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ABSTRACT
◥

Copy number gain in chromosome 8q21 is frequently detected in
breast cancer, yet the oncogenic potential underlying this amplicon
in breast carcinogenesis remains to be delineated. We report here
that ZNF704, a gene mapped to 8q21, is recurrently amplified in
various malignancies including breast cancer. ZNF704 acted as a
transcriptional repressor and interacted with the transcriptional
corepressor SIN3A complex. Genome-wide interrogation of tran-
scriptional targets revealed that the ZNF704/SIN3A complex
represses a panel of genes including PER2 that are critically involved
in the function of the circadian clock. Overexpression of ZNF704
prolonged the period and dampened the amplitude of the circadian
clock. ZNF704 promoted the proliferation and invasion of breast

cancer cells in vitro and accelerated the growth and metastasis of
breast cancer in vivo. Consistently, the level of ZNF704 expression
inversely correlated with that of PER2 in breast carcinomas, and
high level of ZNF704 correlated with advanced histologic grades,
lymph node positivity, and poor prognosis of patients with breast
cancer, especially those with HER2þ and basal-like subtypes. These
results indicate that ZNF704 is an important regulator of the
circadian clock and a potential driver for breast carcinogenesis.

Significance: This study indicates that ZNF704 could be a
potential oncogenic factor, disrupting circadian rhythm of breast
cancer cells and contributing to breast carcinogenesis.

Introduction
Structural and numerical alterations of chromosome 8 have been

reported in up to 60% of breast cancer cases (1, 2), and copy number
gains involving the long arm of chromosome 8, including high-level
amplifications at 8q21 and 8q24, are considered to be associated with
development of breast cancer as well as cancers from other tissue
origins and also with poor prognosis of patients (3–5). Although the
role of the MYC gene as the driver of the 8q24 amplicon is well
established, the genetic factor(s) contributing to the oncogenic poten-
tial of the 8q21 amplicon remains to be elucidated. It is reported that
amplification of the gene encoding for WW domain–containing E3
ubiquitin protein ligase 1 (WWP1) in this region is an oncogenic factor
for breast cancer (6) and prostate cancer (7), while amplification of the
gene encoding for tumor protein D52 (TPD52), whose function has
rarely been studied, in 8q21 is implicated in the development of
ovarian cancer (8) and lung cancer (9). Clearly, the molecular basis
underlying the 8q21 amplicon in the development and progression of
breast carcinogenesis needs further elucidation.

Circadian rhythm is generated via oscillations in the expression of
clock genes that are organized into a complex transcriptional–
translational autoregulatory network to dictate an array of physiologic
and behavioral activities in responding to periodic environmental
changes (10, 11). Central to the molecular system controlling the
circadian rhythm is the heterodimer of transcription factors, BMAL1
(brain and muscle ARNT-like 1, also known as ARNTL) and CLOCK
(the circadian locomotor output cycles kaput), which activates the
transcription of genes containing E-box binding sequences in their
promoter/enhancer regions, including Period (PER1, PER2) and
Cryptochrome (CRY1, CRY2), and PER1/2 and CRY1/2, in turn,
heterodimerizes with BMAL1/CLOCK to inhibit their own transcrip-
tion (12, 13). Given the paramount importance of circadian clock in
the regulation of cellular activities and in the maintenance of cell
homeostasis, its contribution to the pathogenesis of several diseases is
highly predicted. Indeed, animal models and epidemiologic studies
suggest that dysfunction of circadian rhythm is associated with
increased incidences of various epithelial cancers (14–16), and aber-
rant expression of core clock genes is found in a broad spectrum of
malignancies including breast cancer (17), glioma (18), leukemia (19),
and colorectal cancer (20). Clearly, understanding the regulation/
deregulation of clock gene expression is of great importance to the
understanding of the molecular carcinogenesis.

PER2 is an indispensable clock gene that constitutes the negative
limb in the transcriptional–translational feedback loop of the circadian
clock (21, 22). Interestingly, PER2 plays an important role in the
control of cellular proliferation and has been suggested to be a tumor
suppressor (23, 24). PER2 expression is significantly reduced in both
sporadic and familial primary breast cancers (25), and deficiency of
PER2 affects the growth rate in silkworm (26) and accelerates the
proliferation of breast cancer cells and the growth of breast cancer by
altering the daily growth rhythm (27). At the cellular level, PER2
controls lipid metabolism and adipocyte cell differentiation through
direct regulation of PPARg ; lack of PER2 leads to the cellular differ-
entiation from fibroblast to adipocyte (28). At the molecular level,
PER2 was shown to repress the transcription of TWIST and SLUG to
inhibit epithelial–mesenchymal transition (EMT; ref. 29), a key step
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leading to cancer metastasis (30). Thus, understanding the regulation/
deregulation of PER2 expression is important to the understanding of
its role in tumorigenesis.

In this study, we investigated the oncogenic potential of the 8q21
amplicon. We found that ZNF704, a gene that is mapped to 8q21, is
frequently amplified in various cancers. We showed that at the
molecular level ZNF704 acts in concert with the SIN3A complex to
repress the transcription of PER2, an essential component of the
molecular system that controls circadian rhythm. We demonstrated
that ZNF704 disrupts the circadian rhythm and promotes breast
carcinogenesis.

Materials and Methods
Cell culture and transfection

Cell lines used were obtained from the ATCC in the year of 2018.
293T, HeLa, U2OS, and MCF7 cells were maintained in DMEM
supplemented with 10% FBS in a humidified incubator equilibrated
with 5% CO2 at 37�C. MDA-MB-231 cells were cultured in L-15
medium supplemented with 10% FBS without CO2. All cell lines were
characterized using short tandem repeat profiling and tested for
Mycoplasma contamination within 6 months. Cell lines used were no
more than 15 passages, and cell experiments were done within 6
months. Transfections were carried out using Polyethyienimine (Poly-
sciences) or Lipofectamine RNAiMAXReagent (Invitrogen) according
to the manufacturer’s instructions. Each experiment was performed in
triplicate and repeated at least three times. For RNAi experiment, at
least three independent siRNA/shRNA sequences were tested for each
gene, and two distinct siRNA/shRNAs were utilized in our study. The
sequences of siRNAwere: control siRNA, 50-UUCUCCGAACGUGU-
CACGU-30; ZNF704 siRNA-1, 50-CAAUGGUACUAACCAGCU-
UGU-30; ZNF704 siRNA-2, 50-CCCUUUGGUUCGAAGUCCU-30;
control siRNA and siRNAs for ZNF704 were synthesized by Sigma-
Aldrich. The siRNA oligonucleotides were transfected into cells using
RNAiMAX with a final concentration of 20 nmol/L.

Lentiviral production and infection
The generation of IRES-ZNF704, pLKO.1-shZNF704, pLKO.1-

shPER2, or pLKO.1-shSIN3A lentiviruses was conducted according
to a protocol described by Addgene. Briefly, human expression
plasmid of IRES-ZNF704 was generated by subcloning ZNF704
cDNA into pCMV-IRES vector, and pLKO.1-shZNF704, pLKO.1-
shPER2, and pLKO.1-shESIN3A were generated by subcloning
shRNA (TRCN0000162553, TRCN0000163387, shZNF704;
TRCN0000330732, shPER2, TRCN0000162553, shSIN3A) into
pLKO.1 vector. The lentiviral plasmid vector, pCMV-IRES, IRES-
ZNF704, pLKO.1, pLKO.1-shZNF704, pLKO.1-PER2, or pLKO.1-
shSIN3A, together with psPAX2 and pMD2.G, were cotransfected
into the packaging cell line HEK293T. Viral supernatants were col-
lected 48 hours later, clarified by filtration, and concentrated by
ultracentrifugation. The generation of pLV7-Bsd-P(Per2)-KB-dLuc
lentiviruses was conducted according to the procedure described
previously (31). The concentrated viruses were used to infect 5 �
105 cells (20%–30% confluence) in a 60-mm dish with 5 mg/mL
polybrene. Infected cells were selected by 2 mg/mL puromycin (Sigma)
and/or hygromycin (Invitrogen) or blasticidin (Abcam). For resilen-
cing PER2 or SIN3A experiments, the level of PER2 or SIN3A
expression was controlled by creating stable clones of cells that were
expressing different levels of PER2 or SIN3A, and the cloneswith PER2
or SIN3A levels close to original PER2 or SIN3A levels were chosen for
phenotype experiments.

Silver staining and mass spectrometry
MDA-MB-231 or 293T cells expressing FLAG-ZNF704 were

washed twice with cold PBS, scraped, and collected by centrifugation
at 800� g for 5minutes. Cellular extracts were prepared by incubating
the cells in lysis buffer containing protease inhibitor cocktail (Roche).
Anti-FLAG immunoaffinity columns were prepared using anti-FLAG
M2 affinity gel (Sigma) following the manufacturer’s suggestions. Cell
lysates were obtained from about 5 � 108 cells and applied to an
equilibrated FLAG column of 1-mL bed volume to allow for adsorp-
tion of the protein complex to the column resin. After binding, the
column was washed with cold PBS plus 0.1% Nonidet P-40 prior to
application of 3� FLAG peptides to elute FLAG protein complex as
described by the vendor. Fractions of the bed volume were collected
and resolved on NuPAGE 4%–12% Bis-Tris gel (Invitrogen), silver-
stained using Pierce Silver Stain Kit, and subjected to LC/MS-MS
(Agilent 6340) sequencing.

