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ABSTRACT

Background and aims Aberrant upregulation of
POU2F2 expression has been discovered in metastatic
gastric cancer (GC). However, the mechanisms
underlying the aberrant upregulation and the potential
functions of POU2F2 remain uncertain.

Design The role and mechanism of POU2F2 in GC
metastasis were investigated in gastric epithelial cells,
GC cell lines and an experimental metastasis animal
model by gain of function and loss of function.
Upstream and downstream targets of POU2F2 were
selected by bioinformatics and identified by luciferase
reporter assay, electrophoretic mobility shift assay and
chromatin immunoprecipitation PCR. The influence of
miR-218 on its putative target genes (POU2F2, ROBO1
and IKK-B) and GC metastasis was further explored via
in vitro and in vivo approaches.

Results Increased POU2F2 expression was detected in
metastatic GC cell lines and patient samples. POU2F2
was induced by the activation of nuclear factor (NF)-xB
and, in turn, regulated ROBO1 transcription, thus
functionally contributing to GC metastasis. Finally,
miR-218 was found to suppress GC metastasis by
simultaneously mediating multiple molecules in the
POU2F2-oriented network.

Conclusions This study demonstrated that NF-kB and
the SLIT2/ROBO1 interaction network with POU2F2 as
the central part may exert critical effects on tumour
metastasis. Blocking the activation of the POU2F2-
oriented metastasis network using miR-218 precursors
exemplified a promising approach that sheds light on
new strategies for GC treatment.

INTRODUCTION
POU2F2, a member of the POU transcription
factor family, is a B-cell-specific octamer transcrip-
tion factor.! Previous studies have indicated that
POU2F2 is normally expressed in B cells and B cell
lineage tumour cells*™ to regulate Ig, B cell prolif-
eration and B cell differentiation genes.” Recent
studies have identified POU2F2 expression in pan-
creatic cancer,® gastric cancer (GC)” and other epi-
thelial tumours. However, the potential functions
of POU2F2 and the exact mechanisms governing
POU2F2 expression in GC are poorly understood.
In this study, POU2F2 expression was detected in
both GC cells with high metastatic potential and
GC tissues with lymph node or distant metastasis.
GC patients with positive POU2F2 expression had

Significance of this study

What is already known on this subject?

» Upregulation of POU2F2 has been shown to be
associated with gastric cancer (GC) metastasis.

» Overexpression of nuclear factor (NF)-xB and
POU2F2 is found in cultured Hodgkin/Reed—
Sternberg cells.

» miR-218 expression is decreased in GC, and the
restoration of miR-218 suppresses tumour cell
invasion and metastasis.

What are the new findings?

» POU2F2 promoted GC metastasis by a positive
regulation of ROBO1. The overall survival in GC
patients with positive POU2F2 was remarkably
reduced.

» Upregulation of POU2F2 in metastatic GC was
achieved not only through the transcriptional
activation by NF-xB but also by eliminating the
repression of miR-218 at the post-transcriptional
level.

» The interaction between NF-xB and the SLIT2/
ROBO1 pathway linked by POU2F2 contributed
to gastric cancer metastasis.

» miR-218 impeded metastasis by orchestrating
multiple targets of the POU2F2-oriented
network.

How might it impact on clinical practice in

the foreseeable future?

» The discovery of this miR-218-NF-xB/POU2F2/
SLIT2/ROBO1 axis of a signal transduction
pathway will aid in a better understanding of
the pathogenic mechanisms of GC metastasis.
Inhibiting NF-xB/POU2F2/SLIT2/ROBO1 signal
transduction with miR-218 indicates a feasible
and promising approach that may be applicable
to the treatment of GC.

a shorter survival compared with patients with
negative POU2F2 expression. Moreover, POU2F2
downregulation significantly hampered the meta-
static ability of GC cells. In contrast, POU2F2 upre-
gulation in low metastatic potential cells advocated
their invasion and metastasis. Further studies indi-
cated that POU2F2 directly triggered ROBO1
transcription. ROBO1, a single-channel transmem-
brane receptor, can promote cancer metastasis and
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endothelial cell migration through interacting with ligands of
the SLIT family.>'° In mammals, three SLIT proteins (SLIT1-3)
have been discovered.!' However, SLIT1 expression is specific
to the brain,'? and SLIT3 expression is significantly reduced in
GC tissue compared with normal gastric tissue.® Thus, we
deduced and confirmed that POU2F2 induces metastatic poten-
tial through the SLIT2/ROBO1 pathway.

Previous studies have found that POU2F2 expression closely
correlates with nuclear factor (NF)-xB status in Hodgkin/Reed—
Sternberg cells'® and precursor B lymphocytes,'* thereby sug-
gesting that NF-xB may regulate POU2F2 expression. However,
no evidence has directly supported specific regulation of
POU2F2 by NF-xB. In the present study, the relationship
between NF-kB activity and POU2F2 expression was thoroughly
investigated for the first time. The bioinformatic results, pro-
moter reporter gene assay, chromatin immunoprecipitation
(ChIP) assay and electrophoretic mobility shift assay (EMSA)
demonstrated that NF-kB positively regulated POU2F2 expres-
sion by directly binding to the POU2F2 promoter region (—531
to —522; TGATCTTCCC). These results illustrated the possible
causes and regulatory machinery of ectopic POU2F2 expression
in GC.

microRNAs (miRNAs) play a critical role in tumour occur-
rence and development through negatively regulating target
gene expression.'” ' Although POU2F2 is regulated at the tran-
scriptional level by NF-«B, it is unknown whether POU2F2 is
also governed by miRNAs at the post-transcriptional level.
Bioinformatics analysis indicated that miR-218 might regulate
POU2F2 expression by binding its 3’-untranslated region
(UTR). In recent years, a number of studies have determined
that miR-218 functions as a tumour-suppressive miRNA.""~** In
particular, our previous results demonstrated that miR-218 inhi-
bits invasion and metastasis of GC by targeting the ROBO1
receptor,” which was further validated in various cell
models.?! 2>72¢ miR-218 may also suppress the activity of the
NF-kB signalling pathway by directly inhibiting the expression
of IKK-p*” and ECOP*® in GC cells, thus suggesting that
miR-218 may simultaneously repress the NF-xB and SLIT2/
ROBO1 signalling pathways. This study further demonstrated
that miR-218 directly and negatively regulates POU2F2 together
with IKK-B and ROBO1. miR-218 overexpression simultan-
eously inhibited the expression of IKK-B, POU2F2 and ROBO1,
and suppressed the NF-kB and SLIT2/ROBO1 signalling path-
ways, thereby preventing GC cell metastasis.

This study showed, for the first time, the effects and mechan-
isms of POU2F2 in promoting GC cell metastasis, and it also
revealed that the POU2F2-centric interaction networks (the
NF-xB/POU2F2/SLIT2/ROBO1 network) might play an essen-
tial role in GC metastasis. The tumour suppressor miR-218 may
act simultaneously on POU2F2 and the NF-xB activation factor,
IKK-B kinase, in its upstream signalling pathway as well as its
downstream target gene, ROBO1, to impede GC metastasis.

