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Energy balance refers to the relationship between energy intake and
energy expenditure. Epidemiological studies have established a clear association
between energy balance and cancer, however the underlying mechanisms are
unclear. The objective of the current study was to evaluate the impact of caloric
consumption on epithelial carcinogenesis and identify potential mechanisms of
inhibition or enhancement. Using ICR female mice, we demonstrated that
positive energy balance enhanced, while negative energy balance inhibited
susceptibility to multistage carcinogenesis in mouse skin. We next evaluated
diet-induced changes in the epidermal proliferative response. Calorie restriction
(CR) significantly reduced epidermal hyperproliferation, in the presence and
absence of tumor promotion, as compared to diet-induced obesity (DIO).
Additional studies were conducted to determine the impact of dietary

manipulation on TPA-induced growth factor signaling. CR reduced, while DIO

\



increased insulin like growth factor-1 receptor (IGF-1R) and epidermal growth
factor receptor (EGFR) activation, which subsequently modulated signaling
downstream to Akt and mTOR. These diet-induced changes in growth factor
signaling were confirmed under steady-state conditions in multiple epithelial
tissues (i.e., skin, liver and dorsolateral prostate) in multiple mouse strains
(FVB/N, C57BL/6 and ICR). Further analyses demonstrated that caloric
consumption directly correlated with levels of cell cycle progression related
proteins and inversely correlated with levels of cell cycle inhibitory proteins.
Genetic reduction of circulating IGF-1, liver IGF-1 deficient (LID) mouse model,
inhibited two-stage skin carcinogenesis, reduced epidermal hyperproliferation
and attenuated IGF-1R and EGFR growth factor signaling during tumor
promotion, similar to CR, suggesting a potential for IGF-1R and EGFR crosstalk.
Further studies, demonstrated that IGF-1 induced EGFR activation in cultured
mouse keratinocytes, possibly due to IGF-1R and EGFR heterodimerization or
IGF-1 induced changes in EGFR mRNA expression. In vivo, CR reduced, while
DIO increased IGF-1R and EGFR association during tumor promotion.
Furthermore, CR attenuated EGFR ligand mRNA expression both in the
presence and absence of TPA treatment. Collectively, these findings suggest
that dietary energy balance modulates epithelial carcinogenesis, at least in part
due to diet-induced changes in levels of circulating IGF-1, which then modulate
IGF-1R and EGFR crosstalk and downstream signaling to cell cycle related

proteins, subsequently altering epidermal hyperproliferation.
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Chapter |

Introduction

Obesity, Energy Balance and Cancer

The prevalence of obesity, a risk factor for multiple cancers (1), has risen
rapidly for the past several decades in the US (2). Estimates suggest that 14% of
all cancer deaths in men and 20% of all cancer deaths in women are attributed to
excess body weight, over a range of cancer types (1). Given the dramatic
increase in obesity among children, the incidence of these obesity related
cancers will continue to rise (3). Therefore, it is critical for research to be
conducted that aims to identify potential mechanisms underlying the link between

energy balance and cancer.

Diet-Induced Obesity (DIO) and Calorie Restriction (CR)

DIO enhances type-2 diabetes and several other chronic diseases in
many experimental animal models, however its impact on carcinogenesis needs
further characterization. In contrast, CR has consistently been shown to act as a
potent inhibitor of carcinogenesis in animal models, regardless of mode of tumor
induction (4, 5). This regimen restricts total energy intake (typically a 20%-40%
reduction in carbohydrate and/or fat calories relative to ad libitum-fed controls),

while maintaining isonutrient conditions, thus resulting in prevention of adult-



onset obesity (prevalent among the ad libitum-fed controls), lifespan extension,

and suppression of cancer and other chronic diseases.

CR inhibits formation of spontaneous neoplasias (in knockout and
transgenic mouse models) and suppresses radiation- and chemically-induced
carcinogenesis in rodents. Two-stage skin carcinogenesis studies [7,12-
dimethylbenz[a]anthracene (DMBA )-initiated, 12-O-tetradecanoylphorbol-13-
acetate (TPA)-promoted], have demonstrated similar inhibitory effects of CR,
findings that will be further detailed later in the Introduction and evaluated in
Chapter 4 (6-9). The anticancer effects of CR are independent of species, tumor
type, or mode of induction, suggesting that globally active circulating factors may
be key mediators of the energy balance-cancer link. These circulatory proteins
regulate many normal physiologic processes, including appetite regulation,
energy expenditure, digestion, metabolism, and thermogenesis, but several of
these proteins have also been shown to play a role in the regulation of
tumorigenesis. Leptin, insulin-like growth factor (IGF)-1, insulin, glucocorticoids
and several adipose-derived factors associated with inflammation have been
identified as key mediators of the link between energy balance and cancer (see
Figure 1.1 for review). The present study focuses on the role of IGF-1 in the

modulation of epithelial carcinogenesis.
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Figure 1.1. Summary of the effects of dietary energy balance on globally active
circulatory proteins and the resulting cellular outcomes. Upper panel demonstrates
that positive energy balance (obesity) increases levels of free fatty acids (FFA), TNF-«,
resistin, IL-6, leptin, IGF-1 and insulin and reduces levels of adiponectin. These changes
then result in increased signaling through corresponding receptors, leading to increased
cell survival, proliferation and inflammation. Together, these effects lead to tumor
development and progression. Lower panel demonstrates that CR elicits the opposite
effects. Adapted from Calle et al. (10).



Mechanisms Associated with Energy Balance Effects on Carcinogenesis

Alterations in energy balance act broadly with respect to species, mode of
induction, and tumor type. CR and obesity have been shown to differentially
regulate the levels of a number of serum-related hormones and growth factors (5,
11), thus suggesting that globally active circulatory proteins may be the key
mediators of the link between energy balance and cancer (again see Figure 1.1).
A recent review identifies leptin, adiponectin, corticosterone, IGF-1 and insulin as
the primary targets for these global effects of dietary energy balance on
tumorigenesis (10). The rationale for these associations is provided in the

following sections.

