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Abstract
Natural killer (NK) cells are potent immune effector cells capable of mediating antitumor responses. Thus,

during immunoediting, tumor cell populations evolve strategies to escape NK-cell–mediated recognition. In this
study, we report a novel mechanism of immune escape involving tumor cell shedding of B7-H6, a ligand for the
activating receptor NKp30 that mediates NK-cell binding and NK-cell–mediated killing. Tumor cells from
different cancer entities released B7-H6 by ectodomain shedding mediated by the cell surface proteases "a
disintegrin andmetalloproteases" (ADAM)-10 and ADAM-17, as demonstrated through the use of pharmacologic
inhibitors or siRNA-mediated gene attenuation. Inhibiting this proteolytic shedding process increased the levels
of B7-H6 expressed on the surface of tumor cells, enhancing NKp30-mediated activation of NK cells. Notably, we
documented elevated levels of soluble B7-H6 levels in blood sera obtained from a subset of patients with
malignant melanoma, compared with healthy control individuals, along with evidence of elevated B7-H6
expression in melanoma specimens in situ. Taken together, our results illustrated a novel mechanism of immune
escape in which tumor cells impede NK-mediated recognition by metalloprotease-mediated shedding of B7-H6.
One implication of our findings is that therapeutic inhibition of specific metalloproteases may help support
NK-cell–based cancer therapy. Cancer Res; 74(13); 3429–40. �2014 AACR.

Introduction
Natural killer (NK)-cell activation is determined by a delicate

balance of signals received via inhibitory and activating recep-
tors (1–3). Inhibitory receptors mainly recognize self-MHC
class I molecules. Activating receptors, such as natural cyto-
toxicity receptors (NCR), or NKG2D, interact with virus-,
stress-, transformation-, or senescence-inducible ligands
(1, 4, 5). These ligands are normally not expressed on the cell
surface of healthy cells. Tumor cells frequently express high
levels of activating NK-cell receptor ligands and low levels of

MHCclass I rendering these cells highly susceptible toNK-cell–
mediated lysis (6).

The family of NCRs comprises three members, NKp30 (7),
NKp44, and NKp46, all of which are involved in the killing of
tumor cells (7, 8). Recently, B7-H6 (natural cytotoxicity trig-
gering receptor 3 ligand 1, NR3LG1) was identified as a tumor
cell surface–expressed ligand for NKp30 (natural cytotoxicity
triggering receptor 3, NCR3; ref. 9). Neither NKp30 nor B7-H6
orthologues exist in mice. B7-H6 is a 454-aa-long type I
transmembrane protein with a predicted molecular weight of
51 kDa belonging to the B7 family (9). The extracellular domain
of B7-H6 comprises two immunoglobulin-like domains and
harbors several potential N-glycosylation sites (9, 10). The
interaction of B7-H6 on tumor cells with NKp30 on NK cells
leads to efficientNK-cell activation and target cell killing (9). To
date, B7-H6 expression was found on tumor cell lines or
monocytes and neutrophils after inflammatory stimulation
and has not been detected on healthy cells (9, 11, 12). So far,
mechanisms regulating B7-H6 expression on tumor cells are
still poorly explored. To evaluate B7-H6 as a potential target for
tumor therapy, it is crucial to obtain an in-depth understand-
ing about its expression and regulation.

Release of soluble ligands for the activating NK-cell receptor
NKG2D has been implied in immune escape mechanisms of
tumor cells from NK- or T-cell–mediated killing (13, 14). The
release of soluble NKG2D ligands was described to be either
mediated by proteases and/or by exosomal secretion (15–21).
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In several studies, soluble NKG2D ligands were shown to
downregulate NKG2D expression on effector T and NK cells
impairing their cytotoxic potential against NKG2D ligand–
expressing target cells (15, 22, 23). Elevated levels of soluble
NKG2D ligands were detectable in sera of patients with cancer
and were found to correlate with advanced disease (23–26) or
poor clinical outcome (23, 27) in certain malignancies.

Our initial observation that certain tumor cell lines
expressed comparably high B7-H6 mRNA levels but showed
only low cell-surface B7-H6 protein expression, led us to search
for posttranscriptional regulatory mechanisms of B7-H6
expression on tumor cells. In our study, we identified ectodo-
main shedding of B7-H6 by the metalloproteases "a disintegrin
and metalloproteases" (ADAM)-10 and ADAM-17 from the
cell surface of tumor cells as a crucial mechanism of expres-
sion regulation of B7-H6. After metalloprotease inhibitor
treatment, B7-H6 surface expression was increased, leading
to enhanced NKp30-dependent NK-cell degranulation. Fina-
lly, elevated amounts of soluble B7-H6 were detectable in sera
of a subset of patients with melanoma compared with healthy
individuals. Thus, our study uncovers a novel mechanism of
B7-H6 regulation on tumor cells involving metalloproteases
and might help to design more effective regimens for cancer
treatment.

Materials and Methods
Cells, sera, and melanoma samples

Cell lines AsPC-1, Capan-1 (pancreatic adenocarcinoma),
A375, SK-Mel-37 (melanoma), CaSki, SiHa, HeLa (cervical
carcinoma), HCT-116 (colon carcinoma), A549 (lung adeno-
carcinoma), MDA-231, MCF-7 (breast carcinoma), and HepG2
(hepatocellular carcinoma) were cultured in complete DMEM
supplemented 10% fetal calf serum, 1% L-glutamine (all from
Invitrogen), and 1% penicillin/streptomycin (Sigma Aldrich).
The pancreatic adenocarcinoma cell lines BxPC-3/VC and
BxPC-3/B7-H6, the melanoma cell lines SK-Mel28/VC and
SK-Mel28/B7-H6, and the breast carcinoma cell line MCF-7/
VC and MCF-7/B7-H6 [retrovirally transduced with pMXneo
(Vector Control, VC) or pMXneo-CD8L-Myc tag-B7-H6, respec-
tively, as previously described in ref. 28] were maintained in
RPMI 1640 (Sigma) containing 10% fetal calf serum, 1% L-
glutamine, 1% penicillin/streptomycin, and 300 mg/mL G418
(Invitrogen). For the detection of soluble B7-H6 in cell culture
supernatants, cells were grown in OptiMEM I (1�) þ Gluta-
MAX-I (Invitrogen). Before analysis, supernatants were 5�
concentrated (BxPC-3/B7-H6) or 10� concentrated (all other
cell lines) using Amicon Ultra-4 Centrifugal Filters (Merck
Millipore). NK-92 CI were cultured as described (29). NK-cell
isolation from buffy coats of healthy donors was performed as
specified (30). NK cellswere cultured overnight inCellGro Stem
Cell Growth Medium (CellGenix) with 10% human AB serum
(PAA) and 200 U/mL recombinant human interleukin 2 (IL2;
NIH). Cell lines were routinely tested for contamination by the
Multiplex cell Contamination Testing service at the German
Cancer Research Center. Serum samples from patients with
disease stage IV melanoma were selected from a deep-frozen
serum bank hosted by the Department of Dermatology at the
University Hospital Essen. All samples were obtained and

processed following a standardized protocol as previously
described (27). Serum was harvested and immediately frozen
at �20�C. Thereafter, all samples underwent none or only one
additional freeze–thaw cycle before the final thawing for anal-
ysis. Selection criteria were histologically confirmedmelanoma,
documentation of medical history, and follow-up. Patient sera
and melanoma tumor tissue were obtained after written
informed consent and with approval of the local ethics com-
mittee (University Hospital Essen, approval number: 11-4715).

