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Expression of neural adhesion molecules (NCAM) in healthy and
diseased renal tissue
Abstract

Introduction: Kidney performs essential physiological roles that include
metabolic waste excretion and maintenance of fluid and electrolyte balance. Different
factors may lead to renal dysfunction. Kidney diseases are currently a global public
health problem. Fortunately, dialysis and transplantation provide life-saving treatments,
but these therapies are rife with limitations. Thus, new ways of therapies, such as stem
cell treatment are more than required as an aternative and new glimmer of hope to all
nephrology patients. Neural cell adhesion molecule (NCAM) iswidely expressed during
kidney development and it presents potential marker for renal stem/progenitor cells.

Aim: Aim of this dissertation was evauation of NCAM presence in different
types of renal tissue (normal fetal or adult, and pathologically changed), and comparison
and correlation of NCAM expression with already defined stem cell markers in order to
more closely characterize renal fetal progenitor cells.

Method: Specificaly designed primers were used for reverse transcriptase PCR,
after mRNA isolation from fetal, neonatal, adult normal, adult tissues with interstitial
fibrosis and tumor tissues, to clarify presence of different NCAM on nucleotide level.
Also, Western Blot tests were performed in order to identify expression of different
NCAM protein isoforms in healthy and kidney with disease. Further, FACS analysis
was done on renal cell lines to correlate NCAM expression with adult renal stem cell
markers CD24 and CD133. Co-expression and co-localization of NCAM with other cell
surface markers was aso examined using immunohistochemistry and double
immunofluorescent staining.

Results: Our results showed aberrant NCAM expression in renal tumor tissues
as well as in tissue with intertitial fibrosis. Interestingly in both types of mentioned
tissues NCAM had co-expression with FGFR1, tyrosine kinase receptor, responsible for
cell proliferation and aggressive behavior in some epithelial tumors. Considering
NCAM expression on fetal samples possible renal progenitor population cell pool of
NCAM*CD24" cells was found, which was not the case with NCAM *CD133" cell pool.
Also, we had detected that NCAM molecules were post-trasnaltionally modified.



Namely, al NCAM molecules become polysialylated after induction of mesenchymal
cells by ureteric bud tip and condensation of same mesenchyma cells. RT-PCR
analyses showed that all cell lines and tissues, except tumor tissues express al 3 major
NCAM isofirms NCAM-120, NCAM-140 and NCAM-180.

Conclusion: NCAM-120/140/180 isoforms are present in heathy and diseased
kidney tissues. Human fetal rena progenitors can be divided at least in two progenitor
cell populations: PSA-NCAM*CD24"CD326  population which will evolve to nephron
progenitors and NCAM*PSA-NCAM CD24CD326 cell pool which will probably
become stroma cells. Thus, polysidylation of NCAM could be a trigger of
mesenchymal-epithelial transformation during kidney development. In renal tissues
NCAM interacts with different molecules, such as FGFR1 or integrin a5f31, and this
interaction probably causes different cell signaling. Precise mechanism of
NCAM/FGFRL interaction in tumors and exact role of NCAM in tumor development
are amatter of future investigations. But, since we had detected different localization of
NCAM/FGFR1 in tumor cells, expresson of NCAM/FGFR1 in different cell
compartments could be activating various signaling pathways. NCAM+ renal interstitial
cells are significantly increased in the initial phase of renal interstitia fibrosis. They
display a morphological heterogeneity concerning co-expression of FGFR1, a5B1
integrin and other molecules relevant for rena interstitial fibrosis, and could be

responsible for the regulation of repairing processin renal tissue.

Key words. NCAM, PSA-NCAM, rena progenitors, feta tissue, CD24, FGFRL,
integrin a5B1, RCC, interstitial fibrosis.



Ekspresija neuralnih adhezionih molekula (NCAM) u zdravom |

obolelom bubreznom tkivu

Rezime

UVOD: Bubreg ima znacajnu fizioloSku ulogu u izluCivanju Stetnih produkata
metabolizma putem urina, kao i ulogu u odrzanju ravnoteze vode i elektorlita. RazliCiti
faktori mogu dovesti do poremecaja funkcije bubrega. Bolesti bubrega su trenutno
globalni problem javnog zdravlja. Dijaliza i transplantacija su trenutno dominantni
vidovi terapije koje se primenjuju u leCenju bubrezne isuficijencije, ali uz puno
ograniCenja. Novi nacini terapije, kao Sto je tretman mati¢nim celijama, su viSe nego
potrebni kao alternativa standardnim metodama leCenja i predstavljaju novi tracak nade
za sve pacijente koji imaju neki oblik bubrezne disfunkcije. Neuralni Celijski adhezioni
molekul (NCAM) je Siroko ispoljen tokom razvoja bubrega i predstavlja potencijalni
marker renalnih stem/progenitorskih celija.

CILJ: Cilj ove disertacije je evauacija NCAM ekspresije u razliCitim tipovima
bubreznog tkiva (fetalno, adultno normalno i adultno tkivo saintersticijskom fibrozom i
tumorsko tkivo), kao i njena korelacija sa ekspresijom ve¢ definisanih markera renalnih
stem Celija kako bi se preciznije definisale fetalne renalne progenitorske Celije.

METOD: Detekcija razlicitih NCAM izoformi na nivou nukleotida je vrSena
primenom RT-PCR metode, nakon izolacije iRNK iz fetalnog i normalnog adultnog
tkiva, kao i tumorskog i tkiva saintersticijskom fibrozom. Prisustvo NCAM isoformi na
proteinskom nivou, u pomenutim tkivima detektovano je upotrebom Western blot-a i
Imunoprecipitacije. Ko-ekspresija NCAM-a sa CD24 i CD133, markerima adultnih
renalnih progenitora ispitivana je upotrebom protocCne citomertije (FACS) na renalnim
Celijskim linijama. Imunohistohemijskim i dvostrukim imunofluorescentnim bojenjem
ispitivana je koekspresijai kolokalizaciji NCAM-asa drugim celijskim markerima.

REZULTATI: RT-PCR rezultati ove doktorske disertacije su pokazae da sve
Celijske linije i ispitivana tkiva, osim tumorskog tkiva eksprimirgju tri glavnhe NCAM
isoforme NCAM-120, NCAM-140 i NCAM-180. Takode, detektovana je aberentna-
prekomerna NCAM ekspresija u tumorskom, kao i u tkivu sa intersticijskom fibrozom.
Interesantan nalaz Cini pokazana koekspresija NCAM-a sa FGFRL1, tirozin kinaznim

receptorom, koji ima ulogu u celijskoj proliferaciji i agresivnom ponaSanju pojedinih



epitelnih tumora. U Celijama fetalnog tkiva bubrega uocena je koekspresija NCAM-a i
CD24. Koekspresja NCAM-a i CD133 nije uoCena. Po prvi put smo dvostrukim
imunofluorescentnim bojenjem pokazali prisustvo post-translaciono modfiikovanih
polisijalinizovanih formi NCAM-a na Celijama kondezovanog mezenhima u fetalnom
tkivu. Uporednom analizom koekspresije NCAM-a i PSA-NCAM, CD24 i CD326
medu mezenhimalnim renalnim progenitorima u fetalnom tkivu mogu se izdvojiti bar
dve populacije progenitorskih Gelija: PSA-NCAM'CD24'CD326°, kao prekursori
buduceg nefrona, i NCAM'PSA-NCAM CD24'CD326,, kao prekursori stromalnih
Celija.

ZAKLJUCAK: NCAM-120, NCAM-140 i NCAM-180 izoforme su prisutne u
zdravom i obolelom tkivu bubrega. U fetalnom bubreznom tkivu NCAM biva post-
tranglaciono modifikovan (PSA-NCAM). PSA-NCAM je prisutan na svim celijama koje
predstavljaju prekursore nefrona, sugeriSuci da je polisijalinizacija NCAM molekula
neophodna u toku mezenhimno-epitel ne transfrmacije i procesa diferencijacije bubrega.
U tumorskom i tkivu saintersticijskom fibrozom detektovana je koekspresija NCAM sa
FGFR1. Precizna uloga NCAM/FGFR1 interakcije u tumorima, ai i u tkivu sa
intersticijskom fibrozom jo$ uvek nije definisana i predstavlja veliki izazov za buduca
istraZivanja. ZnaGajno povecanje NCAM® celija u intersticijskoj fibrozi, kao i
koekspresija NCAM™ éelija sa FGFR1 i integrinom a5B1 molekulima koji figuriraju u
éelijskoj proliferaciji i signalizaciji, sugerise da NCAM™ intersticijske ¢elije mogu biti
od koristi prilikom regeneracije bubrega i kao takve imati primenu u buducoj celijskoj

terapiji bubrezne isuficijencije.

Kljucne reCi: NCAM, PSA-NCAM, renani progenitori, fetalno tkivo, CD24, FGFR1,
integrin a5B1, RCC, intersticijska fibroza.

Naucna oblast: Molekularna medicina

Uza naucna oblast: Nefropatologija

UDK broj:
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1. Introduction

The kidney has a major role in maintaining of human health, based on essentia
physiological functions that include metabolic waste excretion and maintenance of fluid
and electrolyte balance. Different factors may affect renal function, whereby kidney
diseases can arise during development, juvenile, or adult life. Regardless of changes
related to congenital or sporadic diseases, tubuli and/or interstitium are frequently
damaged and their normal close mutual relationship could be replaced with an increase
in renal interstitial space, the progressive loss of peritubular vascularization and hypoxic
damage of the tubules, which further results in tubular atrophy. All these changes
mostly lead to interstitial fibrosisi.e. chronic renal failure. Also, cellular damage of the
functiona units of kidney, known as nephrons, is a common attribute among diverse
kidney disorders. Progressive destruction of nephrons culminates in kidney failure.
Types of rena disease include acute kidney injury (AKI), which is the abrupt loss of
renal function that can often become permanent, and chronic kidney disease (CKD), the
progressive loss of rena function that culminates in organ failure known as end stage
renal disease (ESRD) (1,2). Kidney diseases are currently a globa public hedth
problem. Fortunately, dialysis and transplantation provide life-saving treatments, but
these therapies are rife with limitations and place considerable burdens on patients, their
families and hedlthcare systems. Thus, it has become imperative to find aternative
ways, new therapiesto treat existing kidney dysfunctions and to promote kidney health.
Regenerative medicine offers solutions by using stem cells as novel approach for
curing injured kidney. The presence of many renal cell types in kidney poses challenges
both to understanding and finding appropriate renal stem cells. Nevertheless, the
discovery of regenerative rena cells in adult kidneys, especially those in the nephron
tubule and PECs in the glomerulus, provides hope that there are already cell templates
and conducive environs where kidney integrity can be restored by promoting

regenerative mechanisms (2).
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1.1. Neural cell adhesion molecule (NCAM)

NCAM was originally described in 1974 as synaptic membrane glycoprotein D2 in the
brain (3), but as a cell adhesion molecule (CAM) it was presented for the first timein
1977 (4). NCAM was the first identified Ca-independent CAM of the immunoglobulin
superfamily which mediates homophilic and heterophilic binding to adjacent cells and
to the extracellular matrix by cis- and trans-interactions; and later recognized to be
expressed on the cell surface of amost al neural cell typesin the central and periphera

Nervous system.

Thus, NCAM (aso known as CD56) belongs to the immunoglobulin
superfamily (IgSF). Members of 1gSF are group of glycoproteins (transmembrane and
membrane-anchored), that are characterized by presence of various number of Ig
modules. IgSF molecules are the most heterogeneous group of cell surface receptors,
with at least 65 proteins involved in cell adhesion (5). The extracellular part of 1gSF
molecules contains multiple Ig-like modules connected like beads on a string. I1g-like
modules are usually followed by another bindings blocks, fibronectin type 111 (Fn3)

modules (6).

In humans, NCAM is encoded by a single-copy gene on band 23 chromosome
11. NCAM gene includes more than 314 kb and contains 19 major exons as well as 6
additional smaller exons. Alternative splicing of NCAM mRNA can result in 27
different NCAM isoforms (7, 8). Nevertheless, most studied are three major isoforms,
referred to as NCAM-120, NCAM-140 and NCAM -180 according to their different
molecular weights (8, 10). While the isoform NCAM-120 is anchored to the cell
membrane via a glycosyl-phosphatidyl-inositol (GPI) linker (11), both NCAM-180 and
NCAM-140 are transmembrane proteins with different lengths of their cytoplasmic
domains (C-terminus). On the other side, all NCAM isoforms have similar N-terminus,
which contain always 5 Ig-like modules and 2 Fn3 domains; in some soluble NCAM
isoforms it is possible to detect only one Fn3 domain (Scheme 1). Now it is known that
exons from 1-14 encode N-terminus (5 Ig-like and Fn3 domanis), while exons 17-19

encode intracellular region of NCAM molecules (Scheme 2) (12).
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Scheme 2. Graphic presentation of the NCAM gene; exons 1-19 which code 3 major

isoforms (12)

NCAM is abundantly expressed during embryonic development, whereas it is

found mainly in tissues of neura origin in the adult organism. In past, NCAM was
characterized as a mediator of cell-cell adhesion and cell adhesion as one of NCAM

function was firstly described. Today there are several models which present how
NCAM thru homophilic interaction regulates cell adhesion (Scheme 3). Several studies
demonstrated that interactions between NCAM Ig modules, (Igl, 1g2, 1g3) resulted in
zipper like formations that are crucial for homophilic adhesion between two NCAM

molecules (13). In addition to cell-cell adhesion, homophilic interaction of NCAM



induces signal transduction, resulting in neuronal differentiation (14, 15) and inhibition
of cell proliferation (16, 17). Also, NCAM plays a major role during development of the
nervous system, mediating adhesion between neural cells and stimulating neurite
outgrowth and asciculation (18-21).
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Scheme 3. Schematic presentations of the cell-cell homophilic adhesion models,
(designed according to ref.13)

The extracellular and intracellular domain of NCAM can aso mediate signaling
via heterophilic adhesion. In this type of interaction NCAM interplays with molecules
of extracellular matrix such as heparin/heparan sulfate (HSPGs), chondroitin sulfate
proteoglycans (CSPG) and different types of collagen (22-25). Also, NCAM mediates
signaling transduction through heterophilic dimerization of a broad range of other
molecules such as several heterophilic ligands: adhesion molecule L1, fibroblast growth
factor 1 (FGFR 1), the glial cell line-derived neurotrophic factor (GDNFR) (26-29).

Variable spectrum of different NCAM roles, as we have seen, is a consequence
of NCAM alternative splicing, and its homophilic and heterophilic interactions. But in
addition to that, NCAM can be also post-trandationally modified by homopolymers of
0-2,8-linked N-acetylneuraminic acids (NeuSAc or NANA), called polysiaic acids
(polySia, PSA), that are bound at variable numbers to N-glycans on the extracellular
fifth immunoglobulin-like domain of the molecule (30). PSA changes of the

glycosylation patterns may convert different NCAM isoforms from interactive to anti-

13



adhesive states (31). The PSA residues can extend beyond the NCAM protein core and
provide an enormous hydrodynamic exclusive space of the extracellular part of NCAM
that disrupts adhesive properties of NCAM and other interacting adhesive molecules
such as cadherins (32). Recent reviews have highlighted that PSA-NCAM s a critical
regulator of cell adhesion during neural cell differentiation and migration, neurite
outgrowth and correct synaptic targeting of growing axons for regular neuronal circuit
formation in the developing nervous system of the mouse embryo (33). In the adult
brain, PSA-free NCAM isoforms dominate, whereas PSA-NCAM has been shown to be
continuously expressed at sites of synaptic plasticity and neurogenesis. Thanks to al
these interactions and modifications NCAM is a crucia molecule in the developing as

well asin the adult human brain.

Also, now it is known that NCAM has various roles in other, non neura tissues.
Thus, NCAM is considered as specific marker in malignant lymphomas, neuroendocrine
carcinomas, Alzheimer’s dementia, myeloma and ovarian carcinomas (29, 34-39).
Recently it has been shown that in humans, NCAM express 3 major isoforms in healthy

adult non neural tissues such as: thymus, testis, pancreas, duodenum and kidney (12).

In kidney, NCAM is widely expressed during development (33), aso on rare
interstitial cells in adults (40) and on renal tumors (41-44). Thus, in kidney NCAM has
a multiple role in mesenchymal-epithelial transformation, migration, proliferation and
epithelial-mesenchymal transformation, but the precise molecular signaling mechanisms
have not been established yet.

1.2. NCAM and kidney development

The kidney is one of the few organs that undergo mesenchymal-epithelia transition
(MET) during development. The metanephric (permanent) kidney develops from a
specialized region of the caudal end of the intermediate mesoderm called the
metanephrogenic mesenchyme. Reciprocal inductive cellular interactions between the
metanephric mesenchyme (MM) and the ureteric bud (UB) are considered to be
essential events in the development of metanephric kidney in mammals (45). Thus

14



interplay between MM and cells at the tip of the branching UB thereby initiates MET of
specific multipotent renal progenitor cells (Scheme 4).
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Scheme 4. Mesenchymal-epithelial transition as a result of interactions between MM
and UB

The human metanephros, in which renal stem/progenitor cells of the MM are
induced to form nephrons until birth, appears as early as at the 5th week of gestation
(wg). First, mesenchymal cells induced by cells at the tip of the outgrowing UB start to
condense, and form cap mesenchyme. Condensed mesenchymal cells induced by UB
start to polarize and form a pre-tubular aggregate (PA), a structure which is known to be
one of the first morphologically identifiable stages. Cells in PA continue to grow and
form a renal vesicle (RV, the most primitive stage of nephron development: a stage |
nephron). RV then elongates, becomes a comma-shaped (C) and then an S-shaped body
(S) (stage Il nephron). Future growth divides S body to distal and proximal part. Distal
part of S body makes contact with and fuses with the distal component of the UB, and
latter forms the collecting duct. Proximal S body gives rise to capillary loop nephron
and Bowman’s capsule (stage Ill and 1V). Soon afterwards, endothelia cells invade to
make a capillary knot-like outgrowth, the glomerular tuft, which goes on to form the
glomerulus (stage V). Together, the Bowman’s capsule and the glomerulus comprise the

definitive renal corpuscle. The rest of the nephron elongates to form components of the
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proxima tubule, the loop of Henle and the dista tubule (Scheme 5). The full
complement of glomeruli in the fetal human kidney is attained by 32-34 weeks (46-48).

p-pretobular aggregata
r-renal vesncla
c-comrna ehaped
s-shaped body

g-im matire glomenihz
neriephrogerne s !
nm-nephrogenic mesenchyme |
ub—urelenie bud '
m2—matmre glomeniny

Scheme 5. The development of the nephron, from I-V nephron stage (designed

according to www.gudmap.org)

Interestingly, un-induced as well as induced fetal renal MM cells, as well as
nephron progenitors (PA, RV, C and S body) are well known to widely express NCAM
(33, 49) as specific cell surface antigen up to the prenatal period during kidney
development in humans and rats. Induced mesenchymal cells are described to rapidly
loose expression of NCAM after MET on immature tubular cells during further
differentiation of the nephron (40, 50).

Kidney development, MM-UB interactions and consequent formation of the
nephron and the collecting system depend on genetic programs that are highly
regulated. Unique renal organogenesis as well as structural complexity of the adult
kidney (more than 26 mature cell types) has presented many challenges to the

identification and characterization of renal progenitor/stem cells.
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1.3. NCAM in renal tumors

Kidney cancers represent about 2% of all cancers in human population. The most
common form of rena neoplasms, with the highest mortality rate of the genitourinary
cancers in adultsis rena cell carcinoma (RCC) (51). In recent decades, the incidence of
RCC has been steadily rising by 2-4% each year. In 2010, RCC was diagnosed in 90-
95% of all renal neoplasms (52).

RCC originates from tubular structures of the kidney and is classified into four
major histological types. Each type differs in origin, genetics, morphology and
behavior, metastatic potential and clinical outcome (52-55). Clear cell RCC (cRCC) is
the most common type, accounting for about 75-80% of all cases of RCC. Other types
are papillary (pRCC, 10-15%), chromophobe (chRCC 5%) and collecting duct (1%)
RCC; fifth group presents unclassified RCC (less than 2%). Characteristic of al
different RCCs is lack of early warning signs, frequent metastases, and resistance to
currently used treatments (54). The prognosis for patients with recurrent and/or
metastatic RCC is poor, median survival is 10-13 months and 5-year survival is < 5%
after nephrectomy (54-57).

