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PURPOSE. Retinal neovascularization is found in diseases such as macular degeneration,
diabetic retinopathy, or retinopathy of prematurity and is usually caused by alterations in
oxygen supply. We have previously described that mice lacking the membrane-anchored
metalloproteinase ADAM15 (a Disintegrin and Metalloprotease 15) have decreased
pathological neovascularization of the retina in the oxygen-induced retinopathy (OIR) model.
The main purpose of the present study was to determine the contribution of the catalytic
activity of ADAM15 to OIR.

METHODS. To address this question, we generated knock-in mice carrying an inactivating
Glutamate to Alanine (E>A) point mutation in the catalytic site of ADAM15 (Adam15E>A

mice) and subjected these animals to the OIR model and a heterotopic tumor model.
Moreover, we used cell-based assays to determine whether ADAM15 can process cell surface
receptors involved in angiogenesis.

RESULTS. We found that pathological neovascularization in the OIR model in Adam15E>A

mice was comparable to that observed in wild type mice, but tumor implantation by
heterotopically injected melanoma cells was reduced. In cell-based assays, overexpressed
ADAM15 could process the FGFR2iiib, but was unable to process several receptors with roles
in angiogenesis.

CONCLUSIONS. Collectively, these results suggest that the catalytic activity of ADAM15 is not
crucial for its function in promoting pathological neovascularization in the mouse OIR model,
most likely because of the very limited substrate repertoire of ADAM15. Instead, other
noncatalytic functions of ADAM15 must be important for its role in the OIR model.
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Pathological neovascularization is one of the leading causes
of blindness in humans, and is found in diverse eye diseases,

including diabetic retinopathy, macular degeneration, and
retinopathy of prematurity.1–3 Moreover, it can contribute to
other pathologies, such as cancer and rheumatoid arthritis.4,5

Several members of the ADAM (a Disintegrin and Metal-
loprotease) family of membrane-anchored metalloproteinases,
such as ADAM8,6 ADAM9,7 ADAM15,8 and ADAM17,9 have
been found to play critical and distinct roles in pathological
neovascularization. Absence of ADAM9, ADAM15, or ADAM17
reduces revascularization of the retinal capillary bed in mice
subjected to the oxygen-induced retinopathy (OIR) model.10–12

In addition, these knockout mice develop smaller tumors when
injected heterotopically with a cancer cell line. However,
Adam8�/� mice showed increased revascularization of the
central avascular area of the retina in the OIR model and had
larger tumors compared to controls, consistent with a role for
ADAM8 in limiting neovascularization. ADAM15 has been
implicated in various disease conditions, including cancer,
atherosclerosis, rheumatoid arthritis, and osteoarthritis.8,13–19

The multidomain structure of ADAM15 consists of a catalyti-
cally active metalloprotease domain, a disintegrin domain and
cysteine rich region, which may mediate cell–cell or cell–
matrix interactions, and the cytoplasmic domain, which may
have a role in signaling or intracellular transport.20–23 ADAM15,
as well as several other ADAMs, are able to shed the
ectodomains of membrane bound receptors, a process that is
mediated by the catalytic site of the metalloprotease domain
and that is fundamental for cellular communications.24–33

ADAM15 contains a catalytic site consensus sequence for
zinc-dependent metalloproteases (HEXXH), and purified re-
combinant ADAM15 is catalytically active.34

Previously, ADAM15 was found to be highly expressed in
endothelial cells during mouse development and to have a role
in promoting pathological retinal neovascularization.8 The main
goal of the current study was to determine whether the
catalytic activity of ADAM15 is important for its role in
promoting pathological neovascularization in vivo. Therefore,
we developed a knock-in mouse carrying an inactivating point
mutation in the catalytic site of ADAM15 (HEXXH > HAXXH)35
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and evaluated ocular neovascularization by subjecting these
animals to the OIR model of retinopathy of prematurity and the
heterotopic injection of cancer cells. Moreover, we determined
whether overexpressed ADAM15 is able to process cell surface
receptors with known roles in angiogenesis and neovascular-
ization.