MATERIALS AND METHODS

Clinical samples

The following two types of GC tissue microarrays were pur-
chased from Shanghai Outdo Biotech: HStm-Ade180Sur-02,
which contains 90 cases of gastric adenocarcinoma and paired
paraneoplastic tissues with one point for each tissue; and
HStm-Ade178Sur-01, which contains 67 cases of matched
cancer/para-cancer samples, 39 cases of unpaired cancer tissues
and 5 cases of single para-cancer tissues with one for point each
tissue. The Tissue Microarray XJ-CT-Gas01 was generated with
70 cases of matched cancer and para-cancer tissues legally

collected in our centre with one point for each tissue. All
patients were followed up from 1 to 120 months after the oper-
ation, and all specimens involved were determined by H&E
staining.

Western blot analysis

Western blot analysis was performed using standard procedures.
The antibodies used in the western blot analysis are listed in the
online supplementary experimental procedures.

ChIP-PCR analysis

The ChIP-PCR assay was conducted as previously described®’
with minor modifications. The detailed procedures are described
in the online supplementary experimental procedures.

Electrophoretic mobility shift assay
The procedures are detailed in the online supplementary experi-
mental procedures.

Statistical analyses

All statistical analyses were conducted using the SPSS software
statistical package (V17.0). The differences between the two
groups were assessed using Student’s t test. Overall survival
curves were estimated by the Kaplan-Meier method, and the
difference in survival was evaluated using the log-rank test.
p Values <0.05 were considered statistically significant.

RESULTS

POU2F2 expression is increased in GC cells with high
metastatic potential and metastatic GC tissues

POU2F2 expression was analysed in a variety of cell lines,
which included normal gastric epithelial cells (GES-1), cell sub-
lines with strong (SGC7901-M and MKN28-M) or weak
(MKN28-NM and SGC7901-NM) metastatic ability derived
from GC cell lines (SGC7901-M and MKN28-M). The results
showed that compared with GES-1 cells POU2F2 mRNA
expression increased by 1.4-fold in MKN28-NM and
SGC7901-NM cells. However, in the highly metastatic GC cell
lines SGC7901-M and MKN28-M, the expression was
increased by approximately 12-16 times (see online supplemen-
tary figure S1). High levels of POU2F2 protein were detected in
SGC7901-M and MKN28-M cells, but extremely low levels of
POU2F2 protein were detected in GES-1, MKN28-NM and
SGC7901-NM cells (figure 1A).

Furthermore, POU2F2 expression was examined in 266 cases of
clear metastatic state of GC and 232 cases of cancer adjacent
tissues. Compared with para-cancerous tissues, no POU2F2
expression differences were observed in GC tissues without metas-
tasis, while there was an obvious increase of POU2F2 expression
in metastatic GC tissues (figure 1B). According to the expression
of POU2F2 in GC tissues, 90 cases of GC (HStm-Ade180Sur-02
tissue array) were divided into those with POU2F2-positive
expression (n=65) and those with POU2F2-negative expression
(n=25). The relationship of POU2F2 with overall survival was
analysed, and the overall survival in patients with positive
POU2F2 expression was remarkably reduced (figure 1C). The
multivariate analysis results suggested that the POU2F2 protein
expression status might have a potential to be an independent
prognostic indicator for GC (p=0.0023, HR=167, 95% CI 0.036
to 0.780; see online supplementary tables S1 and S2). The results
implied that POU2F2 upregulation might give rise to GC
metastasis.
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Figure 1

POU2F2 levels correlate positively with metastatic ability of gastric cancer (GC). (A) Western blot for POU2F2 in five human gastric cell

Para-cancerous Metastasis Metastasis
tissues -free -positive

lines. Glyceraldehyde 3-phosphate dehydrogenase (GAPDH) was a loading control, and H,0 is a no protein control (n=3). (B) Left:
immunohistochemical staining for POU2F2 in primary GCs from patients with the indicated status of metastasis and normal tissues. Right: POU2F2
expression levels were scored with semiquantitative immunohistochemical (IHC) analysis. POU2F2 was upregulated in metastatic GC (n=200), while
it was scarcely detected in normal gastric mucosa (n=232) and GC tissues without metastasis (n=66). (C) Kaplan—Meier curves depicting overall
survival for patients with GCs (n=90). The curves were stratified based on POU2F2 expression. Overall survival was defined as the interval between

the date of the surgery and the date of death or last follow-up.

POU2F2 positively regulates GC invasion and metastasis in
vitro and in vivo

We adopted loss-of-function and gain-of-function experiments
to study POU2F2 function in GC metastasis. First, four
POU2F2-specific siRNAs were transfected into SGC7901-M
cells. Based on the western blot analysis, the siRNA2 with the
highest inhibition rate was selected to construct the shPOU2F2
lentiviral vector for further functional experiments (see online
supplementary figure S2). The results found that compared
with control cells SGC7901-M and MKN28-M cells transfected
with shPOU2F2 had significantly reduced POU2F2 levels
(figure 2A), and the in vitro invasive ability was correspondingly
decreased by 2-3 times (figure 2B). In nude mice with intraven-
ous injection of visceral metastasis, the lung metastases resulting
from the injection of SGC7901-M cells infected with
shPOU2F2 were significantly reduced compared with controls
(figure 2C). In addition, we used the POU2F2 lentiviral vector
to upregulate POU2F2 expression in the non-metastatic GC
SGC7901-NM cells and in the normal gastric mucosa GES-1
cells (figure 2A), resulting in a robust increase in the invasion
ability of infected cells (figure 2B). Meanwhile, the lung metas-
tases in nude mice injected with SGC7901-NM-POU2F2
cells significantly increased (figure 2C). We constructed a
shRNA-resistant POU2F2 lentiviral vector, POU2F2A, via site-
directed mutagenesis. In SGC7901-M-shPOU2F2 cells, the

recovery of POU2F2 expression with this shRNA-resistant
vector restored the high metastatic ability of the cells
(figure 2D). In summary, the above results illustrated that
POU2F2 may be critical for the invasion and metastasis of GC
cells.

