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Epigallocatechin‑3‑gallate inhibits 
the growth and increases the apoptosis 
of human thyroid carcinoma cells 
through suppression of EGFR/RAS/RAF/MEK/
ERK signaling pathway
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Abstract 

Background:  Thyroid cancer is the most common type of endocrine malignancy and the incidence rate is rapidly 
increasing worldwide. Epigallocatechin-3-gallate (EGCG) could suppress cancer growth and induce apoptosis in many 
types of cancer cells. However, the mechanism of action of EGCG on the growth of human thyroid carcinoma cells has 
not been fully illuminated.

Methods:  Cell proliferation and viability were detected by EdU and MTS assays. Cell cycle distribution was measured 
by flow cytometry. Migration and invasion were evaluated by scratch and transwell assays. Apoptotic levels were 
detected by TUNEL staining and western blotting. The protein levels of EGFR/RAS/RAF/MEK/ERK signaling pathway 
were detected by western blotting. The in vivo results were determined by tumor xenografts in nude mice. The in vivo 
proliferation, tumor microvessel density, and apoptosis were detected by immunohistochemistry.

Results:  EGCG inhibited the proliferation, viability, and cell cycle progression in human thyroid carcinoma cells. EGCG 
decreased the migration and invasion, but increased the apoptosis of human thyroid carcinoma cells. EGCG reduced 
the protein levels of phospho (p)-epidermal growth factor receptor (EGFR), H-RAS, p-RAF, p-MEK1/2, and p-extracel-
lular signal-regulated protein kinase 1/2 (ERK1/2) in human thyroid carcinoma cells. EGCG inhibited the growth of 
human thyroid carcinoma xenografts by inducing apoptosis and down-regulating angiogenesis.

Conclusions:  EGCG could reduce the growth and increase the apoptosis of human thyroid carcinoma cells through 
suppressing the EGFR/RAS/RAF/MEK/ERK signaling pathway. EGCG can be developed as an effective therapeutic 
agent for the treatment of thyroid cancer.
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Background
Thyroid cancer is the most common endocrine malig-
nancy with increasing incidence in recent years [1, 2]. 
Thyroid cancer of follicular cell origin accounts for the 
majority of thyroid malignancies, with other cancers 
deriving from parafollicular cells, namely medullary 
thyroid cancer (MTC) [3]. Almost 50% of patients with 
MTC present with lymph node metastases and 10% with 
distant metastatic disease [4]. Follicular cell-derived can-
cers include differentiated follicular thyroid cancer (FTC) 
and papillary thyroid cancer (PTC), as well as the undif-
ferentiated anaplastic thyroid cancer (ATC). FTC and 
PTC can further progress to poorly differentiated thyroid 
cancer [5–7]. ATC is less frequent and has a median sur-
vival time of less than 5 months [8]. Currently, there are 
no available therapies in the treatment of aggressive thy-
roid carcinomas, which is partly attributed to the loss of 
capacity to uptake iodine [5, 9, 10]. Thus, it is an urgent 
need to develop novel agents/drugs for the treatment of 
thyroid carcinoma.

Green tea is a popular beverage and has received con-
siderable attention worldwide because of its beneficial 
effects on human health [11–13]. The health benefits 
of green tea are mainly attributed to catechins, includ-
ing catechin, epicatechin, epigallocatechin, epigallocat-
echin-3-gallate (EGCG), and epicatechin-3-gallate [14, 
15]. EGCG, the most bioactive and abundant catechin in 
green tea, has shown therapeutic effects against several 
diseases, such as cancer, obesity, cardiovascular disease, 
metabolic syndrome, and neurodegenerative disease [15–
18]. EGCG can modulate multiple cellular signaling and 
metabolic pathways including inhibition of cancer cell 
growth, metastasis, invasion, and induction of apoptosis 
in different cancer cells and animal models [15, 16, 19–
21]. In addition, EGCG selectively decreases cell growth 
and increases apoptosis in cancer cells without adversely 
affecting normal cells [22, 23]. However, the mechanism 
of action of EGCG on the growth of thyroid carcinoma 
has not been fully illuminated.

In the present study, we examined the effect and mech-
anism of EGCG on the proliferation, migration, invasion, 
cell cycle, and apoptosis of human thyroid carcinoma 
cells in vitro. We further determined the effects of EGCG 
on tumor growth, apoptosis, and angiogenesis in nude 
mice bearing human thyroid carcinoma xenografts.

Materials and methods
Cell culture
Human thyroid carcinoma cell lines TT, TPC-1, and 
ARO were purchased from CoBioer Biosciences Co., Ltd. 
(Nanjing, Jiangsu, China). All cell lines were maintained 
in RPMI1640 media supplemented with 10% fetal bovine 

serum (FBS), 100  µg/ml streptomycin, and 100  U/ml 
penicillin. Cell culture was kept in an incubator with 5% 
CO2 at 37 °C. Confluent cells were maintained in serum-
free RPMI1640 media for overnight starvation. Then the 
cells were respectively treated with 10, 25, 50, 100, and 
200 µM EGCG. The control group was treated with phos-
phate-buffered saline (PBS). After 24 h of treatment, the 
cells were used in subsequent in vitro experiments.

Cell growth assay
Cell proliferation was assessed by the Cell-Light EdU 
Apollo 567 In  Vitro Imaging Kit (RiboBio, Guangzhou, 
Guangdong, China) following the manufacturer’s instruc-
tions. Cell proliferation rate = (number of EdU-positive 
cells)/(total number of cells) × 100% [24]. Cell viability 
was determined by the CellTiter 96 AQueous One Solution 
Cell Proliferation Assay kit (MTS; Promega, Madison, 
WI, USA) according to the manufacturer’s recommended 
protocols. Cell viability was calculated as a percentage of 
the untreated control cells.

Wound healing assay
Confluent cells were scratched using a sterile pipette tip 
to create a wound. Then the detached cells were removed 
by washing twice with PBS. The migration distance was 
observed under an Olympus CKX41 microscope and 
measured using Image J software (National Institute for 
Health, Bethesda, MD, USA). The migration rate (MR) 
was calculated as MR (%) = [(A − B)/A] × 100, where A is 
the width at 0 h, and B is the width at 24 h [25].

Migration and invasion assays
1 × 105 cells were seeded into the upper chamber in 
serum-free RPMI 1640 medium uncoated or coated with 
Matrigel (BD Biosciences, San Jose, CA, USA). Then 
500  µl corresponding medium containing 10% FBS was 
added into the lower chamber. After incubation for 24 h, 
the cells were scrubbed with a cotton tip swab. The cells 
on the bottom surface of the membrane were fixed with 
4% paraformaldehyde for 20  min at 37  °C and stained 
with 0.1% crystal violet for 10 min at 37 °C. Cell number 
was counted with a Zeiss Axioskop 2 plus microscope 
(Carl Zeiss, Thornwood, NY, USA).

