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Abstract The HMG-CoA reductase inhibitor, lovastatin, blocks targeting of the Rho and Ras families of small
GTPases to their active sites by inhibiting protein prenylation. Control NIH3T3 cells, and those overexpressing human
cyclin E protein were treated with lovastatin for 24 h to determine the effects of cyclin E overexpression on
lovastatin-induced growth arrest and cell rounding. Lovastatin treatment (10 pM) of control 3T3 cells resulted in growth
arrest at G1 accompanied by actin stress fiber disassembly, cell rounding, and decreased active RhoA from the
membranous protein fraction. By contrast, in NIH3T3 cells overexpressing cyclin E, lovastatin did not cause loss of RhoA
from the membrane (active) protein fraction, actin stress fiber disassembly, cell rounding or growth arrest within 24 h.
Analysis of cell cycle proteins showed that 24 h of lovastatin treatment in the control cells caused an elevation in the
levels of the cyclin-dependent kinase inhibitor p274ieL, inhibition of both cyclin E- and cyclin A-dependent kinase
activity, and decreased levels of hyperphosphorylated retinoblastoma protein (pRb). By contrast, lovastatin treatment of
the cyclin E overexpressors did not suppress either cyclin E- or cyclin A-dependent kinase activity, nor did it alter the
level of maximally phosphorylated pRb, despite increased levels of p27kiP, However, by 72 h, the cyclin E overexpres-
sors rounded up but remained attached to the substratum, indicating a delayed response to lovastatin. In contrast with
lovastatin, inactivation of membrane-bound Rho proteins (i.e., GTP-bound RhoA, RhoB, RhoC) with botulinum C3
transferase caused cell rounding and G1 growth arrest in both cell types but did not inhibit cyclin E-dependent histone
kinase activity in the cyclin E overexpressors. In addition, 24 h of cycloheximide treatment caused depletion of RhoA
from the membrane (active) fraction in neo cells, but in the cells overexpressing cyclin E, RhoA remained in the active
(membrane-associated) fraction. Our observations suggest that (1) RhoA activation occurs downstream of cyclin
E-dependent kinase activation, and (2) overexpression of cyclin E decreased the turnover rate of active RhoA. J. Cell.
Biochem. 74:532-543,1999.  © 1999 Wiley-Liss, Inc.
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Cell cycle progression is accomplished by the
sequential activation of cyclin-dependent Kki-
nases (cdks). The key regulatory elements in
cdk activation are the cyclin subunits, which
form complexes with cdks [Grafa and Reddy,
1995]. Ectopic expression of cyclins D or E
accelerated the G1 phase of the cell cycle, indi-
cating that they were rate-limiting [Ohtsubo
and Roberts, 1993; Quelle et al., 1993; Resnitzky
et al., 1994]. The important cyclin-cdk com-
plexes required in mammalian cells for cell-
cycle progression from G1 to S phase, past the
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restriction point, are cyclins D1-3/cdk4 or 6,
cyclin E/cdk2, and cyclin A/cdk2 [Won et al.,
1992; Koffetal., 1991, 1992; Girard et al., 1991;
Zindy et al., 1991; Bates et al., 1994]. Both
cyclin D- and cyclin E-dependent kinases must
phosphorylate the retinoblastoma protein, pRb,
to release and activate transcription factors
such as E2F [Lundberg and Weinberg, 1998;
Kato et al., 1993; Buchkovich et al., 1989; Chen
etal., 1989; Miharaetal., 1989]. E2F transcrip-
tionally activates genes, such as cyclin A, which
maintains pRb phosphorylation through S
phase [Chelappan et al., 1991; Devoto et al.,
1992; Resnitzky et al., 1995; Nevins et al., 1997].
The enzymatic activity of cyclin/cdk complexes
is also modulated by cdk inhibitors, including
p27kiel p21cirl and pl16ink4 [for review, see Sherr
and Roberts, 1995; Peeper et al., 1994]. For
example, p27%irl is expressed at high levels in
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quiescent cells and in cells in G1 arrest after
treatment with transforming growth factor-
TGF-B, cyclic adenosine monophosphate
(cCAMP), or lovastatin [Hengst and Reed, 1996;
Hengst et al., 1994; Kato et al., 1994; Ravitz et
al., 1996; Winston et al., 1996]. Both cyclin
D/cdk4 and cyclin E/cdk2 compete for binding
to inhibitor proteins such as p27«irt [Sherr and
Roberts, 1995]. After growth factor stimulation,
cyclin D1 transcription is stimulated, which
results in cdk4/cdk6 activation [Zhu et al., 1996].
Elevated levels of cyclin D1 protein bind to and
deplete inhibitory proteins, such as p27kirl
which results in activation of cyclin E/cdk2 and
maximum phosphorylation of pRb [Lundberg
and Weinberg, 1998]. E2F is released after pRb
phosphorylation, cyclin A/cdk? is activated, and
DNA synthesis is initiated [Chelappan et al.,
1991; Girard et al., 1991].

Cells also require an intact cytoskeleton to
progress through the restriction point [Bohmer
et al., 1996]. Treatment of cells with cytochala-
sin D to disrupt actin microfilaments results in
G1 arrest despite treatment with growth fac-
tors. The development of actin stress fibers may
provide a mechanical signal by increasing cell
tension, affecting expression of genes necessary
for cell cycle progression [Wilson et al., 1995;
Maniotis et al., 1997]. Stimulation of cell growth
by the small GTPase Ras also results in changes
in the actin cytoskeleton [Prendergast and
Gibbs, 1993]. Microinjection experiments dem-
onstrated that several proteins of the Ras fam-
ily (e.g., Ras, Rac, and Rho) act in concert and
function in a cascade in which activation of Rac
by Ras causes membrane ruffling, which in
turn stimulates Rho-mediated actin stress fiber
assembly [Nobes and Hall, 1995; Chant and
Stowers, 1995; Bar-Sagi and Feramisco, 1986;
Rodriguez-Viciana et al., 1997]. Microinjection
of Rho proteins directly into cells also stimu-
lated cell proliferation [Olson et al., 1995].

