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Abstract

HLJ1 is a novel tumor and invasion suppressor that inhibits
tumorigenesis and cancer metastasis. However, the mechanism
of HLJ1 activation is currently unclear. Here, we identify an
enhancer segment in the HLJI gene at —2,125 to —1,039 bp
upstream of the transcription start site. A 50-bp element
between —1,492 and —1,443 bp is the minimal enhancer
segment, which includes the activator protein 1 (AP-1) site
(—1,457 to —1,451 bp), an essential regulatory domain that
binds the transcriptional factors FosB, JunB, and JunD.
Chromatin immunoprecipitation assays confirm that these
AP-1 family members bind to a specific site in the HLJ1
enhancer segment in vivo. Overexpression of either YY1 at
promoter or AP-1 at enhancer results in a 3-fold increase in the
transcriptional activity of HLJ1. We propose a novel mechanism
whereby expression of the tumor suppressor, HLJ1, is up-
regulated via enhancer AP-1 binding to promoter YY1 and the
coactivator, p300, through DNA bending and multiprotein
complex formation. The combined expression of AP-1 and YY1
enhances HLJ1 expression by more than five times and inhibits
in vitro cancer cell invasion. Elucidation of the regulatory
mechanism of HLJ1 expression may facilitate the development
of personalized therapy by inhibiting cancer cell proliferation,
angiogenesis, and metastasis. [Cancer Res 2007;67(10):4816-26]

Introduction

Heat shock proteins (HSP), involved in the fundamental defense
mechanism for maintaining cellular viability, are markedly induced
during environmental or pathogenic stress (1, 2). Under normal
conditions, HSPs perform essential functions, such as modulating
activity by altering protein conformation, serving as molecular
chaperones, promoting multiprotein complex assembly and disas-
sembly, and ensuring proper protein folding (3-5). HSPs additionally
function in immunologic processes, cell cycle regulation, transcrip-
tional activation, signal transduction, and oncogenesis (2, 6-8).

HLJ1, also designated DNAJB4 in GenBank, has been cloned and
classified as belonging to the HSP40 family (HSP40/DnaJ; ref. 9).
HSP40 proteins occur ubiquitously in cells and display significant
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diversity in eukaryotic genomes (10, 11), with at least 44 genes in
the human genome (12). However, the biological properties of HLJ1
are poorly understood at present.

HLJ1 is a novel tumor suppressor (13) that inhibits cancer cell
cycle progression, proliferation, anchorage-independent growth,
motility, invasion, and tumorigenesis. Moreover, HLJ1 expression is
associated with reduced cancer recurrence and prolonged survival
in non-small cell lung cancer patients. In a previous study, we
identified the HLJI gene promoter sequence (—232 to +176) and
four YY1 transcription factor-binding sites within this region
critical for promoter function (14). However, the activation and
up-regulation mechanisms of HLJ1 require further investigation.

The transcription factor activator protein 1 (AP-1) plays an
important role in the regulation of tumorigenesis-related genes
(15-17). The issue of whether AP-1 has a regulatory role in HLJ1
remains to be established. Here, we show that the transcriptional
activation and up-regulation mechanisms of the novel tumor
suppressor, HLJ1, involve interactions between the transcription
factors AP-1 and YY1 that bind to the enhancer and basal promoter
regions of the gene, respectively.

Materials and Methods

Cell culture. The human lung adenocarcinoma cell line, CL1-0 (18), and
two human hepatoma cell lines, HepG2 and PLC, were maintained at 37°C
in a humidified atmosphere of 5% CO,. CL1-0 cells were cultured in RPMI
1640 (Life Technologies, Inc.) with 10% heat-inactivated fetal bovine serum
(FBS; Life Technologies, Inc.) and 1% penicillin-streptomycin (Life
Technologies, Inc.). HepG2 [American Type Culture Collection (ATCC)
CRL-8024] and PLC (ATCC HB-8065) cells were cultured in DMEM (Life
Technologies, Inc.) supplemented with 10% heat-inactivated FBS and 1%
penicillin-streptomycin.

Cloning and sequencing of the enhancer region of the HLJ1 gene. A
PCR-based method was used to clone the putative enhancer region of HL/1.
Specific primers were designed, based on the 5-end of the known HIJI
promoter sequence identified in a previous study (14) and a bioinformatics
search in GenBank. CL1-0 genomic DNA isolated using a QIAamp DNA
blood mini kit (Qiagen) served as a PCR template. The sequences of the
primer set employed in PCR are as follows: HLJP-F, 5-CCGCTCGAGAT-
TACGATTCTTATGTGTGTG-3,, introducing a Xhol site (underlined), and
HLJPRE-R, 5-CCCAAGCTTTTCGAATGCCTTGAAATTAAC-3, containing a
new Hindlll site (underlined). The amplified 2,302-bp DNA fragment was
digested with Xhol/HindIIl and cloned into the promoterless pGL3-Basic
vector (Promega) to generate pGL3-FRER. The construct was verified by
sequencing. Homology searches were done using the Basic Local Alignment
Search Tool (BLAST) from the National Center for Biotechnology
Information.® Putative transcription factor binding elements in the HLJI

8 http://www.ncbi.nlm.nih.gov
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enhancer were analyzed with the MatInspector 2.2 (19) and SignalScan (20)
programs,” using the TRANSFAC database (21).

Construction of luciferase reporter gene constructs. For luciferase
assays, various lengths of the 5-flanking region of HLJI were generated by
PCR using the pGL3-FRER' clone as the template. Common reverse and
different forward primers (specified in Table 1) were employed for the
amplification of deletion fragments. XAol and HindIlI restriction sites were
introduced in the forward and reverse primers, respectively, and employed
for cloning the deletion fragments upstream of the luciferase reporter gene
in the promoterless pGL3-basic vector. pGL3-Control, a positive control
plasmid, was obtained from Promega. The putative enhancer (—2,125 to
—1,039 bp) element and various deletion mutants (Fig. 2) generated by PCR
were subcloned into the pGL3-promoter vector containing the luciferase
gene under the control of the SV40 promoter. A similar cloning strategy was
used to generate the minimal enhancer construct, pGL3-p-Emi. The pGL3-
p-Emi construct served as a template for generating mutations in the Spl
and AP-1 binding sites. All mutant constructs were prepared by PCR using
the appropriate primers (Table 1). Constructs with different enhancer
orientations and positions were generated by standard restriction enzyme
digestion and cloning techniques. All PCR primers used for generating
reporter gene constructs are listed in Table 1. Constructs were confirmed by
restriction endonuclease digestion and DNA sequencing.