TdT‑mediated dUTP‑biotin nick end labeling (TUNEL) assay
TUNEL assay was conducted using an In  Situ Cell 
Death Detection Kit (Beyotime Biotechnology, Shang-
hai, China) according to the manufacturer’s instruc-
tions. The stained cells were observed under a fluorescent 
microscope (Eclipse Ti, Nikon, Melville, NY, USA). The 
percentage of positive cells was calculated using Image J 
software.
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Cell cycle analysis
Cells (1 × 106  cells per well) were seeded in 6-well 
plates and incubated for 24  h. Cells were collected and 
fixed in 1 ml of 70% ice-cold ethanol, incubated at 4  °C 
for 2 h, and centrifuged at 1000×g for 5 min to remove 
the ethanol. Cellular pellets were washed with PBS and 
suspended in 0.5 ml of PBS containing 50 µg/ml RNase 
A for 30  min at 37  °C. Then propidium iodide (50  µg/
ml) staining solution was added, and cells were incu-
bated for 30 min at 37 °C in the dark. The samples were 
measured by flow cytometry to determine the cell cycle 
distribution.

Western blotting
Total protein was extracted from TT, TPC-1, and ARO 
cells. Western blotting was employed to detect the 
expression of target proteins. The primary antibod-
ies, including anti-epidermal growth factor receptor 
(EGFR), anti-phospho (p)-EGFR, anti-H-RAS, anti-RAF, 
anti-p-RAF (Ser259), anti-MEK1/2, anti-p-MEK1/2 
(Ser217/221), anti-extracellular signal-regulated pro-
tein kinase 1/2 (ERK1/2), and anti-p-ERK1/2 (Thr202/
Tyr204) antibodies were purchased from Cell Signaling 
Technology (CST, Danvers, MA, USA). Anti-B-cell lym-
phoma-2 (Bcl-2), anti-Bcl-2-associated X protein (Bax), 
anti-cleaved caspase-3 (cas-3), anti-cleaved poly adeno-
sine diphosphate-ribose polymerase (PARP), and anti-
β-actin antibodies were purchased from ProteinTech 
(Chicago, IL, USA). The horseradish peroxidase-conju-
gated secondary antibodies were purchased from CST. 
The results were normalized to the expression level of 
β-actin. The proteins were visualized using an enhanced 
chemiluminescence system (Thermo Fisher Scientific, 
Rockford, IL, USA). The bands were semi-quantified 
using Image J software.

Animal study
Animal experiments were approved by the Committee 
of Medical Ethics and Welfare for Experimental Ani-
mals of Henan University School of Medicine (HUSOM-
2017-207) in compliance with the Experimental Animal 
Regulations formulated by the National Science and 
Technology Commission, China. Animal studies were 
performed as previously described with slight modifica-
tions [26]. Thirty-six BALB/C nude mice (4-week-old, 
male) were purchased from Beijing Vital River Labora-
tory Animal Technology Co., Ltd. (Certificate No. SCXK 
(Jing) 2011-0011, Beijing, China). TT, TPC-1, and ARO 
cells (2 × 106 cells in 200  µl PBS) were subcutaneously 
inoculated into the right flanks of mice. At 24  h after 
inoculation, the mice were randomly divided into six 
groups (n = 6 per group). EGCG (10, 25, 50, 100, and 

200  µM) was continuously administered subcutane-
ously (near the implanted tumor) for 28  days. The con-
trol group was treated with PBS. Body weighs and tumor 
volumes were measured daily during the experiment. The 
tumor volumes were determined as volume = L × W2/2, 
where L is the longest dimension parallel to the skin 
surface and W is the dimension perpendicular to L and 
parallel to the surface [27]. At the end of the experi-
ment, mice were sacrificed and tumors were weighted. 
The tumor inhibition rate (IR) was calculated as IR 
(%) = [(A − B)/A] × 100, where A is the average tumor 
weight of the control group, and B is that of the treat-
ment group [26].

Hematoxylin and eosin (HE) staining
Tumor specimens were fixed in 10% neutral buffered 
formalin and embedded in paraffin. Sections were cut 
at a thickness of 5 µm and then stained with HE. Tumor 
tissues were observed under a Zeiss Axioskop 2 plus 
microscope.

Immunohistochemistry (IHC) and evaluation
Tumor tissues were stained with anti-Ki67 antibody 
(CST, Danvers, MA, USA). Ki67-positive cells were 
observed and photographed with a Zeiss Axioskop 2 plus 
microscope. The proliferation index (PI) was quantified 
by determining the number of Ki67 positive cells among 
the total number of resting cells [28]. Cluster of differen-
tiation 31 (CD31) is an important biomarker for vascu-
lar endothelial cells, and its immunostaining density is 
considered the tumor microvessel density (MVD) [29]. 
Tumor tissues were stained with anti-CD31 antibody 
(CST, Danvers, MA, USA) to detect the tumor MVD. 
Vessels with a clearly defined lumen or well-defined lin-
ear vessel shape were counted from the representative 
tumor zone using a Zeiss Axioskop 2 plus microscope. 
Then tumor tissues were stained with anti-cleaved PARP 
antibody (ProteinTech, Chicago, IL, USA) and anti-p-
ERK1/2 antibody (CST, Danvers, MA, USA) respectively. 
Positive cells were observed and photographed with a 
Zeiss Axioskop 2 plus microscope. The percentage of 
positive staining cells was measured by determining the 
number of positive cells among the total number of cells.

Statistical analysis
Data are presented as mean ± standard error of the mean 
(SEM). The differences between multiple groups were 
analyzed by one-way analysis of variance using SPSS 17.0 
software, followed by Tukey’s test. A P value of less than 
0.05 was considered to be statistically significant.
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Results
EGCG inhibits the proliferation, viability, and cell cycle 
progression in human thyroid carcinoma cells
As shown in Fig.  1, the proliferation and viability of TT, 
TPC-1, and ARO cells were inhibited by 10–200  µM 
EGCG in a dose-dependent manner. Cell cycle progression 
is involved in cancer cell proliferation [30, 31]. Our results 
showed that 10–200 µM EGCG increased the proportion 
of cells entering the S phase and decreased the propor-
tion of cells entering the G2 phase (Fig. 2), indicating that 
EGCG could induce cell cycle arrest at S phase in human 
thyroid carcinoma cells.

EGCG decreases the migration and invasion of human 
thyroid carcinoma cells
In scratch migration assay, 10–200  µM EGCG dose-
dependently decreased the migration capabilities of human 
thyroid carcinoma cells (Fig. 3). Transwell analysis showed 
that 10–200  µM EGCG increasingly inhibited the migra-
tion and invasion capacities of human thyroid carcinoma 
cells (Fig.  4). These results together suggest that EGCG 
could decrease the migration and invasion of human thy-
roid carcinoma cells.