POU2F2 may affect GC metastasis by the positive

regulation of ROBO1

To uncover the mechanism of POU2F2 in GC, the target
genes that may be regulated by POU2F2 were analysed
using TRANSFAC  (http:/www.gene-regulation.com/index2.
html). Bioinformatics analysis revealed that the promoter region
of the ROBO1 gene (—880 to —873) contained a POU2F2-
binding sequence (5’-ATTTGCAT-3")*° (figure 3A), thus indicat-
ing that ROBO1 may be a target gene of POU2F2. To confirm
this hypothesis, ChIP-PCR and sequencing results verified that
POU2F2 binds to the ROBO1 promoter (figure 3B, see online
supplementary figure S3). The POU2F2 expression vector was
co-transfected with the ROBO1 full-length promoter reporter
gene or the binding-site mutant reporter gene into
SGC7901-NM, HeLa and 293T cells (three cell lines with low
POU2F2 expression). In the above three cell lines, POU2F2 regu-
lated the transcriptional activity of ROBO1 wild-type promoters.
In the presence of the —880 to —873 binding site mutation, the
regulatory effect disappeared, thereby suggesting that POU2F2
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Figure 2 POU2F2 positively regulates metastasis in gastric cancer (GC). (A) Western blot for POU2F2 in SGC7901-M and MKN28-M cells infected
with shPOU2F2 or control shRNA lentiviral vector as well as in SGC7901-NM and gastric epithelial cells (GES)-1 infected with the POU2F2-expressing
or empty control vector (n=3). (B) Invasion assays after transfection of shPOU2F2 or POU2F2-expressing vectors in the indicated cells (n=3). POU2F2
enhanced GC cell invasion. (C) SGC7901-M and SGC7901-NM cells expressing a luciferase reporter were transfected with the indicated constructs
and were injected into the nude mice via the tail vein. After 6 weeks, bioluminescence imaging (BLI) showed that there were significantly more
metastasis lesions in the lung of SGC7901-M-control and SGC7901-NM-POU2F2 mice than in the corresponding control groups. The results of H&E
staining were the same as those of BLI (n=>5). (D) Western blot for POU2F2 in the indicated SGC7901-M cells transfected with shPOU2F2 or the
shRNA-resistant expression construct, POU2F2A. POU2F2 expression was recovered in the SGC7901-M-shPOU2F2 cells transfected with POU2F2A
(left). POU2F2A restored the high metastatic ability of the cells. The representative Transwell images, BLI and H&E-stained sections of the lung
tissues collected from indicated groups 6 weeks after tail vein injection are shown in the middle panel. Quantitative analysis was performed by
counting the number of cells (invasion, n=3) or tumour foci (metastasis, n=5) in five randomly selected high-power fields using the microscope
(right panel). The data are presented as mean+SEM.
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Figure 3 POU2F2 positively regulates ROBO1 transcription. (A) Schematic diagram of the ROBO1 promoter. The yellow region is the putative
POU2F2-binding site in the ROBO1 promoter. (B) Amplification of the ROBO1 promoter sequence from chromatin immunoprecipitation (ChIP) DNA
was performed. Input and IgG served as positive and negative controls, respectively. The electrophoresis results of PCR products confirmed that
POU2F2 binds to the ROBO2 promoter. (C) Reporter gene analysis of the transcriptional activation ability of the ROBO1 promoter. The ROBO1
full-length promoter reporter gene was co-transfected with the POU2F2 gene expression vector into SGC7901-NM, Hela and 293T cells, and the
luciferase activities were measured. Selective mutagenesis at position —880 to —873 bp from the transcription start site lost response to POU2F2,
indicating that this region is a POU2F2-responsive region (n=3). (D) Electrophoretic mobility shift assay (EMSA) identified the POU2F2-binding site in
the ROBO1 promoter. Nuclear protein was extracted from SGC7901-M cells and incubated with a biotin-labelled DNA probe in preparation for
chemiluminescent EMSA. The unlabelled probe and its mutant probe were used as the cold competitor and negative control, respectively. A
POU2F2-specific antibody was used to block the DNA complex shift with the aim of confirming the specificity of the POU2F2 binding motif. The
arrow points to the POU2F2 DNA-binding complex. (E) Downregulated ROBO1 expression in SGC7901-NM-POU2F2 cells inhibited cell invasion and
metastasis induced by POU2F2 overexpression. A shROBO1-resistant reconstitution, ROBO1A, was used to restore ROBO1 expression, which

recovered the high metastatic ability of the cells.

regulated ROBO1 expression via this binding site and that this
was the only binding site (figure 3C). A probe was synthesised
based on this binding site, and EMSA was performed, which
further confirmed that POU2F2 may bind to this site (figure 3D).
The results suggested that POU2F2 positively regulates ROBO1
expression in GC cells.

ROBO1-specific siRNAs were transfected in SGC7901-M
cells. According to the western blot analysis, siRNA4 had the
highest inhibitory rate and was selected to construct the lenti-
viral expression vector, shROBO1 (see online supplementary
figure S4). Downregulating the expression of ROBO1 in
SGC7901-NM-POU2F2 cells obstructed the cell invasion and
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metastasis induced by POU2F2 overexpression. A mutant
shROBO1-resistant lentiviral vector was then used to restore
ROBO1 expression, which recovered the invasion and meta-
static ability of the cells (figure 3E). All of the data indicated
that ROBO1 serves as a key target gene in GC metastasis
induced by POU2F2 overexpression.

ROBO1 ligands are comprised of SLIT1, SLIT2 and SLIT3.
SLIT1 expression is confined to the nervous system, and SLIT3
is downregulated in GC.* Therefore, we hypothesised that the
interaction between SLIT2 and ROBO1 stimulates GC metasta-
sis. In addition, RNAi-mediated silencing of SLIT2 decreased
tumour invasion and metastasis driven by ROBO1 overexpres-
sion (see online supplementary figure S5). These findings sug-
gested that ROBO1-mediated POU2F2 overexpression promotes
GC metastasis in a SLIT2-dependent manner.

Epithelial-mesenchymal transition (EMT) endows epithelial
cells with interstitial features, and it is closely correlates with
tumour cell invasion and metastasis.>’ ** Therefore, we investi-
gated whether POU2F2 could link EMT with tumour metastasis.
We first measured the expression status of several renowned
EMT markers (B-catenin, E-cadherin, vimentin, MMP2 and
MMPY) in the SGC7901-M-siControl, SGC7901-M-siPOU2F2,
SGC7901-NM-Control and SGC7901-NM-POU2F2 cells via
western blot analysis and immunofluorescence staining. The
POU2F2-overexpressing cells exhibited an elevated expression
of Vimentin, MMP2 and MMPY, but these cells had a reduced
level of nuclear B-catenin and E-cadherin. Moreover, we also
observed EMT phenotypes in POU2F2-overexpressing cells (see
online supplementary figure S6). These findings implied a pos-
sible pro-metastatic role of EMT in POU2F2-overexpressing
cells.

POU2F?2 is transcriptionally activated by NF-kB in GC cells

Previous studies have found that POU2F2 expression in
Hodgkin/Reed-Sternberg cells,'® precursor B lymphocytes'®
and pancreatic cancer cells® highly correlates with the activity of
NF-kB, suggesting that the POU2F2 gene may be an NF-xB
target gene. Based on these previous findings, we tested whether
NF-xB directly activates POU2F2 transcription in GC, thus
leading to POU2F2 overexpression. To evaluate this hypothesis,
we transfected SGC7901-NM cells with an empty vector or
pBabe-Puro-IKBalpha-mut (super repressor) encoding a mutant
IxBa, which is resistant to stimulus-induced degradation and
NF-xB activation. The SGC7901-NM-vector cells were then
treated with six different concentrations (0-15 pug/mL) of lipo-
polysaccharide (LPS), a NF-xB activator, for 2 h, and NF-«xB
activity was detected using a NF-xB activity reporter gene.
Within the LPS concentration range of 0-10 pg/mL, NF-xB
activity was increased in a dose-dependent manner. The cells
were treated with 10 ug/mL LPS, and NF-kB activity was exam-
ined at 0, 1, 2, 4 and 6 h. The results showed that the NF-xB
activity reached a peak at 4 h, and the expression of POU2F2
and its target gene, ROBO1, was upregulated with the enhanced
activity of NF-kB in SGC7901-NM-vector cells. However, the
activity of NF-«xB, along with POU2F2 and ROBO1 expressions,
revealed no change in SGC7901-NM-IkBo-mut cells
(figure 4A). NF-xB was predicted to have four potential binding
sites in the POU2F2 promoter region based on the TRANSFAC
data  and Promoter 2.0 (http:/www.cbs.dtu.dk/services/
Promoter/). Reporter genes for truncated bodies containing dif-
ferent binding sites were constructed with a reduced-order
method, and the data indicated that POU2F2 was transcription-
ally activated by NF-xB and the regulation region of NF-xB was
located in the POU2F2 promoter region at —600 to —300 bp

(figure 4B). The wild-type POU2F2 full-length promoter
reporter gene and the NF-xB binding site mutant promoter
reporter gene were transfected into SGC7901-NM,
MKN28-NM and 293T cells, and the activity of the reporter
genes was monitored after LPS stimulation. The results showed
that the regulation of POU2F2 by NF-kB disappeared with the
locus mutation of 531 to =522 bp (figure 4C). The primers and
probes were designed based on this binding site for ChIP and
EMSA experiments, and we observed that the both subunits of
NF-xB, p65 and p50, directly bound to the site (figure 4D, E,
see online supplementary figure S7). In summary, POU2F2 over-
expression in GC cells may be associated with the activation of
NF-«B signalling pathways.

