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Abstract

The Kaposi’s sarcoma-associated herpesvirus (KSHV) is the etiologic agent of Kaposi’s sarcoma
(KS)—one of the most common tumors arising in the setting of immune suppression. Hallmarks
of KS lesions include KSHV-infected cells of endothelial lineage and neocangiogenesis. Pro-
migratory factors secreted in the tumor microenvironment by KSHV-infected cells promote
endothelial cell (EC) migration and angiogenesis, but existing approaches targeting these
pathways are not widely utilized for KS. This underscores the need for additional characterization
of KSHV-host interactions relevant to EC pathogenesis to identify new therapeutic targets. We
recently demonstrated that de novo infection by KSHV promotes EC invasion through
upregulation of emmprin—a multifunctional glycoprotein previously shown to induce tumor cell
invasion and regional angiogenesis through upregulation of signal transduction and promotion of
tumor-stroma interactions. The present study was undertaken to determine whether EC invasion
for KSHV-infected cells is induced through activation of specific signal transduction pathways
and pro-angiogenic factors by emmprin. We found that KSHV activation of emmprin induces
PI3K/Akt- and mitogen-activated protein kinase (MAPK)-dependent secretion of vascular
endothelial growth factor (VEGF). Moreover, EC invasion following de novo infection is induced
by emmprin-dependent PI13K/Akt and MAPK activation of VEGF. These findings support the
potential utility of targeting emmprin for reducing VEGF secretion and EC migration in the KS
microenvironment.
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Introduction

Kaposi’s sarcoma-associated herpesvirus (KSHV) is the etiologic agent for Kaposi’s
sarcoma (KS)1—the most common AlDS-associated tumor worldwide and an important
cause of morbidity and mortality for HIV-infected patients.2 Acquisition of a migratory or
invasive phenotype represents one hallmark of KSHV-infected EC, with implications for
both viral dissemination and angiogenesis within KS lesions.3 KSHV-encoded proteins
induce EC secretion of soluble factors that promote cell migration and angiogenesis,
including matrix metalloproteinases (MMPs), interleukin-8 (IL-8), IL-6, and vascular
endothelial growth factor (VEGF).3-6 Existing data support the potential utility of inhibitors
targeting mechanisms of angiogenesis for the treatment of KS, although toxicities and a lack
of more extensive clinical trial data have limited their widespread clinical use.”-10 A better
understanding of KSHV-host interactions regulating cell migration and angiogenesis may
elucidate safer and more effective therapeutic approaches for KS.

The multifunctional transmembrane protein known as the extracellular matrix
metalloproteinase inducer (emmprin; CD147) initiates expression and secretion of multiple
MMPs, thereby promoting tumor cell invasion.1! Several studies suggest that emmprin
regulation of signal transduction initiates secretion of pro-migratory factors by tumor cells
and stromal cells in the tumor microenvironment.12-15 For example, overexpression of
emmprin stimulates phosphorylation of Akt and MAPK intermediates in breast cancer cells,
and tumors propagated with these cell lines /n vivo exhibit VEGF expression along with Akt
and MAPK activation.12 MAPK signaling is also activated following upregulation of
emmprin in human myelomonocytic cells,!3 and emmprin stimulates activation of I1L-18 via
Rac 1-dependent PI3K/Akt/NF-xB and MAPK signaling pathways in murine
cardiomyocytes.1 KSHV initiates constitutive activation of PI3K/Akt, MAPK and NF-xB
during de novo infection of various cell types, including EC,16-22 and we recently reported
that enhancement of EC invasion following de novo KSHV infection results from
upregulation of emmprin by the KSHV-encoded latency-associated nuclear antigen
(LANA).23 Therefore, the present study was undertaken to determine whether KSHV/
emmprin-mediated invasion for EC is initiated through activation of specific signal
transduction pathways and pro-angiogenic factors.