Small GTPases such as Rho and Ras act as
molecular switches, active when GTP-bound
and inactive when GDP-bound [Bourne et al.,
1990]. The small GTPases are post-translation-
ally modified by isoprenylation. The Ras pro-
teins (e.g., H-Ras, N-Ras, and K-Ras) are farne-
sylated, while the Rho family of proteins (e.g.,
Rho, Rac, cdc4?2) are geranylgeranylated [Grun-
ler et al., 1994]. Separate classes of signaling
proteins regulate GTPase activity by influenc-
ing the transition between the active and inac-

tive states. Only isoprenylated small GTPases
can be bound by the regulatory proteins [Hori
et al., 1991]. Isoprenoid production is inhibited
by the 3-hydroxy-3-methylglutaryl-CoA (HMG-
CoA) reductase inhibitor, lovastatin [Grunler et
al., 1994]. At high concentrations, lovastatin
arrests cell growth in the G1 phase of the cell
cycle by increasing the levels of p27kiel [Hengst
et al., 1994; Hengst and Reed, 1996]. Lova-
statin treatment also results in cell rounding
and loss of adhesion due to disassembly of actin
stress fibers [Fenton et al., 1992]. Geranylgera-
nylpyrophosphate (GGPP) is a metabolite of
mevalonic acid whose production is inhibited
by lovastatin [Grunler et al., 1994]. The addi-
tion of GGPP to lovastatin-treated cells causes
protein geranylgeranylation and overcomes the
cell growth inhibitory properties of lovastatin
[Hirai et al., 1997; Noguchi et al., 1998]. In
addition, geranylgeranylation restores Rho lo-
calization to its active site in the membrane,
which results in actin stress fiber assembly and
cell spreading [Ghosh et al., 1997].

In this report, we present data suggesting
that activation of RhoA occurs downstream of
cyclin E-dependent kinase activation. Overex-
pression of cyclin E resulted in increased cell
growth and actin stress fiber assembly due to
increased active (membranous) RhoA. Despite
an elevation in p27kirl Jevels after lovastatin
treatment in NIH3T3 cells overexpressing cyclin
E, RhoA remained activated (i.e., membrane-
bound), pRb remained hyperphosphorylated,
and G1/S progression remained unaltered. Our
results suggest that activation of RhoAin cyclin
E overexpressing NIH3T3 cells resulted from
alterations to the turnover rate of membrane-
bound RhoA.

MATERIALS AND METHODS
Cell Culture

Control NIH3T3 cells stably transfected with
the vector containing the neomycin-resistant
gene only and NIH3T3 cells stably overexpress-
ing human cyclin E or cyclin D1 were kindly
provided by Dr. Richard K. Assoian (Depart-
ment of Pharmacology, University of Pennsylva-
nia, Philadelphia, PA)[(Zhu et al., 1996]. The
cells were cultured in Dulbecco’s modified Ea-
gle’s medium (DMEM) supplemented with 10%
newborn calf serum, 1% Fungi-Bact Solution
(Irvine Scientific, Santa Ana, CA), and 400 pg/ml
G418 Sulfate (Mediatech, Herndon, VA).
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Pharmocological Treatment

Lovastatin was a gift from Merck Research
Laboratories (Rahway, NJ) and was prepared
as described elsewhere [Ghosh et al., 1997]. C3
transferase exoenzyme was prepared and trans-
fected into cells with lipofectin (Gibco) as de-
scribed previously [Chong et al., 1994; Kreis-
berg et al., 1997]. Cycloheximide (Sigma
Chemical Co., St. Louis, MO) was dissolved in
water at a stock concentration of 10 mg/ml and
was used at a final concentration of 10 pug/ml.

Fluorescence Microscopy

TRAMP cells were grown on coverslips under
required conditions. After the experiment, the
coverslips were fixed for 1 h in a modified Zam-
boni fixative (800 mg paraformaldehyde dis-
solved in 3 ml hot saturated picric acid by
dropwise addition of 1 N NaOH, cooled, 180 mg
NaCl added, and the volume adjusted to 20 ml
with 50 mM Na phosphate buffer, pH 7.4). The
fixed cells were permeabilized with 0.4% Triton
X-100 in PBS for 2 min at room temperature,
and incubated 20 min in 2 U/ml rhodamine
phalloidin (Molecular Probes, Eugene, OR). Ob-
servations were made under standard epifluo-
rescence optics (Zeiss, Thornwood, NJ).

Growth Curves

Cell growth was assessed over a period of 5
days. Cells were plated in duplicate in 35-mm
dishes at a concentration of 0.5Xx10* cells/dish,
trypsinized and counted using a hemocytom-
eter. Each point on the growth curve represents
the mean of two dishes, each dish being counted
three times.

Flow Cytometry

NIH3T3 cells were grown under desired con-
ditions in 100-mm dishes at 500,000 cells/dish.
For flow cytometry, the cells were trypsinized,
pipetted off the surface in 2 ml of growth me-
dium, and spun down in a tabletop centrifuge.
The medium was aspirated, the pellet washed
once in phosphate-buffered saline (PBS) and
the cells resuspended in 500 pl 70% ethanol.
After incubation for 30 min at —20°C, the cells
were repelleted, and washed twice in 1% BSA/
PBS. For nuclear staining with propidium io-
dide, the cells were suspended in staining me-

dium (150 pl PBS, 50 pl of 1 mg/ml RNase A
[Sigma], and 100 pl of 100 pg/ml propidium
iodide [Sigma] and incubated overnight at 4°C.
Flow cytometry was conducted on FACStar Plus
(Becton Dickinson Immunocytometry Systems,
San Jose, CA). Cells were illuminated with 200
mW of 488 nm light produced by an argon-ion
laser. Fluorescence was read through a 630/22
nm bandpass filter. Data were collected on
20,000 viable cells as determined by forward
and right angle light scatter and stored as
frequency histograms, and then analyzed using
MODFIT (Verity software, Topsham, ME).

Western Blotting

NIH3T3 cells were grown on 100-mm dishes
at 500,000 cells/dish. Whole cell extracts were
prepared by washing the cells twice in PBS,
and lysing in 250 pl RIPA buffer (50 mM Tris-
HCIpH 7.5,5mM EDTA, 10 mM EGTA, 20 mM
B-glycerophosphate, 150 mM NacCl, 0.1% Noni-
det P-40, 50 pg/ml PMSF, 10 pg/ml SBTI, 2
pg/ml leupeptin, 1 pg/ml aprotinin). For Triton
X-114 phasing, cells were washed twice in ice-
cold PBS, and scraped into 3 ml lysing buffer as
described elsewhere [Ghosh et al., 1997]. Pro-
teins were quantitated using a BCA assay
(Pierce, Rockford, IL) and separated by sodium
dodecyl sulfate-polyacrylamide gel electropho-
resis (SDS-PAGE). Electrophoresis was per-
formed at 45 mA for about 4 h, using vertical
slab units (Hoeffer, San Fransisco, CA). The
gels were electroblotted overnight at 200 mA
using a Trans-Blot Cell (BioRad, Hercules, CA)
onto 0.2-um PVDF membrane (BioRad Labora-
tories, Hercules, CA). The blots were stained
with antibodies (Santa Cruz Laboratories,
Santa Cruz, CA), which were detected by en-
hanced chemiluminescence (Pierce) after incu-
bation with a horseradish peroxidase (HPO)-
labeled secondary antibody.