MATERIALS AND METHODS

Reagents

All chemicals and reagents were purchased from Sigma-Aldrich
Corp. (St. Louis, MO, USA), unless indicated otherwise. FITC-
Isolectin B4 was purchased from Vector Labs (Burlingame, CA,
USA), anti-CD31 was from BD Biosciences/Pharmingen (San
Diego, CA, USA), and anti-rat Cy3 from Jackson Immuno-
research (West Grove, PA, USA); the anti-ADAM15 monoclonal
antibody used for Western blot have been previously
described.36,37

Construct Design

The complete coding region of ADAM15 contained in a
cosmid was subcloned into fragments and partially sequenced
to find the metalloprotease domain using the ADAM15
genomic sequence as a template (GenBank accession number
AB022089). When the cosmid was digested with KpnI, a 4.8-
Kb fragment was released that was subcloned into pBSKþ.
The plasmid containing the insert was used to introduce a
point mutation in the catalytic site of the metalloprotease
domain (change of adenine to cytosine at position 6829 of
AB022089 using the QuickChange XL site directed mutagen-
esis kit, Stratagene, La Jolla, CA, USA) that led to an E>A
mutation and corresponding inactivation of the catalytic
site.35 Additionally, an AscI site was created by mutating
intronic positions 7014 and 7017, allowing the insertion of a
neomycin selectable marker flanked by Frt sites. The plasmid
was digested with KpnI, and the released fragment containing
the mutated catalytic site plus the neomycin marker was
ligated into a pBADT3-BSKII plasmid that contains an actin-
driven diphtheria toxin for negative selection. This final
ADAM15 targeting construct was used to generate targeted
embryonic stem (ES) cells (Fig. 1A). Correct integration of the
targeting construct was confirmed by Southern blot using a
neo specific probe (Fig. 1B).

Generation of Mice With a Catalytically Inactive
ADAM15

ES cells carrying a properly targeted ADAM15E>A allele were
injected into blastocysts from C57BL/6J mice in order to
generate chimeric offspring. The resulting chimeric male
mice with a high percentage of the agouti coat color
(indicating a high degree of chimerism) were mated with
C57BL/6J females. The offspring from these crosses were
mated with C57B6;SJL-Tg(ACTFLPe)9205Dym/J mice (FLP1

recombinaseþ, Jackson Labs, Bar Harbor, ME, USA) to excise
the neo cassette, which was flanked by Frt sites in the
targeted allele. The resulting Adam15E>A offspring were
later crossed with mixed background (129/SvJ/C57BL/6J)
mice to generate breeding pairs of 129/SvJ/C57BL/6J mixed
genetic background for this study and for comparison with
the Adam15�/�mice, which were also of 129/SvJ/C57BL/6J
mixed genetic background. The Adam15E>A mice were
genotyped by PCR using the following set of primers that
amplify a region that contains the mutation of the catalytic
site of ADAM15; forward primer 5 0 CGTTGCCTCCTCGATT
GCCCATGC 3 0; reverse primer 5 0 ATCTGGGAAGCCACAGT
CAC 3. 0 The products of the PCR correspond to a 408-bp band

for the wild type (WT) animals and a 510-bp band for
Adam15E>A mice (Fig. 1C).