Transfection and luciferase assays. All transfections were done in
triplicate in six-well plates. About 2 X 10° cells per well were seeded for
24 h before transfection. Plasmids were transfected into cells using the
LipofectAMINE reagent according to the manufacturer’s instructions
(Invitrogen). The luciferase reporter constructs described above, along
with the control plasmid, were cotransfected with a [-galactosidase
construct, pSV-p-Gal (Promega) at a DNA ratio of 3:1. Cotransfection
experiments involved a constant amount of HLJI enhancer-reporter
luciferase plasmid or pGL3-promoter vector DNA and AP-1 expression
plasmids at different ratios plus 1 pg of internal control, pSV-p-Gal. The
pcDNA3-FosB, pcDNA3-JunB, pcDNA3-JunD, and pcDNA3-Fral expression
constructs were generated by inserting full-length ¢cDNA into the pcDNA3
vector (Invitrogen). Cells were incubated in the transfection mixture for
4 h and harvested after 44 h in culture. An aliquot of cell lysates (10-25 uL)
was used to assay luciferase activity using a luciferase assay kit (Tropix,
Inc.). Another aliquot (10-25 pL) was used to measure P-galactosidase
activity with the Galacto-Light chemiluminescent assay kit (Tropix, Inc.).
Luminescence was measured using a Victor” 1420 Multilabel Counter
(Perkin-Elmer). Transfection efficiency was normalized with p-galactosi-
dase activity. Each experiment was repeated at least thrice.

Electrophoretic mobility shift assay. Double-stranded oligonucleotides
were prepared by heating at 80°C for 20 min before slow cooling to room
temperature. Oligonucleotides were labeled using [y-**P]ATP (3,000 Ci/mmol)
and T4 polynucleotide kinase. Labeled probes were purified from unincor-
porated [y-**P]ATP using MicroSpin G-25 columns. Nuclear extracts (5 pg of
protein) were incubated for 20 min at room temperature in binding buffer [4%
glycerol, 1 mmol/L MgCl,, 0.5 mmol/L EDTA, 0.5 mmol/L DTT, 50 mmol/L
NaCl, 10 mmol/L Tris-HCl (pH, 7.5), and 0.1 pg of poly(d[I-C])] containing
v-32P-end-labeled, double-stranded oligonucleotide in a final volume of 10 uL.
Samples were resolved by electrophoresis on 4% polyacrylamide gels at 110 V
in 1X Tris/borate/EDTA buffer for 150 min at 4°C. Gels were dried and placed
on a phosphoimage screen overnight. For competition assays, unlabeled
oligonucleotides were added to binding reagents at 100-fold molar excess for
10 min before the addition of radiolabeled probe. For antibody supershift
analysis, binding reactions were incubated with 2 pg of c-Jun (sc-1694X),
JunB (sc-46X), JunD (sc-74X), c-Fos (sc-52X), Fos-B (sc-48X), Fral (sc-605X),
and Fra2 (sc-604X) antibodies (Santa Cruz Biotechnology) for 30 min at 4°C
before the addition of the probe. The following oligonucleotides were used:
AP-1-WT: AAAGAATTGCTGAATCATCATTGC-T, and AP-1-Mut: AAA-
GAATTGCTAACTAATCATTGCT. Mutations were introduced into the wild-
type (WT) AP-1 binding sites (bold and underlined).

9http://thr.cit.nih.gov/molbio/signa.l/ and http://www.genomatix.de/products/
index.html.

Table 1. Primer sequences used for the construction of
HLJ1 enhancer fragments of different lengths

Amplification primer Sequence (5" to 3")*

Enhancer forward primers

HLJP-F CCGCTCGAGATTACGATTCTTATGTGTGTG
HLJP-F1 CCGCTCGAGAATTTTGAAGAGTAGAA
AATCGTA
HLJP-F2 CCGCTCGAGGGATTACCTAAAATGATA
TTATAGG
HLJP-F5 CCGCTCGAGCATTTGTCCTGTTTAATT
AGGAAA
HLJP-EF CGACGCGTATTACGATTCTTATGTGTGTG
HLJP-EF1 CGACGCGTAGAACAATTTCCGGTT
HLJP-EF2 CGACGCGTTTGATATTATTTCTTGGTGA
HLJP-EF3 CGACGCGTTTCTTATTTATCTCTCTAATAG
HLJP-EF21 CGACGCGTCCTCTGTAACCTACAGGTAG
HLJP-EF22 CGACGCGTATGGTGTTGTTAAAGTAGAGA
HLJP-EF23 CGACGCGTAAAATGCACAAAGATGAACAT
HLJP-EF24 CGACGCGTTGGCATATAGAGTAGGCGTT
HLJP-EF25 CGACGCGTTTACCCTTTATTATATTCTAAACA
HLJP-EF26 CGACGCGTAAGGTTTTCTAACATTTTATTTG
HLJP-Emi-F CGACGCGTAAAATGCACAAAGATGA

HLJP-Emi-SPF1 CGACGCGTAAAAGTACTAAAGATGA
Enhancer reverse primers

HLJPRE-R CCCAAGCTTTTCGAATGCCTTGAAATTAAC

HLJP-ER CCGCTCGAGCCTATAATATCATTTTAGGTA

HLJP-ER1 CCGCTCGAGCTATTAGAGAGATAAATAAG
AAAAGTCA

HLJP-ER2 CCGCTCGAGTCACCAAGAAATAATATCAA

HLJP-ER3 CCGCTCGAGAACCGGAAATTGTTCT

HLJP-Emi-R CCGCTCGAGAGCAATGATGATTCAG

HLJP-Emi-APR1 CCGCTCGAGAGCAATGATTAGTTAGC

*Restriction enzyme sites located within the PCR primers are
underlined. Xhol site: CTCGAG; HindIII site: AAGCTT; Miul site:
ACGCGT.

Chromatin immunoprecipitation assays. A chromatin immunoprecip-
itation (ChIP) assay kit (Upstate Biotechnology) was employed according to
the manufacturer’s instructions. CL1-0 (1 x 10°) cells were cross-linked in a
1% formaldehyde solution for 10 min at 37°C. Cells were lysed in 200 pL of
SDS buffer and sonicated to generate 200-1,000 bp DNA fragments. After
centrifugation, the cleared supernatant was diluted 10-fold with ChIP buffer
and incubated with the indicated antibodies at 4°C. Immune complexes were
precipitated, washed, and eluted as recommended by the manufacturer.
DNA-protein cross-links were reversed by heating at 65°C for 4 h. Next, DNA
fragments were purified and dissolved in 30 pL of water. An aliquot of each
sample (1 pL) was used as the template for PCR, along with HLJP-EF21 and
HLJP-ER1 primers. This primer set encompasses the HL/I enhancer segment
from nucleotides —1,591 to —1,295, which includes the AP-1 binding site.

