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Enforced expression of miR-34a eliminates cancer stem cells in some malignant
tumors. Sirtuin-1 (SIRT1) is a direct target of miR-34a. Here we found low levels of
miR-34a and high levels of SIRT1 in CD44+/CD24- breast cancer stem cells (BCSCs).
MiR-34a overexpression and knockdown of SIRT1 decreased proportion of BSCSs
and mammosphere formation. Expression of CSC markers, ALDH1, BMI1 and Nanog
was decreased. In nude mice xenografts, stable expression of miR-34a and silencing
of SIRT1 reduced tumor burden. Taken together, our results demonstrated that
miR-34a inhibits proliferative potential of BCSCs in vitro and in vivo, at least partially
by downregulating SIRT1. The miR-34a-SIRT1 axis may play role in self-renewal of

BCSCs.

INTRODUCTION

Breast cancer is the most common cancer with
high morbidity and mortality, and the leading cause
of cancer death in females worldwide [1]. Although
prognosis of breast cancer has been significantly improved
last decades by many effective adjuvant therapies,
recurrence and relapse remain still major challenge in
the treatment of this disease. Growing evidence suggests
that its recurrence and/or relapse may be initiated and
maintained by remaining cancer stem cells (CSCs) from
either residual tumors or those with intrinsic resistance
to adjuvant therapy [2—4]. Relatively, CSCs are a group
of rare cancer cells with stem cell properties, such as
self-renewal and great potentials of proliferation and
differentiation, which are functionally responsible for
the initiation and the propagation of tumors [5]. Breast

cancer stem cells (BCSCs) with cell surface phenotype of
CD447/CD24 /owlkineaze-lov were first identified and isolated
by Al-Hajjet al. in 2003 [6]. BCSCs used as therapeutic
targets are now getting more attention to the community
of breast cancer treatment [7—10].

MicroRNAs (miRNAs) play pivotal roles in a
number of biological processes, including apoptosis, self-
renewal, differentiation, and division of cells [11-14].
It has now gained more attention that miRNAs play
important role in tumorigenesis and metastasis, and can
be functioned as either oncogenes or tumor suppressors
[12, 15, 16]. A number of studies have shown that
miRNAs, such as miR-34, miR-125, miR-200, miR-205,
miR-328, and miR-30, were down-regulated and acted as
tumor suppressors in breast cancer [16—22]. The miR-34
family, including miR-34a, miR-34b/c, plays an important
role in the p53 networking [17, 23-25]. MiR-34a is always
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down-regulated due to either an aberrant CpG methylation
of its promoter or deletion and/or mutation of p53 in
cancer [23, 26-28]. Over-expression of miR-34a induces
cell apoptosis, cell cycle arrest, and senescence, leading
to suppression of proliferation, invasion, and migration of
breast cancer [21, 23, 29, 30]. It becomes much clear that
miR-34a works as a tumor suppressor by targeting several
oncogenes. Furthermore, miR-34a mimic has become
the first microRNA to reach phase I clinical trials [17].
Recent studies revealed that miR-34a plays a vital role
in inhibiting CSCs of prostate, pancreatic, and colorectal
cancers [25, 28, 31, 32]. MiR-34a could represse c-kit
to reduce chemoresistance, migration and stemness of
colorectal cancer [25]. MiR-34a inhibits self-renewal
and metastasis of the prostate CSCs by repressing CD44
[28]. It inhibits the pancreatic CSCs by targeting bcl-2 and
Notch [31].

Sirtuin-1(SIRT1), an NAD"-dependent histone
deacetylase, potentially regulates the acetylation of
transcription factor p53 [33-35]. SIRT1 has been
implicated in the maintenance of pluripotency in various
types of stem cells [36—39]. Interestingly, SIRT1 has
also been found to regulate the growth and survival
of leukemia stem cells (LSCs). Li et al. [40] reported
that SIRT1 down-regulation improved the acetylation
and subsequent transcriptional activity of p53 in CML
progenitors, thus enhanced elimination of CML stem
cells in combination with imatinib. SIRT1 plays a
critical role in multiple aspects of cancer drug resistance,
and promotes the survival of CSCs [41]. SIRT1 has
been confirmed to be the direct target of miR-34a [30],
and miR-34a, SIRT1 and p53 can form a regulatory
feedback loop [42]. Activation of p53 increased the
miR-34a expression while miR-34a targeted SIRT1, then
down-regulation of SIRT1 stimulated the acetylation
and increased the activity of p53 [42], and led to a
p53-dependent apoptosis. However, the roles of
miR-34a and SIRT1 in the self-renewal of BCSCs are
still unknown.

In this study, we found a reverse relationship
between the endogenous expressions of miR-34a and
SIRT1 in CD44'/CD24~ BCSCs. Overexpression of
miR-34a reduced cell proliferation rate and induced
apoptosis in MCF-7 cells, similarly with the effects of
small-interfering RNA against SIRT1. More importantly,
either an ectopic expression of miR-34a or knock-down of
SIRT1 exhibited a decreased proportion and mammosphere
formation capacity of BCSCs. Consistently, BCSCs surface
marker ALDHI1 [43], self-renewal associated gene BMI1
[20], and stem cell marker Nanog [44] were downregulated
at protein levels. Our in vivo study further showed
that subcutaneous injection of nude mice with either
miR-34a overexpressing or SIRT1 knocking down MCF-7
cells resulted in smaller tumors than injection of control
cells. The immunohistochemistry showed that ALDHI

was inhibited correspondingly. These results suggest that
miR-34a might have a critical role in the self-renewal of
BSCSs, and this effect is achieved possibly through down-
regulating SIRT1.

RESULTS

Endogenous expression of miR-34a and SIRT1 in
CD44'/CD24~ BCSCs

Levels of the endogenous expression of the
miR-34a and the SIRT1 in CD447/CD24- BCSCs was
estimated by using relative qRT-PCR. We found a lower
expression level of miR-34a (Figure 1A), and remarkably
higher mRNA level of SIRTI in BCSCs (Figure 1B).
The SIRT1 protein expression level further confirmed
by western blot in CD447/CD24~ BCSCs (Figure 1C),
which was also verified by immunofluorescence analysis
(Figure 1D). Our results from Figure 1 showed an
inverse relationship between miR-34a and SIRT! in
CD44/CD24~ BCSCs, suggesting that SIRT1 may be a
target of miR-34a in BCSCs.

