MOLECULAR DETERMINANTS OF
JUVENILE MYELOMONOCYTIC LEUKEMIA AND
CHILDHOOD MYELODYSPLASTIC SYNDROME

Moleculaire afwijkingen van juveniele myelomonocytaire leukemie en
myelodysplastisch syndroom op de kinderleeftijd

door

Andrica de Vries



Molecular determinants of Juvenile Myelomonocytic Leukemia
and childhood Melodysplastic Syndrome

Copyright © 2012 Andrica de Vries, Rotterdam, The Netherlands.
ISBN: 878-94-6182-178-2

Cover design: Andrica de Vries, Moz-art

Layout & printing: Off Page, www.offpage.nl

This thesis is printed on FSC certified paper

No part of this thesis may be reproduced, stored in a retrievel
system or transmitted in any form or by any means without
permission from the author, or when appropriate, from the
publishers of the publications.

Theworkdescribed in thisthesiswas performed at the Department
of Pediatric Oncology/Hematology of the ErasmusMC, Sophia
Children’s Hospital, Rotterdam, The Netherlands. This work was
funded by Kika, Rotterdam, The Netherlands and the Pediatric
Oncology Foundation Rotterdam [KOCR].

Printing of this thesis was financially supparted by the Pediatric
Oncology Foundation Rotterdam (KOCR), Erasmus University
Rotterdam, Sanofi, Glaxo Smith Kline and Novartis.

r .
Kika i
R, - SAMOFI
@ th NovanTIs



MOLECULAR DETERMINANTS OF
JUVENILE MYELOMONOCYTIC LEUKEMIA AND
CHILDHOOD MYELODYSPLASTIC SYNDROME

Moleculaire afwijkingen van juveniele myelomonocytaire leukemie en
myelodysplastisch syndroom op de kinderleeftijd

Proefschrift

ter verkrijging van de graad van doctor aan de
Erasmus Universiteit Rotterdam
Op gezag van de rector magnificus
Prof.dr. H.G. Schmidt
en volgens besluit van de het College voor Promoties.
De openbare verdediging zal plaatsvinden op
woensdag 21 november 2012 om 9.30 uur

door

Anna Catharina Hendrikje de Vries
geboren te Leeuwarden

éﬁ!'ﬂu! UMIWEASIIEN KU IEH JA N



PROMOTIECOMMISSIE

Promotor: Prof.dr. R. Pieters

Overige leden: Prof.dr. P. Sonneveld
Prof.dr. C.M. Niemeyer
Dr. M. B. Bierings

Copromotaren:  Dr. M.M. van den Heuvel-Eibrink
Dr. CM. Zwaan



wat wij weten is een druppel,
wat wij niet weten een oceaan

what we know is a drop,
what we don’t know an ocean

Sir Isaac Newton
1642-1727

Voor mijn ouders
Voor Kees, Elke, Hanne* en Ward






TABLE OF CONTENTS

General Introduction

PART ONE:
Chapter 1:
Chapter 2:
Chapter 3:

Chapter 4:

Chapter 5:

PART TWO:
Chapter 6:

Chapter 7:
Chapter 8:

Chapter S:

Chapter 10:
Chapter 11:
Chapter 12:

Chapter 13:

JUVENILE MYELOMONOCYTIC LEUKEMIA
Molecular basis of Juvenile Myelomanocytic Leukemia
BRAF mutations in Juvenile Myelomonocytic Leukemia

Raole of mutation independent constitutive activation of FLT3
in Juvenile Myelomanocytic Leukemia

Relevance of WT1 expression, mutations and single nucleatide
polymorphisms in Juvenile Myelomonaocytic Leukemia

HLA-identical umbhilical cord blood transplantation from a sibling
donar in Juvenile Myelomaonocytic Leukemia

MYELODYSPLASTIC SYNDROME

Molecular aberrations in 107 children with Myelodysplastic
Syndrome (MDS])

IER3 expressian in childhood Myelodysplastic Syndrome (MDS]

Mitochondrial DNA mutations are invalved in the development of
childhood myelodysplastic syndrome

T-cell receptar (TCR] VB COR oligoclonality frequently occurs in
childhood refractaory cytopenia (MDS-RCC] and severe aplastic
anemia

Discussion and future perspectives
Nederlandse samenvatting

Affiliations of co-authors

About the author
Curriculum Vitae
PhD portfolio
Publications

Bedankt, Danke, Thank you

25
35
41

ol

63

75

91
105

127

137
149
155

165
167
169
171






L2 |

GENERAL INTRODUCTION

Partly published in the Dutch Journal of Hematalogy, 2009; 6: 63-70.

Illustration: JMML manaocytosis and abnormal manocytes and phagocytosis [PB]






THE EPIDEMIOLOGY OF PEDIATRIC CANCER

In the general population the probabhility of developing cancer before the age of 18 years
is around 1 in 400. In the Netherlands, approximately 600 new children each year are
diagnosed with cancer (1] (Figure 1). The most common types of childhood cancer are
leukemias (1) and the distribution of cancer types varies with age (2-3]. Figure 2 gives
an overview of the incidence of the different subclasses of leukemia as registered by
the DCOG (2005-2010]. Acute lymphaoblastic leukemia [ALL) accounts for about 80%
of the leukemias, whereas acute myeloid leukemia [AML] accounts for about 15% of
all leukemias. Myelodysplastic syndrome (MBS] and Juvenile Myelomonocytic Leukemia
(JMML], which are the subject of this thesis, represent very rare myeloid malignancies
in childhood (4-5].

Over the last decades, following better treatment stratification, better chemotherapy
comhinations and improved supportive care regimens, the S-year survival of cancer
in children and adolescents improved significantly (1] (Figure 3]. The survival of MDS
and JMML however, has reached a plateau at approximately 5S0% following stem cell
transplantation, which is the anly curative treatment option far these diseases.

HEMATOPOIESIS AND LEUKEMIA

Hematopoiesis (from Ancient Greek: aipa, “blood”; Trotelv “ta make”] is the farmation
of blood cellular components. All cellular blood components are derived from
haemataopaoietic stem cells (HSCs] and these cells have the unique ability to give rise to
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Figure 1: Incidence of childhood cancer per year in The Netherlands [DCOG registration 2005-
2010).
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Figure 2: Incidence of hematological malignancies per year in The Netherlands [DCOG registration
2005-2010).
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all different mature blood cell types. Blood cells are divided into three lineages: erytroid
cells (erythropoiesis], white blood cells (granulocytes, lymphocytes and macrophages)
(myelopoiesis] and platelets (megakaryopoiesis] (Figure 4].

Leukemia (from the Greek AeUkos “white”, and aipa “blood”) is cancer of the
blood, and is characterized by uncontraolled praliferation of a subset of blood cells in the
bone marrow, in case of ALL proliferation of the lymphoid lineage and in case of AML
proliferation of the myeloid lineage. Two other types of hematological malignancies in
childhood are MBS and JMML. According to the WHO classification these diseases are
classified as myelodysplastic syndromes and myeloproliferative disarders in childhood
(Table 1) (6-7].

The exact pathogenesis of MOS and JMML has not been unraveled. The origin of MDS
is a dysregulated stem cell, and therefore all haematopoietic cell lineages are affected
(8-10] (Figure 6]. In JMML, the manohlastic cell line is dysregulated at an early stage
leading to a hyperproliferative disease (Figure 5].

CLINICAL CHARACTERISTICS AND DIAGNOSTICS OF JMML

Clinical characteristics:

JMML is arare clonal myeloproliferative disarder that according to the WHO classification
falls under the myelodysplastic / myelopraoliferative diseases (7). With this new
classification the old terms juvenile chronic myeloid leukemia (jCMML] and chraonic
myelomanaocytic leukemia (CMMol] disappeared [11].
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Figure 4: Normal hematopoiesis.
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Table 1: Classification Myelodysplastic Syndrome and JMML.

A. WHO classification MDS

Refractory cytopenia with unilineage dysplasia

Refractory anemia with ringsideroblasts

Refractory cytopenia with multilinear dysplasia

Refactory anemia with excess of blasts-1

Refactory anemia with excess of blasts-2

MDS, unclassified

MDS with isolated del(5q)

B. Madified WHO classification: MDS and myeloproliferative disorders in childhood

Myelodysplastic/myelopraliferative disorders

Juvenile myelomaonocytic leukemia (JMML]

Chronic myelomonocytic leukemia (CMML]

BCR-ABL negative chronic myeloid leukemia [Ph™CML)

Myelodysplastic syndrome (MDS]

Refractory cytopenia of childhood (RCC): PB <2% blasts, and BM < 5% blasts

Refractory anemia with excess of blasts (RAEB]: PB 2-19% blasts, or BM 5-19% blasts

RAEB in transformation (RAEB-t): PB or BM: 20-29% hlasts

1A: WHO classification of MDS for adults (7]

1B: Modified WHO classification for MDS and JMML in childhoad (6-7)
PB = peripheral blood

BM = bone marrow

A combined population study in Denmark and Canada showed an incidence of JMML
of 1.2 per million children aged 0-14 years. In Great Britain the incidence is 0.6 per
million children (4, 12). Since 1998 data of children with JMML have been prospectively
registered by the European Working Group of MOS and JMML in Childhood (EWOG-MDS],
which has resulted in increased knowledge on the clinical presentation, the molecular
heterogeneity, treatment efficacy and survival (Figure 6] (13].

Diagnostics:

The diagnosis of JMML is mainly based on clinical presentation in combination with
morphology of the peripheral blood smears and the molecular analysis of leukemic cells,
which will be reviewed in chapter 2 [14].

Children with JMML present at young age [median age: 2 years] with pallor,
malaise, fever, infections, skin infiltration, bleeding and coughing. Physical examination
frequently reveals a [(hepato)splenomegaly. Often juvenile xanthogranuloma are present
(6, 11). Furthermore paraneoplastic phenomena such as rash, pleurisy, pericarditis, joint
swelling and even hemophagocytasis are frequent presenting symptoms (15]. There is
also an assaociation with Neurofibromatasis type 1 (NF1] and Noonan syndrome (1, 16].

The typical presentation includes leukocytosis, anemia, thrombocytopenia, an
absolute maonaocytosis (> 1 x 10%/1) and a raised HbF. The hlast percentage in the
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Figure B: Countries participating in EW0G-MDS.

peripheral blood is less than 20% and myelaid precursors are found (14]. Diagnosis
is easier using the morphaology of the peripheral blood than the bone marrow aspirate.
The bone marrow is usually hyper-cellular with predominant granulocytic cells at all
maturation stages and a blast percentage of less than 20%.

The diagnosis JMML requires the absence of Philadelphia chromaosome or BCR/ABL
rearrangement, as the presence of this is indicative for Chronic Myeloid Leukemia (CML].
In 25% of patients with JMML, a manosomy 7 is found (Table 2] [14]. Details regarding
the clinical and molecular characteristics will be reviewed in chapter 2.

TREATMENT AND OUTCOME OF JMML

For JMML stem cell transplantation (SCT] is the only curative option. The disease is
rapidly progressive, and the median survival without SCT is about a year [11]. The
5-years disease-free survival after SCT with busulfan, cyclophosphamide and melphalan
as canditioning regimen is around 50% (17]. There is no difference in survival using a
matched related donor or a matched unrelated donor (17]. Graft-versus-leukemia may
be an important therapeutic effect, illustrated by the fact that patients treated with an
unrelated HSCT who developed chronic Graft Versus Host Disease had a lower risk of
relapse and a better survival [18-19]. The risk of recurrence within five years is 35% and
most recurrences occur early. Risk factors for relapse include age > 4 years, female sex,
increased HbF and a blast percentage above 20% (17]. Mixed donor chimerism after SCT
is predictive of relapse and a rapid re-transplantation may be indicated in such case.
Infusions of donorlymphocytes have not proved to be useful (20-21].



Table 2: Diagnostic criteria Juvenile myelomonocytic leukemia

Juvenile myelomonocytic leukemie

1. clinical and hematological characteristics [all three mandatory)

Absolute monocytes in PB > 1 x 10%/1
<5 % blasts in BM en PB < 20%

Splenomegaly”

2. oncogenetics (1 parameter necessary)
Somatic mutation in PTPN11 of RAS, or PTPN11

germline c-CBL

NF 1 mutation or clinical diagnosis of NF1

Monosamy 7

3. in case no molecular aberration as mentioned at 2,

Absence of Philadelphia chromosome (BCR/ABL rearrangement]

+ two of the following criteria:

GM-CSF hypersensitivity
Raised HbF

Myeloid precursors in PB
WBC in PB > 10 x 10¢/I

Clonal aberration other than monasomy 7

PB = peripheral blood

BM = baone marrow

NF1 = Neurofibromatosis type |

GM-CSF = granulocyte-macrophage colony stimulating factor
HbF = fetal hemoglohbin

WBC = white blood cell count

Pre-transplantation treatment with chematherapy is only useful to bridge the time
till transplantation and the effect of this pre-transplantation chemotherapy is temporary
and does not improve the final survival (22]. No advantages of intensive chemotherapy
or splenectomy prior to transplantation have been described (17].

CLINICAL CHARACTERISTICS, CLASSIFICATION AND DIAGNOSTICS
OF MDS

Clinical characteristics:

The diagnosis of MDS is based on clinical symptoms, histo-maorphological data and
cytogenetic abnormalities. Patients with MDS often present with malaise, signs of anemia
and/or thrombocytopenia and sometimes with recurrent infections associated with
leukopenia. Hepatosplenomegaly is mainly found in advanced MDS [RAEB, RAEB-t]. The
diagnaosis of MDS is confirmed by cytological and histological assessment of the bone
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marrow aspirate, bone marrow biopsy and peripheral blood. These materials are evaluated
for dysplastic features, the architecture of the bone marrow, the occurence of ring
sideroblasts and myelofibrasis. The dysplasia is visible in at least two cell lines (7, 14, 23].

The annual incidence of MBS in children aged 0-14 years is 1.8 per million children
(6). Since 1998 children with MDS are registered in the database of the European Warking
Group of MBS and JMML in Childhood (EWOG-MDS] (Figure 7]. From this registry the
following frequency of the different subtypes were found: 52% refractory cytopenia of
childhood (RCC], 35% refractory anemia with excess of blasts (RAEB] and 13% refractary
anemia with excess of blasts in transfarmation (RAEB-t]) or myelodysplasia related-AML
(MDR-AML] (14].

Classification:

In 1982 the first classification of MDS was made by the French American British group
(FAB-classification)]. This morphalogical classification was based on the percentage of
blasts in bone marrow and peripheral blood, the presence of ring sideroblasts in the bane
marrow and the absolute manocyte count in the peripheral blood (24].

In 2001 a new WHO classification of MDS was published, in which besides the
moarpholagical features, cytogenetics were taken into account (Table 1A). For children a
modification of the WHO classification became available [Table 1B] (6, 25]. In 2008 an
update of the WHO classification was published (7).

Refractory cytopenia of childhood [RCC]: In the modified WHO classification for
children RCC is used instead of refractory anemia in adults, as in children often a
multilineage dysplasia is found in contrast to the anemia found in adults. In case of RCC
less than 5% blasts are found in the peripheral blood and bone marrow and this type
of MBS accounts for mare than 50% of all MOS cases in childhood [26]. The disease is
difficult to differentiate from infections, metabolic disorders and vitamin deficiencies.
Furthermore, diseases like Fanconi Anemia, Dyskeratosis Congenita, Paroxysmal
Nocturnal Hemoglohinuria, Shwachman Diamond syndrome, amegakaryocytic
thrombocytopenia and pancytopenia with radio-ulnair synaostosis have to be excluded
by physical examination or by maolecular diagnostics. Furthermare, especially in children,
RCC is characterized by a hypocellular bone marrow, which makes the differentiation
from aplastic anemia and congenital bone marrow failure syndromes difficult. Apart
from the clanal cytogenetic aberrations, at the moment there is no molecular marker
to differentiate between aplastic anemia and MOS-RCC. Refractory anemia with ringed
sideroblasts in childhood is rare. Myelofibrosis, an abnormal depasition of reticulin by
fibroblasts in the bone marrow, is also less common in children as compared to adults
and in children this myelofibrasis is mainly found in the "advanced” MDS [RAEB or RAEB-t]
patients [27].

‘Advanced” MDS: When the hlast percentage rises above 20% in children, this is
called refractory anemia with excess of blasts in transformation (RAEB-t], and when
the blast percentage is below the 20% it is called RAEB [6]. When the blast percentage
is increasing above the 30% the disease is referred to as myelodysplasia related acute
myeloid leukemia (MDR-AML] (5-6, 25]. However, when AML-specific cytogenetic
aberrations are found, such as t[8;21)(q22;q22], t[15;17](g22;q12) or inv[16](p13g22),
the disease is considered de novo AML irrespective of the blast count. In patients with



Down-syndrome, often dysplastic features are found in the bone marrow, but this is
always considered leukemia of BDown syndrome (ML-DS].

Secondary MDOS: Apart from primary MDS, the disease can develop as secondary
MDS after treatment with chemotherapy and / or radiotherapy, or after congenital bone
marrow failure syndrome after aplastic anemia. In the past the group of patients who
have a first degree relative with MDS [MDS family]) were included in this group (6], but
recently the EWOG-MDS decided to include the familial MDS cases in the primary MDS
group, as they behave like primary MBS (7].

Genetics:
In approximately 50% of MDS patients an acquired clonal aberration is detected by
conventional karyotyping and Fluorescent In Situ Hybrydisatie (FISH]. The frequency
varies in the different subtypes. In 75% of the primary RCC patients, in 33% of the
advanced stages of MOS and in 20% of the secondary MBS cases a normal karyotype is
found. Frequent cytogenetic abnormalities are monasomy 7 (10-20%], trisomy 8 (2-5%)
and complex abnarmalities, such as the prognostically relevant structural complex
karyotype (2-35%] [28). RCC with monosomy 7 is associated with a rapid progressiaon of
disease [26]. The relatively favarable cytogenetic abnormalities and Y-del (5q] frequently
found in adults, are very rare in childhood [29].

Until recently no data were available about the role of molecular aberrations in the
pathogenesis of childhood MDS. In this thesis we describe different studies about the
role of molecular aberrations in childhood MDS.

TREATMENT AND OUTCOME OF CHILDHOOD MDS

The only curative option for MBS inchildhood is myeloablative therapy followed by allogenic
stem cell transplantation (SCT). In RCC a small group of patients show progression to
leukemia, especially when monosomy 7 or complex karyotype is present (median time
to progression less than two years], in contrast to patients with trisamy 8 and further
karyotypes that show a mare stahble course of the disease (26]. Far children with RCC
with monasaomy 7 or complex karyotype, intensive conditioning with busulfan, melphalan
and cyclophosphamide is recommended in an early stage of the disease [14]. Currently,
for the other RCC-patients a SCT with reduced intensity of the conditioning is advised
when a HLA-matched donor is available (7/8 aor 8/8 antigens] (30]. In these cases, the
conditioning consists of thiotepa, fludarahbine, and anti-thymocyte globulin (14, 30]. If
no suitable donar is available, the patient is treated with optimal suppportive care.

For patients with RAEB and RAEB-t a SCT after conditioning with busulfan,
melphalan and cyclophosphamide is needed as soon as possible [14]).
Patients with refractory cytopenia have a disease free survival of ~ 80% after
transplantation with a matched related donar (31]. For patients with RAEB and RAEB-t
the disease-free survival after SCT is around 50% (31).

OUTLINE OF THIS THESIS

JMML and MDS are rare diseases in childhood. To date, myeloablative therapy followed
by stem cell transplantation is the only curative treatment option. Research into the
pathogenesis of both diseases will lead to better understanding of the diseases and this
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may lead to new treatment options, in order to improve survival and reduce toxicity. In this
thesis we aimed to identify new bialogical insights of the pathogenesis of JMML and MDS.

Part one (chapter 1-5] describes the studies we performed in JMML. In chapter 1
we review the new molecular insights and the mutational spectrum in JMML that has
facilitated the diagnostic classification of JMML. Chapter 2 describes the role of BRAF
mutations in the pathogenesis of JMML, whereas in chapter 3 we investigated the rale
of constitutively activated FLT3 in JMML. Chapter 4 describes the role of the WT1 genein
JMML. In chapter 5 we present a JMML patient who received an HLA-identical umbilical
cord blood transplantation from a sibling donor and a review of the literature about the
use of this stem cell source as treatment modality in JMML.

Part two (chapter 6-3) describes the studies we performed in MDS. Chapter 6 is
an analysis of the occurrence of the different type | and Il genetic aberrations in 107
childhood MDS cases. In chapter 7 we describe the role of [ER3 expression in childhood
MBS. In chapter 8 the role of mitochondrial BNA mutations in childhood MDS is analysed.
In chapter 9 we repart on the role of the immune system in the pathogenesis of
childhood MDS. Chapter 10 summarizes and discusses the results and provides future
perspectives.

REFERENCES

1. WalterMJ, DingL, Shen D, Shao J, Grillot M, McLellan 8. van Lom K, Houtsmuller AB, van Putten WL, Slater
M, et al. Recurrent DNMT3A mutations in patients RM, Lowenberg B. Cytogenetic clonality analysis
with myelodysplastic syndromes. Leukemia. 2011 of megakaryocytes in myelodysplastic syndrome
Jul;25(7):1153-8. by dual-color fluorescence in situ hybridization

2. de Vries AC, Zwaan CM, van den Heuvel-Eibrink and confocal laser scanning microscopy. Genes

MM. Malecular basis of juvenile myelomaonocytic Chromosomes Canctvalr‘ 1999 Aug:25(4):332-8. )
leukemia. Haematologica. 2010 Feb;95(2):179-82. 9. van Lom K, Hagemeijer A, Vandekerckhove F, Smit
3. Dicker F, Haferlach C, Sundermann J, Wendland N, EMi Lowenberg B Cytogenetic C!onahty analysis:
Weiss T, Kern W, et al. Mutation analysis for RUNX1, typical patte‘rns n myelqdysplastlc syndrome and
MLL-PTD, FLT3-ITD, NPM1 and NRAS in 269 patients ~ ocute_myeloid leukaemia. Br J Haematol. 1996

with MDS or secondary AML. Leukemia. 2010 Jun;gg[g]ﬁgq—s[][l]l, )
Aug;24(8):1528-32. 10. vanLomK, Hagemeijer A, SmitE, HahlenK, Groeneveld

K, L b B. Cyt tic clonalit lysis i
4. Passmore SJ, Chessells JM, Kempski H, Hann IM, OWEnberg ytogenstic conaity anaysis in

. . L ) myelodysplastic syndrome: monosomy 7 can be
Brownbill PA, Stiller CA. Paediatric myelodysplastic demonstrated in the myeloid and in the lymphoid

syndromes and juvenile myelomonocytic leukaemia lineage. Leukemia. 1995 Nov;9[11]:1818-21.

in the UK: a population-based study of incidence and : . I
survival. Br J Haematol. 2003 Jun;121(5):758-67, -1 Niemeyer CM, Arico M, Basso G, Biondi A, Cantu
RajnoldiA, Creutzig U, et al. Chronic myelomonocytic

5. Harris NL, Jaffe ES, Diebold J, Flandrin G, Muller- leukemia in childhood: a retrospective analysis
Hermelink HK, Vardiman J, et al. The World Health of 110 cases. European Working Group on
Organization classification of neoplasms of the Myelodysplastic Syndromes in Childhood [EWOG-
hematopaietic and lymphaid tissues: report of MDS). Blood. 1997 May 15;89(10):3534-43.
the Clinical Advisory Committee meeting--Airlie 1o ja4ersten M, Saft L Pellagatti A Gohring
House, Virginia, November, 1887. Hematol J. G, Wainscoat JS, Boultwood J, et al. Clonal
2000:1(1]):53-66. heterogeneity in the 5g- syndrome: p53 expressing

6. Hasle H, Niemeyer CM, Chessells JM, Baumann |, progenitars prevail during lenalidomide treatment
Bennett JM, Kerndrup G, et al. A pediatric approach and expand at disease progression. Haematologica.

to the WHO classification of myelodysplastic and 2009 Dec;94(12):1762-6.
myelopraliferative  diseases. Leukemia. 2003 13, Syndromes run together in the RAS pathway. Nat

Feb;17(2):277-82. Genet. 2006 Mar;38(3):267.

7. Swerdlow SH, Campo E, Harris NL, Jaffe ES, Pileri SA, 14, EWOG-MDS. Clinical Trial Protocol EW0G-MDS 2006.
Stein H, et al., editors. World Health Organization Prospective non-randomized multi-center study for
classification of tumours. Pathology and genetics epidemiology and characterization of Myelodysplastic
of tumours of haematopoietic and lymphoid Syndromes (MDS] and Juvenile Myelomonaocytic
tissues: IARC Press, Lyan; 2008. Leukemia (JMML]in childhood. 2007.



[op]

[es]

w

=

n

w

15.Gerritsen A, Lam K, Marion Schneider E, van

den Heuvel-Eibrink MM. An exclusive case of
juvenile myelomonocytic leukemia in association
with  Kikuchi’s disease and hemophagocytic
lymphohistiocytasis and a review of the literature.
Leukemia research. 2006 Oct;30(10):1299-303.

.Choong K, Freedman MH, Chitayat D, Kelly EN, Taylor

G, Zipursky A. Juvenile myelomonocytic leukemia
and Noonan syndrome. J Pediatr Hematol Oncol.
1999 Nov-Dec;21(6):523-7.

. LocatelliF,Nallke P, ZeccaM,KorthofE, LaninoE, Peters
C, et al. Hematopoietic stem cell transplantation
[HSCT) in children with juvenile myelomanocytic
leukemia (JMML]: results of the EWOG-MDS/EBMT
trial. Blood. 2005 Jan 1;105(1]):410-9.

.Manabe A, Okamura J, Yumura-Yagi K, Akiyama Y,

Saka M, Uchiyama H, et al. Allogeneic hematopoietic
stem cell transplantation for 27 children with
juvenile myelomonocytic leukemia diagnosed
based on the criteria of the International JMML
Warking Group. Leukemia. 2002 Apr;16(4):645-9.

. Smith FG, King R, Nelson G, Wagner JE, Robertson
KA, Sanders JE, et al. Unrelated donor hone
marrow transplantation for children with juvenile
myelomaonocytic leukaemia. Br J Haematol. 2002
Mar;116(3):716-24.

.Yoshimi A, Niemeyer CM, Bohmer V, Duffner U,
Strahm B, Kreyenberg H, et al. Chimaerism analyses
and subsequent immunological intervention after
stem cell transplantation in patients with juvenile
myelomaonocytic leukaemia. Br J Haematol. 2005
May;129(4):542-9.

. Yashimi A, Mohamed M, Bierings M, Urban C, Karthof
E, Zecca M, et al. Second allogeneic hematopaietic
stem cell transplantation [HSCT) results in
outcome similar to that of first HSCT for patients
with juvenile myelomaonaocytic leukemia. Leukemia.
2007 Mar;21(3):556-60.

.Niemeyer CMea. AML-type intensive chematherapy
prior to stem cell transplantation does not improve
survival in children and primary myelodysplastic
syndromes. Blood. 2000;96:521a.

.CantuRajnoldiA, Fenu S, Kerndrup G, van Wering ER,
Niemeyer CM, Baumann I. Evaluation of dysplastic
features in myelodysplastic syndromes: experience

24,

25.

26.

27.

28.

29.

3

o

31

from the morphology group of the European
Warking Group of MDS in Childhood (EWOG-MDS].
Annals of hematology. 2005 Jul;84(7):429-33.

Bennett JM, Catovsky D, Daniel MT, Flandrin G,
Galton DA, Gralnick HR, et al. Proposals for the
classification of the myelodysplastic syndromes. Br
J Haematal. 1982 Jun;51(2):1838-99.

Jaffe ES, Harris NL, Stein H, Vardiman JW, editors.
World Health Organization classification of
tumours. Pathology and genetics. Tumours of
Haematopoietic and Lymphoid tissues: IARC Press,
Lyon; 2001.

Kardos G, Baumann |, Passmore SJ, Locatelli F,
Hasle H, Schultz KR, et al. Refractary anemia in
childhood: a retrospective analysis of 67 patients
with particular reference to monosomy 7. Blood.
2003 Sep 15;102(6):1997-2003.

MaschekH, Georgii A, KaloutsiV, Werner M, Bandecar
K, Kressel MG, et al. Myelofibrosis in primary
myelodysplastic syndromes: a retrospective study
of 352 patients. European journal of haematology.
1992 Apr;48(4):208-14.

Gohring G, Michalova K, Beverloo HB, Betts D,
Harbott J, Haas OA, et al. Complex karyotype
newly defined: the strongest prognostic factor in
advanced childhood myelodysplastic syndrome.
Blood. 2010 Nov 11;116(19):3766-8.

Hasle H, Baumann |, Bergstrasser E, Fenu S,
Fischer A, Kardos G, et al. The International
Prognastic Scoring System (IPSS] for childhood
myelodysplastic syndrome (MDS] and juvenile
myelomanocytic leukemia (JMML). Leukemia. 2004
Dec;18(12):2008-14.

.Rocquain J, Carbuccia N, Trouplin V, Raynaud

S, Murati A, Nezri M, et al. Combined mutations
of ASXL1, CBL, FLT3, IDH1, IDH2, JAK2, KRAS,
NPM1, NRAS, RUNX1, TET2 and WT1l genes in
myelodysplastic syndromes and acute myeloid
leukemias. BMC Cancer. 2010;10:401.
EWOG-MDS.EWO0G-MBSRCO6, TCRVbetarepertoire
analysis and PNH clones in children with Refractary
Cytopenia [RC). An open non-randomised multi-
center prospective study. 2006.

