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Abstract

Id proteins (1d1-4) are helix-loop-helix transcription factors that promote metastasis. It was found
that Semaphorin 3F (SEMAS3F), a potent inhibitor of metastasis, was repressed by 1d2. High
metastatic human tumor cell lines had relatively high amounts of 1d2 and low SEMAGSF levels
compared to their low metastatic counterparts. No correlation between metastatic potential and
expression of the other 1d family members was observed. Furthermore, ectopic expression of 1d2 in
low metastatic tumor cells downregulated SEMAS3F and, as a consequence, enhanced their ability to
migrate and invade, two requisite steps of metastasis in vivo. 1d2 overexpression was driven by the
c-myc oncoprotein. SEMAS3F was a direct target gene of the E47/1d2 pathway. Two E-box sites,
which bind E protein transcription factors including E47, were identified in the promoter region of
the SEMA3F gene. E47 directly activated SEMA3F promoter activity and expression and promoted
SEMASF biological activities, including F-actin depolymerization, inactivation of RhoA and
inhibition of cell migration. Silencing of SEMAS3F inhibited the E47-induced SEMAS3F expression
and biological activities, confirming that these E47-induced effects were SEMA3F-dependent. E47
did not induce expression of the other members of the SEMA3 family. 1d2, a dominant-negative
inhibitor of E proteins, abrogated the E47-induced SEMAS3F expression and biological activities.
Thus, high metastatic tumor cells overexpress c-myc, leading to upregulation of 1d2 expression; the
aberrantly elevated amount of 1d2 represses SEMAS3F expression and, as a consequence, enhances
the ability of tumor cells to migrate and invade.
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INTRODUCTION

Id (inhibitors of DNA binding/differentiation) proteins are helix-loop-helix (HLH)
transcription factors that regulate cell proliferation and differentiation. Id proteins (1d1-4),
which lack a DNA binding domain, exert this control by associating with the ubiquitously
expressed E proteins (E12, E47, E2-2 and HEB) and preventing them from binding DNA either
as homodimers or as heterodimers with tissue-restricted basic HLH (1).

Id proteins are mainly expressed during embryogenesis and are required for maintaining the
timing of neuronal differentiation. However, expression of Id proteins is reactivated in many
human cancers. For example, Id expression has been documented in prostate, breast, bladder,
colon and pancreatic cancer, high-grade astrocytoma and T-cell lymphomas (2-7). Id proteins
induce proliferation, anaplasia and invasiveness, and they serve as prognostic markers in
several types of human cancers (1,8,9). More recent studies have established a direct connection
between Ids and metastasis (10,11). Furthermore, it was found that overexpression of Id1 and/
or 1d3 in breast cancer cells induced lung metastasis (12-14).

In promoting tumor cell proliferation, several direct target genes of the bHLH/Id pathway have
been identified, including the cell cycle regulators p21, p15, p16 and p57 (15-17). However,
less is known about the functional mediators responsible for the metastatic effects of Ids. In
this regard, the pro-angiogenic and pro-metastatic genes downstream of 1d proteins identified
in tumor cells, such as VEGF, MMPs and EGFR, have not been shown to be directly regulated
by the bHLH/Id pathway (18-20).

Semaphorin 3F (SEMAZ3F), first described as a negative mediator of axon guidance during
neuronal development, is a functional inhibitor of tumor cell growth, tumor angiogenesis and
tumor metastasis (21-25). A connection between SEMA3F and tumor formation became
apparent when it was demonstrated that SEMAS3F mapped to a region on human chromosome
3p21.3 that is commonly deleted in lung tumors (26,27). A suppressive role in metastasis was
proposed based on the observation that SEMA3F expression was strongly downregulated in
high metastatic tumor cells and that SEMAS3F overexpression inhibited metastasis in vivo
(25). In tumor cells, SEMA3F promoter activity and SEMAS3F expression are upregulated by
p53 (28) and downregulated by ZEB-1 (29) transcription factors. However, the molecular
pathways that silence SEMAS3F expression in high metastatic tumor cells are still unknown.

