
Epigenetic regulation of autophagy by the
methyltransferase EZH2 through an MTOR-

dependent pathway
Fu-Zheng Wei,1,# Ziyang Cao,1,# Xi Wang,1 Hui Wang,1 Mu-Yan Cai,2 Tingting Li,3 Naoko Hattori,4 Donglai Wang,1 Yipeng Du,1

Boyan Song,1 Lin-Lin Cao,1 Changchun Shen,1 Lina Wang,1 Haiying Wang,1 Yang Yang,1 Dan Xie,2 Fan Wang,5

Toshikazu Ushijima,4 Ying Zhao,1,* and Wei-Guo Zhu1,6,7,*

1Key Laboratory of Carcinogenesis and Translational Research (Ministry of Education); State Key Laboratory of Natural and Biomimetic Drugs; Beijing Key Laboratory of Protein

Posttranslational Modifications and Cell Function; Department of Biochemistry and Molecular Biology; Peking University Health Science Center; Beijing, China; 2State Key Labora-

tory of Oncology in South China; Sun Yat-Sen University Cancer Center; Guangzhou, China; 3Department of Biomedical Informatics; School of Basic Medical Sciences; Peking Uni-

versity Health Science Center; Beijing, China; 4Division of Epigenomics; National Cancer Center Research Institute; Tokyo, Japan; 5Department of Radiation Medicine; School of

Basic Medical Sciences; Peking University; Beijing, People’s Republic of China; 6Peking University-Tsinghua University Center for Life Sciences; Beijing, China; 7School of Medicine;

Shenzhen University; Shenzhen, China
#These authors contributed equally to this paper.

Keywords: autophagy, EZH2, histone modification, MTA2, MTOR pathway

Abbreviations: ChIP, chromatin immunoprecipitation; CRC, colorectal carcinoma; EZH2, enhancer of zeste 2 polycomb repressive
complex 2 subunit; IHC, immunohistochemistry; MAP1LC3B/LC3B, microtubule-associated protein 1 light chain 3 b, MNase,
micrococcal nuclease; MTA2, metastasis associated 1 family, member 2; MTOR, mechanistic target of rapamycin (serine/threonine
kinase); NuRD, nucleosome remodeling and histone deacetylase; PRC2, Polycomb-Repressive Complex 2; RPS6KB1, ribosomal pro-

tein S6 kinase, 70kDa, polypeptide 1; SQSTM1/p62, sequestosome 1; TMA, tissue microarray; TSC2, tuberous sclerosis 2

Macroautophagy is an evolutionarily conserved cellular process involved in the clearance of proteins and organelles.
Although the autophagy regulation machinery has been widely studied, the key epigenetic control of autophagy
process still remains unknown. Here we report that the methyltransferase EZH2 (enhancer of zeste 2 polycomb
repressive complex 2 subunit) epigenetically represses several negative regulators of the MTOR (mechanistic target of
rapamycin [serine/threonine kinase]) pathway, such as TSC2, RHOA, DEPTOR, FKBP11, RGS16 and GPI. EZH2 was recruited
to these genes promoters via MTA2 (metastasis associated 1 family, member 2), a component of the nucleosome
remodeling and histone deacetylase (NuRD) complex. MTA2 was identified as a new chromatin binding protein whose
association with chromatin facilitated the subsequent recruitment of EZH2 to silenced targeted genes, especially TSC2.
Downregulation of TSC2 (tuberous sclerosis 2) by EZH2 elicited MTOR activation, which in turn modulated subsequent
MTOR pathway-related events, including inhibition of autophagy. In human colorectal carcinoma (CRC) tissues, the
expression of MTA2 and EZH2 correlated negatively with expression of TSC2, which reveals a novel link among
epigenetic regulation, the MTOR pathway, autophagy induction, and tumorigenesis.

Introduction

Autophagy is a unique protein degradation process by which
cytoplasmic constituents are delivered to the lysosome for diges-
tion.1-3 Therefore it is critical to provide energy by recycling
macromolecules in response to nutrient and environmental stress.
The kinase MTOR (mechanistic target of rapamycin [serine/
threonine kinase]) is an important regulator of autophagy induc-
tion; active MTOR suppresses autophagy, and the inhibition of
MTOR activity promotes it.4,5 Autophagy involves a series of
dynamic membrane rearrangements that are mediated by a core
set of autophagy-related (ATG) proteins. Steps in this process
include the sequestration of cytoplasm by the phagophore,

autophagosome maturation and, ultimately, cargo degrada-
tion.6,7 Although the cytoplasmic network leading to autophagy
has been widely studied, the nuclear regulation that initiates and
maintains the process remains poorly understood. In fact, while
recent publications have just begun to suggest the role of transcription
factors such as NFKB1/NF-kB (nuclear factor kappa-light-chain-
enhancer of activated B cells),8,9 E2F1 (E2F transcription factor 1),10

and FOXO (forkhead box O) family members11-13 in autophagy
induction, the epigenetic mechanisms that control chromatin reorga-
nization for transcriptional initiation during autophagy regulation
are still largely unknown.

Recently, several reports have shown that histone modifica-
tions play important roles in the regulation of autophagy
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process.14 For example, serum starvation, a prominent inducer of
autophagy, increases the number of cells that exhibit high levels
of trimethylated H4 at Lys20/K20 (H4[K20me3]) in their con-
stitutive heterochromatin.15 Dimethylation of histone H3 at
lysine 9 (H3[K9me2]) mediated by EHMT2/G9a (euchromatic
histone-lysine N-methyltransferase 2) inhibits the expression of
MAP1LC3B/LC3B (microtubule-associated protein 1 light chain
3), WIPI1 (WD repeat domain, phosphoinositide interacting 1),
and TP53INP2/DOR (tumor protein p53 inducible nuclear

protein 2), which are essential for autophagosome formation.16

Trimethylated H3 at Lys4/K4 (H3[K4me3]), in parallel with the
deacetylation of H4[K16], was coupled to the induction of
autophagy in both mammalian and yeast cells.17

Chromatin modulation through covalent histone modifications
is one of the main mechanisms of epigenetics regulation.18-21

