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Zebrafish ELL-associated factors Eaf1/2 
modulate erythropoiesis via regulating gata1a 
expression and WNT signaling to facilitate 
hypoxia tolerance
WenYe Liu†, ShuHui Lin†, LingYa Li, ZhiPeng Tai and Jing‑Xia Liu*   

Abstract 

EAF1 and EAF2, the eleven‑nineteen lysine‑rich leukemia (ELL)‑associated factors which can assemble to the super 
elongation complex (AFF1/4, AF9/ENL, ELL, and P‑TEFb), are reported to participate in RNA polymerase II to actively 
regulate a variety of biological processes, including leukemia and embryogenesis, but whether and how EAF1/2 func‑
tion in hematopoietic system related hypoxia tolerance during embryogenesis remains unclear. Here, we unveiled 
that deletion of EAF1/2 (eaf1−/− and eaf2−/−) caused reduction in hypoxia tolerance in zebrafish, leading to reduced 
erythropoiesis during hematopoietic processes. Meanwhile, eaf1−/− and eaf2−/− mutants showed significant reduc‑
tion in the expression of key transcriptional regulators scl, lmo2, and gata1a in erythropoiesis at both 24 h post 
fertilization (hpf ) and 72 hpf, with gata1a downregulated while scl and lmo2 upregulated at 14 hpf. Mechanistically, 
eaf1−/− and eaf2−/− mutants exhibited significant changes in the expression of epigenetic modified histones, with 
a significant increase in the binding enrichment of modified histone H3K27me3 in gata1a promoter rather than scl 
and lmo2 promoters. Additionally, eaf1−/− and eaf2−/− mutants exhibited a dynamic expression of canonical WNT/β‑
catenin signaling during erythropoiesis, with significant reduction in p‑β‑Catenin level and in the binding enrichment 
of both scl and lmo2 promoters with the WNT transcriptional factor TCF4 at 24 hpf. These findings demonstrate an 
important role of Eaf1/2 in erythropoiesis in zebrafish and may have shed some light on regeneration medicine for 
anemia and related diseases and on molecular basis for fish economic or productive traits, such as growth, disease 
resistance, hypoxia tolerance, and so on.
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Background
ELL-associated factors 1 and 2 (EAF1/2), a class of tumor 
suppressor genes interacting strongly with eleven-nine-
teen lysine-rich leukemia (ELL), can inhibit a variety of 

cancers in organisms, including leukemia and prostate 
cancer (Heydaran et  al. 2021; Kenner 2014; Polak et  al. 
2003; Simone et al. 2003).

Several studies have revealed the functions and molec-
ular characteristics of EAF1/2 in Arabidopsis (Dabas 
et  al. 2021; Scott et  al. 1999), Saccharomyces cerevisiae 
(Laframboise and Baetz 2021; Sweta et  al. 2021), Cae-
norhabditis (Cai et al. 2011) and mammalian cells (Ken-
ner 2014), such as in cell growth (Dabas et al. 2018), cell 
immortalization (Dimartino et al. 2000) and in melanoma 
and leukemogenesis (Luo et al. 2001; Polak et al. 2003). It 
has been reported that EAF1/2 can act as transcriptional 
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suppressors to inhibit the TGF-β signaling pathway and 
WNT/β-catenin signaling in the formation of the three 
germ layers and the anterior and posterior pattern during 
early zebrafish embryogenesis (Liu et al. 2009; Liu et al. 
2017; Liu et  al. 2018; Liu et  al. 2013). The level of p-β-
Catenin indicates the undegenerated β-Catenin protein 
and WNT/β-catenin activities (Ahmadzadeh et al. 2016). 
Additionally, EAF2 has been shown as a key factor medi-
ating the androgen protection of DNA damage through 
Ku70/Ku80 in prostate cancer cells (Ai et  al. 2017). 
Despite the ubiquitous expression of both genes, the defi-
ciency of each EAF is associated with a particular clini-
cal phenotype. However, to date, little is known about the 
association of eaf1 and eaf2 deficiency with molecular 
and physiological phenotypes in the hematopoietic sys-
tem development.

Globin functions principally in oxygen-binding and 
delivery in various tissues and organs (Tian et al. 2017). 
The level of hemoglobin (Hb) in fish tends to increase 
under hypoxic conditions, which plays an important role 
in transporting oxygen and maintaining normal life activ-
ities (Fago 2017; Lee and Percy 2011; Lorenzo et al. 2014; 
Rahbar 1983; Roesner et al. 2008; Wawrowski et al. 2011; 
Xiao 2015). Meanwhile, studies have identified EAF2 as 
a hypoxia response gene, which is specifically stimulated 
by HIF-1α rather than HIF-2α, enabling EAF2 to protect 
cells against hypoxia-induced cell death and inhibit cel-
lular uptake of glucose under hypoxic conditions (Chen 
et al. 2014; Pang et al. 2016; Xiao et al. 2009). To date, the 
roles of eaf1 and eaf2 in hypoxia tolerance by regulating 
erythropoiesis and the related underlying mechanisms 
remain almost entirely unclear.

Zebrafish (Danio rerio) is an ideal model for hemat-
opoiesis research because its transparency greatly facili-
tates the visualization of blood cell formation (de Jong 
and Zon 2005; Paik and Zon 2010). Hematopoietic devel-
opment in zebrafish has been considered to comprise 
two major overlapping hematopoiesis stages: “primitive” 
and “definitive” phases, both producing red blood cells 
(RBCs) (Davidson and Zon 2004; Paik and Zon 2010; 
Zhang et  al. 2021). A sophisticated network of lineage-
specific transcription factors Scl/Tal1, Gata1, and Lmo2 
was shown to function pivotally and essentially in eryth-
rogenesis via regulating the expression of erythropoietic 
genes (Dooley et al. 2005; Ferreira et al. 2005; Galloway 
et  al. 2005; Patterson et  al. 2007). The gene Gata2 may 
play a more important role in hematopoietic progenitor 
multi-potentiality (Tsai and Orkin 1997). Although the 
importance of these transcription factors has been dem-
onstrated in cell-based ex vivo assays and knockout verte-
brate models, the available information on the regulation 
of their expression is still limited.

The purpose of this study was to investigate the 
effects of EAF1/2 deficiency and the related molecular 
mechanism on erythropoiesis and hypoxia tolerance in 
zebrafish. Eaf1−/− mutant with 5 bp deletion in exon1 has 
been successfully constructed in our laboratory (Liu et al. 
2018). Here, we knocked out eaf2 in zebrafish to gener-
ate homozygous mutants and tested the stress resistance 
of eaf1−/− and eaf2−/− mutants to hypoxia infection. 
The eaf1−/− and eaf2−/− mutants were found to exhibit 
increased sensitivity to hypoxia and defective erythro-
poiesis. Expression analysis of genes marking erythrocyte 
lineages and erythropoiesis revealed the reduced expres-
sion scl, lmo2, and especially gata1a during erythropoie-
sis in eaf1−/− and eaf2−/− larvae, suggesting they might 
be the primary endpoint contributors to defective eryth-
ropoiesis. Additionally, we investigated the mediators 
between eaf1/2 and the three endpoint factors (gata1a, 
scl and lmo2) in erythropoiesis, and eaf1/2 were shown to 
regulate erythropoiesis by modulating gata1a expression 
and WNT signaling to facilitate hypoxia tolerance.

Results
Loss of eaf1 and eaf2 leads to reduced hypoxia tolerance 
in zebrafish
Zebrafish carries two ELL-associated factors: eaf1 and 
eaf2 (Liu et  al. 2009; Liu et  al. 2013). The eaf1-deleted 
zebrafish has been constructed in our lab and reported 
recently (Fig. S1A1) (Liu et al. 2017; Liu et al. 2018), and 
eaf2-deleted zebrafish was constructed in this study (Fig. 
S1A2). When compared with wild-type (WT) siblings, 
eaf1−/− and eaf2−/−mutants exhibited almost no Eaf1 
protein and Eaf2 protein (Fig. S1B), respectively, which 
were also verified by qRT-PCR (Fig. S1C). Also, eaf2−/− 
mutants exhibited overtly reduced eaf2 transcripts (Fig. 
S1C). Meanwhile, eaf1−/− and eaf2−/− embryos were 
morphologically indistinguishable from WT embryos at 
96 hpf (Fig. S1D). Additionally, homozygous eaf1−/− and 
eaf2−/− zebrafish could survive to adulthood in a viable 
and fertile state and were indistinguishable from WT 
adults (Fig. S1E).

EAF2 has been reported to protect cells against 
hypoxia-induced cell death and inhibit cellular uptake 
of glucose under hypoxic conditions (Chen et  al. 2014; 
Pang et al. 2016; Xiao et al. 2009), so we first tested the 
hypoxia tolerance of eaf1−/− and eaf2−/− mutants at 24 
hpf, 72 hpf, and 6 mpf [6 months post-fertilization (mpf)] 
in this study. WT, eaf1−/−, and eaf2−/− mutants at 24 hpf 
and 72 hpf were exposed to 2%  O2, and after 12 and 20 h 
of hypoxic stress, both eaf1−/− and eaf2−/− larvae were 
all dead, with the mortality rate significantly (P < .001) 
higher in eaf1−/− and eaf2−/− mutants than in WT sib-
lings during hypoxic stress (Figs.  1A-B). However, no 
significant difference was observed in the mortality rate 
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between eaf1−/−/eaf2−/− and WT embryos or larvae 
under normoxia (21%  O2) (Figs. 1A-B, S2A).

Subsequently, we measured the hypoxia tolerance of 
adult eaf1−/− and eaf2−/− zebrafish by exposing each of 

eaf1−/−, eaf2−/− and WT samples with a similar body 
weight (0.31 ± 0.04  g; mean ± SD) to hypoxia (5%  O2, 
adjusted before experiment). During initial hypoxia 
stress, the eaf1−/−, eaf2−/− and WT samples showed 

Fig. 1 Effects of eaf1/2 deficiency on hypoxia tolerance in zebrafish. A Representative images of eaf1−/−, eaf2−/−, and WT embryos exposed to 
hypoxia (2%  O2) beginning at 24 hpf for 12 h and dead larvae were marked by red arrows (A1), and the survival rate curves of eaf1−/−, eaf2−/− 
and wild‑type (WT) embryos (A2). B Representative images of eaf1−/−, eaf2−/−, and WT larvae exposed to hypoxia beginning at 72 hpf for 12 h 
(B1), the representative images of living and dead larvae (marked by red arrows) (B2), and the survival rate curves of each group (B3). The oxygen 
concentration of the hypoxia workstation was adjusted to 2% before the experiment. The dead larvae were counted once every two hours, 30 
embryos/larvae per group with three replicates. C Oxygen consumption rate was lower in eaf1−/− and eaf2−/− than in their WT siblings (6 mpf ). 
Each experiment was repeated at least three times, with similar results for two or three replicates, and a representative result was shown. Data 
are mean ± SD. Hpf, hours post fertilization; dpf, days post fertilization; mpf, months post fertilization. B2, lateral view, anterior to the left. *P < .05, 
**P < .01, ***P < .001. NS, not significant. Scale bar = 2 mm (A1 and B1) and 100 μm (B2)



Page 4 of 18Liu et al. Cell Regeneration           (2023) 12:10 

no obvious difference in locomotor behavior, and so on 
(Fig. S2B, Movie S1). However, after 30  min of hypoxia 
stress, compared to WT adult zebrafish, the eaf1−/− and 
eaf2−/− adult zebrafish showed the symptoms of dyspnea 
and swam to the surface for more oxygen. With increas-
ing hypoxia time, the eaf1−/− and eaf2−/− adult zebrafish 
were dead or dying, whereas the WT adult zebrafish 
remained active (Fig. S2B, Movie S2).

Whether the difference between eaf1−/−/eaf2−/− and 
WT zebrafish in hypoxia tolerance results from higher 
oxygen consumption in eaf1−/− and eaf2−/− was investi-
gated. Unexpectedly, the oxygen consumption rate was 
even higher in the WT zebrafish than in the eaf1−/− or 
eaf2−/− zebrafish (Fig.  1C), indicating that the oxy-
gen consumption is not the cause for the difference in 
hypoxia tolerance. The foregoing data suggested that dis-
ruption of eaf1 and eaf2 attenuated hypoxia tolerance in 
both larvae and adult zebrafish.

