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Oncogene-mediated transformation of hematopoietic cells has been studied extensively, but little is known about
the molecular basis for restriction of oncogenes to certain target cells and differential cellular context-specific
requirements for oncogenic transformation between infant and adult leukemias. Understanding cell type-specific
interplay of signaling pathways and oncogenes is essential for developing targeted cancer therapies. Here, we
address the vexing issue of how developmental restriction is achieved in Down syndrome acute megakaryoblastic
leukemia (DS-AMKL), characterized by the triad of fetal origin, mutated GATA1 (GATA1s), and trisomy 21. We
demonstrate overactivity of insulin-like growth factor (IGF) signaling in authentic human DS-AMKL and in a DS-
AMKL mouse model generated through retroviral insertional mutagenesis. Fetal but not adult megakaryocytic
progenitors are dependent on this pathway. GATA1 restricts IGF-mediated activation of the E2F transcription
network to coordinate proliferation and differentiation. Failure of a direct GATA1–E2F interaction in mutated
GATA1s converges with overactive IGF signaling to promote cellular transformation of DS fetal progenitors,
revealing a complex, fetal stage-specific regulatory network. Our study underscores context-dependent require-
ments during oncogenesis, and explains resistance to transformation of ostensibly similar adult progenitors.
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Leukemias in infants or young children—e.g., acute
megakaryoblastic leukemia (AMKL) in Down syndrome
(DS-AMKL; also known as myeloid leukemia in DS ½ML-
DS�), or juvenile myelomonocytic leukemia (JMML)—are
distinct from adult leukemias. Growing evidence sup-
ports that these leukemias originate in utero from fetal
hematopoietic cells (Chou et al. 2008; Klusmann et al.
2008; Tunstall-Pedoe et al. 2008). Thus, pathogenic and
phenotypic differences may arise from intrinsic genetic
programs in fetal hematopoietic stem and progenitor cells
(HSPCs) and their response to fetal environmental stim-
uli, both of which may differ from those in adult HSPCs.
However, little is understood regarding the specific de-
pendency on intrinsic and extrinsic signaling pathways
supporting self-renewal and expansion of fetal HSPCs,

and how these pathways intersect with lineage-specific
transcription factors (TFs) to coordinate proliferation and
differentiation. Moreover, how these pathways provide
a unique background for malignant transformation, spe-
cifically in infant leukemia, and why ostensibly similar
adult HSPCs are resistant to transformation by certain
oncogenes remains elusive. Better understanding of the cell
type-specific interplay of signaling pathways and onco-
genes forms a basis for developing novel targeted cancer
therapies.

DS-AMKL is strictly restricted to neonates, infants,
or young children with DS or trisomy 21 (Hasle 2001;
Klusmann et al. 2008), thus providing a unique context in
which to address these issues. Five percent to 10% of DS
infants develop the related, antecedent transient leuke-
mia (DS-TL, also known as transient myeloproliferative
disorder ½TMD�) (Pine et al. 2007). Although DS-TL
resolves spontaneously in the majority of cases, 20%–
30% of patients progress to DS-AMKL within the first 4
years of life (Klusmann et al. 2008). Acquired mutations
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in the hematopoietic TF GATA1, leading to expression of
a shorter GATA1 variant (referred to as GATA1s) trun-
cated at its N terminus, are consistently present in the
affected cells of children with DS-AMKL and DS-TL
(Wechsler et al. 2002; Klusmann et al. 2008).

GATA1 is essential for terminal erythroid and mega-
karyocytic differentiation (Orkin 1992). Using knock-in
mice (Gata1DN and Gata1De2) that express Gata1s (re-
ferred to as Gata1s mice) exclusively, we previously
identified a unique transient embryonic/fetal progenitor
population present only from embryonic days 9.5–16.5
(E9.5–E16.5) of mouse development (Li et al. 2005). In
these megakaryocytic progenitors (MPs), Gata1s domi-
nantly induces their hyperproliferation, while allowing
them to attain a relatively mature stage of differentiation.
Adult Gata1s mice exhibit normal hematopoiesis (Li
et al. 2005), an observation that underscores differences
in the requirement for Gata1-mediated regulation of
proliferation in fetal and adult megakaryopoiesis. How-
ever, in both humans and mice, germline GATA1s muta-
tion alone is not associated with leukemia in the absence
of trisomy 21 (Hollanda et al. 2006), consistent with
a stringent requirement for trisomy 21 in cellular trans-
formation. We hypothesize that the trisomy 21 genetic
background may perturb the normal signaling network
in affected cells, which contributes to leukemogenesis in
cooperation with GATA1s. Identification of pathways
that synergize with GATA1s should provide unique in-
sights into the regulation of normal and malignant fetal
hematopoiesis, and those pathways aberrantly controlled
in the trisomy 21 cells.

Intriguingly, Zhang et al. (Zhang and Lodish 2004;
Chou and Lodish 2010) showed recently that hepatic
stromal cells, uniquely found in the fetal liver (FL),
support hematopoietic stem cell (HSC) expansion by
secreting insulin-like growth factor 2 (Igf2). IGFs (IGF1
and IGF2) are critical regulators of energy metabolism,
cell growth, proliferation, and apoptosis (for review, see
Pollak 2008). Maternally imprinted IGF2 is essential for
embryonic and fetal but not adult growth and develop-
ment (DeChiara et al. 1990, 1991; Baker et al. 1993). The
mitogenic and anti-apoptotic activity of IGF1 and IGF2 is
mediated principally by the IGF1 receptor (IGF1R), a cell
surface tyrosine kinase signaling molecule, which plays
a role in diverse human cancers, including acute myeloid
leukemia (AML) (for review, see Pollak 2008). This sug-
gests that the FL niche may support fetal hematopoiesis
through IGF/IGF1R signaling. However, whether fetal
HSPCs and infant leukemias arising from fetal HSPCs are
specifically dependent on IGF2 and IGF/IGF1R signaling
remains elusive.

Here, we demonstrate that IGF signaling is constitu-
tively activated in DS-AMKL and DS-TL with a fetal
origin. We further show that dependency on this pathway
distinguishes fetal MPs from their adult counterparts.
Full-length GATA1 serves as a molecular ‘‘brake’’ to in-
tersect with the mitogenic IGF/IGF1R/mTOR pathway,
and likely restricts proliferation of fetal MPs through
a direct inhibitory interaction with E2F TFs, which are
activated by IGF signaling. GATA1s mutation contributes

to leukemogenesis by perturbing this function of GATA1,
which may be aggravated further by excessive IGF sig-
naling under the trisomy 21 genetic background. Our
findings reveal a unique, developmental stage-specific
interplay of a lineage-specific TF and a major mitogenic
pathway, and how perturbation of both players in fetal
HSPCs converges in leukemia. Our findings also explain
how ostensibly similar adult cells are resistant to trans-
formation, and provide an entry into deciphering the
complex regulatory network between cell type-specific
signaling pathways and oncogenes in cancer cells.