POU2F2 links NF-xB to the SLIT2/ROBO1 signalling pathway
contributing to GC metastasis

In the present report, we demonstrated that the excessive activa-
tion of NF-kB induced POU2F2 overexpression. Meanwhile,
increased levels of POU2F2 upregulated the expression of
the membrane receptor, ROBO1, and activated the SLIT2/
ROBOI1 signalling pathway, thus stimulating GC cell metastasis.
These data suggested that POU2F2 might be the key to connect
NF-«B and the SLIT2/ROBO1 signalling pathways in GC metas-
tasis. To test whether the POU2F2-mediated interaction of the
NF-kB and SLIT2/ROBO1 signalling pathways is the main
mechanism of GC metastasis with POU2F2 high expression,
SGC7901-NM cells were treated with 10 ug/mL LPS for 4 h.
The results showed that NF-kB activity was significantly aug-
mented. The POU2F2 and ROBO1 levels were also robustly
increased. Moreover, the cell invasion and metastasis capacity
was enhanced. All of these effects induced by LPS were blocked
by pBabe-Puro-IKBalpha-mut, thereby indicating that the
LPS-imposed effects on GC cells, including POU2F2 upregula-
tion, ROBO1 upregulation and increased cell metastasis, are
NF-«xB-dependent (figure 5A, see online supplementary figure
$8). When POU2F2 expression was downregulated by shRNA,
the elevated expression of ROBO1 and cell metastasis ability
due to the activation of NF-kB was decreased. Exogenous over-
expression of ROBO1 antagonised the effects of shPOU2F2 on
GC cell invasion and metastasis (figure 5B). The results sug-
gested that the interaction of the NF-xB signalling pathway with
SLIT2/ROBOL1 signalling may serve as a main mechanism of GC
metastasis and that POU2F2 may be the link between these two
pathways. We assessed the correlation of the expression of P63,
POU2F2 and ROBO1 in 266 cases of GC tissues by immunohis-
tochemistry. As shown in figure 5C, the overlapping expression
of all three molecules was observed in 50.75% (135/266) of GC
tissues and 70.50% (141/200) of GC tissues with lymph node
or distant metastasis, thus suggesting a close association between
their expression changes in GC, especially in metastatic GC.

miR-218 suppresses GC metastasis by inhibiting multiple
genes in the NF-xB/POU2F2/ROBO1 signalling pathway

In addition to the transcriptional regulation by NF-xB, post-
transcriptional regulation involving miRNAs also contributes to
POU2F2 expression. TargetScanHuman 6.2  (http:/www.
targetscan.org/) analysis indicated that the POU2F2 3’-UTR
region contained miR-218-binding sites, suggesting that
POU2F2 might be the target gene of miR-218. Previous studies
have reported that miR-218 may directly regulate ROBO1® and
the IKK-B kinase in the NF-kB signalling pathway.?” To confirm
the simultaneous regulation of POU2F2, IKK-B and ROBO1 by
miR-218, we constructed the 3’-UTR reporter genes for IKK-,
POU2F2 and ROBO1-containing miR-218 binding sites as well
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Figure 4 POU2F2 is induced by activated nuclear factor (NF)-xB in gastric cancer (GC). (A) The POU2F2 expression was positively related with
NF-«xB activity. SGC7901-NM was transduced with the pBabe-Puro-IKBalpha-mut vector encoding a NF-«B-specific inhibitor or an empty vector. Cells
were stimulated for 2 h with different doses of lipopolysaccharide (LPS) or for different time with 10 ug/mL LPS. NF-xB activity (upper panel) was
detected by a reporter gene. lxBa-mu, lxBa, POU2F2 and ROBO1 expressions (lower panel) were examined by western blot assays. The expressions
of POU2F2 and ROBO1 were positively related with NF-xB activity in SGC7901-NM-vector. NF-xB activity, as well as the expressions of POU2F2 and
ROBO1, was almost no change in SGC7901-NM-IKBalpha-mut cells (n=3). (B) The truncation reporter genes containing different binding sites were
used to analyse the NF-xB transcription activity sites in the POU2F2 promoter region. The regulatory region of NF-xB was located at the —600 to
—300 bp region in the POU2F2 promoter (n=3). (C) The POUF2F wild-type and the POU2F2 —531 to —522 bp mutation reporter genes were used to
analyse the binding sites of NF-xB in the POU2F2 promoter (n=3). (D) In vivo chromatin immunoprecipitation (ChIP) experiments validated the
binding capacity of NF-xB to the POU2F2 promoter. (E) In vivo electrophoretic mobility shift assay (EMSA) experiments verified the binding sequence
of NF-xB in the POU2F2 promoter in the 531 to —522 bp region (n=3).
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Figure 5 POU2F2 links nuclear factor (NF)-xB and the SLIT2/ROBO1 signalling pathway to promote gastric cancer (GC) metastasis. (A) NF-xB
inhibition reversed lipopolysaccharide (LPS)-induced tumour invasion and metastasis. In LPS-induced SGC7901-NM-vector cells, as the NF-kB activity
enhanced, the expressions of POU2F2 and ROBO1 as well as the cell invasion and metastasis capacity correspondingly increased. However, in
SGC7901-NM- IkBa-mu cells in which NF-xB was inhibited by lxBa-mu, no changes were observed. (B) Downregulated POU2F2 expression blocked
increase of ROBO1 expression induced by NF-xB activation, thus reducing cell invasion and metastasis. The exogenous overexpression of ROBO1
antagonised the effects of POU2F2 shRNA on the invasion and metastasis of GC cells. (C) The expressions of P65, POU2F2 and ROBO1 in GC were
detected by immunohistochemical methods (left). A Venn diagram shows the correlation among the three genes in all GCs (n=266) and metastatic

GCs (n=200; right).

as the reporter genes for the binding site mutations, and we
co-transfected the miR-218 vectors into SGC7901-M and
MKN28-M cells. The activity of the wild-type reporter genes
was dramatically impaired, but there was no noticeable change
in the activity of mutated reporter genes (figure 6A). The upre-
gulation of miR-218 expression in SGC7901-M and MKN28-M
cells using the miR-218 lentiviral vector resulted in decreased
protein expression of IKK-B, POU2F2 and ROBO1 as well as
reduced cell invasion and metastasis. In contrast, using miR-218
inhibitors to suppress miR-218 expression in SGC7901-NM
and MKN28-NM cells, the opposite results were observed