SEMAGZF acts directly on tumor cells expressing its receptor, neuropilin 2 (NRP2), to inhibit
their tumor activities, such as adhesion, matility and invasion (25,30). In addition to its effect
on tumor cells, SEMA3F also acts directly on vascular endothelial cells (EC) expressing NRP2
to inhibit tumor angiogenesis (25). Thus, as a potential therapeutic, SEMAS3F has the advantage
as it can target both tumor and endothelial cells expressing NRP2.

In this report we have demonstrated that SEMAS3F is a direct target gene of the E47/1d2
pathway. E47, a transcription factor that belongs to the E protein family of bHLH proteins,
directly increased SEMA3F expression and biological activities. Conversely, 1d2, a dominant-
negative inhibitor of E proteins, abrogated these E47-induced effects. A novel finding was that
high metastatic tumor cells overexpressed c-myc, leading to upregulation of 1d2; upregulation
of 1d2 expression repressed SEMAS3F expression and, as a functional consequence, enhanced
the ability of tumor cells to migrate and invade, two requisite steps of metastasis in vivo. We
conclude that the stimulation of tumor cell migration and invasion by 1d2 occurs through
transcriptional repression of SEMA3F.

Cancer Res. Author manuscript; available in PMC 2011 May 1.
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MATERIALS AND METHODS

Cell culture

U87MG human glioma cells and human cell lines of low and high metastatic potential were
cultured as in (25,30).

Transfection

Human SEMAZ3F, E47, 1d2, 1d2-DBM and c-myc constructs have been previously described
(16,25,31,32). Cells were transfected using Fugene6 reagent (Roche Applied Science,
Indianapolis, IN).

Adenovirus infection

E47 and 1d2 adenovirus have been previously described (16). Cells were infected at a
multiplicity of infection (MOI) of 100.

SiRNA knockdown

siRNAs of 1d2 (SMARTpool M-009864-00-005) and SEMA3F (SMARTpool
M-017644-00-0005) were purchased from Thermo Fisher Scientific (Chicago, IL). SiRNA
control was purchased from Ambion Inc. (Austin, TX). Cells were transfected using SilentFect
reagent (Bio-Rad Laboratories, Hercules, CA).

RNA isolation and analyses

Total RNA was isolated from the cells using the RNeasy kit (Qiagen, Valencia, CA). cDNA
was prepared using Superscript 11 enzyme (Invitrogen Corp.). For real-time RT-PCR analysis,
the DyNAmo Sybr-Green-based system from New England BioLabs, Inc. (Beverly, MA) was
used. Reactions were run on a LightCycler (Roche Applied Science). Each experiment was
done in duplicate and repeated three times. The P value is based on a Student’s t-test.
Oligonucleotide primers for real-time and semi-quantitative RT-PCR reactions are listed in
Tables S1, S2, respectively.

Immunoblot

Cell lysates—Cells were lysed and immunoblotted as described previously (30). Specific
proteins were detected after incubation with anti-E47, anti-1d2, anti-c-myc (Santa Cruz
Biotechnology, Inc.), anti-phospho-c-myc Thr58/Ser62 (Cell Signaling Technology, Inc.
Danvers, MA) and anti-p-actin (Sigma-Aldrich Corp.) antibodies.

Conditioned media—Cells (2 x 10°) were plated in 1.5 ml full media. After 3 days, 1.2 ml
of conditioned media were collected. SEMA3F was immunoprecipitated overnight at 4°C with
an anti-SEMAZ3F antibody (D-16, Santa Cruz Biotechnology, Inc.). Protein G slurry (50 pl)
(GE Healthcare, Uppsala, Sweden) was added to the immunocomplexes, which were incubated
for 1 h at 4°C. SEMAS3F was detected after incubation with an anti-SEMA3F antibody
generated for us by the GenScript Corp. This immunoprecipitation/immunoblot assay was
highly specific for SEMAS3F, since it did not detect other members of the SEMAS3 family (Fig.
S1). Each experiment was repeated three times.

