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ABSTRACT

Differentiation of erythroblasts to mature red blood cells involves dynamic changes of the membrane and
cytoskeleton networks that are not fully characterized. Using a mouse fetal liver erythroblast culture system and
a targeted shRNA functional screening strategy, we identified a critical role of pleckstrin-2 in actin dynamics and
protection of early stage terminal erythroblasts from oxidative damage. Knockdown of pleckstrin-2 in the early
stage of terminal erythropoiesis disrupted the actin cytoskeleton and led to differentiation inhibition and apopto-
sis. This pro-survival and differentiation function of pleckstrin-2 was mediated through its interaction with cofilin,
by preventing cofilin’s mitochondrial entry when the intracellular level of reactive oxygen species was higher in
the early stage of terminal erythropoiesis. Treatment of the cells with a scavenger of reactive oxygen species res-
cued cofilin’s mitochondrial entry and differentiation inhibition induced by pleckstrin-2 knockdown. In contrast,
pleckstrin-2 knockdown in late stage terminal erythroblasts had no effect on survival or differentiation but blocked
enucleation due to disorganized actin cytoskeleton. Thus, our study identified a dual function of pleckstrin-2 in
the early and late stages of terminal erythropoiesis through its regulations of actin dynamics and cofilin’s mito-
chondrial localization, which reflects intracellular level of reactive oxygen species in different developmental

stages.

Introduction

Erythropoiesis is the process of differentiation of
hematopoietic stem cells to mature erythrocytes. This step-
wise process includes the formation of committed erythroid
burst-forming units (BFU-Es) followed by rapidly dividing
erythroid colony-forming units (CFU-Es). Differentiation
from CFU-Es to mature red blood cells, generally termed ter-
minal erythropoiesis, is driven by multiple erythropoietin
(Epo)-induced signaling transduction pathways.! Epo and its
receptor EpoR are essential for terminal erythropoiesis.
Binding of Epo to EpoR triggers the activation of Jak2, which
is followed by the induction of several signal transduction
cascades, including Stat5, PI3K/Akt, and Ras-MAP kinase
pathways.” Mice with genetic deletion of Epo or EpoR die at
embryonic Day 13 (E13) with severe defects in erythropoiesis
even though normal numbers of CFU-Es are present.’

During the late stage of terminal erythropoiesis, erythrob-
lasts undergo terminal cell cycle exit, chromatin condensa-
tion, and extrusion of nuclei. Recent studies revealed that
multiple signaling pathways are involved in the generation of
enucleated erythroid cells.”” These include histone deacetyla-
tion,*” actin cytoskeleton,'"" cytokinesis, " cell-matrix inter-
actions,' specific microRNAs" and vesicle trafficking."®

Many of these studies used a mouse fetal liver erythroblast
culture system, which makes it possible to analyze erythroid

cell differentiation and enucleation both quantitatively and
step by step.””” In this system, erythroid progenitor cells from
mouse fetal liver can easily be isolated by a single-step purifi-
cation of TER119 (marker for the mature erythroid cells) neg-
ative cells. These progenitor cells can be further studied in an
in vitro culture system that supports their normal proliferation
and differentiation. During the 2-day culture, cell differentia-
tion can be monitored by a flow cytometric analysis based on
the surface expression of the transferrin receptor CD71 and
the TER119 antigen. In addition, enucleation of the terminally
differentiated erythroblasts can be detected by a DNA marker
Hoechst 33342 on Day 2. Thus, the extruded nuclei and incip-
ient reticulocytes can be further analyzed in vitro, given that
this is impossible in vivo since nuclei are rapidly engulfed by
macrophages.”

With the same fetal liver erythroblast culture system, a
recent report using next generation sequencing identified that
the expression of nearly 500 genes increased greater than 2-
fold during terminal erythropoiesis.” Many of these genes
encode proteins that are important for erythroid cells such as
o and B globins, heme biosynthetic enzymes, erythroid mem-
brane and cytoskeleton proteins, as well as erythroid tran-
scription factors. However, the roles that many of the up-reg-
ulated genes play in erythroid cells are still unknown. To iden-
tify and characterize genes that have novel functions in differ-
ent stages of terminal erythropoiesis, we used the mouse fetal
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liver erythroblast in vitro culture technology together with
a targeted array-based high throughput screening system
and discovered more than 30 genes that have novel func-
tions in the early and late stages of terminal erythro-
poiesis. Among these genes, we identified pleckstrin-2
(plek2), which was previously reported to be involved in
T-cell cytoskeleton reorganization,” play critical roles in
terminal erythropoiesis. We demonstrated that plek2 is
important in the regulation of actin cytoskeleton, cell dif-
ferentiation and apoptosis. We also found that plek2
blocks apoptosis in the early stage of terminal erythro-
poiesis through preventing cofilin’s mitochondrial entry.
Furthermore, we dissected these functions of plek?2 in the
early and late stages of terminal erythropoiesis reflecting
different intracellular levels of reactive oxygen species
ROS).