Materials and Methods

Cell culture and infection assays

gRT-PCR

BCBL-1 were maintained in RPMI 1640 media (Gibco) supplemented with 10% fetal
bovine serum (FBS), 10 mM HEPES (pH 7.5), 100 U/mL penicillin, 100 pg/mL
streptomycin, 2 mM L-glutamine, 0.05 mM B-mercaptoethanol, and 0.02% (wt/vol) sodium
bicarbonate. Human umbilical vein endothelial cells (HUVEC) were grown in DMEM/F-12
50/50 medium (Cellgro) supplemented with 5% FBS. To obtain KSHV for infection
experiments, BCBL-1 cells were incubated with 0.6 mM valproic acid for 6 days, and the
concentration of infectious viral particles within concentrated culture supernatants
determined prior to infection experiments as described previously.1’

Total RNA was isolated using the RNeasy Mini kit according to the manufacturer’s
instructions (QIAGEN). cDNA was synthesized from equal total RNA using SuperScript 111
First-Strand Synthesis SuperMix Kit (Invitrogen) according to the manufacturer’s
instructions. The primers for target gene amplification are provided in Supplemental Table
1. Amplification experiments were carried out using an iCycler 1Q Real-Time PCR
Detection System (Bio-Rad), and cycle threshold (Ct) values were tabulated in duplicate for
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each gene of interest for each experiment. “No template” (water) controls were used to
ensure minimal background contamination. Mean Ct values were calculated following
completion of three independent experiments. Using Ct values for B-actin as loading
controls, fold changes for experimental groups relative to assigned controls were calculated
using automated iQ5 2. 0 software (Bio-Rad).

RNA interference

For RNA silencing, HUVEC were transfected for 48 h with either emmprin- or control non-
target-siRNAs (ON-TARGET plus SMART pool, Dharmacon) using a commercially
available transfection reagent (Dharmacon) according to the manufacturer’s instructions. 3
independent transfections were performed for each experiment, and all samples were
analyzed in triplicate for each transfection.

Transduction

For overexpression of emmprin, HUVEC were transduced as previously described with a
recombinant adenoviral vector (MO1 ~ 10) encoding emmprin, or a control vector, for 24-48
h prior to subsequent analyses.24

Inhibition of signal transduction

Selective inhibitors targeting the mitogen-activated protein kinase kinase (MEK; U0126),
Aktl1/2 (A6730), PI3K (LY294002) and NF-xB (Bay11-7082) were reconstituted according
to the manufacturer’s instructions (Sigma). Serial dilutions of these compounds were added
to cell cultures for 2 h (U0126 and Bay11-7082) or 24 h (A6730 and LY294002) and
perturbations in signal transduction confirmed using immunoblot assays (see below).

Immunoblotting

Total cell lysates (20 pg) were resolved by 10% SDS-PAGE, transferred to nitrocellulose
membranes, and immunoblotted with the following antibodies: phospho-Akt (Ser473),
phospho-p44/42 ERK (Thr202/Tyr204), phospho-NF-xB p65 (Ser536), t-Akt, t-p44/42
ERK, and t-NF-xB p65 (Cell Signaling Technologies), and emmprin (BD Pharmingen). For
loading controls, blots were reacted with antibodies detecting f-Actin (Sigma).
Immunoreactive bands were developed using an enhanced chemiluminescence reaction
(Perkin-Elmer), and visualized by autoradiography.

Transwell invasion assays

Matrigel Invasion Chambers (Becton Dickinson), containing an 8iM pore size PET
membrane with a thin layer of basement membrane covering the pores, were used in
transwell invasion assays. The chambers were hydrated for 4 h at 37°C with culture media.
After hydration, the media in the bottom of the well was replaced with fresh media, then 2 x
10* HUVEC were plated in the top of the chamber. Trypan blue staining was used to ensure
that an equal number of live cells for each group was implanted into the transwell chambers.
For experiments to determine the role of VEGF and IL-6 in cell invasiveness, 5 ng/mL of
recombinant human VEGF (LONZA) or 10 ng/mL of IL-6 (BD Biosciences) were added to
the top of chambers. After 24 h incubation, cells were fixed using 4% formaldehyde for 15
minutes at room temperature and the chambers rinsed in PBS and stained with 0.2% crystal
violet for 10 minutes. After washing the chambers 5 times with dH20, the cells at the top of
the Matrigel membrane were removed with cotton applicators. The cells at the bottom of the
membrane were counted using a phase contrast microscope. Relative invasion for cells in
experimental groups was tabulated as follows: relative invasion = # invading cells in
experimental group / # invading cells in control group.23
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ELISA

