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Abstract. 

 

Specificity and modulation of integrin func-
tion have important consequences for cellular re-
sponses to the extracellular matrix, including differenti-
ation and transformation. The Ras-related GTPase,
R-Ras, modulates integrin affinity, but little is known of 
the signaling pathways and biological functions down-
stream of R-Ras. Here we show that stable expression 
of activated R-Ras or the closely related TC21 (R-Ras 
2) induced integrin-mediated migration and invasion of 
breast epithelial cells through collagen and disrupted 
differentiation into tubule structures, whereas domi-
nant negative R-Ras had opposite effects. These results 
imply novel roles for R-Ras and TC21 in promoting a 
transformed phenotype and in the basal migration and 
polarization of these cells. Importantly, R-Ras induced 
an increase in cellular adhesion and migration on col-
lagen but not fibronectin, suggesting that R-Ras signals 
to specific integrins. This was further supported by ex-
periments in which R-Ras enhanced the migration of 

 

cells expressing integrin chimeras containing the 

 

a

 

2

 

, 

but not the 

 

a

 

5,

 

 cytoplasmic domain. In addition, a 
transdominant inhibition previously noted only be-
tween integrin 

 

b

 

 cytoplasmic domains was observed for 
the 

 

a

 

2

 

 cytoplasmic domain; 

 

a

 

2

 

b

 

1

 

-mediated migration 
was inhibited by the expression of excess 

 

a

 

2

 

 but not 

 

a

 

5

 

 
cytoplasmic domain-containing chimeras, suggesting 
the existence of limiting factors that bind the integrin

 

a

 

 subunit. Using pharmacological inhibitors, we found 
that R-Ras induced migration on collagen through a 
combination of phosphatidylinositol 3-kinase and pro-
tein kinase C, but not MAPK, which is distinct from the 
other Ras family members, Rac, Cdc42, and N- and
K-Ras. Thus, R-Ras communicates with specific inte-
grin 

 

a

 

 cytoplasmic domains through a unique combina-
tion of signaling pathways to promote cell migration 
and invasion.
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I

 

NTEGRINS

 

 are a family of 

 

a

 

/

 

b

 

 heterodimers that medi-
ate cellular interactions with components of the ex-
tracellular matrix, resulting in regulation of cell dif-

ferentiation, growth control, and cellular migration and
invasion. Integrins participate in a number of signaling
events in cells. Signaling events induced by the extracellu-
lar matrix through integrins, termed outside-in signaling,
include activation of the mitogen-activated protein kinase

 

(MAPK)

 

1

 

 pathway, cytoplasmic tyrosine kinases such as

 

focal adhesion kinase, phosphoinositide turnover, Ca

 

2

 

1

 

 in-
flux, Na

 

1

 

/ H

 

1

 

 exchange, and alterations in gene expression
and cellular growth (for review see Clark and Brugge,
1995; Schwartz et al., 1995; Yamada and Miyamoto, 1995;

Burridge and Chrzanowska-Wodnicka, 1996; Howe et al.,
1998). Signaling events also impinge upon integrin func-
tion by regulating the ability of integrins to bind their
ligands, a process termed inside-out signaling or integrin
activation. Regulation of integrin–ligand interactions by

 

inside-out signaling helps determine the nature of cellu-
lar responses to the extracellular matrix, influencing deci-
sions such as whether a cell will remain stationary or mi-
grate (Palecek et al., 1997). Integrin cytoplasmic domains,
though relatively short, are necessary for their participa-
tion in both outside-in and inside-out signaling events. De-
spite much recent progress, the current understanding of
integrin-related signaling events is still in its infancy.

One of the most intriguing, but poorly understood, as-
pects of integrin function is how specific integrin subunits
link to specific signaling pathways to create the appropri-
ate cellular response. A handful of studies have begun to
address this question (Sastry et al., 1996; Wary et al., 1996;
Wei et al., 1998). For example, differences in integrin ef-
fects have been correlated to the ability of certain integrin
subunits (

 

a

 

1

 

b

 

1, 

 

a

 

5

 

b

 

1, and 

 

a

 

v

 

b

 

3) but not others (

 

a

 

2

 

b

 

1,
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Abbreviations used in this paper: 

 

MAPK, mitogen-activated protein ki-
nase; MEK, MAPK kinase; PI3K, phosphatidylinositol 3-kinase; PI4K,
phosphatidylinositol 4-kinase; PKC, protein kinase C.
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a

 

3

 

b

 

1, and 

 

a

 

6

 

b

 

1) to recruit Shc and activate the MAPK
pathway (Wary et al., 1996). Moreover, integrin subunit
specificity has been shown for association of integrins with
transmembrane-4 superfamily proteins and activation of
phosphatidylinositol 4-(PI4) kinase (Yauch et al., 1998).
Although these studies begin to address specificity of out-
side-in signaling pathways, less well-studied is the specific-
ity of inside-out signaling pathways.

Recently, it has become evident that both outside-in and
inside-out integrin signaling pathways can involve small
GTPases of the Ras superfamily (for review see Howe et al.,
1998; Keely et al., 1998). Integrins signaling collaborates
with growth factor–induced signaling through the Ras-
MAPK pathway (Miyamoto et al., 1996; Lin et al., 1997;
Renshaw et al., 1997), and can directly activate the MAPK
pathway by both Ras-dependent and -independent means
(P. Chen et al., 1994; Schlaepfer et al., 1994; Morino
et al., 1995; Zhu and Assoian, 1995; Chen et al., 1996;
Clark and Hynes, 1996; Miyamoto et al., 1996). Signaling
through integrins also activates signaling pathways involv-
ing members of the Rho family of GTPases (Hotchin and
Hall, 1995; Laudanna et al., 1996; Renshaw et al., 1996;
Schwartz et al., 1996; Udagawa and McIntyre, 1996). The
bidirectional nature of these signaling events is demon-
strated by the finding that integrin clustering into focal
complexes can be regulated by Rho family members, Rho,
Rac, and Cdc42 (Hotchin and Hall, 1995; Nobes and Hall,
1995; Clark et al., 1998) or by Ras (Kinch et al., 1995). Ad-
ditionally, activation of Rac and Cdc42 stimulates integrin-
mediated migration and invasion across collagen matrices
(Keely et al., 1997). Ras family members have direct ef-
fects on integrin function, since H-Ras suppresses integrin
activation (Hughes et al., 1997), whereas R-Ras activates
integrins, resulting in increased cell adhesion and matrix
assembly (Zhang et al., 1996).

R-Ras is a 23-kD GTP-binding molecule 

 

z

 

55% homol-
ogous to H-, N-, and K-Ras, with an extra 26 amino acids
at its NH

 

2

 

 terminus (Lowe et al., 1987). Despite this ho-
mology, the biological function of R-Ras is distinct from
H-Ras (Cox et al., 1994; Rey et al., 1994; Marte et al., 1996;
Huff et al., 1997). R-Ras binds to many of the same effec-
tors as H-, N-, or K-Ras, including Raf and Ral-GDS
(Spaargaren and Bischoff, 1994; Spaargaren et al., 1994),
but is unable to activate these effectors efficiently (Herr-
mann et al., 1996; Marte et al., 1996). However, R-Ras is
able to activate the phosphatidylinositol 3-kinase (PI3K)-
Akt/PKB pathway (Marte et al., 1996). The transforming
properties of R-Ras remain under investigation, and are
partially dependent on the specific cell in question (Lowe
and Goeddel, 1987; Cox et al., 1994; Saez et al., 1994).
TC21 (R-Ras2), the closest relative of R-Ras, is also impli-
cated in cellular transformation of fibroblasts and human
breast carcinomas (Clark et al., 1996; Graham et al., 1996),
although TC21 shares more functional similarity to H-Ras
than R-Ras (Huff et al., 1997). Other than PI3K activa-
tion, the signaling pathways and full range of biological ef-
fects downstream of R-Ras function are not known.

We previously showed that stable expression of consti-
tutively active Cdc42 or Rac alters the response of breast
epithelial cells to a collagen matrix by disrupting polari-
zation and promoting a migratory invasive phenotype
(Keely et al., 1997). The effect of Cdc42 and Rac is medi-

 

ated by PI3K (Keely et al., 1997). Additionally, the ability
of these cells to polarize or migrate in collagenous matri-
ces is related to 

 

a

 

2

 

b

 

1 integrin expression levels (Keely et al.,
1995; Zutter et al., 1995). Since R-Ras has been shown to
have direct effects on both integrin function and PI3K ac-
tivity, we determined in this study whether R-Ras can alter
breast cell response to the extracellular matrix. We find
that R-Ras activation disrupts the polarized differentia-
tion of breast epithelial cells in collagen matrices and stim-
ulates migration and invasion through collagen, suggesting
new roles for R-Ras. Additionally, we find that R-Ras spe-
cifically stimulates migration and adhesion to collagen but
not fibronectin. Using integrin chimeras, we demonstrate
cross-talk between R-Ras and the 

 

a

 

2, but not the 

 

a

 

5, inte-
grin cytoplasmic tail, resulting in enhanced migration of
breast epithelial cells. Surprisingly, R-Ras–induced mi-
gration was only partially dependent on PI3K activity,
suggesting that PI3K-independent signaling pathways
also contribute to the effects of R-Ras. We find that one
of these pathways involves protein kinase C (PKC). Mi-
gration induced by R-Ras did not involve the MAPK ki-
nase (MEK)/MAPK pathway, which differed from K-Ras–
induced migration. Thus, R-Ras affects specific integrin 

 

a

 

cytoplasmic domains through multiple distinct combina-
tions of signaling pathways to activate cell migration and
transformation.