Methods

Materials

Rabbit polyclonal antibody against plek2 was purchased from
Proteintech. Rabbit polyclonal antibodies against cofilin and phos-
pho-cofilin were purchased from Cell Signaling Technology.
Monoclonal antibody against Hsc70 was purchased from Santa
Cruz Biotechnology. All the antibodies for flow cytometric analy-
sis were purchased from eBioscience. Alexa Fluor 488 phalloidin
and Alexa Fluor 544 for immunofluorescence were purchased
from Invitrogen Molecular Probes. The Hairpin-pLKO.1 lentivirus-
es were from the Broad Institute (Cambridge, MA, USA).

Purification and culture of fetal liver cells for targeted
screening

Purification of mouse fetal liver erythroblast progenitors (CFU-
E; TER119-negative cells) was based on previously described pro-
cedures."” Details of procedures including viral transduction and
the screening protocol are available in the Omnline Supplementary
Appendix.

Retroviral shRNA construction

Retroviral shRNA oligonucleotides against plek2 were designed
using an automated shRNA selection web server
(http//jura.wi.mit.edu/bioc/siRNAext/home.php).** Cloning of shRNA
into MSCV-U3-H1 was performed as previously described.” The
shRNA nucleotide sequences used in the experiments are as fol-
lows. Non-targeting shRNA: 5’- GGACTAGTCTCCACGGTGA -
3’. Plek2 shRNA: 5’ - CAACTCAGTATCTCTGGGA - 3.

Flow cytometric analysis and immunoprecipitation

Flow cytometric analysis of differentiation and enucleation of
cultured mouse fetal erythroblasts was as previously described.”’
Details of the protocol for immunoprecipitation are available in
the Online Supplementary Appendix.

Immunofiuorescence stain and microscopic analysis
Details of the protocol for immunofluorescence stain and micro-
scopic analysis are available in the Online Supplementary Appendix.

Quantitative analysis of intracellular reactive oxygen
species

The intracellular ROS levels were determined using CM-
H2DCFDA (Molecular Probes). Briefly, erythroid cells were incu-
bated with 10 uM CM-H2DCFDA or DMSO control. After incu-
bation for 30 min at 37°C, the cells were harvested, washed, and
resuspended in PBS. The levels of fluorescence were immediately
detected using flow cytometric analysis.

Results

Targeted shRNA screening identified genes that play
novel functions in the early and late stages of terminal
erythropoiesis

To identify genes that play novel functions in different
stages of terminal erythropoiesis, we chose 100 genes
(Online Supplementary Table S1) that were most abundantly
expressed during differentiation in a recent genetic study,”
but that have not been studied in erythroid cells, for an
shRNA-based targeted functional screening assay.
TER119-negative mouse fetal liver erythroblasts from
E13.5 were used for the screening culture.

Since there are significant differences in terms of differ-
entiation, cell cycle status and morphology between the
early and late stages of terminal erythropoiesis, we
employed a unique screening strategy to identify genes
that have specific roles in different stages of terminal ery-
thropoiesis (Figure 1A). This consists of two independent
conditions to test candidate gene function in the early and
late stages of terminal erythropoiesis. For the early stage of
terminal erythropoiesis (Figure 1A, dashed lines), TER119-
negative fetal liver erythroblasts were purified. These cells
showed minimal apoptosis and most were CD117-posi-
tive (Online Supplementary Figure S1A). After lentiviral
shRNA transduction, the cells were cultured for 12 h in
Epo-free medium but containing stem cell factor (SCEF),
interleukin-6 and FLT3 ligand to maintain their progenitor
status, maintain cell survival, and allow expression of the
infected shRNA.? After 12 h, these cells underwent mild
downregulation of CD117 with minimal apoptosis and
remained TER119-negative (Online Supplementary Figure
S1B). We call this SCF medium. The cells were then trans-
ferred to Epo-containing media with puromyecin to select
the transduced cells, which were continually cultured for
two days. During the 2-day culture in Epo medium, the
TER119-negative cells gradually became negative for
CD117 and positive for CD71 and TER119 with the pres-
ence of Hoechst 33342 low reticulocytes (Ounline
Supplementary Figure S1B). To test genes in the late stage of
terminal erythropoiesis (Figure 1A, solid lines), the
TER119-negative cells were plated in Epo-containing
media immediately after infection, added with puromycin
after 12 h, and further cultured for two days. The differen-
tiation and enucleation profiles of these cells after 60 h
were similar to cells cultured in SCF medium before Epo
medium (Online Supplementary Figure S1C). In both culture
conditions, the TER119-negative erythroblasts underwent
some degree of differentiation after 12 h, as judged by
CD71 expression. As expected, this differentiation was
more prominent in those cells cultured immediately in
Epo conditions. Both screenings were carried out with
E13.5 TER119-negative mouse fetal liver erythroblasts in
96-well plates. Five different shRNAs were designed for
each gene to mitigate spurious gene identification due to
off-target effects.”