Matrigel invasion assay. The invasiveness of CL1-5 cells transfected
with YY1 and AP-1 constructs was examined using the membrane invasion
culture system, as described previously, with some modifications (14).
Briefly, transwell membranes (8 pum pore size, 6.5 mm diameter; Corning
Costar Corporation) were coated with Matrigel (2.5 mg/mL; BD Biosciences
Discovery Labware). Cells were trypsinized, centrifuged, and resuspended at
a density of 10" cells/mL in RPMI containing 10% FBS and seeded onto the
upper chambers of precoated transwells. Lower chambers of the transwells
contained the same medium. After 18 h of incubation, membranes coated
with Matrigel were swabbed with cotton, fixed with methanol, and stained
with Giemsa stain (Sigma Chemical) before cell counting under phase-
contrast microscopy.
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Coimmunoprecipitation and Western blot analysis. Nuclear extract
preparation and Western blot analysis methods have been described
previously (22). Immunoprecipitation of endogenous YY1, JunB, JunD, and
p300 was done as described below. CL1-0 cell nuclear extracts (1 mg) were
diluted in lysis buffer. Lysates were precleared with control immunoglobulin
G (IgG) and protein A/G PLUS agarose beads (Santa Cruz Biotechnology)
for 1 h at 4°C. Precleared lysates were incubated with anti-YY1 monoclonal
(Santa Cruz Biotechnology), anti-JunB polyclonal (Santa Cruz Biotechnol-
ogy), anti-JunD polyclonal (Santa Cruz Biotechnology), or anti-p300
polyclonal antibody (Santa Cruz Biotechnology) overnight at 4°C, and
immobilized on protein A/G agarose beads. Beads were washed five times
with 1 mL of lysis buffer each. Total cell lysates were isolated from CL1-5
cells (14). HLJ1 and Fral were detected using anti-HLJ1 polyclonal (made in-
house) and anti-Fral polyclonal antibodies (Santa Cruz Biotechnology).
p-Tubulin was employed as the loading control. Endogenous proteins were
resolved on SDS polyacrylamide gels and visualized with the imaging
analyzer LAS3000 (Fujifilm, Tokyo, Japan).

Statistical analysis. All experiments were done in triplicate, and
significant differences were analyzed by ANOVA (Excel, Microsoft). Data
were considered statistically significant at P < 0.05. Where appropriate,
results are presented as means + SD.

Results

Identification of the HLJI enhancer region. In a previous
study, we characterized the putative promoter region and
investigated transcriptional regulation of the human HLJI gene

(14). Promoter activity of the plasmid encompassing the entire 1,214
bp upstream of the initiation codon (pGL3-F2RER’) was approxi-
mately 27-fold higher than that of the pGL3-basic vector (Fig. 1). To
gain further understanding of the events regulating HLJI transcrip-
tion, we extended the 5-flanking region to 2.3 kb and analyzed
transcriptional activity using the reporter gene assay. All constructs
are presented in Fig. 14. As shown in Fig. 1B, the plasmid containing
the entire 2,301 bp upstream of the initiation codon (pGL3-FRER’)
displayed the highest luciferase activity in CL1-0 cells (approxi-
mately 500-fold higher), compared with the pGL3-basic vector
(negative control). Sequential deletion of 603 bp from the 5" end of
the HL]J1 promoter region resulted in a 50% (pGL3-F1RER’) and 80%
(pGL3-F2RER’) decrease in transcriptional activity, respectively,
compared with the construct containing the entire 2,301-bp region
(—2,125/+176). The promoter activity of pGL3-F2RER’ was similar to
that of the basal promoter construct (pGL3-F5RER).

To determine whether the transcriptional regulatory elements in
HLJ1 contain cell type-specific features, all constructs were trans-
fected into two human hepatoma cell lines, HepG2 (Fig. 1C) and PLC
(Fig. 1D). Because the HLJI gene was isolated from the human liver
cDNA library (9), its transcriptional regulation was functional in the
two hepatoma cell lines. As expected, all HLJ1 promoter constructs
were functional in these two cell lines. Moreover, pGL3-FRER’ and
pGL3-FIRER' constructs displayed significantly higher transcrip-
tional activity than the basal promoter construct (pGL3-F5RER’).

A B
*1 ATG pGL3-Basic
pGL3-FRER' %*
PGL3-Basic
-2125
PGL3-FRER' pGL3-FIRER *
1522 : s
Luc | PGL3-FIRER'
-1038 GL3-F2RER
AE PGL3-F2RER' &
-232
PGL3-F5RER' g 3 rsper
0 200 400 600
Relative Luciferase Activity
C D
pGL3-Basic pGL3-Basic
pGL3-FRER' * % PGL3-FRER'
pGL3-FIRER ok PGL3-FIRER'
pGLG-FZRER' pGLS-FzRET
pGL3-FSRER' PGL3-F5SRER'
0 20 40 60 80 0 50 100 150 200 250
Relative Luciferase Activity Relative Luciferase Activity

Figure 1. Human HLJ1 promoter activity in different cell types. A, 5" deletion constructs of the HLJ1 promoter. Relative luciferase activities of pGL3-FRER’ and
pGL3-F1RER’ (containing the potential enhancer element); pGL3-F2RER’ and pGL3-F5RER’ (containing full-length and basal promoter, respectively) were determined
in several cell types: B, CL1-0 cells; C, HepG2 cells; D, PLC cells. Relative activities shown as bars on the right correspond to the constructs illustrated on the left.
Results were correlated with luciferase activity from cotransfected pSV-p-Gal and expressed as relative luciferase activity. Columns, means from three separate
experiments; bars, SD. *, « = 0.05, P < 0.001; **, « = 0.05, P < 0.05, compared with pGL3-F5RER'’.
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The above results clearly suggest that the region between —2,125
and —1,039 functions as an enhancer element.

To confirm the presence of an enhancer region between —2,125
and —1,039 bp, various lengths of this region were subcloned into
the enhancerless pGL3-SV40-promoter vector to generate pGL3-p-
EFR, pGL3-p-EFIR, pGL3-p-EF2R, and pGL3-p-EF3R (Fig. 24).
These 5-end deletion constructs were used for transient transfec-
tion of CL1-0 cells, and transcriptional activation was determined
by the measurement of luciferase activity. The vector containing
the complete sequence (pGL3-p-EFR) displayed approximately 12-
fold higher luciferase expression, compared with the empty pGL3-
promoter vector, as depicted in Fig. 24.