Results

IGF/IGF1R signaling is critical for proliferation
and survival of GATA1s mutant AMKL cells

Since DS-TL and DS-AMKL arise from fetal progenitors,
we reasoned that the FL microenvironment might be
necessary to support development of this type of leuke-
mia. The FL niche secrets Igf2, which supports fetal HSC
expansion through the IGF/IGF1R pathway (Zhang and
Lodish 2004; Chou and Lodish 2010). To assess the role
of IGF signaling in the pathogenesis of DS-AMKL arising
from fetal progenitors (Li et al. 2005; Klusmann et al.
2008), we first compared mRNA expression levels of
IGF1R in sorted primary human DS-AMKL blasts (n =
6) in comparison with non-DS-AMKL blasts (n = 5;
cytogenetic data were available for DS-AMKL ½n = 4�
and non-DS-AMKL ½n = 3� patients) (Supplemental Table
S1). We observed that IGF1R expression was significantly
greater in DS-AMKL blasts compared with non-DS-
AMKL blasts (Fig. 1A,B), and in the DS-AMKL cell line
CMK compared with the non-DS-AMKL cell line (M-07)
and the erythroleukemia cell line K562 (Supplemental
Fig. S1A). By Gene Set Enrichment Analysis (GSEA)
(Subramanian et al. 2005), we found that gene sets related
to IGF/IGF1R signaling (IGF1RPATHWAY, IGF1MTOR-
PATHWAY, and MTORPATHWAY) from the c2 collec-
tion (curated gene sets) of the Molecular Signatures
Database (MSigDB) (Subramanian et al. 2005) are en-
riched in DS-AMKL blasts compared with non-DS-AMKL
blasts (Fig. 1A). The negative regulator of PI3K signaling,
PTEN, is also up-regulated in DS-AMKL cells compared
with non-DS-AMKL cells, consistent with the previously
shown requirement of PTEN expression for the sensitiv-
ity of some cancer cells to upstream IGF and insulin
signaling (Lackey et al. 2007). The up-regulation of key
genes within the IGF1–mTOR pathway in primary DS-
AMKL blasts was validated by quantitative RT–PCR
(qRT–PCR) (Fig. 1B).

To test dependency of DS-AMKL cells on IGF/IGF1R
signaling for their proliferation and survival, we used
shRNA (shIGF1R) to knock down IGF1R expression in
the human DS-AMKL cell lines CMK and CMY. shRNA-
mediated IGF1R knockdown, confirmed by qRT–PCR
and Western blot (Supplemental Fig. S1B,C), led to a
dramatic reduction of the percentage of transduced
CMK and CMY cells, while the percentage of empty
vector-transduced control cells remained constant (Fig.
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1C). Additionally, we noted a larger number of annexin
V+/7-AAD� apoptotic and 7-AAD+ dead CMK-shIGF1R
cells and a reduction of actively cycling cells compared
with the control CMK cells (Fig. 1D; Supplemental Fig.
S1D). In contrast, only a modest effect of shIGF1R was
observed in control cell lines (K562 and M-07) (Fig. 1C,D;
Supplemental Fig. S1D).

Upon treatment with a specific IGF1R inhibitor, Picro-
podophyllin (PPP), we observed a remarkable reduction in
cell growth and a high percentage of apoptotic and dead
cells for the DS-AMKL cell lines CMK and CMY (Fig. 1E,F;
Supplemental Fig. S1E,F), excluding the possibility of shRNA
off-target effects. In contrast, the control cell lines K562
and M-07 showed substantially less responses to PPP
treatment (Fig. 1E,F). In K562 cells, the observed level of
response is consistent with previous findings using a dif-
ferent IGF1R inhibitor (AG1024) (Lakshmikuttyamma
et al. 2008).

Taken together, these experiments indicate that IGF/
IGF1R signaling is activated in human primary DS-
AMKL blasts, and is critical for the survival and pro-
liferation of DS-AMKL cell lines.

Mitogenic activity of IGF/IGF1R signaling is mediated
through mTOR

Downstream intracellular signaling molecules of IGF1R
include IRS proteins, PI3K, AKT, mTOR, S6 kinase, and
MAPK (for review, see Pollak 2008). In patient samples,
GSEA identified IGF/mTOR and mTOR pathway gene
sets to be activated in primary DS-AMKL blasts com-
pared with non-DS-AMKL cells (Fig. 1A), suggesting that
IGF/IGF1R signaling may employ the mTOR pathway to
induce proliferation and survival of DS-AMKL blasts.
Consistent with this hypothesis, we found that CMK
cells exhibited high levels (higher than in K562 and M-07
cells) of intracellular phosphorylated S6 protein (p-S6),
a downstream target of mTOR, whereas mTOR inhibi-
tion by treatment with rapamycin led to a marked re-
duction of p-S6 in these cells (Fig. 2A), confirming
activation of the mTOR/p70S6K pathway. Concomi-
tantly, the numbers of CMK and CMY cells were reduced
gradually with increasing concentrations of rapamycin,
whereas growth of control cell lines (M-07 and K562)
was less sensitive (Fig. 2B; Supplemental Fig. S1G). The

Figure 1. IGF/IGF1R signaling is critical for
proliferation and survival of human DS-AMKL
cell lines. (A) GSEA showing enrichment of
IGF1RPATHWAY, IGF1MTORPATHWAY,
and MTORPATHWAY gene sets from the c2
collection of the MSigDB in leukemic blasts
from patients with DS-AMKL (n = 6) in com-
parison with those with non-DS-AMKL (n =

5). The GSEA enrichment plot (right) and
heat map (left) of the IGF1MTORPATHWAY
gene set are shown. (Blue arrow) Showing
higher levels of IGF1R expression in DS-AMKL
samples; (red arrows) key genes involved in
mTOR signaling. (Bottom) Statistics for all
gene sets. (ES) Enrichment score; (NES) nor-
malized enrichment score; (NOM p-val) nom-
inal P-value; (FDR) false discovery rate. Gene
sets with P < 0.05 and FDR q < 0.25 are con-
sidered as significant (Subramanian et al. 2005).
(B) Relative expression of key genes in the
IGF1MTORPATHWAY gene set in DS-AMKL
blasts (n = 3) and non-DS-AMKL blasts (n = 3)
analyzed by qRT–PCR. The expression in
DS-AMKL is presented in relation to the ex-
pression in non-DS-AMKL (1). (C) Growth
curves of shIGF1R and empty vector (LMPIG

or Tripz)-transduced cell lines (CMK, CMY,
M-07, and K562) grown in liquid culture. GFP
or RFP expression (i.e., transduced cells) was
assessed by flow cytometric analysis. The per-
centage of positive cells in relation to empty
vector controls and the starting point (100%)
from pooled data of two independent experi-

ments are shown. (B,C) Error bars represent 6standard deviation (SD); (*) P < 0.05. (D) Percentage of Annexin V+/7-AAD� apoptotic and
7-AAD+ dead CMK, K562, and M-07 cells 72 h after induction of shIGF1R expression using Dox (500 ng/mL) in comparison with noninduced
control cells. Data from n = 2 independent experiments are shown as means 6SD. (E) Number of CMK, M-07, and K562 cells 48 h after
addition of the indicated concentrations of the IGF1R inhibitor PPP in relation to the untreated control (DMSO; 100%). Error bars represent
6SD of triplicates; (*) P < 0.05. (F) Percentage of Annexin V+/7-AAD� apoptotic and 7-AAD+ dead CMK, K562, and M-07 cells 48 h after
addition of PPP (0.5 mM; +) in comparison with the untreated control cells (DMSO;�). Data from n = 2 independent experiments are shown
as means 6 SD.
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weaker sensitivity of K562 cells to rapamycin observed
here is consistent with a previous study (Mohi et al.
2004). Conversely, treatment of CMK and CMY with
IGF2 significantly enhanced their growth, whereas si-
multaneous addition of rapamycin to the culture medium
inhibited this proproliferative effect (Fig. 2C). In contrast,
IGF2 alone or IGF2 plus rapamycin had less effect on
control M-07 and K562 cells. Thus, the IGF/IGF1R/mTOR
signaling pathway is activated in DS-AMKL cell lines,
which are hypersensitive to both further activation and
inhibition of this pathway.