Immunoprecipitations and Kinase Assays

Cells were grown on 100-mm dishes at
500,000 cells/dish under required conditions.
For immunoprecipitation, 250 ug of protein ob-
tained from whole cell lysates in RIPA buffer
was precleared with 25 pl of 50% protein A-
sepharose beads in 400 pul of RIPA containing 1
pg/ml BSA for 1 h. The supernatants were
incubated with the appropriate antibody (1 ug/
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sample) overnight. Next, 20 pl of protein A-
sepharose was added for 1 h, and the immuno-
complexes washed three times with RIPA.
Samples were separated by SDS-PAGE, and
proteins detected by Western blotting. Cdk2
histone kinase assays were performed as per
Zhu et al. [1996]. 50 mg of total protein was
immunoprecipitated as before with the appro-
priate antibody, the samples washed twice in
RIPA, and twice in 1X kinase buffer (20 mM
Tris, pH 7.5, 4 mM MgCl,). The beads were
resuspended in reaction mix (4 ul of 5X kinase
buffer, 25 uM ATP, 1 mM DTT, 2 ug Histone H1,
5 mCi y%2P-ATP (3,000 Ci/mmol), water to 20
pl). The mixture was incubated at 37°C for 30
min, at the end of which, 4X Laemmli sample
buffer was added to 1X concentration, and
samples run on 12% SDS-PAGE. Gels were
dried and exposed to X-ray film at —80°C. It

was determined that the histone kinase assays
were within the linear range.

RESULTS

Overexpression of Cyclin E in NIH3T3 Cells
Delays Lovastatin-Induced Cell Rounding and
Actin Stress Fiber Disassembly

NIH3T3 cells transfected with the neomycin-
resistant vector only (to be referred to as neo
cells) were elongated and contained actin stress
fibers (Fig. 1A). Overexpression of human cy-
clin E in these cells caused an apparent in-
crease in the amount of actin stress fibers,
resulting in a flatter cell morphology (Fig. 1B).
This suggested that cyclin E affected the assem-
bly of the actin cytoskeleton. The Rho family of
small GTPases regulate the assembly of the
actin cytoskeleton [Hall, 1998]. These proteins

Fig. 1. Fluorescence photomicrographs showing the effect of 24 h of treatment with 10 pM lovastatin on cell
morphology and actin stress fiber assembly as detected by rhodamine phalloidin staining. A: Untreated neo cells were
elongated and displayed actin stress fibers. B: NIH3T3 cells overexpressing cyclin E displayed abundant actin stress
fibers and appeared to be flatter than neo cells. C: Lovastatin-treated neo cells were round and displayed actin
filament disassembly. D: The cyclin E overexpressors did not round up after 24 h of treatment with 10 uM lovastatin.
Scale bar = 50 pm.
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require isoprenylation for activation [Fenton et
al., 1992], a process that is prevented by the
inhibition of isoprenoid synthesis by lovastatin
[Grunler et al., 1994]. To study the mechanism
by which cyclin E affects actin cytoskeleton
assembly, and to determine whether this pro-
cess is mediated by small GTPases, we treated
both the neo cells and the cyclin E overexpres-
sors with lovastatin. In neo cells, 24 h of lova-
statin treatment (10 uM) resulted in cell round-
ing and actin stress fiber disassembly (Fig. 1C).
By contrast, the cyclin E overexpressors re-
mained flat and well spread, and actin stress
fibers remained intact in the presence of lova-
statin (Fig. 1D). Overexpression of cyclin D1, on
the other hand, did not protect NIH3T3 cells
from the effects of lovastatin (not shown). By 72
h of lovastatin treatment, the neo cells had
detached from the culture dish and were apop-
totic as evidenced by staining with the DNA
binding fluorochome Hoechst 33825 [Oberham-
mer et al., 1993] (not shown). On the other
hand, after 72 h of lovastatin treatment, many
of the cyclin E overexpressors were round, and
actin stress fibers were disassembled, but the
cells remained attached. By 5 days of lovastatin
treatment, some of the cyclin E overexpressing
cells had detached from the substratum and
undergone apoptosis (not shown). Thus, the
effects of lovastatin on the cyclin E overexpres-
sors were delayed in comparison to its effects on
the neo cells.

Overexpression of Cyclin E Delayed Growth
Arrest Induced by Lovastatin

Growth curves of the two cell types grown in
the presence or absence of lovastatin are shown
in Figure 2. Similar to previous reports [Zhu et
al., 1996; Ohtsubo and Roberts, 1993], the neo
cells grew at a slower rate than 3T3 cells over-
expressing cyclin E. On lovastatin treatment,
the rate of growth was dramatically decreased
in neo cells, but the cyclin E overexpressors
were largely unaffected (Fig. 2). Cells were sub-
jected to flow cytometric analysis to determine
whether this was due to a growth arrest in the
G1 phase of the cell cycle (Table 1). After 48 h of
lovastatin treatment, although both types of
cells displayed fewer cycling cells, 60% more
cyclin E overexpressing cells were in S-phase
compared with neo cells (Table I). After 72 h of
lovastatin treatment, the cyclin E overexpress-
ing cells were growth arrested in G1 (not
shown).
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Fig. 2. Effect of lovastatin on cell proliferation. Neo cells and
the cyclin E overexpressing cells were plated in duplicate in
35-mm dishes at a concentration of 0.5X10* cells/cm? either
untreated or in the presence of 10 uM lovastatin. At the end of
1-5 days, the number of attached cells was counted using a
hemocytometer under a light microscope. Untreated neo cells
exhibited an initial growth rate comparable to that of the cyclin
E overexpressors, but while the latter kept on growing even after
5 days, the neo cells did not. neo cells in lovastatin alone
displayed decreased cell numbers after 72 h, but the cyclin E
overexpressors did not show an indication of slowing down
until day 5, although some of these cells had rounded up by day
3. Each time point is the mean £S.D. of two dishes. Repetition
of this experiment several times yielded similar results.