Evaluation of Neovascularization After OIR

All animal work was performed following the guidelines of the
American Veterinary Association and was approved by the
Institutional Animal Care and Use Committee of the Hospital
for Special Surgery in accordance with the ARVO Statement for
the Use of Animals in Ophthalmic and Vision Research. The
response of WT, Adam15�/� and homozygous mutant
Adam15E>A mice (referred to as Adam15E>A throughout)
to relative hypoxia was assessed by using the OIR model as
described previously.3,36,38,39 Since the animals were of mixed
genetic background (129/SvJ/C57BL/6J, see above), all exper-
iments were performed by comparing Adam15�/� or
Adam15E>A with their respective WT littermates that were
offspring from heterozygous parents (Adam15þ/� or
Adam15E>Aþ/�). Briefly, for the OIR model,40,41 post natal
day 7 (P7) mice along with their nursing mother were exposed
to 75% oxygen until P12, then returned to normal room air. At
P17 the mice were euthanized and both eyes were removed
and fixed in 4% paraformaldehyde (PFA) overnight at 48C.
Quantitation of neovascularization was performed on 6-lm
sections of paraffin embedded retinas stained with hematox-
ylin and eosin. The endothelial cell nuclei that were present on
the vitreal side of the internal limiting membrane were
counted in five sections on each side of the optic nerve, 30
to 90 lm apart, as previously described.36 The number of tufts
per retina was determined by counting only tufts that were
clearly visible on retina flat mounts at 43 magnification as
described.6 The hyperoxia-induced avascular area that devel-
ops in the retinas of OIR-treated mice and the tortuosity of the
major central vessels of the retina were evaluated in flat
mounted retinas stained with FITC-labeled isolectin B4 at P17
as described.10 The sizes of the avascular area and of the total
retina were outlined using ImageJ software (National Institutes
of Health, Bethesda, MD, USA), and the resulting values were
used to calculate the percentage of the avascular area relative
to the total retina area.10 The tortuosity index in the major
vessels of the retina was quantified by tracing a line along the
tortuous vessel and comparing it to a straight line, traced from
its origin on the optic nerve to the first point of branching.42

The unpaired Student’s t-test (equal variance, two sided) was
used to evaluate the statistical significance of the observed
differences between Adam15�/�, Adam15E>A�, and their
respective WT control mice, with P < 0.05 considered to be
significant (*).

Evaluation of Tumor Size and Implantation

To determine whether the inactivation of the catalytic site of
ADAM15 affects a different angiogenic model and mimics the
effect on tumor development that was previously observed in
Adam15�/� mice,8 we generated litters of Adam15�/� mice
and their WT controls, or Adam15E>A mice and their WT
controls as follows. Initially we collected Adam15E>A and WT
offspring from one set of heterozygous Adam15E>Aþ/�
parents, and then mated either Adam15E>A�/� mice with
one another, or their WT littermates with one another to
generate litters that were all Adam15E>A�/� or WT, but
highly related because their Adam15E>A�/� or WT parents
were littermates; that is, they were derived from the same
heterozygous grandparents. To evaluate tumor development
and implantation, age- and sex-matched animals were subcu-
taneously injected with 1 3 106 B16F0 mouse melanoma cells
resuspended in PBS. The mice in each experiment were
euthanized at the same time, between 2 and 3 weeks after
injection, and the tumors were removed and weighed. The
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normalization of the results of the tumor model for comparison

between different experiments was performed as described

previously.10,36 To determine tumor implantation, those mice

having tumors of 0.05 g or more were considered as

successfully implanted and those with smaller tumors were

considered as failed implantation and included in the analysis.

The unpaired Student’s t-test (equal variance, two sided) was

used for statistical evaluation, with P < 0.05 considered

statistically significant.

Evaluation of ADAM15 Catalytic Activity Using Cell-

Based Protein Ectodomain Shedding Assays

Shedding of membrane-associated receptors was evaluated in
mouse embryonic fibroblasts (mEFs) transfected with either a
plasmid-containing WT ADAM15 or the catalytically inactive
ADAM15E>A, respectively, along with candidate membrane-
anchored alkaline phosphatase-tagged substrate proteins, as
described.43 We evaluated the release of alkaline-phosphatase-
tagged FGFR2iiib, CD40, VCAM, EphB2, EphB4, P-selectin,