Leptin, an adipocyte derived hormone, regulates satiety and energy
metabolism. CR consistently decreases, while obesity consistently increases
leptin levels (12). Both epidemiological and animal studies are suggestive of an
association between levels of circulating leptin and cancer risk, specifically for
colorectal (13), prostate (14), endometrial (15) and breast cancers (16, 17). In
vivo, leptin has been shown to promote angiogenesis and tumor invasion (18),
while in vitro, leptin has been shown to stimulate cellular proliferation in
preneoplastic and neoplastic cells, while having no effect on “normal” cells (19).
Data suggests that leptin induces changes in intracellular signaling, which results
in enhanced susceptibility to tumorigenesis. Specifically, leptin binds its

transmembrane receptor (Ob-Rb), thus modulating activation of Jak-Stat and

4



MAPK signaling pathways, which have been shown to be critical regulators of
carcinogenesis (for review see 20). Recent data suggests that these effects of
leptin on tumorigenesis may be dependent on the ratio of leptin to adiponectin,
as opposed to leptin levels alone (15, 21-23). Data from A-ZIP/F-1 mice, which
lack adipose tissue and all associated adipokines, suggests that levels of leptin,
however, may not be as critical of a regulator of tumorigenesis as levels of

circulating IGF-1 (24, 25).

Adiponectin, another adipokine, regulates insulin sensitivity, as well as
carbohydrate and lipid metabolism. Levels of adiponectin decrease in response
to metabolic deficiencies, including type 2 diabetes, dyslipidemia, and extreme
obesity. This reduction can be partially reversed by weight loss, although recent
reports suggest that drastic weight changes, as achieved by severe CR or
surgical intervention, are necessary to induce a significant increase in levels of
adiponectin (26, 27). While the role of adiponectin in the modulation of
tumorigenesis is not well characterized, recent data suggests an inverse
correlation between levels of adiponectin and multiple cancer types, including
both breast and colorectal cancers (28-34). Mechanistic studies suggest that the
inhibitory effects of adiponectin are modulated, at least in part, due to activation
of AMP-activated protein kinase (AMPK), which inhibits Akt and mTOR signaling,

as well as reduced Stat signaling (30, 31). Again, recent data demonstrates that



many of these effects are mediated by leptin-adiponectin ratios, as opposed to

levels of each hormone independent of the other (15, 21-23).

Corticosterone, an adrenal glucocorticoid hormone, has long been

associated with the anticancer effects of CR. Severe CR (levels exceeding 30%)
markedly increases corticosterone levels, while adrenalectomy reverses the
inhibitory effects of CR on carcinogenesis (35-37). Glucocorticoid hormones
have long been known to inhibit mouse skin tumor promotion, in the absence of
dietary restriction (38). Several mechanisms have been proposed to account for
the inhibitory effects of corticosterone, including inhibition of inflammation,
induction of p27 (inhibition of proliferation), inhibition of protein kinase C, as well
as reduced activation of Erk (35, 39-41). The ability of corticosterone to inhibit
tumorigenesis, however, cannot be evaluated independent of changes in
circulating IGF-1. Corticosterone supplementation not only inhibited mammary
tumorigenesis, but also reduced levels of circulating IGF-1 in a dose dependent
manner, again indicating a critical role for IGF-1 in the modulation of

carcinogenesis (42).

The possible involvement of IGF-1 in cancer was first suspected when in
vitro studies consistently showed that IGF-1 enhanced growth and proliferation of
multiple cancer cell lines (19, 43-45). There is now abundant epidemiological

evidence supporting the hypothesis that IGF-1 acts as a critical regulator of



several types of human cancer. Levels of circulating IGF-1 are primarily mediated
by hepatic synthesis, which is regulated by growth hormone and insulin and
influenced by nutritent intake and energy consumption. CR consistently reduces,
while obesity consistently increases levels of circulating IGF-1. Many of the
anticancer effects of CR have been shown to be mediated, at least in part, by
levels of IGF-1. Specifically, restoration of IGF-1 levels in CR mice has been
shown to ablate the anti-tumor effects of CR in multiple models (46-48).
Furthermore, genetic reduction of circulating IGF-1 levels (liver IGF-1 deficient
[LID] mouse model) inhibited tumorigenesis, in a manner similar to CR, using the
two-stage skin carcinogenesis protocol (see Chapter Ill and 49). IGF-1 can act to
enhance proliferation, cell growth and cell survival through both direct and
indirect effects (50-53). IGF-1 can bind directly with the insulin-like growth factor
1 receptor (IGF-1R), resulting in increased activation of downstream signaling to
Akt, mTOR, as well as other downstream effectors, or IGF-1 can act indirectly
through other cancer-related molecules, such as the EGFR, which will be further

discussed later in the Introduction.

Insulin resistance and chronic hyperinsulinemia increase risk for several
cancers (10, 54), however it is unclear if these tumor-enhancing effects are
regulated directly via increased insulin receptor signaling or alternatively due to
indirect effects on IGF-1, estrogens, leptin or other hormones. Recent data

suggests that crosstalk exists between the insulin receptor and multiple hormonal



pathways, making it difficult to ascertain the primary metabolic hormone
regulating the effects of energy balance on cancer (55, 56). Furthermore, it has
been well established that increased levels of insulin heighten both IGF-1
synthesis (hepatic) and IGF-1 bioavailability (reduces IGF-BP-1 production),
which could further contribute to the observed enhancing effect of insulin on
cellular growth, proliferation and survival (54). Consistent with the effects of
energy balance on levels of IGF-1, CR reduces, while obesity increases levels of
circulating insulin. Findings from the LID mouse model, however, suggests that
insulin may not be the primary contributing factor to the effect of energy balance
on tumorigenesis. Despite high levels of insulin, a 75% reduction in levels of
circulating IGF-1 reduced susceptibility to two-stage skin carcinogenesis, similar

to CR (again see Chapter Ill and 49).

