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Mutations in SHP-2 phosphatase (PTPN11) that cause hyper-
activation of its catalytic activity have been identified inNoonan
syndrome and various childhood leukemias. Recent studies sug-
gest that the gain-of-function (GOF) mutations of SHP-2 play a
causal role in the pathogenesis of these diseases. However, the
molecular mechanisms by which GOF mutations of SHP-2
induce these phenotypes are not fully understood. Here, we
show that GOF mutations in SHP-2, such as E76K and D61G,
drastically increase spreading and migration of various cell
types, including hematopoietic cells, endothelial cells, and
fibroblasts. More importantly, in vivo angiogenesis in SHP-2
D61G knock-in mice is also enhanced. Mechanistic studies sug-
gest that the increased cell migration is attributed to the
enhanced �1 integrin outside-in signaling. In response to �1
integrin cross-linking or fibronectin stimulation, activation of
ERK and Akt kinases is greatly increased by SHP-2 GOF muta-
tions. Also, integrin-induced activation of RhoA and Rac1
GTPases is elevated. Interestingly, mutant cells with the SHP-2
GOFmutation (D61G) aremore sensitive thanwild-type cells to
the suppression of cell motility by inhibition of these pathways.
Collectively, these studies reaffirm the positive role of SHP-2
phosphatase in cell motility and suggest a new mechanism by
which SHP-2 GOF mutations contribute to diseases.

SHP-2, a multifunctional SH2 domain-containing protein-
tyrosine phosphatase implicated in diverse cell signaling pro-
cesses (1–3), plays a critical role in cellular function. Homozy-
gous deletion of Exon 2 (4) or Exon 3 (5) of the SHP-2 gene
(PTPN11) in mice leads to early embryonic lethality prior to
and at midgestation, respectively. SHP-2 null mutant mice die
much earlier, at peri-implantation (4). Exon 3 deletion muta-
tion of SHP-2 blocks hematopoietic potential of embryonic
stem cells both in vitro and in vivo (6–8), whereas SHP-2 null

mutation causes inner cell mass death and diminished tropho-
blast stem cell survival (4). Recent studies on SHP-2 conditional
knock-out or tissue-specific knock-out mice have further
revealed an array of important functions of this phosphatase in
various physiological processes (9–12). The phenotypes dem-
onstrated by loss of SHP-2 function are apparently attributed to
the role of SHP-2 in the cell signaling pathways induced by
growth factors/cytokines. SHP-2 generally promotes signal
transmission in growth factor/cytokine signaling in both
catalytic-dependent and -independent fashion (1–3). The pos-
itive role of SHP-2 in the intracellular signaling processes, in
particular, the ERK3 and PI3K/Akt kinase pathways, has been
well established, although the underlying mechanism remains
elusive, in particular, the signaling function of the catalytic
activity of SHP-2 in these pathways is poorly understood.
In addition to the role of SHP-2 in cell proliferation and

differentiation, the phenotypes induced by loss of SHP-2
function may be associated with its role in cell migration.
Indeed, dominant negative SHP-2 disrupts Xenopus gastru-
lation, causing tail truncations (13, 14). Targeted Exon 3
deletion mutation in SHP-2 results in decreased cell spread-
ing, migration (15, 16), and impaired limb development in
the chimeric mice (7). The role of SHP-2 in cell adhesion and
migration has also been demonstrated by catalytically inac-
tive mutant SHP-2-overexpressing cells (17–20). Themolec-
ular mechanisms by which SHP-2 regulates these cellular
processes, however, have not been well defined. For example,
the role of SHP-2 in the activation of the Rho family small
GTPases that is critical for cell motility is still controversial.
Both positive (19, 21, 22) and negative roles (18, 23) for
SHP-2 in this context have been reported. Part of the reason
for this discrepancy might be due to the difference in the cell
models used. Catalytically inactive mutant SHP-2 was often
used to determine the role of SHP-2 in cell signaling. In the
catalytically inactive mutant SHP-2-overexpressing cells,
the catalytic activity of endogenous SHP-2 is inhibited. How-
ever, as SHP-2 also functions independent of its catalytic
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activity, overexpression of catalytically deficient SHP-2 may
also increase its scaffolding function, generating complex
effects.
The critical role of SHP-2 in cellular function is further