Immunoprecipitation and Western blotting
Cellular extracts from MDA-MB-231 or MCF7 were prepared

by incubating the cells in lysis buffer (50 mmol/L Tris-HCl, pH8.0,
150 mmol/L NaCl, 0.5% NP-40) for 30 minutes at 4�C. This was
followed by centrifugation at 13,000 rpm for 15 minutes at 4�C. For
immunoprecipitation, 500 mg of protein was incubated with specific
antibodies (2-3 mg) for 12 hours at 4�Cwith a constant rotation, and 30
mL of 50% protein A or G magnetic beads was then added and the
incubation was continued for an additional 2 hours. Beads were then
washed three times using the lysis buffer. The precipitated proteins
were eluted from the beads by resuspending the beads in 2� SDS-
PAGE loading buffer and boiling for 10 minutes. The resultant
materials from immunoprecipitation or cell lysates were resolved
using 10% SDS-PAGE gels and transferred onto acetate cellulose
membranes. For Western blotting analysis, membranes were incubat-
ed with appropriate antibodies at 4�C for overnight followed by
incubation with a secondary antibody. Immunoreactive bands were
visualized using Western blotting luminal reagent (Santa Cruz Bio-
technology) according to the manufacturer’s recommendations.

Chromatin immunoprecipitation sequencing
Approximately 5 � 107 cells were used for each chromatin immu-

noprecipitation sequencing (ChIP-seq) assay. Chromatin DNAs pre-
cipitated by polyclonal antibodies against ZNF704 or SIN3A were
purifiedwith theQiagen PCRPurificationKit. In depthwhole-genome
DNA sequencing was performed by BGI. The raw sequencing image
data were examined by the Illumina analysis pipeline, aligned to the
unmasked human reference genome (UCSC GRCh37, hg19) using
Bowtie 2, and further analyzed by MACS (model-based analysis for
ChIP-seq). Genomic distribution of ZNF704-binding sites was ana-
lyzed by ChIPseeker, annotated by R package, and compared and
visualized (32). De novomotif screening was performed on sequences
�100 bp from the centers of ZNF704 or SIN3A-binding peaks based
on the MEME suite (http://meme-suite.org/). Ontologies analysis was
conducted on the basis of the Database for Annotation, Visualization,
and Integrated Discovery (DAVID, https://david.ncifcrf.gov/).

Time-series protein assay
Time-series protein assay in MDA-MB-231, or U2OS cells was

performed as described previously (33). Approximate 500,000 cells
were plated in 35-mm dishes at 37�C until confluent. Medium was
then replaced with serum-free DMEM or L-15 for synchronization of
cells for 24 hours. The medium was then changed to serum-free
DMEM or L-15 with 200 nmol/L dexamethasone (time ¼ 0) at 37�C
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for 2 hours and cells were collected at a 4-hour interval from 24 to
48 hours.

Lumicycle
Lumicycle analysis of MDA-MB-231- or U2OS-per2-luci cells was

conducted as described previously (31). Briefly, cells were plated in
35-mm dishes at a concentration of 500,000 cells/plate at 37�C until
confluent; medium was replaced with serum-free DMEM or L-15 for
synchronization of cells for 24 hours and treated with 200 nmol/L
dexamethasone at 37�C for 1 hour; DMEM containing 1� penicillin/
streptomycin, 200 nmol/L dexamethasone (Sigma), 2% B-27 (Thermo
Fisher Scientific), 1 mmol/L luciferin (Promega), 14.5 mmol/L
NaHCO3 (Sigma), and 10 mmol/L HEPES (pH 7.2, Thermo Fisher
Scientific) was applied to synchronized cells. Data were collected in
a LumiCycle luminometer at 36�C for 5 to 6 days and analyzed
with LumiCycle Analysis software (Actimetrics). Data from the first
24-hour cycle was excluded (34).

In vivo metastasis
The MDA-MB-231-Luc-D3H2LN cells (Xenogen Corporation)

were infected with lentiviruses carrying control shRNA þ vector,
FLAG-ZNF704, or/and SIN3A shRNAor shCTR, ZNF704 shRNA, or/
and PER2 shRNA. These cells were inoculated onto the left abdom-
inal mammary fat pad (3 � 107 cells) or injected into the lateral tail
vein (1 � 107 cells) of 6-week-old immunocompromised female
SCID beige mice (n ¼ 6). Bioluminescent images were obtained
with a 15-cm field of view, binning (resolution) factor of 8, 1/f stop,
open filter, and an imaging time of 30 seconds to 2 minutes.
Bioluminescence from relative optical intensity was defined man-
ually. Photon flux was normalized to background, which was
defined from a relative optical intensity drawn over a mouse not
given an injection of luciferin.

Study approval
All studies were approved by the Ethics Committee of Capital

Medical University and written informed consent was obtained from
all patients. Animal handling and procedures were approved by the
Capital Medical University Institutional Animal Care.

Data availability
ChIP-seq data were deposited at the Gene Expression Omnibus

(GEO) database with an accession number GSE153119.

Results
ZNF704, a gene harbored in the 8q21 amplicon, is amplified/
overexpressed in a variety of cancers

As stated above, although amplification of chromosome 8q21 is a
frequent event in various of cancers and is associated with poor
prognosis of patients (3, 4), the genetic factor(s) that contribute to
its oncogenic potential remain to be delineated. As the epigenetic
mechanisms underlying the transcription regulation and the molec-
ular basis underlying breast carcinogenesis are the primary focuses of
our laboratory (35–38), we noted that one gene in the 8q21 region,
ZNF704, which encodes for a zinc finger transcription factor, exhibited
various genetic abnormalities in a broad spectrum of malignancies
including cancers originated from prostate, liver, breast, uterus, and
lung (Fig. 1A), as bioinformatics analysis of the public datasets in the
cBioPortal for Cancer Genomics (http://www.cbioportal.org/) indi-
cated. Notably, amplification of ZNF704 is the most frequent event
across the abnormalities in the majority of the cancer types, occurring

in approximately 8% cases in prostate cancer, liver cancer, and breast
cancer (Fig. 1A). In concordance, analysis of the public datasets in
Oncomine (https://www.oncomine.org/) showed that ZNF704 is sig-
nificantly overexpressed in breast, liver, and prostate cancer (Fig. 1B).
Further analysis of two public datasets (39, 40) from cBioPortal for
Cancer Genomics indicates that amplification of chromosome 8q21
region in patients with breast carcinomas encompasses ZNF704 loci
(Fig. 1C), and analysis of the public datasets (GSE9014, GSE72653,
and GSE27567) showed that ZNF704 is upregulated in breast cancer
samples (Fig. 1D). Together, these observations support a notion that
ZNF704 is amplified/overexpressed in breast cancer.

ZNF704 is a transcription repressor and physically associated
with the SIN3A complex

To explore the cellular function of ZNF704, we first cloned the
gene encoding for human ZNF704 from a human mammary cDNA
library (Clontech). To confirm the expression of ZNF704 protein,
FLAG-tagged ZNF704 expression plasmid (FLAG-ZNF704) was
transfected into MCF7 or HEK293T cells. Cellular proteins were
extracted from these cells as well as from several other cell lines and
analyzed by Western blotting with a mAb against FLAG or poly-
clonal antibodies against ZNF704. The results showed that endog-
enous ZNF704 is a protein with a molecular weight of approxi-
mately 60 kDa (Fig. 2A), and that ZNF704 is expressed at variable
levels in different cell lines (Fig. 2B). Immunofluorescent imaging
of ZNF704 in MCF7 cells indicates that ZNF704 is primarily
localized in the nucleus (Fig. 2C).

We next determined the transcriptional activity of ZNF704. For this
purpose, full-length ZNF704 was fused to the C terminus of the Gal4
DNA-binding domain (Gal4-ZNF704), and the transcriptional activ-
ity of the fused construct was tested in HeLa cells. We used two
differentGal4-driven luciferase reporter systems, both contain 5 copies
of the Gal4 binding sequence but differ in basal promoter elements
(Fig. 2D, top). The results showed that Gal4-ZNF704 elicited a robust
repression of the reporter activity in a dose-dependent fashion in both
of the reporter systems, whereas overexpression of FLAG-ZNF704 had
no effect on the activity of theGal4-driven reporters (Fig. 2D, bottom),
suggesting that ZNF704 must be physically associated with DNA to
exert its transcription repression activity. In addition, treatment of
HeLa cells with trichostatin A (TSA), a specific histone deacetylase
(HDAC) inhibitor, was able to almost completely alleviate the repres-
sion of the reporter activity by ZNF704 (Fig. 2D, bottom), suggesting
that ZNF704-mediated transcription repression was associated with
an HDAC activity.

