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SUMMARY

The hematopoietic system is hierarchically organized, with hematopoi-
etic stem cells, able to differentiate into all mature blood cells at the apex. 
Besides the capacity to differentiate, hematopoietic stem cells are also 
characterized by the ability to self-renew and thus control the size of the 
hematopoietic stem cell pool. Epigenetic proteins are important regula-
tors of this equilibrium of self-renewal and differentiation and thereby 
maintain homeostasis of the hematopoietic tissue. Dysregulation of this 
balance can result in stem cell exhaustion, or in proliferative syndromes 
like leukemia. Identifying proteins or pathways involved in controlling 
this balance will provide insight into potential disease-relevant target 
structures for therapeutical approaches. 

One particularly important class of epigenetic proteins is repre-
sented by the group of Polycomb proteins, which are involved in regu-
lation of totipotent (O’Loghlen et al., 2012) as well as multipotent stem 
cells (Klauke et al., 2013; Rizo et al., 2008), X-chromosome inactivation 
(O’Loghlen et al., 2012), DNA-damage response (Vissers et al., 2012) and 
cancerogenesis (Mohty et al., 2007; Nikoloski et al., 2010).

The highly evolutionary conserved Polycomb group proteins are chro-
matin-associated proteins, which assemble in multimeric protein com-
plexes and which repress target genes through post-translational modi-
fications of histone tails (Cao et al., 2002; Stock et al., 2007), inhibition 
of RNA-polymerase II (Stock et  al., 2007) and chromatin compaction 
(Endoh et  al., 2012). Some Polycomb proteins possess catalytic activity 
for writing epigenetic marks like EZH1/2, which catalyzes the trimethyl-
ation of H3K27me3. Polycomb CBX proteins harbor a chromodomain for 
reading trimethylated lysine residues on histone proteins. 

Although Polycomb Cbx proteins are evolutionary conserved, their num-
ber increased during evolution. Whereas invertebrates like Drosophila have 
only one Cbx protein, human have five Polycomb CBX proteins, namely 
CBX 2, 4, 6, 7 and 8, which increases the diversity of the composition of the 
PRC1 and thus probably also reflects different biological functions. 

Overexpression of murine Cbx7 in 5-fluoruracil treated bone marrow 
cells resulted upon transplantation in increased HSC self-renewal activ-
ity and in the development of immunophenotypically different subtypes 
of leukemia (Klauke et al., 2013). Short-hairpin mediated knockdown ex-
periments of different human CBX proteins in CD34+ cord blood cells 



CHAPTER 5
SUMMARY AND FUTURE PERSPECTIVES128

showed that knockdown of CBX2 had the most detrimental effect and is 
associated with a strong reduction in progenitor and hematopoietic stem 
cell function (van den Boom et al., 2013). 

In this PhD project, we investigated the role of human CBX proteins 
in the regulation of human hematopoietic stem and progenitor-derived 
cord blood cells. Using an overexpression approach, we ensured that one 
specific CBX protein is incorporated in the majority of PRC1 complexes, 
enabling to study the function of single CBX proteins. Specifically, we 
wanted to explore the role of CBX7 in normal hematopoiesis and leuke-
mia and to discover new, functionally relevant, interaction partners of 
murine and human CBX proteins.

In Chapter 1 we provide an overview of epigenetics and hematopoi-
esis. We define the concept of a hematopoietic stem cell from a histor-
ical perspective, and introduce the reader to the first landmark studies 
that proved the existence of hematopoietic stem cells. We then briefly 
describe molecular and cellular components and function of the hema-
topoietic stem cell niche as one class of extrinsic regulators of hematopoi-
etic stem cells and present transcription factors as an example of intrinsic 
regulators of hematopoietic stem cells. We concentrate on a second group 
of intrinsic regulators of hematopoietic stem cells: epigenetic proteins. 
We focus on DNA-methylation and post-translation modifications of his-
tones as two key epigenetic mechanisms. In the last part of this chapter 
we show how the increasing knowledge of dysregulation of and muta-
tions in genes coding for epigenetic proteins and their putative drugga-
bility is transferred from bench to bedside. Because epigenetic proteins 
do not only play a role in oncogenesis but also in other disease relevant 
pathways such as inflammation, epigenetic therapeutic approaches very 
likely will find their way in daily clinical practice also for treatment of 
non-malignant diseases like autoimmune disorders. 