Primary human DS-TL and DS-AMKL blasts
are hypersensitive to IGF signaling activation
and inhibition

Although studies in primary DS-AMKL/DS-TL blasts are
particularly challenging, they are crucial in the validation

of effects observed in cell lines. To confirm the role of IGF
signaling in primary human leukemic blasts, we took
advantage of DS-TL blasts from one patient, which were
obtained in high numbers after leukapheresis, and trans-
duced them with shIGF1R. Since DS-TL antecedes DS-
AMKL, and both originate from the same fetal target cell,
active signaling pathways of their cells of origin should be
shared in both entities. Colony formation and prolifera-
tion of DS-TL blasts were greatly impaired upon IGF1R
knockdown in comparison with the empty vector-trans-
duced cells (Fig. 3A,B). In a larger set of primary human
DS-AMKL and DS-TL samples, IGF2 significantly en-
hanced their colony formation (Fig. 3C) and in vitro
proliferation (Fig. 3D), whereas addition of rapamycin,
IGF1R inhibitor PPP, or IGF1R antibody aIR3 exhibited

Figure 2. IGF/IGF1R signaling promotes growth of DS-AMKL
cells via the mTOR pathway. (A) p-S6 expression in CMK, M-07,
and K562 cells with (+) or without (�) addition of rapamycin (rapa,
100 nM). (Left) Representative flow cytometry profiles for CMK
and K562 cells from one of two independent experiments. (Gray
line) IgG control; (red line) p-S6-stained untreated cells; (blue line)
p-S6-stained rapamycin-treated cells. (Right) Diagram and statis-
tics showing the difference of the mean fluorescence intensity
(MFI) of p-S6 expression in comparison with the IgG control. Error
bars represent 6SD of pooled data from two independent exper-
iments. (*) P < 0.05. (B,C) Number of CMK, CMY, M-07, and K562
cells 96 h after addition of the indicated concentrations of
rapamycin (in nanomolar) (B), or 48 h after addition of IGF2 (rhIGF:
recombinant human IGF, 500 ng/mL) or IGF2 (500 ng/mL) plus
rapamycin (rapa; 100 nM) (C), in relation to the untreated control
(DMSO; 100%). Error bars represent 6SD of replicates. (*) P < 0.05.

Figure 3. Primary human DS-AMKL/DS-TL cells from patients
are dependent on IGF/IGF1R/mTOR signaling for their growth.
(A) Number of shIGF1R and empty vector (LMPIG; control)-
transduced DS-TL leukemic blasts after 96 h grown in liquid
culture. (B) Number of CFUs formed in the colony-forming
assay of shIGF1R and empty vector (LMPIG; control)-trans-
duced DS-TL leukemic blasts. (A,B) Error bars represent 6SD of
two independent experiments. (*) P < 0.05. (C) Number of CFUs
formed in the colony-forming assay of DS-AMKL (n = 2) and DS-
TL (n = 3) blasts, as well as HSPCs (n = 2) in the presence of
rapamycin (rapa; 100 nM), IGF1R inhibitor PPP (0.5 mM), IGF2
(200 ng/mL), or IGF1R antibody aIR3 (1 mg/mL) in relation to
the untreated control cells (ctr, 100%). (D) Number of blasts
from patients with DS-AMKL (n = 3), DS-TL (n = 4), and of
HSPCs from healthy individuals (n = 2) grown in liquid culture
(all in triplicate) 72 h after addition of IGF1R inhibitor PPP (0.5
mM), rapamycin (rapa; 100 nM), and/or IGF2 (200 ng/mL) in
relation to the untreated control (100%). (C,D) Error bars
represent 6SD. (*) P < 0.05.
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the opposite effect. Simultaneous addition of rapamycin
and IGF2 blocked the proproliferative effect of IGF2 (Fig.
3D). In contrast, adult CD34+ HSPCs showed only a mod-
est response to IGF2, PPP, rapamycin, and aIR3 treatments
(Fig. 3C,D). The response of normal CD34+ HSPCs to
rapamycin and IGF1R inhibition is consistent with previous
reports (Ratajczak et al. 1994; Recher et al. 2005). As an-
other set of the control, we found that leukemic blasts from
patients with non-DS-AMKL, AML FAB M2, and M5 did
not exhibit a similar response to IGF2 and rapamycin
(Supplemental Fig. S2A). Lastly, inhibition of the IGF1R
activity by PPP also led to an enhanced rate of apoptosis of
DS-AMKL and DS-TL cells (similar to DS-AMKL cell lines),
compared with CD34+ HSPCs (Supplemental Fig. S2B).

In summary, we established a central role of IGF/
IGF1R/mTOR signaling in the growth and survival of
primary human DS-AMKL and DS-TL cells.

A DS-AMKL mouse model shows sensitivity
to IGF1R inhibition

To validate the oncogenic mechanism implicated from in
vitro experiments, we tested the role of IGF signaling in

a DS-AMKL mouse model in vivo. Previously, we found
that three existing DS mouse models—Tc1, Ts65Dn, and
Ts1Cje—do not provide a cellular context in which
Gata1s cooperates with trisomy 21 for generation of
DS-TL or DS-AMKL (Supplemental Fig. S3; Alford et al.
2010; data not shown). To overcome this obstacle, we used
a different strategy by conducting retroviral insertional
mutagenesis in Gata1s mutant FL MPs using the MSCV-
ires-Gfp (MIGR1) retrovirus, and by selecting for immor-
talized cell lines in vitro in the presence of thrombopoietin
(Tpo), followed by transplantation into Rag2�/� mice (J-H
Klusmann, SH Orkin, and Z Li, unpubl.). Although the
majority of the in vitro generated cell lines were not leu-
kemogenic in vivo, cell line #6—which contains retroviral
insertion sites (RISs) at the Evi1, Plag1, and Il15 loci (Sup-
plemental Fig. S4A ½up-regulation of Evi1 and Plag1 were
confirmed by RT–PCR�, B)—gave rise to vWF+ AMKL in all
recipient mice (n = 6) (Fig. 4A,B; Supplemental Fig. S4C).