Akt and mTOR: Downstream Effectors of IGF-1 and Insulin Signaling

It is well established that the PI3K/Akt/mTOR pathway is a critical
mediator of the effects of IGF-1 on tumorigenesis (50, 51). This pathway is one of
the most commonly altered pathways in human tumors, further demonstrating the
importance of PI3K/Akt/mTOR signaling in human cancers (see Figure 1.2 and
57, 58-60). PI3K, which is activated by receptor tyrosine kinases (RTKSs),
including the IGF-1R and the insulin receptor (IR), and Ras, activates

downstream effectors through production of phosphatidyl-inositol-3,4,5-
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Figure 1.2. Overview of PI3K/Akt/mTOR signaling. Binding of growth factor to the
receptor tyrosine kinase (RTK) phosphorylates scaffolding adaptor proteins, such as
insulin receptor substrate (IRS), which then act as a docking site for phosphatidylinositol
3-kinase (PI3K), thus enabling activation via the receptor. Once activated, PI3K
phosphorylates phosphatidylinositol-4,5-bisphosphate (PIP2) to produce
phosphatidylinositol-3,4,5-trisphosphate (PIP3). This phosphorylation reaction can be
reversed by PTEN. Akt and PDK1 bind PIP3 at the membrane. PDK1 then activates
Akt via phosphorylation of the Thr308 residue found in the activation loop of the protein.
Phosphorylation of Akt at Ser473 is hypothesized to be mediated by mTORC2 (mTOR-
Rictor complex), which is activated via an unknown mechanism. Following activation,
Akt regulates a number of cellular processes including: protein translation (mTORC1),
glucose metabolism (Glut4 and GSK3), cell growth and proliferation (GSK3, cyclin D1,
p27, p53), and cell survival (Bad, IKK, Foxo, p53). Adapted from Manning and Cantley,
2007 (61) and Crowell et al, 2007 (62).



trisphosphate (PIP3), a lipid second messenger, thus increasing cellular growth,

proliferation, survival and metabolism (57, 59, 60).

Akt, a serine/threonine protein kinase, serves as the principal substrate of
PIP3 and functions to regulate cellular survival, growth and proliferation through
activation or inhibition of numerous downstream effectors. Akt enhances cell
survival through its inhibitory actions on proapoptotic molecules such as Bad,
p53 and FOXO family proteins (63-68) and regulates cellular proliferation and
growth via increased cell cycle progression and heightened protein translation.
These effects on cellular proliferation are primarily due to Akt-mediated inhibition
of GSK3p, p27, and p53 (69-73), as well as induction of G1 to S phase cell cycle
progression related proteins (cyclins D and E) (74, 75), while the effects on
protein translation are due to enhanced mTOR activation and subsequent
alterations in signaling to mTOR downstream substrates. Collectively these
pathways form a sophisticated system that integrates cellular responses and

environmental cues (51, 76).

mTOR, another highly conserved serine/threonine protein kinase,
regulates cellular growth, proliferation, protein translation, and autophagy via
phosphorylation of downstream targets, most notably S6K and 4E-BP1 (77).
mTOR activation is not only regulated by growth factor and cytokine signaling,

but it is also regulated by nutrient availability. These environmental and cellular
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cues regulate mTOR phosphorylation through activation or repression of the
tuberous sclerosis complex (TSC) (reviewed in 78, 79, 80). When active, TSC
sequesters Rheb, a G-protein required for mTOR activation, thus inhibiting
mTOR and its downstream effectors; however, when phosphorylated, TSC
releases Rheb, allowing for a direct interaction with ATP, which can then lead to
mTOR phosphorylation (81, 82). In the presence of growth factors, cytokines, or
positive energy balance, such as that achieved during ad libitum feeding or
consumption of a high-fat diet, TSC is inhibited and mTOR is activated, enabling
heightened translation, growth, and proliferation. Conversely, nutrient deprivation
conditions, such as those achieved during CR, inhibit mTOR, leading to cell
growth arrest, inhibition of protein translation, and autophagy. AMPK and the
upstream kinase, LKB1, function to repress mTOR in the presence of negative
energy balance through activation of TSC. Low ATP/AMP ratios activate AMPK
during nutrient depletion, and phosphorylation is maintained by LKB1 (reviewed
in 83). Activation of this mTOR-repressive pathway not only functions to reduce
cellular energy expenditure, but it also protects against stress-induced apoptosis.
Nutrient availability regulates mTOR, yet no direct associations have been made
between mTOR activation or repression, energy balance, and prevention of
tumorigenesis. The effects of energy balance on Akt, mMTOR and AMPK

activation will be further discussed in Chapter II.
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Interplay Between IGF-1 and Epidermal Growth Factor (EGF) Receptor
Signaling

The EGFR has been shown to activate Akt and mTOR signaling, in a
manner similar to both the IGF-1R and the IR. Data suggests that EGFR-
mediated activation of Akt and mTOR may be modulated, at least in part, by IGF-
1R and EGFR crosstalk. Numerous studies have established that crosstalk exists
between these two receptors (reviewed in 84, 85) and several potential
mechanisms have been proposed, including: i) IGF-1 induced ectodomain
shedding of EGFR ligands; ii) IGF-1 induced transcription of EGFR and EGFR
ligands; iii) and IGF-1R/EGFR heterodimerization (86-90). Additional data from
mouse epidermis further supports this notion of IGF-1R/EGFR crosstalk.
Overexpression of IGF-1 in the epidermis (HK1.IGF-1) led to not only heighted
IGF-1R phosphorylation, but also increased EGFR activation following TPA
treatment. Taken together, these findings suggest a role for IGF-1R and EGFR
crosstalk in the modulation of epithelial carcinogenesis, which will be further

explored in relation to energy balance and IGF-1 in Chapter IV.

