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Summary

Background: The p53, Rb, and Ras/PI3K pathways are impli-
cated in the development of the majority of human cancers.
A number of studies have established that these pathways
cooperate at the level of the cell cycle leading to loss of normal
proliferative controls. Here we have investigated how these
signals influence a second critical component of tumor forma-
tion—cell growth.

Results: We find that oncogenic Ras is sufficient to drive
growth via the canonical growth pathway, PI3K-AKT-TOR,;
however, it does so relatively weakly and p53 loss does not
drive cell growth at all. Importantly, we identify a novel role
for the Rb family of tumor suppressors in directing cell growth
via a signaling pathway distinct from PI3K-AKT-TOR and via an
E2F-independent mechanism. However, we find that strong,
sustained growth requires Rb loss together with Ras signaling,
identifying an additional mechanism by which these onco-
genic pathways cooperate and a critical role for Ras in
preserving the uptake of extracellular nutrients required for
biogenesis.

Conclusions: We have identified a new role for the Rb family in
cell biogenesis and show that, as for other processes associ-
ated with tumor development, oncogenic cell growth is depen-
dent on cooperating oncogenes.

Introduction

The maintenance of tissue and body size is achieved by the
homeostatic regulation of cell growth (addition of volume/
mass), proliferation, and survival [1]. In contrast to unicellular
yeast—in which the rates of growth and proliferation are
mainly determined by nutrient levels—in animals, additional
levels of control are needed to differentially regulate the
distinct cell types found within multicellular organisms. So,
whereas the bloodstream (or equivalent) aims to supply
a relatively constant level of nutrients—cell growth, prolifera-
tion, and survival are regulated by additional extracellular
factors—growth factors, mitogens, and survival factors,
respectively. The formation of a tumor requires the loss of
each of these homeostatic controls, but as previous studies
have focused primarily on the role of proliferation and
apoptosis, the mechanisms underlying loss of growth controls
remain poorly understood.

The stringency of growth control has been clearly demon-
strated in vitro, in that mammalian cells will only add mass in
the presence of an extracellular growth factor—despite being
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surrounded by nutrients—and that increasing levels of growth
factors result in increasing growth rates. In contrast, the
removal of growth factors triggers autophagy, resulting in
shrinkage and loss of cell mass [2-4]. These findings are
mirrored in studies in both mouse and Drosophila, which
have shown that the genetic manipulation of growth factor
pathways leads to changes in tissue and organism size [5, 6].
Thus, homeostasis reflects a level of growth factor signaling
sufficient to maintain the mass of a tissue, whereas to produce
more tissue—or a tumor— requires either increased growth
factor signaling or the deregulation of growth.

The evolutionarily conserved multiprotein kinase complex
mammalian target of rapamycin complex 1 (mTORC1) is a
central component of the growth regulatory network, control-
ling diverse processes such as protein and lipid synthesis,
mitochondrial metabolism, ribosome biogenesis, and auto-
phagy, which ultimately lead to cell growth. mTORC1 inte-
grates a number of signals that control cell growth, including
those from intracellular energy and amino-acid levels and
extracellular growth factors. In animals, the most well-charac-
terized growth factor is insulin-like growth factor-1 (IGF1),
which acts via phosphatidylinositol-3-kinase (PI3K) and AKT/
PKB to activate mTORC1, leading to phosphorylation of down-
stream effectors such as S6K and 4EBP—which play key roles
in translational control and to activation of SREBP1—an
important regulator of lipid biogenesis [7, 8].

There is accumulating evidence that specific oncogenic
signals deregulate cell growth, many of which—including
components of the PI3K-AKT pathway such as PTEN—
converge on mTOR signaling [9, 10], and inhibitors of mTOR
signaling such as rapamycin are showing clinical potential
[11]. Oncogenic Ras constitutively signals through the PISK
pathway and has been shown to control cell growth in animal
models, although the downstream pathways are not clearly
defined [12]. p53 has been shown to influence metabolic path-
ways via a number of mechanisms, including the regulation of
autophagy and by the transcriptional control of nutrient trans-
porters and glycolytic enzymes [13]. Myc has also been shown
to regulate cell growth by controlling ribosome biogenesis
and protein synthesis, with increased myc levels resulting in
increased cell growth and size [14, 15]. Moreover, the deregu-
lation of both metabolic pathways and the biosynthetic
apparatus in cancer highlights the critical importance of
biosynthetic pathways in tumor formation [16, 17]. The coinci-
dent deregulation of RTK/Ras/PI3K, p53, and Rb signaling is
found in the majority of tumors [18]. Consistent with this, acti-
vated Ras together with loss of p53 and the Rb family coop-
erate to drive transformation in both in vitro and in vivo models
of tumor formation [19]. The cooperative effects of these onco-
genes on the cell cycle are well established but the way in
which these pathways interact to result in the loss of growth
control required for tumorigenesis remains unclear.

Primary Schwann cells have proven to be a powerful model
system for studying the regulation of mammalian cell growth,
which has previously been exploited to demonstrate the inde-
pendent regulation of growth and proliferative pathways and
how cell size is determined by the balance of extracellular
factors controlling these processes [2, 4]. The advantage of
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Figure 1. Ras Drives Weak Growth via PI3K-
AKT-TOR
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using Schwann cells is that they are primary cells with intact
checkpoints that can be cultured indefinitely in defined condi-
tions, permitting the measurement of cell growth following
either the addition of an exogenous factor or a genetic change,
in the absence of any potentially collaborating exogenous
growth factors. In the present study, we have used this system
to determine how Ras, p53, and the Rb family affect cell
growth networks and found that Ras signaling and disruption
of the Rb family cooperate to drive robust cell growth in the
absence of signals normally provided by extracellular growth
factors. These findings identify a novel role for the Rb family
in tumorigenesis and provide further insight into how these
ubiquitous tumorigenic pathways interact to drive tumor
development.