TABLE I. Flow Cytometric Analysis of Various
Clones of NIH3T3 Cells With or Without 10 pM
Lovastatin in the Incubation Medium for 48 h
Showing Cells in Each Phase of the Cell Cycle

% of % of % of
cellsin cellsin cellsin
Conditions G0/G1 S-phase G2/M
neo 70.16 18.8 11.04
neo + lovastatin 87.66 5.87 6.47
E 62.29 20.90 16.81
E + lovastatin 73.99 9.31 16.7

Overexpression of Cyclin E Delayed Loss of
Membrane-Associated (Active) RhoA After
Lovastatin Treatment

Actin stress fiber assembly is regulated by
the small GTPase RhoA[Ridley and Hall, 1992].
To determine whether the increase in actin
stress fibers observed in the cyclin E overexpres-
sors resulted from an increase in active RhoA,
we compared the amount of membrane-associ-
ated RhoA versus cytosolic RhoA in the two cell
types with or without lovastatin treatment.
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Membrane-associated RhoA is activated, i.e.,
GTP-bound [Takai et al., 1995; Lang et al.,
1996]. Overexpression of cyclin E caused an
increase in total cellular RhoA (Fig. 3). The
increase in actin stress fiber assembly in
NIH3T3 cells overexpressing cyclin E was most
likely the result of increased expression of mem-
brane-associated (GTP-bound) RhoA in these
cells (Fig. 3, cf. Cy, with Ayy). Also, the difference
in cellular responsiveness to lovastatin treat-
ment corresponded to differences in RhoA acti-
vation. That is, in neo cells, 24 h of lovastatin
treatment resulted in a reduction of membrane-
associated RhoAwhile cytosolic RhoA increased

Ac Ay Be By Cc Cy Do Dy
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Fig. 3.  Western blot analysis of the effect of lovastatin on RhoA
(p21) localization in neo and cyclin E overexpressing cells. Cells
were incubated with lovastatin (10 pM) for 24 or 72 h, harvested
and extracted with Triton X114 into cytosolic (C) and membra-
nous (M) cellular fractions. Sodium dodecyl sulfate-polyacryl-
amide gel electrophoresis (SDS-PAGE) was performed and pro-
teins electroblotted and probed with an antibody to RhoA. At 24
h after plating (top), untreated neo cells (A) displayed immuno-
reactive RhoA in the membrane fraction (Ay). Treatment with
lovastatin (B) caused RhoA to accumulate in the cytosolic
fraction (Bc). In untreated cyclin E overexpressors (C), RhoA is
found almost exclusively in the membrane cellular fraction
(Cw), and after lovastatin addition (D), nearly all RhoA remained
in the membrane (Dy). However, after 72 h of lovastatin treat-
ment (bottom), RhoA accumulated in the cytosol (Fc) in these
cells as well. 72 h of culture without (Ec, Ey) and with lovastatin
(Fc, Fw)-

O hrs 8 hrs 16 hrs 24 hrs
T 10 1 1] 1
A A B B. & GCo D Dn

—r M " | neo cells
e P 1

Fig. 4. Western blot estimating the turnover rate of active
(membrane-bound) RhoA in neo and cyclin E overexpressing
cells. The cells were plated onto 10-cm dishes and incubated
with 10 pg/ml cycloheximide for 8-24 h. Neo cells (top) dis-
played a decrease in active RhoA after treatment for 24 h (Dm),
but in the cells overexpressing cyclin E (bottom) RhoA remained
membrane-bound (Dm).

(Fig. 3, cf. By with B¢). On the other hand, in
cells overexpressing cyclin E, RhoA remained
in the membrane-associated fraction despite
the presence of lovastatin (Fig. 3, Dy). In con-
trast with RhoA, the small GTPase Ras re-
mained in the membrane at all times in both
types of cells (not shown). After 72 h of lova-
statin treatment, when the cyclin E overexpres-
sors were round and actin stress fibers were
disassembled, RhoA was depleted from the
membrane (active) fraction and accumulated in
the cytosolic (inactive) fraction (Fig. 3, Fc and
Fw), similar to neo cells.

Overexpression of Cyclin E Decreased the
Turnover Rate of Membrane-Bound RhoA

The results shown in Figure 3 suggested that
the half-life of active (membrane-associated)
RhoA increased with overexpression of cyclin E
in NIH3T3 cells. To confirm this, neo cells and
those overexpressing cyclin E were treated with
10 pg/ml cycloheximide, to prevent RhoA syn-
thesis, leaving the degradative pathway intact.
In the presence of cycloheximide for 24 h, there
was nearly complete degradation of RhoA from
the membrane (active) fraction in the neo cells
(Fig. 4, top, D,,)), but the cyclin E overexpressors
retained RhoA in the membrane (active) frac-
tion (Fig. 4, bottom, D,,). These data suggested
that cyclin E overexpression increased the ex-
pression of active RhoA by decreasing its turn-
over rate.

Lovastatin Treatment Elevated p27ir! Levels in
Both Neo Cells and Cyclin E Overexpressors but
Failed to Inhibit Hyperphosphorylation of pRb
and Cyclin E- and Cyclin A-Associated Histone
Kinase Activities in Cells Overexpressing Cyclin E

Transition through the restriction point be-
fore entry into S phase is dependent on hyper-
phosphorylation of pRb [Weinberg, 1995]. Both
cyclin A- and cyclin E- dependent kinase activ-
ity is essential for the G1/S transition, making
them major regulatory components of the onset
of DNA replication [Lundberg and Weinberg,
1998]. Lovastatin treatment has been shown to
induce cell cycle arrest at G1 by increasing the
expression of p27kirl [Hengst et al., 1994; Hengst
and Reed, 1996]. This results in inactivation of
cyclin/cdk complexes and pRb hypophosphory-
lation. In the absence of lovastatin, p27&ir lev-
els were higher in the neo cells compared with
the cyclin E overexpressors, however, 24 h of
lovastatin treatment increased p27%iet levels in
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both cell types (Fig. 5). The levels of another
cdk inhibitor, p21°irl were not altered after cy-
clin E overexpression (not shown). Cyclin E-
associated histone kinase activity was elevated
3X in untreated cyclin E overexpressors com-
pared with neo cells, similar to previous reports
[Ohtsubo and Roberts, 1993; Zhu et al., 1996]
and remained more than 2X elevated after
lovastatin treatment at a level comparable to
untreated neo cells (Fig. 6A). Cyclin A-associ-
ated histone kinase activity also remained ele-
vated after lovastatin-treatment in cyclin E
overexpressing cells, whereas in the neo cells,
24 h of lovastatin treatment resulted in a 70%
reduction in kinase activity (Fig. 6B). Similarly,
the levels of hyperphosphorylated pRb were
increased in the cells expressing human cyclin
E, compared with neo cells. After 24 h of lova-
statin treatment, the neo cells displayed a de-
crease in hyperphosphorylated pRb, and a si-
multaneous increase in hypophosphorylated
pRb (Fig. 7). Reflecting the increase in p27kirt
on lovastatin treatment, the cyclin E overex-
pressors also displayed an increase in hypophos-
phorylated pRb; however, the level of hyperphos-
phorylated pRb did not decrease.