IGF-1R/Akt/mTOR Pathway and Multistage Epithelial Carcinogenesis in
Mouse Skin

The two-stage skin carcinogenesis model, a well-established model for
epithelial carcinogenesis, has been extensively utilized to evaluate the impact of

modifying factors on tumor initiation, promotion and progression, as well as
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identify potential mechanisms underlying tumorigenesis (91). Using this model
system, data have accumulated that indicate a critical role for Akt signaling,
which is induced by the IGF-1R, the EGFR or other growth factor receptors, in
the modulation of epithelial carcinogenesis. In this regard, overexpression of IGF-
1 in the epidermis (i.e., BK5.IGF-1 transgenic mice) induced epidermal
hyperproliferation, enhanced susceptibility to two-stage skin carcinogenesis, and
induced spontaneous skin tumor formation (92, 93). Further characterization of
the BK5.IGF-1 transgenic mice revealed upregulation of epidermal PI3K and Akt
activities as well as upregulation of cell cycle regulatory proteins (92, 93).
Inhibition of PI3K, using LY294002, inhibited these constitutive biochemical
changes observed in the epidermis of BK5.IGF-1 transgenic mice, as well
inhibited IGF-1—-mediated skin tumor promotion in a dose-dependent manner.
These data support the hypothesis that the PI3K/Akt signaling pathway is

involved in regulating skin tumor promotion by IGF-1.

Additional studies have been conducted to further evaluate the role of Akt
in the modulation of multistage carcinogenesis in mouse skin. Segrelles et al (94)
reported sustained activation of epidermal Akt throughout two-stage skin
carcinogenesis and more recent data published by this same group (95) and
others (96, 97) confirmed the involvement of Akt-mediated cellular proliferation in
mouse skin tumorigenesis. Furthermore, overexpression of Akt (BK5.Aktwt) or

constitutively active Akt (BK5.Aktmyr) in the epidermis dramatically enhanced
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susceptibility to two-stage skin carcinogenesis (98). This effect on tumor
susceptibility may be due to an Akt-mediated increase in epidermal proliferation,
which correlated with significant elevations of G1 to S phase cell cycle proteins,
including cyclin D1 (99). In conjunction with these changes, a marked increase in
signaling downstream of mMTOR was observed suggesting that protein translation
was also upregulated in an Akt-dependent manner. Collectively these data
suggest an important role for Akt signaling to mTOR and other downstream

substrates in the modulation of mouse skin tumorigenesis.

Dietary Energy Balance and Two-Stage Carcinogenesis in Mouse Skin
Multiple studies have examined the effect of dietary energy balance and
fat consumption on tumorigenesis using the two-stage skin carcinogenesis
model. CR has been shown to consistently reduce susceptibility to skin
tumorigenesis, however these effects are limited to tumor promotion (6, 100,
101). Specifically, CR during tumor promotion leads to a significant reduction in
tumor incidence, multiplicity, and papilloma size (6, 100, 101). Early studies
suggested that these inhibitory effects of CR on tumorigenesis were due to
elevated levels of circulating corticosterone. Birt and colleagues (7), as well as
Pashko and Schwartz (37) reported that adrenalectomy reversed the inhibitory
effects of 40% CR on two-stage skin carcinogenesis, while restoration of
circulating corticosterone levels in adrenalectomized mice partially restored CR-

mediated inhibition. Similar findings were reported by Thompson and colleagues
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using the rat mammary model (36, 42, 102). Further data suggested additional
potential inhibitory mechanisms, which included reduced Erk activation and
inhibition of TPA-mediated AP-1 DNA binding (35, 39, 103). While these studies
provided novel information regarding mechanisms underlying the inhibitory
effects of CR on tumorigenesis, they utilized severe CR (40% CR), which has
been shown to significantly increase levels of corticosterone, as compared to
more mild CR regimens, as well as elevate the stress response. A more recent
study, which utilized a mild CR regimen (20% CR) demonstrated a reduction in
TPA-mediated activation of PI3K and Ras signaling following 20% CR (104).
Data presented in Chapters I, lll and IV support these findings and suggest that
these inhibitory effects of CR on growth factor signaling are modulated, at least in

part, due to reduced levels of circulating IGF-1.

Additional studies have been conducted to examine the impact of a high
fat diet on two-stage skin carcinogenesis, although no clear conclusions can be
drawn from the resulting data. Ad libitum consumption of a high-fat (46 Kcal% fat)
diet had no effect on tumor multiplicity, tumor incidence or tumor progression, as
compared to the ad libitum control (11 Kcal% fat), regardless of the presence or
absence of diet-induced changes in body mass (101, 105). In contrast, isocaloric
consumption of this same high-fat diet yielded significant differences in both
tumor incidence and multiplicity, as compared to the ad libitum control, despite

no significant difference in body mass distribution (106). Furthermore, studies
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evaluating the effect of fat type on skin tumorigenesis in this model system
yielded interesting results, but these studies kept the caloric density of the diets
equivalent and therefore did not address the impact of weight or adiposity on
tumor formation (107-109). The data presented in Chapters Il and IV
demonstrate the effect of positive energy balance on two-stage skin
carcinogenesis and identify potential mechanisms underlying these effect, thus

bridging the existing gap in knowledge.

Specific Aims

The overall goal of this project was to determine the impact of energy
balance, across the spectrum of negative to positive, on epithelial carcinogenesis
using the two-stage skin carcinogenesis protocol and to elucidate potential
mechanisms underlying this energy balance-cancer link. The individual specific

aims were as follows:

1) Determine the impact of positive and negative energy balance on steady-
state growth factor signaling (Chapter Il). We evaluated diet-induced changes
in cellular signaling in multiple epithelial tissues (epidermis, liver, DL prostate)
and multiple mouse strains (C57BL/6, FVB/N, ICR). Western blot analyses were
performed to determine the effect of CR and DIO on IGF-1R and EGFR

downstream signaling (e.g., Akt and mTOR), as well as AMPK activation.
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2) Examine the impact of genetically reduced levels of circulating IGF-1 on
phorbol-ester (TPA)-induced skin tumor promotion (Chapter lll). In this aim,
we determined the impact of genetically reduced levels of circulating IGF-1, in
the absence of altered energy balance (LID mouse model), on TPA-induced
epidermal proliferation and skin tumor promotion. We also examined the impact
of reduced levels of circulating IGF-1 on both basal and TPA-induced epidermal

growth factor signaling.