Further stepwise removal of sequences spanning —2,125 and
—1,295 bp led to a marked decrease in luciferase expression. To
identify the minimal HLJI enhancer region, six other deletion
fragments were cloned into the pGL3-SV40-promoter vector.
Interestingly, the pGL3-p-EFR1 construct with a 3-end deletion
exhibited the highest enhancer activity (about 51-fold), relative to
the empty pGL3-promoter vector (x = 0.05, P = 0.002). However,
further 3"-end deletion (pGL3-p-EFR2, pGL3-p-EFR3) resulted in a
dramatic decrease in enhancer activity. These results signify the
presence of a silencing element within 256 nucleotides at the 3™-end
(—1,295 to —1,039 bp).

Bidirectional deletion of the putative enhancer region revealed
that a 346-nucleotide fragment (pGL3-p-EF2R1) produces transcrip-
tional activity of luciferase 2-fold (o = 0.05, P = 0.032) and 19-fold
(o = 0.05, P = 0.003), compared with the entire 1,087-bp enhancer
region (pGL3-p-EFR) and empty pGL3-promoter vector, respec-
tively. Based on the results, we propose that this 346-nucleotide
region (EF2R1) is the minimal domain of the HLJI enhancer.

To ascertain that these fragments fulfill the requirements of an
enhancer, EFR1 and EF2R1 were inserted into the pGL3-promoter
vector in the sense or antisense orientation. Notably, luciferase
activity was stimulated 20-fold by pGL3-p-EIFR1 and 10-fold by
pGL3-p-EIF2R1 (Fig. 24), thus providing additional evidence that
these fragments function as effective enhancer segments.

Interactions between the 5-enhancer and HLJI basal
promoter. To further clarify the positional effect between the
enhancer and basal promoter regions, the sequence between
—1,038 and —232 was deleted to generate the pGL3-EFR-F5RER
plasmid. As shown in Fig. 2B, this recombinant enhancer-promoter
construct efficiently stimulated luciferase expression (about 18-
fold), compared with the HLJI basal promoter construct (pGL3-
F5RER’). However, the recombinant construct accounted for only
36% of the luciferase activity, compared with the 2,301-bp full-
length HLJ1 enhancer-promoter construct (pGL3-FRER’). Without
the basal promoter, the construct containing the enhancer alone
did not induce any available transcriptional regulation (pGL3-EFR).

A recombinant construct containing the enhancer sequence
between —2,125 and —1,295 bp (pGL3-EFR1-F5RER) displayed
similar luciferase activity to pGL3-EFR-F5RER’. This finding
indicates that the silencing element loses its regulatory function
under the positional effect. Furthermore, the minimal domain of
the HLJI enhancer (EF2R1) stimulated luciferase reporter gene
expression about 8.5-fold, compared with pGL3-F5RER’ (o = 0.05,
P = 0.002). In view of these results, we conclude that the HLJI
enhancer functions in a position-dependent manner.

The HLJI minimum enhancer is located in the 5'-ﬂanking
region between —1,492 and —1,443 bp. To identify the minimal
functional enhancer element, a series of 5-end deletion fragments
overlapping the EF2R1 (—1,641 to —1,295) region were generated

by PCR. Fragments were subcloned into the pGL3-promoter vector
and transfected into CL1-0 cells to measure luciferase reporter
activity (Fig. 2C). Four constructs (pGL3-p-EF2R1, pGL3-p-EF21R1,
pGL3-p-EF22R1, and pGL3-p-EF23R1) presented strong enhancer
activity, whereas three others (pGL3-p-EF24R1, pGL3-p-EF25R1,
and pGL3-p-EF26R1) displayed low enhancer activity. We observed
a dramatic loss (85%) in enhancer activity when the region between
—1,492 and —1,443 bp was deleted (EF24R1). Furthermore, when
this region was subcloned (pGL3-p-Emi) and enhancer activity
assay was done, an approximate 23-fold increase in reporter gene
expression was evident, compared with the empty pGL3-promoter
vector (o = 0.05, P = 0.007). The results collectively imply that the
50-bp fragment between —1,492 and —1,443 bp in the 5-flanking
region of HLJI is the minimum enhancer element.

The AP-1 motif is required for positive enhancer activity of
HLJ1. The nucleotide sequence of the full-length HLJI enhancer
element (—2,125 to —1,039) reported here (Fig. 3) has been
deposited in the GenBank database with accession number
DQ375392. Several potential transcriptional elements were identi-
fied within the EF2R1 element with the MatInspector v2.2 program
(core similarity 0.8, matrix similarity 0.9) using TRANSFAC matrices
(ref. 19; Fig. 3), including potential binding sites for GR, Pit-1,
NF-E2, HiNF-A, Spl, AP-1, and GATA-1.

Only two potential transcriptional elements exist within the
minimum HLJI enhancer element region, specifically, a non-
canonical Spl binding site at the 5-end and an AP-1 site at the 3"
end. To determine whether these elements are required for HL/1
enhancer function, three mutants with nucleotide substitutions in
the AP-1 and/or Spl binding sites were generated using the
minimum enhancer element as a template (Fig. 44). The mutant
constructs were transfected into CL1-0 cells to evaluate enhancer
activity. As depicted in Fig. 4B, nucleotide substitution in the AP-1
site (pGL3-p-Emi-F/APR1) resulted in a significant decrease in
enhancer activity, compared with the basal level of the pGL3-
promoter vector.

However, substitutions in the noncanonical Spl binding site
(pGL3-p-Emi-SPF/R) did not significantly affect HLJI enhancer
activity. Mutations in both the AP-1 and Sp1 binding sites (pGL3-p-
Emi-SPF/APRI1) resulted in a decrease in enhancer activity to the
level of the AP-1 mutant construct. The results support the theory
that the AP-1 binding site is involved in the up-regulation of HLJI
enhancer activity (Fig. 4B).

A specific AP-1 protein complex increases HLJ1 enhancer
activity. To determine whether the AP-1 protein binds to the
putative site in HLJ1, an electrophoretic mobility shift assay was
done. Wild-type or mutant oligonucleotides encompassing the AP-
1 site (—1,467 to —1,443 bp) were radiolabeled, incubated with
nuclear extracts from CL1-0 cells, and analyzed by nondenaturing
PAGE (Fig. 4C). DNA-protein binding complexes were obtained
with wild-type oligonucleotides (lane 3), but not mutated
oligonucleotides (lane 1). In a competition assay, excess unlabeled
wild-type oligonucleotides competed for complex formation (lanes
4 and 5), but not a nonspecific DNA probe containing an YY1
binding site (data not shown). In addition, upon substitution of the
potential AP-1 binding site, the mutant AP-1 oligonucleotide lost
its competitive ability (data not shown).