Additionally, whether the difference between eaf1−/−/
eaf2−/− and WT zebrafish in hypoxia tolerance results 
from the difference response of hypoxia genes. Expres-
sions of hypoxia-inducible genes hif1αb, hif2αb, hif3α, 
cited2, pai1 and ldha (Cai et  al. 2018; Liu et  al. 2016a) 
were tested and exhibited significantly decreased expres-
sion in eaf1−/−, eaf2−/− embryos and larvae compared 
with their expressions in WT zebrafish under hypoxia 
(2%  O2) (Figs. S3B-C), which is consistent with the down-
regulated Hif-1a protein level in eaf1−/− and eaf2−/− 
mutants under hypoxic conditions (Fig. S3A).

Disruption of eaf1 and eaf2 in zebrafish reduces 
erythrocytes
Under hypoxia stress, an effective strategy for fish to 
adapt to such stress is to increase the number of red 
blood cells and promote the oxygen-carrying capabili-
ties of hemoglobin (Fago 2017; Roesner et al. 2008; Waw-
rowski et  al. 2011). Given the importance of red blood 
cells (RBCs) in hypoxia tolerance, we assessed whether 
the loss of eaf1 and eaf2 in zebrafish can cause blood 
cell development defects. First, we used o-Dianisidine 
staining to measure the RBCs of eaf1−/−, eaf2−/−, and 
WT embryos at 36, 48, 72, and 96 hpf (Figs.  2A, S4A). 
Results showed that there were fewer o-Dianisidine-pos-
itive cells in the eaf1−/− and eaf2−/− embryos and larvae 
than that in the WT embryos and larvae (Figs.  2, S4A), 
suggesting that deletion of eaf1 and eaf2 significantly 
decreased the number of red blood cells during zebrafish 
embryogenesis.

Additionally, we investigated whether the reduction in 
erythrocytes in eaf1−/− and eaf2−/− embryos results from 
erythropoiesis defects by whole-mount in situ hybridiza-
tion (WISH) analysis of hbbe1, hbbe2, and hbbe3 tran-
scripts in eaf1−/− and eaf2−/− zebrafish embryos at 14, 

24, and 33 hpf (Figs. 2B, C; S4B). The expression levels of 
hbbe1, hbbe2, and hbbe3 were significantly (p < .05) down-
regulated in both eaf1−/− and eaf2−/− zebrafish relative 
to WT siblings, consistent with the above o-Dianisidine 
staining results. Furthermore, the flow cytometry analy-
sis of hematopoietic cells from the adult whole kidney 
marrow (WKM) showed a significant (P < .05) decrease in 
erythrocytes with an increase in precursor cells in adult 
eaf1−/− and eaf2−/− mutants at 3 mpf, compared with 
those in WT zebrafish (Fig. S4C), suggesting that dele-
tion of eaf1 and eaf2 significantly decreased the number 
of RBCs in adult zebrafish.

The abundant expression of gata1a and hbbe3 and low 
expression of the neural gene olig2 and the muscle gene 
myoD were observed in drl+ (Fig. 3A1) and gata1a+ cells 
(Fig.  3A2) sorted from Tg (drl: GFP) (Prummel et  al. 
2019) and Tg (gata1a: DsRed) (Tai et  al. 2022) embryos 
respectively, suggesting the RBC identity of both drl+ 
and gata1a+ cells. The abundant expression of eaf1 and 
approximate expression of eaf2 in both drl+ and gata1a+ 
cells (Fig.  3A), implied their potential involvement 
in RBC development. Antisense morpholinos target-
ing eaf1 and eaf2 (Liu et al. 2013) separately caused the 
marked reduction in the number of drl+ cells in Tg (drl: 
GFP) (Fig.  3B) and gata1a+ cells in Tg (gata1a: DsRed) 
(Fig.  3C), respectively, indicating that eaf1 and eaf2 are 
required for erythropoiesis. Deficiency of eaf1 or eaf2 
caused markedly decreased expression of gata1a and 
hbbe3 in both drl+ and gata1a+ cells (Fig.  3D). Mean-
while, embryos with knockdown of both eaf1 and eaf2 
exhibited more reduced expression in gata1a and hbbe3 
compared with embryos with knockdown of either eaf1 
or eaf2 (Fig. S5A). Additionally, in eaf1−/− embryos at 
24 hpf, the ectopic expression of eaf2 mRNA partially 
restored the decrease of hbbe3 (Fig. S5B) and gata1a (Fig. 
S5C) and vice versa, suggesting that eaf1 and eaf2 may 
function redundantly during zebrafish erythropoiesis.

Disruption of zebrafish eaf1 and eaf2 affects the expression 
of erythropoiesis transcriptional factors
Each step of erythropoiesis is exquisitely regulated by 
specific factors, especially transcription factors and 
signaling molecules (Zhang et  al. 2021).Scl (tal1) and 
lmo2 are two primitive progenitor cell marker genes 
with pivotal functions in erythropoiesis (de Jong and 
Zon 2005). Gata1 is essential for erythroid specifica-
tion and formation, while gata2 is essential for main-
taining the hematopoietic progenitor pool (de Jong 
and Zon 2005). In this study, we used WISH to exam-
ine the expression of the aforementioned markers in 
eaf1−/− and eaf2−/− zebrafish embryos during eryth-
ropoiesis process. At 14 and 24 hpf, gata1a expres-
sion was clearly (P < .001) reduced in eaf1−/− and 



Page 5 of 18Liu et al. Cell Regeneration           (2023) 12:10  

eaf2−/− embryos relative to WT embryos (Fig. 4A). At 
14 hpf, eaf1−/− and eaf2−/− embryos showed significant 
(P < .05) up-regulation in the expression of both scl and 
lmo2 relative to WT (Figs. 4B1-B6, C1-C6), in contrast 
to significant reduction in their expression at 24 hpf 
(Figs. 4B7-B9, C7-C9).

Additionally, we investigated whether the defective 
erythropoiesis is specific for hematopoietic system in 
eaf1−/− and eaf2−/− mutants during embryogenesis by 
WISH analysis of the expression of gata2, fli1, flk1, runx1, 
c-myb, rag1, and myod. No significant difference was 
detected in expression levels of gata2 and fli1 between 
eaf1−/−/eaf2−/− and WT embryos  at 14 hpf (Fig. S6A-
B). The expression of vascular cell markers flk1 and fli1 
remained unchanged in eaf1−/− and eaf2−/− embryos rel-
ative to WT embryos at 24 hpf (Fig. S6C). Meanwhile, the 
mesoderm progenitor myod also remained unchanged in 
the mutants at 24 hpf (Fig. S6D), indicating that overall 

embryogenesis was not influenced by disruption of eaf1 
and eaf2.

Meanwhile, the hematopoietic stem and progenitor cell 
(HSPC) markers (runx1 and c-myb) showed an overtly 
(P < .001) upregulated expression in eaf1−/− and eaf2−/− 
embryos relative to WT embryos at both 14 and 33 hpf 
(Figs. S7A-B). However, the rag1 (lymphoid marker), 
gata1a and lmo2 exhibited reduced (P < .05) expression in 
eaf1−/− and eaf2−/− larvae relative to WT larvae at 5 days 
post fertilization (dpf) (Fig. S7C) or 72 hpf (Fig. S7D), sug-
gesting the RBC differentiation defects in the mutants.

These results indicated that eaf1/2 deletion affects the 
expression of erythroid transcription factors scl, lmo2 
and gata1a in zebrafish during primitive and definitive 
erythropoiesis, reducing the number of erythrocytes and 
downregulating the terminal differentiation of erythroid 
cells, resulting in the increase of hematopoietic progeni-
tor cell pool.

Fig. 2 Effects of eaf1/2 deficiency on erythrogenesis. A O‑dianisidine staining analysis of erythrocytes at 36, 48, 72 and 96 hpf in both eaf1−/− and 
eaf2−/− embryos and larvae relative to WT (A1‑A12). Statistical analysis of O‑dianisidine staining results (A13). B, C WISH analysis of the expression 
of embryonic hemoglobin, hbbe1/hbbe2/hbbe3 in eaf1−/−, eaf2−/−, and WT embryos at 14 hpf (B1‑B9) and 24 hpf (C1‑C9), respectively. The 
statistical analysis of WISH hemoglobin gene staining results for eaf1−/−, eaf2−/−, and WT embryos at 14 hpf (B10) and 24 hpf (C10), respectively. 
Each experiment was repeated at least three times, with similar results for two or three replicates, and a representative result was shown. Data are 
mean ± SD. A1‑A12, ventral view, anterior to the left. B1‑B9, dorsal view, anterior to the top. C1‑C9, lateral view, anterior to the left. *P < .05, **P < .01, 
***P < .001. NS, not significant. Scale bar = 75 μm (A1‑A12) and 200 μm (B1‑ B9, C1‑ C9)
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Eaf1 and eaf2 regulate scl and lmo2 transcription 
by modulating canonical WNT/β‑catenin signaling 
in a developmental stage specific manner
Eaf1/2 were unveiled to regulate the anterior-poste-
rior pattern of zebrafish axis by modulating WNT/β-
catenin signaling (Liu et  al. 2018; Liu et  al. 2013), 

which was shown to be involved in the hematopoietic 
developmental processes, such as early hematopoie-
sis and erythroid specification (Tarafdar et  al. 2013; 
Wilusz and Majka 2008). In this study, we used WISH 
to examine the expression of Wnt signaling ligands 
wnt3 and wnt16, WNT-activated receptor (fzd2), and 

Fig. 3 Effects of eaf1/2 deficiency in erythrocytic‑fluorescence transgenic fish. A Gene expressions, eaf1, eaf2, gata1a, hbbe3, olig2 and myod, in drl+ 
or gata1+ cells collected from Tg (drl: GFP) (A1) and Tg (gata1a: DsRed) (A2) embryos, respectively. B, C Representative images of Tg (drl: GFP) (B1‑B3) 
and Tg (gata1a: DsRed) embryos (C1‑C3) injected with eaf1‑MO or eaf2‑MO at 24 hpf or 48 hpf, respectively, and quantification of the number of 
drl+ cells (B4) and gata1a+ cells (C4), and the GFP (B5) and DsRed (C5) fluorescence intensity in white box. D Gene expressions, eaf1, eaf2, gata1a, 
hbbe3, olig2 and myod, in drl+ or gata1a+ cells collected from Tg (drl: GFP) (D1) and Tg (gata1a: DsRed) (D2) embryos injected with eaf1‑MO or 
eaf2‑MO, respectively. Each experiment was repeated at least three times with similar results for two or three replicates, and a representative result 
was shown. B1‑B3, C1‑C3, lateral view, anterior to the left. *P < .05, **P < .01, ***P < .001. NS, not significant. Scale bar = 100 μm (B1‑B3, C1‑C3)
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axin2 (a target of WNT/β-catenin signaling) in eaf1−/− 
and eaf2−/− embryos or larvae at 16 hpf, 24 hpf, or 72 
hpf, respectively. At 16 hpf, axin2, wnt16, and fzd2 all 

showed an increased expression (P < .001) in eaf1/2 
mutants relative to WT embryos, and at 24 hpf, wnt16 
and fzd2 maintained the upregulated expression, while 

Fig. 4 Effects of eaf1/2 deficiency on the expression of erythrogenesis transcriptional factors. A WISH analysis of the expression of erythrogenesis 
transcriptional factor gata1a in eaf1−/−, eaf2−/−, and WT embryos at 14 hpf (A1‑A3) and 24 hpf (A4‑A6), and statistical analysis of gata1a staining 
results (A7). B WISH analysis of the expression of erythrogenesis transcriptional factor scl in eaf1−/−, eaf2−/−, and WT embryos (B1‑B6) at 12/14 hpf 
and 24 hpf (B7‑B9), and statistical analysis of scl staining results (B10). C WISH analysis of the expression of erythrogenesis transcriptional factor lmo2 
in eaf1−/−, eaf2−/−, and WT embryos at 12/14 hpf (C1‑C6) and at 24 hpf (C7‑C9). (C10) Statistical analysis of lmo2 staining results. Each experiment 
was repeated at least three times, with similar results for two or three replicates, and a representative result was shown. Data are mean ± SD. A1‑A3, 
B1‑B6, C1‑C6, dorsal view, anterior to the up; A4‑A6, B7‑B9, C7‑C9, lateral view, anterior to the left. *P < .05, **P < .01, ***P < .001. NS, not significant. 
Scale bar = 75 μm (A1‑A3, B1‑B6, C1‑C6), 200 μm (A4‑A6), and 50 μm (B7‑B9, C7‑C9)
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WNT/β-catenin activity indicator axin2 was obvi-
ously down-regulated (P < .001) in eaf1/2 mutants 
(Figs. S8A-B), consistent with tendency of β-Catenin 
and Phospho-β-Catenin (Ser552) (P-β-Catenin-Ser552) 
protein levels in eaf1−/− and eaf2−/− embryos (Fig. 5A). 
Additionally, the dynamic WNT/β-catenin activities 
were observed in eaf1−/− and eaf2−/− embryos (Fig. 5B) 
using 8×TopFlash luciferase reporter assays [which is 
commonly used to evaluate the transcriptional activ-
ity of β-Catenin (Aoki et al. 1999; Liu et al. 2017; Play-
ford et al. 2000)], with significantly increased TopFlash 
luciferase activities at 16 hpf while reduced activities 
at 24 hpf in the mutants. Similarly, Top-GFP expres-
sion was also weakened in the brain (Fig. S7D) and 
spinal cord (Fig. S8E) in the Tg (top: dGFP) embryos 
with knockdown of either eaf1 or eaf2 at 24 hpf. In Tg 
(gata1a: DsRed) embryos, knockdown of either eaf1 or 
eaf2 resulted in the decrease of gata1a+ cells (RBCs) 
with decreasing β-Catenin level in the RBCs at 24 hpf 
(Figs.  5C, S9A). Meanwhile, eaf1−/−, eaf2−/−, and WT 
embryos showed no significant difference in the expres-
sion level of wnt3 at both 16 hpf and 24 hpf (Fig. S8A-
B). Additionally, at 72 hpf, deficiency of eaf1 or eaf2 
resulted in significant decrease in expression of axin2 
(Fig. S8C) and β-Catenin protein in RBCs (gata1a+ 
cells) (Fig. S9B). The decreased expression of gata1a 
and hbbe3 could be effectively rescued by treatment of 
Wnt agonist BIO at 24 hpf (Fig. 5E).