Results

Loss of p53 Fails to Induce Cell Growth whereas
Oncogenic Ras Induces Weak Growth

Previous studies have shown that oncogenic Ras and loss
of the tumor suppressor p53 cooperate to stimulate prolifera-
tion, and more recent work has described how these two
signals synergize to induce a “cancer-related gene signature”
[20-22]. To address whether inhibiting p53 is sufficient to
induce cell growth, we used a retroviral vector to express
a dominant-negative form of p53 (DNp53), which is able to alle-
viate a cell-cycle arrest induced by y-irradiation or oncogenic
Ras in primary Schwann cells [23] (see Figures S1A and S1B
available online) and determined cell growth using two criteria
as follows: (1) changes in cell volume, measured in cell-cycle
arrested cells and (2) by the addition of protein mass. As in
previous studies [3, 4], control Schwann cells infected with
the vector construct (SC-V) lost volume and mass once exog-
enous growth factors were removed, consistent with the onset
of autophagy (Figures 1A and 1B; Figure S1C). Somewhat
surprisingly, we found that DNp53-expressing cells behaved
as control cells, losing volume and mass, at a similar rate,
following the removal of extracellular growth factors (Figures
1A and 1B) indicating that loss of p53 is not sufficient to drive
cell growth. We next coexpressed constitutively active Ras in

both Schwann cells (SC-Ras) and the

DNp53-expressing Schwann cells (to

avoid the cell-cycle inhibition induced

in primary cells by oncogenic Ras [21])

and found that in both cases, oncogenic

Ras was able to drive cell growth at
similar rates (Figures 1A and 1B; Figures S1C and S1D).
However, the growth was relatively weak—when compared
to growth induced by fetal bovine serum (FBS), an ill-defined
yet potent stimulator of cell growth (Figures 1A and 1B) [2,
4]. The rate of Ras-induced growth was similar to the rate
achieved by saturating concentrations of the growth factor
IGF1 [2, 4] and IGF1-stimulation failed to potentiate Ras-
induced growth indicating that both signals may be acting
through the same pathway (Figure 1A). Consistent with this,
activation of the PIBK-AKT-TOR pathway was comparable in
IGF1-treated control or Ras-expressing cells (Figure 1C)
and—as has previously been shown for IGF1 [24]—Ras-driven
growth was blocked by the addition of the PI3K inhibitor,
LY294002 (Figure S1E).

Loss of the Rb Family Drives Cell Growth

To determine the role of the Rb family in growth control, we
initially used SV40 LT antigen (LT) as a tool to remove the entire
Rb family and which by sequestering p53 also inactivates the
p53 pathway [25]. Interestingly, we found that LT expression
was sufficient to drive robust increases in both cell volume
and cell mass and at rates consistently higher than stimulated
by saturating levels of IGF1 in normal Schwann cells (Figures
2A and 2B; Figures S2A and S2B). We determined mass accu-
mulation in both non-cell-cycle arrested cells and in arrested
cells (using two separate methodologies) and obtained similar
rates of protein accumulation (Figure 2B; Figures S2A and
S2B). Importantly, we were unable to detect induction of the
PIBK-AKT-TOR pathway, suggesting that LT does not act by
promoting the autocrine production of a factor such as IGF1
and instead is driving cell growth via a distinct pathway (Fig-
ure 2C). Moreover, in contrast to Ras-expressing cells, the
growth observed in LT cells was potentiated by IGF1. This
synergy was not associated with a further increase in signaling
through the PI3K-AKT-TOR pathway, indicating that the two
signals act through parallel pathways (Figure 2C). Treatment
with the MEK inhibitors U0126 or PD184352, previously
demonstrated to have no effect on IGF1-induced growth
[24], also had no effect on LT-induced growth indicating that
signaling through the ERK pathway was not required despite
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Figure 2. SV40 LT Expression Drives Cell Growth
A in the Absence of PIBK-AKT-TOR Activation

(A) Coulter curves showing volume per cell of
a population of aphidicolin-arrested Schwann
cells infected with SV40 LT antigen (SC-LT).
Volume measurements were made upon factor
withdrawal (0 hr) and after 24 hr without factors
(NF) or with IGF1 (IGF).

(B) Protein mass measurements of control (SC-V)
and SC-LT cells after 24 and 48 hr without factors
or treated with IGF1 were normalized to mass at
the time of factor withdrawal. Error bars repre-
sent means + SD of three independent experi-
ments.

(C) Western blot analysis of cell lysates collected
following factor removal (0 hr) and after 24 hr
without factors (NF) or with IGF1 (IGF).

(D) Aphidicolin-arrested SC-LT cells were treated
with 15 uM U0126 (U0), 0.1 uM rapamycin
(Rapa), 15 uM LY294002 (LY), or vehicle (NF)
and volume per cell was measured after 24 hr
without factors.
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being required for Schwann cell proliferation (Figure 2D;
Figures S2C-S2E). In LT cells treated with rapamycin or
LY294002, however, growth was abolished suggesting that
although PI3K signaling is not activated, basal flux through
mTORCH1 is still required for cell growth (Figure 2D). A basal
level of signaling PI3K affecting cell growth was further sug-
gested by the observation that control cells treated with
LY294002 lose additional volume even in the absence of
factors (Figure S2F).

