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Abstract

Patients with myelodysplastic syndromes (MDS) exhibit wide heterogeneity in clinical outcomes
making accurate risk-stratification an integral part of the risk-adaptive management paradigm.
Current prognostic schemes for MDS rely on clinicopathological parameters. Despite the
increasing knowledge of the genetic landscape of MDS and the prognostic impact of many newly
discovered molecular aberrations, none to date has been incorporated formally into the major risk
models. Efforts are ongoing to use data generated from genome-wide high-throughput techniques
to improve the ‘individualized’ outcome prediction for patients. We here discuss an important
paper in which gene expression profiling (GEP) technology was applied to marrow CD34" cells
from 125 MDS patients to generate and validate a standardized GEP-based prognostic signature.
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Myelodysplastic syndromes (MDSs) comprise a group of clonal hematopoietic stem
malignancies characterized by dysplastic differentiation and ineffective hematopoiesis,
leading to variable degrees of peripheral blood (PB) cytopenias and risk of progression to
acute myeloid leukemia [1]. The clinical course of patients with MDS is highly variable with
outcomes ranging from survival limited to few months to a near-normal life expectancy [2].
The clinical and pathological heterogeneity of MDS are a reflection of an underlying
network of highly complex and diverse disrupted critical biologic pathways [1,3]. The
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clinical heterogeneity of MDS resulted in the development of a risk-adaptive management
paradigm with therapeutic options ranging from observation all the way to upfront
allogeneic stem cell transplantation [2,4]. Given the wide range of aggressiveness of
available therapeutic options, a core component of optimal MDS management is the ability
to accurately predict the prognostic outlook for individual patients [5]. Such evidence-based
risk stratification approach would help put in context the benefit ratio of any proposed
intervention especially considering the lack of any validated clinical or laboratory predictors
of benefit from aggressive therapies [2,6].

Over the last three decades, multiple prognostic scoring systems have been developed and
validated; the most widely used of which is the International Prognostic Scoring System
(IPSS) [7]. These models depend on clinical (e.g., transfusion dependency) and laboratory
criteria (e.g., peripheral blood [PB] cell counts, hemoglobin levels, percentage of blasts in
PB and bone marrow [BM], cytogenetics and others) to separate patients into diverse
prognostic groups with significantly different projected survivals and probabilities of
leukemic progression [6,8]. Although these prognostic models are widely used clinically for
therapeutic decisions and for trial eligibility determination, some of the parameters used to
calculate the scores are evaluated subjectively (e.g., blast percentage). Approximately 10%
of cases had their diagnosis IPSS score reclassified upon review in a tertiary center [9].
Moreover, while these scores tend to perform well for groups of patients, the accuracy of
prognostication for any individual patient is more limited.

The last few years have witnessed an exponential increase in our knowledge of the
underlying genetic lesions of MDS and their impact on the prognosis of the disease [2,10].
Although attempts have been made to incorporate some of the better-characterized
prognostic molecular alterations into the commonly used clinical risk models to improve
their prognostic discrimination, none of these modified risk models has been widely
validated or adopted for routine clinical use [10]. In contrast to MDS, standardized
molecular testing to identify patients with projected worse prognosis who should be
considered for more aggressive therapy is already in routine clinical use for some cancers
including acute myeloid leukemia. For example, gene expression profiling (GEP) signatures
and in colon cancer are used for predictive and prognostic purposes in some patients with
breast (e.g., Oncotype DX® and mammaPrint®) and colon cancers (ColoPrint®) [11,12]. We
here discuss an important report by Pellagatti et al. [13] of the use of GEP-based prognostic
approach to refine risk stratification in MDS.

Summary of methods & results

In this study, the transcriptome of CD34" cells from 125 patients with MDS and a minimum
of 1 year of follow-up from the date of BM sampling was evaluated [13]. The median age of
the cohort was 71 years, and the median follow-up was 47 months. Of the patients 36, 43, 17
and 4% had IPSS low, intermediate-1, intermediate-2 and high risk, respectively; 31, 31, 17
and 21% had refractory anemia (RA), RA with ring sideroblasts (RARS), RA with excess
blasts-1 (RAEB-1) and RAEB-2, respectively.
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CD34* cells were isolated from the mononuclear cell fraction of the BM using magnetic cell
separation, and their purity was confirmed to be =90% using fluorescence-activated cell
sorting. GEP was performed using amplified RNA and the U133 plus 2.0 arrays
(affymetrix®). This microchip covers >47,000 transcripts representing 39,000 human genes.
Overall survival (OS), the primary endpoint, was calculated from the date of BM sample
collection. Supervised principal components (SuperPC) and lasso penalized Cox
proportional hazards regression models applying the Coxnet algorithm were used to predict
OS. Clinical covariates evaluated in the Cox models included age, gender and the IPSS
score at the time of BM sampling.