 

Materials and Methods

 

Cell Lines

 

T47D cells (American Type Culture Collection) were transfected with
constitutively active constructs for R-Ras(87L) or (38V), TC21(72L),
N-Ras(12D), or K-Ras(12V), or with dominant negative constructs for
R-Ras(41A) or (43N), or TC21(26A) that were expressed in pZIP. Cells
were selected in G418 as described (Keely et al., 1995) and expanded as
pools of stably transfected cells. Control cells were transfected with pZIP
alone and selected in parallel with the other cells. Expression of constructs
was determined by immunoblotting. Because these different molecules
could not be probed by the same antibody on the same blot, it was impos-
sible to determine absolute expression levels of R-Ras compared with
TC21, N-Ras, or K-Ras. However, a comparison of each molecule to en-
dogenous levels was made: R-Ras(87L) was 8.8-fold above endogenous
R-Ras (or 8.8

 

3

 

), R-Ras(43N) 

 

5

 

 10.7

 

3

 

, R-Ras(41A) 

 

5 

 

1.8

 

3

 

, TC21(72L) 

 

5

 

4.0

 

3

 

, TC21(26A) 

 

5 

 

1.0

 

3

 

, N-Ras(12D) 

 

5 

 

0.9

 

3

 

, and K-Ras(12V) 

 

5 

 

2.1

 

3

 

.
For double transfectants to create X4 chimeric cell lines, cells were
cotransfected with X4 chimeras expressed in pSFneo and pCGN (20:1),
and selected in hygromycin-containing growth medium as described (Keely
et al., 1997). Expression of 

 

a

 

4 integrin on the surface of the cell, indicating
expression of the X4 chimeras, was determined by flow cytometry (see be-
low). X4 chimeras were a gift of Dr. Martin Hemler (Dana-Farber Cancer
Institute).

 

Cell Migration, Invasion, and Morphogenesis

 

Migration and invasion across transwells were performed as described
previously (Santoro et al., 1994; Keely et al., 1995, 1997). Transwells were
coated from the underside with 6 

 

m

 

g/ml collagen I or 25 

 

m

 

g/ml fibronectin
(Collaborative Biomedical Products). For studies with X4 chimeras, trans-
wells were coated with specific 

 

a

 

4 ligands: 6 

 

m

 

g/ml of the 40-kD chymo-
tryptic heparin binding fragment of fibronectin (GIBCO BRL) (McCar-
thy et al., 1986) or 50 

 

m

 

g/ml of the CS-1 peptide (EILDVPST; Peninsula
Labs Inc.) (Humphries et al., 1987). CS-1 peptide was coupled to ovalbu-
min as described (Haugen et al., 1990) and the best coating concentration
for cell migration was determined. Cell migration was performed in the
absence of serum or growth factors for 16 h. For inhibitor assays, cells
were pretreated for 15 min with DMSO (control), Wortmannin (30 nM),
LY294002 (25 

 

m

 

M), bisindolylmalemide (1 

 

m

 

M) all from Calbiochem-
Novabiochem Corp., or PD98059 (25 

 

m

 

M; Alexis Biochemicals), and al-
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lowed to migrate across collagen in the continued presence of the inhibi-
tor for 5 h. 

For antibody inhibition assays, cells were preincubated with control
IgG or anti–

 

a

 

2 integrin antibody, P1E6 (GIBCO BRL) at a final concen-
tration of 1:1,000. Migration was performed in the continued presence of
the antibody for 16 h. Invasion was assessed on serum starved cells that
were seeded onto the top of 2-mm collagen gels and allowed to migrate in
response to 10% serum placed in the lower chamber. Invasion assays were
allowed to proceed for 26–36 h. Unless otherwise noted, values presented
are the mean 

 

6

 

 SEM of at least three experiments normalized to control
values. Data were analyzed by performing ANOVA using Microsoft Ex-
cel software. Morphogenesis in three-dimensional collagen gels was as-
sessed after 7 and 16 d as described (Santoro et al., 1994; Keely et al.,
1995).

 

Adhesion Assays

 

Adhesion to Immobilon plates (Dynatech) coated with various concentra-
tions of collagen I or fibronectin was performed and adherent cells quanti-
tated by hexosaminidase activity as described (Haugen et al., 1990; Keely
et al., 1995). Values given represent the average of two separate experi-
ments, each of triplicate determinations, 

 

6

 

 SEM.

 

Flow Cytometry

 

Cells were detached in versene, washed in PBS containing 5 mg/ml BSA,
and incubated with primary antibody on ice. To determine cell surface in-
tegrin expression, cells were incubated with the following mAbs: P4C2
against the 

 

a

 

4, P1D5 against the 

 

a

 

5, P1E6 against the 

 

a

 

2, or P1B5 against
the 

 

a

 

3 subunits (all from GIBCO BRL), or TS2-7 against the 

 

a

 

1, or 4F10
against the 

 

a

 

6 subunits (Serotec). Primary antibody was diluted 1:1000.
After a 20-min incubation, cells were washed once in PBS/BSA, and incu-
bated with FITC-conjugated donkey anti–mouse secondary antibody at
1:100 (Jackson Labs) for 20 min on ice. Cells were washed again and ana-
lyzed on a Beckman FACScan

 

®

 

. For conformation studies, cells were ei-
ther treated with EDTA or with manganese at 2 mM before incubation
with 12G10 antibody (Serotec), which detects conformational changes in
the 

 

b

 

1 integrin subunit. After this primary antibody incubation, analysis
proceeded as above.

 

PKC Kinase Assay

 

Cells were pretreated with DMSO or bisindolylmaleimide (1 

 

m

 

M) for 20
min, lysed in buffer containing 0.05% Triton-X 100, and the in vitro activ-
ity of PKC was determined on crude lysates using the PKC assay system
(SignaTECT; Promega Corp.), according to manufacturer’s directions. In
brief, a single purification step over a DEAE cellulose column was used to
generate a crude PKC-containing fraction. Background activity (nonspe-
cific) was determined in the absence of phosphatidylserine and diacylglyc-
erol, and compared with PKC activity determined in the presence of phos-
phatidylserine and diacylglycerol.

 

MAPK Activity

 

Cells expressing R-Ras(87L), R-Ras(38V), TC21(72L), K-Ras(12V),
N-Ras(12D), or control vectors were cultured overnight either in the pres-
ence or absence of serum, treated for 20 min with DMSO (control) or
PD98059 (25 

 

m

 

M), and lysed. Lysates were electrophoresed, immunoblot-
ted with anti-p42/44 ERK antibody (Santa Cruz Biotech), and the activa-
tion of MAPK was determined by gel-shift (Cox et al., 1994). Determina-
tion of the mean image density was made using NIH image software.

 

Results

 

R-Ras or TC21 (R-Ras2) Expression Affects the 
Differentiation of Mammary Epithelial Cells in
Three-dimensional Collagen Gel Culture

 

Well differentiated human breast carcinoma T47D cells
maintain the ability to polarize into tubule and ductlike
structures when cultured in three-dimensional collagen
gels (Keely et al., 1995). This differentiation is dependent
on the 

 

a

 

2

 

b

 

1 integrin (Keely et al., 1995; Zutter et al.,

 

1995). One of the characteristics of T47D differentiation
into tubules is the multicellular nature of the structure,
such that individual cell–cell boundaries become more dif-
ficult to distinguish, as can be noted in Fig. 1 A. Stable ex-
pression of activated R-Ras(87L) in T47D cells disrupted
the ability of these cells to differentiate and polarize in col-
lagen gel culture, instead the cells grew as disorganized
clumps and sheets of individual, nonpolarized cells (Fig. 1
B). Similar results were obtained with cells stably express-
ing another activated R-Ras isoform, R-Ras(38V) (not
shown). Thus, activation of R-Ras results in a less differ-
entiated, more transformed phenotype. In contrast, stable
expression of dominant negative R-Ras(43N) enhanced
differentiation; tubule structures developed earlier and
were more extensive (Fig. 1 D). This suggests that endoge-
nous R-Ras may play a negative role in regulating the rate
or extent of normal epithelial differentiation. Like R-Ras,
expression of constitutively active TC21(72L) disrupted
differentiation in collagen gels (Fig. 1 C), whereas expres-
sion of dominant negative TC21(26A) enhanced differen-
tiation in a qualitative manner (Fig. 1 E). This suggested
that TC21, like R-Ras, is a negative regulator of breast cell
differentiation.

 

R-Ras and TC21 Stimulate Migration and Invasion 
Specifically across Collagen

 

Breast carcinoma progression is accompanied by the loss
of polarization and differentiation, and the acquisition
of a migratory invasive phenotype. Migration was deter-
mined using a Boyden chamber haptotactic assay in which
transwells were coated on the underside with collagen.
Expression of activated R-Ras isoforms, R-Ras(87L) or
R-Ras(38V), significantly enhanced cell migration relative
to control cells (Fig. 2 a), indicating that R-Ras activation
promotes a more migratory phenotype. Dominant nega-
tive R-Ras(41A) inhibited migration by 

 

z

 

45–50% (Fig. 2
a), suggesting a contribution of R-Ras to basal migratory
mechanisms. Activated TC21(72L) also enhanced cell mi-
gration, albeit to a somewhat lesser extent than R-Ras
(Fig. 2 a). Expression of activated isoforms of other Ras
family members, N-Ras(12D) and K-Ras(12V), also en-
hanced cell migration across collagen, but to a lesser ex-
tent than R-Ras (Fig. 2 a).