Concentrations of 1L-6, IL-8 and VEGF in culture supernatants were determined using
human IL-6 (eBioscience), IL-8 (Becton Dickinson) and VEGF-A (Pierce Biotechnology)
ELISA Kkits according to the manufacturers’ instructions.

Cell viability assays

Cell viability was assessed using a standard MTT assay.17 Briefly, a total of 5x103 cells
were incubated in individual wells in a 96-well plate for 24 h. Serial dilutions of the signal
transduction inhibitors were then added and after 24 h, cells were incubated in a 1 mg/mL
MTT solution (Sigma) at 37°C for 3 h then 50% DMSO overnight prior to determination of
optical density at 570 nm using a spectrophotometer (Thermo Labsystems).

Statistical Analysis

Significance for differences between experimental and control groups was determined using
the two-tailed Student’s t-test (Excel 8.0).

Results

KSHV induction of emmprin promotes EC invasion through upregulation of VEGF

We found previously that KSHV upregulates emmprin and emmprin-associated MMP
expression following de novo infection of endothelial cells.23 To determine whether KSHV
upregulation of emmprin induces EC secretion of pro-migratory factors other than MMP
that are associated with KS pathogenesis, we quantified VEGF-A, IL-6 and IL-8 in human
EC (HUVEC) culture supernatants following EC incubation with purified KSHV in the
context of emmprin knockdown using RNA interference (RNAI). High and low molecular
weight glycoforms of emmprin induce MMP expression,2> and we confirmed KSHV
upregulation of both high (~65 kDa) and low (~35 kDa) molecular weight glycoforms of
emmprin in HUVEC during de novo infection (Fig. 1A), as well as effective suppression of
KSHV-induced emmprin expression using RNAI (Fig. 1B). We found that emmprin
knockdown significantly reduced KSHV-initiated secretion of VEGF and IL-6 by EC (Fig.
1C, D). In contrast, emmprin knockdown had no impact on KSHV-induced secretion of I1L-8
(data not shown). Using transwell invasion assays, we also found that recombinant VEGF
(rVEGF), but not recombinant IL-6 (rIL-6), restored KSHV-induced EC invasion in the
context of emmprin knockdown (Fig. 2).

Next, we transduced HUVEC with a recombinant adenoviral vector expressing emmprin
(AdV-emmprin) as described previously?4 and confirmed that this approach resulted in
overexpression of both glycoforms of emmprin (Fig. 3A). Subsequent transwell invasion
assays revealed that overexpression of emmprin significantly enhanced EC invasion (Fig.
3B), VEGF and IL-6 secretion (Fig. 4A and B), and expression of transcripts for VEGF
receptor 2 (VEGFR?2) and the IL-6 receptor (IL-6R) (Fig. 4C and D). Overexpression of
emmprin had no impact on EC secretion of I1L-8 (data not shown), consistent with the lack
of suppression of KSHV-induced IL-8 secretion with emmprin knockdown.