For the SuperPC method, patients were split randomly into a training (n = 84) and validation
(n = 41) sets. Coefficients of the univariate Cox regression models (Cox scores) were
calculated for every gene in the training set, and then principal components were calculated
for genes with Cox scores exceeding an absolute cross-validated threshold. The scores were
then validated and an importance score was calculated in correlation with the SuperPC
predictor. Using this approach, the authors identified 139 genes of highest importance in
prediction of survival. Among these genes were LEF1 and CDH1 whose high expression
was associated with increased OS, and WT1, MN1 and PTH2R whose high expression was
associated with reduced OS. A lasso penalized Cox proportional hazard was then generated
to identify a smaller set of prognostic genes. A predictor of 20 probe sets, corresponding to
20 genes, was identified of which eight probe sets matched those identified by the SuperPC
method (ADHFEL, BTBD6, CPT1B, LEF1, FRMD6, GPR114, C70rf58 and
LOC100505956).

The prognostic accuracy of these models was then compared using prediction error curves.
The prediction error was lowest using the Coxnet signature, which performed better than all
other predictors including the one that additionally used the clinical data. There was a
significant association between the Coxnet signature and the IPSS (p < 0.001) and the IPSS
cytogenetic groups (p = 0.045). Interestingly, when the Coxnet 20-gene signature was
applied to an independent GEP data set obtained from unsorted BM mononuclear cells using
a univariate Cox regression model, there was a statistically significant separation of patients
with good or bad prognosis (p = 0.007).

Expert commentary & five-year view

Cytogenetic abnormalities have long been known to be key prognostic determinants in MDS
and as such have been incorporated in all major prognostic models. The technologic
advancements in genome-wide high-throughput approaches in the last decade have
revolutionized the discovery of novel molecular lesions and allowed the dissection of the
genetic landscape of the disease at unprecedented depths [3,14]. High hopes have been
placed on this explosion of knowledge translating into a better understanding of the complex
pathophysiology of MDS, discovery of novel therapeutic targets, refinement of the current
prognostic tools and the introduction of therapy-specific predictive models [6]. Indeed,
approximately 90% of MDS patients now have detectable clonal genetic aberrations [14].
The driver oncogenic mutations in MDS tend to occur in genes involved in epigenetic

Expert Rev Hematol. Author manuscript; available in PMC 2014 August 07.



1duosnue Joyiny vd-HIN 1duosnue Joyiny vd-HIN

1duosnuely Joyiny vd-HIN

Zeidan et al.

Page 4

modulation, signal transduction, pre-mRNA splicing and transcription regulation, DNA
repair and the cohesin complex [1,15].

Efforts are ongoing to use genome-wide approaches to refine the risk stratification schemes
in MDS. Clonal aberrations detected using array-based comparative genomic hybridization
and single-nucleotide polymorphism arrays were found to have additional prognostic
information [16,17]. Using a combination of genomic approaches on samples from 439
MDS patients, Bejar et al. [18] identified recurrent somatic mutations in 18 genes. After
adjustment for age, IPSS score and other identified mutations in a multivariate regression
model, five mutations maintained an independent negative impact on OS: TP53, EZH2,
ETV6, RUNX1 and ASXL1. Incorporating these five mutations in the IPSS upstaged patients
with any mutation to the next-highest IPSS risk group [18]. In another report by the same
group, mutations in four genes (EZH2, RUNX1, TP53 and ASXL1) were independently
associated with a worsened OS in patients with low and intermediate-1 IPSS [19]. The
researchers found that the prognostic discrimination of the MD Anderson low-risk
prognostic scoring system could be improved by accounting for the EZH2 mutational status
[19].

In another recent large study, samples from 944 MDS patients were screened for aberrations
in 104 genes using targeted massive parallel sequencing [14]. Genetic aberrations were
detected in 91.5% of patients and 89.5% harbored at least one mutation (median three per
patient). Forty-seven genes were significantly mutated with TET2, SF3B1, ASXL1, SRSF2,
DNMT3A and RUNX1 being the most commonly mutated (>10% of cases each). Twenty-
five genes affected survival on univariate analysis. The authors constructed two prognostic
models using this data. In the first model, the status of 14 genes was combined with
conventional factors to separate patients into four risk groups with 3-year OS of 95.2, 69.3,
32.8 and 5.3% (p < 0.001). In the second ‘gene-only model,” 14 genes also significantly
separated patients into 4 prognostic groups (p < 0.001). The first model was found to
outperform the revised IPSS (IPSS-R) and the ‘gene-only’ model in a validation set of 175
patients [14].