The migration induced by R-Ras(87L) across collagen-
coated filters was dependent on the 

 

a

 

2

 

b

 

1 integrin, since it
could be completely inhibited by anti-

 

a

 

2

 

b

 

1 blocking anti-
bodies (Fig. 2 b). Similarly, TC21(72L)-induced cell migra-
tion was also 

 

a

 

2

 

b

 

1 integrin-dependent (Fig. 2 b). These re-
sults are consistent with the finding that the 

 

a

 

2

 

b

 

1 integrin
is a major collagen receptor in breast epithelial cells that
mediates many of their responses to collagenous matrices
(Keely et al., 1995; Zutter et al., 1995).

To examine whether the effect of R-Ras was specific for
collagen, cell migration across fibronectin was determined.
Surprisingly, expression of R-Ras(87L) or R-Ras(38V) did
not enhance and, in fact, partially inhibited migration
across fibronectin by 

 

z

 

40% (Fig. 2 c). R-Ras(87L) did not
enhance or inhibit migration of cells across laminin (not
shown). Similar results were obtained for TC21(72L),
which also inhibited migration across fibronectin by 25%,
although this difference was not statistically significant
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(Fig. 2 c). The difference between migration across col-
lagen and fibronectin is not due to dramatically different
levels of migration, since similar numbers of control cells
migrate across each substratum, as shown by a representa-
tive experiment in Table I. In contrast to the results with
R-Ras and TC21, expression of either N-Ras(12D) or
K-Ras(12V) enhanced migration across fibronectin (Fig. 2
c). Thus, R-Ras and TC21 differ from N- and K-Ras in the
specificity of substrata on which they enhance cell migra-
tion.

To metastasize, cells must not only migrate but must
also invade through extracellular matrices. Therefore, we
examined the ability of transfected cells to invade through

 

a 2-mm-thick collagen gel in response to a serum gradient.
Consistent with their more migratory phenotype, cells ex-
pressing activated R-Ras(87L) or R-Ras(38V) were signif-
icantly more invasive through collagen than control cells
(Fig. 3). Similarly, activated TC21(72L), N-Ras(12D), and
K-Ras(12V) induced cell invasion (Fig. 3). Because basal
invasion levels of T47D cells are already so low, we did not
further investigate the effect of dominant negative R-Ras
or TC21 on invasion. Therefore, we find that expression of
activated R-Ras or TC21 converts cells from a polarized,
differentiated phenotype into a migratory and invasive
phenotype.

 

R-Ras Specifically Affects the 

 

a

 

2 Integrin
Cytoplasmic Domain

 

Next, we examined the effect of R-Ras on adhesion of
cells to collagen and fibronectin since R-Ras activation
specifically enhanced cell migration across collagen, but
decreased migration across fibronectin. This was of partic-
ular interest since it has been shown that expression of ac-
tivated R-Ras(38V) increases the adhesion of myeloid
cells to fibronectin and vitronectin through activation of
integrin subunits (Zhang et al., 1996). Similar to these re-

Figure 1. Expression of activated R-Ras or TC21 (R-Ras 2) disrupts the organized polarization of breast epithelia. Cells were cultured
in three-dimensional collagen gels and the formation of polarized tubule structures was assessed by phase-contrast microscopy. Cells
were transfected with: (A) vector only, (B) constitutively active R-Ras(87L), (C) constitutively active TC21(72L), (D) dominant nega-
tive R-Ras(43N), or (E) dominant negative TC21(26A). Constitutively active R-Ras and TC21 disrupt tubule formation, whereas dom-
inant negative R-Ras and TC21 enhance formation in a qualitative manner.

 

Table I. Migration of Cells Expressing Activated R-Ras and 
TC21 on Collagen and Fibronectin

 

Collagen* Fibronectin*

 

Control 93 (

 

6 

 

3) 121 (

 

6 

 

8)
R-Ras(87L) 246 (

 

6 

 

21) 50 (

 

6 

 

4)
TC21(72L) 255 (

 

6 

 

16) 58 (

 

6 

 

5)

 

*Average number of cells per microscopic field for a representative experiment from
Fig. 2. Values represent an average of 6 fields

 

 6

 

 SD.
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sults, we found that expression of activated R-Ras(87L)
enhanced adhesion to collagen by a modest but consistent
amount (Fig. 4 a), demonstrating an effect of R-Ras acti-
vation on the avidity of cells for collagen. Dominant nega-
tive R-Ras(41A) decreased adhesion to collagen (Fig. 4 a)
by a similar amount, demonstrating a contribution of en-
dogenous R-Ras to cell adhesion. The other dominant
negative isoform of R-Ras, R-Ras(43N), did not affect cell
adhesion (not shown). Expression of TC21 isoforms had
no consistent or significant effect on adhesion of cells to
collagen (not shown). In contrast to the effect on cell ad-
hesion to collagen, expression of R-Ras(87L) or R-Ras-
(41A) did not affect cell adhesion to fibronectin (Fig. 4 b).
This is in contrast to the results of Zhang et al. (1996) who
found increased adhesion of myeloid cells to fibronectin
substrata. This suggests that there are cell-type specific dif-
ferences in the effects of R-Ras on different integrin sub-
units.

To determine whether changes in cell migration and ad-
hesion could be explained by altered expression of endog-
enous integrin subunits, integrin 

 

a

 

 subunit expression was
examined by flow cytometry. Cells expressing activated
R-Ras(87L) or dominant negative R-Ras(41A) or R-Ras-
(43N) showed no change in the expression of integrin sub-
units 

 

a

 

1, a2, a3, a5, or a6 (not shown). Additionally, there
were no changes noted in expression of a4 (not shown), an
integrin subunit not normally expressed in these cells.
Therefore, R-Ras–induced changes in cell migration and
adhesion are not due to changes in integrin subunit ex-
pression.

To examine if an apparent change in integrin avidity was
reflected in a detectable change in integrin conformation,

Figure 2. R-Ras and TC21 stimulate integrin-mediated cell mi-
gration across collagen but not fibronectin. (a) Migration of cells
transfected with Ras family members across collagen I. Expres-
sion of constitutively active R-Ras(87L) and R-Ras(38V) stimu-
late cell migration, whereas dominant negative R-Ras(41A) in-
hibits migration. Expression of constitutively active isoforms of
Ras family members, TC21(72L), N-Ras(12D), and K-Ras(12V)
also stimulate cell migration. Haptotactic cell migration was as-
sayed in the absence of serum across filters coated from the un-
derside with collagen I. Values are relative to migration of cells
expressing vector alone: *P , 0.05, compared with control cells;
(*)P , 0.1. (b) Migration across collagen is mediated by the a2b1
integrin. Cells were preincubated with control IgG or P1E6, an
anti–a2 integrin antibody, and allowed to migrate across filters
coated with collagen I. P1E6 significantly inhibits migration of
control cells as well as cells expressing activated R-Ras(87L) or
TC21(72L). *P , 0.05 for P1E6 compared with control IgG. (c)
Cell migration across fibronectin. Expression of constitutively ac-
tive R-Ras(87L) or (38V) decreases migration, whereas constitu-
tively active TC21(72L) does not. In contrast, expression of

constitutively active N-Ras(12D) or K-Ras(12V) stimulates mi-
gration across fibronectin. *P , 0.05, (*)P , 0.1, compared with
control cells transfected with vector alone.

Figure 3. R-Ras and Ras family members stimulate invasion.
Cells expressing constitutively active R-Ras(87L) or (38V),
TC21(72L), N-Ras(12D), or K-Ras(12V) are significantly more
invasive across collagen gels in response to a serum gradient. Val-
ues are relative to cells transfected with vector alone (control).
*P , 0.05 compared with control invasion.
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we used a conformationally sensitive anti–b1 integrin anti-
body, 12G10. The 12G10 epitope is known to be expressed
on integrins that are activated by manganese. We found no
increase in 12G10 binding, as determined by flow cytome-
try, in cells expressing R-Ras(87L) compared with control
cells (not shown). This result suggests that changes in ap-
parent integrin avidity because of R-Ras activation either
do not correlate to conformational changes, or that R-Ras
changes integrin conformation in a manner not detected
by this antibody.

The R-Ras–enhanced migration and adhesion of cells to
collagen via a2b1, but not fibronectin via a5b1, suggests
that, in these cells, R-Ras affects specific integrin subunits.
Since the b subunits are identical, we speculated that
R-Ras specifically signals to the a2 cytoplasmic domain.
To test this hypothesis, the effects of R-Ras on a chimeric

integrin containing the a2 cytoplasmic domain were com-
pared with its effects on a similar chimera containing the
a5 cytoplasmic domain. Chimeric integrins with the extra-
cellular domain of the a4 subunit and the cytoplasmic do-
main of either the a2 subunit (X4C2) or the a5 subunit
(X4C5) were transfected into control and R-Ras(87L)–
expressing cells. Some cells were instead transfected with
the complete a4 subunit (X4C4). We selected a4 integrin
chimeras since T47D cells normally do not express the a4
subunit (Fig. 5 A, mock profile) which allowed us to moni-
tor the expression of the chimeras in our control and
R-Ras–transfected cells. Each of the a4 chimeras was ex-
pressed at similar levels on the surface of control and
R-Ras–expressing cells (Fig. 5, A–F). Since individual in-
tegrin a subunits are not expressed on the cell surface, this
indicates that a4b1 heterodimers were formed. Impor-
tantly, expression of a4 chimeras did not affect the expres-
sion of endogenous a2 (Fig. 5, G and H) or a5 subunits
(not shown).