INTRODUCTION






PART ONE

JUVENILE MYELOMONOGCYTIC LEUKEMIA






ve

D
&

9
B

MOLECULAR BASIS OF
JUVENILE MYELOMONOCYTIC LEUKEMIA

A.C.H. de Vries, C.M. Zwaan, M.M. van den Heuvel-Eibrink,
in collaboration with EWO0G-MDS

Haematologica 2010 Feb;95(2]:179-82

Illustration: JMML, monaocytasis and abnormal monacytes [PB]






INTRODUCTION

Juvenile myelomonocytic leukemia [JMML] is classified as a combined myelopraliferative/
myelodysplastic disease by the World Health Organization and accounts for less than 3%
of all childhood haematological malignancies [1-2]. Children typically present at young
age (median age at diagnosis: 2 years] with hepatosplenomegaly, monocytasis, anemia,
thrombocytopenia and elevated HbF (Figure 1) (3-4]). Marphology of the peripheral blood
smear is important for the diagnosis and shows low blast percentages and myeloid
precursors. A bone marrow aspiration is necessary to exclude acute myelomanocytic
leukemia, AML M4. In JMML, absence of the Philadelphia chromosome (BCR/ABL fusion
gene) is one of the mandatory diagnostic criteria (3, 4). Cytogenetic analysis reveals
monasamy 7 in 25% of the cases, random aberrations in the karyotype in 10%, whereas
in 65% of the cases a normal karyotype is found [5]. Figure 1 shows the currently used
diagnostic criteria (3, 4].

MOLECULAR ABERRATIONS

1. RAS signalling pathway

In vitro granulocyte-macrophage colony stimulating factor (GM-CSF) hypersensitivity
has been a hallmark of JMML for the past two decades (B]). This GM-CSF hypersensitivity
results fram continuous activation of the GM-CSF-receptor-RAS-RAF-MEK-ERK signal
transduction pathway. Currently, molecular aberrations, which will be discussed below,

MAHDATORY:

= Peripheral blood monocyte count = 1 x 1021
+Blasts in PBE/AM = 20%

= Splenomegaly*

* Absence of BCRABL fusion gens

OHCOGEHNETICS IF HO ONCOGEMNETIC ABERRATION:
+Somatic mutation in A4S, PTENTY or WNFY

+ Germling ¢-CBL mutation OrR
* Clinical diagnosiz of MF1

*Monosomy 7

= Circulating myeloid precursoes

+WBIC =10 % 1081

+Increased HoF for age

+ Clonal abnormality besides monosamy 7

= Spontaneous graeth of GM-CSF hypersensitivity in
(1 parameter sufficiert) clonal assay

(2 parameters have to be fulfilled)

Figure 1: Diagnostic criteria of JMML. PB = peripheral blood; BM = bone marrow; NF1 =
Neurofibromatasis type 1; WBC = white blood cell count; HbF = fetal hemaoglobin; GM-CSF =
granulocyte macrophage-colony stimulating factor; * Splenomegaly is present at first presentation
in 95% of the cases. The majority of the patients is less than 13 years of age.
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have become more important than the hypersensitivity assay for diagnastic classification
(Figure 1] (3, 4].

Proteins encoded by the genes of the RAS family play a role in the transduction of
extracellular signals to the nucleus and control proliferation and differentiation of many
cell types (Figure 2]. RAS proteins are signalling molecules, which regulate cellular
processes by switching between an active [guanosine triphosphate (GTP] bound RAS]
and an inactive (guanosine diphosphate (GDP] RAS] form. The active GTP RAS activates
the RAF kinase, resulting in a downstream proliferative effect. The amount of GTP-RAS
is regulated by guanine nucleatide exchange factars (GNEFs]), and GTPase activating
proteins (GAPs). GNEFs are necessary for the conversion of GOP-RAS into GTP-RAS, can
be stimulated by upstream proteins like SHP1 and Son of Sevenless [SOS]. GAPs, like
neurofibromin, are respansible for the termination of the RAS signalling by RAS-GTP
conversion in RAS-GDP (7). Somatic mutations in this pathway are frequently found in
JMML, are mutually exclusive and result in continuously activation and cell proliferation.
Analysis of genetic syndromes related to germline aberrations of the RAS pathway, like
Neurofibromatosis type | (NF1]) and Noonan syndrome, have increased the knowledge
of the pathogenesis of JMML. In reverse, the discovery of somatic JMML related RAS-
pathway aberrations has resulted in the discovery of germline RAS-pathway related
mutations in Noonan like syndromes as Leopard syndrome, Costello syndrome and
Cardio-Facio-Cutaneous syndrome [8-9].

NF1 mutations and clinical signs of Neurofibromatosis type 1:

Niemeyer et al reported that 11% of the JMML patients have clinical signs of
Neurofibromataosis type 1 (5). Thereafter, Side et al found NF1 gene mutations in 15%
of the JMML patients without clinical signs of NF1 (Figure 2] (10]). The NF1 gene is a

- o,
GM-CSF receptor 1/1 0-25%

RAS 'G_NE? .
(inactive) -
/ GRB2 v Q q

25%

SHC GDP
c-CBL . SOS

"
7 GAB2
SHP2,/

RAS
(active)

Figure 2: GM-CSF-receptor-RAS-RAF-MEK-ERK pathway. GNEF = guanine nucleotide exchange
factar; GAP= GTPase activating proteins. In JMML in 35% of the cases a PTPN11 mutation, in
20-25% of the cases a RAS mutation, in 17% a c-CBL mutation is found. In 10-25% of the cases
clinical signs of NF1 or NF1 gene mutations are found.



tumor suppressor gene encading for neurofibromin, and is a GTPase activating protein
hydrolysing GTP-RAS into GDP-RAS (10]. JMML cells fram children with NF1 showed a
reduced neurofibromin activity, resulting in elevated GTP-RAS expression (11]. In 2007,
Flotho et al described somatic loss of heterozygosity (LOH] in 4 out of 5 JMML cases
with NF1. In the leukemic cells the wild-type NF1 gene was replaced by a second copy
of the NF1 mutant 17g arm, resulting from uniparental disomy (12]. Steinemann et al
described bi-allelic NF1 gene inactivation in all cases in a larger cohort of JMML patients
with NF1. Again, this was either caused by LOH (n=10), ar by somatic mutations of the
NF1 gene (n=5] (13]. This indicates that although NF1 predisposes for JMML and other
leukemias, second events are necessary to abolish the complete function of the NF1 gene
in the development of malignancies. Recently, comparable bi-allelic mutations in the
NF1 gene were also found in non-syndromic AML and T-ALL patients, which underscares
that bi-allelic inactivation of the NF1 gene is an important mechanism in haematological
malignancies, but also that it is not JMML-specific (14].

RAS gene mutations:

Mutations in the RAS genes are found in 20-30% of all human tumars. In 25% of all JMML
patients, activating point mutations are found in codon 12, 13 and 61 of NRAS and KRAS
resulting in a continuous activation of the RAS pathway [Figure 2] [15).

PTPN11 mutations:

PTPN11 is a gene encaoding for the non-receptar protein tyrosine phosphatase SHP-2.
Mutations in the PTPN11 gene cause a gain of function of the SHP2 protein. This results
in activation of the GNEFs and in this way to a continuous activation of RAS. Tartaglia et
al observed somatic mutations in exon 3 and 13 of the PTPN11 gene in 35% of the JMML
patients without Noonan syndrome (Figure 2] (16].

Germline mutations in the PTPN11 gene have been described in 50% of the Noonan
syndrome cases. These mutations differ from the somatic mutations found in JMML
(17]. Noonan syndrome is characterized by developmental disorders, short stature,
facial dysmorphia, skeletal anomalies and heart defects. Children with Noonan syndrome
are at increased risk for developing JMML. However, in Noonan syndrome, JMML seems
to behave differently from sporadic JMML as it occurs at a very young age (infancy] and
tends to regress spantaneously (18-20). Therefore, recognising Noonan syndrome in a
JMML patient is important, in arder to identify those patients who might benefit from a
watch and wait policy (17-18]).

c-CBL mutations:

Recently Loh et al identified germline c-CBL mutations in 17% of the JMML patients,
lacking RAS, PTPN11 or NF1 abnormalities (Figure 2]. c-CBL is an E3 uhiguitin ligase,
responsible for the intracellular transport and degradation of a large number of tyrosine
kinase receptors, but has also impaortant adaptor functions. One of the proteins regulated
by c-CBL is Grb2. This adaptor malecule binds to c-CBL and in this way binding of c-CBL
to SOS is prevented. Mutations in c-CBL have been shown to result in a continuous
activation of RAS [21-22].

Other genes of the RAS pathway:
So up till now in about 80-85% of the JMML cases a somatic ar germline mutation in the
RAS pathway is found, indicating that hyperactivation of the RAS pathway plays a central
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role in the pathogenesis of JMML. Therefore other genes invalved in the RAS-RAF-MEK-
ERK pathway have been investigated. Analysis of SHC1, GRB2, GAB1, SOS1, BRAF and
MEK 1 and MEK 2 genes revealed no mutations (23-24]). We and others showed that,
upstream, FLT3 mutations are rare and found no constitutively activated FLT3 (25-26].

2. JAK-STAT pathway:

It has been suggested that JMML is the juvenile counterpart of chronic myelomonocytic
leukemia [CMML] which mainly occurs in adults, as also in CMML GM-CSF hypersensitivity
is found. However, JAK2 mutations (V617F] which are found in in 3-13% of all CMML
cases are a very rare event in JMML, underscaring the differences between JMML and
CMML (26,27]. Using flowcytometry Kotecha et al found hyperphasphorylation of pSTATS
in response to subsaturating concentrations of GM-CSF. This supports the hypothesis
that the JAK2-STATS pathway plays a collaborating role in the pathogenesis of JMML,
but that JAK-STATS activation mainly seems to occur by upstream of activation of the
RAS in the aberrant response of JMML cells to GM-CSF (21, 27].

3. PTEN:

Although all above mentioned studies have shown the role of hyperactivation of the
RAS pathway in JMML, only few data are available documenting the status of the other
components downstream of RAS, like P13K and MAPK. One of the other regulators of the
P13K pathway is PTEN, a tumor suppressar gene which antagonizes the function of P13K
and subsequently of AKT, and which is invalved in cell growth, proliferation, apoptosis
and differentiation. Liu et al found PTEN protein deficiency in 67% of the JMML patients
and hypothesized that this deficiency might lead to insufficient negative growth signals
to counter the hyperactive RAS pathway (28].

4. Epigenetics:

It has been suggested that PTEN protein deficiency can be caused by hypermethylation
of the promoter region of PTEN [28). Apart from hypermethylation of PTEN it was recently
shown that other epigenetic changes might play a role in the pathogenesis of JMML
as illustrated by Furlan et al They reported the first JMML patient, also characterized
by monosomy 7, treated with a DNA hypomethylating agent. The patient revealed an
excellent clinical and molecular-genetic response, as illustrated by disappearance
of the monosomy 7 and hypomethylation of the promoter region of the CALCA gene
after treatment (29). In addition, other JMML studies showed mild hypermethylation of
specific genes, like p15, p16 and RASSF1A [30-31]. These studies are impartant as they
may point towards new, but already available, less toxic treatment directions in the near
future for at least subsets of JMML patients.

TREATMENT AND PROGNOSIS

To date, the only curative treatment option for JMML is stem cell transplantation [SCT).
Intensive chematherapy does not represent a curative strategy, and splenectomy before
transplantation has never shown to be of benefit (32]. The median survival time without
SCT is about 1 year [5]. In the treatment protocal of the European Working Group of MDS
and JMML in Childhood [EWOG-MDS] the 5 year event free survival after transplantation
is in the 50% range and the cumulative relapse rate was 35%, with a therapy related



mortality rate of 15% (32]. Results of a study performed hy the Children’s Oncaology
Group including a farnesyltransferase inhibitor in the pretransplantation window are
underway (33]. So far, no further data on treatment with RAS pathway inhibitars are
available. As indicated above, hypomethylating agents may be a promising treatment
aption for the future.

Stem cell transplantation in this relatively young age category of children with JMML
harbours the risk of serious toxicity, not only during the procedure but also in later life.
Hence, there is a need for unravelling the biology of JMML in order to identify potential
drugable targets.

CONCLUSION:

JMML is a rare hemataological malignancy in childhood. Increased knowledge of the
molecular background has enhanced diagnostic classification as in more than 80% of
the cases mutations in RAS pathway related genes can be found.
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ABSTRACT

Patients with juvenile myelomonocytic leukemia [JMML] harbour somatic mutations in
PTPN11 and RAS genes or have clinical signs of Neurofibromataosis. The remaining cases
presumably carry somatic mutations in other genes in the RAS pathway. BRAF plays a
central role in this pathway between RAS and downstream molecules including MEK and
ERK. BRAF mutations frequently occur in cancer. Recently, BRAF mutations were found
in leukemia. Besides that, germline BRAF mutations cause cardio-facio-cutaneous
syndrome, which shares many features with Noonan syndrome, which predisposes to a
myeloproliferative disease resembling JMML

In 65 JMML patients screening for VEOOE mutations in exon 15 was performed.
In a subset of patients, without RAS or PTPN11 mutations and no clinical signs of
Neurofibromatosis type 1, the entire coding sequence of BRAF was analyzed. Sequence
analysis was performed by direct, bidirectional sequencing of purified polymerase chain
reaction products.

Since we did not identify any BRAF mutation, we conclude that this gene is unlikely to
play a role in the pathogenesis of JMML.



INTRODUCTION

Juvenile myelomonocytic leukemia [(JMML] is a rare malignant disease in children,
accounting for less than 3% of all childhood hematological malignancies. The disease,
mainly affecting young children, is characterized by prominent hepatosplenomegaly,
absolute monaocytosis, presence of myeloid precursors in peripheral blood, low platelet
count, frequent skininvalvement and in vitro granulocyte-macrophage colony stimulating
factor [GM-CSF] hypersensitivity [1). GM-CSF hypersensitivity in JMML results from
continuous activation of the GM-CSF-receptor-RAS-RAF-MEK-ERK signal transduction
pathway due to activating mutations of RAS (2] or PTPN11 (3-5]). These mutations occur
in 25% and 35% of JMML cases, respectively. Mareover, approximately 11% of the JMML
cases are associated with clinical Neurofibromatasis type 1 (NF1] and JMML cells show
bi-allelic inactivation of the NF1 tumar suppressor gene encading far neurofibromin, a
GTPase activating protein for Ras. Loss of NF1 leads to activation of RAS signaling (6,
7). The remaining cases presumably carry somatic mutations in other genes of the RAS
signaling pathway.

The RAS effectar BRAF plays a central role in transmitting growth signals from RAS
to downstream molecules including MEK and ERK. Somatic mutations in BRAF occur at
high frequency in numerous human cancers (8, 9). The BRAF VBOOE mutation results
in increased kinase activity and accounts for mare than 90% of the mutations (8, 10].
Germline mutations in BRAF cause cardio-facio-cutaneous syndrome [CFC), a dominant
disorder characterized by short stature, cardiac defects, distinct facial features,
developmental delay, and ectodermal abnormalities (11, 12]. CFC syndrome shares
many features with other dominant syndromes including Costello and Noonan syndrome
[NS] [13]. NS is caused by germline mutations in genes of the RAS pathway, including
PTPN11, KRAS, or SOS1 (14]. Interestingly, infants with NS are predisposed to develop
a myeloproliferative disease resembling JMML (3]. So far, to our knowledge, studies on
downstream BRAF mutations have naot been reported in JMML. In this paper we studied
the role of BRAF mutations in JMML patients.

PATIENTS AND METHODS

Patients

In this study, 65 JMML patients were included. Informed consent from the parents was
obtained according to the Helsinki declaration. The diagnosis of JMML was based on
the criteria described by Niemeyer et al [15]). Patients were treated according to the
guidelines for JMML of the European Waorking Group of MOS and JMML in Childhood
(EW0G- MDS).

Methods

Screening for BRAF mutations was performed from mononuclear cells derived from
cryopreserved primary bone marrow, peripheral blood or spleen (16] at diagnosis. Cells
were thawed and resuspended in RMPI 1640 medium [Dutch modification without
L-glutamine; Invitrogen life technologies, Breda, The Netherlands] supplemented with
20% fetal calf serum (FCS; Integro, Zaandam, The Netherlands], 100 IU/ml penicillin,
100 pg/ml streptomycin, 0,125 pg/ml fungizone and 0,2 mg/ml gentamycin (Invitrogen].
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Genomic DNA was extracted from a minimum of 5 x 10° cells using TRIzol reagent
(Invitrogen] according to the manufacturer’s instructions. Quantification of DNA was
performed using a spectrophotometer. Sequence analysis was performed using forward
and reverse primers for BRAF exon 15: forward 5°- AGC CCC AAA AAT CTT AAA AG- 3’ and
reverse 5'- CTC AGG GCC AAA AAT TTA AT- 3'. Screening for VBOOE mutation in exon 15
was carried out by direct, bidirectional sequencing of purified polymerase chain reaction
(PCR] products using the BigDye Terminataor v1.1 cycle sequencing protocal (Applied
Biosystems, Foster City, CA, USA]) and an ABI3100 Genetic Analyzer (Applied Biosystems].
In a subset of patients the entire coding sequence of BRAF was analyzed. These samples
were tested by direct, bidirectional sequencing of purified polymerase chain reaction
(PCR) products using the ABI BigDye Terminator Sequencing Kit [Applied Biosystems,
Foster City, California] and an ABI3730 Capillary Array Sequencer [Applied Biosystems].
Details on primers are available on request.

RESULTS AND DISCUSSION

Of the 65 patients with JMML included in this study, 26 had no clinical diagnosis of NF1
and lacked mutations of RAS, PTPN11 of NF1. Six patients had a clinical diagnosis of NF1,
12 had a somatic mutation of NRAS or KRAS and 12 patients had a somatic mutation of
PTPN11. No data on the molecular background were available for nine patients. In none
of the 65 patients a V600E mutation of the BRAF gene was found. Moreover, in a subset
of 15 patients without a clinical diagnosis of NF1 and without mutations of PTPN11 or
RAS, the entire coding region of BRAF was analyzed. In this elected group of patients no
mutations were identified.

JMML isregarded as a model disease that is due to hyperactive RAS signaling. Mutant
proteins of the RAS-RAF-MEK-ERK pathway play an important role in the pathogenesis of
JMML and explain the GM-CSF hypersensitivity observed ex vivo. In the majority of cases
of JMML, these mutations are mutually exclusive and affect NRAS, KRAS, NF1, or PTPN11
genes. Additionally, mutations in this pathway function as an important diagnastic tool
and are a potential marker of minimal residual disease [17] and a potential therapeutic
target in future treatment protocols.

Our hypothesis was that BRAF might play an important role in JMML as it is an
impartant downstream effector of RAS. Somatic BRAF mutations occur frequently in
other types of human cancer and recently, BRAF mutations were found in leukemia. To
our knowledge, this is the first study that evaluated the occurrence of BRAF mutations in
JMML. Our data show that BRAF mutations do not play a major role in JMML. Therefare,
additional analysis of genes of the RAS pathway will be necessary to identify genetic
aberrations in cases without known mutations.
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ABSTRACT

Background and objective: Activating FLT3 mutations have been identified as prognastic
factors in several myeloid malignancies. In addition and independent of these mutatians,
ligand-independent activation of FLT3 by wild-type overexpression as well as ligand-
dependent activation in leukemic cells co-expressing FLT3 ligand (FLT3 ligand] resulting
in autocrine FLT3 signaling have been described in leukemia. Although in juvenile
myelomanocytic leukemia (JMML] FLT3 internal tandem duplications (FLT3/ITDs) and
mutations affecting the tyrosine kinase domain (TKD] are rare, no data are available on
expression levels of FLT3 and FLT3 ligand in JMML.

Design and methods: Fifty-one JMML patients were screened for the presence of
activating FLT3/ITDs and FLT3/TKD mutations. In 21 of these patients FLT3 and FLT3
ligand mRNA levels were assessed using real-time guantitative PCR (Tagman]. MTT
assays were performed to assess the sensitivity of JMML cells to the FLT3 inhihitor
PKC412.

Results: In none of the 51 JMML samples FLT3/ITDs or TOK mutations were found. FLT3
appeared to be expressed at higher levels as compared to healthy controls, but no
PKC412 cytotoxicity was found in JMML, this in contrast to MLL-rearranged ALL infants
with activated FLT3. Moreover, no evidence of ligand independent FLT3 activation was
found.

Conclusion: We conclude that constitutively activated FLT3 does naot occur in JMML and
that treatment with FLT3 inhibitors is unlikely to be effective in JMML.



INTRODUCTION

Juvenile myelomonocytic leukemia [(JMML] is a rare malignant disease in children,
accounting for less than 3% of all childhood hematalogic malignancies. The disease
is characterized by young age, prominent hepatosplenomegaly, the presence of
myeloid precursors in the peripheral blood smears, low platelet count, frequent skin
involvement and in vitro granulocyte-macrophage colony stimulating factor (GM-CSF)
hypersensitivity. JMML is associated with the monosomy 7 karyotype in about 25% of
the cases and with Neurofibromatasis type 1. GM-CSF hypersensitivity in JMML results
from continuous activation of the GM-CSF-receptor-RAS signal transduction pathway
caused by activating RAS mutations (1], somatic PTPN11 mutations (2] or loss of
heterozygaosity of NF1 [3] occuring mutually exclusive in 25%, 35% and 10-15% of the
JMML cases respectively.

Therefore it may be plausible that a proportion of JMML patients carry activating
mutations in FLT3, like in AML where RAS, PTPN11 and FLT3 gene mutations occur
mutually exclusive [4-13). FLT3 is a member of the class lll receptar tyrosine kinase (RTK]
family, which receptars are involved in proliferation and differentiation of hematopaoietic
cells 5, 14]. FLT3 activation is induced upaon binding of its ligand (FLT3 ligand] resulting
in activation of the downstream signal transduction pathway promaoting survival and
proliferation. Alternatively, ligand independent activation has been described in leukemia
either by overexpression of the wild-type FLT3 receptor or by activating mutations in
the FLT3 gene, like internal tandem duplications [ITDs] within the juxtamembrane [JM]
region or paint-mutations in the tyrosine kinase domain [TOK] [15-17].

In JMML until now, apart from allogenic stem cell transplantation [allo SCT) no
curative treatment is available and anly about 50% of all patients eventually survive [18].
Recently, several tyrosine kinase inhibitars [like PKC412, CEP701 and SUS614] that are
known to inhibit FLT3 have become available. When activated FLT3 would occur in JMML,
it is conceivable that these patients may benefit from treatment with such inhibitors.
Moreover, although effective as a FLT3 inhibitor, PKC412 has originally been developed
to inhibit Protein Kinase C [PKC) and thereby interacts with the RAS-RAF-MEK-ERK
pathway (19, 20]. Therefore, inhibition of PKC by PKC412 may additionally target JMML
cells that are characterized by dysregulation of the RAS pathway, which occursin a large
proportion of JMML cells. To investigate whether a subgroup of JMML patients can be
identified that might benefit from PKC412 we screened primary JMML samples for the
presence of activating FLT3 mutations, determined FLT3 and FLT3 ligand expression and
studied the in vitro response to PKC412 in these samples.

PATIENTS AND METHODS

Patients

In this study 51 de novo JMML patients were included, after written informed consent
of the parents according to the Helsinki agreement. Clinical diagnosis of JMML was
established using the diagnostic criteria as described by Niemeyer et al (21). Patients
were treated according to the guidelines for JMML of the European Working Group of
MBS and JMML in Childhood [EWOG-MDS], which basically implies allo SCT. Of these
patients 12 (24%] carried a RAS mutation, 12 (24%) a PTPN11 mutation and 1 (2%] a
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NF1mutation. In17 (33%) these mutations were not found and in 9 (17%] no information
about mutations was availahle. Cryopreserved primary bone marrow [n=28) and/or
peripheral blood samples (n=11] were collected at diagnosis. Cells were thawed and
resuspended in RMPI 1640 medium [Dutch modification without L-glutamine; Invitrogen
life technologies, Breda, The Netherlands] supplemented with 20% fetal calf serum
(FCS; Integro, Zaandam, The Netherlands], 100 IU/ml penicillin, 100 pg/ml streptomycin,
0,125 pg/ml fungizone and 0,2 mg/ml gentamycin (Invitrogen]. In addition, from 12
cases leukemic cells were isolated from the spleen as described by Gerhardt et al (22)
and peripheral blood samples of 23 healthy adults were used as controls. The obtained
results were compared with results obtained in leukemic samples from MLL-rearranged
infant ALL patients and non-infant ALL cases with known FLT3 activation status and
PKC412 cytotoxicity data [23).

METHODS

DNA/RNA extraction and quantitive real time-PCR [TagMan)
Genomic DNA and total RNA were extracted from JMML cells using TRIzol reagent
(Invitogen] according to the manufacturer’s instructions. Quantification of both RNA and
DNA was performed using a spectrophotometer and the integrity of the extracted RNA
was assessed an 1% agarose gels.

cDNA was synthesized from 1 pg of total RNA, and the levels of FLT3 and FLT3 ligand
expression relative to the expression levels of the endogeneous housekeeping gene
glyceraldehyde-3-phosphate dehydrogenase [GAPDH) were measured using quantitative
real-time PCR [TagMan] as described previously (24].

Detection of the FLT3/ITD mutations

The detection of the FLT3/ITD mutations was performed as described by Kiyoi et al (B].
PCRs were carried out in a total reaction volume of 50 pl containing TagMan buffer |l
(Applied Biosystems, Faster City, CA, USA), 300 nM farward and reverse primer, 1.25
U AmpliTag Gold polymerase [Applied Biosystems, Foster City, CA, USA] 2 mM MgCl,,
200 pM of each dNTP [Amersham Pharmacia Biotech, Uppsala, Sweden] and 500 ng of
genomic DNA as template. Samples were heated for 10 minutes at 95°C to activate the
AmpliTag Gold palymerase and amplified during 40 cycles of 15 seconds at 95°C and 60
seconds at 60°C. Genomic DNA extracted from the MV4-11 cell line, that has shown to
posses a FLT3/ITD (25), was used as a positive cantral.

Detection of FLT3 activation loop mutations

Detection of the activating mutations affecting Asp835 ar 11e836 within the activation
loop of the FLT3 gene was performed essentially as described by Yamamato et al [26].
However, as previously described, to fit our standard PCR procedure, a different set
of primers was designed to amplify the region of interest (25). To detect mutations,
PCR products amplified as described above, were digested overnight at 37°C using
the restriction enzyme EcoRV, and seperated on 2% agarose gels to identify possible
incomplete digested fragments that suggest the presence of activation loop mutations
within the TKD region of FLT3.



In vitro PKC412 cytotoxicity (MTT assay)

These analyses were performed as described previously (27]. Briefly, JMML cells were
cultured in round-bottomed 96-well microtitre plates in the presence of six different
concentrations of PKC412 (N-benzoyl staurasporine; kindly provided by Thomas Meyer,
Novartis Pharma AG, Basel, Switzerland], with the highest concentration of 10 puM
and a 3-fold dilution factor. Control cells were cultured in eight wells in the absence
of PKC412. Four wells containing 100 pl culture medium were used as blanks. After
incubating the plates for four days at 37°C in humidified air containing 5% CO,, 10 pl
of 3-[4,5-dimethylthiazal-2-yl]-2,5-diphenyl tetrazoliumbromide (MTT, 5 mg/ml;
Sigma) was added and the plates were incubated for an additional six hours under the
same conditions. During this final 6 hours incubation, the yellow MTT tetrazolium salt is
reduced to purple-blue formazan crystals by viable cells only. Formazan crystals were
dissolved by adding 100 pl acidified isopropanol (0.04 N HCl-isopropyl alcohol] and the
optical density, which is linearly related to the number of viable cells was measured at
562 nm on a spectrophotometer [23).

RESULTS

FLT3 mutation analysis

A total of 51 JMML patients was screened for activating FLT3 mutations. In none of
the JMML samples FLT3-ITD mutations nor activating loop point mutations in the TKD
domain were found.

FLT3 and FLT3 ligand expression

In 21 JMML patients the relative expression of FLT3 and FLT3 ligand was determined
using guantitative real-time PCR. The results were compared to the expression levels
in healthy individuals, non infant ALL patients and MLL-rearranged infant ALL patients
(Figure 1]. The median FLT3 expression relative to GAPDH in JMML patients was 1.46%
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(range 0.05-3.65 %) compared to a median FLT3 expression of 0.45% (range 0.14-
0.72%) in healthy contrals [p<0.001) and to a median FLT3 expression in non-infant
ALL patients was 1.21% (range 0.10-8.16%, p=0.53]. In contrast, in MLL-rearranged ALL
infants the median level of FLT3 expression was significantly higher as compared to
JMML patients, i.e. 2.67% (range 0.46-17.43%, p<0.05).

In Figure 2 the results of the FLT3 ligand expression are depicted. The median
relative FLT3 ligand expression was 0.14% in the JMML patients (range 0.002-1.74%],
2.62% in the healthy contrals (range 0.81-4.99%, p<0.001]), 0.043% in the non infant
ALL patients (range 0.002-0.30%, p<0.05] and 0.023% in the MLL-rearranged infants
(range 0.004-0.388%, p<0.05] respectively [Figure 2].