Inhibitory effect of miR-34a-SIRT1 axis on cell
proliferative potential in MCF-7 cells

Our results above showed a reversible relationship
between miR-34a and SIRT1 in BCSCs. Therefore, we
speculated that manipulation of miR-34a-SIRT1 axis
may interfere with the oncogenic properties of breast
cancer cells. To test this hypothesis, we manipulated
this axis by either silencing SIRT1 or ectopic expression
of miR-34a in MCF-7 cells. Figure 2A showed
that silenced SIRT1 gene by using shRNA-SIRTI
suppressed its protein expression significantly. Ectopic
expression of miR-34a was successfully performed by
transfected MCF-7 with miR-34a mimics, which caused
overexpression of the transient miR-34a (Figure 2B). As
expected, forced expression of miR-34a down-regulated
protein expression of SIRT1 significantly (Figure 2C).

To further show the manipulated effects of the
miR-34a-SIRT1 axis on proliferation of breast cancer
cells, CCK-8 and colony formation assays were tested.
As shown in Figure 2D, either up-regulated miR-34a
or down-regulated SIRT1 inhibited cell proliferation
significantly (Figure 2D). Colonies containing at least
50 cells were counted on day 10 after plating. The
capability of colony formation in MCF-7 cells treated
with either miR-34a or shRNA-SIRT1 was examined. The
results showed that either enforced expression of miR-34a
or silenced SIRT1 suppressed the colony forming capacity
remarkably as compared to controls (Figure 2E). These
results above revealed that manipulated expression of
miR-34a-SIRT1 axis inhibited the cell proliferation and
colony forming capacity of breast cancer cells.
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Figure 1: The endogenous expression levels of miR-34a and SIRT1 in CD44"/CD24 BCSCs. A. Relative qRT-PCR
quantification of miR-34a in MCF-7 cells, non-BCSCs, and CD447/CD24- BCSCs. The relative expression levels (mean + S.D) were
normalized to RNU6B, and the expression of miR-34a in MCF-7cells set at one. Compared to MCF-7 cells and non-BCSCs, miR-34a
in BCSCs showed significantly lower expression. *p < 0.05. B. Representative mRNA expression of SIRT1 in MCF-7(unseparated)
cells, non-BCSCs, and BCSCs. The realtive expression levels are presented by setting mRNA levels in MCF-7 cells as one. GAPDH
was used for normalization. Expression of SIRT1 mRNA in BCSCs showed > 2 fold higher compared to MCF-7 cells or non-BCSCs.
**p < 0.01. C. The protein expression of SIRT1 in MCF-7 (unseparated) cells, non-BCSCs, and BCSCs was determined by Western
blotting (/eff). The quantitative results were analyzed by Gel-Pro Analyzer 4.0 software (right), and GAPDH was used as an endogenous
control. **p < 0.01. D. Immunofluorescence staining of SIRT1 in MCF-7 cells. a, d, PE-labeled anti-SIRT1(red). b, e, labeled with DAPI
(a nuclear marker) (blue). c, f, represent overlay image of a and b, d and e, respectively. SIRT1 were highly expressed in BCSCs than non-
BCSCs. scale bar = 20 um. MCF-7 represents the cells before sorting, non-BCSCs represents non-CD44°/CD24- breast cancer cells, and
BCSCs represents CD44"/CD24- breast cancer stem cells.

axis on self-renewal of BCSCs, mammosphere formation
assay was performed. We found that relaxed and smaller
spheres were formed in the cultured BCSCs treated with
either overexpression miR-34a or slienced SIRTI as

Repression of miR-34a-SIRT1 axis on the
proportion of CD44*/CD24- BCSCs and
mammosphere formation capacity

To understand the regulatory mechanism of
miR-34a-SIRT1 axis in BCSCs, cells were transfected with
miR-34a mimics and shRNA-SIRT1. We found that the
proportion sorted with FACS of CD44/CD24- BCSCs was
significantly decreased in cells treated with either miR-34a
(reduced by 65.85 + 8.17%) or silenced SIRT1 (reduced by
68.93 + 7.21%) as compared to controls (Figure 3A). These
data suggest that suppressed SIRT1 activity by miR-34a
(so-called miR-34a-SIRT1 regulatory axis) could reduce
the population of the CD44*/CD24~ BCSCs.

Mammosphere formation is a typical property
of CSCs that reflects the self-renewal potential of stem
cells. To study the regulatory effects of miR-34a-SIRT1

compared to the control cells (Figure 3B). The number
of mammosphere was reduced by 48.93 + 7.48% in
cells treated with miR-34a, and by 57.78 + 6.59% in
cells treated with ShARNA-SIRT1 (Figure 3B). To verify
the inhibitory effects, the capability of the secondary
mammosphere formation was studied and showed that the
secondary mammosphere formation capacity was reduced
by 59.30 & 3.57% or 65.03 £ 5.51% in cells treated with
either miR-34a or ShARNA-SIRT1, respectively.

To further study the inhibitory effects of
miR-34a-SIRT1 axis on BCSCs, expression of CSCs
markers were studied, including BCSCs marker ALDH1,
the self-renewal gene BMI1, and stem cell marker Nanog.
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Figure 2: Down-regulation of SIRT1 and over-expression of miR-34a inhibit cell growth and colony formation
abilities. A. Comparison of shRNA-1, shRNA-2, and shRNA-3 in silencing SIRT1 expression at protein levels. MCF-7 cells were
transfected with three ShRNAs (shRNA-SIRT1-1, shRNA-SIRT1-2, and shRNA-SIRT1-3) respectively. Scrambling nucleotide sequence
of SIRT1 (shRNA-NC) was used as negative control. After 48 h, cells were cultured under antibiotic pressure for 21 days and collected for
Western blotting analysis (left). The quantitative results (right) were analyzed by Gel-Pro Analyzer 4.0 software, GAPDH was used as an
endogenous control. **p <(0.01. B. MiR-34a mimics up-regulates miR-34a expression in MCF-7 cells. MCF-7 cells were transfected with
miR-34a mimics (miR-34a) or non-specific control (miR-NC) for 48 h, and then collected for qRT-PCR analysis. C. Over-expression of
miR-34a down regulates SIRT1 expression. Upper: Western blotting analysis the expression of SIRT1 in miR-34a or miR-NC transfected
cells. Lower: The quantitative results were analyzed by Gel-Pro Analyzer 4.0 software, GAPDH was used as an endogenous control.
**p < 0.01. D. CCK8 assay showed either ShARNA-SIRT1 or over-expression miR-34a inhibits the proliferation rate of MCF-7 cells.
E. Either ShRNA-SIRT1 or over-expression miR-34a reduces the number and average size of colony in MCF-7 cells. Each condition was
repeated 3 times and error bars represent SEM.
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Western blotting analysis revealed that protein expression compared to the control (Figure 3D). These data suggest

of SIRT1, ALDH1 and Nanog was significantly decreased that modulation of miR-34a-SIRT1 axis in BCSCs reduced

in BCSCs treated with either miR-34a or shRNA- the stemness of BCSCs in vitro.