FIGURE 1. Targeted inactivation of the catalytic site of ADAM15 in mice. (A) Schematic representation of the WT allele of mouse ADAM15 indicates
the KpnI restriction sites used to generate the plasmid construct. The targeting construct shows the insertion of a diphtheria toxin gene cassette
that was added at the 50 end to select against nonhomologous recombination events. A pMC1neoPolyA cassette flanked by Frt sites was inserted in
the newly created AscI restriction site. A mutation of a > c at position 6829 of the genomic ADAM15 sequence (GenBank accession number
AB022089) introduced the inactivating HELGH > HALGH mutation in the catalytic domain of ADAM15 and also generated a new NsiI site that
allowed screening for the Adam15E>A mutation using genomic DNA. The bottom scheme shows the targeted allele where the neo cassette is
removed after Frt recombination, leaving an additional 100 nucleotides in the intronic region used to insert the neo gene. (B) The targeting allele
was screened by Southern blot using a specific probe designed to detect the neo gene. The 749-bp probe was gel purified and recognized a 6.1-Kb
fragment (WT allele) of SphI digested genomic WT DNA and a 4.3-Kb fragment (targeted allele) in the E>A mutant as shown in the Southern blot.
(C) Mouse genotyping was confirmed by a PCR reaction that detects a difference in the size of the amplified fragments between the WT and the
Adam15E>A allele (15EA), using the primers described in Material and Methods. The PCR primers bind to exons 11 and 12 and are depicted in the
WT and knock in alleles (F, forward primer; R, reverse primer). HT, heterozygous.

ADAM15 Knock-In and Retinal Neovascularization IOVS j October 2014 j Vol. 55 j No. 10 j 6776



Tie2, VE-cadherin, and VEGFR2.7,9,43,44 Alkaline phosphatase
shedding assays were performed as described previous-
ly.37,43,45 As a positive control for shedding of the candidate
substrates, transfected cells were stimulated with phorbol 12-
myristate 13-acetate (PMA), which is a strong activator of
ADAM17-dependent shedding, or with ionomycin, which
strongly induces ADAM10 and ADAM17 dependent shed-
ding.45–48

RESULTS

Targeted Inactivation of the Catalytic Site of
ADAM15 in Mice

In order to determine the role of the catalytic activity of
ADAM15 in oxygen-induced retinal neovascularization in mice,
we introduced an inactivating point mutation in the catalytic
site of the ADAM15 metalloprotease domain (HELGH >
HALGH, referred to as ADAM15E>A) (Fig. 1, see Materials
and Methods for details). When Adam15E>Aþ/�heterozygous
mice of mixed genetic background (129/SvJ;C57BL/6J) were
mated, the genotype of the offspring followed a normal
Mendelian distribution pattern. The homozygous mutant
Adam15E>A mice were viable and fertile, had no evident
spontaneous pathological phenotypes, and were indistinguish-
able from their WT littermates in appearance, behavior when

handled, weight gain after birth, and average weight as adults
(data not shown).

Response of Adam15E>A to OIR

To determine if the previously documented reduced patholog-
ical revascularization of the retina in Adam15�/� mice
subjected to the OIR model was dependent on its catalytic
activity, we exposed Adam15E>A mice and their respective
WT littermates to the OIR mouse model. At the end of the OIR
model at P17, whole mounted retinae were stained with FITC
labeled isolectin B4 to visualize endothelial cells and measure
the size of the central avascular area (Fig. 2A, see materials and
methods for details). We found no significant difference in the
size of the central avascular area in Adam15E>A mice
compared to their WT control littermates (Fig. 2B, WT: n ¼
19, E>A: n¼22). Further analysis of cross-sections of the retina
and FITC-isolectin B4-stained retina flat mounts showed that
there was a significant increase in the number of endothelial
cell nuclei on the vitreal side of the internal limiting membrane
and of the number of tufts present in retinas in Adam15E>A

mice compared to their WT littermate controls (Figs. 2C–F,
WT: n¼ 27, E>A: n¼ 26).