Since these murine AMKL cells ½referred to as T6(6)
cells� have a fetal origin and carry the Gata1s mutation,
two hallmarks of human DS-AMKL, we investigated
whether their transcriptome recapitulates that of human
DS-AMKL globally. We analyzed the gene expression

Figure 4. A DS-AMKL mouse model gen-
erated by retroviral insertional mutagenesis
shows sensitivity to Igf1r inhibition. (A)
May-Grünwald-Giemsa (MGG)-stained
blood smears from one representative
Rag2�/� recipient mouse transplanted with
cell line #6 (G1s-mAMKL) (bars: top panels,
20 mm; bottom right panel, 50 mm). The
bottom left panel shows GFP expression
from the leukemic cells (bar, 200 mm). (B)
Immunohistochemical staining of liver
and spleen sections showing infiltration
of von Willebrand factor (vWF)-positive
(brown) leukemic blasts in one representa-
tive Rag2�/� mouse transplanted with cell
line #6 in comparison with a nontrans-
planted Rag2�/� mouse (control). Sections
were counterstained with hematoxylin.
Bars, 100 mm. (C) Number of G1s-mAMKL
cells transduced with shRNA against Igf1r

(shIgf1r) under the control of a Dox-inducible
promoter (or the empty vector Tripz) with
and without addition of Dox (100 ng/mL).
The data were collected 7 d after addition of
Dox, and are in relation to day 0. Error bars
represent 6SD of pooled data from two in-
dependent experiments. (*) P < 0.05. (D,E)
Number of G1s-mAMKL cells 48 h after
addition of the indicated concentrations
of Igf1r inhibitor PPP (D), or 96 h after
addition of the indicated concentrations of
rapamycin (rapa) (E) in relation to the con-
trol (100%). Error bars represent 6SD of
replicates. (*) P < 0.05. (F) p-S6 expression in

the G1s-mAMKL blasts with (+) and without (�) addition of rapamycin (rapa; 100 nM). Diagram and statistics showing the difference of
the mean fluorescence intensity (MFI) in comparison with the IgG control. Error bars represent 6SD of pooled data from two independent
experiments. (*) P < 0.05. (G) Kaplan-Meier survival analysis (left) and MGG staining of representative blood smears (right, at day 28) from
Dox-treated Rag2�/�mice transplanted with G1s-mAMKL blasts transduced with shIgf1r (n = 5) or the empty vector (Tripz; n = 5). Plog-rank =

0.028. Bars, 100 mm.
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profile of flow-sorted GFP+ T6(6) leukemic blasts. Mega-
karyocytic and erythroid genes were up-regulated in the
T6(6) cells (Supplemental Fig. S4D), compared with FL
MPs (Li et al. 2005), a finding typical of DS-AMKL
(Bourquin et al. 2006; Ge et al. 2006). Next, we compared
the gene expression signature of murine T6(6) AMKL to
that of human DS-AMKL. We first identified the top 500
up-regulated and down-regulated genes in DS-AMKL
compared with non-DS-AMKL (ranked ordered gene list
using a signal-to-noise statistic) (Subramanian et al. 2005).
Most importantly, GSEA demonstrated strong enrichment
of the top 500 up-regulated human DS-AMKL genes in T6(6)
blasts, whereas the top 500 down-regulated genes were
negatively enriched (Supplemental Fig. S5A,B ½enrichment
plot, heat map, and statistics�, C,D ½qRT–PCR validation of
selected genes�). These data demonstrate that T6(6) leukemic
blasts are murine Gata1s AMKL cells that resemble human
DS-AMKL morphologically (Fig. 4A) and recapitulate gene
expression programs found in human DS-AMKL. Hereafter,
these T6(6) cells are referred to as G1s-mAMKL cells.

Knockdown of Igf1r (Fig. 4C), as confirmed by qRT–
PCR and Western blot (Supplemental Fig. S6A,B), and
treatment with the Igf1r inhibitor PPP (Fig. 4D) or
rapamycin (Fig. 4E) markedly reduced proliferation of
G1s-mAMKL cells in vitro. This indicates a similar in
vitro response of these murine blasts to IGF1R/mTOR
inhibition as human DS-AMKL and DS-TL cells. Con-
comitantly, S6 protein was phosphorylated in these cells,
and was dephosphorylated upon rapamycin treatment (Fig.
4F). In contrast, murine leukemic blasts from the spleen
and bone marrow (BM) of recipient mice transplanted with
Mll-Af9-transduced BM progenitors (Krivtsov et al. 2006)
were insensitive to PPP treatment in vitro (Supplemental
Fig. S6C). These Mll-Af9 blasts are of an adult origin, and
do not carry the Gata1s mutation.

Next, we tested the requirement of Igf/Igf1r signaling
for leukemogenesis of G1s-mAMKL cells in vivo using
a doxycycline (Dox)-inducible shRNA expression system
(Tripz). Dox-treated mice transplanted with G1s-mAMKL
cells with activated shIgf1r exhibited a significant delay
in the onset of leukemia and improved survival, as
estimated by Kaplan-Meier analysis, in comparison with
Dox-treated control mice (transplanted with the empty
vector ½Tripz�-transduced G1s-mAMKL cells) (Fig. 4G).
Thus, the proliferation of G1s-mAMKL cells in vitro, as
well as their engraftment and establishment of leukemia
in vivo, is dependent on the Igf/Igf1r signaling pathway.
Further studies are required to elucidate the mechanism
by which overexpression of Plag1 and Evi1, in concert
with mutated Gata1s, induces an expression signature
similar to that of human DS-AMKL.

Mitogenic activity of IGF/IGF1R signaling is mediated
through activation of E2F target genes

To this point, our data identify the IGF/IGF1R/mTOR
pathway as a major mitogenic pathway for human DS-
AMKL/DS-TL and G1s-mAMKL cells. To further define
IGF-regulated gene sets downstream from mTOR, we
performed global gene expression profiling of G1s-mAMKL

cells with and without Igf1r knockdown, and performed
GSEA. Intriguingly, compared with G1s-mAMKL cells
with Igf1r knockdown, all of the top 20 gene sets of the c3
collection (MSigDB; motifs) enriched in the control G1s-
mAMKL cells (i.e., no Igf1r knockdown) were related to
targets of E2F TFs (Supplemental Table S2).

The result was further validated with another gene set
(REN_E2F1_TARGETS) from the c2 collection (MSigDB;
curated gene sets) that was generated by a chromatin
immunoprecipiationa (ChIP)–chip experiment (Supple-
mental Fig. S7A; Ren et al. 2002). Down-regulation of
selected E2F target genes in G1s-mAMKL blasts upon
Igf1r knockdown, as well as in CMK cells treated with the
IGF1R inhibitor PPP, was further confirmed by qRT–PCR
(Supplemental Fig. S7B,C). Thus, these studies demon-
strate that, in both murine and human AMKL cells ex-
pressing GATA1s, the highly activated mitogenic IGF/
IGF1R/mTOR pathway is exerted at the transcriptional
level by activation of E2F target genes.