(figure 6B, C, see online supplementary figures S9 and S$10). In
addition, using shRNA to repress the expression of these three
genes resulted in a metastatic phenotype similar to that resulting
from miR-218 overexpression (figure 6D, see online supplemen-
tary figure S10). In contrast, using the expression vector without
miR-218-binding sites to enhance the levels of IKK-B, POU2F2
or ROBO1 in MKN28-M-miR-218 cells resulted in the partial
rescue of the miR-218-mediated inhibition of GC metastasis
(figure 6E). Our findings indicated that miR-218 suppresses GC
metastasis by inhibiting multiple genes in the NF-«B/POU2F2/
ROBO1 signalling pathway.
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Figure 6 miR-218 suppresses gastric cancer (GC) metastasis by simultaneous inhibiting nuclear factor (NF)-«B activity, POU2F2 expression and
ROBO1 expression. (A) miR-218 luciferase reporter assay. The wild-type and mutant miR-218 targets (IKK-B, POU2F2 and ROBO1) were fused with a
luciferase reporter and transfected into mock-infected or miR-218-infected SGC7901-M and MKN28-M cells. miR-218 significantly suppressed the
luciferase activity of the wild-type luciferase reporters (n=3). (B) Upregulated expression of miR-218 resulted in downregulated protein expression of
IKK-B, POU2F2 and ROBO1. Downregulated expression of miR-218 resulted in the opposite changes. (C) miR-218 negatively regulated the invasion
and metastasis of GC cells. (D) Downregulating the expression of IKK-B, POU2F2 or ROBO1 led to phenotypic changes similar to miR-218
overexpression. (E) The overexpression of IKK-B, POU2F2 or ROBO1 antagonised the inhibition of the metastatic phenotypes of GC cells induced by

miR-218.

DISCUSSION

repression degradation of miR-218 gave rise to POU2F2 expres-

This study determined the specific expression of POU2F2 in sion. NF-xB directly regulated POU2F2, and POU2F2 directly
metastatic GC and its key role in promoting GC metastasis. Both  targeted ROBO1. Therefore, POU2F2 links NF-xB to the SLIT2/
the transcriptional activation of NF-xB and post-transcriptional ROBO1 signalling pathway. The interaction of NF-xB with the
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POU2F2/SLIT2/ROBO1 pathway advocates GC metastasis. In
addition, miR-218 inhibited GC metastasis by simultaneously
repressing multiple target molecules in this interacting network.

POU2F2 has been previously thought to be only expressed in
B cells and B-cell-derived tumour cells.>™ Hippo et al” discov-
ered a high and specific expression of POU2F2 in metastatic GC
tissue, but the molecular mechanisms underlying its effect in
GC were far from clear. This study not only reaffirmed the
increased expression of POU2F2 in metastatic GC but, more
importantly, it also revealed the role of POU2F2 in conferring
GC cell metastasis through a direct regulation of ROBO1 and
the activation of SLIT2/ROBO1 signalling. SLIT2/ROBO1 sig-
nalling, a critical signalling pathway in the development of the
nervous system, is capable of modulating oriented axon growth
and neuronal migration exclusion.>® ** Recently, a growing
number of studies have reported an increase of SLIT2/ROBO1
expression in tumour tissues, and they have even described the
role SLIT2/ROBO1 in promoting tumorigenesis and metasta-
sis.” 1 3% 3¢ We have identified ROBO1 overexpression in GC
cells, especially in GC cells with high metastatic potential.®
However, our understanding of abnormal ROBO1 expression in
GC remains unclear. Here, for the first time, we discovered and
confirmed that through direct binding to the ROBO1 promoter
region at sites —880 to —873, POU2F2 transcriptionally acti-
vates ROBO1, thus stimulating the SLIT2/ROBO1 signalling
pathway and ultimately promoting GC metastasis. We found
that POU2F2 overexpression promoted GC metastasis via
SLIT2/ROBO1 signalling. Meanwhile, GC cells overexpressing
POU2F2 exhibited a phenotype of EMT, but whether it is asso-
ciated with the activation of SLIT2/ROBO1 pathway still
needed to be further verified.

The SLIT2/ROBO1 pathway does not work via the same
downstream signalling in different cell types. Much is known
about the ROBO1 downstream signalling mechanisms that
mediate cell migration. For instance, Wang et al'® demonstrated
that PI-3K is involved in endothelial cell responses to SLIT2/
ROBO1 interaction. In neuronal cells, Bashaw et al®” demon-
strated that Abelson and Enabled are downstream targets of the
SLIT2/ROBO1 pathway, and Guerrier et al’® suggested that

Figure 7 A new SLIT/miR-218/
(NF-xB/POU2F2/ROBO1) signalling 4152 one
pathway promotes gastric cancer (GC)
metastasis. During GC development,
change in SLIT3 gene expression
decreases the expression of miR-218,
which removes the inhibitory effect on
the translation of IKK-B, POU2F2 and
ROBO1. The expressions of IKK-B,
POU2F2, and ROBO1 are upregulated.
In particular, the upregulated IKK-
activates nuclear factor (NF)-xB, which
further promotes the upregulation of
POU2F2 and ROBO1. ROBO1 interacts
with the SLIT2 ligand, which activates
the SLIT2/ROBO1 signalling pathway,
thus promoting GC metastasis.

SLIT2 mRNA
AN

miR-218-1
T W 5934-35
gene

stGAP2 plays direct roles in ROBO1 signal transduction.
Considering all these findings, the extent to which SLIT2/
ROBO1 specifically affects GC metastasis still remains unclear.
However, our results suggested that SLIT2/ROBO1 signalling
functions as a crucial modulator to stimulate GC metastasis.
However, some studies have also suggested that SLIT2/ROBO1
signalling acts as a tumour suppressor.>”~*! Possible explanations
for these differences include different tumour origins and
various metastatic mechanisms. For example, p21, a tumour
suppressor in GC and colorectal cancer, serves as a tumour pro-
moter in prostate and ovarian cancers.*” Therefore, SLIT2/
ROBO1 signalling may not play the same roles in different
types of cancer or even in different stages of the same cancer
type. Previous studies by Poo and colleagues have shown that
the same guidance cue can either attract or repel the same axons
depending on intracellular cyclic adenosine monophosphate
(cAMP) and cyclic guanosine monophosphate (cGMP) levels.*’
Thus, the determination of the exact role that cAMP and cGMP
play in cancer metastasis may be helpful to explain the existing
contradiction of SLIT2/ROBO1 functions.

Our findings, for the first time, indicated that the abnormal
expression of POU2F2 in GC cells with high metastatic poten-
tial might be due, at least in part, to the activation of NF-xB.
Our study was the first to confirm in GC cells that by binding to
POU2F2 promoter sites =531 to —522 bp NF-«B transcription-
ally regulates POU2F2 expression, resulting in an interaction
network with POU2F2 in the centre. This network involves
upstream regulation by NF-xB, POU2F2 and the downstream
molecule, ROBO1. It is important to further investigate the con-
tributions of this interacting network in neurons, endothelial
cells and other tumour cells.

