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Key Points

• Paris-Trousseau syndrome
is solely a result of FLI1
hemizygous deletion, with
ETS1 levels being normal.

• Elevated FLI1 levels in
megakaryocytes do not
interfere with and may
enhance megakaryopoiesis.

Friend leukemia virus integration 1 (FLI1), a critical transcription factor (TF) during

megakaryocyte differentiation, is among genes hemizygously deleted in Jacobsen syn-

drome, resulting in a macrothrombocytopenia termed Paris-Trousseau syndrome (PTSx).

Recently, heterozygote human FLI1 mutations have been ascribed to cause thrombocy-

topenia.Westudied induced-pluripotent stemcell (iPSC)–derivedmegakaryocytes (iMegs)

to better understand these clinical disorders, beginning with iPSCs generated from a

patientwithPTSxand iPSCs fromacontrol linewitha targetedheterozygousFLI1knockout

(FLI11/2). PTSx and FLI11/2 iMegs replicatemany of the describedmegakaryocyte/platelet

features, including a decrease in iMegyield and fewer platelets released per iMeg. Platelets

released in vivo from infusion of these iMegs had poor half-lives and functionality. We

noted that the closely linked E26 transformation-specific proto-oncogene 1 (ETS1) is

overexpressed in theseFLI1-deficient iMegs, suggestingFLI1 negatively regulatesETS1 in

megakaryopoiesis. Finally, we examined whether FLI1 overexpression would affect megakaryopoiesis and thrombopoiesis. We found

increased yield of noninjured, in vitro iMeg yield and increased in vivo yield, half-life, and functionality of released platelets. These

studies confirm FLI1 heterozygosity results in pleiotropic defects similar to those notedwith other criticalmegakaryocyte-specific TFs;

however, unlike those TFs, FLI1 overexpression improved yield and functionality. (Blood. 2017;129(26):3486-3494)

Introduction

Transcription factors (TFs) are key regulators of gene expression. In
hematopoiesis, TFs form a complex network regulating the fate of
hematopoietic progenitor cells (HPCs). For example, in megakaryo-
poiesis, GATA-binding protein 1 (GATA1),1 its coactivator friend of
GATA1 (FOG1),1 and runt-related transcription factor 1 (RUNX1)2

form a complex with the E26 transformation-specific3 family of TFs
that includes ETS proto-oncogene 1 (ETS1), GA-binding protein
transcription factor a subunit (GABPA), and friend leukemia virus
integration 1 (FLI1).4 In particular, FLI1 has been shown to be critical
for late megakaryopoiesis,5 and its overexpression inhibits erythroid
development,6,7 driving cell lines to developmegakaryocytic features.8

Jacobsen syndrome, an inherited autosomal deletion at chromo-
some 11qwith its associated platelet defect, Paris-Trousseau syndrome
(PTSx), was the first disease directly associated with FLI1 deletion.9 It
should be noted that these patients all have the closely linked TF ETS1
also deleted10,11 (supplemental Figure 1A, available on the BloodWeb
site).Whether the described defect was a result of the heterozygous loss
of 1 or both genes was unclear. A single report based on the study
of primary marrow cells from 2 patients with PTSx concluded that the
platelet disorder was caused by allelic-exclusion expression of FLI1.12

Recently, point mutations and amino acid substitutions in the DNA
binding domain of FLI1 have been implicated as the probable cause of

inherited thrombocytopenia in patients.3,13 Although these reports
suggest FLI1 heterozygous exclusion may be an important cause of
inherited thrombocytopenia, they did not detail the platelet defect or
compare them with PTSx platelets.

Studies of GATA1 during megakaryopoiesis have suggested
its overexpression may drive a megakaryocytic-like phenotype.14

However, continuous GATA1 overexpression with a lack of GATA1
modulation at specific stages of megakaryopoiesis may limit the abi-
lity of such megakaryocytes to undergo full maturation, leading to in-
efficient release of functional platelets. In contrast, co-overexpression
of GATA1, FLI1, and T-cell acute lymphocytic leukemia 1 (TAL1)
leads to a self-replicative cell line that released platelet-like particles
in culture.15 Although the in vitro-released platelets showed some
platelet-like features, these particles still had a shortened in vivo
half-life in infused recipient mice, even with the depletion of
particle-clearingmousemacrophages by pretreatment with clodronate
liposomes.16

