze 8 zadavaci dokumentace.

Kopie specialnich opravnéni podle zvlastniho pravniho predpisu (viz § 18 odst. (2) pism. b) zakona &. 130/2002 Sb.)
jsou pfilozeny, zahrnuje-li projekt €innosti je vyZadujici.

Uchazec bere na védomi, Ze zaslani jiné nez FINAL verze dokumentu bude ddvodem k vyfazeni navrhu projektu z
vefejné soutéze.

Pro vyhodnoceni navrhu bude do soutéze pfijata pouze posledni verze navrhu projektu, ktera bude doru¢ena do
Datové schranky GACR vyhrazené pro systém GRIS (ID Datové schranky: ntq92qgs ) v fadném terminu soutéze.
Uchazec¢ potvrzuje, Ze byla zkontrolovana Uplnost a spravnost udaju.

Statutarni zastupce uchazece
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Cast Abstrakt a Cile projektu

Navrhovatel: doc. MUDr. Pavel Drastich Ph.D.
Registracni &islo: 15-28064A

Nazev projektu: Imunologické biomarkery pro neinvazivni diagnostiku, volbu vhodné Iécby a predikci komplikaci
idiopatickych stievnich zanéta

Abstrakt - cesky

Idiopatické stfevni zanéty (1SZ), jakymi jsou ulcerézni kolitida a Crohnova choroba, jsou zavazna chronicka zanétliva onemocnéni. | pres
vyznamny pokrok ve vyzkumu jejich patogeneze neni zcela objasnéna, jejich progresi nelze pfedvidat, a jejich I1é€ba €asto selhava, nebo je
provazena zavaznymi nezadoucimi Ucinky. U nékterych pacientll také dochazi ke vzniku kolorektalniho karcinomu ¢i primarni sklerozujici
cholangitidy. Pomoci $pickovych imunologickych a mikrobiologickych metod budeme analyzovat potencialni biomarkery, které jsou odrazem
patogenetickych procesli u ISZ. Témito patogenetickymi procesy jsou: zmény stfevni mikrofléry, porucha bariérové funkce stfeva, imunitni
odpovéd proti mikrofléfe a porucha regulace imunitniho systému. Identifikace pacientll ohroZenych zavaznymi komplikacemi by umoznila
racionalné&jsi vyuziti preventivnich i Ié€ebnych postupl, a vedla tak ke snizeni morbidity, mortality a finanénich nakladu.

cile projektu - cesky

(Tento text bude v pfipadé udéleni podpory uveden ve smlouvé o feSeni projektu.)

Cilem projektu je najit vhodné biomarkery, které umozni spolehlivou diagnostiku, usnadni volbu vhodné Ié€by a umozni predvidat
nékteré komplikace choroby a nezadouci Géinky lécby.

Abstrakt - anglicky

Inflammatory bowel diseases (IBD), such as Ulcerative colitis and Chron's disease, are severe chronic inflammatory diseases. Despite the
tremendous progress in this field, their pathogenesis remains unclear, their course cannot be predicted and their therapy often fails or is
accompanied by severe side-effects. Moreover, IBD is accompanied by colorectal cancer or primary sclerosing cholangitis in some patients.
By using cutting-edge immunological and microbiological methods, we will search for biomarkers closely related to key pathogenetic
mechanisms. These includes: changes in gut microbial ecology, immune response against microbiota, gut barrier dysfunction and
dysregulation of immune system. By identifying the patients with high risk of unfavorable disease progression will lead to more rational use of
preventive and therapeutic measures, thus reduces the morbidity, mortality and the cost of the therapy.

cile projektu - anglicky

The aim of this project is to find suitable biomarkers of IBD that could allow reliable non-invasive diagnostics, select the best therapy and
predict disease relapses and consequences.
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Cast B - finanéni prostfedky celkem

Uchazec¢: Institut klinické a experimentalni mediciny
Navrhovatel: doc. MUDr. Pavel Drastich Ph.D.
Registracni &islo: 15-28064A

1. Celkové predpokladané uznané naklady na feSeni projektu ze v§ech zdroju financovani na jednotlivé roky jeho
feSeni

(finan¢ni udaje se uvadéji jako celoCiselné hodnoty v tisicich K&)

1.rok 2.rok 3.rok 4.rok 5.rok Celkem

Naklady ze vSech zdroju financovani 1399 2246 2176 2170 0 7991

2. Celkové predpokladané uznané naklady na feSeni projektu z jednotlivych zdroji za celou dobu jeho feSeni

(finanéni udaje se uvadéji jako celoCiselné hodnoty v tisicich K&)

Jednotlivé zdroje finanénich prostredki na fesSeni projektu tis. K&
Celkova tgelova podpora poZadovana od MZ CR 7991
Podpora z jinych tuzemskych vefejnych zdroju (z jiné kapitoly statniho rozpoctu nebo rozpoctu 0

Uzemnich celkd), pokud existuje

Podpora z ostatnich vefejnych zdrojd (nepatficich do statniho rozpoctu nebo rozpoctd tizemnich 0
spravnich celkl), pokud existuje. (vefejné zdroje v CR i v zahrani€i)

Podpora z nevefejnych zdroju (zahrani¢ni zdroje, neverejné tuzemské zdroje, vlastni neverejné zdroje), 0
pokud existuje

Celkem 7991

Mira podpory 100 %

3. Pomér druhu vyzkumu a vyvoje projektu

Jednotlivé druhy vyzkumu a vyvoje na projektu Castka(tis.) Podil na projektu

Zakladni vyzkum 799 10%
Aplikovany vyzkum 7192 90%
Experimentalni vyvoj 0 0%
Celkem 7991 100%




15-28064A Cast B - finanéni prostfedky celkem

4. Celkové naklady na feseni projektu pozadované od MZ CR

(finanéni Udaje se uvadeéji jako celociselné hodnoty v tisicich K¢)

1.rok 2.rok 3.rok 4.rok 5.rok
Ostatni provozni naklady 660 1146 1068 1020 0
Naklady na pofizeni dlouhodobého majetku 0 0 0 0 0
Osobni naklady celkem 739 1100 1108 1150 0
Néaklady na feSeni projektu celkem 1399 2246 2176 2170 0
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Uchazec:

Navrhovatel:

Registracni ¢islo: 15-28064A

doc. MUDr. Pavel Drastich Ph.D.

Institut klinické a experimentalni mediciny

Cast B - rozpis finanénich polozek

Finanéni prostfedky pozadované od MZ CR pro uchazede

(finanéni Udaje se uvadéji jako celociselné hodnoty v tisicich K¢)

Ostatni provozni naklady 1. rok 2.rok 3.rok 4.rok 5.rok
Materialni naklady 180 300 220 130 0
Cestovni naklady 0 50 75 85 0
Naklady na ostatni sluzby a nematerialni naklady 15 20 20 35 0
Doplikové (rezijni) naklady 65 123 105 83 0
Ostatni provozni naklady celkem 260 493 420 333 0

(finan¢ni udaje se uvadéji jako celoCiselné hodnoty v tisicich K&)

Osobni naklady (Podrobny rozpis v &asti B - osobni naklady) 1. rok 2.rok 3.rok 4.rok 5.rok
Mzdy navrhovatele a spolupracovnikt 156 233 233 233 0
Mzdy technickych a administrativnich pracovnik 21 31 31 31 0
Ostatni osobni naklady (celkem) 0 0 0 0 0
Socialni a zdravotni poji$téni a SF (FKSP) 62 92 92 92 0
Osobni naklady celkem 239 356 356 356 0

(finanéni Udaje se uvadéji jako celociselné hodnoty v tisicich K¢)

Naklady na pofizeni dlouhodobého majetku Celkova 1. rok 2.rok 3.rok 4.rok S.rok
pofizovaci
cena
nic neni 0 0 0 0 0 0
Naklady na pofizeni dlouhodobého majetku celkem 0 0 0 0 0 0

(finan¢ni udaje se uvadéji jako celoCiselné hodnoty v tisicich K&)

1. rok

2.rok

3.rok

4.rok

5.rok

Naklady od poskytovatele celkem

499

849

776

689

0




15-28064A

Cast B - rozpis finanénich poloZek

Naklady z dalSich zdrojl pfedpokladané za celou dobu feSeni projektu

(finan¢ni udaje se uvadéji jako celoCiselné hodnoty v tisicich K&)

1. rok 2.rok 3.rok 4.rok 5.rok
Podpora z jinych tuzemskych vefejnych zdroju (z jiné kapitoly statniho 0 0 0 0 0
rozpoctu nebo z rozpoc&td tzemnich spravnich celk()
Podpora z ostatnich tuzemskych vefejnych zdroji (nepatficich do 0 0 0 0 0
statniho rozpoctu nebo z rozpoétll tzemnich spravnich celkd)

Podpora z nevefejnych zdroju 0 0 0 0 0
DalSi zdroje celkem 0 0 0 0 0
Celkové naklady na projekt a mira podpory ucastnika

1. rok 2.rok 3.rok 4.rok 5.rok
Celkové naklady na projekt 499 849 776 689 0

Typ organizace

Vyzkumna organizace

Povoluji VVI/VVS zvefejnit jeji vysledky

Smi zverejnit

Prohlasuiji, ze

nejde o preshranicni spolupraci

Vysledky (aplikovany vyzkum)

Budou volné Sifeny (open/free access)

Kategorie vyzkumu |Castka(tis.) Podil na projektu Max. podp. ¢astka |Max. mira podpory
Zakladni vyzkum 281 9.99% 281 100%
Aplikovany vyzkum 2532 90.01% 2532 100%
Experimentalni vyvoj 0 0% 0 100%
Celkem 2813 100% 2813 100%
Zadana mira podpory

Naklady na projekt Fin. z dalSich zdroju Pozadovana ¢astka Mira podpory

2813 0 2813 100 %
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Spoluuchazec:

Spolunavrhovatel:

Registracni ¢islo: 15-28064A

Finanéni prostfedky poZadované od MZ CR pro spoluuchazede

MUDr. Miloslav Kverka Ph.D.

Mikrobiologicky ustav AV CR, v.v.i.

Cast B - rozpis finanénich polozek

(finanéni Udaje se uvadéji jako celociselné hodnoty v tisicich K¢)

Ostatni provozni naklady 1. rok 2.rok 3.rok 4.rok 5.rok
Materialni naklady 230 350 350 330 0
Cestovni naklady 0 20 45 60 0
Naklady na ostatni sluzby a nematerialni naklady 20 50 20 50 0
Doplrikové (rezijni) naklady 150 233 233 247 0
Ostatni provozni naklady celkem 400 653 648 687 0

(finan¢ni udaje se uvadéji jako celoCiselné hodnoty v tisicich K&)

Osobni naklady (Podrobny rozpis v &asti B - osobni naklady) 1. rok 2.rok 3.rok 4.rok 5.rok
Mzdy navrhovatele a spolupracovniku 310 468 474 505 0
Mzdy technickych a administrativnich pracovniki 44 66 66 66 0
Ostatni osobni naklady (celkem) 18 18 18 18 0
Socialni a zdravotni pojisténi a SF (FKSP) 128 192 194 205 0
Osobni naklady celkem 500 744 752 794 0

(finanéni Udaje se uvadéji jako celociselné hodnoty v tisicich K¢)

Naklady na potizeni dlouhodobého majetku Celkova 1. rok 2.rok 3.rok 4.rok 5.rok
pofizovaci
cena
nic neni 0 0 0 0 0 0
Naklady na pofizeni dlouhodobého majetku celkem 0 0 0 0 0 0

(finanéni Udaje se uvadéji jako celociselné hodnoty v tisicich K¢)

1. rok

2.rok

3.rok

4.rok

5.rok

Naklady od poskytovatele celkem

900

1397

1400

1481

0




15-28064A

Cast B - rozpis finanénich poloZek

Naklady z dalSich zdrojl pfedpokladané za celou dobu feSeni projektu

(finan¢ni udaje se uvadéji jako celoCiselné hodnoty v tisicich K&)

1. rok 2.rok 3.rok 4.rok 5.rok
Podpora z jinych tuzemskych vefejnych zdroju (z jiné kapitoly statniho 0 0 0 0 0
rozpoctu nebo z rozpoc&td tzemnich spravnich celk()
Podpora z ostatnich tuzemskych vefejnych zdroji (nepatficich do 0 0 0 0 0
statniho rozpoctu nebo z rozpoétll tzemnich spravnich celkd)

Podpora z nevefejnych zdroju 0 0 0 0 0
DalSi zdroje celkem 0 0 0 0 0
Celkové naklady na projekt a mira podpory ucastnika

1. rok 2.rok 3.rok 4.rok 5.rok
Celkové naklady na projekt 900 1397 1400 1481 0

Typ organizace

Vyzkumna organizace

Povoluji VVI/VVS zvefejnit jeji vysledky

Smi zverejnit

Prohlasuiji, ze

nejde o preshranicni spolupraci

Vysledky (aplikovany vyzkum)

Budou volné Sifeny (open/free access)

Kategorie vyzkumu |Castka(tis.) Podil na projektu Max. podp. ¢astka |Max. mira podpory
Zakladni vyzkum 518 10% 518 100%
Aplikovany vyzkum 4660 90% 4660 100%
Experimentalni vyvoj 0 0% 0 100%
Celkem 5178 100% 5178 100%
Zadana mira podpory

Naklady na projekt Fin. z dalSich zdroju Pozadovana ¢astka Mira podpory

5178 0 5178 100 %
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Cast B - zdGivodnéni finanénich polozek

Uchaze¢: Institut klinické a experimentalni mediciny
Navrhovatel: doc. MUDr. Pavel Drastich Ph.D.
Registraéni Cislo: 15-28064A

Specifikace a zdlvodnéni nakladl pro 1. rok feSeni

Cast B - zdtivodnéni finanénich poloZek je nedilnou sou&asti navrhu projektu a obsahuje specifikaci a zdtivodnéni véech
pozadovanych nakladt ze vSech zdrojl

Materialni naklady:

Provozni naklady 180 tis. K& v 1. roce feseni (8 mésicu), v dalich letech 300-220-130 tis. K& budou pouzity na:

material nutny pro feSeni projektu. Patfi sem zejména laboratorni plast - napf. $pi¢ky, zkumavky, mikrozkumavky, mikrotitraéni a kultivaéni
desti¢ky (cca 25 tis.), chemikalie a pufry, kity na detekci protein(i véetné chemikalii pro metodu Luminex (cca 60 tis.), reagencia na PCR a
gPCR (cca 30 tis.). Dale budou pouzity pro endoskopické prisluSenstvi, odbérové soupravy, jehly, stfikacky a dalSi laboratorni, spotfebni a
v§eobecny material (cca 20 tis.). Kancelarské potreby jako jsou Sanony, papir, tonery, zaznamova média, zvyrazniovace, apod. (cca 15 tis.),
material pro prezentaci vysledk(, odborna literatura a dal$i material (cca 10 tis.), drobny hmotny majetek ¢i potfeby aktualné nutné pro feseni
projektu (cca 20 tis.).

Cestovni naklady:

Cestovné v 1. roce feSeni neni pozadovano.

v dalSich letech 50-75-85 tis. K¢:

cestovné pouzito na kryti naklad(i spojenych s aktivni U¢asti a prezentaci vysledkl feSeného projektu ¢leny fesitelského tymu na domacich i
zahrani¢nich konferencich, napfiklad na DDW (Digestive Disease Week), UEGW (United European Gastroenterology: Week), kongres ECCO
(European Crohn’s and Colitis Organisation), Evropském imunologickém sjezdu, Svétovém sjezdu slizniéni imunologie, a dalSich
gastroenterologickych a imunologickych kongresech, apod. Z tuzemskych akci napfiklad na Kongres Ceské gastroenterologické spole¢nosti.
Dalsi pfipadné tuzemské/zahrani¢ni pracovni cesty ¢lenu feSitelského tymu souvisejici s aktivnim feSenim projektu.