ShRNA against luciferase was used as a general positive
control in which approximately 40% of the cells were
transduced that survived after puromycin treatment
(Online Supplementary Figure S2A, left panel). The trans-
duced cells showed TER119-positivity at the end of the
culture since no endogenous genes were down-regulated
(Online Supplementary Figure S2A, right panel). Cells with-
out lentiviral infection were used as a general negative



control in which all the cells underwent apoptosis after 2.5
days due to the lack of transduction (Online Supplementary
Figure S2B). To validate the screening system, a group of
genes with well-known functions in different stages of ter-
minal erythropoiesis were used as functional controls. For
the screening of the early stage of terminal erythropoiesis,
we used GATA1, which is a transcription factor in ery-
thropoiesis, as a control. Cells transduced with lentiviral
shRNA against GATA1 mimicked those without lentiviral
transduction in which most of the cells died after 2.5 days
of culture (Online Supplementary Figure S2C, left panel).
Less than 5% of the cells survived, which made the analy-
sis of cell differentiation unmeaningful (Online
Supplementary Figure S2C, right panel). Therefore, we used
apoptosis as the readout for this screening method. For the
screening of genes that function in the late stage of termi-
nal erythropoiesis, cells transduced with lentiviruses
encoding shRNA against luciferase showed approximately
40% enucleation rate in the 96-well plate screening condi-
tion (Online Supplementary Figure S2D, left panel). The enu-
cleation assay was validated with the evidence that enu-
cleated cells were smaller than the non-enucleated late-
stage erythroblasts (Online Supplementary Figure S2D, right
panel). Similarly, we tested the genes that play well-estab-
lished roles in terminal erythropoiesis and enucleation,
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which showed dramatically decreased enucleation rates
when they were down-regulated (Online Supplementary
Figure S2E). Taken together, these data validated the
screening system.

Using these conditions, we performed duplicate sets of
screenings for each method with high correlation coeffi-
cients (Figure 1B and C). Our criteria to define a hit gene
are: 1) for the screening of the early stage of terminal ery-
thropoiesis, at least three unique shRNAs should lead to
less than 5% of live cells; 2) for late-stage screening, at
least three unique shRNAs should lead to less than 20% of
enucleation (Hoechst 33342 low, TER119 high popula-
tion), with one shRNA less than 10%; 3) for both screen-
ings, the same shRNAs should give a similar phenotype in
each of the duplicate experiment. With these criteria, 15
false positive hits (defined by either less than three differ-
ent shRNAs with the same phenotype or inconsistent
results in duplicates) were excluded (data not shown). We
putatively identified 32 genes that have novel functions in
the early stage of terminal erythropoiesis. These genes are
classified into different groups based on their known func-
tions in other cell types (Figure 1D and Table 1).
Interestingly, 11 of these genes play dual functions in both
early and late stages of terminal erythropoiesis (Figure 1D
and Omnline Supplementary Table S2). In addition, Setd8
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Figure 1. Targeted shRNA
screening identified genes
that play novel functions in
terminal erythropoiesis.
(A) A schematic overview
of the screening strate-
gies. Dashed and solid
lines represent the screen-
ing strategies for the early
and late stages of terminal
erythropoiesis, respective-
ly. (B-C) Correlation coeffi-
cient of duplicate sets of
screens for the dashed (B)
and solid (C) line methods.
(D) Pie graph of hit genes
and their functions in other
types of cells based on
DAVID bioinformatics
resources.®** (E) Summary
of flow cytometric analysis
of enucleation screening.
Each dot indicates the enu-
cleation rate of cells trans-
duced with single distinct
shRNA encoding lentivirus-
es. Control genes (green)
and genes that gave higher
enucleation rate after
knockdown (red) are high-
lighted in arrow. The blue
line indicates mean enu-
cleation rate. The dotted
red and green lines indi-
cate the upper and lower
limits for the selection of
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plays a unique function only in the late stage of terminal

erythropoiesis. Knockdown of the control shRNAs that

target luciferase led to an average of 35% enucleation rate
(Figure 1E). Surprisingly, knockdown of Fdhc1, one of the
formin proteins, and erythropoietin receptor (EpoR)
almost doubled the enucleation rate (Figure 1E and Online
Supplementary Figure S2F). While it is known that Epo
modulates erythroid cell adhesion to bone marrow niche
in the late stage of terminal erythropoiesis, the EpoR
knockdown result suggests an anti-enucleation role for
Epo. In fact, while we were optimizing the system, we
found that Epo diminished enucleation rate in a dose-
dependent manner (Online Supplementary Figure S2G).
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Pleckstrin-2 is critical for terminal erythropoiesis