underscored by the identification of SHP-2 mutations in
human diseases. Genetic lesions in PTPN11 that cause hyper-
activation of SHP-2 catalytic activity have been identified in the
developmental disorder Noonan syndrome (24) and various
childhood leukemias, including juvenile myelomonocytic leu-
kemia (JMML), B cell acute lymphoblastic leukemia, and acute
myeloid leukemia (25, 26). In addition, activating mutations in
SHP-2 have been identified in sporadic solid tumors (27). The
SHP-2 mutations appear to play a causal role in the develop-
ment of these diseases as SHP-2 mutations and other JMML-
associated Ras or Neurofibromatosis 1 mutations are mutually
exclusive in the patients (24–27).Moreover, single SHP-2 gain-
of-function (GOF) mutations are sufficient to induce Noonan
syndrome, cytokine hypersensitivity in hematopoietic progen-
itor cells, and JMML-like myeloproliferative disease in mice
(28–32). Gain-of-function cell models derived from the newly
available SHP-2GOFmutation (D61G) knock-inmice (28) now
provide us with a good opportunity to clarify the role of SHP-2
in cell motility. Unlike the dominant negative approach in
which overexpression of mutant forms of SHP-2 generates
complex effects, the SHP-2 D61G knock-in model eliminates
this possibility as the mutant SHP-2 is expressed at the physio-
logical level (28). Additionally, defining signaling functions of

GOF mutant SHP-2 in cell movement can also help elucidate
themolecularmechanisms by which SHP-2mutations contrib-
ute to the relevant diseases.

EXPERIMENTAL PROCEDURES

Mice, Cell Lines, and Reagents—SHP-2D61G/�mice (28) orig-
inally imported from Beth Israel Deaconess Medical Center
were used to backcross with pure C57BL/6J mice at the Animal
Resources Center, Case Western Reserve University. F4 mice
were used in this study. All animal procedures complied with
the NIHGuideline for the Care and Use of Laboratory Animals
and were approved by the Institutional Animal Care and Use
Committee. Ba/F3, an IL-3-dependent murine pro-B lym-
phoma cell line, was maintained in RPMI 1640 medium with
10% fetal bovine serum (FBS) and 10% conditioned medium
produced by murine IL-3 cDNA-transfected X630 hematopoi-
etic cells. Anti-SHP-2, anti-ERK, and anti-phospho-ERK anti-
bodies (Abs) were purchased from Santa Cruz Biotechnology
(Santa Cruz, CA). Anti-Gab2 and anti-phosphotyrosine
(Tyr(P)) Abs were provided by Upstate Biotechnology Inc.
(Lake Placid, NY). Anti-phospho-Akt and anti-Akt Abs were
obtained from Cell Signaling Technology (Beverly, MA).
Human fibronectin was supplied by Sigma. The MTS cell pro-
liferation assay (a colorimetric method for determining num-
bers of viable cells) kit was obtained from Promega Life Science
(Madison,WI). The smallGTPase assay kitwas purchased from
Cytoskeleton Inc. (Denver, CO). Matrigel, basic fibroblast
growth factor, and vascular endothelial growth factorwere pro-
vided by BD Biosciences (Bedford, MA). Rabbit anti-Von Wil-
lebrand factor (vWF) antibody was from ABR-Affinity Bio-
Reagents (Golden, CO).
Generation of Bone Marrow-derived Mast Cells and