The ligand for the a4b1 integrin is the CS-1 sequence
found in the COOH-terminal 40-kD heparin-binding frag-
ment of fibronectin (McCarthy et al., 1986; Humphries et
al., 1987). This 40-kD fragment does not contain the RGD
sequence that is the ligand for the a5b1 integrin in fi-
bronectin. Therefore, to specifically assess the effects of
R-Ras expression on the X4 chimeras, cell migration
across membranes coated with either the CS-1 peptide or
the 40-kD fragment was determined, since untransfected
T47D cells do not migrate across these substrata (not
shown). We found that expression of the X4 chimeras in
T47D cells conferred the ability to migrate on the 40-kD
fragment and the CS-1 peptide (Fig. 6 a). Interestingly,
R-Ras(87L) enhanced migration of cells expressing X4C2
and decreased migration of cells expressing X4C5 (Fig. 6
a). This is consistent with our finding that R-Ras enhances
migration across collagen and decreases migration across
fibronectin (Fig. 2). R-Ras(87L) also enhanced migration
of X4C4-expressing cells, suggesting that R-Ras not only
signals to the a2, but also the a4 cytoplasmic domains in
breast epithelial cells (Fig. 6 a). Cells expressing an a4 chi-
mera containing no a cytoplasmic domain, X4C0, were un-
able to migrate across the 40-kD and CS-1 substrata (not
shown), indicating the importance of an intact a cytoplas-
mic domain for cell migration. These results suggest that
R-Ras activation enhances a2b1 integrin function and di-
minishes a5b1 integrin function, at least with regard to cell
migration.

We also determined whether cells expressing a4 chime-
ras had altered migration across collagen. Since the a4 chi-
meras do not bind collagen, any effect will be due to pleio-
tropic effects on endogenous integrin subunits. Expression
of X4C2, but not X4C4 or X4C0, blocked the increase in
migration of cells across collagen that is induced by acti-
vated R-Ras(87L) (Fig. 6 b), suggesting that there is some
form of competition between the X4C2 subunit and the
endogenous a2 subunit. Thus, the effects of R-Ras on en-
dogenous a2 subunits can be antagonized specifically by
de novo expression of a2 cytoplasmic domains. Such dom-
inant negative effects of integrin cytoplasmic domains
have been noted previously with expression of exogenous
b cytoplasmic domains (Y.P. Chen et al., 1994; LaFlamme et
al., 1994; Lukashev et al., 1994). However, this is the first

Figure 4. Activated R-Ras enhances adhesion to collagen but not
fibronectin. (A) Cells expressing activated R-Ras(87L) (trian-
gles) are more adherent to collagen I than control cells express-
ing vector alone (open squares). In contrast, cells expressing
dominant negative R-Ras(41A) (filled squares) are less adherent
to collagen I. (b) Cells expressing activated or dominant negative
R-Ras are no different from control cells in their adhesion to fi-
bronectin. Values in a and b are an average of two separate ex-
periments, each of triplet determinations, 6 SD.
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demonstration of transdominant inhibition by a specific a
integrin subunit. This suggests that there may be competi-
tion for a limited supply of a cytoplasmic domain binding
factors. Conversely, X4C5 expression slightly enhanced the
R-Ras(87L)–induced migration across collagen (Fig. 6 b),
although this enhancement is not statistically significant when
compared to the results obtained with cells expressing
X4C4 or X4C0. These results provide additional evidence
that R-Ras signaling involves specific integrin subunits.

PI3K and PKC Contribute to R-Ras– and
TC21-induced Cell Migration

We previously found that migration induced by the small
GTPases, Rac and Cdc42, was dependent on PI3K (Keely
et al., 1997). Like Rac and Cdc42, R-Ras also has been
shown to activate PI3K (Marte et al., 1996). Therefore, we
determined whether pharmacological inhibitors of PI3K,
Wortmannin, and LY294002, could inhibit the migration
induced by R-Ras. Wortmannin (30 nM) and LY294002
(25 mM) significantly inhibited the migration induced by
activated R-Ras(87L) or R-Ras(38V) (Fig. 7 a). However,
unlike the total inhibition previously noted with Rac and
Cdc42-expressing cells (Keely et al., 1997), the effect of
PI3K inhibition on R-Ras–induced migration was only
partial; migration was inhibited only by z50%. Wortman-

nin and LY294002 also only partially inhibited the migra-
tion induced by activated TC21(72L) (Fig. 7 a). Thus,
PI3K activity contributes to R-Ras–induced cell migration,
but other signaling pathways are probably also involved.

PKC has been implicated in the migration of some cell
types (Vuori and Ruoslahti, 1993; Derman et al., 1997;
Batlle et al., 1998). Pretreatment of cells with 1 mM bisin-
dolylmalemide, an inhibitor of most isoforms of PKC,
significantly inhibited the migration of R-Ras(87L) or
R-Ras(38V)–expressing cells (Fig. 7 b). Once again, inhib-
iting PKC produced only partial inhibition of R-Ras–
induced cell migration. Bisindolylmalemide also partially
inhibited the migration of cells expressing TC21(72L) and
K-Ras(12V), albeit to an even lesser extent than the effect
on R-Ras cells (not shown). The concentration of bisin-
dolylmalemide used was adequate, since pretreatment of
cells with this concentration inhibited PKC activity to
background levels in an in vitro PKC kinase assay (data
not shown). Since certain isoforms of PKC (d, e, and h)
can be activated downstream of PI3K (Toker et al., 1994;
Derman et al., 1997), we wished to determine if PKC and
PI3K might be part of the same signaling pathway leading
to cell migration, or separate pathways that both contrib-
ute to migration. Treatment of cells with Wortmannin and
bisindolylmalemide had an additive effect and completely
inhibited the increased migration induced by R-Ras ex-

Figure 5. Flow cytometry of cells expressing a4 integrin chimeras. (A–F) De novo expression of a4 integrin on the surface of control or
R-Ras(87L)–expressing cells double-transfected with a4 chimeras. Chimeras consist of the extracellular domain of the a4 subunit and
the cytoplasmic domain of a2 (X4C2), a4 (X4C4), or a5 (X4C5). All cell lines expressed similar levels of the X4 chimeras as determined
by surface a4 integrin expression. (A) Control cells transfected with X4C2 express a4 on their surface (shaded histogram). In contrast,
mock-transfected cells, like untransfected cells, do not express a4 on their surface (open histogram). (B) R-Ras(87L) cells transfected
with X4C2 express similar levels of a4 as control X4C2 cells in A. (C) Control cells transfected with X4C4. (D) R-Ras(87L) cells trans-
fected with X4C4. (E) Control cells transfected with X4C5. (F) R-Ras(87L) cells transfected with X4C5. (G and H) Cell surface expres-
sion of a2b1 integrin does not change in cells transfected with X4C2. (G) Control cells transfected with X4C2 (shaded histogram) have
similar levels of a2 expression on their surface as mock-transfected cells (open histogram). (H) R-Ras(87L) cells transfected with X4C2
also have similar a2 expression levels.
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pression (Fig. 7 b), suggesting that PI3K and PKC each
contribute to R-Ras–induced cell migration through sepa-
rate pathways.

Other pharmacological inhibitors of signaling pathways
potentially downstream of R-Ras were also tested. The
MEK inhibitor, PD98059 (Dudley et al., 1995), had no ef-
fect on migration induced by activated R-Ras or TC21

Figure 6. R-Ras specifically enhances migration through effects
on the a2 integrin cytoplasmic domain. (a) Migration of cells
across ligands specific for the a4b1 integrin: the 40-kD frag-
ment of fibronectin or the CS-1 peptide. Cell lines expressing
control vector or activated R-Ras(87L) were double-transfected
with a4 chimeras that consist of the extracellular domain of the
a4 subunit and the cytoplasmic domain of a2 (X4C2), a4 (X4C4),
or a5 (X4C5). R-Ras(87L) enhances migration only for cells ex-
pressing the X4C2 or X4C4 chimeras, but not cells expressing the
X4C5 chimera. Values are normalized for each chimera set and
substratum to control values. *P , 0.05 compared with control
cells for that chimera. (b) Migration of cells expressing X4 chime-
ras across collagen I, which is not a ligand for the a4 extracellular
domain. Expression of X4C2 inhibits the increase in cell migra-
tion across collagen induced by R-Ras(87L) expression. In con-
trast, expression of X4C4, X4C5, or X4C0 (a4 extracellular
domain with no cytoplasmic domain) did not inhibit R-Ras-
(87L)–induced cell migration across collagen (i.e., R-Ras still in-
duces a statistically significant increase in the migration of these
cells). Values are normalized for each chimera set. *P , 0.05
compared with control values (solid bars) for that chimera. Ex-
pression of X4C5 actually increases the effect of R-Ras, but this
is not statistically significant, when compared with X4C4, or
X4C0-expressing cells.