Among the hit genes, pleckstrin-2 (plek2) is particularly
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interesting since it showed a broad functional impact both
in the early and late stages of terminal erythropoiesis. In T
cells, plek2 functions in cytoskeleton reorganization,
whereas its roles in other hematopoietic lineages, especial-
ly erythroid cell, are completely unknown. During culture
of mouse fetal liver erythroblasts, plek2 reached the high-
est protein levels on Day 1 in culture, and decreased on
Day 2 (Figure 2A). A slightly up-shifted band was
observed in freshly purified TER119 negative erythrob-
lasts (Day 0), indicating a possible post-translational mod-
ification (Figure 2A). Interestingly, plek2 protein reached

23,31

Figure 2. Plek2 is required for the
early stage of terminal erythro-
poiesis. (A) Western blot analysis
of plek2 on different days of cul-
tured mouse fetal liver erythrob-
lasts in Epo medium together with
TER119 positive fetal liver cells.
Hsc70 was used as a loading con-
trol. (B) Western blot analysis of
plek2 on freshly purified TER119
negative fetal liver erythroblasts,
cells cultured in SCF medium for
12 h, and cells cultured in SCF
medium for 12 h followed by 24-h
Epo medium culture. Hsc70 was
used as a loading control. (C)
TER119 negative fetal liver ery-
throblasts were transduced with
retroviruses encoding the indicat-
ed shRNAs and cultured in SCF
medium for 12 h. The cells were
changed to Epo medium and con-
tinued to culture for 12 h followed
by Western blot analysis of plek2.
Nt-shRNA represents a non-target-
ing shRNA. Hsc70 was used as a
loading control. (D) Quantification
of (C). Data were obtained from 3
independent experiments. (E) Cell
growth and quantity analysis after
knockdown by indicated shRNAs.
Same as C except that the cells
were cultured for two more days
after change to Epo medium. The
cells were counted using a hemo-
cytometer on each day. (F) Flow
cytometric analysis of TER119
level in the indicated cells from
(E). Right bar graph is the statisti-
cal analysis using Student’s t-test.
*%% P<0.001. (G-H) Analysis of
mouse fetal erythroblast enucle-
ation and apoptosis during in vitro
culture. Same as (E), the cells
after culture were analyzed by
flow cytometric analysis for enu-
cleation (G) and apoptosis (H)
using Hoechst 33342 and
TER119, and propidium iodide
(Pl) and Annexin V, respectively.
Statistical analysis using
Student’s t-test is on the right.
***P<0.001.
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an undetectable level when cultured in SCF medium for
12 h after purification, but regained strong expression after
switching to Epo medium (Figure 2B). This indicates that
Epo signaling pathways could control plek2 expression. In
order to further study the mechanism of plek?2 in erythro-
poiesis, we generated an independent shRNA encoded by
a murine stem cell retroviral vector (IMSCV), which has a
stable and high level infection efficiency in the mouse
hematopoietic cells.” It efficiently down-regulated plek2,
in contrast to the vector control or a non-targeting shRNA
(Figure 2C and D). With this shRNA, downregulation of
plek2 in the early stage of terminal erythropoiesis (Figure
1A, dashed line) led to a dramatic reduction in total cell
number (Figure 2E). Flow cytometric analysis demonstrat-
ed a significant inhibition of differentiation (Figure 2F) and
subsequent enucleation (Figure 2G), which was accompa-
nied by a significant cell death (Figure 2H). Cell cycle
analysis further confirmed apoptosis with an increased
sub-G1 population after plek2 knockdown. However,
other phases of cell cycle were not significantly affected
(Online Supplementary Figure S3A). To determine whether
these phenotypes are indeed due to plek2 deficiency
rather than off-target effects of the shRNA, we rescued the
differentiation inhibition and apoptosis by co-infecting a

Plek2

B Plek2

Control

PLek2 shRNA
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non-targeting plek2 over-expressing retrovirus (Online
Supplementary Figure S3B-D).

Plek2 is required for the integrity of actin cytoskeleton
in the early stage of terminal erythropoiesis

Since plek2 was reported to be membrane bound” with
a putative function in actin rearrangement in other cell
types,” we next tested the sub-cellular localization of
plek2 in the cultured mouse fetal liver erythroblasts with
confocal microscopy. Consistent with previous reports,
plek2 localized primarily on the plasma membrane in the
early stage of terminal erythropoiesis (Figure 3A). Plek2
partially co-localized with actin filaments on Day 1 and
Day 2 of the cells in Epo medium, suggesting a role for
plek2 in actin cytoskeleton regulation (Figure 3A). The
actin cytoskeleton network plays critical roles in cell dif-
ferentiation. Disruption of actin cytoskeleton leads to
apoptosis in many cell types,* including erythroid
cells.'”*** We hypothesized that the plek2 knockdown
phenotypes in early stage terminal erythroblasts could be
due to the disruption of actin cytoskeleton. To test this,
we analyzed actin localization when plek2 was down-reg-
ulated in the early stage approximately 12 h after Epo
exposure and before apoptosis was observed. As expect-