Macrophages—Bone marrow cells freshly isolated from 10- to
12-week-old SHP-2D61G/� mice and wild-type (WT) litter-
mateswere cultured in RPMI 1640medium supplementedwith
10% FBS and mouse recombinant IL-3 (10 ng/ml) for 4 weeks.
Mast cell phenotype was confirmed by flow cytometry analysis
with Abs specific for c-kit and Fc�RII/RIII. At the time of use,
greater than 98% of the cultured cells were mast cells. To gen-
erate bone marrow-derived macrophages, bone marrow cells
were cultured inDulbecco’smodified Eagle’smedium (DMEM)
supplemented with 10% FBS and 20% L-cell conditioned
medium (as a source of mouse colony-stimulating factor 1).
After 24 and 48 h, non-adherent cells were collected and seeded
into new tissue culture plates. Following 5 to 7 days of culture,
cellswere confirmed asmacrophages asmore than 90%of semi-
adherent cells were positive for Mac-1 and F4/80.
Adhesion/Spreading and Migration Assay—For the adhe-

sion/spreading assay, 24-well plates were coated with 10 �g/ml
fibronectin at 4 °C overnight andwashed twicewith phosphate-
buffered saline (PBS). Plates were then incubated with 1%
bovine serum albumin (BSA) in PBS at 37 °C for 1 h to block
nonspecific binding.Wells coatedwith 1%BSA/PBS alonewere
used as controls. Test cells (5 � 105) suspended in 200 �l of
RPMI 1640 medium with 2% BSA were seeded into each well
and centrifuged at 600� g for 1min to allow attachment of cells
to the bottomof thewells. After 30min of incubation at 37 °C in
a 5%CO2 incubator, unattached cells were removed bywashing

FIGURE 1. Transduction of SHP-2 E76K but not WT SHP-2 increases Ba/F3
cell adhesion and migration. A, SHP-2 E76K, WT SHP-2, and control vector-
transduced Ba/F3 cells were generated in our previous studies (32, 44). Cells
cultured in RPMI 1640 medium with 10% FBS and 10% IL-3-conditioned
medium were photographed under a microscope. B, cells were assayed in
cytokine and serum-free medium for their capabilities to adhere to fibronec-
tin-coated 24-well plates as described under “Experimental Procedures.” The
number of adherent cells was determined by the MTS assay. C, cells were
assayed for migration using fibronectin-coated transwells as described under
“Experimental Procedures.” Seven hours later, cells on the upper surface were
mechanically removed. The transwell membranes were fixed in methanol
and stained with Giemsa. Migrated cells adhering to the lower side of the
membranes were enumerated under a microscope. Two to three independ-
ent experiments were performed and similar results were obtained in each.
Results shown are the mean � S.D. of triplicates from one experiment.
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twice with pre-warmed RPMI 1640 medium containing 2%
BSA. Adherent cells were quantified using the MTS assay.
Migration assays were performed using transwells (8 �m pore
size, 6.5 mm diameter; Corning Costa, Cambridge, MA) pre-
coated on both sides of the transwellmembraneswith fibronec-
tin (10�g/ml) at 4 °C overnight. The lower chambers contained
600�l of RPMI 1640 orDMEMwith 2% FBS. Test cells (2� 105
cells suspended in 100 �l of RPMI 1640 or DMEM with 2%
BSA) were loaded into the upper chambers. They were allowed
to migrate into lower chambers for 7 h in a 37 °C, 5% CO2
incubator. Cells randomly migrating to the lower chambers
were collected and counted on a hemacytometer. In the mean-
time, cells on the upper surface of the transwell membranes
were mechanically removed. Migrated cells adhering to the
lower side of the membranes were fixed in methanol, stained
with Giemsa, and enumerated under a microscope at �200
magnification. In some experiments, transwell membranes
were stainedwith 0.4% crystal violet in 20%methanol.Migrated

cells adhering to the lower side of the membranes were quanti-
fied by measuring OD595 of the dye eluted with 10% acetic acid
(50 �l).
Immunoprecipitation and Immunoblotting—To induce