To confirm that the ability of LT to drive cell growth was
not specific to Schwann cells, we repeated the experiments
in another cell-type—primary rat fibroblasts. We infected
the fibroblasts with LT (Fb-LT) or control vector (Fb-V) and
measured the ability of the cells to add volume and protein
mass in the absence of extracellular growth factors. As for
the Schwann cells, we found that LT was able to drive robust
growth in the absence of extracellular factors whereas the
control cells failed to grow (Figures 2E and 2F; Figure S2G).
Moreover, as for the Schwann cells this was not associated
with elevated signaling through the PI3SK-AKT pathway
(Figure S2H).

To determine the role of the Rb family in LT-driven growth,
we made use of two well-characterized mutants that differen-
tially affect Rb family interactions (reviewed in [25]). Western
blot analysis confirmed that the LT point mutants—one unable
to bind the entire Rb family (LT-K1), the second a mutant
that differentially inactivates Rb compared to p107/p130
family members (LT-5110)—were expressed at similar levels
to wild-type (WT) (LT) (Figure 3A). Cells expressing LT-K1
behaved similarly to control cells, losing volume over time—
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a population of aphidicolin-arrested fibroblasts
infected with LT (Fb-LT) or control vector (Fb-V)
upon factor withdrawal (0 hr) and after 24 hr
without factors (NF) or with IGF1.

(F) Protein mass measurements of control (Fb-V)
and LT (Fb-LT) infected fibroblasts after 24 and
48 hr without factors or treated with IGF1. Values
were normalized to mass at the time of factor
withdrawal. Error bars represent means = SD
of three independent experiments. See also
Figure S2.
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demonstrating that Rb family inactivation was critical for the
growth-promoting function of LT. These results also confirmed
the inability of p53 loss to induce cell growth as p53 binding
and inhibition is retained by the LT-K1 mutant. In contrast,
cells expressing the LT-5110 mutant did grow (Figures 3A
and 3B), suggesting that it is loss of Rb function that is mainly
responsible for driving cell growth.

We then used the E7 protein from HPV16 (which targets the
Rb family of proteins for destruction but leaves p53 intact) to
confirm that loss of the Rb family was sufficient to drive cell
growth. In both control cells and cells expressing an Rb
family-binding defective form of E7, the removal of growth
factors led to a decrease in protein mass. In contrast, WT E7
was able to drive the addition of cell mass (Figure S3A), indi-
cating that loss of the Rb family was sufficient to stimulate
cell growth. Moreover, growth occurred in the absence of
detectable signaling via the PI3-K pathway (Figure S3B).

To directly assess the specific role of Rb, we transfected
primary Schwann cells with small interfering RNAs (siRNAs)
targeted to Rb, which led to a greater than 70% reduction in
Rb protein when compared to cells transfected with the
nonspecific control (Figure 3C) and found that Rb knockdown
was sufficient to induce an accumulation of protein mass (Fig-
ure 3C; Figure S3C). The growth was less than that stimulated
by LT, which may reflect incomplete knockdown; however, it
may also indicate a role for other members of the Rb family.
Depleting Rb in DNp53-expressing cells had no additional
effect on growth (Figures S3D and S3E). Taken together, these
data demonstrate that loss of Rb is sufficient to drive cell
growth, that loss of p53 is neither sufficient nor required for
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growth, and that p53 loss does not act synergistically with Rb
loss to drive cell growth.

Growth Is Uncoupled from Effects on Cell-Cycle
and E2F-Dependent Transcription
The size of proliferating cells is determined by the relative rates
of growth and proliferation. Comparison of the effects of LT on
growth and proliferation showed that whereas SC-LT cells
proliferated at a similar rate in the presence or absence of
FBS, the growth rate was significantly lower in cells cultured
in the absence of factors resulting in the production of smaller
cells (Figure S4A). This is because serum is a more potent
growth factor than LT (Figures 1A and 2A), which also means
that the more slowly dividing SC-DNp53 cells are larger than
the SC-LT cells at time 0 hr of the size experiments, as they
have been cultured in serum (Figure 1A). These differential
effects also suggested that LT might regulate the cell-cycle
and cell growth by distinct mechanisms. Consistent with this,
whereas SC-LT cells were able to proliferate and grow in the
absence of factors, the LT-5110 mutant, while able to drive
cell growth, was unable to induce the expression of cyclin A
or trigger entry into the cell-cycle, showing that Rb regulation
of cell growth can be uncoupled from effects on the cell cycle
(Figures 4A and 4B; Figures 4B and S4C). As cyclin A is a key
E2F cell-cycle target, these results suggested that inhibition
of Rb causes cell growth via an E2F-independent mechanism.
To confirm this, we tested the ability of constitutive E2F activity
to drive cell growth and the ability of siRNAs to E2F1 to block
LT-induced growth. Because E2F overexpression is reported
to induce apoptosis in part via p53-dependent mechanisms,
we used cells expressing DNp53 to express E2F1. We intro-
duced hemagglutinin (HA)-tagged E2F1 into these cells and
found that whereas E2F1 overexpression was sufficient to effi-
ciently induce cyclin A expression (Figure S4D), it was unable
to drive cell growth (Figure 4C). Moreover, we found that
despite an efficient knockdown of E2F1, LT-induced growth
was unaffected (Figure S4E). These results are consistent
with Rb-loss driving growth by an E2F-independent mecha-
nism and independent from effects on the cell cycle.

To determine whether the growth induced by Rb was the
result of an increase in biosynthetic pathways, we analyzed

Control siRNA

Figure 3. Loss of Rb Is Sufficient to Drive Cell
Growth

(A) Representative Coulter curves showing the
volume per cell of cell-cycle arrested populations
expressing either LT or LT point mutants (LT-K1
and LT-5110) at the time of factor withdrawal
(0 hr) and after 24 hr without factors (NF). Western
blot analysis of LT is shown.