The functions of histone modifications rely largely on their effec-
tor proteins, and the activity of histone-modifying enzymes is
modulated by several complexes.22,23 In mammals, polycomb-

repressive complex 2 (PRC2) is an
important complex that is
involved in various biological pro-
cesses, including cell proliferation,
stem cell pluripotency and cancer
development.24,25 PRC2 is com-
posed of EZH2 (enhancer of zeste
2 polycomb repressive complex 2
subunit), EED (embryonic ecto-
derm development) and SUZ12
(SUZ12 polycomb repressive
complex 2 subunit).26 EZH2
mainly catalyzes trimethylation of
lysine 27 on histone H3 (H3
[K27me3]), which spreads among
the target genes to mediate gene
repression.27-29 Another impor-
tant complex in gene repression is
the nucleosome remodeling and
histone deacetylase (NuRD) com-
plex. The mammalian NuRD
complex is composed of HDAC1/
2 (histone deacetylase 1/2),
CHD4 (chromodomain helicase
DNA bingding protein 4),
RBBP4/RbAp48 (retinoblastoma
binding protein 4), RBBP7/
RbAp46 (retinoblastoma binding
protein 7), MBD3 (methyl-CpG
binding domain protein 3) and
metastasis-associated proteins
(MTAs).30-32 Recent studies have
demonstrated that the NuRD
complex is associated with the
pluripotency of embryonic
stem cells via MBD3,33 and is
also associated with DNA dam-
age-response pathways via
CHD4.34-36 The NuRD complex
plays a dual role in chromatin reg-
ulation and is widely recognized
as an essential repressive regula-
tor.37 Functional correlations
between the NuRD complex and
other histone regulators are highly
expected.

Figure 1. Inhibition of EZH2 induces autophagy. (A) HeLa cells were transfected with NS (nonspecific) or
EZH2-specific siRNA for 48 h with protease inhibitors (10 mM E64 and 10 mM pepstatin-A). Cells were stained
with LC3B antibody (green) and DAPI, and observed under confocal microscopy for LC3B puncta. Scale bars:
10 mm. (B) Quantification of the number of LC3B puncta per cell in A. Data in B are means § s.d. (n=50 , 3
experimental repeats). (C and D) HeLa cells were transfected with NS (nonspecific) or EZH2-specific siRNA (C)
or treated with GSK126 (2 mM) (D) for 48 h in the presence or absence of protease inhibitors (E64 and pepsta-
tin-A). Cell lysates were extracted and analyzed with immunoblotting as indicated. (E) A FLAG-tagged EZH2 or
an empty plasmid was individually transfected into MCF-7 cells. 24 h after transfection, cells were then incu-
bated in medium with or without serum for 24 h. LC3B-II accumulation was detected in the presence or
absence of lysosomal protease inhibitors (E64 and pepstatin-A). (F) A FLAG-tagged EZH2Y641H mutant or an
empty plasmid was individually transfected into MCF-7 cells with or without GSK126. 24 h after transfection,
cells were incubated in medium with or without serum for 24 h. LC3B-II accumulation was detected in the
presence or absence of lysosomal protease inhibitors (E64 and pepstatin-A).
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Figure 2. For figure legend, see page 2312.
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In the present work, we provide experimental evidence sup-
porting the role of the methyltransferase EZH2 in the autophagy
induction via transcriptional regulation of MTOR pathway-
related genes, especially TSC2 (tuberous sclerosis 2). RNA inter-
ference (RNAi) of EZH2 resulted in increased TSC2 expression
and consequently downregulation of MTOR activity. In addi-
tion, we demonstrate that EZH2 associates with the TSC2 gene
promoters and represses gene expression dependent on MTA2, a
component of the NuRD complex. Significantly, we further con-
firm a positive correlation between MTA2-EZH2 and
SQSTM1/p62 (sequestosome 1), a hallmark of autophagy, in
human colorectal carcinoma samples. Taken together, our find-
ings have identified EZH2 as an epigenetic regulator of auto-
phagy by regulating the MTOR signaling pathway.

Results

EZH2 knockdown induces autophagy
To test whether autophagy is induced by a deficiency of his-

tone methyltransferase EZH2, we first examined the effect of
EZH2 knockdown in HeLa cells. As shown in Figures 1A and
B, the knockdown of EZH2 caused a substantial increase in the
number of LC3B puncta. In contrast, few LC3B puncta were
observed in nonspecific-siRNA-treated cells. In addition, we also
compared LC3B-II accumulation as the biological marker of
autophagy. As shown in Figure 1C and Figure S1A, inhibition
of lysosomal proteases by E64 and pepstatin A led to a higher
boost in the amount of LC3B-II, the lipid-conjugated form of
LC3B, indicating that the knockdown of EZH2 causes greater
turnover of LC3B. Similarly, inhibition of EZH2 by GSK126, a
specific inhibitor of EZH2, resulted in autophagy induction
(Figs. 1A, B, D and Fig. S1B). Next, we examined the role of
EZH2 in serum starvation-induced autophagy. By testing LC3B-
II accumulation, we found the autophagy induction upon serum
withdrawal was obviously delayed in EZH2 overexpression cells
(Fig. 1E and Fig. S1C). In addition, we also generate gain-of-
function EZH2 mutant EZH2Y641H.38 Figure 1F shows that
overexpression of EZH2Y641H blocked the serum starvation-
induced accumulation of LC3B-II. Moreover, the autophagy
inhibition by EZH2Y641H could be reverted by EZH2 inhibitor
GSK126 (Fig. 1F), indicating that EZH2 is a negative regulator
of autophagy.

EZH2 regulates autophagy via the MTOR signaling
pathway

To identify the pathway responsible for the induction of
autophagy by EZH2 deficiency, we next examined the involve-
ment of the MTOR signaling pathway, which is well known for
its critical role in autophagy induction. As shown in Figure 2A,
phosphorylation of RPS6KB1 (Thr389) and phosphorylation of
MTOR (Ser2448), the 2 markers of MTOR activity, were
induced in the EZH2 (WT) and EZH2Y641H-overexpressing cells
(Fig. 2A and B and Fig. S2A and B). However, similar results
were not observed when the catalytically dead mutation
EZH2H689A was overexpressed, which implies that the histone
methyltransferase activity of EZH2 is indispensable in MTOR
regulation (Fig. 2A and Fig. S2A). To further clarify the role of
EZH2 in the MTOR signaling pathway, the EZH2Y641H plas-
mid was transfected into MCF-7 cells. As shown in Figure 2C,
MTOR inhibition by serum starvation is also impaired with
EZH2 gain-of-function mutation. In addition, the phosphoryla-
tion of RPS6KB1 and phosphorylation of MTOR were reduced
in the EZH2 RNAi and EZH2-inhibitor treated cells (Fig. 2D
and E and Fig. S2C and D), suggesting that EZH2 deficiency
inhibits the MTOR pathway.