Naklady na ostatni sluzby a nematerialni naklady:

Sluzby v 1. roce 15 tis. K&,
v dalSich letech 20-20-35 tis. K&

naklady spojené s provozem, opravami a udrzovani majetku vyuzivaného pfi feSeni projektu, pofizeni drobného nehmotného majetku,
registracni a ¢lenské poplatky v odbornych spole€nostech vyhodné pro feSeni projektu, telefonni poplatky, bankovni poplatky, kuryrni sluzby,
preklady a jazykové korektury, tisk posterd, grafické sluzby, v dalSich letech publika¢ni a edi¢ni naklady (napf. World Journal of
Gastroenterology, Gut, Journal of Crohn” s and colitis, Inflammatory Bowel Diseases, Gastroenterologie a hepatologie apod.), online pfistupy
k elektronickym verzim odborné literatury a dalSi sluzby aktualné potfebné pro feSeni projektu.

Naklady na pofizeni dlouhodobého majetku:
Neni pozadovano.

Zduvodnéni osobnich naklada pro jednotlivé osoby:

Osobni naklady tvofi mzdy a odvody na povinné zakonné odvody SP, ZP, a dale FKSP v celkové vysi 35 % z hrubych mezd: 239 tis. KE v 1.
roce feSeni, v dalSich letech 356 tis. K&

V prvnim roce feSeni odpovidaji osobni naklady 8 mésictim feseni (05-12/2015).

Jednotlivi €lenové budou v ramci feSeni projektu vykonavat tyto Cinnosti:

doc. MUDr. Pavel Drastich, Ph.D. (avazek 10 %, 1. roce 67 tis. K&, v dalSich letech 100 tis. K&/rok): povSechna koordinace projektu, evaluace
klinického stavu pacientd, tvorba publikaci, prezentace vysledkud

MUDr. Lukas Bajer (Uvazek 10 %, v 1. roce 23 tis. K&, v dalSich letech 34 tis. K&/rok): koordinace sbéru vzorkl od pacientl (sérum, stfevni
biopsie), analyza systémové zanétlivé odpovédi (metoda Luminex), vyhodnocovani vysledku a jejich korelace s klinickymi udaji

MUDr. Jan Brezina (Uvazek 10 %, v 1. roce 22 tis. K&, v dalSich letech 33 tis. K&/rok): koordinace sbéru vzorkd od pacientt (stolice), pfiprava
templatu pro paralelni sekvenovani (PCR), kvantifikace nalezenych zmén (real-time PCR), vyhodnocovani vysledku a jejich korelace s
klinickymi udaji

prof. MUDr. Julius Spi¢ak, CSc. (Gvazek 5 %, v 1. roce 44 tis. K&, v dal$ich letech 66 tis. K&/rok): supervize projektu a pfipravovanych
publikaci, prezentace vysledkt na mezinarodnich férech, evaluace vysledkud pro ucely klinické praxe

2 techniéti pracovnici: (Uvazek 10 %, v 1.roce 21 tis.K¢&, v dalSich letech 31 tis.K&/rok):

1. pracovnik (Gvazek 5 %, v 1. roce feSeni 11 tis. K&, v dalSich letech 16 tis. K&/rok): technické zajisténi sbéru vzorkd od pacientd (ambulantni
odbéry, endoskopie), fixace, katalogizace a archivace vzorkt

2. pracovnik (Uvazek 5 %, v 1. roce feSeni 10 tis. K&, v dalSich letech 15 tis. K&/rok): pfiprava databaze s klinickymi udaji vybranych skupin
pacientl, administrativni zajisténi

Ugast véech uvedenych osob Fesitelského tymu v rozsahu stanovenych Gvazk( a anotovanych diléich pracovnich ginnosti je nezbytna pro
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15-28064A Cast B - zdGvodnéni finanénich poloZek

dosazeni uvedenych vystupd projektu.
Pozadované osobni naklady pro ¢&leny feSitelského tymu jsou stanoveny dle mzdovych predpist IKEM s pfihlédnutim na hospodarnost a
efektivitu.
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Ve MINISTERSTVO ZDRAVOTNICTVI
9 - CESKE REPUBLIKY

“

Agentura pro zdravotnicky vyzkum Ceské republiky

Cast B - zdGivodnéni finanénich polozek

Spoluuchazeé: Mikrobiologicky ustav AV CR, v.v.i.
Spolunavrhovatel: MUDr. Miloslav Kverka Ph.D.
Registraéni Cislo: 15-28064A

Specifikace a zdlvodnéni nakladl pro 1. rok feSeni

Cast B - zdtivodnéni finanénich poloZek je nedilnou sou&asti navrhu projektu a obsahuje specifikaci a zdtivodnéni véech
pozadovanych nakladt ze vSech zdrojl

Materialni naklady:

Provozni naklady (230 tis. K& v 1. roce feseni: 8 mésicu, v dalSich letech 350 tis. Ké/rok, v poslednim roce 330 tis. K&) budou pouzity na
material nutny pro feSeni projektu. Patfi sem zejména mikroCipy na detekci biomarkerl (asi za 70 tis. K&), laboratorni plast (asi za 40 tis. K¢,
napt. $pi¢ky, zkumavky, mikrozkumavky, mikrotitraéni a kultivacni desti¢ky), chemikalie a pufry, média a suplementy pro kultivaci, protilatky,
kity na detekci proteind (asi za 60 tis. K&). Déale budou pouzity na material pro molekularné biologické metodiky (asi za 50 tis. K&, napt. kity na
purifikaci nukleovych kyselin a pfipravu DNA knihoven, oligonukleotidy, préby a reakéni pufry), spotfebni a vSeobecny material, kancelarské
potfeby (napf. $anony, papir, tonery, zdznamova média, zvyrazfiovace), odbornou literaturu a dal$i material (asi za 10 tis. K&).

Cestovni naklady:

V prvnim roce feSeni neplanujeme kryti nakladd na cestovné. V dalSich letech (20 tis. K¢, 45 tis. K& a 60 tis. K&) bude cestovné pouzito na
kryti naklad(i spojenych s aktivni prezentaci vysledkl feSeného projektu Cleny fesitelského tymu na domacich i zahranicnich konferencich,
napriklad na Evropském imunologickém sjezdu, Svétovém sjezdu slizniéni imunologie a Ceském a Slovenském imunologickém sjezdu.

Naklady na ostatni sluzby a nematerialni naklady:

Naklady na sluzby (20 tis. K¢, 50 tis. K¢, 20 tis. K¢, 50 tis. KE) budou pouzity na kryti sluzeb laboratore priitokové cytometrie a fluorescenéni
mikroskopie na MBU (asi 8 tis K&), sluzby spojd, poplatky za prepravni a kuryrni sluzby, sluzby spojené s publikaci a prezentaci vysledku (asi
6 tis K&, napf. jazykové a korektorské sluzby, vyroba poster(, poplatky za publikaci), dale bankovni poplatky, recyklace tonert do tiskaren a
poplatky za odbornou udrzbu a kalibraci laboratornich pfistroji a vybaveni a podobné (celkem asi 6 tis. K¢).

V dal$ich letech planujeme narust finanénich prostfedkt zejména kvuli nardstu nakladd na publikace v odbornych ¢asopisech (napf. PLoS
ONE nebo BMC Gastroenterology).

Néaklady na pofrizeni dlouhodobého majetku:
Neni pozadovano.

Zdavodnéni osobnich nakladu pro jednotlivé osoby:

Osobni naklady tvofi mzdy a odvody na povinné zakonné odvody SP, ZP, a pfidél do fondu kulturnich a socialnich potfeb v celkové vysi 36 %
z mezd. V prvnim roce feSeni odpovidaji osobni naklady 8 mésicim feSeni (05-12/2015). Jednotlivi clenové budou v ramci feSeni projektu
vykonavat tyto €innosti:

-MUDr. Miloslav Kverka, Ph.D. (tvazek 50 %, 130 tis. K&): Koordinace praci na MBU AV CR, v.v.i., mentoring studenttl zapojenych do
projektu, analyza a interpretace dat z dil¢ich experiment(, prezentace vysledk(, podil na tvorbé publikaci.

-prof. MUDr. Helena Tlaskalova-Hogenova, DrSc. (Uvazek 10 %, 33 tis. K&): analyza a interpretace dat z dil€ich experimentu, prezentace
vysledkd, podil na tvorbé publikaci.

-Mgr. Adéla Dusilova (Uvazek 30 %, 59 tis. K&): Provadéni metod stimulace in vitro, provadéni analyz pomoci pratokové cytometrie, asistence
pfi provadéni metod molekularni mikrobiologie.

-Postgradualni student (S1, ktery bude pfijat pro praci na projektu, Uvazek 50 %, 88 tis. K&): provadéni analyzy biomarker(i metodou ELISA a
protilatkovym mikro€ipem.

-Technicko-administrativni pracovnik (celkem 20 %, 44 tis K&): Provadéni provadéni rutinni laboratorni prace (napf. analyza obrazu),
pokrocila bioinformaticka analyza a administrativni ¢innost

Ostatni osobni naklady (OON) zahrnuji vyplatu kmenového pracovnika jiné instituce (napt. UZFG AV CR, v.v.i.) formou Dohody o provedeni
prace (18 tis. K&). V ramci této spoluprace bude provedena paralelni sekvenace metodami nové generace.

Ugast véech uvedenych osob Fesitelského tymu v rozsahu stanovenych Gvazk( a anotovanych dilgich pracovnich ginnosti je nezbytna pro
dosazeni uvedenych vystupt projektu. Pozadované osobni naklady pro &leny fesitelského tymu jsou stanoveny dle mzdovych predpist MBU
AV CR s prihlédnutim na hospodarnost a efektivitu. Je zohlednén predpokladany meziroéni nartist mzdovych nakladt u élenti zékladniho
feSitelského tymu.
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Registracni €islo:

“

MINISTERSTVO ZDRAVOTNICTVI
- CESKE REPUBLIKY

Agentura pro zdravotnicky vyzkum Ceské republiky

Uchazec:

Navrhovatel:

15-28064A

Institut klinické a experimentalni mediciny

doc. MUDr. Pavel Drastich Ph.D.

Osobni naklady pro uchazece pro prvni rok feSeni

Mzdy odbornych pracovnikt

Cast B - osobni naklady

Jméno

Prijmeni

Pracovni uvazek na feseni (v %
uvazku)

Pozadavky na mzdy od MZ CR

doc. MUDr. Pavel Drastich, Ph.D. 10 % 67
MUDr. Lukas Bajer 10 % 23
MUDr. Jan Bfezina 10 % 22
prof. MUDr. Julius Spigak, CSc. 5% 44

Mzdy technickych a administrativnich pracovnikt

Souhrny pracovni Uvazek technickych a administrativnich pracovniku (v % uvazku)

Pozadavky na mzdy od MZ CR

10

21

Ostatni osobni naklady

(na zakladé dohod o provedeni prace nebo dohod o provedeni €innosti)

Jméno, pfijmeni, pfipadné oznaceni (s) u studenta

Pozadavky od MZ CR

13



“

-
a CESKE REPUBLIKY

MINISTERSTVO ZDRAVOTNICTVI

Agentura pro zdravotnicky vyzkum Ceské republiky

Spoluuchaze¢:

Spolunavrhovatel:

Registracni Cislo: 15-28064A

MUDr. Miloslav Kverka Ph.D.

Mikrobiologicky ustav AV CR, v.v.i.

Osobni naklady pro spoluuchazece pro prvni rok feseni

Mzdy odbornych pracovnikt

Cast B - osobni naklady

Jméno Prijmeni Pracovni tvazek na feseni (v % [Pozadavky na mzdy od MZ CR
uvazku)

MUDr. Miloslav Kverka, Ph.D. 50 % 130

Prof. MUDr. Helena Tlaskalova-Hogenova, DrSc. 10 % 33

Mgr. Adéla Dusilova 30 % 59

Postgradualni student S1 (bude pfijat) 50 % 88

Mzdy technickych a administrativnich pracovnikt

Souhrny pracovni Uvazek technickych a administrativnich pracovniku (v % uvazku)

Pozadavky na mzdy od MZ CR

20

44

Ostatni osobni naklady

(na zakladé dohod o provedeni prace nebo dohod o provedeni €innosti)

Jméno, pfijmeni, pfipadné oznaceni (s) u studenta

Pozadavky od MZ CR

Ing. Jakub Mrazek, Ph.D.

18

sekvenace

14



“

-
9 - CESKE REPUBLIKY

Agentura pro zdravotnicky vyzkum Ceské republiky

MINISTERSTVO ZDRAVOTNICTVI

Cast C2
15-28064A Cast C2
Predpokladané vysledky projektu

Jimp - ¢lanek v odborném periodiku impaktovaném 3
Jsc - ¢lanek v odborném periodiku obsazeném v databazi Scopus 0
Jneimp - ¢lanek v odborném periodiku neimpaktovaném 0
Jrec - ¢lanek v Eeském odborném recenzovaném Casopise 2
B - odborna kniha 0
C - kapitola v odborné knize 0
D - ¢lanek ve sborniku 3
F - uzitny vzor, priimyslovy vzor 0
G - prototyp, funkéni vzorek 0
N - certifikovana metodika, 1é€ebny postup, specializované mapy 0
P - patent 0
R - software 0
Z - poloprovoz, ovéfena technologie 0
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Ve MINISTERSTVO ZDRAVOTNICTVI
a - CESKE REPUBLIKY

“

Agentura pro zdravotnicky vyzkum Ceské republiky

Cast D2 - bibliografie

Uchazec: Institut klinické a experimentalni mediciny
Navrhovatel: doc. MUDr. Pavel Drastich Ph.D.
Registracni &islo: 15-28064A

Uplné bibliografické tidaje o nejvyznamnéjsich vysledcich védecké a vyzkumné éinnosti definovanych v aktualné platné
Metodice hodnoceni vysledkl vyzkumu a vyvoje

Pocet citaci (bez Impaktni faktor  Pocet citaci
kéd druhu  autocitaci) podle casopisu nebo v oborech Casopis je zafazen
Vysledek vysledku wos kategorie ERIH NRRE v databazi SCOPUS

1 TLASKALOVA-HOGENOVA, H., STEPANKOVA, R, J 233 2,367
HUDCOVIC, T., TUCKOVA, L., CUKROWSAK, B.,
LODINOVA-ZADNIKOVA, R., KOZAKOVA, H.,
ROSSMANN, P., BARTOVA, J., SOKOL, D., FUNDA,
DP., BOROVSKA, D., REHAKOVA, Z., SINKORA, J.,
HORMAN, J., DRASTICH, P., KOKESOVA, A.
Commensal bacteria (normal microflora), mucosal
immunity and chronic inflammatory and autoimmune
diseases. Immunology Letters. 2004, 93(2-3), 97-108.
ISSN 0165-2478.

imp

2 TLASKALOVA-HOGENOVA, H., STEPANKOVA, R., J
KOZAKOVA, H., HUDCOVIC, T., VANNUCCI, L.,
TUCKOVA, L., ROSSMANN, P., HRNCIR, T,
KVERKA, M., ZAKOSTELSKA, Z., KLIMESOVA, K.,
PRIBYLOVA, J., BARTOVA, J., SANCHEZ, D.,
FUNDOVA, P., BOROVSKA, D., SRUTKOVA, D.,
ZIDEK, Z., SCHWARZER, M., DRASTICH, P.,
FUNDA, DP. The role of gut microbiota (commensal
bacteria) and the mucosal barrier in the pathogenesis
of inflammatory and autoimmune diseases and cancer:
contribution of germ-free and gnotobiotic animal
models of human diseases. Cellular and Molecular
Immunology. 2011, 8(2), 110-120. ISSN 1672-7681.

mp 64 4,185

3 FROLOVA, L., DRASTICH, P., ROSSMANN, P., J imp 49 2,403
KLIMESOVA, K., TLASKALOVA-HOGENOVA, H.
Expression of Toll-like receptor 2 (TLR2), TLR4, and
CD14 in biopsy samples of patients with inflammatory
bowel diseases: upregulated expression of TLR2 in
terminal ileum of patients with ulcerative colitis. Journal
of Histochemistry and Cytochemistry. 2008, 56(3),
267-274. ISSN 0022-1554.