To gain mechanistic insights into the transcription repression
function of ZNF704, we employed affinity purification coupled with
mass spectrometry to interrogate the ZNF704 interactome in vitro. In
these experiments, FLAG-ZNF704 was stably expressed inMDA-MB-
231 cells. Cellular extracts were prepared and subjected to affinity
purification using an anti-FLAG affinity column, and the bound
proteins were analyzed by mass spectrometry. The results showed
that ZNF704 was copurified with a series of proteins including SIN3A,
SAP130, HDAC1, HDAC2, and RBBP4, all components of the SIN3A
complex (Fig. 2E, left). Additional proteins including PRKDC and
DDB1were also detected in the ZNF704-containing complex (Fig. 2E,
left). The presence of the SIN3A components in the ZNF704-associ-
ated protein complex was verified by Western blotting of the column
eluates (Fig. 2E, right). The association between ZNF704 and the
SIN3A complex was also detected in HEK293T cells by affinity
purification-coupled mass spectrometry (Fig. 2E, bottom). The
detailed results of the mass spectrometric analysis are provided in
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Supplementary Table S1. Together, these results indicate that ZNF704
is associated with the SIN3A transcription corepressor complex
in vivo.

To verify the in vitro interaction between ZNF704 and the SIN3A
corepressor complex, total proteins from MDA-MB-231 cells were
extracted and coimmunoprecipitation was performed with antibodies
detecting the endogenous proteins. Immunoprecipitation (IP) with

antibodies against ZNF704 followed by immunoblotting (IB) with
antibodies against the components of the SIN3A corepressor complex
demonstrated that the constituents of the SIN3A corepressor complex
were efficiently coimmunoprecipitated with ZNF704 (Fig. 2F, left).
Reciprocally, IP with antibodies against representative components of
the SIN3A complex and IB with antibodies against ZNF704 also
showed that ZNF704was coimmunoprecipitated with the components

Figure 1.

ZNF704 is amplified/overexpressed in a variety of
cancers. A, Analysis of genetic alterations of
ZNF704 in a series of cancers from cBioPortal for
Cancer Genomics (http://www.cbioportal.org/). B,
Analysis of The Cancer Genome Atlas datasets in
Oncomine (https://www.oncomine.org/) for the
expression or copy number of ZNF704 between
tumor and normal tissues. C, Analysis of two public
datasets from cBioPortal for Cancer Genomics in
2015 (top) and 2012 (bottom) for the amplification
of 8q21 region and ZNF704 in patients with breast
cancer. D, Bioinformatics analysis of the public
datasets (GSE9014, GSE72653, and GSE27567)
in breast carcinoma samples and normal tissues.
In B and D, data are presented as scatter diagram.
� , P < 0.05; ��� , P < 0.001 (Student t test).
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of the SIN3A corepressor complex (Fig. 2F, left). In addition, the
association between ZNF704 and the SIN3A corepressor complex was
also detected inMCF7 cells by coimmunoprecipitation assays (Fig. 2F,
right).

To further support the physical interaction of ZNF704 with the
SIN3A corepressor complex and to understand the molecular basis
underlying this interaction, glutathione S-transferase (GST) pull-
down assays were performed with GST-fused ZNF704 (GST-ZNF704)
and in vitro transcribed/translated individual components of the
SIN3A corepressor complex. These experiments revealed that ZNF704
was capable of interacting with SIN3A and SAP130, but not with the
other components of the SIN3A corepressor complex that we tested
(Fig. 2G), suggesting that the association of ZNF704 with the SIN3A
corepressor complex is through its interactions with SIN3A and
SAP130.

To further substantiate the physical interaction of ZNF704 with
the SIN3A corepressor complex in vivo, nuclear proteins extracted
in high salts from MDA-MB-231 cells were fractionated by size
exclusion using fast protein liquid chromatography (FPLC) with
Superose 6 column. We found that native nuclear ZNF704 from
MDA-MB-231 extracts was eluted with an apparent molecular mass
much greater than that of the monomeric protein (Fig. 2H, left);
ZNF704 immunoreactivity was detected in chromatographic frac-
tions with an elution pattern that largely overlapped with that of the
subunits of the SIN3A corepressor complex including SIN3A,
SAP180, SAP130, HDAC1/2, and RBBP4/7 (Fig. 2H, left). Impor-
tantly, analysis of the FLAG-ZNF704 affinity eluate from FPLC after
Superose 6 gel filtration in MDA-MB-231 cells stably expressing
FLAG-ZNF704 detected a multiprotein complex containing SIN3A,
SAP180, and HDAC1/2 (Fig. 2H, right). Collectively, these experi-
ments support the observation that ZNF704 is physically associated
with the SIN3A corepressor complex in vivo.

Genome-wide identification of the transcriptional targets for
the ZNF704/SIN3A complex

To explore the biological significance of the physical interaction
between the transcription repressor ZNF704 and the SIN3A corepres-
sor complex, we next analyzed the genome-wide transcriptional targets
of the ZNF704/SIN3A complex. To this end, chromatin immunopre-
cipitation-based deep sequencing (ChIP-seq) was performed inMDA-
MB-231 cells first using antibodies against ZNF704 or SIN3A. Fol-
lowing ChIP, ZNF704- and SIN3A-associated DNAs were amplified
using nonbiased conditions, labeled, and then sequenced via BGISEQ-
500. With model-based analysis for ChIP-seq version 14 (MACS14)
and a P value cutoff of 10�3, we identified 22,493 ZNF704-specific

binding peaks and 16,576 SIN3A-specific binding summits (Fig. 3A).
The DNA sequences associated with these peaks were then cross-
analyzed for overlapping gene promoters to represent the cotargets of
ZNF704 and the SIN3A complex. These analyses identified a total of
1,354 promoters targeted by the ZNF704/SIN3A complex, which were
then classified by gene ontology with DAVID (https://david.ncifcrf.
gov/) into different Kyoto Encyclopedia of Genes and Genomes
(KEGG) pathways (Fig. 3B). The detailed results of the ChIP-seq are
provided in Supplementary Table S2. These KEGG pathways include
hippo signaling, circadian rhythm, and MAPK signaling pathway that
are well established to play important roles in tumorigenesis (Fig. 3B).
Significantly, analysis of the genomic signatures of ZNF704 and SIN3A
revealed indeed similar bindingmotifs for these two proteins (Fig. 3C),
strongly supporting the physical interaction and functional connection
between ZNF704 and SIN3A.

ChIP-seq results were then validated by quantitative ChIP (qChIP)
analysis in MDA-MB-231 cells using specific antibodies against
ZNF704 or SIN3A on selected gene promoters including PER2,
GATA2, CTNNA1, and FOXO3. The results showed a strong enrich-
ment of ZNF704 and SIN3Aon the promoters of these genes (Fig. 3D).
To verify that ZNF704 and SIN3A existed in the same protein complex
on target gene promoters, we performed sequential ChIP or ChIP/Re-
ChIP on representative target genes, PER2, GATA2, CTNNA1, and
FOXO3. In these experiments, soluble chromatin was initially IP with
antibodies against ZNF704, and the immunoprecipitates were subse-
quently re-IP with antibodies against SIN3A. The results of these
experiments showed that the PER2, GATA2, CTNNA1, and FOXO3
promoters that were IP with antibodies against ZNF704 could be re-IP
with antibodies against SIN3A (Fig. 3E). Similar results were obtained
when the initial ChIP was carried out with antibodies against SIN3A
(Fig. 3E). Together, these results validated the targeting of PER2,
GATA2, CTNNA1, and FOXO3 by the ZNF704/SIN3A complex and
support the coexistence of ZNF704 and SIN3A on the promoter of
these genes.

To further consolidate the ChIP-seq results, ZNF704 was knocked
down inMDA-MB-231 cells using two different sets of small interfering
RNA and the expression of PER2, GATA2, CTNNA1, and FOXO3 was
analyzed by real-time RT-PCR. ZNF704 knockdown resulted in a
significant increase, albeit to a different extent, in the expression of
all the tested genes (Fig. 3F, left). The knockdown efficiency was
verified by real-time RT-PCR (Fig. 3F, left). Similarly, depletion of
SIN3A was also associated with an increased expression of the tested
genes (Fig. 3F, right). Together, these results support our observations
that ZNF704 and the SIN3A complex are physically associated and
functionally connected to repress downstream target genes.