PKC412 cytotoxicity
In 12 primary JMML samples PKC 412 cytotoxicity was determined. Of these patients 4
carried a RAS mutation, 3 a PTPN1I mutation and 1 a NFI-mutation, whereas 4 did not
carry these mutations.

No PKC412 cytotoxicity was observed in JMML cells in contrast to cells from MLL-
rearranged ALL infants with high FLT3 expression (n=8] in which PKC412 clearly is
cytotoxic (Figure 3). Mareover, no significant difference was shown comparing samples
from JMML patients with relatively high levels of FLT3 expression to samples with low
levels of FLT3 expression (Figure 3].

DISCUSSION

JMML is a malignant childhood disease for which, apart from stem cell transplantation,
no curative therapy is available so far. After stem cell transplantation a high relapse rate
has been reported and eventually 50-60% of the patients will survive [18]. This paints
out the urgent need for drugable targets for the disease in this very young age group.
FLT3 is expressed in a wide variety of both normal and malignant haematopoietic
cells [28-34). Mutations constitutively activating FLT3 in a ligand-independent manner
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have been identified as an important adverse prognostic factor in AML, both in children
and adults (6-9, 13, 35). Since in AML activating FLT3 mutations seem to occur especially
in monaoblastic subtypes, it is conceivable that activating FLT3 mutations might play a
role in JMML as well. If so, potent small malecule FLT3 inhibitors that are currently being
used in Phase I/l studies in adult AML patients may well be effective against JMML.

However, in the present cohort of JMML patients no activating FLT3 mutations were
found. This is consistent with a recent study by Gratias et al, who found only one patient
with a C8366G mutation in a cohort of 60 JMML patients [36], as well as with a study hy
Xu et al who found no mutations among 15 children with juvenile chronic myelogenous
leukemia (12].

Apart from activating by mutations, FLT3 can also become constitutively activated in
a ligand-independent manner merely by overexpression of the wild-type receptor as was
shown in MLL-rearranged infant ALL patients (23, 37]. In addition, Zheng et al reported
evidence of autocrine signaling in AML cells co-expressing FLT3 and FLT3 ligand (17]. In
contrast, in our JMML patients neither FLT3 nor FLT3 ligand overexpression was found.
This was consistent with the fact that cytoxicity was not observed at clinically relevant
concentrations of PKC412 like in MLL-rearranged infant ALL patients, even not in JMML
patients with the highest FLT3 expression levels (Figure 3] (38]. These data strongly
suggest that FLT3 is not constitutively activated and that apparently, FLT3 activation
does not play a role in JMML. One could wonder what determines the difference between
the role of FLT3 in leukemogenesis in JMML and AML, where mutations predominantly
are found in M4/5. The FLT3 receptor is expressed by normal haematopoietic progenitors
but seems to be restricted to the earliest stages (34). In JMML the origin has been
traced in the early myeloid progenitor and the pluripotent stem cell, but these cells are
capable of terminal differentiation. The fact that primary JMML samples are composed
of only small percentages of abnormal early progenitors and that FLT3 expression is
lost during differentiation may explain the relatively low FLT3 expression in JMML as
compared to acute leukemia [36].

As PKC412 is developed as a praotein kinase inhibitar, PKC412 also interferes with
the RAS-RAF-MEK-ERK pathway, and not only by inhibiting FLT3 directly. Therefore
inhibition of PKC by PKC412 may additionally target JMML cells that are characterized
by dysregulation of the RAS pathway, which occurs in the vast majority of the JMML cells
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[19]. We showed that the inhibition of this pathway did not result in cytotoxicity, not
even in the RAS-pathway mutated cases, indicating that blocking RAS by protein kinase
inhibition is not useful in JMML.
In summary, our study shows that constitutively activated FLT3 does not occur
in JMML, nor by mutations, by overexpression of the wild-type FLT3 or by autocrine
signaling by FLT3 ligand. This implicates that it is very unlikely that patients with JMML

will benefit from treatment with FLT3 inhibitors.
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ABSTRACT

Approximately 85% of patients with juvenile myelomonaocytic leukemia (JMML] harbour
mutations in genes invalved in the RAS-RAF-MEK-ERK pathway. In the remaining 15%
of the cases unknown alternative malecular aberrations may be invalved. In patients
with acute leukemia and myelodysplastic syndrome increased Wilms’ tumar gene (WT1]
expression has been reported, in part as a result of WT1 mutations.

Similarly, in JMML, WT1 expression has been reported to be significantly higher than
in normal bone marrow. To date, it is unknown whether WT1 upregulation is caused
by mutations in the WT1 gene and whether such mutations play a role in the JMML
leukemogenesis.

We performed quantitative WT1 expression analysis in 58 JMML patients by RQ-PCR
and screened the whole WT1 gene for mutations by direct sequencing in 48 cases.

Median WT1 expression levels in JMML were high compared to healthy controls, but
not as high as in pediatric AML patients. WT1 overexpression in JMML was not correlated
to mutation status or SNPs. In 2/48 JMML patients WT1 mutations were found: one
patient harboured a mutation in exan 1 and one patient harboured two mutations in exan
7. SNPS were found in exon 1 (rs2234581: 15/48; rs5030136: 4/48), exon 3 (rs1799933:
9/48]), exon 6 (rs2234590: 2/48] and exan 7 (rs16754: 14/48]). WT1 expression levels
of the samples with mutations or with SNPs did not differ from the wild type cases. No
influence of WT1 expression nor SNPs was found on overall survival.

In conclusion, WT1 upregulation in JMML is lower than in pediatric AML, is not
regulated by mutations or SNPs, and does nat influence outcome in JMML.



INTRODUCTION

Juvenile myelomonocytic leukemia (JMML] is a rare malignant disease in young children,
which accounts for less than 3% of all childhood hematological malignancies. The disease
is characterized by prominent hepatosplenomegaly, absolute monocytasis, presence of
myeloid precursars in peripheral blood, low platelet count, frequent skin invalvement and
in vitro granulocyte-macrophage colony stimulating factor (GM-CSF] hypersensitivity
(1]. The proliferation advantage of JMML cells is caused by continuous activation of the
GM-CSF-receptor-RAS-RAF-MEK-ERK signal transduction pathway caused by activating
mutations of RAS [25% of the cases] (2] or PTPN11 [35% of the cases] [3-5]. In addition,
11% of the JMML cases are associated with clinical Neurofibromatosis type 1 [NF1]
or bi-allelic inactivation of the NF1 tumor suppressor gene (6-7]. Recently, germline
mutations in c-CBL were identified in JMML patients, which also result in a continuous
activation of RAS [8-9]. Still, in about 15% of the JMML cases no RAS pathway activating
mutations are found, suggesting that other biological mechanisms play a rale (10-12].

A candidate gene that might play a role in the pathogenesis of JMML is the Wilms’
tumar 1 gene (WT1). In JMML patients, WT1 expression has been found to be significantly
high as compared to normal bone marrow (13]. Similarly, in acute myeloid leukemia
[AML] and myelodysplastic syndrome (MDS] increased levels of WT1 expression have
been reparted in a large proportion of the patients, especially in normal karyotype AML,
which include a high frequency of M4/M3 leukemias (maonocytic and myelomonacytic
leukemias] (13-14). Recent studies showed that in childhood AML WT1 is also
upregulated in cases with mutations in the WT1 gene (14-15]. In addition, Bamm et al
identified the SNP rs16754 in the WT1 gene as an independent favourable risk factor in
normal karyotype adult AML. Data about the prognostic value of rs16754 in childhood
AML are conflicting [16-18].

Interestingly, the potential of WTI to serve as a target for immunotherapy showed
promising results in leukemia and solid tumors which may be relevant for JMML, a
disease for which so far, apart from hematopoietic stem cell transplantation (HSCT] no
therapy is available [19-20].

However, to date in JMML it is not known which WT1 aberrations regulate
overexpression nar whether disease progression ar outcome in JMML is assaciated with
upregulation. For that reason, we conducted whole WT1 gene sequencing in carrelation
with WT1 expression and outcame analysis in JMML patients.

PATIENTS AND METHODS

Patients

In this study, 36 JMML patients were included for mutation and expression analysis,
and an additional 12 patients were included for mutation analysis only. Far the survival
analysis we included 22 patients of which the expression data are previously described
(13]). Informed consent from the parents was obtained according to the Helsinki
declaration [59™" WMA General Assembly, Seoul, October 2008). The diagnosis of JMML
was based on previously described criteria, and all patients were registered and treated
according to the guidelines for JMML of the European Working Group of MOS and JMML
in Childhood (EWOG- MDS] [21-23).

JMML AND WT1

53



54

Of the total cohort of 70 patients nine patients had a clinical diagnosis of NF1, 18
carried a somatic mutation in NRAS ar KRAS, 17 patients had a somatic mutation of
PTPN11 and 3 patients harboured a c-CBL mutation. In 11 cases no known mutation was
found and in 12 cases no information was available.

Samples

DNA and RNA were isolated from monaonuclear cells derived from cryopreserved primary
bone marraw, peripheral blood or spleen at diagnasis as previously described (24]. Briefly,
cells were thawed and resuspended in RMPI 1640 medium [Dutch modification without
L-glutamine; Invitrogen life technaologies, Breda, The Netherlands] supplemented with
20% fetal calf serum (FCS; Integro, Zaandam, The Netherlands], 100 IU/ml penicillin,
100 pg/ml streptomycin, 0,125 pg/ml fungizone and 0,2 mg/ml gentamycin (Invitrogen].
Genomic ODNA was extracted from a minimum of 5 x 10° cells using TRIzal reagent
(Invitrogen) accaording to the manufacturer’s instructions.

WT1 expression analysis

For quantitative expression analysis, quantitative RT-PCR was performed as previously
described (14, 25]). The ABL gene was chaosen as a cantrol (housekeeping] gene to evaluate
the amount and amplification of cDNA as its transcript represents a reliable control gene
according to the recommendations of the EAC program (26). WT1 overexpression was
defined as expression levels higher than the lowest WT1 expression in childhood AML
patients.

Whole WT1 gene sequencing

To investigate the presence of mutations in exon 1 through 6, the purified DNA was
subjected to 41 cycles of PCR using a touchdown approach of 30 minutes at 94 °C, 30
minutes at 66-54 °C [1x 66 °C, 2 x 64 °C, 3x 62 °C, 4x 60 °C, 5x 58 °C, 6x 56 °C, and 20 x
at 54 °C] and 30 minutes at 72 °C using (M13-tagged] using previous described primers.
PCR products were directly sequenced unidirectionally using M13-primers and analyzed
using Codoncode aligner [Codoncode, Dedham, MA, USA]. Mutations were confirmed by
an independent amplification of the fragment and direct sequencing of both strands as
previously described (27].

For mutation analysis of exons 7 through 10 of the WT1 gene genaomic DNA was
PCR amplified using specific primers as previous described (27]. The following PCR
conditions were used: 2 minutes at 50 °C, 10 minutes at 95 °C, 40 cycles f 15 minutes at
95 °C and 1 minute at 60 °C, and an extension step of 10 minutes at 72 °C as previously
described (27). Purified PCR products were directly sequenced from both strands using
the described primers. The sequence data were analyzed using CLC Warkbench version
3.5.1 [(CLCBio, Aarhus, Denmark].

Mutation analysis of other RAS-pathway activating aberrations

To determine the mutational status of the JMML samples, analysis of RAS pathway
activating aberrations, including PTPN11, NRAS, KRAS, BRAF and c-CBL was perfarmed
as previously described 3, 8, 10, 28]. Information on clinical signs of Neurofibromatosis
type 1 was collected from the EW0G-MDS database.



RESULTS

WT1 expression levels

The median WT1 expression in JMML patients was 106/1x 10“ ABL copies [range
0-2700/1x 10" ABL copies]) compared with a median expression of 18/1x 10" ABL copies
(range 0-400/1x 10 ABL copies] in healthy controls [p=0.006]. The median level of WT1
expression in JMML patients was significantly lower than in pediatric AML patients, i.e.
4700/1x 10% ABL copies [range 400-36000/1x 10 ABL copies, p < 0.0001] (Figure 1]. In
9/58 (15%) WT1 expression was as high as in AML patients. WT1 expression levels in the
JMML patients were significantly lower compared to the AML M4/M35 cases.
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Figure 1: WT1 expression in JMML patients as compared to WT1 expression levels in childhood
AML and normal bone marrow. WT1 expression in JMML [n=36] compared with healthy contrals
(n=16] and childhood AML patients [n=34). Statistical test used: Mann Whitney U-test. The
horizantal line represents the median expression levels of the different groups.

No significant difference in WT1 expression was found between the different RAS-
pathway mutational subgroups of JMML [Median WT1 expression levels in JMML patients
with a RAS mutation: 360/1x 10 ABL copies [range 0-570/1x 10" ABL copies]), PTPN11
mutation: 230/1x 10“ ABL copies [range 24-1600/1x 10 ABL copies), clinical NF1 cases:
91/1x 10 ABL copies [range 9.7-510/1x 10* ABL copies]]. No WT1 expression levels
were available of the patients with c-CBL mutations. The median WT1 expression of the
patients without a RAS pathway mutation was 54/1x 10" ABL copies (range 0-570/1x 10
ABL copies]. Furthermore, no correlation was found between the WT1 expressian levels
and white blood cell count (Spearman r= -0.05] or age at diagnaosis (Spearman r= 0.1].
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WT1 whole gene sequencing

WT1 whole gene sequencing was performed in 48 patients. Two patients harboured
a mutation in the WT1 gene. One patient showed a heterozygeous mutation in exon 1:
c191delC., resulting in amino acid substitution. This patient did not carry a mutation in
NF1, c-CBL, RAS or PTPN11. The second patient showed two heterozygeous mutations
in exon 7 of the WT1 gene: 10C>T (R370C] and 136A>G [S412G] (Table 1, Figure 2). This
patient carried also a PTPN11 mutation.

Single nucleotide polymorphisms (SNPs] were found in exon 1, 3, 6 and 7 (Table 1].
Rs2234581 (exon1]wasfoundin15/48 cases, (homozygeousinthree cases]. Rs5030136
(exon 1] was found in 4/48 cases [all heterozygeous], rs1793933 (exaon 3] in 9/48 cases
(all heterozygeous] and rs2234590 (exonB] in 2/48 cases (all heterozygeous]. Fourteen
(29.1%) of the 48 patients carried the WT1 SNP rs16754 (exon 7], all heterozygeous. No
differences in WT1 expression aberrations was found between patients with or without
SNPs, nor between patients carrying any of the individual SNPs as compared to the other
SNPs or mutations in the WT1 gene (Table 1].

WT1 and outcome
In this cohort 9/58 [15%] patients had WT1 expression in the range of pediatric AML
patients [='high’]. No significant difference was found in overall survival between the
patients with high WT1 expression compared to the patients with normal expression
levels (log rank p=0.2] (Figure 3]. Patients who relapsed after transplantation [7/58,
12%] showed no significant higher WT1 expression at diagnosis compared to patient
without relapse.

We identified WT1 gene mutations in only 2/48 JMML patients (4.1%]. One patients
deceased 1.1 year after stem cell transplantation due to therapy related toxicity. The
other patient is alive thirteen year after stem cell transplantatian.
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Figure 2: Mutations found in the WT1 gene. WT1 gene mutations found JMML patients. Panel A: Patient
A harbouring harboring a mutation in exon 1: c.191delC. Panel B: Patient B harbouring two mutations in
exon 7, at the left side 10C>T and at the right side 136 A>G
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Figure 3: Overall survival of JMML patients with high and normal WT1 expression. Kaplan Meier

plot representing the averall survival of JMML patients with high WT1 expression [====) compared
to the JMML patients with normal WT1 expression (]
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Figure 4: Overall survival of JMML patients with the rs16754 SNP in the WT1 gene versus patients
with wildtype WT1 gene. Kaplan Meier plot representing the overall survival of JMML carrying
rs1675Y [====] compared to the JMML patients without rs16754 (=]



Asrs16754 in AML might be seen as a prognastic factor we looked at the influence of
the occurrence of this SNP on outcome. Figure 4 shows the averall survival curve of the
fourteen JMML patients carrying rs16754 (SNP) compared to the wildtype patients. We
did not find a significantly difference in overall survival between these twa groups (overall
survival 49% vs. 47%, log rank: NS].

No difference in overall survival was found for the patients carrying rs2234581,
rs5030136, rs1799933 or rs2234530 compared to wildtype patients [Table 1].

DISCUSSION

This study shows that WT1 is overexpressed in JMML patients and the upregulation is
not caused by mutations or SNPs in the WT1 gene. Nevertheless, WT1 overexpression
in JMML interestingly does not reach prognostic relevant expression levels we found in
pediatric AML patients (13-14].

WT1 overexpression may therefore encourage development of new therapeutic
strategies, i.e. targeting WT1 by immunotherapy as described in adult AML in a subset of
the JMML patients [19-20, 29].

We showed no difference in overall survival between JMML cases with a high WT1
expression levels versus those with lower WT1 expression. In AML conflicting data are
published about the relevance of WT1 expression levels on outcome (14, 17, 30-37]. This
suggests that WT1 has a less dominant influence on leukemogenesis in JMML than in AML.

Until now no data were availahle about the regulation of the WT1 overexpression
in JMML. The present study shows that in JMML WT1 expression is not regulated by
mutations or SNPs in the WT1 gene, as in anly 2/48, low WT1 expressing, JMML patients
a WT1 mutation was found (4.2%). In pediatric normal karyotype AML WT1 mutations
are found in 22% of the cases (17, 27]. These mutated AML cases express significantly
higher WT1 levels than wild type cases (14-15, 17, 38]. In the JMML patients SNPs
were found in exon 1, 3, 6 and 7 of the WT1 gene, in a frequency which is equal to data
described in the ensemble database [(www.ensembl.org] and without subsequent WT1
overexpression. This in contrast to adult AML studies in which rs16754 (exon 7] resulted
in overexpression of WT1. Pediatric AML studies showed conflicting results on the
influence of SNPs in the WT1 gene on the mRNA expression levels (15-17].

Recently, adult studies reparted a favarahle outcome far normal karyotype AML with
a specific single nucleotide polymorphism (rs16754] of the WT1 gene. In pediatric AML
cohorts data are conflicting. We showed no survival benefit of patients carrying rs16754,
which is in contrast to the data found by Ho et al who found an increased averall survival
of the patients with a favorable karyotype with rs16754 [17-18). The present study
demanstrated that there is no relation between the presence of rs16754 ar other SNPs
in the WT1 gene and survival in JMML.

It remains to be determined why WT1 plays a minor role in JMML compared to
pediatric AML. It is conceivable that hyperproliferation, rather than maturation arrest, is
the hallmark in JMML, may in part explain this difference. Biological studies showed that
WT1 is downregulated as an early event in differentiation during normal haematopoiesis
(38-40). Normal bone marrow progenitor cells are refractory to differentiation when they
were retrovirally transduced with WTI (41-43]. It was suggested that overexpression
of WT1 at an early stage of haematopoiesis blocked differentiation and supports the
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maintenance of progenitor cells in a state of continuing proliferation rather than
stimulating them and regulated by interaction with transcription factors (41-43).

In conclusion, in JMML, WT1 mutations are rare and WTI1 overexpression is not
regulated by mutations nor by SNPs in the WT1 gene. Furthermare, WT1 overexpression
does not have prognastic impact. Further studies are necessary to determine the role of
WT1 overexpression in subsets of JMML patients, and to investigate whether subgroups
of JMML patients may benefit from WT1 inhibition treatment.
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ABSTRACT

Juvenile myelomaonaocytic leukemia [JMML] is a rare malignant myeloid disorder
in childhood, for which stem cell transplantation is currently the only curative
treatment option. Although in JMML successful unrelated donor umbilical cord blood
transplantations (UCBTs] have been described, series of HLA-identical sibling donor
UCBTs are not available.

From the European Waorking Group of MBS and JMML in Childhood (EWOG-MDS)
we describe 5 JMML patients who received fully HLA matched sibling UCB. All patients
engrafted slowly and did not suffer from graft-versus-host-disease. These cases
illustrate that relatively immunologically naive HLA-matched sibling UCBT is feasihle in
selected cases of JMML.



INTRODUCTION

Juvenile myelomonocytic leukemia (JMML] is a rare type of childhood leukemia, which
is characterized by young age, hepatosplenomegaly, thrombocytopenia, monocytosis,
molecular aberrations in the RAS-RAF-MEK-ERK signaling pathway and GM-CSF-
hypersensitivity (1-3]. Although outstanding progress has been made in unraveling
the molecular background of JMML, the only curative treatment option for these young
childrenis stem cell transplantation [SCT] (1, 4-7]. Previously published data have shown
thatin JMML the graft-versus-leukemia [GvL] effect of the SCT plays an important role in
the prevention of relapse (5, 8]. Hence, donar and stem cell source selection could play
an important rale in the outcome of an individual JMML patient. SCT using unrelated,
immunoalagical naive, umbilical cord blood (UCB] has shown to be effective for pediatric
JMML (7]. However, it is conceivable that the relatively immunological naivety of cord
blood stem cells from a newborn HLA identical sibling donar may be a negative factar for
outcome (8-9].

In this report we describe 5 JMML patients registered in the database of the European
Waorking Group of MDS and JMML in Childhood (EW0OG-MDS], whao have received umbilical
cord stem cells from a HLA identical sibling and we reviewed the available literature.

METHODS

For this study 5 well-documented patients who received umbilical cord stem cells from
an HLA identical sibling were identified in the database of EWOG-MDS. Clinical, laboratory
and survival data were retrieved from the database and from the local hospitals and all
available literature was reviewed.

RESULTS

Patients: In the database of EWO0G-MDS 3 Dutch, 1 Czech and 1 Austrian JMML patients,
given allogeneic cord blood transplantation from a HLA-identical sibling were identified.
The median age at diagnaosis was 18 manths (range: 15-30 months] (Table 1].

Four patients received treatment prior to the hematopaoietic stem cell transplantation
because of progression of disease: i.e. 3 patientsreceived 6-mercaptopurine, 3 underwent
a splenectomy prior to transplantation and 1 was treated with interferaon alpha-2.

Transplantation: The median time from diagnosis to transplantation was 9
months (range 4 -12 months]. The transplantation and conditioning characteristics
are described in Table 2. Four patients received a conditioning regimen consisting of
busulphan, cyclophosphamide and melphalan according to EW0G-MDS guidelines (10].
One patient (patient 3] received cyclophosphamide, etoposide and total body irradiation.
The median amount of transplanted cell dose was 0.5 x 108/kg body weight (range 0,16-
1 x 108/kg body weight]. All patients but one (patient 5] received cyclosporine (2-5 mg/
kg/day] as graft-versus-host-disease (GVHD] prophylaxis.

Engraftment: All patients engrafted. Myeloid engraftment (ANC > 500/ul] was reached
at a median of 33 days (range 10-35 days] after SCT. Platelet count above 20.000/ul was
reached at a median of 48 days [range 33-52 days) after SCT.

Graft-versus-host-disease: Two patients did not show any sign of acute GVHD patient
1 and 2]. In the three other patients mild acute GVHD was observed (patient 3 grade

JMML AND UCBT

65



66

Table 1: Patient characteristics of the JMML patients

Patient 1 Patient 2 Patient 3 Patient 4 Patient 5

Age at diagnosis (months] 18 18 27 14 30
Sex F F F M M
Peripheral blood counts at
diagnasis

- Hb [mmal/l] 4.5 6.8 7.5 4.8 3.6

- WBC (x 10%/1) 68 4.6 116 209 11

- % blasts 4 0 0 1 13

- % monocytes 24 85 14 S 23

- PLT (x 10%/1) 70 14 115 23 B4

- %HbF 2.5 13 64.3 0.6 18
Bone marrow (% blasts) 6 2 3 11 7
GM-CSF hypersensitivity yes no n.a. no n.a.
%Elté/:igiNll/RAS gene no no n.a. no PTPN11
Karyotype 4, XX 4g, XX 4, XX 45, Xy, -7 45, Xy, -7
Treatment prior to 6-MP none intfjgon 6-MP 6-MP

transplantation splenectomy splenectomy

splenectomy

Hb = haemaglohbin

WBC = white blood cell

Plt = platelets

GM-CSF = granulocyte-macrophage colany stimulating factor
M = male

F = female

n.a. = not availahle

1, patient 4 and 5 grade 2]. No chronic GVHD was reported. The immunaosuppressive
therapy was discontinued at a median of 33 days (range O - 87 days) after SCT.

Relapse: Two patients [patient 3 and 5] relapsed 6 manths and 30 manths after SCT
respectively. In both patients a second transplantation procedure with bone marrow of
the initial donor was performed. One patient is in second complete remission (patient 3].
The other patient died after a second relapse (Table 2].

Chimerism:Inall patients chimerism analysis was performed and after transplantation
full donor chimerism was found in all cases. In the cases that relapsed a mixed chimerism
was found prior to clinical progression. In addition, in one case [patient 1] increasing
mixed donor chimerism developed from day 42 on, despite 2 donor lymphocyte infusions
(DLI] with no clinical signs of relapse (Figure 1]. Second stem cell transplantation
was considered, in order to avoid relapse. The parents however, refused the procedure
because of the absence of any clinical signs of JMML and the excellent clinical condition
of the child. Therefore, ultimately, 6-mercaptopurine (6-MP] [average dose 40 mg/m2]
was started on day 145 after SCT (Figure 1). When, after initial improvement, donor
chimerism increased, 6-MP was replaced by 13-cis-retinoic acid (100 mg/m?/day every
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Figure 1: Chimerism data of patient 1.

DLI = donor lymphocyte infusion (week 10 and 12]

6-MP = 6- mercaptopurine

PBMC = peripheral blood mononuclear cells

UCBT = umbilical cord blood transplantation

% chimerism reflects the percentage of donor bone marraw in the patient

other week] for 2.5 years until the age of 5 years. Thereafter, the child remained well and
alive without any signs of JMML with a current follow-up of 5 years after SCT. At present
the percentage donor cells is 15%, without any clinical sign of JMML.

Survival: Four of five patients are in complete remission after a HLA identical sibling
cord blood transplantation, one of them after a second transplantation (follow up:
1% till 7 years after transplantation). One patient died due to a relapse after second
transplantation.

DISCUSSION

In 1989 Gluckman et aldescribed the first successful umbilical cord blood transplantation
(UBCT) from an HLA-identical sibling in a child with Fanconi anemia [11]). The patient
is currently alive and free of disease [12]. UBCT has increased the available pool of
hematopoietic stem cell transplantation donars, especially for young children, in which
the UCB stem cell yield is usually sufficient without further ex vivo expansion (13]. This is
impaortant for patients with rare HLA-haplotypes and for patients with diseases that may
rapidly progress like JMML. Moreover, the lower risk of infection transmission by using
UCB may be of benefit (5, 7-8].



So far anly 1 study reported on sibling UCBT in JMML. MacMillan et al described the
results of UCBT in 3 children with JMML, one of which received HLA identical sibling
umbilical cord stem cells. This boy, 3 months old at diagnasis, received 1.4 x 10%/kg
nucleated cells from his sister after conditioning with cyclophosphamide (60 mg/kg
x 2d] and total body irradiation (165 cGy bid x 4d]. On day 60 after transplantation
complete donor chimerism was ohserved. He suffered from grade 1 acute GVHD,
but no signs of chronic GVHD were observed. He relapsed at day 95 and a second
transplantation with the same donor was performed on day 234 after the first
transplantation. On day 42 after the second transplantation complete donarchimerism
was found. Nevertheless, he relapsed again at day 101 after the second transplantation
after which he died (14].

More published data are availahle an the use of unrelated UCBT in JMML. Tanoshima
et al reported a girl with JMML who received an unrelated matched UCBT. She developed
mild acute GVHD of the skin and grade 3 acute GVHD of the gastrointestinal tract.
Cyclosporine was discantinued at day 103. Thereafter, no signs of GVHD occurred and
she remained in complete remission, with full donor chimerism at a follow up of 1 year
after transplantation (15]. MacMillan et al described 2 children with JMML receiving an
unrelated UCBT. The first child received 1.04 x 10% HLA-A, -B, -DR1 matched nucleated
cells/kg after conditioning with cyclophosphamide (60 mg/kg x 2d] and TBI [165 cGy
b.i.d. x 4d]. She suffered from acute GVHD (grade 3] and extensive chronic GVHD. Twao
years after SCT complete donor chimerism and no signs of relapse were reparted. The
second boy received 0.38 x 108 nucleated cells/kg from a donor with a HLA- B and -DRB1
mismatch. The conditioning cansisted of cyclophosphamide (60 mg/kg x 2d] and TBI
(165 cBy b.i.d. x 4). This child never achieved complete donor chimerism and at day
65 after transplantation he relapsed. Subsequently, he was treated with chemotherapy
(cytarabine and etoposide] and on day 125 after transplantation he was alive with
disease (14). From the combined EWOG-MDS/EBMT registry Locatelli et al described
100 JMML patients of which 7 received an unrelated UCBT. These 7 patients showed
a delayed hematologic recovery, but the outcome was comparable to the children
treated with other stem cell sources (HSCT] (7]. In non-JMML pediatric patients, related
UCBTs have been reported in a cohort of 190 children with malignancies, bone marrow
failure syndromes, hemaoglobinopathies and inborn errors of metabalism ar primary
immunadeficiencies. The survival rates 3 years after transplant were 47%, 82%, 100%
and 70% respectively (16]. In another study, Rocha et al described the occurrence of
GVHD in children who received related UCBT (n=113] or bone marrow transplantation
(BMT] from HLA identical siblings (n=2052]. Patients receiving related UCBT showed
a slower hematopoietic recovery [median 28 days versus 18 days for neutrophil count
2 500/mm?] and lower risk of acute and chronic GVHD as compared to the group who
received related hone marrow transplantation (BMT]. There was no significant difference
between the two groups in relapse related death, martality rate at day 100 and overall
survival (17]. Gluckman et al compared the outcome of patients who received a UCBT
of related donors to UCBT of unrelated donars. Indications for transplantation were
malignancies, bone marraw failure syndromes, hemoglobinopathies and inbarn errars.
Of the patients transplanted with a related donor, 18% suffered from acute GVHD of
at least grade 2 compared to 32% in the unrelated donor group (18]. These studies
underscore the relative immune naivety of the UCB cells and the feasibility of the use
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of UCBs especially for childhood transplantation settings. However, especially in JMML,
where the GvL-effect is an important contributor to the success of the transplantation
procedure, although our patients survived, it could be questioned whether these, if
available, relatively naive umbilical stem cells from sibling donors should be used in all
patients, especially when alternative donaors would be available.