Human RCCs seem to arise from a variety of specialized tubular-epithelial cells located
along the nephron; mainly cRCC, pRCC and chRCC originate from proximal and distal
tubules. These tubules originate from mesonephros after MET during kidney
development. Mesonephros strongly expresses NCAM, so re-expression of NCAM in
tumor cell of RCC could be expected. Re-expression of NCAM in RCC was first
described severa years ago by Daniel et a (44). They showed that NCAM expression is
of interest for evaluating the prognosis of patients with cRCCs and for determining a
subgroup of patients at high risk for adrenal and CNS metastases. More recently, a study
on small group of RCC claimed that NCAM expression is present on RCC regardless to
histological type (58). Independent studies of NCAM and of FGFR revealed that both
molecules are involved in cell processes such as cell migration, proliferation, epithelial-
mesenchymal transformation (EMT), events that transform normal epithelia cell to
mesenchymal tumor cell. Also, recent data revealed that NCAM together with FGFR-1
promotes progression of ovarian carcinomas (59, 60).
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A better understanding of NCAM role in tumor molecular pathways that lead to
tumor appearance and growth may help in the development of new strategies for the

early detection and treatment of renal carcinoma.

1.4. NCAM inrenal fibross

Kidney interstitial fibrosis (IF) can be defined as the accumulation of collagen and
related molecules in the renal interstitium. In normal adult kidney basal membranes of
the neighboring tubules are closely packed to each other, thus from the morphological
point of view renal interstitium in normal kidney represents a virtual space. So, if on
routinely stained dlides for light microscopy rena interstitium could be seen, this
implies some pathological condition. EMT of tubular epithelial cells which are
transformed to mesenchymal fibroblasts migrating to adjacent interstitial parenchyma
constitutes the principal mechanism of rena fibrosis along with local and circulating
cells (61).

Normal human rena interstitium contains rare cells, mainly fibroblasts which
could be positive for vimentin or S100-A4 markers. Under normal conditions, the repair
process that follows the injury is completed by provisiona ECM degradation and by
myofibroblast apoptosis, throughout mechanisms subjected to close control. However,
in some cases, after kidney damage, activated fibroblasts i.e. myofibroblasts express o
smooth muscle actin (aSMA) and then a repair mechanism dysregulation occurs;
sustained myofibroblasts play a mgor role in kidney fibrosis since they produce
extracellular matrix rich in collagen fibres, particularly collagen type | and Ill, that
coal esce forming fibrous bundles resistant to degradation (62).

In addition, other rena cells could contribute to interstitial fibrosis such as
transdifferentiated tubular (63) or endothelial cells (64) and vascular pericytes (65).
Interestingly, Markovic-Lipkovski et al had detected rare neural cell adhesion molecule
(NCAM) positive rena interstitial cells that seemed to be increased in incipient phase of
renal interstitial fibrosis (40). Considering different hypothesis regarding the origin of
interstitial cells in normal kidney, as well as in rena fibrosis (66), it is still a major

challenge to investigate molecular markers expressed by these interstitial cells. We
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therefore sought to examine co-expression of NCAM and several molecular markers
which are relevant for renal fibrosis like fibroblast growth factor receptor 1 (FGFR1),
integrin a5B1 and aSMA. FGFRs are a family of four tyrosine kinase receptors and can
be activated by their cognate ligands and by direct interaction with NCAM (67). FGFR1
plays multifunctional role in cell proliferation, migration and differentiation (68), and
might be involved in epithelial-mesenchymal transdifferentiation (EMT) and renal
fibrosis (69). Integrin a531 and fibronectin form a prototypic integrin-ligand pair which
is functionally very important because it mediates fibronectin fibrilar formation and
governs extracellular matrix assembly (70). Strong expression of a5B1 integrin has been
previously observed on interstitial cells in patients with IgA nephropathy, suggesting
that a5B1 integrin could interact with NCAM and may play a role in the pathogenesis of
chronic kidney disease in these patients (71).

1.5. NCAM in renal stem progenitors

Historicaly, kidney is widely regarded as an organ without regenerative powers, since
no new nephrons appear after 36 weeks of gestation in humans (33). Over the past two
decades, the phenomenon of renal regeneration has been increasingly investigated and
now it is currently speculated that the human kidney can regenerate in some contexts,
but the mechanisms of renal regeneration remain poorly understood. Today, numerous
groups of researchers re-evaluated problem of identification of multipotent rena
stem/progenitor cells. Characterization of renal progenitor cells is important step in
developing cell-based therapeutic applications for kidney disease. Two major
approaches, which are based on: a) identification of fetal human nephron progenitor
cells (hNPCs) or on b) discovery of a hierarchical population of adult rena progenitors
cells are currently in focus of investigations.

The fact that NCAM is widely expressed during feta development and than
rapidly lost after birth, classified NCAM as marker for fetal rena stem cells (50). In the
human kidney, stem/progenitor cells are induced into the nephrogenic pathway to form
nephrons until the 34 week of gestation, and no equivalent cell types can be traced in
the adult kidney. (33). In the cited study (33), they proposed several different pools for
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renal progenitors. Thus, by FACS sorting in fetal kidney it is possible to found
FZD7+NCAM+EpCAM- nephron progenitors, characteristic for C and S body, than
NCAM+EpCAM- cdl pool, possible stroma progenitors and NCAM-EpCAM+
cells,precursors for UB (33).

Studies that investigate adult renal progenitors and rena repair are increasing every
year. In contrary to fetal, adult rena progenitors does not express NCAM/EpCAM cell
populations. Nevertheless, adult renal progenitors within the Bowman’s capsule which
can generate novel podocytes and also proximal tubular cells have been identified (72).
This cell express CD24 and CD133 cell surface markers and treatment of acute rend
failure with CD24+CD133+ significantly ameliorated the morphologic and functional
kidney damage (73). Interestingly, in normal renal tissue a population of CD133+ stem
cells able to differentiate in vitro and in vivo into endothelial and epithelial cells (74).
Also, single NCAM+ interstitial cells present in fibrotic tissue may be possible adult
renal stem cells (40). Better understanding of renal stem cells, their behavior, origin and
their roles in kidney regeneration events, will contribute to create new clinical

treatments for kidney disease.
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2. Hypothesi/Aim

We expect that NCAM positive renal cells express specific progenitor markers such as
CD24, CD133, embryonic transcription factor Six2, GDNF molecule and marker
mezenhimalnh stem-cell W8B2, so that these cells may actually be potentia rena

progenitor cellsin the adult kidney and have role in the induction of interstitial fibrosis.

Aim

1. Characterization of the expression of NCAM isoformsin:

- Fetal kidney tissue

- Adult healthy kidney tissue

- Adult - renal tissue with initial interstitial fibrosis

- Renal cell carcinoma, and

- Rena - cell cultures
2. ldentification and characterization new markers - antibodies to renal cells and tissues,
using a new monoclona antibody W5CA4C5, W8B2 - potentia of mesenchymal markers
as well as potential new antibody for NCAM, WI1C3 and 35C9 (obtained in the
laboratory of prof. Dr. JH Buhring, University of Tubingen), in order to differentiate
potential rena progenitor cells and clarification of NCAM role in the development of

kidney.
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3. Material and methods

3.1 Human renal tissue

Tissues analyzed in this thesis included different type of renal tissues such as fetdl,
neonatal and adult samples. Adult samples were divided in: adult normal tissues
obtained from not transplanted kidney, adult normal tissues adjusted to tumor, rena
tumor tissues and adult tissues collected during routine biopsies. All tissue samples
were obtained after informed consent of the parents/patients and the study was approved
by the Ethic Committee of the Medical Faculty University of Belgrade (reference
number: 29/VI-7). All experiments in this thesis were done partly at the Center for
Medical Research, Eberhard Karls University Tibingen and at Institute of Pathology,
Medical Faculty, University of Belgrade.

3.1.1. Fetal tissue samples

Twenty one fetal kidneys from 15 to 30 weeks of gestation were obtained during
elective or spontaneously occurring abortions at Department of Obstetrics and
Gynecology, Medical Faculty of the University of Belgrade. Different kidneys: 15™,
201, 22M 24™ 26™ 28M and 30™ week of gestation were analyzed. Two samples of
neonatal renal tissue at 36™ and 40" week of gestation provided from autopsies at the
Institute for Pathology, Medical Faculty of the University of Belgrade were also
investigated.

One piece of each sample was conserved in RNAlater (Qiagen Ltd., Germany), a
RNA stabilization reagent, for subsequent efficient RT-PCR analysis, the second part of
the tissue was put into cell culture medium RPMI 1640 (PAA Laboratories GmbH,
Austria) immediately after removal, snap-frozen, and stored in liquid nitrogen or at -
80°C until further analysis, while third part of each sample was put in 4% buffered

formalin and embedded in paraffin for immunohistochemistry staining.
3.1.2. Tumor tissue samples

Renal tumor tissue was obtained from 49 patients (29 males, 20 females) undergoing

nephrectomy. Among these patients renal cell carcinoma was diagnosed in 36 cases,
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oncocitoma in 9 cases, 2 collecting duct carcinoma, one cortical fibroma and one
metanephric adenoma. Detailed clinical and pathological information was available for
all RCC cases, included histological subtypes, tumor size, nuclear grade (NG) and TNM
staging, listed in Table 1. For analyzed oncocitomas clinical features are present in
Table 2. The mean age of patients presented in Table 1 and Table 2 was 56.8 years
(range 34-87). All rena tumor samples were prepared and stored as it was previously

described in the section above (paragraph Fetal tissue samples).

Table 1. Summary of the clinicopathological featuresin RCC

Caseno. Age Sex Tumor size(cm)” Nuclear Grade Stage

Clear cell RCC
1 61 F 6 1 PT2NxMx
2 39 M 3,5 1 pPT2NXxMx
3 58 M 4 1 pT1aNxMx
4 87 F 2,5 1 pT3aNxMx
5 71 M 55 1 pT3aNxMx
6 54 M 10 2 pT3bNoMx
7 64 M 9 2 pT3aNxMx
8 46 F 12 2 pT3aNxMx
9 58 M 3 pT1bNxMx
10 74 F 3 pT3aNxMx
11 4 M 7 3 pT1bNxMx
12 36 M 9 3 pT4N2M 1
13 60 F 13,5 4 pT3aNoMx
14 75 F 8 4 pT3aNxMx
15 57 F 8 4 pT3N2MXx
16 64 M 8 4 pT3aNxMx
Multilocular cystic RCC

1 47 M 4 1 pTlaNxMx

4 M 4,5 1 pT1bNxMx

4 F 6 2 pT1bNxMx

23



Papillary RCC

1 62 M 4,2 1, typel pT3aNxMx
2 59 M 3 1, typell pT3aNxMx
3 9 M 6 1, typell pPT3NXMXx

4 55 M 4,5 2, typell pT1bNxMx
5 59 M 35 2, typell pT1aNxMx
6 47 M 4 2, typell pT1aNxMx
7 59 M 35 2, typell pT1aNxMx
8 50 M 15 2, typell pT1aNxMx
9 55 M 4.5 3, typell pT3aNxMx
10 65 M NK 3, typel pT3bNXMXx
11 56 M 10 3, typell pT3aNxMx
12 48 M 12 4, typell pT3aNxMx

Chromophobe RCC

1 43 M NK 1 NK

2 39 F 2 pT1bNxMx
3 60 M 2 pT1aNxMx
4 70 F 15 2 pT1aNxMx
5 61 M 7 2 pT1bNxMx

# - the biggest tumor diameter, NK- not known
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Table 2. Summary of the clinical and morphological features in oncocytoma

Caseno. Age Sex Tumor size (cm)#

1 61 F 2,0
2 43 F 2,3
3 51 F 2,5
4 60 F 3,5
5 53 M 4,0
6 57 F 6,0
7 59 F 6,5
8 81 F 8,0
9 69 M 9,5

# - the biggest tumor diameter

3.1.3. Adult tissue samples
90 kidney biopsy specimens with various forms of glomerulonephritis and
glomerulopathies were analyzed in this thesis after the routine diagnostic workup was
completed.  Paraffin-embedded samples were adso further used for
immunohistochemistry. The second renal biopsy core was put into cell culture medium
RPMI 1640 (PAA Laboratories GmbH, Austria) immediately after removal, snap frozen
in liquid nitrogen and stored at -80°C. In the cases where we had enough tissue, a piece
of tissue sample was conserved in RNAlater (Qiagen Ltd., Hilden, Germany), a RNA
stabilization reagent, for subsequent efficient reverse PCR (R-PCR) analysis.

Distribution of diagnosis among 90 analyzed biopsies was. lupus nephritis (LN)
- 24 cases, foca segmental glomerulosclerosis (FSGS) - 17 cases, membranous
glomerulonephritis (MGN) - 13 cases, membranoproliferative glomerulonephritis
(MPGN) - 8 cases, renal graft - 8 cases, IgA nephropathy - 6 cases,
mesangioproliferative glomerulonephritis (MesPGN) - 5 cases, rapidly progressive
glomerulonephritis (RPGN) — 5 cases, minimal change disease - 4 cases.

In addition normal tissue was also obtained from 10 cadaveric kidneys of young
healthy donors that were not transplanted and from 4 normal kidney samples adjusted to

tumor. These samples were also treated as it was described in section “Fetal tissue.”
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3.2. Cdl lines

Two human epithelial adherent RCC cell lines were used for analysis of NCAM
expression in this thesis. One well characterized clear cell RCC (cRCC) line CRL-1932
(786-0) was obtained commercially from American Type Culture Collection (ATCC,
LGC Standards GmbH, Germany), while second cRCC cell line TW33 was established
in the laboratory of Professor Gerhard Muller (University of Gottingen, Germany).
Different NCAM antibodies tested on these cell lines are presented in Table 3.

Table 3. NCAM antibodies tested on cell lines.

Clone number | Dilution | Source Binding region | Company/cat. no.*
Eric-1 1:75 Mouse mc | N-terminus Ancell/208-020
NCAM-OB11 | 1:100 Mouse mc | C-terminus Sigma/C9672
EP2567Y 1:150 Rabbit mc | C-terminus Epitomics/2433-1

* cat.no.-catal og number

Also, embryonic epithelial adherent cell line HEK-293 (ATCC, LGC Standards GmbH,
Germany) was used to anayze NCAM expression and expression of other renal cell
progenitor markerslisted in Table 4.

Table 4. Antibodies tested on cell lines.

Name Clone | Dilution | Source Company/cat.no

CD24 8B.76 | 1:10 Mousemc | Santa Cruz/sc-58998
CD133/2 293C3 | 1:10 Mousemc | Miltenyi Biotec/130-090-851
FGFR1 M19B2 | 1:100 Mousemc | Abcam/ab823

PSA-NCAM 2-2B 1:250 Mousemc | AbCys S.A./AbC0019
EpCAM (CD326) | 9C4 RTU* | Mouse mc® | “Buehring Lab.”

CDh34 43A1 | RTU Mousemc | “Buehring Lab.”

W1C3 W1C3 | RTU Mousemc | “Buehring Lab.”

©_mouse monoclona, “-kindly provided by Prof. H.J.

"_ready to use supernatant,
Buehring, Tuebingen
The retinoblastoma cell line Weri-Rb-1 was used as positive control (ATCC,

LGC Standards GmbH Germany). The cell lines were grown in culture in RPM 11640
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medium (PAA Laboratories GmbH, Austria) supplemented with 10% fetal calf serum
and refobacin and cultivated at 37°C with 5% CO2.
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3.3 Buffersand stock solutions

Phosphate-buffered saline (PBS)

Reagent Amount to add (g)*
NaCl 8

KCI 0.2

Na,HPO, 1.44

KH2PO, 0.24

*- measures for preparation of 1x PBS
PBS can be made as a 1x solution or as a 10x stock. To prepare 1 | of either 1x PBS,
dissolve the reagents listed above in 800 ml of H,O. Adjust the pH to 7.4 with HCI, and

then add H,O to 1 |. Sterilize solution by autoclaving, store PBS on room temperature.

PBS/MgCl,

Reagent Amount to add (g)*
NaCl 8

KCI 0.2

Na,HPO, 1.44

KH2PO, 0.24

MgCly*6H,0 0.10

*- Measures for preparation of 1L of 1x PBS/MgCl,

Sodium citrate buffer (10mM)

Reagent Amount to add
Trisodium citrate (dehydrate) 2.949g
dH0 1L

Dissolve trisodium citrate in H,O and adjust the pH to 6.0 with 1 N HCI. Store at room
temperature for 3 or at 4°C for 6 months.
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Radio Immuno Precipitation Assay buffer (RIPA)

Reagent Amount to add
NP-40 (20%) 5ml

TrisHCI 1M 5ml

SDS (20%) 0.5ml

NaCl 5M 30 ml
Na-deoxychlorate (10%) 5ml

dH0 50 ml

Tris-Buffered Saline (TBS) 10x

Reagent

Amount to add

Trisbase
TrisHCI
NaCl
dH0

569
249
8849
900 ml

Adjust the pH to 7.6 with HCI. For a 1X solution, mix 1 part of the 10X solution with 9

parts distilled water and pH to 7.6 again. The fina molar concentrations of the 1X
solution are 20 mM Trisand 150 mM NaCl.

Tris-Buffered Saline, 0.1% Tween-20 (TBST)

Reagent Amount to add
TBS 10x 100 ml

dH0 900 ml
Tween-20 1ml
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FACS buffer

Reagent Amount to add
PBS 1x 500 ml

BSA (10%) 5ml

Na azide (0.1%) 25ml

Tris/Borate/EDTA Buffer (TBE) 10x

Reagent Amount to add
Tris base 108 g

Boric acid 559

EDTA 0.5M pH 8.0 40 ml

Dissolve Tris, Boric acid and EDTA in 800 ml dH,0 and adjust the pH to 8.3 with HCI
and then add H,O to 1 I, autoclave for 20 min. For a 1X solution, mix 1 part of the 10X

solution with 9 parts distilled water. Store at room temperature.

2% Agarose gel

Reagent Amount to add
Agarose 29
TBE 1x 100 ml

GelRed Staining solution: (keep it in dark)

Reagent Amount to add
Gel Red 15l

NaCl 1IMBoric acid 5ml

dH,O 45 ml

Solution can be reused 3-4x, storeit in dark.
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3.4. Immunohistochemistry method

Immunohistochemistry (IHC) staining was used for demonstrating the presence and
location of proteins in tissue sections. Feta, adult and tumor samples were fixed in 4%
formalin and embedded in paraffin blocks. Before staining, steps 5 um thick sections were
deparaffinized and dehydrated in xylene and declining series of acohol (100%, 96%,
70% ethanol). Rehydrated slides were washed in distilled water and blocked for
endogenous peroxides with 3% H,O,. After blocking, slides were washed 3 times for 5
min in phosphate buffer saline (PBS). Next step in IHC method was heat-induced
antigen retrieval with sodium citrate 10 mM, pH 6.0 for 20 minutes in microwave. After
cooling for 20 min on room temperature (RT) and rinsing 3 times for 5 min in PBS
primary antibodies listed in Table 5 in proper concentration/dilution were applied on dides
and incubated for 1 hour on RT. Sections were then again washed 3 times for 5 min in
PBS. Further course of IHC staining was carried using EnVision™ Detection System
(code K4007, K4009, DAKO, Germany) following staining procedure prescribed by the
manufacturer. In brief: HRP labeled anti-mouse or anti-rabbit polymer was incubated for
30 min. After washing, slides were treated with 3,3-diaminobenzidine (DAB) or 3-
amino-9-ethylcarbazole (AEC) as substrate, for 2-10 min at RT and counterstained with
haematoxylin (code S3309, DAKO, Germany). Negative controls were performed by
omitting the first antibody. Specimens were mounted and coverslipped with aqueous-
based mounting medium Faramount (code S3025 DAKO, Germany) and non-agueous
permanent mounting medium, Ultramount (code S1964, DAKO, Germany). The dides
were evaluated using the light microscope BX53 with DP12-CCD camera (Olympus,

Germany).

Table5. List of antibodies used in immunohistochemistry staining

No. | Name Clone Dilution | Source Company/ Cat. no.

1 NCAM 123C3.D5 | RTU Mouse mc | Labvision/MS-204-R7
2 |WT1 6F-H2 1:50 Mouse mc | Dako/M 3561

3 W1C3 W1C3 RTU Mouse mc | “Buehring Lab.”

4 | W5C4C5 W5C4C5 | RTU Mouse mc | “Buehring Lab.”

