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Abstract

Increased B-type natriuretic peptide (BNP) gene expression is regarded as one of the hallmarks of
cardiac myocyte hypertrophy. Here we demonstrate that both basal and endothelin-1 (ET-1) -
dependent stimulation of human (h) BNP gene transcription requires the presence of an intact Yin
Yang 1 (YY1) binding site positioned at -62 bp relative to the transcription start site. Mutation of
this site reduced both basal and stimulated hBNP promoter activity. This site was shown to bind YY1
both in vitro and within the context of the intact cell. The latter interaction increased following ET-1
treatment. Exposure to ET-1 also resulted in increased nuclear localization of YY1 and a reduction
in acetylation of the YY1 protein. Overexpression of wild type YY1 increased both basal and
endothelin-stimulated hBNP promoter activity, while a carboxy terminal deletion mutant of YY1
was devoid of activity. Treatment with the histone deacetylase inhibitor trichostatin A (TSA) resulted
in decreased hBNP reporter activity. YY1 was shown to associate with histone deacetylase 2
(HDAC?2), and HDAC2 was shown to associate directly with the hBNP promoter in the intact cell.
Collectively these findings demonstrate that YY1 plays an important role in regulating the
transcriptional activity of the hBNP gene promoter. These data suggest a model in which YY1
activates hBNP transcription through interaction with HDAC2.
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Cardiac hypertrophy is characterized by both positive and negative changes in the gene
expression profile of the heart 1,2 Increased expression of the cardiac natriuretic peptides,
atrial natriuretic peptide (ANP) and brain or B-type natriuretic peptide (BNP), has been linked
to the development of hypertrophy in both animal models and humans 3,4, ANP and BNP
both possess potent activity in the cardiovascular and renal systems. Through association with
a shared receptor, they each reduce blood pressure, maintain or improve glomerular filtration
rate, promote a natriuretic diuresis, inhibit secretion and/or action of vasopressin, renin,
angiotensin and aldosterone and suppress hypertrophy, hyperplasia and/or fibrosis in the heart
and vasculature 2. Thus, they function as endogenous antagonists of many of the factors that
have been causally linked to the pathogenesis of human cardiovascular disease.
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Under normal conditions, BNP is expressed at relatively low levels in the adult heart and
without a pronounced chamber-specific pattern. Expression is increased in late fetal and early
neonatal life and it increases dramatically in association with cardiac hypertrophy. Plasma BNP
levels are used clinically in the diagnosis and management of heart failure 6,

The transcription factor Ying Yang 1 (YY1), also known as NF-F1, UCRBP and CF1, is a
ubiquitously expressed 68 kilodalton, zinc-finger transcription factor of the GLI-Kruppel
family with the relatively unique ability to stimulate 8, suppress 9 or initiate 10 transcription
of target genes in different genomic contexts. YY1 protein levels have been shown to be
increased in both mouse models of hypertrophy as well as in human patients with heart failure
11 In addition, several genes involved in the hypertrophic program have been shown to be
regulated by YY1 11-13

A recent study from Bhalla et al. 14 investigated the role of YY1 in the regulation of rat BNP
gene transcription with particular emphasis on the interaction of this protein with the
transcription factor GATA-4 in heterologous cells (HeLa cells). In the present study, we have
identified a YY1 site in the human BNP gene that appears to traffic both basal and agonist-
stimulated promoter activation in the neonatal rat cardiac myocyte. YY1 occupies this site in
an agonist-dependent manner within the context of the intact myocyte, and may acquire its
activating properties through interaction with a histone deacetylase, HDAC2.

Plasmid Construction and Site-directed Mutagenesis

Cell Culture

YY1 expression vector pPCMV-Y Y1 and the mutant vector pCMV-YY1AC (deleted amino
acids 334-414) were gifts from Bernhard Liischer 15 of Medizinische Jochschule, Hanover,
Germany. The -198 human (h) BNP luciferase has been described previously 16 site-directed
mutagenesis was carried out with the QuickChange kit (Stratagene, LaJolla, CA.). The
sequence of the mutagenic primer (sense strand) was as follows (mutagenized bases are
underlined): 5’-CAGAGATAGACCTGCCGTTCAGGCAGGCCCGACA-3’. Lentiviral
YY1and control siRNA plasmids construct were purchased from OpenBiosystems (Huntsville,
AL).