SIRT1 (Figure 3C). Silenced SIRT1 suppressed BMI1

expression significantly compared to control, while BMI1 Induction of cell apoptosis by miR-34a-SIRT1

expression was down-regulated by miR-34a treatment axis in MCF-7 cells

even though there was no significantly difference as

compared to control (Figure 3C). As demonstrated above, Self-renewal is an essential feature of stem

immunofluorescence of Nanog was decreased significantly cells, and escape from apoptosis can enhance the self-

in cells treated with either miR-34a or shRNA-SIRT1 renewal capability of CSCs. We hypothesized that either
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Figure 3: Dysregulation of miR-34a-SIRT1 axis decrease BCSCs. A. The percentages of CD44"/CD24- BCSCs were reduced
either by over-expression of miR-34a or silencing SIRT1. The phenotype of CD44'/CD24" cells was measured by flow cytometry. Similar
results were obtained in three independent experiments, **p < 0.01. B. Either over-expression of miR-34a or down-regulation of SIRT1
decreased volume (/eff) and number (right) of mammospheres. After transfection with miR-34a mimics or shRNA-SIRT1, cells were
cultured in ultra-low attachment plates with serum-free medium for 7 d. Mammospheres were collected and evaluated. C. SIRT1, ALDHI,
Nanog, and BMI1 were down-regulated as over-expression of miR-34a or silencing SIRT1 (/eft). The quantitative results were analyzed
by Gel-Pro Analyzer 4.0 software (right), and GAPDH was used as an endogenous control. *p < 0.05, **p < 0.01. D. Immunofluorescent
staining confirmed lower Nanog protein expressions in miR-34a over-expressed cells and silenced SIRT1 cells. a, d, g, j, labeled with DAPI
(a nuclear marker) (blue), b, e, h, k, FITC-labeled anti-Nanog (green), and c, f, i, I, represent overlay image of a and b, d and e, g and h,
j and k, respectively. Scale bar = 50 um.
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up-regulated miR-34a or down-regulated SIRT1, reduced
the self-renewal of BCSCs leading to cell apoptosis. To
test this hypothesis, MCF-7 cells were transfected with
either miR-34a (mimics) or shRNA-SIRT1, and further
labeled doubly with Annexin V-FITC/PI. Cell apoptosis was
determined by flow cytometry. A higher ratio of apoptotic
and dead cells was observed in cells treated with either
miR-34a or shRNA-SIRT1 compared to controls
(Figure 4A). Meanwhile, Hoechst 33342/PI staining showed
the nuclei of apoptotic cells emitting a shrunken, fragmented
and strong blue fluorescence. Hoechst 33342 labels were
increased by treated with either miR-34a or sSiRNA-SIRT1
as compared to control cells (Figure 4B). These results
suggested that dysregulation of miR-34a-SIRT1 axis reduced
the stemness and increased apoptosis of BCSCs.

Inhibition effect of miR-34a-SIRT1 axis in breast
tumor growth in vivo

To further determine whether modulation of
miR-34a-SIRT1 axis can inhibit tumorigenesis and
tumor growth in vivo, we inoculated 5 x 10° cells
stably transfected with either lentivirus-miR-34a or
shRNA-SIRT1, into mouse mammary fat pad. Four weeks
post-inoculation, mice were sacrificed. We found that
treatment of either overexpression miR-34a or silenced
SIRT1 inhibited the tumor growth significantly as shown
in Figure 5A. The macroscopic tumors were observed
in 5 of 5 nude mice among groups of miR-34a and two

miR-34a miR-NC

A ®

104

9.24% "

1.32%

104

control groups (miR-NC and ShRNA-NC) except for
ShRNA-SIRT1 group, which the macroscopic tumors were
observed only in 4 of 5 nude mice. The final tumor size
in mice from groups treated either with sShRNA-SIRT1 or
miR-34a was significantly smaller than the control groups
on day 28 when sacrificed (Figure 5B).

To further understand the underlying mechanism,
expression of BCSCs marker in tumors from mice was
studied by immunohistochemical analysis. Hematoxylin
and eosin (H&E) staining analysis showed more
extensive necrosis in mice treated with either miR-34a
or shRNA-SIRT1 compared to controls (Figure 5C).
Expression of SIRT1 and ALDHI in mice treated with
either miR-34a or shRNA-SIRT1 was down-regulated
significantly as compared to the control mice (Figure 5C).
To quantify the changes of miR-34a regulation in tumor
tissues, qRT-PCR on miR-34a expression was performed. As
expected, miR-34a expression was increased significantly
in mice treated with either miR-34a or shRNA-SIRT1
compared to controls (Figure 5D). To understand the
regulatory effects of miR-34a on BCSCs stemness, the
expression levels of SIRT1 and ALDHI1 in tumor tissues
were measured by Western blot. Both SIRT1 and ALDH1
expression was significantly suppressed by either silenced
SIRT1 or overexpressed miR-34a in tumor tissues
(Figure SE). Together, these data suggest that regulation
of miR-34a-SIRT1 axis in BCSCs inhibited tumorigenesis
and decreased ALDH]1-positive cell population resulting in
suppression of tumor growth in xenograft mice.
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104
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Figure 4: Modulation of miR-34a- SIRT1 axis enhanced MCF-7 cell apoptosis. A. Over-expression of miR-34a and silenced
SIRT1 increased the percentage of early period apoptotic cells labeled with Annexin V-FITC/PI. Representative scatter grams from
flow cytometry profile represent Annexin V-FITC staining in x axis and PI in y axis. B. The apoptotic cells labeled with Hoechst 33342
increased either in miR-34a over-expression cells or silenced SIRT1 cells. The apoptotic cells emit strong blue fluorescence.

www.impactjournals.com/oncotarget

10437

Oncotarget



A = MiR-NC B

1500 - miR-34a e BFP R

"é‘ - ShRNA-NC " \
75:’1000- ~ ShRNA-SIRTI j miR-342 9 . L8
S ShRNA-NC “ P v
g e shRNASRTI P @ & ¥
=
I
C _SRNASIRTI ___ shRNANC
- ,‘
HE (o8