In addition to transcriptional regulation by NF-xB, post-
transcriptional regulation by miR-218 is also a major cause for
aberrant POU2F2 expression. Our study is the first to not only
uncover the direct regulation of POU2F2 by miR-218 but to
also demonstrate that miR-218 directly mediates its upstream
regulator, NF-kB-kinase B (IKK-B), and the POU2F2 down-
stream target gene, ROBO1. Our previous studies have shown
that miR-218 levels decrease with decreasing expression levels
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of SLIT3, one of its host genes, in metastatic GC. Decreased
miR-218 eliminates ROBO1 repression, resulting in ROBO1
upregulation. Increased ROBO1 interacts with SLIT2, one of its
ligands, to trigger tumour metastasis owing to the activation of
the SLIT/ROBO1 pathway. Ectopic expression of miR-218 sup-
presses GC metastasis by mediating the SLIT2/ROBO1 signal-
ling pathway. Based on these findings, we have suggested that a
SLIT/miR-218/ROBO1 signalling pathway exists in GC,® which
has been verified not only in other tumours types but also in
human tissues and organs by researchers worldwide.?! 2372¢ In
the present study, this regulation loop was further expanded
(figure 7). By way of correlative studies between expression and
function, we validated that in addition to ROBO1 miR-218 also
simultaneously inhibits IKK-B and POU2F2 genes. Under the
simultaneous regulation of these three target genes, GC metasta-
sis is synergistically inhibited. These results provided further
insight into the underlying mechanisms of miR-218. More
importantly, due to its regulative effects on various GC
metastasis-associated genes and signalling pathways, miR-218
has higher priority than a single protein-coding gene in GC
gene therapy.

Collectively, the findings of this study revealed the tumour-
promoting role that POU2F2 plays in GC metastasis and the
mechanisms of POU2F2 facilitating GC metastasis through regu-
lating ROBO1. Moreover, we identified the molecular mechan-
isms of NF-xB activation-induced expression of POU2F2, and
we discovered that the POUF2F-mediated interaction between
NF-xB and the SLIT2/ROBO1 signalling pathway contributes to
GC metastasis. Ultimately, miR-218 can simultaneously orches-
trate multiple molecules in the two interacting signalling path-
ways and is a potential target for therapy.
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Supporting Information

Supplementary Experimental Procedures

Cell culture

MKN28 cells were purchased from JCRB Cell Bank (Japanese Collection of Research
Bioresources Cell Bank), and SGC7901 cells were obtained from the Shanghai Institute of
Materia Medica, Chinese Academy of Sciences. MKN28-M, SGC7901-M, MKN28-NM and
SGC7901-NM sub-lineage cells were screened and maintained by our laboratory.! GES-1 cells
were obtained from the Beijing Institute for Cancer Research. HelLa and 293T cells were
purchased from the Cell Bank at the Shanghai Institute for Biological Sciences (Chinese
Academy of Sciences). 293T cells were cultured in high-glucose DMEM, while all other cells
were cultured in RPMI11640 (GIBCO) medium with 10% fetal calf serum at 37°C and 5% CO, as

well as under saturated humidity and static conditions.

Western blot analysis

Western blot analysis was performed using standard procedures. The following antibodies were
used in the experiments: anti-SLIT2 antibody (OriGene, EPR2771, USA), anti-p-Catenin
antibody (Millipore, ABE208, USA), anti-Vimentin antibody (Cell Signaling Technology, 3932,
USA), anti-E-Cadherin antibody (BD Biosciences, 610182, USA), anti-MMP-2 antibody (Novus

Biologicals, NB200-114AF647, USA) and anti-MMP-9 antibody (Novus Biologicals,



NBP2-13173R, USA). The other antibodies used in the western blot analyses were the same as

those used in the immunohistochemistry analyses.

Immunohistochemistry

Tissue staining was performed according to the VECTASTAIN Elite ABC system protocol
(Vector Laboratories, PK-6101, USA). The primary antibodies used were as follows:
anti-POU2F2 antibody (LifeSpan Biosciences, LS-C105600, USA), anti-ROBO1 antibody
(Abcam, ab7279, UK) and anti-P65 antibody (Abcam, ab7970, UK). POU2F2-positive and
P65-positive cells were stained brown in the nucleus, and ROBO1-positive cells were stained
brown in the cytoplasm and cell membrane. Both the immunohistochemical staining score of
positive cells and the intensity of the positive cells on each slide were calculated using the
semi-quantitative scoring method.? The scores were graded, and the final results were obtained
with the sum of the two scores. A total score of 0 - 3 was considered negative, and the total score
of 4 - 7 was considered positive. The histological evaluation was performed at the Department of
Pathology at the Xijing Hospital by two independent senior pathologists without knowing any

information about the patient's clinical features.

Immunofluorescence
Cells were plated in 8-well chamber slides (Nunc™ Lab-Tek™ II Chamber Slide™ System,
154534, USA). Sub-confluent cells were rinsed with 1xPBS, fixed with 4% paraformaldehyde

for 30 minutes, permeabilized with 0.2% Triton X-100 for 10 minutes and blocked with 20%
2



sheep serum for 60 minutes. Cells were then incubated with primary antibody (used in western
blot analysis) overnight at 4°C in a humidified chamber followed by incubation with the Alexa
Fluor 594-conjugated secondary antibody (Donkey Anti-Rabbit 1gG, Proteintech, SA00006-8;
and Donkey anti-Mouse 1gG, Proteintech, SA00006-7, USA) for 1 hour at room temperature in
the dark. The nuclei were stained with DAPI (5 ng/ml in PBS), and the slides were mounted with
ProLong® antifade Reagents (Invitrogen, P36935, USA). Slides were examined by the Fluoview

FV1200 Laser Scanning Confocal Microscope (Olympus Corp.)

gRT-PCR

Total RNA of cells was extracted with TRIzol according to the manufacturer’s instructions
(Invitrogen Life Technologies). One microgram of RNA was used as the template, and a thermal
cycler (Hema 9600, Zhuhai, China) was used for the reverse transcription of cDNA. The related
gene expression of each cDNA template was detected by the BIO-RAD CFX96TMOptics
Module using the SYBR green PCR Master Mix (DRR081, TaKaRa). The primer sequences for
each gene are shown in Table S3. All experiments were repeated three times, and each sample
was assayed in triplicate. GAPDH was used as the internal control, and the relative mRNA
expression of each gene was calculated using the 22T method as follows: ACt = Ct Target gene-Ct
cappH and AACt = AC experimental group = ACt control group- Statistical analyses were conducted using
Student's t test where p < 0.05 was considered significant. The detection of miR-218 and the

internal reference, U6, has been described in previous studies.



Transwell invasion assay
The membrane of the upper chamber of 24-well transwell plates (Corning, # 3422) was coated
with 60 pl of serum-free medium with diluted Matrigel (BD, Cat. 356243). The plates were
placed in a 37°C incubator and incubated for 4 to 5 hours for the polymerization of Matrigel into
a gel. The gel was then hydrated with 200 pl of serum-free medium containing 10 g/L BSA. The
upper chamber was then seeded with 200 ul of cell suspension (containing 1 x 10° cells), and
500 ul of medium containing 10% FBS was added to the lower chamber. The chamber was
removed after 24 hours of culture. A swab was used to wipe off the Matrigel and the cells in the
upper chamber, and the transmembrane cells were fixed with formaldehyde at room temperature
for 30 minutes, stained with crystal violet for 20 minutes, washed three times with clean water
and counted under a microscope.

Lipopolysaccharide (LPS; Sigma, L2880, USA) treatment: If it was necessary, 12 hours after
cell seeding, LPS was added into the upper chamber with a final concentration of 10 pg/ml,

while the same amount of PBS was added to the upper chamber of the control group.

Visceral metastasis experiments via tail vein injection in nude mice
Various cells in the logarithmic growth phase were trypsinized, washed twice with PBS and
pelleted by centrifugation. The cells were re-suspended in serum-free RPMI11640 culture medium.
Each nude mouse was injected with 2.5 x 10° cells (0.1 ml suspension) via the tail vein.