To further understand the role of FLI1 in megakaryopoiesis,
we characterized megakaryocytes (iMegs) and platelets (iPlts) de-
rived from human induced-pluripotent stem cells (iPSCs). As seen
with murine models of other TFs important in megakaryopoiesis
(eg, RUNX117), mouse models have been of limited value, as Fli11/2
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mice are unaffected, whereas Fli12/2 mice die at embryonic day
11.5 with thrombocytopenia and abnormal vasculature.10 We define
the biology of PTSx and FLI11/2-targeted deletion iMegs and their in
vivo-released platelets, characterizing effects of FLI1 deficiency on
megakaryopoiesis, thrombopoiesis, and platelet biology. We show that
the FLI1 heterozygous loss alone explains the PTSx phenotype and is
unlikely to involve allelic exclusion or ETS1 deficiency. Furthermore,
we examined the effects of increased levels of FLI1 expression during
megakaryopoiesis under the control of a Gp1ba promoter.18 Over-
expression of FLI1 during terminal differentiation increased final
iMeg yield and the quality of the iPlts released from these iMegs after
being infused into recipient animals. The clinical implications of these
findings are discussed.

Materials and methods

Generation, characterization, and differentiation of iPSC lines

APTSx iPSC linewas created at theChildren’sHospital of Philadelphia (CHOP)
Human Pluripotent Stem Cell Core from an affected patient (supplemental
Table 1; supplemental Figure 1A), using reprogramming methodology as
described.19,20 iPSC pluripotency characterization and isogenic cell line
generation are described in further detail in supplemental Materials and
methods.

Hematopoietic colony-forming assays and liquid expansion of

HPCs to iMegs

Hematopoietic differentiationof iPSCs toHPCswasperformedasdescribed.21,22

HPCs were used in methylcellulose and megacult colony assays (Stem Cell
Technologies, Inc) according to manufacturer instructions. Flow cytometry for
CD41a andCD235a surfacemarkers were used to determine purity and absolute
number of HPCs. Expansion to iMegs was performed by plating 53 105 HPCs
per 35-mm well in medium containing thrombopoietin and stem cell factor, as
described.21 After 5 days, the quality and absolute number of iMegs were
calculated from the percentage of cells expressing surface CD41a, CD42a,
CD42b, and annexin V via flow cytometry.

Characterization of in vivo-generated platelets from

infused iMegs

Male nonobese diabetic/severe combined immunodeficiency/interferon receptor
2g-deficient (NSG) mice (Jackson Laboratory) at 8 to 12 weeks of age were
infused via tail vein with 1 to 23 107 iMegs suspended in 200 mL phosphate-
buffered saline (calcium chloride andmagnesium chloride free; Gibco). Isolated
human platelets from healthy donorswere similarly infused as a positive control.
Retro-orbital blood collection was performed at various intervals postinfusion,
and the human platelets and platelet-like particles were stained with anti-human
CD41a antibody to distinguish them from the native murine platelets.23 Loss of
the glycocalicin, an indicator of megakaryocyte injury,24 was measured using
anti-human CD42a vs anti-human CD42b antibodies in addition to annexin V
staining.

Baseline human platelet activation and responsiveness to agonist in isolated
murinebloodwere assessedbysurfaceP-selectin levels in theabsenceandpresence
of thrombin. NSG mice were infused as earlier, and;1 mL of whole blood was
collected after 4 hours from the inferior vena cava.Washed platelets were isolated
and resuspended into Tyrode’s buffer at pH 7.2, as described previously.25 Platelet
activation with 1 U/mL thrombin (Sigma) was performed for 30 minutes at 37°C
and then analyzed by fluorescence-activated cell sorter analysis.

Human platelet function was assessed using in situ cremaster arteriole
laser injuries, as described.26 iMegs were prelabeled with 2 mM calcein AM
(Invitrogen) for 30 minutes at 37°C, washed with phosphate-buffered saline,
and resuspended in 200 mL phosphate-buffered saline before tail vein infusion
into male NSG mice. To label mouse platelets, Alexa Fluor 647–labeled rat
monoclonal anti-mouse CD41 Fab fragments (BD) were injected intravenously

shortly before injury. Laser-induced injuries of cremaster arterioles were
performed 4 hours after iMeg infusion. Human platelet incorporation was
recorded by confocal microscopy and compared with the concurrent circulating
percentage of human platelets in mouse blood.27

Statistical analysis

Statistical analysis was performed using 1-wayANOVA, and datawere reported
as mean 6 1 standard error of the mean (SEM), using the GraphPad Prism
software version 6.00 for Mac (GraphPad Software). Differences were
considered significant when the P value was less than .05.