Inactivation of RhoA With C3 Transferase
Exoenzyme Caused Both Neo Cells and NIH3T3
Cells Overexpressing Cyclin E to Round Up and

Growth Arrest in G1 Phase of the Cell Cycle

Treatment with the toxin C3 from Clos-
tridium botulinum inactivates Rho proteins
(RhoA, RhoB, RhoC, but not Rac or Cdc42) by
ADP ribosylation at Asn 41 [Just et al., 1995].
Unlike lovastatin, which affects prenylation,
and, therefore, activation of only newly synthe-
sized Rho proteins, C3 can inhibit prenylated
Rho, including membrane-bound (active) RhoA.
To inhibit previously prenylated and membrane-
bound Rho, we treated both neo cells and the

neo cyclin E

P27 5  —— . e
- +

Lov (10 uM) - +

Fig. 5. Western blot showing the amount of total p27kirt
present in neo cells and in the cyclin E overexpressors. Note that
the cyclin E overexpressors contained less p27XiP! than the neo
cells. In both cases, the total amount of p27XiP! increased after
lovastatin treatment.

cyclin E overexpressors with C3 (0.9 pg/ml); 24
h of treatment caused cell rounding, actin stress
fiber disassembly, and growth arrest in the G1
phase of the cell cycle in both neo cells and the
cyclin E overexpressors (Fig. 8; Table 11), dem-
onstrating that the function of active RhoA in
cell spreading, actin stress fiber assembly, and
cell cycle progression cannot be bypassed by
cyclin E overexpression. Cyclin A-associated his-
tone kinase activity was depressed in both types
of cells after C3 treatment (Fig. 9A), but cyclin
E-associated histone kinase activity was largely
unchanged in the cyclin E overexpressors
(Fig. 9B).

DISCUSSION

Our results show that NIH3T3 cells overex-
pressing cyclin E displayed accelerated growth
and an increase in actin stress fibers, which
resulted in a greater degree of cell spreading
than control 3T3 cells. The increase in actin
stress fibers correlated with an increase in ac-
tive, membrane-associated RhoA in the cyclin E
overexpressing cells. Both control (neo) cells
and the cyclin E overexpressors displayed an
increase in p27%ir! |evels in response to lova-
statin treatment; however, only neo cells, and
not the cyclin E overexpressors, demonstrated
RhoA inactivation, actin stress fiber disassem-
bly, cell rounding and G1 growth arrest after 24
h. In contrast with lovastatin, inactivation of
Rho proteins (RhoA, RhoB, and RhoC) with the
C3 transferase exoenzyme caused cell round-
ing, actin stress fiber disassembly and G1
growth arrest in both types of cells. Prolonged
treatment with lovastatin (72 h), however,
caused the cyclin E overexpressors to round up
and RhoA to diminish from the membrane ac-
companied by growth arrest similar to that
seen in the neo cells after 24 h of exposure to
lovastatin. This effect was shown to be due to
the increased half-life of RhoA in NIH3T3 cells
overexpressing cyclin E. Thus, (1) active Rho
was necessary for cell spreading and prolifera-
tion in both neo cells and the cyclin E overex-
pressors, but (2) the effect of lovastatin, which
prevented prenylation, and therefore, targeting
of newly synthesized Rho to its active site in the
membrane, was delayed in the cyclin E overex-
pressors, as compared with the control cells.
This delay can be attributed to the continued
presence of membrane-bound RhoA in the cyc-
lin E overexpressing cells, caused by a de-
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Fig. 6. A: Autoradiogram demonstrating increased cyclin E-
associated histone kinase activity in the cyclin E overexpressors
after 24 h of lovastatin treatment ,as compared with neo cells
treated with lovastatin for the same period of time. Cell lysates
were collected in RIPA buffer and immunoprecipitated with an
antibody to cyclin E. cdk2 activity was assayed by histone
phosphorylation. 32P-histone was analyzed on a B-scanner. B:
Cyclin A-associated histone kinase activity was also assayed
after immunoprecipitation with an antibody to cyclin A. As
shown, cyclin A-associated histone kinase activity was pre-
served after 24 h of lovastatin treatment in cyclin E overexpress-
ing cells, but not in the neo cells. The histone kinase assays were
within the linear range.

44
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neo neo+lov E

Fig. 7. Western blot demonstrating pRb phosphorylation. The
level of pRb phosphorylation affects the migration of the protein
on sodium dodecyl sulfate-polyacrylamide gel electrophoresis
(SDS-PAGE). Hypophosphorylated or partially phosphorylated
pRb migrates more rapidly than does maximally phosphory-
lated pRb. After lovastatin treatment, neo cells (neo+lov) dem-
onstrated an increase in hypophosphorylated pRb (lowest ar-
row). In the cyclin E overexpressors (E), there is an increase in
maximally phosphorylated pRb (uppermost arrow) which re-
mains unaltered after lovastatin treatment (E+lov).

creased turnover rate of active RhoA in these
cells, as compared with the neo cells.