4 LUKAS, M., DRASTICH, P., KONECNY, M., J
GIONCHETTI, P., URBAN, O., CANTONI, F.,
BORTLIK, M., DURICOVA, D., BULITTA, M.
Exogenous alkaline phosphatase for the treatment of
patients with moderate to severe ulcerative colitis.
Inflammatory bowel diseases. 2010, 16(7), 1180-1186.
ISSN 1078-0998.

imp 20 5,475

5 MARTINEK, J., BENES, M., HUCL, T., DRASTICH, P., J
STIRAND, P., SPICAK, J. Non-erosive and erosive
gastroesophageal reflux diseases: No difference with
regard to reflux pattern and motility abnormalities.
Scandinavian journal of gastroenterology. 2008, 43(7),
794-800. ISSN 0036-5521.

imp 15 2,329

6 DRASTICH, P, HONSOVA, E., LODEREROVA, A, J imp 1 2,433
JARESOVA, M., PEKARIKOVA, A., HOFFMANOVA,
I, TUCKOVA, L., TLASKALOVA-HOGENOVA, H.,
SPICAK, J., SANCHEZ, D. Celiac disease markers in
patients with liver diseases: A single center large scale
screening study. World journal of gastroenterology.
2012, 18(43), 6255-6262. ISSN 1007-9327.
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15-28064A Cast D2 - bibliografie

Pocet citaci (bez Impaktni faktor  Pocet citaci
koéd druhu  autocitaci) podle Ccasopisu nebo v oborech Casopis je zafazen
Vysledek vysledku WOS kategorie ERIH NRRE v databazi SCOPUS

7 DRASTICH, P., FROLOVA-BRIZOVA, L., ZANVIT, P., J 1 1,145
SPICAK, J., TLASKALOVA-HOGENOVA, H.
Spontaneous in vitro IL-6 production in various
intestinal segments in patients with inflammatory bowel
disease. Folia Microbiologica (Praha). 2011, 56(3),
185-190. ISSN 0015-5632.

imp

8 FROL'OVA, L., SMETANA, K., BOROVSKA, D., J
KITANOVICOVA, A., KLIMESOVA, K., JANATKOVA,
I, MALICKOVA, K., LUKAS, M., DRASTICH, P.,
BENES, Z., TUCKOVA, L., MANNING, JC., ANDRE,
S., GABIUS, HJ., TLASKALOVA-HOGENOVA, H.
Detection of galectin-3 in patients with inflammatory
bowel diseases: new serum marker of active forms of
IBD?. Inflammation research. 2009, 58(8), 503-512.
ISSN 1023-3830.

mp 8 2,143

Celkové pocty vysledkd definovanych v aktualné platné Metodice hodnoceni vysledki vyzkumu a vyvoje za poslednich 5 let

Jimp - €lanek v odborném periodiku impaktovaném 10
Jsc - ¢lanek v odborném periodiku obsazeném v databazi Scopus 7
Jneimp - ¢lanek v odborném periodiku neimpaktovaném 0
Jrec - ¢lanek v Eeském odborném recenzovaném ¢asopise 8
B - odborna kniha 0
C - kapitola v odborné knize 0
D - ¢lanek ve sborniku 0
P - patent 0
F - uzitny vzor, pramyslovy vzor 0
Z - poloprovoz, ovéfena technologie 0
G - prototyp, funkéni vzorek 0
H - poskytovatelem realizovany vysledek 0
L - specializovana mapa 0
N - certifikovana metodika, Ié¢ebny postup, specializované mapy 0
R - software 0
V - vyzkumna zprava obsahujici utajované informace podle zvlastniho pravniho predpisu 0
Celkovy pocet citaci véetné autocitaci na vSechny prace podle Web of Science 468
H-index podle Web of Science 8
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MINISTERSTVO ZDRAVOTNICTVI
CESKE REPUBLIKY

“

A

Agentura pro zdravotnicky vyzkum Ceské republiky

Cast D2 - bibliografie

Spoluuchaze¢: Mikrobiologicky tstav AV CR, v.v.i.

Spolunavrhovatel: MUDr. Miloslav Kverka Ph.D.

Registracni &islo: 15-28064A

Uplné bibliografické tidaje o nejvyznamnéjsich vysledcich védecké a vyzkumné éinnosti definovanych v aktualné platné
Metodice hodnoceni vysledkl vyzkumu a vyvoje

Pocet citaci
v oborech
NRRE

Pocet citaci (bez
autocitaci) podle
wos

Impaktni faktor
c¢asopisu nebo
kategorie ERIH

koéd druhu
vysledku

Casopis je zafazen

Vysledek v databazi SCOPUS

Klimesova K, Kverka M, Zakostelska Z, Hudcovic T,
Hrncir T, Stepankova R, Rossmann P, Ridl J,
Kostovcik M, Mrazek J, Kopecny J, Kobayashi KS,
Tlaskalova-Hogenova H. Altered gut microbiota
promotes colitis-associated cancer in IL-1 receptor-
associated kinase M-deficient mice. Inflamm Bowel
Dis. 2013 May;19(6):1266-77.

J imp

4

5,475

Hansen CH, Nielsen DS, Kverka M, Zakostelska Z,
Klimesova K, Hudcovic T, Tlaskalova-Hogenova H,
Hansen AK. Patterns of early gut colonization shape
future immune responses of the host. PLoS One.
2012;7(3):e34043.

23

3,534

Zakostelska Z, Kverka M, Klimesova K, Rossmann P,
Mrazek J, Kopecny J, Hornova M, Srutkova D,
Hudcovic T, Ridl J, Tlaskalova-Hogenova H. Lysate of
Probiotic Lactobacillus casei DN-114 001 Ameliorates
Colitis by Strengthening the Gut Barrier Function and
Changing the Gut Microenvironment. PLoS One 2011
Nov 22; 6(11): e27961

3,534

Tlaskalova-Hogenova H, Stépankova R, Kozakova H,
Hudcovic T, Vannucci L, Tu€kova L, Rossmann P,
Hrngit T, Kverka M, Zakostelska Z, Klimesova K,
Pfibylova J, Bartova J, Sanchez D, Fundova P,
Borovska D, Srlitkova D, Zidek Z, Schwarzer M,
Drastich P, Funda DP.The role of gut microbiota
(commensal bacteria) and the mucosal barrier in the
pathogenesis of inflammatory and autoimmune
diseases and cancer: contribution of germ-free and
gnotobiotic animal models of human diseases. Cell
Mol Immunol. 2011 Mar;8(2):110-20.

J imp

4,185

Kverka M, Klimesova K, Zakostelska Z, Sokol D,
Hudcovic T, Hrncir T, Rossmann P, Mrazek J, Jan
Kopecny J, Verdu EF, and Tlaskalova-Hogenova H.
Oral administration of Parabacteroides distasonis
antigens attenuates experimental murine colitis
through modulation of immunity and microbiota
composition. Clin Exp Immunol. 2011 Feb;163(2):250-
9.

imp

13

3,278

Cinova J, De Palma G, Stepankova R, Kofronova O,
Kverka M, Sanz Y, Tuckova L. Role of intestinal
bacteria in gliadin-induced changes in intestinal
mucosa: study in germ-free rats. PLoS One. 2011 Jan
13;6(1):16169.

imp

20

3,534

Kverka M, Burianova J, Lodinova-Zadnikova R,
Kocourkova I, Cinova J, Tuckova L, Tlaskalova-
Hogenova H. Cytokine profiling in human colostrum
and milk by protein array. Clin Chem. 2007;53:955-62.

imp

25

7,768

Vrabelova Z, Kolouskova S, Bohmova K, Faresjo MK,
Sumnik Z, Pechova M, Kverka M, Chudoba D,
Zacharovova K, Stadlerova G, Pithova P, Hladikova M,
Stechova K. Protein microarray analysis as a tool for
monitoring cellular autoreactivity in type 1 diabetes

imp

18

2,129



15-28064A Cast D2 - bibliografie
Pocet citaci (bez Impaktni faktor  Pocet citaci
koéd druhu  autocitaci) podle Ccasopisu nebo v oborech Casopis je zafazen
Vysledek vysledku WOS kategorie ERIH NRRE v databazi SCOPUS
8  patients and their relatives. Pediatr Diabetes. 2007;8: J imp 6 2,129
252-60.

Celkové pocty vysledkt definovanych v aktualné platné Metodice hodnoceni vysledkd vyzkumu a vyvoje za poslednich 5 let

Jimp - ¢lanek v odborném periodiku impaktovaném 15
Jsc - ¢lanek v odborném periodiku obsazeném v databazi Scopus 0
Jneimp - ¢lanek v odborném periodiku neimpaktovaném 0
Jrec - ¢lanek v ¢eském odborném recenzovaném casopise 0
B - odborna kniha 0
C - kapitola v odborné knize 0
D - ¢lanek ve sborniku 1
P - patent 0
F - uzitny vzor, pramyslovy vzor 0
Z - poloprovoz, ovéfena technologie 0
G - prototyp, funkéni vzorek 0
H - poskytovatelem realizovany vysledek 0
L - specializovana mapa 0
N - certifikovana metodika, 1é€ebny postup, specializované mapy 0
R - software 0
V - vyzkumna zprava obsahujici utajované informace podle zvlastniho pravniho pfedpisu 0
Celkovy pocet citaci véetné autocitaci na vSechny prace podle Web of Science 297
H-index podle Web of Science 9

19



“

MINISTERSTVO ZDRAVOTNICTVI

-
9 - CESKE REPUBLIKY

Agentura pro zdravotnicky vyzkum Ceské republiky

Uchazec:

Navrhovatel:

Registraéni &islo:

Institut klinické a experimentalni mediciny

doc. MUDr. Pavel Drastich Ph.D.

15-28064A

Udaje o b&zicich, navrhovanych a ukon&enych projektech navrhovatele

Projekty v sou¢asné dobé podporované

Poskytovatel / nazev programu

Ministerstvo zdravotnictvi (IGA MZ) / RPV lli

Reg. ¢./ zafazeni do CEP

NT11524-5/2010 / FE

Panel

Nezkraceny nazev projektu

Porovnani uéinnosti kolonické kapslové endoskopie a kolonoskopie v detekci polypu a
karcinomu tlustého stieva a koneéniku: multicentricka, prospektivni, cross over studie

Celkova vySe podpory pro uchazece nebo
spoluuchazece (tis. K¢&)

1095

Doba feSeni od-do (roky)

2010-09-01 - 2014-12-31

Pracovni Uvazek (%)

10

Nazev instituce, ktera podporu pfijima

Ustifedni vojenska nemocnice Praha

Role

¢len tymu

Vztah k podavanému navrhu

Nema vztah k navrhovanému projektu.
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15-28064A

CastE

Projekty v sou€asné dobé navrhované

Poskytovatel / nazev programu

Ministerstvo zdravotnictvi/ Program na podporu zdravotnického aplikovaného vyzkumu
a vyvoje

Reg. ¢./ zafazeni do CEP

NV15-28685A / FE

Panel

P05

Nezkraceny nazev projektu

Mikrobialni transplantace u pacientli s ulcerézni kolitidou

Celkova vyse podpory pro uchazece nebo
spoluuchazede (tis. K&)

3536

Doba feSeni od-do (roky)

2015-05-01 - 2018-12-31

Pracovni Uvazek (%)

10

Nazev instituce, ktera se o podporu uchazi

Institut klinické a experimentalni mediciny

Role

navrhovatel

Vztah k podavanému navrhu

Tyka se podobného spektra pacienttl, cile projektu jsou vsak jiné. U ¢asti projektu
(sekvenace bakterialni DNA ze stolice) budou pouzity stejné ¢i obdobné metodické
postupy. Na projektu se podili stejny reSitelsky kolektiv, spoluresitelsky kolektiv vSak
pochazi z jiného pracovisté

Poskytovatel / nazev programu

Ministerstvo zdravotnictvi/ Program na podporu zdravotnického aplikovaného vyzkumu
a vyvoje

Reg. ¢./ zafazeni do CEP

NV15-29772A / FB, FJ, FE

Panel

P01

Nezkraceny nazev projektu

Porovnani dlouhodobého efektu metod sleeve gastrectomy a EndoBarrier Gastrointestinal
Liner na Ié€ébu syndromu insulinové resistence

Celkova vySe podpory pro uchazece nebo
spoluuchazede (tis. K&)

7449

Doba fe$eni od-do (roky)

2015-05-01 - 2019-12-31

Pracovni Uvazek (%)

10

Nazev instituce, ktera se o podporu uchazi

Ustredni vojenska nemocnice Praha

Role

¢len tymu

Vztah k podavanému navrhu

Nema vztah k navrhovanému projektu.
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15-28064A

CastE

Prehled hodnoceni projektt ukonéenych v poslednich tfech letech, u kterych byl navrhovatel
(spolunavrhovatel) fesitelem, spolufeSitelem nebo odbornym spolupracovnikem:

Poskytovatel / nazev programu

Ministerstvo zdravotnictvi (IGA MZ) / RPV Il

Reg. ¢./ zafazeni do CEP

NS9705-4/2008 / FE

Panel

Nezkraceny nazev projektu

VZTAH JATERNICH ONEMOCNENI A CELIAKIE

Celkova vyse podpory pro uchazece nebo
spoluuchazede (tis. K&)

2864

Doba feSeni od-do (roky)

2009-01-01 - 2011-12-31

Pracovni Uvazek (%)

10

PFijemce podpory - nazev instituce

Institut klinické a experimentalni mediciny

Role

resitel

Vztah k podavanému navrhu

Nema vztah k navrhovanému projektu a jiz skongil.

Hodnoceni

vynikajici (V/E/A)
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Agentura pro zdravotnicky vyzkum Ceské republiky

Spoluuchaze¢: Mikrobiologicky ustav AV CR, v.v.i.
Spolunavrhovatel: MUDr. Miloslav Kverka Ph.D.
Registraéni &islo: 15-28064A

Udaje o b&zicich, navrhovanych a ukon&enych projektech spolunavrhovatele
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15-28064A

CastE

Projekty v sou€asné dobé podporované

Poskytovatel / nazev programu

Ministerstvo zdravotnictvi CR / NT - Resortni program vyzkumu a vyvoje Ministerstva
zdravotnictvi lll (2010-2015)

Reg. ¢./ zafazeni do CEP

NT13483 / FJ

Panel

Nezkraceny nazev projektu

Novorozenci s vrozenymi vadami gastrointestinalniho traktu: nové pristupy k prevenci a
diagnéze nekrotizujici enterokolitidy a sepse

Celkova vyse podpory pro uchazece nebo
spoluuchazede (tis. K&)

4883

Doba feSeni od-do (roky)

2012-04-01 - 2015-12-31

Pracovni Uvazek (%)

20

Nazev instituce, ktera podporu pfijima

Fakultni nemocnice v Motole

Role

¢len tymu

Vztah k podavanému navrhu

Nema vztah k navrhovanému projektu. Dr. Kverka odstoupil z projektu 9/2012, kvuli
nastupu na feseni projektu vypsaném v ramci OPVK.

Poskytovatel / nazev programu

Technologicka agentura Ceské republiky / Program na podporu aplikovaného vyzkumu a
experimentalni vyvoje ALFA (2011-2019)

Reg. ¢./ zafazeni do CEP

TA01010737 / GM, CE, FB

Panel

Nezkraceny nazev projektu

Vyvoj technologického zpracovani ve svété nové zavadénych vysoce nutricné
hodnotnych lusténin pro vyuziti k pripravé béznych potravin i dietnich a vyzivovych
vyrobku

Celkova vyse podpory pro uchazece nebo
spoluuchazede (tis. K&)

2181

Doba feSeni od-do (roky)

2011-01-01 - 2014-12-31

Pracovni Uvazek (%)

10

Nazev instituce, ktera podporu pfijima

EXTRUDO Becice s.r.o.

Role

¢len tymu

Vztah k podavanému navrhu

Nema vztah k navrhovanému projektu. Dr. Kverka odstoupil z projektu 9/2012, kvuli
nastupu na feseni projektu vypsaném v ramci OPVK.
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15-28064A

CastE

Projekty v sou€asné dobé podporované

Poskytovatel / nazev programu

GA CR/ standardni projekty

Reg. ¢./ zafazeni do CEP

GAP303/12/0172 / FR

Panel

P303

Nezkraceny nazev projektu

Studie vztahu mezi strukturou a imunosupresivni aktivitou pyrimidinovych analogt

Celkova vyse podpory pro uchazece nebo
spoluuchazede (tis. K&)

11286

Doba feSeni od-do (roky)

2012-01-01 - 2016-12-31

Pracovni Uvazek (%)

25

Nazev instituce, ktera podporu pfijima

Ustav experimentalni mediciny AV CR, v. v. i.

Role

¢len tymu

Vztah k podavanému navrhu

Nema vztah k navrhovanému projektu.