Figure 7. PI3K and PKC contribute to R-Ras induced cell migra-
tion. (a) Pretreatment with PI3K inhibitors Wortmannin (Wtm,
30 nM) or LY294002 (LY, 25 mM) partially inhibits the mi-
gration of cells expressing activated R-Ras(87L) or (38V), or
TC21(72L) across collagen. *P , 0.05 compared with DMSO-
treated samples for each cell line shown. (b) Pretreatment of cells
with the PI3K inhibitor, Wortmannin (Wtm, 30 nM), or the PKC
inhibitor, bisindolylmalemide (Bis, 1 mM), or both. Wortmannin
and bisindolylmalemide alone each partially inhibits R-Ras–
induced migration of cells across collagen. Together, Wortman-
nin and bisindolylmalemide have an additive effect and com-
pletely inhibit R-Ras–induced migration. *P , 0.05 compared
with DMSO-treated samples for each cell line. (c) Pretreatment
of cells with the MEK inhibitor, PD98059 (PD98, 25 mM) has no
effect on the migration across collagen of cells expressing acti-
vated R-Ras(87L) or (38V) or TC21(72L). In contrast, PD98059
completely inhibits migration induced by activated K-Ras(12V).
*P , 0.05 compared with DMSO-treated samples for each cell
line.
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(Fig. 7 c), despite inhibiting MAPK activation 50–60% in
cells expressing R-Ras(38V), R-Ras(87L), or TC21(72L)
(data not shown). In sharp contrast, PD98059 significantly
inhibited K-Ras–induced cell migration (Fig. 7 c), demon-
strating important differences in the mechanism by which
R-Ras and K-Ras induce migration. Rapamycin, an inhibi-
tor of p70 S6 kinase, also did not inhibit cell migration (not
shown), which is consistent with previous results with Rac
and Cdc42 (Keely et al., 1997).

Discussion
In this study, we show that activated R-Ras disrupts mam-
mary epithelial polarization in three-dimensional collagen
gels and induces migration and invasion across collage-
nous matrices. These results implicate a role for R-Ras in
the transformation of mammary epithelial cells, a role that
has not been described previously. We find similar results
for a molecule closely related to R-Ras, TC21, which ex-
tends previous results by Clark et al. (1996) demonstrating
that TC21 can alter breast epithelial morphology. We also
find that R-Ras enhances cell adhesion to collagen, which
is consistent with its previously described role in promot-
ing increased integrin avidity (Zhang et al., 1996). Impor-
tantly, R-Ras enhances cell migration and adhesion specif-
ically on collagen, but not fibronectin. This substratum
specificity reflects a difference in the effect of R-Ras on
the a2 versus the a5 integrin cytoplasmic domains. Such
specificity has not been described previously for the ef-
fects of R-Ras on integrin subunits, and could have impor-
tant implications for inside-out integrin signaling events
that lead to migration and invasion on collagenous ma-
trices. Finally, migration induced by R-Ras is partially
blocked by inhibitors of PI3K and PKC, but not by a MEK
inhibitor, suggesting that unique combinations of signaling
pathways are activated by R-Ras compared with other
members of the Ras superfamily.

Currently, it is not understood how different integrin
subunits specifically link to different inside-out or outside-
in signaling pathways. Here, we demonstrate that R-Ras
can stimulate cellular migration that is dependent on the
a2b1 or a4b1 integrin, but not the a5b1 integrin. In fact,
R-Ras activation seems to have a slight inhibitory effect
on a5b1-mediated cell migration. The effect of R-Ras is
specifically on the a cytoplasmic domain since only this
domain differs between the X4C2 and X4C5 chimeras.
Our results are consistent with other observations that a
subunits appear to regulate the specificity and appropri-
ateness of integrin response. For example, swapping inte-
grin a cytoplasmic domains on the a2 integrin changes the
response of cells to collagen (Chan et al., 1992), whereas
deletion of the a2 cytoplasmic domain causes unregulated
recruitment of integrins into focal complexes, even when
the cells are attached to fibronectin (Kawaguchi et al.,
1994). Here we are able to link a specific signaling path-
way involving R-Ras to the a2b1 integrin, which may help
explain these previous observations regarding specific a2
subunit effects. Activation of MAPK by integrins also de-
pends on specific integrin subunits (Wary et al., 1996; Wei
et al., 1998). Specifically, a5b1 integrin, but not a2b1 inte-
grin, associates with Shc and activates the MAPK pathway
in osteosarcoma cells (Wary et al., 1996). The failure of

a2b1 to couple to the MAPK pathway may partially ex-
plain why R-Ras–induced migration through a2b1 was un-
affected by MEK inhibition. Our results imply that cell mi-
gration will differ on different matrices, depending in part
on the signaling pathway that has been activated.

Our finding that R-Ras enhances cell adhesion to col-
lagen suggests that R-Ras enhances a2b1 integrin avidity
for its ligand. An increase in integrin avidity is consistent
with the findings of Zhang et al. (1996). However, we find
that R-Ras enhances a2b1- but not a5b1-mediated adhe-
sion, whereas Zhang et al. noted that R-Ras enhances ad-
hesion to fibronectin through a4b1, a5b1, and avb3 inte-
grins (Zhang et al., 1996). This difference could relate to
the difference between the myeloid cells used in those
studies and the epithelial cells used here. The R-Ras–
induced increase in avidity determined by cell adhesion
could not be correlated to conformational changes of the
integrin as detected by the 12G10 anti-b1 antibody. Other
investigators have also noted a lack of correlation between
ligand binding capability and b1 conformation as detected
by various conformationally sensitive antibodies (Bazzoni
and Hemler, 1998; Crommie and Hemler, 1998). Our re-
sult could mean that R-Ras alters integrin conformation in
a manner not detected by this antibody. Alternatively,
changes in integrin avidity after R-Ras activation may not
be due to obvious conformational changes but to alter-
ations in integrin clustering, adhesion strengthening, or cy-
toskeletal attachments.

It is not clear at this point how R-Ras stimulation differ-
entiates between the a2 and a5 integrin subunits. An at-
tractive model invokes proteins or factors that bind specif-
ically to either the a2 or a5 integrin subunits. Stimulation
of R-Ras may alter the binding properties of such mol-
ecules, perhaps through phosphorylation/dephosphoryla-
tion events or membrane targeting. These molecules could
bind to specific integrin subunits and activate their ligand
binding properties, or could alter integrin association with
the cytoskeleton. Alternatively, these factors could be in-
hibitory, such that R-Ras activation releases the integrin
subunit from inhibition by these factors. Our finding that
the X4C2 chimera blocks the R-Ras–induced migration of
cells on collagen, which is not a ligand for X4C2, suggests
that X4C2 acts as a dominant negative molecule in this
case, presumably through competition for these putative
integrin binding molecules. Such transdominant inhibition
has been suggested to explain how one integrin b subunit
can inhibit the function of another (Balzac et al., 1994;
Diaz-Gonzalez et al., 1996; Fenczik et al., 1997) or how
chimeras expressing the cytoplasmic tail of the b subunit
suppress integrin function (Y.P. Chen et al., 1994; LaFlamme
et al., 1994; Lukashev et al., 1994). Interestingly, trans-
dominant b1 integrin suppression can be overcome by ex-
pression of CD98 (Fenczik et al., 1997), lending support to
the notion that accessory binding molecules regulate inte-
grin function. To our knowledge, ours is the first demon-
stration of transdominant inhibition on a integrin subunits
and implies that factors bind not only to the b, but also the
a cytoplasmic domains. Future studies should identify fac-
tors specific for the a2 cytoplasmic domain that may play a
role in R-Ras–enhanced integrin adhesion and migration.

The fact that R-Ras specifically enhances a2b1 integrin–
mediated migration and disrupts tubulogenesis is interest-
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ing in light of previous work specifically implicating the
a2b1 integrin in these events in mammary epithelial cells
(Keely et al., 1995; Zutter et al., 1995). Thus affecting
a2b1 function, either through changes in expression levels
or by inside-out signaling events, has important conse-
quences for the phenotype of these cells. It is intriguing
that apparent increased function of the a2b1 integrin by
R-Ras results in the same outcome of increased migration
and decreased cell polarization that is noted when a2b1
levels are decreased (Keely et al., 1995). This could indi-
cate that R-Ras activation fundamentally changes the sig-
naling pathways used by the a2b1 integrin, disrupting the
normal signaling events that cause the cell to differentiate
and polarize in response to the extracellular matrix.
These same normal signaling events could be disrupted or
diminished when a2b1 levels are decreased, as is noted in
breast carcinomas (Zutter et al., 1990). It will be interest-
ing in future studies to determine exactly how cross-talk
between the a2b1 integrin and R-Ras affects cellular dif-
ferentiation, migration, and invasion.

We find a new role for endogenous R-Ras and TC21 in
the differentiation and migration of breast epithelial cells.
Dominant negative R-Ras inhibits basal cell migration,
suggesting that endogenous R-Ras plays a role in the mi-
gration of breast epithelial cells. Additionally, we find that
inhibitors of PI3K and PKC partially inhibit basal migra-
tion, consistent with our model that these molecules are
part of the mechanism by which R-Ras contributes to cell
migration, whether basal or induced. This further suggests
that the signaling pathways under investigation here are
likely relevant to understanding the migration of sponta-
neously occurring breast carcinomas. Dominant negative
isoforms of R-Ras or TC21 also enhance tubulogenesis in
three-dimensional collagen culture, indicating that antago-
nizing activated R-Ras or TC21 promotes differentiation.
This suggests that activated R-Ras and TC21 are negative
regulators of breast cell differentiation, consistent with the
finding that expression of activated R-Ras or TC21 iso-
forms disrupt tubulogenesis. These results could suggest
that activation of R-Ras and TC21 turns on signaling path-
ways that are incompatible with the decision of a cell to
slow proliferation and differentiate. Thus, inappropriate
activation of R-Ras or TC21 could result in a cell with a
more migratory and less differentiated phenotype, which
is consistent with a role in transformation.