Study approval

Animal studies and human tissue sampling were done in accordance with
CHOP’s Institutional Animal Care andUseCommittee and Institutional Review
Board, respectively.

Results

Establishment and characterization of iMegs with differing

levels of FLI1

To determine whether the megakaryocyte/platelet defects observed in
patients with PTSx are specifically a result of FLI1 expression levels,
patient-specific and genome-edited iPSC lines were created (supple-
mental Table 2; supplemental Figure 1). Cells from a patient with
Jacobsen syndrome and PTSx (supplemental Table 1) were used to
create an iPSC line designated PTSx. A series of isogenic iPSC lines
with increased or decreased levels of FLI1 were created from a
control iPSC line, designated WT, that was used in a previous study
of megakaryopoiesis.21 A heterozygous deletion of FLI1 (FLI11/2)
was created using TALEN nucleases (supplemental Figure 1C).
Transgene overexpression of FLI1 was performed in the patient PTSx
(PTSx-OE) and WT iPSC lines, using adeno-associated virus site 1
targeting of FLI1 driven by a Gp1ba promoter for megakaryocyte-
specific expression21 (supplemental Figure 1D). WT lines over-
expressing FLI1 transgene hemizygously and homozygously
were designated WT-OE1 and WT-OE2, respectively.

The expected differences in FLI1 mRNA expression levels were
confirmed in iMegs derived from these different lines (Figure 1A).
During the 5-day expansion of HPCs to iMegs in the OE lines, FLI1
mRNA expression was increased compared with their respective
parental lines. Although the Gp1ba promoter is a late megakaryocyte
promoter, we have previously shown that it is also active in iPSC-
derived progenitor cells.21 FLI1 mRNA expression in the PTSx and
FLI11/2 lines started out at approximately half of WT on day 1, but
gradually increased as differentiation progressed. FLI1 protein levels
measured on day 5 of differentiation in the various lineswere consistent
with the genotypes of these lines (Figure 1B).

In addition to FLI1, mRNA levels of TFs known to be important
in megakaryopoiesis (ETS1, ETV6, and RUNX1) and several
megakaryocyte-specific genes (MPL,MYH10,GP9, ITGA2B, and PF4)
were also examined throughout the 5 days of iMeg expansion
(supplemental Figure 2). After day 1, ETS1 levels were inversely related
with the level of FLI1 in the developing megakaryocytes. ETS1 is
physically close toFLI128 and is deleted alongwithFLI1 in PTSx. There
has been speculation as to whether the PTSx phenotype is related to
haploinsufficiency of ETS1, as well as FLI1.29 However, in spite
ofhavingonly1copyofETS1, PTSxmegakaryocyteshaveanexcess, not
deficit, of ETS1 TF. Primary megakaryocyte ChIP-Seq data30 demon-
strated a FLI1-binding site;100 kb downstream of ETS1 (supplemental
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Figure 3A). Markers of active enhancers, including H3K4me1 and
H3K27ac,31 also localized to this site.32 This region was annotated by
ChromHMMas “enhancer” chromatin in several cell types.33Together,
this pattern could indicate a regulatory mechanism by which FLI1
binding mediates suppression of ETS1 (supplemental Figure 3B).

The other TFs and megakaryocyte-specific proteins either
correlated with or showed no clear relationship to FLI1 expression
levels. A correlative relationship in mRNA levels was seen for
ETV6 (supplemental Figure 2), another ETS family member
whose haploinsufficiency also results in a quantitative platelet
disorder.34 MPL mRNA levels also correlated with FLI1 mRNA
levels (supplemental Figure 2). SurfaceMPL protein levels in iMegs