The fact that one of our patients showed mixed donor chimerism shortly after SCT
may reflect the absence of GvL after HLA identical UCBT. Mixed donor chimerism after
SCT in JMML has been shown to be an impartant predictor for relapse. If this occurs early
after transplantation discontinuation of immunosuppressive therapy (IST) is the first
step to prevent relapse as has been shown by the EW0G-MDS [19]. In our patient IST has
already been discontinued and the parents were very reluctant to proceed to a second
SCT because of absence of clinical signs of JMML. Therefore we decided to initiate 6-MP
as pre-emptive treatment, followed hy cis-retinaic acid. At the moment nao series are
available on the use of these compounds in a relapse after SCT for JMML. Although
Locatelli et al showed that second SCT was successful in 7/15 cases with a relapse after
SCT, the issue whether to proceed to second SCT in all cases of mixed donor chimerism
without any clinical signs of JMML has not been elucidated (7]. Although in the past
donor lymphocytes infusions have been described to be successful in individual cases,
EWOG data have shown that in JMML DLIs are not usually beneficial for the prevention of
relapse in cases with mixed donor chimerism (20-21].

It is uncertain which factors contributed to the favorable outcome of our patients
sa far. Our JMML patients were young and this has been shown to be an important
prognostic factor (7). Four of our patients did not have known mutations in the RAS-
RAF-MEK-ERK pathway. It is possible that their biological background thus harbours a
better prognosis after HSCT, although so far no reports are available about the predictive
value of the mutational status of JMML patients on outcome after transplantation.

We conclude that in JMML umbilical cord stem cells can be considered a good
alternative source for HSCT. However, whether the use of sibling HLA-identical UCBs
should be advocated needs to be confirmed in larger series of JMML patients.
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ABSTRACT

Background: The integrative non-random collaboration of type Il and type | mutations
which induce maturation arrest and hyperproliferation respectively, has been extensively
studied in myeloid malignancies. So far, information on the involvement of these
aberrations in pediatric myelodysplastic syndrome (MDS] is lacking.

Design and methods: We studied the occurrence of genetic aberrations in an
international cohort of pediatric MDS patients (n=44 primary MOS, n=63 secondary
MDS]. Karyotypes were studied and the hotspot regions of the NPM1, CEPBA, FLT3, NRAS,
KRAS, BRAF, PTPN11, c-KIT, RUNX1, P53, ASXL1, NUPS8, IDH1, IDH2, DNMT3A and TET2
genes were screened for mutations.

Results: Type | aberrations were found in 8/107 (7.5%) patients (4/44 primary MDS,
4/63 secondary MDS]: mutations in FLT3-ITD (n=3], NRAS (n=2], KRAS [n=2] and
PTPN11 (n=1). No mutations were found in the FLT3-TKD, c-KIT, P53 and BRAF
gene. Known Type Il aberrations were identified in 17/107 (16%] (4/44 pMDS, 13/63
sMDS]: MLL-rearrangements (n=2), RUNX1-rearrangement (n=1], RUNX1 mutations
(n=7), duplications in the CEBPA gene (n=5], NPM1 gene mutation (n=1] and NUPS8
translocation (n=1). We also identified ASXL1 mutations (n=2) and DNMT3A mutations
(n=1), but no TET2, IDH1 and IDH2 mutations were found in any of the pediatric MDS
cases. Only two sMDS patients carried both a type | and a type Il mutation (NRAS +
RUNX1 mutation and ASXL1 + RUNX1 mutation].

Conclusions: In 9% of the primary MDS cases a type | aberration was found and in 9%
a type Il aberration, all being mutually exclusive. In secondary MDS type | aberrations
accurred in 6% and type Il aberrations in 24% of the cases (including the mutations
in genes regulating the histone function and ONA methylation]. In only 2% of all cases
(sMDS only] a callaborative type | and Il mutation was found.

This study indicates that in childhood MDS, in contrast to adult MDS, the currently
known malecular aberrations, especially the histone madificating and DNA methylating
influencing, are of minor impartance in the pathogenesis of childhood MDS.



INTRODUCTION

Myelodysplastic syndrome (MDS] is a clonal stem cell disorder [1]. MDS is rare in
childhood, accounting for less than 5% of all hematological malignancies (2-3]. Until
now, anly scarce information is available on the pathogenesis of pediatric MDS.

Kelly and Gillland hypothesized that the development of myeloid malignancies
requires at least two types of genetic events, i.e. type Il aberrations leading to impaired
differentiation of the leukemic cells, and type | aberrations which are involved in the
proliferation of leukemic cells. In adults MDS it is generally accepted that, like in acute
myeloid leukemia [AML], a multistep process involving interaction between type | and |l
aberrations is involved (4-35].

In therapy-related adult MDS, type | aberrations were found in 24% of the cases and
type Il aberrations in 34% and the coexistence of a type | and Il aberration was found in
13% (5], whereas in primary adult MDS in 14% of the cases at least two gene mutations
and in 57% at least one gene mutation were found (6). Several studies described the
occurrence of single mutations in primary MDS. MLL-rearrangement, FLT3-TKD and
mutations in FLT3-ITD, NRAS, KRAS, PTPN11, c-KIT, NPM1 and CEBPA have all been found
in 0-6% of the cases [6-14]. Recently, RUNX1-rearrangements, and mutations in RUNX1,
pS3, TET2, ASXL1, DNMT3A, IDHL, IDHZ and EZHZ (9, 15-28] have been described in adult
MDS in percentages ranging from 0-26%, illustrating the predominant contribution of
mutations in the genes regulating the histone function and DNA methylation in adult
MDS. Furthermore, in adult MDS it is suggested that the RNA splicing machinery is one
of the most affected pathways with a mutation rate of 35-85% (29-30].

To date, it is unknown whether type I and Il aberrations cantribute to the pathogenesis
of pediatric MDS. Therefore, we analysed an international cohort of primary and secondary
childhood MDS cases for the occurrence of these types of aberrations.

PATIENTS & METHODS

Study cohort: We included 107 pediatric MDS patients [n=44 primary MDS, and n=63
secondary MDS]. Secondary MDS was defined as MOS occurring after treatment with
chemo- and/ar radiotherapy (n=39] ar after an initial diagnasis of bone marrow failure
syndrome [n=24]. Five familial MDS cases were included in the primary MOS cohort.
Samples and clinical and cell-biological data, including standard cytogenetics were
provided by the centers participating into the European Working Group of MBS and
JMML in Childhood (EWOG-MDS] and from one center fram Greece (n=2 familial cases].
Informed consent was obtained from patient’s parents or their legal guardians according
to local laws and regulations [31]. Each country perfoarmed central review of the bone
marrow morphology, according to the WHO classification, and the 2 Greek familial cases
were included in this pathology review [32-33].

DNA and RNA isolation: After thawing of the available viably frozen bone marrow or
peripheral blood samples, malignant cells were isolated as previously described [34].
Genomic DNA and total RNA were extracted from mononuclear cells using TRIzol reagent
(Invitrogen Life Technologies, Breda, The Netherlands] according to manufacturer’s
instructions (35]. To perform all the mutation analyses, we amplified the ariginal DNA
using the Bioscore screening and amplification kit (Enzo Life Science, Harmingdale, NY,
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United States] according to the manufacturer’s instructions. When an aberration was
found using the amplified material, the aberration always was confirmed on the original
non-amplified material.

Cytogenetic analysis: MDS samples were routinely investigated for cytogenetic
aberrations by G-, Q-, or R-banded karyotyping, by the national group for AML and MBS
specific translocations including inv(16](p13g22])/t(16;16](p13;q22]), t(8;21)(g22;q22),
t(15;17](g24;921]) and EVI1-rearrangement (36-37]. Furthermare, in situ hybridization
(FISH] for identification of monosomy 7 and trisomy 8 was performed when conventional
cytogenetics failed (36]. Furthermore, complexicity of the karyotype was defined as
described by Gohring et al (38].

Molecular aberrations: For this study mutations were determined in the hotspot regions
of FLT3 (i.e. internal tandem duplications [ITD] and FLT3 tyrosine kinase domain [TKD)
point mutations), NRAS, KRAS, NPM1, CEPBA, PTPN11 and C-KIT, as previously described
(39-47]. In addition, we screened for mutations in exon 13 of the ASXL1 gene, exon
5-8 of the P53 gene, exan 3-8 of the RUNX1 gene, the whale TETZ gene, exon 4 of bath
the IDH1 and IDHZ gene and DNMT3A on cDNA (21, 48]. A complete list of screened
regions per gene, primers used and PCR conditions is provided in Table 1. The fusion
genes including MLL-rearrangements, EVI1-rearrangements, PML-RARa, NUP98-NSD1
fusion and mutations in the NPM1, CEBPA, ASXL1, TETZ, IDH1 and 2, DNMT3A and RUNX1
gene were considered as type |l aberrations whereas mutations in FLT3, NKRAS, PTPN11
and C-KIT were considered to be type | aberrations, as previously discussed [(47-49).

Statistical analysis: Statistical analyses were performed using SPSS 17.0 [SPSS Inc,,
Chicago, lll, USA). Different variables were compared with the Chi-square/Fischer exact
test or the Mann-Whitney-U test. P-values <0.05 were considered significant [2-tailed].

RESULTS

Study cohort: Forty-four primary MDS and sixtythree secondary MBS patients were
included for this study. Median age was 9.1 years for the primary MBS [range: 0-18 years)]
and 13.1 years for the secondary MDS (range: 1.2-26 years). Based on marphology, 17
primary MOS patients were diagnosed as refractory cytopenia and 27 as advanced MDS.
Of the secondary MDS cases, 27 cases were diagnosed as refractory cytopenia and 36
secandary MOS patients as advanced MDS. Tahle 2 reports the clinical data and details
of the cytogenetic aberrations of those patients with a type | or Il aberration.

Type | aberrations

The success rate of the mutation analysis ranged from 96-100% for the various
aberrations. In total, 8/107 type | aberrations were found, i.e 3 FLT3-ITD, 2 NRAS
mutations (G12A), 2 KRAS (G11L) and one PTPN11 [(A72V]). No mutations were found in
the FLT3-TKD, c-KIT, BRAF and P53 gene in any of the MDS patients at diagnosis. In 6
cases a SNP was found in exon 17 in the c-KIT gene (17971). No SNPs were identified in
the RAS, BRAF, PTPN11 and P53 genes.



Table 1: Hotspot regions and primers used for mutation analysis

gene Primer
ASXLL A .5~ GCT ACA GAA TCC TAG TTT TGC TTT A-3'
- .5~ TTT GTC ACT GCA GCT TCT CTA-3'
ASxLL B . 5'- TGG ACA TTG AAA AGC TGA AA-3'
- . 5'~ CCT GOC TAA AGA GTA TTA TAT CAA TG-3'
5= GCT ACT AGA ATC CTA GTT TTG CTT TA-3'
DAL AL . 5'- GCA GTA GTT GTG TTC GCT GT-3'
5~ AGC AGC AGT GGT GAT GG-3'
ASKL1_A2 . 5'- GGA ACT GGG GGT CAC AT-3'
. 5'~ TGT CTC TAG TGG GAG ATG ATA CA-3'
ASXLL_A3 .5~ TTT GTC ACT GCA GCT TCT CTA-3'
.5~ TGG ACA TTG AAA AGC TGA AA-3'
ASXL1.B1 5~ TTC ACA GCT ATC TGG CAG AA-3'
. 5'- GAA TCC CCA CAA GTA CAC T-3'
APALL I . 5'- GGA CCA AAG GAG ATC ACA TT-3'
.5~ GGA TTC CAA AGA GCA GTT CT-3'
ASXL1_B3 5~ TCG GGG TAA TTT GCA GAA-3’
ASxLL B4 . 5'- CAG CGT CAA GAA TGA GAA GA-3'
- . 5'- CCT GOC TAA AGA GTA TTA TAT CAA TG-3'
SRAF 5~ AGC CCC AAA AAT CTT AAA AG-3'
. 5'- CTC AGG GCC AAA AAT TTA AT- 3
CEBPA . 5'- CGC CAT GCC GGG AGA ACT CT-3'

:5'- CTT GGC TTC ATC CTC CTC GC-3°
: 5~ CGG CCG CTG GTG ATC AAG-3

c-KIT (exan 8]

:5’- CCG CCT CCT TGT ACC TT-3°
: 5= TTC AGC AAA CAA AAT TAATGT CTA-3

c-KIT (exan 17]

:5'- TCC TCC AAC CTA ATA GTG TAT TC-3
: 5'- CAT TCC GAA ATC AAA CAG TT-3'

DNMT3A (exan 12-23)

:5'- GCC ACC AGA AGA AGA GAA GA-3’

: 5'- GCA CCT GCA GCA GTT GT-3

: 5'- CCG GAA CAT TGA GGA CA-3

: 5~ CTG GGA CAG GTG GGT AAA-3’

:5'- CGG AGG TGT GTG TGA GGA CT-3

: 5~ GTT CAT ACC GGG AAG GTT AC-3

5" - CTC CAG ATG TTC TTC TTC GCT AA-3’
:5°- CCA CTC CTG GAT ATG CTT CT-3

. 5'- GCA ATT TAG GTA TGA AAG GCC AGC-3’

FOELIL :5'- CTT TCA GCA TTT TGA CGG CAA CC-3
:5'- TCA CCG GTA CCT CCT ACT TG-3'

FLT3_TKD 5~ AAATGC ACC ACAGTG AGT G-3

NPM1L 5~ CTG GTG GTA GAA TGA AAA ATA GAT-3°
. 5'- GGC AGGACA TTC TCA TAG-3’

NUP98 15" - TGG ACA GGC ATC TTT GTT -3

: 5'- ACA GCG GGA ACT TAC CTT-3°

PTPN11 (exon 3]

:5'-TTG GGT TTC TTT CAA CAC TT-3°

F
R
F
R
F
R
F
R
F
R
F
R
F
R
F
R
F
R
F
R
F
R
F
R: 5'- CCA GGG CGG TCC CAC AGC-3°
F
R
F
R
F
R
F
R
F
R
F
R
F
R
F
R
F
R
F
R
F
R:5’- GCC TTT GGA GTC AGA GAG T-3
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Table 1: Hotspot regions and primers used for mutation analysis

gene

>

rimer

PTPN11 (exon 13]

5~ TGG CTC TGC AGT TTC TCT-3'
: 5'- CAT TCC GAA ATC AAA CAG TT-3

P53 [exon 5)

:5'- CCG TCT TCC AGT TGC TTT-3’
:5'- CAACCA GCC CTG TCG T-3

P53 (exan 6)

: 5'- GCA CAT GAC GGA GGT TG-3'
: 5~ AGG AGA AAG CCC CCC TA-3°

P53 (exan 7)

:5'- CGG TGG AGC TTG CAG T-3°
: 5~ CCG GGG ATG TGA TGA G-3°

P53 (exon 8]

5~ GGT TTT TTA AAT GGG ACA GG-3
:5'- TAG GAA AGA GGC AAG GAA AG-3'

KRAS (exon 1)

: 5~ CGT CGA TGG AGG AGT TT-3°
: 5'- AAC CCA AGG TAC ATT TCA GA-3

NRAS (exon 1]

5~ GGG GGT TGC TAG AAA ACT A-3'
: 5'- ATC CGA CAA GTG AGA GAC A-3°

NRAS [exon 2]

:5'- CCC AGG ATT CTT ACA GAA AA-3°
: 5~ TCC CCA TAA AGA TTC AGA AC-3

RUNX1 (exan 3]

: 5'-AGCTGTTTGCAGGGTCCTAA-3
: 5'-GTCCTCCCACCACCCTCT-3

RUNX1 (exan 4)

. 5'- CATTGCTATTCCTCTGCAACC-3°
: 5'- CCATGAAACGTGTTTCAAGC-3°

RUNX1 (exan 5]

. 5'- CCACCAACCTCATTCTGTTT-3
: 5'- AGACATGGTCCCTGAGTATA-3’

RUNX1 (exan 6]

. 5'- GGGGGCCCATTCTGCTGAGAGG-3
5'- GAGCATCAAGGGGAAACCCC-3°

RUNX1 (exan 7]

. 5'- AATCCCACCCCACTTTACAT-3
. 5'- CTCAGCTGCAAAGAATGTGT-3°

RUNX1 (exon 8]

. 5’- TCCGCTCCGTTCTCTTGC-3
: 5'- GCTTGTCGCGAACAGGAG-3’

TET2 (exon 3]

F
R
F
R
F
R
F
R
F
R
F
R
F
R
F
R
F
R
F
R
F
R
F
R:
F
R
F
R
F
R
F
R
F
R
F
R
F
R
F
R
F
R
F
R
F
R
F
R

5~ CAG TTT GCT ATG TCT AGG TAT CCG A-3’
. 5°- AGA AGG GTT CAC TAACTG TGC GTT TT-3°
:5'- TTC AAC TAG AGG GCA GCC TTG-3'

5~ TGTGCGTTT TAT TCC TCC ATT TT-3

:5'- CAG AAT AGT CGT GTG AGT CCT GAC-3'

: 5~ GCA ATG GAA ACA CAA TCT GGA-3°

: 5'- GAA CAC ACA CAT GGT GAACTC C-3

: 5'-AAT TGT GAT GGT GGT GGT GG-3'

:5'- TCC AGG GAA CCA CAA AGC TAG-3'

: 5'-GCT TGA GGT GGT CTG ACA TTG G-3°
5~ ACATGT ATG CAG CCC TTC TCC-3°

: 5~ GGG AAT CTG CTC TTT GTT GAA A-3°
5~ ACC AAC ATC TCC AGT TCC AA-3’

5~ ATG CAC TTG ATT TCA TGG TCT-3

.5~ CAA ATG GGA CTG GAG GAA GT-3

8- GTT TGC TGC TGT TCT TGC TT-3

:5'- CAG AAG GAC ACT CAA AAG CAT G-3'
5~ TTG CTG CTC TAA AGC TGG G-3

: 5'- GAG AAT CCA CCT GCA AGC TG-3

5~ TTT CAC AAG ACA CAA GCA TCG-3°




Table 1: Hotspot regions and primers used for mutation analysis

gene Primer

. 5'- TCT AAT AGA TCA GTC CA-3’
:5'- CAG CCT TCA CAC ACA AAG CAG-3'

5~ TTC ATT TCT CAG GAT GTG GTC ATA G-3’
:5'- TGT AAA TCT GAC CCT GAG AAT TGG-3'

:5'- GTT GCC CTA ATT GTG ATC TAA ACA TG-3'
: 5~ CCA CTG ATA GGA AAG CCC AAT CT-3'

5~ GGG TTC TAC TTA ACT GGG TAT TTT CCA-3’
: 5~ GTG AAC AAT ATG ACA TAT CTT GGT AAG CT-3

. 5'- GGA TTC AAA ATG TAA GGG GAA TAATC-3°
:5'- TCC TCT TAATTG TTG AAA CCA CTG C-3

5~ CCA TGT CAA GAT ATT TGC TCT CTATTT TGT-3°
:5'- GAC TCA CAG TTC CAC ATG GCT G-3

: 5~ CCA CCA ACA CAA ATC TGA ATA CTG A-3'
:5'- GGT TTT GCC CCC ATC AAC TT-3’

5~ TCT TTG CTT AAT GGG TGT CGT ATATC-3°
:5°- GGC TTT TGA ATC AGA ATA CCC AA-3

. 5'- CCA GCC CTA TGA ACT TCT ATT C-3’
: 5'- CCA TAA CTA CAG TGC AGC TCC G6-3

:5'- CAA ACA TGG ACT ATA AAA ATG GTG AAC-3°
: 5~ CAC CAG GAT CTC CCT CGT CTT-3

:5'- GCC GTG GCT CCA ACT CAT-3°
:5'- GGC AGT GGG AAA GGT CAC-3’

TET2 (exon 4]

TET2 (exon 5]

TET2 (exon 6)

TET2 (exon 7)

TET2 (exon8)

TET2 (exon 9]

TET2 (exon 10]

TET2 (exon 11-1]

TET2 (exon 11-2)

TET2 (exon 11-3)

TET2 (exon 11-4)

o m m m o m o m o m o m o m o m o m o m o m

Type Il aberrations
In total, 19 type Il aberrations were found (n=4 pMDS, n=15 sMDS], i.e 2 MLL-
rearrangement, 1 RUNXI-rearrangement, 1 NUP98-translocation, 1 NPM1 mutation
(c.8538-860 insG), 5 CEBPA aberrations (c.580_535dupACCCGC no double mutants were
identified], 2 ASXL1 mutations (Q733stop, E1102D], 1 ONMT3A (N717H]) and 7 RUNX1
mutations (n=3 L56S, n=1 L134P, n=1 R204Q, n=1 Q264, insertion exan 8). For anly 1/7
patients with a RUNX1 mutation, germline material was available which identified RUNX1
mutation in the germline material. For the other identified aberrations no germline
material was available. NUP38/NDS1 fusion product was not identified in any of the 60
patients screened. Silent mutations were found in the P53 gene and ASXL1 gene bath
in two patients. Interestingly, TETZ, IDH1 and IDH2 mutations were not detected in any
of the 107 patients. Several known SNPs in the TET2 gene were found: P29H in 6 cases,
L34F in 4 cases, V218M in 6 cases, 63550 in 4 cases, P363L in 7 cases, M1701l in 4
cases, V1718L in 2 cases, L1721W in 23 cases, P1722S in 2 cases, 11762V in 63 cases
and H1778R in 3 cases. In 25 patients a previously described SNP was found in the
CEBPA gene [T230T]. In 5 cases a known SNP was found in the IDH1 gene [rs59682327].
So, overall of the 44 primary MDS patients 4 patients carried a type | aberration [9%)
and 4 patients carried a type Il aberration (9%]. The mutations were mutually exclusive.
Of the secondary MDS patients 4/63 (6%] had a type | aberration and 15/63 (24%] a
type Il aberration. Only two patients carried both a type | and a type Il aberration, i.e. a
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NRAS and a RUNX1 aberration in one patient and two type Il aberrations in the other, i.e
a RUNX1 and an ASXL1 mutation.

Type I/l aberations and cytogenetics
Table 1 and 2 depict an overview of the identified type | and Il aberrations in the various
cytogenetic subgroups.

No correlation was found between the presence of mutations and the cytogenetic
aberrations. Among the 35 MDS patients with monosomy 7, various malecular aberrations
were found in 8 cases (Table 3]. In 3/13 patients with trisomy 8, a mutation was found.
Furthermore, mutations were found in 7/29 of the patients with other karyotypes and in
6/23 of the normal karyotype patients. RUNX1 and CEBPA mutations [all single mutants]
were the mast frequent mutations, but they did not correlate with a specific karyotype.
None of the patients with a complex karyotype (4 primary MDS and 11 secondary MDS]
carried a molecular aberration.

As the frequency of mutations was small, no outcome analyses to evaluate the
prognostic value of the identified molecular aberrations were made.

DISCUSSION

This is the first study of an extensive cohort of childhood MDS cases that aimed to detect
molecular aberrations that are involved in the pathogenesis of adult MDS (Table 4] [5-9,
17,18, 21, 27, 50-51]. Our study indicates that in children the occurrence of mutations
in primary and secondary MDS seems to be less frequent as in adults, which is mast
obviously reflected by the frequency of mutations in genes regulating the histone function
and DNA methylation. The latter were recently shown to play an important role in adult
MDS (Table 4]. This emphasizes that, overall, the biology of adult and childhood MBS is
different. This is further illustrated by the fact that recently a much lower frequency of
mutations in the RNAsplicing machinery in childhood MDS was found as compared to in
adults (29-30, 52].

In children with primary MDS we observed type | aberration and type Il aberration
in about 9% of the cases. In adult studies the frequency of type | aberrations varies
between 6 and 22% (6, 9, 53] and of type Il aberrations between 5 and 16% (6, 9], and
we have to stress that most adult MDS studies on type |l aberrations even included only a
selection of molecular aberrations and not the broad spectrum we have screened (6, 9].

In our patients with secondary MDS the frequency of type | and Il aberrations was 6%
and 24%, respectively. The occurrence of type | aberrations in our cohort, which is lower as
compared to the largest study so far in adult MDS (type | aberration in 33/140 (24%), type
[l 'aberration in 47/140 (34%]], suggests that in childhood MDS especially the praliferation
advantage caused by type | aberrations is less prominent as compared to in adults (5].

Pedersen-Bjergaard et al described a high frequency of P53 mutations (24%)
in patients with secondary MDS, which were mainly associated with aberrations of
chromosaome 5 [5). We did not find any P53 mutations, which may be due to the low
frequency of chromosome S aberrations in in our representative childhood MBS cohort.
In our study, collaborating mutations were found in only 2% of the cases, whereas 13%
of the adult secondary MDS cases carried both a type | and type Il aberration and 1/140
carried two type Il aberrations [5].

MDS AND TYPE I/l MUTATIONS
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In our cohort 73% of the primary MDS and 83% of the secondary MDS patients had
an abnormal karyotype. This further illustrates that, recurrent cytogenetic aberrations
may be the major oncogenic event rather that the collaboration between type | and
Il aberrations. In patients with a normal karyotype, 11/12 primary MDS and 10/11
secandary MOS did not show any molecular aberration which indicates that other
unknown responsible mechanisms need to be unraveled in childhood MDS.

We found a low frequency of ahberrations in the MLL, NUP3S8, TET2, IDH1, IDH2,
ASXL1 and DNMT3A genes. Recently, these genes have shown to be key-players in
the regulation of DNA methylation in several myeloid malignancies and MDS (54-58].
Although epigenetic mutations are not the only factors regulating the DNA methylation,
the absence of mutations in these genes in childhood MDS may suggest that aberrant
DNA methylation is less important in childhood MDS as compared to adult MDS. This may
be due to the fact that epigenetic regulation is related to aging of the hematopaietic
stem cell, and subsequent malignant transformation, as illustrated by the observation
that MDS increases exponentially with age (57].

This is the first study that systematically investigated a substantial cohort of
pediatric MDS samples by international collaboration. The results show that type | and
Il molecular aberrations, that have been described in pediatric AML and adult MDS/
AML, infrequently occur in pediatric MDS. In particular, mutations in genes, playing a
role in epigenetic regulation occur in a significantly lower frequency in pediatric MDS as
compared to adult MDS. This suggests that other mechanisms drive leukemaogenesis in
many cases of pediatric MDS compared with the mechanisms in adults. Further research
by high throughput analysis, e.g. whole gename sequencing, may further help to unravel
the drivers of the hiology of childhood MDS [59].
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ABSTRACT

Background: Childhood myelodysplastic syndrome (MDS] is a rare disease accounting
for less than 5% of all hemataological malignancies. In about 50% of the MDS cases
an abnormal karyotype is found by conventional karyotyping, of which chromosome 6
is invalved in 10%. The immediate-early-response 3 [/ER3] gene, which is located on
chromosome 6p21, encodes for a glycoprotein that plays a raole in the regulation of
apoptosis and cell cycle progression. Recently, it was shown that IER3 gene aberrations
frequently occur in adult MDS patients, which are not restricted to patients with
chromosome 6 aberrations and that low /[ER3 expression was assaciated with a worse
outcome. Therefore, we investigated the frequency and prognostic impact of IER3
expression in childhood MDS.

Methods: [ER3 mRNA expression was determined by quantitative real-time PCR in 58
childhood MDS patients of which 17 carried a chromosome 6 aberration, and in normal
bone marrow [n=8]. In addition, methylation-specific-PCR [MSP] was performed to
investigate the methylation status of the promoter region of the IER3 gene, as a plausible
cause for the downregulation of IER3.

Results: Median IER3 mRNA expression was 0.9% in MDS (range 0.01-73.3% relative
to GAPDH expression] and 3.3% in normal bone marrow (range 0.81-85.5% relative to
GAPDH expression] (p=0.05]). A more than 4-fold decrease in IER3 expression below
the mean of healthy contrals was found in 74% (43/58] of the childhood MDS patients.
There was no difference in [ER3 mRNA expression between MDS patients with or without
chramosome 6 aberrations (MWU p= 0.89]. Also, no difference in [ER3 mRNA expressian
was found between the different WHO-subtypes or between primary versus secandary
MDS. Three patients with a chromosome Bp21 rearrangement in the /[ER3 region based
on genomic profiling (array-CGH) showed expression-levels in the range of normal bone
marrow. Low I[ER3 mRNA expression was assaociated with adverse outcome in childhood
MDS patients (Cox regression analysis estimated hazard ratio 0.73, p=0.027, 95% ClI-
interval 0.55-0.97]. The low IER3 expression appeared not to be due to hypermethylation
of its promoter region.