Promoter luciferase constructs

A fragment of 1521 bp from the 5'-flanking region of the human SEMA3F gene was isolated
from genomic DNA of U87MG glioma cells using the following primers: forward 5'-
TCAAGTCAGCTCGAGAGTATCGAAGCTCTCTGAGG-3'; reverse 5'-
CAGTGCTGCAAGCTTGTTCTTTGGCCTGCCTTTGT-3'. The SEMASF promoter and the
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pGL3 vector (Promega Corp., Madison, WI) were digested with Xho I and Hind 111 and ligated
together with the DNA ligation kit (Takara Bio Inc., Otsu, Japan). The SEMA3F promoter-
luciferase deletion construct containing an internal deletion in the promoter was generated by
PCR using the following forward primer: 5'-
TCAAGTCAGCTCGAGCTGCCATTCAGTCAGCACTAGC-3'. Site-specific mutagenesis
was carried out with the Quick-Change XL-Kkit (Stratagen, La Jolla, CA). The double mutated
construct with mutations in both E-box sequences was generated by sequential mutation.

Luciferase reporter assay

U87MG cells were transfected with 10 ng of a Renilla luciferase vector (Promega Corp.), 0.5
ng of the SEMAS3F promoter-luciferase constructs or pGL3 empty vector, and the indicated
combination of plasmids expressing E47 and 1d2. Lysates were prepared 36 h after transfection,
and luciferase activities were measured with the dual-Luciferase reporter Assay System
(Promega Corp.), with the reporter activities normalized to Renilla luciferase activity. Each
transfection was done in duplicate and repeated at least three times.

Chromatin immunoprecipitation (ChlP)

ChIP assays were carried out using the Chromatin Immunoprecipitation Assay Kit from Active
Motif (Carlsbad, CA). For immunoprecipitation, an anti-E47 monoclonal antibody (Santa Cruz
Biotechnology, Inc.) and normal rabbit IgG as a negative control were used.
Immunoprecipitated DNA was amplified by PCR using specific primers for the E-box sequence
present in the human SEMAS3F promoter: forward 5-CCTGCAAGTGTGAACGTGTGC-3';
reverse 5'-CCTGTCATAGATGCTGCCTCC-3' (224 bp PCR product).

Migration and invasion

Migration (2.5 x 10* for U87MG cells and 5 x 10* for A375P melanoma cells) and invasion
(5 x 10° cells) assays were performed in Transwells (Corning Inc.) with an 8.0-um pore size
and coated with a 0.5% gelatin solution or with BD Matrigel™ Basement Membrane Matrix
(0.1 mg/ml) (BD Bioscience, San Jose, CA), respectively. Cells in serum-free medium and
increasing concentrations of SEMAS3F and 20 pg/ml of either normal goat 1gG or neutralizing
anti-NRP2 antibody (R&D Systems, Minneapolis, MN) were added to the upper wells. Media
containing 1% (migration) or 10% (invasion) fetal bovine serum were added to the lower wells.
Cells that migrated through the filter after 16 h were stained and counted by phase microscopy
as described earlier (30). SEMAGS3F was purified as described before (30). The experiment was
repeated three times in duplicate. The results represent the average of the three experiments.
The P value is based on a Student’s t-test.

RhoA activity

Rho activity assay was performed and quantified using the Rho activation assay kit as described
previously (30).

Confocal microscopy

RESULTS

Cells were fixed and stained for F-actin as described before (30).

High metastatic tumor cells downregulate SEMA3F expression by upregulating 1d2

When matched pairs of human melanoma, prostate carcinoma and bladder carcinoma cell lines
of low and high metastatic potential were compared for 1d1-4 expression, it was found that 1d2
was markedly upregulated in all three high metastatic tumor cell lines compared to their low
metastatic counterparts, both at the mRNA (Fig. 1A, top panel) and protein (Fig. 1B) levels,
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suggesting a positive relationship between metastatic potential and 1d2 expression. In contrast,
no correlation between metastatic potential and expression of the other Id family members was
observed (Fig. S2A).

On the other hand, SEMA3F was markedly downregulated in high metastatic tumor cells, both
at the mRNA (Fig. 1A, bottom panel) and protein (Fig. 1B) levels. This expression profile was
highly evident for the prostate carcinoma cells, where SEMA3F mRNA and protein levels were
high in low metastatic PC3M cells but almost undetectable in high metastatic PC3MLN4 cells
(Fig. 1A, B, lanes 3, 4). A similar expression profile was observed at the SEMA3F mRNA
level in melanoma (Fig. 1A, lanes 1, 2) and bladder carcinoma (Fig. 1A, lanes 5, 6) cells.
SEMAGZF protein expression in these cells was below the level of detection (Fig. 1B, lanes 1,
2,5, 6). Nevertheless, melanoma cells were chosen for further studies because, unlike the other
two cell types, they expressed relatively high levels of NRP2, the functional receptor of
SEMAGZF necessary for demonstrating SEMAS3F biological activities (Fig. 1B, lanes 1, 2).