When we analyzed the tortuosity of the major central
vessels at the end of the OIR model at P17, which is considered
an indicator for aggressive retinopathy of prematurity in
humans,42 we found that the tortuosity index was similar in

FIGURE 2. Revascularization response in Adam15E>A mice exposed to OIR. Adam15E>A and their respective WT control mice were subjected to
the OIR model (see Materials and Methods for details). (A) Representative whole mount FITC-isolectinB4-stained retinas of WT and Adam15E>A

mice showing the avascular area at P17 in yellow. (B) Quantification showed that Adam15E>A mice had no significant change in the size of the
central avascular area compared to their WT littermate controls (WT mean¼ 14.7 6 2.4 SEM, n¼ 19; E>A mean¼ 14.9 6 1.5 SEM, n¼ 22, P¼
0.47). (C–F) Further analysis showed a significant difference in the number of vascular cell nuclei on the vitreal side of the internal limiting
membrane (C, D) and of tufts that contributed to pathological neovascularization (E, F) in Adam15E>A mice compared to WT littermate controls
(WT mean ¼ 4.5 6 0.5 SEM, n ¼ 27; E>A mean ¼ 6.6 6 0.8 SEM, n ¼ 26, P ¼ 0.026 for nuclei and P ¼ 0.011 for tufts), each point in panel (D)
represents the average number of nuclei per section of one animal. Arrows in E indicate retinal tufts. Asterisk indicates P < 0.05 using Student’s t-
test.
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Adam15E>A when compared to their WT littermates (Fig.
3A), whereas it was increased in Adam15�/� mice (Fig. 3B).
Taken together, these finding indicate that inactivation of the
catalytic activity of ADAM15 in mice does not lead to decreased
pathological neovascularization or increased vascular tortuos-
ity at the conclusion of the OIR model, although tuft formation
was significantly increased compared to controls. Thus the
Adam15E>A mice responded differently than Adam15�/�
mice when subjected to this mouse model for retinopathy of
prematurity.

Reduced Tumor Size and Decreased Tumor

Implantation in Adam15E>A Mice

A second model in which neovascularization has a prominent
role and that allows evaluating the function of the catalytic
activity of ADAM15 in mice is to monitor the implantation and
development of tumors from heterotopically injected B16F0
melanoma cells. We found a significantly reduced tumor size
in Adam15E>A mice compared to their WT controls injected
with the same number of melanoma cells in an identical
volume of PBS (Fig. 4A, WT: n ¼ 25, 15E>A: n ¼ 25, see
Materials and Methods for details). The analysis of tumors in
Adam15�/�mice, injected under the same conditions and at
the same time, also resulted in smaller tumor sizes compared
to their WT controls (Fig. 4B, WT: n ¼ 35; Adam15�/�: n ¼
31). Further analysis also showed that tumor implantation
was reduced in both Adam15E>A and Adam15�/� mice
compared to their respective controls in terms of the number
of mice with tumors with a mass equal or above 0.05 g. We
found that only 37.5% of the Adam15E>A mice injected with
B16F0 tumor cells developed detectable tumors, whereas
70.6% of their WT littermates had tumors larger than 0.05 g
(Fig. 4C). Under identical conditions, only 54% of Adam15�/

�mice developed tumors compared to 75.6% of WT controls
(Fig. 4D). Overall, our analysis of this heterotopic tumor
model in both Adam15E>A and Adam15�/� mice showed
that they not only developed fewer tumors than their

respective WT controls, but also that the average tumor
weight was significantly lower.

Selective Shedding of Membrane Receptors by
ADAM15 in Cell-Based Assays

ADAM15 is known to be catalytically active and to function as a
membrane-anchored protease46,49 that can cleave and release
the extracellular domain of a small number of membrane
proteins.50 We therefore hypothesized that ADAM15 could
affect pathological neovascularization in endothelial cells by
processing membrane proteins with roles in angiogenesis. To
address this possibility, we overexpressed several membrane-
anchored receptors with critical functions in angiogenesis
(CD40, VCAM, EphB2, EphB4, P-selectin, Tie2, VE-cadherin,
and the VEGFR2) together with ADAM15 in mEFs. Each
candidate substrate contained an alkaline phosphatase tag
attached to its ectodomain, which was used to measure the
release of these membrane proteins into the culture superna-
tant.43,51 The catalytically inactive ADAM15E>A mutant was
separately cotransfected along with each substrate and served
as a control to monitor baseline shedding by endogenous
sheddases in mEFs. Overexpression of ADAM15 increased the
shedding of the FGFR2iiib only, but failed to increase the
shedding of the other substrates tested here compared to
controls overexpressing the catalytically inactive ADAM15E>A
(Fig. 5). The shedding of these substrates could be enhanced
by treatment with PMA, which activates ADAM17-dependent
shedding, or with ionomycin, which activates both ADAM10
and ADAM17.45–48 These results demonstrate that ADAM15 has
an overall very limited substrate repertoire, consistent with the
notion that other noncatalytic domains of ADAM15 are
important for its function, at least in the OIR model.