Conclusion: |ER3 expression is low in childhood MDS patients with and without
chromosome 6 aberrations and this low expression is associated with poor outcome.
However this seems to be due to therapy related mortality, rather than by the increased
risk of relapse. The IER3 downregulation is not regulated by hypermethylation of the IER3
promoter region.



INTRODUCTION

In childhood, myelodysplastic syndrome (MDS] is a rare disease accounting for less than
5% of all hematological malignancies (1]. The most common cytogenetic abnormalities
in childhood MDS are monosomy 7 and trisomy 8 [2-3]. Recently, chromosome 6
aberrations were identified as a recurrent genetic abnormality in childhood MDS cases
with an aberrant karyotype (2, 4]. It is unknown which specific molecular aberrations
associated to chromosome 6 abnormalities are relevant for the development and
outcome of childhood MDS.

Genome-wide approaches proved to be powerful tools to dissect haemataological
malignancies molecularly. Recently, through array-CGH, Steensma et al identified a
breakpaint in the IER3 gene (immediate early response 3 gene, previously named IEX-1)
in an adult MDS patient with t(6;9)(p21.3;q34). Subsequent analysis of 204 adult MDS
cases showed eight additional patients with IER3 rearrangements. Aberrant expression
of the IER3 gene, localized at chromosome 6p21.33, was found in 61% of the adult MDS
patients, even in cases without a 6p rearrangement [5]. In addition, it was shown that
low |[ER3 expression was associated with a warse outcome in adult MDS (6]. So far, no
information on the relevance of IER3 expression in pediatric MDS is available.

Therefore, we performed a comprehensive study of 58 pediatric MDS cases callected
by the European Working Group of MBS and JMML in Childhood [EWOG-MDS], including
17 cases with chromosome 6 abnarmalities by conventional karyotyping (amang which
3 cases with rearrangements in the IER3 region determined by array-CGH] to study the
role of IER3 expression in pediatric MDS.

PATIENTS

In July 2009 in the database of the EWOG-MDS 530 patients with MBS are registered,
of which ~45% have an abnormal karyotype, including 30 which carried a chromosome
6 aberration. In 23/30 of these cases material was available for array-CGH. Of these 23
patients, 13 had primary MDS [refractory cytopenia of childhood (RCC] n=1, refractory
anemia with excess of blasts [RAEB] n=6, refractory cytopenia with excess of blasts in
transformation (RAEB-t) n=6] and 10 patients had secondary MDS (RCC n= 5, RAEB n=3,
RAEB-t n=2). Seven secaondary MOS cases occurred after previous cancer treatment and
three in patients with constitutional bone marrow failure syndromes.

IER3 mRNA expression levels were measured in 58 pediatric MDS patients, selected
on the availability of material. This cohort included 17 of the 23 aforementioned patients
with chromosome 6 abnormalities and 41 additional patients without chromosome
6 aberration based upon conventional karyotyping (Tahle 1). Of these S8 patients, 8
patients were not transplanted: i.e. 3 patients with familial MDS who had stable disease,
3 patients who died due to disease progression before they could be transplanted, one
patient died due to infection before the transplantation and one patient was successfully
treated with immunosuppressive therapy. As control material, the normal bone marrow
of eight children in the same age range was used.
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Table 1: Patients characteristics of the MDS patients with and without chromosome 6 aberration based
on conventional karyotyping included for IER3 expression analysis.

Patients with chromosome Patients without
6 aberration chromosome 6 aberration
N=17 N=41

Gender (male/female) 12/5 21/20
Age at diagnosis (years) 1.8-16.5 0.8-17.5
Median age 6.0
WHO
Primary

- RCC 2 10

- RAEB 3 19

- RAEB-t 4 0
Secondary

- RCC 2 7

- RAEB 4 4

- RAEB-t 1 1
Number of patients transplanted 15 37
IER3 expression relative to GAPDH (%) 0.1-20.2 0.02-73.2

RCC = refractory cytopenia of childhood
RAEB = refractory anemia with excess of blasts
RAEB-t = refractory cytopenia with excess of blasts in transformation

METHODS

Array-CGH

Genomic profiling was performed, using the Agilent [Agilent Technologies, Palo Altg,
California, USA) 105k Array-CGH platform, on DNA from 23 childhood MDS patients with
chromosome 6 abnarmalities, as previously described [3-10]. Briefly, patient genomic
DNA (2 mg] and reference male human genomic DNA (2 mg] [Promega] were labelled
with Cy5 and Cy3 dyes according to standard random priming protocols (Bioprime
Labeling Kit, Invitrogen, Carlsbad, CA, USA]. The DNAs were combined, denatured, and
applied to the Agilent Array, according to the manufacturer’s protocol. DNA hybridization
and washes were performed as recommended, and the slides were scanned on a
GenePix 4000B Microarray Scanner [Axan Instruments, Unian City, CA, USA). Arrays were
analyzed using feature extraction software (version 8.1, Agilent]). The data were imparted
in array-CGH analytics software of Agilent [11].

Quantitative real-time PCR

cDNA was prepared as previously described (7). Quantitative real-time PCR [RQ-PCR]
was performed on a total of 58 pediatric MDS patients with available cDNA. An ABI PRISM
7900HT thermal cycler (Applied Biosystems, Foster City, CA, USA] was used. Primers for
IER3 are described in Table 2. For expression analysis of IER3 SYBRgreen was used. The



IER3 expression was compared to GAPDH, with primers as previously described (7). The
average cycle threshold (Ct] value was used to calculate mRNA expression levels of [ER3
relative to the expression level of the reference gene (GAPDOH] using the comparative
Cycle time (ACt]) method (8].

Methylation Specific PCR

To investigate the methylation status of IER3, methylation specific PCR (MS-PCR] was
performed, as previously described (12] The primers were located in the CpG-island of
the promoter sequence (designated M/U] (Table 2]). Unmodified genomic DNA was used
to test the specificity of the primers for bisulfite converted DNA. One DNA sample was first
treated with DNA methylase SSS1 and methyl donor SAM [M0226S New England Biolabs,
Ipswich, MA, USA] and then bisulfite converted, creating a hypermethylated sample as a
positive contral for methylation. Bisulfite converted unmethylated DNA of a healthy, adult
male donor was used as negative control. The specificity of the methylation (M] and
unmethylation (U] specific primers was tested on a dilution range with a mix of M and
U DNA. For this analysis, eighteen MDS samples were selected: nine samples with the
highest IER3 mRNA expression and nine samples with the lowest [ER3 mRNA expression
as measured by RQ-PCR.

Table 2: Primer sequences of IER3 and GAPDH used for RQ-PCR and Methylation Specific PCR.

Primer Sequence [5°-3°)

IER3 forward GCC GCA GGG TTC TCT A
IER3 reverse GGG CTC CGA AGT CAG A
MS-PCR region 1 IER3 methylated forward CGT CGG AAT TTT TAG TTC
MS-PCR region 1 IER3 methylated reverse AAA TAA AAA TCG ACT ACC G
MS-PCR region 1 [ER3 unmethylated forward TGT TGG AAT TTT TAG TTT
MS-PCR region 1 [ER3 unmethylated reverse AAA TAA AAA TCA ACT ACC A
GAPDH forward GTC GGA GTC AAC GGA TT
GAPDH reverse AAG CTT CCC GTT CTC AG

Statistical analyses:

The Mann-Whitney-U test [MWU] was used for the comparison of the IER3 expression in
two different groups and the Kruskal-Wallis-test was used for the comparison of more
than two groups. Low IER3 expression was defined as a maore than 4-fold decrease in
expression compared with the mean IER3 expression of healthy controls, as previously
described (3]. Probahilities of overall survival were estimated by the method of Kaplan
Meier and compared by the use of log-rank test. Cox regression analysis was performed
to investigate the influence of IER3 expression on overall survival. Cumulative incidence
of relapses (CIR] were constructed by the methaod of Kalbfleisch and Prentice (13]). The
survival analyses were an intention to treat analyses. All analyses were perfarmed with
SPSS Statistics version 17.0. All used tests were two-tailed and a value of less than 0.05
was cansidered statistically significant.
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RESULTS

Array-CGH was performed in 23 patients. In 3/23 a breakpoint in the area where 1ER3
is located was detected (Table 3] (Figure 1]. In patient 1 with a ring chromosome 6 the
breakpaints could be identified precisly. Conventional karyotyping of patient 2 identified
a trisomy 6, but array-CGH revealed that this was only an amplification of a part of
chromosome 6. In the third case the breakpaoint at the short arm of the chromosome
6 could be identified more exact by array-CGH. In these three cases the IER3 gene was
located in ar near the breakpaint. To investigate whether this gene is involved in a larger
extend, we analyzed the IER3 expression in a larger cohort of childhood MDS.

The median IER3 mRNA expression in the pediatric MDS patients was 0.92% [range
0.01-73,2% relative to GAPDH] as compared to 3.38% in normal bane marrow [0.81-
85.5% relative to GAPOH [Mann-Whitney U test: p-value: 0.05] (Figure 2A]. A low IER3
expression [a more than 4 fold decrease in expression compared with the mean IER3
expression of healthy contrals) was found in 74% (43/58] of the childhood MDS patients.

No difference in [IER3 mRNA expression was found comparing the patients with [(n=17)
or without a karyotypic chromosome 6 aberration [(n=41]; median [ER3 expression
levels were 0.99% (range 0.01-20.2%] and 0.76% [range 0.02-73.2%] respectively (ns]
(Figure 2B]. IER3 mRNA expression of the 3 patients with aberrant chromosome 6, with
a rearrangement in the I[ER3 gene region determined by array-CGH, was not different
from the patients without a rearrangement [ns]. Unfortunately, of those specific 3 cases
cytospins were not available to perform FISH analysis.

Table 3: Clinical data of the patients with a rearrangement of the IER3 gene region at 6p21 identified
by array-CGH.

Patient 1 Patient 2 Patient 3

Gender M F F
Age at diagnasis 14 53 43
[years]

. . . . Secondary RCC
FAB classification Primary RCC Primary RAEB (after chemotherapy)
Hemoglobin (g/dl] 10.6 109 7.5
WBC (x 10%/1) 3.7 6.4 3.0
Platelets (x 10%/1) 77 36 18
Blasts BM (%] 1 18 3

Cytogenetics

48,XY, idic(6)(p2?2q?)
[17],/47, idem,+idic[6)
[4]/45, XY,

-6[5]

50,XX,+4,+6,+8,+21

46,XX,der(6)add(6])(p25)
?ins(6;?])(g?15-g?21;7)

Findings array-
CGH regarding to
chromaosome 6

del 6g12-gter, del
6p21-pter, amplification
6p2l-6gl2

amplification 6p12.3
-6p21

delbp21-pter

Course

SCT
Died: TRM
FU: 1.6 years

SCT
Alive in CR
FU: 8 years

SCT
Alive in CR
FU: 7.7 years

M= male, F= female, RAEB= refractory anemia with excess of blasts, RCC= refractory cytopenia of childhood, SCT=
stem cell transplantation, CR= complete remission, FU= follow up
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Figure 1: Array-CGH of one patient with rearrangement in IER3 region. Figure 1A: Chromosome
6 ideogram, and corresponding array-CGH plot of the ratio of patient 1 DNA versus control DNA
(blue tracing] in a dye swap experiment (red tracing] from an array-CGH experiment (105k oligo-
array-CGH platform). The ideogram shows a deletion of 6q12-gter, a deletion of 6p21-pter and an
amplification of 6p21-6g12. Arrow indicates localisation of IER3, which is located in the region of
the breakpoint at 6p21. Figure 1B: A detailed overview of the [ER3 region on chromosome 6 of the
same patient.

No significant difference in IER3 mRNA expression was found between the different
WHO-subtypes of MDS [median expression RCC: 1.17%, RAEB: 0.47%, RAEB-t: 0.54%
and secondary MDS: 1.9%, Kruskal-Wallis-test: ns] (Figure 2C). [ER3 mRNA expression
tended to be higher in secondary MDS [median 1.9%, range 0.01-73.2%] as compared to
primary MOS (median 0.69%, range 0.05-12.48%) (MWU: p=0.05].

To evaluate whether low IER3 mRNA expression was regulated by hypermethylation
of the CpG islands of the promotor region of the IER3 gene, we performed methylation
specific PCR (MSP] in a subset of 18 patients with the lowest (n=9] and highest (n=9]
IER3 mRNA expression as determined by RQ-PCR. None of the patients revealed
hypermethylation of the IER3 gene (Figure 3).

Five years overall survival of patients with low IER3 expression was 47% compared
to 85% in the other patients. Univariate Cox regression analysis showed that a decrease
in IER3 expression was associated with a decrease in averall survival (estimated Hazard
ratio 0.73, p=0.027, 95% Cl interval: 0.55-0.97] (Figure 4). Unfortunately, the numbers of
patients were too small to allow multivariate analysis. The worse overall outcome in the
patient group with low I[ER3 expression was not caused by a higher cumulative incidence
of relapse (9/43 of the patients with low IER3 expression, CIR at 5 year: 0.22, 3/15 of
the other patients relapsed, CIR at 5 year: 0.18], but rather by a higher therapy related
mortality rate (11/43 patients with low [ER3 expression died due to TRM versus 1/15 of
the other patients]. Three of the twelve patients who died due to TRM were diagnosed as
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Figure 2: IER3 expression in childhood MDS. Figure 2A: [ER3 expression in MDS versus normal hone
marrow. Expressian levels of IER3 relative to GAPDOH expression in bone marrow of 58 pediatric MOS
patients compared to normal bone marrow of 8 healthy children. The harizontal lines represent
the median values. Figure 2B: [ER3 expression in MDS with and without chromosome 6 aberration.
Expression levels of IER3 relative to GAPDH expression in bone marrow of 17 pediatric MDS patients
with a chromosome 6 aberration compared to hone marrow of 41 pediatric MDS patients without
a chromosome 6 aberration. The horizantal lines represent the median values. Figure 2C: [ER3
expression in different FAB types of MDS. Expression levels of IER3 relative to GAPDH expression in
bone marrow according to FAB subtype: RCC n= 13, RAEB n= 15, RAEB-t n= 10 and secondary MDS
n= 20. The horizontal lines represent the median values.



RCC, 5 as RAEB and 4 were diagnosed with secondary MDOS. All, except one patient who
died due to infection, died after transplantation.

DISCUSSION

In pediatric MDS prognostic relevant recurrent clonal numerical cytogenetic aberrations,
especially monosomy 7 and trisomy 8, occur in 50% of the cases [2-4]). In addition,
Gohring et al recently described, that the presence of a structurally complex karyotype
is the strongest independent predictor for poor outcome in children with advanced MDS
(4). Recently, we identified that chromosome 6 aberrations occur in about 5% of the MDS
cases and that they are involved in 10% of all cases with an abnormal karyotype. Until
now, neither the prognostic role of chromosome 6 abnarmalities nor the role of genes
involved in chromosome 6 abnormalities are clarified in childhood MDS.

Recently, in adult MDS, downregulated expression of the IER3 gene, located on 6p21.3
was described (3]. Others showed that differentially expressed IER3 is associated with
clinically relevant subgroups and outcome in adult MBS (6, 14). Our present study is the
first on the impact of [ER3 mRNA expression in childhood MDS. Our cohort revealed a
large inter-patient variety in [ER3 mRNA expression, similar to what has been reported in
adult MBS (5]. Concordant with adult MBS studies, we found no difference in expression
between the patients with or without a chromosome 6 aberration in children ([5].

A patients with |ow IERS expression control patient

+— 100bp

B patients with high [ERZ expression control patient

«— 100bp

Figure 3: Methylation specific PCR. Figure 3A: Methylation specific PCR in nine patients with low
IER3 expression. Figure 3B: Methylation specific PCR in nine patients with high IER3 expression.
Methylation specific PCR in patients with low IER3 expression (n=8](Figure 3A] and high IER3
expression (n=9] (Figure 3B). M: methylated, U unmethylated. In patients with low and high IER3
expression no bands of the expected size (100 bp]) were observed are seen using the methylated
specific primers (the smaller bands are most likely primer dimer bands) and bands are seen using
the unmethylated primers. The control patient bands of the same size are found using both the
methylated and the unmethylated primers as expected (arrow: expected product size of 100bp]
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Furthermore, we found no significant difference in the IER3 mRNA expression between
MDS-RCC and more advanced MBS in children. Limitation of our study is, that due to the
low absolute number of childhood MDS cases, even after including most recent European
pediatric patients, multivariate analyses are not feasible. Nevertheless, Cox regression
analysis in our cohort showed that overall survival is significantly impaired in children
with low IER3 expression similar to what has heen found in adult MDS (6] .

In adults the reason for the worse outcome of the patients with low [ER3 expression
is not further specified. We show here that the worse outcome of the childhood cases
with low IER3 expression was determined by a higher therapy related mortality rate
rather than by a higher relapse rate.

As indicated, in adults it has not been described why downregulation of the [ER3
gene results in a lower praobability of survival. The IER3 gene, formerly known as IEX-1
ar pe2/PRG1, is characterized by the fact that expression increases rapidly in response
to cellular stress. The gene encodes a 27-kDa glycoprotein regulating death receptor-
induced apoptosis. IER3 expression is regulated by multiple upstream events like
aberrant expression of the transcription factars p53, NF-xB and ¢c-MYC, which bind at
the promoter region of the IER3 gene and which play a role in the regulation of apoptaosis
(15]). IER3 is also a target of ERK and in this way cell growth is regulated (16]. Moreover,
IER3 suppresses the production of reactive oxygen species and protects cells from
apoptosis (17]. Whether the effect of IER3 on apoptasis is enhancing or suppressive
depends on the cellular context and cell type as well as the apoptosis stimulus (15,
18). It has been suggested that downregulation of IER3 is the result of mutations in the
promoter region at the binding sites of these transcription factors, but Steensma et al
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Figure 4. Kaplan Meier plot. Plot showing the overall survival far all MDS patients with low [ER3
expression (n=43) compared to the other patients (n=15]) Low IER3 expression is defined as a maore
than 4-fold decrease in expression compared to the mean of healthy controls (log rank p=0.07]



sequenced the IER3 coding and promaoter regions in adult MDS patients and revealed no
point mutations. Therefore, we did not search for IER3 mutations in our pediatric cohort.
As to date, no informatian is availahle regarding other mechanisms of downregulation
in poor risk MDS patients, we performed TP53 mutation analysis but found anly 1 case
in our cohort (data not shown], indicating that this may not be the most prominent
regulating event. In addition, we showed that /ER3 downregulation is not regulated by
hypermethylation of the promoter region.

We conclude that in the majority of pediatric MDS patients, IER3 expression is
relatively low and expression is not reqgulated by hypermethylation of the promoter region.
Low IER3 expression is not associated with structural chromosome 6 aberrations and is
associated with adverse outcome, due to a high number of treatment related deaths. To
understand the mechanism and ultimate pathobiological effect of IER3 downregulation
in pediatric MDS further studies are required.
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ABSTRACT

Introduction: Normal cells contain different amounts of mitochondria which can
simultaneously harbour wildtype and mutated mitochondrial DNA [mtBDNA]. Somatic
mtONA variants [either heteroplasmic or hoamoplasmic] have been found in 50-60%
of adult MDS patients, with an increasing frequency with rising age and linearly rising
incidences with advanced type MDS. No information is available on the frequency and
role of mtDNA variants in pediatric MOS. We recently identified a pediatric MDS case in a
family with (germline] mtDNA variants, and investigated whether and how often mtDNA
variants occur in an extended cohort of childhood MDS.

Methods: We analysed the role of mtDNA variants in the index family, and in 19 childhood
MDS patients, including primary, therapy-related and familial MBS, using the Mito-Chip2
[(Affymetrix]. The mitochondrial variants were validated by direct sequencing. Variants
in the mtONA were defined as a frequency of less than 1% in the normal population in
the different mitochondrial databases. A pathogenicity score was calculated of all found
variants. To investigate whether the variants were germline or somatic, analysis was
performed on DNA extracted from cultered fibroblasts or from saliva in MDS patients and
their maothers. Oxidative phospharylation assays were performed in the index family to
evaluate the enzyme activity of the complexes.

Results: In 13/19 (68%] pediatric MOS patients non-recurrent mtONA variants were
found versus 0.5% in the controls. Seven variants were scored as potential pathogenic.
Mt-mutational status did not point towards a specific WHO subgroup of childhood MDS.
Heteroplasmic variations were only found as somatic events, whereas germline variants
were salely homoplasmic. Nine of the thirteen patients with mtDNA variants carried
either additional cytogenetic or molecular aberrations.

Conclusion: We describe the first family in which germline mtDNA variants triggered the
development of pediatric MDS and show that also in non-familial pediatric MDS cases,
samatic and germline variations frequently occur. This illustrates that mtDNA variants
may cause an increased vulnerability for additional hits involved in the development of
pediatric MDS.



INTRODUCTION

Myeladysplastic syndrome [MDS] is a clonal stem cell disarder reflected by somatic
cytogenetic abnormalities found in early hematopoietic progenitors (1]. MOS is rare in
childhood, accounting far less than 5% of all hematalogical malignancies [2]). Until now,
only scarce information is available on the pathogenesis of pediatric MDS.

Studies in adults have shown that different genetic and malecular events contribute
to the development of MDS (3, 4]. Alternatively, some studies have emphasized that
an auto-immune attack on the stem cells may initiate the disease (5, 6]. In addition,
somatic mitochondrial DNA [mtDNA] variations have been shown to be involved in the
pathogenesis of the disease in adults (7]. So far, no information is available on the role
of mtONA variations in sporadic or familiar childhood MDS patients.

MtDNA variations are maternally inherited (8, 9], but can occur de nova. MtDNA has
no protective histones and no effective repair system. Mareover, the mtDNA is highly
exposed to oxygen free radicals, generated by the respiratary chain, as it is located near
the inner membrane of the mitochondria. This results in a higher mutation rate than that
of chromasomal DNA (10]. In general, cells contain different amounts of mitochondria
which can harbour both wildtype and variant mtDNA. Co-existence of normal and variant
mtONA is referred to as heteroplasmy, whereas the existence of only normal or anly
variant mtDNA is called homoplasmy.

MtDNA consists of a hypervariable control region [D-loop, basepair 1-576 and
16024-16569], which regulates the replication and transcription of other mtDNA genes.
Sharawat et al showed that aberrations in the D-loop of the mtDNA occur in a high
frequency in pediatric acute myeloid leukemia [AML] and that specific aberrations were
assaciated with an inferior event-free survival [11]. Apart from the hypervariable D-loap,
the mtDNAincludes a coding region [basepair 577-16023], which encodes for 2 ribosomal
genes and 22 tRNAs that are essential for translating the RNA of the protein encoding
genes. The coding part also encodes for 13 proteins of the oxidative phosphorylation
enzyme complexes: ND1-6 and ND4L [Complex 1], CO1-3 [Complex lll], Cytochrome B
(Complex IV] and ATPase 6 and 8 [Complex V]. Variations in the genes encading for
the proteins of the oxidative phospharylation can result in an aberrant function of the
complex, leading to impaired energy production. It is hypothesized that this impaired
energy production results in an abnormal function of the spindle apparatus, necessary
for cell divisian, which subsequently leads to an increased chromasomal instability (12].
Saomatic mtDNA variations contribute to the development of adult MDS/AML as well as
childhood AML (7, 11). However, MBS susceptibility in pediatric cases based on inherited
mtONA variations has never been reported. In this paper we describe an index childhood
MDS case with germline mtDNA variants and with affected family members, followed
by investigating the occurrence of germline and somatic mtONA variants in a serie of
childhood MDS cases.
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PATIENTS AND METHODS

Index family

In the index family, in which one young girl had been diagnosed with a hilateral optical
nerve atrophy associated with 2 germline mitochondrial mutations (i.e m.13528 A>G and
m.13565 C>T), two sisters and the mother were diagnosed with MDS.

Additional pediatric MDS cohort

For additional mutation analysis screening 17 sparadic pediatric MDS patients, previously
diagnosed in our hospital with MBS, and 2 familial pediatric MDS cases were included.
Informed consent from the parents and children was obtained according local law and
regulations.

Controls

For the evaluation of mitochondrial variants in MDS patients, data were compared with
the population frequency described in the Human Mitochondrial Genome Database
(mtDB, www.genpat.uu.se) (13] as well as mtSNP [www.mtsnp.tmig.orjp/mtsnp/
index_e.shtml] and mitomap (www.mitomap.org]. At the moment, these databases
contain 2704 published mitochaondrial genome sequences [13). Aberrations occurring
in mare than 1% of the healthy population described in the mtDB are defined as single
nucleatide polymorphisms [SNPs] (13]. An aberration was defined as a variation when
the incidence of this aberration was less than 1% in the healthy population described in
the mtDB. As previously defined, the variation was called a mutation when it is a potential
pathogenic aberration, based on the pathogenicity score, which is calculated for the
variations according to a checklist (14-16]. The variation frequency in the MDS cohort
was compared to a healthy contral cohort in which recently mtDNA variations were found
with a frequency of 1/200 (26].

Isolation of DNA

Mononuclear cells were derived from cryopreserved primary bone marrow at diagnosis
(17]. Cells were thawed and resuspended in RMPI 1640 medium (Dutch modification
without L-glutamine; Invitrogen life technologies, Breda, The Netherlands] supplemented
with 20% fetal calf serum [FCS; Integro, Zaandam, The Netherlands], 100 IU/ml penicillin,
100 pg/ml streptomycin, 0,125 pg/ml fungizone and 0,2 mg/ml gentamycin [Gibco
BRL, Life Technologies, Breda, The Netherlands]. Genomic DNA was extracted from a
minimum of 5 x 108 cells using TRIzol reagent (Gibco BRL, Life Technologies, Breda, The
Netherlands] according to the manufacturer’s instructions.

Mitochondrial DNA mutation analysis

The entire mtDNA was amplified using the Expand Long Template system (Roche,
Mannheim, Germany] in two fragments. Equimolar amounts of the amplified fragments
were pooled and fragmented together with amplified control sequence, as previously
described [18). Thereafter, DONA was labeled and hybridized on the MitoChip2 [Affymetrix,
Santa Clara, CA, USA]. The MitoChip2 contains both sense and antisense probes specific
for the forward and reverse sequence of the entire mtDNA. Oligonucleotide probes were
synthesized in situ on the Affymetrix chip by standard photaolithography and solid-



phase DNA synthesis. For each position of the mtDNA fragment four 25-mer probes
are represented an the chip, each with a different nucleotide in the middle allowing
the detection of all possible nucleotide substitutions. After washing and staining the
MitoChips were scanned using the Affymetrix GeneChip scanner 3000 creating CEL files,
which were analysed with Affymetrix GeneChip DNA Analysis Software (18, 19].

Validation of mitochondrial mutations by direct sequencing
After MitaChip analysis, identified variants were confirmed by conventional sequencing
using the BigDye terminator v3.1 Cycle sequencing kit, an ABI-PRISM 3100 genetic
analyser and the Sequence Analysis 3.7 software package [18).

For analysis of the germline material the RSS000056015_01 mitoSEQr™
Resequencing Primers for the complete human mitochondrial genome of Applied
Biosystems were used (Applied Biosystems, Foster City, California, USA). For the PCR
reaction 5.0 pL AmpliTag GoldR PCR Master Mix (2X], 1.6 pL 50% of UltraPure™ glycerol,
1.0pL (0.6 pM/pL) Forward mitoSEQr™ RSA primer, 1.0pL (0.6 pM/pL]) Reverse mitoSEQr
RSA primer and 1.0 pL (0.5-1.0 ng/pL) genomic DNA were mixed. The thermaocycling
conditions with the AB 3700 are 5 min heat activation at 96°C, followed by 40 cycles
of 94°C for 30 sec, 60°C for 45 sec, and 72°C for 45 sec. Final extension of 72°C for
10 min and haold at 4°C. The PCR reaction product was cleaned up by adding 2 pL of
ExaSAP-ITR (USB Carporation Isogen Life Science, De Meern, The Netherlands], which
is incubated at 37°C for 30 min followed by heat inactivation at 80°C for 15 min. For the
sequence reaction a forward and reverse sequencing reaction mix was prepared. For
10-pL sequencing reactions 4.0 plL of BigDyeR Terminator Ready Reaction Mix v3.1, 1.0
uL of the M13 forward or reverse primer (3.2 pmol/pL], 3.0 pL of deionized water and 2.0
uL of the cleaned up PCR product were used. Thermocycling conditions with the AB 9700
were, heat activation of 86°C for 1 min, followed by 25 cycles of 96°C for 10 sec, 50°C for
5 sec, and 60°C for 4 min, subsequently held at 4°C. The sequence reaction product was
cleaned up by adding 2.5 pL of 125 mM EDTA. After mixing, 30 pL of 100% ethanal was
added and incubation was performed at room temperature for 15 min. Thereafter, the mix
was centrifuged at 2000 x g for 45 min., after which the supernatant is removed and 30
uL of 70% ethanol was added and centrifuged at 2000 x g for 15 min. and after remaoving
the supernatant and dried on air. After resuspending in 10 pL of Hi-Di™ Formamide, the
product is analysed with ABI3100 Genetic Analyzer [Applied Biosystems].