Ectopic expression of 1d2 in low metastatic melanoma cells resulted in downregulation of
SEMAZF expression to about the same level observed in high metastatic melanoma cells that
express high endogenous 1d2 levels (Fig. 1C). These results suggested that both cell types had
sufficient amounts of 1d2 to obtain maximal effects on SEMAS3F repression. Conversely,
silencing of 1d2 in high metastatic melanoma cells induced SEMA3F expression (Fig. 1D). An
upregulation of SEMA3F expression was also observed when 1d2 was silenced in high
metastatic prostate (Fig. S2B) and high metastatic bladder (Fig. S2C) carcinoma cells,
suggesting that the regulation of SEMAS3F expression by 1d2 was not cell type specific. Taken
together, these results show that, in tumor cells, there is an inverse relationship between 1d2
and SEMAS3F expression and that an aberrantly elevated amount of 1d2 represses SEMA3F
expression.

Id2 induces tumor cell migration and invasion by repressing expression of SEMA3F

Next, we examined whether 1d2 could promote a metastatic phenotype through transcriptional
repression of SEMAS3F. Low metastatic melanoma cells were stably transfected with 1d2-
DBM, a stable form of 1d2. Stable clones A3, B8 and C7 expressed high levels of ectopic 1d2
protein (Fig. 2A, bottom panel). SEMA3F mRNA levels were much diminished in these three
Id2-clones (Fig. 2A, top panel), demonstrating a strong inverse correlation between 1d2 and
SEMAZF expression. In contrast, an 1d2-DBM clone (B5) that failed to express detectable
levels of ectopic 1d2, expressed high levels of SEMAS3F that were comparable to those of non-
transfected and mock-transfected control cells. Importantly, 1d2 did not affect the expression
levels of NRP2 (Fig. 2A).

The three 1d2-expressing clones displayed a three- to four-fold increased basal motility (Fig.
2B, top panel) and a seven-fold increase in invasiveness (Fig. 2B, bottom panel) compared to
control cells. Although the three clones showed variable 1d2 and SEMAZ3F levels, similar
effects were observed at the migration and invasion levels, suggesting that the three clones had
sufficient amounts of 1d2 to obtain maximal migration and invasion.

To determine whether the Id2-induced cell migration and invasion were a direct result of
SEMAZSF inhibition, increasing concentrations of SEMA3F were added to the upper chamber
of a Transwell. Exogenous SEMAS3F inhibited the migration and invasion induced by 1d2 in a
dose-dependent manner (Fig. 2C). The SEMAZ3F inhibition of migration was NRP2-dependent,
as shown by the loss of SEMA3F-induced inhibition of cell migration and invasion in the
presence of an anti-NRP2 antibody (Fig. 2C). Thus, 1d2 induces tumor cell migration and
invasion through repression of SEMA3F expression.

Cancer Res. Author manuscript; available in PMC 2011 May 1.
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C-myc controls the upregulation of 1d2 expression in high metastatic tumor cells

Id2 expression can be controlled by oncoproteins such as c-myc and n-myc (3,32). Accordingly,
we examined whether the high amounts of 1d2 in metastatic tumor cells were a result of c-myc
expression. When human tumor cell lines with low versus high metastatic potential were
compared for c-myc expression, it was found that c-myc was upregulated in the three high
metastatic tumor cell lines, both at the mRNA (Fig. 3A) and protein (Fig. 3B) levels.
Furthermore, the amount of active phosphorylated c-myc was also increased in high metastatic
tumor cells (Fig. 3B). The strongest effects were particularly evident in the prostate carcinoma
cells (Fig. 3A, B, lanes 3, 4). Interestingly, whereas high metastatic prostate carcinoma cells
carried an elevated copy number of the c-myc gene, high metastatic melanoma and bladder
carcinoma cells did not (Fig. S3). When c-myc was overexpressed in low metastatic melanoma
cells, it was found that 1d2 expression was induced, both at the mRNA (Fig. 3C, top panel) and
protein (Fig. 3C, bottom panel) levels, with consequent downregulation of SEMA3F
expression (Fig. 3C, middle panel). It was concluded that 1d2 overexpression and, as a result,
SEMAS3F downregulation, are driven by c-myc.