Ventricular myocytes were prepared from 1-2 day-old neonatal Sprague-Dawley rats by
%I}ernate cycles of 0.05% trypsin digestion and mechanical trituration and cultured as described

3H Leucine Incorporation

After serum starvation for 12 hours, cells were treated with 10~ mol/L ET-1 for 36 hours.
During the final 12 hours they were incubated with 3H-leucine (5 uCi/mL). 3H-leucine
incorporation was measured as previously described 17,

Lentiviral preparation and infection

Lentivirus was prepared as previously described 18 virus was handled according to
established bio-safety protocols. Following serum deprivation, lentivirus was directly applied
to the media and cells were incubated an additional 24 hours prior to treatment with vehicle or
ET-1 (10 "mol/L) for 48 hours.
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RNA isolation and Quantitative PCR (Q-PCR)

Total RNA was isolated from cardiac myocytes with the RNeasy kit (Qiagen. Valencia, CA)
and reverse transcribed into cDNA. Q- PCR was carried out with rat BNP (Rn00580641_m1)
and GAPDH (Rn99999916_sl) Tagman primers (Applied Biosystems, Foster City, CA).

Transfection and Luciferase Assay

Ventricular myocytes were transiently transfected with the indicated reporters by
electroporation (Gene Pulser; Bio Rad Laboratories, Hercules, CA) at 280 mV and 250 pF or
by lipofectin, according to the manufacturer’s recommendation (Invitrogen, Carlsbad, CA).
DNA content in individual cultures was normalized with pcDNAS3. Cells were plated and
cultured in DMEM H-21 containing 10% enriched calf serum for 24 hrs, and then changed to
serum-free medium for 4 hours prior to treatment with ET-1, 10~ mol/L. After 48 hrs,
luciferase activity was measured with the Dual-Luciferase Reporter Assay System (Promega,
Madison WI). Where indicated, firefly luciferase levels were normalized for Renilla luciferase.

Electrophoretic Mobility Shift Assay (EMSA)

EMSAs were performed with isolated myocyte nuclear extracts and 32P-labeled
oligonucleotide harboring the candidate YY1 binding sequence as described previously 19
Double stranded oligonucleotides used for electrophoretic mobility shift assay are described
above. Nuclear extracts were combined with 32P-end-labeled double-stranded wild-type or
mutant oligonucleotide on ice. All samples were resolved on 4% nondenaturing
polyacrylamide gels. Gels were dried and exposed to X-ray film.

DNA-Immunoprecipitation (IP) Assay

Statistics

Results

Cardiac myocytes were transfected with -198 hBNP-Luc using lipofectin (Invitrogen,
Carlsbad, CA). After 24 hours, cell cultures were changed to serum free-media for an additional
4 hours, then treated with 1077 mol/L ET-1 for different periods of time. The DNA-IP assays
were performed using a modification of published methodology 20 see Supplemental Methods
for additional details (please see http://hyper.ahajournals.org.)

Data were analyzed using one-way ANOVA and the Newman-Keuls post hoc test or the
student’s T-test to assess significance. Error bars represent standard deviation or standard error
of the mean (SEM) as indicated

YY1 knockdown inhibits ET -mediated total protein synthesis and BNP expression in cardiac

myocytes

To begin to address the function of YY1 in the ET-mediated hypertrophic response, we
performed knockdown experiments using a lentiviral construct specific for YY1. As shown in
Fig. 1A and 1B, YY1 protein and mRNA were reduced in whole cell extracts derived from
cells infected with a lentiviral YY1 siRNA construct, but not in response to a control lentiviral
SiRNA. As a measure of cellular hypertrophy, protein synthesis was quantified by 3H leucine
incorporation in the absence and presence of ET-1. Treatment with ET-1 failed to

increase 3H-leucine incorporation in cells infected with the YY1 siRNA lentivirus, but not in
uninfected or control siRNA infected cells (Fig. 1C). This suggests that YY1 plays a key role
in the ET-1 mediated hypertrophic response. As YY1 has been implicated in the regulation of
BNP expression, we next assessed the result of reduction of YY1 on ET-1-mediated BNP
expression. We found that knockdown of YY1 resulted in a reduction of BNP expression as
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quantified by Q-PCR (Fig. 1D). This suggests that YY1 may function as a transcriptional
activator to promote BNP expression in response to a hypertrophic stimulus.