GATA1s mutant protein fails to repress E2F
target genes

Next, we sought to determine the role of GATA1s in
disease pathogenesis in concert with activated IGF sig-
naling. Expression of full-length Gata1 in G1s-mAMKL
cells led to delayed leukemia development in vivo (Fig.
5A). Concomitantly, upon synchronized restoration of
full-length Gata1 activity using a b-estradiol-inducible
system (full-length Gata1 fused to the estrogen receptor
½G1ER�) (Rylski et al. 2003), G1s-mAMKL cells prolifer-
ated much slower (Fig. 5B) and differentiated along the
megakaryocytic lineage (Fig. 5C). These results demon-
strate that the G1s-mAMKL phenotype is strongly de-
pendent on exclusive Gata1s expression, similar to GATA1s
dependency of human DS-AMKL cells (Supplemental Fig.
S8A,B; Xu et al. 2003).

Next, we generated global gene expression profiles of
G1ER-transduced G1s-mAMKL cells with or without
b-estradiol treatment after 0, 8, 24, and 48 h (Supplemental
Fig. S9A). Interestingly, among the top 20 gene sets from the
c3 collection (MSigDB; motifs) enriched in the control cells
(i.e., without full-length Gata1 induction), 19 gene sets were
related to targets of E2F factors (Supplemental Fig. S9A;
Supplemental Table S3). The E2F1 gene set generated by
a ChIP–chip experiment (REN_E2F1_TARGETS) was also
significantly enriched (Fig. 5D; Ren et al. 2002). The down-
regulation of selected target genes within this gene set was
validated by qRT–PCR (Supplemental Fig. S9B).

We validated the repression of E2F target genes as a
normal function of full-length GATA1 by analyzing three
independent global gene expression data sets using GSEA:
Gata1s in comparison with wild-type FL-derived mega-
karyocytes (Supplemental Fig. S9D; Supplemental Table
S4; Li et al. 2005), leukemic blasts from DS-AMKL patients
in comparison with those from non-DS-AMKL (Fig. 5E;
Supplemental Fig. S10A,B; Supplemental Table S5), and
AMKL cell lines with (CMK) and without (UT-7) GATA1s
mutation (Supplemental Fig. S11). In all cases, E2F targets
were significantly enriched in GATA1s mutant cells.
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Taken together, these data strongly suggest that full-
length GATA1 protein is both necessary and sufficient to
repress E2F target genes.

GATA1 interacts physically with E2F1
in megakaryoblastic cells

As the mRNA levels of activating E2F TFs (E2F1–3) were
not significantly down-regulated in G1ER-transduced
G1s-mAMKL cells treated with b-estradiol (Supple-
mental Fig. S9C), or up-regulated in DS-AMKL cells
compared with non-DS-AMKL cells (Supplemental
Fig. S10C), we conclude that GATA1 does not negatively
regulate E2Fs through a direct transcriptional repres-
sion mechanism. Repression of E2F activity by GATA1
can also be caused by a direct inhibitory protein–protein
interaction between GATA1 and E2F TFs. We tested
this possibility in CMK cells. E2F1 is highly expressed
in this cell line (Fig. 6A). We analyzed a potential direct
protein–protein interaction between GATA1 and E2F1,
by performing coimmunoprecipitation (co-IP) using a
biotinylation approach (Wang et al. 2006), in CMK cells.
GATA1 fused to a short peptide tag that serves as a
substrate for biotinylation (BioGATA1) was ectopically
expressed in CMK cells, along with the Escherichia coli
biotin ligase BirA, through a retroviral expression sys-
tem. Using an anti-E2F1-antibody, we found that GATA1,
but not GATA1s, interacts physically with E2F1 (Fig. 6A),
suggesting that the failure of GATA1s to repress E2F

activity may be caused by this failure in direct in-
teraction.

Knockdown of Dp1 and Myc reverts the Gata1s
hyperproliferative phenotype

We next determined in functional genetic studies if
failure of Gata1s to repress E2f function contributes to
the hyperproliferative phenotype of Gata1s FL MPs. To
inhibit E2f function broadly, we used shRNA-mediated
knockdown of Dp1 (shDp1) (Supplemental Fig. S12A,
Western blot confirming knockdown), the essential di-
merization partner of E2f1–6 for DNA binding and
activation of gene expression (for review, see Rowland
and Bernards 2006). The number and size of megakaryo-
cyte colony-forming units (CFU-MKs) from shDp1-trans-
duced Gata1s FL progenitors were greatly reduced to the
level seen with wild-type MPs (Fig. 6B,C). In addition,
Gata1s FL MPs cultured in the presence of Tpo ceased
to proliferate upon Dp1 knockdown (Supplemental Fig.
S12B). In contrast, wild-type FL MPs were less sensitive to
knockdown of Dp1 (Supplemental Fig. S12B). The colony
assay was validated by another shRNA in a lentiviral
system (LKO.1) (Supplemental Fig. S12A,C). Consistent
with this, proliferation and colony-forming capacity of hu-
man DS-AMKL CMK cells were also arrested upon knock-
down of DP1 (shDP1) (Fig. 6D,E; Supplemental Fig. S12D,
Western blot), thereby underscoring the role of E2F
factors in the hyperproliferation of GATA1s mutant cells.

Figure 5. GATA1s mutant protein contributes to megakaryocytic leukemia through derepression of E2F target genes. (A) Kaplan-Meier
survival analysis of Rag2�/� mice transplanted with G1s-mAMKL cells transduced with full-length Gata1 (G1FL; n = 5) or the empty
vector (control; n = 5). (B) Cell counts after 48 h of b-estradiol-treated and untreated G1-ER-transduced and empty vector (MSCVpuro,
control)-transduced G1s-mAMKL cells, respectively. Error bars represent 6SD of replicates. (*) P < 0.05. (C) Flow cytometric analysis for
CD41 expression of b-estradiol-treated and untreated (control) G1ER-transduced G1s-mAMKL cells 1 d, 2 d, and 6 d after treatment. (D,E)
GSEAs of E2F1 target genes previously identified by ChIP–chip analysis (Ren et al. 2002), showing their significant down-regulation in
a time-dependent manner after full-length Gata1 induction in G1s-mAMKL cells (D), as well as significant up-regulation in DS-AMKL
patient samples (n = 6) in comparison with non-DS-AMKL samples (n = 5) (E). For each panel a heat map showing the leading edge subset is
on the left, and enrichment plot and statistics are on the right. MYC is indicated by a red arrow.
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The Myc (c-myc) proto-oncogene was among the top
down-regulated genes upon expression of full-length
Gata1 (Fig. 5D), as well as in DS-AMKL blasts compared
with non-DS-AMKL blasts (Fig. 5E), and is included in
most E2F-related gene sets used. shRNA-mediated de-
pletion of MYC (LMPIG-shMyc, knockdown confirmed
by Western blot) (Supplemental Fig. S12A,D) in Gata1s
FL MPs, as well as in CMK cells, resulted in a similar
inhibition of the colony-forming capacity and prolifera-
tion as those from DP1 knockdown, whereas wild-type FL
MPs were largely unaffected upon Myc knockdown (Fig.
6B–E; Supplemental Fig. S12B,C).