The transcriptional factor TCF4 (T-cell factor 4) in 
WNT/β-catenin signaling was reported to bind the pro-
moters of genes scl and lmo2 and regulate their expres-
sion (Liu et al. 2016b; Sturgeon et al. 2014). In this study, 
loss of eaf1 or eaf2 caused significant down-regulation of 
tcf4 in drl+ and gata1a+ erythrocytes (Fig. S9C). Mean-
while, we used chromatin immunoprecipitation-qPCR 
(ChIP-qPCR) to analyze the binding enrichment of pro-
tein TCF4 on scl and lmo2 promoters in this study. Com-
pared with the control, eaf1−/− and eaf2−/− embryos 
showed reduction (P < .001) in the binding enrichment of 

TCF4, the major endpoint mediator of the WNT signal-
ing, in both scl and lmo2 promoters at 24 hpf (Fig. 5D). 
These results suggested that disruption of zebrafish eaf1 
and eaf2 may reduce TCF4 enrichment in the scl and 
lmo2 promoters, thus down-regulating WNT/β-catenin 
signaling at 24 hpf.

Eaf1 and eaf2 modulate gata1a transcription 
through an epigenetic modified mechanism
Studies have indicated that eaf1/2 are part of the super 
elongation complex (SEC) family in transcriptional 
control and in epigenetic modification (Cucinotta and 
Arndt 2016; Luo et al. 2012; Zheng et al. 2021). Thus, we 
tested the protein levels of epigenetic modified proteins 
(H3K27Ac, H3K4me1, H3K4me3, and H3K27me3) in 
eaf1−/−, eaf2−/−, and control embryos at 14 hpf, 24 hpf 
and 72 hpf. Compared with the control, eaf1−/− and 
eaf2−/− embryos showed significant (P < .001) reduction 
in the level of H3K27Ac, H3K4me1, and H3K4me3, in 
contrast to upregulation (P < .05) in the protein level 
of H3K27me3 at both 14 hpf and 24 hpf (Figs.  6A-B, 
S10A-B). Meanwhile, knockdown of either eaf1 or eaf2 
led to decreased number of both drl+ and gata1a+ cells 
accompanied by increased H3K27me3 level in the cells 
(Figs. 6C-D). Similar results were observed in eaf1 and 
eaf2 mutants or morphants at 72 hpf (Figs. 6E, S10C). 
In addition, H3K27me3 protein level and expression 
of gata1a and hbbe3 could be recovered effectively by 
H3K27 methylation inhibitor (EPZ005687) in eaf1−/− 
and eaf2−/− mutants at 24 hpf (Figs. 7A, B).

Whether the increased expression of H3K27me3 could 
affect the expression of scl, lmo2, and gata1a in eaf1−/− 
and eaf2−/− mutants was tested by ChIP-qPCR analysis 
of the binding enrichment of H3K27me3 on scl, lmo2, or 
gata1a promoter respectively. In Fig.  7C, H3K27me3, a 
histone marker for transcription silence, was seen to be 
highly enriched (P < .001) in gata1a promoter, in contrast 
to no obvious changes in the enrichment of H3K27me3 
in both scl and lmo2 promoters in eaf1−/− and 

(See figure on next page.)
Fig. 5 Effects of eaf1/2 deficiency on WNT/β‑catenin signaling during fish erythrogenesis. A Protein levels of P‑β‑catenin ser 552 and β‑catenin 
in eaf1−/−, eaf2−/−, and WT embryos at 16 hpf and 24 hpf (A1‑A2), respectively, and quantitative analysis of protein level in each sample (A3‑A4). 
B Endogenous WNT/β‑catenin signaling activities in eaf1−/−, eaf2−/−, and WT embryos at 16 hpf and 24 hpf, respectively. One‑cell stage embryos 
were injected with TopFlash (as a reporter) and TK‑renilla (as an internal control) together, and the injected embryos were collected for assays at 16 
hpf and 24 hpf, respectively. C Double staining of gata1aDsRed+ and β‑Catetin, in the control and embryos injected with eaf1‑MO or eaf2‑MO at 
24 hpf (C1‑C15), and quantification of β‑Catenin immunofluorescence intensities in gata1aDsRed+ cells (C16), and C13‑C15 show the magnified 
views of C10‑C12, respectively. D Chromatin immunoprecipitation (ChIP) analysis of the binding enrichment of protein TCF4 on the promoter of 
gene scl (D1) and gene lmo2 (D2) in eaf1−/− and eaf2−/− embryonic cells at 24 hpf, respectively, with anti‑ IgG used as a negative control. E WISH 
analysis of the expression of gata1a and hbbe3 in eaf1−/−, eaf2−/−, WT embryos and the corresponding groups treated with Wnt activator BIO at 24 
hpf (E1‑E12), and statistical analysis of WISH results (E13, E14). Each experiment was repeated at least three times, with similar results for two or three 
replicates, and a representative result was shown. Data are mean ± SD. C1‑C15, E1‑E12, lateral view, anterior to the left. *P < .05, **P < .01, ***P < .001. 
NS, not significant. Scale bar = 200 μm (E1‑E12), 100 μm (C1‑C12), and 50 μm (C13‑C15)



Page 9 of 18Liu et al. Cell Regeneration           (2023) 12:10  

eaf2−/− embryos relative to the WT at both 14 hpf and 
24 hpf (Fig. S10D). These results suggested that disrupt-
ing zebrafish eaf1 and eaf2 may affect the enrichment of 
H3K27me3, especially on the promoter of gata1a rather 
than the promoters of scl and lmo2, indicating that eaf1 

and eaf2 may modulate gata1a transcription by modulat-
ing H3K27 trimethylation.

We also tested the expressions of erythropoiesis mark-
ers and Wnt signaling members in embryos with ectopic 
expression of eaf1 or eaf2 mRNA at primitive and 

Fig. 5 (See legend on previous page.)
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definitive erythropoiesis stages. Overexpression of either 
eaf1 or eaf2 produced opposite effects on the expression 
of erythropoiesis genes in mutants, such as erythropoie-
sis transcriptional factors lmo2, gata1a, scl, and Wnt 
indicator axin2 (Fig. S11), and caused increased Top-GFP 
expression opposite to those of eaf1 or eaf2 morphants 
(Fig. S12A). Meanwhile, the increased expression of 
erythrocyte hemoglobin gene hbbe3 was also observed 
in embryos with ectopic expression of either eaf1 or eaf2 
(Fig. S11). However, there were no significant difference 
for hypoxia tolerance among the WT and groups with 
ectopic expression of either eaf1 or eaf2 (Fig. S12C).

Discussion
Many previous studies have focused on the role of the 
EAF genes in tumor suppressor and transcriptional 
properties (Heydaran et  al. 2021; Liu et  al. 2020), but 
paid little attention to the linkage of EAF1 and EAF2 
dysfunction with erythropoiesis and hypoxia tol-
erance. In the study, we unveiled that (1) specific 

erythrogenesis defects occurred in eaf1−/− and eaf2−/− 
mutants; (2) loss of eaf1 and eaf2 in zebrafish reduced 
their hypoxia tolerance and caused dynamic changes 
in WNT/β-catenin signaling activities during erythro-
poiesis; (3) the changed expression of WNT/β-catenin 
signaling reduced the binding enrichment of WNT/β-
catenin transcriptional factor TCF4 on the promoters 
of scl and lmo2, meanwhile, the H3K27me3 immuno-
fluorescence intensity in drl+ and gata1a+ cells and the 
binding enrichment of histone H3K27me3 on the pro-
moter of gata1a increased, which contributed jointly to 
the reduced expression of scl, lmo2, and gata1a, leading 
to defective erythropoiesis and reduced hypoxia toler-
ance in the mutants.

Erythrocytes play an important role in transporting 
oxygen and exporting metabolites in  vivo (Baron 2013). 
Impairment in the generation of erythrocytes, a pro-
cess known as erythropoiesis, or in hemoglobin synthe-
sis, can alter cell function to reduce oxygen supply and 
lead to low oxygen resistance (Fago 2017). Consistently, 

Fig. 6 Effects of eaf1/2 deficiency on the protein levels of H3K27ac, H3K4me1, H3K4me3, and H3K27me3. A Protein levels of H3K27ac, H3K4me1, 
H3K4me3, and H3K27me3 in eaf1−/−, eaf2−/−, and WT embryos at 14 hpf (A1‑A4) and at 24 hpf (B). C, D Double staining of drlGFP+ and H3K27me3 
(C1‑C12), and gata1aDsRed+ and H3K27me3 (D1‑D12), in the control and embryos injected with eaf1‑MO and eaf2‑MO at 24 hpf or 48 hpf, and 
quantification of H3K27me3 immunofluorescence intensities in drlGFP+ cells (C13) and gata1aDsRed+ cells (D13), with white arrowheads indicating 
double‑positive cells. C10‑C12 and D10‑D12 show the magnified views of C7‑C9 and D7‑D9, respectively. E Western blotting analysis of H3K27me3 
protein level in eaf1−/−, eaf2−/− and WT larvae at 72 hpf (E1), and quantification of H3K27me3 (E2). Each experiment was repeated at least three 
times, with similar results for two or three replicates, and a representative result are shown. Data are mean ± SD. C1‑C12, D1‑D12, lateral view, 
anterior to the left. *P < .05, **P < .01, ***P < .001. NS, not significant. Scale bar = 100 μm (C1‑C9, D1‑D9) and 50 μm (C10‑C12, D10‑D12)



Page 11 of 18Liu et al. Cell Regeneration           (2023) 12:10  

depletion of eaf1 and eaf2 resulted in a severe reduction 
in the number of erythrocytes and hypoxia tolerance in 
zebrafish. This is consistent with a previous report that 
eaf1 knockdown disrupts primitive hematopoiesis (Hu 
et al. 2014). In addition, eaf1 mRNA could effectively res-
cue the erythrocytes’ marker gata1a and hbbe3 in both 

eaf1−/− and eaf2−/− mutants, and vice verse. Embryos 
with knockdown of both eaf1 and eaf2 exhibited more 
reduced expression in gata1a and hbbe3 compared 
with embryos with knockdown of either eaf1 or eaf2. 
Additionally, the decrease of bata-Catenin fluorescence 

Fig. 7 H3K27me3 protein level and expression of gata1a and hbbe3 could be recovered effectively by H3K27 methylation inhibitor (EPZ005687) 
in eaf1−/− and eaf2−/− mutants. A Western blotting analysis of H3K27me3 protein level in eaf1−/−, eaf2−/− and WT larvae, and the corresponding 
groups treated with EPZ (EPZ005687) at 24 hpf (A1), and quantification of H3K27me3 protein (A2). B WISH analysis of the expression of gata1a and 
hbbe3 in eaf1−/−, eaf2−/−, WT embryos and the corresponding groups treated with EPZ (EPZ005687) at 24 hpf (B1‑B12), and statistical analysis of 
WISH results (B13, B14). C ChIP‑qPCR analysis of the binding enrichment of protein H3K27me3 on the promoter of gene gata1a in eaf1−/− and 
eaf2−/− embryonic cells at both 14 hpf (C1) and 24 hpf (C2), with anti‑ IgG used as a negative control. D The working model of eaf1 and eaf2 in 
regulating erythropoiesis. Knockout of eaf1 or eaf2 causes the reduced RBCs and the changed H3K27me3 ‑ gata1a signaling axis, resulting in 
changes in the binding enrichment of H3K27me3 on the promoter of gene gata1a in zebrafish. Meanwhile, eaf1 and eaf2 promote zebrafish 
erythropoiesis by modulating the canonical WNT/β‑catenin signaling pathway in a developmental stage‑specific manner. Each experiment was 
repeated at least three times, with similar results for two or three replicates, and a representative result are shown. Data are mean ± SD. B1‑B12, 
lateral view, anterior to the left. *P < .05, **P < .01, ***P < .001. NS, not significant. Scale bar = 200 μm (B1‑B12)
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intensity in gata1a+ cells and of Top-GFP activities in 
the brain and spinal cord was more substantial in the 
embryos with knockdown of both eaf1 and eaf2, sug-
gesting eaf1 and eaf2 may play redundant roles in eryth-
ropoiesis in zebrafish, consistently with the reports in 
Arabidopsis thaliana (Dabas et  al. 2021) and in plasma 
cells (Arumemi et  al. 2013) that EAF1 and EAF2 share 
some redundantly biological roles. Expression of related 
family genes is upregulated by genetic compensation 
mechanism when one homology is knockout (El-Brolosy 
et  al. 2019; Ma et  al. 2019). In this study, the transcrip-
tional adaptation between eaf1 and eaf2 in erythro-
cyte progenitor drl+ or gata1a+ cells was also observed, 
although we could not observe the transcriptional adap-
tation between eaf1 and eaf2 in the whole embryos.