To determine whether the identified variants in the index family were germline or
somatic, mtONA screening was performed on cultered fibroblasts obtained by skin
biopsies. Inthe sporadic MDS patients and four mothers genomic DNA was extracted from
saliva by the self-administrated Oragene method (20). Genomic DNA was obtained from
collected saliva by using the Qiagen DNA isolation kit, according to the manufacturer’s
instructions. Quantification of DNA was performed using a spectrophotometer.

Oxidative phosphorylation

The activity of the enzymes invalved in the oxidative phospharylation was measured in
fibroblasts of the index family members. Complex | (nicotinamide adenine dinucleotide
hydrogenase coenzyme Q reductase] was measured as the rotenone-sensitive
oxidation of nicotinamide adenine dinucleotide hydrogenase with decylubiquinone
as an electron acceptor, as previously described Complex | activity was expressed as
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percentage of the mean value of contrals (21]). Complex Il [succinate-coenzyme Q
reductase) was determined as the 2 mM 4,4,4-trifluoro-1-(2-thienyl]-1,3-butanedione
sensitive reduction of 2,6-dichlorophenalindophenol by succinate in the presence
of decylubichinon. Complex Il [ubiguinal-cytochrome ¢ reductase] was measured as
the antimycin A sensitive reduction of cytochrome c by decylubiquinol. Complex IV
(cytochrome coxidase] was determined by following the oxidation of reduced cytochrome
c in the presence of Tween-20 as detergent. Citrate synthase activity was determined
as a marker enzyme for mitochondrial density and measured according to Srere, protein
was assayed with the Lowry method. Protein content and enzymatic activities were
reported per gram wet weight of tissue sample. Oxidative complex activities were also
calculated per unit of citrate synthase activity (22-24).

Additional molecular aberration screening

All patients were screened for molecular aberrations in the following genes: FLT3-IT0,
FLT3-TKD, BRAF, NRAS, KRAS, PTPN11, c-KIT, NPM1, CEBPA, RUNX1, P53, TET2, ASXL1,
DNMT3A, IDH1 and IDH2 as described in chapter B.

RESULTS

Index family

The pedigree of the index family is indicated in Figure 1. Subject 4 was diagnosed at the
age of 15 years with refractory anemia with excess of blasts [MDS-RAEB). Cytogenetic
and molecular analysis of the bone marrow revealed: 46, XX, +1, der(1;7](g10;p10][4],
47, idem, +11[7], 46, XX[29]] as well as a FLT3-ITO mutation. The latter disappeared
after one cycle of intensive chemotherapy, which was started because of progression
to AML, befare stem cell transplantation. Family donor search revealed non-transfusion
dependent MBS-RCC (refractory cytopenia of childhood] (bilineage dysplasia without
an increased percentage of blasts] with trisomy 8, both in the twin sister [subject 3]
and the mother (subject 1], which remained stable until today without intervention
(follow-up time 2 years]. Mutational screening of subject 1, 4 and 5 did not reveal any
molecular aberrations of the FLT3-TKD, PTPN11, RAS, BRAF, c-KIT, CEPBA, NPM1, TET2,
ASXL1, P53 or RUNX1 gene. Peripheral blood counts and differentiation were normal in
the older sister [(age 17 years old]) who was diagnosed with a mtDNA mutation related
bilateral optic nerve atrophy at the age of 4 years [subject 3, Table 1]. For the purpose
of donor screening, mutation analysis of germline DNA of fibroblasts of subject 3 and
bone marrow and fibrablasts of all three subjects with MDS [subjects 1, 4 and 5] was
performed, which revealed twa similar homoplasmic mtDNA mutations (m.13528 A>G
(T398A) and m.13565 C>T (S410F]] as previously found in the eldest sister [subject
3]. The region in which these mutations occurred is encoding for the NOS gene, which
encades far one of the subunits of the NADH dehydrogenase (complex |]. This enzyme
complex of the oxidative phosphorylation catalyzes the electron transfer fram NADH to
coenzyme Q (25]. Oxidative phospharylation screening showed decreased activity of the
enzymes of complex | (muscle cells in subject 3 and fibrohlasts in subject 1, 3, 4 and 5),
possibly related to the mutations in the ND5 gene [Table 1).
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Figure 1: Pedigree of the index family. RC= refractory cytopenia, RAEB= refractory anemia with
excess of blasts.

Cohort of additional pediatric MDS cases

MtDNA mutation analysis in an additional serie of 17 sporadic childhood MDS cases from
our institute (6 RCC, 6 RAEB, 2 RAEB-t, 1 RARS, and 2 secondary MDS cases] and 2
familial cases revealed 18 variations in 13/19 patients, which will be described in detail
(Table 2, Figure 2]. All variations were found in the sporadic MDS cases.

MtDNA variations in the hypervariable control region (D-loop]

All 19 patients revealed variations in the cantrol region genes (basepair 1-576 and
16024-16569]. A total of 143 variations, canfirmed by sequencing, were found at 70
different positions in the D-loop, with a median of eight variations per patient (range:
2-12] (Table 3A). Six of the 143 variations were not described before in the known
databases and 21/143 were found in less than 1 percent in healthy controls described in
the known mitochondrial DNA databases (Table 3A). The number of patients was to small
to correlate the varants with outcome.

19 patients

mutations
n=13
two mutations
n=>5

[heteropiasmic] [ homoplasmic ] [ heteroplasmic ] [ homopiasmic ]

no mutations
n=6

one mutation
n=8

n=2 n=6 n=5 n=5

Figure 2: MtDNA variants in 19 MDS patients.



MtDNA variants in the coding genes

The frequency of mtDNA variants in the coding genes [consisting of ribosomal RNA
genes, tRNA genes and genes encoding for proteins of the complexes of the oxidative
phosphorylation] was 13/19 (68%] as compared to 1/200 in healthy controls [0.5%)
(26]). These included single mtDNA variant in 8 patients (6 homoplasmic mutations,
2 heteroplasmic] and two concommittant mtDNA variants (S homoplasmic and 5
heteroplasmic mutations]in 5 patients (Figure 2]. Of the 18 identified variants, 7 affected
protein function, based on the pathogenicity score (14-16). All detected variants are
shown in Tahle 2.

In total five, all novel, ribosomal RNA gene ([MT-RNR1 = 12S rRNA, and MT-RNR2 =
16S rRNA] variants were ohserved in the mitochondrial genomes of the 19 analyzed
MDS patients. One patient carried two mutations in the ribosomal RNAs. Three of
the mutations were heteroplasmic (m.889T>Y, m.1952T>Y and m.3199T>Y] and two
homoplasmic (m.2757A>G and m.28739A>G].

Two of the nineteen subjects carried mutations in the tRNA genes (Figure 3]. One,
m.8286A>G [homaoplasmic mutation], maps in the tRNA lysine (MT-TK] and is located
in the acceptor stem of the tRNA [Figure 3A]). The other mutation m.12317 T>Y
(heteroplasmic mutation] which is mapping in the tRNA Leucine [MT-TL2), results in a
mismatch in the TYC loop stem and has not been described previously [Figure 3B].

Figure 3: Mutations in the tRNA. Figure 3A: tRNA lysine. On the left site the wildtype tRNA lysine, on the right site the tRNA lysine
with m.B296 A>G. Figure 3B: tRNA leucine. On the left site the wildtype tRNA leucine, an the right sight the tRNA leucine with
m.12317T>Y
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Table 2: Patient characteristics additional MDS cohort.

Pt. Diagnosis Ageat Gender Blast Cytogenetics Mt DNA Affected Affected Amino acid

diagnosis (%) mutation gene complex substitution

A Sec. MDS 16 M 0 4g, XY m.7278T>Y  CO| Caomplex Il F36L

m.8568C>A  ATPase8 ComplexV S68Y

B RAEB 5 M 7 45,XY,r(6)(p?q?).7t(17;22) m.829BA>G  tRNA -
(g171;911) lysine
c[33]/46,XY,t(17;22)

(g1?1;911])c[4]

C RARS 14 M 1.4 46,XY,idic(6])(p2?2q?) m.7692T>C  CO Il Complex Il F36S
[17]/47,idem,+idic(6) m.143197>C ND6 Complex | N119D
[4]/45,XY,-6[5]

D RCC 12 F 2.2 45, XX,-7[31] m.11253T>C ND4 Complex | 1165T

m.11778G6>R ND4 Complex | R340H

E RCC 8 M 0 4g, XY m.14751C>T CytB Complex IV T2l

F RAEB-T 2 M 7.8  43-50Y,-X,-1,-2[3].del(5) no aberration - -
(g1l1g13)[18],+6[15]

-9 [3]der (10)t(1;10)
(p13;g26), -13[18].-
18[3], -19[13],
add(19])(p11) [8], +21
[16]+21[14],+marl[18],
+mar2[11],+mar3[19],
+ring[2] [cp20]

G RCC 13 M 6.6 46, XY m.3199T>Y  16srRNA -

H RAEB-T 14 22 4B, XX m.9839T>Y 12s rRNA -

m.2757A>G  1Bs rRNA -
I RAEB 12 76 45, XY, -7[22] no aberration - -
J RAEB 16 11.6 46, XY, der(1)add(1](p3?5]) m.1952 T>Y  1BsrRNA -
add(1)(g31~g32), der[10] m.12317T>Y tRNA -
t(1,;10)(g22;q26), add(1] leucine
[g13)[19]/46, XY [1]
K RCC 10 2 4g, XY no aberration - -
L RCC 5 04 46, XY m.12338T>C ND5 Complex | M1T
M RAEB 12 F 3.9 47 XX, +1, der(1;7) m.14954A>G Cyt B Complex IV T70A
(g10;p10], +8[15]
N Fam MDS: 2 M 0 46, XY no aberration - -
RCC

0 Fam MDS: 3 F 0 4g, XX no aberration - -
RCC

P RAEB 17 F 11.2 47 XX, +8 [13]/46 XX[9] no aberration - -

Q Sec. 8 F 21 46, XX, -7,i(21)(g1l0)[15] m.12557C>T NDS Complex | T74
MDR-AML

R RCC 3 F 0 45, XX, -7[81/48, XX[4] m.10750A>R  ND4L Complex | N94S

S RAEB 8 M 0 45, XY, ring 6, -7 m.2879A>G  16s rRNA -

Sec. MDS = Secundary myelodysplastic syndrome, RAEB = refractary anemia with excess of blasts, RARS = refractory anemia
with ringsiderohlasts, RCC=refractory cytopenia of childhood, Fam. MDS = familial myelodysplastic syndrome, MDR-AML =
MDS related acute myeloid leukemia, M = male, F = female, IVIG = intraveneous immunoglobulins, IST = immunaosuppressive
therapy, Haplo-id SCT = haplo-identical stem cell transplantation, TRM = therapy related mortality



Pathogenecity Germline Analysis Frequency Treatment Outcome F ollow
analyses mother healthy up
popultaion (years]
affect protein function NA 2/2704 MUD-SCT alive B
affect protein function 0/2704
NA 4/2704 MUD-SCT alive 10
affect protein function NA 0/2704 MUD-SCT died, TRM 2
affect protein function 1/2704
tolerated NA 10/2704 MUD-SCT died, TRM 0.8
affect protein function 2/2704
affect protein function m.14751C>T wild type 2/2704 IVIG alive, relapse after 7
6.33 years
NA AML-Rx, MUD-SCT died, relapse after 0.8
0.6 years
wild type 0/2704 MUD-SCT alive 7
wild type wildtype 0/2704 Chemo, MUD-SCT alive 7
m.2757A>G  m.2757A>G  3/2704
NA MSD-SCT died, TRM 0,5
NA 0/2704 MUD-SCT died, TRM 0,5
0/2704
NA IST, IVIG, MUD-SCT alive 7
affect protein function NA 0/2704 IST, graft failure, 15
haplo-id SCT retransplant, died
TRM
tolerated m.14954A>G m.14954A>G 1/2704 MUD-SCT alive 2
NA SCT died TRM 0.5
NA supportive care alive 3
NA haplo-id SCT alive 15
tolerated NA 42704 chemo died, TRM 0.2
tolerated wild type wild type 7/2704 MUD-SCT alive 11
NA 0/2704 Chemo died before 15

transplantation
due to progression
disease
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Table 3A: Sites of aberrations in control region (D-loop] of the mtDNA in 19 patients.

Position of nucleotide

Nucleotide variation

Number of patients with
aberration

72 T>C 1
73 A>G 12
146" T>C 1
150 C>T 2
152 T>C 9
195 T>C 4
188 T>C 1
204" T>A 1
207 G>A 1
217 T>C 1
239" T>C 1
eqe’ C>T 1
263 A>G 15
285" C>T 1
299 C>T 1
321" T>C 1
385" A>G 1
461" C>T 1
462 C>T 1
471" T>C 1
477" T>C 1
489 T>C 3
4397 C>T 1
498 G>A 1
508" A>G 1
511" C>T 1
15954 A>C 1
16051 A>G 2
16068 C>T 1
16093 T>C 2
16104 C>T 1
16111 C>T 1
16126 T>C g
16128 G>A 2
16129 G>C 1
16140 T>C 1




Table 3A: Sites of aberrations in control region (D-loop] of the mtDNA in 19 patients.

Number of patients with

Position of nucleotide Nucleotide variation aberration
16145 G>A 1
16172 T>C 1
16183 A>C g
16189 T>C 4
16182 C>T 3
16213~ G>A 1
16221 C>T 1
16222™ C>T 1
16223 C>T 4
16224 T>C 1
16227 A>G 1
16234 C>T 1
16249 T>C 1
16256 C>T 2
162577 C>T 1
16261 C>T 1
16263 T>C 1
16270 C>T 3
16278 C>T 1
16288 T>C 1
16289° A>G 1
16291 C>T 1
16292 C>T 1
16294 C>T 3
16286° C>G 1
16304 T>C 2
16311° T>C 1
16319 G>A 1
16356 T>C 1
16362 T>C 5
16388 G>A 1
16399 A>G 2
16428~ G>A 1
16482" A>G 1
16519 T>C 12

*= not described previously in the known mtDNA databases
"= found in less than 1% in the known mtDNA databases
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Y Aberrations in D-loop described in table 3A

Table 3B: Distribution of the mtDNA variants.

ND1= NADH dehydrogenase subunit 1, ND2= NADH dehydrogenase subunit 2, ND3= NADH
dehydrogenase subunit 3,NB4= NADH dehydrogenase subunit 4, ND5= NADH dehydrogenase
subunit 5, ND6= NADH dehydrogenase subunit 6, CO |= cytochrome c oxidase subunit 1, CO II=
cytochrome c oxidase subunit 2, CO Ill= cytochrome c oxidase subunit 3, cytB= cytochrome b.

Eleven out of the 19 mtDNA genomes of the MDS patients showed variants in the
protein coding regions (8 homoplasmic and 3 were heteroplasmic) (Table 2 and 3B).
Six of these eleven variants were found in complex I: a heteroplasmic variant in the
ND4L gene (NADH dehydrogenase subunit 4L] in ane patient, twao variants in the NO4
gene (NADH dehydrogenase subunit 4] [one homoplasmic and one heteroplasmic]
in one patient, two patients with homoplasmic variants in the NDO5 gene [NADH
dehydrogenase subunit 5] and in one patient a homoplasmic variation in the NO6
gene (NADH dehydrogenase subunit 6]. Two of the identified variations encode for
proteins of complex Ill: one heteroplasmic variation in the CO-I gene (cytochrome
c oxidase subunit | and a homoplasmic variation in the COIll gene (cytochrome ¢
oxidase subunit I1]. Two variations were found in genes encoding for proteins of
complex IV: both homaoplasmic variants in the cytochrome B gene in two different
patients. Furthermore, one patient carried a homaoplasmic variant in the ATPase8
(complex V].



Analysis of germline mtDNA mutations

In 5 of the 13 sporadic MDS cases with variants in coding mtDNA genes (3 homaoplasmic
and 2 heteroplamic variants], germline material was available for analysis (patient E, G,
H, M and R]. The presence of homaoplasmic variants m.14751C>T (patient E], m.2757A>G
(patient H, Figure 4A) and m.14954A>G (patient M] were confirmed in germline material.
In contrast, the heteroplasmic variants m.989T>Y [patient H, Figure 4B), m.3199T>Y
(patient G) and m.10750A>R [patient R] were not detected in saliva and were therefore
considered as somatic variants [Table 2].

Analysis of maternal samples

In 4 of the 13 patients with a mtDNA variant it was possible to study maternal saliva. In
case of the 2 homoplasmic variants we could confirm that these variants were inherited
from the mother. The 2 heteroplasmic variants were not found in the germline DNA of
their mothers [Table 2].

Correlation mtDNA variants and cytogenetic and molecular aberrations

Five of the thirteen patients with a mtDNA variant in coding genes and 3/6 patients
without mtONA variants carried a normal karyotype. Extensive molecular analysis of the
patients with mtDNA variants revealed only one additional germline RUNXI mutation
(patient H] and an additional samatic PTPN11 mutation (patient SJ.

BM-MDS Germline DNA (saliva)

ﬂ m.2T57 A>G m.2757 AxG

BM-MDS m.983 T>C Germline DNA (saliva)

{heteroplasmic) m.989 wildtype

Figure 4: Comparison mtDNA variants in bone marrow with germline material. Figure 3A:
Homoplasmic variant m.2757A>G. The homoplasmic mtDNA variant m.2757A>G is found in the bone
marrow at diagnosis of the myelodysplastic syndrome and the germline material, indicating that
this is a germline variant. Figure 3B: Heteroplasmic variant m.989T>C. The heteroplasmic mtONA
variant m.989T>C is found in the bone marrow at diagnosis of the myelodysplastic syndrome and
nat in the germline material, indicating that this is a somatic variant.
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DISCUSSION

Here we describe the first family in which three young first-degree-related female
members with MBS carry germline mtDNA variants. This family illustrates the clinical
variety of the phenotypes that can be triggered by variants in the mtDNA, as all four
female family members were found to carry similar homoplasmic mtDNA variants and
three of them suffered from MDS, whereas the fourth female sibling had optic symptoms
without signs of MDS. This family illustrates the well-known maternal inheritance of
mtONA mutations, which was discovered by Giles et al [27], and which we could further
confirm by identifying the same mtONA mutation in their 90-years old grandmother.

This family histary also illustrates that germline mitochondrial variants may be the
initiator of a multistep driven development of myeloid malignancy, and suggests that
mtONA mutations in the hematopoietic stem cell increases the vulnerabhility to acquire
genetic variants that lead to MDS or AML [10]. So far, this vulnerability was mainly
attributed to acquired, somatic mitochondrial mutations, except for cases with Pearson
syndrome, where exocrine pancreatic dysfynction can be accompanied by sideroblastic
anemia and is caused by a germline deletion in the mtDNA (28, 29].

In our index family the mtDNA variants were shown to be germline variants. The
subsequent acquired genetic aberrations, t(1;7] and FLT3-ITD mutation in subject
4 and trisomy 8 in subject 1 and 5, were required for the evalvement to clinical MDS.
Interestingly, only the patient that acquired an additional FLT3-ITD mutation showed
enhanced proliferation as reflected by disease progression towards MDS related-AML,
consistent with the hypothesis as postulated by Gilliland et al [5].

We show that, also in sparadic childhood MDS, mtDNA mutations are a frequent
occurring event as two third of our cases carried one or mare variations in the mtONA,
which is significantly higher as compared to the healthy population, in which mtDNA
mutations are rare (0.5%] (26]. The frequency of variations in childhood MBS may be
comparable or even higher than in adults, in which 56% of the MDS cases carry a mtDNA
variation (n=104] (7], although in elderly MDS these variants occur mainly somatic. This
indicates that mtONA variants contribute to and maybe initiate the development of MDS
in children.

The variants in our cohort were distributed over the entire mtDNA genome and no
identical variants were found. Thirteen variants were found in coding regions, of which
seven are predicted to affect protein function by SIFT and PolyPhen, which indicates
that nat only the incidence of variants in our cohort is relatively high, but also that they
are often pathogenic. The majority of variants (11/18]) were found in genes encading for
proteins of the oxidative phaspharylation, with hotspots in genes encoding for proteins
of complex I. In addition, in our index family we showed that the variants found in the
NDS5 gene resulted in a decreased enzyme activity of complex |, suggesting that variants
in the oxidative phospharylation, and especially in complex |, may play a role in the
pathogenesis of childhood MDS. Five variants were located in the ribosomal RNAs, which
play a role in the mitochondrial protein synthesis (30] and two variants were found in
the tRNAs. These tRNAs are small RNAs, transfering the amino acid leucine or lycine
respectively, to a growing polypeptide chain at the ribosome site of the protein synthesis
during translation [25]). Both variants interrupt the conserved Watsan Crick base pair
in the acceptor stem [8296A>G] or the TYC stem of tRNA leucine (12317T>Y], that are



both likely to alter the structure of the tRNA. This altered structure may result in an
impaired function of the tRNA and result in aberrant translation.

MtDNA mutations have been found in several types of cancer (12, 31, 32] and the role
of mtONA mutations in the pathogenesis of adult MDS has been described previously
(10]. MtDNA mutations induce impaired mitochondrial energy production due to ATP
deficiency, which results in decreased metabalic activity of the cells. Subsequently,
ATP deficiency results in chromosomal instability, as the spindle apparatus necessary
for the cell division is ATP dependent. In childhood MDS chromosomal abnormalities
frequently occur, i.e. 40% of the primary MDS and 80% of the secondary MDS cases
carry an abnormal karyotype (33-35]. Here we showed for the first time, that in our
index family germline mtDNA variants result in an aberrant enzyme activity of complex
| of the oxidative phasphorylation, which, after experiencing different second genetic
and malecular hits, induced evolvement to MOS. In the pediatric MDS patient cohort we
studied thereafter, we showed that 9/13 patients with mtDONA variants carried additional
cytogenetic or molecular aberrations.

Furthermore, our data reveal that germline variants occur in sporadic pediatric MDS.
This opens the discussion whether part of sporadic childhood MDS reflects an underlying
predispaosition to insufficient maturation of the hematopoietic stem cell. This is clinically
relevant as it has consequences for counseling and donor choice in this disease that
requires hemataopaietic stem cell transplantation as the only curative treatment option.
Besides this inherited vulnerability, acquired mtDNA mutations may be relevant for the
development of childhood MDS. This is underscored by the fact that we detected somatic
mutations in the bone marrow of the MDS patients, which could not be confirmed in
germline material. Interestingly, the germline mutations all were homoplasmic mutations,
whereas the heteroplasmic mutations were all somatic mutations.

All patients in our series showed variations of the D-loop. The D-loop regulates the
replication and transcription of mtDNA. Variations in this region have been observed
in 20-81% of different solid malignancies (7, 36-40]. In 80% of pediatric AML cases
variations in the mitochondrial D-loop were found (11]. Linnartz et al observed that
mtDNA variations in the D-loop are respansible for the transformation of normal or
dysplastic cells to a leukemic phenotype in adults (41), resulting in increased ROS
production which is mutagenic (31).

Most of the detected mtDNA variations in genes coding for proteins in the present
study have not previously been described in relation to disease. Some variations
have been described in other diseases as epileptic syndromes, cardiomyopathy, and
MELAS [m.8296A>G] Leber’s hereditary optic neuropathy and progressive dystonia
(m.11253T>C, m.11778G>R, m.12338T>C), Parkinson’s disease [m.14319T>C] and
multiple scleraosis (m.8568C>A] (42]. None of our patients have clinical signs of these
diseases during or after the MDS period (follow up time till 10 years after diagnosis
of MDS]. The index family also illustrated that similar mutations can result in different
phenotypes, i.e. optic neuropathy in one subject and MDS in other subjects, probably
depending of the amount of mutated mitochondria in the tissue.

In conclusion, we describe the first family in which germline mtDNA-mutations, with
concomitant aberrant enzyme activity of complex | of the oxidative phosphorylation and
a second random genetic and molecular hit, resulted in MBS in 3 young first degree
female family members. Progression to AML was only found in the MBS patient with an
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additional FLT3-ITD mutation supporting the multistep hypothesis of MDS progression
to AML (Figure 5]. Of high importance is our finding that mtDNA mutations occur in
two-third of sparadic childhood MDS cases, and that the homoplastic mutations can
be germline vulnerahility enhancers of deregulation of the stem cell in at least a part of
pediatric MDS cases.

mherited predisposiBon:

mibAmutations
thamoplasmich

abeualiznin H3C,
DN Antations

cytopenstic aberration molecular abamaton

sheteroplasmic)

HECprogenitor cell Pre-malignant clone Myclodysplasia

AL

Figure 5: Hypothesis about role mtDNA in the pathogenesis of childhood MDS.
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ABSTRACT

Background: (Very]) severe acquired aplastic anemia ([v]SAA] and myelodysplastic
syndrome (MDS] arerare diseasesin childhood. (V]SAAis a bone marrow failure syndrome
characterized by immune-mediated destruction of hematopaoietic progenitars. MDS is a
malignant clonal stem cell disarder, of which the hypoplastic variant is, in case of absence
of a cytogenetic clone, difficult to separate from [v]SAA. Recently, studies provided a
molecular signature of auto-immunity in adult [v]SAA, by showing oligoclonality based
on the length of the TCR V@ COR3 region. We investigated retrospectively the frequency
and the discriminative value of TCR VB COR3 oligoclonality in pediatric (v)SAA and MDS
patients.

Methods: Peripheral blood [PB] and/or bone marrow (BM] mononuclear cell samples
of pediatric patients with [v]SAA [(n=38), refractory cytopenia of childhood (MDS-RCC]
(n=28), and 18 controls were analysed via TCR V@ heteroduplex PCR analysis of extracted
RNA.

Results: A skewed TCR Vp COR3 repertaire was found in 21/38 [v)SAA and in 17/28 RCC
patients in contrast to 2/18 in the control group.

Conclusions: These data suggest an overlapping group of RCC and SAA patients that
may share a common immunemediated pathogenesis. Prospective studies are required
to estahlish the clinical value of TCR Vp COR3 repertaoire analysis to predict the clinical
response in these patients.



INTRODUCTION

(Very] severe aplastic anemia (v]SAA and myelodysplastic syndromes (MDS] are rare
acquired bone marrow failure disarders in childhood. In the last decade (v]SAA has shown
to be associated with autoimmune phenomena [1-2]. The use of immunosuppressive
therapy (IST] has proven to be of great value in both adults and children with SAA [3-5].
The administration of combinations of antithymocyte globulin [ATG], cyclosporine and
steroids with or without granulocyte colony-stimulating factaor have resulted in an event-
free survival of about 70% (4, 6-8].

Myelodysplastic syndrome is a clonal stem cell disorder which results in a
dysregulation of hematopoiesis and dysplasia in one or more cell lines. From studies of
the European Working Group of MDS and JMML in Childhood [EWOG-MDS] it has become
apparent that over 50% of all pediatric MDS are hypoplastic (9]). Refractary cytopenia of
childhood [RCC] is a subtype of childhood MDS characterized by dysplasia in at least 2
hematopoietic cell lineages, but less than 2% blasts in the peripheral blood [PB], and
less than 5% hblasts in the bone marrow [BM] [10]. In hypocellular cases discriminating
RCC from SAA, which is mainly based on marphaology and histology, is difficult, especially
in case of absence of clonal cytogenetic abnarmalities. So far no molecular diagnaostic
tools are available for characterization and discriminating [v)SAA and MDS-RCC.

In adult (v]SAA the variability of the COR3 region of the VB chain of the T-cell receptor
[TCR]) has been described as a useful tool to determine an auto-immune patient-specific
signature. Mareaver, in adult (v]SAA patients the patient-specific oligoclonal pattern has
been used to manitor maolecular responses (11]. This aligoclonality reflects a skewed
variability of the COR3 length of the TCR VB chains and therefore is referred to as TCR VB
skewing [11-14].

In this pilot study, we investigated the frequency of TCR VB skewing and the value
of molecular TCR Vp CDR3 repertaire analysis to discriminate childhood v(SAA] from
MDS-RCC. Mareaver, we analysed whether skewing of individual V@ families differed
between [v]SAA and MDS-RCC. In addition, we evaluated the most informative
compartment [PB or BM] to study this aligoclonality.

PATIENTS

In this retrospective study pediatric MDS and [v]SAA patients, diagnosed in pediatric
oncology centers and who participated in the EWOG-MDS, were included based on
availability of material.

RCC was diagnosed according to EW0G-MDS-98 criteria and [v)SAA accarding to
German SAA 1994 group (Table 1] (4, 10, 15-16]. All BM biopsies were centrally reviewed
by the morphology board of EWO0G-MBS and the German SAA group.

The contral group consisted of pediatric patients with Evans syndrome [n=2],
congenital bone marrow failure syndrome (n=7), chronic myeloid leukemia [n=1],
idiopathic thrombocytopenic purpura (n=2), parvo B19 infection (n=1] and healthy
valunteers (n=5]. Far this retrospective study, clinical characteristics such as gender, age
at diagnosis, marphologic subtype, treatment schedule and response to treatment were
collected fram the medical records in the local hospitals. Approval from local medical
ethical committees and written informed consent according the Helsinki agreement
were obtained.
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Table 1: Diagnostic criteria of MDS-RCC and (v)SAA according to EW0G-MDS-1998 and SAA-1994.