KSHYV initiation of VEGF secretion and EC invasion is mediated by emmprin activation of
PI3K/Akt and MAPK signal transduction

KSHYV initiates constitutive activation of signal transduction involving PI3K/Akt, MAPK
(including the extracellular signal-regulated kinase, or ERK), and canonical (p65-dependent)
NF-xB pathways during de novo infection of EC.16-22 Moreover, existing data implicate
emmprin in the activation of these pathways in some tumors.12-15 To first determine whether
emmprin plays a role in activating these pathways in EC, we transduced HUVEC with AdV-
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emmprin and found that emmprin overexpression enhanced phosphorylation of PI3K, Akt
and ERK, but not p65 (Fig. 5A). Next, to determine whether activation of one or more of
these pathways was involved in emmprin-mediated initiation of VEGF secretion and EC
invasion, we incubated transduced cells with concentrations of selective activation inhibitors
of PI3K (2 M LY294002), Akt (2 oM A6730), and MAPK (10 tM U0126) exhibiting no
discernable cytotoxicity for HUVEC using standard MTT assays (Fig. S1). We found that
inhibition of PI3K, Akt, or MAPK activation significantly suppressed emmprin-induced
VEGF secretion and invasion for HUVEC (Fig. 5B and C). To extend the relevance of these
findings, we used signal transduction inhibitors to selectively suppress KSHV-induced
PI3K, Akt, or MAPK activation during de novo infection of HUVEC (Fig. S2). Of note,
individual inhibitors had little or no impact on phosphorylation of intermediates other than
their intended targets (for example, inhibition of PI3K had no impact on p65
phosphorylation), indicating that these pathways are not interdependent in HUVEC. We
found that suppression of KSHV-induced PI13K, Akt, and MAPK activation also suppressed
KSHV-initiated invasion for EC (Fig. 6). Furthermore, overexpression of emmprin restored
invasiveness for KSHV-infected HUVEC in the presence of PI3K/Akt or MAPK inhibition
(Fig. 6). These findings suggest that KSHV initiates EC invasion through upregulation of
emmprin-mediated activation of PI3K/Akt and MAPK signaling.

Discussion

Existing data indicate that emmprin-induced signal transduction facilitates cancer
pathogenesis, including activation and secretion of pro-migratory factors.12-15 KSHV also
induces signal transduction and EC secretion of pro-migratory factors,3-6: 16-22 and we
previously described KSHV upregulation of emmprin expression and emmprin-dependent
invasion for EC.23 The present study was undertaken to identify specific signal transduction
pathways and pro-migratory factors through which emmprin facilitates invasion for KSHV-
infected EC.

We found that KSHV upregulation of emmprin, or ectopic overexpression of emmprin,
induces secretion of VEGF and IL-6 by EC. In addition, rVEGF, but not rIL-6, restores
invasiveness for KSHV-infected EC in the context of emmprin knockdown. Collectively,
these data suggest that VEGF is a key mediator of emmprin-induced EC invasion during
KSHV infection. IL-6 is present within the KS microenvironment and the peripheral
circulation of patients with KSHV-associated tumors.26-28 |n addition to its role in the
induction of cell migration and angiogenesis,2®: 30 IL.-6 may also impair dendritic cell
maturation (putatively suppressing virus- or tumor-specific immune activation) and promote
B cell expansion (putatively increasing availability of B cell targets for expansion of the
viral reservoir) in the microenvironment of KSHV-associated tumors.31- 32 Qur observation
that both PI3K/AKkt and IL-6 activation are emmprin-dependent in KSHV-infected EC is in
agreement with existing data indicating that IL-6 activation is PI3K/Akt-dependent for some
cancer cells.30 Additional studies are, therefore, warranted to determine the significance of
emmprin-induced IL-6 secretion by KSHV-infected EC in the local environment. Our data
also suggest that IL-8 activation following KSHV infection of EC is emmprin-/independent
since targeting emmprin had no impact on KSHV induction of I1L-8 secretion. Moreover, we
found that ectopic overexpression of emmprin did not induce canonical activation of NF-xB
in HUVEC, consistent with published data indicating that KSHV activation of IL-8 is NF-
xB-dependent.>: 33

