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1  | INTRODUC TION

Uncontrolled proliferation and maturation of hematopoietic stem 
cells are the characteristics of acute myeloid leukaemia (AML), which 

is the most common and severe form of acute leukaemia in adults.1,2 
Although great progress has been made in the diagnosis and treat-
ment of AML, the overall 5- year survival rate of patients is still very 
low due to high recurrence rate and chemical resistance, which is 

 

Received: 28 June 2020  |  Revised: 2 March 2021  |  Accepted: 26 March 2021

DOI: 10.1111/jcmm.16539  

O R I G I N A L  A R T I C L E

ZEB1 serves as an oncogene in acute myeloid leukaemia 
via regulating the PTEN/PI3K/AKT signalling pathway by 
combining with P53

Lanlan Li1,2 |   Yubin Feng1,2 |   Shuang Hu1,2 |   Yan Du1,2 |   Xiaoling Xu1,2 |   
Meiju Zhang1,2 |   Xiaoqing Peng1,2 |   Feihu Chen1,2

This is an open access article under the terms of the Creative Commons Attribution License, which permits use, distribution and reproduction in any medium, 
provided the original work is properly cited.
© 2021 The Authors. Journal of Cellular and Molecular Medicine published by Foundation for Cellular and Molecular Medicine and John Wiley & Sons Ltd.

Lanlan Li and Yubin Feng contributed equally to this work and should be considered co- first authors.  

1The Key Laboratory of Major Autoimmune 
Diseases of Anhui Province, Anhui Institute 
of Innovative Drugs, School of Pharmacy, 
Anhui Medical University, Hefei, China
2The Key Laboratory of Anti- inflammatory 
and Immune Medicines, Ministry of 
Education, Hefei, China

Correspondence
Feihu Chen, School of Pharmacy, Anhui 
Medical University, Hefei, Anhui Province, 
230032, China.
Email: chenfeihu@ahmu.edu.cn

Funding information
Chen Feihu Central Support for Local- 
Provincial Translational Medicine 
Project in 2017, Grant/Award Number: 
2017zhyx31; Anhui Science and Technology 
Major Project, Grant/Award Number: 
17030801020

Abstract
Acute myeloid leukaemia is a complex, highly aggressive hematopoietic disorder. 
Currently, in spite of great advances in radiotherapy and chemotherapy, the prog-
nosis for AML patients with initial treatment failure is still poor. Therefore, the need 
for novel and efficient therapies to improve AML treatment outcome has become 
desperately urgent. In this study, we identified the expression of ZEB1 (a transcrip-
tion factor) and focused on its possible role and mechanisms in the progression of 
AML. According to the data provided by the Gene Expression Profiling Interactive 
Analysis (GEPIA), high expression of ZEB1 closely correlates with poor prognosis in 
AML patients. Additionally, the overexpression of ZEB1 was observed in both AML 
patients and cell lines. Further functional experiments showed that ZEB1 depletion 
can induce AML differentiation and inhibit AML proliferation in vitro and in vivo. 
Moreover, ZEB1 expression was negatively correlated with tumour suppressor P53 
expression and ZEB1 can directly bind to P53. Our results also revealed that ZEB1 
can regulate PTEN/PI3K/AKT signalling pathway. The inhibitory effect of ZEB1 si-
lencing on PTEN/PI3K/AKT signalling pathway could be significantly reversed by P53 
small interfering RNA treatment. Overall, the present data indicated that ZEB1 may 
be a promising therapeutic target for AML treatment or a potential biomarker for 
diagnosis and prognosis.
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considered as the main obstacle of AML treatment.3- 7 Consequently, 
identifying novel therapeutic strategies to prevent or treat of AML 
is considerably needed.

Epithelial- mesenchymal transition (EMT) is considered to be a 
critical process in normal embryonic development, which has also 
been revealed to be involved in the tumorigenesis, metastasis and 
drug resistance.8 Zinc finger E- box- binding homeobox 1 (ZEB1), a 
member of the zinc finger transcription factor family, regulates the 
expression of epithelial/mesenchymal markers (such as E- cadherin, 
N- cadherin and vimentin) to modulate the EMT progression.9 Up- 
regulation of ZEB1 has been found in a variety of tumours and posi-
tively correlated with the degree of malignancy and poor prognosis.10 
Previous studies have shown that ZEB1 acts with other transcrip-
tional regulators and regulates tumour metastasis via EMT in lung 
cancer,11 hepatoma,12 breast cancer12,13 and colorectal cancer.14,15 
In addition, ZEB1 is implicated in the regulation of proliferation 
and differentiation of various cells, such as neuronal progenitors,16 
vascular smooth muscle cells17 and osteoblasts.18 Wafaa Ghoneim 
Shousha al19 reports that ZEB1 has potential as diagnostic and prog-
nostic marker for AML. However, the specific molecular mechanism 
has not been clarified.