Reagents
For flow cytometry, antibodies (Abs) specific for the follow-

ing antigens were used: B7-H6 (1.18, produced as describ-
ed; ref. 31), CD107a-FITC (H4A3; Biolegend), CD45-APC (HI30;
Biolegend), CD56-APC (HCD56;Biolegend), goat anti-mouse-PE
(Dianova), goat anti-human-PE (Jackson Immuno-Research),
and isotype controls mIgG1-FITC (MOPC-21; Biolegend),
mIgG2a (MOPC-173; Biolegend). CD99-FP (Control-FP) and
NKG2D-FP were obtained from R&D Systems. For ELISA the
following Abs were generated: clone 284 1.3 [generated against
the following peptide of B7-H6: WEKQTQKFPHPIEISC (aa177–
191)]; biotinylated 796 anti-B7-H6 [epitope LKLNSSQEDPGT-
VYQC (aa213–228), commissioned from Eurogentec]. The 797
anti-B7-H6 [peptide-purified rabbit anti-B7-H6 (epitope WEK-
QTQKFPHPIEISC, aa177–191), commissioned from Eurogentec]
was used for immunoblot analysis. In functional assays, NK cell
receptors were blocked with mAbs against NKp30 (P30-15;
Biolegend), NKG2D (BAT221; Miltenyi Biotech), or mIgG1 iso-
type control (11711; R&D) at a concentration of 5 mg/106 cells.
Batimastat (BB94; Calbiochem), Marimastat (M2699; Sigma
Aldrich), GI254023X, and GW208264X (kindly provided by
Andreas Ludwig, Aachen, Germany and Stefan Rose-John, Kiel,
Germany) were used as indicated. Phorbol 12-myristate 13-ace-
tate (PMA) and ionomycin were purchased from Sigma.

ELISA
Plates were coated with 5 mg/mL mouse anti-B7-H6 mAb

(clone 284 1.3), washed and blocked by addition of 200 mL 10%
BSA in PBS for 2 hours at room temperature. As standard, B7-H6-
Fc (a fusion protein of the extracellular domain of B7-H6 and an
Fc mutein) diluted 1:3 in normal serum was used. B7-H6-Fc was
produced inHEK293T cells from the construct pcDNA3.1(þ)-SP-
B7-H6-Fc mutein-SBP-tag as previously described (32). The stan-
dard and samples (diluted in 10% BSA/PBS/0.05% Tween20) were
added at 100 mL per well and the plates were incubated overnight
at 4�C. For analysis of patient samples, sera were prediluted 1:3
in PBS/0.05% Tween20. After incubation, plates were washed and
B7-H6 protein was detected with the biotinylated rabbit anti-
B7-H6 796 antibody at a final concentration of 1 mg/mL in PBS/
0.05% Tween20 for 2 hours at room temperature. After washing,
streptavidin-HRP (1:200; R&D) was added for 30minutes at room
temperature. Subsequently, plates were washed and developed
using 3,30,5,50-tetramethylbenzidine (TMB) Liquid Substrate Sys-
tem (Sigma). The absorbance was measured at 450 nm.

Degranulation assay
Assays were performed with target cells pretreated with

batimastat or DMSO and washed twice to remove the
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compounds. NK-92CI or healthy donor NK cells activated
overnight with IL2 were used as effectors after incubating
of NK-cell receptors with specific mAbs or respective isotype
controls. Targets and effectors were cocultured as described
(30). NK cells were analyzed for expression of CD107a
by flow cytometry after gating on CD56þ or CD45þ 7-AAD�

cells. The % specific degranulation was calculated as
follows: (% experimental degranulation) � (% spontaneous
degranulation).

Statistical analysis
Analyses of significance were performed with Student t test

or Mann–Whitney U test using GraphPad Prism 5.

Results
Soluble B7-H6 is detectable in the supernatants of tumor
cell lines
To obtain a comprehensive understanding about the

expression of B7-H6, cell lines derived from different tumor
entities were analyzed for relative B7-H6 mRNA expression
(Fig. 1A) and B7-H6 cell surface expression (Fig. 1B). In
certain cell lines such as BxPC-3 and HepG2, comparatively
high mRNA levels but intermediate B7-H6 surface expres-
sion were observed. This suggests that B7-H6 might be
regulated on the posttranscriptional level in these cell lines.
Thus, we analyzed the possibility of shedding of B7-H6 from
the cell surface of tumor cells of various tumor entities with
different levels of B7-H6 expression. Western blot analyses of
concentrated supernatants harvested after 24 or 48 hours of
culture revealed the presence of B7-H6 with a molecular
weight of approximately 50 to 75 kDa (Fig. 1C). Because B7-
H6 harbors several predicted N-glycosylation sites (9, 10),
PNGase F treatment to cleave sugar residues was performed.
Indeed, after PNGase F treatment of cell lysates and super-
natants from BxPC-3 pancreatic carcinoma cells that over-
express B7-H6 containing an N-terminal myc-tag a distinct
band of approximately 55 kDa in the cell lysate and of 30
kDa in the supernantant was detected (Fig. 1D). The 55 kDa
band corresponds to the size of full-length B7-H6 and the 30
kDa band to the size of the extracellular domain both
including the myc-tag. Similar results were obtained when
blots were developed with an anti-myc mAb (Fig. 1E). To
quantify levels of soluble B7-H6, we established a sandwich
ELISA (Fig. 1F, left). In concordance with the results
obtained in Western blots, soluble B7-H6 was also detected
by ELISA in the supernatants of these cell lines (Fig. 1F,
right).