EGCG increases apoptosis of human thyroid carcinoma 
cells
As shown in Fig.  5, 25–200  µM EGCG increased the 
apoptotic index in TT, TPC-1, and ARO cells in a dose-
dependent manner. The ratio between Bax and Bcl-2 is an 
important factor in the regulation of apoptosis. Increased 
Bax/Bcl-2 ratio is a normal phenomenon in mitochon-
drial-mediated apoptosis in mammalian cells [32, 33]. 
As shown in Fig. 6a, b, the Bax/Bcl-2 ratio was increased 
by 50–200  µM EGCG. The expression levels of cleaved 
cas-3 and cleaved PARP in human thyroid carcinoma cells 
showed similar trends (Fig.  6a, c, d). These results show 
that EGCG could induce mitochondrial-mediated apopto-
sis in human thyroid carcinoma cells.

EGCG suppresses the EGFR/RAS/RAF/MEK/ERK signaling 
pathway in human thyroid carcinoma cells
The Ras/Raf/MEK/ERK cascade is a key signaling path-
way that regulates many cellular functions including pro-
liferation, survival, apoptosis, motility, differentiation, 
and metabolism [34–36]. Deregulation of the RAS/RAF/
MEK/ERK pathway is regarded as a hallmark for driv-
ing tumorigenesis in a number of human cancers [37, 38]. 
Furthermore, it has been shown that RAS/RAF/MEK/ERK 
pathway is one of the downstream intracellular signals of 
EGFR [39]. As shown in Fig. 7, 50–200 µM EGCG gradu-
ally decreased the protein levels of p-EGFR, RAS, p-RAF, 
p-MEK1/2, and p-ERK1/2 in TT, TPC-1, and ARO cells. 
The results indicate that EGCG could suppress the EGFR/

RAS/RAF/MEK/ERK pathway in human thyroid carci-
noma cells.

EGCG reduces the growth and angiogenesis and induces 
apoptosis of human thyroid carcinoma xenograft tumors 
in nude mice
TT, TPC-1, and ARO cells have been widely used to estab-
lish mouse tumor models in cancer research [40–42]. 
Then we detected the effect of EGCG on the growth of 
human thyroid carcinoma xenograft in BALB/c nude 
mice. The results showed that treatment with 25–200 µM 
EGCG dose-dependently reduced the growth of xenograft 
tumors (Fig. 8a–d). However, no significant difference was 
observed in body weight between each group (Fig. 8e). IHC 
staining with Ki67 showed that the in vivo proliferation of 
human thyroid carcinoma cells was gradually decreased 
by treatment with 10–200  µM EGCG. The expression 
of CD31 in human thyroid carcinoma xenograft tumors 
exhibited a similar trend (Fig. 9). Furthermore, 10–200 µM 
EGCG dose-dependently increased the expression level of 
cleaved PARP, while a reverse trend was observed in the 
expression level of p-ERK1/2 (Fig. 10). In sum, these results 
demonstrate that EGCG could reduce the growth and angi-
ogenesis, as well as induce apoptosis of human thyroid car-
cinoma xenograft tumors.

Discussion
Thyroid cancer is the most common type of endocrine-
related malignancy and its incidence rate is rapidly 
increasing worldwide [1, 2]. EGCG, the most abundant 
and bioactive catechin in green tea, can inhibit cancer 
cell growth, metastasis, invasion, and induce apoptosis in 
many types of cancer cells [15–21]. A previous study has 
shown that EGCG can inhibit the proliferation and motil-
ity of human thyroid papillary and follicular carcinoma cell 
lines [43]. However, the mechanism of action of EGCG on 
the growth of human thyroid carcinoma cells has not been 
fully illuminated. Human thyroid carcinoma cell lines TT, 
TPC-1, and ARO cells have been widely adopted in estab-
lishing tumor-bearing animal models [40–42]. In the pre-
sent study, TT, TPC-1, and ARO cells were used to evaluate 
the effects of EGCG both in vitro and in vivo. The results 
indicated that treatment with 10–200 µM EGCG inhibited 
the proliferation, viability, cell cycle progression, as well as 
decreased the migration and invasion capabilities of TT, 
TPC-1, and ARO cells. In sum, these results reveal that 
EGCG could inhibit the proliferation, viability, migration, 
invasion, and cell cycle progression of human thyroid car-
cinoma cells.

Apoptosis, a form of programmed cell death, plays 
an essential role in the normal development and main-
tenance of cellular and tissue homeostasis in multicel-
lular organisms [44, 45]. Two major apoptotic signaling 
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Fig. 1  Effects of EGCG on the proliferation and viability of human thyroid carcinoma cells. a DNA replication activities of TT, TPC-1, and ARO cells in 
each group were examined by EdU assay; original magnification ×100. b The proliferation rate of each group was analyzed. c The percentages of 
viable cells were determined using MTS assay and the cell viability of the control group was taken as 100%. Data are presented as mean ± SEM of 
three independent experiments. *P < 0.05, **P < 0.01 compared with the control group
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pathways have been identified: an extrinsic pathway ini-
tiated by death receptors and an intrinsic pathway that 
occurs through the mitochondria [46]. The proteins of the 
Bcl-2 family are critical regulators of apoptosis in mam-
mals, such as Bax and Bcl-2 [47]. Caspase-3 is activated 

by a variety of apoptotic stimuli and PARP can be cleaved 
by activated caspase-3, thus leading to the occurrence 
of apoptotic cascade [24, 26]. An increasing number of 
studies have suggested that EGCG could inhibit cellu-
lar proliferation and induce apoptosis in many types of 

µ

Bax

Bcl-2

Cleaved cas-3

Cleaved PARP

β -actin

0

1

2

3

4
TT

Contr
ol 10 25 50 200100

EGCG (µM)

**
*

*

2-lc
B/xa

B
)lortnoc

ot
evitaler(

0

1

2

3

4

*

TPC-1

*

Contro
l 10 25 50 200100

EGCG ( M)

**

**

**

2-lc
B/xa

B
)lortnoc

ot
evitaler(

0

1

2

3

4
ARO

Contro
l 10 25 50 200100

EGCG ( M)

*

*
*

2-lc
B/xa

B
)lortnoc

ot
evitaler(

0.0

0.5

1.0

1.5

2.0
TT

Con
tro

l 10 25 50 200100
EGCG ( M)

****
*/3-sac

devael
C

nitca-
)lortnoc

ot
evitaler(

0.0

0.5

1.0

1.5

2.0

2.5

*

TPC-1

*

Con
tro

l 10 25 50 200100
EGCG ( M)