In Chapter 2 we discuss how hematopoietic stem cells are ageing and 
what the consequences this may have. We describe how the incidence of 
hematological malignancies is age-dependent and how aging is associ-
ated with a functional decline of the hematopoietic system, such as re-
duced vaccination efficiency (Goodwin et  al., 2006) and increased sus-
ceptibility to infections (Frasca et al., 2008).

We briefly outline the current understanding of age-dependent changes 
of murine hematopoietic stem cells and how, to some extent, we lack 
knowledge about such changes of human stem cells. Furthermore, we 
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hypothesize that most features of an aged hematopoietic system are func-
tional consequences of molecular events happening within primitive he-
matopoietic stem cells. However, beyond these cell-intrinsic mechanisms 
probably also extrinsic factors, like changes in the composition, or func-
tionality of the niche, may result in functional impairment of hemato-
poietic stem cells. In the last part of this chapter, we speculate whether 
aged-dependent changes in hematopoietic stem cells may be reversible. 
Interestingly, hematopoietic stem cells that were derived from induced 
pluripotent stem (iPS) cells, generated from aged hematopoietic stem 
cells, have been shown to be functionally equivalent to young hematopoi-
etic stem cells derived from iPS cells generated from young hematopoietic 
stem cells (Wahlestedt et al., 2013). This suggests reversibility of the aging 
process, and a functional role of epigenetic proteins in the ageing hemato-
poietic system. This is especially interesting as several studies have shown 
that mutations in epigenetic proteins, including DNMT3A, TET2, ASXL1 
and SETDB1, are associated with the development of clonal hematopoiesis 
(Jaiswal et al., 2014; Steensma et al., 2015; Xie et al., 2014).

In Chapter 3 we review the role of Polycomb proteins in hematopoi-
esis, during development, ageing and disease. We introduce the reader 
to the composition of different Polycomb group complexes (PRC), with 
a particular focus on PRC2 and canonical PRC1 and their function. The 
fact that mice deficient for one of the three core components of PRC2 are 
not viable (Faust et  al., 1998; O’Carroll et  al., 2001; Pasini et  al., 2004) 
shows how crucial these proteins are for proper embryonic development. 
Mice deficient for PRC1 members show multiple defects in later stages of 
the development (Core et al., 1997; Forzati et al., 2012; van der Lugt et al., 
1994). All these studies highlight the crucial function of these proteins for 
regulation of omnipotent and multipotent stem cells.  

The significant importance of these proteins for regulation of cell cycle 
and stem cell self-renewal is also evident from the fact that dysregulation 
of and mutations in genes coding for Polycomb proteins can be detected 
in hematological diseases (e.g. BMI1 overexpression in chronic lymphatic 
leukemia  (Beà et al., 2001), EZH2 mutations in diffuse large B-cell lym-
phoma (Morin et al., 2010)) as well as in carcinomas  ((BMI1 in non-small 
lung cancer (Vonlanthen et al., 2001) and breast cancer (Paranjape et al., 
2014)). Targeting Polycomb proteins using inhibitors like tazemostat for 
EZH2 have now increased the therapeutical repertoire in follicular lym-
phoma (Morschhauser F, 2017).
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In general, this Chapter serves as an introduction to the main topic 
and experimental results presented in Chapter 4.

In Chapter 4 we studied the role of different human CBX proteins in the 
regulation of CD34+ cord blood-derived hematopoietic stem and progenitor 
cells by their enforced retroviral overexpression. As already previously men-
tioned, the number of CBX proteins increased during evolution from one to 
five. All CBX Polycomb proteins harbor a chromodomain with which they 
are able to recognize trimethylated lysine residues, like H3K27me3 (Kaustov 
et al., 2011). Because Polycomb CBX proteins are the only members of the 
PRC1 family harboring a reading domain for post-translational modifica-
tions of histone tails, different CBX proteins probably guide the PRC1 to dif-
ferent genomic loci thereby controlling diverse but also partly overlapping 
subsets of genes and thus obtain different functions. 