Tumor cell supernatants modulate NKp30 expression
regardless of the presence or absence of soluble B7-H6
Previous reports demonstrated downregulation of the acti-

vating NK-cell receptor NKG2D by cell-bound and soluble
NKG2D ligands such as MICA (22, 24, 33). To investigate
whether soluble B7-H6 would have a similar effect on NKp30
expression, supernatants of B7-H6 overexpressing BxPC-3, SK-
Mel28, and MCF-7 cell lines and their corresponding vector
control cells were tested for their impact on NKp30 expression.

As expected, supernatants form BxPC-3, SK-Mel28, andMCF-7
vector control cell lines contained low or no soluble B7-H6, but
BxPC-3, SK-Mel28, and MCF-7 cells overexpressing B7-H6
contained high levels of soluble B7-H6 (Supplementary
Fig. S1B). NK92-CI cells that express high levels of NKp30 were
incubated with supernatants concentrated as indicated and
surface expression of NKp30 was analyzed. Supplementary
Fig. S1C shows that supernatants from tumor cell lines down-
regulated NKp30 expression regardless of the presence/
absence of soluble B7-H6, indicating that in these superna-
tants, other factors than B7-H6 were responsible for the
modulation of NKp30 surface levels.

Shedding of B7-H6 is inhibited by the MMP/ADAM
inhibitor batimastat

Because matrix metalloproteases (MMP) and ADAMs play
an important role in proteolytic shedding of cell surface
molecules from tumor cells such as NKG2D ligands (18–20),
we investigated the effect of metalloprotease inhibitors on
the release of B7-H6 from tumor cells. Batimastat is known
to inhibit shedding mediated by MMP-1, -2, -3, -7, and -9 as
well as ADAM-8 and -17, dependent on the applied amounts
(IC50 ¼ 3, 4, 20, 6, 4, 51.3, and 19 nmol/L, respectively) (34).
To determine whether proteolytic shedding was involved in
the generation of soluble B7-H6, we treated BxPC-3/B7-H6
pancreatic carcinoma with the indicated concentrations of
batimastat. Upon batimastat treatment, profoundly reduced
levels of soluble B7-H6 in the supernatants were observed in
Western blot analysis and ELISA (Fig. 2A). In parallel, cell
viability was not affected. To verify that shedding of B7-H6
by metalloproteases was not restricted to BxPC-3/B7-H6
cells, we treated additional cell lines that endogenously
express B7-H6 with batimastat (Fig. 2B). Similar results were
obtained with these cell lines, indicating that B7-H6 is
released from tumor cell lines derived from several tumor
entities by MMPs and/or ADAM proteases.

Batimastat upregulates B7-H6 surface expression on
tumor cells and leads to enhanced NKp30-dependent
degranulation of NK cells

The interaction of NKp30 with B7-H6 expressing targets was
shown to enhance degranulation of NK cells (9). Therefore, we
investigated whether treatment of tumor cells with batimastat
modulates NKp30-dependent NK-cell activation. Treatment of
BxPC-3/B7-H6 with batimastat reduced the amount of soluble
B7-H6 (Fig. 2). In parallel, cell surface levels of B7-H6 were
increased (Fig. 3A). Next, we asked whether batimastat-medi-
ated upregulation of B7-H6 on target cells results in improved
recognition byNK cells. Pretreated target cells were cocultured
with NK-92 CI effector cells thatmainly exert effector functions
via NKp30 (35). As shown in Fig. 3B, pretreatment of targets
with batimastat significantly increased degranulation of NK-92
CI cells. Importantly, degranulation of NK cells was abrogated
by blocking with an anti-NKp30 mAb (Fig. 3C). In addition, we
assessed the impact of batimastat pretreatment of target cells
on degranulation of IL2–activated primary NK cells from
healthy donors. In concordance with previous studies (36),
batimastat treatment of tumor cells also enhanced cell surface
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levels of NKG2D ligands (Fig. 3D). Indeed, inhibitor treatment
of target cells resulted in an enhanced effector function of
primary NK cells that was largely inhibited by addition of a
blocking anti-NKp30 mAb and was further decreased by a
blocking anti-NKG2D mAb (Fig. 3E). Together, these data
demonstrate that upregulation of B7-H6 by batimastat on
tumor cells increases NKp30-dependent activation of NK
cells.

ADAM-10/-17 are involved in the shedding of B7-H6
Because batimastat inhibits a broad spectrum of sheddases,

we aimed at identifying specific sheddases contributing to B7-
H6 shedding. Thus, we investigated the effects of additional
metalloprotease inhibitors including marimastat, an inhibitor
for MMP-1, -2, -3, -7, -8, and -14 and ADAM-17 and GI254023X
that mainly targets ADAM-10 and GW208264X that inhibits
ADAM-10 and ADAM-17. These inhibitors reduced the
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Figure 2. Shedding of B7-H6 is
inhibited by the MMP and ADAM
protease inhibitor batimastat. A,
BxPC-3/B7-H6 were incubated for
24 hours with DMSO (solvent
control) or batimastat at the
indicated concentrations.
Concentrated supernatants were
analyzed for soluble B7-H6 via
immunoblot (top) or ELISA
(bottom). B, tumor cell lines of
different origin were incubated with
DMSO (control) or 10 mmol/L
batimastat for 24 or 48 hours.
Supernatants were harvested and
analyzed by B7-H6 ELISA. Graphs
represent the mean (n¼ 2)þ SD of
at least two (A–B) independent
experiments. �, P < 0.05.

Figure 1. Soluble B7-H6 is released by cell lines of different tumor entities. Human tumor cell lines of different origins were analyzed for B7-H6 expression.
A, relativemRNA levels of B7-H6were determined by qRT-PCR. B, cells were stained for B7-H6 surface expression and analyzed by flow cytometry. C, tumor
cell lines were cultured for 24 and 48 hours and the concentrated supernatants were analyzed by Western blot analysis for soluble B7-H6. D and E,
supernatants (s/n) and lysates were prepared from BxPC-3/B7-H6 cells after 24 hours and were incubated with (þ) or without (�) PNGase F and analyzed via
immunoblot developed with Abs specific for B7-H6 (D) orMyc-tag (E). Arrows indicate the expected sizes of full length B7-H6þMyc-tag (55 kDa) and soluble
B7-H6 (30 kDa) after deglycosylation. F, left, serial dilutions of the B7-H6-Fc were analyzed by ELISA using anti-B7-H6 mAb 284.1.3 followed by anti-B7-
H6-biotin Ab 796; right, supernatants of tumor cell lineswere analyzed for amounts of soluble B7-H6. Themean (n¼ 2)þSD from two (F) or at least three (A–E)
independent experiments is shown.
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amounts of soluble B7-H6, indicating an implication of both
ADAM-10 and ADAM-17 in B7-H6 shedding (Fig. 4A).