In accordance with these findings, the proliferation and
colony-forming capacity of primary human DS-TL blasts
were markedly reduced in vitro upon DP1 or MYC
knockdown (Fig. 6F,G). Thus, our experiments establish

that repression of E2F activity (through DP1 knockdown)
or knockdown of MYC abrogates GATA1s-mediated hyper-
proliferation of FL MPs, the DS-AMKL cell line, and pri-
mary DS-TL blasts, and therefore rescues the GATA1s
phenotype.

GATA1 intersects with IGF/IGF1R signaling
by restricting IGF-stimulated proliferation
of fetal progenitors

We showed that IGF/IGF1R signaling exerts its mitogenic
effect by activating E2F target genes, whereas GATA1s is
insufficient to repress these genes. To functionally explore
the intersection between GATA1 and mitogenic IGF/
IGF1R signaling, we constitutively activated IGF/IGF1R
signaling through retroviral expression of the human

Figure 6. The GATA1–E2F1 interaction is lost in GATA1s cells, and knockdown of DP1 and MYC reverts the GATA1s-mediated
hyperproliferative phenotype. (A) Co-IP of bioGATA1/bioGATA1s and E2F1 in CMK cells ectopically expressing bioGATA1/bioGATA1s
and BirA using Streptavidin (SA) beads and an anti-E2F1 antibody. (B,C) Number of CFU-MKs (B) and representative microscopic
images (C) of colony-forming assays of shDp1-transduced, shMyc-transduced, and empty vector (LMPIG; control)-transduced wild-type
(WT) and Gata1s FL progenitors. (B) Error bars represent 6SD of replicates. (*) P < 0.05. (C) Bars, 200 mm. (D) Growth curves of shDP1-
transduced, shMYC-transduced, and empty vector (LMPIG, control)-transduced CMK cells grown in liquid culture. The percentage of
GFP+ cells was calculated in relation to empty vector controls and the starting point (100%). Data from n = 2 independent experiments
are shown as means 6SD. (E) Number of CFUs formed in the colony-forming assay of shDP1-transduced, shMYC-transduced, and
empty vector (LMPIG; control)-transduced CMK cells. Error bars represent 6SD of replicates. (*) P < 0.05 (in comparison with empty
vector control). (F,G) Number of cells after 96 h grown in liquid culture (F), and number of CFUs formed in the colony-forming assay (G)
of shDP1-transduced, shMYC-transduced, and empty vector (LMPIG; control)-transduced primary DS-TL leukemic blasts. Error bars
represent 6SD of replicates. (*) P < 0.05 (in comparison with empty vector control).
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IGF2 gene in primary FL or BM MPs derived from Gata1s
or wild-type animals. This led to a marked expansion of
CD41+ Gata1s fetal MPs, but had negligible effects on

wild-type fetal MPs or adult MPs (both Gata1s and wild
type) (Fig. 7A). To further validate this finding, we cultured
Gata1s or wild-type FL progenitors in the presence of Tpo

Figure 7. GATA1 full-length protein restricts IGF signaling-induced proliferation of fetal megakaryocytic progenitors in a develop-
mental stage-dependent manner. (A) Relative number of GFP+/CD41+ wild-type and Gata1s FL as well as BM-derived megakaryocytic
cells grown in liquid culture in the presence of Tpo 96 h after transduction with human IGF2-expressing retrovirus (LPIG-IGF2; +) or
the empty vector as the control (LPIG; �). Cell numbers are in relation to those of the control of each subgroup (control = 100%). Error
bars represent 6SD of two independent experiments. (*) P < 0.05. (B) Fold increase (at day 2) of GFP+/CD41+ wild-type and Gata1s FL-
derived megakaryocytic cells in liquid culture in the presence of Tpo, treated with indicated concentrations of recombinant mouse Igf2
(rmIgf2), in comparison with the starting point (at day 0) of each cell type. Error bars represent 6SD of replicates. (*) P < 0.05. (C)
Growth curves of GFP+ shIgf1r (+)-transduced or empty vector (LMPIG, �)-transduced wild-type and Gata1s (G1s) FL-derived as well as
BM-derived megakaryocytic cells grown in liquid culture in the presence of Tpo. The percentage of GFP+ cells was calculated in
relation to the starting point (day 0 = 100%). Data from n = 3 independent experiments are shown as means 6 SD. (*) P < 0.05 (in
comparison with empty vector). (D) Number of Gata1s (G1s) and wild-type CD41+ FL-derived megakaryocytic cells 48 h after addition
of indicated concentrations of Igf1r inhibitor PPP in relation to the untreated control (DMSO; 100%). Error bars represent 6SD from
two independent samples. (*) P < 0.05. (E,F) Proposed model for the development of DS-TL and DS-AMKL. (E) Full-length GATA1
coordinates terminal megakaryocytic differentiation and proliferation of IGF1/IGF1R signaling-dependent fetal progenitors by
repressing E2F activity. (F) Failure to repress E2F activity by GATA1s, along with a possible perturbation of IGF/IGF1R signaling by
trisomy 21 in fetal progenitors, leads to their uncontrolled proliferation and increased survival, ultimately leading to leukemia in
conjunction with additional mutations. In G1s-mAMKL, Plag1 overexpression may mimic the effect of trisomy 21 to constitutively
activate IGF/IGF1R signaling, leading to leukemia in cooperation with Gata1s mutation and Evi1 overexpression.
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with or without addition of purified mouse Igf2. Gata1s
CD41+ fetal MPs exhibited an even higher level of hyper-
proliferation with increasing concentrations of Igf2 (Fig.
7B). In contrast, addition of the same amounts of Igf2 to the
culture also had a negligible effect on wild-type fetal MPs.
These data suggest that full-length GATA1 intersects with
IGF signaling to restrict IGF signaling-stimulated prolifer-
ation of fetal MPs, whereas GATA1s is defective in this
function.

Dependency on IGF/IGF1R signaling distinguishes
fetal megakaryocytic progenitors from their adult
counterparts

We showed previously that Gata1s has a developmental
stage-selective effect, and fetal progenitors are specifi-
cally sensitive to this mutant protein (Li et al. 2005). To
determine if the interplay of Gata1 and Igf/Igf1r signaling
is also developmental stage-dependent, we examined the
dependency of fetal and adult megakaryocytic cell pro-
liferation on Igf/Igf1r signaling. We transduced FL and BM
MPs from wild-type and Gata1s mice with the LMPIG-
shIgf1r retrovirus. Knockdown of Igf/Igf1r signaling spe-
cifically impaired the growth of GFP+ FL MPs from both
Gata1s and wild-type animals (Fig. 7C). In contrast, the
percentage of GFP+ LMPIG-shIgf1r BM MPs was largely
unaffected compared with empty vector-transduced
controls. Similarly, when we treated fetal MPs with the
IGF1R inhibitor PPP, we observed reduction of CD41+ FL
MPs from both Gata1s and wild-type animals (Fig. 7D).
These data thus demonstrated differential sensitivity of
fetal and adult MPs, particularly Gata1s mutant fetal
MPs, to inhibition of IGF/IGF1R signaling, and are con-
sistent with our previous data showing greater sensitivity
of leukemia cell lines with fetal origin and GATA1s mu-
tation (e.g., CMK and CMY) to IGF1R knockdown than
those with adult origin and wild-type GATA1 (e.g., K562
and M07) (Fig. 1C).