We show through retroviral overexpression that CBX7 and, to a lesser 
extent CBX8, enhanced the function of hematopoietic CD34+ progeni-
tor cells in vitro, whereas overexpression of CBX 2, 4 and 6 did not show 
comparable, but in fact partly opponent phenotypes. Similar results were 
obtained when we assessed the consequences for the most primitive he-
matopoietic compartment in vitro. CBX7 enhanced the self-renewal ac-
tivity of human hematopoietic stem and progenitor cells. Analysis of 
a previously published microarray of different human CD34+ subsets 
showed decreasing expression of CBX7 mRNA in CD34+ compartment 
during differentiation from primitive hematopoietic stem cells towards 
lineage-restricted progenitor cells. 

In line with our in vitro observations, immunodeficient mice trans-
planted with CBX7 overexpressing CD34+ cord blood cells, showed higher 
multi-lineage engraftment levels, even after one week of in vitro culture, 
enhanced myelopoiesis and an increased percentage of CD34+CD38- cells 
in the bone marrow. Transcriptome analysis of CBX7 overexpressing cells 
revealed that genes important for differentiation were repressed, whereas 
genes involved in regulating cell cycle were upregulated. Because higher 
self-renewal activity of hematopoietic stem and progenitor cells, accom-
panied by repression of genes crucial for differentiation, is a hallmark 
of leukemia, we studied CBX7 expression in AML. We analyzed two co-
horts of AML patients and found, in both datasets, in multiple subtypes 
higher CBX7 expression in comparison to their healthy counterparts.

To explore the functional role of CBX7 expression in AML we down-
regulated CBX7 mRNA via short hairpins and observed an inhibition in 
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proliferation as well as an upregulation of myeloid differentiation mark-
ers like CD11b and CD14.

To identify novel interaction partners of CBX proteins we performed 
mass spectrometry analysis of FLAG-pull downs of FLAG-tagged CBX7 
and FLAG-tagged GFP overexpressing cells. We hypothesized that CBX 
proteins may also bind to non-histone proteins if these harbor a trimeth-
ylated lysine in a similar peptide context as H3K27me3. Indeed, after per-
forming multiple stringent filtering steps we identified multiple novel 
CBX7 partner proteins that contained such a peptide context. Interestingly, 
several of these were H3K9 methyltransferases and one was an H3K9 associ-
ated protein. Downregulation of SETDB1, one the newly identified CXB7-
binding H3K9 methyltransferases, in AML cell lines was associated with 
upregulation of CD11b and CD14, and loss of cell proliferation, indicating 
that CBX7 and SETDB1 co-repress genes important for differentiation.

DISCUSSION AND FUTURE PERSPECTIVES

In the following paragraphs, I discuss and speculate on the results and 
future perspectives of this project with a particular focus on the func-
tionality of CBX7 and possible translational aspects of our findings.

Interaction partners and recruitment of CBX7

Our overexpression studies show that CBX7, in comparison to other CBX 
proteins, has a unique and evolutionary conserved function in regulat-
ing hematopoietic stem and progenitor cells.  Although chromodomains 
of all Polycomb CBX proteins are evolutionary conserved and highly 
similar, overexpression of distinct CBX proteins results in expression of 
distinct and only partly overlapping subsets of genes. This suggests that 
other domains of the CBX proteins, which have been less evolutionary 
conserved, may be responsible for the different phenotypes, possibly by 
binding to different genetic target loci or by binding to distinct interac-
tion partners, resulting in a variety of recruitment mechanisms. 

During evolution, the number of Polycomb CBX homologs increased 
from one to five. Whereas the single Drosophila Polycomb Cbx protein 
only recognizes H3K27me3, human Polycomb CBX proteins can bind 
H3K27me3 as well as H3K9me3 with different binding affinities in vitro. 
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Interestingly, at least in vitro, human CBX7 has the highest binding affin-
ity towards H3K9me3, whereas CBX2 in vitro only recognizes H3K27me3 
(Kaustov et al., 2011). So far, no genome-wide binding studies have been 
performed to assess whether CBX7 and H3K9me3 have common targets. 
Our results show that CBX7 is, at least under certain conditions, localized 
close to sites of H3K9me3. In line with these findings we identified multi-
ple H3K9 methyltransferases, including SETDB1, as putative binding part-
ners for CBX7. We confirmed the interaction between CBX7 and SETDB1 
on endogenous expression levels in HL60 cells via Proximity ligation assay. 
Furthermore, we showed direct interaction of both proteins in a cell-free en-
vironment via micro-scale thermophoresis. Although we did not perform a 
quantitative mass spectrometry analysis, our data suggest that CBX7 binds 
with higher affinity to SETDB1 compared to CBX8. In agreement with our 
in vivo functional data, it has been shown that the chromodomain of CBX7 
binds with higher affinity to a 20-aminoacid long peptide harboring three 
trimethylated lysine residues representing parts of the protein of human 
SETDB1 in comparison to CBX8 (Kaustov et al., 2011).