Figure 2.
ZNF704 is a transcription repressor and is physically associatedwith the SIN3A complex.A,HEK293T (left) or MCF7 (right) cells were transfected with empty vector
or FLAG-ZNF704 forWestern blotting with antibodies against FLAG or b-actin. B, Cellular proteins were extracted from the indicated cell lines for Western blotting
with antibodies against ZNF704 or b-actin. C, The distribution of endogenous ZNF704 was detected by immunofluorescent microscopy. Scale bar, 7.5 mm. D, Top,
schematic diagrams of the Gal4-luciferase reporter constructs. Bottom, for reporter assays, HeLa cells were transfected with different amounts of Gal4-ZNF704
or FLAG-ZNF704 together with the indicated Gal4-luciferase reporter with or without treatment of TSA. Each bar represents mean� SD for triplicate experiments.
�� , P <0.01; ��� , P <0.001. E, Immunopurification andmass spectrometric analysis of ZNF704-associated proteins inMDA-MB-231 (top) and HEK293T (bottom) cells.
Cellular extracts from MDA-MB-231 or HEK293T cells stably expressing FLAG-ZNF704 were subjected to affinity purification with anti-FLAG affinity columns and
eluted with FLAG peptides. The eluates were resolved by SDS-PAGE and silver stained. The protein bandswere retrieved and analyzed bymass spectrometry (left);
column-bound proteins were analyzed byWestern blotting using antibodies against the indicated proteins (right). F, Coimmunoprecipitation in MDA-MB-231 (left)
andMCF7 (right) cellswith anti-ZNF704, followedby immunoblottingwith antibodies against the indicated proteins, or immunoprecipitationwith antibodies against
the indicated proteins, followed by immunoblotting with antibodies against ZNF704. G, GST pull-down assays with GST-fused ZNF704 and in vitro–transcribed/
translated proteins as indicated.H, FPLC analysis of nuclear extracts fromMDA-MB-231 cells (left) and analysis of FLAG-ZNF704 affinity eluates in MDA-MB-231 cells
stably expressing FLAG-ZNF704 (right). Chromatographic elution profiles and immunoblotting analysis of the chromatographic fractions are shown. Equal volume
from each fraction was analyzed, and the elution position of calibration proteins with known molecular masses (kilodaltons) are indicated. Western blotting of
ZNF704-containing complex fractionated by Superose 6 gel filtration.
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ZNF704 transcriptionally represses PER2 and functionally
disrupts circadian rhythm in breast cancer cells

The identification of PER2 as a target of the ZNF704/SIN3A
complex suggests that the ZNF704/SIN3A complex might influence
circadian rhythm in breast cancer cells. To test this, the effect of the
ZNF704/SIN3A complex on the expression of PER2 protein was
examined first in MDA-MB-231 cells transfected with lentivirally
delivered vector or FLAG-ZNF704, and/or treated with lentivirally

delivered scrambled short hairpin RNA (SCR shRNA) or shRNA
against ZNF704 or SIN3A. Western blotting showed that ZNF704
overexpression led to a decrease in the level of PER2, which could be
rescued by depletion of SIN3A (Fig. 4A, left), whereas in ZNF704-
depleted cells, the level of PER2 increased (Fig. 4A, right; Supple-
mentary Fig. S1A).

To further investigate the influence of the ZNF704/SIN3A complex
on the oscillation of PER2 protein expression,MDA-MB-231 cells that

Figure 3.

Genome-wide identification of the
transcriptional targets for the
ZNF704/SIN3A complex. A, ChIP-
seq analysis of the genomic distribu-
tion of the transcriptional targets of
ZNF704 and SIN3A in MDA-MB-231
cells. B, Left, the overlapping genes
targeted by ZNF704 and SIN3A in
MDA-MB-231 cells. Right, the results
from KEGG analysis of cotargets
are shown. C, MEME analysis of the
DNA-binding motifs of ZNF704 and
SIIN3A. D, qChIP verification of the
ChIP-seq results on the promoter
of the indicated genes with anti-
bodies against ZNF704 and SIN3A in
MDA-MB-231 cells. Results are pre-
sented as fold of change over control.
Error bars, mean � SD for triplicate
experiments. E, ChIP/Re-ChIP experi-
ments on the promoter of the indicat-
ed genes with antibodies against
ZNF704 and SIN3A in MDA-MB-231
cells. F, qPCR measurement of the
expression of the indicated genes
selected from ChIP-seq results in
MDA-MB-231 cells under knockdown
of ZNF704 or SIN3A. The knockdown
efficiency was validated by qPCR.
Error bars, mean � SD for triplicate
experiments. In D and F, data are pre-
sented as mean � SEM. �� , P < 0.01;
��� , P < 0.001 (Student t test).

Yang et al.

Cancer Res; 80(19) October 1, 2020 CANCER RESEARCH4120

on October 7, 2020. © 2020 American Association for Cancer Research. cancerres.aacrjournals.org Downloaded from 

Published OnlineFirst July 10, 2020; DOI: 10.1158/0008-5472.CAN-20-0493 

http://cancerres.aacrjournals.org/


were transfected with vector or FLAG-ZNF704, and/or SCR shRNA or
shRNA against ZNF704 or SIN3A were synchronized by serum
starvation for 24 hours, followed by treatment with dexamethasone

for 2 hours (33, 41). The cells were then switched to serum-free media
and collected at a 4-h interval. Western blotting analysis revealed that
overexpression of ZNF704 inhibited the baseline of PER2 level and

Figure 4.

ZNF704 transcriptionally represses
PER2 and functionally disrupts circa-
dian rhythm in breast cancer cells. A,
MDA-MB-231 cells were infected with
lentiviruses carrying the indicated
expression constructs and/or specific
shRNAs for the measurement of
SIN3A, PER2, FLAG, and ZNF704 by
Western blotting. B, MDA-MB-231
cells infected with lentiviruses carry-
ing the indicated expression con-
structs and/or specific shRNAs were
collected at 4-hour interval from 24
to 48 hours for the measurement of
SIN3A, PER2, and ZNF704 by West-
ern blotting. C, U2OS cells were
infected with lentiviruses carrying
the indicated expression constructs
and/or specific shRNAs for the mea-
surement of SIN3A, PER2, FLAG, and
ZNF704 byWestern blotting. D, U2OS
cells infectedwith lentiviruses carrying
the indicated expression constructs
and/or specific shRNAswere collected
at 4-hour interval from 24 to 48 hours
for the measurement of SIN3A,
PER2, FLAG, and ZNF704 by Western
blotting. E, Left, MDA-MB-231-Per2-
dLuc cells were infected lentiviruses
carrying the indicated expression con-
structs and/or specific shRNAs for
luciferase reporter assays. Right, his-
togram shows the quantitative period
changes. Error bars, mean � SD for
triplicate experiments. F, Left, U2OS-
Per2-dLuc cells were infected with
lentiviruses carrying the indicated
expression constructs and/or specific
shRNAs for luciferase reporter assays.
Right, histogram shows the quantita-
tive period changes. Error bars, mean
� SD for triplicate experiments. In E
and F, data are presented as mean �
SEM. ��� , P < 0.001 (Student t test).
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altered the oscillation of PER2 expression, effects that could be at least
partially counteracted by depletion of SIN3A (Fig. 4B, upper). Con-
versely, knockdown of ZNF704 resulted in an increase in the baseline
of PER2 level and also altered oscillation of PER2 expression, which
could be rescued by simultaneous knockdown of PER2 (Fig. 4B,

lower). Similar effects on PER2 expression (Fig. 4C) and oscillation
(Fig. 4D) were also obtained in U2OS cells, which were used as the
model system for circadian rhythm study (41, 42, 43).

To gain further insight into the effect of the ZNF704/SIN3A
complex on circadian rhythm, MDA-MB-231 cells that stably express

Figure 5.

The ZNF704/SIN3A complex promotes the
proliferation and invasion of breast cancer
cells in vitro. A, CCK-8 assays for the prolifer-
ation of MCF7 (top) and MDA-MB-231 (bot-
tom) cells infected with lentiviruses carrying
the indicated expression constructs and/or
specific shRNAs. Error bars, mean � SD for
three independent experiments. B,MCF7 cells
infected with lentiviruses carrying the indicat-
ed expression constructs and/or specific
shRNAswere cultured for 14 days before stain-
ing with crystal violet and counting for colony
numbers. Error bars, mean � SD for three
independent experiments. C, MDA-MB-231
cells were infected with lentiviruses carrying
the indicated expression constructs and/or
specific shRNAs for the measurement of the
expression of the indicated epithelial/mesen-
chymal markers by Western blotting. D,MDA-
MB-231 cells were infected with lentiviruses
carrying the indicated expression constructs
and/or specific shRNA for transwell invasion
assays. The invaded cells were stained and
counted. The images represent one micro-
scope field in each group. Error bars, mean
� SD for triplicate experiments. Scale bar,
50 mm. In B and D, data are presented as
mean � SEM. �� , P < 0.01; ��� , P < 0.001
(Student t test).
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Per2 promoter-driven luciferase were generated. These cells were
transfected with lentivirally delivered vector or FLAG-ZNF704,
and/or treated with lentivirally delivered SCR shRNA or shRNA
against ZNF704, PER2, or SIN3A. Monitoring the cells with real-
time Lumi-Cycle luminometry showed that knockdown of ZNF704 led
to a period-shortening and amplitude-increasing phenotype, effects
that were at least partially attenuated by co-knockdown of PER2
(Fig. 4E, upper; Supplementary Fig. S1B). Conversely, we observed
a period-lengthening and amplitude-damping phenotype when
ZNF704 was overexpressed, and this effect could be rescued, at least
partially, by simultaneous depletion of SIN3A (Fig. 4E, lower). Similar

results were also obtained in U2OS cells (Fig. 4F; Supplementary
Fig. S1C). Together, these observations indicate that ZNF704 over-
expression disrupts the circadian rhythm, and that ZNF704 does so,
through cooperating with the SIN3A complex to repress PER2
expression.