DISCUSSION

Previous studies have shown that ADAM15 is highly expressed
in endothelial cells during early mouse development and in
neovascular tufts in the retina of mice subjected to the OIR

FIGURE 3. Analysis of vascular tortuosity in Adam15E>A and Adam15�/� mice after OIR. The FITC-isolectinB4-stained flat mounted retinas of
OIR-treated Adam15E>A, Adam15�/�, and their corresponding WT control mice were evaluated for signs of tortuosity of the major central vessels
at the end of the OIR model at P17 (see Materials and Methods for details). (A) Vessel tortuosity, which is considered an indicator for aggressive
retinopathy, was similar in Adam15E>A mice when compared to their WT littermates (WT mean¼ 1.09 6 0.01 SEM, n¼ 14; E>A mean¼ 1.11 6
0.01 SEM, n¼ 16, P¼ 0.09), (B) but was increased in Adam15�/�mice compared to controls (WT mean¼ 1.1 6 0.01 SEM, n¼ 8; n 15�/�mean¼
1.16 6 0.01 SEM, n¼ 16, P ¼ 0.0012). Asterisk indicates P < 0.05 in a Student’s t-test.
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model.11,36 Moreover, Adam15�/� mice showed a decreased
neovascular response in the OIR model compared to WT mice,
indicating that ADAM15 plays a critical role in pathological
neovascularization. Since ADAM15 is a membrane-anchored
metalloproteinase,34,52 we decided to evaluate whether its
catalytic activity is required for its role in pathological
neovascularization in vivo. Therefore, we generated knock-in
mice carrying a single point mutation (HELGH > HALGH) in
the active site of ADAM15 that exchanges the catalytic
glutamate with an alanine residue, thereby rendering the
enzyme catalytically inactive.35 The resulting Adam15E>A

mice were exposed to two models for pathological neovascu-
larization, the OIR model and heterotopic injection of tumor
cells. Additionally, we evaluated the catalytic activity of
ADAM15 in gain of function (overexpression) assays to
determine if ADAM15 can shed the ectodomain of receptors
involved in angiogenesis.

The newly generated Adam15E>A knock-in mice were
comparable to Adam15�/�mice in that they appeared healthy,
were fertile, and did not show any evident pathological
phenotype. When the Adam15E>A mice were subjected to
the OIR model, they showed a similar revascularization of the
central avascular area as the WT controls. However, unlike
Adam15�/� mice, which had a reduction in the number of
endothelial cells that crossed the internal limiting membrane in
the OIR model,36 there was a slight increase in tuft formation
and in the number of endothelial cells that had traversed the
internal limiting membrane in Adam15E>A mice. Finally, the
vascular tortuosity of the central retinal vessels, an indicator for
the severity of retinopathy of prematurity, was increased in
Adam15�/�mice compared to controls, but was comparable
in Adam15E>A mice. Hence, the presence of a catalytically
inactive ADAM15 has a different effect on the OIR-induced

neovascularization response than the complete inactivation of
ADAM15. These results indicate that the loss of other functions
of ADAM15 that are not related to its catalytic activity are
responsible for the decreased pathological neovascularization
observed in Adam15�/� mice exposed to the OIR model.
Moreover, the observation that tuft formation was increased in
Adam15E>A mice compared to controls, but decreased in
Adam15�/�mice,8 and that vascular tortuosity was increased
in Adam15�/� mice compared to controls, but not in
Adam15E>A mice provides additional evidence for differential
contributions of the catalytic activity of ADAM15 to these
processes. However, in the heterotopic tumor injection model,
we observed reduced tumor implantation and development in
the Adam15E>A and in the Adam15�/� mice, in agreement
with previous reports describing smaller tumors in Adam15�/�
mice injected with melanoma cells.8,19 Thus the catalytic activity
of ADAM15 appears to be important for heterotopic tumor
development.