We next examined the composition of the AP-1 protein complex
in CL1-0 cells using antibodies specific for individual Jun (c-Jun,
JunB, and JunD) or Fos (c-Fos, FosB, Fral, and Fra2) proteins. In
subsequent supershift analyses, antibodies against FosB, JunB, and
JunD led to the disappearance of the AP-1-specific band (lanes 7,
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Figure 2. Functional deletion mapping of human HLJ1 enhancer minimal domain. A, left, HLJ1 promoter deletion mutants cloned upstream of the luciferase gene in
the pGL3-promoter vector. EFR1 and EF2R1 fragments were subcloned into the pGL3-promoter vector in the reverse orientation to generate pGL3-p-EIFR1 and
pGL3-p-EIF2R1, respectively. The numbers on the left of each enhancer deletion construct refer to the start position of the promoter fragments. Each construct was
transiently cotransfected with the pSV-g-Gal vector into CL1-0 cells. Right, graph of luciferase activities. Activity values were normalized to p-galactosidase activity
and presented as fold increase relative to the pGL3-promoter vector. *, « = 0.05, P < 0.05 compared with pGL3-p-EFR. #, « = 0.05, P < 0.005, compared with
pGL3-promoter vector control. B, promoter activity assay of HLJ1 enhancer-basal promoter recombinant constructs. CL1-0 cells were transiently transfected with each
HLJ1 enhancer-basal promoter recombinant construct. The luciferase activity obtained for each construct was normalized to that of pGL3-Basic. *, o = 0.05, P < 0.005,
compared with pGL3-F5RER’. C, fine 5" deletions of —1,641/—1,295 bp HLJ1-luciferase construct (pGL3-p-EF2R1) show that enhancer activity mainly resides in a
50-bp element from —1,492 to —1,443 bp (pGL3-p-Emi). Each construct was transiently cotransfected with the pSV-p-Gal vector into CL1-0 cells. Columns, mean
relative luciferase activities from three separate experiments; bars, SD. *, o = 0.05, P < 0.01, compared with the pGL3-promoter vector control.
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2,125 ATTACGATTC  TTATGTGTGT  GTGATATTTA  AAGAAATGTG  AARATCCCTT  _2076
2,075 TTCACCCTTT  TCAGTGTCTA  GGGAGCCAGA  TTTCTTTCCG  TCTGTTAATA  _2026
2,025 TATAATACAA TTTCTCACAA  ATATGARAGA  CCCGGTCTTC  AGGTTCTCTA  -1,976
-1,975 AAATAATTTA  CTGTGTCAAG  TTTTGATAAT  ATTCCTAGCT  CTCTGRARAT 1926
-1,925 GATTGAATCA  AATAAGTGTC  TATTTTTTTT  TCTGCAAACA  CTACCCGCCR  -1.876
-1,875 GAACAARTTTC  CGGTTGTTAA  ATAGTARAGT  CACCGTTCCT  TTGGTAAGGR  -1.826
-1,825 ATATTTARAG  GAACTCCCTT  GGAAATGAART  TTTGTAATAG  GTGATTTTTA  -1776
-1,775 TTCTGTITTTT  ACTCTATGTG  ATACTGATCC  TTGCACTGGA  TTTCAGTTTG  -1,726
-1,725 GCAATATGCT  TTTTAAAACT  GGGAGTCTTA  AGGTGACTGA  TATTAGCATT 1,676
-1,675 TTTCACTAAG  TTTTTTGGAT  TTGAAAGTAC ~ CTTTTGATAT  TATTTCTTGG 1,626
-1,625 TGAGGCTAAA  AAAATTGATA  AATAGCTGAC ~ AAACCTCTGT  AACCTACAGG  -1,576
Pit -1 GR
-1,575 TAGGCTAGAT  CAATGTTATA  CATTTCTAAT  GTCATGGTGT  TGTTAAAGTA  -1.526
NF-E2 HiNF-A GR
-1,525 GAGRATTTTG AAGAGTAGAA  AATCGTAGCT  GTCAAAATGC  ACAAAGATGA  -]476
SP1
-1,475 ACATTCAGAA  AGAATTGCTG  AATCATCATT  GCTTGGCATA  TAGAGTAGGC  -1426
AP-1
1,425 GTTCTCATTT CTTTAARAGGT  TAACACATGA  TTATTACCCT  TTATTATATT  -1376
HiNF-A
-1,375 CTAAACATAT  ATGTACATTT  TCTTTTCCTC  ATAAAGGTTT  TCTAACATTT  -1326
-1,325 TATTTGGACT  GTGTGCAATT ~ CTTCTGACTT  TTCTTATTTA  TCTCTCTAAT  _]276
sp1 GR
-1,275 AGAAATGGGA  ACATTTTTGA  AAAGATGAGA  AAACCATACA  GGAGATARAR  _]226
-1,225 GATGAGTTAT  ATACATAGAA  AATGTCTCAT  AAATACCTGA  AATATGTTAT  _1,176
-1,175 ACTTTCAAAA  GCAGGCATCA  AAAGGGTATA  TAAATGCTAT  GATCTAACTT  -1,126
1,125 TGTTAACAAA  AAATTATAAA  ACTACAGCAA  ATAACCATGA  AGATTTATAG  -1,076
-1,075 AAAACAGAAT  TAGAAGTAAA  TACAGTAATA  TTTAACA -1,039

Figure 3. Nucleotide sequences of the putative enhancer region of the human HLJ7 gene. A total of 1,087 bp of HLJ1 5"-flanking region was cloned and sequenced.
The sequence is numbered, relative to the transcription start site. Underlined, putative transcription binding sites located within the minimum enhancer domain

(—1,641 to —1,295); the binding transcription factors are specified below.

11, and 12). However, in the presence of the unrelated control goat
anti-rabbit IgG and YY1 antibodies, the retarded band was not
shifted.

To further distinguish the AP-1 family members that bind to the
AP-1 site in the HLJI enhancer in vivo, ChIP assays using specific
antibodies were done. FosB, JunB, and JunD are the major AP-1
members that interact with the HLJI enhancer (Fig. 4D). An anti-
acetylhistone H3 antibody was used as a positive control, whereas
IgG and anti-YY1 antibody were employed as negative controls. Our
results suggest that this region is important for the regulation of
HLJI enhancer activity.

Overexpression of JunB and JunD, but not Fral, enhances
HLJ1 levels. To identify the specific transcription factors that
regulate HLJI enhancer activity, pcDNA3-FosB, pcDNA3-JunB, or
pcDNA3-JunD and HLJI enhancer constructs were cotransfected
into CL1-0 cells and subjected to the enhancer activity assay. As
shown in Fig. 54, HLJI minimum enhancer (pGL3-p-Emi) activity

was positively correlated with cotransfected JunB or JunD in a
concentration-dependent manner. However, FosB alone could not
transactivate HLJI enhancer activity. Moreover, the AP-1 mutant
construct (pGL3-p-Emi-APR1) had no effect on HLJI minimum
enhancer activity, even upon JunB or JunD cotransfection, similar
to the pGL3-promoter control.