3) Determine the impact of dietary energy balance manipulation on two-
stage skin carcinogenesis and identify potential underlying mechanisms
(Chapter IV). We evaluated diet effects on TPA-induced epidermal proliferation
and two-stage skin carcinogenesis, as well as determined the effect of energy
balance on growth factor signaling and cell cycle progression. Furthermore, we
identified mechanisms of crosstalk between the IGF-1R and the EGFR in
keratinocytes and evaluated the effect of dietary manipulation on crosstalk

between these two receptors.
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Chapter Il

Dietary energy balance modulates signaling through Akt/mTOR
pathways in multiple epithelial tissues (110).

Introduction

The prevalence of obesity has dramatically increased over the past forty
years in the US, with nearly two-thirds of adult Americans currently considered
overweight and nearly one-third obese (2). The obesity rates in children and
adolescents are rising alarmingly as well (2). Epidemiologic studies have
established obesity as an important risk factor for several types of epithelial
cancers. For example, the American Cancer Society conducted a large
prospective study of the relationship between obesity and cancer and estimated
that 20% of total cancer deaths in women and 14% of cancer deaths in men are
attributable to excess body weight (1). Insights into the mechanisms underlying
the increased cancer risk associated with obesity are urgently needed to develop

new strategies for preventing and treating obesity-related cancers.

In experimental model systems, calorie restriction (CR), which induces
negative energy balance and prevents or reverses obesity, is arguably the most
potent dietary-based intervention for preventing cancer (5). CR has been shown
to inhibit formation of spontaneous neoplasias in several knockout and

transgenic mouse models, to suppress tumor growth in tumor transplant models,
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and to inhibit radiation- and chemically-induced carcinogenesis in a variety of
rodent cancer models (5, 9, 100, 101, 111, 112). In contrast, tumor development
is generally enhanced in rodent models of diet-induced obesity (DIO) (111, 113-
116). Despite the well-established anticancer effects of CR, no mechanism of

inhibition has been clearly identified.

We and others have previously established that reductions in circulating
insulin-like growth factor (IGF)-1 are associated with the anticancer effects of CR
in specific model systems (5). In addition, with the exception of a short-term IGF-
1 infusion study (47), restoration of circulating IGF-1 levels in mice on CR diets
has been shown to ablate many of the anti-tumor effects of CR in multiple tumor
models (46, 48). In contrast, DIO can lead to insulin resistance and increased
circulating IGF-1 (111). We have also reported that A-Zip/F-1 mice, which lack
white adipose tissue but are diabetic, display elevated IGF-1 levels, and (like
obese mice) are highly susceptible to several types of epithelial cancers (24).
Taken together, these data suggest a critical role for circulating levels of growth
factors, such as IGF-1, in the regulation of dietary energy balance effects on

carcinogenesis.

The possible involvement of IGF-1 in cancer was first suspected when in
vitro studies consistently showed that IGF-1 enhanced the growth of a variety of

cancer cell lines (43, 44). A role for IGF-1 in cancer was further confirmed when
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human breast (117), colon (118), and lung tumors (119) were shown to
overexpress IGF-1, the IGF-1 receptor (IGF-1R), or both. Additional
epidemiological evidence identified an association between elevated circulating
levels of IGF-1 and increased risk of several epithelial cancers in humans (120,
121). Increased signaling through the IGF-1R leads to enhanced suppression of

apoptosis, increased mitogenesis and cell cycle progression (122, 123).

Evidence suggests that many of these IGF-1-related effects on cellular
growth and metabolism involve signaling through the phosphatidylinositol-3-
kinase (PI3K)/Akt/mTOR pathway (50, 92, 93), one of the most commonly altered
pathways in human tumors (57-60, 124). For example, overexpression of IGF-1
in the epidermis of HK1.IGF-1 and BK5.IGF-1 transgenic mice led to a dramatic
increase in sensitivity to tumor development using the two-stage skin
carcinogenesis protocol, a well established model for epithelial carcinogenesis
(92, 125). Thus, elevated tissue levels of IGF-1 and enhanced signaling through
the IGF-1R led to enhanced susceptibility to tumorigenesis. The ability of
elevated tissue IGF-1 levels to promote skin tumors is due, at least in part, to
activation of the PI3K/Akt signaling pathway, which has been shown to regulate
epithelial cell proliferation (93, 94, 99). When either wildtype or myristoylated
mouse Akt was overexpressed in epidermal basal cells under control of the BK5
promoter, susceptibility to two-stage skin carcinogenesis was further enhanced

(99). Western blot analyses performed on protein lysates prepared from either
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Akt transgenic mouse model demonstrated enhanced signaling through the
Akt/mTOR pathways, with heightened activation of downstream effectors of both
Akt and mTOR (99). A similar pattern of increased activation of Akt/mTOR
signaling in the skin epidermis of the fatless but diabetic A-Zip/F-1 mice was
associated with the increased skin and mammary tumor susceptibility observed
in these mice (24). Collectively, these data further support the hypothesis that
elevated IGF-1R signaling, and in particular activation of the Akt/mTOR
pathways, may contribute to increased susceptibility to epithelial carcinogenesis.
AMPK, which acts as a nutrient-dependent regulator of mMTOR (83), may also be
involved. During nutrient deprivation conditions, AMPK can be activated by
upstream kinases and functions to repress activation of mTOR, thus reducing

cellular energy expenditure (126-132).

In the present study, we utilized well-established dietary regimens to induce
positive and negative energy balance in mice in order to further explore potential
mechanisms underlying the energy balance and cancer link (111, 133-136).
Biochemical analyses were performed on multiple epithelial tissues from three
commonly used mouse strains to determine diet-induced changes in steady-state
cell signaling. The results indicate that dietary energy balance manipulation
modulates signaling through Akt and mTOR pathways in all three tissues
examined (i.e., epidermis, liver, dorsolateral prostate). Furthermore, modulation

of these signaling pathways appeared to be primarily mediated via alterations in
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signaling through the IGF-1R and the epidermal growth factor receptor (EGFR).
Finally, phosphorylation of AMPK in response to either a positive or negative
energy balance appeared to be tissue-dependent. Overall, the current data
identify Akt/mTOR signaling pathways as potential targets for cancer prevention

and in particular for prevention of obesity-related cancers.