integrin signaling, exponentially growing Ba/F3 or mast cells
were starved in RPMI 1640 medium with 2% BSA for 5 h.
Cells were collected and suspended in PBS (1 � 107 cells/ml)
and incubated on ice for 15 min with monoclonal Ab against
�1 integrin (anti-CD29, Ha/5, Pharmingen) or hamster IgM
as a control. Cells were washed once with PBS and then
stimulated by cross-linking using anti-hamster IgM mono-
clonal Ab at 37 °C for 5 and 15 min as reported (33). Cells
were lysed in RIPA buffer (50 mM Tris-HCl, pH 7.4, 1% Non-
idet P-40, 0.25% sodium deoxycholate, 150 mM NaCl, 1 mM
EDTA, 1 mM NaF, 2 mM Na3VO4, 10 �g/ml leupeptin, 10
�g/ml aprotin, and 1 mM phenylmethylsulfonyl fluoride).
Whole cell lysates (500 �g) were immunoprecipitated with
1–2 �g of purified Abs. Immunoprecipitates were washed

FIGURE 2. Adhesion and migration of SHP-2 D61G knock-in cells are dramatically enhanced. A, WT and SHP-2D61G/� bone marrow-derived macrophages
were replated into non-tissue culture plates in cytokine-free medium and photographed 30 min, 60 min, and 18 h later. B, upper panel, WT and SHP-2D61G/�

bone marrow-derived mast cells were plated into cytokine-free medium and photographed 30 min later. Lower panel, WT and SHP-2D61G/� mast cells were
allowed to adhere to fibronectin-coated wells in cytokine and serum-free medium for the indicated periods of time. The number of adherent cells was
determined by the MTS assay. C, cells were assayed for migration as described in the legend to Fig. 1C. Migrated cells adhering to the lower side of the
membranes were photographed and enumerated under a microscope. D, immortalized WT, SHP-2D61G/�, and SHP-2D61G/D61G embryonic fibroblasts were
suspended in DMEM with 2% BSA, allowed to adhere to fibronectin-coated plates for 6 h, and then photographed. Adhesion (D) and migration (E) capabilities
of the cells were assessed as described under “Experimental Procedures.” Three independent experiments were performed and similar results were obtained
in each. Results shown are the mean � S.D. of triplicates from one experiment.
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three times with HNTG buffer (20 mM HEPES, pH 7.5, 150
mM NaCl, 1% glycerol, 0.1% Triton X-100, and 1 mM
Na3VO4) and resolved by SDS-PAGE followed by immuno-
blotting with the indicated Abs.
Small GTPase Assay—RhoA/Cdc42/Rac1GTPase activation

was determined by theGST-Rhotekin-RBD (for RhoA) orGST-
PAK-CRIB (for Rac1 and Cdc42) pull-down assays. Cells were
lysed on ice for 5 min in RIPA buffer containing 0.5% sodium
deoxycholate. Supernatants were collected quickly after cen-
trifugation. An equal volume of whole cell lysates (500�g) were
incubated with 60 �g of GST-Rhotekin-RBD or GST-PKA-
CRIB glutathione-agarose beads at 4 °C for 3 h. Proteins bound
to glutathione-agarose beads were then resolved by SDS-PAGE
and immunoblotted with anti-pan-RhoA, anti-pan-Rac1, or
anti-pan-Cdc42Abs. Total cellular RhoA, Rac1, andCdc42 lev-
els in the whole cell lysates were also determined by
immunoblotting.
In Vivo Angiogenesis Assay—In vivo assessment of angio-

genesis was performed as previously described (34–36).
Matrigel on ice was mixed with heparin (50 �g/ml), basic
fibroblast growth factor (800 ng/ml), and vascular endothe-
lial growth factor (300 ng/ml). The Matrigel mixture of 0.5
ml was injected subcutaneously into flank areas (left and