The ZNF704/SIN3A complex promotes the proliferation and
invasion of breast cancer cells in vitro

Dysfunction of circadian rhythm is closely associated with the
development and progression of variousmalignancies including breast
cancer (44–47). Likewise, PER2 is also implicated in tumorigenesis and

Figure 6.

The ZNF704/SIN3A complex promotes the growth andmetastasis of breast cancer in vivo.A,MDA-MB-231-Luc-D3H2LN cells infected with lentiviruses carrying the
indicated expression constructs and/or specific shRNAwere inoculated orthotopically onto the abdominalmammary fat padof 6-week-old female SCIDmice (n¼6).
Primary tumor size wasmeasured using bioluminescent imaging after 6weeks of initial implantation. Representative primary tumors and bioluminescent images are
shown. Error bars, mean� SD for three independent measurements. B, MDA-MB-231 Luc-D3H2LN cells infected with lentiviruses carrying the indicated expression
constructs and/or specific shRNAswere injected intravenously into 6-week-old female SCIDmice (n¼6).Metastaseswerequantifiedusingbioluminescence imaging
after 4 weeks of initial implantation. Representative bioluminescent images are shown. Error bars, mean � SD for three independent measurements. C,
Representative lung metastasis specimens were sectioned and stained with hematoxylin and eosin. Scale bar, 50 mm. In A and B, data are presented as mean
� SEM. � , P < 0.05; ��� , P < 0.001 (Student t test).
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Figure 7.

High level of ZNF704 is correlated with worse clinical behaviors and poor prognosis of patients with breast cancer. A, Analysis of ZNF704 and PER2 expression
by real-time RT-PCR in 25 breast carcinoma samples paired with adjacent normal mammary tissues. Each bar represents the mean � SD for triplicate experiments.
B, The relative level of ZNF704 was plotted against that of PER2. The correlation coefficients were calculated by SPSS19.0. (Continued on the following page.)
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has been proposed as a tumor suppressor (24, 29, 48, 49). In light of the
observations that ZNF704 represses the expression of PER2 and
ZNF704 overexpression leads to the disruption of circadian rhythm,
it is reasonable to postulate that ZNF704 could affect the development
and progression of breast cancer. To test this, gain-of-function and
loss-of-function experiments of ZNF704 were performed in MCF7
and MDA-MB-231 cells and the effect of ZNF704 on the prolifer-
ation of these cells was examined using CCK-8 (Cell Counting Kit-
8) assays. The results showed that ZNF704 overexpression promot-
ed breast cancer cell proliferation, an effect that could be abrogated,
at least partially, by knockdown of SIN3A (Fig. 5A, left). Consis-
tently, depletion of ZNF704 had a significant inhibitory effect on
breast cancer cell proliferation, a phenotype that could be rescued
by co-knockdown of PER2 (Fig. 5A, right). Moreover, colony
formation assays in MCF7 cells showed that overexpression of
ZNF704 resulted in an increased in colony number, which was
abrogated upon depletion of SIN3A (Fig. 5B, top; Supplementary
Fig. S2A), whereas knockdown of ZNF704 was associated with a
decreased colony number, a phenotype that could be, at least
partially, rescued by co-knockdown of PER2 (Fig. 5B, bottom).
Together, these experiments support a role for ZNF704 in promot-
ing breast cancer cell proliferation, indicating that ZNF704 does so,
through association with the SIN3A complex and downregulation
of target genes including PER2.

To investigate the role of ZNF704 in breast cancer progression, the
expression of epithelial/mesenchymal markers was first analyzed by
Western blotting inMDA-MB-231 cells, as EMT is potentially an early
step in tumor metastasis (30). We found that overexpression of
ZNF704 resulted in a reduction of epithelial markers including E-
cadherin and g-catenin and an induction of mesenchymal markers
including fibronectin and N-cadherin, which were at least partially
attenuated by co-knockdown of SIN3A (Fig. 5C, top; Supplemen-
tary Fig. S2B). Conversely, depletion of ZNF704 was associated with
an induction of the epithelial markers and reduction of the mes-
enchymal markers (Fig. 5C, bottom). However, simultaneous
depletion of PER2 counteracted the effect of ZNF704 depletion on
the expression patterns of the epithelial/mesenchymal markers
(Fig. 5C, bottom; Supplementary Fig. S2B). These results support
a role for ZNF704 in promoting EMT.

We then investigated the role of ZNF704 in the cellular behavior of
breast cancer cells in vitro using transwell invasion assays. We found
that ZNF704 overexpression was associated with an increase in the
invasive potential of MDA-MB-231 cells, whereas ZNF704 knock-
down was accompanied by a decrease in the invasive potential of
MDA-MB-231 cells (Fig. 5D). Moreover, in agreement with the
functional link between ZNF704 and SIN3A, the increase in invasive
potential associated with ZNF704 overexpression could be offset, at
least partially, by knockdown of SIN3A and the inhibitory effect of
ZNF704 knockdown on the invasive potential of MDA-MB-231 cells
was at least partially rescued by PER2 depletion (Fig. 5D). Taken

together, these results indicate a role for ZNF704 in regulating the
invasive potential of breast cancer cells and support the functional link
between the ZNF704/SIN3A complex and PER2.

The ZNF704/SIN3A complex promotes the growth and
metastasis of breast cancer in vivo

To investigate the role of ZNF704 in breast cancermetastasis in vivo,
MDA-MB-231 cells that had been engineered to stably express firefly
luciferase (MDA-MB-231-Luc-D3H2LN, XenogenCorporation) were
infected with lentiviruses carrying vector or FLAG-ZNF704, or/and
carrying shCTR or shRNAs against ZNF704, SIN3A, or PER2. These
cells were then implanted onto the left abdominal mammary fat pad of
6-week-old female SCID mice (n ¼ 6). The growth/dissemination of
tumors was monitored weekly by bioluminescence imaging with IVIS
imaging system. Tumor metastasis was measured by quantitative
bioluminescence imaging after 6 weeks. A metastatic event was
defined as any detectable luciferase signal above background and
away from the primary tumor site. The results showed that ZNF704
overexpression promoted the growth of the primary tumor and
accelerated the lung metastasis of the MDA-MB-231-Luc-D3H2LN
tumors (Fig. 6A). However, depletion of SIN3A neutralized the
ZNF704 overexpression-associated promoting effects of the growth
of primary tumors and lung metastases (Fig. 6A). Consistently,
ZNF704 depletion resulted in inhibition of the growth of the
primary tumor and suppression of the lung metastasis of the
MDA-MB-231-Luc-D3H2LN tumors, effects that could be offset
by co-knockdown of PER2 (Fig. 6A).

Next, MDA-MB-231 Luc-D3H2LN cells infected with lentiviruses
carrying vector or FLAG-ZNF704 or/and carrying shCTR or shRNA
against SIN3Awere injected intravenously into SCIDmice (n¼ 6), and
seeding lung metastasis was measured by quantitative biolumines-
cence imaging after 4 weeks of injection. The results showed that
overexpression of ZNF704 drastically promoted lung metastasis of the
MDA-MB-231-Luc-D3H2LN tumors, and this was attenuated at least
partially by simultaneous knockdown of SIN3A (Fig. 6B). The lung
metastasis was verified by histologic staining (Fig. 6C). Collectively,
these experiments indicate that ZNF704 promotes the growth and
metastasis of breast cancer, and that it does so, through its inter-
action with the SIN3A complex and repression of target genes
including PER2.