22



Materials and Methods

Chemicals and biologicals. Antibody against phospho-EGFR (Y1086) was
purchased from AbCam (Cambridge, MA), while antibodies against phospho
IGF-1/insulin receptor (IR) (Y1135/1136), phospho Akt (S473), Akt, phospho
MTOR (S2448), mTOR, phospho-p70S6K (T389), p70S6K, phospho-4E-BP1
(T37/46), phospho S6 ribosomal (S235/236), phospho GSK-33(S9), Cyclin D1,
and phospho AMPK (T172) were all purchased from Cell Signaling Technology,
Inc. (Danvers, MA). Anti-p actin, as well as anti-rabbit and anti-mouse secondary
antibodies were obtained from Sigma Chemicals Co. (St. Louis, MO). Antibodies
against phospho IRS-1 (Y989), phospho IRS-1 (Y632), phospho IRS-1 (Y465),
and phospho IRS-1 (Y941) were purchased from Santa Cruz Biotechnology
(Santa Cruz, CA) and combined to generate an anti-phospho IRS-1 antibody

cocktail.

Animals. Male FVB/N and C57BL/6 mice (30 per genetic background, 3-4 weeks
of age) were purchased from NCI (Frederick, MD) and singly housed for the
duration of the experiment. Thirty-two female ICR mice (3-4 weeks of age) were
purchased from Harlan Teklad (Indianapolis, IN) and group housed for the

duration of the experiment.

Diet regimens. All diets were purchased in pellet form from Research Diets, Inc.

(New Brunswick, NJ). Upon arrival, mice were placed on a 10Kcal% fat (control)
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diet (AIN-76A semipurifed diet, fed ad libitum; diet D12450B) for a one-week
equilibration period and then randomized into three dietary treatment groups (10
mice per group): a) control diet (10Kcal% fat), fed ad libitum; b) DIO (HF) diet
(60Kcal% fat)(D12492), fed ad libitum; c) 30% CR diet (D03020702). These
diets have been previously described (9). For the study conducted in ICR mice,
female mice were maintained on the diets described above (8 mice per group)
and an additional dietary treatment was introduced: 15% CR diet (D03020703).
Mice receiving either CR diet were administered a daily aliquot equivalent to
either 70% or 85% of the daily amount of total energy consumed by the control
diet group. Both CR diets were adjusted to provide 100% of all vitamins,
minerals, fatty acids, and amino acids relative to the control group. Under group
housing conditions, mice receiving the 30% CR diet were placed in a cage
divider system for two hours and allowed to consume their daily food allotment.
Average body mass and food consumption was determined weekly for each
dietary treatment group. With the exception of ICR mice, which received their
diet regimens for 15 weeks, all mice were maintained on their diet regimens for
17 weeks. All groups were terminated by CO, asphyxiation and tissues and

blood were collected, processed and stored as described below.

Preparation of protein lysate. Immediately after the mice were terminated the
dorsal skin was shaved, and then a depilatory agent was applied for 30 seconds
and then removed. The skin was excised and the epidermal tissue was scraped

from the excised skin using a razor blade into prepared lysis buffer (0.5% Triton
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X-100; 1% NP40; 10% glycerol; 50 mM HEPES, pH 7.5; 150 nM NaCl; 1mM
EGTA; 1.5 mM MgCl,; 10% Sigma inhibitor cocktail; 10% phosphatase inhibitor
cocktail I; and 10% phosphatase inhibitor cocktail II) and homogenized using an
18-guage needle. Epidermal scrapings from all mice in each dietary group were
pooled (10 mice per group for FVB/N and C57BL/6 and 8 mice per group for
ICR). The liver and dorsolateral prostate were removed from FVB/N and
C57BL/6 mice, frozen in liquid nitrogen, and then ground using a mortar and
pestle. Once in powder form, liver and prostate tissues were homogenized using
an 18-guage needle in the lysis buffer described above. Again, both liver and
prostate tissues from 10 mice were pooled per dietary group. The epidermal,
liver, and prostate homogenates were then centrifuged at 14,000 RPM for 15

minutes, and the supernatant was aliquoted for use for Western blot analysis.

Western blot analysis. For analysis of receptor tyrosine kinase activation and
activation of Akt/mTOR signaling molecules, 100 ug of epidermal lysate was
electrophoresed in 4-15% SDS polyacrylamide gels according to the method of
Laemmli (137). The separated proteins were then electrophoretically transferred
onto nitrocellulose membranes and blocked with 5% BSA in TBS with 1% Tween
20 (TTBS). Blots were then incubated overnight with the antibodies described
above in 5% BSA in TTBS. Blots were washed with TTBS three times for 15
minutes each, and then incubated in anti-rabbit and anti-mouse secondary

antibody in 5% BSA in TTBS for two hours. Blots were washed again with TTBS
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three times for 15 minutes each, and then the protein bands were visualized by
enhanced chemiluminescence [Pierce, Rockford, IL]. Protein quantification was
then determined using an alpha imager system. Each blot was repeated,

producing nearly identical results.