To provide further evidence that ADAM-10 and ADAM-17
are involved, two different siRNAs (I and II) targeting either
ADAM-10 or ADAM-17 were transfected into BxPC-3/B7-H6
cells. These siRNAs led to greatly reduced levels of ADAM-10
and ADAM-17, respectively, analyzed byWestern blotting (Fig.
4B) and by flow cytometry (Fig. 4C). Upon silencing of ADAM-

10 or ADAM-17 significantly elevated surface levels of B7-H6
were detected by flow cytometry (Fig. 4D). In parallel, siRNA-
mediated knockdown of ADAM-10 or ADAM-17 decreased the
amounts of soluble B7-H6 to similar levels (Fig. 4E). Further-
more, after treatment with PMA or ionomycin, increased levels
of soluble B7-H6 were detected in the supernatant of BxPC-3/
B7-H6 cells (Fig. 4F). Because it was shown that proteolytic
activity of ADAM-10 or ADAM-17 are mainly enhanced by

Figure 3. Batimastat increases NKp30-dependent recognition of tumor cells. A, tumor cell lines were treated for 24 hours (BxPC-3/B7-H6) or 48 hours (A375)
with 10 mmol/L batimastat and the mean fluorescence intensity (MFI) of B7-H6 was determined by flow cytometry. B, pretreated tumor cells from A were
cocultured with NK-92 CI cells for 4 hours in the presence of anti-CD107a-mAb. The percentage of CD107aþ NK cells was calculated by subtracting
the percentage of CD107aþNKcells cultured alone from the percentage of NK cells culturedwith target cells. C, NK-92CI cells fromBwere incubatedwith an
anti-NKp30-mAb or isotype control (mIgG1). D, BxPC-3/B7-H6 cells were treated for 24 hours with 10 mmol/L batimastat and the MFI of B7-H6 (left) or
NKG2D-L (right) expression was determined by flow cytometry. E, left, IL2-activated primary NK cells were used as effector cells. Degranulation assay
with BxPC-3/B7-H6 as targetswas performed as in B; right, NK-cell receptors were blockedwith the indicatedmAbs. Data represent themean (n¼ 3)þSDof
at least two independent experiments (A–E). �, P < 0.05.
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Figure 4. ADAM-10 and ADAM-17 are involved in shedding of B7-H6. A, tumor cell lines were treated with 10 mmol/L of the indicated MMP/ADAM inhibitors
for 24 hours (BxPC-3/B7-H6) or 48 hours (A375) and the supernatants were analyzed for soluble B7-H6 by ELISA. B and C, BxPC-3/B7-H6 cells were
transfected with two different siRNAs (I and II) as indicated, targeting ADAM-10 or ADAM-17, respectively, and a negative control siRNA. Knockdown
of ADAM-10/-17 after 72 hours was confirmed by Western blot analysis (B) and flow cytometry (C). D, expression of B7-H6 was determined by flow
cytometry 4 days after siRNA transfection. E, levels of soluble B7-H6 were determined by ELISA 4 days after siRNA transfection. F, BxPC-3/B7-H6 cells
were treated with 50 ng/mL PMA or 1 mmol/L Ionomycin or DMSO solvent control for 2 hours. Supernatants were analyzed for soluble B7-H6 by Western
blot analysis. Values represent the mean (n ¼ 2–4) þ SD of at least two independent experiments (A, C–E). �, P < 0.05.
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ionomycin-induced Ca2þ influx (37, 38) or by PMA treatment
(39, 40), respectively, both ADAM-10 and ADAM-17 might be
also implicated in induced B7-H6 shedding. Thus, BxPC-3/B7-
H6 cells transfected with siRNAs directed against ADAM-10 or
ADAM-17 or control siRNA were treated with PMA or iono-
mycin for 2 hours. In this experimental set-up, similar induc-
tion of soluble B7-H6 by PMA or ionomycin were observed by
Western blot analysis uponADAM-10 or ADAM-17 knockdown
compared with controls (data not shown). The disulfide isom-
erase ERp5 was described to be involved in the shedding of
MIC-A (17). Supplementary Fig. S2B shows that addition of the
disulfide isomerase inhibitors (5,5-dithiobis-(2-nitorbenzoic
acid) (DTNB) for 24 hours significantly reduced soluble B7-
H6 in A375 and BxPC-3/B7-H6 cells. Of note, DTNB was not
toxic for both cell lines at the used concentrations as shown in
Supplementary Fig. S2A. Thus, ERp5 might be involved in B7-
H6 shedding.

Elevated levels of soluble B7-H6 are detected in sera of a
subset of patients with melanoma

So far, we demonstrated that tumor cell lines express B7-H6
mRNA and release B7-H6 as a soluble form in cell culture
supernatants. To extend these studies tomalignant disease, we
analyzed B7-H6 mRNA in samples of patients suffering from
stage III and IV melanoma and healthy controls and deter-
mined the amount of soluble B7-H6 in sera. As shown in Fig. 5A,
mRNA levels of B7-H6 were increased in a subset of stage IV
melanoma samples compared with stage III melanomas and
healthy controls included in the tissue array. In sera of healthy
individuals levels of soluble B7-H6 were comparatively low/
absent (Fig. 5B). Most importantly, in a subset of patients with
stage IV melanoma significantly elevated amounts of soluble
B7-H6 compared with healthy controls were observed. These
data indicate that in sera of a subset of patientswithmelanoma
soluble B7-H6 is increased corresponding to the B7-H6 mRNA
expression pattern in melanoma samples. To investigate
whether different levels of soluble B7-H6 correlated with the
protein expression of B7-H6 determined by immunohis-
tochemistry in situ, tumor samples from three patients with
stage IVmelanomawere analyzed. Indeed, expression of B7-H6
in tumor tissuewas detected in samples from twopatientswith
melanoma containing high levels of soluble B7-H6 (37.04 and
28.54 ng/mL) in the serum (Fig. 5C; top and left bottom). In a
patient sample with low-soluble B7-H6 (5.67 ng/mL) in the
serum also low B7-H6 expression was detected in tumor tissue
(Fig. 5C; middle bottom). Thus, the amounts of soluble B7-H6
in sera of patients with melanoma correlated with the expres-
sion levels of B7-H6 in situ in the three patients analyzed. Of
note, B7-H6 was not detectable in normal epidermis (Fig. 5C;
right bottom).