E47 induces SEMAS3F expression and biological activities

Id proteins bind to E proteins such as E47 and inhibit their interaction with DNA, thus
functioning as dominant negative inhibitors of bHLH-mediated transcription (1). To determine
whether SEMA3F expression was regulated by E proteins, E47 was overexpressed in US7TMG
human glioma cells. UB7MG cells expressed NRP2 and responded strongly to SEMA3F in a
number of bioassays such as F-actin depolymerization, loss of stress fibers and inactivation of
RhoA (30). Importantly, U87MG cells resembled the high metastatic tumor cell lines described
above, in that they expressed high 1d2 and undetectable SEMAZ3F levels (Fig. S4A).
Furthermore, silencing of 1d2 in U87MG cells induced SEMA3F expression (Fig. S4B).

Overexpression of E47 in U87MG cells increased SEMA3F mRNA levels significantly (Fig.
S4C). However, expression of other members of the SEMAS3 family (SEMA3A-E) was not
induced by E47 (Fig. S4C), suggesting that the E47-mediated activation of SEMA3F
expression was highly specific.

Previously, we showed that treatment of U87MG cells with SEMAGS3F protein induced
morphological changes (30). Similarly, overexpression of SEMAS3F in U87MG cells induced
loss of F-actin stress fibers, reduced spreading and decreased cytoplasm (Fig. 4A, avs. b). E47
adenovirus (Ad-E47) fully phenocopied the morphological changes induced by SEMA3F (Fig.
4A, b vs. d), suggesting that E47 could mimic the effects directly caused by SEMA3F. When
E47-induced SEMA3F expression was inhibited by SEMA3F siRNA (Fig. 4B), it was found
that the Ad-E47-induced F-actin depolymerization was inhibited (Fig. 4A, d vs. f), confirming
that the effect of E47 on cell morphology was SEMA3F-dependent.

SEMAS3F protein inactivated RhoA (30), amember of the Rho family of GTPases that stabilizes
the F-actin cytoskeleton, and inactivated Racl (30), a regulator of lamellipodia formation
(33). Similarly, overexpression of E47 in U87MG cells inactivated RhoA (Fig. 4C) and Racl
(Fig. S4D). The E47-induced inactivation of RhoA and Racl was abrogated by SEMA3F
siRNA, confirming that the E47-induced inactivation of RhoA and Racl was SEMA3F-
dependent. On the other hand, Cdc42, which regulates filopodia, was not inactivated by
SEMAZSF (30) or E47 (Fig. S4D).

Exogenous SEMAZSF protein inhibited U87MG cell migration (30). It was found that E47
overexpression inhibited U87MG cell migration by 57%. On the other hand, silencing of
SEMAGSEF significantly rescued the inhibition in cell migration induced by E47, resulting in
only a 34% inhibition (Fig. 4D).

Cancer Res. Author manuscript; available in PMC 2011 May 1.
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These results indicate that E47 induces SEMAS3F expression and biological activities and that
E47-induced F-actin depolymerization, loss of stress fibers, inhibition of migration and
inactivation of RhoA and Racl are mediated by SEMA3F.

Id2 inhibits the E47-mediated induction of SEMA3F expression and biological activities

Whether 1d2 could inhibit the enhancing effect of E47 on SEMAZ3F expression and SEMA3F
biological activities, was explored. SEMA3F mRNA levels were increased 4-fold in US7TMG
cells infected with Ad-E47, but this induction was fully inhibited when Ad-E7 was co-infected
with Ad-1d2 (Fig. 5A).

E47-induced SEMASF biological activities were also inhibited by 1d2. Whereas E47 inhibited
cell migration and induced F-actin depolymerization and loss of stress fibers, co-infection of
Ad-E47 and Ad-1d2 completely abrogated the inhibition of cell migration (Fig. 5B) and the F-
actin depolymerization (Fig. 5C, b vs. ¢) induced by E47. It was concluded that SEMA3F
expression is regulated by the E47/1d2 pathway.