(B) Protein mass measurements of cells after
24 hr without factors (NF) or supplemented with
3% FBS, normalized to mass at time of factor
withdrawal. Error bars represent two indepen-
dent experiments + SD.

(C) Rb knockdown. Western blot analysis of total
Rb levels in cells transfected with a nonspecific
*kk siRNA duplex (Con) or with an oligo specific for
M= Rb. Immunostaining of Rb protein in siRNA trans-
fected cells. Protein mass measurements of
control cells and cells with siRNA against Rb after
48 hr without factors or treated with IGF1, normal-
ized to mass at time of factor withdrawal. Error
bars show mean of triplicates = SD. One way
ANOVA with Tukey’s post hoc test was per-
formed. See also Figure S3.
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the rates of de novo protein and lipid biosynthesis following
short-term labeling with radiolabeled methionine and pyruvate
and measured their incorporation into protein and lipid frac-
tions, respectively. We found that the SC-LT cells had signifi-
cantly higher rates of both protein and lipid biosynthesis
compared to control cells (Figures 4D and 4E). We then per-
formed pulse-chase experiments to determine the protein
degradation rates in the two cell types and found that the
half-lives of the proteins were similar in the two cell types,
arguing that an increase in biosynthesis rather than an inhibi-
tion of degradation pathways was responsible for the growth
of the LT-expressing cells (Figures 4F and 4G). We also
compared autophagic rates in the two cell types in the
absence of factors by both immunofluorescence and western
blot analysis of LC3. We found that both SC-V and SC-LT cells
showed a dramatic upregulation of LC3-positive autophagic
structures following growth factor removal (Figure S4F)
indicating the onset of autophagy. To quantify the flux, we
compared the levels of LC3-1 and LC3-ll following growth
factor removal and found, in the absence of chloroquine, a
similar decrease in LC3-I levels and an increase in LC3-1l levels
inthe SC-V and SC-LT cells. However, upon chloroquine treat-
ment we detected higher levels of LC3-ll in the SC-LT cells,
arguing that autophagic flux is higher in the LT-expressing
cells (Figure S4G). These results clearly demonstrate that
a decrease in autophagic rates is not responsible for the
increase in cell growth induced by LT expression and that
biogenic processes drive the cell growth seen in the LT-ex-
pressing cells.

LT Cooperates with Oncogenic Ras to Drive Strong,
Sustained Growth

Our findings demonstrate that oncogenic Ras drives weak
growth through canonical activation of the PI3K pathway (Fig-
ure 1), whereas loss of Rb acts via a distinct pathway (Figure 2).
To test the cooperation between these signals, we expressed
oncogenic Ras in SC-LT cells. Similarly to the effects of IGF1,
we found that the Ras signal synergized with loss of the
Rb family to drive stronger growth (Figures 5A and 5B) and
without a further increase in signaling through the PI3K
pathway compared to SC-DNp53Ras cells, which grow poorly,
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tion of IGF1 or FBS as indicated.

(C) Coulter curves showing volume per cell
of arrested SC-DNp53 cells transfected with
hE2F1-HA (E2F1) or control vector (Vector) after
24 hr without factors (NF). Cells supplemented
with IGF1 were included as positive control.

(D) Incorporation of [2-'4C] pyruvate into the lipid
fraction of SC-V and SC-LT cells following a 4 hr
labeling period 24 hr following the removal of
factors. Values shown are the mean of three inde-
pendent experiments + SEM.

(E) Incorporation of [*®*S]-methionine into the
protein fraction of SC-V and SC-LT cells following
a 45 min labeling period, 24 hr following the
removal of factors in the absence or presence
of cycloheximide (CXM). Values shown are the
mean of three independent experiments = SEM.
Student’s t test was performed.

(F) Levels of [*°S]-methionine in the protein frac-
tion of SC-V and SC-LT cells over time, following
a 2 hr pulse, 24 hr following the removal of
factors. Numbers are expressed as fold change
relative to SC-V cells at 0 hr and show the
increased amount of incorporation by the SC-LT
cells.

(G) Shown are the data from (F), when the amount
at time 0 hr for each cell-type is corrected to 1 and
thus shows the relative half-lives of the labeled
proteins. Values shown are the mean of three
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indicating that the synergy does not act at the level of PI3K
signaling (Figure 5C; Figure S5A). Interestingly, we found that
Ras and LT also cooperated in a second manner—to drive sus-
tained growth. We found that although SC-LT cells cultured
without factors added protein mass progressively for 48 hr,
after this point the growth stalled. However, cells coexpress-
ing Ras continued to add mass and stalled SC-LT cells could
be reinduced to grow by treatment with IGF1 (Figures 6A and
6B). We noted that stalled SC-LT cells developed a “starved”
appearance, similar to that seen in normal cells following
removal of glutamine from the medium. As PISK-AKT-TOR
signaling has been shown to regulate nutrient transporter
expression and localization at the cell-surface [26, 27], we
speculated that the PI3K signal induced by Ras and IGF1
and absent in the LT-expressing cells was required for the
maintenance of nutrient uptake that would be predicted to
be necessary for sustained cell growth. To determine whether
this was the case, we measured the uptake of two radioac-
tively labeled nutrients known to be important for growth—
glutamine and glucose (using 2DG; a nonmetabolizable
glucose analog) in cells over time, following the removal of
factors. In SC-LT cells, we found that whereas nutrient uptake
rates were maintained at 24 hr following the removal of factors,
by 48 hr the levels had decreased substantially (Figures 6C
and 6D), coincident with when the cells stopped growing. In
contrast, nutrient uptake was maintained in the Ras-express-
ing cells, which continued to grow (Figures 6C and 6D). To