Discussion
NK cells play a central role in the eradication of transformed

cells (41). However, multiple mechanisms of tumor evasion
from NK-cell–mediated antitumor activity, such as the release
of ligands for the activatingNK-cell receptor NKG2Dhave been
identified (13, 14). Our study demonstrates that tumor cells

release B7-H6, the ligand for the activating NK-cell receptor
NKp30, by ectodomain shedding, leading to decreased surface
levels of B7-H6 on tumor cells and reduced NKp30-mediated
recognition by NK cells.

B7-H6 was initially described as a tumor cell–expressed
ligand of NKp30 (9). B7-H6 is expressed on the cell surface of
many different tumor cell lines (9, 35) and on certain tumor
cells in situ but not on healthy PBMC or primary keratinocytes
(9, 35). In addition, B7-H6 has been detected onmonocytes and
neutrophils after application of inflammatory stimuli (12).
Because we observed relatively high levels of B7-H6 mRNA in
several tumor cell lines with comparatively little B7-H6 cell
surface expression, we considered the possibility of posttran-
scriptional regulatory mechanisms such as shedding of B7-H6
from the tumor cell surface. Indeed, in supernatants of tumor
cell lines of different origins, we detected B7-H6 with a molec-
ular weight of approximately 50 to 75 kDa. Following PNGase F
treatment to remove sugar residues, a distinct band of 30 kDa
was observed resembling the protein core of the extracellular
domain of B7-H6 including the N-terminal Myc-tag. As
expected, in cell lysates B7-H6 was detected at a molecular
weight corresponding to the full length glycosylated protein.
Treatment with batimastat, a broad-range metalloprotease
inhibitor, reduced the amounts of B7-H6 in supernatants,
indicating that MMP/ADAMs are involved in ectodomain
shedding of B7-H6. In parallel, we observed elevated levels of
B7-H6 cell surface expression upon inhibitor treatment, lead-
ing to enhanced NKp30-mediated recognition of tumor targets
by primary NK cells. Accordingly, it was shown that also
shedding of certain NKG2D ligands such as MICA (20), MICB
(36), and ULBP2 (21) is mediated by metalloproteases and can
be inhibited bymetalloproteinase inhibitors (19, 20, 36). Higher
levels of cell surface NKG2D ligand expression on target cells,
resulting in enhanced NKG2D-mediated NK cell activation,
were observed after inhibitor treatment. Thus,metalloprotease
inhibitor treatment not only increases surface levels of the
NKp30 ligand B7-H6 but also of NKG2D ligands, resulting in
NK-cell–mediated killing of tumor cells exerted by different
pathways.

Upon siRNA-mediated knockdown of ADAM-10 or ADAM-
17 in tumor cell lines, decreased soluble B7-H6 and augmented
B7-H6 surface expression was detected, demonstrating an
involvement of both ADAM-10 and ADAM-17. Upon silencing
of ADAM-10 or ADAM-17, B7-H6 shedding was not completely
inhibited. This partial inhibition might be because of incom-
plete knockdown of these proteases. It is also possible that
additional sheddases contributed to B7-H6 shedding. Matta
and colleagues demonstrated that monocytes and neutrophils
activated via inflammatory stimuli shed B7-H6 via exosomes
(12). In our study, tumor cell supernatants contained B7-H6 at
a molecular weight that corresponded to the B7-H6 ectodo-
main. Because proteolytic cleavage might also occur in exo-
somes (37), we cannot exclude that the B7-H6 ectodomain
might also be included in exosomes. Of note, the release of
soluble NKG2D-ligands was mediated by proteases (16–18, 20,
21, 36) and/or exosomal secretion (15, 16) depending on the
ligand and the cellular system used. B7-H6 shedding was
strongly induced by PMA or Ionomycin (Fig. 4F). Of note, the
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induced shedding of B7-H6 was not significantly altered, when
ADAM-10 or ADAM-17 were knocked down (data not shown).
The knockdown was confirmed in these experiments by West-
ern blot analysis and flow cytometry, but as shown in Fig. 4C it
was incomplete. Thus, we cannot exclude that a more efficient
knockdown of ADAM-10/-17 would have affected the strong
induction of soluble B7-H6 by PMAor Ionomycin. The addition
of a protein disulfide isomerase inhibitor, DTNB, reduced
soluble B7-H6 (Supplementary Fig. S2B), suggesting that ERp5
might be involved in B7-H6 shedding. Because this inhibitor is
relatively unspecific, further analysis has to be performed to
address the relevance of ERp5 in B7-H6 shedding.
We observed significantly elevated levels of soluble B7-H6 in

the sera of patients with melanoma compared with healthy
donors. Further studies with a larger cohort of patients have to
be performed to evaluate soluble B7-H6 as a potential bio-
marker correlated with tumor progression and patient surviv-
al. In fact, our mRNA analyses revealed higher B7-H6 mRNA
expression in stage IV melanoma compared with stage III. Our
finding that only a subset of patients with stage IV melanoma
expressed B7-H6 is intriguing. We are currently evaluating the

possible factors that might be responsible for the upregulation
of B7-H6 in these melanomas. In gastrointestinal stromal
tumors alternatively spliced NKp30 isoforms affect prognosis.
It would be informative to assess the NKp30 status of patients
with melanoma in the context of B7-H6 expression. Impor-
tantly, whenwe analyzed threemelanoma samplesmatched to
sera containing high/low levels of soluble B7-H6, B7-H6 protein
expression that mostly colocalized with tumor cells correlated
with amounts of soluble B7-H6. Thus, the analysis of soluble
B7-H6 might help to select patients that could be suited for
therapies designed to target B7-H6. Of note, also sera of
individuals that did not report any obvious manifestation of
disease contained moderate levels of soluble B7-H6. In this
context, monocytes and neutrophils activated with inflamma-
tory stimuli were shown to release B7-H6 (12). It is possible that
elevated sB7-H6 levels in so-called "healthy" individuals might
be because of certain inflammatory conditions including aller-
gies or not documented infections.