**
****

*/3-sac
devael

C
nitca-

)lortnoc
ot

evitaler(

0

1

2

3

4
ARO

Contro
l 10 25 50 200100

EGCG ( M)

** **

****

/3-sac
devael

C
nitca-
)lortnoc

ot
evitaler(

0.0

0.5

1.0

1.5

2.0
TT

Con
tro

l 10 25 50 200100
EGCG ( M)

**
**

* **

/P
RAP

devael
C

nitca-
)lortnoc

ot
evitaler(

0

1

2

3

4

*

TPC-1

Contro
l 10 25 50 200100

EGCG ( M)

**

**
**

*

/P
RAP

devael
C

nitca-
)lortnoc

ot
evitaler(

0.0

0.5

1.0

1.5

2.0
ARO

Con
tro

l 10 25 50 200100
EGCG ( M)

*
*

*

*
*

**

/P
RAP

devael
C

nitca-
)lortnoc

ot
evitaler(

a TT TPC-1 ARO

c

b

C
on

tr
ol

C
on

tr
ol

C
on

tr
ol 1010 10 2525 25 5050 50 100100 100200 200 200

EGCG (μM) EGCG (μM) EGCG (μM)

d

µ µ

µ µ µ

µ µ µ

β β β
βββ

Fig. 6  Effects of EGCG on the protein levels of Bax, Bcl-2, cleaved cas-3, and cleaved PARP in human thyroid carcinoma cells. a Western blotting 
analysis for the expression levels of Bax, Bcl-2, cleaved cas-3, and cleaved PARP in TT, TPC-1, and ARO cells. β-actin was used as the loading control. b 
The expression ratio of Bax/Bcl-2 was quantified. c The expression level of cleaved cas-3 was quantified. d The expression level of cleaved PARP was 
quantified. Data are presented as mean ± SEM of three independent experiments. *P < 0.05, **P < 0.01 compared with the control group



Page 11 of 17Wu et al. Cancer Cell Int           (2019) 19:43 

p-EGFR

EGFR

RAS

p-RAF

RAF

p-MEK1/2

MEK1/2

p-ERK1/2

ERK1/2

β -actin

0.0

0.2

0.4

0.6

0.8

1.0

1.2
TT

Con
tro

l 10 25 50 200100
EGCG (µM)

***RF
GE/

RF
GE-p

)lortnoc
ot

evitaler(

0.0

0.2

0.4

0.6

0.8

1.0

1.2
TPC-1

Con
tro

l 10 25 50 200100
EGCG ( M)

**
* *

*

RF
GE/

RF
GE-p

)lortnoc
ot

evitaler(

0.0

0.2

0.4

0.6

0.8

1.0

1.2
ARO

Con
tro

l 10 25 50 200100
EGCG ( M)

*

* *
***

RF
GE/

RF
GE-p

)lortnoc
ot

evitaler(

0.0

0.2

0.4

0.6

0.8

1.0

1.2
TT

Con
tro

l 10 25 50 200100
EGCG ( M)

**
****

**

/SA
R

nitca-
)lortnoc

ot
evitaler(

0.0

0.2

0.4

0.6

0.8

1.0

1.2
TPC-1

Con
tro

l 10 25 50 200100
EGCG ( M)

*

*

*

**
**

**

/SA
R

nitca-
)lortnoc

ot
evitale r(

0.0

0.2

0.4

0.6

0.8

1.0

1.2
ARO

Con
tro

l 10 25 50 200100
EGCG ( M)

*

*

*
****

/SA
R

nitca-
)lortnoc

ot
evitaler(

0.0

0.2

0.4

0.6

0.8

1.0

1.2
TT

Con
tro

l 10 25 50 200100
EGCG ( M)

**
**

**

**

*

FA
R/FA

R-p
)lortnoc

ot
evitaler(

0.0

0.2

0.4

0.6

0.8

1.0

1.2
TPC-1

Con
tro

l 10 25 50 200100
EGCG ( M)

*

*

*

**
**

FA
R/FA

R-p
)lortnoc

ot
evitaler(

0.0

0.2

0.4

0.6

0.8

1.0

1.2
ARO

Con
tro

l 10 25 50 200100
EGCG ( M)

*

*

*

**
*FA

R/FA
R-p

)lortnoc
ot

evitaler(

0.0

0.2

0.4

0.6

0.8

1.0

1.2
TT

Con
tro

l 10 25 50 200100
EGCG ( M)

*
***

2/1
KE

M/2/1
KE

M-p
)lortnoc

ot
evitaler(

0.0

0.2

0.4

0.6

0.8

1.0

1.2
TPC-1

Con
tro

l 10 25 50 200100
EGCG ( M)

*

*

*
**

**

2/1
KE

M/2/1
KE

M-p
)lortnoc

ot
evitaler(

0.0

0.2

0.4

0.6

0.8

1.0

1.2
ARO

Con
tro

l 10 25 50 200100
EGCG ( M)

*

*

***
**

2/1
KE

M/2/1
KE

M-p
)lortnoc

ot
evitaler(

0.0

0.2

0.4

0.6

0.8

1.0

1.2
TT

Con
tro

l 10 25 50 200100
EGCG ( M)

*
**

****
**

2/1
K

RE/2/1
K

RE-p
)lortnoc

ot
evitalar(

0.0

0.2

0.4

0.6

0.8

1.0

1.2
TPC-1

Con
tro

l 10 25 50 200100
EGCG ( M)

** ***

2/1
K

RE/2/1
K

RE-p
)lortnoc

ot
evitalar(

0.0

0.2

0.4

0.6

0.8

1.0

1.2
ARO

Con
tro

l 10 25 50 200100
EGCG ( M)

*

*

*****

**

2/1
K

RE/2/1
K

RE-p
)lortnoc

ot
evitalar(

a TT TPC-1 ARO

C
on

tr
ol 100 200502510

EGCG (μM) C
on

tr
ol

C
on

tr
ol10 1025 2550 50100 100200 200

EGCG (μM) EGCG (μM)

b

c

d

e

f

βββ

µ µ

µ µ µ

µ µ µ

µ µ µ

µ µ µ

Fig. 7  Effects of EGCG on the EGFR/RAS/RAF/MEK/ERK signaling pathway in human thyroid carcinoma cells. a Western blotting analysis of the 
expression levels of p-EGFR, EGFR, RAS, p-RAF, RAF, p-MEK1/2, MEK1/2, p-ERK1/2, and ERK1/2 in TT, TPC-1, and ARO cells. β-actin was used as the 
loading control. b–f The intensities of the bands were quantified by densitometry analyses and normalized by the amount of EGFR, β-actin, RAF, 
MEK1/2, and ERK1/2, respectively. Data are presented as mean ± SEM of three independent experiments. *P < 0.05, **P < 0.01 compared with the 
control group