5 FGFR1 M19B2 1:100 Mouse mc | Abcam/ab823
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6 TRA-1-60 TRA-1-60 | 1:50 Mouse mc | Millipore/MAB4360

7 PSA-NCAM | 2-2B 1:100 Mouse mc | AbCys S.A./AbC0019

8 Cadherin9 |/ 1:50 Rabbit pc | Sigma/lHPA007167

9 CDh34 43A1 RTU Mouse mc | “Buehring Lab.”

10 | CD326 9C4 RTU Mouse mc | “Buehring Lab.”

11 | CD133 293C3 1:10 Mouse mc | Miltenyi Biotec/130-090-851
12 | Aquaporinl | 1/22 1:50 Mouse mc | Abcam/abh9566

*-polyclonal

3.5. Indirect | mmunofluor escence method

3.5.1. Double Immunofluor escence Staining (DI F)

Five um-thick cryostat sections were treated as it was previously described (75). In
brief, frozen sections cut from fetal, neonatal, adult and tumor renal tissue were dried
for 1h at RT, fixed in acetone for 10 min. at RT before use for indirect double
immunofluorescence labeling. After fixation, slides were incubated for 1h at RT with
rabbit monoclona antibody against NCAM, clone EP2567Y (diluted 1:200), followed
by Cy3-conjugated goat anti-rabbit antibody (diluted 1:2000; Dianova). Then, the one
of the mouse monoclonal antibody listed in Table 6 in appropriated dilutions was added
followed by goat anti-mouse 1gG-Alexa 488 (diluted 1:1000, Invitrogen). The cell
nuclei were identified by counterstaining with 4,6-diamino-2-phenylindolyl-
dihydrochloride (DAPI; 1 pg/ml Sigma-Aldrich, Germany). Negative controls were
performed in al experiments by omitting the first antibodies. In each staining
experiment cross-binding of the secondary fluorescence labeled antibodies was
controlled on specific control slides on which the first or second mAb was omitted.
Sections were mounted with Fluoro Preserve Reagent (Caboichem, Germany). All
slides were anadyzed on epifluorescence microscopy with F-View-CCD camera
(Olympus, Germany), on an Axiophot Zeiss immunofluorescent microscope or on a
LSM 510 Confoca Microscope with Apotome (Carl Zeiss, Germany). Digital pictures
from every fluorescence channel were taken and superimposed for the specific antibody
staining, using the software AnaySIS from Soft Imaging Systems (Olympus, Germany)
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and the software AxioVision Release 4.8.2 version (Carl Zeiss, Germany) for analysis
and documentation. Fluorescence red signal represents NCAM expression, while green
signal corresponds to expression of one of antibodies listed in Table 6; yellow to orange

signal on merge revealed co-localization of two markers on the single cell.

Table 6. List of Primary mouse antibodies used in DIF staining with NCAM clone
EP2567YY

No. | Name Clone Dilution | Company/ Cat. no.

1 NCAM Eric-1 1:100 Ancell/208-020

2 CDh24 8.B.76 1:50 Santa Cruz/sc-58998
3 | CD133 293C3 1:10 Miltenyi Biotec/130-090-851
4 CD326/EpCAM | 9C4 RTU “Buehring Lab.”

5 CD34 43A1 RTU “Buehring Lab.”

6 Ki-67 MIB-1 1:100 Dako/M 7240

7 W1C3 W1C3 RTU “Buehring Lab.”

8 W5C4C5 W5C4C5 | RTU “Buehring Lab.”

9 wW8B2 W8B2 RTU “Buehring Lab.”

10 | FGFR1 M19B2 1:100 Abcam/ab823

11 | TRA-1-60 TRA-1-60 | 1:50 Millipore/MAB4360
12 | Six-2 H-4 1:500 Santa Cruz/sc-377193
13 | PSA-NCAM 2-2B 1:100 AbCys S.A./AbC0019
14 | E-cadherin HECD-1 | 1:100 TakaralM 106

15 | Integrina5f31 SAM-1 1:100 Chemicon/CBL497
16 | Cdaherin 9 / 1:100 Sigma/HPA007167
17 | Aquaporin 1 1/22 1:100 Abcam/ab9566

3.5.2. Triple Biotin/Streptavidin | mmunofluor escente method

Fetal tissue samples were also stained using Biotin/Streptavidin immunofluorescence
technique. This staining protocol was used since both primary antibodies were produced

33



in mouse. After fixation all dlides were blocked 15 min. for Streptavidin
(Streptavidin/Biotin kit, Vector laboratories, UK), washed and then 15 min. blocked for
Biotin (Streptavidin/Biotin Kkit, Vector laboratories, UK) at RT. After blocking steps,
dlides were incubated 1 h at RT with PSA-NCAM (diluted 1:400) or TRA-1-60 (1:50)
or E-cadherin (1:100). Next step was 30 min. incubation with goat anti-mouse-Biotin
(diluted 1:300, BA-9200, Vector laboratories, UK), followed by conjugated
Streptavidin-Alexad88 (diluted 1:500, Invitrogen, Germany) for 1h at RT. Then after
washing in PBS, slides were incubated over night with one of the previously mentioned
mouse mAb (CD24, CD133, CD34, Ki-67, EpCAM, E-cadherin, TRA-1-60) and next
day sections were treated with secondary antibody Cy3-conjugated goat anti-mouse
antibody (diluted 1:500; Dianova, Germany). Like in DIF method, the cell nuclei were
identified by counterstaining with 4,6-diamino-2-phenylindolyl-dihydrochloride (DAPI;
1 pg/ml, Sigma-Aldrich, Germany). Negative controls and cross-binding controls were
performed as it is described in DIF staining. Sections were mounted with Fluoro
Preserve Reagent (Calboichem, Germany). All sides were analyzed on an Axiophot
Zeiss immunofluorescent microscope or on a LSM 510 Confocal Microscope with
Apotome (Carl Zeiss, Germany) using the software AxioVision Release 4.8.2 version

(Carl Zeiss, Germany) for analysis and documentation.

3.6. Western Blot (WB)

Protein extracts from renal tissues were obtained by dissolving 50 x 20 um thick frozen
tissue sections in 500 ul RIPA (Radio Immuno Precipitation Assay buffer) extraction
buffer (1% Triton-X100, 0,5 % sodium deoxycholate, 0,1 % sodium dodecyl sulphate,
150mM sodium chloride and 50mM Tris, EDTA 5mM, pH 8.0) for 60 min. on ice.
Protein extracts from cell lines were prepared using 1 x 107 cells per 1 ml RIPA buffer.
Afterwards the tissue and cell lysates were treated with ultrasound and centrifuged for
10 min. at 13000 rpm. Supernatants were harvested. Roti-Nanoquant protein
guantization assay (Carl Roth, Germany) as a modification of Bradford’s protein assay
was used to determinate protein concentration in samples. Assay was performed
according to manufacturer’s instructions. Concentration of each sample was determined;

samples were frozen at -80°C until further analysis. Samples containing equal amounts
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of proteins in lysates were separated on NUPAGE Novex SDS-PAGE 4-12 % Bis-Tris
Mini Gels (Invitrogen, USA). Sample preparation and run conditions were prescribed
by Invitrogen protocol. After electrophoresis, separated proteins were transferred into
0,45 mm PVDF (polyvinylidene difluoride) transfer membrane (Millipore, USA). Non-
specific protein binding sites were blocked with 5% milk solution in 1x Tris Buffer
Saline Tween 20 (TBST) for 1 h at RT. Thereafter the membranes were probed with
antibodies listed in Table 7 overnight and subsequently washed with 1x TBST for 15
min. Anti-Rabbit antibodies were detected by a goat anti-rabbit IgG antibody
conjugated with horseradish peroxidase (HPR), diluted 1:20000 (GeneTex, Inc, USA),
anti-mouse antibodies except PSA-NCAM were detected by rabbit anti-mouse IgG/HRP
diluted 1:8000 (Dako, Germany). PSA-NCAM antibody was detected with goat anti-
mouse IgM/HRP conjugated antibody dilution 1:10000 (Jackson ImmunoResearch,
USA). The immmunoreactive bands were visuaized on high performance
chemiluminesence film (code, 28-9068-35 GH Headlthcare Limited, UK), after the
membrane was incubated with RapidStep ECL Reagent (code 345818, Calbiochem,
USA).

Table 7. List of primary antibodies used for Western Blot

Name Clone Dilution | Source Company/cat.no
NCAM EP2567Y | 1:5000 | Rabbit mc | Epitomics/2433-1
NCAM Eric-1 1:100 Mouse mc | Ancell/208-020
NCAM OB11 1:100 Mouse mc | Sigma/C9672
PSA-NCAM | 2-2B 1:1000 | Mouse mc | AbCys S.A./AbC0019

3.7. Immunoprecipitation (1 P)

Fetal tissue lysates were tested for IP too. Sigma-Aldrich Protein A sepharose was used
as carrier-agarose affinity beads for precipitation of antibody-NCAM, clone EP2567Y
(1:100) and for antigen-containing sample-proteins in tissue lysate. Tissue lysates and
antibody samples were incubated 3 h at +4°C on MACS-mix, tube rotaror (Miltenyi
Biotec, Germany). After that, samples were centrifuged at 12000 g for 2 min. at +4°C.
Non-bound sample components are washed away in PBS-MgCa. Lysate-precleaning
supernatant and antibody pellet were incubated overnight at +4°C on MACS-mix. Next
day samples centrifuged at 12000 g for 2 min and pellet-precipitate was 3x washed in
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PBS-MgCa. Further precipitate was re-suspended in 20ul PBS-MgCa and run on
electrophoreses, prescribed by Invitrogen protocol, described above in Western blot
procedure. As primary antibody PSA-NCAM diluted 1:500 was used, and detected by
goat anti-mouse IgM/HRP conjugated antibody dilution 1:10000 (Jackson
ImmunoResearch, USA). The immmunoreactive bands were visualized asit is described
in Western blot.
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3.8. Flow cytometric analysis (FACS)

The adherent RCC and fetal cell lines were harvested by incubation for 2-3 minutes
with Trypsin (code T4424, Sigma-Aldrich, Germany). After blocking of non-specific
binding 10 min on 4°C with 10 mg/mL polyglobin (Gamunex 10%, Talecris
Biotherapeutics, USA), cells were incubated for 15 min, 4°C with 25 pL of proprietary
antibodies listed in Table 3 and Table 4. For combined indirect extracellular and
intracellular staining, cells were first labeled with non-conjugated antibody and then
stained with goat anti-mouse/anti-rabbit secondary antibody for 15 min. After
incubation time cells were washed twice in FACS buffer containing PBS supplemented
with 0.1 % bovine serum albumin and 2.5 ml of 0.1 % sodium azide and used for flow
cytometry. Cells labeled with proprietary mice antibodies were stained with 10 pl of
1:25 diluted F(ab’)2 fragment of R-phycoerythrin (PE) conjugated goat anti-mouse
antibody (code R0480, Dako, Germany), or with FITC-conjugated goat anti-mouse 1gG,
dilution 1:200 (code 115-096-146, Dianova, Germany) as the secondary antibody. Cells
labeled with rabbit antibody were stained with 10 pl of 1:100 FITC-conjugated goat
anti-rabbit 1gG (code 111-096-144, Dianova, Germany). Two washing steps were
performed before measuring the cells. As negative and positive controls, the mouse
monoclonal antibodies W6/32HK and W6/32HL respectively were used. The
extracellular and intracellular expression of NCAM and other stem cell markers was
assessed on cell lines by BD FACSVerseTM flow cytometry and FACSAria cell sorter
(Becton Dickinson, Germany). FACS files were analyzed using the available software
BD FACSDiva 6.1.3 (Becton Dickinson, Germany) or FlowJo (Milteny Biotec,

Germany).

3.9. RNA extraction

Tota RNA extraction from cell lines and tissues was carried out using TRIzol (code
15596-018, Invitrogen, Germany) and RNeasy Mini Kit (code 74106, Qiagen, USA).
Amount of cells used for RNA extraction was 1 x 10° while tissue samples were
between 25-50 mg per sample. In each sample 1 ml of TRIzol was added, vortexed and
incubated with of 5 min a RT. After incubation, 200 pl chloroform (code 15593-31,
Invitrogen) was added and centrifuged 15 min on 12383 rpm on 4°C. Liquid phase was
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carefully collected. Further steps were performed following the guidelines specified in
the RNeasy Mini Kit protocol. The concentrations of isolated RNA were measured on a
NanoDrop spectrophotometer (Thermo Scientific, USA). RNA samples were now
stored on — 70°C until further analysis.

3.10. Reverse Transcriptase reaction

Isolated total RNA samples were transcript to cDNA using Super Script I11 First-Stand
Synthesis System (code 18080-051, Invitrogen, Germany). Amount of RNA sample pro
sample was 1 pg — 5 pg. All components were centrifuged before use and added in
specified volume for each sample:

Component Volume (ul)

RNA (till 5 pg) n

10 mM dNTP-mix 1

Oligo (dt)12.18(0,5 pg/ul) 1

DEPC-H0 (fill to 10 pl) n

End Volume 10

Samples were then incubated 5 minutes on 65°C. Denaturation was ensured putting
samples on ice for 60 seconds. cDNA synthesis mix (10 ul/pro sample) was added to

the samples after cooling and incubated on 50°C for 50 min.

cDNA Synthesis Mix:

Component Volume (ul)
10X RT buffer 2
25 mM MgCI2 4
0.1MDTT 2
RNaseOUT™ (40 U/uL) 1
SuperScript® I11 RT (200 U/uL) 1

Termination of reaction was done by putting probes on 85°C for 5 min, then 1 min on

ice. To remove leftovers of RNA, samples were incubated with Rnase H (1 pl pro
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sample) for 20 minutes on 37°C. Until PCR amplification cDNA probes were stored on
80°C. In further PCR analysis we have used maximal 2 pl of cDNA pro reaction.

3.11. RT-PCR amplification

For specific amplification of NCAM-120,140 and 180 kDa mRNA the primers listed in
Table 8 were used. NCAM isoforms were analyzed in fetal, adult and tumor tissues. For
each amplification 500ng cDNA pro sample was used for PCR reaction. Amplification
was performed using Veriti® 96-Well Fast Therma Cycler (Applied Biosystem, USA)
starting with an initial denaturation step at 94°C for 10 minutes and followed by 35 PCR
cycles, each of which consisted of denaturation at 94°C for 60 seconds, annealing at
55°C for 60 seconds, and extension at 72°C for 1 min and 30 seconds. The last cycle
was terminated by afinal extension at 72°C for 10 minutes. A 316 bp fragment of Beta-
actin (Table 10) was aso amplified by RT-PCR as theinternal control.

Table 8. List of specific primers used for amplification of NCAM isoforms and -actin

NC/_WI ) ) Product NCBI referent
Varian Forward primer 5’ to3’ Reverse primer 5’ to3’
) Size sequence
NCAM | GAACCTGATCAAGCAGG | CTAACAGAGCAAAAGAAGA 321bp | NM 0010766882.2
-120 ATGACGG GTC -
NCAM
GTCCTGCTCCTGGTGGTT | cCTTCTCGGGCTCCGTCAGT 264bp NM 0006155
-140 -
GTG
NCAM GenBank
CGAGGCTGCCTCCGTCAG =~ CCGGATCCATCATGCTTTGC  336pp
180 CACC TCTC((REP) AK056258.1
B- CCATCACGATGCCAGTGG =~ TCAGAAGGATTCCTATGTG )
actini A GGC 316bp NM_007393.3

# primers of [3-actin control amplification

AmpliTag Gold DNA polymerase (250 Units, 5U/ul) with GeneAmp 10x PCR Gold
Buffer and MgCl, solution (code 4311806, Applied Biosystems, USA) and GeneAmp®
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dNTP Blend/100 mM (code 4303443, Applied Biosystems, USA) were used for all PCR

reactions.

PCR mix for NCAM isororms pro sample:

Component Volume
cDNA 500 ng
10x PCR Gold 5ul

25 mM MgCl; 4 ul

100 mM dNTP’s 0.8l
Gold Tag (2,5 U) 0.5 ul

Preimer F (10 pmol/ul) 1.5 pl
Preimer R (10 pmol/ul) 1.5l
Water (fill to 50 ul) /

Each amplification product was run for 30 minute on 80V and 80mA on a 2% agarose
(code A9539 Sigma Aldrich, Germany) and stained with GelRed (code 41003, Biotium,

USA) 30 min. in dark on RT to monitor for specificity on UV transilluminator.

3.12. Sequencing

DNA quantity of amplified NCAM RT-PCR products was checked by
BigDyeTerminator v1.1 cycle Sequencing Kit (code 4337450, Applied Biosystems,
USA). Cleanup of PCR products before sequencing was done using ExoSAP-IT (code
78201, Affymetrix, USA).

Sample preparation of cDNA for Sequencing:

Component Volume
cDNA 20 ng
2.5x RR* Premix 2ul

5x BigDye SB** 1 pl

Primer For R (3.2 pmol/ul) 0.32 pl
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Water (fill to 10 pl) /

*-Ready Reaction
**_Sequencing buffer

Cycle Sequencing was performed using Veriti® 96-Well Fast Thermal Cycler (Applied
Biosystem, USA) starting with an initial denaturation step at 96°C for 1 minute and
followed by 25 cycles, each of which consisted of denaturation at 96°C for 60 seconds,
annealing at 50°C for 5 seconds, and extension at 60°C for 4 min. The last cycle was
terminated by a rapid thermal ramp to 4°C and hold until ready to purify. Cleaning of
sequencing single DNA product was done in 96 well sequencing plate using
NaOAC/EDTA buffer (code S2080, Teknova, USA). After centrifuge on 1500 rpm for 5
seconds, samples were washed in 100% ethanol and centrifuged at 3000 rpm for 30 min,
and then 5 min with 80% ethanol again on 3000 rpm. Purified single-stranded DNA
products were sequenced using Sanger sequencing method and their compatibility was
compared with NCBI referent sequence for each NCAM isoform: NM_0010766882.2
for 120 kDa, NM_000615.5 for 140kDa and GenBank AK056258.1 for 180 kDa using
CodonCode Aligner software (Appendix 1).

3.13. Assessment of NCAM+FGFR1+ cdllsin renal tumors

Co-localization of FGFR1 and NCAM on the same tumor cell was assessed by number
of positive cells with respect to the total quantity of cells assessed by DAPI nuclear
staining, expressed on four-value discrete scale (scores 0, 1, 2 and 3):

0 - no FGFR1'/NCAM" tumor cdlls;

1 - less than 30% FGFR1'/NCAM™ cells;

2 - 30 to 60% FGFR1'/NCAM™ cdlls;

3 - more than 60% FGFR1"/NCAM" cells.
Co-localization was quantified by the consensus of two observers (JM.L. and S.C.).
Fluorescence green signal represents FGFR1 expression and red signa NCAM
expression; while yellow to orange signal on merge revealed co-localization on the

singlecell.
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3.1.4. Assessment of interstitial fibrosis (IF) and number of NCAM + cells

Immunostaining for NCAM+ interstitial cells was evaluated, by light microscopy in a
blinded fashion, as a number of positive cells per field of view on the magnification
x400 in the region of fibrosis. Extension of IF in rena biopsy samples was semi-
quantitatively assessed applying a scale from 0 to 3 with 0 meaning no IF, 1 — less than
25% of rena tissue with IF, 2 - 25% to 50% of renal tissue with IF, and 3 - more than
50% of renal tissue with IF cells.

3.15. Statistical analysis
Statistical analysis was performed using the IBM SPSS software, version 20.0. After
applying Kruskall- Wallis test and Mann-Whitney test, P values <0.05 were considered

to be significant. Graphs were made using Microsoft Office Excel and R statistical

environment software packages.
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4. Results

4.1. Cdl density in culture affect NCAM expression on HEK-293, CRL-1932 and
TW33 cdll lines

Flow cytometry tests were done on fetal-tumor (HEK-293) and adult-tumor cell
lines (WT33 and CRL-1932). Weri-Rbl, retinoblastoma cell lines were used as positive
control for NCAM expression. FACS measuring was repeated on same cell types (3x
for each cell type) at different cell density. In the first round cells were prepared for
FACS when their density was between 40-50% of flask volume/surface, in the second
group measuring was done at cell density over 70%. Cell cultures of TW33 did not
show any diversity/difference in low or high density cell cultures groups, also in TW33
culture al live cells were grouped only in one population. Unlike to TW33, HEK-293
and CRL-1932 in high density culture had 2 separated populations (big and small) of

live cells.