YY1 binding element contributes to basal and ET-1 -dependent hBNP promoter activity

We identified a candidate YY1 binding site (consensus gCCAT) on the antisense strand
between —62 bp and —58 bp relative to the transcription start site of the hBNP gene (Fig. 2A).
Much like the site identified by Bhalla et al. 14 in the rat gene, this binding site lies in close
proximity to two functional GATA binding elements in the BNP gene promoter. As shown in
Fig. 2B, mutation of the YY1 binding site resulted in ~75% reduction in basal promoter activity
and eliminated the ET-1 dependent stimulation of hBNP promoter activity. This suggests that
the YY1 site plays a key role in promoting the increase in BNP gene transcription that
accompanies transition to the hypertrophic phenotype.

YY1 binds the human BNP promoter

Binding of YY1 protein to this candidate site was confirmed by electrophoretic mobility shift
assay (EMSA) {Fig. 3A and Supplemental Fig. S1 (please see http://hyper.ahajournals.org.)}
using an oligonucleotide probe spanning the candidate site. A protein(s) in the nuclear extract
of cardiac myocytes formed a complex with the radiolabeled oligonucleotide harboring the
YY1 binding site but not to the oligonucleotide containing the mutant sequence. Binding to
the wild type sequence was appropriately competed by unlabeled excess (100X) wild type
oligonucleotide but not mutant oligonucleotide. Importantly, an antibody directed against YY1,
but not SP1, disrupted the putative Y'Y 1-DNA binding complex, suggesting that the complex
contained the Y'Y1 transcription factor. Disruption of the binding complex by the Y'Y 1 antibody
has been reported previously 21-233nd similar findings were obtained using 355 labeled
recombinant YY1 (Supplemental Fig. S1, please see http://hyper.ahajournals.org.).

To assess binding of YY1 to the hBNP gene promoter within the context of the intact cardiac
myocyte, we performed DNA-immunoprecipitation (DNA-IP) analysis 20 using a transfected
-198 hBNP-LUC reporter or CMV-pcDNAS3 plasmid as a control. As shown in Fig. 3B, YY1
bound the proximal hBNP promoter following 15 min of ET-1 (10”7 M) treatment. It remained
bound for at least 120 min following stimulus application. Amplifications of DNA in the input
samples were not significantly different. Similar to the EMSA findings, YY1 could not be
shown to associate with the -198 hBNP-LUC construct harboring the mutant YY1 binding
element (Fig. 3C)

YY1 enhances basal and ET-mediated BNP transcriptional activity

Co-transfection of the wild type YY1 expression vector with -198 hBNP-LUC resulted in a
dose dependent increase in both basal and ET-stimulated hBNP promoter activity (p<0.05)
that peaked at 0.125 pg of YY1 expression vector and fell off at higher concentrations of
transfected plasmid (presumably reflecting a non-specific “squelching” effect of the
transcription factor) (Fig. 4). It has been shown previously that the DNA binding activity of
YY1is located in the C-terminal zinc finger domain of the protein 24 Transfection of an
expression vector encoding a Y'Y 1 mutant that lacks the C-terminal DNA binding domain failed
to stimulate BNP promoter activity (Fig. 4). This contrasts with the previous report of Bhalla
etal. 14 in which the YY1 DNA binding domain was not necessary for GATA4-dependent
synergistic activation of the rat BNP promoter by YY1. These results support our hypothesis
that YY1 plays a key role in regulating hBNP promoter activity and suggest that YY1 levels
are, to some degree, limiting (i.e. non-saturating) in the neonatal myocyte.
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Histone deacetylase activity and hBNP promoter activity