2h

independent experiments = SEM. One-way
ANOVA with Tukey’s post hoc test was per-
formed. See also Figure S4.

ah

determine the functional significance of a decrease in nutrient
uptake on growth, we initially tested the effects of glutamine
removal on LT and LT-Ras cells and found that both required
extracellular glutamine to grow (Figure S6A). mTORC1 is regu-
lated by amino acid levels and the complex has recently been
reported to relocalize and, as a result, lose activity upon amino
acid starvation providing an indicator of intracellular nutrient
levels, although the pattern varied between the cell types
tested [28, 29]. We therefore used alterations in the subcellular
localization of mTOR as a read-out of a significant decrease in
nutrient levels within the cell. In Schwann cells, we found that
amino acid starvation caused mTOR to redistribute from the
periphery to discrete puncta in the perinuclear region (Fig-
ure 6E). We then examined the localization of mTOR in SC-
LT cells and control vector cells following the removal of
factors and found that whereas at early time-points mTOR
staining was diffuse throughout the cell, at a later time-point,
when nutrient uptake levels had declined, we found a dramatic
change in the localization of mTOR to form large clusters
near the perinuclear region, although mTOR levels remained
constant (Figure 6E; Figures S6B-S6D). Much of the mTOR
colocalized with lysosomes, which also moved to the perinu-
clear region following long-term growth factor removal (Fig-
ure S6D). This result is consistent with loss of mTOR activity
in response to lowered amino-acid levels within the cell [28],
providing a mechanistic explanation for the inhibition of cell
growth in these cells.
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Figure 5. LT and Oncogenic Ras Cooperate to Drive Strong Growth

(A) Representative volume curves of arrested cell populations at point of factor withdrawal (0 hr) and after 24 hr without factors (NF). Cells coexpress either
DNp53 and Ras"?""2 (SC-DNp53Ras), LT and vector (LT), or LT and Ras"2"2 (LT-Ras). Mean growth rates (change in mean volume per hr) are given for four

independent experiments + SEM.

(B) Change in total protein mass in these cells after 48 hr without factors compared to time 0 hr for each cell type. Data are presented as mean + SEM of five

independent experiments.

(C) AKT and mTORCT activation levels after 24 hr without factors as shown by western blot analysis of AKT (Ser 473) and p70S6 kinase phosphorylation.

Total AKT is used to assess protein loading. See also Figure S5.

Discussion

The formation of a tumor requires the loss of normal growth
controls; therefore, the genetic changes responsible for tumor
formation must be capable of driving cell growth. Yet, despite
the identification of the key genetic drivers for many tumor
types, it remains poorly understood how and which of these
genetic changes act to induce the increases in mass required
for tumor formation. In the present study, we have character-
ized the ability of three major oncogenic pathways implicated
in the majority of human cancers to induce cell growth and
found that two of these, oncogenic Ras and Rb family loss,
are each sufficient to drive growth. We found that Ras is
arelatively weak driver of growth, whereas loss of Rb induces
stronger growth but is unable to produce sustained growth.
Instead, as for other aspects of tumor formation (such as
proliferation), we find that these two pathways cooperate to
produce the strong, sustained growth likely to be required to
form a rapidly growing tumor. This novel mechanism of onco-
genic cooperation provides further insight into how oncogenic
changes may act together to promote cancer and potentially
offers further novel strategies for therapeutic targeting.

Loss of the Rb family has been linked to various aspects of
tumorigenesis with important roles in cell-cycle control, cell
senescence, and changes in differentiation state [30]. Here,
we have identified a further consequence of Rb-family loss,
in that it is sufficient to directly drive cell growth and acts
together with oncogenic Ras signaling to drive robust growth.
Interestingly, we find that the effects of Rb loss on the cell

cycle and cell growth pathways can be separated, providing
another example of the separation of these important and
often coordinated cellular processes. Thus, whereas effects
on the cell cycle are mediated by E2F-dependent activation
of cyclin/cdk expression, the effects on cell growth are inde-
pendent of E2F activity. This separation is demonstrated
most clearly with the mutant of LT (LT-5110) that is able to
drive cell growth but not proliferation. Somewhat counterintu-
itively, we and others find that cells in which the Rb family is
inactivated are usually smaller than normal cells [31, 32],
however this is readily explained by our findings that LT has
a more dramatic effect on the cell cycle than on cell growth,
which will lead to cells proliferating at a smaller cell size and/or
the potency of serum as a growth factor—conditions in which
most cells are cultured in vitro. These differential effects on the
cell cycle and cell growth can explain why tumor cells are
sometimes smaller than their normal counterparts despite
having aberrant growth pathways and emphasize the separate
regulation of the growth and proliferative pathways.

We find that LT drives growth without promoting AKT/TOR
activity. Very few other growth-promoting pathways have
been described, though a direct role for the transcription
factor and proto-oncogene c-myc in regulating growth is well
established [33]. We were unable to detect increased levels
of c-myc in LT-expressing cells, suggesting that Rb loss
does not drive growth by this mechanism—although, consis-
tent with other reports [34], myc was induced by constitutively
active Ras (Figure S5B). In Drosophila, overexpression of the
cyclin D/cdk4 complex, an upstream regulator of Rb, was
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Figure 6. Ras Signaling Maintains Nutrient Uptake
and Allows Sustained Growth

(A) Cells coexpressing LT and control vector or LT
and Ras"®"2 cultured in the absence of factors for
96 hr. Protein mass measurements were made at
24 hr intervals and normalized to mass at time of
factor withdrawal. Error bars show mean of tripli-
cates = SD.