Serum IGF-1 analysis. Blood was collected by cardiac puncture immediately
following C0O, asphyxiation (10 mice per diet group for FVB/N and C57BL/6 and 8
mice per diet group for ICR), allowed to sit at room temperature for 2 hours, and
then spun at 7,500 RPM for 7 minutes. Supernatant was then collected and
spun again under the same conditions. The final supernatant was collected,
flash frozen in liquid nitrogen, and stored at -80°C until analysis. Total mouse
serum IGF-1 concentration was then measured using a 25 ul sample with a
radioimmunoassay (RIA) kit (Diagnostic Systems Laboratories, Inc. Webster,

TX).
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Results

Effect of dietary manipulation on body weight distribution, feed
consumption, and serum IGF-1 levels in FVB/N and C57BL/6 male mice.
FVB/N and C57BL/6 male mice were randomized into three dietary treatment
groups (10 per group): a) control (10Kcal% fat), b) DIO regimen (60Kcal% fat),
and c) lean regimen (30% CR) and maintained on these diets for 17 weeks. As
shown in Tables 2.1 and 2.2, there were no statistically significant differences in
body mass among the three groups at the start of the study. The weight
distribution of both the FVB/N and C57BL/6 on the CR diet began to diverge from
the other two dietary groups within two weeks of diet commencement. In
contrast, 8 weeks of experimental diet consumption was necessary to separate
the control group from the DIO group in mice from either genetic background
(data not shown). Following 17 weeks on diet, the average body mass of mice
maintained on the CR diet was significantly reduced, while the average body
mass of mice maintained on the DIO (HF) diet was significantly increased relative
to FVB/N and C57BL/6 mice on the control diet (see again Tables 2.1 and 2.2)

(Student’s t-test, p < 0.05).

Average feed consumption was determined for each diet regimen across
the 17-week experiment. As shown in Tables 2.1 and 2.2, mice maintained on
the CR diet consumed 30% fewer grams of feed relative to the control in both

FVB/N and C57BL/6 mice, corresponding to a 30% reduction in caloric intake.
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Table 2.1. Weight distribution, food consumption and serum IGF-1 levels of
FVB male mice maintained on a control, high fat and lean diet regimen
(n=10/group).

Experimental Mass (9) Mass (g) Average food Serum IGF-1 (ng/mL)

diet study start study end consumption (g) study end

10Kcal% fat 27.2+04 41.9=+0.9° 26.8 = 0.45° 742 + 62.23°
60Kcal% fat ~ 255+0.3 46.7 £0.9° 24.2 +0.42° 987 + 107.85°
30% CR 26.8+0.3 26.8+0.3° 19.0 = 0.30° 440 + 65.47°

The data represents mean + SEM.
¢ Values are significantly different from each other for parameter given in column heading.
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Table 2.2. Weight distribution, food consumption and serum IGF-1 levels of
C57BL/6 male mice maintained on a control, high fat and lean diet regimen
(n=10/group).

Experimental Mass (g) Mass (9) Average food  Serum IGF-1 (ng/mL)
diet study start study end  consumption (g) study end
10Kcal% fat 17.3+03 37.5:0.8° 23.3 +0.43° 615 + 52.25°
60Kcal% fat 17.7+0.3 47.0=0.8°  22.9x0.88° 987 + 92.53°
30% CR 16.9+04 21.1=+0.3° 16.2 + 0.37° 208 + 32.38°

The data represents mean + SEM.
¢ values are significantly different from each other for parameter given in column heading.
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Although feed consumption was reduced in FVB/N and C57BL/6 mice
maintained on the DIO (HF) regimen relative to the control groups (statistically
significant reduction only occurred in FVB/N mice), total energy consumption
(kcal) was significantly increased by greater than 20% in DIO mice of either

genetic background (data not shown, Student’s t-test, p < 0.05).

Serum analyses of total IGF-1 were performed to further characterize the
effects of dietary manipulation on circulating IGF-1 levels. As shown in Tables
2.1 and 2.2, serum IGF-1 levels were significantly different among the diet
groups in both FVB/N and C57BL/6 mice, with the greatest differences occurring
between mice on the CR and DIO regimen. FVB/N mice on the CR diet exhibited
a 55% reduction in total circulating IGF-1 levels relative to FVB/N mice on the
DIO diet, while C57BL/6 mice on the CR diet exhibited a 79% reduction in total
circulating IGF-1 levels relative to C57BL/6 mice on the DIO diet. These data, in
combination with the weight distribution data, indicate that both FVB/N and

C57BL/6 mice respond similarly to dietary energy balance manipulation.

Impact of dietary energy balance manipulation on activation of Akt and
mTOR in multiple epithelial tissues. In an effort to explore the signaling
pathways involved in the dietary energy balance effects on epithelial

carcinogenesis, we performed Western blot analyses on protein lysates prepared
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from pooled epidermal, hepatic, and DL prostate tissues collected from the
FVB/N and C57BL/6 male mice maintained on the different diets as described
above (tissue samples were pooled from 10 mice per diet group). As shown in
Figure 2.1, CR reduced, whereas the DIO diet increased activation (i.e. as
assessed by phosphorylation status) of both Akt and mTOR in all three epithelial
tissues examined, relative to mice maintained on the control diet. These data
demonstrate that dietary energy balance manipulation altered steady-state

signaling to Akt and mTOR in the epidermis, liver and DL prostate.

Effect of dietary energy balance modulation on signaling downstream of
Akt and mTOR in multiple epithelial tissues. In light of the observed effects of
dietary energy balance modulation on steady-state activation of Akt and mTOR,
we next examined several downstream signaling molecules. As shown in Figure
2.2, CR consistently led to decreased activation of downstream effectors of both
Akt and mTOR (e.g., GSK-38, p70S6K, and 4E-BP-1, respectively) in the
epidermis, liver, and DL prostate, as compared to mice maintained on either a
control or DIO diet. Cyclin D1 levels were also reduced in all three tissues by
CR. CR was also shown to inhibit activation of S6 ribosomal protein in the
epidermis and liver, however S6 ribosomal protein was not examined in prostate
due to the limited amount of tissue available. Thus CR, relative to the control and