On HEK-293 feta cell line, in culture at low density (40-50%) and in bigger
population with high density NCAM/clone Eric-1 (16.8%), W1C3 (4.2%) (Figure 1A,
1B) and EpCAM (Figure 4A) were slight positive. Interestingly in HEK-293 cell culture
at high density (over 70%, in smaller population/pop2) expression of NCAM, clone
EP2567Y was distinctly stronger (23.33% of total cell population), while PSA-NCAM
showed weak positivity, 4.83% of total cell population (Figure 2), unlike in big
population and in low density culture PSA-NCAM was negative (Figure 5A). Green
signa on Fig. 2 represents tested cell surface markers: ep-180/EP2567Y, PSANCAM,
negative control with secondary antibody/FMO_R and positive control with antibody

WG6/HL, while red signal represents unstained cells.

Fetal, HEK-293 cell lines were also tested for renal stem markers, such as:
CD24, CD133. Both stem cell markers were negative on HEK-293 cell line (Figure 3A,
3B).

Hematopoietic stem cell and endothelia cell marker CD34 (Figure 4B), as well
as tyrosine kinase receptor FGFR-1 (Figure 5B) was aso analyzed on HEK-293 cell.
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Thus, in our results, after FACS measuring, HEK-293 live cells did not have expression
of CD34 or FGFR-1.

Unstained cells as negative control and cells stained only with secondary
antibody are presented in Figure 6.
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Figure 1. Extracellular FACS analysis on HEK-293 cell line (40-50% density): A)
expression of NCAM/Eric-1 and B) W1C3.
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Figure 2. Expression of NCAM, clone EP2567Y and PSA-NCAM in high density
population of HEK-293 cell lines.

Tumor cell lines, CRL-1932 had in culture with density over 70% two cell
populations, big and small. Expression of NCAM in big population was like in cell
culture with density 40 to 50%. Two different NCAM clones (Eric-1, EP2567Y, W1C3
as potential new clone for NCAM and PSA-NCAM were analyzed in CRL-1932. All
these markers in bigger populations were negative (Figure 7). While, in small
population expression of NCAM/EP2567Y was remarkably stronger 57.07% and other
markers (NCAM/Eric-1, W1C3 and PSA-NCAM) had weak expression around 2% of

total cellsin small population (Figure 8, pop2).
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Figure 4. Extracellular FACS analysis on HEK-293 cell line (40-50% density):
expression of EpCAM (A) and CD34 (B)
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Figure 5. Extracellular FACS analysis on HEK-293 cell line (40-50% density):
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Figure 6. Extracellular FACS analysis
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49



CRLIPAZ wmsteind fox CRLISEZ wrateid fis

CREAGIT_#ricifa

CRLAGIZ_unsbeend fas

Coust: 344754 Count: 232043 i :
ated spulatici CRLYREI_ep R0 e
ERLYEIZ_ansipind fop

T f f
4 ; W " | |
i - ) =
: = ]
i1 i\
el - . .*:' |II 'J ’ |.
| Samgke Name ‘Sample Hame
CRLI{03] HL fee GRIJDSJ_EM:_&: CALIEEZ_micddes CRL1932_psancam.fss
Count: Z£5035 Count: 163243 CRLIDGD _switsind fox CRLIOIZ_unsbrind fet
: papulstian
papudntian
; | ol p® r| &4
) . ‘:_‘:‘. | |I| | . || |
i g I =1 |
i ' . 2L
i g . L i

Figure 7. Intracellular FACS anaysis on CRL-1932 cell line in bigger population, cell
density over 70%

THLIEL Mottt CRLIOH mseisel fes  Sample Namo_ TS
Count: 344754 Coust: 12267 CRL193Z_apI1E0 fet LA piwtiiEa
W P2 CRL1G32_enstwind fos CRL1Ga2 unstuind fos

sl [E1] 1

L LS o w x |.r _' =
CRLIO3Y fing fes
Count: 1148 S T
pop? | Samnple Narme
CRLIIZ_wiodies CRLASIZ_ peaneam. fe
F. . 7] L £
CRLFIZ _anxteind foa CRLYEAZ_usmasnd fet
- - , ii ¥ lﬂ
i — " " fit l [.
[ e 4 fi ..
p: = gz - 1' I| — it ||J | —
s - ] - |
Eit . e
" " w of L] o o' jl’ | } |

Figure 8. Intracellular FACS analysis on CRL-1932 cell line (cell density over 70%,
small population/ pop2)

50



Nevertheless, TW33 tumor cell lines had one population in cases with density between

40-50% and in culture with density over 70%. In low density culture and in big
population of high density CRL-1932 cell culture abtybodies EP3567Y, Eric-1, W1C3
and PSA-NCAM were negative (data not shown). While in high density culture,
NCAM/EP3567Y had significantly stronger expression (44.46%) in comperation to
other tested maskers (Figure 9).
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Figure 9. Intracellular FACS analysis on TW33 cell line (cell density over 70%)

To summarize: FACS analysis showed diffuse NCAM expression on cell lines. NCAM
EP2567Y was expressed in all tested cell lines (HEK-293, CRL-1932, TW33). Also
PSA-NCAM was present on al cell lines (2-4%). While new antibody W1C3 was
expressed only on HEK-293 cell lines. Stem cell markers: CD24 and CD133,
hematopoietic marker CD34 and tyrosine kinase receptor FGFR-1, were negative on al

analyzed cdll cultures.

4.2. Localization of NCAM isoformsin fetal and neonatal tissue

Different clones of NCAM antibody, listed in Table 3, as well as new clone for

NCAM/W1C3 were tested on cryostat fetal samples by immunohistochemistry in order
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to make comparation between them and to distinguish which one is best for future
analyses. All 4 antibodies showed reactivity on all metanephric mesenchymal cells
between the branching ureteric tree of the inner zones of the developing kidney up to
the cortical nephrogenic area, where un-induced as well as condensed (CM) and cap
mesenchyme were stained. Beside the mesenchymal cells, presence of NCAM was seen
on epithelia cells, differentiated from the condensed mesenchyme into pre-tubular
aggregates (PA), rena vesicles (RV), comma- (C) and S- (S) shaped bodies within the
inner and outer nephrogenic zone. Indeed, NCAM, all tested clones. EP2567YY, OB-11
(C-terminus), as well as Ericcl and W1C3 (N-terminus) was detected within
nephrogenic zone in al precursor structures of mature nephron (CM, PA, RV, C and S),
as well as in nephrogenic interstitium (NI) (Figure 10 A-D, Figure 11, Figure 12-red
photo). It looks like the tested antibodies recognized all NCAM isoforms, 120, 140 and
180 (Figure 11). Since no additional labeling could be observed, it implicates no
selective expression of the NCAM-120/-140/-180 by different cell populations within
the fetal kidneys.

WT1 as marker of undifferentiated renal stem cells progenitors was tested on
paraffin fetal samples (Figure 10E), and it showed presence in nephrogenic precursors,
start from RV, then C and S shaped body. Interestingly, weak WT1 positivity was
detected in some immature glomeruli (Figure 10E). Also, on same samples epithelia
markers, such as EpCAM (CD326) and cadherin 9 (CDH9) rena fibroblast markers
were analyzed. CD326 was present on epithelial cells of ureteric bud (UB), in
nephrogenic zone, as well as in nephron precursors. RV, C, and S and in Bowman’s
capsule and early tubuli (Figure 10F, Figure 12-green photo). CDH9 was completely
negative in nephrogenic zone, only positive signal was detected on the branching
ureteric tree and UB of the inner zones of the developing kidney (Figure 10G).
Hematopoietic marker CD34 in nephrogenic zone was present only in immature
glomeruli and single interstitial cells - precursors of future blood vessels (Figure 10H).
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Figure 10. Immunohistochemistry staining on cryostat and paraffin fetal samples in
nephrogenic zone: A) NCAM/EP2567Y, B) NCAM/Eric-1, C) NCAM/OB-11, D)
W1C3, E) WT1, F) EpCAM-CD326, G) CDH9 and H) CD34.
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Immunohistochemistry on all tested NCAM antibodies showed similar staining
pattern. Thus, in order to conform their compatibility, DIF staining was performed.
NCAM/EP2567Y as rabbit monoclonal Ab was combined with monoclonal NCAM Ab
(Eric-1, OB-11 and W1C3). NCAM clone EP2567Y had completely overlapped with
Eric-1, OB-11 and W1C3 on induced and un-induced mesenchimal cells (Figure 11).
Thus, it is possible that in fetal tissues all three mgjor NCAM isoforms are present.
After these experiments NCAM/EP2567Y was used for al double staining with other

cell surface markers raised in mouse.

Figure 11. Double imunofluorescent staining on fetal samples conformed that analyzed

EP2567Y

W1C3

ERIC-1

OB-11

NCAM clones recognized same structures on fetal tissues.



4.2.1. NCAM + CD326+ nephron progenitors

To get better understanding of the functional significance of the three mgor NCAM
isoforms during nephron development, double IF was used to examine co-localization
of NCAM and other rena progenitor markers. Since NCAM was expressed on all
mesenchimal (un-induced and induced) cells in fetal tissues we considered NCAM+X+
cells as marker of early renal nephron progenitors. Thus, first we analyzed NCAM co-
expression with EpCAM (CD326). So, we detected co-localization of these 2 markers
on all epithelial nephron precursors. NCAM+CD326+ cells were detected on RV (v), C
and S body. NCAM+CD326 was mesenchimal cell in inner (NI) and outer nephrogenic
zone (Figure 12). In fetal tissue CD326 is also detected in Bowman’s capsule cells and
early tubular cells (Figure 12). In medulla of fetal kidney NCAM mesenchimal cells
around UB showed no overlapping with CD326, whereas epithelia cells of UB were
positive only for CD326 (Figure 12).

Figure 12. Expression of NCAM+ CD326+ nephron progenitors in nephrogenic zone

Furthermore, NCAM reactivity appeared to be progressively lost on epithelia cells of
the distal segment of the S-shaped body during nephron development, but remained on
the proximal part of S-shaped bodies. Thus, S body contains two populations NCAM+
CD326+ cells on proxima and media part of S body, while distal part of the same S
body connected with UB had only NCAM™ CD326+ cells (Figure 13).
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Figure 13. Expression of NCAM+CD326+ and NCAM CD326+ cellsin S-shaped body

NCAM expression in fetal kidney was also compared with Six2 gene specific as
undifferentiated mesenchymal rena progenitor. Results obtained by DIF staining
reveled co-localization of Six2 and NCAM in condensed mesenchzme (CM).

Figure 14. Co-localization of Six2 and NCAM on condensed mesenchzme in

nephrogenic zone

4.2.2. PSA-NCAM + expression in nephron progenitors

As sialynated forms of NCAM could influence function of the molecule and were
imunoprecipitated from fetal tissues, localization of PSA-NCAM expression was

56



investigated in comparison with EpCAM (CD326) and NCAM. In feta tissue PSA-
NCAM showed overlapping with EpCAM in RV, C and S shaped body (Figure 15).
This staining has also revedled that condensed and cap mesenchyme as well as in

pretubular aggregates were only PSA-NCAM positive, whereas EpCAM appeared on

RV and remained on S-shaped bodies. There was no differentiation between co-
expression of NCAM/EpCAM and PSA-NCAM/EpCAM (compare Figure 12 and
Figure 15).

Figure 15. Co-expression of PSA-NCAM and CD326 on nephron progenitors in

nephrogenic zone

PSA-NCAM was expressed more restrictedly compared to NCAM (Figure 16)
expression which was present on al mesenchyma cells including nephrogenic
interstitium (NI) and interstitial cells settled deeply in the cortex, corticomedullary zone
and medullain addition to CM. Thus, PSA-NCAM was present exclusively in condense
mesenchyme and its derivates. PA, RV, C- and S-shaped body. Overlapping of PSA-

NCAM and NCAM was seen in condense mesenchyme and its derivates, while there

was no overlapping of PSA-NCAM and NCAM on interstitial mesenchymal cells
(Figure 16).

Figure 16. Co-expression of NCAM and PSA-NCAM in nephrogenic zone
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Interestingly Ki-67, a marker for cell proliferation, showed co-localization with PSA-
NCAM on cells of condensed mesenchyme (cm) as well as on PA (p), RV (v), C- and

S-shaped bodies within the nephrogenic zone (Figure 17).

Figure 17. Co-expression of proliferation marker Ki-67 with PSA-NCAM in
nephrogenic zone

4.2.3. Co-expression of NCAM and PSA-NCAM with renal progenitor markers

Further imunomorphological analyses were performed on NCAM and PSA-NCAM
cells with progenitor markers, such as CD24, CD133 and CD 34 aso by DIF labeling.

The progenitor marker CD24 was seen to be co-expressed with NCAM in the outer
nephrogenic zone on the condensed and cap mesenchyme. Presence of both molecules
was seen on PA and al further stages of nephron development up to the S-shaped
bodies (Figure 16, NCAM-red photo, Figure 18, CD24- red photo). However, in
nephrogenic zone nephrogenic interstitium was positive for NCAM only, while CD24
was detected in UB tip, branch of UB and early tubules in medulla (Figure 18 - red
photo). Co-expression of PSA-NCAM and CD24 (Figure 18 - merged photo) is present
in PA, RV, C and S shaped body structures. Thus, the same structures of fetal kidney
starting with PA and up to S-shaped body co-expressed CD24, either with NCAM or
PSA-NCAM. Since the expression of PSA-NCAM was restricted, compared to NCAM
(Figure 16-green), consequently CD24 is expressed mainly in PSA-NCAM expressing
cells.
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Figure 18. Co-expression of PSA-NCAM and CD24 in nephrogenic zone

Distribution of NCAM, PSA-NCAM, CD24, CD133, CD326 and Ki-67 expression in

fetal renal tissueisgivenin Table 10.

Tabele 10. Results of double immunofluorescent staining on human fetal tissue

metanephric
mesenchyme (mm)
nephrogenic
interstitium (ni)
cap mesenchyme (cm)
pretubular aggregate
(pa)
renal vesicle (rv)
comma shaped body
(c)
s-shaped body (s)
early tubuli (et)
bowmans capsule (bc)
loop of henle (Ih)
distal tubuli (dt)
collecting duct (cd)
ureteric bud tip (ut)

ureteric bud (ub)

EpCAM PSA-NCAM CD24 CD133 Ki-67

+

+ 4+ o+ o+ o+ o+

+

+ o+ +
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To summarized: mesenchymal nephron progenitor cells in human fetal tissues at the
level of RV, C and S shaped body had expression of following cell surface markers:
NCAM, CD326, PSA-NCAM, CD24 and Ki-67. At these levels/stages of nephron
devel opment only negative tested marker was CD133.

On the other hand, TRA-1-60, known as embryonic stem cell marker in analyzed feta
tissue showed expression on the apica side of UB cells. Co-expression or co-
localization of TRA-1-60 and NCAM was not detected. Nevertheless, TRA-1-60
positive UB cells were also positive for CD24 (Figure 19A). Thus, CD24 was detected

on mesenchymal aswell as on epithelial nephron progenitors.

E- cadherin (E-CDH), known as MET gene was also co-localized with TRA-1-60 on
UB cels (Figure 19B). Staining with E-CDH reveled that derivate of condensed
mesenchyme at level of RV (Figure 19B, green signal) start to expressed E-CDH. So,
like CD24, E-CDH is one more marker in fetal tissue which had been expressed on
mesenchymal and epithelial nephron progenitors.

Note:

Although it was specified in thesis application, results of co-expression of NCAM with GDNF
and 35C9 were not presented because of the technical problems. We were not able to get
appropriate GDNF antibody, all tested had huge background, and similar situation was with
aliquots of 35C9 antibody.
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Figure 19. Co-locaization of TRA-1-60, CD24 and E-cadherin on epithelial renal

progenitors
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4.2.4. Neonatal expression of renal progenitors

In neonatal tissue, NCAM is detected on interstitial cells (Figure 20G), while epithelial
cells of some tubules remained slightly CD24 positive (Figure 20H). Thus, NCAM and
CD24 were expressed on different cell types, although they are closely localized in

same areas (Figure 20J).

Figure 20. Expression of NCAM and CD34 in neonatal tissue

Expression of CD133 was detected in glomeruli, Bowman’s capsule cells and on some
tubuli and no co-expression between CD133 and NCAM was detected (Figure 21A) in
fetal tissue. Some interstitial cells (deep in tissue) expressed CD133 and NCAM, but
they represent different cell population since co-expression of these molecules was not
observed (Figure 21B).
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Figure 21. Expression of CD133 and CD34 in neonatal tissues

CD34, known as a marker of hematopioetic stem cells and endothelia precursors was
also analyzed in DIF staining with NCAM. CD34/NCAM co-expression was detected in
rare cells of the newly formed immature fetal glomeruli as well as on single interstitial
cells of the nephrogenic interstitium. Interestingly CD34+ NCAM ™ cells were seen to be
present in vascular clefts of presumed late differentiation stages of the proximal part of
S-shaped bodies, which most likely could contribute to the capillaries of developing
glomeruli. (Figure 21C, D, E).

4.2.5. DIF detection of NCAM co-localization with new mesenchymal antibodies

New antibody W5CA4C5 was testes by IHC on fetal and adult tissues. Anayses on adult
samples were negative, while expression of W5CACS in fetal tissues showed broad
expression of this marker on mesenchymal cells (Figure 22A). Co-localization with
NCAM was detected in all CM derivates and on non induced MM (Figure 22A). Very
interesting was detection of W5CA4C5 on nerve and its co-localization in adult tissues,
(Figure 22B). On the other side, W8B2 expression was detected in some tubular
structures in fetal tissues (Figure 22B). No co-localization of W8B2 and NCAM were

found.
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Figure 22. Co-expression of new antibodies W5C4C5 (A, B) and W8B2 (C) with
NCAM in fetal tissues

4.2.6. RT-PCR of NCAM isoformsin fetal, neonatal and adult kidneys

The three mgjor NCAM isoforms have been claimed to differ in their intracellular
binding to signaling molecules and in influences on the stability of cellular interactions.
To investigate the role of NCAM-120, -140, -180 in human kidney development, fetd
renal tissue samples obtained from 15 to 30 wg were analyzed by RT-PCR for the
expression of the specificaly spliced NCAM mRNASs. Isoform specific RT-PCR
strategies were developed with specific primers, in exon 20 unique to NCAM-120
MRNA, at the boundary of exons 24/25 as well as in exon 18 for the detection of
NCAM-140 and NCAM-180 transcripts respectively. The specificity of the different
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NCAM RT-PCRs was verified by sequencing of the amplification products obtained
from the human retinoblastoma cell line Weri-RB1 which is known to express all mgor

isoforms (Appendix 1).

NCAM-120, -140 and -180 were detected in fetal samples from 20 to 30 weeks of
gestation (Figure 23A, line 1-6). Since equal amounts of MRNA per sample were used
for amplification of each isoform, our results suggest that NCAM-140 is dominant in all
analyzed fetal samples (Figure 23A, line 1-6). Different signal on agarose gel also
suggest that content of each isoform in the same sample is different and it varies from
sample to sample. In neonatal tissue all three isoforms were also detected (Figure 23A,
line 7). Signal for NCAM-140 was again the strongest, while NCAM-180 was barely
detectable (Figure 23A, line 7).

A 123456 7 B 1 23 4586 7
NCAM1ZO W L L L B A NCANIZD o s o o e
NCAM140 * G @ @ = == & NCAMIAD e e 0 e - o
NCAM1B0 == == - NCAM180 -

p-actingm on en & < =« BaCtin me e e o o o -

Figure 23. Detection of NCAM-120, -140, -180 in fetal, neonatal and adult tissues. A)
line 1- 20" wg, line 2- 22" wg, line 3- 24™ wg. Line 4- 26" wg, line 5- 28" wg, line 6-
30" wg.

For comparison, seven human adult kidneys were additionally analyzed (Figure 23B).
In these tissue samples, the same amounts of mMRNA per sample were used for
amplification of each isoform. Tested tissues showed strong expression of NCAM-120
and -140 kDa isoforms in all analyzed cases (Figure 23B, line 1-7). The largest NCAM
isoform, NCAM-180 was clearly present only in 2 cases of adult tissues (Figure 23B,
line 3, 4).
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4.2.7. Expression of NCAM isoform specific proteinsin fetal and neonatal kidney

Presence of different NCAM isoforms in fetal kidneys from the 22th to 28th wg and
neonatal kidney of 40 wg were also examined by WB and IP. The antibody EP2567Y
derived from an immunization with a synthetic peptide of the C-terminus of NCAM
which should recognized NCAM-180 was used in WB.