right sides) near the bottom and midline of the abdomen of
8–10-week-old SHP-2D61G/� mice or WT littermates. Ani-
mals were sacrificed 9 days after Matrigel injection. The
mouse skin was detached along the abdominal midline, and
the Matrigel plugs were retrieved. The samples were then
fixed in 10% buffered formalin for histology or dispensed in
PBS buffer for analysis of hemoglobin levels. For measure-
ment of hemoglobin, each Matrigel plug was dispersed in 1
ml of PBS and homogenized. The resulting lysates were clar-
ified by centrifugation at 13,000 � g for 10 min at 4 °C. The
supernatants (50 �l) were mixed (1:5) with Drabkin’s solu-
tion (Sigma) and incubated at 37 °C for 15 min. The absorb-
ance at 540 nm was measured and the hemoglobin levels
were calculated based on the standard curve generated using
purified human hemoglobin (Sigma). The results were nor-
malized based on the hemoglobin levels of the mice, as SHP-
2D61G/� mice show slightly decreased hemoglobin in periph-
eral blood. In addition, Matrigel plugs were processed for
cryosections followed by immunostaining with anti-vWF
rabbit antiserum at 8 �g/ml. Normal rabbit IgG at the same
concentration was used as the negative control. vWF posi-
tive endothelial cells/capillary vessels were quantified under
a microscope.

FIGURE 3. SHP-2 D61G mutation greatly enhances �1 integrin-induced outside-in signaling. Ba/F3 cells transduced with WT SHP-2, SHP-2 E76K, or control
vector (A) and mast cells derived from WT and SHP-2D61G/� bone marrow cells (B and C) were starved in serum and cytokine-free medium for 5 h and then
subjected to �1 integrin cross-linking for the indicated periods of time as described under “Experimental Procedures.” D, WT, SHP-2D61G/�, and SHP-2D61G/D61G

fibroblasts were trypsinized and resuspended in DMEM with 2% BSA for 1 h. The cells were then stimulated by adhering to fibronectin-coated plates in
serum-free medium for the indicated periods of time. Whole cell lysates were prepared and examined for Akt and ERK activities by immunoblotting with
anti-phospho-ERK, anti-phospho-Akt, and anti-Tyr(P) Abs. Blots were stripped and reprobed with anti-pan-ERK and anti-pan-Akt Abs to check protein loadings.
The cell lysates were also immunoprecipitated with anti-Gab2 Ab followed by anti-Tyr(P) immunoblotting. Blots were stripped and re-probed with anti-SHP-2
and then anti-Gab2 Abs. E and F, WT and SHP-2D61G/� mast cells stimulated by �1 integrin cross-linking were assayed for activation of small GTPases. Activated
GTP-bound RhoA (E), Rac1, or Cdc42 (F) in the cell lysates were determined as described in the text. The lysates were also examined for protein loading by
immunoblotting with anti-pan-RhoA, -Rac1, or Cdc42 Abs. Results shown are representative from two to three independent experiments.
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RESULTS AND DISCUSSION

SHP-2 GOF mutations have been identified in Noonan syn-
drome and childhood leukemias. Recent studies suggest that
the SHP-2GOFmutations play a causal role in the pathogenesis
of these diseases. However, biochemical functions of GOF
mutant SHP-2 are not fully understood. During our previous
studies characterizing the mechanisms by which the SHP-2
GOF mutation E76K impacts IL-3 signaling, we noticed that
Ba/F3 cells transduced with SHP-2 E76K displayed enhanced
adhesion/spreading to tissue culture dishes (Fig. 1A). By con-
trast, the adhesion capability ofWTSHP-2 overexpressing cells
was not altered (Fig. 1, A and B). In addition, the migrating
capability of SHP-2 E76K cells was greatly increased compared
with the cells overexpressingWTSHP-2 or the cells transduced
with the control vector (Fig. 1C). These results indicate that
the GOFmutation E76K in SHP-2 impacts cell spreading and
movement.
The results described abovewere obtained fromSHP-2 E76K

overexpressing cells. To exclude the possibility that the ele-
vated SHP-2 protein level might affect the analyses and to fur-
ther test whether other GOF mutations in SHP-2 can also
enhance cell spreading and migration, we examined hemato-
poietic cells from SHP-2 D61G knock-in mice in which expres-
sion of mutant SHP-2 is at the physiological level (28). Macro-
phages derived from SHP-2D61G/� mice (SHP-2D61G/D61G mice
are lethal at around embryonic day 13.5) adhered and spread
much faster than WT macrophages when replated into non-
tissue culture plates (Fig. 2A). Likewise, mast cells derived