Recently, the histone deacetylase inhibitor TSA has been shown to reverse hypertrophy,
including7activation of hypertrophy-dependent gene expression, in both mouse and rat models
11,25-27 As BNP gene transcription is known to be a marker for hypertrophy in cultured
ventricular myocytes, we examined the effects of TSA on hBNP promoter activity. As shown
in Fig. 5A, TSA inhibited hBNP promoter activity under both basal (~61% inhibition) and ET-
stimulated (~65% inhibition) conditions. Interestingly, co-transfection of additional YY1
expression plasmid failed to enhance hBNP reporter activity in the presence of TSA. This did
not reflect non-specific inhibition of myocyte gene transcription, as activity of a co-transfected
cytomegalovirus (CMV) promoter (pPRL-CMV; assessed as Renilla luciferase activity) was
increased ~8 fold by 100 nmol/L TSA (Fig. 5B). These results suggest that suppression of
histone deacetylase activity results in selective inhibition of the hBNP promoter.

YY1 has been shown to interact with both class | and 11 histone deacetylases (HDACS). The
role of HDACs in regulating cardiac gene expression is complex 28, However, it appears that
class I HDACs, specifically HDAC?2, serve to promote the hypertrophic program in cardiac
myocytes 29 We examined the ability of HDAC2 to interact with YY1 within the context of
the cardiac myocyte using a co-immunoprecipitation approach (Fig. 6A). Endogenous YY1
associates with HDAC?2 in cultured myocytes. This interaction was not enhanced by ET-1
treatment, but it was completely inhibited following treatment with TSA.

To determine if HDAC2 directly associated with the hBNP promoter, DNA-IP was carried out
using the transfected -198 hBNP-LUC reporter or CMV-pcDNAS3 as a control. As shown in
Fig. 6B, HDAC?2 associated with the -198 hBNP promoter and the association was enhanced
following treatment with ET-1. Pretreatment with TSA, however, prevented HDAC?2
interaction with the promoter.

Discussion

The present studies provide direct evidence for the importance of the transcription factor YY1
in mediating both basal and ET-dependent human BNP promoter activity. We have
demonstrated that Y'Y1 binds to a specific element in the proximal promoter of the hBNP gene,
both invitro and in the context of the intact cell. Y'Y 1 has been shown to function as a stimulator,
inhibitor or initiator of transcription in different contexts. In cardiac myocytes, YY1 seems to
function as an activator of BNP gene transcription. This activation may, in part, be mediated
through direct association with the histone deacetylase HDAC2.

YY1 has been shown to be increased in models of heart disease and in patients with heart failure
11,30 suggesting a role for YY1 in mediating the transcriptional changes associated with
cardiac dysfunction. Indeed, YY1 has been shown to both positively and negatively regulate
several genes important in the hypertrophic program. In the cardiac myocyte, YY1 functions
as a negative regulator of alpha myosin heavy chain (¢MHC) 12 4 key component of
sarcomeric structure. In rodent models of cardiac hypertrophy, aMHC is down regulated in
favor of the B isoform, which is thought to result in more energy-efficient sarcomeric activation
and decreased contractility 1. YY1 has also been shown to reduce expression of the skeletal
a-actin gene 31 which is increased in hypertrophic states 32, A mutation which selectively
blocks YY1 binding to that promoter resulted in increases in both basal and TGFB-dependent
skeletal a-actin gene transcription implying that YY1 is a constitutive inhibitor of this gene.
These changes in cardiac gene expression, taken together with the results in the present study
and those of Bhalla et al. 14 with the rat BNP promoter, suggest that YY1 may serve as a point
of molecular integration to coordinate expression of the fetal gene program.
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YY1 activity can be modified through changes in YY1 expression or YY1 activation, through
increased translocation of YY1 from the cytoplasmic to the nuclear compartment 33or through
post-translational acetylation of the YY1 protein 34 YY1 has been shown to be acetylated by
pCAF and p300 and deacetylated by members of the HDAC gene family. In this study, we
have shown that ET-1 treatment results in a reduction in acetylated YY1 (Data Supplement,
please see http://hyper.ahajournals.org.) which correlates with transcriptional activation of the
BNP promoter. Whether it is this deacetylation (vs. others involving proteins associated with
the BNP promoter) that leads the increase in transcriptional activity remains to be defined.