Page 12 of 17Wu et al. Cancer Cell Int           (2019) 19:43 

0 4 8 12 16 20 24 28 32
0

50

100

150

200 Control
10 μM EGCG
25 μM EGCG
50 μM EGCG
100 μM EGCG

200 μM EGCG **

**

**

TT

**

Time(day)

m
m(

e
mulov

ro
muT

3 )

0 4 8 12 16 20 24 28 32
0

50

100

150

200

250 Control
10 μM EGCG
25 μM EGCG
50 μM EGCG
100 μM EGCG

200 μM EGCG **

**
**

TPC-1

**

Time(day)

m
m(

e
mulov

ro
muT

3 )

0 4 8 12 16 20 24 28 32
0

100

200

300

400

500

600 Control
10 μM EGCG
25 μM EGCG
50 μM EGCG
100 μM EGCG

200 μM EGCG **

**

**

ARO

**

Time(day)

m
m(

e
mulov

ro
muT

3 )

0.00

0.02

0.04

0.06

0.08
TT

Contro
l 10 25 50 200100

EGCG (µM)

*

*

*

**
**

**

)g(thgie
w

ro
muT

0.00

0.02

0.04

0.06

0.08

0.10
TPC-1

Contro
l 10 25 50 200100

EGCG ( M)

*

*

*
**

**
**

)g(thgie
w

ro
muT

0.00

0.03

0.06

0.09

0.12
ARO

Contro
l 10 25 50 200100

EGCG ( M)

**
**

**

**

)g(thgie
w

ro
muT

0

20

40

60

80

100

10 25 50 200100
EGCG ( M)

TT

)
%(

etar
yrotibihniro

muT 0

20

40

60

80

100

10 25 50 200100
EGCG ( M)

TPC-1

)
%(

etar
yrotibihniro

muT 0

20

40

60

80

100

10 25 50 200100
EGCG ( M)

ARO

)
%(

etar
yrotibihniro

muT

0 4 8 12 16 20 24 28 32
10

20

30

40

50 Control
10 μM EGCG
25 μM EGCG
50 μM EGCG
100 μM EGCG

200 μM EGCG

TT

Time(day)

)g(
thgie

w
ydo

B

0 4 8 12 16 20 24 28 32
10

20

30

40 Control
10 μM EGCG
25 μM EGCG
50 μM EGCG
100 μM EGCG

200 μM EGCG

TPC-1

Time(day)

)g(
thgie

w
ydo

B

0 4 8 12 16 20 24 28 32
10

20

30

40

50 Control
10 μM EGCG
25 μM EGCG
50 μM EGCG
100 μM EGCG

200 μM EGCG

ARO

Time(day)

)g(
thgie

w
ydo

B

b

c

d

e

a TT TPC-1 ARO

C
on

tr
ol

C
on

tr
ol

C
on

tr
ol 101010 252525 505050 100100100 200200200

EGCG (μM)EGCG (μM)EGCG (μM)

µ µ

µµµ

Fig. 8  Effects of EGCG on the growth of TT, TPC-1, and ARO xenograft tumors in nude mice. a Representative xenografts dissected from different 
groups of nude mice were shown. b The tumor volume of each group was measured every day. c, d The tumors were weighed and the inhibition 
rates of tumor growth were calculated by the formula shown above. e The body weight change curve of each group during the experiment. Values 
are presented as mean ± SEM (n = 6). *P < 0.05, **P < 0.01 compared with the control group
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Fig. 9  Effects of EGCG on the PI and MVD of human thyroid carcinoma xenografts. a–c Representive photographs of HE, Ki67, and CD31 staining 
in TT, TPC-1, and ARO xenograft tumors; original magnification ×400. d, e The PI and MVD were calculated by the formula shown above. Values are 
presented as mean ± SEM (n = 3). *P < 0.05, **P < 0.01 compared with the control group
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Fig. 10  Effects of EGCG on the expression levels of cleaved PARP and p-ERK1/2 in human thyroid carcinoma xenografts. a, b Representive 
photographs of cleaved PARP and p-ERK1/2 staining in TT, TPC-1, and ARO xenograft tumors; original magnification ×400. c, d The cleaved PARP 
and p-ERK1/2 positive cells were calculated by the formula shown above. Values are presented as mean ± SEM (n = 3). *P < 0.05, **P < 0.01 compared 
with the control group
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cancer cells, including endometrial carcinoma, pheo-
chromocytoma, chondrosarcoma, and B cell lymphoma 
[48–51]. Similarly, our results showed that EGCG dose-
dependently increased the apoptotic index, protein levels 
of cleaved cas-3 and cleaved PARP, as well as the Bax/
Bcl-2 ratio, suggesting the activation of mitochondria-
mediated apoptotic pathway. The results indicate that 
EGCG induces mitochondrial-mediated apoptosis in 
human thyroid carcinoma cells. Furthermore, it has been 
reported that low dose radiation can induce senescence 
of human mesenchymal stromal cells, while the contribu-
tion to apoptosis is minimal [52]. Whether EGCG could 
induce senescence of human thyroid carcinoma cells 
needs to be further investigated.

RAS/RAF/MEK/ERK signaling pathway is involved in 
cancer development, maintenance, and progression [53, 
54]. RAS/RAF/MEK/ERK pathway comprises the G-pro-
tein RAS and three dual-specific protein kinases RAF, 
MEK, and ERK. The binding of different ligands to recep-
tor tyrosine kinases can induce the activation of RAS 
which in turn leads to the activation of RAF, MEK, and 
ERK [35, 55, 56]. RAS/RAF/MEK/ERK pathway has been 
reported to be one of the most frequently activated onco-
genic signaling pathways in thyroid cancer [57]. In addi-
tion, recent studies have shown that RAS/RAF/MEK/
ERK cascade is an important downstream intracellular 
signal of EGFR [39, 58]. A recent study indicates that 
forkhead box D3 is a tumor suppressor of colon cancer 
via the inhibition of EGFR/RAS/RAF/MEK/ERK signal 
pathway [59]. Another study has revealed that Polygona-
tum odoratum lectin induces apoptosis and autophagy by 
targeting EGFR-mediated RAS/RAF/MEK/ERK pathway 
in human MCF-7 breast cancer cells [60]. Similarly, our 
results showed that EGCG dose-dependently decreased 
the protein levels of p-EGFR, RAS, p-RAF, p-MEK1/2, 
and p-ERK1/2. The results suggest that EGCG is a tumor 
suppressor by increasing the apoptotic level in human 
thyroid carcinoma cells via EGFR/RAS/RAF/MEK/ERK 
signaling pathway.