(B) Total protein mass of SC-LT cells over time. Cells
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were cultured without factors for 48 hr and subse-
quently maintained in the absence of factors or stim-
x ulated with IGF1 and measured 24 hr later. Error bars
show mean of triplicates + SD.

(C) Uptake of tritiated glutamine ([*H]GIn) in cells
without factors over time, normalized to uptake at
time of factor withdrawal. Error bars show means
of three independent experiments = SEM.

(D) Uptake of tritiated 2-deoxyglucose ([*H]2DG) in
cells without factors over time, normalized to uptake
at time of factor withdrawal. Data are presented as
mean + SEM of four independent experiments.

(E) mTOR localization: Schwann cells in complete
culture medium were transferred to medium without
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reported to cause cell enlargement [35]; however, this was via
an Rb-independent mechanism, which involved the regulation
of mitochondrial activity [36]. It has been established that Rb
can repress transcription of components of the translational
machinery through interactions with subunits of the RNA
pol | and Il transcription factor complexes [37, 38]. Because
protein synthesis is an essential element of cell growth, it is
to be expected that disrupted regulation of the synthetic
machinery will contribute to the ability of Rb loss to drive cell
growth. However, there is no evidence to suggest that dysre-
gulation of RNA pol | and Il transcription is sufficient to drive
growth, and it is likely that Rb acts at many levels to coordinate
cell growth. This is supported by our microarray gene expres-
sion analysis (unpublished data), which indicates that loss of
Rb also induces E2F-independent global changes in RNA pol
Il transcription.

Consistent with other studies, we found that oncogenic Ras
signaling and activation of the PI3K growth cascade was suffi-
cient to induce cell growth but somewhat to our initial surprise,
despite robust activation of the canonical growth pathway, cell
growth in the absence of synergizing factors was weak.

AA restimulated

=
=t

&
g

amino acids for 40 min, followed by stimulation with
amino acids for a further 20 min. SC-LT cells were
cultured without factors. Cells were fixed and immu-
nostained for mTOR. The percentage of each cell
containing mTOR-positive pixels was quantified
and normalized either to SC cells in full medium or,
in the case of LT, to cells after 1 hr without factors.
Scale bar represents 15 um. See also Figure S6.

SC-LT-Ras

However, these findings are consistent
with other studies in which constitutive
activation of the AKT-TOR pathway was
also found to drive relatively weak growth
[24, 39]. Interestingly, despite previous
reports that p53 can act as a metabolic
regulator and is able to induce autophagy
[13], we found that loss of p53 had no
direct effect on cell growth. Although we

& \\@@qﬁ&c}@ showed that the Ras-AKT-TOR pathway
é"%o%c,«* is relatively weak in driving cell growth,

we also showed that the pathway cooper-

ated with the loss of Rb, to drive strong
sustained growth. Interestingly, a recent genetic study in
Drosophila has also found synergy between the mTOR
pathway and Rb [40]. Using an in vivo synthetic lethality screen
to identify genes that synergistically induced cell death in Rb-
negative cells, they identified TSC2—an upstream inhibitor of
mTORC1 that is targeted by Ras/PI3K signaling. Significantly,
the authors attributed the lethality to a combination of oxida-
tive and endoplasmic reticulum stress signals, which they
speculated to be mediated in part by elevated levels of protein
synthesis—an in vivo corroboration of our finding that Rb
loss and Ras together induce strong growth and perhaps an
indication of how these findings may be exploited for thera-
peutic purposes.

Nutrients are supplied systemically in animals; therefore
regulating their uptake can provide a means of cell growth
control and has been proposed as a tumor suppressor mech-
anism [26]. In agreement with other studies, we found that
PIBK-AKT-TOR signaling is required to maintain nutrient
uptake [27, 41]. We established that Rb loss is capable of
driving cell growth but found that this growth pathway is not
sustainable—loss of Rb does not activate the PI3K cascade,
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and consequently cells lose access to nutrients and eventually
stall in their growth. Thus, we have identified regulation of
nutrient transport as a novel mechanism by which Rb loss
and oncogenic Ras synergize. Our findings underscore the
importance of the PI3K pathway in cell growth but demon-
strate the necessity for the coactivation of other oncogenic
pathways in order to achieve the robust growth associated
with aggressive tumor formation.

Experimental Procedures

Cells

Schwann cells and fibroblasts were isolated from P7 rat sciatic nerve and
cultured as described previously [23]. Normal culture medium for Schwann
cells is Dulbecco’s modified Eagle’s medium (DMEM) (low glucose) contain-
ing 3% FBS, 1 uM forskolin, and 20 ng/ml neuregulin. Fibroblasts were
routinely cultured in DMEM containing 10% FBS. For factor withdrawal
experiments, Schwann cells were seeded onto dishes coated with poly-L-
lysine (PLL), fibronectin and laminin in normal culture medium whereas
fibroblasts were seeded onto dishes coated with PLL only. Factors
were removed by performing three washes in modified SATO-defined
medium (DMEM supplemented with 100 pg/mi BSA, 60 ng/ml progesterone,
16 ug/ml putrescine, 40 ng/ml selenium, 50 ng/ml triiodothyrine, 50 ng/ml
thyroxine) and then replacing with SATO containing transferrin (100 pg/ml)
with or without IGF1 (100 ng/ml).