Poskytovatel / nazev programu

GA CR// standardni projekty

Reg. ¢./ zafazeni do CEP

GAP303/12/0535 / FR, EC, EE

Panel

P303

Nezkraceny nazev projektu

Mechanismy ovlivnéni zanétu, metabolismu a farmakokinetiky Ié€¢iv komenzalnimi a
probiotickymi bakteriemi

Celkova vySe podpory pro uchazece nebo
spoluuchazede (tis. K&)

9261

Doba fe$eni od-do (roky)

2012-01-01 - 2016-12-31

Pracovni Uvazek (%)

30

Nazev instituce, ktera podporu pfijima

Mikrobiologicky ustav AV CR, v. v. i.

Role

resSitel

Vztah k podavanému navrhu

Nema vztah k navrhovanému projektu. Dr. Kverka odstoupil z projektu 9/2012, kvuli
nastupu na feseni projektu vypsaném v ramci OPVK.
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15-28064A

CastE

Projekty v sou€asné dobé navrhované

Poskytovatel / nazev programu

Ministerstvo zdravotnictvi (AZV) / Program na podporu zdravotnického aplikovaného
vyzkumu a vyvoje

Reg. ¢./ zafazeni do CEP

NV15-30619A / FL

Panel

P04

Nezkraceny nazev projektu

Vliv mikrobiomu a imunitni dysfunkce na rozvoj schizofrenie: animalni model a klinicka
studie u pacientu

Celkova vyse podpory pro uchazece nebo
spoluuchazede (tis. K&)

4501

Doba feSeni od-do (roky)

2015-05-01 - 2018-12-31

Pracovni Uvazek (%)

50

Nazev instituce, ktera se o podporu uchazi

Psychiatrické centrum Praha

Role

spolunavrhovatel

Vztah k podavanému navrhu

Projekt pouziva nékteré analogické metodiky a na projektu se podili stejny fesitelsky
kolektiv, skupiny pacientu jsou ale jiné.
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15-28064A

CastE

Prehled hodnoceni projektt ukonéenych v poslednich tfech letech, u kterych byl navrhovatel
(spolunavrhovatel) fesitelem, spolufeSitelem nebo odbornym spolupracovnikem:

Poskytovatel / nazev programu

Akademie véd Ceské republiky / Juniorské badatelské grantové projekty (2003-2012)

Reg. ¢./ zafazeni do CEP

KJB500200904 / EC

Panel

Nezkraceny nazev projektu

prevenci a Iéébé experimentalniho stfevniho zanétu

Celkova vyse podpory pro uchazece nebo
spoluuchazede (tis. K&)

2292

Doba feSeni od-do (roky)

2009-01-01 - 2011-12-31

Pracovni Uvazek (%)

67

PFijemce podpory - nazev instituce

Mikrobiologicky ustav AV CR, v. v. i.

Role

resitel

Vztah k podavanému navrhu

Projekt nemél vztah k navrhovanému projektu.

Hodnoceni

vynikajici (V/E/A)

Poskytovatel / nazev programu

Ministerstvo zdravotnictvi CR / Resortni program vyzkumu a vyvoje - MZ Il na léta 2008-
2011

Reg. ¢./ zafazeni do CEP

NS10340 / EC, FB, FN

Panel

Nezkraceny nazev projektu

Intranasalni vakcinace v prevenci autoimunitnich onemocnéni

Celkova vyse podpory pro uchazece nebo
spoluuchazede (tis. K&)

1371

Doba feSeni od-do (roky)

2009-01-01 - 2011-12-31

Pracovni Uvazek (%)

15

PFijemce podpory - nazev instituce

Ustredni vojenska nemocnice Praha

Role

¢len tymu

Vztah k podavanému navrhu

Projekt nemél vztah k navrhovanému projektu.

Hodnoceni

splnéno (U/S/B)
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Pfilohy
Soubor Typ Osoba Velikost ID
CV_Drastich_IKEM_partD1_final.pdf Part D1 doc. MUDr. Pavel Drastich, Ph.D. 145386 119096
2015-AZV_Kverka_Tlaskalova_D1.pdf Part D1 MUDr. Miloslav Kverka, Ph.D. 180270 118925
navrh_smlouvy_o_spolupraci_IKEM_MBU_ |Smlouva mezi uchazecem 181925 117581
AZV_2015_final.pdf a spoluuchazecem

cestne_prohlaseni_SUKL_- IKEM.pdf Dokument SUKL 1002323 117933
informovany_souhlas_Drastich_IKEM_final. | Spec. opravnéni 359397 119217
pdf

stanovisko_eticke_komise_Drastich_IKEM. |Spec. opravnéni 839640 118206
pdf

project_description_AZV_Drastich_part_C1.|Part C 132159 119098

pdf
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PART D1 IKEM

CURRICULUM VITAE

APPLICANT
First Name, Surname: Ass. Prof. PAVEL DRASTICH, M.D., Ph.D.

Investigational Site Address: IKEM, Clinic of Hepatogastroenterology
Videnska 1958/9, 140 21, Prague 4

Czech Republic
Date of Birth: 22.05.1963
Languages: English — written, spoken

Education at University/Medical School Level:
Medical Faculty Charles University, Prague from 1981 to 1987
Qualification: M.D.

Details of Medical License, Certifications:
Clinical Gastroenterology, Endoscopy, Advanced Therapeutic Endoscopy

Examinations for Specialties:
Board Examination in Internal Medicine 1st Degree 1991
Board Examination in Gastroenterology 1994
Board Examination in Internal Medicine 2™ Degree 1997

Post Graduate Positions: Resident, registrar, lecturer, consultant

2009 finished Ph.D. study program (Participation of some mechanisms of mucosal immunity in the
pathogenesis of Crohn'’s disease and ulcerative colitis) with qualification: Ph.D.

Current position: Head of outpatient department
Associate professor in First Faculty of Medicine, Charles University, Prague 2012

Membership : Czech Gastroentrology Society- IBD group, ECCO
Czech Hepatology Society
Intestinal Transplant Association
The European Crohns and Colitis Organization

Scientific interest in the past 5 years

The scientific interest over the past 5 years consists of a variety of topics in gastroenterology and
hepatology including inflammatory bowel disease, portal hypertension, celiac disease and liver
transplantation. In inflammatory bowel disease I have been actively involved in experimental projects
focused on etiopathogenesis on mucosal level, in portal hypertension on primary prevention of first
variceal bleeding, in celiac disease on relationship with various liver diseases and in liver
transplantation on primary sclerosing cholangitis and issue of related ulcerative colitis.

Date: 25.Jul.2014



PART D1 IKEM

TEAM MEMBER CURRICULUM VITAE

First Name, Surname: JULIUS SPICAK, MD, CSc., Prof.
Born: 10. 6. 1952, in Prague, Czech Republic

Education
Medical Faculty, Charles University, Prague, 1970-1976

Postgraduate Education, Training and Certifications
1976-1980: Residency in Internal Medicine

1980-1983: Fellowship in Internal Medicine, Gastroenterology
1980: Specialist in Internal Medicine, Ist degree

1983: Specialist in Internal Medicine, IInd degree

1992: Specialist in Gastroenterology

Academic and Scientific Degrees

1976 MD

1983 Ass. Prof., Internal Medicine 1992 CSc (PhD)

1992 (Endoscopic Sclerotherapy in the Treatment of Esophageal Variceal Bleeding),
1994 Habilitation (Docent of Internal Medicine), (Endoscopic Treatment of Difficult
Choledocholithiasis — Results and Complications of Various Techniques)

2007 Professor of Internal Medicine

Present Position: Head of the Clinic of Hepatogastroenterology, Institute of Clinical and
Experimental Medicine, Videniska 1958/9, 140 21, PRAHA 4, Czech Republic

Membership

Czech Society of Gastroenterology: President

European Society of the Gastrointestinal Endoscopy — Governing Board: Councilor 2000-2004
OMED-OMGE: CRC screening committee,

American Society of Gastrointestinal Endoscopy International Member,
American Gastroenterological Association

German Society of Gastroenterology: Corresponding Member

Slovak Society of Gastroenterology: Honorary member

Hungarian Society of Gastroenterology: Honorary member

Endoscopy: International editorial board

Gastrointestinal endoscopy: International editorial board

Bibliography

Approximately 250 papers on: digestive endoscopy, pancreatology, liver transplantation, colorectal

cancer screening, chapters in 14 monographies, textbooks and manuals.

Scientific interest in the past 5 years

The scientific interest over the past 5 years consists of a variety of topics in gastroenterology and
hepatology including colorectal cancer, natural orifice transluminal endoscopic surgery, experimental
endoscopy, acute and chronic pancreatitis, variceal bleeding and liver transplantation. In colorectal
cancer | have been actively involved in numerous clinical scientific projects dealing with cancer
screening, polyp detection and therapy, diagnosis and management of colorectal cancer and in

experimental projects on molecular biology of colorectal polyps/cancer.



Co-applicant: MUDr. Miloslav Kverka, Ph.D.

Date and place of birth: September 13, 1978, Prague, Czech Republic

Education and Employment:

1997 -2003 3™ Faculty of Medicine, Charles University in Prague

2003 —2011  Institute of Microbiology of the AS CR, v.v.i. Department of Immunology and
Gnotobiology, Prague. Topic: Interaction of commensal bacteria with mucosal immunity and its
regulation. Supervisor: Prof. Helena Tlaskalova-Hogenova, MD, DSc.

since 2011 Staff Scientist, Laboratory of Cellular and Molecular Immunology, Department of
Immunology and Gnotobiology, Institute of Microbiology of the AS CR, v.v.i. Prague

Memberships, Honors and Committees:

Member of Czech Immunological Society (2003), Czech Society of Gastroenterology (2003), Czech
Society of Allergology and Clinical Immunology (since 2003), Society for Mucosal Immunology (2005),
European Academy of Allergology and Clinical Immunology (2005), Czech Society for Probiotics and
Prebiotics (2006) and Associate Member of the Faculty 1000 Medicine (2007).

Prize awarded by the Czech Immunological Society (2008), Prize for the best poster at the 6th European
Mucosal Immunology Group Meeting (2008), Prize for the best Dissertation in 2011 at the Institute of
Microbiology AS CR (2012), Jaroslav Sterzl's prize awarded by the Czech Immunological Society (2012
and 2013)

Member of The Technical Committee for Animal Care and Use at Institute of Microbiology, AS CR,
v.v.i. (2009)

Stays:

Department of Cell Biology, University Medical Center Groningen, Groningen, The Netherlands (2006
and 2007, 2 months). Department of Pharmaceutics and Pharmaceutical Chemistry, University of Utah,
Salt Lake City, USA (2013, 3 months)

Activities during the last 5 years:
Author and co-author of 15 papers in impacted journals, principal investigator of 3 projects researching
mainly in the host-microbe interactions in pathogenesis of chronic inflammatory diseases

Education activities:
Basic course in Clinical Immunology organized for Faculty of Science, Charles University in Prague

(Lecturer since 2004 and organizer since 2012).
Supervisor of 1 successful MSc student, currently supervising 2 PhD and 2 MSc students.

Publication activity:
26 publications in Jimp, 2 international patents, 1 chapter in foreign monography, 1 publication in Jrec.
Sum of citations (incl. self-citations): 283; H-index: 9 (WoS 29.7.2014)



Team member: Prof. MUDr. Helena Tlaskalova-Hogenova, DrSc.

Date and place of birth: December 29, 1938, Prague, Czech Republic

Education and Employment:

1957 -1962  Faculty of General Medicine, Charles University, Prague

1962 - 1964  Clinician, Dept. of Hematology, Hospital in Usti n. Labem

1964 - 1968  PhD student, Institute of Microbiology AS CR (IMIC), Dept. of Immunology

Thesis: Development of immune reactions to antigens of gram-negative microflora, Inst. of Microbiol.,
Czech Acad. Sci., Prague, Supervisor: Prof. Jaroslav Sterzl, MD, DSc.

1968 - 1991 Staff Scientist, Dept. of Immunology and Gnotobiology, IMIC

1991 -2004  Head of the Dept. of Immunology and Gnotobiology, IMIC

1994 - DSc - Academy of Sciences of the Czech Republic, Prague
1995 - Associate Professor (1st Medical Faculty, Charles University, Prague)
2001 - Professor (1st Medical Faculty, Charles University, Prague)

since 2014 Staff Scientist, Laboratory of Cellular and Molecular Immunology, Department of
Immunology and Gnotobiology, Institute of Microbiology of the AS CR, v.v.i. Prague

Memberships, Honors and Committees:

Awards of the Czechoslovak Academy of Sciences, Prague 1981,1982; Membership of the Council of
International Union of Immunological Societies 1996-2003;Nihon University Medal, Tokyo 1999;
Membership of the External Advisory Group of European Committee (Life Science — Infectious

diseases) 2005-present; Member of the Learned Society of the Czech Republic 2001 -present; Honorary
Member of the Czech and the Slovak Immunological Society 2002; Membership of the International
Study Group on New Antimicrobial Strategies (Herborn University Foundation) 2005-present; J.E.
Purkyne Medal of Academy of Sciences of the Czech Republic 2006; Medal “Garnet Immunoglobulin” of
the Czech Immunological Society 2006; Member of the Royal Society of Arts and Science in Goteborg
2005-present; Patocka Medal of the Czechoslovak Microbiological Society 2006-present

Member of Editorial Boards:
Faculty 1000 Medicine, Mucosal Immunology, Open Allergy Journal; International Journal of Probiotics
and Prebiotics, Folia Biologica, Alergie

Activities during the last 5 years:
Author and co-author of 55 papers in impacted journals, mainly in the field of immunology, host-microbe
interactions and biomarker research

Publication activity:

With over 237 of published papers, 55 chapters in Czech and English books, over 4093 citations (incl.
self-citations) and h-index of 34 (WoS 29.7.2014), is world leading expert in a field of mucosal
immunology.



Immunological biomarkers for noninvasive diagnosis, outcome prediction and therapy selection
in inflammatory bowel disease

Current knowledge

Inflammatory bowel diseases (IBD), i.e. Crohn’s disease (CD) and ulcerative colitis (UC), are severe
chronic inflammatory illnesses of the gastrointestinal tract, affecting approximately 0.2 % of the
population. Although their etiology and pathogenesis is not fully understood, it is generally accepted
that the inflammation results from an aberrant immune response to antigens of resident gut microbiota
in genetically susceptible individuals.(/) With 10 times more cells than human body, microbiota
represents major stimulus to development of immune system and many other physiological
functions.(2-4) This is most striking in the gut, where microbiota reaches the highest numbers. The
human gut microbiome is composed of at least 1000 distinct bacterial species, out of which almost
50% cannot be cultivated ex vivo and therefore properly studied.(5) It has been proposed, that either
imbalances in intestinal microbiota (dysbiosis), or presence of commensal bacteria with increased
virulence (e.g. Adherent-invasive Escherichia coli, Mycobacterium avium s. paratuberculosis) in IBD
patients, could both cause excessive immune response to microbiota, by disrupting the microbiota-
mucosa interaction, penetrating through the mucosal barrier and stimulate local and systemic
immunity.(6-9)

Antigens in the gut lumen are separated from the host's tissue by very sophisticated barrier
system made of thick mucus layer and tightly connected line of epithelial cells. This barrier prevents
the excessive interaction of these potent antigens with mucosal immune system. Furthermore, the
mucus barrier function is strengthened by biologically active substances produced by other epithelial
(defensin) or immune (secretory IgA) cells. Apical part of the epithelial cells is sealed by a dynamic
complex of proteins regulating cellular connectivity — Tight junctions. Disruption of the barrier
(defects of the epithelial continuity) increases permeability and contact with resident microbiota
antigens, which is one of the key steps in pathogenesis of IBD and also many other diseases, as we
recently reviewed.(/0)

The impairment of host-microbe interaction was corroborated by genome-wide association
studies, by finding that IBD patients have numerous mutations in genes encoding recognition,
processing and killing of microorganisms, autophagy, and regulation of immune processes.(/1, 12)
Disruption of T lymphocyte regulatory functions and impairment of the mucosal immune response to
normal microbiota play a crucial role in the pathogenesis of chronic intestinal inflammation.(13).
Although a role of Thl and Th17 and their effector functions (cytokine production) in the
pathogenesis of CD has been proved, the presence of increased antibody levels against some microbial
constituents in sera of patients suggest the possible biological role of B cell products.(/4) The higher
levels of certain antibodies against microbial antigens (e.g. ASCA, Ompc, CBirl and against
saccharide epitopes) or other biomarkers (e.g. fecal calprotectin) in IBD patients could be used for
diagnostic purposes, and relapse prediction. However, the utility of these serological markers in daily
clinical practice is still rather low.(15, 16) The diagnosis of IBD and its clinical staging is still based
mainly on patient’s history and medical examination, where endoscopy plays major part.