Our results add to the growing body of evidence point-
ing to an important role for PI3K in cellular migration
events (Kundra et al., 1994; Keely et al., 1997; Shaw et al.,
1997; Khwaja et al., 1998). The effect of R-Ras on PI3K
possibly is direct since it has been shown that R-Ras binds
to PI3K in vitro and activates PI3K in Cos-7 cells (Marte
et al., 1996). Since R-Ras has direct effects on integrin
avidity, it is interesting that a role for PI3K in affecting in-
tegrin activation has been shown in lymphocytes (Shimizu
et al., 1995) and platelets (Kovacsovics et al., 1995). Other
Ras superfamily members, including H-Ras, Cdc42, and
Rac, also bind and activate PI3K (Rodriguez-Viciana et
al., 1994; Zheng et al., 1994; Tolias et al., 1995), which in
the case of H-Ras plays an important role in cellular trans-
formation (Hu et al., 1995; Rodriguez-Viciana et al., 1997).
We previously found a role for PI3K in migration induced
by Rac and Cdc42 (Keely et al., 1997) as well as by N- and

K-Ras (Keely, P., unpublished observation). Consistent
with these observations, expression of activated PI3K pro-
motes migration and invasion (Keely et al., 1997; Shaw et
al., 1997).

Although R-Ras is similar to Ras, Rac, and Cdc42 in its
use of a PI3K signaling pathway, it differs in its use of
other signaling pathways. Migration induced by R-Ras
or TC21 was only partially blocked by PI3K inhibitors;
this effect was much less dramatic than for migration in-
duced by Rac and Cdc42, which could be completely
blocked by the same concentrations of these PI3K in-
hibitors (Keely et al., 1997). This suggests that PI3K-inde-
pendent signaling pathways also contribute to R-Ras–
stimulated migration in these cells. Although MEK and
MAPK activation have been implicated in cell migration
in various cells (Klemke et al., 1997), we found that MEK
inhibition did not affect migration induced by R-Ras or
TC21. In contrast, MEK inhibition completely abolished
migration induced by K- and N-Ras. These results are con-
sistent with observations that R-Ras activates PI3K but
not Raf (Herrmann et al., 1996; Marte et al., 1996; Huff et
al., 1997), unlike H-, N-, and K-Ras, which activate both
PI3K and the Raf-MAPK pathway (Vojtek et al., 1993;
Rodriguez-Viciana et al., 1997). Since a recent report sug-
gests that the Raf-MAPK pathway might be involved in
transformation by TC21 (Rosario et al., 1999), our results
suggest that the mechanisms by which TC21 induces mi-
gration and transformation differ. Moreover, it appears
that different small GTPases stimulate cell migration by
activating different combinations of downstream signaling
pathways. The use of different signaling pathways may ex-
plain why R-Ras differs from N- and K-Ras in stimulating
migration across fibronectin.

We find a role for PKC, in addition to PI3K, in migra-
tion induced by R-Ras. Although certain isoforms of PKC
(d, e, and h) can be activated downstream of PI3K and
contribute to cell migration (Toker et al., 1994; Derman
et al., 1997), the additive effect of PI3K and PKC inhibi-
tors in our assays suggests that PKC is on a separate path-
way from PI3K in these cells. Whether PKC is down-
stream of R-Ras, or part of an independent obligate
pathway remains to be determined. To this end, we did not
observe an increase in in vitro PKC activity in cells ex-
pressing R-Ras in preliminary experiments (our unpub-
lished observation), although translocation of PKC to the
membrane and subsequent activation in R-Ras–expressing
cells cannot be ruled out. Dominant negative R-Ras was
unable to block cell migration induced by PMA (our un-
published results), suggesting PKC is not upstream of
R-Ras in our system. In addition to R-Ras, we find a role
for PKC in migration induced by K-Ras. Others also have
noted synergy between PKC and small GTPases. The Rac
exchange factor, Tiam-1, can be activated by PKC (Flem-
ing et al., 1997), which would place PKC upstream of Rac
activation. Similarly, PKC is upstream of Ras activation in
platelets (Shock et al., 1997). Additionally, PKC activation
synergizes with Rho to induce focal adhesion kinase phos-
phorylation, cell spreading, and actin assembly (Lewis et
al., 1996; Defilippi et al., 1997). Interestingly, activation of
the a2b1 integrin in monocytes by ligand binding to a5b1
requires PKC (Pacifici et al., 1994), which would be consis-
tent with a model in which PKC is part of the pathway by
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which R-Ras enhances avidity of the a2b1 integrin. More-
over, PKC activation is involved in activation of the
aIIbb3 integrin by a number of agonists in platelets
(Karniguian et al., 1990). Our results are also consistent
with other observations that PKC activity contributes to
cell migration (Vuori and Ruoslahti, 1993; Derman et al.,
1997; Batlle et al., 1998).

In summary, we find that activation of R-Ras stimulates
unique combinations of downstream signaling pathways
compared with other GTPases of the Ras superfamily.
These unique signaling combinations lead to specific ef-
fects on certain integrin a subunits to alter cellular re-
sponses to collagen such as polarization, migration, and
invasion. Such specificity will decide how a cell might re-
spond to different extracellular environments, depending
on which Ras family member is activated, and could ulti-
mately determine if a given carcinoma is metastatic or not.
These differences have important implications for target-
ing signaling pathways in antimetastatic therapies since af-
fecting certain signaling pathways may not have the de-
sired effects on all neoplastic cells.

The authors wish to thank Dr. Martin Hemler for contributing the X4 in-
tegrin chimeras, Dr. Geoffrey Clark (National Cancer Institute) for help-
ful discussion and MCF10 cell lines, and Dr. Shayne Huff (University of
North Carolina) for helpful discussion. 

This work was supported by grants from the Elsa U. Pardee Founda-
tion and the National Institutes of Health grants 2-P01-HL45100-06 and
1-R01HL58919-01 (to L.V. Parise), 1-R29-CA76537-01 (to P.J. Keely),
and CA61951, CA67771, and CA76092 (to A.D. Cox).

Received for publication 29 October 1998 and in revised form 26 February
1999.

References

Balzac, F., S.F. Retta, A. Albini, A. Melchiorri, V.E. Koteliansky, M. Geuna, L.
Silengo, and G. Tarone. 1994. Expression of b1B integrin isoform in CHO
cells results in a dominant negative effect on cell adhesion and motility. J.
Cell Biol. 127:557–565.

Batlle, E., J. Verdu, D. Dominguez, M. del Mont Llosad, V. Diaz, N. Loukili, R.
Paciucci, F. Alameda, and A.G. de Herreros. 1998. Protein kinase C-alpha
activity inversely modulates invasion and growth of intestinal cells. J. Biol.
Chem. 273:15091–15098.

Bazzoni, G., and M.E. Hemler. 1998. Are changes in integrin affinity and con-
formation overemphasized? Trends Biochem. Sci. 23:30–34.

Burridge, K., and M. Chrzanowska-Wodnicka. 1996. Focal adhesions, contrac-
tility, and signaling. Annu. Rev. Cell Dev. Biol. 12:463–519.

Chan, B.M., P.D. Kassner, J.A. Schiro, H.R. Byers, T.S. Kupper, and M.E.
Hemler. 1992. Distinct cellular functions mediated by different VLA inte-
grin a subunit cytoplasmic domains. Cell. 68:1051–1060.

Chen, Q., M.S. Kinch, T.H. Lin, K. Burridge, and R.L. Juliano. 1994. Integrin-
mediated cell adhesion activates mitogen-activated protein kinases. J. Biol.
Chem. 269:26602–26605.

Chen, Q., T.H. Lin, C.J. Der, and R.L. Juliano. 1996. Integrin-mediated activa-
tion of mitogen-activated protein (MAP) or extracellular signal-related ki-
nase kinase (MEK) is independent of Ras. J. Biol. Chem. 271:18122–18127.

Chen, Y.P., T.E. O’Toole, T. Shipley, J. Forsyth, S.E. LaFlamme, K.M. Ya-
mada, S.J. Shattil, and M.H. Ginsberg. 1994. “Inside-out” signal transduc-
tion inhibited by isolated integrin cytoplasmic domains. J. Biol. Chem. 269:
18307–18310.

Clark, E., and J.S. Brugge. 1995. Integrins and signal transduction pathways:
the road taken. Science. 268:233–239.

Clark, E.A., and R.O. Hynes. 1996. Ras activation is necessary for integrin-
mediated activation of extracellular signal-regulated kinase 2 and cytosolic
phospholipase A2 but not for cytoskeletal organization. J. Biol. Chem. 271:
14814–14818.

Clark, E.A., W.G. King, J.S. Brugge, M. Symons, and R.O. Hynes. 1998. Inte-
grin-mediated signals regulated by members of the Rho family of GTPases.
J. Cell Biol. 142:573–586.