Scl and Lmo2 are required for erythrocyte develop-
ment (Dooley et  al. 2005; Patterson et  al. 2007; Tijssen 
et al. 2011), and gata1a is essential for erythrocyte devel-
opment in zebrafish (Ferreira et al. 2005). In the present 
study, significant reduction was observed in the expres-
sion of erythrogenesis transcriptional regulator gata1a at 
14 hpf, 24 hpf, and 72 hpf, as well as the erythrogenesis 
transcriptional regulators scl and lmo2 at 24 hpf and 72 
hpf, and the reduced expression of these three endpoint 
regulators (gata1a, scl and lmo2) in erythrogenesis cer-
tainly led to reduced primitive and definitive erythrogen-
esis in eaf1−/− and eaf2−/− mutants. Meanwhile, eaf1/2 
deletion caused reduction in RBCs, coupled with an 
increased number of hematopoietic stem/progenitor cells 
and unchanged expression of vascular markers, suggest-
ing that eaf1/2 deletion might disrupt the differentiation 
and formation of RBCs, but not influence the commit-
ment of HSPCs and vascular cells, inferring that eaf1/2 
deletion specifically affects erythrogenesis.

Previous studies have shown that zebrafish EAF1 
and EAF2 regulate anterior and posterior pattern dur-
ing zebrafish embryogenesis by suppressing canoni-
cal WNT/β-catenin signaling, which might be the 
mechanism for EAF1 and EAF2 in tumor suppression 
(Liu et  al. 2013). In this study, we found that deple-
tion of eaf1 or eaf2 resulted in a notable upregulation 
of gene axin2 at 16 hpf while downregulation at 24 hpf 
and 72 hpf. Axin2 is a pivotal WNT/β-catenin activity 
indicator in cells, with an important role in the regula-
tion of β-catenin stability in the WNT/β-catenin path-
way. Consistently, we also found obviously increased 
level of P-β-Catenin-Ser552 at 16 hpf, which is a piv-
otal indicator of active Wnt signaling (Ahmadzadeh 
et al. 2016), but its level was almost undetectable in the 
two mutants at 24 hpf. Consistently, TopFlash activi-
ties increased at 16 hpf while significantly reduced at 
24 hpf in both eaf1−/− and eaf2−/− mutants. Addition-
ally, β-Catenin level was obviously reduced in RBCs 

from embryos and larvae with functional deficiency 
of either eaf1 or eaf2 at both 24 hpf and 72 hpf, fur-
ther suggesting that depletion of eaf1 or eaf2 caused 
dynamic changes in WNT/β-catenin activities during 
erythrogenesis, with upregulation first at 16 hpf and 
then downregulation at 24 hpf and 72 hpf, which might 
jointly contribute to the primitive and definitive eryth-
rogenesis defects in eaf1−/− and eaf2−/− mutants.

In eaf1−/− and eaf2−/− mutants, the WNT/β-catenin 
signaling targets scl and lmo2 were significantly upregu-
lated at 14 hpf, but downregulated at 24 hpf. Additionally, 
ChIP-qPCR assays revealed that depletion of Eaf1 or Eaf2 
caused significant reduction in the binding enrichment 
of TCF4 on promoters of the genes scl and lmo2, which 
might lead to the significantly reduced expression of both 
scl and lmo2 in the mutants at 24 hpf, contributing to 
defective erythrogenesis in the mutants.

Previous studies have also shown that epigenetic modi-
fications function importantly in erythropoiesis (Ge 
et al. 2014; Hu et al. 2009; Wang et al. 2021; Wong et al. 
2011; Yang et al. 2019) and EAF1/2 are part of the super 
elongation complex (SEC) family with epigenetic modi-
fication function (Cucinotta and Arndt 2016; Luo et  al. 
2012; Zheng et al. 2021). In this study, the protein levels 
of H3K4me1, H3K4me3, H3K27ac, and H3K27me3 are 
changed in the eaf1−/− and eaf2−/− mutants, with down-
regulation for H3K4me1, H3K4me3 and H3K27ac while 
up-regulation for H3K27me3. H3K4me1 is an enhancer 
marker (Bae & Lesch 2020), H3K4me3 is a promoter 
marker (Ruthenburg et  al. 2007), H3K27ac is a marker 
of both promoter and enhancer (Creyghton et al. 2010), 
and H3K27me3 is a marker for gene suppression (Gan 
et al. 2015; Zhang et al. 2022). In this study, we observe 
increased level of H3K27me3 protein in erythrocyte 
progenitor drl+ and gata1a+ cells at both 24 hpf and 72 
hpf, and find the binding enrichment of H3K27me3 on 
gata1a promoter is significantly increased at both 14 hpf 
and 24 hpf, in contrast to no obvious change in the bind-
ing enrichment of H3K27me3 on scl or lmo2 promoters 
in eaf1−/− and eaf2−/− embryonic cells, indicating that 
eaf1 and eaf2 could activate gata1a rather than scl or 
lmo2 transcription by suppressing the epigenetic modi-
fied protein H3K27me3 during primitive and definitive 
erythrogenesis. Meanwhile, we also observe the impaired 
response of hypoxia-inducible genes hif1αb, hif2αb, 
hif3α, cited2, pai1 and ldha in the mutants eaf1−/− and 
eaf2−/− after hypoxia stimulation, which not only might 
be another contributor for the reduced hypoxia tolerance 
occurred in the mutants, but also consistent with previ-
ous reports that EAF family genes are required for the 
normal expressions of hypoxia-inducible genes (Chen 
et al. 2014).
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This study provides impartial evidence that Eaf1 and 
Eaf2 regulate zebrafish erythrogenesis by modulating the 
expression of scl or lmo2 and WNT/β-catenin signaling 
in a developmental-stage-specific manner. However, why 
WNT/β-catenin signaling activity is upregulated at 16 
hpf but downregulated from 24 hpf during erythrogene-
sis process is still unknown and needs to be further eluci-
dated in future studies. In this study, we unveil a function 
of eaf1 and eaf2 in erythropoiesis and hypoxia tolerance 
in zebrafish. Our study provides new insights into the 
molecular mechanism underlying erythropoiesis, which 
not only has general implications in regeneration medi-
cine of anemia and related diseases, but also provides evi-
dence that genes eaf1 and eaf2 are important molecules 
in modulating fish economic or productive traits, such as 
growth, disease resistance, hypoxia tolerance, and so on 
(Gui et al. 2021; Kafina and Paw 2018; Patton et al. 2021; 
Zhang et al. 2021).

Conclusions
In summary, we found that Eaf1 or Eaf2 dysfunc-
tion caused reduced RBCs and hypoxia tolerance in 
zebrafish. Loss of eaf1 and eaf2 caused significant 
changes in the expression of epigenetic modified his-
tones, with a significant increase of H3K27me3 enrich-
ment in gata1a promoter. Meanwhile, deficiency of 
eaf1 or eaf2 resulted in a dynamic expression of canon-
ical WNT/β-catenin signaling during erythropoiesis, 
with reduced β-Catenin level and enrichment of the 
WNT transcriptional factor TCF4 in both scl and lmo2 
promoters.This study not only has general implica-
tions in regeneration medicine of anemia and related 
diseases, but also provides evidence that genes eaf1 
and eaf2 are important molecules in modulating fish 
economic or productive traits, such as growth, disease 
resistance, hypoxia tolerance, and so on.

Methods
The full names and abbreviations of genes tested in this 
study are listed in Table S1.

Zebrafish strains
The ages of embryos and larvae were expressed by hours 
post-fertilization (hpf), days post-fertilization (dpf), and 
months post-fertilization (mpf).

Generation of eaf2 mutant zebrafish embryos by CRISPR/
Cas9 system
In this study, eaf1−/− (Δ1, -5) was used as we described 
previously (Liu et al. 2018), and eaf2−/− (Δ2, -10) mutants 
were generated using the CRISPR/Cas9 system using 

the following guide RNA (gRNA) targeting sequence: 5’- 
CGG GAG GAG AGC TCT TGG TGC TGG A − 3’, with the 
gRNA synthesized using T7 RNA polymerase. The mix-
ture of gRNA target (500 ng/µL) and Cas9 protein (600 
ng/µL) was co-injected into one-cell stage embryos, fol-
lowed by raising the injected embryos to sexual maturity 
and screening for a stable F2 homozygous line. Genotyp-
ing assays of eaf2 heterozygote and homozygous mutants 
were performed using the primers listed in Table S2. 
Wild-type (WT) (AB line), eaf1−/− and eaf2−/−zebrafish 
were maintained under standard conditions as described 
previously (Liu et  al. 2009). Male and female zebrafish 
were kept separately until mating and spawning. Embryos 
were obtained by natural spawning and cultured at 28.5℃ 
in an incubator.

Drug treatment
In this study, Bio (6-Bromoindirubin-3’-oxime) (B1686, 
Sigma-Aldrich) was prepared as described previously 
(Liu et al. 2013; Zhang et al. 2020). EPZ005687 (E125682, 
Aladdin) was dissolved in DMSO (D2650, Biosharp). 
Embryos from the control, eaf1−/− and eaf2−/− mutants 
at bud stage were exposed to BIO (0.05 µM) and 
EPZ005687 (2 µM) respectively, and were harvested at 
indicated stages. Biological replicates were performed 3 
times with over 10 embryos per group one time.

Quantitative real‑time PCR
To determine the expression of eaf1 and eaf2 in eaf1−/−, 
eaf2−/− and WT embryos, expression of hif1αb, hif2αb, 
hif3α, cited2, pai1 and ldha in eaf1−/−, eaf2−/− and WT 
embryos or larvae under hypoxia, and expression of 
gata1a, hbbe3, lmo2, scl, axin2, fzd3a and znf703 in the 
embryos injected with eaf1 mRNA or eaf2 mRNA at 
14 hpf and 24 hpf, and qRT–PCR was conducted as we 
reported previously (Liu et  al. 2017; Zhang et  al. 2020). 
The primer sequences are listed in Table S3, and the 
primer sequences of cited2, pai1 and ldha have been 
reported previously (Cai et  al. 2018 ). Each sample was 
run in triplicate and repeated at least three times. Differ-
ences were calculated by the ΔΔCt comparative quanti-
zation method using β-actin as an internal control.

One step cell‑direct qRT–PCR
In this study, Tg (drl: GFP) and Tg (gata1a: DsRed) 
embryos at 24 hpf or 48 hpf were disaggregated into sus-
pended single cells using our previously reported method 
(Chen et  al. 2019). The GFP-positive cell (drl+ cells) 
and DsRed-positive cells (gata1a+ cells) (5000–10,000 
sorted cells/sample) were sorted into the lysis solution 
provided by the CellsDirect™ One-Step qRT–PCR Kit 
(Invitrogen, 11753-100) using fluorescence-activated 



Page 14 of 18Liu et al. Cell Regeneration           (2023) 12:10 

cell sorting based flow cytometry (FACS) (BD FacsAria 
SORP, 650110M3, BioDot, USA). The lysates were used 
as template for one step cell-direct qRT–PCR. Primer 
sequences of the tested genes are shown in Table S3, 
including eaf1, eaf2, gata1a, hbbe3, tcf4, myod and olig2. 
One step cell-direct qRT–PCR was performed as we 
reported previously (Chen et al. 2019).