We then investigated whether the inhibition of MTOR is a
necessary step for the induction of autophagy under such condi-
tions. For this purpose, we overexpressed a constitutively active
form of RHEB (RHEBQ64L), which positively regulates MTOR
activity. As shown in Figure 2F, the expression of RHEBQ64L

restored the activity of MTOR in EZH2 knockdown cells. Con-
currently, it also suppressed the degradation of SQSTM1 and the
increase in LC3B-II, indicating that the induction of autophagy
is abolished. By using microscopy, we also found that RHEBQ64L

eliminated the increase in the number of LC3B puncta (Fig. 2G
and H). In contrast, expression of an inactive form of RHEB
(RHEBD60K) affected neither the activity of MTOR nor the level
of autophagy (Fig. 2F to H). Taken together, these results indi-
cate that the inhibition of MTOR constitutes the definitive step
in the induction of autophagy by EZH2 deficiency.

EZH2 regulates the expression of MTOR pathway-related
genes

Since the above data pointed a role for EZH2 in the epige-
netic regulation of MTOR activity, we decided to determine

Figure 2 (see previous page). EZH2 regulates autophagy through the MTOR pathway. (A) A FLAG-tagged EZH2 (WT) or EZH2H689A mutant was individu-
ally transfected into MCF-7 cells for up to 48 h. Cell extracts were extracted and then analyzed with immunoblotting as indicated. (B) A FLAG-tagged
EZH2Y641H mutant or an empty plasmid was individually transfected into MCF-7 cells. At 24 h post-transfection, cells were then treated with or without
GSK126 for 48 h. Cell extracts were extracted and then analyzed with immunoblotting as indicated. (C) A FLAG-tagged EZH2Y641H mutant or an empty
plasmid was individually transfected into MCF-7 cells with or without GSK126. 24 h after transfection, cells were incubated in medium with or without
serum for 24 h. Cell extracts were extracted and then analyzed with immunoblotting as indicated. (D) HeLa cells were transfected with control (NS) or 2
independent EZH2-specific siRNAs. After 48 h, cells were further transfected with RNAi-resistant rescue form of wt-EZH2 to rescue the expression of
EZH2. The cell lysate was extracted and then analyzed with immunoblotting as indicated. (E) HeLa cells were treated with or without 2 mM GSK126 for
48 h. Cell lysates were extracted and analyzed with immunoblotting as indicated. (F and G) HeLa cells were transfected with an empty plasmid or plas-
mids expressing active (RHEBQ64L-FLAG) or inactive (RHEBD60K-MYC) RHEB mutants. 24 h after transfection, cells were then transfected with control (NS)
or EZH2-specific siRNA for 48 h with or without protease inhibitors (E64 and pepstatin-A). Cell extracts were analyzed by immunoblotting as indicated
(F). Endogenous LC3B punctate signals were observed under a confocal microscope. Scale bars: 10 mm (G). (H) Quantification of the number of LC3B
puncta per cell in (G). Data in (H) are means§ s.d. (n=50 , 3 experimental repeats).
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whether EZH2 might be involved
in the regulation of genes related
to the MTOR signaling pathway.
Interestingly, we found that both
EZH2 knockdown and EZH2
inhibitor increased the mRNA
expression level of TSC2 (Fig. 3A
and Fig. S3A). In addition, sev-
eral other MTOR pathway
related genes including RHOA,
DEPTOR, FKBP11, RGS16 and
GPI were also upregulated
(Fig. 3A and Fig. S3A). Consis-
tently, we noticed that the
mRNA expression level of TSC2,
but not TSC1, was reduced in
MCF-7 and 293T cells overex-
pressing EZH2 (Fig. 3B and
Fig. S3B). The protein expres-
sion level of TSC2 was also
tested. As shown in Figure 3C
and D and Figure S3C, we found
that TSC2 was decreased follow-
ing the overexpression of EZH2
(WT) and EZH2Y641H, but not
EZH2H689A. In addition, we also
found the negative correlation
between the protein levels of
EZH2 and TSC2 in several
human cancer cell lines (Fig. S4).

To examine EZH2-dependent
epigenetic regulation of these
genes, we mapped the promoters
of TSC2, RHOA, DEPTOR,
FKBP11, RGS16 and GPI for
EZH2 association in chromatin
immunoprecipitation (ChIP)
experiments. As shown in Fig-
ure 3E and F, EZH2 was highly
enriched in the targeted gene pro-
moters, and the enrichment of
EZH2 was also associated with
H3[K27me3]. Taken together,
these results indicate that EZH2-
dependent chromatin modifica-
tions occur at genes involved in
the MTOR signaling pathway.

Gene-specific recruitment of
EZH2 is dependent on MTA2
binding

Next, we explored how EZH2 is recruited to the MTOR
pathway-related gene promoters. It has been reported that
recruitment of EZH2 at its targeted loci is dependent on either
the presence or activity of the NuRD complex.39 Therefore we
sought to investigate whether NuRD complex is involved in

EZH2 regulated TSC2 expression. Firstly, by using coIP assays,
we confirmed that EZH2 interacts with the main components of
the NuRD complex including MTA2, MBD3 and HDAC1
(Fig. 4A and B). We next identified the subunit that directly
mediates the association. As indicated, His-EZH2 interacted