We further investigated whether the activity of full-length HL/1
enhancer is regulated by the transcription factors, FosB, JunB, and
JunD, under real physiologic conditions. The HLJI promoter with
the enhancer region (pGL3-FRER') was cotransfected with
pcDNA3-FosB, pcDNA3-JunB, or pcDNA3-JunD into CL1-0 cells,
respectively. Because Fral could not bind to the putative AP-1 site
in the HLJI enhancer in electrophoretic mobility shift assay
(EMSA) analyses, the pcDNA3-Fral construct was employed as a
negative control. As shown in Fig. 5B, JunB and JunD stimulated
the transcriptional activity of the HLJI1 promoter with the enhancer
in a dose-dependent manner. The pcDNA3-Fral construct had no

www.aacrjournals.org

4821

Cancer Res 2007; 67: (10). May 15, 2007



Cancer Research

effect on transcriptional activity. Moreover, FosB induced low
transcriptional activity in a dose-dependent manner.

Overexpression of JunB, JunD or YY1 stimulates HLJ1
expression and suppresses cancer cell invasion. To further
establish the role of AP-1 in HLJI gene regulation, pcDNA3-AP-1
constructs were transiently transfected into highly invasive CL1-5
cells. As shown in Fig. 64, JunB, JunD, or YY1 alone increased HLJ1
expression. In addition, various combinations of JunB, JunD, and
YY1 enhanced HLJ1 protein expression. Combined expression of
AP-1 and YY1 increased HL]J1 expression about 5.3-fold, compared
with a 3-fold increase in HLJ1 expression in cells transfected with
either YY1 or AP-1 alone.

To determine whether AP-1 affects cancer cell invasion, an
in vitro invasion assay was done. In general, the invasive
capabilities of transfectants with higher HLJ1 expression levels,
without respect to JunB, JunD, YY1 alone, or various combinations
of AP-1 and YY1-transfected cells, were significantly less than that
of the mock transfectant (o« = 0.05, P < 0.001; Fig. 6B). Notably,
cotransfection of JunB, JunD, and YY1 resulted in further
suppression of invasive capability (o = 0.05, P = 0.000014). However,
CL1-5 cells transfected with pcDNA3-Fral had no effects on
invasion, compared with CL1-5 or the mock transfectant.

JunB and JunD are directly associated with YY1 on the HLJ1
promoter. Several reports show that YY1 cooperates with AP-1 in
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regulating gene expression (23, 24). To establish whether AP-1
interacts directly with YY1 on the HLJI gene promoter, we selected
JunB and JunD, which evidently stimulate transcriptional activity,
for coimmunoprecipitation studies with CL1-0 cell nuclear extracts.
JunB and JunD endogenously associated with YY1 in our experi-
ments (Fig. 6C).

Furthermore, we propose that p300, a transcriptional coactivator
that interacts with a variety of transcription factors, including AP-1
and YY1 (25), is a coactivator of AP-1 and YY1 in HLJI gene
expression. To confirm this hypothesis, interactions between
endogenous p300 and AP-1 or YY1 were analyzed by coimmuno-
precipitation experiments. Western blot analysis with a p300-
specific antibody disclosed that immunoprecipitates obtained with
AP-1 (JunB and JunD)-specific antibodies contained p300 protein.
In contrast, those obtained with control IgG (preimmune serum)
did not contain p300 protein (Fig. 6C).

Discussion

HILJ1 is a novel tumor and invasion suppressor that inhibits
tumor angiogenesis and cell cycle progression. The gene is used as
an independent predictor of metastasis and survival in cancer

patients (13, 14, 26). However, the mechanisms of HLJ1 activation
and up-regulation are currently unclear. In a previous report, we
showed that the HLJI promoter contains four YY1-binding sites
that positively regulate HLJI expression (14). In this study, we
further identify a novel enhancer segment in HLJI at —2,125 to
—1,039 bp upstream of the transcription start site. The 50-bp
element at the 5'-flanking region (—1,492 to —1,443 bp) is the
minimal enhancer segment, whereas the AP-1 site (—1,457 to
—1,451) is an essential regulatory domain. The AP-1 motif is
essential for the positive enhancer activity of HLJI.

AP-1 is a nuclear transcription complex composed of dimers
encoded by the fos and jun families of proto-oncogenes, which
modulates transcription by binding to specific recognition motifs
in the regulatory regions of target genes (27). The AP-1 complex
modulates the transcriptional activation of a variety of genes
through specific binding to the DNA sequence, “TGACTCA”,
designated an “AP-1 site”. AP-1 plays important roles in the up-
regulation of tumorigenesis-related genes (15-17). However, recent
studies show that specific AP-1 proteins, such as JunB and c-Fos,
have tumor suppressor activity, depending on the antagonistic
activities of different Jun proteins, tumor type, stage, and genetic
backgrounds (28). For example, elevated JunB expression in 3T3
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cells is associated with the inhibition of Ras- and Src-mediated
transformation and tumor growth in vivo (29). Among the Jun
proteins, c-Jun positively regulates cell proliferation through the
repression of tumor suppressor gene expression and function and
induction of cyclin D1 transcription. These activities are antago-
nized by JunB (30). In addition, the tumor suppressor action of
JDP2 is partially explained by the generation of inhibitory AP-1
complexes via an increase in JunB, JunD, and Fra-2 expression and
decrease in c-Jun expression (31). A recent report showed that
AP-1 heterodimers, such as c-Jun/Fra-1 or JunD/Fra-1, cooperate
with the Ras oncogene in transcriptional activation of the tumor
suppressor gene p14/p19ARF promoter upon oncogenic signaling in
human cervical carcinoma cells (32). Our results confirm that
FosB, JunB, and JunD bind to the putative AP-1 site in the HLJ1
enhancer. HLJ1 expression is positively correlated with JunB and
JunD expression in a dose-dependent manner. However, the

composition of the AP-1 complex that activates HLJI enhancer
in vivo remains to be determined. Here, we initially disclose that
homo- or heterodimers of FosB, JunB, and JunD bind to and
activate the HLJI enhancer in vivo (Fig. 4D). Nevertheless, to our
knowledge, there are no obvious rules to clearly establish the AP-1
dimer types that activate specific tumor suppressors in different
cells and tissues.