AA
MDS-RCC (*] SAA [*) VSAA [**]
Sustained and unexplained cytopenia ANC = 0.5 x 109/I ANC = 0.2 x 109/I
At Bzt b\||ne;ge TR Platelets < 20 x 10%/I Platelets < 20 x 10%/I
myelodysplasia
Acquired clonal cytogenetic Reticulocytes < 20 x 109/I Reticulocytes < 20 x 109/

abnormalitiy in hematopaoietic cells

Blasts: PB < 2 %, BM < 5% < 30 % of normal cellularity < 30 % of normal cellularity

in BM in BM
[V]SAA (very] severe aplastic anemia
ANC Absolute neutrophil count
PB Peripheral blood
BM Bone marrow
* Two of the first three criteria and criterion 4 are mandatory (10)
*x all criteria should be fulfilled (7]
METHODS

TCR VB CDR3 repertoire analysis

Cryopreserved primary bone marrow and/or peripheral blood samples had been collected
at diagnosis. Mononuclear cells ([MNC] were isolated from PB and BM by Ficoll-Hypagque
density centrifugation. RNA isolation was performed as described previously (17-18).

Fallowing RNA isolation and cONA synthesis, TCRB [VB-Cp] PCR was applied (17-18].
Resulting PCR products were subjected to heteroduplex analysis to determine TCR VB
CDR3 heterogeneity. The TCR Vp COR3 profiles were compared with those of the contral
patients.

Skewing of the TCR Vp CDR3 repertaoire was scored when an oligoclonal patternin two
or mare lanes in the heteroduplex gel was found. Skewing in 2-5 lanes was defined as
TCR score 1, whereas skewing in maore than 5 lanes was defined as TCR score 2. In non-
skewed cases polyclonal patterns were seen in all lanes, defined as TCR score 0.

In a propartion of cases caonsecutive follow-up samples were available far TCR VB
CDOR3 analysis to determine malecular response after IST.

Statistical analysis

Differences in TCR V@ COR3 repertaoire scare distribution between [v]SAA patients, MDS
patients and healthy controls were calculated by x? analysis. The difference hetween
results of TCR Vp CDR3 repertoire scares in peripheral blood and bone marrow were
compared using Pearsaon correlation.

RESULTS AND DISCUSSION

In this study, a total of 84 cases were included. TCR VB CDR3 repertoire analysis was
performed in 38 [V]SAA patients (n=17 SAA and n= 21 vSAA patients], 28 RCC patients
and 18 controls. Of the RCC patients, 10/28 had a normal karyotype, in 16/28 cases
cytogenetic abnormalities were found and in 2/28 cases the karyotype was unknown.



Oligoclonality (TCR scores 1 and 2] was found in 21/38 (55%] of the [v]SAA patients
and in 17/28 [61%) of the RCC patients (x? analysis, p=0.8]. No difference in TCR scare
was found between the SAA and the vSAA patients (x® analysis, p=0.28], nor hetween
RCC-patients with a normal karyotype versus patients with cytogenetic abnormalities
(x? analysis, p=0.07]. In twao of the control cases, mild skewing [TCR score 1] was found:
ane was a healthy contral and one was diagnosed with congenital bone marrow failure. A
significant difference in TCR skewing pattern was found between (v]SAA + RCC patients
as compared with the controls (x® analysis, p=0.001), but not between RCC and [v]SAA
patients (x® analysis, p=0.8]). Furthermore, no skewing of specific VB families was found
when (v]SAA were compared with RCC patients (Figure 1].

Our retrospective TCR VB COR3 repertoire study shows that 55% of (v]SAA had a
skewed TCR pattern indicative of autoimmunity, which may reflect the proportion of
patients who responded to immunosuppressive therapy in clinical pediatric [v]SAA
studies (4].

So far no studies have heen reported on TCR aligoclonality in pediatric MDS. Qur
results show that in 61% of the RCC patients autoimmunity apparently plays a role. This
is comparable with findings in adult MDS patients, in which oligoclonality of the TCR
Vp CDR3 repertoire has been described in a high percentage of patients (14, 18-21].
Moreover, in elderly MDS patients response to IST has been reported, which is indicative
that an autoimmune attack may play a role in the pathogenesis of the disease (22-28].
Recently, EW0G-MDS performed a pilot study in 31 children with hypoplastic RCC and
narmal karyotype in which a response rate of 71% at 6 months after initiation of IST was
shown (29]. This underscores our findings that auto-immunity may indeed play a rale in
subsets of pediatric MDS.
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Figure 1: Skewed TCR VB CDR specificities in (vJSAA and MDS-RCC patients. TCR Vp skewing
frequency in peripheral blood and bone marrow samples of (v]SAA and MDS-RCC patients.
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In two cases of pediatric [v]SAA consecutive follow-up PB samples were available
for TCR VB CDR3 analysis to determine molecular response. In one clinically responding
patient TCR VB COR3 repertoire changed from TCR score 2 till 0 at 20 months after IST
(cyclosparine, steroids and antithymacyte globulin] (Figure 2). The second patient, with
an initial TCR score of 2, did not respond to IST and did not show a molecular response
either. These findings illustrate that, as has been reported in adult patients TCR Vp COR3
analysis, this might be a valuable molecular response tool in children.

Of the 38 (v]SAA patients 22 received IST. Response data showed a response in 17
patients (BCRand 9 PR]and norespansein 4 patients. One patient died during treatment.
Although the number of patients that received IST in the aplastic anemia patient group is
considerable, it was not the intention of this retrospective study to investigate whether
TCR VB CDR3 analysis is predictive for respanse, as the used IST regimens (dosages,
timing, and compounds]) and the moment of response assessment (4-7 months] were
too variable for this analysis. Future prospective studies are necessary to investigate the
value of this maolecular tool for response measurement in pediatric (v)SAA and MDS-RCC
patients.

Until now it is unkawn which compartment (PB or BM] gives the best information on
T-cell aligoclonality in autoimmune-mediated bone marrow failure. In this study, paired
samples were availahle of 25 cases [Table 2], which showed a high level of correlation
of TCR VB CDR3 repertoire scores between bane marrow and peripheral blood (Pearson
correlation, r2 = 0.98]. Future studies are necessary ta investigate which T-cell subtypes
are responsible for this auto-immune phenomenon in respectively PB and BM.

In summary, in this retrospective study TCR V@ CDR3 analysis was not discriminative
between RCC and (v]SAA. It rather seems that there is overlap between (v]SAA and
RCC patients, which possibly reflects a commaon pathogenesis. Prospective studies are
necessary to investigate whether there is a role for this malecular tool in pediatric MDS
to identify a subset of pediatric bone marrow failure/MDS patients that is associated
with autoimmunity and therefore could be treated with IST up-front, and whether it can
be employed for monitoring maolecular response.

Table 2: Comparison of TCR VB CDR3 scores in paired bone marrow and peripheral blood samples.

TCR score (PB)

TCR score (BM] 0 1 2 total
0 11 2 13

1 3 1 4

2 8 8
total 14 g 8 25

BM = bane marrow, PB = peripheral blood, TCR = T-cell receptor, r* = 0.98

TCR score 0: no skewing: polyclonal pattern in all lanes.
TCR score 1: skewing: oligoclonality in 2-5 lanes.
TCR score 2: skewing: oligoclonality in more than 5 lanes.
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Figure 2: An individual patient with vSAA: haematological response and TCR VB CDR3 scores.
2A: Hematalogical recovery after one course of IST (from month 0 until month 4] TCR scores at
diagnasis, 18 months and 24 manths after starting IST. 2B: TCR VP repertaoire analysis, a skewed
pattern in VB4, VB7, VBll, Vpl2, Vp24 and VP25, indicating a TCR score of 2, pattern before
treatment. 2C:TCR VP repertoire analysis, a skewed pattern in Vp4, V21 and V@e5, indicating a TCR
scare of 1, 18 months after starting treatment. 2D: TCR Vp repertoire analysis, a polyclonal pattern,
indicating a TCR scare of 0, 24 months after starting treatment.
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SUMMARY DISCUSSION AND FUTURE PERSPECTIVES

Illustration: MDS, dyserythropaiesis [BM]






Juvenile myelomaonocytic leukemia and myelodysplastic syndrome are rare diseases in
childhood that belong to the myeloproliferative/myelodysplastic disorders in the WHO
classification. Until now, stem cell transplantation is the only curative option for both
diseases. This procedure harbours the risk of serious toxicity and mortality, not only
during the procedure, but also in later life. Hence, there is a need for unravelling the
pathogenesis of pediatric JMML and MOS to identify potential drugable targets. In this
thesis we studied several aspects of the biology of JMML and MDS.

PART I: JUVENILE MYELOMONOCYTIC LEUKEMIA

Summary

In the first part of this thesis we studied different aspects of the molecular backgrounds
of JMML. In chapter 1 we give an overview of the known invalved molecular aberrations
and we describe the current classification, which can be used in the diagnostic process
of an individual case of JMML. JMML is a disease in which the activation of the RAS-
RAF-MEK-ERK-pathway plays an essential role. PTPN11 mutations are found in 35%,
RAS mutations in 25%, and NF1 in 11% of the JMML patients. More recently, the clinical
observation of a specific phenotype in a subgroup of JMML patients resulted in identifying
c-CBL mutations as pathogenetic driversin 17%. So, currently in about 85% of the JMML
patients a molecular aberration is identified.

In chapter 2 we investigated whether mutations in BRAF, another gene invalved in
the RAS-RAF-MEK-ERK signal transduction pathway, could be identified in 65 JMML
patients. However, we could not identify any BRAF mutations in any of the the JMML
patients, indicating that this gene is not an important involved gene in JMML.

In chapter 3 we repart on FLT3 studies in JMML. In acute myeloid leukemia (AML] M4/
M5 (the myelomonaocytic types of AML] and ininfant acute lymphoid leukemia this gene is
highly expressed due to internal tandem duplications [/TOs] and mutations or wild-type
overexpression by ligand overexpression. In JMML, we found no evidence for FLT3
overexpression, nar did we detect /T0 or mutations in the FLT3 gene nor overexpression
of the FLT3 ligand. We therefore conclude, that FLT3 abnormalities are not impartant in
the pathogenesis of JMML and that there is no rationale to assume that JMML patients
might benefit from FLT3 inhibitors.

Chapter 4 describes WT1 studies in JMML. We found WT1 overexpression in JMML
patients as compared to healthy contrals, but to a lower extent as in pediatric AML. In
4% of JMML patients we identified a mutation in the WT1 gene, which was not related to
overexpression. In addition, in contrast to childhood AML, the occurrence of a comman
polymorphism [rs16754] was not related to outcome. Unfortunately, we conclude that
WT1 is not important in the pathogenesis of JMML.

Until now stem cell transplantation is the only curative treatment option in JMML.
Currently, families are small with mostly 1-2 siblings available all with only 25% probabhility
of being a suitable HLA matched donor. When a young maother is pregnant at the time of
the diagnasis of a JMML patient, cord blood transplantation can be considered in case of
HLA identity. The caontribution of graft-versus-leukemia was considered to be important,
especially in this particular disease (1, 2]. As it was not known whether HLA identical
cord blood sibling transplantation was a reasonable strategy, we studied the feasihility
of this stem cell source in children with JMML. In the small international series available
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we showed that this stem cell source can be used as a reliable alternative for matched
related or unrelated bone marrow.

JMML: DISCUSSION AND FUTURE PERSPECTIVES

Diagnostic challenges

JMML is a rare disease in childhood with a wide spectrum of clinical symptoms (3]. Itis
a rapidly fatal disorder for mast children if left untreated and therefore early recognition
of the disease is necessary. To achieve this, it is important that pediatricians as well as
pediatric oncologists imprave their knowledge about the clinical symptoms of JMML.
In case of a clinical picture of JMML it is a diagnostic challenge to investigate which
molecular aberration is the driving aberration. Until now, only few studies have been
published about the prognostic role of the different RAS pathway mutations. Small
studies have suggested a poor prognastic implication of somatic PTPN11 mutations (4,
5], although this has not been confirmed in the EWOG-MDS cohort so far (6].

The other value of malecular diagnostics is to identify rare JMML patients with an
underlying syndrome, as Noonan syndrome and in some c-CBL mutated cases, which
have been described to resolve spontaneously (7-12]. Future studies with large numbers
in international registries are necessary for identifying those patients who can be
carefully followed without stem cell transplantation (13].

We found that the 15% of the JMML cases without known RAS pathway mutations
were not regulated by mutations or overexpression of other genes, such as WT1, FLT3
and BRAF. Recently, a genome wide analysis of JMML patients showed that patients whao
displayed an AML-type signature had a worse prognosis compared to patients without
an AML-like expression profile (10-years EFS of 6% vs 63%]. The expression profile was
not correlated to a specific mutation status and the earlier mentioned lack of prognaostic
significance of specific mutations suggest that other factors are respansible for the
disease, which have to be unravelled in the future [14].

The epigenetic studies, which are currently performed, may give new information
for the use of new therapeutic options, such as the use of demethylating agents. In
addition, more advanced research toals, such as high throughput sequencing, which has
shown to be successful in acute myeloid leukemia and myelodysplastic syndrome, may
point to novel invalved and deregulated genes and signal transduction pathways (15,
16]. Moreaver, the RAS-RAF-MEK-ERK pathway may be activated in other way than by
mutations.

Therapeutic challenges

Until now, stem cell transplantation is the only curative option for JMML. This carries
a high risk of treatment related morhidity and mortality and does not prevent relapses
in about one third of the cases. The event free survival at 5 years after transplantation
is about 50%, which has naot improved in the last decade. Therefore new therapeutic
approaches are urgently needed.

In order to imprave outcome it is a challenge to design uniform conditioning regimens
and to select the most suitable donars, leading to a decrease in both treatment related
toxicity and relapse. We showed that umbilical caord blood can be used as an alternative
donaor source, even in case of immunity naive HLA-identical siblings.



Also optimising conditioning regimens should be a challenge, including patient
tailored dosing regimens, such as bulsulphan in which intravenous dosing with
therapeutic drug monitoring seems to be preferable aver aral busulphan in children (17].
Alternatively, treosulphan-based myeloahlative conditioning provides also a high rate of
primary engraftment and favourable acute toxicity profile in children (18). As JMML is a
rare disease, all attempts to improve the treatment should be performed in international
collaborative studies and in centers for pediatric stem cell transplantation where
substantial numbers of patients are treated. This will increase survival and hopefully
decrease serious stem cell related side effects.

As in 85% of the JMML patients RAS-pathway mutations are involved, targeting
the RAS-RAF-MEK-ERK pathway would be the most logical therapeutic approach as
an alternative for HSCT (19]. A Phase Il study with a farnesyltranseferase inhibitor
(tipifarnib] showed a partial clinical response prior to transplantation, but there was no
effect on the EFS (13, 20].

Other RAS-RAF-MEK-ERK inhibitars, like Sorafenib, have been developed and
analyzed in leukemia and solid tumars. The efficacy has not been evaluated in JMML so
far. Although many of these inhibitors are promising, one of the problems is that RAS
signaling is also involved in normal cells, so inhibiting of RAS may not be as specific
as suggested. Mareover, the effect of the RAS pathway inhibitars may be bypassed by
mutations in other signaling pathways, like the P13K/PTEN/Akt/mTOR pathways [19].
A novel promising technique to search for specific RAS pathway inhibitors and other
potential effective agents in JMML could be the in silico and in vitro use of drug libraries,
in which large series of compounds can be tested for their ability to modify the target, in
combination with biomic profiles (21].

In our study we have analysed potential new therapeutic targets in JMML. We did not
identify mutations in the FLT3 and BRAF genes, which suggests that it is unlikely that
JMML patients will benefit from FLT3 inhibitors ar BRAF inhibitors.

As WT1 is one of the genes, which is indirectly reqgulating the RAS-RAF-MEK-ERK
pathway, we anticipated that this would have been an interesting therapeutic target, but
we couldn’t provide that evidence, which is unfortunate as in AML and solid tumours WT1
is used as a new therapeutic target for immunotherapy (22, 23].

Hence, for the future a promising mechanism, which regulates the activity of
signalling pathways, is hypermethylation in JMML. This hypermethylation was associated
with an aggressive hiologic variant of JMML and was found to be an important predictor
of outcome (24). Therefore it is reasonable that demethylating agents can be used,
which was illustrated by a case report with a complete morphological and molecular
remission with demethylating agents (25]. These findings are now being implemented in
aninternational EW0G-MDS/ITCC phase I/l trial with the demethylating agent azacitidine
in JMML, which has started in 2012.

In conclusion, in 15% of JMML patients no molecular aberration is found, and future
diagnostic challenges will be necessary to unravel the molecular characteristics of this
group. In addition, studies are needed to identify those patients who might benefit from
a watch and wait strategy. Further studies in JMML will result in new therapeutic options
and hopefully in the future provide alternatives for aggressive regimens such as stem
cell transplantation in these young children. In a rare disease like JMML it is of great
impaortance that for the evaluation of the effect of new agents like RAS pathway inhibitors
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ar of specific transplantation regimens, studies are being performed in international
collaboration.

PART Il: MYELODYSPLASTIC SYNDROME

Summary

Until now only scarce infarmation is available about the pathogenesis of childhood MDS.
The secand part of this thesis describes the studies we performed to get insight in the
pathogenesis of childhood MDS. The results make clear that the biology of childhood
MDS is different from that in adult MDS.

We studied the occurrence of molecular aberrations in 107 childhood MDS cases
(chapter B6]. The incidence of type | and Il aberrations appeared to be lower than in adult
MDS. Especially, genes invaolved in histone modification and DNA methylation are less
frequently mutated in children as compared to adults. This underscores that aging
influences the occurrence of mutations in these genes.

Using array-CGH we found in a relative large subgroup of pediatric MDS patients
with chromosome 6 aberrations a common breakpoint in the IER3 gene. This gene
is considered to be involved in the pathogenesis of adult MDS. We found that IER3
expression is low in childhood MDS and that this low expression was assaociated with a
poar outcome. Epigenetic studies showed that this downregulation was not regulated by
hypermethylation of the IER3 promoter region (chapter 7).

A novel molecular pathogenetic factor in pediatric MOS seems to be the occurrence
of mutations in the mitochondrial DNA [mtBDNA]. We found that these aberrations occur
in 68% of sporadic childhood MDS cases as germline events or as somatic aberrations
(chapter 8]. This frequency is higher as compared to the frequency in adult MDS patients,
which is surprising, as it previously has been suggested that the incidence of mtDNA
mutations is influenced by aging. We hypothesize that in children, mtDNA mutations
induce vulnerability for second hits in the hematopaoietic stem cell. Whether this is a
more general mechanism of predispasition of pediatric cancer needs to be determined.

In chapter 9 the auto-immune background in subsets of MDS patients is described.
We investigated the occurrence of T-Cell receptor VB aligoclonality in childhood MDS
and severe aplastic anemia [SAA]. The frequency of TCR VB repertoire skewing in both
MDS and SAA is around 60%, indicating that the analysis of the TCR repertoire skewing
can not be used to differentiate between both diseases. However, it underscores the
hypathesis that in a subset of children the MDS is caused by auto-immune deregulation,
which may benefit from immunosuppressive therapy, instead of upfront SCT.

MDS: DISCUSSION AND FUTURE PERSPECTIVES

Diagnostics challenges
Currently, the diagnaosis of myelodysplastic syndrome is based an histological aberrations
and discrepancies between histology and marphology are frequently described (26, 27].
Typical karyotyping findings are assaciated with MOS, such as monosomy 7.

Of MDS-RCC patients 60-80% have a hypocellular bone marrow, which makes the
differentiation between severe aplastic anemia and refractory cytopenia difficult,
especially in case of normal karyotype (7, 28]). The discrimination between these twao



diseasesisimportant asuntil recently, MDS-RCC is treated with stem cell transplantation,
whereas severe aplastic anemia is primary treated with immunaosuppressive therapy. Our
study using TCR VB analyses showed that auto-immunity is also involved in a subset of
MDS-RCC patients. This finding resulted in an ongoing prospective study, in which the
clinical relevance of TCR VB aligoclonality, the occurrence of glycosylphosphatidylinositol
(GPI) anchar deficient clones (PNH clones], T-cell subtypes and immunophenotype
are analysed. This study may identify the MDS-RCC patients who may be selected to
benefit from immunosuppressive therapy and for whom stem cell transplantation can
be omitted.

We showed that the frequency of recurrent molecular aberrations in childhood MDS
is lower as compared to adults, which was especially obvious for the aberrations in genes
involved in DNA methylation and histone modification (29-31). Other recent studies
reported that also, mutations in the RNA splicing genes are less frequent in childhood
MDS (15, 32-34]. Altogether this indicates that childhood MDS may be a different
biological entity than adult MDBS.

New high throughput technigues like whale genome sequencing and RNA sequencing,
which have shown novel maolecular aberrations in acute myeloid leukemia and adult MDS,
may be helpful for further unravelling the pathogenesis of childhood MOS (16, 34]. Using
such techniques, mutations in the IDH1, IDHZ gene and the ONMT3A gene, involved in
DNA methylation and histone maodification, were recently identified in adult MDS.

Interestingly, in this thesis we found that 68% of the pediatric MDS patients carried
a mtONA mutation. This frequency is higher than in adult MDS cases, which is striking,
especially when taking into account that the frequency of mtDNA increases with aging
(35]). We identified somatic mtDNA mutations, which we suggest to act as a first hitin the
bone marrow, which makes the hematopoietic stem cell mare vulnerable for subsequent
aberrations. We also identified germline mtDNA mutations, which probably may lead
to a general increased risk for additional aberrations, not only for the hematopaoietic
stem cell, but for all cells, resulting in a general increased risk for the development of
cancer. Recently, it was shown that nuclear microRNAs [miRNAs] translocates into the
mitochondrial genome and regulates the mitochondrial protein synthesis and thereby
the function of the oxidative phosphorylation [36). MiRNAs are regulators of human
hematopoietic stem cells and their deregulation contributes to the development of
haemataological malignancies. In pediatric acute myeloid leukemia the expression of
miRNAs is different in clinically relevant cytogenetic subgroups which suggests a rale in
the underlying hiology of the leukemia [37]. There is also evidence that deregulation of
miRNAs contribute to the pathogenesis of MDS [38].

In addition, in adults a decreased expression of mitochaondrial encoded genes in
adults with acute myeloid leukemia and dysplasia related changes was found. Further
studies will be necessary to address the role of the mtDNA mutations, expression levels
of mitochondrial encoded genes, miRNAs and the oxidative phosphorylation in the
pathogenesis of childhood MDS, but also in other types of childhood cancer.

Therapeutic challenges in pediatric MDS

Asfor JMML, the development of better transplant conditioning regimens for MDS patients
is a challenge. Until now a conditioning regimen with busulphan, cyclophosfamide and
melphalan is used. Therapeutic drug monitaring of intravenously busulphan may make
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the use of melphalan superfluous, thereby decreasing the direct and late toxicity, without
increasing the relapse rate and graft failure rate (17]. An alternative approach might be
a treosulphan based conditioning regimen. Far studies on the best conditioning regimen
international callaborations remain necessary. There is same evidence that subsets of
MBS patients (MDS-RCC with a matched daonor] can be treated with reduced intensity
conditioning, which reduces toxicity, but long term follow up is necessary (39).

The development of alternatives for stem cell transplantation as treatment of
MBS would be very valuahle. The involvement of autoimmunity in a subset of patients
provides opportunities for immunosuppressive therapy such as anti-thymocyte globulin
(ATG) and steroids. Currently, the EWOG-MDBS-group runs an international study on the
effectiveness of immunosuppressive therapy with cyclosporine A and anti-thymocyte
globulin (ATG] for RCC patients with hypocellular bone marrow with a normal karyotype
or trisomy 8, for whom no suitable HLA matched sibling donor is available. A randomized
study in adults with SAA showed that the use of rabhit ATG resulted in inferior outcome
compared to horse ATG (40]. Unpuhlished observational data of the EWOG-MDS group
did not reveal differences in clinical outcome between administration of horse and rabbit
ATG (unpublished data).

In a subset of adult MDS patients autoimmunity is reflected by the presence of
PNH clones, i.e. hematopaietic cells that are deficient in glucophasphatidylinasitol
anchored proteins. The presence of PNH clones makes hematopoietic cells susceptible
to autoimmunity. The frequency of PNH clones and the relevance of the clone size in
children with MDS is currently investigated in a prospective EWOG-MDS study. Recently,
it was demonstrated that eculizumab, a complement inactivator, has a therapeutic
effect in adult patients with paroxysmal nocturnal hemoglohinuria disease. It is unknown
whether it might be a future therapeutic option in childhood MDS with small PNH clanes.

Besides genetic aberrations and auto-immunity, epigenetics are suspected to be
involved in the development of MDS [41). Epigenetics refer to a number of biochemical
modifications of chromatin that have a role in genomic regulation and especially
gene expression control, without altering the primar sequence of the DNA. The DNA
methyltransferase inhibitor azacitidine gives a significantly better survival in adult MDS
patients compared to the conventional treatment [(42]. This has prompted the design of a
EWOG-MDS/ITCC phase I/l study with azacitidine in children with MDS. Pharmacokinetics
and dynamics of azacitidine will be investigated, together with the analyses of the
methylation status of specific genes involved in the pathogenesis of MDS.

In this thesis we showed that mtDNA mutations are involved in the pathogenesis
of childhood MDS, which apart from the importance of understanding the hiology may
have consequences for donor selection. Therefore we recommend analysis of the bone
marrow of potential matched related donors for histology, cytogenetic analysis and
analysis of mtDNA aberrations to prevent that MDS patients will be transplanted with
stem cells which carry similar mtDNA mutations or another molecular aberration as first
hit necessary for the development of MDS.

In conclusion, in this thesis we showed that the frequency of the known type I/l
aberrations is lower in childhood MDS as compared to adult MDS, especially in genes
involved in epigenetic regulation. This suggests that alternative mechanisms are
responsible for the development of MDS in children. We have shown that one of these
mechanisms might be the frequent occurrence of mtDNA mutations. Furthermore, in a



subset of MDS-RCC patients an auto-immune attack is involved. Further research will
result in the identification of patients which may benefit from specific treatment options,
to decrease toxicity and increase the efficacy of the current treatment regimens.
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NEDERLANDSE SAMENVATTING

MOLECULAIRE AFWIJKINGEN BIJ JUVENIELE MYELOMONOCYTAIRE LEUKEMIE [JMML]
EN MYELODYSPLASTISCH SYNDROOM [MDS] OP DE KINDERLEEFTIJD

Illustration: MDS, pseudo Pelger-Huet [PB]






De kans om voor de leeftijd van 18 jaar een vorm van kanker te krijgen is ongeveer 1 op
400. Dit betekent dat in Nederland ieder jaar bij ongeveer 600 kinderen een vorm van
kanker wordt vastgesteld. De meest voarkamende vorm van kanker op de kinderleeftijd
is leukemie, waar verschillende vormen van bestaan. De meest voorkamende vorm
is acute lymfatische leukemie, gevolgd door acute myeloide leukemie (AML]. Er zijn
ook veel zeldzamere vormen van leukemie of voorstadia daarvan. In dit proefschrift
worden twee van deze zeldzame varmen van leukemie beschreven, namelijk Juveniele
Myelomanacytaire leukemie (JMML] en Myelodysplastisch Syndroom (MDS]. JMML wardt
in Nederland gemiddeld 3 keer per jaar vastgesteld en MDS bij gemiddeld 5 kinderen per
jaar. Het zijn kwaadaardige afwijkingen van de bloedvormende stamcel, welke leiden tot
abnormale bloedcelvorming. Ze kunnen overgaan in een agressieve vorm van leukemie.
De enige behandeling met kans op genezing die tot op heden beschikbaar is voor
kinderen met JMML en MDS, is stamceltransplantatie. Om een ingang te vinden voor
nieuwe behandelingsmogelijkheden is meer kennis nodig over de biologie van JMML en
MDS. In dit onderzoek worden moleculaire en genetische afwijkingen van de bloedcellen
onderzocht, die aanleiding geven voaor het ontstaan van MDS en JMML.

JUVENIELE MYELOMONOCYTAIRE LEUKEMIE

Bij JMML is sprake van een ongecontroleerde celdeling waardoor de gezonde cellen die in
het beenmerg aanwezig zijn in de verdrukking komen. Hierdoor ontstaat bloedarmoede,
een vergrote gevoeligheid voor infecties en een verhoogde bloedingsneiging. Ook kunnen
de lever en milt vergroot zijn door een ophoping van leukemiecellen.

In het eerste deel van dit proefschrift onderzochten we de verschillende aspecten
van de moleculaire achtergrond van JMML. In hoofdstuk 1 wordt een overzicht gegeven
van maleculaire afwijkingen, die bij een groot aantal van de kinderen met JMML de
ongecaontroleerde celdeling veroorzaken. Door deze afwijkingen wordt een bepaalde eiwit
groep inde cel, de zogenaamde RAS-eiwit groep, geactiveerd. We weten nu datin ongeveer
85% van de gevallen er een DNA afwijking (mutatie] aanwezig is in de genen die coderen
voor een eiwit van deze groep: in 35% van de gevallen een PTPN11 mutatie, in 25% een
RAS mutatie en in 11% van de gevallen is er een associatie met Neurofibromatose type
I. Een van de andere genen van deze eiwitgroep, het zogenaamde BRAF gen [hoofdstuk
2], lijkt bijzonder genoeg niet gemuteerd te zijn hij deze ziekte JMML. Meer recent is aan
de hand van klinische observaties van een specifieke varm van JMML vastgesteld, dat in
17% van de gevallen een afwijking in het c-CBL gen wardt gevonden. In angeveer 15%
van de gevallen weten we niet welk gen een rol speelt bij de ontstaanswijze van JMML.
Daarnaast beschrijven we in hoofdstuk 1 dat de aanwezigheid van deze afwijkingen
niet alleen helpt om het agressieve beloop van de ziekte te begrijpen, maar ook om
de diagnose te stellen. In hoofdstuk 3 en 4 hebben we gekeken naar andere genen die
mogelijk een rol zouden kunnen spelen bij het ontstaan van JMML.