Size Measurements

We seeded 10° cells onto triplicate wells of six-well PLL-laminin-fibronectin
coated dishes in normal culture medium (PLL only for the fibroblasts) and
were arrested using 1 pg/ml aphidicolin for 24 hr. Factors were removed
by washing as described, and the cells were placed into SATO-defined
medium containing transferrin (100 ug/ml) with or without IGF1 (100 ng/ml)
and 0.8 ug/ml aphidicolin. Any inhibitors were added at this time point and
15 min prior to the addition of IGF1. The time 0 hr point was then collected
by trypsinisation, resuspended in isotonic solution, and measured using
a Beckman Multisizer 4 Coulter Counter (10,000 cells per reading). Changes
in cell size were then detected 24 hr later.

Statistical Analyses

Unless otherwise indicated in the figure legend, one-way ANOVA with
Newman-Keuls post hoc analysis was performed for all tests of significance.
In all cases: *p < 0.05, **p < 0.01, **p < 0.001, ns = not significant.

Supplemental Information

Supplemental Information includes six figures and Supplemental Experi-
mental Procedures and can be found with this article online at http://dx.
doi.org/10.1016/j.cub.2012.07.040.

Acknowledgments

This study was supported by a programme grant from Cancer Research UK.
I.N was supported by the Association for International Cancer Research and
an EMBO fellowship. S.R. is a GABBA student supported by a fellowship
from the Portuguese Foundation for Science and Technology. We thank
James DeCaprio for the LT constructs.

Received: December 15, 2011
Revised: June 2, 2012
Accepted: July 18, 2012
Published online: August 9, 2012

References

1. Conlon, I., and Raff, M. (1999). Size control in animal development. Cell
96, 235-244.

2. Conlon, 1J., Dunn, G.A.,, Mudge, AW., and Raff, M.C. (2001).
Extracellular control of cell size. Nat. Cell Biol. 3, 918-921.

3. Lum, J.J., Bauer, D.E., Kong, M., Harris, M.H., Li, C., Lindsten, T., and
Thompson, C.B. (2005). Growth factor regulation of autophagy and
cell survival in the absence of apoptosis. Cell 120, 237-248.

4. Echave, P., Conlon, l.J., and Lloyd, A.C. (2007). Cell size regulation in
mammalian cells. Cell Cycle 6, 218-224.

10.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

. Baserga, R. (2004). IGF-I receptor signaling in cell growth and prolifera-

tion. In Cell Growth: Control of Cell Size, M. Hall, M. Raff, and G. Thomas,
eds. (Cold Spring Harbor, NY: Cold Spring Harbor Laboratory Press),
pp. 235-263.

. Edgar, B.A. (2006). How flies get their size: genetics meets physiology.

Nat. Rev. Genet. 7, 907-916.

. Sengupta, S., Peterson, T.R., and Sabatini, D.M. (2010). Regulation of

the mTOR complex 1 pathway by nutrients, growth factors, and stress.
Mol. Cell 40, 310-322.

. Lewis, C.A., Griffiths, B., Santos, C.R., Pende, M., and Schulze, A.

(2011). Regulation of the SREBP transcription factors by mTORC1.
Biochem. Soc. Trans. 39, 495-499.

. Menon, S., and Manning, B.D. (2008). Common corruption of the mTOR

signaling network in human tumors. Oncogene 27, S43-S51.
Laplante, M., and Sabatini, D.M. (2012). mTOR signaling in growth
control and disease. Cell 149, 274-293.

. Garcia-Echeverria, C. (2011). Blocking the mTOR pathway: a drug

discovery perspective. Biochem. Soc. Trans. 39, 451-455.

Prober, D.A., and Edgar, B.A. (2000). Ras1 promotes cellular growth in
the Drosophila wing. Cell 100, 435-446.

Vousden, K.H., and Ryan, K.M. (2009). p53 and metabolism. Nat. Rev.
Cancer 9, 691-700.

Teleman, A.A., Hietakangas, V., Sayadian, A.C., and Cohen, S.M. (2008).
Nutritional control of protein biosynthetic capacity by insulin via Myc in
Drosophila. Cell Metab. 7, 21-32.

Chan, J.C., Hannan, K.M., Riddell, K., Ng, P.Y., Peck, A,, Lee, R.S., Hung,
S., Astle, M.V., Bywater, M., Wall, M., et al. (2011). AKT promotes rRNA
synthesis and cooperates with c-MYC to stimulate ribosome biogenesis
in cancer. Sci. Signal. 4, ra56.

Locasale, J.W., and Cantley, L.C. (2011). Metabolic flux and the regula-
tion of mammalian cell growth. Cell Metab. 14, 443-451.

Silvera, D., Formenti, S.C., and Schneider, R.J. (2010). Translational
control in cancer. Nat. Rev. Cancer 710, 254-266.

Cancer Genome Atlas Research Network. (2008). Comprehensive
genomic characterization defines human glioblastoma genes and core
pathways. Nature 455, 1061-1068.

Hahn, W.C., and Weinberg, R.A. (2002). Modelling the molecular
circuitry of cancer. Nat. Rev. Cancer 2, 331-341.

Serrano, M., Lin, A.W., McCurrach, M.E., Beach, D., and Lowe, S.W.
(1997). Oncogenic ras provokes premature cell senescence associated
with accumulation of p53 and p16INK4a. Cell 88, 593-602.

Lloyd, A.C., Obermiiller, F., Staddon, S., Barth, C.F., McMahon, M., and
Land, H. (1997). Cooperating oncogenes converge to regulate cyclin/
cdk complexes. Genes Dev. 11, 663-677.

McMurray, H.R., Sampson, E.R., Compitello, G., Kinsey, C., Newman, L.,
Smith, B., Chen, S.R., Klebanov, L., Salzman, P., Yakovlev, A., and Land,
H. (2008). Synergistic response to oncogenic mutations defines gene
class critical to cancer phenotype. Nature 453, 1112-1116.