Recently, several members of the HDAC family have been shown to be expressed in the heart
and associated with cardiac hypertrophy. In mammals, HDACs are subdivided into three
classes termed class I, 11 and I11. Classically, HDACs are thought to associate with and
deacetylate histones and, thereby, promote transcriptional repression through condensation of
chromatin. Several transcription factors have also been shown to be targets of HDACS,
including the myocyte enhancer factor 2 (MEF2) which associates with class 11 HDACs

and YY1 which has been shown to associate with both class I and Il HDACs 34 36,

Both class | and 1l HDAC enzymatic activity is inhibited pharmacologically by the inhibitor,
TSA. TSA has been shown to block the development of cardiac hypertrophy induced b¥
thoracic aortic banding (a model of pressure induced hypertrophy), angiotensin 11 26, 27 ang
isoproterenol 25 suggesting a key role for at least some HDACS in the regulation of
hypertrophy. In our study, TSA treatment of cardiac myocytes resulted in a dose dependent
inhibition of BNP reporter activity, a recognized marker for activation of the hypertrophic gene
transcription program. Gene deletion studies of class Il HDACs suggest that HDACS and
HDAC9 act as antagonists of cardiac hg/pertrophy induced by either aortic banding or
constitutive calcineurin signaling 37,38, Interestingly, HDAC5 and HDAC9 null mice did not
display an enhanced hypertrophic phenotype in response to isoproterenol mediated
hypertrophy, raising the possibility of distinct signaling mechanisms associated with the
hypertrophic response to  adrenergic stimulation. However, TSA treatment does block
isoproterenol mediated hypertrophy. This taken together with the apparent anti-hypertrophic
activity of HDACS and HDACS, suggests that class | HDACs may be both pro-hypertrophic
and likely targets of TSA treatment in the heart. In support of this, recent studies of HDAC2
null mice have revealed the importance of this class | HDAC in both normal heart development
and in hypertrophy 39,40, HDAC2 null mice are resistant to isoproterenol mediated
hypertrophy and seem to be protected from hypertrophy associated with overexpression of the
pro-hypertrophic transcription factor Hod (also known as Hop) 39 In addition, mice expressing
a transgene for HDAC2 in the heart demonstrate increased hypertrophy 39,

We have shown that HDAC?2 physically associates with the BNP promoter and that the
association is inhibited by TSA. This result suggests that HDAC?2 participates in the activation
of the BNP promoter directly. Of note, ANP gene expression, which closely tracks with BNP
expression, is blunted in HDAC2 null mice 29 In addition, HDAC5 and HDAC9 gene deletion
result in enhanced expression of BNP, especially in the setting of enhanced calcineurin
signaling. Thus, although YY1 is capable of binding class | and Il HDACs, it seems likely that
interaction with class | HDAC:s, specifically HDACZ2, is the more probable link to hypertrophy-
dependent BNP gene transcription.

Perspective

We have shown that the transcription factor YY1 plays a pivotal role in the regulation of hBNP
gene promoter activity. Treatment with the pro-hypertrophic agonist (ET-1) results in
translocation of YY1 to the nuclear compartment, deacetylation of the YY1 protein and
increased YY1 binding to the hBNP promoter. Activation of the hBNP gene promoter is
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companied by increased association with the class | HDAC, HDAC?2. Taken in context with

other studies of this regulatory transcription factor, the present study suggests an important
integrative role for YY1 in controlling BNP gene transcription.
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Figure 1. Reduction of YY1 inhibits the ET-1 mediated hypertrophic response and BNP expression
in cardiac myocytes