Actin Merge

Figure 3. Plek2 is required for
actin cytoskeleton integrity of
mouse fetal liver erythrob-
lasts. (A) Confocal immunofiu-
orescence microscopy of
actin (green) and plek2 (red)
localizations on different days
of Epo medium cultured
mouse fetal liver erythrob-
lasts. Blue is for DAPI DNA
stain. Scale bar: 5 um. (B)
Confocal microscopy of actin
and plek2 localizations in
control (upper panels) and
plek2 knockdown (lower pan-
els) mouse fetal liver ery-
throblasts. The cells were
transduced with indicated
MSCV retroviruses and cul-
tured in SCF medium for 12 h,
which was followed by Epo
medium culture for 12 h
before being fixed for stain-
ing. Scale bar: 5 um. The con-
focal images were represen-
tative optical sections of the
cell from at least 50 cells in
each condition in 3 different
experiments.

Actin
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ed, knockdown of plek2 dramatically abolished actin decreased ROS in the late stage of terminal erythroblasts
localization on plasma membrane (Figure 3B). (Figure 5A), and increased phospho-cofilin (Figure 4C),

. ] . o . which is mutually exclusive with the oxidized form induc-
Plek2 interacts with cofilin to prevent its mitochondrial ing apoptosis.”* In addition, mitochondria are cleared

entry in the early stage of terminal erythropoiesis through autophagy in the late stage of terminal erythro-
To gain insights into the detailed mechanism of plek2 in  poiesis.* We also detected that the hemoglobin concentra-

terminal erythropoiesis, we performed a proteomic study

by immunoprecipitating plek2 followed by mass spectro- ] ] ) o ) o

metric analysis, which revealed many novel plek2-binding Table 1. List of hit genes with novel functions in terminal erythropoiesis.

proteins as well as actin (Figure 4A). Among these pro-  Subgroup 1: transcriptional regulation and chromatin modification (n=14).

teins, cofilin-1 (hereafter cofilin) is particularly revealing [T T I TAT) Description

for its critical roles in the regulation of actin dynamics and

apoptosis,** which is in line with the phenotypes we BTG2 12227 B-cell translocation gene 2, anti-proliferative
observed. In addition, translocation of cofilin to mitochon- ~ MADI* 17119 MAX dimerization protein 1
dria is an early step in the induction of apoptosis.” We — MxD3 17121 MAX dimerization protein 3
confirmed the interaction of plek2 and cofilin by a co-  ggpmpy* 58172 SERTA domain containing 2
immunoprecipitation assay. Both ectopically over gy gy SuRTadomai conamingd

presse tagged and endogenous plek2 bind to cofi . .
in in the cultured mouse fetal liver erythroblasts (Figure — WHSCI® 107823 Wolf-Hirschhorn syndrome candidate 1
4B). Cofilin was abundant and constantly expressed in the — ELL2 192657 elongation factor RNA polymerase 112
Epo medium cultured mouse fetal liver erythroblasts — fzpp* 14056 enhancer of zeste homolog 2 (Drosophila)
(Figure 4C). Knockdown of plek2 in early stage terminal —ppy 192231 hexamethylene bis-acetamide inducible 1

erythroblasts did not influence the total protein level of

cofilin or the phosphorylated form (Figure 4D). The level LG L) HEOTEl e e

of plek1 also remained unchanged after plek2 knockdown, — MBD2 17191 methyl-CpG binding domain protein 2
which ruled out a compensatory effort by plekl (Figure  NCOA7 211329 nuclear receptor coactivator 7

4D). The colocalization of plek2 with cofilin was further  yryc 18046 nuclear transcription factor-Y gamma
confirmed by a confocal immunofluorescence microscopic gy 199931 g7 G ST o

analysis (Figure 4E).
The activity of cofilin is tightly regulated by its post-

. o AP X g Subgroup 2: regulation of apoptosis (n=2
translational modifications.** Oxidation inactivates cofil- group - reg poptosis (n=2)

in and leads to its mitochondrial localization to induce Lt Wil Il LRI
apoptosis.**®* Therefore, it is likely that plek2 interacts  STRADB 227154 STE20-related kinase adaptor beta
with cofilin to inhibit apoptosis by preventing cofilin’s  pyy; 18712 proviral integration site 1

mitochondrial entry in the early stage of terminal erythro-
poiesis, when the level of ROS is higher (Figure 5A). To .
directly test this hypothesis, we performed confocal —Subgroup 3: membrane proteins (n=8)
microscopy of cofilin and mitochondria. While cofilin [ LT ID Description
showed a universal nuclear and cytoplasmic localization % :
in the control cells, knockdown of plek?2 in the early stage D594 12509 CD5%a antigen

of terminal erythropoiesis induced a relocalization of cofil- PDZKIIPT 67182 PDZKI in.t(.aracting protein 1

in to mitochondria (Figure 5B). To further confirm this, we ~ BUTR! 192194 butyrophilin related 1

treated the fetal liver erythroblasts with ROS scavenger N-  [7sy/* 16443 intersectin 1 (SH3 domain protein 1A)
acetyl-cysteine (NAC) to determine whether NAC could  py95/6 995845 phospholipase A2, group XVI

rescue the phenotypes induced by plek2 knockdown.