EP256Y however bound to NCAM-180 as well as a product of about 150 to 140 kDa
which could represent a shedded ectodomain fragment after proteolytic cleavage as it
has been observed previoudy. It could, however, not be excluded that the antibody also
recognized the 140kDa isoform. WB anayses with this antibody showed presence of
NCAM-140 in dl fetal and neonatal tissues as shown in Figure 24A. EP256Y seemed to
also detect NCAM-180 as well as NCAM isoforms of higher molecular weight up to
250 kDa, suggesting reactivity with heavily polysialylated NCAM molecules (Figure
24A). Andysis of the same blots after stripping and exposure to the PSA-NCAM
specific antibody reveaed a single broad band with an apparent molecular mass starting
at about 150kDa up to more than 250kDa in the fetal tissue samples of the 24™ and 28"
wg and thus confirmed presence of PSA (Figure 24B). The weak single bands reacting
with PSA-NAM antibody were detected in fetal tissue of 22" wg. In neonatal tissue of
40 wg PSA only a narrow band around 180 kDa was still visible on this blot (Figure
24B).

Since NCAM is not the only molecule who can be polysiadilated with NANA in human
tissue immunoprecipitation of EP2567Y antibody and tissue lysates for 24™ and 28" wg
was done. After precipitation analyzed fetal samples were “bloted” with PSA-NCAM.
Results of IP conformed that in rena fetal samples at 24™ and 28" wg NCAM
molecules have been polysidilated (Figure 24C). Since equal amount of protein was
used for precipitation wider band on 24™ wg suggest that earlier tissue samples had
stronger expression of PSA-NCAM.
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Figure 24. Western blot and immunoprecipitation verification of NCAM and PSA-
NCAM expression. A) NCAM/EP2567Y expression in fetal and neonatal tissues, B)
PSA-NCAM expression in fetal and neonatal tissues; C) Immunoprecipitates of 24™
and 28™ wg by NCAM/EP2567Y blotted with PSA-NCAM; Negative controls — 24 neg
and 28 neg.
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4.3. Co-expression of NCAM and FGFR1in RCC

Total number of RCC cases analyzed in our study was 36. From all analyzed RCC cases
30 (83.3 %) had expression of FGFR1, whereas the expression of NCAM was observed
in 26 (72.2 %) cases. Co-expression of FGFR1 and NCAM was detected in 26 (72.2 %)
cases. All NCAM positive cases were usually FGFRL1 positive. Lack of both molecules
was found in 6 (16.6 %) cases. Immunohistochemistry showed that staining pattern
could be membranous and/or cytoplasmatic of NCAM and FGFRL1, thus percentage of
positive cells with co-expression of both molecules was evaluated only by triple
immunofluorescent technique. In positive RCC cases expression of FGFR1 and NCAM
has been detected in the majority of tumor cells. Intensity of staining was variable from
caseto case and it was not assessed.

Sixteen analyzed cRCC cases revealed FGFR1 expression in 14 (87.5 %) and NCAM
expression in 12 (75 %) cases. Co-expression was present in 12 (75 %) cases, since al
NCAM positive cases were a'so FGFR1 positive (Table 11). Interestingly, FGFR1 and
NCAM expression in cRCC with lower NG (I and I1) was usually membranous and
uniformly spread on the cell surface (Figure 25A, 25B, 25E, 25F), while higher NG (I11
and 1V) had predominantly cytoplasmic in addition to membranous expression of these
markers (Figure 25C, 25D, 25G, 25H). Three cases of mcRCC were also studied. Only
one case of McRCC had uniform membranous staining of FGFR1 and NCAM, whereas
the absence of FGFR1 and NCAM was noticed in 2 samples (Table 11).

Table 11. Summary of the clinicopathological features, FGFR1 and NCAM expression
in RCC

Case Tumor Nuclear FGFR1/NCAM
Age , | Stage  ~ FGFR1 NCAM ,
no. size (cm) Grade CO-expression
Clear cell RCC

1 61 F 6 1 PT2NxMx + - no
2 39 M 35 1 PT2NxMx + + yes
3 58 M 4 1 pT1aNxMx + + yes
4 87 F 25 1 pT3aNxMx - - no
5 71 M 55 1 pT3aNxMx + + yes
6 54 M 10 2 pT3bNoMx + + yes
7 64 M 9 2 pT3aNxMx + + yes
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8 46 F 12 2 pT3aNxMx - - no

58 M 6 3 pT1bNxMx + + yes

10 74 F 5 3 pT3aNXxMx + + yes
11 4 M 7 3 pT1bNXMx + + yes
12 36 M 3 pT4N2M1 + - no
13 60 F 135 4 pT3aNoMx + + yes
14 75 F 4 pT3aNxMx + + yes
15 57 F 4 pT3N2Mx + + yes
16 64 M 4 pT3aNxMx + + yes

Multilocular cystic RCC

1 47 M 4 1 pT1aNxMx - - no

2 34 M 4,5 1 pT1bNxMx - - no

3 44 F 6 2 pT1bNxMx + + yes

Papillary RCC

1 62 M 4.2 1,typel pT3aNxMx + + yes

2 5 M 3 1, typell pT3aNxMx + + yes

3 5 M 6 1,typell  pT3NxMx - - no

4 5 M 45 2, typell  pT1bNxMx + + yes
5 5 M 35 2, typell pTlaNxMx + + yes

6 47 M 4 2, typell pTlaNxMx - - no

7 5 M 35 2, typell pTlaNxMx + + yes

8 50 M 15 2, typell pTlaNxMx + + yes

9 5 M 45 3, typell pT3aNxMx + + yes

10 65 M NK 3, typel  pT3bNxMx + + yes
11 5 M 10 3, typell pT3aNxMx + + yes
12 48 M 12 4, typell pT3aNxMx + + yes

Chromophobe RCC

1 43 M NK 1 NK + - no

2 39 F 2 pT1bNxMx + - no

3 60 M 2 pT1aNxMx + + yes

4 70 F 1,5 2 pT1aNxMx + + yes
5 61 M 7 2 pT1bNXMx + + yes

# - the biggest tumor diameter, RCC- renal cell carcinoma, FGFR1- fibroblast growth factor receptor 1, NCAM-

neural cell adhesion molecule, NK - not known
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Figure 25. Co-expression of FGFR1 and NCAM in clear cell RCC. Lower NG had
exclusively membranous expression of FGFR1 (A, B) and NCAM (E, F). In contrast,
higher NG showed cytoplasmatic expression of FGFR1 (C, D) and NCAM (G, H) in
addition to membranous; magnification 400x. Abbreviations: NG-nuclear grade
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In 12 pRCC cases, 10 (83.3%) had co-expression of FGFR1 and NCAM. Two pRCC,
with NG | and Il lacked both molecules (Table 11). In contrast to cRCC, expression of
FGFR1 and NCAM in pRCC appeared to be mainly cytoplasmatic regardless to NG
(Figure 26).
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Flgure 26. Co-expron of FGFR1 and NCAM in paplllary RCC. FGFR1 (A-C) and
NCAM (D-F) showed dominant cytoplasmatic expression in addition to membranousin
all nuclear grades; magnification 400x.

All 5 chRCC cases expressed FGFR1, while weak NCAM expression was observed in 3
cases (Figure 27A, 27B) with predominantly cytoplasmatic staining.
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Figure 27. Immunohistochemistry and immunofluorescent staining pattern in
chromophobe RCC and in oncocytoma. Chromophobe RCC showed mainly
cytoplasmatic and membranous FGFR1 expression (A), while NCAM (B) had weak
predominantly cytoplasmatic pattern in these RCC. In oncocytoma both methods
revedled clearly cytoplasmatic expression of FGFR1 (C, E) and NCAM (D, F). Co-
localization of FGFR1 and NCAM in oncocytoma, yellow to orange merge, G.
Magnification 400x, cell nuclel blue, stained with DAPI.
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Statistical analysis of the data obtained by immunohistochemistry showed that co-
expression of FGFR1 and NCAM in RCC was present regardless of histologica type
and all other clinicopathological datalisted in Table 11 (p<0,05).

43.1. FGFR1I/NCAM co-localization in RCC detected by double

immunofluor escence

Results obtained by triple immunofluorescent staining clearly showed co-localization of
FGFR1 and NCAM, i.e. expression of both markers on single renal tumor cell (Figure
28, merged photos). By triple immunofluorescent technique, NCAM positive cells
better corresponded to FGFR1 positive cells in comparison to immunohistochemical
staining where FGFR1 was usually stronger than NCAM (compare Figures 25-27 to
Figure 28). Using this technique, it was much easier to see that cancer cells of RCC with
higher NG, in addition to cytoplasmatic, had aggregated membranous FGFR/NCAM co-
localization (Figure 28I, 28L, 280, white arrows). The semi-quantitative approach
showed that number of FGFR1*/NCAM™ RCC cells was increasing with nuclear grade
in cRCC and pRCC, since the majority of cases with lower NG (I-11) had co-localization
score 0-2 (Figure 28, A-F), whilein high NG RCC (I11-1V) co-localization score was 3,
meaning that more than 60% of tumor cells had FGFR1 and NCAM expressed on the
same tumor cell (Figure 28, G-O).
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Figure 28. Co-locdization of FGFR1 and NCAM in clear cell and papillary RCC.
Lower NG tumors (I-11) had co-localization score between 0 and 2 (Figure 4C, 4F). In
tumors with higher NG (111-1V) co-localization scorewas 3 (I, L, O).
Legend: cRCC - clear cell RCC, pRCC - papillary RCC, NG - nuclear grade, green -
FGFR1, red - NCAM, yellow to orange - merge of FGFR1 and NCAM, blue - nuclei
stained with DAPI.
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4.3.2. FGFR1 and NCAM expression in oncocytoma and other renal neoplasms

Both techniques - immunohistochemisry (Figure 27C, 27D) and immunofluorescence
(Figure 27G-J) - clearly revealed exclusive cytoplasmatic expression of FGFR1 and
NCAM in 9 oncocytoma cases (Table 12).

Table 12. Summary of the clinicopathological features, FGFR1 and NCAM expression

in oncocytoma

Case Age Sex Tumor FGFR1 NCAM FGFR1Z/NCAM
no. size  cytoplasmatic cytoplasmatic co-expression
(cm)#
1 61 F 2,0 + + Yes
2 43 F 2,3 + + Yes
3 51 F 2,5 + + Yes
4 60 F 35 + + Yes
5 53 M 4,0 + + Yes
6 57 F 6,0 + + Yes
7 59 F 6,5 + + Yes
8 81 F 8,0 + + Yes
9 69 M 9,5 + + Yes

# - the biggest tumor diameter, FGFR1- fibroblast growth factor receptor 1, NCAM- neural cell adhesion molecule

Absence of FGFR1 and NCAM expression was found in one case of cortical fibroma
and in two samples of collecting duct carcinoma, while the single case of metanephric
adenoma showed expression of FGFR1 and NCAM.

4.3.3. NCAM and Aquaporinl expression in renal tumors
Aberrant NCAM expression in al RCC types and in oncocytoma was compared to

Aquaporin 1 (AQP1). AQP1 expression was characteristic only for mature proximal
tubuli.
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Figure 29. Expression of NCAM and AQP1 in clear cell and papillary RCC. A) Only

rare cells in cRCC showed NCAM+AQP1+ cells (white arrow). B) Interestingly in
PRCC cells co-localization of NCAM and AQP1 was not detected.

76



Ontogeny of cRCC and pRCC origin indicated that these two RCC types arise from
proximal tubuli. Thus, it was not surprising results that AQP1 was detected on cRCC
and pRCC (Figure 29), but not in chRCC, collecting duct carcinoma and oncocytoma.
Interestingly were findings by DIF staining, which showed that only few
NCAM+AQP1+ cells in cRCC (Figure 29A, white arrow), in this type tumor cells
mainly express one of analyzed markers (Figure 29A). On the other hand, in pRCC
NCAM+AQP1+ cells were not found. Tumor cells in pRCC express NCAM or AQP1
(Figure 29B).

4.3.4. Presence of NCAM 120, 140 and180 isofor msin renal neoplasms

Five different tumor types, which had FGFR1 and NCAM expression by
immunomorphology, were studied for NCAM 120 and 140 mRNA. All analyzed RCC
cases. cRCC, pRCC, chRCC, as wel as two benign tumors, oncocytoma and
metanephric adenoma, revealed presence of NCAM 140 (Figure 30A). NCAM 120 was
present only in chRCC and in both benign renal neoplasms (Figure 30B). Two RCC
cases, CRCC and pRCC, were negative for NCAM 120.

A1l 2 3 45

331bp

400bp

242bp 300bp
B 1 2 3 4 5

331bp 400bp
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Figure 30. RT-PCR expression of NCAM 140 (A) and 120 (B) isoformsin various rena
neoplasms.

Legend: line 1 - metanephric adenoma, line 2 - oncocytoma, line 3 — chromophobe
RCC, line 4 — papillary RCC, line 5 — clear cell RCC.
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4.4. NCAM+ cdllsin renal inter stitial fibrosis

Renal interstitial NCAM+ cells were rarely present in tubulointerstitial compartment of
human non-transplanted kidney obtained by cadaveric donors, used as a control group.
Anaysis of the 90 kidney paraffin embedded biopsy specimens showed increased
number of NCAM+ interstitial cells in 41 cases (45.6%). The distribution of NCAM+
interstitial cells among different forms of glomerulonephritis and glomerulopathies is
showed in Figure 31: NCAM+ cells were increased in 66.7% LN, 53.8% FSGS, 53.8%
MGN, 12.5% MPGN, 40% RPGN, 40% MesPGN, 16.7% IgA nephropathy, 25% of
rena grafts.
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Figure 31. Distribution of NCAM+ interstitial cells among various renal diseases

Statistically significant increase of NCAM positive rena interstitial cells was present
mainly in incipient interstitial fibrosis, assessed as scale 1, compared to all others scales
of fibrosis (p<0.001), showed in Figure 32.
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Figire 32. Number of NCAM+ renal interstitial cells in different stages of interstitial

fibrosis
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4.4.1. Presence of NCAM isoformsin kidneyswith and without fibrosis

Thirteen renal biopsies samples were analyzed using specific primers for all the three
NCAM isoforms, (Figure 33a, 34b and 34d). RT-PCR were done on eight control renal
tissues and three cases with interstitial fibrosis (Figure 33a: line 1V, VIII and X). Line X
belongs to case which represents lupus nephritis with diffuse incipient interstitial
fibrosis since no tubular atrophy is present (Figure 33b), with increased number of

NCAM positive cells, shown in Figure 33c.
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In addition, two more cases with significant increase of NCAM expression were
analyzed for 3 different NCAM isoforms: first, FSGS with focal incipient fibrosis
(Figure 34a) and results of RT-PCR (Figure 34b), and second, MPGN with incipient
fibrosis (Figure 34c) and results of RT-PCR (Figure 34d).

Unfortunately we did not find any difference between presence of NCAM
isoforms (120, 140 and 180) in kidneys with and without interstitial fibrosis, with the
exception of one sample with diffuse interstitial fibrosis where PCR band of NCAM 180
was absent (Figure 33a: line X; Figure 33b and 33c).
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Figure 34. Detection on NCAM 120, 140 and 180 in FSGS and MPGN

4.4.2. Co-expression of NCAM+ renal interstitial cells and FGFR1 integrin a5p1
and cadherin 9

Using immunoperoxidase staining we revealed presence of few relevant markers for
fibrosis on rena interstitial cells, such as FGFR1 (Figure 35a) and o531 integrin (Figure
35b) and cadherin 9 (CDH9, Figure 35c, red star). Therefore, further analysis using
double immunofluorescence staining was applied to clarify whether NCAM+ renal
interstitial cells could co-express these markers in normal renal tissue and in kidneys
with fibrosis.
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Double immunofluorescence technique of normal control tissue samples revealed that
rare NCAM+ rena interstitial cells could co-express FGFR1 (Figure 36A), or a531
integrin (Figure 36B). However, there was great heterogeneity between NCAM+ renal
interstitial cells, since not all NCAM+ cells co-expressed these molecules.

Figure 36. Co-localization of NCAM with FGFR1 and a5B1 integrin on same interstitial
cell

Furthermore, we showed that increased NCAM+ renal interstitial cells in incipient
fibrosis, could also co-express FGFR1, or a5B1 integrin (Figure 37). There was a great
variability between co-expression of these three markers and NCAM on renal interstitial
cells from case to case associated with fibrosis. For instance, in some cases with initia
phase of fibrosis, rare NCAM+/FGFR1+ renal interstitial cells were detected like in
control tissue. In contrast, other renal biopsy specimens with incipient fibrosis aimost all
NCAM+ renal cells co-expressed FGFR1 (Figure 37, al-a3). In the renal tissue with
fibrosis, increased number of cells coexpressing NCAM and a5pB1 integrin (Figure 37,

b1-b3) in comparison to normal tissue was observed.
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Figure 37. Co-expression of NCAM with FGFR1 and a5B1 integrin in interstitial

fibrosis

In addition, in some cases of initial interstitia fibrosis we detected rare NCAM+CDH9+
interstitial cells (Figure 38A, white stars). Very interesting was also founding PSA-
NCAM+ NCAM+ cédlls in tissue with fibrosis (Figure 38B), having in mind that PSA-
NCAM was detected only in fetal renal tissues. Also new mesenchymal marker W8B2
was expressed and co-localized with NCAM on rare interstitial cells (Figure 38C, white

arrow).
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Figure 38. Co-expression of NCAM with rare CDH9+, PSA-NCAM+ and W8B2+ cells

ininitial interstitial fibrosis.
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5. Discussion

5.1. Discussion considering NCAM expression in fetal and neonatal tissues

Significance of NCAM expression on renal progenitor cells in correlation to adult renal
stem markers. CD24, CD133 on the same progenitor cells was investigated in fetal and
in neonatal tissue. PSA-NCAM co-expression with NCAM and other cell surface
markers known to be present on renal fetal and adult progenitor (CD24, CD133) cells
was also evaluated. Since NCAM is not expressed on UB or differentiated epithelia, it is
likely to be used for the identification of metanephric mesenchyme-derived progenitor
nephron populations (NCAM+X+) if the second marker is clearly not detected on MM
and stromal cells. This definition is most suitable for the NCAM+CD326+ fraction
among the human fetal kidney cells (33).

Using specia designed primers for each NCAM isoform, our RT-PCR analysis
on fetal, neonatal and adult kidney tissue shows presence of all three isoforms in the
fetal as well as in the adult tissue, indicating that there is no evidence of a one specific
embryonic NCAM isoform in kidney. Similar results was also detected on mouse
embryonic kidney, hrere immunobloting analyses showed presents of 3 distinct bands
on 120, 140 and 180 kDa, unlike to embryonic spinal cord were broad band from 170-
250 kDa was detected (50). Our results correspond also to a previous study done by
Gattenloehner et a (12). Present molecular genetics evidence of the predominant
NCAM isoforms 120 kDa, 140 kDa, and 180 kDa present in humans was also
corresponding with our immunofluorescent results. Namely, immunohistochemistry and
double immunofluorescent analysis with NCAM antibodies like Eric-1 and W1C3
which recognize N-terminal domain of NCAM, common to all isoforms, as well as
OB11 and EP2567Y which recognised C- terminus, had strong and similar expression
pattern on MM cells (Figure 10A-D, Figure 11). Although lack of NCAM-180
expression in the neonatal sample, less intensive expression of NCAM-180 in adult
tissue in comparison to the expression of NCAM-120/140 in the same samples and clear
expression of NCAM-180in all tested fetal tissues, may suggest that 180 kDaisoformis

apredominant NCAM isoform during renal development.
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Immunohistochemistry staining of NCAM, WT1 and CD326 showed that co-
expression of these 3 molecules on nephron progenitors could be detected at level of
RV, C and S shaped body (Figure 10E-F). New studies indicated that WT1 is necessary
for FGF signalling in renal progenitor and cell surviving (76). In contrast, co-expression
of NCAM with CD34 and CDH9 was not observed. CD34 positive cells were localized
peri-tubular mainly on endothelial cells, while CDH9 was expressed exclusively in UB
cellsin fetal tissues. This result is very interesting taking into account that CDH9 was
known as marker of rena fibroblast (77) Nevertheless, since in fetal tissue CDH9 was
restricted to UB it could be considered as UB marker in fetal epithelial renal
progenitors.