Hypoxia treatment
In this study, the hypoxia treatment followed a previously 
reported method (Cai et  al. 2020). Briefly, the InvivO2 
300 Hypoxia Workstation was used for hypoxia treat-
ment of zebrafish embryos and larvae (24 hpf and 72 hpf) 
and adults (6 mpf), with the  O2 concentration adjusted 
to the appropriate value (2% for larvae and 5% for adults) 
before the experiments. The adult zebrafish (6 mpf) with 
a similar body weight (0.30 ± 0.02 g) were selected for the 
hypoxia tolerance tests, where eaf1−/−, eaf2−/−, and WT 
adult zebrafish were placed separately into 250 mL flasks, 
each containing 250 mL of water, with 3 adult zebrafish 
per flask.

For embryos and larvae hypoxia tolerance test, eaf1−/−, 
eaf2−/−, and WT zebrafish larvae were placed into a 
60 mm cell culture dish filled with 5 mL of water, with 30 
larvae per dish. Before the experiment, the oxygen con-
centration in the InvivO2 300 Hypoxia Workstation was 
adjusted to 2%, and each experiment was repeated three 
times. Meanwhile, eaf1−/−, eaf2−/−, and WT larvae or 
adult zebrafish exposed to normoxia (21%  O2) were used 
for comparison.

Oxygen consumption of adult zebrafish
We measured the zebrafish oxygen consumption of WT, 
eaf1−/−, and eaf2−/− mutants in 250 mL flasks (each 
containing 250 mL of water). The initial oxygen concen-
tration in the water of each flask was measured with an 
LDO101 probe (HQ40d, HACH) (8.00 ± 0.12 mg/L). For 
this experiment, a total of 18 adult zebrafish (6 eaf1−/−; 
6 eaf−/−, and 6 WT siblings) with a similar body weight 
were selected and placed separately in 18 flasks, followed 
by sealing the flasks tightly. After 4  h (h), we measured 
the oxygen concentration in the 9 flasks containing eaf1-
null (eaf1−/−), eaf2-null (eaf2−/−) and WT zebrafish sib-
lings (1 zebrafish per flask) with the LDO101 probe. After 
8 h, we measured the oxygen concentration individually 
in the remaining nine flasks with the LDO101 probe.

Flow cytometry
In this study, adult WKM samples of eaf1−/−, eaf2−/− 
and WT zebrafish were prepared as described (Hou 
et al. 2017; Traver et al. 2003). Briefly, cell suspensions of 

WKM were obtained by aspiration using a 1-mL syringe 
in ice-cold 1×PBS containing 5% FBS, and then filtered 
using a 40-µm mesh. Samples were stained with pro-
pidium iodide (Invitrogen, USA) to exclude dead cells 
and debris, and were analyzed using a CytoFLEX Flow 
Cytometer (Beckman Coulter, USA).

O‑dianisidine staining
To detect the hemoglobin level in living embryos, o-dian-
isidine staining (D9143, Sigma-Aldrich) was used to 
indicate the hemoglobin in the eaf1−/−, eaf2−/− and con-
trol embryos at 36, 48, 60, 72, and 96 hpf as previously 
reported (Amatruda and Zon 1999; O’brien 1961; Zhou 
et  al. 2016). After staining, a rust-colored precipitate 
(labeled hemoglobin) appeared specifically in erythroid 
cells, and the treated embryos with a lighter colored pre-
cipitate were defined as embryos with reduced erythro-
cytes (hemoglobin). Next, the embryos were transferred 
to 100% glycerol for stereoscopic observation and pho-
tographing, followed by calculating the percentage of 
embryos with reduced hemoglobin as reported previ-
ously (Zhang et al. 2015).

Morpholino (MO) and mRNA synthesis
The eaf1 and eaf2 MO sequences have been reported 
previously (Liu et al. 2013). The full-length eaf1 and eaf2 
were amplified with the specific primers shown in Table 
S4, and synthesized using the Ambion MAXIscript T7 
Kit (Cat#AM1344, Invitrogen, USA) as instructed by the 
manufacturer. The MOs and mRNAs were injected into 
one-cell stage embryos, with the MO dose of eaf1 or eaf2 
at 8 ng/embryo, and the mRNA concentration of eaf1 or 
eaf2 at 200 pg/embryo as we reported previously (Liu 
et al. 2013).

Whole‑mount in situ hybridization (WISH)
WISH detection followed our previously reported 
method (Jin et  al. 2021) using our recently reported 
genes as probes: hbbe1 (hemoglobin beta embryonic-1.1), 
hbbe2 (hemoglobin beta embryonic-2), hbbe3 (hemo-
globin beta embryonic-3), scl (T-cell acute lymphocytic 
leukemia 1), lmo2 (LIM domain only 2), gata1a (GATA 
binding protein 1a), gata2 (GATA binding protein 2a), 
fli1 (Fli-1 proto-oncogene), flk1 (kinase insert domain 
receptor like), c-myb (v-myb avian myeloblastosis viral 
oncogene homolog), runx1 (RUNX family transcription 
factor 1), rag1 (recombination activating 1), myod (myo-
genic differentiation 1), wnt3 (wingless-type MMTV 
integration site family, member 3), wnt16 (wingless-type 
MMTV integration site family, member 16), fzd2 (friz-
zled class receptor 2), axin2 (conductin, axil), and so on 
(Galloway et  al. 2005; Jin et  al. 2021; Zhang et  al. 2018; 
Zhou et al. 2016). Some probes were amplified from the 
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cDNA pool using the primers displayed in Table S5. For 
WISH data, the number in the right-down corner in 
each panel in WISH figures in the experimental groups 
was shown as  Nchanged/Ntotal, where  Nchanged indicates the 
number of embryos with reduced or increased expres-
sion, and  Ntotal indicates the total number of embryos in a 
group; the number in WISH figures in the control groups 
was shown as  Nnormal/Ntotal, where  Nnormal indicates the 
number of embryos with normal expression and  Ntotal 
indicates the total number of embryos in a group.

Western blot
Embryos at 14 hpf and 24 hpf were homogenized using 
RIPA (Radio Immunoprecipitation Assay) lysis buffer (10 
mM Tris–HCl, 10% glycerol, 1% SDS, 1% Chap; G3423, 
GBCBIO, China) with proteinase inhibitor (P2714, 
Roche), followed by adding appropriate SDS-PAGE load-
ing buffer, boiling the obtained protein for 10  min, and 
separating an almost equal amount of protein in each 
line by polyacrylamide gel electrophoresis. After trans-
ferring the separated protein to a polyvinylidene fluoride 
microporous membrane (Bio-Rad Laboratories, Her-
cules, CA, USA), the blots were blocked with 0.5% skim 
milk in TBS containing 0.1% Triton X-100, followed by 
incubation first with the primary antibodies (1:1000), 
and then with secondary antibodies (BL033A, Biosharp 
1:1000). Finally, the blots were visualized using enhanced 
chemiluminescence (Bio-Rad Laboratories, Hercules, 
CA, USA). The following antibodies were used in the 
assays: EAF1 (A17798, ABclonal), EAF2 (ab151692, 
Abcam), HIF-1a (A7553, ABclonal), β-Catenin (AF8340, 
Affinity), Phospho-β-Catenin-S552 (AP0979, ABclonal), 
Actin (AC026, ABclonal), GAPDH (AC001, ABclonal) 
H3K4me1 (A2355, ABclonal), H3K4me3 (A2357, 
ABclonal), H3K27me3 (A2363, ABclonal), H3K27ac 
(A7253, ABclonal), anti-H3 (A2348, ABclonal).

Luciferase reporter assays
Luciferase reporter assays were performed as described 
previously (Liu et  al. 2018; Liu et  al. 2013). 8xTopFlash 
reporter (25ng/uL) and pTK-renilla (5ng/uL) were co-
injected into one-cell stage embryos as we performed 
previously (Liu et  al. 2013). The luciferase activities 
of 8xTopFlash reporter in eaf1−/−, eaf2−/−, and WT 
embryos at 16 hpf and 24 hpf were measured using the 
Dual-luciferase Reporter Assay System (DL101, Vazyme) 
following the protocol of the manufacturer. The data 
were reported as the mean ± SD of three independent 
experiments in triplicate (Liu et al. 2018).

Immunofluorescence
Immunofluorescence of whole-mount zebrafish embryos 
followed a previously reported method (He et al. 2020). In 

this study, Tg (drl: GFP) embryos at 24 hpf and Tg (gata1a: 
DsRed) embryos at 24/48/72 hpf were collected and fixed 
in 4% paraformaldehyde overnight, and permeabilized 
with 1  mg/mL collagenase (AC15L141, Life- iLab Bio-
tech, China) for 25 min and blocking in 3% BSA for 1 h. 
Then the embryos were incubated with anti-GFP (AE011, 
ABclonal)/anti-DsRed (AE002, ABclonal) and anti-
H3K27me3 (A2363, ABclonal)/beta-Catenin (8480, Cell 
Signaling Technology) overnight at 4 ℃, respectively. After 
washing with PBST, the embryos were incubated with 
Alexa Fluor 555-conjugated anti-mouse (AS057, ABclonal) 
and FITC-conjugated anti-rabbit antibodies (BL033A, 
Biosharp, China). Images were captured using a Leica TCS 
SP8 confocal laser microscope (Wetzlar, Germany).

ChIP‑qPCR
Chromatin immunoprecipitation-qPCR (ChIP-qPCR) 
assays were performed as we reported recently (Jin et al. 
2021). The chorions of ~ 500 14/24 hpf eaf1−/−, eaf2−/−, 
and WT embryos were removed separately by pronase, 
followed by collecting the cross-linked cells from the 
dechorinated eggs, washing the cells twice with 1xPBS, 
obtaining the precipitation by centrifugation, and succes-
sive treatment for 10 min separately in lysis buffer 1 (50 
mM HEPES-KOH pH 7.5, 140 mM NaCl, 1 mM EDTA, 
10% glycerol, 0.5% NP-40, 0.25% Triton X-100) and lysis 
buffer 2 (10 mM Tris-HCl pH 8.0, 200 mM NaCl, 1 mM 
EDTA, 0.5 mM EGTA). Next, the pellet was suspended in 
1 mL nucleus lysis buffer 3 (10 mM Tris-HCl pH 8, 100 
mM NaCl, 1 mM EDTA, 0.5 mM EGTA, 0.1% Na-Deoxy-
cholate, 0.5% N-lauroylsarcosine), followed by sonication 
to obtain ~ 200–500 bp chromatin DNA fragments.

After sonication, the input control, TCF4 (A1141, China, 
ABclonal Technology), H3K27me3 antibody (A2363, 
China, ABclonal Technology), and IgG (Beyotime Inc, 
China) ChIP groups were treated as described previously 
(Jin et al. 2021). Finally, the ChIP DNA was recovered by 
phenol/chloroform/isoamylal-cohol (25:24:1) extraction 
and precipitated by ethanol. The pellet was re-suspended 
in water and used as a template for qPCR. The tested 
genes and their primers used for ChIP-qPCR are listed in 
Table S6, and qPCR and data analysis followed a recently 
reported method (Jin et al. 2021; Liu et al. 2017).

Statistical analysis
GraphPad Prism 8.0 and SPSS 20.0 software were used 
for statistical analysis of the data, such as WISH, immu-
nofluorescence, RT-qPCR and ChIP–qPCR. The signifi-
cance of changes was estimated by one-way analysis of 
variance (ANOVA) and multiple sample repeated com-
parisons. The statistical significance between groups 
was determined at P < .05 (*), P < .01 (**) or P < .001 (***).
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Abbreviations
ChIP‑qPCR Chromatin immunoprecipitation‑qPCR
RIPA Radio‑Immunoprecipitation Assay
TBS Tris Buffered Saline
PBS Phosphate Buffered Saline
WISH Whole‑mount in situ hybridization
EGTA  Ethylene Glycol Tetraacetic Acid
BSA Bovine serum albumin
FACS Fluorescence‑activated cell sorting based flow cytometry
HSPC Hematopoietic stem and progenitor cell
dpf days post fertilization
hpf hours post fertilization
mpf months post‑fertilization
WT Wild type
RBCs Red blood cells
Hb Hemoglobin
TGF‑β Transforming growth factor bate
drl draculin

Supplementary Information
The online version contains supplementary material available at https:// doi. 
org/ 10. 1186/ s13619‑ 022‑ 00154‑3.