High level of ZNF704 is correlated withworse clinical behaviors
and poor prognosis of patients with breast cancer

To extend our observations to clinicopathologically relevant con-
texts, we collected 25 breast carcinoma samples paired with adjacent
normal mammary tissues from patients with breast cancer and
analyzed by qPCR for the expression of ZNF704 and PER2. We found
that the mRNA level of ZNF704 is upregulated, whereas the mRNA
level of PER2 is downregulated in these breast carcinoma samples
(Fig. 7A). In line with our working model that ZNF704 and its

(Continued.) C, The relative level of ZNF704 was plotted against that of PER2 based on public datasets GSE27562 (top) and GSE3744 (bottom). D, The correlation
between ZNF704 or PER2 expression and histologic grade in Lu’s breast cancer dataset from Oncomine (https://www.oncomine.org/). E, The correlation between
ZNF704 or PER2 expression and histologic grade in public dataset (GSE61304). F, Analysis of public dataset (GSE36774) for the correlation between the level of
ZNF704 or PER2 and the lymph node metastasis of patients with breast cancer. G, Analysis of public dataset (GSE65194) for the correlation between the level of
ZNF704 or PER2 and the molecular subtypes of patients with breast cancer. H, Kaplan–Meier survival analysis for the relationship between survival time and
ZNF704 (top) or PER2 (bottom) signature in breast cancer using the online tool (http://kmplot.com/analysis/). I, Kaplan–Meier survival analysis of the published
datasets for the relationship between survival time and ZNF704 signature in HER2-enriched (top) or basal-like (bottom) breast cancer using the online
tool (http://kmplot.com/analysis/). J, Kaplan–Meier survival analysis of the published datasets (GSE42568 and GSE4922) for the relationship between survival
time and ZNF704/PER2 or ZNF704/SIN3A signature in breast cancer. In A, F, and G, data are presented as scatter diagram. � , P < 0.05; �� , P < 0.01; ��� , P < 0.001
(Student t test); in E, data are presented as scatter diagram. �� , P < 0.01; ���, P < 0.001 (one-way ANOVA).
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associated SIN3A corepressor complex transcriptionally repress PER2,
when the relative mRNA levels of PER2 were plotted against that of
ZNF704 in the 25 breast carcinoma samples, a significant negative
correlation was found (Fig. 7B). In addition, querying published
clinical datasets (GSE27562 and GSE3744) showed a clear negative
correlation of the mRNA levels between ZNF704 and PER2 (Fig. 7C).
Moreover, interrogation of Lu’s breast cancer dataset (Fig. 7D) in
Oncomine (https://www.oncomine.org/) as well as the public dataset
(GSE61304) (Fig. 7E) showed that the level of ZNF704 expression is
negatively correlated with the histologic grades of breast cancer.
Furthermore, analysis of the public dataset (GSE36774) found that
high ZNF704 and low PER2 in breast carcinomas strongly correlated
with lymph node positivity of the patients (Fig. 7F), and, remarkably,
analysis of the public dataset (GSE65194) revealed that the level of
ZNF704 expression is higher in HER2-enriched breast carcinomas
than in luminal A andB subtypes, whereas the level of PER2 expression
exhibited a reverse trend (Fig. 7G).

Finally, Kaplan–Meier survival analysis (http://kmplot.com/analy
sis/) of public datasets found that either higher ZNF704 expression
(HR ¼ 1.2, P ¼ 0.02) or lower PER2 expression (HR ¼ 0.69, P ¼
1.3e�10) was associated with a poorer relapse-free survival of patients
with breast cancer, when the influence of systemic treatment,
endocrine therapy, and chemotherapy were excluded (Fig. 7H).
This is particularly true for HER2-enriched and basal-like subtypes
of breast cancer patients (Fig. 7I). Further analysis of the public
datasets (GSE42568 and GSE4922) by stratifying patient groups
based on inverse expression patterns of ZNF704 and PER2 or the
coexpression of ZNF704 and SIN3A significantly improved the
predictive capability of ZNF704 (Fig. 7J). Collectively, these anal-
yses support our observations that ZNF704 is a transcription
repressor and a potent driver of breast cancer development and
progression.

Discussion
Gene amplification is an important mechanism for protein over-

expression and oncogene hyperactivation in tumorous cells (50).
Although amplification/copy number gains at 8q21 is a frequent
event in various malignancies including breast cancer, a genetic
alteration often associated with poor prognosis of the patients (3, 4),
the genetic factor(s) that potentially contributes to the oncogenic
potential of the 8q21 amplicon remains to be determined. In this
study, we found ZNF704, a gene that is mapped to 8q21 and encodes
for a zinc finger transcription factor, is recurrently amplified in
breast cancer and other types of cancer. We showed that ZNF704
acts as a transcription repressor and the transcriptional repression
activity of ZNF704 is associated with a histone deacetylase activity.
Indeed, immunopurification-coupled mass spectrometry demon-
strated that ZNF704 is associated with the SIN3A complex, a multi-
protein assembly containing HDAC1/HDAC2. The SIN3A complex
has been extensively studied as a corepressor complex that is
recruited by a number of transcription factors and functions in a
panel of biological activities including embryonic development (51),
stem cell differentiation (52), and tumor progression (35). Our
finding that this complex is functionally involved in gene(s) residing
in the 8q21 amplicon is consistent with the role of the SIN3A
complex in tumorigenesis. Interestingly, genome-wide interro-
gation of the transcriptional targets by ChIP-seq identified that
the ZNF704/SIN3A complex represses a cohort of genes including
PER2 that is an essential component that constitutes the molecular
system controlling the circadian rhythm.

Dysfunction of circadian rhythm has been linked to the devel-
opment and progression of tumors (53–55), yet the regulation and
deregulation of core clock genes in tumorigenesis is less under-
stood. Among the clock genes, PER2 dysregulation or deletion is
also frequently observed in malignancies from a broad spectrum of
tissue origins, and these aberrations are associated with a more
aggressive phenotype and accordingly poorer survival of the cancer
patients (56–58). Of note, PER2 promoter hypermethylation is
detected in endometrial cancer (59) and glioma (60), suggesting
that transcriptional regulation of PER2 is pathologically relevant to
tumor development and progression. Our study showed that
PER2 is transrepressed by the ZNF704/SIN3A complex. We dem-
onstrated that overexpression of ZNF704 prolongs the period
and dampens the amplitude of circadian rhythm in breast cancer
cells via the luminometry. Moreover, ZNF704 overexpression
promotes the proliferation and invasion of breast cancer cells
in vitro and facilitates the growth and metastasis of breast cancer
in vivo. It is conceivable that in breast cancer cells, accompanying
with 8q21 amplification, ZNF704 is amplified and ZNF704 is
overexpressed, which, in turn, downregulates PER2, leading to the
disruption of circadian rhythm, eventually contributing to breast
carcinogenesis.

The transcription regulation of PER2 by ZNF704 is interesting.
After all, the consensus is that the molecular clock is driven by a
systemic feedback loop, in which CLOCK-BMAL1 induces PER and
CRY proteins, and these proteins in turn form inhibitory complexes
with CLOCK-BMAL1 to repress their own expression (12, 61). Nev-
ertheless, it is reported that CLOCK-BMAL1 also induces REV-ERBa
and REV-ERBb, which transcriptionally repress BMAL1 at retinoic
acid receptor-related orphan receptor elements, thereby constituting a
second interlocking feedback loop (62). Moreover, it was found that
PER and CRY genes could still tick even with the depletion of CLOCK
or the repression of BMAL1 (63, 64). These observations suggest a
more complex molecular clock system and indicate that additional
regulators exist that are critically involved in the regulation of circadian
rhythm. Whether or not ZNF704 represents one of the additional
regulators under physiologic conditions remains to be investigated,
and the functional relationship between ZNF704 and the CLOCK-
BMAL1 heterodimer remains to be delineated. Perhaps more relevant
to our study, whether and how ZNF704 exerts its oncogenic role in
related to other oncogenic factors, especially the genes located at the
8q21 amplicon, needs future investigations. In these regards, it is
important to note that additional genes implicated in several key
cellular processes including cell proliferation, migration, and molec-
ular catabolism were also identified to be the transcriptional targets of
the ZNF704/SIN3A complex. Although the multitude of the cellular
function of the ZNF704 is probably beyond the scope of our current
investigation, we nevertheless do not exclude the possibility of other
transcriptional targets of ZNF704 in assisting or in contributing to
breast carcinogenesis or the development and progression of cancers
from other tissue origins.

In support of the role of ZNF704 in promoting breast carcinogen-
esis, we found that ZNF704 is highly expressed in breast cancer
samples, and in agreement with our working model that ZNF704
enlists the SIN3A complex to repress PER2 in its oncogenic activity,
we found that the level of ZNF704 is negatively correlated with
that of PER2, and we showed that high level of ZNF704 correlates
with advanced histologic grades and lymph node positivity of breast
carcinomas and poor prognosis of breast cancer patients, especially
those with HER2þ and basal-like subtypes. More studies are needed to
gain mechanistic insights into the association of ZNF704 with
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particular subtypes of breast cancer and to evaluate whether these
observations might yield potential prognostic values for breast cancer.

In summary, we report in the current study that ZNF704 is
physically associated with the SIN3A complex and functionally coor-
dinates histone deacetylation to repress downstream target genes
including PER2 to disrupt circadian rhythm to promote breast car-
cinogenesis. These observations indicate a critical role for ZNF704 in
breast carcinogenesis, supporting the pursuit of ZNF704 as a therapy
target for breast cancer intervention.

Disclosure of Potential Conflicts of Interest
No potential conflicts of interest were disclosed.

Authors’ Contributions
C. Yang:Data curation, software, validation, investigation, methodology, writing-

original draft, writing-review and editing. J. Wu: Validation, investigation. X. Liu:
Resources, data curation, software. Y. Wang: Conceptualization, data curation,

methodology. B. Liu: Validation, methodology. X. Chen: Investigation.
X. Wu: Investigation. D. Yan: Resources, investigation. L. Han: Investigation.
S. Liu: Conceptualization, supervision. L. Shan: Conceptualization, supervision,
methodology. Y. Shang: Conceptualization, resources, data curation, supervision,
funding acquisition, methodology, writing-original draft, writing-review and
editing.