In neural development it has been shown that mainly NCAM-140 and 180 kDa
modulate cell migration and neuron growth; NCAM-180 is found in postsynaptic
densities of mature neurons (78), while NCAM-140 is expressed in growth cones and
axon shafts of developing neurons (79) and that NCAM-120 expression is primarily in
glia (80). However, dl NCAM isoforms may support synaptogenesis (81). Looking
back on immunomorphological profile un-polysialylated NCAM molecules in fetal
tissues are present on MM cells in renal stromal-future components of renal medullain
adult kidney, according to our results and previous studies (33, 50). These MM cells,
which surround UB tree and follow its growth, and which are not induced by UB tip did
not show any co-expression of NCAM with any other self surface progenitor markers:
CD24, CD133, CD34, Ki-67 and did not had polysialylation of NCAM. Indicating these
facts, it can be suggested that NCAM+ renal mesenchymal progenitor cells which
“escort” UB have the same purpose in fetal kidneys as in neural development,
suggesting that NCAM molecules are responsible for cell migration in this stage of
kidney devel opment.

Results on fetal cell lines HEK-293, showed that cell lines with density over
70% expressed NCAM (23.33%). Interestingly, low density cell cultures had almost 2
times less NCAM expression (16.8%). High density cultures had two populations of
cells, and in these cases bigger population had similar NCAM expression like cells in
low density culture. These finding showed that HEK-293 line had diffuse NCAM
expression which was in correlation with growing conditions, indicating that NCAM

cell to cell assembling was present only when cells are “overcrowded”. On the other
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hand, expression of CD24, CD133, CD34 and FGFR1 were negative in both tested
group, while CD326 shored low positive signal (2.1%). These results are contrary to
observation of Metsuyanim et al on human fetal kidney cell lines (HFK), which showed
over 30% of NCAM+ cells and strong expression of CD326, CD24 and CD133 (over
60%), while CD34 was >15% (33). Thus, HEK-293 cell line was not good “model
culture” for investigation of NCAM and renal progenitors in kidney. In addition
recently findings of the same group of investigator showed that HFK cell cultured in
serum free medium (SFM) had lower NCAM expression (5-20%), these SFM cells were
able to form compact colonies of small round/cuboidal cells, while HFK in serum
containing medium yield dispread fibroblast shaped cells (82).

FACS analysis of renal fetal progenitor surface markers demonstrated two
different progenitor poolsin the nephrogenic zone of fetal tissue: NCAM EpCAM" pool
of mesenchymal cells and NCAM EpCAM™ pool of epithelial cells in UB (33). Using
DIF staining, we tried to further determinate localization of these cells. Our results show
that NCAM EpCAM™ cells are first expressed in CM. Further differentiation and
localization shows that NCAM molecules on NCAM'EpCAM™ cells became
polysialylated in CM. PSA-NCAM EpCAM " cells simultaneously with polysiaylation
start to express CD24. So we could say that in nephrogenic zone NCAM+ cells which
have been induced by UB tip, have “new” renal progenitor pool of PSA-NCAM*CD24"
nephron precursor cells.

Polysialylation of neura cell adhesion molecule (PSA-NCAM) modulates cell-
cell homophilic binding and signalling during brain development (83) In the developing
neural system, NCAM polysialylation is required for cell proliferation and migration
(84, 85) and plays arole in neurogenesis, axona pathfinding and nerve branching, since
negatively charged residue of NANA provide hydrodymamic space and induced anti-
adhesive effect on affected cells (86, 87). The NCAM PSA-NCAM*CD24" cellsin CM
which also have proliferate activity (positive staining with Ki-67), and they represent
earlier renal progenitor cells for al future components of mature nephron. If we suppose
that PSA-NCAM molecules in kidneys play the same role as PSA-NCAM in neural
development, our morphological analysis of PSA-NCAM expression suggests that
polysiadylated NCAM is required for further migration of rena progenitor and
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development of metanephros. Presence of Ki-67+ cells on PSA-NCAM+, but never on
NCAM+ cellsonly, also suggests that PSA-NCAM is correlated with cell proliferation.

Also, the expression of PSA-NCAM on morphologicaly younger nephron
precursors, followed by the expression of EpCAM, suggests that this post trandational
modification of NCAM molecules could be a trigger for mesenchymal-epithelial
transformation (MET) in NCAM+ fetal nephron progenitors.

CD24 is a sidoglycoprotein, mainly known to be present on immature cells, as
well ason rena stem (progenitor) cell markers. Strong expression of CD24 and absence
of EpCAM expression in condense mesenchyme and pretubular aggregates, indicating
that CD24, similar like PSA-NCAM is an earlier marker of MET than CD326
(EpCAM), which is detected on nephron precursors in | stage of metanephron
differentiation, known as rena vesicle. Co-expression of CD24 with PSA-NCAM is
another proof that polysialylated NCAM is also arenal stem marker. CD24 may have an
important role in the commitment and transition of kidney mesenchymal cells to an
epithelial phenotype, upregulation of CD24 may also represent an important regulatory
step in the transition of a differentiated epithelium to a mesenchymal phenotype, as seen
in the model of epithelial injury and in specific forms of cancer (88). Although the role
of CD24 in rena development is currently unclear, expression of CD24 on cellsin UB
tip and its co-expression with TRA-1-60 and E-cadherin on these structures suggest that
combination of these three surface markers may present epithelial rena progenitor pool
(TRA-1-60"E-CDH"CD24" cells) in fetal tissue. Thus, we could conclude that in fetal
kidney tissue exist both mesenchymal and epithelial progenitor cell pools, and that
CD24 a one point of kidney development was present in both, epithelia and
mesenchimal renal progenitor populations.

In fetal tissues TRA-1-60 is widely expressed on apical side of UB cells. The
TRA-1-60 epitope was identified as an isoform of the proteoglycan, podocalyxin and its
linked to dedifferentiation in embryonic carcinoma cells and one of a few antigens that
are widely used in human stem cell research as positive indicators of a true pluripotent
human stem cell (89-91). TRA-1-60 was also present in adult kidney and recent studies
showed its up-regulation in tubuo-interstitial diseases, and co-expression of TRA-1-60
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with Pax-2 and Ki-67 suggesting its role in reparation of distal tubules in diseased
kidney (92).

E-CDH as we mentioned was co-expressed with TRA-1-60 on UB cells, but it is
interesting to note that on mesenchymal nephron progenitors E-CDH was present on
CM derivates, start on the level of renal vesicle, in human fetal tissues. Similar
expression pattern of E-CDH have been aready shown, indicating that E-CDH protein
is marker of MET (33). Interestingly E-CDH similar like CD24 was expressed on both
renal progenitor population pools.

Polysialylation of NCAM molecules on nephron precursors may be the first
stage in MET, since looking from morphological aspect PSA-NCAM is not present on
structures before condensation of induced mesenchyme. Considering immunostaining
profile, polysiaylation of NCAM molecules starts at first stage of metanephron
development, in CM, and it remainstill S shaped body, the last step before formation of
mature fetal glomeruli. Absence of polysialylated modification in uninduced
mesenchymal cells in medulla and in nephrogenic interstitium and on the other side
PSA-NCAM expression at the beginning of nephron development, i.e. stage of CM
suggests that NCAM polysialylation is necessary for further nephron differentiation.
Considering that lack of PSA-NCAM expression in neonatal, normal adult and cRCC
tissue (44) indicates PSA-NCAM as a potential rena fetal/embryonic form of NCAM

molecule.

Characterization of new marker, W1C3 by imunohistochemisrty and double
immunofluorescence showed co-expression (Figure 10) and co-localization (Figure 11)
with NCAM, suggesting that W1C3 is a new clone for NCAM. Nevertheless, FACS
analysis on HEK-293 cell line showed four times lower expression of W1C3 (4.2%) in
contrast to NCAM (16.8%) in same population. Nevertheless CD56+ subset of
mesemchymal stem cells (MSCs) showed increased expression of W1C3 antigen (93).
However, knowing that HEK-293 line was not the best “model” for analyses of renal
progenitors, W1C3 should be further tested on HFK lines and for precised identification
of W1C3 protein mass spectrophotomerty is necessary. W5CA4C5 is one more new
mesenchymal marker which was DIF tested in relation to NCAM expression. W5C4C5
antibody showed broad co-localization pattern with NCAM in fetal samples, while in
adult tissue it was completely negative, except in nerve where also had overlap with
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NCAM. These findings suggest that like W1C3, W5CAC5 could be potential new clone
for NCAM. And like in W1C3 cases its identification requires mass spectrophotomerty
testing/ screaning. In addition W8B2 antigen was also tested in relation to NCAM.
Screening of the mesenchymal stem cell antigen 1 (MSCA-1), specific antibody W8B2
on HEK-293 cells transfected with the full-length coding sequence of tissue non-
specific alkaline phosphatase TNAP showed specific reactivity with transfected but not
with parent cell line. Show that MSCA-1 isidentical to TNAP, an ectoenzyme known to
be expressed at high levelsin liver, bone, and kidney as well asin embryonic stem (ES)
cells (94). DIF analyses did not showed any co-expression of W8B2 with NCAM in
fetal tissues. Thus, MSCA-1 was not detected on NCAM+ mesenchymal cells.
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5.2. Discussion considering NCAM expression in renal tumorsand cell lines

Renal epithelial tumors comprise a heterogeneous group of tumors. Rena cell
carcinoma (RCC) has different histologic origin, metastatic potential, and clinical
outcomes; typically does not proliferate rapidly nor does it invade the surrounding
tissues, but it does metastasize. According to the classification in 2002 RCCs have five
subtype classifications, i.e., clear cell RCC, papillary RCC, chromophobe RCC,
collecting duct carcinomas, and unclassified RCC. This classification reflects the
location within the nephron from which the tumors originate. Epithelia cells of the
proximal part of the renal tubule give rise to clear cell and papillary RCC, while the
collecting tubule of the nephron gives rise to chromophobe RCC and collecting duct
carcinomas (95). RCC represents 80% of renal tumors in adults and is characterized by
lack of early warning signs, by frequent metastasis, and by resistance to currently used
treatments (95, 96). Cancer cells are characterized by indefinite proliferation,
invasiveness and metastases. These characteristics are usualy related to one another.
Namely, cancer cells that proliferate rapidly tend to invade and metastasize. Therefore,
identification of molecular markers of tumor aggressiveness is urgently needed. In a
variety of human malignancies, tumor progression is associated with changes in cell
adhesion molecule (CAM) expression (97).

Significant number of studies revealed that not only that NCAM is essential
during neural and widely expressed in rena development, NCAM molecule aso have
major role in initiation and regulation of NCAM mediated tumorigenesis in various
tissues. Thus, it has been known that NCAM is expressed in myeloid leukemia (35).
Also, immunohistology studies indicated NCAM as marker of neuroendocrine and
neuroectodermal tumors, as well as differential-diagnostic and prognostic marker of
multiple myeloma (36, 39). In rena cell carcinoma NCAM was first time described in
2003. In this study NCAM expression was detected in subgroup of aggressive cRCCs.
In particular, NCAM expression correlated strongly with the occurrence of metastases
in the CNS and adrenal gland, while survival of patients with NCAM-expressing RCCs
was lower than the survival of other patients (44). Much more recently study from 2012
also investigated NCAM expression on RCC. Results obtained in this study also
indicated that aggressive RCC behavior is related to NCAM expression. Nevertheless,
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this study pointed that NCAM expression is not characteristic for any particular RCC
subtype, thus NCAM is not useful marker for differential diagnostic of RCC (58).

In this thesis, we described for the first time co-expression of FGFR1 and
NCAM in different renal tumors. Co-expression of these two markers was analyzed by
immunohistochemistry in cRCC, pRCC and chRCC, in collecting duct carcinoma,
oncocytomas and in few other malignant and benign renal neoplasms. Co-expression of
both molecules was detected in the majority of studied renal tumors and moreover, co-
localization of these molecules on the same renal tumor cells was revealed by triple
immunofluorescent technique.

First functional interaction between FGFR1 and NCAM has been reported in
neurons (27). Thereafter, interplay between these two molecules in different non-neural
cells was reported, indicating that interaction of NCAM with FGFR results in
stimulation of FGFR signaling in various cell types (29, 98). It has been shown that
NCAM-mediated activation of FGFR leads to different cellular responses (99). Recent
publication on experimental cell cultures showed that NCAM-dependent FGFR
signaling promotes cell migration and invasion in epithelial ovarian carcinoma (60). The
mechanism of FGFRL1 activation by NCAM is not well clarified. In particular, FGFR
membrane-proximal 1g3 module is known to bind to NCAM membrane-proximal Fn3
module (100). Also further analysis showed that FGFR 1g2 module is involved in direct
binding to the F3 (1-2) domains of NCAM and that Ig2 module has two binding sites for
NCAM (67). Severa speculative models for molecular mechanisms of NCAM interplay
with FGFR1 were formulated based on this data (67,100).

Immunofluorescent technique was used to determine whether NCAM and
FGFR1 were present on same tumor cells. Thus, co-localization of NCAM and FGFR1
on the same renal tumor cells detected by triple staining could indicate that functional
interplay between NCAM and FGFR1 could occur in renal tumor tissues. Neverthel ess,
semi-quantitative anaysis of triple immunofluorescence showed that number of
FGFR1'/NCAM" cellswas increased with nuclear grade in cRCC and pRCC suggesting
that NCAM/FGFRL1 interaction may be related and leads to aggressive behavior of these
tumors.

Staining pattern of NCAM expression was usualy similar to the FGFRL in

different RCC types. Lower grade RCC (I-11) had uniformly membranous expression of
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NCAM and FGFR1. Thus, we could say that membranous expression of both molecules
in lower grade RCCs could fit to “Kochoyan’s model” (67) suggesting that when
NCAM is not involved in cell adhesion between two neighboring cells, molecules are
uniformly spread on cell membrane, and FGFR molecules do not bind significantly to
NCAM. In these cases FGFR and NCAM molecules do not interact with each other,
suggesting that this model could be the key for low aggressive potentia of these RCC.
Our results are somehow in concordance with recently obtained data based on human
ovarian carcinoma cell lines. In this study, ovarian carcinoma cell lines which
prominently express FGFRs were transfected with NCAM without Fn3 module
(NCAM-AF2). In vitro experiments showed that cells with NCAM-AF2 failed to
promote cell migration and invasion (60), suggesting that physical interaction between
FGFR1 and NCAM s required for aggressive tumor behavior. Also, same cell linein
mice formed tumors with smooth margins within the ovary, indicating that absence of
NCAM/FGFR interaction is responsible for poorly invasive potential of developed
tumor (60).

However, cRCC with higher NG (I11-1V) and al pRCC (NG I-1V) in addition to
membranous had cytoplasmatic expression of both markers, while in chRCC
membranous and cytoplasmatic expression of FGFR1 was followed by weak mainly
cytoplasmatic NCAM expression. Interestingly, triple immunofluorescent technique in
RCC with high nuclear grade showed aggregated colocalized expression on cell
membrane of both molecules (Figure 28G-O). Thus, we found that expression of
FGFR1 and NCAM in tumor cells with higher nuclear grade leads to accumulation of
both molecules in cytoplasm and on membrane. Previous data show that when NCAM
is involved in cell-cell adhesion, NCAMs may aggregate/accumulate themselves
forming cis-dimers. These dimers via trans-homophilic bindings mediated cell-cell
adhesion making so-called “zipper” formations (13), presumed aggregation of NCAMs
lead to subsequent aggregation of FGFR molecules (67). Thus, Kochoyan et a proposed
a second model of NCAM/FGFR interaction: FGFR is expected to bind to and becomes
activated by NCAMs only when NCAM is clustered through a trans-homophilic
binding mechanism (67). It might be that this model could be applied to RCCs with high
nuclear grade, suggesting that aggregations of NCAM and FGFR1 on cell membrane
could activate NCAM/FGFRL1 interplay which is then responsible for migration and
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invasive potential of these RCCs. Study on ovarian carcinoma mentioned above (60),
also pointed to crucia role of NCAM/FGFR interaction in aggressive tumor behavior.
Same cell lines were now transfected with full-length NCAM. Thus, cells which now
had Fn3 domain which is necessary for FGFR binding to NCAM showed migrations
and invasion of tumor cellsin vitro and in vivo experiments (60), conforming the role of
NCAM/FGFR interaction in aggressive tumor behavior.

Results considering oncocytoma and metanephric adenoma, showed exclusively
cytoplasmatic co-localization of FGFR1 and NCAM. Since in both benign renal tumors
no membranous staining was detected, it seems that membranous expression is crucial
event for NCAM and FGFRL1 interplay leading to tumor invasiveness while the lack of
NCAM/FGFR1 membranous expression is characteristic of renal benign tumors. In the
present study NCAM expression was detected in less number of RCC in comparison to
FGFRL1. Expression of NCAM in rena tumors was also evaluated previously (41, 44).
Daniel et al detected membranous NCAM expression in cRCC only, and no staining in
pRCC and chRCC. They claim that NCAM expressing tumors behave aggressively and
metastasize preferentially to NCAM-expressing organs like CNS and adrenal gland
(44). Other, recently published data on NCAM expresson in RCC, reveded
cytoplasmatic NCAM staining not only in cRCC but aso in pRCC and chRCC, and
they did not find any association between NCAM expression and histological RCC
type, nuclear grade or stage (41). It remains unclear, why cited studies (41, 44) had
presented different staining pattern knowing that in both studies monoclonal antibody
for NCAM (CD56, Novocastra) which recognized external domain of NCAM molecule
had been used. On the other hand, in our study we revealed both staining patterns,
membranous and cytoplasmatic, using monoclonal NCAM antibody specific for
external (Fn3) domain. Lower grade tumors (I and II) cRCC and mcRCC had
membranous, while high grade cRCC, al pRCC, chRCC in addition to membranous
had also cytoplasmatic pattern. Thus, switch from NCAM negative to NCAM positive
RCC could be a crucia event for tumor aggressiveness and invasiveness, as it was
shown in the experiments by Lehembre et a (99), which clarified the importance of
NCAM expression for epithelial mesenchymal transition in the development and
progression of epithelia tumors.
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NCAM expression was detected by RT-PCR and immunostaining. NCAM-140
was present in al analyzed malignant and benign rena neoplasms. NCAM-140 plays
role in growth cones and axon shafts of developing neurons and modulates cell
adhesion, neuron growth and cell motility (101). Recent study showed that NCAM-140,
which has transmembrane domain, was expressed on various human malignancies,
inducing antiapoptotic/proliferative pathways and specifically phosphorylated calcium-
dependent kinases that are relevant for tumorigenesis (41). However, NCAM-120,
which does not have transmembrane domain, was present only in chRCC, oncocytoma
and metanephric adenoma. Functions of these two isoforms still have not been cleared
up in renal neoplasms and remain to be further investigated.

FGFR1 was present in great number of all analyzed renal neoplasms. Actually,
FGFR1 was present in high percentage of RCC, corresponding to recently published
data which showed expression of FGFR1 in 98% of primary RCC (102). Interestingly,
FGFR1 regulates different processes in invasive and non-invasive urothelia carcinomas
in cell culture experiments. FGFR1 expression in non-invasive urothelial carcinoma
promotes proliferation and survival, while in invasive urothelial carcinoma FGFR1
mediates invasion (103). We clearly revealed by imunohistochemistry and by precise
immunofluorescent technique on cryostat sections variable FGFR1 expressions on
different cell compartments. membranous in lower grade mcRCC and cRCC (NG I-11);
cytoplasmatic in addition to membranous in higher grade cRCC (NG I11-1V), and in all
pRCC and chRCC; cytoplasmatic in all oncocytomas. Thus, variable FGFR1 expression
on various rena tumors could indicate different role of FGFR1 signaling in these
tumors.

Our results showed that most of analyzed renal tumors co-expressed NCAM and
FGFR1 and moreover co-localization of both markers on same tumor cell. Co-
expression of NCAM and FGFRL is not related to histologica type, origin, size, stage
and nuclear grade. Localization of NCAM and FGFR1 expression in different cell
compartments in various renal tumors suggests that NCAM/FGFRL1 interaction possibly
has multipurpose and different function in tumor oncogenesisin kidney.