When using U87MG cells, 1d2 by itself did not inhibit SEMAS3F expression (Fig. 5A, lane 4
vs. lane 1), consistent with SEMAS3F levels being very low, almost undetectable, in these cells.
Consequently, 1d2 by itself did not induce U87MG cell migration (Fig. 5B, lane 4 vs. lane
1).

SEMAGSF is a direct transcriptional target of the E47/1d2 pathway

To test whether SEMAS3F is an E47/1d2 direct target gene, we isolated a fragment extending
1521 bp in the 5'-flanking region of the human SEMA3F gene (1718 to —196 relative to the
start codon at position + 1). The SEMAS3F promoter contained two E-boxes displaying the
consensus CANNTG sequence that binds bHLH transcription factors. The two E-boxes, E-box
1 and E-box 2, were located at positions —1539 and —1495 upstream from the translation start
site, respectively (Fig. 6A, top panel). Chromatin immunoprecipitation (ChIP) assays showed
that E47 binds directly to the SEMA3F promoter in vivo (Fig. 6A, bottom panel). Since the
two E-boxes were located in close proximity on the SEMA3F promoter, ChIP assays were not
useful in determining whether only one or both E-boxes were capable of binding E47.
Importantly, luciferase reporter assays using a SEMA3F promoter reporter construct showed
that the two E-box sequences found in the SEMA3F promoter mediated a majority of the
transcriptional activation of SEMA3F by E47. Ectopic expression of E47 increased SEMA3F
promoter activity in a dose-dependent manner in U87MG cells (Fig. 6B). When compared to
the wild type SEMAS3F promoter, the constructs containing point mutations or deletions in
both E-boxes displayed 77% and 75% reduction of its responsiveness to E47, respectively (Fig.
6C). Mutations of the individual E-boxes reduced activation by 42% (E-box 1) and 70% (E-
box 2). On the other hand, co-transfection of E47 and 1d2 prevented the E47-mediated induction
of SEMASF promoter activity (Fig. 6D), suggesting that the E47/1d2 pathway regulates
SEMAZF expression at the transcriptional level.

DISCUSSION

Id proteins (1d1-4) are helix-loop-helix transcription factors that promote metastasis (12-14,
34). However, little is known about the molecular targets and mechanisms that confer this
metastatic capacity. Here we provide evidence that high metastatic human tumor cell lines
overexpress 1d2 compared to their low metastatic counterparts, leading to downregulation of
SEMAZF expression, a potent metastasis inhibitor (25). Importantly, we have demonstrated
that, in tumor cells, SEMAS3F is a direct target gene of the E47/1d2 pathway. E47, a transcription
factor that belongs to the E protein family of bHLH proteins, directly activated SEMA3F
promoter activity and expression and, as a functional consequence, promoted SEMA3F
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biological activities, including depolymerization of the F-actin cytoskeleton, inactivation of
RhoA and Racl, and inhibition of cell migration. 1d2, a dominant-negative inhibitor of E
proteins (1), abrogated these E47-induced effects. In addition to binding E proteins, 1d2 binds
and opposes the function of the Rb tumor suppressor protein (35). Whether the Rb/1d2 pathway
regulates SEMA3F expression is unknown.

C-myc oncoprotein promotes 1d2 expression in high metastatic tumor cells. This is consistent
with previous studies that demonstrated that 1d2 expression can be controlled by c-myc and n-
myc in neuroblastomas and T-cell lymphomas (3,32). N-myc gene amplification drives 1d2
overexpression in human neuroblastomas (32). We found that high metastatic prostate
carcinoma cells carried an elevated copy number of the c-myc gene, which was consistent with
the report that 92% of lymph node metastases from prostate cancer carried extra copies of c-
myc oncogene (36). In contrast, high metastatic melanoma and bladder carcinoma cells did not
amplify c-myc gene, suggesting that another mechanism may be involved in the upregulation
of c-myc observed at the mMRNA and protein levels in these high metastatic tumor cell lines.
Together, these results demonstrate that in high metastatic tumor cells there is a pathway in
which c-myc activates 1d2 expression, leading to repression of SEMA3F expression.