"“zz:L

S

> -

Q

g * . . A e ALDH
-% 6- —— e aum— e GAPDH
[=9

8 49 * 3 @ miR-NC

3 miR-34a

& B shRNA-NC

8 2 @ shRNA-SIRT1
2

5

&

SIRT1 ALDH1

Relative protein expression levels

Figure 5: MiR-34a over-expression or silenced SIRT1 inhibit tumor growth in vivo. A. Over-expression of miR-34a
or silenced SIRT1 remarkably reduced the tumor volume compared to the control groups. *p < 0.05, **p < 0.01. B. Subcutaneous
tumor regeneration from MCF-7 cells infected with lentivirus-miR-NC (miR-NC) or lentivirus-miR-34a (mlR 34a), or transfected with
shRNA-NC(shRNA-NC) or shRNA-SIRT1(shRNA-SIRT1). C. HE and IHC staining with SIRT1 and ALDHI1 antibodies. a-d: HE
staining; c-1: IHC staining for SIRT1 (brown color in nuclei) and ALDH1 (brown color in cytoplasm), scale bar = 50 um. D. qRT-PCR
analyses of miR-34a expression in each group of xenograft tissues. Compared to each control group, miR-34a or shRNA-SIRT1 group
showed a significantly high miR-34a expression level. *p < 0.05. E. Protein levels of SIRT1, and ALDH1 were evaluated by Western
blotting analysis in each group of mice tumors (upper). As an internal control, GAPDH was used for normalization. The quantitative results
were analyzed by Gel-Pro Analyzer 4.0 software (lower). Data are presented as mean + SEM, n =35, *p < 0.05.
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DISCUSSION

Growing evidence shows that hidden CSCs
contribute to drug resistance and tumor relapse [45, 46].
Therefore, CSCs as a novel strategy in cancer therapy have
gained more interests. In the present study, we investigated
the role of miR-34a and its target gene SIRT1 in the self-
renewal of BCSCs in vitro and in vivo.

MiR-34a is one of the wildly studied cancer-
associated microRNAs in the last few years [17, 22, 24,
25, 30, 47]. MiR-34a functions as a tumor suppressor and
its down-regulation has been found in many malignant
tumors including breast cancer, colon cancer, pancreatic
cancer, neuroblastoma, hepatocellular carcinoma, and
non-small cell lung cancer [23, 44, 48—50]. MiR-34a has
been developed as a clinical predictor for evaluation of
therapeutic outcomes of breast cancer. Higher miR-34a
expression predicts lower risk of recurrence or death
in breast cancer [51]. It was also reported that miR-34a
inhibits proliferation, migration, and invasion of breast
cancer cells by targeting several genes including E2F3,
CD44, and SIRT1 [21], Notchl and DLL1 [23]. Our
current results confirmed the inhibitory effects of miR-34a
overexpression and SIRT1 knock-down in the proliferative
potential of breast cancer cell line.

MiR-34a is a downstream effector of p53 in normal
and cancer cells [52]. It is directly transactivated by p53,
and regulates a various genes that involving in cell-cycle
progression, apoptosis, DNA repair, and angiogenesis
[24]. SIRT1 is a known direct target of miR-34a. SIRT1
regulates p53-mediated apoptosis through deacetylating
p53 [41]. Based on this, Yamakuchi et al. [41] proposed
a positive feedback loop in miR-34a, SIRT1 and p53.
In the present study, we observed that dysregulation
of miR-34a-SIRT1 axis promoted apoptosis in MCF-7
cells. Therefore, in wild-type p53 breast cancer cell line,
miR-34a may promote apoptosis through targeting SIRT1,
which permits acetylation and activation of p53.

MiR-34a is also one of the well-studied miRNAs in
various CSCs including prostate [28], pancreas [31, 32],
and glioma [53]. MiR-34a inhibits self-renewal and
metastasis of the prostate CSCs by repressing CD44
[28]. It represses the pancreatic CSCs by targeting bcl-2
and Notch [31]. MiR-34a could induce glioma stem cell
differentiation [51]. Our previous study showed that down-
regulation of Notchl may help to eliminate BCSCs [45].
The role of SIRT1 in cancer has long been studied and
debated [54-57]. As an oncogene, SIRT1 is over-expressed
in the malignant tumors of prostate, breast, pancreas, and
liver [29, 32, 33, 58]. SIRT1 also enhances pluripotent
stem cells (iPSC) generation [59], and is expressed highly
in hESC [60]. Inhibition of SIRT1 activates apoptosis
of CD133* glioma cells, and CML LSCs [40, 61].
Our results showed lower endogenous expression of
miR-34a, whereas higher expression of SIRT1 in BCSCs.

Either overexpression miR-34a or silenced SIRT1 resulted
in lower proportion of BCSCs and decreased mammosphere
formation capacity in MCF-7 cells. Expressions of
ALDHI1, BMI1 and Nanog were down-regulated in
miR-34a or siRNA of SIRTI1 transfecting cells.
Moreover, our in vivo study indicated that either miR-34a
overexpressing or SIRT1 knocking down MCF-7 cells
significantly inhibited the growth of tumors. Meanwhile,
ALDHI1 expression was also suppressed. Thus, miR-34a
plays a role in the self-renewal and maintenance of BCSCs
possibly through targeting SIRT1.

In mESC, inhibition of SIRT1 leads to acetylation of
p53, which further binds to the promoter of the Nanog to
inhibit its expression, causes differentiation [39, 49, 44]. In
our study, Nanog expression was increased in MCF-7 cells
treated with miR-34a or siRNA of SIRT1. We speculated
that miR-34a inhibits the self-renewal of BCSCs
through targeting SIRT1, and subsequent inhibition of
p53-dependent Nanog expression.

Taken together, our study demonstrated that
over-expressed miR-34a decreased the proportion of
BCSCs and inhibited its proliferation, showed a lower
expression level of some CSCs related markers. Down-
regulation of its direct target SIRT1 presented a similar
effect on BCSCs. As a small molecular agent, miR-34a
may help to eradicate BCSCs through down-regulating
SIRT1 expression, induce a p53 dependent apoptosis.
These results suggest that miR-34a-SIRT1 axis may play
an essential role in the self-renewal and maintenance
of BCSCs, which may help to devise BCSCs specific
therapeutic strategies to improve cancer treatment.

MATERIALS AND METHODS

Ethics statement

Investigation has been conducted in accordance with
the ethical standards and according to the Declaration of
Helsinki and according to national and international
guidelines and has been approved by the authors’
institutional review board.