Clark, G.J., M.S. Kinch, T.M. Gilmer, K. Burridge, and C.J. Der. 1996. Overex-
pression of the Ras-related TC21/R-Ras2 protein may contribute to the de-
velopment of human breast cancers. Oncogene. 12:169–176.

Cox, A.D., T.R. Brtva, D.G. Lowe, and C.J. Der. 1994. R-Ras induces malig-
nant, but not morphologic, transformation of NIH3T3 cells. Oncogene.

9:3281–3288.
Crommie, D., and M.E. Hemler. 1998. Beta-1 integrin cytoplasmic domain reg-

ulates the constitutive conformation detected by Mab 15/7, but not the
ligand-induced conformation. J. Cell. Biochem. 71:63–73.

Defilippi, P., M. Venturino, D. Gulino, A. Duperray, P. Boquet, C. Fiorentini,
G. Volpe, M. Palmeieri, L. Silengo, and G. Tarone. 1997. Dissection of path-
ways implicated in integrin-mediated actin cytoskeleton assembly. J. Biol.
Chem. 272:21726–21734.

Derman, M.P., A. Toker, J.H. Hartwig, K. Spokes, J.R. Falck, C.S. Chen, L.C.
Cantley, and L.G. Cantley. 1997. The lipid products of phosphoinositide
3-kinase increase cell motility through protein kinase C. J. Biol. Chem. 272:
6465–6470.

Diaz-Gonzalez, F., J. Forsyth, B. Steiner, and M.H. Ginsberg. 1996. Trans-dom-
inant inhibition of integrin function. Mol. Biol. Cell. 7:1939–1951.

Dudley, D.T., L. Pang, S.J. Decker, A.J. Bridges, and A.R. Saltiel. 1995. A syn-
thetic inhibitor of the mitogen-activated protein kinase cascade. Proc. Natl.
Acad. Sci. USA. 92:7686–7689.

Fenczik, C.A., T. Sethi, J.W. Ramos, P.E. Hughes, and M.H. Ginsberg. 1997.
Complementation of dominant suppression implicates CD98 in integrin acti-
vation. Nature. 390:81–85.

Fleming, I.N., C.M. Elliott, J.G. Collard, and J.H. Exton. 1997. Lysophospha-
tidic acid induces threonine phosphorylation of Tiam-1 in Swiss 3T3 fibro-
blasts via activation of protein kinase C. J. Biol. Chem. 272:33105–33110.

Graham, S.M., A.B. Vojtek, S.Y. Huff, A.D. Cox, G.J. Clark, J.A. Cooper, and
C.J. Der. 1996. TC21 causes transformation by Raf-independent signaling
pathways. Mol. Cell. Biol. 16:6132–6140.

Haugen, P.K., J.B. McCarthy, A.P Skubitz, L.T. Furcht, and P.C. Letourneau.
1990. Recognition of the A chain COOH-terminal heparin binding region of
fibronectin involves multiple sites: two contiguous sequences act indepen-
dently to promote neural cell adhesion. J. Cell Biol. 111:2733–2745.

Herrmann, C., G. Horn, M. Spaargaren, and A. Wittinghofer. 1996. Differential
interaction of the ras family GTP-binding proteins H-Ras, Rap1A and
R-Ras with the putative effector molecules Raf kinase and Ral-guanine nu-
cleotide exchange factor. J. Biol. Chem. 271:6794–6800.

Hotchin, N.A., and A. Hall. 1995. The assembly of integrin adhesion complexes
requires both extracellular matrix and intracellular rho/rac GTPases. J. Cell
Biol. 131:1857–1865.

Howe, A., A.E. Aplin, S.K. Alahari, and R.L. Juliano. 1998. Integrin signaling
and cell growth control. Curr. Opin. Cell Biol. 10:220–231.

Howe, A.K., and R.L. Juliano. 1998. Distinct mechanisms mediate the initial
and sustained phases of integrin-mediated activation of the Raf/MEK/mito-
gen-activated protein kinase cascade. J. Biol. Chem. 273:27268–27274.

Hu, Q., A. Klippel, A. Muslin, W. Fantl, and L. Williams. 1995. Ras-dependent
induction of cellular responses by constitutively active phosphatidylinosi-
tol-3 kinase. Science. 268:100–102.

Huff, S.Y., L.A. Quilliam, A.D. Cox, and C.J. Der. 1997. R-Ras is regulated by
activators and effectors distinct from those that control Ras function. Onco-
gene. 14:133–143.

Hughes, P.E., M.W. Renshaw, M. Pfaff, J. Forsyth, V.M. Keivens, M.A.
Schwartz, and M.H. Ginsberg. 1997. Suppression of integrin activation: a
novel function of a Ras/Raf-initiated MAP kinase pathway. Cell. 88:521–530.

Humphries, M.J., A. Komoriya, S.K. Akiyama, K. Olden, and K.M. Yamada.
1987. Identification of two distinct regions of the type III connecting seg-
ment of human plasma fibronectin that promote cell type-specific adhesion.
J. Biol. Chem. 262:6886–6892.

Karniguian, A., F. Grelac, S. Levy-Toledano, Y.J. Legrand, and F. Rendu.
1990. Collagen-induced platelet activation mainly involves the protein ki-
nase C pathway. Biochem J. 268:325–331.

Kawaguchi, S., J.M. Bergelson, R.W. Finberg, and M.E. Hemler. 1994. Integrin
a2 cytoplasmic domain deletion effects: loss of adhesive activity parallels
ligand-independent recruitment into focal adhesions. Mol. Biol. Cell. 5:977–988.

Keely, P., A. Fong, M. Zutter, and S. Santoro. 1995. Alteration of collagen-
dependent adhesion, motility, and morphogenesis by the expression of anti-
sense a2 integrin mRNA in mammary cells. J. Cell Sci. 108:595–607.

Keely, P., L. Parise, and R. Juliano. 1998. Integrins and GTPases in tumour cell
growth, motility and invasion. Trends Cell Biol. 8:101–106.

Keely, P.J., J.K. Westwick, I.P. Whitehead, C.J. Der, and L.V. Parise. 1997.
Cdc42 and Rac1 induce integrin-mediated cell motility and invasiveness
through PI(3)K. Nature. 390:632–636.

Khwaja, A., K. Lehmann, B.M. Marte, and J. Downward. 1998. Phosphoinosi-
tide 3-kinase induces scattering and tubulogenesis in epithelial cells through
a novel pathway. J. Biol. Chem. 273:18793–18801.

Kinch, M.S., G.J. Clark, C.J. Der, and K. Burridge. 1995. Tyrosine phosphoryla-
tion regulates the adhesions of Ras-transformed breast epithelia. J. Cell Biol.
130:461–471.

Klemke, R., S. Cai, A. Giannini, P. Gallagher, P. de Lanerolle, and D. Cheresh.
1997. Regulation of cell motility by mitogen-activated protein kinase. J. Cell
Biol. 137:481–492.

Kovacsovics, T.J., C. Bachelot, A. Toker, C.J. Vlahos, B. Duckworth, L.C.
Cantley, and J.H. Hartwig. 1995. Phosphoinositide 3-kinase inhibition spares
actin assembly in activating platelets but reverses platelet aggregation. J.
Biol. Chem. 270:11358–11366.

Kundra, V., J.A. Escobedo, A. Kaziauskas, H.K. Kim, S.G. Rhee, L.T. Wil-
liams, and B.R. Zetter. 1994. Regulation of chemotaxis by the platelet-
derived growth factor receptor-b. Nature. 367:474–476.



The Journal of Cell Biology, Volume 145, 1999 1088

LaFlamme, S.E., L.A. Thomas, S.S. Yamada, and K.M. Yamada. 1994. Single
subunit chimeric integrins as mimics and inhibitors of endogenous integrin
functions in receptor localization, cell spreading and migration, and matrix
assembly. J. Cell Biol. 126:1287–1298.

Laudanna, C., J.J. Campbell, and E.C. Butcher. 1996. Role of Rho in chemoat-
tractant-activated leukocyte adhesion through integrins. Science. 271:981–983.

Lewis, J.M., D.A. Cheresh, and M.A. Schwartz. 1996. Protein kinase C regu-
lates avb5-dependent cytoskeletal associations and focal adhesion kinase
phosphorylation. J. Cell Biol. 134:1323–1332.

Lin, T.H., Q. Chen, A. Howe, and R.L. Juliano. 1997. Cell anchorage permits
efficient signal transduction between ras and its downstream kinase. J. Biol.
Chem. 272:8849–8852.

Lowe, D.G., and D.V. Goeddel. 1987. Heterologous expression and character-
ization of the human R-ras gene product. Mol. Cell. Biol. 7:2845–2856.

Lowe, D.G., D.J. Capon, E. Delwart, A.Y. Sakaguchi, S.L. Naylor, and D.V.
Goeddel. 1987. Structure of the human and murine R-ras genes, novel genes
closely related to ras proto-oncogenes. Cell. 48:137–146.

Lukashev, M.E., D. Sheppard, and R. Pytela. 1994. Disruption of integrin func-
tion and induction of tyrosine phosphorylation by the autonomously ex-
pressed b1 integrin cytoplasmic domain. J. Biol. Chem. 269:18311–18314.

Marte, B.M., P. Rodriguez-Viciana, S. Wennstrom, P.H. Warne, and J. Down-
ward. 1996. R-Ras can activate the phosphoinositide 3-kinase but not the
MAP kinase arm of the Ras effector pathways. Curr. Biol. 7:63–70.