Acknowledgments
This work was supported by grants (81530073 and 81730079 to Y. Shang) from

the National Natural Science Foundation of China and a grant (2016YFC1302304 to
Y. Shang) from the Ministry of Science and Technology of China.

The costs of publication of this article were defrayed in part by the
payment of page charges. This article must therefore be hereby marked
advertisement in accordance with 18 U.S.C. Section 1734 solely to indicate
this fact.

Received February 12, 2020; revised June 26, 2020; accepted July 7, 2020;
published first July 10, 2020.

References
1. Tirkkonen M, Tanner M, Karhu R, Kallioniemi A, Isola J, Kallioniemi OP.

Molecular cytogenetics of primary breast cancer by CGH. Genes Chromosomes
Cancer 1998;21:177–84.

2. Courjal F, Theillet C. Comparative genomic hybridization analysis of breast
tumors with predetermined profiles of DNA amplification. Cancer Res 1997;57:
4368–77.

3. Balleine RL, Fejzo MS, Sathasivam P, Basset P, Clarke CL, Byrne JA. The hD52
(TPD52) gene is a candidate target gene for events resulting in increased 8q21
copy number in human breast carcinoma. Genes Chromosomes Cancer 2000;29:
48–57.

4. Choschzick M, Lassen P, Lebeau A, Marx AH, Terracciano L, Hei-
lenk€otter U, et al. Amplification of 8q21 in breast cancer is independent
of MYC and associated with poor patient outcome. Mod Pathol 2010;23:
603–10.

5. Raeder MB, Birkeland E, Trovik J, Krakstad C, Shehata S, Schumacher S, et al.
Integrated genomic analysis of the 8q24 amplification in endometrial cancers
identifies ATAD2 as essential to MYC-dependent cancers. PLoS One 2013;8:
e54873.

6. Chen C, Zhou Z, Ross JS, Zhou W, Dong JT. The amplified WWP1 gene is a
potential molecular target in breast cancer. Int J Cancer 2010;121:80–7.

7. Chen C, Sun X, Guo P, Dong XY, Sethi P, Zhou W, et al. Ubiquitin E3 ligase
WWP1 as an oncogenic factor in human prostate cancer. Oncogene 2007;26:
2386–94.

8. Byrne JA, Balleine RL, Schoenberg FM, Mercieca J, Chiew YE, Livnat Y, et al.
Tumor protein D52 (TPD52) is overexpressed and a gene amplification target in
ovarian cancer. Int J Cancer 2010;117:1049–54.

9. Kumamoto T, Seki N, Mataki H, Mizuno K, Kamikawaji K, Samukawa T, et al.
Regulation of TPD52 by antitumor microRNA-218 suppresses cancer cell
migration and invasion in lung squamous cell carcinoma. Int J Oncol 2016;
49:1870–80.

10. Bass J, Takahashi JS. Circadian integration ofmetabolism and energetics. Science
2010;330:1349–54.

11. Takahashi JS. Transcriptional architecture of the mammalian circadian clock.
Nat Rev Genet 2016;18:164.

12. Hida A, Koike N, Hirose M, Hattori M, Sakaki Y, Tei H. The human and mouse
Period1 genes: five well-conserved E-boxes additively contribute to the enhance-
ment of mPer1 transcription. Genomics 2000;65:224–33.

13. Reppert SM,Weaver DR. Coordination of circadian timing inmammals. Nature
2002;418:935–41.

14. Filipski E, King VM, Li X, Granda TG, Mormont MC, Liu X, et al. Host
circadian clock as a control point in tumor progression. J Natl Cancer Inst
2002;94:690–7.

15. Schernhammer ES, Laden F, Speizer FE,WillettWC, Hunter DJ, Kawachi I, et al.
Rotating night shifts and risk of breast cancer in women participating in the
nurses’ health study. J Natl Cancer Inst 2001;93:1563–8.

16. Viswanathan AN, Hankinson SE, Schernhammer ES. Night shift work and the
risk of endometrial cancer. Cancer Res 2007;67:10618–22.

17. Chen ST, ChooKB, HouMF, Yeh KT, Kuo SJ, Chang JG. Deregulated expression
of the PER1, PER2 and PER3 genes in breast cancers. Carcinogenesis 2005;26:
1241–6.

18. Luo Y, Wang F, Chen LA, Chen XW, Chen ZJ, Liu PF, et al. Deregulated
expression of cry1 and cry2 in human gliomas. Asian Pac J Cancer Prev 2012;13:
5725–8.

19. Taniguchi H, Fern�andez AF, Seti�en F, Ropero S, Ballestar E, Villanueva A, et al.
Epigenetic inactivation of the circadian clock gene BMAL1 in hematologic
malignancies. Cancer Res 2009;69:8447–54.

20. Yu H, Meng X, Wu J, Pan C, Ying X, Zhou Y, et al. Cryptochrome 1 over-
expression correlates with tumor progression and poor prognosis in patients
with colorectal cancer. PLoS One 2013;8:e61679.

21. Bae K, Jin X, Maywood ES, Hastings MH, Reppert SM, Weaver DR. Differential
functions ofmPer1,mPer2, andmPer3 in the SCN circadian clock. Neuron 2001;
30:525–36.

22. Dunlap JC. Molecular bases for circadian clocks. Cell 1999;96:271–90.
23. Gery S, Virk RK, Chumakov K, Yu A, Koeffler HP. The clock gene Per2

links the circadian system to the estrogen receptor. Oncogene 2007;26:
7916–20.

24. Papagiannakopoulos T, Bauer MR, Davidson SM, Heimann M, Subbaraj L,
Bhutkar A, et al. Circadian rhythm disruption promotes lung tumorigenesis.
Cell Metab 2016;24:324–31.

25. Winter SL, Bosnoyan-Collins L, Pinnaduwage D, Andrulis IL. Expression of the
circadian clock genes Per1 and Per2 in sporadic and familial breast tumors.
Neoplasia 2007;9:797–800.

26. Sandrelli F, Cappellozza S, Benna C, Saviane A, Mastella A, Mazzotta GM, et al.
Phenotypic effects induced by knock-down of the period clock gene in Bombyx
mori. Genet Res 2007;89:73–84.

27. Yang X, Wood PA, Oh EY, Du-Quiton J, Ansell CM, Hrushesky WJ.
Down regulation of circadian clock gene period 2 accelerates breast
cancer growth by altering its daily growth rhythm. Breast Cancer Res
Treat 2009;117:423–31.

28. Grimaldi B, Bellet MM, Katada S, Astarita G, Hirayama J, Amin RH, et al. PER2
controls lipidmetabolism by direct regulation of PPARgamma. CellMetab 2010;
12:509–20.

29. Hwang-Verslues WW, Po-Hao C, Yung-Ming J, Wen-Hung K, Pei-Hsun C, Yi-
Cheng C, et al. Loss of corepressor PER2 under hypoxia up-regulates OCT1-
mediated EMT gene expression and enhances tumor malignancy. Proc Natl
Acad Sci U S A 2013;110:12331–6.

30. Wang Y, Shang Y. Epigenetic control of epithelial-to-mesenchymal transition
and cancer metastasis. Exp Cell Res 2013;319:160–9.

31. Ramanathan C, Khan SK, Kathale ND, Xu H, Liu AC. Monitoring cell-
autonomous circadian clock rhythms of gene expression using luciferase bio-
luminescence reporters. J Vis Exp 2012;67:e4234–e.

32. Yu G, Wang LG, He QY. ChIPseeker: an R/Bioconductor package for ChIP
peak annotation, comparison and visualization. Bioinformatics 2015;31:
2382–3.

ZNF704 Disrupts Circadian Rhythm in Breast Carcinogenesis

AACRJournals.org Cancer Res; 80(19) October 1, 2020 4127

on October 7, 2020. © 2020 American Association for Cancer Research. cancerres.aacrjournals.org Downloaded from 

Published OnlineFirst July 10, 2020; DOI: 10.1158/0008-5472.CAN-20-0493 

http://cancerres.aacrjournals.org/


33. Balsalobre A, Brown SA, Marcacci L, Tronche F, Kellendonk C, Reichardt HM,
et al. Resetting of circadian time in peripheral tissues by glucocorticoid signaling.
Science 2000;289:2344–7.

34. Liu AC, Welsh DK, Ko CH, Tran HG, Zhang EE, Priest AA, et al. Intercellular
coupling confers robustness against mutations in the SCN circadian clock
network. Cell 2007;129:605–16.

35. Shan L, Zhou X, Liu X, Wang Y, Su D, Hou Y, et al. FOXK2 elicits massive
transcription repression and suppresses the hypoxic response and breast cancer
carcinogenesis. Cancer Cell 2016;30:708–22.

36. Si W, Huang W, Zheng Y, Yang Y, Liu X, Shan L, et al. Dysfunction of the
reciprocal feedback loop between GATA3- and ZEB2-nucleated repression
programs contributes to breast cancer metastasis. Cancer Cell 2015;27:
822–36.