Cell culture, reagents and animals

The human breast cancer cell line MCF-7 was
obtained from Shanghai Culture Collection (Shanghai,
China), and cultured as described previously [45]. The
MCEF-7 cell line was confirmed to have the wild-type p53
gene status. Antibodies against SIRT1, BMI1, Nanog, and
GAPDH were purchased from Santa Cruz biotechnology
Inc (Santa Cruz, CA, USA). Rabbit anti-ALDH]1 antibody
was purchased from Abcam (Cambridge, UK). Cell
counting kit-8 (CCK-8) was purchased from DOJINDO
laboratories (Kumamoto, Japan). The mammospheres
were cultured using Complete MammoCult™ Medium
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(Human)(Stemcell Technologies Inc, Vancouver,
Canada), according to the manufacturer’s instructions.
Twenty 6-to 8-week-old female nude mice were
purchased from the Key Laboratory for SPF Animals
of Liaoning Province. Animal cares were conducted
according to the protocols and guidelines approved by
the Animals Care and Use Committee of Dalian Medical
University.

Isolation of CD44"/CD24- BCSCs by microbeads

Mammospheres were harvested and enzymatically
dissociated into single-cell suspension. Cell suspension
was centrifuged at 300 x g for 10 minutes, and the
cell pellet was resuspended in 40 pl suspension buffer
(~107 total cells). The cells were then incubated with
CD24 Microbead Kit and CD44 Microbeads (Miltenyi
Biotec, Bergisch Gladbach, Germany) for 15 minutes
in refrigerator (4°C), then washed and resuspended in
500 pl buffer, followed by magnetic separation. The
CD44/CD24" cells were then collected as the BCSCs.

Over-expression of miR-34a in MCF-7 cells

The oligonucleotides of miR-34a mimics (miR-34a)
and a non-specific negative control (miR-NC) were
synthesized and purified by Invitrogen (Shanghai,
China). The miR-34a and miR-NC were transfected
by using Lipofectamine 2000(Life Technology, CA,
USA) at a final concentration of 50 nM in Opti-MEM
I Reduced Serum Medium (Life Technology, USA)
according to the manufacturer’s instructions. The
transfected cells were harvested for RNA isolation and
protein extraction at 48 h and 72 h post transfection,
respectively. The miR-34a was cloned into GV254
vector with Nhel/Nhel. Lentivirus-hsa-miR-34a (3639-1)
expression vector and control lentivirus-hsa-NC were
obtained from Genechem (Shanghai, China), and infected
MCEF-7 cells at MOI of 40. Stable infected cells were then
selected with 0.5 ug/ml puromycin (Sigma-Aldrich, USA)
for 7 days.

ShRNA-SIRT1 construction and transfection

The short hairpin RNA (shRNA) expression
plasmids, pGPHI/GFP/Neo-SIRTI, were obtained from
GenePharma (Shanghai, China). Three RNAi expression
vectors for human SIRT1 (shRNA-SIRTI, shRNA-
SIRT1-2, and shRNA-SIRT1-3) were constructed.
Scrambled nucleotide sequence was used as a negative
control (shRNA-NC), and shRNA-GAPDH was used as
a positive control. These vectors were transfected into
MCF-7 cells at a final concentration of 50 nM by using
Lipofectamine 2000 according to the manufacturers’
instructions. Transfection rates were confirmed by

fluorescence microscopy. The positive transfected cells
were further selected by using G418 at 350 mmol/L
(Gibco Laboratories, Gran Island, NY) for 21 days.

RNA extraction and quantitative real time
RT-PCR (qRT-PCR)

Total RNA were extracted with TRIzol Reagent
(Life Technology, USA) according to the manufacturers’
instructions. MiR-34a reverse transcription was
performed with the TagMan microRNA Reverse
Transcription Kit (Life Technology, CA, USA) using
miR-34a specific RT primers. The qPCR amplification
for miR-34a was performed with the TagMan Universal
PCR Master Mix II by using TagMan Small RNA Assay
according to the manufacturer’s instructions (Life
Technology, USA). RNU6B was used as an endogenous
control. To determine mRNA levels of SIRT! and
GAPDH, cDNA was synthesized from 1 pg total RNA
in 20 ul using a PrimeScript RT reagent kit (TaKaRa,
Dalian, China). SYBR Premix Ex Taq II (TaKaRa,
Dalian, China) was used for qPCR. Primers were used
as follows,

SIRT1-F: 5-CCCAGAACATAGACACGCTGGA-3’

SIRT1-R: 5-ATCAGCTGGGCACCTAGGACA-3’

GAPDH-F: 5-GCACCGTCAAGGCTGAGAAC-3'

GAPDH-R: 5-TGGTGAAGACGCCAGTGGA-3'

GAPDH was used as an internal control. All samples
were normalized to internal control, and fold changes were
calculated through relative quantification (RQ = 2-44¢T),
All reactions were done in triplicate.

Protein extraction and Western blot

Cells were collected and lysed in 1 x RIPA buffer
(Sigma, St. Louis, MO). 50 pg of each protein extract was
subjected to 8~12% SDS-PAGE gels and transferred to
PVDF membrane (Millipore, Billerica, MA). The resulted
blots were first probed with the primary antibodies,
including SIRT1 (1:300), ALDH1 (1:500), BMI1 (1:200),
and Nanog (1:200), and then probed with infrared dye
reagents IRDye 800 CW (1:5000) as the secondary
antibody.

Immunofluorescence

Cells were fixed with 4% paraformaldehyde,
blocked with 10% normal goat serum (Gibco Laboratories,
Gran Island, NY), and incubated with anti-SIRT1 (1:100)
or anti-Nanog (1:100) overnight at 4°C. Immunolabeling
was revealed by FITC or PE-conjugated secondary
antibodies. Nuclei were counterstained with DAPIL.
Immunofluorescence was observed under a Nikon
Eclipse 300 fluorescence microscope (Compix Inc,
Sewickley, PA, USA).
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CCK-8 assay

Cells were plated in 96-well plates at a density
of 2 x 103 per well. At 0 h, 24 h, 48 h, 72 h, and 96 h
post-plating, 10 pl Cell Counting Assay Kit-8 solution was
added to each well and incubated for 2 h, the absorbance
at 450 nm was measured by a microplate reader. Addition
of DMEM/F12 alone was used as black control. All
experiments were performed three times independently.

Colony formation assay

Cells were trypsinized, counted, and seeded for
colony formation assay in 6-well plates at 1000 cells per
well. During colony growth, the culture medium was
replaced every 2 days. The colony was counted only if it
contains more than 50 cells, and the number of colonies
was counted at 7 days after seeding. Each treatment was
carried out in triplicate.