McCarthy, J.B., S.T. Hagen, and L.T. Furcht. 1986. Human fibronectin contains
distinct adhesion- and motility-promoting domains for metastatic melanoma
cells. J. Cell Biol. 102:179–188.

Miyamoto, S., H. Teramoto, J.S. Gutkind, and K.M. Yamada. 1996. Integrins
can collaborate with growth factors for phosphorylation of receptor tyrosine
kinases and MAP kinase activation: roles of integrin aggregation and occu-
pancy of receptors. J. Cell Biol. 135:1633–1642.

Morino, N., T. Mimura, K. Hamasaki, K. Tobe, K. Ueki, K. Kikuchi, K. Take-
hara, T. Kadowaki, Y. Yazaki, and Y. Nojima. 1995. Matrix/integrin interac-
tion activates the mitogen-activated protein kinase, p44erk-1 and p42erk-2.
J. Biol. Chem. 270:269–273.

Nobes, C.D., and A. Hall. 1995. Rho, Rac, and Cdc42 GTPases regulate the as-
sembly of multimolecular focal complexes associated with actin stress fibers,
lamellipodia, and filopodia. Cell. 81:53–62.

Pacifici, R., J. Roman, R. Kimble, R. Civitelli, C.M. Brownfield, and C. Biz-
zarri. 1994. Ligand binding to monocyte a5b1 integrin activates the a2b1 re-
ceptor via the a5 subunit cytoplasmic domain and protein kinase C. J. Im-
munol. 153:2222–2233.

Palecek, S.P., J.C. Loftus, M.H. Ginsberg, D.A. Lauffenburger, and A.F. Hor-
witz. 1997. Integrin-ligand binding properties govern cell migration speed
through cell-substratum adhesiveness. Nature. 385:537–540.

Renshaw, M.W., D. Toksoz, and M.A. Schwartz. 1996. Involvement of the
small GTPase Rho in integrin-mediated activation of mitogen-activated pro-
tein kinase. J. Biol. Chem. 271:21691–21694.

Renshaw, M.W., X.D. Ren, and M.A. Schwartz. 1997. Growth factor activation
of MAP kinase requires cell adhesion. EMBO (Eur. Mol. Biol. Organ.) J. 16:
5592–5599.

Rey, I., P. Taylor-Harris, H. van Erp, and A. Hall. 1994. R-ras interacts with
rasGAP, neurofibromin, and c-raf but does not regulate cell growth or dif-
ferentiation. Oncogene. 9:685–692.

Rodriguez-Viciana, P., P.H. Warne, R. Dhand, B. Vanhaesebroeck, I. Gout,
M.J. Fry, M.D. Waterfield, and J. Downward. 1994. Phosphatidylinositol-
3-OH kinase as a direct target of Ras. Nature. 370:527–532.

Rodriguez-Viciana, P., P.H. Warne, A. Khwaja, B.M. Marte, D. Pappin, P. Das,
M.D. Waterfield, A. Ridley, and J. Downward. 1997. Role of phosphoinosi-
tide 3-OH kinase in cell transformation and control of the actin cytoskeleton
by Ras. Cell. 89:457–467.

Rosario, M., H.F. Paterson, and C.J. Marshall. 1999. Activation of the Raf/
MAP kinase cascade by the Ras-related protein TC21 is required for the
TC21-mediated transformation of NIH 3T3 cells. EMBO (Eur. Mol. Biol.
Organ.) J. 18:1270–1279.

Saez, R., A.M. Chan, T. Miki, and S.A. Aaronson. 1994. Oncogenic activation
of human R-ras by point mutations analogous to those of prototype H-ras
oncogenes. Oncogene. 9:2977–2982.

Santoro, S.A., M.M. Zutter, J.E. Wu, W.D. Staatz, E.U. Saelman, and P.J.
Keely. 1994. Analysis of collagen receptors. Methods Enzymol. 245:147–183.

Sastry, S.K., M. Lakonishok, D.A. Thomas, J. Muschler, and A.F. Horwitz.
1996. Integrin a subunit ratios, cytoplasmic domains, and growth factor syn-
ergy regulate muscle proliferation and differentiation. J. Cell Biol. 133:169–184.

Schlaepfer, D.D., S.K. Hanks, T. Hunter, and P. van der Geer. 1994. Integrin-
mediated signal transduction linked to Ras pathway by GRB2 binding to fo-
cal adhesion kinase. Nature. 372:786–791.

Schwartz, M., M.D. Schaller, and M.H. Ginsberg. 1995. Integrins: emerging par-
adigms of signal transduction. Annu. Rev. Cell Dev. Biol. 11:549–599.

Schwartz, M., D. Toksoz, and R. Khosravi-Far. 1996. Transformation by Rho
exchange factor oncogenes is mediated by activation of an integrin-depen-
dent pathway. EMBO (Eur. Mol. Biol. Organ.) J. 15:6525–6530.

Shaw, L.M., I. Rabinovitz, H.H.F. Wang, A. Toker, and A.M. Mercurio. 1997.
Activation of phosphoinositide 3-OH kinase by the a6b4 integrin promotes
carcinoma invasion. Cell. 91:949–960.

Shimizu, Y., J.L. Mobley, L.D. Finkelstein, and A.S.H. Chan. 1995. A role for
phosphatidylinositol 3-kinase in the regulation of b1 integrin activity by the
CD2 antigen. J. Cell Biol. 131:1867–1880.

Shock, D., K. He, J. Wencel-Drake, and L. Parise. 1997. Ras activation in plate-
lets after stimulation of the thrombin receptor, thromboxane A2 receptor or
protein kinase C. Biochem. J. 321:525–530.

Spaargaren, M., and J.R. Bischoff. 1994. Identification of the guanine nucle-
otide dissociation stimulator for Ral as a putative effector molecule of R-ras,
H-ras, K-ras, and Rap. Proc. Natl. Acad. Sci. USA. 91:12609–12613.

Spaargaren, M., G.A. Martin, F. McCormick, M.J. Fernandez-Sarabia, and J.R.
Bischoff. 1994. The Ras-related protein R-ras interacts directly with Raf-1 in
a GTP-dependent manner. Biochem. J. 300:303–307.

Toker, A., M. Meyer, K.K. Reddy, J.R. Falck, R. Aneja, S. Aneja, A. Parra,
D.J. Burns, L.M. Ballas, and L.C. Cantley. 1994. Activation of protein kinase
C family members by the novel polyphosphoinositides PtdIns-3,4-P2 and
PtdIns-3,4,5-P3. J. Biol. Chem. 269:32358–32367.

Tolias, K.F., L.C. Cantley, and C.L. Carpenter. 1995. Rho family GTPases bind
to phosphoinositide kinases. J. Biol. Chem. 270:17656–17659.

Udagawa, T., and B.W. McIntyre. 1996. ADP-ribosylation of the G protein
Rho inhibits integrin regulation of tumor cell growth. J. Biol. Chem. 271:
12542–12548.

Vojtek, A.B., S.M. Hollenberg, and J.A. Cooper. 1993. Mammalian Ras inter-
acts directly with the serine/threonine kinase Raf. Cell. 74:205–214.

Vuori, K., and E. Ruoslahti. 1993. Activation of protein kinase C precedes
a5b1 integrin-mediated cell spreading on fibronectin. J. Biol. Chem. 268:
21459–21462.

Wary, K.K., F. Mainiero, S.J. Isakoff, E.E. Marcantonio, and F.G. Giancotti.
1996. The adaptor protein Shc couples a class of integrins to the control of
cell cycle progression. Cell. 87:733–743.

Wei, J., L.M. Shaw, and A.M. Mercurio. 1998. Regulation of mitogen-activated
protein kinase activation by the cytoplasmic domain of the a6 integrin sub-
unit. J. Biol. Chem. 273:5903–5907.

Yamada, K.M., and S. Miyamoto. 1995. Integrin transmembrane signaling and
cytoskeletal control. Curr. Opin. Cell Biol. 7:681–689.

Yauch, R.L., F. Berditchevski, M.B. Harler, J. Reichner, and M.E. Hemler.
1998. Highly stoichiometric, stable, and specific association of integrin a3b1
with CD151 provides a major link to phosphatidylinositol 4-kinase, and may
regulate cell migration. Mol. Biol. Cell. 9:2751–2765.

Zhang, Z., K. Vuori, H.G. Wang, J.C. Reed, and E. Ruoslahti. 1996. Integrin
activation by R-ras. Cell. 85:61–69.

Zheng, Y., S. Bagrodia, and R.A. Cerione. 1994. Activation of phosphoinosi-
tide 3-kinase activity by Cdc42Hs binding to p85. J. Biol. Chem. 269:18727–
18730.

Zhu, X., and R.K. Assoian. 1995. Integrin-dependent activation of MAP ki-
nase: a link to shape-dependent cell proliferation. Mol. Biol. Cell. 6:273–282.

Zutter, M., G. Mazoujian, and S. Santoro. 1990. Decreased expression of inte-
grin adhesive protein receptors in adenocarcinoma of the breast. Am. J.
Pathol. 137:863–870.

Zutter, M., S. Santoro, W. Staatz, and Y. Tsung. 1995. Re-expression of the
a2b1 integrin abrogates the malignant phenotype of breast carcinoma cells.
Proc. Natl. Acad. Sci. USA. 92:7411–7415.