Discussion

Our study of a unique population of transient fetal pro-
genitors, and the related fetal hematopoietic disorder DS-
TL/DS-AMKL, has provided an entry into the largely
unknown signaling network regulating proliferation and
differentiation of normal FL progenitors and its role in the
pathogenesis of infant leukemia. We address the vexing
issue of how a specific oncogene may transform one cell
type (i.e., fetal MPs), while another ostensibly similar cell
type (i.e., adult MPs) remains unaffected, and discovered
the specific requirement for IGF signaling in expansion
of fetal, but not adult, MPs. Cross-species comparison of
global gene expression data from murine models and pri-
mary human DS-TL and DS-AMKL samples revealed the
convergence of IGF/IGF1R signaling, and consequences
of GATA1s mutation in deregulation of the E2F transcrip-
tion network. The IGF/IGF1R signaling pathway activates
E2F target genes to exert its mitogenic potential in fetal
MPs. Normally, proliferation is regulated and restricted by
GATA1 by interacting directly with E2F. In contrast, failure
of this direct GATA1–E2F interaction in mutated GATA1s

leads to a failure to limit proliferation during fetal mega-
karyocytic differentiation. Thus, our findings point to a
unique developmental stage-specific interplay of an acti-
vated signaling pathway and a lineage-determining TF
during normal and malignant fetal hematopoiesis (Fig.
7E,F), and explain the resistance to transformation of
ostensibly similar adult MPs. Deciphering the complex
regulatory network between cell type-specific pathways
and oncogenes in cancer cells is essential for understanding
disease pathogenesis, and will guide us to develop more
target cell-specific cancer therapies.

Dependency on IGF signaling distinguishes
fetal from adult megakaryopoiesis

Pathogenic and phenotypic differences between leuke-
mias in infants or young children (e.g., DS-AMKL or
JMML) and adults may arise from phenotypic and func-
tional differences between fetal and adult hematopoiesis.
Differences in the immunophenotype, gene expression pro-
file, and gene regulation between fetal and adult HSPCs
have been described (Morrison et al. 1995; Ivanova et al.
2002; Hock et al. 2004; Kim et al. 2007). However, little is
known regarding the specific dependency on extrinsic and
intrinsic signaling pathways supporting self-renewal and
expansion of fetal HSCs compared with adult HSCs.
We demonstrated the specific dependency of a transient
population of fetal progenitors on IGF/IGF1R signaling.
SCF+DLK+ hepatic stromal cells, uniquely found in the FL,
secrete Igf2 (Zhang and Lodish 2004; Chou and Lodish
2010), suggesting that the FL niche supports fetal hema-
topoiesis through the Igf/Igf1r pathway. In our retroviral
insertional mutagenesis study, only immortalized cell
lines with Plag1 overexpression engrafted in adult BM
and gave rise to leukemia. As Igf2 is an established, direct
target of Plag1 (Voz et al. 2004), we suspect that up-
regulation of Igf2 by Plag1 overexpression constitutively
activates the Igf/Igf1r pathway by providing an autocrine
stimulation of the immortalized cells. One might specu-
late that this provides FL-derived cells, which are typically
restricted to the FL microenvironment, the required stim-
uli to engraft in the BM microenvironment. We hypothe-
size that the spontaneous remission of DS-TL that co-
incides with the transition of hematopoiesis from FL to BM
may also be explained by the dependency of DS-TL cells
on FL-secreted IGF2. In addition, whether more advanced
DS-AMKL blasts acquire additional mutation(s) within the
IGF/IGF1R/mTOR cascade to support their growth in the
BM microenvironment remains to be determined. Al-
though our data only address developmental stage-specific
dependency on IGF/IGF1R signaling at the progenitor level,
it is possible that fetal and adult HSCs may also exhibit
differential sensitivity to IGF/IGF1R signaling.

Interplay of GATA1 and mitogenic IGF signaling
regulates fetal megakaryopoiesis

We showed that IGF/IGF1R signals through the mTOR
pathway in human DS-AMKL blasts and in the murine
model. It has been shown that activated mTOR phos-
phorylates 4E-BP1, thereby releasing eIF4E and activating
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cap-dependent translation of key cell cycle regulators, such
as Myc, Cyclin D1, and p27kip1 (West et al. 1998). These cell
cycle regulators in turn activate the E2F transcription
network, explaining our observed down-regulation of E2F
target genes upon Igf1r knockdown in G1s-mAMKL cells
(Supplemental Fig. S7), and establishing the E2F network as
the crucial downstream effector of mitogenic IGF/IGF1R/
mTOR signaling.

Globally, our data demonstrate both activation of E2F
target genes by IGF signaling and their repression by the
full-length GATA1 protein in fetal megakaryoblastic
cells. The core enrichment genes of the examined E2F
target gene sets activated by IGF signaling overlap with
those controlled by full-length Gata1 (Fig. 5D; Supple-
mental Fig. S7), thus pointing to conflicting control of the
E2F transcription network by these two players. This
finding is further supported by enhanced proliferation of
Gata1s FL, but not wild-type FL, MPs upon exposure to
Igf2 (Fig. 7A,B). Furthermore, our data suggest that re-
pression of E2F targets by GATA1 is mediated by a direct
interaction with E2F1, and not through transcriptional
repression of activating E2F TFs. This interaction is
attenuated in the absence of the N-terminal domain in
truncated GATA1s. In erythropoiesis, Kadri et al. (2009)
showed recently the interaction of GATA1 and E2F2 in
a tricomplex with RB, leading to the inactivation of E2F2.
This interaction is abrogated by mutated GATA1s (Kadri
et al. 2009). Similar results were demonstrated for C/EBPa

and E2F1 during granulopoiesis (Porse et al. 2001), suggest-
ing that coordination of proliferation and terminal differ-
entiation through repression of E2F activity appears to be
a conserved feature of lineage-determining TFs.

MYC is a critical target gene controlled by GATA1 and
E2F TFs, whereas inappropriate Myc expression is largely
responsible for Gata1s-mediated uncoupling of prolifera-
tion and differentiation (Fig. 6). MYC can activate E2Fs
and their target genes by inducing E2F gene expression
(Sears et al. 1997) or by inducing CDK4 and CDK6,
augmenting the phosphorylation and inactivation of RB
(Mateyak et al. 1999). Myc itself is a target gene of E2Fs
and GATA1 (Thalmeier et al. 1989; Rylski et al. 2003). It
remains to be determined whether GATA1-mediated
repression of E2F targets is caused by the inhibitory direct
interaction between GATA1 and E2F TFs or indirectly by
repressing MYC expression, or both.