There are several well-established approaches (both surgical and conservative) to manage
IBD, including classical anti-inflammatory drugs and biologicals, and the ideal therapeutic strategy
depends on the type and extent of the disease.(/7) But despite the well-established headlines in IBD
therapy, discontinuation of pharmacological intervention due to the inefficiency or adverse events is
very common in IBD for all types of therapy.(/7-19) Ability to predict the disease relapses and
complications or suggest the ideal therapy for particular patient during the first patient's admission to
the hospital is a “Holy Grail” of IBD diagnostics.

The most dreaded complication of the IBD is colorectal cancer. With age-standardized
incidence rates of 91.2 per 100000 in males and 44.3 per 100000 in females, colorectal cancer (CRC)
is one of the most common malignant neoplasia in the Czech Republic, reaching the top numbers in
Europe.(20) The development of this malignancy is tightly linked with inflammatory changes,(2/) and
its risk is almost 40 times higher in patients with UC than in general population.(22) New biomarkers,
capable to predict the development of this complication, could therefore lead to early diagnosis in this
particular risk group. Primary sclerosing cholangitis (PSC) is another serious complication of UC,



which occurs even in 3 — 7.5% of UC patients. Moreover, PSC is a risk factor for development of both
cholangiocarcinoma and colorectal carcinoma, in which the risk factor is even higher than in isolated
UC.(23) Based on current knowledge the inflammatory bowel disease in patients with PSC could be
considered as a distinct phenotype of IBD, in which colitis has a phenotype different from this of
conventional IBD.(24) The pathogenesis of gut and liver damage in this complex clinical unit is
deeply interconnected. While, the portal bacteremia causes pathological activation of the NF-kB
pathway in the biliary epithelial cells via an aberrant bacterial translocation through the inflamed
intestine (gut barrier failure),(25) the alteration of gut microbiota may lead to liver damage by
changing the metabolism of bile acids.(26)

Biomarkers Definitions Working Group defined biomarker as a characteristic that is
objectively measured and evaluated as an indicator of normal biological processes, pathogenic
processes, or pharmacological response to a therapeutic intervention.(27) Only by predicting the
unfavorable disease progression, therapy failure or even the serious therapy-related adverse events,
one may be able to prevent them without useless, unnecessarily aggressive and expensive therapeutic
options. The best biomarkers are molecules tightly connected to disease pathogenesis, moreover, some
of them could became good target for biological therapy in the future. The ideal biomarkers for IBD
should, therefore be molecules related to immune response to commensal microbiota, or even some
member of gut microbial community, markers of gut barrier failure and molecules with immuno-
modulatory properties such as cytokines.

Hypothesis

Recent studies and our previous results imply that development of certain disease-specific and
therapy-specific complications could be predicted by use of suitable biomarkers. With reliable
biomarkers, clinicians may be able to tailor-made the IBD therapy or follow up for each patient, thus
preventing serious disease- or therapy-related complications. This approach will then not only improve
the patient's morbidity, but it will also reduce the cost of the therapy. For the best results, these
biomarkers should be recruited from known crucial steps in IBD pathogenesis, dysbiosis, gut barrier
failure and dysbalance in immune system regulation. We hypothesize that some gut bacteria penetrate
into the deeper layers of the mucosa, and elicit an increased immune response which can be detected
both on humoral and cellular level. These changes are preceded or followed (vicious circle) by signs of
gut barrier failure and immune system dysregulation. Some of these signs may be used to predict the
course of the disease, select the best therapy and assign the particular patient to the high risk group,
suitable either for aggressive therapy or closer follow up.

Aims and objectives

The general theme of the project is finding the biomarkers in UC and CD patients, that correlate with
disease progression (i.e. relapse prediction) and pharmacotherapy outcomes. The general aim of this
project is to use these molecules, closely related to IBD pathogenesis, as biomarkers suitable for fast,
reliable and non-invasive diagnosis and disease/therapy outcome prediction. This general aim could be
divided into several specific aims, following the key moments of IBD pathogenesis. Each parameter
will be correlated with the disease course and therapy outcome:

1) To screen the cytokines, chemokines and growth factors in the sera of IBD patients with broad-
spectrum protein microarray

2) To measure the serum levels of specific antibodies (B cell response) directed against bacteria with
ELISA.

3) To analyze the phenotype and in vitro immune response of peripheral blood lymphocytes against
microbial antigens in patients with IBD and compare it to healthy controls (T cell response).

4) To characterize the intestinal barrier function by measuring specific serum markers of epithelium
damage (e.g. i-FABP or caspase-cleaved cytokeratine 18) and antibodies against commensal
microbiota.

5) To analyze the gut microbiota composition as a biomarker

6) To validate new biomarkers by correlations with already used biomarkers (ASCA, ANCA
antibodies in serum or calprotectin in stool)



7) By long-term monitoring and retrospective analysis of samples from IBD patients (taken from the
IBD serum bank at the IKEM) verify the predictive value of selected serum biomarkers in the
development of the disease or its complications

Methods

Patient recruitment and sample collection

Clinical samples - stools, blood for serum and blood cells - will be collected from patients with CD,
UC and inflammation-related colon cancer during routine outpatient visits. State of the disease in
patients will be evaluated with standard clinical, endoscopic and histopathological criteria (e.g. HBI,
CDEIS, Mayo score for UC) as a part of the routine examination.(28-30) The control subjects (without
intestinal pathology) will be recruited during the colonoscopy performed as a part of the preventive
screening for colorectal cancer. Due to the considerable inter-individual variability in the microbiota
composition and in immune response to the microbiota, we will need approximately 70 of each CD
patients, UC patients, patients with IBD-related colon neoplasia (including all stages of carcinogenesis
such as dysplasia, adenoma and carcinoma), PSC-UC patients and control subjects. We will also
collect patients in the different stages of the disease (flare-up vs. remission) and those with concurrent
PSC. Informed consent and ethical committee statement is attached below. The stool sample will be
collected during scheduled examination at the outpatient unit of the clinic, together with other
scheduled sample collection. The patients scheduled for the examination will be contacted and
instructed by their physician by phone and if they agree to the enrolment in the study, the standard
collection tube for stool sample and basic instructions for the collection will be mailed in advance. The
stool sample will be frozen within Sh of collection and stored at -80°C until the DNA extraction.

Extraction of bacterial DNA and microbiota analysis

Bacterial DNA for microbiota taxonomy will be extracted using repeated beat beating method
described by Yu and Morrison (37). DNA will be further amplified using the primers from study by
Milani et al. (22, 32) and Q5® Hot Start High-Fidelity DNA Polymerase (New England Biolabs). The
product consisting of relatively wide region of bacterial 16S rRNA gene will be then sequenced using
the Ion Torrent PGM platform (Life Technologies). This should allow us to assess the classification to
quite low taxonomic rank and analyze the differences between each groups of patients (PSC, UC,
“PSC-UC,” controls). Selected groups of microbes will be then quantified by qPCR, using standard
protocols.(33)

Serum cytokine analysis

Serum levels of cytokines will be measured by state-of-the art broad-spectrum protein microarrays
(Ray Biotech), and by well - established ELISA and Luminex. With this approach, we can get
information about many potential biomarkers (up to 507 in one analysis), and quantify selected ones.
Results will be compared between IBD and control group, and in same disease in different time-points
(e.g. during both relapse and remission periods in the same patient), and especially in case of therapy
failure or if unexpected complication occurs during the study. The biomarkers will be validated and
compared with those already known (e.g. high sensitivity CRP, ASCA, ANCA in sera, and
calprotectin and lactoferrin in stool) and with disease activity indexes

Analysis of gut barrier function

There are several markers of gut barrier failure that can be measured from serum, and since gut barrier
damage is an important step in IBD pathogenesis, these are obvious candidates for biomarker research.
These includes intestinal fatty acid binding protein (i-FABP) that is released from the gut epithelium
when it is damaged.(34) The ratio of caspase - cleaved fragments of keratin 18 (m30) and its
uncleaved form (m65) can be used to measure the damage to epithelium and distinguish between
apoptosis and necrosis. This approach has been used to monitor damage to liver epithelium, making it
especially interesting to PSC-UC group.(35) All these markers are commercially available as an
ELISA kit suitable for human serum, plasma or even urine. Since the immune system is strongly
primed against own microbiota during barrier failure, serum titers of IgA and IgG antibodies against
the bacterial antigens can give good information on the condition of gut barrier. The anti-microbiota



antibodies will be analyzed by in-house ELISA, which was previously developed in our
laboratory.(36)

Phenotyping of blood cells

Since the cellular response against microbiota may be more appropriate biomarker, we will analyze the
response of peripheral blood mononuclear cells (PBMCs) to microbiota in vitro. The blood will be
collected into the tubes containing anticoagulant EDTA and transported at room temperature to the
IMIC. Here, the PBMCs will be isolated using discontinuous Percoll gradient and cultivated with the
selected bacterial antigens, including those suspected from driving intestinal inflammation (e.g.
adherent-invasive E. coli).(6, 37) The cytokine response (e.g. IFN-y, IL-17 and TNF-a) and the T cell
phenotype will be measured by ELISA and flow cytometry, respectively.(38)

Statistical analyses and bioinformatics

For the data mining and bioinformatic analyses of the complex data (e.g. microarray or gut microbiota
sequencing), we will use state-of-the art approaches, currently used in our laboratory. Typical cytokine
pattern that can best discriminate between our groups of subject, will be searched by a semi-supervised
prediction analysis using the Prediction analysis of microarray (PAM) method as described previously
(39) By calculating the false discovery rate (FDR) in our predicted biomarker set, the power of the
prediction will be analyzed with the significance analysis of microarrays (SAM) method as previously
described.(40) To identify the biological pathways enriched in our datasets, we will perform pathway
analysis using free bioinformatic tools (e.g. The Database for Annotation, Visualization and Integrated
Discovery - DAVID, KEGG pathway database or COPE cytokine database). The microbiota
bioinformatics will be performed using well established pipelines and the identification of microbiota
will be dune using available databases (e.g. SILVA database od 16S rRNA available at
http://www.arb-silva.de/) and related web-based toolkit.(41, 42)

The statistical analysis of the data will be done using standard approaches, including both parametric
and non-parametric tests comparing quantities between experimental groups, followed by suitable
post-hoc tests if appropriate. For the measurements using different methods (e.g. validation of the
results found by microarray by ELISA) we will use unbiased (e.g. Passing and Bablok) regression
analysis.

Time schedule

2015

During 2015, we will collect first set of clinical samples for the training part of the analysis. The
sample collection will continue throughout the project to collect samples for the validation part of the
study and follow up. We will also perform first set of peripheral blood cells stimulation in vitro. These
experiments will also continue throughout the proposed project since they are dependent on the
collection of fresh blood. First set of biomarker profiling by protein microarrays will be performed
once the sufficient amount of samples will be collected (probably late 2015 or early 2016)

2016

In 2016, we will continue with the experiments outlined during 2015 as well as with with the sample
collection. We will perform advanced bioinformatic analysis of microarray results and perform and
analyze the gut microbiota composition. We will also perform the analysis of markers of gut barrier
function, and select the best candidate microbial antigen for the detection of serum antibodies against
bacteria and its components by ELISA.

2017

In 2017, we will continue with the gut barrier function analysis, increase of the studied cohort and start
validation of the selected panel of biomarkers and transfer the analyses from more complex methods
(microarray and sequencing) to the methods more usable in the clinical laboratory settings (ELISA,
PCR and bead assays).

2018

In 2018, we will finish the experimental part, perform a final evaluation, analysis of the adverse events
and publish the results. We will set up for the longer follow-up and apply for the next project.

Collaboration of participants



There are two institutions, with long and successful history of collaboration, directly involved in the
current project: 1) IKEM, which will take part in the project coordination and where the patients will
be recruited, examined and clinical samples will be collected. Here also will be performed Luminex
analysis 2) Institute of Microbiology ASCR, v.v.i. (IMIC), which will be performing the
immunological and microbiological analyses. The long history of collaboration and proximity of both
institutes will greatly simplify the project management.

International collaboration

Both participants, IKEM and IMIC, are is internationally recognized scientific institutes connected to
the broad network of experts that stretches worldwide. Members of the research team have long
history of international cooperation, as documented by their publications, and their participation in
international projects (e.g. Framework 5th, 6th and 7th of the EU, cooperative projects of NIH, USA).
These collaborations included colleagues from the Netherlands (prof. Chris Mulder, prof. Jerry Wells),
Denmark (Prof. Axel Hansen), Italy (Dr. Andrea Tringali), USA (Prof. Koichi Kobayashi), Canada
(Dr. Elena Verdu) to name few recent ones.

Importance of the proposed project

As briefly outlined in the introduction, IBD results from dysregulated immune response to gut
commensal microbiota and it is accompanied by gut barrier failure and dysbiosis. Therefore, we will
study these pathogenetic mechanisms by serum protein profiling, analysis of the gut microbiota, and
analysis of the humoral and cellular immune response. Recent advances in science and technology
now allow to study these mechanisms in more details than ever before. Practical use of serological
tests in non-invasive diagnostics of IBD is not widely used because of the lack of reasonable
specificity and sensitivity of available tests. It is supposed that finding of the new markers (cytokine
panels or new specificities of antibodies directed against intestinal microbiota components) will
increase the specificity and sensitivity these non-invasive tests and expediting the diagnostic process
in the IBD patients. Moreover, by profiling the biomarkers, we can also unravel new part of IBD
pathogenesis or even find suitable targets for future biological therapy. Therefore, this project connects
three long-term research interests of laboratory at the IMIC and Hepatogastroenterology clinic of
IKEM: microbe interactions with host immune system, intestinal inflammation, cytokine profiling and
searching biomarkers suitable for early diagnostics.

Qualification of the research team and preparedness of the laboratories
Patients and healthy individuals' material (blood and fecal samples) will be provided by experienced
gastroenterologist Assoc. prof. Pavel Drastich and two of his PhD students (dr. Bajer and dr. Brezina)
from the Clinic of Hepatogastroenterology at the IKEM, which is one of the most important health
care institutions in the Czech Republic. This is where the examination of all the patients involved will
be carried out as well.
Assoc. prof. Drastich will be responsible for general management of the project (including the
publication and presentation of the results) and, as a highly experienced physician, will also supervise
the clinical evaluation of the patients.
Prof. Spicak, head of the department and president of Czech Gastroenterological Society, will
supervise the selection of inclusive patients and evaluation of the results in order to introduce them
into clinical practice. He, as a highly respected expert in the field, will also present the results at
various international events.
Dr. Bajer and Dr. Brezina are both postgraduate students at IKEM. They will coordinate the collection
of the samples from the selected patients. They will also perform and assess the Luminex analyses and
PCR and qPCR and correlate the results with clinical condition of the patients, analyses, respectively.
Two technicians (10 % of work capacity) be responsible for samples preparation and storage and
related administrative tasks.
Laboratories at IKEM are equipped with all equipment required for the successful participation on the
project, including Luminex analyzer and both conventional and RT-PCR cyclers.

Research in the Laboratory of cellular and molecular immunology of the IMIC is focused on
the developmental and regulatory mechanisms of mucosal and systemic immunity and their use in
biomarker research. Several commercially available tests were developed in the laboratory in the past.



Members of the team are highly experienced in immunological methods. Dr. Kverka will mainly
coordinate the work at IMIC, mentoring the student involved in the project, analyze and interpret the
data from the experiments and participate on the result publication and presentation. Prof. Tlaskalova-
Hogenova will interpret the experimental data and participate on presenting and publishing the results.
Postgraduate student MSc. Dusilova will perform the experiments in vitro and flow cytometry
analyses and perform the molecular microbiology techniques. PhD student will be hired for the
proposed project and will perform the immunological analyses. Technician (20 % of work capacity)
will perform routine laboratory work (e.g. image analysis) advanced bioinformatics and administrative
activities. Laboratories at IMIC AS CR are well equipped and the members of the team have full
access to all laboratory equipment needed for the project (including LASER scanner with high
resolution, flow cytometer and sequencing analyzers. The last steps in the bacteria sequencing will be
performed at the Institute of animal physiology and genetics AS CR, v.v.i. (located on the same
campus) using lon Torrent sequencer by Dr. Mrazek.