Cell apoptosis analysis

Cells were harvested and resuspended in 500 pl of
binding buffer and stained with 5 ul of FITC-Annexin-V
(BD Biosciences, San Jose, CA) and 5 pl of propidium
iodide (Sigma, St. Louis, MO) for 30 min in the dark
at 4°C. Cells were analyzed by flow cytometry. This
experiment was repeated three times.

Staining with Hoechst 33342/P1

Cells were washed twice in PBS and fixed in
PBS containing 1% (wt/vol) paraformaldehyde (Fisher
Scientific, Pittsburgh, PA). After rinsing with water, cells
were stained with Hoechst. 33342/PI (Sigma, St. Louis,
MO) for 30 min. The morphologic aspect of nuclei was
observed under a fluorescence microscope using a 320 to
350 nm filter. This experiment was repeated three times.

Flow cytometry analysis of CD44'/CD24-
cell populations

Cells were collected and labeled with PE mouse
anti-human CD44 (Biolegend, USA) and FITC mouse
anti-human CD24 (Biolegend, USA) at a density of
109 per ml. After 30 min incubation at 4°C, staining cells
were sorted using BD FACS Calibur Flow Cytometer (BD,
Franklin Lakes, NJ).

Mammosphere formation assay

Different groups of cells were inoculated at a
density of 4 x 10* cells/well in ultra-low attachment
6-well plates (Corning, NY, USA) and grown in Complete
MammoCult™ Medium (Human). After 7 days culture,
colonies that larger than 60 um in size were counted.
In order to evaluate the self-renewal ability, mammospheres

were dissociated with pre-warmed Trypsin-EDTA and
single-cell suspension was seeded. The secondary sphere
formation was measured as described above.

Tumor formation, growth and morphologic
analysis in vivo

Twenty nude mice were randomly divided into
four groups, group 1 were injected with lentivirus-hsa-
NC (miR-NC) infected cells, group 2 were injected with
the lentivirus-hsa-miR-34a (miR-34a) infected cells,
group 3 were injected with sShRNA-Control (shRNA-NC)
transfected cells, and group 4 were injected with sShRNA-
SIRT1 transfected cells. 5 x 103 cells in each group were
resuspended in 100 pl PBS mixed with matrigel (1:1) and
injected into the mouse mammary fat pad. The tumor mass
was monitored using a caliper. Tumor volumes (V) were
calculated by the formula V =L x W2 x (.5. On day 28
postinoculation, mice were sacrificed. The transplanted
tumors were excised and frozen in liquid nitrogen
until processing for isolation of RNA and protein. For
histological study, portion of tumors were fixed in 10%
neutral-buffered formalin, paraffin-embedded and 4-pm
sections were stained for H&E. For immunohistologic
assay, SIRT1 and ALDH1 were detected by anti-SIRT1
and anti-ALDH]1 primary antibodies, respectively.

Statistical analysis

All experiments were performed independently in
triplicate. The results are presented as the mean p + SEM.
Statistical analysis was performed using a two-way
Student’s ¢-test. Statistical significance was set as a
*p <0.05, **p <0.01, respectively.

ACKNOWLEDGMENTS

This work was supported by grants from the
National Natural Science Foundation of China (81272430)
and the Key Laboratory of Tumor Stem cell Research of

Liaoning Province.

DECLARATION OF CONFLICTING
INTERESTS

The authors declared no potential conflicts of
interest.

REFERENCES

1. Jemal A, Bray F, Center MM, Ferlay J, Ward E, Forman D.
Global cancer statistics. CA Cancer J Clin. 2011; 61:69-90.
2. Li X, Lewis MT, Huang J, Gutierrez C, Osborne CK,
Wu MF, Hilsenbeck SG, Pavlick A, Zhang X,

www.impactjournals.com/oncotarget

10441

Oncotarget



10.

12.

13.

Chamness GC, Wong H, Rosen J, Chang J. Intrinsic
resistance of tumorigenic breast cancer cells
chemotherapy. J Natl Cancer Inst. 2008; 100:672-679.

Creighton CJ, Li X, Landis M, Dixon JM,
Neumeister VM, Sjolund A, Rimm DL, Wong H,
Rodriguez A, Herschkowitz JI, Fan C, Zhang X, He X,
Pavlick A, Gutierrez MC, Renshaw L, Larionov AA,
Faratian D, Hilsenbeck SG, Perou CM, Lewis MT,
Rosen JM, Chang JC. Residual breast cancers after
conventional therapy display mesenchymal as well as
tumor-initiating features. Proc Natl Acad Sci USA. 2009;
106:13820-13825.

Nguyen NP, Almeida FS, Chi A, Nguyen LM, Cohen D,
Karlsson U, Vinh-Hung V. Molecular biology of breast

to

cancer stem cells: potential clinical applications. Cancer
Treat Rev. 2010; 36:485-491.

Jordan CT. Cancer stem cell biology: from leukemia to
solid tumors. Curr Opin Cell Biol. 2004; 16:708-712.

Al-Hajj M, Wicha MS, Benito-Hernandez A, Morrison SJ,
Clarke MF. Prospective identification of tumorigenic
breast cancer cells. Proc Natl Acad Sci USA. 2003;
100:3983-3988.

Gupta PB, Onder TT, Jiang G, Tao K, Kuperwasser C,
Weinberg RA, Lander ES. Identification of selective inhibi-
tors of cancer stem cells by high-throughput screening. Cell.
2009; 138:645-659.

Chan CH, Morrow JK, Li CF, Gao Y, Jin G, Moten A,
Stagg LJ, Ladbury JE, Cai Z, Xu D, Logothetis CJ,
Hung MC, Zhang S, Lin HK. Pharmacological inactivation
of Skp2 SCF ubiquitin ligase restricts cancer stem cell traits
and cancer progression. Cell. 2013; 154:556-568.

Sachlos E, Risueno RM, Laronde S, Shapovalova Z,
Lee JH, Russell J, Malig M, McNicol JD, Fiebig-Comyn A,
Graham M, Levadoux-Martin M, Lee JB, Giacomelli AO,
Hassell JA, Fischer-Russell D, Trus MR, Foley R,
Leber B, Xenocostas A, Brown ED, Collins TJ, Bhatia M.
Identification of drugs including a dopamine receptor
antagonist that selectively target cancer stem cells. Cell.
2012; 149:1284-1297.

Ginestier C, Liu S, Diebel ME, Korkaya H, Luo M,
Brown M, Wicinski J, Cabaud O, Charafe-Jauffret E,
Birnbaum D, Guan JL, Dontu G, Wicha MS. CXCRI1
blockade selectively targets human breast cancer stem
cells in vitro and in xenografts. J Clin Invest. 2010;
120:485-497.