P53 serves as a well- known tumour suppressor that is impli-
cated in tumorigenesis and tumour progression. It is reported that 
the expression and function of P53 can be directly or indirectly af-
fected by several zinc finger transcription factors, including ZEB1, 
Snail and Slug. Recently, the findings of Fu et al showed that ZEB1 
deletion results in the stabilization and activation of p53 protein 
and thereby inhibiting mammary epithelial tumours growth and 
progression.20

The PTEN/PI3K/AKT signalling pathway plays a vital role in the 
initiation and progression of multiple tumours by modulating cell 
proliferation, differentiation, invasion and metastasis.21 In a recent 
study, miR- 205 suppresses the activation of AKT/mTOR signalling 
pathway by down- regulation of ZEB1, reverses EMT and thereby 
inhibits glioblastoma cells migration and invasion.22 In addition, 
PTP4A1 promotes proliferation and invasion in intrahepatic cholan-
giocarcinoma via up- regulating ZEB1, accompanied by the activation 
of PI3K/AKT pathway.23 In addition, P53 can regulate the PTEN/
PI3K/AKT signalling pathway.24 Based on the above observations, 
the present study was conducted to explore whether ZEB1 regu-
lated the PTEN/PI3K/AKT signalling pathway by associating with 
P53 in AML.

2  | MATERIAL S AND METHODS

2.1 | Cell culture

Normal monocyte cell line SC, acute myeloid leukaemia cell lines NB4, 
K562 and THP- 1 were all purchased from the Shanghai Institute of 
Cell Biology, Chinese Academy of Sciences and cultured in our labo-
ratory under standard conditions. The medium was changed every 
24 hours, and the subculture cells were changed every 48 hours. 

Scrambled siRNA, ZEB1 siRNA and P53 siRNA were synthesized 
by GeneChem (Shanghai, China). GV141- ZEB1 and empty GV141- 
control were also designed by GeneChem. Transfection of cells was 
conducted using Lipofectamine™ 2000 (Invitrogen, USA) according 
to the manufacturer's protocol. The medium was exchanged 6 hours 
after transfection. All experiments were repeated at least three 
times.

2.2 | Western blot analysis

Total lysates from cells or tissue samples were extracted using RIPA 
lysis buffer (Beyotime) containing protease inhibitor cocktail. After 
being mixed with 5× loading buffer, samples were boiled at 100°C 
for 10 minutes and then subjected to SDS/PAGE on a 10% gel. 
Protein signals were visualized using enhanced chemiluminescence 
(ECL) system (Thermo Fisher Scientific, Rochester, NY). The primary 
antibodies used were as follows: ZEB1, P53, CDK4, cyclin A2, cyclin 
D1, p- Rb, CD11b, CD14, PI3K, p- PI3K, AKT, p- AKT and PTEN. All 
antibodies were from Abcam, Danvers, MA, USA and diluted 1:1000. 
The primary antibody for β- actin (Bioss, Beijing, China) was used at 
a 1:500 dilution.

2.3 | Differentiation marker analysis

After the respective treatment, cells were harvested and washed 
twice with pre- cooling PBS, followed by incubation with 1 µL 
CD11b- PE/CD14- FITC antibody for 30 minutes at 4°C and pro-
tected from light. Finally, the samples were analysed by a CytoFLEX 
flow cytometer (Beckman Coulter).

2.4 | Cell cycle analysis

After the respective treatment, cells were harvested and washed 
twice with pre- cooling PBS and then fixed in 75% cold ethanol at 
−20℃ overnight. After centrifugation at 1000 × g for 10 minutes, the 
cells were resuspended in PBS containing RNAse A (20 μg /mL) for 
30 minutes at 37°C water bath, and then, 400 µl PI was added and 
incubated on ice for 30 minutes. Stained cells were evaluated by a 
flow cytometry (Becton Dickinson) to determine cell cycle distribu-
tion. Data were analysed using ModFit software (Verity Software 
House).

2.5 | Double- immunofluorescent staining

Double- immunofluorescent staining was performed to assess colo-
calization of ZEB1 and P53. Cells were plated in six- well plates and 
fixed with 4% paraformaldehyde for 10 minutes, blocked with 10% 
BSA for 10 minutes and incubated with primary antibodies and sec-
ondary antibody, respectively. Afterwards, DAPI was used to stain 
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the nucleus and cells were observed under a laser scanning confocal 
microscope.

2.6 | Tumour xenografts

6- week- old male NCG nude mice were purchased from the Nanjing 
Model Animal Institute. The mice were fed in SPF centre of Anhui 
Medical University (Hefei, China) for 1 week to adapt new envi-
ronment before the beginning of the experiment. The mice were 
then randomly classified into two groups (n = 6), 1 × 106 stably 
transfected NB4 cells were implanted into the armpit of the mice 
via subcutaneous injection. Finally, the tumour- bearing mice were 
sacrificed, and the tumours from each group were photographed 
and weighed. The present study was approved by the Ethics and 
Research Committees of Anhui Medical University and performed 
in accordance with the National Institutes of Health Guide for the 
Care and Use of Laboratory Animals.