Figure 3. EZH2 regulates the expression of TSC2 and other MTOR pathway-related genes. (A) HeLa cells were
treated with 2 mM GSK126 for 48 h or transfected with 2 independent EZH2-specific siRNAs for 48 h. RNA
was then extracted and RT-PCR was performed as indicated. (B) A FLAG-EZH2 (WT) or an empty plasmid was
transfected into MCF-7 cells for 48 h. RNA was then extracted and analyzed with RT-PCR. mRNA expression
level of the indicated genes is presented. (C) A FLAG-EZH2 (WT) or an empty plasmid was transfected into
MCF-7 cells for 48 h. Western blots were performed using the indicated antibodies. (D) An empty plasmid, a
FLAG-EZH2 (WT), a FLAG-tagged EZH2H689A mutant, or a FLAG-tagged EZH2Y641H mutant was transfected into
293T cells. 24 h later, cells transfected with EZH2Y641H were treated with GSK126 for 48 h. Western blotting
was then performed using the indicated antibodies. (E and F) ChIP experiments were performed using anti-
EZH2 and anti-H3[K27me3] antibodies, binding of EZH2 (E) or H3[K27me3] (F) to the indicated promoters was
measured in HCT116 cells. CCND2 was used as a positive control. All error bars denote the s.d. (n=3 ).
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Figure 4. For figure legend, see page 2315.
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with GST-MTA2, but not with the other GST-fusion NuRD
subunits, suggesting that MTA2 and EZH2 bind directly in vitro
(Fig. S5A). The MTA2 protein harbors several distinct structural
domains: a BAH domain, an ELM2 domain and a SANT
domain (Fig. S5B). As shown in Figure S5C, the N-terminal
BAH domain of MTA2 was able to bind to EZH2 directly.
EZH2 is composed of several domains including EID, D1, D2,
CXC, and SET domain (Fig. S5B).40 To identify the fragment
of EZH2 responsible for the interaction with MTA2, His-MTA2
was incubated with the GST-EZH2 deletion mutant (A[a.a 69–
746], B[a.a 160–746], C[a.a 330–746] or D[a.a 614–746]), and
analyzed for GST affinity isolation and immunoblotting. As
shown in Figure S5D, binding-domain mapping analysis showed
that EZH2 bound to MTA2 via its D1 domain. Collectively,
these results suggest that MTA2 is fundamental of the association
between the NuRD complex and EZH2.

To understand the elaborate coordination between the NuRD
complex and EZH2, we further investigated the roles of MTA2
in recruiting EZH2 to the targeted genes. By using ChIP assays,
we found that the enrichment of EZH2, as well as H3[K27me3]
on the TSC2 promoter was significantly reduced after MTA2
depletion, while the enrichment of H3 acetylated at K27 (H3
[K27Ac]) increased (Fig. 4C and Fig. S6). In addition, a FLAG-
MTA2 plasmid was transfected into HCT116 cells (Fig. 4D),
and ChIP assays were performed to detect the enrichment of
MTA2, EZH2, H3[K27me3] and H3[K27Ac] on the TSC2 pro-
moter. As shown in Figure 4D, EZH2 and H3[K27me3] enrich-
ment was increased in response to the increased MTA2
expression, while the enrichment of H3[K27Ac] reduced
(Fig. 4D). We also performed ChIP assays by using primers spe-
cific on the promoters of RHOA and DEPTOR, and got similar
results (Fig. S7A to D), suggesting that MTA2 enrichment is a
prerequisite for EZH2 recruitment.

We next examined the role of MTA2 in TSC2 expression and
MTOR pathway regulation. As expected, after MTA2 was
knocked down, the expression level of TSC2 increased signifi-
cantly, while the phosphorylation of RPS6KB1 and phosphoryla-
tion of MTOR were reduced (Fig. 4E). Moreover, reduction of
TSC2 expression and MTOR pathway upregulation induced by
EZH2 were almost abolished in MTA2 RNAi cells (Fig. 4F).
Taken together, these data suggest that MTA2 is involved in
coordinating EZH2 to regulate the MTOR pathway.

Since we have found MTA2 is required for EZH2-mediated
gene repression of TSC2, we then tested whether MTA2 is also a
regulator of autophagy. An MTA2 RNAi experiment was per-
formed in HeLa cells to observe any changes of autophagic

hallmarks. As shown in Figure 5A, the knockdown of MTA2
induced a significant increase in LC3B-II accumulation. In addi-
tion, the overexpression of MTA2 blocked serum starvation
induced autophagy, indicating that MTA2 is also a negative regu-
lator of autophagy (Fig. 5B). Next, we examined the role of
MTA2 in EZH2-repressed autophagy. As shown in Figure 5C
to E, EZH2 cannot downregulate autophagy in MTA2-RNAi
293T and HeLa cells, implying that EZH2 reduced autophagy
must occur via MTA2.

MTA2 is a chromatin-binding protein
Because MTA2 is able to recruit EZH2 to the targeted genes,

we further investigated the structural basis of the association
between MTA2 and chromatin. Different cellular fractions were
extracted (Fig. 6A), as shown in Figure 6A, MTA2 was mainly
located in the S3 and S4 fraction. HCT116 cells were transfected
with a FLAG-MTA2 plasmid, and then the mononucleosomes
were extracted with MNase treatment, immunoprecipitated with
anti-FLAG and blotted with anti-H3[K4me3], anti-H3[K9me3],
anti-H3[K27me3] or anti-H3. As shown in Figure 6B, MTA2
was able to associate with mononucleosomes, and MTA2-associ-
ated histones contained H3[K27me3] modifications, but not H3
[K4me3] or H3[K9me3] modifications.

We next investigated whether MTA2 specifically recognized
particular histone modification patterns. The direct binding of
MTA2 to recombinant histones was examined in vitro with GST
affinity isolation assays. As shown in Figure 6C, GST-MTA2
was able to directly bind to histone octamers, whereas GST-
EZH2 and GST alone were not. In addition, GST-MTA2 was
incubated with biotin-tagged H3 peptides, and GST-MTA2 was
able to interact with H3 peptides directly, whereas GST-EZH2
and GST alone were not (Fig. 6D). Moreover, as shown in Fig-
ure 6E, the binding of MTA2 to H3 relied on its SANT domain,
whereas a similar binding capacity was not observed for the BAH
or ELM2 domains. Together, these results suggest a possible
structural basis by which MTA2 interacts with chromatin by rec-
ognizing unmodified H3.