. van Kouwenhove M, Kedde M, Agami R. MicroRNA

regulation by RNA-binding proteins and its implications
for cancer. Nat Rev Cancer. 2011; 11:644-656.
Zimmerman AL, Wu S. MicroRNAs, cancer and cancer
stem cells. Cancer Lett. 2011; 300:10-19.

Ambros V. The functions of animal microRNAs. Nature.
2004; 431:350-355.

Bartel DP. MicroRNAs: target recognition and regulatory
functions. Cell. 2009; 136:215-233.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

Zhang B, Pan X, Cobb GP, Anderson TA. microRNAs
as oncogenes and tumor suppressors. Dev Biol. 2007;
302:1-12.

Le Quesne J, Caldas C. Micro-RNAs and breast cancer.
Mol Oncol. 2010; 4:230-241.

Agostini M, knight RA. miR-34:from bench to bedside.
Oncotarget. 2014; 5:872—-881.

Eades G, Yao Y, Yang M, Zhang Y, Chumsri S, Zhou Q.
miR-200a regulates SIRT1 expression and epithelial to
mesenchymal transition (EMT)-like transformation in mam-
mary epithelial cells. J Biol Chem. 2011; 286:25992-26002.

Guo X, Wu Y, Hartley RS. MicroRNA-125a represses cell
growth by targeting HuR in breast cancer. RNA Biol. 2009;
6:575-583.

Shimono Y, Zabala M, Cho RW, Lobo N, Dalerba P,
Qian D, Diehn M, Liu H, Panula SP, Chiao E, Dirbas FM,
Somlo G, Pera RA, Lao K, Clarke MF. Downregulation of
miRNA-200c¢ links breast cancer stem cells with normal
stem cells. Cell. 2009; 138:592-603.

Li L, Xie X, Luo J, Liu M, Xi S, Guo J, Kong Y, Wu M,
Gao J, Xie Z, Tang J, Wang X, Wei W, Yang M, Hung MC,
Xie X. Targeted expression of miR-34a using the T-VISA
system suppresses breast cancer cell growth and invasion.
Mol Ther. 2012; 20:2326-2334.

Wu F, Zhu S, Ding Y, Beck WT, Mo YY. MicroRNA-
mediated regulation of Ubc9 expression in cancer cells. Clin
Cancer Res. 2009; 15:1550-1557.

Hermeking H. The miR-34 family in cancer and apoptosis.
Cell Death Differ. 2010; 17:193-199.

Raver-Shapira N, Marciano E, Meiri E, Spector Y,
Rosenfeld N, Moskovits N, Bentwich Z, Oren M.
Transcriptional activation of miR-34a contributes to
pS53-mediated apoptosis. Mol Cell. 2007; 26:731-743.

Siemens H, Jackstadt R, Kaller M, Hermeking H.
Repression of c-kit by p53 is mediated by miR-34 and is
associated with reduced chemoresistance, migration and
stemness. Oncotarget. 2013; 4:1399-1415.

Lodygin D, Tarasov V, Epanchintsev A, Berking C,
Knyazeva T, Korner H, Knyazev P, Diebold J,
Hermeking H. Inactivation of miR-34a by aberrant CpG
methylation in multiple types of cancer. Cell cycle. 2008;
7:2591-2600.

Cole KA, Attiyeh EF, Mosse YP, Laquaglia MJ, Diskin SJ,
Brodeur GM, Maris JM. A functional screen identifies miR-
34a as a candidate neuroblastoma tumor suppressor gene.
Mol Cancer Res. 2008; 6:735-742.

Liu C, Kelnar K, Liu B, Chen X, Calhoun-Davis T, Li H,
Patrawala L, Yan H, Jeter C, Honorio S, Wiggins JF,
Bader AG, Fagin R, Brown D, Tang DG. The microRNA
miR-34a inhibits prostate cancer stem cells and metastasis
by directly repressing CD44. Nat Med. 2011; 17:211-215.
LiL, Yuan L, Luo J, Gao J, Guo J, Xie X. MiR-34a inhibits
proliferation and migration of breast cancer through

WWw

.impactjournals.com/oncotarget

10442

Oncotarget



30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

down-regulation of Bcl-2 and SIRT1. Clin Exp Med. 2013;
13:109-117.

Yamakuchi M, Ferlito M, Lowenstein CJ. miR-34a
repression of SIRT1 regulates apoptosis. Proc Natl Acad
Sci USA. 2008; 105:13421-13426.

Ji Q, Hao X, Zhang M, Tang W, Yang M, Li L, Xiang D,
Desano JT, Bommer GT, Fan D, Fearon ER, Lawrence TS,
Xu L. MicroRNA miR-34 inhibits human pancreatic cancer
tumor-initiating cells. PLoS One. 2009; 4:¢6816.

Nalls D, Tang SN, Rodova M, Srivastava RK, Shankar S.
Targeting epigenetic regulation of miR-34a for treatment
of pancreatic cancer by inhibition of pancreatic cancer stem
cells. PLoS One. 2011; 6:¢24099.

Liu T, Liu PY, Marshall GM. The critical role of the
class III histone deacetylase SIRT1 in cancer. Cancer Res.
2009; 69:1702—-1705.

Luo J, Nikolaev AY, Imai S, Chen D, Su F, Shiloh A,
Guarente L, Gu W. Negative control of p53 by Sir2alpha
under stress. Cell. 2001;

promotes cell survival

107:137-148.

Lee JT, Gu W. SIRT1: Regulator of p53 Deacetylation.
Genes & Cancer. 2013; 4:112-117.

Calvanese V, Fraga MF. SirT1 brings stemness closer to
cancer and aging. Aging. 2011; 3:162-167.

Calvanese V, Lara E, Suarez-Alvarez B, Abu Dawud R,
Vazquez-Chantada M, Martinez-Chantar ML, Embade N,
Loépez-Nieva P, Horrillo A, Hmadcha A, Soria B,
Piazzolla D, Herranz D, Serrano M, Mato JM, Andrews PW,
Loépez-Larrea C, Esteller M, Fraga MF. Sirtuin 1 regulation
of developmental genes during differentiation of stem cells.
Proc Natl Acad Sci USA. 2010; 107:13736-13741.

Ou X, Chae HD, Wang RH, Shelley WC, Cooper S,
Taylor T, Kim YJ, Deng CX, Yoder MC, Broxmeyer HE.
SIRT1
stem cell hematopoietic differentiation, and embryonic

deficiency compromises mouse embryonic
and adult hematopoiesis in the mouse. Blood. 2011;

117:440-450.