2.7 | Samples

Bone human bone marrow specimens from newly diagnosed AML 
patients and healthy volunteers were obtained from the First 
Affiliated Hospital of Anhui Medical University. 3– 5 mL of the bone 
marrow was collected by bone marrow puncture. Bone marrow 
mononuclear cells (BMMC) from each sample were then isolated by 
standard Ficoll- Hypaque density centrifugation. The present study 
was approved by the Ethics and Research Committees of the First 
Affiliated Hospital of Anhui Medical University. Written informed 
consent was get from all subjects in accordance with the Declaration 
of Helsinki.

2.8 | Co- immunoprecipitation (Co- IP) assay

The co- immunoprecipitation assay (Co- IP) assay was conducted 
using the Co- IP Pull- Down Kit (Ribobio Guangzhou) according to 
the manufacturer's protocol. NB4 and THP- 1 cells were lysed in pre-
chilled lysis buffer containing phosphatase inhibitors and protease 
inhibitors. Lysates were incubated with protein A/G beads and anti- 
ZEB1 antibodies with gentle shaking overnight at 4°C. Beads were 
then washed extensively, eluted with the buffer and analysed by an 
immunoblot analysis as previously described.

2.9 | Statistical analysis

SPSS software (version 19.0) was used for statistical analysis of 
data, and all values are represented by mean ± standard devia-
tion (SD). Students' t test was used for comparison among groups, 
and single ANOVA was used for comparison among multiple 

groups, P < 0.05 was considered statistically significant (*P < 0.05, 
**P < 0.01).

3  | RESULTS

3.1 | ZEB1 was up- regulated in AML and suggests 
poor prognosis

To investigate potential significance of ZEB1 in AML, we first analysed 
the expression levels of ZEB1 in AML using the available data sets from 
the GEPIA database (http://gepia.cance r- pku.cn/detail.php). Relatively 
high level of ZEB1 was detected in AML patients (left bar) compared 
with normal cases (right bar) (Figure 1A). Importantly, Kaplan- Meier 
analysis demonstrated that AML patients with overexpression of 
ZEB1 exhibited worse overall survival (Figure 1B). These results indi-
cate a possible link between ZEB1 and AML progression. To further 
confirm our findings, the Western blot analyses were conducted to 
evaluated ZEB1 expression in AML patients and the healthy controls. 
We found AML group have higher ZEB1 levels than the healthy group 
(Figure 1C). In addition, compared with normal human monocytes, 
multiple leukaemia cell lines, such as NB4, THP- 1 and K562, exhibited 
a significantly elevated protein level of ZEB1 (Figure 1D). From this, we 
could infer that ZEB1 is closely related to AML progression.

3.2 | Down- regulation of ZEB1 inhibited 
proliferation and induced differentiation of AML cells 
in vitro

Considering high ZEB1 expression in AML, we further explored its 
role in the proliferation and differentiation of AML cells. First, the 
siRNA- ZEB1 or negative control (siRNA- NC) was transfected into 
NB4 and THP- 1 cell lines. As shown in Figure 2A, silencing efficiency 
was confirmed by Western blotting. We next performed a series of 
experiments to explore the functional significance of ZEB1. Flow cy-
tometric assays showed ZEB1 silencing resulted in increased G0/G1 
phase arrest and decreased the population of S phase (Figure 2B). 
Consistently, the cell cycle markers (CDK4, cyclin A2, cyclin D1, p- 
Rb) were detected to be down- regulated in ZEB1- silenced group 
(Figure 2C). Flow cytometry also showed that ZEB1 could inhibit 
proliferation- related protein Ki67 (Figure 2D). To further study the 
effects of ZEB1 on cell differentiation, the flow cytometry (Figure 2E) 
and Western blot analysis (Figure 2F) were performed, showing that 
knock- down of ZEB1 promoted CD11b and CD14 (relatively classic 
markers of differentiation) expression in NB4 and THP- 1 cells. In 
addition, similar results were obtained when cell morphology was 
evaluated using Wright- Giemsa staining (Figure 2G). In the si- ZEB1 
group, cells were characterized by matured appearances that were 
the smaller nucleoli, the decreased nuclear/cytoplasm ratio. Taken 
together, these data above indicated that silencing of ZEB1 sup-
pressed AML proliferation and promoted differentiation.

http://gepia.cancer-pku.cn/detail.php
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3.3 | ZEB1 can interact with P53 and regulate its 
expression in AML cells

All above data suggested that ZEB1 was essential for the differen-
tiation and proliferation of AML. We next sought to identify the 
involved molecular mechanisms. In order to verify the interaction 
between ZEB1 and P53, double- immunofluorescent staining Co- IP 
and were performed. The Co- IP experiments in AML cells revealed 
apparent binding of ZEB1 and P53 (Figure 3A). According to the 
combined fluorescence images, obvious colocalization of ZEB1 and 
P53 was found in the cytoplasm (Figure 3B). Finally, we examined 
the correlations between ZEB1 and P53 at protein levels. Western 
blotting showed that ZEB1 silencing promoted the expression of P53 
(Figure 3D, F), whereas ZEB1 overexpression inhibited the expres-
sion of P53 (Figure 3C, E). Altogether, ZEB1 could bind to P53 and 
regulate its expression.