NAC by itself at low concentration did not affect cell dif- PLERZ 27260 pleckstrin 2 - -
ferentiation but dramatically decreased the cellular ROS — PPOX 19044 protoporphyrinogen oxidase
level (Figure 5 C and D). With the same dose (5 mM),  TMEMS6B 68255 transmembrane protein 86B

NAC significantly rescued the differentiation inhibition
(Figure 5D and E) in plek2 knock-down cells. Confocal

Sub 4: oth =8
microscopy further demonstrated that NAC rescued cofil- ubgroup & others (n=)

in-mitochondria colocalization induced by plek2 knock- Ry b b LR

down (Figure 5F and G). DYRK3* 226419 dual-specificity tyrosine-(Y)-phosphorylation
regulated kinase 3

Plek2 is required for enucleation but not CLK3 102414 CDC-like kinase 3

differentiation or apoptosis in the late stage of , ;

terminal erythropoiesis DOK4 114255 dockl‘ng pro.te1n4 '

We further determined the role of plek2 in the late stage ~ TBCEL 272589 fubulin folding co-factor E-like

of terminal erythropoiesis. To this end, we used the same ~ GABARAPL2 93739 GABA receptor-associated protein-like 2;

strategy as in the screening experiments in which the SN/ 69024 sorting nexin 15

infected mouse fetal liver erythroblasts were cultured  ppyzgs 56190 RNA binding motif protein 38

immediately in Epo medium. Distinct from the early AYIN] 12005 smilar to Axin; axin 1

stage, knockdown of plek2 in late stage terminal erythrob- torshe S S o

. . 1l . P . i [ that 1 1l te st [ 1]
lasts neither inhibited differentiation (Figure 6A and B) nor pzizgfss'” fcate genes hat pidy duat functions it fhe early and lafe stages of ferminat erytire-
induced apoptosis (Figure 6C). This is consistent with
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tion of cells with plek2 knockdown was the same as that
in the control cells, which further confirmed intact differ-
entiation (Figure 6D). However, enucleation was affected
with plek2 knockdown as demonstrated by the flow cyto-
metric analysis where plek2 shRNA transduced cells
showed  significantly lower reticulocyte count
(TER119"*Hoechst*") (Figure 6E and F). Benzidine-
Giemsa stains of the cells with plek2 knockdown showed
a decreased enucleation rate compared to the controls.
However, the cytoplasm was hemoglobin positive with
orange stains, again indicating intact differentiation

ation, we next determined actin localization when plek2
was down-regulated in the late stage of terminal erythro-
poiesis. As an alternative method, we utilized a super-res-
olution structured illumination microscopy (SIM) tech-
nique to visualize detailed structural changes when plek2
was knocked-down. Consistent with the enucleation
defect, SIM microscopy illustrated a dramatic disruption
of actin cytoskeleton after plek2 knockdown in the late
stage of terminal erythropoiesis (Figure 6H).