The paired cell lines of low and high metastatic potential used in this study were derived from
bladder carcinoma, prostate carcinoma and melanoma. Although the inverse correlation
between c-myc/Id2 and SEMAS3F expression was observed in the three cell types, this pattern
was highly evident for the prostate carcinoma cells. High metastatic PC3MLN4 cells showed
a 6-fold increase in 1d2 mRNA levels and relatively high amounts of 1d2 protein compared to
low metastatic PC3M cells. SEMA3F mRNA levels were over 100-fold higher in low
metastatic PC3M cells compared to high metastatic PC3MLN4 cells. Furthermore, whereas
SEMASF protein was readily detectable by immunoblot in low metastatic PC3M cells, it was
not detectable in high metastatic PC3MLN4 cells.

Importantly, our results are specific for 1d2 and SEMA3F. Among the four Id proteins (1d1-4),
only 1d2 was found to be overexpressed in high metastatic tumor cells, compared to their low
metastatic counterparts. These results were in contrast with earlier studies showing that breast
cancer cells metastatic to the lungs overexpressed Id1 and 1d3 (12,13). Thus, the effects of Id
proteins on metastasis appear to be tumor cell and Id type dependent. SEMAZ3F belongs to the
class 3 family of semaphorins, which consists of seven secreted proteins of approximately 100
KDa (SEMA3A to -G) (37). SEMAS proteins contain a highly conserved amino-terminal 500
amino acid region, named the sema domain, that binds to NRPs. Nevertheless, the ability of
E47 to induce SEMAS3F expression was specific, since mRNA levels of the other members of
the SEMAS3 family were not induced by E47. Furthermore, the E47-induced SEMASF activity
was almost totally inhibited by SEMAS3F siRNA, ruling out that other SEMA3s or other genes
were involved. This is important since E47 is a ubiquitously expressed transcription factor that
activates several target genes such as p21, p57, Notchl, Jagged2, Unc5A and adiponectin
(16,17,31,38). Interestingly, although transcription of SEMA3F and SEMA3B genes are
regulated by methylation (39,40) and p53 (28,41), E47 increased the expression of SEMA3F
but not SEMAS3B, suggesting that SEMA3F and SEMA3B genes are regulated differently.

Given that SEMAS proteins contain a highly conserved amino acid region, specific western
blot analysis was technically challenging. We tested several commercial anti-SEMA3F
antibodies and concluded that SEMAGS3F specificity was best determined with a combination
of immunoprecipitation with one anti-SEMAS3F antibody followed by immunoblot with a
second anti-SEMAS3F antibody. This combination did not detect other members of the SEMA3
family.

Cancer Res. Author manuscript; available in PMC 2011 May 1.
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Whereas 1d2 is mainly expressed during embryogenesis, expression of 1d2 is reactivated in
many human cancers, such as prostate and pancreatic cancer, high-grade astrocytoma and T-
cell lymphomas (2,3,5,7,42). Here we have demonstrated that 1d2 expression is upregulated in
high metastatic subpopulations compared to their low metastatic matched counterparts,
suggesting a positive correlation between metastatic potential and 1d2 expression. This is an
important finding since it is metastasis that is responsible for most cancer deaths. Cancer
metastasis is a multi-step process through which tumor cells spread from the primary tumor
site to distant organs (43-45). In order to metastasize, tumor cells must be able to migrate and
survive in the circulation, invade the new organ, and reinitiate tumor growth to establish a
metastatic colony. Whereas earlier studies have mainly implicated 1d2 in tumor progression at
the primary tumor site (6,7,42,46,47), we provide functional evidence for the involvement of
1d2 in promoting cell migration and invasion in vitro, two requisite steps of metastasis in
vivo, through transcriptional repression of SEMAS3F. This is consistent with previous reports
showing that knockdown of 1d2 using small-hairpin RNAs (shRNA) in colon cancer cells
decreased the number of detectable metastases to the liver (34) and that overexpression of
SEMAZ3F in metastatic melanoma cells inhibited the ability of tumor cells to migrate and invade
in vitro and to promote metastasis in vivo (25). Thus, the balance of 1d2 versus SEMAZ3F in
tumors may determine whether a tumor will metastasize or not.