In vivo bioluminescence imaging (BLI). Anesthetized mice were injected intraperitoneally

with filter-sterilized d-luciferin solution (150 mg/kg body weight, Xenogen, Caliper Life
4



Sciences, Hopkinton, MA, USA). Bioluminescence images were acquired by using a small
animal imaging system (IVIS Kinetics; Caliper Life Science, USA). Ten minutes after d-luciferin
injection, BLI was conducted. Regions of interest (ROIs) were drawn, and luminescence
intensity was quantified and processed using Living Image Software (Version 4.2; Caliper Life
Science). Bioluminescent intensity is presented as photons/s/cm2/sr. The imaging parameters
were as follows: binning = 8 and f/stop = 1.

Histology of lung metastatic tumors. After six weeks, the mice were sacrificed by cervical
dislocation. Nude mouse lung paraffin sections were prepared and analyzed by H&E staining.

LPS treatment. If necessary, animals were injected i.p. with 10 pg of LPS in PBS or PBS
alone after 7 days of tumor cell injection once a week. After 7 days of the last treatment with
LPS, mice were sacrificed, and their lungs were removed, photographed, formalin fixed,
sectioned and H&E stained.

All animal experimental protocols were approved by the Animal Research Committees of

Xijing Hospital.

ChIP-PCR analysis

Briefly, approximately 1 x 10 cells in the logarithmic growth phase were seeded into a 10-cm
dish. When the cells reached 80-90% confluence, they were cross-linked with 1% formaldehyde,
and 1 ml of cell lysate was added and incubated in an ice bath for 10 min. The chromatin DNA
was sonicated, and the samples were centrifuged at 12000 rpm for 15 min at 4°C. The

supernatant was then collected. Three samples (20 ul) of fragmented DNA were used as the
5



experimental group, the control group and the input. Anti-transcription factor antibody (1-10 pg)
was added to the experimental group, and the same amount of IgG was added to the control
group. The samples were incubated overnight at 4°C. Protein A-coated beads were used to
precipitate the DNA-protein-antibody complex, which was eluted with the elution buffer and
then treated with proteinase K at 45°C for 2 hours. ChIP and input DNA fragments were purified
and recovered (Qiagen, 28006), and they were used as the templates for PCR amplification (the
primers for the ROBO1 and POU2F2 promoters are listed in Table S3). The PCR products were
applied to a 1.5% agarose gel electrophoresis and sequenced after the recovery of the target
fragment. The antibodies used in the experiments were as follows following: anti-POU2F2
antibody (sc-377475 X, Santa Cruz), anti-NF-xB p65 antibody (sc-8008, Santa Cruz),

anti-NF-xB p50 antibody (sc-8414, Santa Cruz) and normal mouse 1gG (sc-2025, Santa Cruz).

EMSA

NE-PER Nuclear and Cytoplasmic Extraction Reagents (Pierce, 78833) were used to extract the
nuclear proteins of SGC7901-M cells. The BCA method was used to measure protein
concentration. Based on bioinformatic analysis of the promoter region-binding sites, binding
probes of transcription factors were synthesized, biotin-labeled and purified. The sequences for
the probes were as follows: probe for POU2F2 (upstream),
5-CCTTGTTATGCCAATTTGCATTACTAATGAACTTGC-3; mutation probe for POU2F2
(upstream), 5-CCTTGTTATGCCAACCCGCATTACTAATGAACTTGC-3; probe for NF-xB

(upstream), 5-GGCGCAGGGCTTGCTTGATCTTCCCTGCCGCGGCGT-3"; and mutation
6



probe for NF-xB (upstream), 5-GGCGCAGGGCTTGCTGCAACTGCCCTGCCGCGGCGT-3.
The synthesized single-stranded probe was annealed into double-stranded DNA. Gel
electrophoresis was performed using 6.5% polyacrylamide. PIERCE EMSA kit was used for the
different groups of binding reactions of the labeled probe, cold probe and mutated probe. The
DNA was transferred to a membrane and cross-linked. The membrane was then exposed and

analyzed.

Plasmid construction and cell transfection
Four POU2F2 (NM_002698) and ROBO1 (NM_002941) siRNA interference plasmids were
designed. SGC7901-M cells were transfected, and the interference efficiency was measured.
Using GV112 (GENCHEM, China) as the backbone vector, the POU2F2- and ROBO1-specific
shRNA lentiviral vectors (shPOU2F2 and shROBO1) were constructed with the aim of the
highest interference efficiency. The shRNA lentiviral vector, shIKK-B (AF080158.1), was
constructed according to a previous study.®> SLIT2 Human shRNA (OriGene, TG309262) was
purchased from OriGene (USA). The interference targets of each gene are shown in Table S4.
pBabe-Puro-1KBalpha-mut (super repressor) was a gift from William Hahn (Addgene plasmid #
15291).*

The following expression plasmids were constructed using GV287 (GENCHEM, China) as
the backbone vector: POU2F2 and ROBO1 lentiviral vectors containing full-length cDNA
sequences; IKK-B A3'UTR, POU2F2A3'UTR and ROBO1A3'UTR expression vectors lacking

the 3'UTR; and shRNA-resistant expression vectors for POU2F2A (CDS area 417 A>T, 420 G >
7



C,423A>T,426 A>T,429 T > C and 432 A > T) and ROBOI1A (section 1323 A>T, 1326 T >
C,1329G>A, 1342 A>G, 1345 T > A and 1348 A > T). A miR-218 overexpression lentiviral
vector was constructed, and the lentiviral inhibition vectors of miR-218 were constructed using

the methods reported in published papers.® °

Luciferase assay

pPNF-kB-Luc and the control plasmid (Clontech, Mountain View, CA, USA) were used to detect
NF-kB activity. We generated the ROBOL1 promoter reporter gene construct containing 2000 bp
of sequence upstream of the transcription start site, which included a potential POU2F2-binding
site (-880 to -873) in the ROBO1 promoter region. We used the pGL3-Basic vector to generate
the ROBO1 promoter reporter gene construct, which was named pGL3-ROBO1-p-wt (-2000 -
+158). In the ROBO1 promoter region, the binding site of POU2F2, ATTTGCAT, was mutated to
CGTAAATA. The ROBO1 promoter reporter gene containing the POU2F2-binding site mutation
was constructed and named pGL3-ROBO1-p-mt.

To generate the POU2F2 promoter reporter genes, we had to consider four potential
NF-kB-binding sites in the POU2F2 promoter region as follows: -1621 to -1612; -703 to -692;
-531 to -522; and -75 to -64. In accordance with the putative binding sites, the gene was
truncated sequentially from the 5' end. POU2F2-truncated bodies containing 4, 3, 2 and 1
binding sites of NF-xB were constructed and were named as follows: pGL3-POU2F2-p1 (-2000
to +62); pGL3-POU2F2-p2 (-1000 to +62); pGL3-POU2F2-p3 (-600 to +62); and

pGL3-POU2F2-p4 (-300 to + 62). The -531 to -522 binding site sequence (TGATCTTCCC) in
8



pGL3-POU2F2-p1 was mutated to ACTCTCGTCT. The POU2F2 promoter reporter gene of the
NF-kB-binding site mutation was constructed and named pGL3- POU2F2-p1-mt.