Our ‘‘gain of function’’ overexpression experiments to
determine the number of target substrates that ADAM15 could
shed from cells failed to uncover new substrates among a pool
of selected receptors that have a role in angiogenesis. It is
interesting to note that other ADAMs, such as ADAM8 and
ADAM9, are also highly expressed in neovascular tufts and,
unlike ADAM15, have a broad shedding capacity in cell-based
assays.6,7 So the high expression of ADAM15 in the OIR model
and its role in neovascularization suggest that these functions
are supported by other domains of ADAM15 besides the
metalloprotease domain, such as the disintegrin-domain and
cysteine-rich region, or its cytoplasmic domain. The intracel-
lular domain of ADAM15 contains SH3 ligand-binding domain
that can interact with Src and other SH3-domain containing
proteins.53–56 In this context it is interesting to note that

FIGURE 4. Decreased tumor implantation and development in Adam15E>A and Adam15�/� mice. Tumor development from 1 3 106 B16F0
melanoma cells injected into the flanks of Adam15E>A, Adam15�/�, and their corresponding WT controls. To standardize the variations in tumor
weight between different experiments, the average tumor weight in WT mice in each experiment was set to 1, and the tumor weight of individual
WT and Adam15E>A or Adam15�/�mice was calculated as a ratio to the average tumor size in their respective WT controls. (A) There was a 60%
reduction in the average weight of tumors that developed in Adam15E>A mice compared to WT controls (n WT¼ 25, n 15E>A¼ 25, P¼ 0.0012).
(B) Adam15�/�mice also developed tumors of significantly lower weight than their WT controls (45% reduction; n WT¼ 35, n Adam15�/�¼ 31,
P ¼ 0.0012). (C) Analysis for tumor implantation showed that in seven experiments, only 37.5% of Adam15E>A mice injected with tumor cells
developed tumors of ‡ 0.05 g in mass compared to 70.6% of WT mice (P ¼ 0.0064), indicating that tumor implantation failed in over 60% of
Adam15E>A mice. (D) Similar analysis demonstrated that in nine independent experiments, only 54% of Adam15�/�mice injected with tumor
cells developed a tumor above the set value, compared to 75.6% of WT controls (P ¼ 0.0078).
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depletion of ADAM15 in endothelial cells decreased endothe-
lial permeability and attenuated thrombin-induced barrier
dysfunction, whereas overexpressing WT ADAM15 or ADAM15
E>A increased endothelial permeability and augmented the
response to thrombin.57 Overexpression of ADAM15 stimulat-

ed ERK phosphorylation independent of its catalytic activity,
and the effect of ADAM15 or ADAM15E>A overexpression on
the endothelial cell barrier could be reversed by inhibiting Src
kinase.18,57 These findings could help explain our observation
that removing ADAM15 by targeted deletion in mice reduces
pathological retinal neovascularization, whereas knocking in
an inactivating point mutation in its catalytic site leads to an
increase in pathological retinal neovascularization.

In summary, the catalytic activity of ADAM15 appears to be
required for tumor development in a heterotopic tumor
injection model, but not for pathological neovascularization
in the mouse OIR model. The observation that ADAM15
showed very limited ectodomain shedding capability in our
cell-based assays supports the notion that other domains of
ADAM15 are more important for its role in OIR, such as
regulating intracellular signaling pathways through previously
established interactions with Src. Thus, this study helps to
provide a better understanding of the role of the catalytic
activity of ADAM15 in mice, which in turn is important for
designing the proper strategy to block the function of ADAM15
for treatment of proliferative retinopathies such at retinopathy
of prematurity, diabetic retinopathy, and the wet form of
macular degeneration.
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