The increase in membrane-bound, and total
cellular, RhoA in 3T3 cells overexpressing cy-
clin E, as well as the increase in the half life of
RhoA on cyclin E overexpression, suggests that
RhoA acts downstream of cyclin E-associated
cdk?2 activation. The importance of RhoA in the
induction of cyclin E expression, cdk2 activa-
tion and G1/S transition in rat astrocytes has
been reported [Tanaka et al., 1998]. Recently,
Hu et al. [1999] have shown in Chinese ham-
ster embryo fibroblasts, that RhoA regulates
cyclin E/cdk2 activity, which is required for
p27kirt degradation. Our data shows for the
first time that the amount of membrane-bound
(active) RhoA increased in response to overex-
pression of cyclin E. These results imply that
cyclin E-dependent kinases regulate events up-
stream of RhoA activation. In addition to activa-
tion of cyclin-dependent kinases, cells require
an assembled cytoskeleton to undergo cell cycle
progression [Bohmer et al., 1996]. This includes
the development of actin stress fibers by acti-
vated RhoA. Formation of actin stress fibers
and cell spreading is required for the maximal
expression of cyclin D1 [Bohmer et al., 1996].
This is followed by cyclin E expression. Phos-
phorylation of pRb by cyclin D1/cdk4 or 6 and
cyclin E/cdk2 releases the E2F transcription
factors [Lundberg and Weinberg, 1998; Chelap-
pan et al., 1991]. According to Ohtani et al.
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Fig. 8. Effect of C3 transferase exoenzyme on NIH3T3 cell spreading. A: neo cells. B: Cyclin E overexpressors. After
treatment with C3 transferase (0.9 mg/ml), both the neo cells (C) and the cyclin E overexpressors (D) round up,
indicating that Rho inactivation results in cell rounding.

TABLE I1. Flow Cytometric Analysis
of Various Clones of NIH3T3 Cells With
or Without 0.9 ng/ml C3 Toxin in the
Incubation Medium for 24 h

% of % of % of
cellsin cellsin cellsin
Conditions GO0/G1 phase S-phase G2/M phase
neo 53.79 29.41 16.80
neo + C3 64.34 15.28 20.38
E 39.60 38.70 21.70
E + C3 53.99 19.29 26.72

[1995], E2F gene products activate the cyclin
D1 promoter. Since cyclin D1 expression re-
quires cytoskeletal integrity [Bohmer et al.,
1996], a parallel pathway would exist for the
stimulation of actin stress fiber assembly, which
would also be affected by cyclin E overexpres-
sion.

Inactivation of RhoA by C3 treatment caused
cell cycle arrest in G1 in both neo cells and the

cyclin E overexpressors, indicative of a role for
RhoA in cell cycle progression in NIH3T3 cells.
In support of this, cyclin A-associated histone
kinase activity was reduced in both types of
cells. However, cyclin E-asociated histone ki-
nase activity, which was increased in NIH3T3
cells overexpressing cyclin E compared with
neo cells, was not inhibited after C3 treatment
in either type of cell. This again suggests that
RhoA activation is downstream of cyclin E/cdk2
activation.

The increase in cyclin E-associated kinase
activity in the cyclin E overexpressors is to be
expected. By contrast, there was no change in
the response of p27%irl in the two cell lines to
lovastatin. Several recent papers conclude that
the importance of RhoA in cell cycle progression
is due to its ability to decrease the levels of the
cyclin-dependent kinase inhibitors p27%irl and
p21¢irl [Hirai et al., 1997; Weber et al., 1997;
Olson et al., 1998]. Hirai et al. [1997] showed in
rat thyroid endothelial cells, that Rho proteins
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Fig. 9. A: Autoradiogram demonstrating decreased cyclin A-
associated histone kinase activity in the neo cells and the cyclin
E overexpressors after treatment with C3 transferase exoenzyme
(0.9 pg/ml) overnight, as compared with untreated cells. As in
Figure 6, the cyclin E overexpressing cells had more kinase
activity than the neo cells. B: Cyclin E-associated histone kinase
activity in neo cells and cyclin E overexpressors after C3 treat-
ment. There was no change in the kinase activity after C3
treatment in either cell type, suggesting that RhoA activation
occurs downstream of cyclin E-associated kinase activity. The
cyclin E overexpressors had more kinase activity than the neo
cells.

were responsible for p27kirl degradation. Our
data, on the other hand, showed that lovastatin
treatment of cyclin E overexpressing cells ele-
vated p27kiel |evels despite the continued pres-
ence of active (membrane-bound) RhoA. Thus,
in our system, RhoA activation does not cause
p27%irt degradation. Along these lines, the same
group [Tanaka et al., 1998] recently showed in
rat astrocytes, that p27irt levels did not change
after treatment with the HMG-CoA reductase
inhibitor, pravastatin, although RhoA was
translocated from the membrane to the cytosol.
It was also suggested that the influence of RhoA
on cell cycle progression was mediated by p21¢irt
[Olson et al., 1998]. However, we did not ob-
serve a direct relationship between p21¢r! ex-
pression and RhoA expression. Again, lova-
statin treatment did not appear to affect
membrane-bound (active) Ras in either type of
NIH3T3 cell. This is consistent with a recent
report by Noguchi et al. [1998], who determined
that activation of RhoA and not Ras was neces-
sary for G1-to-S transition in rat thyroid cells.
In conclusion, our results show an intimate
association between the cell cycle machinery
and the cellular localization of the small GTPase
RhoA. We suggest that (1) because RhoA activa-

tion is affected by cyclin E-dependent kinase
activity, RhoA activation is downstream of cyc-
lin E in the signaling pathway; and (2) p27kirt
accumulation after lovastatin treatment is not
dependent on RhoA inactivation by lovastatin.

ACKNOWLEDGMENTS

We are grateful to Dr. Richard Assoian, De-
partment of Pharmacology, University of Penn-
sylvania, Philadelphia, for kindly providing us
the cells described in this report. We thank Ms.
Sue Aguilar for help in the preparation of the
manuscript, and Mr. Charles A. Thomas, De-
partment of Microbiology, University of Texas
Health Science Center at San Antonio, for assis-
tance with flow cytometry.

REFERENCES

Bar Sagi D, Feramisco JR. 1986. Induction of membrane
ruffling and fluid-phase pinocytosis in quiescent fibro-
blasts by ras proteins. Science 233:1061-1068.

Bates S, Bonetta L, MacAllen D, Parry D, Holder A, Dick-
son C, Peters G. 1994. CDK6 (PLSTIRE) and CDK4
(PSK-J3) are a distinct subset of the cyclin-dependent
kinases that associate with cyclin D1. Oncogene 9:71-79.

Bohmer R-M, Scharf E, Assoian RK. 1996. Cytoskeletal
integrity is required throughout the mitogen stimulation
phase of the cell cycle and mediates the anchorage depen-
dent expression of cyclin D1. Mol Biol Cell 7:101-111.

Bourne HR, Sanders DA, McCormick F. 1990. The GTPase
superfamily: a conserved switch for diverse cell func-
tions. Nature 348:125-132.

Buchkovich K, Duffy LA, Harlow E. 1989. The retinoblas-
toma protein is phosphorylated during specific phases of
the cell cycle. Cell 58:1097-1105.