If lack of apoptosis after plek2 knockdown in the late
stage of terminal erythropoiesis were due to decreased
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(Figure 6G). Since actin cytoskeleton is critical for enucle- ROS level, exposure to exogenous ROS would induce
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Figure 4. Plek2 interacts with cofilin. (A) Proteomic study of plek2 interacting proteins. TER119 negative mouse fetal liver erythroblasts were
purified and cultured for 30 h in Epo medium. The cells were harvested and lysed. Immunoprecipitation of the cell lysates using rabbit normal
1gG and rabbit anti-plek2 were performed separately followed by a silver stain. The distinct protein bands were extracted and submitted for a
mass spectrometry analysis. The identified proteins are listed on the right. (B) Immunoprecipitation (IP) of plek2 was performed on HA-plek2
retroviral transduced and non-transduced mouse fetal liver erythroblasts (Endo-plek2) followed by a Western blot analysis of cofilin to detect
co-IP. IgG was used as an IP control. (C) Western blot analysis of cofilin and phospho-cofilin levels in freshly purified mouse fetal liver TER119
negative erythroblasts (Day 0) and Epo medium cultured erythroblasts on different days. TER119* represents freshly purified TER119 positive
fetal liver erythroid cells. Hsc70 was used as a loading control. (D) Western blot analysis of plek2, cofilin and plek1 in control and plek2 shRNA
knockdown mouse fetal liver erythroblasts in the early stage of terminal erythropoiesis. Hsc70 was used as a loading control. (E) Confocal
microscopy of plek2 (red) and cofilin (green) in control cells and cells with plek2 knockdown. The cells were transduced with MSCV encoding
control or plek2 shRNA and cultured in SCF medium for 12 h, which was followed by Epo medium culture for 12 h before being fixed for stain-
ing. Scale bar: 5 um. The confocal images were representative optical sections of the cell from at least 50 cells in each condition in 3 different
experiments.
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apoptosis in late stage terminal erythroblasts with plek2 Discussion
downregulation. To confirm this, we treated the cells with
hydrogen peroxide (H,O,), a physiological ROS precursor, In this study, we used a targeted screening strategy and
and tested apoptosis in cells transduced with control and  identified many genes that play novel functions in terminal
plek2 shRNA in the late stage of terminal erythropoiesis. erythropoiesis. Temporal controlled shRNA expression
As we expected, while the control cells survived in the method allowed us to dissect the roles of the hit genes in
presence of H,O,, the plek2 knockdown cells showed dra-  different stages of terminal erythropoiesis. We also applied
matically decreased viable cells under the same condition  stringent selection criteria to minimize possible false-posi-
(Figure 6]). tive candidates. This is especially important for the discov-
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Figure 5. Plek2 is required to prevent cofilin’s mitochondrial entry in the early stage of terminal erythropoiesis. (A) Flow cytometric analysis
of the levels of reactive oxidative species (ROS), based on the intensity of CM-H2DCFDA, on different days of Epo medium cultured mouse fetal
liver erythroblasts. (B) Confocal microscopy of cofilin and mitochondria localization in control (upper panels) and plek2 shRNA (lower panels)
retroviral transduced mouse fetal liver erythroblasts. The TER119 negative mouse fetal liver erythroblasts were purified and transduced with
indicated retroviruses followed by culture in SCF medium for 12 h. The cells were then changed to Epo medium for 12 h before harvesting.
Scale bar: 5 um. The confocal images were representative optical sections of the cell from at least 50 cells in each condition in 3 different
experiments. (C) Flow cytometric analysis of the ROS levels in control and NAC treated erythroblasts. TER119 negative erythroblasts were
treated with different concentrations of NAC on Day 0 in Epo medium. The cells were harvested for flow cytometric assay on Day 1. (D) Flow
cytometric analysis of the differentiation profiles in control and plek2 shRNA retroviral transduced mouse fetal liver erythroblasts with or with-
out NAC treatment. The cells were infected, cultured and harvested as in (B). (E) Statistical summary of (D). **P<0.01. (F) Confocal microscopy
of cofilin and mitochondria localizations for cells in panel (D). The confocal images were representative optical sections of the cell from at
least 50 cells in each condition in 3 different experiments. (G) Statistical analysis of panels (B) and (F) for the percentage of colocalization of
cofilin and mitochondria.
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ery of genes in the early stage of terminal erythropoiesis
since we used apoptosis as the readout, which could be
due to poor transduction efficiency. In this case, a hit gene
must fit the criteria that at least three independent shRNAs
in duplicated screening experiments should give the same
phenotype. Although using apoptosis as the readout may
exclude genes that affect or slow down differentiation, it
increases the likelihood of the hit genes to be true positive
with the severe phenotype. The hit genes were further val-
idated in that one-third of the hit genes important in the
early stage of terminal erythropoiesis also functioned in the
late stage, where inhibition of enucleation, but not apopto-
sis, was the phenotype observed. Given the fact that the
same lentiviruses produced different phenotypes in the
early and late stages of terminal erythropoiesis, these

results also demonstrated adequate transduction efficien-
cies of the shRNA lentiviruses used in the system. It should
also be noted that for the screening of genes involved in the
late stage of terminal erythropoiesis, downregulation of
the hit genes could lead to a slowdown rather than inhibi-
tion of enucleation. Although we cannot completely rule
this out, the fact that the enucleation rate did not increase
after 48 h (data not shown) suggests that these genes are
involved in enucleation per se.

Our screening results also revealed that the same path-
ways are commonly used in the early and late stages of ter-
minal erythropoiesis. Among the hit genes, many are func-
tionally important in transcriptional regulation, chromatin
modification, membrane dynamics and apoptosis in other
cell types. Correlating with previous reports of their high
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Figure 6. Plek2 is required for enucleation but does not influence differentiation or apoptosis in the late stage of terminal erythropoiesis. (A)
Flow cytometric analysis of differentiation in the late stage of terminal erythropoiesis. The cells were infected with indicated retroviruses and
cultured immediately in Epo medium for two days. (B) Statistical analysis of panel (A). (C) Statistical analysis of flow cytometry of apoptosis
using Pl and Annexin V with the cells in panel (A). (D) Hemoglobin concentration of the indicated cells in panel (A). (E) Flow cytometric analysis
of enucleation in the late stage of terminal erythropoiesis of indicated cells. The cells were infected, cultured, and harvested as in A. (F)
Statistical analysis of panel (E) using Students t-test. ***P<0.001. (G) Benzidine-Giemsa staining of cells from A. Arrows indicate incipient
reticulocytes. Scale bar: 5 um. (H) SIM analysis of actin and plek2 localizations in control (upper panels) and plek2 shRNA lentiviral transduced
(lower panels) mouse fetal liver erythroblasts. Cells were infected, cultured and harvested as in (A-C). The boxed regions are highlighted on the
right. Scale bars: 5 um. The images are representatives of approximately 20 cells from 3 independent experiments analyzed in each condition.
(I) Treatment with H,0, induced apoptosis in cells with plek2 knockdown. The mouse fetal liver TER119 negative erythroblasts were purified
and infected with indicated retroviruses followed by culture in Epo medium. H,0, was added at 30 h in culture. Apoptosis was analyzed at 48
h in culture. The percentage of surviving cells is presented. **P<0.01.
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expression levels,” genes involved in these pathways rep-
resent potential key regulators in terminal erythropoiesis.
This is directly confirmed by the finding that Ezh2, one of
our hit genes and an enzymatic component of the poly-
comb repressive complex 2 (PRC2), is important for fetal
erythropoiesis.” This work was reported after our screen-
ing and served as a perfect example of the significance of
the genes we had discovered in erythropoiesis.