FACS analyses on tested tumor cell lines, CRL-1932 and TW33, showed very
interesting pattern of NCAM expression. Namely, low density cell cultures (CRL-1932)
were almost negative for NCAM expression and they showed only one cell population
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of alive cells. On the other hand, high density cultures (over 70%) had 2 populations of
cells. In these cultures smaller population strongly expressed NCAM (CRI-1932 —
57.67%), while bigger cell population had very weak NCAM expression. On the other
hand TW33 cell lines in both group (low and high density) had only one cell
population) and expression around 40%. Previousy study on RCC cell lines also
showed diffuse NCAM expression on 6 different RCC cell lines (58). Thus, in
overcrowded cultures RCC cell lines could have two different cell phenotypes. These
finding suggest that cells will used NCAM for cell-cell assembling only when they are
“overcrowded”.

In addition, aquaporin 1 (AQP1) expression was correlated to NCAM in rena
neoplasm. AQP1, a water channel and regulator of endothelia cell migration is
expressed in different epithelial tissues, on endothelium and in some urinary tract
neoplasms. It is also considered as a differentiation marker for proximal renal tubular
cells, from which clear cell and papillary rena cell carcinoma originate. In the normal
kidney, AQP1 is only expressed in epithelial cells of proxima tubules and in the
descending limb of Henle, but not in other nephron segments, collecting ducts or
urothelial cells, whereas aquaporin-2 is selectively expressed in collecting ducts (104).

Recently investigation showed that beside function as water-transporting
proteins AQP1 regulates the expression of -catenin, probably by maintaining the post-
translational level of P-catenin, further they demonstrated that AQPl exerts its
migration enhancer function through modulating the expression of FAK. Thus, true
FAK pathway AQPL promote MSCs migration. The systemic administration of AQP1-
MSCsinto arat fracture model showed that significantly more AQP1-M SCs migrated to
the fracture site, suggesting the potential therapeutic use of genetically modified AQP1-
MSCsin cell therapy applications (105).

In thisthesis, AQPL expression was seen in the mgjority of all cRCC and pRCC.
No significant difference was found comparing type 1 and type 2 pRCC carcinomas. All
oncocytomas were completely negative. Chromophobe renal cell carcinomas and
collecting duct carcinomas were negative. Interestingly in cRCC only rare tumor cells
had co-localization of NCAM and AQPL, while in pRCC NCAM+ tumor cells were
AQPL negative and opposite. Fetal tissue in early gestation weeks does not express
AQP1 in nephron progenitor cells (data not shown). Therefore, AQP1 shows RCC
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subtype-specific expression and could be useful diagnostic marker for cRCC and pRCC
carcinomas. Immunohistochemistry study on 202 paraffin embedded RCC samples
showed that AQPLl expression decreased significantly in higher grades of cRCC
carcinomas, compared to lower grades of this tumor group. This was seen in clear cell
renal cell carcinomas but not in papillary renal cell carcinomas. Thus, AQPL is reliable
markers for clear cell rena cell carcinomas of lower grades but not for higher grades,
(106). Still, absence of NCAM and APQL co-expression suggests that NCAM+ and
AQP1+ RCC cells belong to various cancer cell niches.
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5.3. Discussion considering adult tissue (normal and tissuewith interstitial fibrosis)

The kidney derived, as it was note in introduction in interaction between UB and MM
cells. Thus these two progenitor cells pools will differentiate into more than 26 different
cell types in the adult kidney. MM cells widely expressed NCAM during kidney
development, but this expression is restricted to feotal and early postnatal stage (50).
While on adult normal tissue NCAM expression is reserve for nerve and rare single
interstitial cells (40). It has been widely accepted that, in contrast to other human
organs, normal renal tissue contains a few fibroblasts (62) and some other interstitial
cells, such as scarce NCAM+ cells with dendritic morphology, considered as renal
progenitor cells (40). However, the contribution of NCAM+ interstitial cells, as well as

their immunomorphological characteristics has not been fully elucidated.

Renal fibrosis, whether the origin is inflammatory or immunological,
obstructive, metabolic or systemic is inevitably progresses to end-stage renal disease.
Glomerular inflammation, mesangial expansion and sclerosis have all been considered
important factors in the development of chronic kidney disease (CKD). In the mgjority
of patients with CKD, however, the progression of renal insufficiency is most closely
correlated to the degree of tubular atrophy and interstitial fibrosis. Fibrosis can be
considered aberrant wound healing, in which there is progression rather than resolution
of scarring following injury and fibroblasts are central to this process. Fibroblasts have
distinct phenotypes depending on the disease and site from which they are isolated.
Fibroblasts in the interstitium of kidneys with chronic progressive disease take on a
contractile myofibroblastic phenotype and are responsible for the formation of the
fibrillar collagen-rich extracellular matrix (ECM) that fills the interstitium leading to
nephron loss and declining kidney function. The presence of myofibroblasts is,
therefore, recognized as a predictor of fibrotic progression in both experimental models
and human renal diseases (62). Rena interstitium of fibrotic kidney contains a large

morphological heterogeneity of cells, mainly fibroblasts and myofibroblasts (66, 107).

In this thesis, NCAM+ cells were confirmed in less than a half of the analyzed
human biopsy specimens, where they were usually associated with interstitial fibrosis.

These results are in correlation to previously findings by Markovic-Lipkovski et a (40).
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Increase of NCAM+ cells was found in incipient renal fibrosis, usually in the areas of
peritubular slight fibrosis without tubular atrophy, whereas in the mgjority of cases in
advanced fibrosis they were almost absent. Previous study (108) has aso revealed
increased density of NCAM+ interstitial cells in early phase of repairing process after
ischemic tubular injury in rats, with rapid decline few days after injury. Nevertheless, it
IS possible that rare NCAM+ cells which are increased in initial phase of fibrosis
represent residue of previously mentioned NCAM+EpCAM- progeniror cells in feta
tissues, suggested as stromal precursors (33). Altogether, it could implicate a regul atory
role of NCAM+ cells in the initial phase after injury, suggesting that these interstitial
cells exhibit transient phenotype. Thus, immunophenotyping of NCAM+ cells could
help us to clarify their origin, putative role and fate. Therefore, we further investigated
whether NCAM+ renal interstitial cells express other molecular markers relevant for
fibrosis, such as FGFR1, CDH9 and a5f31 integrin.

NCAM+ rend interstitial cells, like renal fibroblasts, display a large degree of
heterogeneity, even in normal human adult kidneys. In fact, in some renal tissues, it was
impossible to find interstitial cells coexpressing NCAM with FRGR1, or a531 integrin,
while in others NCAM+/FGFR1+ or NCAM+/a5B31+ integrin cells were detectable.
FGFRL1 receptor is involved in initial activation and proliferation of fibroblasts that are
responsible for collagen production (98), and could be directly activated by interaction
with NCAM molecule which additionally promotes FGFR1 recycling, resulting in
sustained FGFR1 signaling that is important for fibroblast migration (98, 100).
However, NCAMs which mediate cell-cell adhesions, by forming NCAM trans-
homophilic binding via “zipper”-like structures, have been expected to bind and activate
FGFRL1 (109, 110). This could be the underlying mechanism of the strict and abundant
overlapping between NCAM and FGFR1 molecules observed in the areas with incipient
fibrosis in some cases in our study. However, the dendritic morphology of NCAM
positive interstitial cells alows them to communicate easily with each other, suggesting
that strict increase of NCAM expressing cells is not necessary for FGFRI/NCAM
interplay. Especidly if we know that in neural cells NCAM/FGFR interaction can be
modified by other molecules present in cell or in extracelular matrix. Thus, previously
noted study (100) showed by nuclear magnetic resonance that adenosine triphosphate
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(ATP) binding site to NCAM overlaps with FGFR, so ATP can inhibit NCAM/FGFR
interaction.

All mgjor NCAM isoforms can cooperate with FGFR1 (111), and after applying
PCR we have not detected any difference concerning major NCAM isoforms on normal
and fibrotic renal tissues. Receptor a531 integrin, present on mesenchymal derived cells
(112), is known to be involved in extracellular matrix assembly, cell adhesion,
migration, proliferation and differentiation (70, 99, 113, 114). Since it has been
significantly increased in fibrotic kidneys (40, 113), we were encouraged to search for
rena interstitial cells co-expressing NCAM and a5B1 integrin. Considering that co-
expression of NCAM and B1 integrin is essential for mesenchymal cell motility (99,
114), NCAM+/a5B1 integrin+ interstitial cells could also represent migratory cells
easily involved in the renal cell cross-talk. In neura cells NCAM regulates important
aspects of integrin-dependent cell migration, axonal/dendritic outgrowth, and synaptic
targeting. In brief NCAM interact functionally with integrins and activate convergent
signaling pathways leading to ERK MAP kinase. NCAM induces recruitment of
tyrosine kinase Fyn to its intracellular domain, which turn activates of FAK, ERK, and
the transcription factor CAMP response element binding protein (CREB), which
stimulates neurite outgrowth. FAK is a key intracellular regulator of migration in
nonneuronal cells, acting by increasing turnover of focal adhesive contacts at the cell’s
leading edge (115). Furthermore, since a5B1 integrin expressed by fibroblasts promotes
acquisition of myofibroblastic phenotype (113), it could probably implicate the same
fate of NCAM+/a5031 integrin+ cells, suggesting that this phenotype might be transient.

The origin of NCAM+ rena interstitial cells remains unclear. Very likely, they
represent resident cells which persist after the embrionic kidney development from
metanephric nephros that widely expresses NCAM (33). On the other hand, abundant
expression of a5fB1 integrin in cultured bone marrow progenitor cells (116), as well as
expression of a5B1 integrin in addition to CD34 on some NCAM+ interstitial cells (40),
could further support our previous idea that the subpopulation of NCAM+ could
originate from bone marrow and could be renal progenitor cells. It is tempting to
speculate that NCAM positive rena interstitial cells, under particular pathological
conditions, could represent transdifferentiated cells derived from tubular epithelium,
since NCAM could be re-expressed in these cells after injury (33, 117) and because the
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expression of a5B1 integrin could be acquired de novo in migrating epithelia cells
during wound healing (63, 118).

In addition, in this thesis, for the he first time rare NCAM+/CDH9+ interstitial
cells were detected. CDH9 was first time described in brain and together with cadherin-
7 and -10 belong to type-Il classic cadherins in humans. Together with all other type Il
class cadherins, CDH9 interact with catenins and it is involved in cadherin-mediated
mechanisms of development, morphogenesis and cell-cell interactions/adhesion (119).
Initial RT-PCR analyses in renal tissue had reveaed that the mRNA for CDH9 was
transcribed in the adult human kidney and that CDH9 play arole in cell-cell interaction
as shown by a cell aggregation assay (77). Further, all RCC cell lines tested were
negative for CDH9 on the mRNA and protein levels and in RCC tissue CDH9 was
expressed in stromal, but nor on tumor cells. These findings indicated that CDH9 is
exclusively expressed by rena fibroblasts (77). Thus, we could suggest that
NCAM+CDH9+ interstitia cells are one type of rena fibroblast involved in tissue
regeneration and wound healing.

Furthermore, in this study also for the first time NCAM+/PSA-NCAM+
interstitial cells were detected in incipient interstitial fibrosis. We have seen that in fetal
human tissues polysiailation of NCAM molecules is necessary for proper kidney
development. Also, in neural development, interactions between heavily polysialylated
NCAM molecules, due to a weaker one dimensional zipper formation, favors NCAM
signaling. Thus, expression of PSA by NCAM may function as a ‘switch’, regulating
whether NCAM is involved in adhesion or signaling. This notion is grounded by the
facts that removal of PSA inhibits NCAM-stimulated neurite outgrowth (100).
Interestingly expression of PSA-NCAM during embryonic period and absence of typical
dendritic morphology in NCAM+/PSA-NCAM+ cells in initial phase of interstitia
fibrosis suggest that these cells may be rump from nephron precursors.

One more, very interesting result obtained in this work was detection of new
marker W8B2 in initia interstitial fibrosis. W8B2 was also detected in some tubular
cells in fetal tissues, but it did not co-localized with NCAM. In contrary in interstitial
fibrosis rare NCAM+/W8B2+ cells were detected. W8B2, mesenchyma marker, is
identical to tissue non-specific alkaline phosphatase (TNAP), enzyme which probably
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had function in matrix mineralization (94). Rare NCAM+/W8B2+ cells are one more
type of interstitial cells and they should be father investigated.

To summarized, detection of five different types of NCAM+ interstitial cells is one
more conformation of huge heterogeneity of NCAM+ interstitial cell. Co-expression of
NCAM with FGFR1, integrin a5p1, CDH9 and PSA indicated NCAM role in different
types of cell signaling which are related to cell proliferation, migration, differentiation.
Thus, NCAM+ interstitial cells could be involver in repairing process after injury.
Recently, Harari-Steinberg et a showed that HFK cell lines (1 x 10° - 5 x 10°) cultured
in SFM and which expressed NCAM+ after performed grafting experiments on the
chorio-allantoic membrane (CAM) of a chick embryo succeed to form tubular structures
in 4/6 grafts, while the same numbers of NCAM negative cells completely failed to
generate similar structures (82). Tubular structures obtained on this way, were tested by
immunohistochemistry for tubular epithelial markers. Thus, staining conformed that
NCAM+ progenitors undergo MET and form tubular epithelia cells, demonstrates their
enriched and broad intrinsic differentiation capacity that NCAM negative progenitor
lack. The same study also reveadled that in vitro cultured NCAM+ human nephron
progenitor cells (hNPCs) improve the outcome of chronic rena injury (82).

Further studies are necessary to explain why NCAM expression is increased
only in the initial phase of repairing process and to clarify molecular mechanisms that
determine whether physiological repair or pathologic fibrosis would occur. They have to
highlight the manifold and diverse role of heterogeneous morphology of NCAM
positive renal interstitial cells, revealed in this thesis, as well as their influence on renal
fibrosis which probably depends on other molecular markers that NCAM positive cells

could share.
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6. Conclusions

1. Appling RT-PCR, three mgjor NCAM isoforms mRNA transcripts (120, 140, 180
kDa) have been detected both in healthy fetal and adult renal tissues, as well as in adult
kidneys with interstitial fibrosis. However, adult rena cell tumours expressed only 120

and 140 kDaisoforms.

2. PSA-NCAM was presented on nephron progenitors, starting from CM up to S shaped
body, whereby it was not detected in neonatal and adult healthy tissues, suggesting that
post-trandational modification with polysiaic acid was characteristic of fetal renal
tissues and PSA-NCAM could be an embryonic NCAM form of renal tissue.

3. Polysialylation of NCAM molecules on mesenchymal nephron precursors may be the
first sign of MET initiation, since from morphological aspect, PSA is necessary for

condensation of induced mesenchyme.

4. Compared to widespread NCAM expression on metanephric mesenchyme cells,
either those induced or uninduced by uretheric bud, PSA-NCAM was detected only on
mesenchymal nephron precursors, cells induced to form further mature nephron
formations. It could suggest that NCAM polysiaylation was important for normal
nephron differentiation, since mesenchymal cells in medulla and in interstitium did not
exhibit NCAM polysialylation.

5. New cell surface markers W1C3 and W5CAC5 stained same cells as NCAM in fetal
and adult healthy renal tissues, implicating that W1C3 and W5CAC5 detect the same

moleculesin tissuesas NCAM.
6. NCAM was expressed in majority of analyzed RCC. NCAM™ tumor cells in RCC

were also FGFR1". Co-expression of NCAM and FGFR1 is not related to histological

type, origin, size, stage and nuclear grade.
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7. Different patterns of NCAM and FGFR1 co-localizations within tumor cell
compartments of various tumor types could suggest diverse roles that might have an
influence on biological tumor behavior.

8. NCAM+ rend interstitial cells are significantly increased in the initial phase of renal
interstitial  fibrosis. They display a morphological heterogeneity concerning co-
expression of FGFR1, a5B1 integrin and other molecules relevant for rena interstitial
fibrosis, and could be responsible for the regulation of healing process in the kidney.
However, their precise roles have remained to be further clarified.
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Pagae 1 of 4

gi| 62088465 |d. .. AAGAC GCAGC CAGTC CRAAGG GGAMC CCAGT GCACC TAAGC TCGAM GGGCH
' [za25 l203n l203s Jzoan l204s lzoso lzoss l2080 laoes lzo70
CaptRal 20909090 eEEsEs Eems e ——— e i i e
gi|62088465/d. .. GATGG GAGAG GATGC AAACT CTATT ABAGT GAACC TGATC ARGCA GGATG

T2075 laoeo lzoss lzoso Nzoos lzi00 T210s Tarin l21is lzizo
Contigl s e e S e R R W) N S
WERT_Rb: FORW! ... TNGGC GEGCC COENT NCAGN ACACT ATTCT GGTCA GGTAC CGAGA CGCTC
gi|62080465(d. .. ACGGE GGCTC COCCA TCAG- ACACT AT-CT GGTCA GGTAC CGAG- COCTC

Tz125 12130 12135 lz1an lz145 T2150 Tz1s5 Dz2ien l2ies l2170
contigl THGEC GTGCC CCONT NCRGN ACACT ATTOT GGTCA GOTAC CHAGA CRCTC
WERE Rb FORW ... TCCTC CGABT GGAAR CCAGE GRTCA GGAAT CCCGT CTGGC AGIGA CCACS
gi|62088465]d, .. TCCTC CHAGT GGARA CCAGA GRTCA GGC-T CCCST CTGGC AGIGA CCACS

[2175 lz1an V2185 V2190 l2185 lzzoo lzzas Tzzio lzzis 2220
Cantlgl PECTC COBAT GGARA CCRGA GATCR GGAAT CCCGT CTGGC BGTGA CCASE
¥ERI §b FORW ... TCATG CTGAA GTCCC TGGAC TGGAA TECTG AGTAT GAGGT CTACG TGGIG
gl 162088465 d... TCATE CTGAA GITCCC TGGAC TGGAA TGCTG AGTAT GAGGT CTACG TGGTG

[2225 2230 Vaz3s lzza0 lzzen lzzso lzzss lzzso l2zes 2270
Contigl PCATE CTGAM GTCCE TGOAC TGGAR TGOTG AGTAT GAGGT CTACG TGETE
WEST Rb_FORW ... GCTGA GARCC AGCAA GGAAR ATCCA AGGCH GCTCA TITTG TGITC AGGAC
gl |62088465 (d... GOTGA GAACC AGCAA GGAMA ATCCA AGGCS GCTCA TTTIC TGTTC AGGAC