The transcription factor, YY1, up-regulates the tumor suppres-
sor, HLJ1, by directly binding to the promoter region, thus
inhibiting cancer cell invasion (14). YY1 is a complex protein
that plays pivotal roles in development, differentiation, cellular
proliferation, and apoptosis. Because the expression and function
of YY1 are intimately associated with cell cycle progression, its
physiologic significance has recently been applied to models of
cancer biology. YY1 expression is additionally associated with
tumorigenesis (33) and tumor recurrence in prostate cancer (34).
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Figure 6. AP-1 and YY1 positively regulate HLJ1 expression and reduce the invasive capability of cancer cells. A, Western blotting analysis of HLJ1 expression was
done in mock-transfected CL1-5, Fra1-, JunB-, JunD- or YY1-transfected cells, and various combinations of AP-1 and YY1-cotransfected cells. Expression of HLJ1
protein is indicated on the top in the first row. HLJ1 expression was higher in JunB-, JunD-, and YY1-transfected cells than in mock- and Fra1i-transfected cells.

B, overexpression of HLJ1 led to suppression of the in vitro invasion capability of CL1-5 cells. JunB-, JunD-, or YY1-transfected cells and cells cotransfected with
various combinations of AP-1 and YY1 displaying higher HLJ1 protein levels significantly suppressed the invasion capability of cancer cells. *, « = 0.05, P < 0.001;
** o =0.05, P =0.000014, compared with mock-transfected cells. Columns, means of data from three independent experiments; bars, SD. C, coimmunoprecipitation of
endogenous p300 and YY1 with AP-1. Nuclear extracts of CL1-0 cells were subjected to immunoprecipitation (/P), using antibodies specific for YY1 (lane 3), JunB
(lane 4), JunD (lane 5), or p300 (/ane 6). Precipitation done with a preimmune serum was employed as the negative control (lane 2). Immunoprecipitates and
0.5% lysates (lane 1, input) were fractionated by SDS-PAGE and analyzed by immunoblotting using the anti-p300 (top) or anti-YY1 (bottom) antibodies. D, a
hypothetical model for the transcriptional regulation of HLJ7. We propose that AP-1 homodimers or heterodimers located in the enhancer region activate HLJ71 gene
transcription by interacting with YY1 at the promoter region. This interaction may be stimulated by the transcriptional cofactor, p300, that forms a multiprotein complex
with AP-1 and YY1 through DNA bending or looping mechanisms.
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However, the mechanisms responsible for the opposing onco-
genic and tumor-suppressive properties of YY1 remain to be
clarified.

In this study, we show that combined interactions of the
enhancer-bound AP-1 and promoter-bound YY1, as well as p300
multiprotein complex formation, constitute a novel mechanism for
up-regulation of the tumor suppressor, HLJ1. The combined
expression of AP-1 and YY1 enhanced HLJ1 expression by 5.3-fold,
compared with a 3-fold increase in HLJ1 expression by either YY1
at the promoter or AP-1 at the enhancer region. The results are
consistent with earlier reports that these two transcription factors
interact to regulate gene expression (23, 24).

The recombinant construct, pGL3-EFR-F5RER’, displayed only
36% expression, compared with that containing the full-length
HILjI promoter region (pGL3-FRER}; Fig. 2B). These results
indicate that the central region between —1,038 and —232 bp of
the HLJ1 promoter is necessary for intact promoter activity.
Querfurth et al. (35) proposed a similar interaction model for
amyloid precursor protein transcription regulation with DNA
looping. In their model, DNA looping and synergistic enhance-
ment of transcription occurs when the near-upstream and
proximal domains interact. This model may explain why
cotransfection of JunB, JunD, and YY1 induces a significant
increase in HLJ1 expression. In addition, previous reports
suggested that in the presence of an enhancer, genes may
become supercoiled or looped for active transcription. DNA
supercoiling may significantly increase communication between
the enhancer and promoter regions over a long distance.
Transcription factor interactions between a distal enhancer and
proximal promoter may be favored in supercoiled DNA owing to
topological constraints (36, 37). Thus, the location of the HLJI
enhancer at the 5-end far upstream of the promoter may favor
protein-protein interactions.

Figure 6D represents a summary of activation and synergistic
up-regulation of HLJ1 by AP-1 binding at the enhancer and YY1 at
the promoter region, multiprotein complex formation with AP-1,
YY1, and transcriptional cofactor p300, DNA bending and spatial
relationships between transcription activators and components of
the basal transcription apparatus. Identification of the control
mechanisms of a tumor suppressor protein may advance our
understanding of cancer and facilitate the development of novel
target therapy for cancer cell proliferation, angiogenesis, and
metastasis. For instance, the majority of clinical studies suggest
that lung cancers with p53 alterations are associated with worse
prognosis and may be relatively more resistant to chemotherapy
and radiation (38). Additionally, accumulating lines of evidence
suggest that breast cancer-associated gene 1 is involved in all
phases of the cell cycle and regulates organized events during cell
cycle progression (39). Our results favor a combination approach,
activating both the promoter and enhancer regions for effective
HLJ1 tumor suppressor—targeted therapy.

In conclusion, the transcription factors AP-1 and YY1 binding to
the enhancer and promoter regions, respectively, activate and up-
regulate the tumor suppressor, HLJ1. Elucidation of the roles and
regulation mechanisms of tumor suppressors may facilitate the
development of rational therapeutic targets for the suppression of
cancer cell proliferation, angiogenesis, and metastasis.

Acknowledgments

Received 2/14/2007; accepted 3/13/2007.

Grant support: National Health Research Institutes and Department of Health,
Executive Yuan of the Republic of China through the National Research Program for
Genomic Medicine Grants (DOH94-TD-G-111-019, DOH95-TD-G-111-009, DOH96-TD-
G-111-008, DOH96-TD-G-111-011, and NSC95-2314-B-002-109-MY3).

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.

References

1. Morimoto RI Cells in stress: transcriptional activation
of heat shock genes. Science 1993;259:1409-10.

2. Jolly C, Morimoto RI. Role of the heat shock response
and molecular chaperones in oncogenesis and cell
death. ] Natl Cancer Inst 2000;92:1564-72.

3. Csermely P, Schnaider T, Soti C, Prohaszka Z, Nardai
G. The 90-kDa molecular chaperone family: structure,
function, and clinical applications. A comprehensive
review. Pharmacol Ther 1998;79:129-68.

4. Kiang ], Tsokos G. Heat shock protein 70 kDa:
molecular biology, biochemistry, and physiology. Phar-
macol Ther 1998;80:183-201.

5. Lindquist S, Craig EA. The heat shock proteins. Annu
Rev Genet 1988;22:631-77.

6. Robert J. Evolution of heat shock protein and
immunity. Dev Comp Immunol 2003;27:449-64.

7. Helmbrecht K, Zeise E, Rensing L. Chaperones in cell
cycle regulation and mitogenic signal transduction: a
review. Cell Prolif 2000;33:341-65.