A number of studies indicate that TT, TPC-1, and ARO 
cells have been widely adopted to establish subcutane-
ous xenograft models [40–42]. We therefore examined 
the effect of EGCG on the growth of human thyroid 
carcinoma xenograft tumors in BALB/c nude mice. The 
results showed that administration of EGCG reduced the 
growth of human thyroid carcinoma xenograft tumors 
in a dose-dependent manner. Ki67 is an important pro-
liferative marker and has been widely used in detect-
ing the proliferative activity of cancer cells [28, 61]. 
The results indicated that the expression levels of Ki67 
in xenograft tumors were reduced by treatment with 
EGCG. CD31 has been considered an ideal biomarker 
for vascular endothelial cells and intratumoral MVD 

can be reflected by CD31 staining [29, 62]. Administra-
tion of EGCG decreased the expression level of CD31 in 
human thyroid carcinoma xenograft tumors. In addition, 
EGCG increased the expression level of cleaved PARP 
but decreased the expression level of p-ERK1/2. Taken 
together, these results suggest that EGCG could reduce 
the growth and angiogenesis, as well as induce apoptosis 
of human thyroid carcinoma xenograft tumors.

Conclusions
In conclusion, our results demonstrate that EGCG could 
inhibit the growth and increase the apoptosis of human 
thyroid carcinoma cells via suppression of EGFR/RAS/
RAF/MEK/ERK signaling pathway. EGCG can be devel-
oped as a novel therapeutic agent for the treatment of thy-
roid cancer.

Abbreviations
MTC: medullary thyroid cancer; FTC: follicular thyroid cancer; PTC: papillary 
thyroid cancer; ATC​: anaplastic thyroid cancer; EGCG​: epigallocatechin-3-gal-
late; FBS: fetal bovine serum; PBS: phosphate-buffered saline; MR: migration 
rate; TUNEL: TdT-mediated dUTP-biotin nick end labeling; EGFR: epidermal 
growth factor receptor; p: phosphor; ERK1/2: extracellular signal-regulated 
protein kinase ½; Bcl-2: B cell lymphoma-2; Bax: Bcl-2-associated X protein; 
Cas-3: caspase-3; PARP: poly adenosine diphosphate-ribose polymerase; 
IR: inhibition rate; HE: hematoxylin and eosin; IHC: immunohistochemistry; 
PI: proliferation index; CD31: cluster of differentiation 31; MVD: microvessel 
density; SEM: standard error of the mean.

Authors’ contributions
DW, ZX, AJ and YL conceived the study and drafted the manuscript. DW, ZL, 
JL, QZ, PZ, TT and MC designed and performed the experiments. DW and ZL 
analyzed the data and prepared the figures. All authors read and approved the 
final manuscript.

Author details
1 School of Basic Medical Sciences, Henan University College of Medicine, 
Kaifeng 475004, Henan, China. 2 State Key Laboratory of Tea Plant Biology 
and Utilization, Anhui Agricultural University, 130 Changjiang West Road, 
Hefei 230036, Anhui, China. 3 Henan International Joint Laboratory for Nuclear 
Protein Regulation, Henan University, Kaifeng 475004, Henan, China. 

Acknowledgements
Not applicable.

Competing interests
The authors declare that they have no competing interests.

Availability of data and materials
The data of the study are available from the corresponding author on reason-
able request.

Consent for publication
Not applicable.

Ethics approval and consent to participate
Animal experiments were approved by the Committee of Medical Ethics and 
Welfare for Experimental Animals of Henan University School of Medicine 
(HUSOM-2017-207) in compliance with the Experimental Animal Regulations 
formulated by the National Science and Technology Commission, China.



Page 16 of 17Wu et al. Cancer Cell Int           (2019) 19:43 

Funding
This work was supported by Grants from the National Natural Science 
Foundation of China (Nos. U1504817, 81802718, 81870591), the Founda-
tion of Science & Technology Department of Henan Province, China (Nos. 
182102310335, 162300410233, 162300410036), the Science Foundation of 
Kaifeng City, China (Nos. 1608004, 1703016), the Science Foundation of Henan 
University, China (No. yqpy20170044), and the Open Fund of State Key Labora-
tory of Tea Plant Biology and Utilization, China (No. SKLTOF20160106).

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub-
lished maps and institutional affiliations.

Received: 25 November 2018   Accepted: 18 February 2019

References
	1.	 Siegel RL, Miller KD, Jemal A. Cancer statistics, 2017. CA Cancer J Clin. 

2017;67:7–30.
	2.	 Kitahara CM, Sosa JA. The changing incidence of thyroid cancer. Nat Rev 

Endocrinol. 2016;12:646–53.
	3.	 Gara SK, Jia L, Merino MJ, et al. Germline HABP2 mutation causing familial 

nonmedullary thyroid cancer. N Engl J Med. 2015;373:448–55.
	4.	 Schlumberger M, Elisei R, Müller S, et al. Overall survival analysis of EXAM, 

a phase III trial of cabozantinib in patients with radiographically progres-
sive medullary thyroid carcinoma. Ann Oncol. 2017;28:2813–9.

	5.	 Molinaro E, Romei C, Biagini A, et al. Anaplastic thyroid carcinoma: from 
clinicopathology to genetics and advanced therapies. Nat Rev Endo-
crinol. 2017;13:644–60.

	6.	 Cabanillas ME, McFadden DG, Durante C. Thyroid cancer. Lancet. 
2016;388:2783–95.

	7.	 Liu D, Hou P, Liu Z, et al. Genetic alterations in the phosphoinositide 
3-kinase/Akt signaling pathway confer sensitivity of thyroid cancer cells 
to therapeutic targeting of Akt and mammalian target of rapamycin. 
Cancer Res. 2009;69:7311–9.

	8.	 Capdevila J, Mayor R, Mancuso FM, et al. Early evolutionary diver-
gence between papillary and anaplastic thyroid cancers. Ann Oncol. 
2018;29:1454–60.

	9.	 Brose MS, Nutting CM, Jarzab B, et al. Sorafenib in radioactive iodine-
refractory, locally advanced or metastatic differentiated thyroid cancer: a 
randomised, double-blind, phase 3 trial. Lancet. 2014;384:319–28.

	10.	 Broecker-Preuss M, Müller S, Britten M, et al. Sorafenib inhibits intracellular 
signaling pathways and induces cell cycle arrest and cell death in thyroid 
carcinoma cells irrespective of histological origin or BRAF mutational 
status. BMC Cancer. 2015;15:184.

	11.	 Wang J, Man GCW, Chan TH, et al. A prodrug of green tea polyphenol 
(–)-epigallocatechin-3-gallate (Pro-EGCG) serves as a novel angiogenesis 
inhibitor in endometrial cancer. Cancer Lett. 2018;412:10–20.