at days2 to5ofdifferentiation (Figure1C)weredecreased in theFLI11/2

and PTSX lines, consistent with reports of decreased MPL after
FLI1 mutation13 and ofMPL as a direct target gene of FLI1.35 MYH10
transcript was increased during iMeg differentiation in the FLI1-low
lines, reflecting reports of increased MYH10, silenced during normal
megakaryocyte polyploidization and maturation,36 in PTSx patient
platelets.3,13,37 Levels of PF4 protein were comparable in all lines
(Figure 1D). Levels ofRUNX1,GP9, ITGA2B, andPF4 transcripts were
normal.GP9, ITGA2B, andPF4haveall been reported as direct targets of
FLI1,5,35 but also are increased as a result of ETS1overexpression during
megakaryopoiesis.38 Perhaps the unexpectedly high ETS1 levels
compensate for the decreased FLI1 levels.
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Figure 1. Analysis of FLI1 mRNA and protein levels of FLI1, MPL, and PF4. Day 5 iMegs were selected for CD41a and analyzed using quantitative reverse transcription

polymerase chain reaction and western blot. (A) Relative expression of FLI1 mRNA was performed using quantitative reverse transcription polymerase chain reaction

compared with WT. Mean 6 1 SEM are shown of 4 separate experiments. P values were calculated using 1-way ANOVA. (B) Western blot analysis of FLI1. Relative

expression was compared with WT. Means 6 1 SEM are shown for 4 separate experiments. P values were calculated using 1-way ANOVA. (C) Flow cytometric analysis of

MPL. Relative surface MPL expression analyzed from 3 separate experiments using flow cytometry and 1-way ANOVA. (D) Similar to panel B, but measuring PF4.
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Effect of FLI1 on megakaryocyte and other lineage potential

To assess the effect of FLI1 on megakaryocyte clonogenic potential,
a hematopoietic colony-forming assay in a collagen-based culture
system39 was used to define the yield of large ($50 cells) and
small (,50 cells) megakaryocyte colony-forming units (CFU-MKs)
(Figure 2A). Little to no large CFU-MKs were generated from PTSx
and FLI11/2 progenitors, whereas the level of small CFU-MKs from
these lines were;10% and;20% ofWT, respectively. TheWT-OE1
and WT-OE2 lines had more large CFU-MKs and significantly more
small CFU-MKs compared with WT. These findings suggest that
decreasedexpressionofFLI1affectsmegakaryocytepotential, especially
large CFU-MKpotential. Conversely, either the overexpression of FLI1
in bothWT and PTSx lines increased the number of small CFU-MKs or
thenumberswere comparable to theparental lines. PTSx-OE largeCFU-
MKs were decreased compared withWT, but small CFU-MK numbers
were comparable.

The relative expansion of iMegs from HPCs in liquid culture was
analyzed as another approach to study megakaryocyte development.
The differentiation and expansion of HPCs to iMegs yielded results
comparable to colony formation data (Figure 2B): The PTSx and
FLI11/2 progenitors yielded fewer iMegs compared with WT. HPCs
from theWT-OE1 andWT-OE2 lines yielded high expansion rates of
;150% (P5 .08) and;230% (P, .01), respectively, comparedwith
WT. The PTSx-OE HPCs yielded more iMegs than parent PTSx
HPCs, but to only 63% of WT.

The effect of FLI1 levels on myeloid and erythroid progenitor
potential was also analyzed (supplemental Figure 4). Myeloid pro-
genitor potential was comparable among all lines. The FLI11/2

progenitors resulted in more BFU-E and CFU-E colonies than WT
progenitors, and the WT-OE lines resulted in decreased levels.
Similarly, the PTSx progenitor resulted in more CFU-E colonies
than PTSx-OE progenitors, although not when compared with WT
progenitors. We believe this lack of difference between PTSx and
WT progenitors may reflect differences between the genetic back-
ground of the individuals that contributed theWT and PTSx iPSCs or

reflect the large genetic deletion in the PTSx cells. The BFU-E and
CFU-E progenitor potential of WT-OE1, WT-OE2, and PTSx-OE
HPCs were comparable or less than WT. These data support the
known role of FLI1 driving the megakaryocyte-erythroid progenitor
toward the megakaryocyte lineage.6,7