[2275 Vzz8n l228s lzzap lz22as5 lz3co lz3os lz310 lians lzaze
Contigl GOTGA GRACC AGCAA GGARA ATCCA AGGCG GOTCA TTTTG TGTTC AGGAC
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Page 2 of 4
WERI Rb FORW _..: CTCGG CCCAG CCOAC AGCUA TCGCA GCRAC CTTGE GAGGT ARTTC TGCAT
gi|62088465|d.. . CICGG CCCAG CCCAC AGCCA TCCCA GCAAC CTTGG GAGGC AATTC TGCAT
T232: 2330 l2235 Vz3ao L2348 1z3so lz3ss l23s0 lz3ss 12370
Cantigl CTCGG COCAG COCAC RGCCA TOCCA GCAAC CTTGH GAGGC AATTC TCCAT
WERT_Rb FORW .,. CCTAC ACCTT TGICT CATTG CTTTT CTCTG CAGTG ACICT TCTTT TGCTC
4i (62088465)d. .. CCIAC ACCTT TGICT GATTG CTTTT CICIG CAGTH ACTCT TCTTY TGCTC
2315 lz3g0 lz2385 2390 lz3ss l2200 lzgos l2410 lears lzazo
contigl COTAC RGETT TGTCT CATTG CIMTIT CTCTG CAGTG ACTCT TOTTT TGCTC
WEEL b FORW ... TGPTA G-AGN ACGNN NANCN AANNN ANNNG NCNTN TCNNA ANNNH TONCH
qi|620884651d. .. TGTTA GGAAC TTGAA CACAA AAATT ARATT TGCT- TAAA GCCCA GTTCC
[zazs 12130 lz435 l2aa0 N2a4s lzaso D2ass l2as0 laaes 2470
Cur.l;iqi TGTTE G-AAN ACGHNH SHARNCH AEMEN ANMNG HCNTH TCOMMA ANWNN THMCH
WERT_Rb FORW ... HNANN NANNG CTCAA CANCA TNNNT CNOCN N-CCT G-CNN NACCC NGNTN
gllEEGEE4ESI¢. .. TATGA AKARG ATCAG TGLCEC CCTTT GGRAG ARCCT GGCRG GRCCA CCATG
To115 12180 l24a5 Nzaso l2a0s l2son lzsos lzsio lzsis lzszo
Contigl NNANK NANNG CTCAR CAMCA THNNNT CNCCN N-CCT C-CNN MACCC NGNTHN
WERI Rb FORW ... ANCAT NANKN NNNNT NGCNC CTTNN CNNNN CTGCT NTMCH CTNAS NNNT
qi | GZ0BH4G5 |4, .. GECAC EGOTS COTGAG CRACC ATTCT GTGTG GAAGHE GRAGG TTTTG TGATT
losss l2s30 l253s l2san l2ses lzsso lzsss lzsso l2sss lzsio
cormtiql ANCAT NANNN NNNNT NGCNC CTTNN CNNNN CTGCT NTNCN CTMAG NNNNT
WERT Rb FORW_... CCGHC CMAGN HNCCC COGAG NCNNC CTHNT NNNTH NGNTN ACNTN TTNAN
2i|620884651d. .. GGARA AAGCT TTACC TCCAS ACATG —TCAC CACTC ACAGA TACTT TTGTG
[zs75 12580 lzsss lzss0 lzses lzsoo 12605 lzsio l261s M2szo
Contigl CEGNC CHACN NNCCC CCGAG NCNMC CTNNT NNNTH NGNTN ACHTN TTNAN
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Page 3 of 4
WERT Rb FORW ... CHNNA TNCNN CANTC GNATC TNCHN NNNNC TNNTG CCANN NANTH TNCCM
40162080465 |d.; GOAC- TTCAT AAGGA GITIG COCCC TETT- MAATG GCAGT ARRRA ————-
Toe2s lze30 l2635 Ja6so 12625 lzeso l2sss lzeso l2ees 12670
CDﬂEkgl CNENA THONN CANTC GNATC THONH HHENC THMTG CCANN NNNTH THCCHN
WERI Rb_FORW_.., NNNWT TNGNN NCTCN CCGTC THNIN ANNTN NNNCT NONTT CTANC NNNNW
oi|E20884651d. .. GAATT TGAGA GCTC- ——-TT TCTTT AAATS CTATT T-TTA AAAAC CATCA
o675 Vzeab l26as V2680 J2sas Iz7oo l270s lzrio lz7as lzvzo
contigl NNNNT TNCNN NCTCN COGTC THATH ANNTYN HNMCT MONTT CTANC NNNNK
WEHI_RB_FDRH_... THMNAL HNOTAN GUNGA KNEMM NAANA CACC= CTACN CHCHMC TOTCR NAAK-G
41162085465 ... TGCTA GATTT ACAGA GAAGT TTCTG CATAT CTGCT ACTIG ITGCA TITTG
Tz225 12730 V2735 lz740 12745 12750 l2755 l2760 lz78s l2770
Contigl THNAR NGTAN COMGA HMANM NAANA CACC- CTACN CHCNC TCTCA NAASG
WERT Rb FORW ... GICCC CNHNC TNNNG NCANN CACNN CTANN NCGNN NCCAR NGRTN CNTCN
4i|6208B485]d, .. GGTTC ARACC TAART ATGAT GTAGC AGAGG AAGAA TICUA AGTAC CTTCT
[297= 12780 V2765 12790 lz79s lzeco l2s0s l2ata l2s1s l2s20
Contiyl cTCCE CNMNC TMNNG NCANN CACNN CTANN NCGNM NGCAA NGATN CHTCH
WERI Rb_FORW_.,. MNNCCC GEN
ot | 62088465 |d. .. AAAGE TTGTG TCAGA TTGLY AAAAT CACCA CACAT TCCCC TCATT CTAAC
Tzezs l2a30 V2sas l2s40 lzses l2asp lzess l2seo lzass lzs7o
Contigl KMECE GEN—= ——sms =mmee Semce meewn ——mme s e ———
quEEOEEuEELd... TOPET GOTEE TTGTC CTCCS TTCAR TAATA ATTEE CTTTE CITGE AATTA
2575 lzs80 lz2ass lzeso lzsss lzsoo l290s lzs1o lzais leszo
contial eeaoy ey B s e s
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CodonCode Aligmer: ncamvariant2, Contigl @
4. Pebruar ZH11 12:47:23 CET
Fage 1 of 3
ﬂ_ﬁd_mumhm_n_m:zslp_ .. TRTTC RGGAC CTOES COCAG CCCAC ACCOR PenCh GOOAA CGGCA GUOCT ACCTC AGGCC TGAGE ACCES OGCCR
Toae Vacar Tzaas lzast lzass lzaen lzass Toar: Tza7s Tzass Tzaes l2¢01 [zass lzson lzsos
_”nuﬂ_—ﬂu_..ﬂ.._. et e I ———— P T LS S = — | e—— s S
WERI Rb_140F_202_02 wPA TGEAC CTG-C TACTT COTGR ACANG
0204BHE_F_BOE_04 l EPTTT TGREG CTGCOC TACTT COTSA HCOTTT
ﬁ.ﬂ H204BNK_R.BO3_03 IETEe TEOTC CTGGT GETTG TGGAC ATCAC CTG-C TACTT COTGA ACAAG
- n_mim.,_.ﬁu_w-lnﬁ a5 TGTEC TGCTE CTGGT GETTG TGGAC ATCAC CTG-C TACTT CCTGA ACARG
- 485_F_p02_08 oA TTTCG CTG-C TNOTT N-TST ATTTT
HJ << ABH_H_O03_07 QETCC TECTC CTEGT GGTTG TGGAC ATCAC CTG-C TACTT CUTGA ACAAG
gi|117320546 | vaf |NM 1. . TCGTG GGCAT CCTCA TCQTC ATCTT CGTCC TGOTE CTGET GOTTG TEGAC ATCAC CTG-C TACTT CCTGA KCARG
2521 Tam16 Tzsz1 lzsze lzsa: lzsas lasar lasas 5551 lascs lzss1 lzass lzsvi lasie lases
gemtigtd 02020200000 /RS ———— i —— s TETCOD TGECTE CTEET SeTTg TEKARC ATCAC CTG-C TRACTT CCTGA RCAMG
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CodonCode Aligner: ncamvariant2, Contigl e
14. Pebruar 2011 13:47:24 CET :
Page 2 of 3

WERI_Fb 140F A02 G2
UZ04RHXE P RO D4 1%

NE ﬁ..; pDzo4aNE_BE_nod_o3 L84
— OLGAATE F_COZ. 06 150

™ .—l.n.n ozodaTE_R_Co3_06 454

AR9_F_DOR_08 254
Fie ] 2 47
An.__.mm..mluﬁlﬂ r

g% |117320546 | ral [NM 1. ..

5e

IOTE0 C-CTE TTOAT GTGCA TTGOG GTCAN COTGT GTGGER AARGC CGGEC COBGE GUCAR GGGTA AGG-A CATGE
TETGE C-OTG TICAT GTGECA TTGOE GTOAR COTGT GTREA AAMIC COGEC CCREE GUCANL GGGOL AGGTA CATGE
TETGE C-CTC 'TMOAT GIOCA TTECE GTOAA CCTOT GTGEGEA AMAGT CGERC CCEGE GUCAR GOLCA AGG-A CATGE

GT GTEGA ARAMEL CECRC COGG0 GOCAR GOGCA AGG-A CATGR
TGETGG C-CTG TTCAT GTGCA TEPGECE GTCAR COTGT GTGEA ARNGC COGRC CCGGRG GOCAR GGGOA AGG-R CTATG:
TGTEG CTOTG TTCAT GTGCA TPGECE GTCAA COTGT GTGEMA APRAGE CEGEC CCEGE GLCAA GHGUA AGG-A CATGE
TETGG C-CTG TTCAT GTGCA TTGOCG GTOAR QCTET GTGGEA AMRANGC CGEGED OCGGE GCCAR GGLCA AGG-& CATGG
TETGE C-CT6 TTCAT GTOCA TTGOG GTUAR CCTGT GTGGA ARAGC CEGED CCEEG GUCAR GGGCA AGG-A CATGES

Conbigl

WERT_2b_140F_A03_£12
02048HE_F_BO2_04
KN h. << D204BXK_R_B503_03

h [204BTE_F COZ.- 06
™ c< BE04BTE_R CO03_0S
=100 _F_B02_ 08

MR.M << ABS_R_DOZ_07

gl 117220506 |ref [ 1. ..

Tisse T2sor Passe lzeor lzsos Bzeix losis Tzezi Tzsas lzes1 lzsas lasan lases lussi lasss
TETEG CTOTE TICAT GTGCA PTECE GTCAA COTGT GTGSA ABAGC CGGGC COGGE GOCAA GGGCA AGG-A CATCS

MAGGEA GGGOA AGGCC GOOTT CTOGA ARGAT GAGTC CAMNGG AGCCC AT-CG TGRAG GTTCES AACGE AGGAG GAGRE
HAGGA GEGCA AGGCC GUCTT CTCGA AAGAT GAGTD CRAGG AGCCCD AT-CG TGRAG GTTCGS AACEE AGGAG GAGAG
-AGGA GEECA AGGECC GUCTT CTCEGA AAGAT GRGIC CAAGS AGCCOC AT-OG TGGAD @TTCG ARCGE AGGALE GARGAG
-AGGR GOGCA AGGOC GCOTT CTCGA BAGAT GAGTC CAAGG AGCCC ATGCG TGGAG GTTCG AACGE AGGAG GAGAG
-EGGH GEGCA AGECC GCCTT CTCGA ARGAT GAGTC CAAGGE AGCCC AT-OG TGGAG GTTOS AACGE AGGA

TREGA FEECA AGGECC GOOTT CTCGAR AAGAT GRGTT CRAGG RGCCC AT-CO5 TGGAM GTTCGR AACGE AGGAD GAGRG
-AEEA GUGCA ARECCC GUCTT CTCGA RAGAT GASTC CAAGG RAGCUC AT-CG TGGAG GTTOE AACGH AGGAL GRGEAG
-LG0A GAGCA AOOCC GCCTT CTCGA ARGAT GAGTC CARGE AGCCC AT-C0 TGEAG GTTPCG ARCGE AGGAD GAGRG

Contigl

2661 lzees Vaer: D267 T2sat lzess D281 lzsse Tzvon Tavos 2711 Tarae laman lazes lavas
TAGGH GOGCA AGCOC GOCTT CTOGA AAGKT GAOTC CAAGE AGCOC AT-CC TGGAG GTTCH AACGH AGGAS CAGAG
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CodonCode Aligner: ncamvariant2, Contigl ‘%
14, Februar 2911 13:47:35 CET
Page 3 of 3
ERT_Rb_140F_R02_03 GACCT ﬂ?ﬁ?ﬁ CATOA TEGAG CGORAR CHOAC AGAGE CCRAC GRGAC CROOD CADTG ACHCE SOCCGS AGREG GRCT
SO2048HE_F_BODZ_04 GACCC CARALC CATGA TGGAG GGAALA CACKC AGRGC CCAM GAGAD CACGC CACTE ACGEEA GCCCE MNERAG GACT
=< QZ048NE_EB_BO3. D3 CACCC CAMAC COTTE TGGAE GGAAL AATAD AGRGC COGEGE GOLOC CHABE A
0DZD4BTE_F_C0Z_06 GAOCD CARAAC TATELA TGEAG GGANL CRCAC AGACC CCALC GAGAC CACGC CACTG ACGHA GCCCE AGARG GAC
AR9_ P _DO2_OB GROCT CAMMVG CATER TEOAG GERAARA TACAC RGRGT CCRAC GAGAC CACGC CACTG ACGOA GUOCE AGRAG GALC
<< ARG R DO3_O0T7 GEACTC CAAAL €
ﬂu—quuuomhm_ﬂmm_zth.. GROOT CAME CATEA TOGAG GERAR CACAC AGAGE CURAC GAGRC CACED CACTG ACGER GOOCE AGRAG GOEOUC
Ta736 12721 Va7as Vz7s: Ta7ss Vz7e1 Nzvss lzvit Navre lavsa levss Tavsn lavss lasor lzsos
Contigl GACEE CHRAARC CATGA TOGAGS CORAML CRCAC AGARGC COME BRGAC CADGE CACTE ACGGR HOCCG AGAAG GACT-
ﬂP_HquMDmnm_ﬂmdeElw.. CGTAG AAGCA AAGCC AGAGT GCCAG GAGED AGAARA CGRAG COAGC GOORG COGAR GTCAA GACES TCOCC ARTGAR
Tosr: Tasic Vosa1 lanas Vzssn lzsze lasar Nzsas lzesi lzsse Dzsst Dzsse [z871 laave laess
Contigl U Gl e e e S RO | T R S e P S iy e S
i 117320546 | cal W1, COCCA CACAG ACARA GGAGAR ACGA
Tzese lzaat l2sos laoo: lasos

Coanbigl
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CodonCode Aligner: CodonCode Aligner untitled project,

Fepruary 7, 2011
Page I of 2

Tt56+23 PM CET

gl 16551808 |d, .. CCCGE ACCOG GAGCC CACCC AGCCE GGAGC CHCGA RGAGC OOGGC CBAGS
[i35 Taae laso lesq lese laes lass lane lizs lasa
Contigl AT ST ST, T S e nlnesiranEe ]
gi| 16551508 |4, .. CASCC BCAGC OCTTG OTAGC COGAX GRAGCG AGGCT GCCTC. CETCA GCACS
Ties Tisa lass TBsox lsos lsta Isis Bsze Isza Dsas
Contigl ——t—m e mmmme Ammme s ———— e eSS e e
Probe?_1-2F_Alc . NITTA CCOTT GOCUG GGGUG AGGCA CITTR AALTG GUAUG ABGGG GARCT
§1116551608 d. .. ACAAR COCTT -CCCA GGSCG AGG-8 CTTTA AAATE G-ACG ARGGS -AACT
535 [set Isas Isse lsse lseq lses ls7a lsis lsse
Contigl NTTTA CEETT GCCCS GGGOG REGCA CTTTA RAATS GCASS ARGGE GRACT
Probez 1-2F Al... TCARG NACCC CAGHA TATTG ACCTT GORAA GGATG TITTT GOAGC COTOG
<< Probez 1-2,.. G ~ACCC CAS-A TATTG ACCTT GONAR GGATS TTTTT GCAGC CCTGS
qi | 16551608 4, .. TCARG -ACCC CAG-A TATTG ACCTT GCAAA GGATG TTTTT GOAGC UCTGE
Tsss Jsas lsaa leos leos leie lsin leas leze lead
EoRtigl TOMAG MAOCC CASNA TATTG ACCTT GONAA GEATS TTTTT GOAGC COTGS
Probes 1-2F Al... GOTCT OCTGC THCCG COGCT GEGGT CANTG GACAA GCCCN TOAGE TTGOT
<< Probe?_i-2... GOTCT OCTGC TOOOG COGCT GGGGC CAGTG GACAA GECCC TGAGD TTGLT
91| 16551608 |4.. . GCTCT CCTGC TOCCG OCGCT GGEGC CAGTG GACAR GOCOC TGAGC TTECT
Teas lsse less lesa less lees less lera lava less
o GOTOT CCTGC TCCOO COGCT COSGS CANTE GACAA GLCCT TGAGS TTGCT
Probe? 1-2F A1... CCTIC CACIG CAGAT AGCTC TGTTT CGCCT GOGCC AGCAA AGACC GAGAA
<c Ppabs? 1-2.., COTTC CACTG CAGAC AGCTC TGETT MGCCT GCGOC NGCAA AGACC GAGAX
qi1185516081d. . COTTC CACTG CAGAC AGUTC TGTTT CGCCT GUGCC AGCAR AGACC GAGRA
Tees lass less l7os loos Ime T Iras Toes lae
fontigl COTTC CRETG CAGRS BGCTE TGTTT NGOCT GUGCC AGCAR AGASC GAGAR
P
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CodonCode Aligner: CodonCode Aligner untitled project, Co

February 7, 2011

Ti150:24 DM CET

Page £ of £ CEEETESTT
ProbeZ 1-2F Al... GGGCC CTNTA AAACT ARAAR NNGAG TGOCA GGNGA CANAT NCTAN COONN
< Probe? 1-2... GEGOC COGTA GAAGC PAMGC CAGAG TGCCA GGAGA CAGAA ACGAA GCCAR
4i|165516081d... GGGCC CCGTA GAMGC AARGC CAGAG TGOCA GGAGA CAGAA ACGAA GCCAE
735 T7a¢ Tas lasa Diss l7es J7es b7a lo7e s
Contigl CGOCC CTGTA ARAGC AAMAC NAGAEG TGCCA GGNGA CAGBA NCTAM GOCNG
Prabef -2 Al... HTQC
¢ Probe? 1-2... CGCOA GCOGA AGTCA AGACG GTCOC CAATG ACGCC ACACA GACAR AGGAG
gi|18551608(4. .. OGCCA GOCGA AGTCR BGACG GTCCC CAATG ACGCC ACACA GACAR AGGAG
[7ee lisc lias lsos laos lsia lsio le2e ls2zs lam
Contigl NGCCA GODGA AGTCA ASACH GTCCE CAATC ACGOC ACACA GACDA AGGARG
<< probel 1-2... BRA
i |18551608(d. .. AACCA GAGCA ARGCA TGATG GGTGA AGAGA ACCGA GUAAR GATCA RANTA
[a3s loz: Tlsae lese lass lses leea lz7a [srs lesa
Conzigl Af—— e Sms cemdn mkMma mme—— o —mmm e ool
qi|185516087d. .. RAAAG TGACK CAGEA GCTTC ACCAG AGCAT TTCCA AGRCC ACAGR CACAC
Tezs lsss Tlass lsos lsos lsia lais lozs lezs less
Cont tg1 At NS sl SRS S NPUISINE phnad i s
qil16551608 d... AC
lo2q

Contigl

f2
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Prilog 1.

Izjava o autorstvu

Potpisana _ Sanja Cirovie

beoj upisa

Lzjavijujem
da je dokiorska diseriacija ped naslevem

Eksprasija nedralnih adhezionih mclekula (NCAM} o zdravom | obolelom bubre2nom
tkivu [Exproszion of noural coll adhegion molecules (NCAN) in healthy and diseased
renal lissue)

= rezultat sopstvenag istrazivaskag rada,

= da predlofena disertaciia u cefini ni v delovima nije bila predicfena za dobijanje
bile koie diploms prema siudiiskim programima drugih visokoskolskin ustanova,

¢ da su rezultai korekino navadenii
= da nisam krzio'a avtorska prava i korstic intelektualnu syojinu drugih lica.

Patpis doktoranda

Ul Boagrady, 412 2014, gad,
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Izjava o istovetnosti Stampane i elektronske verzije
doktorskog rada

Ime | prezime autors Sanja Girovis
Eroj upisa
Studijsks program Malekulama madicina

Maslov rada  Ekspresia neurainih adhesdanih molakula (NCARMY U zdravom |
ahalelormn bubreznom tkiva (Expression of neural cell adhesion molecules (MCAM) in
haalihy and diseasad ranal Lissua)

Mertor _ Prof. dr Jasmina Markawvic-Lipkavaki

Potpizani _ Sanja Girovic

igavliujam da je #ampana werzia mog dokiorskog rada istovetna elektronska] vers
kaoju sam predaata =3 objavjivanjs na portalu Digitalnog repozitorijuma Univerziteta
u Beogradu,

Croevoljpvram da se otiave moji litni podad vezani za dobijanje akademskog zvanja
dektora nauka, kae &tozuime i prezime, godina | mesio rodenja i datum cdbrane rada

Qi ligni podaci mogu se ohigvii na mrefrim stramcama digitalne biblioleke, u
elekironskarn katalogu i v publikasijama Univarzitata u Beoaradu.

Potpis doktoranda

L Becgradu. 4122014 ged:
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renal issue)

kaja jg moje autarsko celo.

Diserlaciu sa sam prilegima predacdla sam w alektranskom formaty pogodnom za
trajne arhiviranje.

Pioju dokforsku dissrtaciju pohranjenu o Digitalni repoitorijum Univerzitets u Beogradu
mopu o kerista swl kaj pedtuju sdredbo sadrzane o odabranom tipe licence Kreativoe
zajednice (Craative Cammons) ca koju zam se odistiola

1. Autorstyo
2. Avtorstvo - nakomercijalno
{_ﬁ';hutorstm — nekomerciaing — ez prerada
4. Autorstvo — nokameicialne — delfi pod stim uslovinna
I Autorstvo — hez prerade
B, Autorstvo — deliti ped istim uslavima

(Molimo da zaokroZite samo jadnu od Sest ponudenih licenci. kratak opis licenci dat je
na peledini lista).

Fotpis doktoranda
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