EZH2 and MTA2 expression in colorectal carcinoma (CRC)
tissues and its correlation with TSC2 and SQSTM1 expression

We further investigated the expression levels of MTA2,
EZH2, TSC2 and SQSTM1 in CRC tissues. We firstly con-
ducted an immunohistochemistry (IHC) staining for MTA2 and
EZH2 in normal tissues and found that both proteins exhibited
much lower levels of expression compared to cancer tissues
(Fig. 7A). Further IHC staining assays were conducted on a

Figure 4 (see previous page). Gene-specific recruitment of EZH2 is dependent on MTA2 binding. (A and B) Nuclear proteins from HCT116 cells (A) or
LOVO cells (B) were extracted and immunoprecipitated using anti-EZH2. Immunoprecipitation with rabbit IgG was used as a negative control. Western
blotting was performed with the antibodies indicated. (C) HCT116 Cells were transfected with a nonspecific siRNA, or a siRNA targetingMTA2. ChIP assays
were performed using the indicated antibodies. The enrichment of MTA2, EZH2, H3[K27me3] and H3[K27Ac] on the indicated promoter was measured.
CCND2 was used as a positive control. (D) A FLAG-tagged MTA2 or an empty plasmid was individually transfected into HCT116 cells. ChIP assays were
performed using the indicated antibodies. CCND2 was used as a positive control. (E) HCT116 cells transfected with MTA2 siRNA was followed by transfec-
tion of a plasmid encoding siRNA-resistant MTA2. Western blotting was performed as indicated. (F) A FLAG-tagged EZH2 or an empty plasmid was indi-
vidually transfected into HCT116 cells, with or without the siRNA againstMTA2. Western blotting was performed with the indicated antibodies.

www.tandfonline.com 2315Autophagy



CRC-TMA containing 197 CRC specimens. The results of the
IHC staining for MTA2, EZH2, TSC2 and SQSTM1 in repre-
sentative samples of CRCs are shown in Figure 7B and C. Fur-
ther correlation analysis demonstrated that the expression levels
of MTA2 and EZH2 in CRCs were inversely correlated with the
expression levels of TSC2 but were positively correlated with the
expression levels of SQSTM1 (P < 0.05, Table S1). Correlation
analysis also showed that high expression of MTA2 was positively

correlated with CRC pT status,
lymph node and distal metastasis
and a more advanced clinical stage
(P < 0.05, Table S2). In our pre-
vious study, we have shown that
high SQSTM1 was significantly
associated with the poor overall
survival of CRC patients.41 Consis-
tently, Kaplan-Meier analysis
showed that the mean survival time
for patients with CRC who had a
high level of MTA2 or EZH2 was
significantly shorter than that of
CRC patients with low levels of
MTA2 or EZH2 (Fig. 7D). Fur-
thermore, a multivariate Cox
regression analysis showed that
MTA2 expression was an indepen-
dent prognostic factor for the sur-
vival of CRC patients (Table S3).
These data suggest that MTA2
may coordinate with EZH2 to reg-
ulate TSC2 expression in human
cancer tissues, and thus are associ-
ated with activation of MTOR and
inhibition of autophagy.

Discussion

In this study, we demonstrate
that EZH2, a subunit of PRC2,
represses the expression of MTOR
pathway-related genes. Interest-
ingly, knocking down EZH2 leads
to the formation of LC3B-II and
the formation of autophagosome
(Fig. 1). Moreover, our data sug-
gest that EZH2 represses the
expression of genes involved in
MTOR pathway inhibition under
normal growth conditions. In addi-
tion, EZH2 associates with specific
target gene promoters and catalyzes
H3[K27] trimethylation via dock-
ing histones by MTA2 recruit-
ment, revealing a transcriptional
repressive model mediated by mul-

tiple types of histone modifications. These results may help us
better decipher repressive epigenetic mechanisms on autophagy
(Fig. 7E).

Autophagy is the major cellular digestion process that removes
damaged macromolecules and organelles. The MTOR signaling
pathway plays a crucial role in regulating autophagy. Recent
studies suggest that the MTOR pathway may be associated with
epigenetic regulatory mechanisms.42 For example, ADAMTS9 is

Figure 5. Inhibition of MTA2 induces autophagy. (A) HeLa cells were transfected with NS (nonspecific) or 2
independent MTA2-specific siRNAs for 48 h with or without protease inhibitors (E64 and pepstatin-A). Cell
lysates were extracted and analyzed with immunoblotting as indicated. (B) A FLAG-tagged MTA2 or an
empty plasmid was individually transfected into 293T cells. At 24 h after transfection, cells were then incu-
bated in medium with or without serum for 24 h. LC3B-II accumulation was detected in the presence or
absence of lysosomal protease inhibitors (E64 and pepstatin-A). (C) A FLAG-tagged EZH2 or an empty plas-
mid was individually transfected into 293T cells with or without the siRNA against MTA2. Cells were then
incubated in serum-free medium for 24 h. LC3B-II accumulation was detected in the presence or absence of
lysosomal protease inhibitors (E64 and pepstatin-A). (D) HeLa cells were transfected with A FLAG-tagged
EZH2 or an empty plasmid, with or without the siRNA against MTA2, and then incubated in medium with or
without serum for 24 h with protease inhibitors (E64 and pepstatin-A). Cells were then stained with LC3B
antibody (green), FLAG antibody (red) and DAPI. LC3B puncta was observed under confocal microscopy.
Scale bars: 10 mm. (E) Quantification of the number of LC3B puncta per cell in (D). Data in (E) are means § s.
d. (n=50, 3 experimental repeats).
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a tumor suppressor; epigenetic
inactivation of ADAMTS9 blocks
its suppression of oncogenic
MTOR signaling.43 However, the
mechanism for the epigenetic reg-
ulation of MTOR is far from
being uncovered. In this study, we
demonstrate that EZH2 regulates
a common set of target genes
including TSC2, RHOA, DEP-
TOR, FKBP11, RGS16, and GPI,
the essential suppressors of the
MTOR signaling pathway (Fig. 3
and Fig. S3), suggesting a possible
link between the MTOR pathway
and epigenetic regulation. EZH2
represses gene expression by creat-
ing a hypo-histone acetylated and
hyper-H3[K27]-trimethylated
repressive environment. Overex-
pression of EZH2 significantly
suppresses the expression of TSC2,
which activates the MTOR signal-
ing pathway (Fig. 2A and 3C).

Autophagy is one of the major
biological processes regulated by
the MTOR signaling pathway. It
occurs at low basal levels in all liv-
ing cells and is required for
homeostatic functions.14 In fact, a
role for epigenetic regulation of
autophagy has been strengthened
in recent years. For example, we
have previously demonstrated that
in response to stress, FOXO1 is
acetylated by dissociation from
SIRT2, a histone deacetylase, to influence the autophagic pro-
cess.41,44 More recently it has been reported that histone post-
translational modification during autophagy affects the transcrip-
tional regulation of autophagy-related genes.17 In this study,
overexpression of EZH2 significantly delayed the induction of
autophagy, and knockdown of EZH2 induces the autophagic
process (Fig. 1), both of which are dependent on expression of
the downregulators of MTOR. In addition, given that the
NuRD complex and PRC2 are both involved in stem cell pluri-
potency, our research may elucidate new mechanisms governing
autophagy in other biological processes.