	12.	 Torello CO, Shiraishi RN, Della Via FI, et al. Reactive oxygen species 
production triggers green tea-induced anti-leukaemic effects on acute 
promyelocytic leukaemia model. Cancer Lett. 2018;414:116–26.

	13.	 Ugai T, Matsuo K, Sawada N, et al. Coffee and green tea consumption 
and subsequent risk of acute myeloid leukemia and myelodysplastic 
syndromes in Japan. Int J Cancer. 2018;142:1130–8.

	14.	 Ko H, So Y, Jeon H, et al. TGF-β1-induced epithelial-mesenchymal transi-
tion and acetylation of Smad2 and Smad3 are negatively regulated by 
EGCG in human A549 lung cancer cells. Cancer Lett. 2013;335:205–13.

	15.	 Gan RY, Li HB, Sui ZQ, et al. Absorption, metabolism, anti-cancer effect 
and molecular targets of epigallocatechin gallate (EGCG): an updated 
review. Crit Rev Food Sci Nutr. 2018;58:924–41.

	16.	 Afzal M, Safer AM, Menon M. Green tea polyphenols and their potential 
role in health and disease. Inflammopharmacology. 2015;23:151–61.

	17.	 Oliveira MR, Nabavi SF, Daglia M, et al. Epigallocatechin gallate and 
mitochondria—a story of life and death. Pharmacol Res. 2016;104:70–85.

	18.	 Modernelli A, Naponelli V, Giovanna Troglio M, et al. EGCG antagonizes 
bortezomib cytotoxicity in prostate cancer cells by an autophagic 
mechanism. Sci Rep. 2015;5:15270.

	19.	 Butt MS, Ahmad RS, Sultan MT, et al. Green tea and anticancer perspec-
tives: updates from last decade. Crit Rev Food Sci Nutr. 2015;55:792–805.

	20.	 Wang H, Bian S, Yang CS. Green tea polyphenol EGCG suppresses lung 
cancer cell growth through upregulating miR-210 expression caused by 
stabilizing HIF-1α. Carcinogenesis. 2011;32:1881–9.

	21.	 Singh AK, Sharma N, Ghosh M, et al. Emerging importance of dietary 
phytochemicals in fight against cancer: role in targeting cancer stem 
cells. Crit Rev Food Sci Nutr. 2017;57:3449–63.

	22.	 Shammas MA, Neri P, Koley H, et al. Specific killing of multiple myeloma 
cells by (–)-epigallocatechin-3-gallate extracted from green tea: biologic 
activity and therapeutic implications. Blood. 2006;108:2804–10.

	23.	 Chow HH, Cai Y, Hakim IA, et al. Pharmacokinetics and safety of green 
tea polyphenols after multiple-dose administration of epigallocat-
echin gallate and polyphenon E in healthy individuals. Clin Cancer Res. 
2003;9:3312–9.

	24.	 Wu D, Luo N, Wang L, et al. Hydrogen sulfide ameliorates chronic renal 
failure in rats by inhibiting apoptosis and inflammation through ROS/
MAPK and NF-κB signaling pathways. Sci Rep. 2017;7:455.

	25.	 Wu D, Li M, Tian W, et al. Hydrogen sulfide acts as a double-edged sword 
in human hepatocellular carcinoma cells through EGFR/ERK/MMP-2 and 
PTEN/AKT signaling pathways. Sci Rep. 2017;7:5134.

	26.	 Wu DD, Gao YR, Li T, et al. PEST-containing nuclear protein mediates the 
proliferation, migration, and invasion of human neuroblastoma cells 
through MAPK and PI3K/AKT/mTOR signaling pathways. BMC Cancer. 
2018;18:499.

	27.	 Heilmann AM, Perera RM, Ecker V, et al. CDK4/6 and IGF1 receptor inhibi-
tors synergize to suppress the growth of p16INK4A-deficient pancreatic 
cancers. Cancer Res. 2014;74:3947–58.

	28.	 Determann O, Hoster E, Ott G, et al. Ki-67 predicts outcome in advanced-
stage mantle cell lymphoma patients treated with anti-CD20 immu-
nochemotherapy: results from randomized trials of the European MCL 
network and the German low grade lymphoma study group. Blood. 
2008;111:2385–7.

	29.	 Koukourakis MI, Giatromanolaki A, Thorpe PE, et al. Vascular endothe-
lial growth factor/KDR activated microvessel density versus CD31 
standard microvessel density in non-small cell lung cancer. Cancer Res. 
2000;60:3088–95.

	30.	 Otto T, Sicinski P. Cell cycle proteins as promising targets in cancer 
therapy. Nat Rev Cancer. 2017;17:93–115.

	31.	 Wang SS, Lv Y, Xu XC, et al. Triptonide inhibits human nasopharyngeal 
carcinoma cell growth via disrupting Lnc-RNA THOR-IGF2BP1 signaling. 
Cancer Lett. 2019;443:13–24.

	32.	 Pitchakarn P, Suzuki S, Ogawa K, et al. Induction of G1 arrest and apopto-
sis in androgen-dependent human prostate cancer by Kuguacin J, a trit-
erpenoid from Momordica charantia leaf. Cancer Lett. 2011;306:142–50.

	33.	 Chen M, Wang X, Zha D, et al. Apigenin potentiates TRAIL therapy of 
non-small cell lung cancer via upregulating DR4/DR5 expression in a 
p53-dependent manner. Sci Rep. 2016;6:35468.

	34.	 Kitagawa M, Liao PJ, Lee KH, et al. Dual blockade of the lipid kinase PIP4Ks 
and mitotic pathways leads to cancer-selective lethality. Nat Commun. 
2017;8:2200.

	35.	 Knight T, Irving JA. Ras/Raf/MEK/ERK pathway activation in childhood 
acute lymphoblastic leukemia and its therapeutic targeting. Front Oncol. 
2014;4:160.

	36.	 Poulikakos PI, Rosen N. Mutant BRAF melanomas-dependence and resist-
ance. Cancer Cell. 2011;19:11–5.

	37.	 Peng J, Gassama-Diagne A. Apicobasal polarity and Ras/Raf/MEK/ERK 
signalling in cancer. Gut. 2017;66:986–7.

	38.	 Wan L, Chen M, Cao J, et al. The APC/C E3 ligase complex activator FZR1 
restricts BRAF oncogenic function. Cancer Discov. 2017;7:424–41.

	39.	 Troiani T, Napolitano S, Vitagliano D, et al. Primary and acquired resistance 
of colorectal cancer cells to anti-EGFR antibodies converge on MEK/ERK 
pathway activation and can be overcome by combined MEK/EGFR inhibi-
tion. Clin Cancer Res. 2014;20:3775–86.