Additional file 1: Fig. S1. Effects of eaf1/2 deficiency on the phenotype 
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eaf1/2 deficiency on the expressions of hypoxia inducible factor/genes in 
zebrafish embryos and larvae under hypoxia. Fig. S4. Effects of eaf1/2 defi‑
ciency on erythrogenesis in zebrafish. Fig. S5. The functional redundancy 
between eaf1 and eaf2 during zebrafish erythropoiesis development. 
Fig. S6. Effects of eaf1/2 deficiency on the expression of genes gata2/fli1/
flk1/myod. Fig. S7. Effects of eaf1/2 deficiency on the expression of runx1, 
c-myb, rag1, gata1a and lmo2. Fig. S8. Effects of eaf1/2 deficiency on 
WNT/β‑catenin signaling during fish embryogenesis. Fig. S9. Immu‑
nofluorescence of β‑Catenin protein in RBCs (gata1a+ cells). Fig. S10. 
Effects of eaf1/2 deficiency on the protein levels of H3K27ac, H3K4me1, 
H3K4me3, and H3K27me3. Fig. S11. Effects of overexpression of eaf1, eaf2 
and overexpression of both genes on erythrogenesis and Wnt signaling. 
Fig. S12. Effects of overexpression of eaf1, eaf2 and overexpression of 
both genes on expression of gata1a, lmo2, axin2, wnt16 and fzd2, and the 
hypoxic tolerance of the larvae with ectopic expression. Table S1. Genes 
tested in this study. Table S2. Sequences of primers for mutated target 
loci detection. Table S3. Sequences of primers for RT‑qPCR and One Step 
Cell‑Direct qRT–PCR. Table S4. Sequences of primers for full‑length CDS. 
Table S5. Primer pairs for WNT Signaling genes examined in the study. 
Table S6. sequences of primer used for ChIP‑qPCR.

Additional file 2: Effects of EAF1/2 deficiency on hypoxia tolerance in 
zebrafish. Movie S1. Wild‑type (left, WT), eaf1-/- (middle) and eaf2-/- (right) 
zebrafish (3 mpf, body‑weight =0.31 ± 0.04g, mean ± SD) showed no 
obvious difference in behavior during initial hypoxia stress in a hypoxia 
workstation (5%  O2), related to Fig. S2B. Movie S2. The eaf1-/- (middle) and 
eaf2-/- (right) zebrafish (3 mpf, body‑weight =0.31 ± 0.04g; mean ± SD) 
were dead or dying compared with the active WT zebrafish (left) under 
hypoxia (5%  O2) for 50 min, related to Fig. S2B.

Acknowledgements
We are grateful to Prof. Anming Meng (Tsinghua University), Prof. Lili Jing 
(Shanghai Jiao Tong University) for providing Tg (gata1a: DsRed) and Tg (drl: 
GFP) transgenic lines, respectively. We also thank China Zebrafish Resource 
Center (CZRC) for providing Tg(top:dGFP) (Catalog ID: CZ25) transgenic line.

Authors’ contributions
J‑XL, WYL and SHL designed the experiments, WYL, SHL, LYL and ZPT per‑
formed the experiments; J‑XL, WYL and SHL wrote the manuscript. All authors 
have read and approved the final manuscript.

Funding
This work was supported by the Nation Natural Science Foundation of 
China (Program No. 32070807), by the National Key R&D Program of China 
(2018YFD0900101), and by the project 2020SKLBC‑KF06 of State Key Labora‑
tory of Biocontrol.

Availability of data and materials
All data generated or analyzed during this study are included in this article.

Declarations

Ethics approval and consent to participate
All animals and experiments were conducted in accordance with the “Guide‑
lines for Experimental Animals” approved by the Institutional Animal Care and 
Use Ethics Committee of Huazhong Agricultural University (HZAUFI‑2016‑007). 
The manuscript does not involve the use of any human data or tissue.

Consent for publication
Not applicable.

Competing interests
The authors declare that they have no conflict of interests.

Received: 14 July 2022   Accepted: 28 November 2022

References
Ahmadzadeh A, Norozi F, Shahrabi S, Shahjahani M, Saki N. Wnt/β‑catenin 

signaling in bone marrow niche. Cell Tissue Res. 2016;363(2):321–35. 
https:// doi. org/ 10. 1007/ s00441‑ 015‑ 2300‑y.

Ai J, Pascal LE, Wei L, Zang Y, Zhou Y, Yu X, et al. EAF2 regulates DNA repair 
through Ku70/Ku80 in the prostate. Oncogene. 2017;36(15):2054–65. 
https:// doi. org/ 10. 1038/ onc. 2016. 373.

Amatruda JF, Zon LI. Dissecting hematopoiesis and disease using the zebrafish. 
Dev Biol. 1999;216(1):1–15. https:// doi. org/ 10. 1006/ dbio. 1999. 9462.

Aoki M, Hecht A, Kruse U, Vogt K. Nuclear endpoint of wnt signaling: neoplastic 
transformation induced by transactivating lymphoid‑enhancing factor 1. 
Proc Natl Acad Sci U S A. 1999;96(1):139–44. https:// doi. org/ 10. 1073/ pnas. 
96.1. 139.

Arumemi F, Bayles I, Paul J, Milcarek C. Shared and discrete interacting partners 
of ELL1 and ELL2 by yeast two‑hybrid assay. Adv Biosci Biotechnol. 
2013;4(7):774–80. https:// doi. org/ 10. 4236/ abb. 2013. 47101.

Bae S, Lesch BJ. H3K4me1 Distribution Predicts Transcription State and Poising 
at Promoters. Front Cell Dev Biol. 2020;8:289. https:// doi. org/ 10. 3389/ fcell. 
2020. 00289.

Baron MH. Concise review: early embryonic erythropoiesis: not so primitive after 
all. Stem Cells. 2013;31(5):849–56. https:// doi. org/ 10. 1002/ stem. 1342.

Cai L, Phong BL, Fisher AL, Wang Z. Regulation of fertility, survival, and cuticle 
collagen function by the Caenorhabditis elegans eaf‑1 and ell‑1 genes. J Biol 
Chem. 2011;286(41):35915–21. https:// doi. org/ 10. 1074/ jbc. M111. 270454.

Cai X, Zhang D, Wang J, Liu X, Ouyang G, Xiao W. Deletion of the fih gene encod‑
ing an inhibitor of hypoxia‑inducible factors increases hypoxia tolerance in 
zebrafish. J Biol Chem. 2018;293(40):15370–80. https:// doi. org/ 10. 1074/ jbc. 
RA118. 003004.

Cai X, Zhou Z, Zhu J, Liao Q, Zhang D, Liu X, et al. Zebrafish Hif3α modulates 
erythropoiesis via regulation of gata1 to facilitate hypoxia tolerance. Devel‑
opment. 2020;147(22):dev185116. https:// doi. org/ 10. 1242/ dev. 185116.

Chen MY, Luo Y, Xu JP, Chang MX, Liu JX. Copper regulates the susceptibility of zebrafish 
larvae to inflammatory stimuli by controlling neutrophil/macrophage survival. Front 
Immunol. 2019;10:2599. https:// doi. org/ 10. 3389/ fimmu. 2019. 02599.

Chen Z, Liu X, Mei Z, Wang Z, Xiao W. EAF2 suppresses hypoxia‑induced factor 
1α transcriptional activity by disrupting its interaction with coactivator 
CBP/p300. Mol Cell Biol. 2014;34(6):1085–99. https:// doi. org/ 10. 1128/ 
MCB. 00718‑ 13.

https://doi.org/10.1186/s13619-022-00154-3
https://doi.org/10.1186/s13619-022-00154-3
https://doi.org/10.1007/s00441-015-2300-y
https://doi.org/10.1038/onc.2016.373
https://doi.org/10.1006/dbio.1999.9462
https://doi.org/10.1073/pnas.96.1.139
https://doi.org/10.1073/pnas.96.1.139
https://doi.org/10.4236/abb.2013.47101
https://doi.org/10.3389/fcell.2020.00289
https://doi.org/10.3389/fcell.2020.00289
https://doi.org/10.1002/stem.1342
https://doi.org/10.1074/jbc.M111.270454
https://doi.org/10.1074/jbc.RA118.003004
https://doi.org/10.1074/jbc.RA118.003004
https://doi.org/10.1242/dev.185116
https://doi.org/10.3389/fimmu.2019.02599
https://doi.org/10.1128/MCB.00718-13
https://doi.org/10.1128/MCB.00718-13


Page 17 of 18Liu et al. Cell Regeneration           (2023) 12:10  

Creyghton MP, Cheng AW, Welstead GG, Kooistra T, Carey BW, Steine EJ, et al. 
Histone H3K27ac separates active from poised enhancers and predicts 
developmental state. Proc Natl Acad Sci U S A. 2010;107(50):21931–6. 
https:// doi. org/ 10. 1073/ pnas. 10160 71107.

Cucinotta CE, Arndt KM. SnapShot: transcription elongation. Cell. 
2016;166(4):1058. https:// doi. org/ 10. 1016/j. cell. 2016. 07. 039.

Dabas P, Dhingra Y, Sweta K, Chakrabarty M, Singhal R, Tyagi P, et al. Arabidopsis 
thaliana possesses two novel ELL associated factor homologs. IUBMB Life. 
2021;73(9):1115–30. https:// doi. org/ 10. 1002/ iub. 2513.

Dabas P, Sweta K, Ekka M, Sharma N. Structure function characterization of the 
ELL Associated factor (EAF) from Schizosaccharomyces pombe. Gene. 
2018;641:117–28. https:// doi. org/ 10. 1016/j. gene. 2017. 10. 031.

Davidson AJ, Zon LI. The ‘definitive’ (and ‘primitive’) guide to zebrafish hemat‑
opoiesis. Oncogene. 2004;23(43):7233–46. https:// doi. org/ 10. 1038/ sj. onc. 
12079 43.

de Jong JL, Zon LI. Use of the zebrafish system to study primitive and defini‑
tive hematopoiesis. Annu Rev Genet. 2005;39:481–501. https:// doi. org/ 
10. 1146/ annur ev. genet. 39. 073003. 095931.

Dimartino JF, Miller T, Ayton PM, Landewe T, Hess JL, Cleary ML, et al. A 
carboxy‑terminal domain of ELL is required and sufficient for immortali‑
zation of myeloid progenitors by MLL‑ELL. Blood. 2000;96(12):3887–93. 
https:// doi. org/ 10. 1182/ blood. V96. 12. 3887.

Dooley KA, Davidson AJ, Zon LI. Zebrafish scl functions independently in 
hematopoietic and endothelial development. Dev Biol. 2005;277(2):522–
36. https:// doi. org/ 10. 1016/j. ydbio. 2004. 09. 004.

El‑Brolosy MA, Kontarakis Z, Rossi A, Kuenne C, Guenther S, Fukuda N, et al. 
Genetic compensation triggered by mutant mRNA degradation. Nature. 
2019;568(7751):193–7. https:// doi. org/ 10. 1038/ s41586‑ 019‑ 1064‑z.

Fago A. Functional roles of globin proteins in hypoxia‑tolerant ectothermic 
vertebrates. J Appl Physiol. 2017;123(4):926–34. https:// doi. org/ 10. 1152/ 
jappl physi ol. 00104. 2017.

Ferreira R, Ohneda K, Yamamoto M, Philipsen S. GATA1 function, a paradigm for 
transcription factors in hematopoiesis. Mol Cell Biol. 2005;25(4):1215–27. 
https:// doi. org/ 10. 1128/ MCB. 25.4. 1215‑ 1227. 2005.

Galloway JL, Wingert RA, Thisse C, Thisse B, Zon LI. Loss of gata1 but not gata2 
converts erythropoiesis to myelopoiesis in zebrafish embryos. Dev Cell. 
2005;8(1):109–16. https:// doi. org/ 10. 1016/j. devcel. 2004. 12. 001.

Gan ES, Xu Y, Ito T. Dynamics of H3K27me3 methylation and demethylation in 
plant development. Plant Signal Behav. 2015;10(9):e1027851. https:// doi. 
org/ 10. 1080/ 15592 324. 2015. 10278 51.

Ge L, Zhang RP, Wan F, Guo DY, Wang P, Xiang LX, et al. TET2 plays an essential 
role in erythropoiesis by regulating lineage‑specific genes via DNA oxida‑
tive demethylation in a zebrafish model. Mol Cell Biol. 2014;34(6):989–
1002. https:// doi. org/ 10. 1128/ MCB. 01061‑ 13.