Expected results and significance of the project

The proposed project will have significant impact on both basic science and medical practice, because
the search for new biomarkers will not only bring new knowledge about IBD pathogenesis, which will
be used to prepare a ground for new noninvasive diagnostic and predictive approaches. These
approaches might provide the methodological basis enabling swift and reliable determination of
diagnosis, possible disease prognosis and definition of patients resistant to the conventional therapy,
ultimately improving disease management with positive medical as well as socio-economic output.
Moreover, some of the new biomarkers could be considered as targets of new biological therapies. The
project will bring important results which will be published in three impacted scientific journals and
presented at international and national conferences. The deliverables are quantified in the section C2
of this proposal (3 articles in international impacted journals, 2 articles in Czech peer-reviewed
journals and 3 articles in conference proceedings).

Benefits of the project

We presume that new biomarkers will extend the spectrum of noninvasive tests important not only for
diagnostics or differential diagnosis of CD and UC, but also in the prediction of these grave diseases.
The proposed project is very relevant to the present and future needs of the society. The Czech
Republic belongs among the countries with the highest incidence of colorectal cancer as well as IBD.
The panel of biomarkers revealed with this study could extend the spectrum of noninvasive tests used
in IBD diagnostics, outcome prediction and simplifying the physicians’ therapy decision making
(applied research), ultimately leading to improvement of quality of life of IBD patients and savings for
the health care delivery system. Important part of the project is education of 4 PhD students of
biomedicine. The project’s aims are in agreement with the international focus on biomarker discovery
and early diagnosis, international cooperation between Czech medical research and world science and
support of young scientists.
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EC - Imunologie
2.7.1. - Chirurgické postupy a transplantace

Protilatkami zprostfedkovana, neboli humoralni rejekce, je zavazna imunologicka komplikace u pacient
po transplantaci, ktera je spojena s produkci protilatek proti neshodnym HLA antigendim darc(i organd.
Na zakladé literarnich studii koreluje humoralnirejekce s vyrazné horsi prognézou stépu, a proto je
véasna diagndza dilezita pro adekvatni Ié¢bu pacientl. U transplantaci jater je diagndza humoralni
rejekce obtiZzné;jsi nez u transplantované ledviny a diagnosticka kritéria zatim nebyla presné definovana.

Cilem navrhovaného projektu je prispét k vysvétleni klinického vyznamu HLA-specifickych protilatek
ur¢enych metodou Luminex pro diagnostiku protilatkami zprostfedkované rejekce transplantovanych
jater. Imunopatologické nalezy v biopsiich stépti provadénych v obdobi predpokladané rejekce budou
korelovany s profilem HLA specifickych protilatek pred a po transplantaci. Studie by méla optimalizovat
diagnostiku a monitorovani 1écby protilatkami zprostfedkované rejekce a zlepsit progndzu pacientt s
transplantovanymi organy v Ceské republice.

Cilem projektu je vysvétleni klinického vyznamu HLA-specifickych protilatek pro diagnostiku protilatkami
zprostredkované rejekce po transplantaci jater. Imunopatologické nalezy v biopsiich stépl provadénych v
obdobi predpokladané rejekce budou korelovany s profilem HLA specifickych protilatek.
Antibody-mediated rejection (AMR) is a severe immunological complication in transplant patients, which
is associated with production of antibodies against HLA-mismatched antigens of organ donors. AMR
correlates with significantly worse graft prognosis and therefore timely diagnosis is essential for
adequate treatment. In liver transplants, the diagnosis of antibody-mediated (humoral) rejection is
complicated and the diagnostic criteria have not been precisely defined.

The aim of the proposed project is to contribute to the clarification of the clinical relevance of
HLA-specific antibodies as detected by the Luminex method for the diagnosis of antibody mediated
rejection of the liver transplant. The immunopathological findings in liver allograft biopsies at the time of
suspected rejection will be correlated with the profile of HLA specific antibodies before and after
transplantation. The study should optimize the diagnostics and monitoring of treatment of
antibodymediated rejection and improve the life and graft prognosis of patients with transplanted
organs in the Czech Republic.

The aim of the project is clarification of the clinical relevance of HLA-specific antibodies for the diagnosis
of antibody mediated rejection of the liver transplant. Immunopathological findings in liver allograft
biopsies will be correlated with the profile of HLA specific antibodies.
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Cast B - Finanéni prostfedky celkem

Celkové zptisobilé naklady na feseni projektu ze vsech zdroj financovani

l.rok |2.rok  [3.rok  |4.rok  |Celkem
Celkova dotace poskytovatele na projekt 1 602 tis|2 178 tis|2 198 tis|2 160 tis|8 138 tis
Podpora z ostatnich vefejnych zdrojl (tuzemskych i zahrani¢nich) 0 tis 0 tis 0 tis 0 tis
Podpora z neverejnych zdroju (vlastni prostfedky, soukromé dotace) 0 tis 0 tis 0 tis 0 tis
ZpUsobilé naklady ze vsech zdrojt financovani 1 602 tis|2 178 tis|2 198 tis|2 160 tis|8 138 tis
Mira podpory u poskytovatele 100 %
Intenzita podpory dle EK 2014/C 198/01 100 %

Pomér druhii vyzkum a vyvoje na projektu

Zpusobilé naklady [Podil na projektu
Zakladni vyzkum 0 tis 0 %
Pramyslovy vyzkum |8 138 tis 100 %
Experimentalni vyvoj |0 tis 0 %
Celkem 8 138 tis 100%

Rozdéleni uznanych naklad( na feSeni projektu

l.rok |2a0ok [3.rok  |4.rok |Celkem
Ostatni provozni naklady (873 tis [1 187 tis|1 187 tis|1 127 tis|4 374 tis
Osobni naklady 729 tis [991 tis |1 011 tis|1 033 tis|3 764 tis
Investi¢ni naklady 0 tis 0 tis 0 tis 0 tis 0 tis
Celkem 1 602 tis|2 178 tis|[2 198 tis|2160 tis|8 138 tis
2/17
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Uchazec - cast B - celkové prostredky

Jméno a prijmeni doc. MUDr. Antonij Slavéev CSc.
Organizace Institut klinické a experimentalni mediciny

Celkové zptisobilé naklady na feseni projektu ze vsech zdrojl financovani

1.rok |2.rok [38.rok |4.rok |Celkem
Celkova dotace poskytovatele na projekt 1 602 tis|2 178 tis|2 198 tis|2 160 tis|8 138.tis
Podpora z ostatnich vefejnych zdrojl (tuzemskych i zahrani¢nich) 0 tis 0 tis 0 tis 0 tis 0 tis
Podpora z neverejnych zdroju (vlastni prostredky, soukromé dotace) 0 tis 0 tis 0 tis 0 tis 0 tis
ZpUsobilé naklady ze vsech zdrojl financovani 1 602 tis|2 178 tis|2 198 tis|2 160 tis|8 138 tis
Mira podpory u poskytovatele 100 %
Intenzita podpory dle EK 2014/C 198/01 100 %

Prohlaseni uchazece o skutecnostech ovliviiujicich max. intenzitu podpory

Typ organizace vyzkumna organizace

Prohlasuiji, ze nejde o preshrani¢ni spolupraci

Vysledky vyzkumu [budou volné Sifeny (open/free access)

Maximalni intenzita podpory

Zpusobilé naklady [Podil na projektu |Maximalni podpofena castka [Maximalni intenzita podpory
Zakladni vyzkum 0 tis 0 % 0 tis 100 %
Pramyslovy vyzkum |8 138 tis 100 % 8 138 tis 100 %
Experimentalni vyvoj |0 tis 0 % 0 tis 100 %
Celkem 8 138 tis 100% 8 138 tis 100 %

Rozdéleni uznanych naklad(i na feSeni projektu

1.rok |2.rok [3.rok. |4.rok [Celkem
Ostatni provozni ndklady |873tis |1 187 tis|1 187 tis|1 127 tis|4 374 tis

Osobni naklady 729 tis [991 tis < |1 011 tis|1 033 tis|3 764 tis
Investi¢ni naklady 0 tis 0 tis 0 tis 0 tis 0 tis
Celkem 1 602 tis|2 178 tis|2 198 tis|2 160 tis|8 138 tis
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Uchazec - ¢ast B - rozpis financnich polozek

V této ¢asti navrhu se vypliuji celkové predpokladané zplsobilé naklady projektu (tj. dotace + spolufinancovani) !!!!

Ostatni provozni naklady
1.rok |2.rok |3.rok [4.rok |Celkem
Materialni naklady 600 tis|800 tis (800 tis |800 tis |3 000 tis
Cestovni naklady 50tis |80tis |[BOtis |40tis |[250 tis
Naklady na ostatni sluzby a nematerialni naklady 5tis |10tis [10tis |5tis 30 tis
Doplrikové (rezijni) naklady 218 tis|297 tis [297 tis |282 tis |1 094 tis
Celkem 873 tis|1 187 tis|1 187 tis|1 127 tis|4 374 tis
Osobni naklady (souhrn)
1.rok |2.rok (3.rok |4.rok |Celkem
Mzdy navrhovatele a spolupracovnikt 251 tis|341 tis|348 tis. (356 tis |1 296 tis
Mzdy technickych a administrativnich pracovnikll 289 tis|393 tis|401 tis |409 tis |1 492 tis
Ostatni osobni naklady (celkem) 0 tis< |0 tis |0 tis 0 tis 0 tis
Socialni a zdravotni pojisténi a SF (FKSP) 189 tis|257 tis[262 tis |268 tis [976 tis
Celkem 729 tis|991 tis|{1 011 tis|1 033 tis|3 764 tis
Investicni naklady projektu
1.rok 2.rok 3.rok 4.rok
Investice Por. cena Odpisy |Vyuiit|' Odpisy |VyuZiti |Odpisy |Vyuiit|’ Odpisy |Vyuiit|'
Zpusobilé investi¢ni naklady celkem |0 tis 0 tis 0 tis 0 tis
Rozpis osobnich nakladt pro vSechny roky rfeseni
Jméno |PF|’jmen|’ Uvazek|Mzda Uvazek|Mzda Uvazekleda Uvazek|Mzda
Student|Napln prace / popis ¢innosti Za 1.rok Za 2.rok Za 3.rok Za 4.rok
doc. MUDr. Antonij Slavéev, CSc. 020 [93tis [0,20 [126tis|0,20 [129tisj0,20 [132tis
Hlavni fesitel/ koordinace reseni projektu, analyza laboratornich
dat, publikacni vystupy
MUDr. Pavel Trunetka, CSc. 0,10 |[72tis [0,10 [98tis [0,10 [100tis|0,10 [102 tis
Clen resitelského tymu / koordinace sbéru a analyza klinickych dat
doc. MUDr. Eva Honsova, Ph.D: 0,10 [86tis [0,10 [117tisJ0,10 [119tisj0,10 [122 tis
Clen Fesitelského tymu / analyza patologo-anatomickych dat
Technici a administrace 1,00 [140tis|1,00 [190tis[1,00 [194tis|1,00 [198 tis
VS zdravotni pracovnik / analyza laboratornich testd
Technici a administrace 0,50 [127tis|0,50 |1731is0,50 - [176 tis|0,50 [180 tis
Laborantka / metoda Luminex a dalsi laboratorni techniky
Technici a administrace 0,10 [22tis [0,0. [s0tis [0,10 [31tis [0,10 [31tis
Laborantka / zpracovani patologo-anatomickych preparat
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Uchazec - ¢ast B - zd{ivodnéni financnich polozek

Specifikace a zdtivodnéni naklada pro 1. rok Feseni

Materialni naklady

V prvnim roce feseni tvofi materialni naklady 600 tis. K¢ (9 mésict). Z divodu vyssi materialové narocnosti (poctl vysetreni) projektu
v dalsich letech feseni je na materidlové naklady pozadovano vzdy 800-800-800 tis. K¢/rok.

Materialni naklady se skladaji ze zdravotnického materialu, ostatniho materialu a literatury potrebné pro reseni projektu. Ke
zdravotnickému materialu jsou zapotrebi soupravy pro stanoveni pritomnosti a specificity protilatek metodou Luminex; reagencie pro
detekci donor-specifickych 1gG protilatek metodou FACS cross-match. Nejd(ileZit€jsi soupravy nutné pro reseni projektu jsou uvedeny
nize:

OL-PEC1Q C1gScreen (Onelambda)

OL-LS1A04 LABScreen Single Antigen HLA Class | (OneLambda)

OL-LS2A01 LABScreen Single Antigen;Class Il (OneLambda)

OL-LSM12 LABScreen® Mixed Class | &amp; Il (OneLambda)

OL-LS-NC LABScreen Neg. Control Serum (OneLambda)

Monoclonal reporter antibodies 1gG1-4 (Southern Biotech)

Ostatni material jsou chemikalie a reagencie pro oddéleni klinické a transplanaténi patologie, monoklonalni protilatky, kalibracni
kulicky, reagencie pro priitokovou cytometrii, dalsi laboratorni, drobny hmotny majetek, spotrebni, vseobecny a kancelarsky material
, material pro prezentaci vysledkd a dalsi material a potfeby aktualné nutné pro reseni projektu.

Cestovni naklady

V 1. roce feseni 50 tis. K¢, v dalSich letech 80-80-40 tis. K¢/rok.

Planujeme aktivni Gcast ¢len( Fesitelského tymu napf. na kongresu American Society for Histocompatibility and Immunogenetics, St.
Louis, Missouri, r. 2016 - aktivni G¢ast hlavniho navrhovatele doc. Slavceva pripadné dalsich ¢lent fesitelského tymu. Dale aktivni
Ucast ¢lent resitelského tymu na dalsich kongresech, konferencich - aktivni prezentace vysledku projektu. Pripadné dalsi tuzemské/
zahrani¢ni cesty ¢lent fesitelského tymu souvisejici s feSenim projektu a aktivni prezentaci (dil¢ich) vysledka.

Naklady na ostatni sluzby a nematerialni naklady

Sluzby 5 tis. K¢ v 1. roce feseni, v dalSich letech 10-10-5 tis. K¢/rok budou vyuzity na:

Opravy a Udrzbu pfistroja vyuzivanych pro feseni projektu, publikacni a edi¢ni naklady (napf. Tissue Antigens, International Journal of
Immunogenetics pripadné Transplantation,apod.), grafické sluzby, preklady a jazykové korektury, notarské sluzby, online pfistupy k
elektornickym verzim odborné literatury, vyrobu posterti, bankovni poplatky, ¢lenské poplatky (¢lenstvi vyhodné pro reseni projektu),
registracni poplatky, telefonni poplatky, drobny nehmotny majetek, sluzby spoju, postovné, prepravné a dalsi sluzby aktualné
potiebné pro feseni projektu.

Osobni naklady

Osobni naklady tvofi mzdy a odvody na povinné zakonné odvody SP, ZP, a dale FKSP v celkové vysi 35 % z hrubych mezd. Pro 1. rok
feseni je ndrokovano 729 tis. K&, v dalsich letech (2017-2019) 991-1 011-1 033 tis. K&/rok. V prvnim roce feseni odpovidaji osobni
naklady 9.mésictim reseni (04-12/2016).

Jednotlivi ¢lenové budou v ramci Feseni projektu vykonavat tyto cinnosti:

Doc. MUDr. Antonij Slavcev, CSc. se bude podilet na koordinaci reseni projektu, analyze laboratornich dat ve vztahu ke klinickym
nalezlim po transplantaci a publikacnich vystupech projektu.

MUDr. Pavel Trunecka, CSc. z Transplantcentra IKEM se bude podilet na koordinaci sbéru a analyze klinickych dat po transplantaci.
Doc. MUDr. Eva Honsova, Ph.D. z Oddéleni klinické a transplantaéni patologie bude spolupracovat na analyze patologo-anatomickych
vysledku a na publikacnich vystupech projektu.