In summary, our results identify SEMAG3F, a potent inhibitor of metastasis, as a direct target
of transcriptional repression by 1d2. In high metastatic tumor cells, overexpression of c-myc
upregulates 1d2, which suppresses SEMA3F expression and activity. Furthermore, we
demonstrate that SEMAS3F is a major mediator of 1d2 effects on cell migration and invasion,
hallmarks of tumor metastasis in vivo. Thus, development of specific modifiers of this pathway
that lower c-myc/I1d2 expression and/or activity and, as a consequence, increase SEMA3F
expression, could lead to novel therapeutic approaches to inhibit metastasis in the future.
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Figure 1. High metastatic tumor cells downregulate SEMA3F by upregulating 1d2
(A) 1d2 and SEMA3F mRNA levels in paired low and high metastatic tumor cell lines. (B)
Immunoblots showing 1d2, SEMA3F, NRP1, NRP2 and B-actin protein. (C, D) SEMA3F
mRNA levels in melanoma cells transfected with control or 1d2 vectors (C) or with siRNA-
control or SiRNA-1d2 (D). Protein levels of 1d2 and B-actin are shown in the panels below. *,
P <0.05; **, P <0.01; ***. P < 0.001.
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Figure 2. 1d2 induces tumor cell migration and invasion through transcriptional repression of
SEMAS3F

(A) SEMA3F mRNA and 1d2, NRP2 and B-actin protein levels in various 1d2-expressing
clones. (B) Transwell cell migration and invasion assays of control cells and three 1d2-
expressing clones. (C) Transwell cell migration and invasion assays of control cells and a
representative 1d2-expressing clone (A3). Increasing concentrations of SEMA3F with anti-
NRP2 antibody were added to the upper wells.
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Figure 3. High metastatic tumor cells upregulate c-myc

(A) C-myc mRNA levels in paired low and high metastatic tumor cell lines. (B) Immunoblots
showing c-myc and phospho-c-myc protein levels. Quantitative results are shown in the panels
below. (C) 1d2 and SEMA3F mRNA levels in low metastatic melanoma cells transfected with
control or c-myc vectors. Protein expression levels of 1d2, c-myc and B-actin are shown in the
panel below. *, P < 0.05; **. P < 0.02.
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Figure 4. E47 induces SEMAGSF expression and biological activities

(A) Confocal microscopy of U87MG cells transfected with control (a) or pcSec-SEMA3F (b)
vectors; transfected with siRNA-control and infected with Ad-vector (c) or Ad-E47 (d);
transfected with SiRNA-SEMAS3F and infected with Ad-vector (e) or Ad-E47 (f). F-actin and
nuclei were visualized using Alexa Fluor 488 phalloidin (green) and hoescht (blue),
respectively. (B-D) U87MG cells were infected with Ad-vector (-) or Ad-E47 (+) and
transfected with siRNA-control (-) or SiRNA-SEMAS3F (+). (B) SEMA3F mRNA and E47
and B-actin protein levels. (C) GTP-bound RhoA levels (active RhoA). Expression levels of
total RhoA in lysates are shown in the panel below. (D) Transwell cell migration assay.
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Figure 5. 1d2 inhibits E47-induced SEMAS3F expression and biological activities

U87MG cells were co-infected with Ad-vector (=) or Ad-1d2 (+) and with Ad-vector (=) or
Ad-E47 (+). (A) SEMA3F mRNA and E47, 1d2 and B-actin protein levels. (B) Transwell cell
migration assay. (C) Confocal microscopy as in Fig. 4A.
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Figure 6. Identification of SEMAGSF as a direct target gene of the E47/1d2 pathway

(A) Genomic organization of the SEMA3F gene. The two putative E-box sites, E-box 1 and E-
box 2 are indicated by white circles. Horizontal black bars show the position of the primers
used for the ChIP assay. ChIP assay is shown in the panel below. (B-D) Luciferase reporter
assay. (B) U87MG cells were co-transfected with pGL3 luciferase empty or SEMA3F
luciferase promoter vectors, and increasing amounts of E47. (C) U887MG cells were co-
transfected with a luciferase construct (full-length wild-type SEMA3F promoter, SEMA3F
promoter containing individual or combined point mutants for each of the two E-boxes or
SEMAS3F promoter lacking both E-boxes), and with control or pcDNA3-E47 vectors. E-boxes
with point mutations are depicted as a circle with a large X. (D) U87MG cells were co-
transfected with pGL3 luciferase empty or SEMAS3F promoter-luciferase vectors, and the
indicated combination of plasmids expressing E47 and 1d2.
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