In certain studies, soluble NKG2D ligands were shown to
downregulate NKG2D expression. Soluble MICA in sera of
patients with cancer downregulated NKG2D on the cell surface

Figure 5. Elevated levels of soluble
B7-H6 are detectable in sera of
patients with melanoma compared
with healthy donors. A, B7-H6
mRNA expression was quantified
by qRT-PCR in samples of
melanomas: stage III (n¼21), stage
IV (n¼ 19), and normal skin (n¼ 3).
The expression of B7-H6 relative to
b-actin is shown.B, serumsamples
from patients suffering from
melanoma (n ¼ 93) and healthy
donors (n ¼ 32) were analyzed by
ELISA for soluble B7-H6. C, tissue
samples from normal epidermis
and stage IV melanoma
were stained for B7-H6 by
immunohistochemistry.
Magnification as indicated. Dots (A
and B) represent the mean of
duplicates. The statistical
significancewasdeterminedby the
Mann–Whitney test. P ¼ 0.017.
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of T cells and/or NK cells associated with impaired cytolysis of
tumor targets (22, 23, 33). However, in patients with melanoma
high levels of soluble NKG2D ligands in sera did not correlate
with low NKG2D expression on NK cells (27). In our study, we
incubated NK-92 CI cells with concentrated supernatants har-
vested from three different tumor cell lines transduced with
a B7-H6 containing vector or vector control that contained
soluble B7-H6 or showed no or very low levels of soluble B7-H6,
respectively. Regardless of the presence of soluble B7-H6,
NKp30 expression on NK cells was reduced in these cultures,
indicating that factors other than soluble B7-H6 in these super-
natants modulated expression of NKp30. In this context,
TGFb that is often produced by tumor cells was shown to im-
pair expression of NKp30 on human NK cells (42, 43). Neutral-
ization of TGFb did not rescue NKp30 expression when added
to the supernatant of BxPC-3/B7-H6 cells (Supplementary
Fig. S1D). Indoleamine 2,3-dioxygenase (IDO) and prostaglan-
din E2 (PGE2) released bymelanomacellswere shown to inhibit
expression of NKp30 (44). Again, treatment of BxPC-3/B7-H6
cells with IDO or PGE2 inhibitors did not rescue NKp30
expression when supernatant was transferred to NK-92 CI cells
(Supplementary Fig. S1E). Of note, BAG-6, a NKp30 ligand
without classical transmembrane domain, was not detectable
in the supernatant of BxPC-3/B7-H6 cells by specific ELISA
(data not shown). Thus, the factor responsible for NKp30
downregulation on NK92-CI cells in our experimental system
remains elusive. Recently, a soluble form of B7-H6 in sera of
sepsis patients was described that was associated with the
exosomal fraction (12). In the study by Matta and colleagues
(12), incubation of NK cells with B7-H6 positive pellets that
sedimented with the exosomal fraction led to an impairment
of NKp30 expression and function whereas B7-H6 negative
pellets failed to do so. Thus, it is possible that B7-H6 associated
with exosomes might have a different functional impact on
NK cells compared with soluble B7-H6 generated by ectodo-
main shedding. Accordingly, BAG-6 was shown to differently
affect NK-cell function in exosomal versus soluble form (45).

In summary, our results demonstrate that B7-H6 is released
from the cell surface of tumor cells by metalloproteases simi-
lar to NKG2D ligands such as MICA/B and ULBP2. Dysregula-
tion of proteolytic shedding by ADAMs is associated with
autoimmune diseases (46), infection (47), inflammation (48),
and cancer (49, 50). Increased expression of certain ADAM-
family members has been described on tumor cells of different

origin (31). These ADAMswere critically involved in promoting
tumor growth and metastasis (51, 52) and their elevated
expression levels often correlated with a shorter survival rate
of patients (53). Because ADAM-10 and ADAM-17 are ubiqui-
tously expressed in different tumors including melanoma
exhibiting tumor-promoting function (54), these ADAMs are
increasingly regarded as attractive targets for cancer therapies
(55). Treatment withmetalloprotease inhibitors led to elevated
surface levels of B7-H6 on tumor cells, resulting in enhanced
NK-cell–mediated killing. Thus, combinatorial therapies incor-
porating a novel generation of MMP/ADAM inhibitors with
NK-cell–based therapies might represent promising strategies
for cancer therapies.

Disclosure of Potential Conflicts of Interest
No potential conflicts of interest were disclosed.

Authors' Contributions
Conception and design: E. Schlecker, P. Altevogt, S. Textor, A. Cerwenka
Development of methodology: E. Schlecker, P. Altevogt, G. Moldenhauer,
A. Cerwenka
Acquisition of data (provided animals, acquired and managed patients,
provided facilities, etc.): N. Fiegler, A. Arnold, A. Sucker, A. Paschen, E.P. von
Strandmann, S. Textor, A. Cerwenka
Analysis and interpretation of data (e.g., statistical analysis, biostatistics,
computational analysis): E. Schlecker, N. Fiegler, S. Rose-John, G. Molden-
hauer, S. Textor, A. Cerwenka
Writing, review, and or revision of the manuscript: E. Schlecker, N. Fiegler,
A. Arnold, P. Altevogt, S. Rose-John, G. Moldenhauer, S. Textor, A. Cerwenka
Administrative, technical, or material support (i.e., reporting or orga-
nizing data, constructing databases): G. Moldenhauer, A. Sucker
Study supervision: A. Arnold, S. Textor

Acknowledgments
The authors thank Dr. A. Ludwig for providing the ADAM-specific inhibitors

GI254023X and GW280264X and Dr. K. Doberstein for providing siRNA controls
and for critical review of the article. The authors also thank collaboration
partners at Bayer Health Care.

Grant Support
This work was supported by the Deutsche Jos�e Carreras Leuk€amie-Stiftung

e.V. (A. Cerwenka; R11/06) and by the Cooperation Program in Cancer Research
of the Deutsches Krebsforschungszentrum (DKFZ) and the Israel's Ministry of
Science and Technology (MOST; A. Cerwenka).

The costs of publication of this article were defrayed in part by the
payment of page charges. This article must therefore be hereby marked
advertisement in accordance with 18 U.S.C. Section 1734 solely to indicate
this fact.

Received October 19, 2013; revised March 13, 2014; accepted March 22, 2014;
published OnlineFirst April 29, 2014.

References
1. Cerwenka A, Lanier LL. Natural killer cells, viruses and cancer. Nat Rev

Immunol 2001;1:41–9.
2. Vivier E, Raulet DH, Moretta A, Caligiuri MA, Zitvogel L, Lanier LL, et al.

Innate or adaptive immunity? The example of natural killer cells.
Science 2011;331:44–9.

3. Gasser S, Raulet DH. Activation and self-tolerance of natural killer
cells. Immunol Rev 2006;214:130–42.

4. RauletDH,GuerraN.Oncogenic stress sensedby the immune system:
role of natural killer cell receptors. Nat Rev Immunol 2009;9:568–80.

5. Soriani A, Zingoni A, Cerboni C, Iannitto ML, Ricciardi MR, Di Gialleo-
nardo V, et al. ATM-ATR-dependent up-regulation of DNAM-1 and
NKG2D ligands on multiple myeloma cells by therapeutic agents

results in enhanced NK-cell susceptibility and is associated with a
senescent phenotype. Blood 2009;113:3503–11.