It is unexpected that knockdown of Epo receptor (EpoR)
promoted enucleation. An anti-enucleation effect of Epo
and EpoR was further suggested by an inhibitory effect of
enucleation with high concentration of Epo in culture. Epo
signaling pathway was reported to be able to activate Rac
GTPases.” Perhaps an increased Epo signaling may hyper-
activate Rac GTPases, which is detrimental to
enucleation.”” It is also possible that Epo signaling regu-
lates the expression or function of plek2 in terminal ery-
thropoiesis, as indicated in Figure 2B. Further studies
would reveal how Epo signaling is involved in the late
stage of terminal erythropoiesis.

We focused on the mechanistic study of plek2 due to its
dual functions in the early and late stages of terminal ery-
thropoiesis, as well as high expression level in erythroid
cells. Plek2 was reported to regulate actin cytoskeleton
rearrangement’ and T-cell cytoskeleton reorganization.”
It contains two pleckstrin homology (PH) domains and
one disheveled-Egl-10-pleckstrin (DEP) domain, which are
present in a broad spectrum of proteins involved in cellular
signaling and cytoskeleton organization.® These domains
are important for their membrane association as evi-
denced in T cells, where plek2 is mostly localized on the
plasma membrane.” However, the roles of plek2 in other
lineages of hematopoietic cells, especially erythroid cells,
are completely unknown. In this paper, we discovered a
novel and critical role of plek2 in erythroid cells by regu-
lating erythroid cell actin cytoskeleton dynamics and
apoptosis through its interaction with cofilin. In the early
stage of terminal erythropoiesis, plek2 regulates actin
cytoskeleton integrity that is critical for cell proliferation
and differentiation. Plek2 is also required to interact with
cofilin to prevent cofilin’s mitochondrial entry, when the
ROS level is high. Downregulation of plek2 leads to the
disruption of actin cytoskeleton, which by itself can

&%
Autophagy

__________________

Figure 7. Schematic illustration of the
\ mechanisms of plek2 in the early and late
. stage of terminal erythropoiesis. (A) In the
' early stage of terminal erythropoiesis,
' plek2 is required to regulate actin
' cytoskeleton integrity and prevent apopto-
' sis by inhibiting cofilin’s mitochondrial
. entry. (B) In the late stage, ROS is
. decreased due to mitochondria autophagy.
. Phospho-cofilin is increased. Plek2 mainly
! functions in enucleation through the regu-
! lation of actin cytoskeleton.

induce apoptosis. In addition, apoptosis is further
enhanced by the mitochondrial entry of cofilin (Figure
7A). On the other hand, in the late stage of terminal ery-
thropoiesis, since ROS is decreased, which is consistent
with the clearance of mitochondria by autophagy,* cells
escape apoptosis when plek2 is knocked-down. However,
plek? is still required to regulate normal actin cytoskeleton
that is critical for enucleation (Figure 7B).

Broadly, plek2-cofilin interaction could have a signifi-
cant functional impact in other cell types in which plek2
recruits cofilin and regulates apoptosis. Cofilin is pivotal in
cell biology as a functional node to regulate a variety of
cellular processes.*® Much of the work on the regulation of
cofilin has focused on its post-translational modifications
and sub-cellular localization. However, how cofilin is reg-
ulated through other interacting proteins is unclear. Our
study revealed a dual function of plek?2 in regulating actin
cytoskeleton reorganization and apoptosis through cofilin
interaction. In this way, plek2 serves as a docking site and
controls the localization of cofilin during erythropoiesis.
In addition, plek2 could also interact with cofilin to indi-
rectly function on actin cytoskeleton. These functions of
plek2 could be equally important for its regulation of other
interacting proteins that we discovered, such as desmo-
plakin, which is not within the scope of this study. It
would also be interesting to explore the role of plek2 in
other lineages of the hematopoietic cells.
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