The 3'-UTR reporter genes containing the miR-218 binding sites for IKK-B and ROBO1 as
well as the reporter genes containing the binding site mutation were constructed
similarly to previously reports."’

The 3-UTR reporter of POU2F2 for miR-218 was constructed using the chemically
synthesized DNA oligos of POU2F2 3'-UTR and the complementary sequence as follows:
wild type,
CTAGATTTCTAGAGGAGAAGCAGGGTCGCTGCTGCTTCTAGGGTGGGGAGCGGCACC
CCAGTTATGTTGGCAGGTCCCTGCCCCTGCTAATGCCTCTGCTTTGCCTCTTGCAGAA
GCACAATGGTGGGGTTGAGCTCCGGGCTGAGTCCAGCCCTCATGAGCAACAACCCTT
TGGCCACTATCCAAGGTGCGTGCTGCCTCATGTCACACCCATCGTCACCTCTAGACCT;
and mutation,
CTAGATTTCTAGAGGAGAAGCAGGGTCGCTGCTGCTTCTAGGGTGGGGAGCGGCACC
CCAGTTATGTTGGCAGGTCCCTGCCCCTGCTAATGCCTCTGCTTTGCCTCTTGCAGCTT
GTATCTGGTGGGGTTGAGCTCCGGGCTGAGTCCAGCCCTCATGAGCAACAACCCTTT
GGCCACTATCCAAGGTGCGTGCTGCCTCATGTCACACCCATCGTCACCTCTAGACCT.

Chemically synthesized DNA oligos were annealed to form double stranded DNA inserts with
sticky ends compatible with Xbal-cut vectors. GV306 vectors were digested with Xbal, gel
purified, ligated with the inserts and transformed into DH5a cells. Desired clones were

confirmed by sequencing.



The target cells were transfected with the above plasmids and the internal reference plasmid
pPRL-TK. The luciferase reporter gene assay was then performed. All experiments were repeated

three times.
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Supplementary Figures

Figure S1. POU2F2 mRNA expression is highly expressed only in gastric cancer cells with high
metastatic potential.
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Figure S2. The inhibition efficiency of POU2F2-specific siRNA on POU2F2 proteins was detected by
western blot analysis.
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Figure S3. ChIP-PCR sequencing data showed that POU2F2 can bind to the ROBO1 promoter.




Figure S4. The inhibition efficiency of ROBO1-specific siRNA on ROBO1 proteins was assessed by
western blot analysis.
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Figure S5. RNAi-mediated silencing of SLIT2 decreased invasion and metastasis driven by ROBO1
overexpression in SGC7901-M (A) and SGC7901-NM-POU2F2 cells (B).
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Figure S6. POU2F2 overexpression led to an Epithelial-mesenchymal transition indicated by markers
expression. Western blot (A) and Immunofluorescence (B) results showed that POU2F2
overexpression cells characterized by gain of mesenchymal markers (Vimentin, MMP2 and MMP9)
and loss of epithelial gene express (B-catenin, E-cadherin).
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Figure S7. ChIP-PCR sequencing results showed that NF-?B can bind to the POU2F2 promoter.
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Figure S8. pBabe-Puro-IKBalpha-mut abrogated the LPS-mediated increase in NF-?B activation.
SGC7901-NM was transduced with the pBabe-Puro-IKBalpha-mut vector encoding a NF-?B specific
inhibitor or an empty vector. Cells were stimulated with 10 pg/ml LPS for 4 h, NF-?B activity was
detected by a reporter gene. NF-?B activity was increased in SGC7901-NM-vector cells, whereas
there was almost no change in SGC7901-NM-IKBalpha-mut cells.
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Figure S9. MiR-218 expression levels were analyzed by qPCR.
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Figure S10. NF-?B activity was detected by a reporter gene.
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Table S1. Prognostic factors in patients with gastric cancer by univariate analysis.

95%
Parameter n P value Hazard Ratio Confidence
Interval
Gender
Male 62
0.479 1.224 0.700 - 2.141
Female 28
Age
<60 31
0.328 0.751 0.423-1.333
> 60 59
Location
Cardia 12 0.061
Fundus/body of stomach 15 0.032 0.310 0.106 - 0.906
Antrum 55 0.246 0.582 0.233-1.454
Diffuse 8 0.015 0.373 0.169 - 0.825
Tumor size
<5cm 30
0.014* 0.456 0.244 - 0.852
>5cm 60
Invasion depth
Without Infiltration into 1
serous layer 0.047* 0.307 0.096 - 0.986
Infiltration into serous layer 79
Lymph node metastasis
negative 25
. 0.000* 0.169 0.067 - 0.426
positive 65
Lymphatic and/or vascular invasion
negative 72
. 0.238 0.687 0.368 - 1.283
positive 18
AJCC stage
[/10 25
0.001* 0.259 0.117 - 0.575
HI/1vV 65
POU2F2 expression
Negative 31
. 0.000* 0.129 0.055 - 0.304
Positive 59




Table S2. Multivariate analysis using the Cox proportional hazards model.

95%
Parameter n P value Hazard Ratio Confidence
Interval
Location
Cardia 12 0.440
Fundus/body of stomach 15 0.112 0.401 0.130 - 1.236
Antrum 55 0.387 0.660 0.258 - 1.691
Diffuse 8 0.202 0.585 0.257 - 1.333
Tumor size
<5cm 30
0.102 0.551 0.270- 1.125
>5cm 60
Invasion depth
Without Infiltration into 1
serous layer 0.943 1.049 0.283 - 3.885
Infiltration into serous layer 79
Lymph node metastasis
negative 25
. 0.819 0.823 0.156 - 4.340
positive 65
AJCC stage
[/1I 25
0.015* 0.349 0.149 - 0.816
/v 65
POU2F2 expression
Negative 31
. 0.023* 0.167 0.036 —0.780
Positive 59




Table S3. Sequence of primers used in the study.

Gene Primer Sequence (5'-3")

Forward primer ATAGCACAGCCTGGATAGCAACGTAC
GAPDH  Reverse primer CACCTTCTACAATGAGCTGCGTGTG

Forward primer GCCGGAGCGGTCGAGTTCTG
POU2F2  Reverse primer GTACAGCTCGTCCAGGCCGC

ROBO1 Forward primer GACTTCAAATTAATATATATTAAGA
promoter Reverse primer TTCCATCAATGACAATGGCGTCA

POU2F2 Forward primer GCTGAAATGGGAGCGCCGCAGC
promoter  Reverse primer CTGAGGATCAGAGAGGTGAGCAGTA

Table S4. Interference targets of each gene involved in the study.

Gene Symbol NO. Target Seq

POU2F2- ShRNA1 ~ TCAACGATGCAGAGACTAT
POU2E? POU2F2- ShRNA2 ~ TACCGACACCAAATCTATT
NM_002698 POU2F2- shRNA3  ACACAGACACCGAAAGAAA
POU2F2- sShRNA4  GTACAAAGATCAAGGCTGA
ROBO1-shRNAL  GGCATATTTGGAAGTTACA
ROBOL ROBO1- shRNA2  AGACAAAGAGAACAAGCAA

NM_002941 ROBO1-shRNA3  CACCAGCAAGGATGTATTT
ROBO1-shRNA4  CCACCATTTCATGGAAGAA

IKK-B

AF080158.1 IKK-B- shRNA AAAGTGTCAGCTGTATCCT
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