3.4 | The regulatory function of ZEB1 on PTEN/
PI3K/AKT signalling pathway can be reversed by 
knock- down of p53

PTEN/PI3K/AKT is an important intracellular signalling pathway, 
participating in the regulation of various cellular functions such as 
cell proliferation, differentiation, apoptosis and glucose transport. 

In view of the above results, we explored whether ZEB1 exerted its 
effect via the PTEN/PI3K/AKT pathway. Western blot analysis re-
vealed that the protein levels of PTEN, p- PI3K and p- AKT were sig-
nificantly reversed in ZEB1 silenced cells (Figure 4A). As expected, 
P53 knock- down also reversed the inhibition of PTEN/PI3K/AKT 
signalling by ZEB1 silencing in AML cell lines (Figure 4B). Taken to-
gether, ZEB1 might mediate the PTEN/PI3K/AKT signalling by p53 
in AML cells.

3.5 | Altered ZEB1 expression affects tumour 
growth in vivo

Based on the data obtained from the vitro experiments, we fur-
ther studied the effects of ZEB1 on tumour growth in vivo. NB4 
cells (1 × 106), stably transfected with ZEB1 shRNA or with control 
shRNA, were subcutaneously injected into NCG mice (6 mice for 
each group). Tumour growth was closely monitored for 3 weeks. At 
the end of week 3, mice were killed and tumours were excised, meas-
ured, weighed, photographed and analysed. Photographs of tumours 
(Figure 5A) and tumour weights (Figure 5B) showed that ZEB1 silenc-
ing inhibited tumour cell growth. Compared with the NC tumours, 
the protein level of CD11b and CD14 greatly increased (Figure 5D) in 
ZEB1 knock- down tumours, while the expression of cyclin D1, cyclin 
A2, p- Rb and CDK4 was markedly decreased (Figure 5C) in ZEB1 

F I G U R E  1   ZEB1 is aberrantly 
overexpressed in AML and is associated 
with poor prognosis. A, Box plots for 
ZEB1 gene expression in AML and normal 
tissues from GEPIA. B, Kaplan- Meier 
survival plot of overall survival of AML 
patients in GEPIA, categorized according 
to ZEB1 gene expression (high vs. low, 
based on mean expression). C, Western 
blot analysis of ZEB1 protein levels in 
AML and normal tissues. D, Western blot 
analysis of ZEB1 expression in leukaemia 
cell lines and SC cells. β- Actin served as 
a loading control. Data are presented 
as the mean ± SD of three independent 
experiments. *P < 0.05, **P < 0.01, 
compared with the normal group
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knock- down tumours. These results indicated that knock- down of 
ZEB1 inhibited the development of tumour in vivo.

4  | DISCUSSION

AML, a genetically and clinically heterogeneous haematological 
disease, still remains a great therapeutic challenge until now.25- 27 A 
majority of patients with AML develop tumour relapse after initial 
treatment and eventually succumb to related complications such as 
infection, bleeding and organ failure. Thus, there is an urgent need to 
identify new and effective molecular targets for AML. In this study, 
we found that the expression of ZEB1 was significantly higher in 

AML patients and several leukaemia cell lines compared with normal 
control by analysing the data in public databases and Western blot. 
The GEPIA database analysis also confirmed that the high expres-
sion levels of ZEB1 in patients with AML was associated with mark-
edly worse patient overall survival. These results provided powerful 
evidence that ZEB1 might have an oncogenic role in AML.

The well- established features of leukaemia are uncontrolled 
proliferation and impaired differentiation. The human cell cycle is 
a complex cell activity which results in cell division and duplication. 
Cell cycle arrest is one of the indicators of proliferation inhibition 
and occurs due to the loss of cyclins expression and cdks activity.28 
The regulation of cell proliferation, cell cycle and differentiation is 
considered an effective strategy for leukaemia treatment. Having 