Qualitative characterization of the effects of FLI1 on iMegs

We next examined whether the iMegs obtained from the iPSC
lines differed qualitatively as well as quantitatively. Flow cytometric
analyses of megakaryocyte-specific surface markers were performed
for CD41a (glycoprotein [GP] IIb/IIIa), an early marker of the mega-
karyocyte lineage40; CD42a (GPIX), a marker of megakaryocyte
maturation41; and CD42b (GPIX/GPIba), an indicator of megakaryo-
cyte injury resulting from cleavage and removal of the extracellular
glycocalicin domain of GPIba.42 A lower percentage of PTSx and
FLI11/2 iMegs expressed CD41a (Figure 3A), CD42a (Figure 3B),
and CD42b (Figure 3C) compared with WT. A slightly higher per-
centageofWT-OE1andWT-OE2 iMegsexpressedCD41a,CD42a, and
CD42b comparedwithWT,whereas PTSx-OE iMegswere comparable
to WT. These data suggest that the maturation of PTSx and FLI11/2

iMegs may be impaired and corrected with FLI1 overexpression.
Previous studies from our group have shown that in vitro-released

platelets have poor functionality and short half-lives as a result of
faster clearance of CD42b2 particles in the mouse circulation.23 In
vitro-derived platelet particles, corresponding in size to human donor
platelets, from iMeg cultures were analyzed for surface markers for
CD41a, annexinV, andCD42b. Between 40% and 60%of the in vitro-
derived platelet particles from all lines were CD411, but low
percentages are annexin V2 (Figure 3E), suggesting many of the
CD411 particles may be activated or injured. The low percentage of
CD42a1CD42b1 platelet particles supports that the vast majority
(.85%) of in vitro platelet particles from all cell lines were injured,
having CD42b cleaved (Figure 3F).

In addition to expressing megakaryocyte-specific surface markers,
another indication of maturing megakaryocytes is nuclear
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Figure 2. Megacult colony assay and iMeg differentiation in liquid culture. (A) HPCs were plated in a semisolid Megacult colony system and analyzed at the end of the
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endoreduplication.43 Overall, WT iMegs have low ploidy compared
with bone marrow-mobilized CD341-derived megakaryocytes.23

However, we saw a trend toward a decrease in 4N and.4N nuclei in
the FLI1-low iMegs and an increase in 4N and.4N inWT-OE1 and
WT-OE2 iMegs relative to WT iMegs (supplemental Figure 5).

As previously reported, up to 15% of PTSx platelets, but not
bonemarrowmegakaryocytes, have fused, gianta granules on electron
micrographs.9,44,45 Similar platelet giant granules were observed from
a family with an autosomal recessive FLI1 mutation.13 Transmission
electronmicroscopy images of 8 representative PTSx iMegs resulted in
an average cell diameter less thanWT, yet the difference did not reach
significance. However, transmission electron microscopy images of
FLI11/2 iMegs showed smaller cells compared with the WT iMegs
(supplemental Table 4). The difference in findings between PTSx and
FLI11/2may be a result of the difference in genetic background of the
individuals that contributed to the 2 iPSC lines, or they may reflect
the large genetic deletion in the PTSx cells. The smaller FLI11/2 iMegs
correlate with previous findings of increased micromegakaryocytes
in PTSx patient bone marrow samples.9,44 Conversely, transmission
electron microscopy micrographs of WT-OE2 iMegs contained larger
cells, whereas the size of PTSx-OE iMegs were comparable to WT
iMegs. Granules and open canalicular systems were observed in all
samples, but no observable giant granules were found in either the
PTSx or FLI11/2 iMegs (supplemental Figure 6).

In vivo-released iPlts from infused iMegs in NSG mice

Because in vitro-generated platelet-like particles were only ;50%
platelets, and these were mostly injured, subsequent platelet analyses

focus on in vivo-released platelet biology from iMegs. We have pre-
viously shown that infused human megakaryocytes, including iMegs,
into immunodeficient NSG mice release iPlts intrapulmonarily, be-
ginning almost immediately,23 similar to that seen endogenously in
mice in which ;50% of platelets are released from megakaryocytes
entrapped in the lungs.46 These platelets have comparable size dis-
tribution, half-life, and functionality as donor-derived platelets, in
contrast to in vitro-released platelet-like particles.23 iMegs of the
various FLI1 lineageswere infused intoNSGmice, and the number and
functionality of the released iPlts were measured. Released iPlts over
the course of 24 hours were calculated as a percentage of human
CD42b1 that, on forward scatter analysis, had a size range similar to
that of infused human donor platelets. This valuewas normalized to the
number of CD42b1 iMegs infused (Figure 4A), and separately to
the number of HPCs needed to generate those iMegs (Figure 4B).
Area under the curve of FLI1-low iPlts released was significantly less
thanWT per iMeg and per HPC, whereas PTSx-OE released the same
number of platelets per iMeg and per HPC as WT (Figure 4C and D,
respectively). WT-OE1 and WT-OE2 had the same area under the
curve of releasedplatelets per iMeg (Figure 4C), but an;50% increase
per HPC (Figure 4D), consistent with their higher yield of iMegs per
HPC (Figure 2B).