The NuRD complex may be the key player in connecting
PRC2 and in exerting suppression function on gene expression.39

For example, recruitment of EZH2 at its targeted loci is depen-
dent on either the presence or activity of NuRD (e.g. H3[K27]
deacetylation), but loss of PRC2 has no effect on NuRD recruit-
ment.39 Our study added further information of the correlation
that MTA2 directly interacts with EZH2, and the interaction is
critical for EZH2 recruitment. It should be noted that we
observed these correlations in CRC samples (Fig. 7) and

demonstrated the interactions in colon cancer cell lines
(HCT116 and LOVO) (Fig. 4A and B), which are different
from the ES cells they used for functional research, suggesting
that the discrepancy may be caused by tissue specificity. How-
ever, both studies uncovered the functional correlation between
the NuRD complex and PRC2, implying the interaction may be
a common phenomenon in mammalian cells.

PRC2 is involved in various cellular processes,25,26 but the
exact mechanism by which mammalian PRC2 is recruited to
chromatin is still not clear. It is likely that YY1 and RYBP may
be required for PRC1 and PRC2 recruitment.45,46 However, the
correlation between YY1 and PcG-targeted genes is not observed
in the genome-wide analysis.47 Recent reports also reveal that
JARID2 and EED are linked to PRC2 recruitment in different
manners. JARID2 contributes to PRC2 recruitment by recogniz-
ing and directly binding to specific DNA sequences within its tar-
get genes.48,49 The carboxyl-terminal domain of EED, however,
only recognizes and specifically binds to histone tails with H3
[K27me] modifications.50 In this study, we explored a new mech-
anism to explain the PRC2 recruitment: As a component of

Figure 6. MTA2 is a chromatin-binding protein. (A) A schematic figure showing the procedures for isolating
the different cellular fractions. Cell-equivalent amounts of fractions were probed by immunoblotting with
anti-MTA2 to detect MTA2 enrichment in different fractions. (B) HCT116 cells were transfected with FLAG-
MTA2 or an empty plasmid. The S4 fraction was immunoprecipitated with an anti-FLAG antibody. Western
blotting was performed with the indicated antibodies. (C) GST, GST-MTA2 and GST-EZH2 were individually
expressed, purified and incubated with reconstituted histone octamers in vitro. Histones precipitated were
subjected to western blotting with anti-H3. (D) GST, GST-MTA2 and GST-EZH2 were individually expressed,
purified and incubated with biotin-tagged histone peptides in vitro. (E) The GST-fusion mutant fragments of
MTA2 were expressed, purified and incubated with biotin-tagged histone peptides.
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Figure 7. For figure legend, see page 2319.
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PRC2, EZH2 is recruited to chromatin by MTA2. Because
MTA2 is able to associate with unmodified H3 peptides, MTA2
may be an initiator to recruit other chromatin regulators to the
same region. In this case, EZH2 and other components of PRC2
may thus be recruited to chromatin after MTA2 initiation.

It has been hypothesized that the MTA family proteins distin-
guish NuRD from other histone deacetylase complexes and
mediate the involvement of the NuRD complex in cancer.51 For
example, MTA1 expression increases during breast cancer pro-
gression,52 and the overexpression of MTA1 induces mammary
epithelial proliferation and carcinogenesis in mouse epithelial
cells.53 In contrast, MTA3 decreases during tumorigenesis and
becomes silenced in late-stage invasive carcinomas.54 MTA3 also
represses Wnt4 signaling in mouse mammary epithelial cells.55

However, compared with MTA1 and MTA3, the function of
MTA2 in cancer development has not been fully uncovered. In
this study, MTA1 and MTA2 were highly expressed in the CRC
samples compared to MTA3, which is consistent with previous
report.56 However, the interaction between MTA1 and EZH2
was not observed, which may be resulted from the sequence dif-
ference of several amino acids of the BAH domain between
MTA1 and MTA2. Also, we noticed that the expression of
MTA2 in CRCs was inversely correlated with TSC2, but posi-
tively correlated with SQSTM1 (Fig. 7B and C). In addition,
high expression of MTA2 was positively correlated with CRC pT
status, lymph node and distal metastasis and a more advanced
clinical stage (Table S2). More significantly, the mean survival
time for patients with high expression of MTA2 was markedly
shorter than that for patients with low expression of MTA2
(Fig. 7D). Our results may imply that MTA2 is a specific player
in colon cancer cells, which differ from MTA1 and MTA3.
Taken together, these results may indicate a possible role for
autophagy in tumor development and open up the possibility
that MTA2 may be a potential target for cancer treatment.

In conclusion, the physical association and functional integra-
tion between the NuRD complex and PRC2 illustrate new his-
tone repressive machinery. This study also provides a possible
mechanism to explain how these complexes dock to histones and
establish a repressive status. More importantly, our work may
establish a novel link between epigenetics and autophagy, which
provides new insights for future cancer treatment.

Materials and Methods

Cells and reagents
Human cervical cancer cell line HeLa, human embryonic kid-

ney cell line HEK293T, human osteosarcoma cell line U2OS,
human breast adenocarcinoma cell line MCF-7, human prostate
cancer cell line PC3, human lung cancer cell line H719, human

colon cancer cell lines HCT116, HT29, SW480, SW620 and
LOVO were maintained in DMEM (GIBCO, 12800–017)
medium supplemented with 10% FBS (Hyclone, SV30087.02)
in a humidified incubator containing 5% CO2. Pepstatin A
(Sigma, P5318) and GSK126 (Selleck Chemicals, S7061) were
maintained in DMSO at 10 mM and 5 mM stock concentra-
tions respectively. E64 (Sigma, E3132) was maintained at a
10 mM stock in double-distilled water. The antibodies against
EZH2 (ab3748), H3[K27me3] (ab6002), H3[K27Ac] (ab4729),
H3 (ab1791), H3[K9me3] (ab8898), H3[K4me3] (ab8580),
MBD3 (ab157464) and MTA3 (ab176346) were purchased
from Abcam. The antibodies against MTA2 (H-170), MTA1
(H-166), HDAC1 (H-11) and ACT (C-11) were purchased
from Santa Cruz Biotechnology. The antibodies against LC3B
(2775S), TSC2 (3612S), RPS6KB1 (2709S), p-RPS6KB1
(Thr389) (9205S), MTOR (2972) and TSC1 (4906S) were pur-
chased from Cell Signaling Technology. The antibodies against
His (PM032), MYC (M407–3) and SQSTM1/p62 (PM045)
were purchased from MBL. The antibody against p-MTOR
(ser2448) (YP0176) was purchased from Immunoway. The anti-
body against FLAG (F1804) was purchased from Sigma-Aldrich.