In general, these different binding affinities could contribute to the 
variety of phenotypes that we observed upon overexpression of different 
CBX proteins. Interestingly, CBX7, as well as SETDB1, were identified in 
a knockout-screen for genes which prevent differentiation of embryonic 
stem cells (Bilodeau et al., 2009). In the same publication, it was shown 
that in embryonic stem cells especially genes classified as developmental 
regulators were bound by H3K9me3 and H3K27me3. Furthermore, 20% of 
all euchromatic genes bound by H3K9me3 were also bound by SETDB1, 
indicating that at least in some parts of the chromatin the Polycomb sys-
tem and SETDB1 jointly regulate expression of target genes (Bilodeau 
et al., 2009). Furthermore, SETDB1 peaks in Chip-seq experiments can 
either occur coinciding with H3K9me3 or as single peaks without evi-
dence of H3K9me3 presence. Interestingly, peaks of SETDB1 were asso-
ciated with binding of EZH2 and RING1B, further suggesting crosstalk 
between these two pathways (Fei et al., 2015).

The fact that all three H3K9 methyltransferases have been observed in 
previous mass spectrometry experiments to harbor trimethylated lysine 
residues embedded in a motif highly similar to H3K9me3 and H3K27me3 
(Hornbeck et  al., 2015) suggests that CBX7 binds to these via the chro-
modomain. According to the classical hierarchical recruitment model, 
the PRC2 complex is guided to non-methylated CpG-islands, resulting 
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in the trimethylation of H3K27 through EZH2. The canonical PRC1 com-
plex can subsequently recognize H3K27me3 through binding of the chro-
modomain of one out of the five Polycomb CBX proteins to H3K27me3 
(Comet and Helin, 2014). 

The identification of three H3K9 methyltransferases, as well as CDYL, 
as CBX7 binding partners, which were found to be trimethylated in pre-
vious mass spectrometry experiments, suggests an alternative, PRC2-
independent, recruitment model. 

The methyltransferase SETDB1 contains multiple functional important 
domains allowing interaction to other epigenetic pathways: the MBD do-
main for sensing methylated DNA, and two tudor domains allowing binding 
of mSin3A/B and HDAC1/2 (Karanth et al., 2017). In a hypothetical PRC2 
independent recruitment model, trimethylated SETDB1 could initially be 
recruited to H3K9me2 or methylated DNA and attract a CBX7 containing 
PRC1 resulting in chromatin compaction and repression of target genes. 

It remains unclear whether H3K9me3 and H3K27me3 modifications, 
as well as CBX7 and SETDB1 binding, are occurring at the same histone 
protein (symmetrical) or at the other H3 protein with which it forms the 
dimer (asymmetrical). Performing mass spectrometry analysis of single 
histone proteins could potentially answer this question (Rothbart and 
Strahl, 2014). As described in the Introduction of this thesis, post-trans-
lation modifications of histones can occur on the protruding tail as well 
as on the globular domain. Profiling of single histone proteins from 
CBX7 overexpressing cells would allow to screen for other marks co-oc-
curring with CBX7 either on the tail as well as on the globular domain.

In colon cancer cells, it has been shown that CBX7 interacts with all 
three DNA methyltransferases, and that its overexpression resulted in 
hypermethylation of CpG containing promotoers (Mohammad et  al., 
2009). Whether and to what extent CBX7 mediated repression of genes is 
associated with hypermethylation of promoter regions, could be easily as-
sessed by performing DNA methylation arrays or by bisulfite sequencing.  