Gui JF, Zhou L, Li XY. Rethinking fish biology and biotechnologies in the chal‑
lenge era for burgeoning genome resources and strengthening food 
security. Water Biology and Security. 2021;100002. https:// doi. org/ 10. 
1016/j. watbs. 2021. 11. 001.

He J, Mo D, Chen J, Luo L. Combined whole‑mount fluorescence in situ 
hybridization and antibody staining in zebrafish embryos and larvae. Nat 
Protoc. 2020;15(10):3361–79. https:// doi. org/ 10. 1038/ s41596‑ 020‑ 0376‑7.

Heydaran S, Naeimi S, Galehdari H. Concurrent down‑regulation of the EAF1 
and the EAF2 genes in the invasive ductal carcinoma type of breast cancer. 
Revista Geintec Gestao Inovacao E Tecnologias. 2021;11(2):1620–8. https:// 
doi. org/ 10. 47059/ REVIS TAGEI NTEC. V11I2. 1785.

Hou HA, Lu JW, Lin TY, Tsai CH, Chou WC, Lin CC, et al. Clinico‑biological signifi‑
cance of suppressor of cytokine signaling 1 expression in acute myeloid leu‑
kemia. Blood Cancer J. 2017;7(7):e588. https:// doi. org/ 10. 1038/ bcj. 2017. 67.

Hu B, Zhang W, Feng X, Ji W, Xie X, Xiao W. Zebrafish eaf1 suppresses foxo3b 
expression to modulate transcriptional activity of gata1 and spi1 in primi‑
tive hematopoiesis. Dev Biol. 2014;388(1):81–93. https:// doi. org/ 10. 1016/j. 
ydbio. 2014. 01. 005.

Hu X, Ybarra R, Qiu Y, Bungert J, Huang S. Transcriptional regulation by TAL1: a 
link between epigenetic modifications and erythropoiesis. Epigenetics. 
2009;4(6):357–61. https:// doi. org/ 10. 4161/ epi.4. 6. 9711.

Jin X, Liu W, Miao J, Tai Z, Li L, Guan P, et al. Copper ions impair zebrafish 
skeletal myofibrillogenesis via epigenetic regulation. FASEB J. 
2021;35(7):e21686. https:// doi. org/ 10. 1096/ fj. 20210 0183R.

Kafina MD, Paw BH. Using the zebrafish as an approach to examine the mech‑
anisms of vertebrate erythropoiesis. Methods Mol Biol. 2018;1698:11–36. 
https:// doi. org/ 10. 1007/ 978‑1‑ 4939‑ 7428‑3_2.

Kenner AL. Identification and characterization of post‑translational modifica‑
tions on EAF1 and EAF2 in prostate cancer. Front Plant Sci. 2014;11:1–26. 
https:// doi. org/ 10. 3389/ fpls. 2020. 00125.

Laframboise S, Baetz K. Uncovering the role of Eaf1 in the delicate balance 
of lipid droplet synthesis and membrane composition in Saccharo‑
myces cerevisiae. FASEB J. 2021;35(S1):05280. https:// doi. org/ 10. 1096/ 
fasebj. 2021. 35. S1. 05280.

Lee FS, Percy MJ. The HIF pathway and erythrocytosis. Annu Rev Pathol. 
2011;6:165–92. https:// doi. org/ 10. 1146/ annur ev‑ pathol‑ 011110‑ 130321.

Liu JX, Hu B, Wang Y, Gui JF, Xiao W. Zebrafish eaf1 and eaf2/u19 mediate effec‑
tive convergence and extension movements through the maintenance 
of wnt11 and wnt5 expression. J Biol Chem. 2009;284(24):16679–92. 
https:// doi. org/ 10. 1074/ jbc. M109. 009654.

Liu JX, Xu QH, Li S, Yu XD, Liu WY, Ouyang G, et al. Transcriptional factors Eaf1/2 
inhibit endoderm and mesoderm formation via suppressing TGF‑β sign‑
aling. Biochim Biophys Acta Gene Regul Mech. 2017;860(10):1103–16. 
https:// doi. org/ 10. 1016/j. bbagrm. 2017. 09. 001.

Liu JX, Xu QH, Yu X, Zhang T, Xie X, Ouyang G. Eaf1 and Eaf2 mediate zebrafish 
dorsal‑ventral axis patterning via suppressing Wnt/β‑Catenin activity. Int J 
Biol Sci. 2018;14(7):705–16. https:// doi. org/ 10. 7150/ ijbs. 18997.

Liu JX, Zhang D, Xie X, Ouyang G, Liu X, Sun Y, et al. Eaf1 and Eaf2 nega‑
tively regulate canonical Wnt/β‑catenin signaling. Development. 
2013;140(5):1067–78. https:// doi. org/ 10. 1242/ dev. 086157.

Liu R, Chen C, Li Y, Huang Q, Xue Y. ELL‑associated factors EAF1/2 negatively 
regulate HIV‑1 transcription through inhibition of Super Elonga‑
tion complex formation. Biochim Biophys Acta Gene Regul Mech. 
2020;1863(5):194508. https:// doi. org/ 10. 1016/j. bbagrm. 2020. 194508.

Liu X, Cai X, Hu B, Mei Z, Zhang D, Ouyang G, et al. Forkhead transcription 
factor 3a (FOXO3a) modulates Hypoxia Signaling via Up‑regulation of the 
von Hippel‑Lindau Gene (VHL). J Biol Chem. 2016a;291(49):25692–705. 
https:// doi. org/ 10. 1074/ jbc. M116. 745471.

Liu Y, Huang D, Wang Z, Wu C, Zhang Z, Wang D, et al. LMO2 attenuates tumor 
growth by targeting the wnt signaling pathway in breast and colorectal 
cancer. Sci Rep. 2016b;6(1):1–11. https:// doi. org/ 10. 1038/ srep3 6050.

Lorenzo FR, Huff C, Myllymäki M, Olenchock B, Swierczek S, Tashi T, et al. A 
genetic mechanism for tibetan high‑altitude adaptation. Nat Genet. 
2014;46(9):951–6. https:// doi. org/ 10. 1038/ ng. 3067.

Luo RT, Lavau C, Du C, Simone F, Polak PE, Kawamata S, et al. The elongation 
domain of ELL is dispensable but its ELL‑associated factor 1 interaction 
domain is essential for MLL‑ELL‑induced leukemogenesis. Mol Cell Biol. 
2001;21(16):5678–87. https:// doi. org/ 10. 1128/ MCB. 21. 16. 5678‑ 5687. 2001.

Luo Z, Lin C, Shilatifard A. The super elongation complex (SEC) family in transcrip‑
tional control. Nat Rev Mol Cell Biol. 2012;13(9):543–7. https:// doi. org/ 10. 
1038/ nrm34 17.

Ma Z, Zhu P, Shi H, Guo L, Zhang Q, Chen Y, et al. PTC‑bearing mRNA elicits 
a genetic compensation response via Upf3a and COMPASS com‑
ponents. Nature. 2019;568(7751):259–63. https:// doi. org/ 10. 1038/ 
s41586‑ 019‑ 1057‑y.

O’brien B. Identification of haemoglobin by its catalase reaction with peroxide 
and o‑dianisidine. Stain Technol. 1961;36(2):57–61. https:// doi. org/ 10. 
3109/ 10520 29610 91132 44.

Paik EJ, Zon LI. Hematopoietic development in the zebrafish. Int J Dev Biol. 
2010;54(6–7):1127–37. https:// doi. org/ 10. 1387/ ijdb. 09304 2ep.

Pang B, Zheng XR, Tian JX, Gao TH, Gu GY, Zhang R, et al. EZH2 promotes 
metabolic reprogramming in glioblastomas through epigenetic repres‑
sion of EAF2‑HIF1α signaling. Oncotarget. 2016;7(29):45134–43. https:// 
doi. org/ 10. 18632/ oncot arget. 9761.

Patterson LJ, Gering M, Eckfeldt CE, Green AR, Verfaillie CM, Ekker SC, et al. The 
transcription factors scl and Lmo2 act together during development of 
the hemangioblast in zebrafish. Blood. 2007;109(6):2389–98. https:// doi. 
org/ 10. 1182/ blood‑ 2006‑ 02‑ 003087.

Patton EE, Zon LI, Langenau DM. Zebrafish disease models in drug discov‑
ery: from preclinical modelling to clinical trials. Nat Rev Drug Discov. 
2021;20(8):1–18. https:// doi. org/ 10. 1038/ s41573‑ 021‑ 00210‑8.

Playford MP, Bicknell D, Bodmer WF, Macaulay VM. Insulin‑like growth factor 
1 regulates the location, stability, and transcriptional activity of beta 
‑catenin. Proc Natl Acad Sci U S A. 2000;97(22):12103–8. https:// doi. org/ 
10. 1073/ pnas. 21039 4297.

Polak PE, Simone F, Kaberlein JJ, Luo RT, Thirman MJ. ELL and EAF1 are cajal 
body components that are disrupted in MLL‑ELL leukemia. Mol Biol Cell. 
2003;14(4):1517–28. https:// doi. org/ 10. 1091/ mbc. e02‑ 07‑ 0394.

https://doi.org/10.1073/pnas.1016071107
https://doi.org/10.1016/j.cell.2016.07.039
https://doi.org/10.1002/iub.2513
https://doi.org/10.1016/j.gene.2017.10.031
https://doi.org/10.1038/sj.onc.1207943
https://doi.org/10.1038/sj.onc.1207943
https://doi.org/10.1146/annurev.genet.39.073003.095931
https://doi.org/10.1146/annurev.genet.39.073003.095931
https://doi.org/10.1182/blood.V96.12.3887
https://doi.org/10.1016/j.ydbio.2004.09.004
https://doi.org/10.1038/s41586-019-1064-z
https://doi.org/10.1152/japplphysiol.00104.2017
https://doi.org/10.1152/japplphysiol.00104.2017
https://doi.org/10.1128/MCB.25.4.1215-1227.2005
https://doi.org/10.1016/j.devcel.2004.12.001
https://doi.org/10.1080/15592324.2015.1027851
https://doi.org/10.1080/15592324.2015.1027851
https://doi.org/10.1128/MCB.01061-13
https://doi.org/10.1016/j.watbs.2021.11.001
https://doi.org/10.1016/j.watbs.2021.11.001
https://doi.org/10.1038/s41596-020-0376-7
https://doi.org/10.47059/REVISTAGEINTEC.V11I2.1785
https://doi.org/10.47059/REVISTAGEINTEC.V11I2.1785
https://doi.org/10.1038/bcj.2017.67
https://doi.org/10.1016/j.ydbio.2014.01.005
https://doi.org/10.1016/j.ydbio.2014.01.005
https://doi.org/10.4161/epi.4.6.9711
https://doi.org/10.1096/fj.202100183R
https://doi.org/10.1007/978-1-4939-7428-3_2
https://doi.org/10.3389/fpls.2020.00125
https://doi.org/10.1096/fasebj.2021.35.S1.05280
https://doi.org/10.1096/fasebj.2021.35.S1.05280
https://doi.org/10.1146/annurev-pathol-011110-130321
https://doi.org/10.1074/jbc.M109.009654
https://doi.org/10.1016/j.bbagrm.2017.09.001
https://doi.org/10.7150/ijbs.18997
https://doi.org/10.1242/dev.086157
https://doi.org/10.1016/j.bbagrm.2020.194508
https://doi.org/10.1074/jbc.M116.745471
https://doi.org/10.1038/srep36050
https://doi.org/10.1038/ng.3067
https://doi.org/10.1128/MCB.21.16.5678-5687.2001
https://doi.org/10.1038/nrm3417
https://doi.org/10.1038/nrm3417
https://doi.org/10.1038/s41586-019-1057-y
https://doi.org/10.1038/s41586-019-1057-y
https://doi.org/10.3109/10520296109113244
https://doi.org/10.3109/10520296109113244
https://doi.org/10.1387/ijdb.093042ep
https://doi.org/10.18632/oncotarget.9761
https://doi.org/10.18632/oncotarget.9761
https://doi.org/10.1182/blood-2006-02-003087
https://doi.org/10.1182/blood-2006-02-003087
https://doi.org/10.1038/s41573-021-00210-8
https://doi.org/10.1073/pnas.210394297
https://doi.org/10.1073/pnas.210394297
https://doi.org/10.1091/mbc.e02-07-0394


Page 18 of 18Liu et al. Cell Regeneration           (2023) 12:10 

Prummel KD, Hess C, Nieuwenhuize S, Parker HJ, Mosimann C. A conserved 
regulatory program initiates lateral plate mesoderm emergence across 
chordates. Nat Commun. 2019;10(1):3857. https:// doi. org/ 10. 1038/ 
s41467‑ 019‑ 11561‑7.