Plasmids
The full-length or a fragment of MTA2 and full-length EZH2

were amplified by PCR from a human cell line and cloned into
3XFLAG-CMV-10, pGEX-4T-3, or pET-28b vectors. The
H689A and Y641H mutants of EZH2 were constructed by using
a site-directed mutagenesis Kit (Stratagene, 200517). The frag-
ment of FLAG-EZH2 (A[a.a 69–746], B[a.a 160–746], C[a.a
330–746] and D[a.a 614–746]) was provided by Dr. Jae-Il Park
(University of Texas MD Anderson Cancer Center). GST-EZH2
constructs were generated based on the FLAG fragment. re–
MTA2 sequence, CCGGTACATACAGCAGAAG. re–EZH2
sequence, CCATGTCTACAACTACCAG. The underlines indi-
cate the mutation sites in the re-MTA2 and EZH2 plasmids.
The RHEBD60K-MYC and RHEBQ64L-FLAG plasmids were
gifts from Dr. Kun-Liang Guan (University of California, San
Diego).

RNA interference
All RNAi oligonucleotides were purchased from Shanghai Gen-

ePharma Company. These RNAi oligonucleotides were transfected
into cells by using the Lipofectamine 2000 transfection kit (Invitro-
gen, 11668–019) according to the manufacturer’s instructions. The
final concentration of the siRNA molecules is 10 nM and cells were
harvested 48 h or 60 h later according to the purposes of the experi-
ments. Two different siRNAs were used. Sequences are:MTA2: 50-
CCGGUAUAUUCAGCAGAAA-30 and 50-CACC AAUCAACA-
GAAACCAGC-3’ EZH2: 50-CCAUGUUUACAACUAUCAA-30

Figure 7 (see previous page). The expression levels of MTA2, EZH2, TSC2 and SQSTM1 in human CRC samples. (A) IHC analysis showing negative
expression of MTA2 and EZH2 in normal tissues (left) and high expression of MTA2 and EZH2 in cancer tissues (right). (B) IHC analysis showing high
expression levels of MTA2, EZH2 and SQSTM1, and low expression of TSC2 in tumor cells (CRC, case 33). (C) Another CRC (case 165) with high expression
of TSC2 and low expression levels of MTA2, EZH2 and SQSTM1 in tumor cells. (D) Survival analysis of MTA2 and EZH2 expressions in a total of 197
patients with CRC. (E) A hypothetical model describing the regulatory mechanism by which EZH2 regulates MTOR and autophagy.
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and 50-GCCAAAUAUUGAACCUCCUGAG-30 nonspecific: 50-
UUCUCCGAACGUGUCACGU-30.

Coimmunoprecipitation and western blotting
For immunoprecipitation, cell extracts were prepared in lysis

buffer (20 mM Tris-HCl, pH 8.0, 137 mM NaCl, 10% glyc-
erol, 1% Nonidet P-40 [Amresco, E109], 2 mM EDTA, 1 mM
phenylmethylsulfonyl fluoride [Merck Millipore, 52322] and
protease inhibitor cocktail [Roche, 11873580001]) and incu-
bated with appropriate primary antibodies or normal mouse/rab-
bit IgG overnight at 4oC. Protein A/G Sepharose beads (GE
Healthcare, 17–0780–01/17–0618–01) were added and incu-
bated with samples for 2 h at 4oC. Beads were washed with lysis
buffer. The pellets were dissolved into 2xSDS loading buffer after
centrifugation and boiled at 100oC for 5 min. Proteins were sub-
jected to western blotting with the indicated antibodies.

RT-qPCR
Total RNA was isolated using Trizol reagent (Invitrogen,

15596018). cDNA was synthesized from 2 mg of RNA with
oligo (dT)18 primers using the SuperScript kit (Invitrogen,
18080051). Relative gene expression was determined by real-
time PCR using an Applied Biosystems 7500 Real-Time PCR
System (Applied Biosystems, CA, USA) according to the man-
ufacturer’s recommended protocol. Each analysis was performed
in triplicate.

Chromatin immunoprecipitation (ChIP)
The ChIP assay was performed as described previously.57

Briefly, 2£107 cells were cross-linked with 1% formaldehyde,
resuspended in lysis buffer on ice for 15 min and fragmented by
sonication. Soluble chromatin was diluted and subjected to
immunoprecipitation with the indicated antibodies. Immune
complexes were precipitated with protein A/G Sepharose beads,
washed sequentially with low-salt (20 mM Tris-HCl, pH 8.0,
2 mM EDTA, 150 mM NaCl, 0.1% SDS [Sigma, L5750], 1%
Triton X-100 [Amresco, 0694]), high-salt (20 mM Tris-HCl,
pH 8.0, 2 mM EDTA, 500 mM NaCl, 0.1% SDS [Sigma,
L5750], 1% Triton X-100 [Amresco, 0694]), LiCl (10 mM
Tris-HCl, pH 8.0, 1 mM EDTA, 250 mM LiCl, 1% Nonidet
P-40 [Amresco, E109], 1% sodium deoxycholate [Sigma,
D6750]) and TE buffer (10 mM Tris-HCl, pH 8.0, 1 mM
EDTA), and eluted with elution buffer (1% SDS [Sigma,
L5750] and 0.1 M NaHCO3). Cross-link was reversed and
DNA was purified with DNA extraction kit (Qiagen, 28106).
DNA was subjected to real-time PCR.