CBX7 can bind to H3K27me3 and H3K9me3 but also directly to long 
non-coding RNA (Yap et al., 2010), which offers an alternative recruitment 
mechanism. So far, non-coding RNA binding of a CBX protein has been 
described for CBX7 as well as CBX4, two proteins whose chromodomains 
are extremely similar except for one amino acid (Gil and O’Loghlen, 2014). 
Recently, an unexpected role was shown for CBX7 as a mRNA binding 
protein resulting in upregulation of the target gene (Rosenberg et  al., 
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2017). CLIP-Seq (cross-linking immunoprecipitation-high-throughput 
sequencing) in CBX7 overexpressing CD34+ HSPCs could reveal direct 
mRNA and long non-coding RNA targets for CBX7, and an integrated 
analysis with our transcriptome could further answer whether CBX7 and 
mRNA interaction leads to differential expression of genes.

Global epigenetic and chromatin changes upon 
overexpression of CBX7

In the previous paragraph, we discussed and speculated on direct CBX7 in-
teraction partners resulting in local epigenetic changes. Beyond these lo-
cal changes, overexpression of CBX7 may result in more global changes of 
the epigenetic landscape, far away from initial CBX7 binding sites through 
differential expression of additional epigenetic modifiers. Indeed, in the 
list of differential expressed genes we observed multiple epigenetic mod-
ifier and reader proteins, which may result in global epigenetic changes. 
This included genes involved in DNA methylation, such as DNMT3A 
and IDH2, as well as genes involved in methylation and demethylation of 
H3K4me3, such as the H3K4 methyltransferase PRDM16, and the demeth-
ylase KDM1A. Furthermore, we observed repression of genes involved in 
demethylation of H3K9 and H3K27, including KDM7A, and genes involved 
in methylation of arginine residues on histone proteins, PRMT2.

CBX7- a putative oncogene in hematopoietic neoplasms 
and potential clinical implications

Overexpression of murine Cbx7 in 5-Fluoruracil treated bone marrow 
cells resulted in 90% of all transplanted animals in a leukemic phenotype 
with rapid onset. 60% of these mice developed a T-cell lymphocytosis, 
with enlarged spleens and lymph nodes.  Twenty percent of all mice de-
veloped a leukocytosis without expression of lineage markers, and 10% of 
all mice developed a leukopenia and anemia with reticulocytosis (Klauke 
et al., 2013). Furthermore, elevated CBX7 levels were detected in patient 
samples in follicular lymphoma (Scott et al., 2007) and SNPs in the pro-
moter and enhancer region of CBX7 have been associated with a higher 
risk to develop multiple myeloma (Chubb et al., 2013). 

In line with its potential role in the development or progression of 
malignant hematopoietic neoplasms, upon overexpression of CBX7 we 
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observed higher self-renewal activity of human primitive hematopoietic 
stem and progenitor cells, higher rates of proliferation in a cytokine-driven 
suspension culture and higher engraftment in immunodeficient mice 
upon transplantation. Interestingly, we did not observe increased lymph-
opoiesis which could have been due to the use of cytokine combinations 
that mostly promote the growth of primitive hematopoietic stem as well 
as myeloid progenitor cells, but not of lymphoid progenitor cells. 

In contrast, we observed a higher percentage of CD33+ cells in the com-
partment of CD45+GFP+ cells, which led us to evaluate the expression of 
CBX7 in AML patient samples in a previously published microarray. This 
analysis revealed a significantly higher expression of CBX7 in CD34+ cells of 
AML-patients in comparison to CD34+ peripheral mobilized stem cells of 
healthy individuals.  CBX7 was also higher expressed in The Cancer Genome 
Atlas dataset.  Interestingly, it was recently shown that a CBX7 containing 
PRC1 interaction with DNMT3AR882  blocks differentiation of murine he-
matopoietic stem cells (Koya et  al., 2016). This finding complements our 
transcriptome data, in which we find especially repression of genes important 
for differentiation of diverse hematopoietic cell types. Knockdown of CBX7 
mRNA via short-hairpins resulted in the expression of markers of myeloid 
differentiation, like CD11b and CD14. Furthermore, knockdown of CBX7 in 
OCI-AML3, as well as HL60, cells resulted in inhibition of proliferation, what 
nicely corresponds to the observation that overexpression of CBX7 results in 
upregulation cell cycle genes. Our transcriptome data also identified a subset 
of genes expressed predominantly in primitive CD34+ cells which belong to 
the KEGG pathway GO group “Transcriptional misregulation in cancer” like 
HMGA2, CCND2, ERG, IGF1R, LMO2, MEIS1 and MYCN. 