8. Neininger A, Gaestel M. Evidence for a hsp25-specific
mechanism involved in transcriptional activation by
heat shock. Exp Cell Res 1998;242:285-93.

9. Hoe KL, Won M, Chung KS, et al. Isolation of a new
member of DnaJ-like heat shock protein 40 (Hsp40)
from human liver. Biochim Biophys Acta 1998;1383:4-8.

10. Miernyk JA. The J-domain proteins of Arabidopsis
thaliana: an unexpectedly large and diverse family of
chaperones. Cell Stress Chaperones 2001;6:209-18.

11. Borges JC, Peroto MC, Ramos CHI Molecular
chaperone genes in the sugarcane expressed sequence
database (SUCEST). Gen Mol Biol 2001;24:85-92.

12. Venter JC, Adams MD, Myers EW, et al. The
sequence of the human genome. Science 2001;291:
1304-51.

13. Tsai MF, Wang CC, Chang GC, et al. A new tumor
suppressor DnaJ-like heat shock protein, HLJ1, and
survival of patients with non-small-cell lung carcinoma.
J Natl Cancer Inst 2006;98:825-38.

14. Wang CC, Tsai MF, Hong TM, et al. The transcrip-
tional factor YY1 upregulates the novel invasion
suppressor HLJ1 expression and inhibits cancer cell
invasion. Oncogene 2005;24:4081-93.

15. Li JJ, Westergaard C, Ghosh P, Colburn NH. Inhibitors
of both nuclear factor-xB and activator protein-1
activation block the neoplastic transformation response.
Cancer Res 1997;57:3569-76.

16. Li JJ, Rhim JS, Schlegel R, Vousden KH, Colburn
NH. Expression of dominant negative Jun inhibits
elevated AP-1 and NF-«kB transactivation and sup-
presses anchorage independent growth of HPV im-
mortalized human keratinocytes. Oncogene 1998;16:
2711-21.

17. Li J, Cho Y, Young MR, Colburn NH. Induced
expression of dominant-negative c-jun downregulates
NFxB and AP-1 target genes and suppresses tumor
phenotype in human keratinocytes. Mol Carcinog 2000;
29:159-69.

18. Chu YW, Yang PC, Yang SC, et al. Selection of invasive
and metastatic subpopulations from a human lung
adenocarcinoma cell line. Am J Respir Cell Mol Biol
1997:17:353-60.

19. Quandt K, Frech K, Karas H, Wingender E, Werner T.
MatInd and MatInspector. Nucleic Acids Res 1995;23:
4878-84.

20. Prestridge DS. SIGNAL SCAN: A computer program
that scans DNA sequences for eukaryotic transcriptional
elements. Comput Appl Biosci 1991;7:203-6.

21. Heinemeyer T, Chen X, Karas H, et al. Expanding the
TRANSFAC database towards an expert system of
regulatory molecular mechanisms. Nucleic Acids Res
1999;27:318-22.

22. Chen JJW, Yao PL, Yuan A, et al. Up-regulation of
tumor interleukin-8 expression by infiltrating macro-
phages: its correlation with tumor angiogenesis and
patient survival in non-small cell lung cancer. Clin
Cancer Res 2003;9:729-37.

23. Alvarez-Salas LM, Benitez-Hess ML, Dipaolo JA. YY-1
and c-Jun transcription factors participate in the
repression of the human involucrin promoter. Int J
Oncol 2005;26:259-66.

24. Kang JH, Chang SY, Yeom DH, Kim SA, Um §J, Hong
KJ. Weakening of the repressive YY-1 site on the
thrombospondin-1 promoter via c-Jun/YY-1 interaction.
Exp Mol Med 2004;36:300-10.

25. Lee JS, See RH, Deng T, Shi Y. Adenovirus EIA
downregulates cJun- and JunB-mediated transcription
by targeting their coactivator p300. Mol Cell Biol 1996;
16:4312-26.

26. Albini A, Pfeffer U. A new tumor suppressor gene:
invasion, metastasis, and angiogenesis as potential key
targets. ] Natl Cancer Inst 2006;98:800-1.

27. Welter JF, Crish JF, Agarwal C, Eckert RL. Fos-related
Antigen (Fra-1), junB, and junD activate human
involucrin promoter transcription by binding to prox-
imal and distal AP1 sites to mediate phorbol ester
effects on promoter activity. J Biol Chem 1995;270:
12614-22.

www.aacrjournals.org

4825

Cancer Res 2007; 67: (10). May 15, 2007



Cancer Research

28. Eferl R, Wagner EF. AP-1: a double-edged sword in
tumorigenesis. Nat Rev Cancer 2003;11:859-68.

29. Passegué E, Wagner EF. JunB suppresses cell
proliferation by transcriptional activation of ple™Ken
expression. EMBO ] 2000;19:2969-79.

30. Shaulian E, Karin M. AP-1 in cell proliferation and
survival. Oncogene 2001;20:2390-400.

31. Heinrich R, Livne E, Ben-Izhak O, Aronheim A. The
c-Jun dimerization protein 2 inhibits cell transformation
and acts as a tumor suppressor gene. ] Biol Chem 2004;
279:5708-15.

32. Ameyar-Zazoua M, Wisniewska MB, Bakiri L, Wagner
EF, Yaniv M, Weitzman JB. AP-1 dimers regulate

transcription of the pl4/pl9ARF tumor suppressor
gene. Oncogene 2005;24:2298-306.

33. Wang CC, Chen JJW, Yang PC. Multi-functional
transcription factor YYI: a therapeutic target in
human cancer? Expert Opin Ther Targets 2006;10:
253-66.

34. Seligson D, Horvath S, Huerta-Yepez S, et al.
Expression of transcription factor Yin-Yang 1 in prostate
cancer. Int J Oncol 2005;27:131-41.

35. Querfurth HW, Jiang J, Xia W, Selkoe DJ. Enhancer
function and novel DNA binding protein activity in the
near upstream PBAPP gene promoter. Gene 1999;232:
125-41.

36. Barton MC, Madani N, Emerson BM. Distal enhancer
regulation by promoter derepression in topologically
constrained DNA in vitro. Proc Natl Acad Sci U S A 1997;
94:7257-62.

37. Willis SD, Seyfred MA. Pituitary-specific chromatin
structure of the rat prolactin distal enhancer element.
Nucleic Acids Res 1996;24:1065-72.

38. Campling BG, El-Deiry WS. Clinical implication of
p53 mutation in lung cancer. Mol Biotechnol 2003;24:
141-56.

39. Deng CX. BRCAL: cell cycle checkpoint, genetic
instability, DNA damage response and cancer evolution.
Nucleic Acids Res 2006;34:1416-26.

Cancer Res 2007; 67: (10). May 15, 2007

4826

www.aacrjournals.org