Our data are best accommodated by a model in which
wild-type GATA1 serves as a ‘‘brake’’ to restrict IGF
signaling (‘‘engine’’)-stimulated proliferation in fetal MPs
by repressing E2F target genes for cell cycle exit dur-
ing megakaryocytic differentiation (Fig. 7E). Fetal HSPCs
have high proliferation rates and are heavily dependent
on IGF signaling (i.e., they require a larger ‘‘engine’’).
As a result, they also require a stronger ‘‘brake’’ to
coordinate proliferation and cellular differentiation. Wild-
type GATA1 protein functions as this strong ‘‘brake’’ during
megakaryocyte differentiation. Even with high levels of
Igf2, wild-type Gata1 is sufficient to restrict proliferation.
In Gata1s fetal progenitors, the ‘‘brake’’ is impaired, and
Gata1s mutant protein cannot induce cell cycle arrest due
to derepression of E2F targets (Fig. 7F). As a result, elevated

IGF signaling exhibits a stronger effect to enhance pro-
liferation of Gata1s fetal MPs, possibly through increased
activation of the E2F transcription network (i.e., a larger
‘‘engine’’ with an impaired ‘‘brake’’). During pathogenesis,
deregulation of these two players eventually converges at
E2F targets, leading to development of leukemia (Fig. 7F).
The importance of E2f1 repression during megakaryopoi-
esis is underscored by a previous in vivo study, in which
megakaryocyte-specific, transgenic expression of E2f1
blocked terminal differentiation and caused prolifera-
tion of megakaryocytes (Guy et al. 1996). This phenotype
partially resembles the Gata1s phenotype during fetal
development.

Trisomy 21 may deregulate IGF signaling
during fetal hematopoiesis

Our global gene expression analysis of primary leukemic
cells demonstrated that gene sets related to IGF signaling
are more enriched in pediatric DS-AMKL samples than
pediatric non-DS-AMKL samples (Fig. 1A). Therefore,
we speculate that trisomy 21 may further enhance IGF
signaling in fetal hematopoietic progenitors, and perhaps
more widely. Overactivation of the IGF/IGF1R pathway
might result from increased expression of a set of genes on
human Hsa21; e.g., GABPA. Its protein product, GABPa,
is involved in both induction of cell cycle entry by
activation of E2F and inhibition of CDK inhibitors, and
insulin signaling (Ouyang et al. 1996; Yang et al. 2007).
Interestingly, shRNA-mediated knockdown of GABPa

impairs proliferation of the DS-AMKL cell line CMK
and abrogates the mitogenic effect of IGF2 on these cells
(Supplemental Fig. S13). In adults, trisomy 21 does not
predispose DS patients to AMKL, possibly due to lesser
dependency of adult HSPCs on IGF/IGF1R signaling and,
therefore, a weaker requirement of lineage-determining
TFs to restrict the E2F transcription network in slow-
cycling adult HSPCs during terminal differentiation
(Bowie et al. 2006). The specific requirement of GATA1,
essential for terminal megakaryocytic differentiation, in
the context of trisomy 21, can be reconciled with prefer-
ential differentiation toward megakaryopoiesis of fetal
HSPCs, as observed in FLs of healthy fetuses with DS
(Chou et al. 2008; Tunstall-Pedoe et al. 2008). Over-
expression of several megakaryopoiesis-related genes
encoded on Hsa21—e.g., RUNX1, ETS2, ERG, and miR-
125b-2 (Elagib et al. 2003; Ge et al. 2008; Klusmann et al.
2010)—may cooperate with excessive IGF signaling to
perturb baseline hematopoiesis in DS.

In summary, we discovered a novel developmental stage-
specific interplay of a central mitogenic pathway (IGF sig-
naling) and a lineage-determining TF, GATA1, during fetal
MP expansion and differentiation (Fig. 7E). Perturbation
of this conserved feature of lineage-determining TFs, in
conjunction with overactivation of IGF/IGF1R signaling,
jointly deregulates cell cycle control and contributes to
malignant transformation (Fig. 7F). Our study underscores
the necessity to study these context-dependent require-
ments during oncogenesis. Understanding the cell type-
specific signaling pathways and their intersection with
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oncogenes during malignant transformation will ulti-
mately guide us to develop more target cell-specific cancer
therapies.

Materials and methods

Cell lines and patient samples

All human leukemic cell lines were obtained from the German
Collection of Microorganisms and Cell Cultures (DSMZ) and
maintained according to the supplier’s instructions. CMY cells
were a kind gift from Dr. J.P. Bourquin (Zurich). For global gene
expression analysis, BM and peripheral blood samples were
obtained from six patients with DS-AMKL and five patients
with non-DS-AMKL, provided by the AML-‘Berlin-Frankfurt-
Münster’ Study Group (AML-BFM-SG, Münster, Germany). For
in vitro studies, BM and peripheral blood samples were obtained
from 18 patients, including three patients with DS-AMKL, four
patients with DS-TL, three patients with non-DS-AMKL, three
patients with AML FAB M2, and three patients with AML FAB
M5. Mobilized adult CD34+-HSPCs from donors were positively
selected by immunomagnetic labeling with corresponding mag-
netic cell-sorting beads (Miltenyi Biotech). AML-BFM-SG per-
formed a central review of the diagnosis, classification, and
clinical follow-up of the patients. All investigations had been
approved by the Ethics Committee of the Hannover Medical
School.

Mice

Gata1s mice were generated as described (Li et al. 2005). Ts65Dn

and Ts1Cje mice were acquired from the Jackson Laboratory
Cytogenetic Models Resource. Rag2�/� immunodeficient mice
are maintained in our mouse colony. All studies involving mice
were approved by the Children’s Hospital (Boston) Institutional
Animal Care and Use Committee, and were performed in ac-
cordance with the relevant protocol.

Retroviral insertional mutagenesis

Retroviral insertional mutagenesis and the subsequent identifi-
cation of retroviral integration sites were performed according to
Du et al. (2005). Detailed procedures are provided in the Sup-
plemental Material.

Pathology, immunostaining, and flow cytometry

Standard protocols were followed. Detailed procedures are pro-
vided in the Supplemental Material.

Viral vectors and transduction

cDNAs were subcloned into retroviral expression vectors, in-
cluding pMSCV-Puro (Clontech) and pMSCV-Puro-IRES-GFP

(LPIG) (Dickins et al. 2005). shRNAs were subcloned in the
miR-30 backbone of the pTRIPZ lentiviral vector (Open Bio-
sytems) or the LMPIG retroviral vector (Dickins et al. 2005)
using standard protocols, or were purchased from Open Biosys-
tems (LKO.1-based lentiviral system). Both LPIG and LMPIG

were generous gifts from Dr. Scott Lowe. For production of
retroviral and lentiviral supernatant and for viral infection,
standard protocols were followed. Detailed procedures and
shRNA sequences are provided in the Supplemental Material.

Microarray data collection and analysis

Microarray expression profiles were collected using Affymetrix
chips, and were analyzed using dChip (Li and Wong 2001) and
GSEA (Subramanian et al. 2005) as described. For murine cells
and human flow-sorted leukemic blasts, Affymetrix Mouse
Genome 430 2.0 and Human Genome U133 Plus 2.0 arrays were
used, respectively. All microarray data have been deposited in
NCBI’s Gene Expression Omnibus (GEO; http://www.ncbi.nlm.
nih.gov/geo) with GEO Series accession number GSE16655.
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