Technicti pracovnici:

- 1 laborantka na oddéleni imunogenetiky bude provadét Luminex a dalsi laboratorni metodiky (pritokova cytometrie)

- 1'laborantka na oddélenti klinické a transplantacni patologie bude zpracovavat patologo-anatomické preparaty

- 1 odborny VS zdravotni pracovnik na oddéleni imunogenetiky bude pracovat na analyze laboratornich test(i (Luminex a pritokova
cytometrie)

Ucast vsech uvedenych osob Fesitelského.tymu v rozsahu stanovenych Gvazk( a anotovanych dilé¢ich pracovnich ¢innosti je nezbytna
pro dosazeni uvedenych vystupl projektu. Pozadované osobni naklady pro cleny resitelského tymu jsou stanoveny dle mzdovych
predpistl IKEM s prihlédnutim na hospodarnost a efektivitu. Je zohlednén predpokladany mezirocni rlist mzdovych prostredk( v
rozsahu cca 2 %.

Investicni naklady

Investi¢ni naklady nejsou v projektu planované.

Uchazec - ¢ast D2 - bibliografie
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Uplné bibliografické tidaje o nejvyznamnéjsich vysledcich védecké a vyzkumné ¢innosti definovanych v aktualné platné
Metodice hodnoceni vysledkii vyzkumu. a vyvoje

Kod Databaze|Citaci|lmpaktni ERIH
vysledku faktor ‘
Vysledek Popis metodiky
1[STRIZ, 1., KRASNA, E., HONSOVA, E., LACHA, J., PETRICKOVA, K., JARESOVA, M., [Jimp wos |43 [2,367 |

LODEREROVA, A.,BOHMOVA, R., VALHOVA, S., SLAVCEV, A., VIiTKO, S. Interleukin
18 (IL-18) upregulation in acute rejection of kidney allograft. Immunology Letters.
2005, 99(1), 30-35. ISSN 0165-2478.

2|CINEK, O., HRADSKY, 0., AHMEDOV, G., SLAVCEV, A., KOLOUSKOVA, S., KULICH, Mjimp wos  [a3 [2,536 |
., SUMNIK, Z. No independent role of the -1123 G>C and+2740 A>G variants in the
association of PTPN22 with type 1 diabetes and juvenile idiopathic arthritis in two
Caucasian populations. Diabetes research and clinical practice. 2007, 76(2), 297-
303. ISSN 0168-8227.

3|RUFER, N., BREUR-VRIESENDORP, B.S,, TIERCY, J.M,, SLAVCEV, A.S,, LARDY, N.M,, [Jimp |WOS |32 |2,282
FRANCIS, P.,KRESSIG, R., SPEISER, D.E., HELG, C., CHAPUIS, B., GRATWOHL, A.,
JEANNET, M., ROOSNEK, E. High-resolution histocompatibility testing of a group
of sixteen B44-positive, ABDR serologically matched unrelated donor-recipient
pairs. Analysis of serologically undisclosed incompatibilities by cellular techniques
, isoelectrofocusing, and HLA oligotyping: Human Immunology. Nov 1993, 38(3),
235-9. ISSN 0198-8859.

4|SLAVCEV, A., LACHA, J., HONSOVA, E., SAJDLOVA, H., LODEREROVA, As, VITKO, §., [Jimp wos |29 |1,832 |
SKIBOVA, J., STRIZ, 1. Solublé CD30 and HLA antibodies as potential risk factors for
kidney transplant rejection. Transplant Immunology. 2005, 14(2), 117-121. ISSN
0966-3274.

5|RUFER, N., TIERCY, J.M., BREUR-VRIESENDORP, B., GAUCHAT-FEISS, D., SHI, X;; [Jimp wos |28 [3,466 |
SLAVCEV, A., LARDY, N., SPEISER, D., GRATWOHL, A., CHAPUIS, B., JEANNET, M.,
ROOSNEK, E. Histoincompatibilities in ABDR-matched unrelated donor recipient
combinations. Bone Marrow Transplantation. Nov 1995,16(5), 641-6. ISSN 0268-
3369.

6|VASAKOVA, M., STERCLOVA, M., KOLESAR, L., SLAVCEV, A., POHUNEK, P.,SULC, J., {Jimp wos |24 [1,882
SKIBOVA, J., STRIZ, I. Bronchoalveolar lavage fluid cellular characteristics,
functional parameters and cytokine and chemokine levels in Interstitial Lung
Diseases. Scandinavian journal of immunology. 2009, 69(3), 268-274. ISSN 0300-
9475.

7 |HOLLENBACH, JA., MEENAGH, A., SLEATOR, C., ALAEZ, C., BENGOCHE, M., Jimp |WOS |24 |2,350
CANOSSI, A., CONTRERAS, G., CREARY, L., EVSEEVA, |., GORODEZKY, C., HARDIE,
RA., HEMMING KARLSEN, T., LIE, B., LUO, M., MARTINETTI, M., NAVARETTE; C., DE
OLIVERIA, DC., OZZELLA, G., PASI, A., PAVLOVA, E., PINTO, S., PORTO,LC., SANTOS
, P., SLAVCEV, A., SRINAK, D., TAVOULARIS, S., TONKS, S., TRACHTENBERG, E.,
VEJBAESYA, S., MIDDLETON, D. Report from the killer immunoglobulin-like
receptor (KIR) anthropology component of the 15th International
Histocompatibility Workshop : worwide variation in the KIR loci and further
evidence for the co-evolution of KIR and HLA. Tissue Antigens. 2010, 76(1), 9-17.
ISSN 0001-2815.

8|CINEK, O., VAVRINCOVA, P., STRIZ, 1., DREVINEK, P., SEDLAKOVA, P., VAVRINEC, J., |Jimp wos |23 [3,173
SLAVCEV, A. Association of single nucleotide polymorphisms within cytokine
genes with juvenile idiopathic arthritis in the Czech population. Journal of
rheumatology. 2004, 31(6), 1206-1210. ISSN 0315-162X.

Celkové pocty vysledki definovanych v aktualné platné Metodice hodnoceni vysledkl vyzkumu a vyvoje za poslednich
5 let (podle RIV)
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Jimp - ¢lanek v odborném periodiku impaktovaném 10
Jsc - €lanek v odborném periodiku obsazeném v databazi Scopus

1
Jneimp - €lanek v odborném periodiku neimpaktovaném 0
Jrec - €lanek v ¢eském odborném recenzovaném casopise
B - odborna kniha
C - kapitola v odborné knize
D - ¢lanek ve sborniku
P - patent 0
F - uZitny nebo pramyslovy vzor 0
Z - poloprovoz, ovérena technologie, odrlida, plemeno
G - prototyp, funkcni vzorek
H - poskytovatelem realizovany vysledek
L - specializovana mapa
N - certifikovana metodika a postup

R - software

0
V - vyzkumna zprava obsahujici utajované informace podle zvlastniho prav isu

Celkovy pocet citaci véetné autocitaci a H-index WOK

Pocet citaci vcetné autocitaci na vSechny prace podle WOS 463
Metodika pouZita pro pocet citaci dle "jiné metodiky"
H-index podle Web of Knowledge 12,00

$
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Uchazec - ¢ast E - souvisejici projekty

BéZici projekty
Poskytovatel

Nazev programu

Role v projektu

Cely nazev projektu
Dotace pro prijemce
Pocatek reseni

Prijemce - nazev instituce

Vztah k podavanému
navrhu

Poskytovatel

Nazev programu
Role v projektu
Cely nazev projektu

Dotace pro pfijemce
Pocatek reseni
Pfijemce - nazev instituce

Vztah k podavanému
navrhu

Poskytovatel
Nazev programu

Role v projektu

Cely nazev projektu
Dotace pro pfijemce
Pocatek FeSeni

Pfijemce - nazev instituce

Vztah k podavanému
navrhu

Navrhované projekty

FA - Kardiovaskularni nemoci véetné
kardiochirurgie
NT11262-6/2010

Ministerstvo zdravotnictvi Kategorie CEP

(IGA MZ) / RPV 1II Registraéni €islo

Clen tymu Panel (pouze GACR a AZV)
Pristup k pacientdim s preformovanymi protilatkami pred transplantaci srdce.

11 241 tis Pracovni uvazek 0,10

[Language: en]1.9.2010 Ukonceni FfeSeni [Language: en]31.12.2015
Institut klinické a experimentalni mediciny

V.obou projektech se detekuji protilatky proti HLA antigenim.
Kategorie CEP FN - Epidemiologie, infekéni nemoci a
klinicka imunologie

NT14022-3/2013

Ministerstvo zdravotnictvi

(IGAMZ) /RPV llI Registraéni ¢islo

Resitel Panel (pouze GACR a AZV)
DONOR-SPECIFICKEINTERFERON-GAMA PRODUKUJICi BUNKY A PREDIKCE REJEKCE TRANSPLANTOVANE
LEDVINY

4 335 tis Pracovni Givazek
[Language: en]1.5.2013 Ukon¢eni Feseni
Institut klinické a experimentalni mediciny

Nema blizkou tematickou souvislost s podavanym projektem.

0,20
[Language: en]31.12.2015

Ministerstvo zdravotnictvi

Program na podporu zdravotnického
aplikovaného vyzkumu a vyvoje na
léta 20152022

Clen tymu Panel (pouze GACR a AZV) P06
Alloreaktivita u transplantaci ledvin u Zijicich darct

7 524 tis Pracovni Uvazek
[Language: en]1.5.2015 Ukonceni Feseni
Institut klinické a experimentalni‘mediciny

V obou projektech se detekuji protilatky proti HLA antigentim.

Kategorie CEP FJ - Chirurgie v¢etné transplantologie

Registracni Cislo 15-26865A

0,05
[Language: en]31.12.2018

V soucasné dobé nejsou 7adné projekty navrhované.

Ukoncené projekty

V soucasné dobé nejsou Zadné projekty ukoncené.

8/17

GRIS ORBEON 1.0.9.3



g. Ve " MINISTERSTVO ZDRAVOTNICTVi
Q 74 CESKE REPUBLIKY

Navrh projektu 16-27477A

Cast C2 - odhad predpokladanych vysledki

Odhad predpokladanych vysledkt projektu

Cast C2 - s ohledem na pozadavky IS VaVal - CEP se uvadi odhad poc¢tu a druhu predpokladanych vysledk( respektuijici zvyklosti
daného oboru, kterych bude dosazeno v ramci rfeseni projektu, v clenéni podle druht vysledka definovanych v aktualné platné
Metodice hodnoceni vysledkd vyzkumnych organizaci a hodnoceni vysledk(i ukon¢enych programi; daje jsou pozadovany na

zakladé pozadavku evidence IS VaVal - CEP a jsou tam predavany.

Jimp~ €lanek v odborném periodiku impaktovaném 2
Jsc- €lanek v odborném periodiku obsazeném v databazi Scopus 1
Jneimp~ €lanek v odborném periodiku neimpaktovaném 1
Jiec- Clanek v ¢eském odborném recenzovaném casopise 1
B- odborna kniha 0
C- kapitola v odborné knize 0
D- ¢lanek ve sborniku 0
P- patent 0
F- uzitny vzor, priimyslovy vzor 0
Z- poloprovoz, ovérena technologie 0
G- prototyp, funkéni vzorek 0
N- certifikovana metodika, Ié¢ebny postup, specializované mapy 0
R- software 0
Prilohy
Navrh projeku ma pfipojeny vsechny povinné prilohy.
Zivotopisy (¢ast D1)
Uchazec [Jméno souboru Velikost
Uchaze¢ [CV_Antonij_Slavcev.pdf |115kB
Ostatni priloZené pfilohy
Typ p¥ilohy Jméno souboru Velikost
seznam vhodnych zahranicnich oponentt Seznam_vhodnych_zahranicnich_oponentu.pdf 53kB
dokument upravujici vztah projektu k pravidlam SUKL cestne_prohlaseni_SUKL_IKEM.pdf 714kB
seznam zahranic¢nich pracovist, kterym by nebylo vhodné Seznam_nevhodnych_posuzovatelu.pdf 190kB
navrh projektu k posouzeni zasilat véetné zdtvodnéni
kopie specialnich opravnéni podle zvlastniho pravniho Informovany_souhlas_16_27477A.pdf 66kB
predpisu
kopie'specialnich opravnéni podle zvlastniho pravniho Stanovisko_EK_16_27477A.pdf 767kB
predpisu
cast C Antibody-mediated_rejection_after_liver_transplantation.pdf{94kB

GRIS ORBEON 1.0.9.3
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Prohlaseni

Podanim navrhu projektu uchazec stvrzuje, ze se seznamil se zadavaci dokumentaci a zavazuje se dodrzovat jeji ustanoveni, zejména

Ze:

1. navrhovatel je v pracovnépravnim pomeéru k uchazeci nebo tento vztah vznikne nejpozdéji ke dni zahajeni feSeni projektu;

2. zavazuje se, Ze po uzavieni smlouvy o podpore projektu bude pinit vsechny povinnosti prijemce vyplyvajici ze zakona ¢. 130/2002
Sb., zadavaci dokumentace a uzaviené smlouvy nebo vydaného rozhodnuti o poskytnuti podpory;

3. zajisti, aby resitel po uzavreni smlouvy o podpore projektu plnil vdechny své povinnosti, zejména odpovidal za odbornou Groven
feSeni projektu; nastane-li situace, Ze podminky na strané resitele ¢i pfijemce znemozni fesiteli pokracovat v feSeni projektu v
navrhovaném terminu a nedojde-li k ukonceni projektu, prijemce zajisti se souhlasem poskytovatele jiného resitele, pokracovani
reseni projektu a jeho dokonceni v souladu s uzavienou smlouvou;

4. vsechny udaje uvedené v navrhu projektu jsou pravdivé, Uplné a nezkreslené a jsou totozné s Gdaji viozenymi do navrhu projektu

pomoci aplikace, a Ze navrh projektu byl vypracovan v souladu se zadavaci dokumentaci;

vsichni spoluuchazeci, navrhovatel, spolunavrhovatelé i dalsi spolupracovnici uvedeni v navrhu projektu byli seznameni s vécnym

obsahem navrhu projektu i s finanénimi pozadavky v ném uvedenymi a se zadavaci dokumentaci;

. pred podanim navrhu projektu zajistil souhlas vyse uvedenych osobs Ucasti na feseni projektu uvedeného v navrhu projektu;

. najiny projekt s totoZznou nebo obdobnou problematikou nepfijal, nepfijima a nepfijme podporu z jiného zdroje;

. obsah navrhu projektu, jehozZ se v jinych grantovych nebo programovych projektech tcastni stejny navrhovatelnebo
spolunavrhovatel,je rozdilny od tohoto navrhu projektua navrzené rozsahy praci umozni navrhovateli nebo spolunavrhovateli
resit vsechny jejich projekty;

9. souhlasi, aby Udaje uvedené v navrhu projektu byly pouzity pro vnitfni potfebu poskytovatele a uverejnény v rozsahu stanoveném
zakonem ¢. 130/2002 Sb. a zadavaci dokumentaci;

10. v pfipadé uzavreni smlouvy nebo vydanirozhodnuti o poskytnuti podpory na rfeseni projektu se bude pfi jeho Feseni fidit

podminkami pro feseni projekt(i uvedenymi v zadavaci dokumentaci;

11. v pripadé, Ze prijemce nebo dalsiticastnik v projektu vystupuje jako vyzkumna organizace, vyuZije Gcelovou podporu pouze pro

nehospodarské cinnosti specifikované v bodu 19 Ramce pro statni-podporu vyzkumu, vyvoje a inovaci;

12. v pripadé, Ze to povaha projektu vyzaduje, jsou pfiloZena prislusna opravnéni podle zvlastniho pravniho predpisu.

tn

© N O

Uchazec zaroven potvrzuje, Ze byly dodrzeny podminky uvedené vyse a Ze byla zkontrolovana Uplnost a spravnost Gdajl v navrhu
projektu.

Poskytovatel pro snazsi vyplnéni Zadosti poskytujechecklist (http://www.mzcr.cz/Odbornik/obsah/verejna-soutez-2016-2019_3255_3
.html). Pokud Zadost nebude spliiovat nalezitosti uvedené vchecklistu (http://www.mzcr.cz/Odbornik/obsah/verejna-soutez-2016-
2019_3255_3.html), Zadost bud nebude pfijata do soutéZe anebo bude ze soutéze vyrazena z divodu formalniho pochybeni.