	40.	 Bentzien F, Zuzow M, Heald N, et al. In vitro and in vivo activity of 
cabozantinib (XL184), an inhibitor of RET, MET, and VEGFR2, in a model of 
medullary thyroid cancer. Thyroid. 2013;23:1569–77.

	41.	 Hong S, Yu S, Li J, et al. MiR-20b displays tumor-suppressor functions 
in papillary thyroid carcinoma by regulating the MAPK/ERK signaling 
pathway. Thyroid. 2016;26:1733–43.



Page 17 of 17Wu et al. Cancer Cell Int           (2019) 19:43 

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your research ?  Choose BMC and benefit from: 

	42.	 So Y, Lee YJ, Lee WW, et al. Determination of the optimal time for radi-
oiodine therapy in anaplastic thyroid carcinoma using the adenovirus-
mediated transfer of sodium iodide symporter gene. Oncol Rep. 
2013;29:1666–70.

	43.	 De Amicis F, Perri A, Vizza D, et al. Epigallocatechin gallate inhibits growth 
and epithelial-to-mesenchymal transition in human thyroid carcinoma 
cell lines. J Cell Physiol. 2013;228:2054–62.

	44.	 Wu D, Si W, Wang M, et al. Hydrogen sulfide in cancer: friend or foe? Nitric 
Oxide. 2015;50:38–45.

	45.	 Palumbo T, Poultsides GA, Kouraklis G, et al. A functional microRNA library 
screen reveals miR-410 as a novel anti-apoptotic regulator of cholangio-
carcinoma. BMC Cancer. 2016;16:353.

	46.	 Wu D, Gao Y, Qi Y, et al. Peptide-based cancer therapy: opportunity and 
challenge. Cancer Lett. 2014;351:13–22.

	47.	 Ke FFS, Vanyai HK, Cowan AD, et al. Embryogenesis and adult life in 
the absence of intrinsic apoptosis effectors BAX, BAK, and BOK. Cell. 
2018;173:1217–30.

	48.	 Manohar M, Fatima I, Saxena R, et al. (–)-Epigallocatechin-3-gallate 
induces apoptosis in human endometrial adenocarcinoma cells via 
ROS generation and p38 MAP kinase activation. J Nutr Biochem. 
2013;24:940–7.

	49.	 Hu Q, Chang X, Yan R, et al. (–)-Epigallocatechin-3-gallate induces cancer 
cell apoptosis via acetylation of amyloid precursor protein. Med Oncol. 
2015;32:390.

	50.	 Tang GQ, Yan TQ, Guo W, et al. (–)-Epigallocatechin-3-gallate induces 
apoptosis and suppresses proliferation by inhibiting the human Indian 
Hedgehog pathway in human chondrosarcoma cells. J Cancer Res Clin 
Oncol. 2010;136:1179–85.

	51.	 Wang J, Xie Y, Feng Y, et al. (–)-Epigallocatechingallate induces apoptosis 
in B lymphoma cells via caspase-dependent pathway and Bcl-2 family 
protein modulation. Int J Oncol. 2015;46:1507–15.

	52.	 Alessio N, Del Gaudio S, Capasso S, et al. Low dose radiation induced 
senescence of human mesenchymal stromal cells and impaired the 
autophagy process. Oncotarget. 2015;6:8155–66.

	53.	 Mandal R, Becker S, Strebhardt K. Stamping out RAF and MEK1/2 to 
inhibit the ERK1/2 pathway: an emerging threat to anticancer therapy. 
Oncogene. 2016;35:2547–61.

	54.	 Nichols RJ, Haderk F, Stahlhut C, et al. RAS nucleotide cycling underlies 
the SHP2 phosphatase dependence of mutant BRAF-, NF1- and RAS-
driven cancers. Nat Cell Biol. 2018;20:1064–73.

	55.	 Gourlaouen M, Welti JC, Vasudev NS, et al. Essential role for endocytosis 
in the growth factor-stimulated activation of ERK1/2 in endothelial cells. J 
Biol Chem. 2013;288:7467–80.

	56.	 Roskoski R Jr. Targeting oncogenic Raf protein-serine/threonine kinases in 
human cancers. Pharmacol Res. 2018;135:239–58.

	57.	 Xing M. Molecular pathogenesis and mechanisms of thyroid cancer. Nat 
Rev Cancer. 2013;13:184–99.

	58.	 Koustas E, Karamouzis MV, Mihailidou C, et al. Co-targeting of EGFR and 
autophagy signaling is an emerging treatment strategy in metastatic 
colorectal cancer. Cancer Lett. 2017;396:94–102.

	59.	 Li K, Guo Q, Yang J, et al. FOXD3 is a tumor suppressor of colon cancer 
by inhibiting EGFR-Ras-Raf-MEK-ERK signal pathway. Oncotarget. 
2017;8:5048–56.

	60.	 Ouyang L, Chen Y, Wang XY, et al. Polygonatum odoratum lectin induces 
apoptosis and autophagy via targeting EGFR-mediated Ras-Raf-MEK-
ERK pathway in human MCF-7 breast cancer cells. Phytomedicine. 
2014;21:1658–65.

	61.	 Angelova M, Mlecnik B, Vasaturo A, et al. Evolution of metastases in space 
and time under immune selection. Cell. 2018;175:751–65.

	62.	 Liu Y, Jang S, Xie L, et al. Host deficiency in caveolin-2 inhibits lung 
carcinoma tumor growth by impairing tumor angiogenesis. Cancer Res. 
2014;74:6452–62.


	Epigallocatechin-3-gallate inhibits the growth and increases the apoptosis of human thyroid carcinoma cells through suppression of EGFRRASRAFMEKERK signaling pathway
	Abstract 
	Background: 
	Methods: 
	Results: 
	Conclusions: 

	Background
	Materials and methods
	Cell culture
	Cell growth assay
	Wound healing assay
	Migration and invasion assays
	TdT-mediated dUTP-biotin nick end labeling (TUNEL) assay
	Cell cycle analysis
	Western blotting
	Animal study
	Hematoxylin and eosin (HE) staining
	Immunohistochemistry (IHC) and evaluation
	Statistical analysis

	Results
	EGCG inhibits the proliferation, viability, and cell cycle progression in human thyroid carcinoma cells
	EGCG decreases the migration and invasion of human thyroid carcinoma cells
	EGCG increases apoptosis of human thyroid carcinoma cells
	EGCG suppresses the EGFRRASRAFMEKERK signaling pathway in human thyroid carcinoma cells
	EGCG reduces the growth and angiogenesis and induces apoptosis of human thyroid carcinoma xenograft tumors in nude mice

	Discussion
	Conclusions
	Authors’ contributions
	References