We found that KSHV-induced VEGF secretion and EC invasion are mediated through
KSHYV upregulation of emmprin and activation of PI3K/Akt and MAPK pathways. We
focused on PI3K/Akt, MAPK, and canonical NF-xB signaling since existing data support
activation of these pathways by both emmprin12-14 and KSHV.16-22 Qur data are in
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agreement with published data supporting a role for KSHV in autocrine and paracrine
induction of VEGF secretion through activation of PI3K/Akt and MAPK.18: 22 We have also
previously demonstrated emmprin induction of chemotherapeutic resistance for KSHV-
infected lymphoma cells.3* PI3K/Akt and MAPK signaling are linked with
chemotherapeutic resistance for many cancer cell types,32-40 and clinical data indicate that
many KS tumors are resistant to chemotherapy.*1: 42 These findings justify future studies to
determine whether KSHV induction of emmprin facilitates drug resistance during de novo
infection through activation of PI3K/Akt and/or MAPK signaling.

We observed no inhibition of KSHV-induced p65 phosphorylation in the presence of
selective inhibition of PI3K/Akt activation. These results conflict with other studies showing
that KSHV-encoded genes expressed in other cell lines induce PI3K/Akt-dependent
canonical NF-xB activation,19 and that Akt phosphorylation of IKB-kinase (IKK) facilitates
tumor necrosis factor (TNF)-mediated canonical activation of NF-xB.43 We hypothesize
that interdependence of PI3K/Akt and NF-xB activation in KSHV-infected cells is cell type-
specific. This underscores the importance of using primary cells and relevant cell lines when
addressing questions related to interdependence of signal transduction pathways for KSHV-
associated cancers. We also observed that ectopic overexpression of emmprin induced EC
invasiveness, although it did not induce p65 phosphorylation in HUVEC. Data published by
our group and others have revealed a role for NF-xB in KSHV-induced secretion of VEGF
and invasiveness for KSHV-infected EC.18: 44 Therefore, it is possible that NF-xB-induced
invasiveness for KSHV-infected cells is emmprin-independent. However, our studies do not
address whether inhibition of specific signal transduction pathways inhibits upregulation of
emmprin itself in KSHV-infected cells. In fact, existing data indicate that NF-xB plays a
role in transactivation of emmprin.4> Therefore, an alternative possibility is that inhibition of
signal transduction suppresses KSHV-mediated EC invasion through suppression of KSHV
gene expression (if accomplished prior to viral entry and nuclear trafficking), or KSHV-
induced expression of emmprin which is itself dependent upon NF-xB, MAPK, or other
signaling intermediates. Additional studies are, therefore, needed to identify signaling
pathways and transcription factors responsible for KSHV-induced emmprin expression23
and the role of other KSHV-encoded genes in emmprin-mediated pathogenesis.

In summary, our data suggest that targeting emmprin as a therapeutic approach for KS may
suppress pathogenesis for KSHV-infected EC in the tumor microenvironment through
inhibition of KSHV-induced VEGF and IL-6 production and EC migration. It is possible
that complimentary, emmprin-independent mechanisms induced by KSHYV, including NF-
xB-mediated activation of 1L-8, may circumvent these effects. Additional studies, including
in vivo models incorporating inhibitors of emmprin and related pathways, may clarify
whether targeting emmprin is a viable strategy for the treatment and prevention of KSHV-
associated pathogenesis while helping to identify other emmprin-dependent pathogenic
determinants of KS progression.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.
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Figure 1. Targeting emmprin suppresses VEGF and | L-6 secretion during KSHYV infection of
endothelial cells

(A, B) HUVEC were incubated with media (mock) or purified KSHV (K) for 2 h (A), in
some cases following their transfection for 48 h with control siRNA (n-siRNA) or emmprin-
SiRNA (e-siRNA) (B). Cells were subsequently incubated in fresh media for an additional
24 h prior to performance of immunoblots to identify high (~65 kDa) and low (~35 kDa)
MW glycoforms of emmprin. B-actin was identified for loading controls. Data shown
represent one of three independent experiments. (C, D) Cells were treated as in (B) and
concentrations of VEGF and IL-6 in culture supernatants determined using ELISAs. Error
bars represent the S.E.M. for three independent experiments. ** = p<0.01.