from SHP-2D61G/� mice showed
markedly increased adhesion/
spreading in tissue culture plates
(Fig. 2B). We also assessed the
migrating capability of SHP-
2D61G/� cells. Compared with WT
mast cells, SHP-2D61G/� cells
demonstrated drastically en-
hanced migration across transwell
membranes. The numbers of cells
migrating and attaching to the
lower side of the membranes (Fig.
2C) as well as in the medium in the
lower chambers (data not shown)
were substantially increased com-
pared with those of WT cells. To
determine whether the effect of
SHP-2 D61G mutation on cell
motility is cell type-specific, we
generated WT, SHP-2D61G/�, and
SHP-2D61G/D61G embryonic fibro-
blasts (MEFs) from embryonic day
13.5 embryos, immortalized the
cells by the 3T3 protocol, and eval-
uated cell behaviors. Spreading of
SHP-2 mutant MEFs was also
greatly increased compared with
WT cells (Fig. 2D). Moreover,
homozygous (SHP-2D61G/D61G)
mutant cells spread much faster

than heterozygous (SHP-2D61G/�) cells, especially at the
early time points. Consistent with this result, migration of
both homozygous and heterozygous cells was also enhanced
(Fig. 2E).We also testedWT andmutantMEFs immortalized
with SV40 large T antigen. Similar results were obtained
(data not shown). These observations suggest that heterozy-
gous GOF mutations of SHP-2 as identified in human dis-
eases are sufficient to enhance cell motility and that the
mutant SHP-2 functions in a dominant manner in this cel-
lular process.
The mechanisms by which GOF mutations in SHP-2

enhance cell spreading and migration were then investigated.
We examined the impact of SHP-2 mutations on the signaling
pathways activated by �1 integrin that plays a critical role in
these cellular processes. In Ba/F3 cells, transduction of SHP-2
E76K, but not WT SHP-2 increased �1 integrin cross-linking-
induced activation of ERK and Akt kinases (Fig. 3A). The
increased activation of ERK andAkt pathways does not seem to
be attributed to the high expression level of the mutant SHP-2
because�1 integrin-induced ERK andPI3K/Akt pathwayswere
also drastically enhanced in SHP-2 D61G knock-in (SHP-
2D61G/�) mast cells (Fig. 3B) in which the mutant SHP-2 is
expressed at the physiological level. The enhanced activation of
ERK andAkt correlated with the increased interaction between
mutant SHP-2 (SHP-2 D61G) and the scaffolding protein Gab2
(Fig. 3C) that plays an important role in the ERK and PI3K/Akt
pathways (37). The increased interaction between mutant
SHP-2 and Gab2 is likely due to the SHP-2 conformational

FIGURE 4. Increased activation of ERK, Akt, and small GTPases contributes to the enhanced motility of
SHP-2 D61G mutant cells. WT and SHP-2D61G/D61G MEFs were preincubated with the MEK1 inhibitor PD98059
(A) or the PI3K inhibitor LY294002 (B) in serum-free medium at the indicated concentrations for 1 h prior to the
migration assay. C, WT and SHP-2D61G/D61G MEFs grown in 60-mm dishes were transfected with 5 �g of RhoA
N19 expression plasmid or the control vector by Lipofectamine 2000. Transfected cells were assayed for migra-
tion. Migrated cells adhering to the lower side of the membranes were quantified as described under “Exper-
imental Procedures.” Two-three independent experiments were performed and similar results were obtained
in each. Results shown are the mean � S.D. of triplicates from one experiment.
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change induced by D61G mutation. D61G mutation disrupts
intramolecular binding between the N-terminal SH2 domain
(N-SH2) and the protein-tyrosine phosphatase (PTP) domain,
making SHP-2 bind more effectively to tyrosine-phosphoryla-
ted Gab2 because there is no longer any free-energy cost to
disrupting the N-SH2/PTP interface and opening the N-SH2
phosphotyrosine binding pocket. In agreement with the results
obtained from hematopoietic cells, MEFs harboring heterozy-
gous and homozygous D61G mutations also showed greatly
increased activation of ERK kinases following fibronectin stim-
ulation (Fig. 3D), consistent with a recent study (38). Tyrosine
phosphorylation of cellular proteins in the heterozygous or
homozygous cells at either the basal levels or in response to
fibronectin stimulation was increased, rather than decreased,
although SHP-2 D61G expressed in these cells possesses
enhanced catalytic activity (25, 39). This result supports the
general positive role of SHP-2 catalytic activity in integrin sig-
naling. Yet, the underlying mechanisms remain to be further
determined.
Furthermore, we assessed the impact of SHP-2 activating