Chant J, Stowers L. 1995. GTPase cascades choreograph-
ing cellular behavior: movement, morphogenesis and
more. Cell 81:1-4.

Chelappan SP, Hiebert S, Mudryj M, Horowitz JM, Nevins
JR. 1991. The E2F transcription factor is a cellular target
for the RB protein. Cell 65:1053-1061.

Chen PL, Scully P, Shew JY, Wang JY, Lee WH. 1989.
Phosphorylation of the retinoblastoma gene product is
modulated during the cell cycle and cellular differentia-
tion. Cell 58:1193-1198.

Chong LD, Traynor-Kaplan A, Bokoch GM, Schwartz MA.
1994. The small GTP-binding protein Rho regulates a
phosphatidylinositol 4-phosphate 5-kinase in mamma-
lian cells. Cell 79:507-513.

Devoto SH, Mudryj M, Pines J, Hunter T, Nevins JR. 1992.
A cyclin A-protein Kinase complex possesses sequence
specific DNA binding activity: p33cdk2 is a component of
the E2F-cyclin A complex. Cell 68:167-176.

Fenton RG, Kung H-F, Longo DL, Smith MR. 1992. Regula-
tion of intracellular actin polymerization by prenylated
cellular proteins. J Cell Biol 117:347-356.

Ghosh PM, Mott GE, Ghosh-Choudhury N, Radnik RA,
Stapleton ML, Ghidoni JJ, Kreisberg Jl. 1997. Lova-
statin induces apoptosis by inhibiting mitotic and post-
mitotic events in cultured mesangial cells. Biochim Bio-
phys Acta 1359:13-24.



542 Ghosh et al.

Girard F, Strausfeld U, Fernandez A, Lamb NJ. 1991.
Cyclin A is required for the onset of DNA replication in
mammalian fibroblasts. Cell 67:1169-1179.

Grafa X, Reddy EP. 1995. Cell cycle control in mammalian
cells: role of cyclins, cyclin dependent kinases (CDKs),
growth suppressor genes and cyclin dependent kinase
inhibitors (CKls). Oncogene 11:211-219.

Grunler J, Ericsson J, Dallner G. 1994. Branch-point reac-
tions in the biosynthesis of cholesterol, dolichol, ubiqui-
none and prenylated proteins. Biochim Biophys Acta
1212:259-277.

Hall A. 1998. Rho GTPases and the actin cytoskeleton.
Science 279:509-514.

Hengst L, Dulic V, Slingerland JM, Lees E, Reed SI. 1994. A
cell cycle regulated inhibitor of cyclin-dependent kinases.
Proc Natl Acad Sci USA 91:5291-5295.

Hengst L, Reed SI. 1996. Translational control of p27Kirt
accumulation during the cell cycle. Science 271:1861—
1864.

Hirai A, Nakamura S, Noguchi Y, Yasuda T, Kitagawa M,
Tatsuno |, Oeda T, Tahara K, Terano T, Narumiya S,
Kohn LD, Saito Y. 1997. Geranylgeranylated rho small
GTPase(s) are essential for the degradation of p27Kirl
and facilitate the progression from G1 to S phase in
growth stimulated rat FRTL-5 cells. J Biol Chem 272:
13-16.

Hori Y, Kikuchi A, Isomura M, Katayama M, Miura Y,
Fujioka H, Kaibuchi K, Takai Y. 1991. Post-translational
modifications of the C-terminal region of the Rho protein
are important for its interaction with membranes and
the stimulatory and inhibitory GDP/GTP exchange pro-
teins. Oncogene 6:515-522.

Hu W, Bellone CJ, Baldassare JJ. 1999. RhoA stimulates
p27kirl degradation through its regulation of cyclin E/cdk?2
activity. J Biol Chem 274:3396-3401.

Just |, Selzer J, von Eichel-Streiber C, Aktories K. 1995.
The low molecular mass GTP-binding protein Rho is
affected by Toxin A from Clostridium difficile. J Clin
Invest 95:1026-1031.

Kato J-Y, Matsuoka M, Polyak K, Massague J, Sherr CJ.
1994. Cyclic AMP-induced G1 phase arrest mediated by
an inhibitor (p27Kip1l) of cyclin dependent kinase 4 acti-
vation. Cell 79:487-496.

Kato J-Y, Matsushime H, Hiebert SW, Ewen ME, Sherr CJ.
1993. Direct binding of cyclin D to the retinoblastoma
gene product (pRb) and pRb phosphorylation by the cy-
clin D-dependent kinase CDK4. Genes Dev 7:331-342.

Koff A, Cross F, Fisher A, Schumacher J, Leguellec K,
Philippe M, Roberts JM. 1991. Human cyclin E, a new
cyclin that interacts with two members of the cdc2 gene
family. Cell 66:1217-1228.

Koff A, Giordano A, Desai D, Yamashita K, Harper JW,
Elledge S, Nishimoto T, Morgan DO, Franza BR, Roberts
JM. 1992. Formation and activation of a cyclin E-cdk2
complex during the G1 phase of the human cell cycle.
Science 257:1689-1694.

Kreisberg JI, Ghosh-Choudhury N, Radnik RA, Schwartz
MA. 1997. Role of Rho and myosin phosphorylation in
actin stress fiber assembly in mesangial cells. Am J
Physiol 273:F283-F288.

Lang P, Gesbert F, Delespine-Carmagnat M, Stancou R,
Pouchelet M, Bertoglio J. 1996. Protein kinase A phos-

phorylation of RhoA mediates the morphological and
functional effects of cyclic AMP in cytotoxic lymphocytes.
EMBO J 15:510-519.

Lundberg AS, Weinberg RA. 1998. Functional inactivation
of the retinoblastoma protein requires sequential modifi-
cation by at least two distinct cyclin cdk complexes. Mol
Cell Biol 18:753-761.

Maniotis AJ, Chen CS, Ingber DE. 1997. Demonstration of
mechanical connections between integrins, cytoskeletal
filaments, and nucleoplasm that stabilize nuclear struc-
ture. Proc Natl Acad Sci USA 94:849-854.

Mihara K, Cao XR, Yen A, Chandler S, Driscoll B, Mur-
phree AL, T'/Ang A, Fung YK. 1989. Cell-cycle dependent
regulation of phosphorylation of the human retinoblas-
toma gene product. Science 246:1300-1303.