F I G U R E  2   Down- regulation of ZEB1 inhibited proliferation and induced differentiation of AML cells in vitro. After transfection with 
siRNA for 72 h. A protein levels of ZEB1 were detected in NB4 and THP- 1 cells without transfection (lane 1) or transfection with negative 
control (lane 2) or si- ZEB1 (lane 3). B Knock- down of ZEB1 induced G0/G1 phase arrest in NB4 and THP- 1 cells according to flow cytometry 
analysis. C Protein levels of cyclin D1, cyclin A2, P- Rb and CDK4 were detected in NB4 and THP- 1 cells without transfection (lane 1) or 
transfection with negative control (lane 2) or si- ZEB1 (lane 3). D Knock- down of ZEB1 inhibited ki67 expression in NB4 and THP- 1 cells 
according to the flow cytometry analysis. E Knock- down of ZEB1 induced differentiation in NB4 and THP- 1 cells according to the flow 
cytometry analysis. E Protein levels of CD11b and CD14 were detected in NB4 and THP- 1 cells without transfection (lane 1) or transfection 
with negative control (lane 2) or si- ZEB1 (lane 3). F Wright- Giemsa staining for cell morphology. β- actin was used as the loading control. Data 
are presented as the mean ± SD of three independent experiments. *P < 0.05, **P < 0.01, compared with the NC group
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uncovered the strong correlation between ZEB1 levels and AML 
disease progression, we conducted a series of cellular functional ex-
periments to explore the underlying mechanisms. ZEB1 knock- down 
and overexpression were successfully established in NB4 and THP- 1 
cells. Loss- of- function assays demonstrated that down- regulation of 
ZEB1 remarkably inhibited cell proliferation, caused cell cycle arrest 
and induced cell differentiation. In contrast, gain- of- function assays 
showed completely opposite findings. From this, we could conclude 
that ZEB1 played an important role in the pathogenesis of AML. 
Notably, whether ZEB1 is involved in apoptosis and drug resistance 
in AML cells remain to be further investigated.

Previous reports have indicated that several zinc finger tran-
scription factors, including Snail1, Slug and Twist, directly or in-
directly regulate P53 function in vitro and in vivo.29,30 A recent 
literature demonstrated that ZEB1 might act as a negative upstream 

regulator of P53 in stromal fibroblasts and promoted mammary epi-
thelial tumours.20 P53 has been the focus of human cancer research 
since it was first discovered from extracts of SV40- infected animal 
serum by David Lane and Arnold Levine.31,32 It took several years 
for people to gain a new understanding of the P53 gene. Previous 
reports had demonstrated that p53 is not actually an oncogene, 
and on the contrary, it is a major tumour suppressor gene. David 
lane and Arnold Levine identified p53 in the extract of SV40 trans-
formed mouse cell line, which has become an important target in 
cancer treatment.31,32 When the cells are stimulated by exogenous 
agents, the transcription factor p53 may show antitumour activ-
ity 33 but sometimes it also shows presents antagonistic pheno-
types.34 P53 can regulate cycle arrest, senescence, apoptosis and 
other biological processes.35,36 These are the most common bio-
logical functions of p53. E3 ubiquitin protein ligase MDM2 strictly 

F I G U R E  3   ZEB1 can bind to P53 
and regulate its expression in AML 
cells. A The binding of ZEB1 and P53 in 
the immunoprecipitation complex was 
validated by Western blotting. B ZEB1 
and P53 colocalized to the cytoplasm. 
After transfection with plasmid for 72 h. 
C, E, Western blot analysis of P53 protein 
levels in NB4 and THP- 1 cells after ZEB1 
overexpression. After transfection with 
siRNA for 72 h. D, F, Western blot analysis 
of P53 protein levels in NB4 and THP- 1 
cells after ZEB1 depletion. β- actin was 
used as the loading control. Data are 
presented as the mean ± SD of three 
independent experiments. *P < 0.05, 
**P < 0.01, compared with the NC 
group
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controls the transcription activity of p53, which can regulate the 
degradation and rapid renewal of p53 in resting state.37 In activated 
cells, p53 tetramer can bind to the reactive element (RE) to regulate 
the expression of multiple genes related to tumour suppressor ac-
tivity.35,36,38 The results show that ZEB1 can be directly combined 
with p53. Our results also showed that ZEB1 can inhibit the prolif-
eration and induce the differentiation of AML cells by promoting 
the expression of p53. It has been shown that cell growth and pro-
liferation can be regulated by activating cyclin D1 through the clas-
sical PI3K signalling pathway.39 Our results showed that ZEB1 can 
regulate the expression of cyclin D1 to regulate the proliferation 

of AML. Our previous study showed that activation of PI3K was 
regulated by activation of E2F4.40,41 The above results indicate that 
ZEB1 may be the upstream regulatory gene of PI3K signalling path-
way. When ZEB1 is activated, it may promote cell proliferation by 
regulating the mRNA expression and protein level of cyclin D1. Zinc 
finger transcription factor ZEB1 is widely recognized as an import-
ant driver of tumour invasion, distant metastasis, drug resistance 
and radiation resistance by regulating the induction of epithelial- 
mesenchymal transition (EMT) in tumour epithelial cells.9,14,42- 45 
Our next research can involve drug resistance, invasion, etc Our 
results also show that ZEB1 silencing can promote the expression 