In hoofdstuk 3 rapporteren we over FLT3 studies in JMML. In bepaalde vormen van
AML is dit gen erg actief, waardoor er meer eiwit wordt geproduceerd. Deze overactivatie
waordt veroorzaakt door afwijkingen in het DNA van het FLT3 gen. Dit gen codeert voor
een receptor die de RAS-eiwit groep kan activeren. In JMML vonden wij geen bewijs
voor overproductie van het FLT3 eiwit of voor de aanwezigheid van mutaties in het FLT3
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gen. Deze kennis leidt tot de veronderstelling dat FLT3 remmers (reeds heschikbaar als
behandeling] niet zinval zijn bij de behandeling van JMML.

In hoofdstuk 4 beschrijven we de studies over het WT1 gen hij JMML. We vonden
overproductievanhetWT1 eiwitwanneerweditvergeleken metgezonde controlepersonen,
maar een lagere productie in vergelijking met patiénten met AML. In 4% van de JMML
patiénten toonden we een afwijking in het DNA van het WT1 gen aan, maar dit was niet
geassocieerd met de overproductie van het eiwit. Een vaak voorkomende variant in
het ONA van het WT1 gen is bij kinderen met AML geassocieerd met een grote kans
op een slechte overleving. We vonden deze variant regelmatig bij de JMML patiénten,
maar niet gerelateerd aan een slechtere uitkomst. We concluderen dan ook dat het WT1
gen waarschijnlijk geen belangrijke ral heeft bij het ontstaan van JMML, waardoor reeds
beschikbare therapie, de zogenaamde immunotherapie, gericht tegen dit gen geen
behandeloptie lijkt bij JMML patiénten.

Tot nu toe is beenmergtransplantatie de enige behandeloptie voor genezing van
JMML. Gezien het feit dat gezinnen steeds kleiner worden met meestal maar 1 of 2
kinderen, is de kans klein dat er een geschikte donar binnen het gezin wordt gevonden.
Wanneer een jonge moeder zwanger is op het moment van de diagnose van JMML bij
een van de andere kinderen, kan een transplantatie met navelstrengbloed overwogen
warden als er sprake is van een overeenkomende weefselbloedgroep van het pasgebaren
kind. Aangezien aan de zogenaamde afstotingsreactie tegen de leukemiecellen (= graft-
versus-leukemia] bij een stamceltransplantatie (SCT) bij JMML een belangrijke hijdrage
wardt toegekend aan de genezing, is echter de vraag of een SCT met stamcellen van een
pasgeboren immuun naieve baby even effectief is als een SCT met stamcellen van een
ouder kind. Daarom hebben wij de effectiviteit van een dergelijke procedure bestudeerd
in de Europese registratie van JMML patiénten. Dit liet zien dat navelstrenghloed van een
identieke pasgeboren broer of zus een goed alternatief kan zijn voor een transplantatie
met beenmerg van een donor uit de beenmergbank.

MYELODYSPLASTISCH SYNDROOM

MDS is een ziektebeeld met verschillende gezichten. De symptomen op het moment van
het stellen van de diagnose kunnen erg lijken op die van acute leukemie: bloedarmoede,
verhoogde gevoeligheid voor infecties en/of bloedingsneiging. Tot nu toe is er slechts
weinig informatie beschikbaar over de ontstaanswijze van MDS op de kinderleeftijd. Het
tweede deel van dit proefschrift beschrijft studies, die we hebben uitgevoerd om inzicht
te krijgen in de biologische eigenschappen van deze ziekte op de kinderleeftijd.

In hoofdstuk 6 bestudeerden we het optreden van moleculaire afwijkingen in 107
kinderen met MDS. De incidentie van maleculaire en genetische veranderingen (type |
en Il afwijkingen] bleek veel lager te zijn dan hij valwassenen met MDS. Het was vooral
opvallend dat de frequentie van afwijkingen in bepaalde genen die een rol spelen bij
het aflezen van de DNA code, opvallend veel lager is dan bij valwassenen met MDS. Dit
betekent dat veroudering het optreden van deze moleculaire afwijkingen beinvloedt.

Met behulp van een nieuwe techniek waarmee kleine afwijkingen in chromosomen
kunnen worden aangetoond, zagen we dat meerdere patienten met MDS met een
afwijking op chromosoom 6 een gemeenschappelijke afwijking hadden in een bepaald
gen, het IER3 gen [(hoofdstuk 6). Bij valwassenen is vastgesteld dat dit gen een ral speelt



bij het ontstaan van MDS. Wij toonden bij kinderen aan dat de hoeveelheid eiwit dat
door dit gen wordt geproduceerd wordt laag was en dat dit met een slechte uitkomst
geassocieerd was. We konden echter niet aantonen waardoor deze verlaagde productie
werd bepaald.

Een niet eerder beschreven oorzakelijke factor bij het ontstaan van kinderMDS zijn
afwijkingen in het mitochondrieel DNA [mtDNA]. Mitochondrién spelen een essentiele
rol bij de energieproductie van de cel en bezitten hun eigen DNA. Wij vonden bij 68%
van de kinderen met MOS een afwijking in het mtDNA. Deze frequentie ligt hoger dan bij
volwassenen. Onze hypothese is dat bij kinderen mtDNA mutaties in de bloedvormende
stamcel leiden tot een verhoogde gevoeligheid voor het ontwikkelen van additionele
afwijkingen, de zogenaamde tweede hit. Mogelijk spelen mtONA mutaties ook een rol bij
het ontstaan van andere vormen van kinderkanker.

In hoofdstuk 9 wardt de rol van auto-immuniteit bij het ontstaan van een specifieke
vorm van MDS beschreven, de zogenaamde refractaire cytopenie. Dit ziektebeeld is
moeilijk te onderscheiden van een andere beenmergaandoening, te weten aplastische
anemie [AA). Bij een deel van de kinderen met MDS lijkt net zoals hij AA, auto-immuniteit
tegen vroege voarloper stamcellen op te treden. We onderzochten de aanwezigheid van
T-cel receptor VB oligoklonaliteit bij kinderen met refractaire cytopenie en aplastische
anemie. De frequentie van deze zogenaamde auto-immuniteit is zowel bij refractaire
cytopenie als aplastische anemie 60%, hetgeen duidelijk maakt dat deze test niet
gebruikt kan worden om beide ziektes van elkaar te onderscheiden. Het onderstreept
echter de hypothese dat bij een subgroep van patienten met MOS de verstaringen in
het immuunsysteem verantwoordelijk zijn voar het ontstaan van de MDS en dat deze
patiénten mogelijk baat kunnen hebhen bij een behandeling met immuunsuppresieve
therapie.
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BEDANKT, DANKE, THANK YOU, BEDANKT, DANKE, THANK YOU, BEDANKT

En daar zit ik dan, vroeg in de ochtend, opkomende zon, muziekje op de achtergrond en
spelende kinderen om mij heen. Ik ga beginnen aan het laatste stuk van dit proefschrift,
het stuk wat misschien wel het meest gelezen wordt... De afgelopen jaren heb ik met heel
veel plezier aan dit proefschrift gewerkt. Dit was uiteraard niet mogelijk geweest zonder
de hulp van anderen, die ik dan ook op deze plaats wil bedanken en heb afgebeeld op de
kaft van mijn proefschrift om mijn dank kracht hij te zetten.

Op de eerste plaats wil ik de patiéenten en ouders die hebben bijgedragen aan dit
onderzoek van harte bedanken. De vraag om mee te werken aan onderzoek komt vaak op
een moment vol angst en twijfels. Als arts vind ik het altijd weer bijzonder dat ouders en
hun kinderen op zo’n moment hun bijdrage willen leveren aan onderzoek dat een beter
inzicht geeft in de zeldzame ziekte waaraan hun kind lijdt.

Mijn promator, prof.dr. R. Pieters, beste Rob, dank je wel dat je me in 2004 de kans
hebt gegeven om kinderoncoloog te warden. Tijdens dit fellowship bespraken we de
mogelijkheden van het doen van promotieonderzoek. Tijdens de afgelopen jaren heb ik
veel van je kritische en verhelderende benadering geleerd: “Richt je op de boodschap”.
Daarnaast heb ik veel bewondering voar hoe je je eigen droom verwezenlijkt: op naar
Utrecht!

Mijn co-promotaren, dr. M.M. van den Heuvel-Eibrink en dr. C.M. Zwaan. Beste Marry,
dank voor de samenwerking van de afgelopen jaren. Samen werken om een beter inzicht
te verwerven in de ontstaanswijze van MDS en JMML. Dank voor je begeleiding en sturing.
Dank voor het feit dat je me introduceerde bij onze internationale collega’s met wie we
heel nauw samenwerken. Ik heb veel bewondering haoe jij de diverse ‘(wetenschappelijke]
ballen in de lucht houdt’. Heel veel succes in de toekomst met de AML- en LATER-groep.

Beste Michel, zoals je zelf soms zegt: de wetenschappelijke partner van Marry.
Dank vaoor je steun en het meedenken tijdens de afgelopen promatietijd. Op bepaalde
momenten ben jij degene geweest die het onderzoek een andere richting op stuurde.
Je humor binnen de groep werkt katalyserend. Ik bewonder je kennis van alle nieuwe
geneesmiddelen, die op de markt komen en je strijdvaardigheid om deze ook voor
kinderen beschikbaar te maken..

Andere commissieleden: Dank prof.dr. P. Sonneveld, dat u als promaotor van mijn co-
promator nu ook in mijn commissie heeft plaats willen nemen. In dit proefschrift hebben
we laten zien dat er verschillen zijn tussen de pathogenese van MDS op de kinderleeftijd
en MDS bij valwassenen. Misschien is het mogelijk om in de toekomst nieuwe bevindingen
op dit terrein met elkaar te vergelijken.

Prof.dr.C.M.Niemeyer,vielenDankflrdieangenehmeunderfolgreiche Zusammenarbeit
in der EWO0G-MDBS/JMML Study Group. Seltene Erkrankungen wie MODS und JMML machen
internationale Zusammenarbeit und Netzwerke notwendig. Ich danke Ihnen auch fur die
Maglichkeit in Ihrem Transplantations-Zentrum haospitieren zu durfen. Ich habe dabei die
langfristigen Folgen nach einer so intensiven Behandlung bei Kindern mit hamatologisch-
onkologischen Erkrankungen sehen kénnen. Knochenmarkstransplantation ermoglicht
in vielen Fallen Heilung; jedoch ist es in der Zukunft wichtig, die langfristigen Folgen
nach einer salchen Behandlung zu minimieren. Dartber hinaus, mochte ich mich fur Ihre
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Anwesenheit in meiner Promotionskomission ganz herzlich bedanken. Es ist fir mich
eine grofde Ehre.

Dr. M.B. Bierings, beste Marc, ik ben blij dat jij in mijn commissie plaats hebt willen
nemen. Ik hoop dat we in de toekomst nauw zullen samenwerken in Nederland, maar ook
daar buiten, om tot een nog betere behandeling van MDS en JMML patiénten te kamen.

Prof.dr H. Smeets, door een klinische observatie kwamen we in contact met elkaar
aver mitochondrién, een gebied waar ik niets van wist, en MOS, een gehied wat nieuw
voor u was. Dank voor de samenwerking, uw uitleg bij moeilijke casuistiek en voor het
plaats nemen in mijn commissie.

Prof.dr. A.J. van der Heyden, beste Bert. Ik heh je belangstelling voor mijn onderzoek
altijd zeer gewaardeerd. Dank je wel dat je plaats wilt nemen in mijn commissie.

Dr. H.B. Beverloo, beste Berna, dank voor al je uitleg over het interpreteren van
karyotypes, bevindingen van arrayCGH data, je kritische meelezen en natuurlijk je
gezelschap op congressen en je luisterend oor.

Dr. RW. Stam, beste Ronald. Ik noem jouw als laatste van de commissieleden, maar
eigenlijk begon mijn laboratorium tijd bij jou. Dank voor je geduld in het begin van deze
tijd, je humor, je begrip en je hulp tijdens de rest van mijn laboratorium traject. Veel
succes met je eigen infant-ALL groep.

Collega-oncologen: Lieve collega’s, we zijn allemaal heel verschillend, maar samen
vormen we een elkaar aanvullend geheel. Dank voor al jullie steun de afgelopen jaren en
de mogelijkheid die ik kreeg om mijn onderzoek uit te voeren. Max, ik heb veel respect
voor je vechtlust en je ambitie om tot een goede samenwerking tussen de polikliniek
en de afdeling te komen. Roel, wat ben ik blij dat je zo’n mooi kurenprogramma hebt
gemaakt, waar zouden we zijn zonder jou. Erna, dank voor jouw inzet voor een goede
palliatieve zorg binnen anze afdeling. Als we de strijd samen met onze patiénten tegen
kanker niet hebben kunnen winnen is ook het laatste traject van groot belang. Dank voor
je kennis daarover. Auke, een baken van rust in ons team. Dank dat je jouw kennis over
de hematocytologie met mij wilt delen. Ik weet dat ik nog veel van je kan leren. Inge van
der Sluis, partner op de afdeling, ik vind het heerlijk om met jou samen te werken en
persoonlijk denk ik dat we een heel goed team zijn. Ik heb veel bewondering voor je, omdat
je naast je chef-baan, de opleiding tot klinisch farmacoloog hebt gehaald. Succes in de
naaste toekomst als co-promotar. Inge Appel, jij was degene onder wiens begeleiding
ik de eerste stappen in het Sophia Kinderziekenhuis zette. Eerst samengewerkt bij de
jaarlijkse controles van B-thalassemie patiénten, later was je mijn senior mentor toen ik
assistent in opleiding werd. Dank voor alles.

EWOG-MDS members, dear colleagues, dear national coordinators. | would like to thank
you all for the opportunities you gave me within the EWO0G-MDS by sending me patient
material, but also for reading all the manuscripts and sharing your knowledge. | know we
will keep up our caollabaoration in the near future within this well functioning organization,
as we all are aiming for a better understanding of JMML and MDS to be able to optimize
treatment for children with these rare and intriguing diseases.

Liebe Freunde in Freiburg, danke fur die tolle Zeit in Freiburg im Jahr 2007. Ich
fuhlte mich sehr willkemmen. Sie alle waren sehr zuvorkommend und gaben mir
viele Maglichkeiten Einblick in die Knochenmarkstransplantationsbehandlung zu



kriegen. Aufserdem war es sehr gut fir mein Deutsch. Mein besonderer Dank gilt auch
Alexandra. Vielen Dank flr all die Daten aus der Datenbank. Bis bald.

Naast de internationale samenwerking, is nationale samenwerking natuurlijk essentieel.
Hierbij wil ik graag alle mensen van de SKION (Stichting Kinderoncaologie] bedanken.
Valerie de Haas en Edwin Sonneveld, dank voor het beschikbaar stellen van samples,
maar ook voar jullie belangstelling voor mijn onderzoek. Hester de Groot, dank voor je
altijd snelle reactie op vragen en het beschikbaar stellen van noodzakelijke informatie
voor de introductie van dit proefschrift. Hanneke de Ridder, dank voor de samenwerking,
zowel wetenschappelijk als bij het organiseren van het diner tijdens het congres in
Rotterdam. Heel veel succes hij de verdere totstandkoming van het NKOC [Nationaal
Kinderaoncologisch Centrum]. Joop Jansen, Saskia Langemeijer, Marion Massop en alle
mensen van het hematologisch laboratorium van de Radboud Universiteit in Nijmegen wil
ik danken voor hun hulp bij de uitvoering van de TET2 mutatie screening. Dank voor jullie
gastvrijheid. Naast prof.dr. Smeets, wil ik ook Alexandra Hendrickx en Debby Hellebrekers
danken voor hun hulp mij wegwijs te maken in alle informatie over mtDNA. Daarnaast
wil ik alle collega’s van de beenmergtransplantatieafdeling van het LUMC danken,
maar speciaal Arjan Lankester en Robert Bredius als medeauteurs van een aantal
manuscripten, voor hun kennis over beenmergtransplantatie. Dank voor de prettige
samenwerking, niet alleen wetenschappelijk, maar ook wat betreft de patiéntenzorg voor
de transplantatiepatiénten.

(Ex-] kamergenoten van SP-2454. De beste kamer van het Sophia, hoewel soms wat
averbevolkt. Dank voor alles wat we in deze kamer hebben kunnen delen: in voar- en
tegenspoed. Marjon, ik heb heel veel bewondering voor je, hoe jij bezig bent om meer
aandacht te krijgen voar chronische patieénten met sikkelcelziekte en hemofilie. Lizet, je
bent al een poosje weg, maar we missen je... Heel veel succes met de afronding van je
eigen ‘boekje’ en je opleiding tot huisarts. Tot gauw. Heidi, net vertrokken naar Utrecht.
Heel veel geluk daar enin Belgié. Succes met de afronding van jouw proefschrift. Laurens
en Bas, veel succes hinnen de kindercardiologie. Daniélle, inmiddels ook gepromoveerd
en bijna cardioloog, heel veel geluk. En dan de vele passanten op onze kamer, dank voor
jullie gezelligheid.

Collega onderzoekers en analisten van de AML-groep. In een aantal jaren uitgegroeid
tot een vol SP2058. Brian en Iris, jullie zijn me voorgegaan. Met jullie proefschriften
hebben jullie veel nieuwe kennis over AML hij kinderen vergaard, wat weer de basis is
geweest voor nieuwe projecten binnen onze groep. Veel succes met jullie opleidingen
tot radiotherapeut en klinisch geneticus. Hopelijk tot een samenwerking in de toekomst.
Trudy en Marjolein, jullie zijn nog bezig met de afronding van jullie proefschriften over
ALL en AML bij kinderen met het syndroom van Down. Succes met de combinatie kliniek
en ‘boekje afronden’, wat niet eenvoudig is, weet ik uit ervaring. Eva, Jenny, Malou en
Jasmijn, succes met jullie projecten over AML. Anna en Daria. Anna, wat vind ik het leuk
dat jij verder gaat met de bevindingen, die ik beschreven heb. Daria, ook jij gaat verder
met het onderzoek naar MDS en JMML. Ik hoop jullie in de komende jaren te kunnen
helpen en met jullie van gedachten te wisselen over jullie bevindingen. Veel succes en
geluk. Lieve analisten, Susan, Lonneke, Nicola en Dyonne. Heel veel dank voor alle hulp
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bij het sequencen. Dank voor jullie steun als ik door alle kleurtjes (rood, groen, zwart en
blauw] en platen het einde niet meer zag.... We gaan gauw nog iets afspreken.

Dan alle andere mensen van het laboratorium Kindergeneeskunde op dels® etage.
De afgelopen jaren zijn er veel mensen gekomen en gegaan. Dank voaor al jullie hulp
en kennis, als ik die als dokter op het laboratorium nodig had. Een aantal wil ik graag
speciaal noemen: Dominique, net gepromoveerd. Ik wens je heel veel succes en geluk bij
de afronding van je opleiding tot kinderarts. Dank voor de gezelligheid op Schier en al je
kennis. Emma, dank vaor je hulp bij het sequencen van het mitochandrieel DNA. Heel veel
succes met de afronding van je eigen, uitdagende praoject. Astrid, inmiddels ben je een
nieuwe weg ingeslagen, maar ik wil je danken voor het luisterend oor en de oplossingen
die je me bood als mijn biologische kennis te kort schoot. Arian, ook voar jou veel succes
met de afronding van je proefschrift, waarvan een deel al direct heeft geleid tot klinische
toepassingen. Succes in de toekomst, succes nog met de Zuiderzeevaart. Jules, dank
dat je me geholpen hebt met het opzetten van de arrayCGH. Dank voor je opbouwende
kritiek en enthousiasme. Manique, je kunt samen met je collega’s en Rob trots zijn op het
laboratorium kindergeneeskunde. Dank voor alles en heel veel succes in de toekomst.

Collega’s binnen QCAT (Quality of Care And [late]Toxicity]. Manita en Marjo, zonder
een goede registratie van alle gegevens is het onmogelijk om iets te leren uit het
verleden voar de patiénten in de toekomst. Wendy, veel succes met de afronding van je
project over fertiliteit bij mensen, die kinderkanker hebhen overwonnen. Voar survivors
blijft onvruchtbaarheid één van de belangrijkste lange termijn effecten. Dank voor de
samenwerking in speciale gevallen... Soms kwamen onze projecten nauw met elkaar in
aanraking. Karin, door jou heb ik de vele gezichten van groeihormoon leren kennen. Veel
succes met de afronding van je project. Wing, dank voar al je kritische kanttekeningen,
die vaak aanleiding zijn om nog eens goed naar de inhoud te kijken. En ik beloof het, nu
ga ik echt weer hardlopen. Saskia, Ivana, Lidewij, jullie zijn nog maar aan het begin van
jullie projecten. Heel veel succes daarmee. Marjolein, je bent me enige weken geleden
voor gegaan als promovendus. Ik wens je heel veel succes om de komende jaren net za'n
goede dokter als doctor te worden. Saskia, dank dat je onze groep met je epidemiologische
kennis bent kamen versterken. Sebastian, ik heb bewondering voor al je parate kennis,
die je als internist toevoegt aan de discussies op de donderdagmiddag.

Collega kinderartsen. Het zijn er te veel om op te noemen, velen van jullie hebben de
afgelopen jaren met veel belangstelling geinformeerd hoe het allemaal ging. Heel veel
dank daarvoor. Toch ga ik een paar speciaal noemen: Cynthia, Dana-Anne, Kitty en Roas,
al bijna 15 jaar (1] geleden begonnen als studieclub {en eetclub), inmiddels allemaal
anze eigen weg gevonden. Hoop dat we elkaar gauw weer spreken. Dr. Hahlen, beste
Karel, dank je wel dat ik in 1996 als keuze-coassistent mocht beginnen op de afdeling
kinderoncologie. Eerst wat onwennig, maar al snel wist ik het: dit is het moaoiste vak
van de wereld. Dr. Hakvoort, het duurde even voordat ik Friederike durfde te zeggen.
Veel respect en bewondering voor jouw inzet voor de lange termijn effecten bij kinderen
die behandeld zijn voor kanker. Ik hoop dat ik dit samen met Marry kan voortzetten nu
er een groot landelijk project komt. Maarten Egeler, dank voor alle gesprekken in de
auto van Maria. Het heeft zeker een rol gespeeld bij mijn keuzes. Peter Hoogerbrugge,
jij was degene die mij tijdens mijn keuze-coschap overal mee naar toesleepte. Samen
schreven we mijn eerste ASH abstracts. Kinderartsen uit Gouda, waar ik als AGNIO began,



ik realiseer me heel vaak dat bij jullie de basis is gelegd: bij jullie heb ik geleerd dokter te
zijn. Ik kijk nog met heel veel plezier op mijn tijd bij jullie terug. Kinderartsen van toen nog
het Zuiderziekenhuis, nu het Maasstad ziekenhuis. Dank voor jullie kennis. Maar bovenal
wil ik mijn bewondering voor Annemarie Oudesluys uit spreken, jij wist als geen ander
een goede opleiding voor je assistenten te waarborgen. Ook al was een opleiding tot
kinderarts niet voor iedereen weggelegd, jij zorgde dat iedereen zijn plek vond.

Andere Sophianen. Er zijn zoveel mensen wie ik een warm hart toedraag. Een speciale
dank gaat uit naar de mensen van het Specieel Hematologisch lab. Fred, Carla, Carla,
Tineke, Mirjam, Linda, Henk en Rolinda, bedankt dat jullie altijd bereid zijn om mee
te denken als er een patiént kamt met verdenking beenmergfalen. Rolinda en Henk
bedankt voor de prachtige foto’s, die in dit proefschrift zijn opgenomen. Ook King Lam,
patholoog, bedankt voor de foto’s. Alle verpleegkundigen, verpleegkundig specialisten,
researchverpleegkundigen en datamanagers, dank voor jullie belangstelling, steun en
hulp. Ook dank aan alle mensen die ondersteuning bieden aan ouders en patiénten, in
een fase waarin alles op zijn kop staat. Zonder maatschappelijk werk, pedagogische zorg,
psychologen en geestelijke verzorging is een behandeling van een kind met kanker of
beenmergfalen niet goed mogelijk. Jullie zijn onmishaar.

Lieve Jacqueline, Jeanine en Anita, heel erg veel dank voor alles wat jullie voor me
gedaan hebben, mailtjes, meekijken naar tabellen en figuren, computerproblemen
oplossen, mappen regelen, kapiéren, printen, hotels regelen, helpen met bedenken
van feestlocaties, maar ook de belangstelling voor de voortgang van mijn proefschrift.
Onmisbaar!

Maar er is ook een leven naast het ziekenhuis. Lieve vrienden, de afgelopen jaren hebben
we jullie wel een beetje verwaarloosd. Maar echte vrienden zijn er als je ze nodig hebt en
dat hebben we gemerkt. Allereerst anze eigen 'Pinkstergemeente’. Al hijna 25 jaar gaan
we, in een iets wisselende samenstelling, ieder jaar met Pinksteren weg en vieren we
Oud en Nieuw met elkaar: Barbara en Erwin, Johan en Thyra, Jan en Jeanette en Bert en
Jilleke, dank voor jullie unieke vriendschap. We hopen dat we nog vele jaren met elkaar
weg gaan en dat we in de toekomst inderdaad met onze rollators nog steeds samen aop
weg zijn. Mirjam en Stephan, doar dik en dun, in voor en tegenspoed, veel dank voar jullie
vriendschap. Berna en Rene, nu weer wat verder weg, maar ook weer dichthij. We hopen
dat we elkaar zeker ook in Friesland regelmatig blijven zien. Veel geluk daar. Lieve Rixt, jij
bent echt mijn beste vriendin, altijd een luisterend oar, weinig woarden zijn er nodig om
elkaar te begrijpen. Ik wens je alle geluk voar de toekamst en ik hoop dat we nog ons hele
leven vrienden blijven. Dank voor al je steun. Rixt en Barbara, ik vind het fantastisch dat
jullie, nadat jullie eerst getuigen hij ons huwelijk waren, nu ook mijn steun en toeverlaat
zijn als paranimfen.

Zonder hulp van onze buren familie Kruithof, Annemieke van der Ende, Willemijn,
Trees, de flexihiliteit van Kees’ werkgever en zijn collega’s, de mensen van school en de 2
Vliegers was ons leven de afgelopen jaren lang niet zo gestructureerd verlopen. Dankzij
mijn activiteiten binnen de oudercommissie van de kinderopvang en het jeugdwerk
binnen de Protestantse Kerk van Monster is er steeds een aardige balans geweest tussen
werk, maatschappij en prive.
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Maar waar zouden we zijn geweest zonder de familie. Lieve (schoon)ma, wat heb ik
veel bewondering voor u, nu u alleen verder moet. Dank voor alle momenten dat u wilde
inspringen door op de kinderen te passen. Hoop dat u nog lang van ze kunt genieten.
Lieve (schoon]pa, een man van weinig woarden, maar ik weet zeker dat u heel trots zou
zijn geweest vandaag. We missen u. Berend en llona, we hebben een heel verschillend
leven, jullie hebben al kleinkinderen en wij nog jonge kinderen. Erg bedankt voor alle
belangstelling die jullie altijd hebben in mijn werk en onderzoek. Chantal en Marvin, heel
veel geluk met jullie gezin en werk. Joyce en Jeffrey, voor jullie ook heel veel geluk in de
toekomst.

Wieke en Philip, Jantina en Hilmar, zo bijzonder zijn jullie voor me. We zijn heel
verschillend, maar we zijn oh zo trots op wat de ander bereikt heeft. Ik hoop dat we nog
veel leuke uitstapjes met jullie en jullie kinderen Merijn, Twan en Kenna zullen maken.
Pjotr, broer van mijn zwager Hilmar, dank voor je hulp bij het maken van de diverse figuren
in dit proefschrift.

Lieve heit en mem, woarden kunnen niet beschrijven hoe dankbaar ik ben, dat jullie
me altijd alle kansen hebben gegeven om me zelf te ontplooien en de opleiding te kunnen
valgen, die ik graag wilde doen. Zonder jullie hulp had ik nooit kunnen bereiken wat ik nu
heb bereikt. Dank....

Lieve Hanne’, op je kaartje schreven we: “Lief, je bent een wonder. Mooi, je bent
bijzonder, je bent een bovenwonder.” En dat ben je...

Lieve Elke en Ward, bijna iedere dag realiseer ik me hoe blij we mogen zijn dat jullie
gezond zijn. Ik geniet volop van jullie en van jullie humor. Ik ben trots op hoe jullie je eigen
identiteit ontwikkelen en een eigen plek in deze maatschappij aan het veroveren zijn.

Lieve, lieve Kees, together we're invincible, xxx.
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