mutations on activation of the Rho family small GTPases that
have been shown to be critical in regulating cell motility. The
role of SHP-2 phosphatase in activation of the Rho family small
GTPases has been controversial. Both positive and negative
roles for SHP-2 in RhoA activation have been reported (18, 19,
21–23). These results were obtained from calpeptin (a reported
tyrosine phosphatase inhibitor)-treated cells, SHP-2 loss-of-
function mutant cells, or dominant negative mutant SHP-2-

overexpressing cells. The SHP-2 GOF mutation knock-in cells
now provide an alternativemodel to clarify the role of SHP-2 in
small GTPase activation. Accordingly, we determined small
GTPase activities in SHP-2D61G/�mast cells. As shown in Fig. 3,
E and F, integrin cross-linking-induced activation of RhoA and
Rac1 was greatly enhanced in SHP-2 D61G mutant cells,
whereas activation of Cdc42 was slightly elevated. We also
assessed RhoA GTPase activation in the SHP-2 E76K-trans-
duced Ba/F3 cells in response to �1 integrin cross-linking. Sim-
ilar results were obtained (data not shown). These data reaffirm
that SHP-2 plays a positive role in activation of this family of
small GTPases.
To determine whether increased activation of RhoA, ERK,

and PI3K/Akt pathways is responsible for the enhanced
spreading and migration of SHP-2 D61G mutant cells, we
treated WT and mutant MEFs with MEK1 inhibitor
PD98059, PI3K inhibitor LY294002, or transduced the cells
with a dominant negative RhoAmutant (RhoAN19) (40) and
then assessed cell migration. The results showed that inhi-
bition of these pathways decreased motility of both WT and
mutant cells. Interestingly, SHP-2 D61G mutant cells were
more sensitive than WT cells to the inhibition of these path-
ways (Fig. 4). These results suggest that enhanced activation
of ERK, Akt, and RhoA pathways contributes to the
increased motility of SHP-2 mutant cells.
Finally, to confirm the effect of GOF mutations in SHP-2 on

cell motility, we assessed angiogenesis of SHP-2 D61G mutant
mice using a well characterized in vivo assay of angiogenesis
(35, 36). Matrigel containing basic fibroblast growth factor and
vascular endothelial growth factor was injected subcutaneously
into SHP-2D61G/� mice or WT littermates. The Matrigel plugs
were retrieved 9 days later. Blood vessel formation in theMatri-
gel plugs was determined based on their hemoglobin content.
As shown in Fig. 5A, angiogenesis in theMatrigel plugs in SHP-
2D61G/� mice was significantly increased. To further verify this
result, cryosections prepared from the Matrigel plugs were
immunostained for vWF, a marker protein of endothelial cells
(41, 42). As demonstrated in Fig. 5,B andC, vWFpositive endo-
thelial cells/capillary vessels are significantly increased in the
Matrigel plugs dissected fromSHP-2D61G/�mice. These results
suggest that endothelial cells in themutantmice have increased
migration, although the increased angiogenesis in SHP-
2D61G/� mice may be due to enhanced integrin signaling and
growth factor signaling.
In summary, in this report we have shown that Noonan syn-