F I G U R E  4   Knock- down of P53 
reverses the inhibitory effect of ZEB1 on 
the PTEN/PI3K/AKT signalling pathway. 
After transfection with siRNA for 72 h. 
A Western blot analysis of PTEN, AKT, 
p- AKT, PI3K and p- PI3K in NB4 and 
THP- 1 cells without transfection (lane 
1) or transfection with negative control 
(lane 2) or si- ZEB1 (lane 3). B PTEN, 
AKT, p- AKT, PI3K and p- PI3K levels in 
NB4 and THP- 1 cells were measured by 
Western blotting. Data are presented 
as the mean ± SD of three independent 
experiments. *P < 0.05, **P < .01, 
compared with the NC group. #P < 0.05, 
# #P < 0.01, compared with the siZEB1 + 
NC siRNA
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of p53, and ZEB1 and p53 are negatively correlated. Therefore, in 
the treatment of AML, in addition to the above P53 activators, spe-
cific inhibitors can be developed for ZEB1. In addition, the activa-
tor of P53 is mature, but there will be side- effects such as drug 
resistance. The treatment of AML is mainly divided into induction 
treatment stage and maintenance treatment stage. Considering the 
side- effects of p53 activator, it is worth to explore whether ZEB1 
inhibitor can improve the survival rate of patients in the mainte-
nance stage and also can improve the drug resistance problems en-
countered in the treatment of AML. Our results also indicate that 
P53 silencing significantly restores the inhibitory effect of ZEB1 
silencing on PI3K/AKT signalling in AML cell lines.

As we all known, P53 is a classical tumour suppressor protein. 
Overall, ZEB1 can bind to P53 and regulate its expression, which 
may be another mechanism of ZEB1 regulating AML. The silencing 
of p53 significantly restored the inhibition of PI3K/AKT signalling 
induced by ZEB1 silencing in AML cell lines (Figure 6). In general, 
ZEB1 may be a new therapeutic target for AML.
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F I G U R E  5   Effects of ZEB1 on tumour 
growth in vivo. A, B, Tumour images and 
weights at experimental end- points in 
NC and shZEB1 NB4 xenografts (n = 5 
for each group). C, Western blot analysis 
of cyclin D1, cyclin A2, P- Rb and CDK4 
in tumour tissues of NC and shZEB1 
groups. D, Western blot analysis of CD11b 
and CD14 in tumour tissues of NC and 
shE2F4 groups. β- actin was used as an 
internal control. Bar graphs (mean ± SD) 
and representative images are shown. 
*P < 0.05, **P < 0.01, compared with the 
NC group
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F I G U R E  6   A hypothetical working 
model of the role of ZEB1 in AML 
proliferation and differentiation

ZEB1 P53binds to

PTEN

PI3K-AKT

AML

Promotion depressioninhibition



     |  5303LI et aL.

CONFLIC T OF INTERE S T
The authors have no conflicts of interest to disclose.

AUTHOR CONTRIBUTIONS
Lanlan Li: Formal analysis (equal). Yubin Feng: Data curation (equal). 
Shuang Hu: Validation (equal). Yan Du: Conceptualization (support-
ing). Xiaoling Xu: Supervision (equal). Meiju Zhang: Writing- original 
draft (equal). Xiaoqing Peng: Methodology (equal). Feihu Chen: 
Conceptualization (lead).

DATA AVAIL ABILIT Y S TATEMENT
The data used to support the findings of this study are available from 
the corresponding author upon request.

ORCID
Feihu Chen  https://orcid.org/0000-0002-7748-8388 

R E FE R E N C E S
 1. Dohner H, Weisdorf DJ, Bloomfield CD. Acute myeloid leukemia. N 

Engl J Med. 2015;373(12):1136- 1152.
 2. Quintana J, Advis P, Becker A, et al. Acute myelogenous leu-

kemia in Chile PINDA protocols 87 and 92 results. Leukemia. 
2005;19(12):2143- 2146.

 3. Przybilla J, Hopp L, Lubbert M, Loeffler M, Galle J. Targeting 
DNA hypermethylation: Computational modeling of DNA de-
methylation treatment of acute myeloid leukemia. Epigenetics. 
2017;12(10):886- 896.

 4. Akalin A, Garrett- Bakelman FE, Kormaksson M, et al. Base- pair 
resolution DNA methylation sequencing reveals profoundly diver-
gent epigenetic landscapes in acute myeloid leukemia. PLoS Genet. 
2012;8(6):e1002781.

 5. Deneberg S, Guardiola P, Lennartsson A, et al. Prognostic DNA 
methylation patterns in cytogenetically normal acute myeloid 
leukemia are predefined by stem cell chromatin marks. Blood. 
2011;118(20):5573- 5582.

 6. Bullinger L, Ehrich M, Dohner K, et al. Quantitative DNA meth-
ylation predicts survival in adult acute myeloid leukemia. Blood. 
2010;115(3):636- 642.