Isolation of cellular fractions
Micrococcal nuclease (MNase) has the capacity to digest chro-

matin to mono-nucleosomes.58 The fractionation procedure and
MNase treatment were performed as described.59 Briefly, cells
were collected, lysed in buffer A (10 mM HEPES, pH 7.9,
10 mM KCl, 1.5 mM MgCl2, 0.34 M sucrose [AMRESCO,
M117], 10% glycerol, 1 mM dithiothreitol [Bio-Rad, 1610610],
protease inhibitor cocktail), with 0.1% Triton X-100 (Amresco,
0694), and incubated on ice for 8 min. Nuclei were collected by

centrifugation (5 min, 1300 g, 4oC), and then lysed in buffer B
(3 mM EDTA, 0.2 mM EGTA, 1 mM dithiothreitol, protease
inhibitor cocktail) for 30 min on ice. Pellets were precipitated by
centrifugation (5 min, 1700 g, 4oC) and resuspended in MNase
digestion buffer containing 1 U MNase (Takara, 2910A). Sam-
ples were incubated at 37oC for 10 min, and reactions were
stopped by EGTA (1 mM final concentration). Soluble/insoluble
components were separated by centrifugation (5 min, 1700 g,
4oC). Half of the supernatant fraction was used for further
immunoprecipitation. DNA was extracted by phenol-chloroform
from the remainder of the supernatant fraction, precipitated by
ethanol and analyzed by agarose gel electrophoresis.

GST affinity isolation assay
GST or GST-fusion proteins were expressed in bacteria

induced with isopropyl-D-thio-galactoside (Merck Millipore,
420322) and purified by glutathione-Sepharose 4B beads (GE
Healthcare, 17–0756–01) and then washed with TEN buffer
(20 mM Tris-HCl, pH 7.4, 0.1 mM EDTA, 100 mM NaCl).
Recombinant His-tagged proteins were expressed in and purified
from bacteria by Ni (ii)-Sepharose (GE Healthcare, 17–3712–
02) affinity isolation. Proteins were incubated at 4oC overnight.
Beads were washed 3 times with TEN buffer and boiled with 2x
SDS loading buffer. Proteins were analyzed by western blotting
with anti-His or anti-GST antibody.

Histone peptide binding assay
Biotinylated histone peptides (Millipore, 12–403) were pre-

bound with streptavidin beads (Sigma, 11205D), and then incu-
bated with GST-fusion protein in binding buffer (50 mM Tris-
HCl, pH 7.5, 300 mM NaCl, 0.1% NP-40 [Amresco, E109])
overnight at 4oC. Streptavidin beads were precipitated, washed
with binding buffer and subjected to western blotting analysis.

Patients and tissue specimens
In the present study, the paraffin-embedded pathologic speci-

mens from 197 patients with colorectal carcinoma (CRC) were
obtained from the archives of Department of Pathology, Cancer
Center, Sun Yat-Sen University and Guangdong Provincial Peo-
ple’s Hospital, Guangzhou, China, between January 2000 and
November 2006. The cases selected were based on distinctive
pathologic diagnosis of CRC, undergoing primary and curative
resection for CRC, availability of resection tissue, follow-up data,
and had not received preoperative anticancer treatment. These
CRC cases included 124 (54.1%) men and 73 (45.9%) women,
with mean age of 57.2 y Average follow-up time was 54.68
months (median, 60.0 months; range, 0.5 to 98 months).
Patients whose cause of death remained unknown were excluded
from our study. Clinicopathological characteristics for these
patients were summarized in Table S2. This study was approved
by the medical ethics committee of our institutes.

Tissue microarray (TMA) and immunohistochemistry
(IHC)

TMAs were constructed in accordance with a previously
described method.60 Triplicate 0.6-mm diameter cylinders were
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punched from representative areas of an individual donor tissue
block, and re-embedded into a recipient paraffin block in a
defined position, using a tissue arraying instrument (Beecher
Instruments, Silver Spring, MD).

The TMA blocks were cut into 5-mm sections and processed
for IHC. TMA slides were incubated with anti-MTA2 (1:50
dilution), anti-EZH2 (1:50 dilution), anti-TSC2 (1:30 dilution)
and anti-SQSTM1/p62 (1:200 dilution), respectively, and stored
overnight at 4�C. Immunostaining was performed using the
Envision System with diaminobenzidine (Dako, Glostrup, Den-
mark). A negative control was obtained by replacing the primary
antibody with a normal rabbit IgG.

Positive expressions of MTA2 and EZH2 in CRC tissues were
primarily observed in nuclear patterns, while TSC2 and
SQSTM1 were shown cytoplasmic staining. For evaluation of
the IHC staining of MTA2 and EZH2, we scored nuclear expres-
sion of the 2 proteins by recording the percentage of nuclei stain-
ing positive for MTA2 and EZH2, irrespective of staining
intensity. In our study, the mean percentage of positive cells for
MTA2 and EZH2 for all informative CRC samples was 39.3%
and 51.2%, respectively. Hence, MTA2 and EZH2 immunore-
activity were classified into 2 groups: i.e., low expression, when
positive cells were less than 39.3% and 51.2% for MTA2 and
EZH2, respectively; and high expression, when at least 39.3%
and 51.2% of the cells showed positive immunoreactivity in the
nuclei for MTA2 and EZH2, respectively. For the evaluation of
IHC staining of TSC2 and SQSTM1, a semiquantitative scoring
criterion was used, in which both staining intensity and positive
areas were recorded. A staining index (values 0 to 12), obtained
as the intensity of TSC2 and SQSTM1 positive staining (neg-
ativeD0 , weakD1 , moderateD2 , or strongD3 scores) and the
proportion of immunostaining positive cells of interest (<25
%D1, 25 to 50%D2, >50% to <75%D3, �75%D4 scores)
were calculated. The mean staining index of TSC2 and SQSTM1
in this CRC cohort was 6.2 and 6.5. Thus, categories of high
expressions of TSC2 and SQSTM1 were defined as CRC cases
with staining index of more than 6.2 and 6.5, respectively. Two
independent pathologists (M-Y.Cai and D Xie) blinded to the
clinicopathological information performed the scorings. The

inter-observer disagreements were reviewed a second time, fol-
lowed by a conclusive judgment by both pathologists.

Statistical analysis
The statistical analysis was performed using the SPSS statisti-

cal software package (standard version 13.0), SPSS, Chicago, IL.
The correlations between molecular features detected with each
other and the associations between expressions of MTA2, EZH2,
TSC2 and SQSTM1 and CRC patient’s clinicopathological fea-
tures were assessed by the Chi-square test. For univariate survival
analysis, survival curves were obtained with the Kaplan-Meier
method. The Cox proportional hazards regression model was
used to identify the independent prognostic factors. P values of
< 0.05 were considered statistically significant.
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