CalculatedWT iPlt half-life was;4 hours, which was comparable
to our previously published value23 (Figure 5). For the PTSx and
FLI11/2 lines, iPlt half-lives were decreased to ;1 and ;2 hours,
respectively. PTSx-OE iPlts had a half-life of;3 hours, comparable to
WT-released platelets, whereasWT-OE1 andWT-OE2 iPlt half-lives
were increased to;7 and;11 hours, respectively (Figure 5).
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Released iPlt function

PTSx platelets have been reported to be dysfunctional as well as
reduced in number.9,44,45 We asked what the effect was of FLI1 levels
on platelet functionality in the released iPlts from the various FLI1-
iMeg lines. Whole blood was drawn from NSG mice 4 hours after
iMegs were infused and washed platelets isolated. These platelets were
analyzed pre- and postactivation with thrombin via flow cytometry for
surface P-selectin, a marker of platelet degranulation,47 and PAC-1

binding, an antibody for GPIIb/IIIa activation (Figure 6; supplemental
Figure7).PreactivationlevelsofP-selectinonCD411andCD411CD42b1

iPlts were comparable across all lines, indicating that all iPlts were
equally quiescent (Figure 6A and B, respectively). After thrombin
activation, both FLI1-low CD411 iPlt lines were hyporesponsive
compared withWT iPlts, likely because a significant number of these
iPlts were derived from injured iMegs (Figure 3C). The FLI1-low
CD411CD42b1 iPlts showed normal P-selectin levels postthrombin,
indicating that uninjured FLI1-low iPlts retained responsiveness. The
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overexpressing lines all showed increased responsiveness to thrombin
relative to WT iPlts. PAC-1 binding did not show relevant changes in
responsiveness to thrombin, perhaps highlighting the different effects
FLI1 levels have on distinct activation pathways in the iPLts
(supplemental Figure 7).

We also assessed iPlt function in vivo by visualizing human platelet
incorporation into laser-induced cremaster arteriolar injuries, as
previously described.26 We compared iPlts from 3 lines: WT, WT-
OE1, andFLI11/2 (Figure 6C).Datawere consistentwith the thrombin
stimulation studies: Platelet incorporation into thrombi of FLI11/2 iPlts
was decreased in comparisonwithWT,whereas theWT-OE1 iPlts had
comparable incorporation as WT.

Discussion

These FLI1-modified iMeg studies provide new insights into the role
of FLI1 during megakaryopoiesis, thrombopoiesis, and platelet
biology. Murine models of Fli1-gene targeting have not replicated
PTSx syndrome10 or the biology in the growing number of individuals
with recognized FLI1 mutations and inherited thrombocytopenia.3

Although in vitro-generated iMegs do not fully replicate the biology of
CD34-derived or primarymegakaryocytes,23 we believe they offer the
advantage of unlimited access to genetically modified iMegs that can
be studied in parallel with control iPSC lines in which gene editing
has been performed. In vivo-released iPlts from infused iMegs also
allowed us additional characterization of platelets comparable to donor-
derived platelets not possible by studies of in vitro-released platelet-like
particles, of which only;60% are CD411, and those that are positive
are often CD42b2 and bind annexin V, indicating they are injured
and/or apoptotic.48

We demonstrate that PTSx iMegs, and iPlts replicated many of the
known defects seen in this syndrome, beginning with a decrease in
the number of iMegs derived perHPCand also decreased expression of
megakaryocyte-specific markers. Moreover, we observed a redirection
of HPCs toward the erythroid lineage, limiting the number of resulting
iMegs. Furthermore, these studies show a clear defect in the ability to
shed platelets relative to normal iMegs in vivo, with FLI1-low iPlts

having decreased responsiveness to agonists and a decreased ability to
be incorporated into a thrombus. Because PTSx is part of a larger
syndrome associated with significant chromosomal deletion, it was
not clear that all the defined defects were related to the deletion of
FLI1.11,29 The following lines of evidence presented support that the
megakaryocyte/platelet defects are predominantly a result of the FLI1
deficiency: megakaryocyte-specific overexpression of FLI1 in PTSx
iMegs largely corrected the defects in megakaryopoiesis, thrombopoi-
esis, and platelet biology, even with a large 15.3-Mbp deletion on
chromosome11q; similarfindingswereobserved for both thePTSxand
FLI11/2 iMegs; and theTFETS1, which is physically linked toFLI1,28

always deleted in PTSx,11,44 and important in megakaryopoiesis,38

is inversely regulated by FLI1. In the PTSx and FLI11/2 iMegs, the
level of ETS1 is at least normal. There is no ETS1 TF deficiency in
megakaryocytes from patients with PTSx.