 7. Figueroa ME, Abdel- Wahab O, Lu C, et al. Leukemic IDH1 and IDH2 
mutations result in a hypermethylation phenotype, disrupt TET2 
function, and impair hematopoietic differentiation. Cancer Cell. 
2010;18(6):553- 567.

 8. Zhang H, Cao H, Xu D, Zhu K. MicroRNA- 92a promotes metastasis 
of nasopharyngeal carcinoma by targeting the PTEN/AKT pathway. 
Onco Targets Ther. 2016;9:3579- 3588.

 9. Wellner U, Schubert J, Burk UC, et al. The EMT- activator ZEB1 pro-
motes tumorigenicity by repressing stemness- inhibiting microR-
NAs. Nat Cell Biol. 2009;11(12):1487- 1495.

 10. Krebs AM, Mitschke J, Lasierra Losada M, et al. The EMT- activator 
Zeb1 is a key factor for cell plasticity and promotes metastasis in 
pancreatic cancer. Nat Cell Biol. 2017;19(5):518- 529.

 11. Larsen JE, Nathan V, Osborne JK, et al. ZEB1 drives epithelial- 
to- mesenchymal transition in lung cancer. J Clin Invest. 
2016;126(9):3219- 3235.

 12. Wang Y, Bu F, Royer C, et al. ASPP2 controls epithelial plasticity and 
inhibits metastasis through beta- catenin- dependent regulation of 
ZEB1. Nat Cell Biol. 2014;16(11):1092- 1104.

 13. Wang Y, Wen M, Kwon Y, et al. CUL4A induces epithelial- 
mesenchymal transition and promotes cancer metastasis by regu-
lating ZEB1 expression. Cancer Res. 2014;74(2):520- 531.

 14. Spaderna S, Schmalhofer O, Wahlbuhl M, et al. The transcriptional 
repressor ZEB1 promotes metastasis and loss of cell polarity in can-
cer. Cancer Res. 2008;68(2):537- 544.

 15. Su L, Luo Y, Yang Z, et al. MEF2D transduces microenvironment 
stimuli to ZEB1 to promote epithelial- mesenchymal transition and 
metastasis in colorectal cancer. Cancer Res. 2016;76(17):5054- 5067.

 16. Singh S, Howell D, Trivedi N, et al. Zeb1 controls neuron differenti-
ation and germinal zone exit by a mesenchymal- epithelial- like tran-
sition. Elife. 2016;5:e12717.

 17. Ponticos M, Partridge T, Black CM, Abraham DJ, Bou- Gharios G. 
Regulation of collagen type I in vascular smooth muscle cells by 
competition between Nkx2.5 and deltaEF1/ZEB1. Mol Cell Biol. 
2004;24(14):6151- 6161.

 18. Yang S, Zhao L, Yang J, et al. deltaEF1 represses BMP- 2- induced 
differentiation of C2C12 myoblasts into the osteoblast lineage. J 
Biomed Sci. 2007;14(5):663- 679.

 19. Shousha WG, Ramadan SS, El- Saiid AS, Abdelmoneim AE, 
Abbas MA. Expression and clinical significance of SNAI1 and 
ZEB1 genes in acute myeloid leukemia patients. Mol Biol Rep. 
2019;46(4):4625- 4630.

 20. Fu R, Han CF, Ni T, et al. A ZEB1/p53 signaling axis in stromal fi-
broblasts promotes mammary epithelial tumours. Nat Commun. 
2019;10(1):3210.

 21. Sharma N, Nanta R, Sharma J, et al. PI3K/AKT/mTOR and sonic 
hedgehog pathways cooperate together to inhibit human pancre-
atic cancer stem cell characteristics and tumor growth. Oncotarget. 
2015;6(31):32039- 32060.

 22. Chen W, Kong KK, Xu XK, et al. Downregulation of miR205 is asso-
ciated with glioblastoma cell migration, invasion, and the epithelial- 
mesenchymal transition, by targeting ZEB1 via the Akt/mTOR 
signaling pathway. Int J Oncol. 2018;52(2):485- 495.

 23. Liu LZ, He YZ, Dong PP, et al. Protein tyrosine phosphatase PTP4A1 
promotes proliferation and epithelial- mesenchymal transition 
in intrahepatic cholangiocarcinoma via the PI3K/AKT pathway. 
Oncotarget. 2016;7(46):75210- 75220.

 24. Stambolic V, MacPherson D, Sas D, et al. Regulation of PTEN tran-
scription by p53. Mol Cell. 2001;8(2):317- 325.

 25. Yuan F, Cheng C, Xiao F, Liu H, Cao S, Zhou G. Inhibition of 
mTORC1/P70S6K pathway by metformin synergistically sensitizes 
acute myeloid leukemia to Ara- C. Life Sci. 2020;243:117276.

 26. Eriksson M, Pena- Martinez P, Ramakrishnan R, et al. Agonistic 
targeting of TLR1/TLR2 induces p38 MAPK- dependent apoptosis 
and NFkappaB- dependent differentiation of AML cells. Blood Adv. 
2017;1(23):2046- 2057.