Mathon, N.F., Malcolm, D.S., Harrisingh, M.C., Cheng, L., and Lloyd,
A.C. (2001). Lack of replicative senescence in normal rodent glia.
Science 291, 872-875.

Echave, P., Machado-da-Silva, G., Arkell, R.S., Duchen, M.R.,,
Jacobson, J., Mitter, R., and Lloyd, A.C. (2009). Extracellular growth
factors and mitogens cooperate to drive mitochondrial biogenesis.
J. Cell Sci. 122, 4516-4525.

DeCaprio, J.A. (2009). How the Rb tumor suppressor structure and func-
tion was revealed by the study of Adenovirus and SV40. Virology 384,
274-284.

Edinger, A.L. (2005). Growth factors regulate cell survival by controlling
nutrient transporter expression. Biochem. Soc. Trans. 33, 225-227.
Wieman, H.L., Wofford, J.A., and Rathmell, J.C. (2007). Cytokine stimu-
lation promotes glucose uptake via phosphatidylinositol-3 kinase/Akt
regulation of Glut1 activity and trafficking. Mol. Biol. Cell 18, 1437-1446.
Korolchuk, V.l., Saiki, S., Lichtenberg, M., Siddiqi, F.H., Roberts, E.A.,
Imarisio, S., Jahreiss, L., Sarkar, S., Futter, M., Menzies, F.M., et al.
(2011). Lysosomal positioning coordinates cellular nutrient responses.
Nat. Cell Biol. 13, 453-460.

Sancak, Y., Bar-Peled, L., Zoncu, R., Markhard, A.L., Nada, S., and
Sabatini, D.M. (2010). Ragulator-Rag complex targets mTORC1 to the
lysosomal surface and is necessary for its activation by amino acids.
Cell 141, 290-303.

Burkhart, D.L., and Sage, J. (2008). Cellular mechanisms of tumour
suppression by the retinoblastoma gene. Nat. Rev. Cancer 8, 671-682.


http://dx.doi.org/10.1016/j.cub.2012.07.040
http://dx.doi.org/10.1016/j.cub.2012.07.040

Oncogenes Cooperate to Drive Biogenesis
1773

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

.

Sage, J., Mulligan, G.J., Attardi, L.D., Miller, A., Chen, S., Williams, B.,
Theodorou, E., and Jacks, T. (2000). Targeted disruption of the three
Rb-related genes leads to loss of G(1) control and immortalization.
Genes Dev. 74, 3037-3050.

Herrera, R.E., Sah, V.P., Williams, B.O., Makela, T.P., Weinberg, R.A.,
and Jacks, T. (1996). Altered cell cycle kinetics, gene expression, and
G1 restriction point regulation in Rb-deficient fibroblasts. Mol. Cell.
Biol. 16, 2402-2407.

Johnston, L.A., Prober, D.A., Edgar, B.A., Eisenman, R.N., and Gallant,
P. (1999). Drosophila myc regulates cellular growth during develop-
ment. Cell 98, 779-790.

Prober, D.A., and Edgar, B.A. (2002). Interactions between Ras1, dMyc,
and dPI3K signaling in the developing Drosophila wing. Genes Dev. 16,
2286-2299.

Datar, S.A., Jacobs, H.W., de la Cruz, A.F., Lehner, C.F., and Edgar, B.A.
(2000). The Drosophila cyclin D-Cdk4 complex promotes cellular
growth. EMBO J. 19, 4543-4554.

Frei, C., Galloni, M., Hafen, E., and Edgar, B.A. (2005). The Drosophila
mitochondrial ribosomal protein mRpL12 is required for Cyclin
D/Cdk4-driven growth. EMBO J. 24, 623-634.

Cavanaugh, A.H., Hempel, W.M,, Taylor, L.J., Rogalsky, V., Todorov, G.,
and Rothblum, L.I. (1995). Activity of RNA polymerase | transcription
factor UBF blocked by Rb gene product. Nature 374, 177-180.

White, R.J., Trouche, D., Martin, K., Jackson, S.P., and Kouzarides, T.
(1996). Repression of RNA polymerase Il transcription by the retino-
blastoma protein. Nature 382, 88-90.

Porstmann, T., Santos, C.R., Griffiths, B., Cully, M., Wu, M., Leevers, S.,
Griffiths, J.R., Chung, Y.L., and Schulze, A. (2008). SREBP activity is
regulated by mTORC1 and contributes to Akt-dependent cell growth.
Cell Metab. 8, 224-236.

Li, B., Gordon, G.M., Du, C.H., Xu, J., and Du, W. (2010). Specific killing
of Rb mutant cancer cells by inactivating TSC2. Cancer Cell 17,
469-480.

Edinger, A.L., and Thompson, C.B. (2002). Akt maintains cell size and
survival by increasing mTOR-dependent nutrient uptake. Mol. Biol.
Cell 13, 2276-2288.



	Loss of Rb Cooperates with Ras to Drive Oncogenic Growth in Mammalian Cells
	Introduction
	Results
	Loss of p53 Fails to Induce Cell Growth whereas Oncogenic Ras Induces Weak Growth
	Loss of the Rb Family Drives Cell Growth
	Growth Is Uncoupled from Effects on Cell-Cycle and E2F-Dependent Transcription
	LT Cooperates with Oncogenic Ras to Drive Strong, Sustained Growth

	Discussion
	Experimental Procedures
	Cells
	Size Measurements
	Statistical Analyses

	Supplemental Information
	Acknowledgments
	References