Primary megakaryocytes isolated from 2 patients with PTSx had
been described,12 and the results were consistent with these iMeg
findings, but also raised the possibility that FLI1 expression undergoes
monoallelic expression,12 in which half of themegakaryocytes coming
from the missing FLI1 allele would be affected and the other half
normal. We examined whether either PTSx or FLI11/2 HPCs tran-
sitioning to iMegs gave rise to distinct megakaryocytic populations
consistent with allelic exclusion, but did not observe 2 populations.
In a collagen-based culture system, PTSx iHPCs gave rise to virtually
no large colonies (not just half as many as monoallelic exclusion
wouldpredict), and thiswas also seenwith theFLI11/2 line (Figure2A).
The vast majority of PTSx iPlts also had a markedly shortened half-
life rather than demonstrating 2 populations with distinct half-lives
after infusion of the iMegs into NSGmice (Figure 5). Thus, if allelic
exclusion of FLI1 expression had occurred, then the lower yield of
iMegs per HPC, the lower yield of iPlts per iMeg, and the poor half-
life of the FLI1-deficient iPlts compared with WT iPlts would mean
that most platelets in a PTSx patient would be from the normal allele,
and dysfunctional macrothrombocytes would be a considerable
minority in patients, rather than dominating the patients’ platelet
presentation.9,10,44,45

A prior study using megakaryocytes derived from the murine
stem cell line G1ME suggested that continuous overexpression of TFs
involved in megakaryopoiesis, such as GATA1, may harm overall
megakaryocyte formation, thrombopoiesis, and platelet biology.14 We
were, therefore, surprised to see that WT-OE1 and WT-OE2 lines
underwent normal megakaryopoiesis, lost less CD42b from these
iMegs than WT iMegs in vitro, and exhibited an extended iPlt half-
life. The Gp1ba promoter is known to drive expression of a reporter
gene during both hematopoiesis and megakaryopoiesis,21 and perhaps
its temporal expression profile sufficiently coincides with that of
FLI1 during normal human megakaryopoiesis. Alternatively, FLI1
overexpression during megakaryopoiesis may have fewer deleterious
effects on megakaryocyte differentiation than continuous GATA1
overexpression, or overexpression of TFs during murine megakar-
yopoiesis may be more deleterious than in human megakaryopoiesis.
Indeed, humanmegakaryocyte progenitors constitutively overexpress-
ing GATA1, FLI1, and TAL1 differentiated into megakaryocytes that
appeared functional.15 However, the in vivo biology of the released
platelets was not rigorously tested, as the recipient immunodeficient
mice were pretreated with clodronate liposomes, a technique that has
previously been shown necessary to prolong the half-life of injured
platelets.23Also,whetherFLI1overexpressioncompensated forGATA1
overexpression, which allowed for normal megakaryopoiesis, was
not addressed.

In summary, to further understand the role of FLI1 in megakaryo-
cyte and platelet biology, we have studied iMegs derived from iPSCs
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generated from a patient with PTSx, as well as studies of FLI1
heterozygouslydisrupted in aWT iPSC line.Wehave alsomodified the
WT and PTSx iPSC lines to overexpress FLI1 in a megakaryocyte-
specific fashion. With the 2 FLI1 insufficient lines, we confirm the
central role of heterozygous FLI1 loss in themegakaryocyte andplatelet
defects observed in PTSx and in patients with FLI1 heterozygous
deficiency, and detail their qualitative and quantitative defects. We
also demonstrate that FLI1 overexpression enhances megakaryo-
poiesis, thrombopoiesis, and platelet biology.Whether overexpression
of FLI1 in in vitro-grown megakaryocytes can improve yield and
functionality of platelets for clinical usage remains to be tested.
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