YY1 expression is reduced by siRNA sequence specific for YY1. Cardiac myocytes were
serum starved prior to treatment with vehicle or ET-1 (10~7 mol/L). Whole cell lysates were
subjected to A. Western blot analysis with anti-Y'Y1 and anti-GAPDH and B. Q-PCR analysis
of YY1 mRNA normalized for GAPDH. N=3, results are representative of 4 independent
experiments. C. Knockdown of YY1 reduces ET-1 mediated 3H-Leucine incorporation in
cardiac myocytes. Pooled data, N= 12. D. ET-1 mediated BNP expression is reduced by YY1
knockdown as assessed by Q-PCR. N=3, results representative of 3 independent experiments
reported as means * standard deviation.*p < 0.05 ** p<.01.
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Figure 2. Identification of a YY1 consensus binding site in hBNP promoter

A. A candidate YY1 site (qCCAT,; bold type) was identified on the antisense strand at position
-62 relative to the transcription start site of the hBNP gene. B. Cardiac myocytes were
transfected with wild type -198 BNP-LUC or a mutant harboring a modified YY1 binding
element. Cells treated with 10~ mol/L ET-1 as indicated. Firefly luciferase levels were
normalized for Renilla luciferase activity. Pooled data from three independent experiments are
presented as means £ SEM. * p<0.01 versus ET-1 control.
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Figure 3. YY1 binds the hBNP promoter

A. 32p-labeled double stranded oligonucleotide harboring the wild type 5’-
GATAAGACCTGCATGGCAGGCAGGCCCG-3’or mutant sequence, 5’-
GATAAGACCTGCcgttCAGGCAGGCCCG-3’ were used for EMSA. Where indicated
antibody directed against YY1 or Sp1l was included in the binding reaction. B. Myocytes were
transfected with wild type -198 hBNP LUC or the mutant -198 hBNP LUC harboring a
modified YY1 binding element. Cells were treated with 10~/ mol/L ET-1 for the times indicated
(B) or 60 min (C) and the DNA-IP assay performed as described in Methods. The band (214
bp product) in B. and C. represents the PCR product obtained using primers specific for the
-198-BNP luciferase plasmid. Results are representative of three independent experiments.
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Figure 4. Effect of co-transfection of wild type or mutant YY1 on basal and ET-dependent BNP
promoter activity in neonatal rat ventricular myocytes

Cells were co-transfected with expression plasmid encoding wild-type YY1 or a YY1 mutant
lacking the C-terminal DNA binding domain, together with the —198 hBNP- LUC reporter.
Cells were treated with vehicle alone or 10~/ mol/L ET-1. After 48 hrs, cells were collected
and lysates were prepared for measurement of firefly or Renilla luciferase activity. Pooled data
from three independent experiments are presented as means + SEM. * p<0.01 versus control-
transfected cells in each group.
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Figure 5. Effect of TSA on ET-1 stimulation of -198 hBNP promoter activity

Ventricular myocytes were transfected with -198 hBNP-LUC and CMV-Renilla. After 24
hours, cells were pre-incubated with or without TSA (0, 25, 50 or 100 nmol/L) for 30 minutes,
then cultured for an additional 48 hours in the presence or absence of 10~/ mol/L ET-1. Firefly
luciferase (A) and Renilla luciferase (B) values are presented here as relative light units/
microgram of soluble protein. Pooled data from four independent experiments are presented
as means + SEM. * p<0.05, # p7#x0003C;0.01 versus vehicle (without TSA)-treated cells in
each group.
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Figure 6. HDAC2 binds YY1 and is associated with the hBNP promoter

A Cultured cardiac myocytes were treated with 10~/ mol/L ET-1 in the presence or absence
of 400 nmol/L TSA, as indicated. Nuclear extracts were incubated with antibody to YY1,
followed by immunoprecipitation and Western blot analysis with an antibody to HDAC2.
Results are representative of three independent experiments. B. Cardiac myocytes were
transfected with -198 hBNP LUC or control pcDNAS3 plasmid. Cells were pretreated with 400
nmol/L TSA for one hour and then treated with 10~'mol/L ET-1 for an additional hour, as
indicated. Cells were collected and the DNA-IP assay was performed as described in Methods.
Results are representative of three independent experiments.
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