Rahbar S. Hemoglobin: structure, function, evolution, and pathology. Am J 
Hum Genet. 1983;35(4):781–2. https:// doi. org/ 10. 1021/ ja013 51a616.

Roesner A, Mitz SA, Hankeln T, Burmester T. Globins and hypoxia adaptation in 
the goldfish, Carassius auratus. FEBS J. 2008;275(14):3633–43. https:// doi. 
org/ 10. 1111/j. 1742‑ 4658. 2008. 06508.x.

Ruthenburg AJ, Allis CD, Wysocka J. Methylation of lysine 4 on histone H3: 
intricacy of writing and reading a single epigenetic mark. Mol Cell. 
2007;25(1):15–30. https:// doi. org/ 10. 1016/j. molcel. 2006. 12. 014.

Scott DB, Jin W, Ledford HK, Jung HS, Honma MA. EAF1 regulates vegeta‑
tive‑phase change and flowering time in Arabidopsis. Plant Physiol. 
1999;120(3):675–84. https:// doi. org/ 10. 1104/ pp. 120.3. 675.

Simone F, Luo RT, Polak PE, Kaberlein JJ, Thirman MJ. ELL‑associated factor 
2 (EAF2), a functional homolog of EAF1 with alternative ELL bind‑
ing properties. Blood. 2003;101(6):2355–62. https:// doi. org/ 10. 1182/ 
blood‑ 2002‑ 06‑ 1664.

Sturgeon CM, Ditadi A, Awong G, Kennedy M, Keller G. Wnt signaling controls 
the specification of definitive and primitive hematopoiesis from human 
pluripotent stem cells. Nat Biotechnol. 2014;32(6):554–61. https:// doi. org/ 
10. 1038/ nbt. 2915.

Sweta K, Dabas P, Sharma N. Sequence, structural and functional conservation 
among the human and fission yeast ELL and EAF transcription elonga‑
tion factors. Mol Biol Rep. 2021;49(2):1–18. https:// doi. org/ 10. 1007/ 
s11033‑ 021‑ 06958‑x.

Tai Z, Li L, Zhao G, Liu JX. Copper stress impairs angiogenesis and lym‑
phangiogenesis during zebrafish embryogenesis by down‑regulating 
pERK1/2‑foxm1‑MMP2/9 axis and epigenetically regulating ccbe1 
expression. Angiogenesis. 2022;25:241–57. https:// doi. org/ 10. 1007/ 
s10456‑ 021‑ 09827‑0.

Tarafdar A, Dobbin E, Corrigan P, Freeburn R, Wheadon H. Canonical wnt sign‑
aling promotes early hematopoietic progenitor formation and erythroid 
specification during embryonic stem cell differentiation. PLoS ONE. 
2013;8(11):e81030. https:// doi. org/ 10. 1371/ journ al. pone. 00810 30.

Tian R, Losilla M, Lu Y, Yang G, Zakon H. Molecular evolution of globin genes in 
Gymnotiform electric fishes: relation to hypoxia tolerance. BMC Evol Biol. 
2017;17(1):1–14. https:// doi. org/ 10. 1186/ s12862‑ 017‑ 0893‑3.

Tijssen MR, Cvejic A, Joshi A, Hannah RL, Ferreira R, Forrai A, et al. Genome‑wide 
analysis of simultaneous GATA1/2, RUNX1, FLI1, and SCL binding in mega‑
karyocytes identifies hematopoietic regulators. Dev Cell. 2011;20(5):597–
609. https:// doi. org/ 10. 1016/j. devcel. 2011. 04. 008.

Traver D, Paw BH, Poss KD, Penberthy WT, Lin S, Zon LI. Transplantation and 
in vivo imaging of multilineage engraftment in zebrafish bloodless 
mutants. Nat Immunol. 2003;4(12):1238–46. https:// doi. org/ 10. 1038/ 
ni1007.

Tsai FY, Orkin SH. Transcription factor GATA‑2 is required for proliferation/
survival of early hematopoietic cells and mast cell formation, but not for 
erythroid and myeloid terminal differentiation. Blood. 1997;89(10):3636–
43. https:// doi. org/ 10. 1182/ blood. V89. 10. 3636.

Wang Y, Yu L, Engel JD, Singh SA. Epigenetic activities in erythroid cell gene 
regulation. Semin Hematol. 2021;58(1):4–9. https:// doi. org/ 10. 1053/j. 
semin hemat ol. 2020. 11. 007.

Wawrowski A, Gerlach F, Hankeln T, Burmester T. Changes of globin expression 
in the japanese medaka (Oryzias latipes) in response to acute and chronic 
hypoxia. J Comp Physiol B. 2011;181(2):199–208. https:// doi. org/ 10. 1007/ 
s00360‑ 010‑ 0518‑2.

Wilusz M, Majka M. Role of the Wnt/β‑catenin network in regulating hemat‑
opoiesis. Arch Immunol Ther Exp. 2008;56(4):257. https:// doi. org/ 10. 1007/ 
s00005‑ 008‑ 0029‑y.

Wong P, Hattangadi SM, Cheng AW, Frampton GM, Young RA, Lodish HF. Gene 
induction and repression during terminal erythropoiesis are mediated by 
distinct epigenetic changes. Blood. 2011;118(16):e128‑e38. https:// doi. 
org/ 10. 1182/ blood‑ 2011‑ 03‑ 341404.

Xiao W. The hypoxia signaling pathway and hypoxic adaptation in fishes. 
Sci China Life Sci. 2015;58(2):148–55. https:// doi. org/ 10. 1007/ 
s11427‑ 015‑ 4801‑z.

Xiao W, Ai J, Habermacher G, Volpert O, Yang X, Zhang AY, et al. U19/Eaf2 binds 
to and stabilizes von hippel‑lindau protein. Cancer Res. 2009;69(6):2599–
606. https:// doi. org/ 10. 1158/ 0008‑ 5472. CAN‑ 08‑ 2595.

Yang F, Hu H, Liu Y, Shao M, Shao C, Gong Y. Cul4a promotes zebrafish primitive 
erythropoiesis via upregulating scl and gata1 expression. Cell Death Dis. 
2019;10(6):1–13. https:// doi. org/ 10. 1038/ s41419‑ 019‑ 1629‑7.

Zhang J, Zhang Y, You Q, Huang C, Zhang T, Wang M, et al. Highly enriched 
BEND3 prevents the premature activation of bivalent genes during dif‑
ferentiation. Science. 2022:eabm0730. https:// doi. org/ 10. 1126/ scien ce. 
abm07 30.

Zhang T, Guan PP, Liu WY, Zhao G, Fang YP, Fu H, et al. Copper stress induces 
zebrafish central neural system myelin defects via WNT/NOTCH‑hoxb5b 
signaling and pou3f1/fam168a/fam168b DNA methylation. Biochim 
Biophys Acta Gene Regul Mech. 2020;1863(10):194612. https:// doi. org/ 
10. 1016/j. bbagrm. 2020. 194612.

Zhang T, Xu L, Wu JJ, Wang WM, Mei J, Ma XF, et al. Transcriptional responses 
and mechanisms of copper‑induced dysfunctional locomotor behavior 
in zebrafish embryos. Toxicol Sci. 2015;148(1):299–310. https:// doi. org/ 10. 
1093/ toxsci/ kfv184.

Zhang Y, Chen M, Chen C. Using the zebrafish as a genetic model to study 
erythropoiesis. Int J Mol Sci. 2021;22(19):10475. https:// doi. org/ 10. 3390/ 
ijms2 21910 475.

Zhang Y, Ding Z, Zhao G, Zhang T, Xu Q, Cui B, et al. Transcriptional responses 
and mechanisms of copper nanoparticle toxicology on zebrafish 
embryos. J Hazard Mater. 2018;344:1057–68. https:// doi. org/ 10. 1016/j. 
jhazm at. 2017. 11. 039.

Zheng B, Aoi Y, Shah AP, Iwanaszko M, Das S, Rendleman EJ, et al. Acute per‑
turbation strategies in interrogating RNA polymerase II elongation factor 
function in gene expression. Genes Dev. 2021;35(3–4):273–85. https:// doi. 
org/ 10. 1101/ gad. 346106. 120.

Zhou XY, Zhang T, Ren L, Wu JJ, Wang W, Liu JX. Copper elevated embryonic 
hemoglobin through reactive oxygen species during zebrafish erythro‑
genesis. Aquat Toxicol. 2016;175:1–11. https:// doi. org/ 10. 1016/j. aquat ox. 
2016. 03. 008.

https://doi.org/10.1038/s41467-019-11561-7
https://doi.org/10.1038/s41467-019-11561-7
https://doi.org/10.1021/ja01351a616
https://doi.org/10.1111/j.1742-4658.2008.06508.x
https://doi.org/10.1111/j.1742-4658.2008.06508.x
https://doi.org/10.1016/j.molcel.2006.12.014
https://doi.org/10.1104/pp.120.3.675
https://doi.org/10.1182/blood-2002-06-1664
https://doi.org/10.1182/blood-2002-06-1664
https://doi.org/10.1038/nbt.2915
https://doi.org/10.1038/nbt.2915
https://doi.org/10.1007/s11033-021-06958-x
https://doi.org/10.1007/s11033-021-06958-x
https://doi.org/10.1007/s10456-021-09827-0
https://doi.org/10.1007/s10456-021-09827-0
https://doi.org/10.1371/journal.pone.0081030
https://doi.org/10.1186/s12862-017-0893-3
https://doi.org/10.1016/j.devcel.2011.04.008
https://doi.org/10.1038/ni1007
https://doi.org/10.1038/ni1007
https://doi.org/10.1182/blood.V89.10.3636
https://doi.org/10.1053/j.seminhematol.2020.11.007
https://doi.org/10.1053/j.seminhematol.2020.11.007
https://doi.org/10.1007/s00360-010-0518-2
https://doi.org/10.1007/s00360-010-0518-2
https://doi.org/10.1007/s00005-008-0029-y
https://doi.org/10.1007/s00005-008-0029-y
https://doi.org/10.1182/blood-2011-03-341404
https://doi.org/10.1182/blood-2011-03-341404
https://doi.org/10.1007/s11427-015-4801-z
https://doi.org/10.1007/s11427-015-4801-z
https://doi.org/10.1158/0008-5472.CAN-08-2595
https://doi.org/10.1038/s41419-019-1629-7
https://doi.org/10.1126/science.abm0730
https://doi.org/10.1126/science.abm0730
https://doi.org/10.1016/j.bbagrm.2020.194612
https://doi.org/10.1016/j.bbagrm.2020.194612
https://doi.org/10.1093/toxsci/kfv184
https://doi.org/10.1093/toxsci/kfv184
https://doi.org/10.3390/ijms221910475
https://doi.org/10.3390/ijms221910475
https://doi.org/10.1016/j.jhazmat.2017.11.039
https://doi.org/10.1016/j.jhazmat.2017.11.039
https://doi.org/10.1101/gad.346106.120
https://doi.org/10.1101/gad.346106.120
https://doi.org/10.1016/j.aquatox.2016.03.008
https://doi.org/10.1016/j.aquatox.2016.03.008

	Zebrafish ELL-associated factors Eaf12 modulate erythropoiesis via regulating gata1a expression and WNT signaling to facilitate hypoxia tolerance
	Abstract 
	Background
	Results
	Loss of eaf1 and eaf2 leads to reduced hypoxia tolerance in zebrafish
	Disruption of eaf1 and eaf2 in zebrafish reduces erythrocytes
	Disruption of zebrafish eaf1 and eaf2 affects the expression of erythropoiesis transcriptional factors
	Eaf1 and eaf2 regulate scl and lmo2 transcription by modulating canonical WNTβ-catenin signaling in a developmental stage specific manner
	Eaf1 and eaf2 modulate gata1a transcription through an epigenetic modified mechanism

	Discussion
	Conclusions
	Methods
	Zebrafish strains
	Generation of eaf2 mutant zebrafish embryos by CRISPRCas9 system
	Drug treatment
	Quantitative real-time PCR
	One step cell-direct qRT–PCR
	Hypoxia treatment
	Oxygen consumption of adult zebrafish
	Flow cytometry
	O-dianisidine staining
	Morpholino (MO) and mRNA synthesis
	Whole-mount in situ hybridization (WISH)
	Western blot
	Luciferase reporter assays
	Immunofluorescence
	ChIP-qPCR
	Statistical analysis

	Acknowledgements
	References