These facts make it worthwhile to aim for targeting CBX7 in hema-
tological diseases. So far, three chemical compounds have been de-
scribed to inhibit the chromodomain of CBX7 (Ren et al., 2015; Simhadri 
et al., 2014; Stuckey et al., 2016). Because chromodomains of all human 
Polycomb CBX proteins are evolutionary conserved, and also similar to 
other proteins harboring a chromodomain, like heterochromatin-associ-
ated proteins or CDYL, development of inhibitors which uniquely target 
the chromodomain of human CBX7 without having any kind of off- target 
effects is quite challenging. Furthermore, these compounds will have to 
be able to cross the cell membrane to reach a sufficiently high intracel-
lular concentration to prevent binding of CBX7 to trimethylated lysine 
residues. So far, two of the three chemical probes showed intracellular 
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activity. Both compounds were tested in a prostate carcinoma cell line. 
Whereas one inhibitor resulted in increased expression of p16/CDKN2A 
(Ren et al., 2015), a classical CBX7 target, the other inhibitor was addi-
tionally able to inhibit proliferation (Stuckey et al., 2016).

Furthermore, targeting of CBX7 with chromodomain-inhibitors could 
also impair self-renewal of benign hematopoietic cells. Our LTC-IC assay 
data suggest that self-renewal of human benign hematopoietic stem cells 
is at least in vitro impaired upon knockdown of CBX7 in CD34+ cord blood 
cells. In contrast, Cbx7-/- mice show no hematological abnormalities, sug-
gesting that CBX7 would be not essential for steady state hematopoiesis 
(Forzati et al., 2012).However, functional in vitro as well as in vivo tests of 
hematopoietic stem cells were not performed in these mice, leaving room 
for speculation that CBX7 may be essential for hematopoiesis under stress 
conditions like infections, bleeding or stem cell transplantation. 

Besides that, CBX7 is expressed in a variety of non-hematopoietic cells, 
suggesting that the use of such an inhibitor may provoke side-effects in 
non-hematopoietic tissues. For targeting CBX7 specifically in AML cells, 
approaches which use vehicle strategies like GO (Mylotarg®) could be 
useful. Using the same approach CBX7 could be linked to antibodies 
specifically recognizing CD33, an antigen expressed mainly on myeloid 
progenitors, monocytes, neutrophil granulocytes and to some extent on 
multipotent hematopoietic stem cells (Linenberger, 2005; Taussig et al., 
2005). Furthermore, CD33 is expressed in 85-90 % of adult and pediat-
ric AML cells and the expression of CD33 is on average 3-times higher 
on leukemic blasts in comparison to CD33+ healthy bone marrow cells 
(Linenberger, 2005). Due to expression differences of CD33 between be-
nign and AML cells one could expect to observe mainly CBX7 inhibition 
in the myeloid and especially in the malignant compartment. 

As our data suggest that CBX7 is able to bind by its chromodomain to 
H3K27m3, to H3K9me3, as well as to trimethylated non-histone proteins, 
its inhibition will probably also result in interruption of the interaction 
of these proteins, including SETDB1. Interestingly, like CBX7, SETDB1 is 
also overexpressed in prostate carcinoma cells (Sun et al., 2014) . 

Because CBX proteins interact in multimeric protein complexes and 
in concert with functional repressing systems like PRC2, histone deacety-
lases, as well as DNA methyltransferases, it might be worthwhile to con-
sider combinational therapy approaches with demethylating agents, his-
tone deacetylases as well as EZH2-Inhibitors.  
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In the early beginnings of cancer therapy most therapeutic regimes 
contained only classical cytotoxic reagents, using a ‘one size fits all’ ap-
proach for each histological cancer subtype. In the last decade multiple 
drugs have been approved targeting specifically proteins mutated or over-
expressed in cancer cells, allowing to design individual treatment proto-
cols based on expression and genomic data of the individual cancer at 
diagnosis resulting in personalized medicine. The increasing knowledge 
about epigenetic mechanisms in benign and malignant cells will prob-
ably result in the development of new compounds specifically targeting 
the hugely complex epigenetic machinery. Incorporation of epigenetic 
profiles of cancer cells at diagnosis might allow to use compounds target-
ing epigenetic “Achilles heels”, which promote growth advantage or resis-
tance to other drugs in cancer cells.   
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