drome/leukemiamutations in SHP-2 phosphatase dramatically
enhance cell motility. Our findings clarify the role of SHP-2 in
adhesion-dependent activation of the RhoA family small
GTPases. Moreover, they provide new insights into the patho-
genesis of SHP-2 GOF mutation-associated diseases. Many
developmental processes such as heartmorphogenesis and vas-
culogenesis require the precise regulation of cell motility. Con-
ceivably, certain phenotypes of SHP-2-associated Noonan syn-
drome or JMML might arise from aberrant cell motility
induced by SHP-2 mutations. For example, lymphedema, one
of the prominent phenotypes of Noonan syndrome, the patho-
genesis of which has been unclear, might be induced by the
increased motility of endothelial cells and thereby aberrant

FIGURE 5. In vivo angiogenesis in SHP-2 D61G knock-in mice is enhanced.
SHP-2D61G/� mice (n � 10) or WT (n � 12) littermates were tested using an in
vivo angiogenesis assay as described under “Experimental Procedures.” Nine
days following the injection of Matrigel, animals were sacrificed. A, the Matri-
gel plugs were retrieved and vascularization of the plugs was determined by
measuring their hemoglobin content. The results were normalized based on
the hemoglobin levels of SHP-2D61G/� mice. B, cryosections prepared from
the Matrigel plugs were immunostained with anti-vWF Ab and photo-
graphed at �400 magnification. Normal rabbit IgG was used as the negative
control. C, vWF positive endothelial cells/capillary vessels were quantified at
�400 magnification under a microscope. Results shown are the mean � S.D.
from two independent experiments. The asterisk indicates significance
between WT and SHP-2D61G/� mice (A, p � 0.0178; C, p � 0.0032).
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development of capillary vessels of the lymphatic system. Also,
hepatomegaly caused by massive leukocyte infiltration into the
liver in JMML is likely attributable to the increased motility of
leukocytes. Additionally, as in vivo angiogenesis plays an
important role in cancer formation and metastasis, our data
indicate that GOF mutations in SHP-2 may contribute to
tumorigenesis by enhancing tumor angiogenesis.
The enhanced cell motility by GOF mutations in SHP-2 is

apparently associated with the increased integrin outside-in
signaling. Integrin-induced ERK, PI3K/Akt, as well as small
GTPase pathways are hyper-activated by SHP-2 GOF muta-
tions. Moreover, SHP-2 mutant cells are more sensitive than
WT cells to the inhibition of these pathways in terms of the
suppression of cell motility. However, detailed signaling mech-
anisms by which GOF mutations in SHP-2 enhance integrin
signaling remain to be further determined. It seems that GOF
mutations in SHP-2 impact adhesion-induced signaling by
either promoting activation of upstream kinases or decreasing
its efficiency of dephosphorylation of its downstream sub-
strates. Physical interaction between SHP-2 D61G and Gab2 is
significantly prolonged.Moreover, tyrosine phosphorylation of
Gab2 is greatly increased, even though Gab2 is a target of the
catalytic activity of SHP-2 and the catalytic activity of SHP-2
D61G is increased (25, 39). Thus, altered physical and func-
tional interactions between mutant SHP-2 and its target pro-
teins may play an important role. It is conceivable that the sub-
strate specificity of the mutant SHP-2 is changed as the
consequence of themutation in theN-SH2 domain. This notion
is also supported by previous observations that interaction
between SHP-2 with Gab1 in response to epidermal growth
factor stimulation is enhanced byNoonan syndrome/leukemia-
associated SHP-2 mutations (28, 39, 43). Moreover, a recent
study showed that SHP-2 D61G mutation induced hyper-ty-
rosyl phosphorylation of the transmembrane glycoproteins,
SIRP� and PZR (38), the two prominent targets of SHP-2
involved in cell adhesion andmigration. Clearly, further studies
are needed to define howGOFmutations in theN-SH2 domain
change the accessibility of the catalytic site of SHP-2 to sub-
strate proteins and how these changes diminish its efficiency in
dephosphorylating the targets.
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