Int J Cancer. Author manuscript; available in PMC 2013 August 15.



1X31-)lew1a1ems 1X31-){Jewiaremsg

1Xa1-)lewarems

Dai et al.

Page 11

mock

e-siRNA+K

K
.

2.0

1.0 -

0.0 -
©
‘(\0

Relative Invasion
w B
o o
\
‘ F

Figure 2. Targeting emmprin suppresses KSHV-induced, VEGF-dependent invasion for
endothelial cells

HUVEC were incubated with media (mock) or purified KSHV (K) for 2 h, in some cases
following their transfection for 48 h with control siRNA (n-siRNA) or emmprin-siRNA (e-
SiRNA). Cells were subsequently incubated in fresh media for an additional 24 h prior to
completion of transwell invasion assays in the presence or absence of 5 ng/mL recombinant
human VEGF or 10 ng/mL recombinant human IL-6. Relative invasiveness was calculated
as described in Methods. Error bars represent the S.E.M. for three independent experiments.
** = p<0.01.
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Figure 3. Ectopic expression of emmprin induces endothelial cell invasion

(A) HUVEC were transduced using a recombinant human emmprin-encoding adenovirus
(AdV-emmprin), or control adenovirus (AdV), and expression of emmprin and p-actin (for
loading controls) was quantified 48 h later by immunaoblotting. Data shown represent one of
three independent experiments. (B) Cells were treated as (A), then transwell invasion assays
performed to determine relative invasiveness as detailed in Methods. Error bars represent the
S.E.M. for three independent experiments. ** = p<0.01.
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Figure 4. Ectopic expression of emmprin induces expression and secr etion of VEGF and IL-6 by
endothelial cells
HUVEC were transduced using AdV-emmprin or control vector for 48 h, and concentrations

of VEGF (A) and IL-6 (B) in culture supernatants determined using ELISAs. In parallel,
transcripts encoding VEGF receptors 1 and 2 (C) and the IL-6 receptor (D) were quantified
using gRT-PCR as detailed in Methods and normalized using non-transduced control cells
(con). Error bars represent the S.E.M. for three independent experiments. ** = p<0.01.
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Figure5. Ectopic expression of emmprin increases endothelial cell invasion through activation of
PI3K/Akt and ERK signaling

(A) HUVEC were transduced with AdV-emmprin or control vector (AdV) for 48 h, then
total and phosphorylated signaling intermediates identified using immunoblots. p-actin was
also identified for loading controls. (B) Cells were transduced as (A), then incubated with
either drug vehicle (DMSO) or specific inhibitors of MEK (10 M U0126) for 2 h, Akt1/2
(2 oM AB730) or PI3K (2 .M LY294002) for 24 h. Concentrations of VEGF in culture
supernatants were then determined using ELISAs. (C) Cells were transduced and incubated
with signal transduction inhibitors as in (B) then transwell invasion assays were performed
to determine relative invasiveness as detailed in Methods. Error bars represent the S.E.M.
for three independent experiments. ** = p<0.01.
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Figure 6. KSHV induction of endothelial cell invasion is mediated through emmprin-dependent
activation of PI3K/Akt and MAPK signaling

HUVEC were incubated with media (mock) or purified KSHV (K) for 2 h, then incubated
with either drug vehicle (DMSO) or specific inhibitors of NF-xB (10 .M Bay11-7082
[Bay11]) or MEK (10 pM U0126) for 2 h, Akt1/2 (2 .M A6730) or PI3K (2 uM
LY294002) for 24 h. Some cells were transduced during drug incubation with AdV-
emmprin or control vector (AdV) for 48 h as shown. Transwell invasion assays were then
performed to determine relative invasiveness as detailed in Methods. Error bars represent the
S.E.M. for three independent experiments. ** = p<0.01 (relative to K + DMSO group); ## =
p<0.01 (relative to K + drug + AdV groups).
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