6. Textor S, DurstM, Jansen L, Accardi R, TommasinoM, TrunkMJ, et al.
Activating NK cell receptor ligands are differentially expressed during
progression to cervical cancer. Int J Cancer 2008;123:2343–53.

7. Pende D, Parolini S, Pessino A, Sivori S, Augugliaro R, Morelli L, et al.
Identification and molecular characterization of NKp30, a novel trig-
gering receptor involved in natural cytotoxicity mediated by human
natural killer cells. J Exp Med 1999;190:1505–16.

8. Byrd A, Hoffmann SC, Jarahian M, Momburg F, Watzl C. Expression
analysis of the ligands for the Natural Killer cell receptors NKp30 and
NKp44. PLoS ONE 2007;2:e1339.

Cancer Res; 74(13) July 1, 2014 Cancer Research3438

Schlecker et al.

D
ow

nloaded from
 http://aacrjournals.org/cancerres/article-pdf/74/13/3429/2701242/3429.pdf by guest on 19 M

ay 2023



9. Brandt CS, Baratin M, Yi EC, Kennedy J, Gao Z, Fox B, et al. The B7
family member B7-H6 is a tumor cell ligand for the activating natural
killer cell receptor NKp30 in humans. J Exp Med 2009;206;
1495–503.

10. Li Y, Wang Q, Mariuzza RA. Structure of the human activating natural
cytotoxicity receptor NKp30 bound to its tumor cell ligand B7-H6.
J Exp Med 208:703–14.

11. Kaifu T, Escaliere B, Gastinel LN, Vivier E, Baratin M. B7-H6/NKp30
interaction: a mechanism of alerting NK cells against tumors. Cell Mol
Life Sci 2011;68:3531–9.

12. Matta J, Baratin M, Chiche L, Forel JM, Cognet C, Thomas G, et al.
Induction of B7-H6, a ligand for the natural killer cell activating receptor
NKp30, in inflammatory conditions. Blood;122:394–404.

13. Salih HR, Holdenrieder S, Steinle A. Soluble NKG2D ligands: preva-
lence, release, and functional impact. Front Biosci 2008;13:3448–56.

14. Champsaur M, Lanier LL. Effect of NKG2D ligand expression on host
immune responses. Immunol Rev 2010;235:267–85.

15. Ashiru O, Boutet P, Fernandez-Messina L, Aguera-Gonzalez S, Skep-
per JN, Vales-Gomez M, et al. Natural killer cell cytotoxicity is sup-
pressed by exposure to the human NKG2D ligand MICA�008 that is
shed by tumor cells in exosomes. Cancer Res 2010;70:481–9.

16. Fernandez-Messina L, Ashiru O, Boutet P, Aguera-Gonzalez S, Skep-
per JN, Reyburn HT, et al. Differential mechanisms of shedding of the
glycosylphosphatidylinositol (GPI)-anchored NKG2D ligands. J Biol
Chem 2010;285:8543–51.

17. Kaiser BK, Yim D, Chow IT, Gonzalez S, Dai Z, Mann HH, et al.
Disulphide-isomerase-enabled shedding of tumour-associated
NKG2D ligands. Nature 2007;447:482–6.

18. LiuG,AtteridgeCL,WangX, LundgrenAD,WuJD. Themembrane type
matrix metalloproteinase MMP14 mediates constitutive shedding of
MHCclass I chain-relatedmolecule A independent of A disintegrin and
metalloproteinases. J Immunol 2010;184:3346–50.

19. SalihHR,RammenseeHG,Steinle A.Cutting edge: down-regulation of
MICA on human tumors by proteolytic shedding. J Immunol 2002;169:
4098–102.

20. Waldhauer I, Goehlsdorf D, Gieseke F, Weinschenk T, Wittenbrink M,
Ludwig A, et al. Tumor-associated MICA is shed by ADAM proteases.
Cancer Res 2008;68:6368–76.

21. Waldhauer I, Steinle A. Proteolytic release of soluble UL16-binding
protein 2 from tumor cells. Cancer Res 2006;66:2520–6.

22. Groh V, Wu J, Yee C, Spies T. Tumour-derived soluble MIC ligands
impair expression of NKG2D and T-cell activation. Nature 2002;419:
734–8.

23. Hilpert J, Grosse-Hovest L, Grunebach F, Buechele C, Nuebling T,
Raum T, et al. Comprehensive analysis of NKG2D ligand expression
and release in leukemia: implications for NKG2D-mediated NK cell
responses. J Immunol 189:1360–71.

24. Wu JD, Higgins LM, Steinle A, Cosman D, Haugk K, Plymate SR.
Prevalent expression of the immunostimulatory MHC class I chain-
relatedmolecule is counteractedby shedding in prostate cancer. JClin
Invest 2004;114:560–8.

25. Holdenrieder S, Stieber P, Peterfi A, Nagel D, Steinle A, Salih HR.
Soluble MICB in malignant diseases: analysis of diagnostic signifi-
cance and correlation with soluble MICA. Cancer Immunol Immun-
other 2006;55:1584–9.

26. Holdenrieder S, Stieber P, Peterfi A, Nagel D, Steinle A, Salih HR.
Soluble MICA in malignant diseases. Int J Cancer 2006;118:684–7.

27. Paschen A, Sucker A, Hill B, Moll I, Zapatka M, Nguyen XD, et al.
Differential clinical significance of individual NKG2D ligands in mela-
noma: soluble ULBP2 as an indicator of poor prognosis superior to
S100B. Clin Cancer Res 2009;15:5208–15.

28. Tessarz AS, Weiler S, Zanzinger K, Angelisova P, Horejsi V, Cerwenka
A. Non-T cell activation linker (NTAL) negatively regulates TREM-1/
DAP12-induced inflammatory cytokine production in myeloid cells.
J Immunol 2007;178:1991–9.

29. Jarahian M, Watzl C, Fournier P, Arnold A, Djandji D, Zahedi S, et al.
Activation of natural killer cells by newcastle disease virus hemagglu-
tinin-neuraminidase. J Virol 2009;83:8108–21.

30. Textor S, Fiegler N, Arnold A, Porgador A, Hofmann TG, Cerwenka A.
Human NK cells are alerted to induction of p53 in cancer cells by

upregulation of the NKG2D ligands ULBP1 and ULBP2. Cancer Res
2011;71:5998–6009.

31. Duffy MJ, McKiernan E, O'Donovan N, McGowan PM. Role of ADAMs
in cancer formation and progression. Clin Cancer Res 2009;15:
1140–4.