Another recent genome-wide study of 603 MDS patients, 78% of the patients had at least
one molecular aberration [15]. Consistent with other studies, eight genes were associated
with significantly inferior leukemia-free survival. The authors found that clonal and
subclonal mutations affected prognosis equally and that outcomes correlated inversely with
the number of oncogenic driver mutations. The incorporation of point mutations resulted in
a marginal nonsignificant increase in prognostic information compared with the IPSS [15].

Pellagatti et al. [13] took a different approach and evaluated GEP signatures in CD34* cells
from MDS patients. GEP is a robust technology that allows for the detection of the
expression products of thousands of genes simultaneously. This technique has already been
used to generate validated prognostic expression signatures in other malignancies such as
breast and colon cancers. GEP allows the evaluation of downstream effects of many other
genetic and epigenetic aberrations that affect expression of relevant prognostic genes.
Sridhar et al. [20] previously used this methodology to study BM CD34" cells from 35 MDS
patients (24 with low/Int-1 and 11 with int-2 and high IPSS). Based on the GEP data, the
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authors defined a poor-risk six-gene signature that was associated with leukemic progression
and provided additive prognostic information for the IPSS Int-1 patients. Ebert et al. used
this approach to derive an erythroid differentiation GEP-based signature that predicts
response to lenalidomide in MDS without 5q deletion [21]. Pellagatti et al. [13] confirmed
the utility of GEP approach in a significantly larger sample of patients and demonstrated its
robustness by applying it to unsorted BM mononuclear cells therefore increasing its
potential applicability to routine clinical use.

The MDS patient cohort in the Pellagatti et al. study was pathologically heterogonous, but
the prognostic inference of GEP was applied to the group as a whole. Since clinical
heterogeneity in MDS appears to result from the specific underlining of genetic alterations
(e.g., SF3B1 mutation association with RARS), it might have been more informative to
study MDS subsets (e.g., RARS, RAEB, etc.) separately. Additionally, OS was measured
from the time of BM sampling, and similarly the IPSS was calculated at the time of BM
sampling. It is not clear if the BM sampling was done at the time of diagnosis, whether all
patients started follow-up at a uniform point in the natural history of their disease and what
type of disease-modifying therapies they received. Third, the authors used only the IPSS as a
clinical risk model. It would have been interesting to determine whether the GEP-based
signature provided superior prognostic information above that of the newer risk models
(e.g., the revised IPSS).

Compared with next-generation DNA sequencing, a common problem to the use of GEP is
the lack of reproducibility of the same relevant prognostic signatures; therefore, making
external validation by other groups and by different GEP platforms very important.
Similarly, the genotype/phenotype associations (e.g., SF3BL/RARS) appear more reliable
and the potential for therapeutic targeting might be more straightforward using DNA-
sequencing platforms. Pellagatti and colleagues noted that mutations in relevant prognostic
genes that do not alter expression levels will not be detected by GEP; therefore, explaining
some of the discrepancy in the determination of relevant prognostic genes as determined by
GEP versus other high-throughput genome-wide techniques [13]. Nonetheless, one would
expect that mutations in some genes such as transcription factors (e.g., RUNX1) would be
associated with specific GEP signatures. Indeed, two of the prognostic genes in the Coxnet
signature (WT1 and LEF1) have been already associated with worse outcomes in patients
with MDS [22,23].

How to best incorporate genomic and expression aberrations in the risk stratification of
MDS in routine clinical practice remains an open question. Novel approaches are needed for
the integration of data obtained from GEP and various DNA and RNA-sequencing
techniques [24]. Laboratory assays still require standardization, external wide scale
validation and resolution of several logistic issues [6]. The issues of mutational burden,
driver versus secondary aberrations, interactions between different mutations, intratumoral
heterogeneity and the importance of genetic subclones in MDS need further investigation
[1,15,25]. Given that many genes are rarely mutated and are associated with a complex
pattern of comutations, much larger data sets are likely needed to be studied to fully
elucidate these complex interactions [15].
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Once the technical issues are solved, reaching a consensus on how to use this data clinically
will be of paramount importance. Overall, it appears that adding the weighted independent
prognostic effects of well-characterized molecular lesions to validated clinicopathological
prognostic schemes outperforms ‘molecular aberrations-only” models. The molecular
predictors whose independent prognostic effect is not reflected in other known prognostic
clinicopatholgoical features will probably be the most valuable to refine the prognostic
precision of prognostic schemes [18]. While many challenges still lie ahead, we have
already taken the first few steps toward the era of true ‘individualized” MDS care.
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