Han MK, Song EK, Guo Y, Ou X, Mantel C,
Broxmeyer HE. SIRT1 regulates apoptosis and Nanog
expression in mouse embryonic stem cells by controlling
pS3 subcellular localization. Cell stem cell. 2008;
2:241-251.

Li L, Wang L, Li L, Wang Z, Ho Y, McDonald T,
Holyoake TL, Chen W, Bhatia R. Activation of p53 by
SIRT1 inhibition enhances elimination of CML leukemia
stem cells in combination with imatinib. Cancer cell. 2012;
21:266-281.

Wang ZQ, Chen WY. Emerging roles of SIRT1 in cancer
drug resistance. Genes & Cancer. 2013; 4:82-90.
Yamakuchi M, Lowenstein CJ. MiR-34, SIRT1 and p53:
the feedback loop. Cell cycle. 2009; 8:712-715.

Ginestier C, Hur MH, Charafe-Jauffret E, Monville F,
Dutcher J, Brown M, Jacquemier J, Viens P, Kleer CG,
Liu S, Schott A, Hayes D, Birnbaum D, Wicha MS,

44,

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

Dontu G. ALDHI1 is a marker of normal and malignant
human mammary stem cells and a predictor of poor clinical
outcome. Cell Stem Cell. 2007; 1:555-567.

Lin T, Chao C, Saito S, Mazur SJ, Murphy ME, Appella E,
Xu'Y. p53 induces differentiation of mouse embryonic stem
cells by suppressing Nanog expression. Nat Cell Biol. 2005;
7:165-171.

Mao J, Song B, Shi Y, Wang B, Fan S, Yu X, Tang Y,
Li L. ShRNA targeting Notchl sensitizes breast cancer
stem cell to paclitaxel. Int J Biochem Cell Biol. 2013;
45:1064-1073.

Park EY, Chang E, Lee EJ, Lee HW, Kang HG, Chun KH,
Woo Y, Kong H, Ko JY, Suzuki H, Song E, Park JH.
Targeting of miR-34a-NOTCHI1 axis reduced breast
cancer stemness and chemoresistance. Cancer Res. 2014
Nov 3. pii: canres.1140.2014 [Epub ahead of print].

Schirmer U, Doberstein K, Rupp AK, Bretz NP, Wuttig D,
Kiefel H, Breunig C, Fiegl H, Miiller-Holzner E,
Zeillinger R, Schuster E, Zeimet AG, Siiltmann H,
Altevogt P. Role of miR-34a as a suppressor of LICAM in
endometrial carcinoma. Oncotarget. 2014; 5:462-472.
Welch C, Chen Y, Stallings RL. MicroRNA-34a functions
as a potential tumor suppressor by inducing apoptosis in
neuroblastoma cells. Oncogene. 2007; 26:5017-5022.

Li N, Fu H, Tie Y, Hu Z, Kong W, Wu Y, Zheng X.
miR-34a inhibits migration and invasion by down-
regulation of c-Met expression in human hepatocellular
carcinoma cells. Cancer Lett. 2009; 275:44-53.

Gallardo E, Navarro A, Vinolas N, Marrades RM, Diaz T,
Gel B, Quera A, Bandres E, Garcia-Foncillas J, Ramirez J,
Monzo M. miR-34a as a prognostic marker of relapse in sur-
gically resected non-small-cell lung cancer. Carcinogenesis.
2009; 30:1903-1909.

Peurala H, Greco D, Heikkinen T, Kaur S, Bartkova J,
Jamshidi M, Aittomaki K, Heikkila P, Bartek 1J,
Blomqvist C, Butzow R, Nevanlinna H. MiR-34a
expression has an effect for lower risk of metastasis
and associates with expression patterns predicting
clinical outcome in breast cancer. PLoS One. 2011;
6:¢26122.

Bommer GT, Gerin I, Feng Y, Kaczorowski AJ, Kuick R,
Love RE, Zhai Y, Giordano TJ, Qin ZS, Moore BB,
MacDougald OA, Cho KR, Fearon ER. p53-mediated
activation of miRNA34 candidate tumor-suppressor genes.
Curr Biol. 2007; 17:1298-1307.

Guessous F, Zhang Y, Kofman A, Catania A, Li Y,
Schiff D, Purow B, Abounader R. microRNA-34a is tumor
suppressive in brain tumors and glioma stem cells. Cell
Cycle. 2010; 9:1031-1036.

Liu TF and McCall CE. Deacetylation by SIRTI
reprograms inflammation and cancer. Genes & Cancer.
2013; 4:135-147.

Lin ZH, Fang DY. The roles of SIRTI in cancer.
Genes & Cancer. 2013; 4:97-104.

WWw

.impactjournals.com/oncotarget

10443

Oncotarget



56.

57.

58.

59.

Raynes R, Brunquell J. Stress Inducibility of SIRT1 and Its
Role in Cytoprotection and Cancer. Genes & Cancer. 2013;
4:172-182.

McBurney MW, Clark-Knowles KV, Caron AZ. SIRTI is
a Highly Networked Protein That Mediates the Adaptation
to Chronic Physiological Stress. Genes & Cancer. 2013;
4:125-134.

Sung JY, Kim R, Kim JE, Lee J. Balance between SIRT1
and DBCI1 expression is lost in breast cancer. Cancer Sci.
2010; 101:1738-1744.

Lee YL, Peng Q, Fong SW, Chen AC, Lee KF, Ng EH,
Nagy A, Yeung WS. Sirtuin 1 facilitates generation of
induced pluripotent stem cells from mouse embryonic

60.

61.

fibroblasts through the miR-34a and p53 pathways. PLoS
one. 2012; 7:e45633.

Saunders LR, Sharma AD, Tawney J, Nakagawa M,
Okita K, Yamanaka S, Willenbring H, Verdin E. miRNAs
regulate SIRT1 expression during mouse embryonic stem
cell differentiation and in adultmouse tissues. Aging. 2010;
2:415-431.

Chang CJ, Hsu CC, Yung MC, Chen KY, Tzao C, Wu
WF, Chou HY, Lee YY, Lu KH, Chiou SH, Ma HI.
Enhanced radiosensitivity and radiation-induced apop-
tosis in glioma CD133-positive cells by knockdown of
SirT1 expression. Biochem Biophys Res Commun. 2009;
380:236-242.

www.impactjournals.com/oncotarget

10444

Oncotarget