32. Zanzinger K, Schellack C, Nausch N, Cerwenka A. Regulation of
triggering receptor expressed onmyeloid cells 1 expression onmouse
inflammatory monocytes. Immunology 2009;128:185–95.

33. Raffaghello L, Prigione I, Airoldi I, Camoriano M, Levreri I, Gambini
C, et al. Downregulation and/or release of NKG2D ligands as
immune evasion strategy of human neuroblastoma. Neoplasia
2004;6:558–68.

34. Giavazzi R, Garofalo A, Ferri C, Lucchini V, Bone EA, Chiari S, et al.
Batimastat, a synthetic inhibitor of matrix metalloproteinases, potenti-
ates the antitumor activity of cisplatin in ovarian carcinoma xenografts.
Clin Cancer Res 1998;4:985–92.

35. Fiegler N, Textor S, Arnold A, Rolle A, Oehme I, Breuhahn K, et al.
Downregulation of the activating NKp30 ligand B7-H6 by HDAC
inhibitors impairs tumor cell recognition by NK cells. Blood 2013;122:
684–93.

36. Boutet P, Aguera-Gonzalez S, Atkinson S, Pennington CJ, Edwards
DR, Murphy G, et al. Cutting edge: the metalloproteinase ADAM17/
TNF-alpha-converting enzyme regulates proteolytic shedding of
the MHC class I-related chain B protein. J Immunol 2009;182:
49–53.

37. StoeckA,Keller S,RiedleS,SandersonMP,RunzS, LeNaour F, et al. A
role for exosomes in the constitutive and stimulus-induced ectodo-
main cleavage of L1 and CD44. Biochem J 2006;393:609–18.

38. Sanderson MP, Erickson SN, Gough PJ, Garton KJ, Wille PT, Raines
EW, et al. ADAM10 mediates ectodomain shedding of the b-cellulin
precursor activated by p-aminophenylmercuric acetate and extracel-
lular calcium influx. J Biol Chem 2005;280:1826–37.

39. Hooper NM, Karran EH, Turner AJ. Membrane protein secretases.
Biochem J 1997;321(Pt 2):265–79.

40. Blobel CP. ADAMs: key components in EGFR signalling and devel-
opment. Nat Rev Mol Cell Biol 2005;6:32–43.

41. Wu J, Lanier LL. Natural killer cells and cancer. Adv Cancer Res
2003;90:127–56.

42. Castriconi R, Cantoni C, Della Chiesa M, Vitale M, Marcenaro E,
Conte R, et al. Transforming growth factor b1 inhibits expression
of NKp30 and NKG2D receptors: consequences for the NK-medi-
ated killing of dendritic cells. Proc Natl Acad Sci U S A 2003;100:
4120–5.

43. Moretta L, Bottino C, Pende D, Castriconi R, Mingari MC, Moretta A.
Surface NK receptors and their ligands on tumor cells. Semin Immunol
2006;18:151–8.

44. Pietra G, Manzini C, Rivara S, Vitale M, Cantoni C, Petretto A, et al.
Melanoma cells inhibit natural killer cell function by modulating the
expression of activating receptors and cytolytic activity. Cancer Res
2012;72:1407–15.

45. Reiners KS, Topolar D, HenkeA, Simhadri VR, Kessler J, SauerM, et al.
Soluble ligands for NK cell receptors promote evasion of chronic
lymphocytic leukemia cells from NK cell anti-tumor activity. Blood
2013;121:3658–65.

46. Cesaro A, Abakar-Mahamat A, Brest P, Lassalle S, Selva E, Filippi J,
et al. Differential expression and regulation of ADAM17 and TIMP3 in
acute inflamed intestinal epithelia. Am J Physiol Gastrointest Liver
Physiol 2009;296:G1332–43.

47. Horiuchi K, Kimura T, Miyamoto T, Takaishi H, Okada Y, Toyama Y,
et al. Cutting edge: TNF-a-converting enzyme (TACE/ADAM17) inac-
tivation in mouse myeloid cells prevents lethality from endotoxin
shock. J Immunol 2007;179:2686–9.

48. Ohta S, Harigai M, Tanaka M, Kawaguchi Y, Sugiura T, Takagi K, et al.
Tumor necrosis factor-alpha (TNF-alpha) converting enzyme contri-
butes to production of TNF-a in synovial tissues from patients with
rheumatoid arthritis. J Rheumatol 2001;28:1756–63.

49. Wu E, Croucher PI, McKie N. Expression of members of the novel
membrane linkedmetalloproteinase family ADAM in cells derived from
a range of haematological malignancies. Biochem Biophys Res Com-
mun 1997;235:437–42.

www.aacrjournals.org Cancer Res; 74(13) July 1, 2014 3439

Release of the B7-H6 Ectodomain by Tumor Cells

D
ow

nloaded from
 http://aacrjournals.org/cancerres/article-pdf/74/13/3429/2701242/3429.pdf by guest on 19 M

ay 2023



50. Ding X, Yang LY, Huang GW, Wang W, Lu WQ. ADAM17 mRNA
expression and pathological features of hepatocellular carcinoma.
World J Gastroenterol 2004;10:2735–9.

51. Lendeckel U, Kohl J, Arndt M, Carl-McGrath S, Donat H, Rocken C.
Increasedexpressionof ADAM familymembers inhumanbreast cancer
and breast cancer cell lines. J Cancer Res Clin Oncol 2005;131:41–8.

52. Ohtsuka T, Shiomi T, ShimodaM,KodamaT,AmourA,MurphyG, et al.
ADAM28 is overexpressed in human non-small cell lung carcinomas
and correlates with cell proliferation and lymph node metastasis. Int J
Cancer 2006;118:263–73.

53. McGowan PM, McKiernan E, Bolster F, Ryan BM, Hill AD, McDermott
EW, et al. ADAM-17 predicts adverse outcome in patients with breast
cancer. Ann Oncol 2008;19:1075–81.

54. Lee SB, Schramme A, Doberstein K, Dummer R, Abdel-Bakky MS,
Keller S, et al. ADAM10 is upregulated in melanoma metastasis
compared with primary melanoma. J Invest Dermatol 2010;130:
763–73.

55. Saftig P, Reiss K. The "A Disintegrin And Metalloproteases" ADAM10
and ADAM17: novel drug targets with therapeutic potential? Eur J Cell
Biol 2011;90:527–35.

Cancer Res; 74(13) July 1, 2014 Cancer Research3440

Schlecker et al.

D
ow

nloaded from
 http://aacrjournals.org/cancerres/article-pdf/74/13/3429/2701242/3429.pdf by guest on 19 M

ay 2023