 27. Skrtic M, Sriskanthadevan S, Jhas B, et al. Inhibition of mitochon-
drial translation as a therapeutic strategy for human acute myeloid 
leukemia. Cancer Cell. 2011;20(5):674- 688.

 28. For your information. Anal Chem. 1989;61(15):887A.
 29. Kajita M, McClinic KN, Wade PA. Aberrant expression of the tran-

scription factors snail and slug alters the response to genotoxic 
stress. Mol Cell Biol. 2004;24(17):7559- 7566.

 30. Piccinin S, Tonin E, Sessa S, et al. A "twist box" code of p53 inactiva-
tion: twist box: p53 interaction promotes p53 degradation. Cancer 
Cell. 2012;22(3):404- 415.

 31. Lane DP, Crawford LV. T antigen is bound to a host protein in SV40- 
transformed cells. Nature. 1979;278(5701):261- 263.

 32. Linzer DI, Levine AJ. Characterization of a 54K dalton cellular SV40 
tumor antigen present in SV40- transformed cells and uninfected 
embryonal carcinoma cells. Cell. 1979;17(1):43- 52.

 33. de Oliveira GA, Rangel LP, Costa DC, Silva JL. Misfolding, aggrega-
tion, and disordered segments in c- Abl and p53 in human cancer. 
Front Oncol. 2015;5:97.

 34. Costa DC, de Oliveira GA, Cino EA, Soares IN, Rangel LP, Silva 
JL. Aggregation and prion- like properties of misfolded tumor 

https://orcid.org/0000-0002-7748-8388
https://orcid.org/0000-0002-7748-8388


5304  |     LI et aL.

suppressors: is cancer a prion disease? Cold Spring Harb Perspect 
Biol. 2016;8(10):a023614.

 35. Kastan MB, Zhan Q, El- Deiry WS, et al. A mammalian cell cycle 
checkpoint pathway utilizing p53 and GADD45 is defective in 
ataxia- telangiectasia. Cell. 1992;71(4):587- 597.

 36. Lowe SW, Schmitt EM, Smith SW, Osborne BA, Jacks T. p53 is 
required for radiation- induced apoptosis in mouse thymocytes. 
Nature. 1993;362(6423):847- 849.

 37. Leveillard T, Gorry P, Niederreither K, Wasylyk B. MDM2 expres-
sion during mouse embryogenesis and the requirement of p53. 
Mech Dev. 1998;74(1– 2):189- 193.

 38. Halazonetis TD, Kandil AN. Conformational shifts propagate from 
the oligomerization domain of p53 to its tetrameric DNA binding 
domain and restore DNA binding to select p53 mutants. EMBO J. 
1993;12(13):5057- 5064.

 39. Marchini G, Lagercrantz H, Milerad J, Winberg J, Uvnas- Moberg K. 
Plasma levels of somatostatin and gastrin in sick infants and small for 
gestational age infants. J Pediatr Gastroenterol Nutr. 1988;7(5):641- 644.

 40. Liu Y, Lu C, Fan L, et al. MiR- 199a- 5p targets ZEB1 to inhibit the 
epithelial- mesenchymal transition of ovarian ectopic endometrial 
stromal cells via PI3K/Akt/mTOR signal pathway in vitro and in vivo. 
Reprod Sci. 2020;27(1):110- 118.

 41. Wu K, Fan J, Zhang L, et al. PI3K/Akt to GSK3beta/beta- catenin 
signaling cascade coordinates cell colonization for bladder cancer 

bone metastasis through regulating ZEB1 transcription. Cell Signal. 
2012;24(12):2273- 2282.

 42. Zhang P, Wei Y, Wang L, et al. ATM- mediated stabilization of ZEB1 
promotes DNA damage response and radioresistance through 
CHK1. Nat Cell Biol. 2014;16(9):864- 875.

 43. Vandewalle C, Van Roy F, Berx G. The role of the ZEB family of 
transcription factors in development and disease. Cell Mol Life Sci. 
2009;66(5):773- 787.

 44. Kiweler N, Brill B, Wirth M, et al. The histone deacetylases HDAC1 
and HDAC2 are required for the growth and survival of renal carci-
noma cells. Arch Toxicol. 2018;92(7):2227- 2243.

 45. Lazarova D, Bordonaro M. ZEB1 mediates drug resistance and EMT 
in p300- deficient CRC. J Cancer. 2017;8(8):1453- 1459.

How to cite this article: Li L, Feng Y, Hu S, et al. ZEB1 serves as 
an oncogene in acute myeloid leukaemia via regulating the 
PTEN/PI3K/AKT signalling pathway by combining with P53. J 
Cell Mol Med. 2021;25:5295– 5304. https://doi.org/10.1111/
jcmm.16539

https://doi.org/10.1111/jcmm.16539
https://doi.org/10.1111/jcmm.16539