Nevins JR, Leone G, DeDregori J, Jakoi L. 1997. Role of the
Rb/E2F pathway in cell growth control. J Cell Physiol
173:233-236.

Nobes CD, Hall A. 1995. Rho, Rac, and Cdc42 GTPases
regulate the assembly of multimolecular focal complexes
associated with actin stress fibers, lamellipodia, and filo-
podia. Cell 81:53-62.

Noguchi Y, Nakamura S, Yasuda T, Kitagawa M, Kohn LD,
Saito Y, Hirai A. 1998. Newly synthesized RhoA, not Ras,
is isoprenylated and translocated to membranes coinci-
dent with progression of the G1 to S phase of growth-
stimulated rat FRTL-5 cells. J Biol Chem 272:3649—
3653.

Oberhammer F, Wilson JW, Dive C, Morris ID, Hickman
JA, Wakeling AE, Walker PR, Sikorska M. 1993. Apop-
totic death in epithelial cells: cleavage of DNA to 300
and/or 50 kb fragments prior to or in the absence of
internucleosomal fragmentation. EMBO J 12:3679-
3684.

Ohtani K, DeGregori J, Nevins JR. 1995. Regulation of the
cyclin E gene by the E2F1 transcription factor. Proc Natl
Acad Sci USA92:12146-12150.

Ohtsubo M, Roberts JM. 1993. Cyclin-dependent regula-
tion of G1 in mammalian fibroblasts. Science 259:1908—
1912.

Olson MF, Ashworth A, Hall A. 1995. An essential role for
Rho, Rac and cdc42 GTPases in cell cycle progression
through G1. Science 269:1270-1272.

Olson MF, Paterson HF, Marshall CJ. 1998. Signals from
Ras and Rho GTPases interact to regulate expression of
p21Wafl/Cipl. Nature 394:295-299.

Peeper DS, van der Eb AJ, Zantema A. 1994. The G1/S cell
cycle checkpoint in eukaryotic cells. Biochim Biophys
Acta 1198:215-230.

Prendergast GC, Gibbs JB. 1993. Pathways of Ras function:
connections to the actin cytoskeleton. Adv Cancer Res
62:19-63.

Quelle DE, Ashmun RA, Shurtleff SA, Kato JY, Bar-Sagi D,
Roussel MF, Sherr CJ. 1993. Overexpression of mouse
D-type cyclins accelerates G1 phase in rodent fibroblasts.
Genes Dev 7:1559-1571.

Ravitz MJ, Yan S, Dolce C, Kinniburgh AJ, Wenner CE.
1996. Differential regulation of p27 and cyclin D1 by
TGF-B and EGF in C3H 10T1/2 mouse fibroblasts. J Cell
Physiol 168:510-520.

Resnitzky D, Gossen M, Bujard H, Reed Sl. 1994. Accelera-
tion of the G1/S phase transition by expression of cyclins



Cyclin E Overexpression and RhoA 543

D1 and E with an inducible system. Mol Cell Biol 14:1669—
1679.

Resnitzky D, Hengst L, Reed Sl. 1995. Cyclin A-associated
Kinase activity is rate limiting for entrance into S-phase
and is negatively regulated in G1 by p27Kipl. Mol Cell
Biol 15:4347-4352.

Ridley AJ, Hall A. 1992. The small GTP-binding protein rho
regulates the assembly of focal adhesions and actin stress
fibers in response to growth factors. Cell 70:389-399.

Rodriguez-Viciana P, Warne PH, Khwaja A, Marte BM,
Pappin D, Das P, Waterfield MD, Ridley A, Downward J.
1997. Role of phosphoinositide 3-OH kinase in cell trans-
formation and control of the actin cytoskeleton by Ras.
Cell 89:457-467.

Sherr CJ, Roberts JM. 1995. Inhibitors of mammalian G1
cyclin-dependent kinases. Genes Dev 9:1149-1163.

Takai Y, Sasaki T, Tanaka K, Nakanishi H. 1995. Rho as a
regulator of the cytoskeleton. TIBS 20:227-231.

Tanaka T, Tatsuno I, Noguchi Y, Uchida D, Oeda T, Naru-
miya S, Yasuda T, Higashi H, Kitagawa M, Nakayama K,
Saito Y, Hirai A. 1998. Activation of cyclin-dependent
kinase 2 (cdk2) in growth-stimulated rat astrocytes.
Geranylgeranylated Rho small GTPases are essential for
the induction of cyclin E gene expression. J Biol Chem
273:26772-26778.

Weber JD, Hu W, Jefcoat SC, Raben DM, Baldassare JJ.
1997. Ras-stimulated extracellular signal-related kinase
1 and RhoA activities coordinate platelet-derived growth

factor-induced G1 progression through the independent
regulation of cyclin D1 and p27. JBiol Chem 272:32966—
32971.

Weinberg RA. 1995. The retinoblastoma protein and cell
cycle control. Cell 81:323-330.

Wilson E, Sudhir K, lves HE. 1995. Mechanical strain of rat
vascular smooth muscle cells is sensed by specific extra-
cellular matrix/integrin interactions. J Clin Invest 96:
2364-2372.

Winston J, Dong F, Pledger WJ. 1996. Differential modula-
tion of G1 cyclins and the cdk inhibitor p27kipl by
platelet derived growth factor and plasma factors in
density arrested fibroblasts. J Biol Chem 271:11253—
11260.

Won KA, Xiong Y, Beach D, Gilman MZ. 1992. Growth
regulated expression of D-type cyclin genes in human
diploid fibroblasts. Proc Natl Acad Sci USA 89:9910-
9914.

Zindy F, Lamas E, Chenivesse X, Sobczac J, Fesquet D,
Wang J, Henglein B, Brechot C. 1991. Cyclin A is re-
quired in S phase in normal epithelial cells. Biophys
Biochem Res Commun 182:1144-1154.

Zhu X, Ohtsubu M, Bohmer RM, Roberts JM, Assoian RK.
1996. Adhesion dependent cell cycle progression linked to
the expression of cyclin D1, activation of cyclin E/cdk2,
and phosphorylation of the retinoblastoma protein. J Cell
Biol 133:391-403.



	MATERIALS AND METHODS
	RESULTS
	Fig. 1.
	Fig. 2.
	Fig. 3.
	Fig. 4.
	Fig. 5.
	Fig. 6.
	Fig. 7.
	Fig. 8.
	Fig. 9.
	TABLE I.
	TABLE II.

	DISCUSSION
	ACKNOWLEDGMENTS
	REFERENCES