37. Wang Y, Zhang H, Chen Y, Sun Y, Yang F, Yu W, et al. LSD1 is a subunit of the
NuRD complex and targets the metastasis programs in breast cancer. Cell 2009;
138:660–72.

38. Zhang Y, Zhang D, Li Q, Liang J, Sun L, Yi X, et al. Nucleation of DNA repair
factors by FOXA1 links DNA demethylation to transcriptional pioneering.
Nat Genet 2016;48:1003–13.

39. Ciriello G, Gatza ML, Beck AH, Wilkerson MD, Rhie SK, Pastore A, et al.
Comprehensive molecular portraits of invasive lobular breast cancer. Cell 2015;
163:506–19.

40. Comprehensive molecular portraits of human breast tumours. Nature 2012;490:
61–70.

41. Baggs JE, Price TS, DiTacchio L, Panda S, Fitzgerald GA,Hogenesch JB. Network
features of the mammalian circadian clock. PLoS Biol 2009;7:e52.

42. Hirota T, Lewis WG, Liu AC, Lee JW, Schultz PG, Kay SA. A chemical
biology approach reveals period shortening of the mammalian circadian
clock by specific inhibition of GSK-3beta. Proc Natl Acad Sci U S A 2008;105:
20746–51.

43. Maier B, Wendt S, Vanselow JT, Wallach T, Reischl S, Oehmke S, et al. A large-
scale functional RNAi screen reveals a role for CK2 in the mammalian circadian
clock. Genes Dev 2009;23:708–18.

44. Kochan DZ, Kovalchuk O. Circadian disruption and breast cancer: an epigenetic
link? Oncotarget 2015;6:16866–82.

45. Hoffman AE, Chun-Hui Y, Tongzhang Z, Stevens RG, Derek L, Yawei Z, et al.
CLOCK in breast tumorigenesis: genetic, epigenetic, and transcriptional pro-
filing analyses. Cancer Res 2010;70:1459–68.

46. Hoffman AE, Zheng T, Yi CH, Stevens RG, Ba Y, Zhang Y, et al. The core
circadian gene Cryptochrome 2 influences breast cancer risk, possibly by
mediating hormone signaling. Cancer Prev Res 2010;3:539.

47. Ye Y, Xiang Y, Ozguc FM, Kim Y, Liu C-J, Park PK, et al. The genomic landscape
and pharmacogenomic interactions of clock genes in cancer chronotherapy.
Cell Syst 2018;6:314–28.e2.

48. Wang Q, Ao Y, Yang K, Tang H, Chen D. Circadian clock gene Per2 plays an
important role in cell proliferation, apoptosis and cell cycle progression in
human oral squamous cell carcinoma. Oncol Rep 2016;35:3387–94.

49. Sun CM, Huang SF, Zeng JM, Liu DB, Xiao Q, Tian WJ, et al. Per2 inhibits k562
leukemia cell growth in vitro and in vivo through cell cycle arrest and apoptosis
induction. Pathol Oncol Res 2010;16:403–11.

50. Myllykangas S, Bohling T, Knuutila S. Specificity, selection and significance of
gene amplifications in cancer. Semin Cancer Biol 2007;17:42–55.

51. Streubel G, Fitzpatrick DJ, Oliviero G, Scelfo A, Moran B, Das S, et al. Fam60a
defines a variant Sin3aHdac complex in embryonic stem cells required for
selfrenewal. EMBO J 2017;36:2216.

52. Mcdonel P, Demmers J, TanDW,Watt F, Hendrich BD. Sin3a is essential for the
genome integrity and viability of pluripotent cells. Dev Biol 2012;363:62–73.

53. Yu EA, Weaver DR. Disrupting the circadian clock: gene-specific effects on
aging, cancer, and other phenotypes. Aging 2011;3:479–93.

54. Altman BJ, Hsieh A, Gouw AM, Stine ZE, Venkataraman A, Bellovin DI, et al.
Abstract 2953: Rev-erba modulates myc-driven cancer cell growth and altered
metabolism. Cancer Res 2014;74:2953-.

55. KwonY-J, Leibovitch B, BansalN, Pereira L, ChungC-Y, Ariztia E, et al. Targeted
interference of SIN3A-TGIF1 function by SID decoy treatment inhibits Wnt
signaling and invasion in triple negative breast cancer cells. Oncotarget 2018;8:
88421–36.

56. Zhao H, Zeng ZL, Yang J, Jin Y, Zou Q-F. Prognostic relevance of Period1 (Per1)
and Period2 (Per2) expression in human gastric cancer. Int J Clin Exp Pathol
2014;7:619–30.

57. Liu B, Xu K, Jiang Y, Li X. Aberrant expression of Per1, Per2 and Per3 and their
prognostic relevance in non-small cell lung cancer. Int J Clin Exp Pathol 2014;7:
7863–71.

58. XiongH, Yang Y, Yang K, Zhao D, TangH, Ran X. Loss of the clock gene PER2 is
associated with cancer development and altered expression of important tumor-
related genes in oral cancer. Int J Oncol 2018;52:279.

59. Shih MC, Yeh K-T, Tang K-P, Chen J-C, Chang J-G. Promoter methylation in
circadian genes of endometrial cancers detected by methylation-specific PCR.
Mol Carcinog 2010;45:732–40.

60. Fan W, Chen X, Li C, Chen L, Liu P, Chen Z. The analysis of deregulated
expression and methylation of the PER2 genes in gliomas. J Cancer Res Ther
2014;10:636.

61. Kume K, ZylkaMJ, Sriram S, Shearman LP,Weaver DR, Jin X, et al. mCRY1 and
mCRY2 are essential components of the negative limb of the circadian clock
feedback loop. Cell 1999;98:193.

62. Preitner N, Damiola F, Luis Lopez M, Zakany J, Duboule D, Albrecht U,
et al. The orphan nuclear receptor REV-ERBa controls circadian tran-
scription within the positive limb of the mammalian circadian oscillator.
Cell 2002;110:251–60.

63. Debruyne JP, Noton E, Lambert CM, Maywood ES, Weaver DR, Reppert SM. A
clock shock: mouse CLOCK is not required for circadian oscillator function.
Neuron 2006;50:465–77.

64. Kornmann B, Schaad O, Bujard H, Takahashi JS, Schibler U. System-driven and
oscillator-dependent circadian transcription in mice with a conditionally active
liver clock. PLoS Biol 2007;5:e34.

Cancer Res; 80(19) October 1, 2020 CANCER RESEARCH4128

Yang et al.

on October 7, 2020. © 2020 American Association for Cancer Research. cancerres.aacrjournals.org Downloaded from 

Published OnlineFirst July 10, 2020; DOI: 10.1158/0008-5472.CAN-20-0493 

http://cancerres.aacrjournals.org/


2020;80:4114-4128. Published OnlineFirst July 10, 2020.Cancer Res 
  
Chao Yang, Jiajing Wu, Xinhua Liu, et al. 
  
Circadian Rhythm Is Disrupted by ZNF704 in Breast Carcinogenesis

  
Updated version

  
 10.1158/0008-5472.CAN-20-0493doi:

Access the most recent version of this article at:

  
Material

Supplementary

  
 http://cancerres.aacrjournals.org/content/suppl/2020/07/10/0008-5472.CAN-20-0493.DC1

Access the most recent supplemental material at:

  
  

  
  

  
Cited articles

  
 http://cancerres.aacrjournals.org/content/80/19/4114.full#ref-list-1

This article cites 64 articles, 11 of which you can access for free at:

  
  

  
E-mail alerts  related to this article or journal.Sign up to receive free email-alerts

  
Subscriptions

Reprints and 

  
.pubs@aacr.org

To order reprints of this article or to subscribe to the journal, contact the AACR Publications Department at

  
Permissions

  
Rightslink site. 
Click on "Request Permissions" which will take you to the Copyright Clearance Center's (CCC)

.http://cancerres.aacrjournals.org/content/80/19/4114
To request permission to re-use all or part of this article, use this link

on October 7, 2020. © 2020 American Association for Cancer Research. cancerres.aacrjournals.org Downloaded from 

Published OnlineFirst July 10, 2020; DOI: 10.1158/0008-5472.CAN-20-0493 

http://cancerres.aacrjournals.org/lookup/doi/10.1158/0008-5472.CAN-20-0493
http://cancerres.aacrjournals.org/content/suppl/2020/07/10/0008-5472.CAN-20-0493.DC1
http://cancerres.aacrjournals.org/content/80/19/4114.full#ref-list-1
http://cancerres.aacrjournals.org/cgi/alerts
mailto:pubs@aacr.org
http://cancerres.aacrjournals.org/content/80/19/4114
http://cancerres.aacrjournals.org/


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings true
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 0
  /Optimize false
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage false
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Remove
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 200
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 200
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 600
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 900
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /ENU ([Based on '[High Quality Print]'] Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames false
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides true
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks true
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        18
        18
        18
        18
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 18
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [600 600]
  /PageSize [792.000 1224.000]
>> setpagedevice