Pro vyhodnoceni navrhu bude do soutéZe prijata pouze posledni verze navrhu projektu, ktera bude dorucena do datové schranky
GACR vyhrazené pro systém GRIS (ID datové schranky:ntq92qs) v Fadném terminu soutéze.
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CURRICULUM VITAE

Assoc. prof. Antonij Slavcev, MD, PhD

BORN 26 August 1960, Sofia, Bulgaria

NATIONALITY Bulgarian

CITIZENSHIP Czech

ADDRESS Za Kovarskym rybnikem 270, Prague 149 00, Czech Republic
MOBILE PHONE: +420-605 238 016

E-MAIL: antonij.slavcev@ikem.cz; antonij9099@seznam.cz

CURRENT POSITION:

2002- Date Head of the Department of Immunogenetics, Institute for
Clinical and Experimental Medicine (IKEM), Prague, Czech
Republic

PROFESSIONAL RECORD:

1994 - 2002 Researcher, Head of the Laboratory for Cellularimmunology at
the Department of Immunogenetics, IKEM

1992 — 1993 Postdoctoral fellowship, Department of Transplantation
Immunology, CLB, Amsterdam, The Netherlands

1987 — 1992 PhD student, Department of Immunology, IKEM

1986 — 1987 General practitioner, Radnevo, Bulgaria

EDUCATION

1986 MD, Medical Academy, Sofia, Bulgaria

1992 PhD, Czechoslovak Academy of Sciences Prague,

Czechoslovakia (Thesis: Antibodies to Czechoslovak
Cyclosporine A - production and characterization)

2012 Associate professor in Medical Immunology, 2™ Medical
faculty, Charles University, Prague, Czech Republic (Thesis:
Characterization of selected markers of immunological
reactivity for organ and stem cell transplantation)

2013 Board certification in laboratory immunology, Czech
Association of Allergology and Clinical Immunology

POSTDOCTORAL TRAINING INIMMUNOLOGY AND IMMUNOGENETICS

1987 — 1992 PhD training in immunology, Department of Immunology,
IKEM.
1992 — 1993 Eighteen months postdoctoral fellowship, Training in cellular

methods (MLC, CTLp, flow cytometry) and isoelectric focusing
of HLA antigens, Department of Transplantation Immunology,
CLB, Amsterdam, The Netherlands.

1998 Testing of B27- and HLA-E transgenic mice and ELISA- LATM
tests, INSERM, Hopital St. Louis, University of Paris VII

2002 13" Histocompatibility Workshop, Victoria, Canada

2004 3" International Postgraduate school of Immunogenetics in
Transfusion Medicine, Ljubljana, Slovenia

2008 15" Histocompatibility and Immunogenetics Workshop Rio de
Janeiro, Brazil

2009 HLA Sequencing-Based Typing Course, Genome Diagnostics,
Utrecht
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2011 25" Annual Advanced HLA Technical Workshop, Punta Cana,
Dominican Republic

2012 16th International HLA and Immunogenetics Workshop,
Liverpool, UK

2013 European Advanced HLA Technical Workshop, Rome, Italy

2002 -2013 Organizer of several workshops for HLA laboratories from
Central Europe on HLA typing, antibody screening, KIR and
MICA typing

2006 — 2013 Head of the Organizing committee of six East-West

Immunogenetics Conferences, Prague, IKEM (together with
Gottfried Fischer, Vienna University)

2011 Head of the Organizing committee of the 25" EFI Conference,
Prague, Czech Republic

BIBLIOMETRIC PARAMETERS
37 publications in journals withF; 9 publications in journals without IF; 7 review articles
/or book chapters

Total number of citations - 463, H-index=12 (as of April, 2015)

MEMBERSHIP.AND FUNCTIONS IN ACADEMIC ORGANIZATIONS

1994 — Date European Federation for Immunogenetcs, No.561

1995 — Date British Society of Histocompatibility and Immunogenetics,
No.625

2000 — Date Transplantation Society, No.3250

2009 — 2011 Member of the Board of the European Federation for
Immunogenetics (EFI)

2012 - 2014 Member of the Education'committee of the European Society
for Organ Transplantation (ESOT)

2014 — Date Member of the Education committee of the European

Federation forAmmunogenetics

PROFESSIONAL SKILLS

¢ Immunogenetics of organ and stem cell transplantation
Immunogenetics and diagnostics of autoimmune diseases

o Extensive practical experience with serological and molecular biology
techniques:

Flow cytometry

Multiplex techniques

SSP and SSOP

Immunofluorescence methods for diagnostics of autoimmune

diseases

O O O O

ACTIVITIES IN THE LAST 5 YEARS CONNECTED WITH THE PROPOSED PROJECT

Since 2012 the principal investigator is the main partner for IKEM of the EC (FP7-
HEALTH Collaborative project) “A Europe-wide strategy to enhance Transplantation of
highly sensitized patients on basis of Acceptable HLA mismatches” (EUROSTAM). This
project has a goal to facilitate the transplantation of highly immunized patients by detailed
definition of HLA antibodies in high-risk patients. The investigatoris also engaged in
long-term collaboration with the clinic of nephrology and cardiology in the analysis of HLA
and non-HLA antibodies for the diagnostics of antibody-mediated rejection.
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DIAGNOSTICS OF ANTIBODY-MEDIATED REJECTION AFTER LIVER
TRANSPLANTATION

1. State of the art

Antibody-mediated rejection (AMR) is a severe immunological complication which is
associated with production of antibodies against HLA-mismatched antigens of organ donors
(donor-specific antibodies, DSA). Even though antibody-mediated rejection rejection is
diagnosed in only approximately 10-20% of all cases of acute rejection, its consequences are
serious because it often leads to irreversible graft injury. Based on literature studies, AMR
correlates with significantly worse graft prognosis [1] [2]; therefore timely diagnosis is
essential for adequate treatment of transplanted patients. The identification of AMR of the
kidney and heart transplant, besides clinical symptoms like deterioration of graft function;, is
supported by biopsy (immunofluorescent) detection of C4d deposits in the capillaries of the
affected organs and detection of donor-specific antibodies in patients” circulation. [3]. The
detection of C4d deposits indicates previous binding of antibodies to target (mostly HLA)
antigens of the graft and activation of the complement cascade. However, in liver transplants,
the diagnosis of antibody-mediated (humoral) rejection is far more complicated than in the
transplanted kidney [4] [5]. The liver is relatively resistant to the pathological effects of
antibodies, which are absorbed and eliminated by Kupfer cells in the form of immune
complexes with bound antigens. In addition, C4d deposits may be detected in the course of
viral diseases (hepatitis C, B) or other pathological conditions which activate the complement
cascade, like autoimmune hepatitis, biliary obstruction, preservation-reperfusion injury, etc.
Hence, up till now, the diagnostic criteria of liver AMR have not been precisely defined [6] [7].
Due to the difficult immunopathological recognition of acute liver AMR, an important
diagnostic marker of AMR is the presence of antibodies against donor antigens (donor-
specific antibodies, DSA) in the circulation. These are detected. either by the Luminex
technology and/or by cross-match tests — complement dependent (CDC) and/or flow
cytometry crossmatch (FCXM). The application of solid-phase assays for antibody detection
and specification has significantly facilitated the diagnosis of AMR. These tests utilize the
flow cytometry (Flow PRA, Luminex) or ELISA technology and are multiple times faster and
more sensitive than the classical CDC test. The Luminex method for HLA antibody detection
and definition is at present regarded as the “golden standard” in most immunogenetic
laboratories [8] [9].

2. Objectives

The aim of the proposed project is to contribute to the clarification of the clinical relevance of
HLA-specific antibodies as detected by the Luminex method for the diagnosis of antibody
mediated rejection of the liver transplant. The immunopathological findings in liver allograft
biopsies at the time of suspected rejection will be correlated with the characteristics of HLA
specific antibodies before and after transplantation. The project matches the priorities of the
Program for Research and Development of the Ministry of Health of the Czech Republic (MZ
I, RPV 1II, ch. 7, p. 08), i.e. has the goal to improve the treatment of rejection of transplanted
organs and advance the possibilities for management of end-stage diseases by
transplantation. The study should optimize the diagnostics and monitoring of treatment of
antibody-mediated rejection and improve the life and graft prognosis of patients with
transplanted organs in the Czech Republic.

3. Hypothesis

Our operational hypothesis is that HLA-specific antibodies as specified by the Luminex
technique and thorough immunopathological analysis of graft biopsies would be relevant
from the clinical point of view for the timely diagnosis of antibody-mediated rejection in
patients after liver transplantation. To achieve this goal, we intend to compare the diagnostic
value of various approaches for detection and specification of antibodies against HLA with
the evaluation of biopsies of transplanted organs (Department of Clinical and Transplant
Pathology, IKEM).
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4. Methods

The methods we are planning to use are the sensitive tests for detection and definition of
HLA specific antibodies (FACS cross-match, Luminex technique).

4.1. Flow cytometry crossmatch (FCXM)

Three color flow cytometry analysis is routinely performed in our laboratory as described in
our previous studies. Patient anti-HLA IgG antibodies bound to donor lymphocytes are
detected by FITC-labelled goat anti-human IgG (heavy chain) Fab fragment antibody. T and
B cells are stained by phycoerythrin (PE)-conjugated anti-CD3 and PerCP anti-CD19
monoclonal antibodies respectively. Samples are then analyzed after cell fixing on a flow
cytometer. The fluorescence of patient samples is compared with the mean FITC
fluorescence (FL1) of negative control samples (x-mean).

4.2 Luminex method

Detection of anti-HLA antibodies is performed on polystyrene microspheres (including
fluorescent dyes) with fixed HLA antigens on their surface. HLA molecules bound on the
beads are produced by recombinant technology and are defined at the allele (subtype) level.
During the first incubation HLA antibodies are bound to HLA antigens attached to the
microspheres. The HLA antigen-antibody complexes are then detected by goat antibody
labeled with R-phycoerythrin (PE). Semi-quantitative evaluation of the level of antibodies is
performed by assessment.of the mean intensity of fluorescence (MFI). The MFI of positive,
negative controls (cut-off) and samples is evaluated by Luminex 100 IS 2.3 two-laser
cytometer. The Luminex technique has also modifications for detection of complement-fixing
antibodies (C1qg test) and also for detection of various IgG subclasses — IgG1-4. We plan to
apply these variations of the technique for.the more precise definition of antibodies and their
correlation with clinical data.

5. Preparedness for work on the project

The Department of Immunogenetics has adequate staff and equipment for work on the
proposed project. The <Clinical Immunologicy department has a flow cytometer and the
Department of Immunogenetics has two Luminex instruments for the precise definition of
HLA antibody specificities. Besides, all necessary equipment like microscopes, centrifuges,
laminar flow boxes etc. is available at the Department of Clinical and Transplantation
Pathology.

6. Time schedule of the project
The project is planned for four years and is a continuation of our previous studies on the
clinical relevance of HLA specific antibodies and their relation to antibody mediated rejection
after organ transplantation (NR7859 “Antibodies to HLA antigens and their relation to chronic
rejection” (2004 - 2006) and NR 9403 “Diagnostics of humoral rejection for organ
transplantation” (2007 - 2009). Currently, at the Transplantation Centre IKEM are performed
approximately 80 - 100 liver transplants per year. We are planning to include into the study
two cohorts of patients. The first (retrospective) cohort will be comprised of patients who
have been already transplanted in IKEM in the years 2009 — 2015 (approximately 400
patients). The second (prospective) cohort will consist of all patients who will be transplanted
in the years 2016 - 2018, approximately 250 patients. The Department of Immunogenetics
has stored sera (-20° C) obtained from patients shortly before liver transplantation
(retrospective cohort). These sera have been collected in the last 6 years, i.e. since the year
2009. The analysis of HLA-specific antibodies in these samples can begin immediately. In
the prospective cohort, patient sera will be collected before, at regular intervals (3, 6 months,
one year) and the time of suspected acute rejection. We expect to have around 350 — 400
samples per year obtained from the prospective cohort which will.be analyzed in the same
way as the retrospective ones. The analysis serum samples of the retrospective and
prospective cohort will be compared with:

— Morphological findings in biopsies after transplantation - the presence of signs of
humoral, cellular rejection, chronic inflammation, fibrosis, etc.
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— The mismatched HLA antigens between patient and.donor and the presence of
donorspecific antibodies (DSA)

— Efficiency of antirejection immunosuppressive therapy

— Clinical course and graft function during the first up to the third year after
transplantation.
Collaborating clinics would be the Department of Immunogenetics, the Transplantation
Centre, the Clinic of Hepatology and the Department of Clinical and Transplant Pathology
IKEM.
All participants will have the same working assignments during the whole period. A. Slavcev
will be coordinating the project and will take part in the analysis.of laboratory datain relation
to the clinical findings after transplantation. P. Trunecka will'take part in the coordination of
collection of patient samples and analysis of clinical data after transplantation. E. Honsova
will collaborate on the analysis of clinico-pathological data and the publication activities
connected with the project. One university-degree member from the Department of
Immunogenetics will work on the analysis of laboratory tests (Luminex, flow-cytometry tests).
The assistance of two technicians would be needed — one will perform Luminex and other
immunogenetic tests (flow cytometry), while the other technician will collaborate on the
processing of biopsy samples. We intend to finalize the analysis of data in the years 2018 —
2019.
Statistical evaluation of the data will be performed in the following way: the association
between positivity / negativity of tests for.detection and definition of antibodies and the
occurrence of AMR will be evaluated using the chi-square and Kaplan-Meier tests.
Assessment of the risk of AMR will be calculated by defining the sensitivity and specificity of
various tests and compared with findings in liver biopsies.

7. Methods for acquisition of data and analysis

7.1. Retrospective part of the project

As indicated above, we will analyze all samples obtained from patients who have received
liver transplants in IKEM during the years 2009 - 2015. Every sample will be tested by the
FCXM test on donor cells and LabScreen Mixed Class | and Class Il kit for the
presence/absence of antibodies to HLA class | and Il antigens and MICA. Specificity
assignment will be further performed by the Luminex LabScreen Single Antigen test (Class |
and Class Il). The capacity of antibodies to bind complement will be assessed by the C1q
Screen test and also by definition of IgG subclasses (IgG1+4). The performance of these tests
is not covered by the patients” health insurance.

7.2. Prospective part of the project

All patients transplanted with liver grafts in IKEM in the years 2016 — 2018 will be included. 5
ml of coagulated blood for determination of DSA (Donor-Specific Antibodies) will be obtained
from every patient in regular intervals after transplantation — 3 months, 6 months and one
year. Every sample will.be first tested by the LabScreen Mixed test for anti-HLA and MICA
antibodies. Definition of specificity of antibodies will be performed by Luminex LabScreen
Single Antigen tests and flowcytometry crossmatch. Patients with suspected rejection will
undergo liver graft biopsies and these biopsies will be stained by immunofluorescence for
C4d deposits. Further immunopathological signs of acute rejection will be also evaluated, i.e.
for confirmation /or exclusion of AMR. Blood samples (3-4 x) will be also obtained for
monitoring of treatment (plasmapheresis).

8. Collaboration

Analogous research projects are being carried out in the Reference HLA laboratory of
Eurotransplant in Leiden and in the Immunogenetics laboratory of Prof. P. Terasaki in Los
Angeles (UCLA). The Department of Immunogenetics has long-term collaboration with these
laboratories and has repeatedly obtained support from these centers in the analysis of
complicated samples.
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9. Discussion and contribution of the project

As indicated above, the proposed study is a continuation of our previous projects. Our results
were published in several journals with impact factor [10] [11] [12] [13] [14]. The proposed
project would contribute to the precise diagnostics of antibody-mediated rejection after liver
transplantation‘and would have a positive impact on the costs connected with the diagnostics
and monitoring of treatment of humoral rejection. From socio-economical point of view, liver
transplantation is a life-saving procedure. Patients with suspected antibody-mediated
rejection would have a more precise monitoring of the alloantibody response which would
have a positive impact on the reduction of costs for immunosuppressive treatment. A
contribution of the project would be also creation of conditions for close collaboration with
clinicians (hepatologists, surgeons) in the care for patients with end-stage liver failure
(priority of the Resort Program for research and development of the Ministry of Health of the
Czech Republic (RPV III., ch. 7, p. 08).

Conclusion: the proposed project should help optimize the diagnosis of antibody-mediated
rejection after liver transplantation and thus improve the life and graft prognosis of patients
with transplanted organs in the Czech Republic.
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