DIO diets, consistently inhibited signaling downstream of Akt and mTOR,
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Figure 2.1. Effect of dietary energy balance manipulation on the activation of Akt
and mTOR in multiple epithelial tissues. Pooled protein lysates were prepared from
epidermis, liver, and DL prostate excised from FVB/N and C57BL/6 mice maintained on
the three dietary regimens for 17 weeks (10 per group). Western blot analyses were
then conducted to examine activation of Akt and mTOR in various tissues as follows: A,
epidermis; B, liver; C, DL prostate. Quantification was then performed: CR (grey bars),
control (white bars), HF/DIO (black bars). Western blots for each pooled tissue sample

were repeated with nearly identical results.
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Figure 2.2. Effect of dietary energy balance manipulation on the activation of Akt
and mTOR downstream signaling in multiple epithelial tissues. Pooled protein
lysates were prepared from epidermis, liver, and DL prostate excised from FVB/N and
C57BL/6 mice maintained on the three dietary regimens for 17 weeks (10 per group).
Western blot analyses were then conducted to examine activation of Akt and mTOR
downstream signaling molecules in various tissues as follows: A, epidermis; B, liver; C,
DL prostate. Quantification was then performed: CR (grey bars), control (white bars),
HF/DIO (black bars). Western blots were repeated for each pooled tissue sample with
nearly identical results.
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independent of genetic background or epithelial tissue examined, suggesting CR

functions to suppress Akt and mTOR signaling in multiple epithelial tissues.

While the tissues from mice on the CR diet consistently showed reduced
signaling through Akt, mTOR and downstream molecules relative to tissues from
mice on the control and DIO diets, differences between the latter two groups
were less apparent in some cases. This lack of consistent differences between
the control and DIO diet regimens may be due to the fact that both regimens
appeared to induce positive energy balance and weight gain. The differences in
body weight and adiposity are much greater between mice on the CR diet

compared to control mice and mice on the DIO diets.

Role of AMPK in the regulation of mTOR signaling. To explore the role of
AMPK in the regulation of mTOR signaling in tissues from mice on the various
diets, we performed Western blot analyses to examine its activation status. As
shown in Figure 2.3, activation of AMPK, as measured by phosphorylation at
threonine 172, was similar in protein lysates from epidermis and prostate across
all three diets. This was also true for both genetic backgrounds (i.e., FVB/N and
C57BL/6). In contrast, phosphorylation of AMPK was elevated in protein lysates
from liver of mice on the CR diet relative to mice on either the control or DIO

diets. Again, this was true for either genetic background. These results suggest
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Figure 2.3. Impact of dietary energy balance manipulation on the activation of
AMPK in multiple epithelial tissues. Pooled protein lysates were prepared from
epidermis, liver, and DL prostate excised from FVB/N and C57BL/6 mice maintained on
the three dietary regimens for 17 weeks (10 per group). Western blot analyses were
then conducted to examine activation of AMPK in various tissues as follows: A,
epidermis; B, liver; C, DL prostate. D, Quantification of AMPK activation in multiple
tissues: CR (grey bars), control (white bars), HF/DIO (black bars). Western blots for
each pooled tissue sample were repeated with nearly identical results.
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that effects of dietary energy balance modulation on AMPK signaling may be
tissue dependent. The lack of dietary energy effects on epidermal AMPK was

confirmed in subsequent studies using ICR mice (see below).

Impact of dietary energy balance manipulation on activation of MAPK and
c-Src. In light of the finding that dietary energy balance differentially modulated
activation of Akt and mTOR, we also performed Western blot analyses to
examine activation (i.e., phosphorylation) of both Erk1/2 and c-Src. As shown in
Figure 2.4, CR reduced, while the DIO regimen enhanced phosphorylation of

both of these signaling molecules in all three epithelial tissues.

Effects of dietary energy balance manipulation on EGFR, IGF-1R and
Akt/mTOR signaling in the epidermis of female ICR mice. In an effort to
further confirm the effect of dietary energy balance manipulation on signaling via
the Akt and mTOR pathways, we randomized female ICR mice into four dietary
treatment groups (8 mice per group): a) control (10Kcal% fat), b) DIO regimen
(60Kcal% fat), c) 15% CR, and d) 30% CR. As shown in Table 2.3, the DIO (HF)
diet significantly increased body mass, while both 15% and 30% CR significantly
decreased body mass, relative to mice on the control diet, following fifteen weeks
of dietary manipulation. Serum IGF-1 levels in ICR mice also correlated with
body mass and caloric consumption. While differences in serum IGF-1 levels

between the two CR diet groups and the control diet and DIO groups were
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Figure 2.4. Impact of dietary energy balance manipulation on activation of MAPK
and c-Src. Pooled protein lysates were prepared from epidermis, liver and DL prostate
excised from C57BL/6 mice maintained on the three dietary regimens for 17 weeks (10
per group). A, Western blot analyses were then conducted to examine the effect of
dietary energy balance on activation of Erk1/2 and Src in epidermis, liver, and DL
prostate. Quantification was then performed: CR (grey bars), control (white bars),
HF/DIO (black bars). B, Quantification of Erk1/2 phosphorylation in multiple tissues. C,
Quantification of c-Src phosphorylation in multiple tissues. Western blots for each pooled
tissue sample were repeated with nearly identical results.
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Table 2.3. Weight distribution, food consumption and serum IGF-1 levels of
ICR female mice maintained on a control, high fat, normal and lean diet

regimen (n=8/group).

Experimental Mass (g) Mass (9) Average food  Serum IGF-1 (ng/mL)
diet study start study end  consumption (g) study end
10Kcal% fat 30.8+0.50 40.3 +1.06° 25.6 + 0.3? 786 + 86.26°
60Kcal% fat 322+056 559+128°  315:04° 917 + 84.19°
15% CR 30.9+1.07 34.9+0.84° 21.5+0.2° 542 + 88.31°
30% CR 30.8+0.66 23.3 +0.52° 18.1 + 0.2° 311 + 42.5°

The data represents mean + SEM.

&4 yalues are significantly different from each other for parameter given in column heading.

38



significantly different from one another (p<0.05) the differences between the
control and DIO groups were not (p>0.05). Thus, female ICR mice appeared to
respond to dietary energy balance manipulation in a fashion similar to that

observed in the male FVB/N and C57BL/6 mice.

To further examine differences in cellular signaling resulting from dietary
manipulation, epidermal lysates were collected and pooled from 8 mice
maintained on the various diets for 15 weeks and then analyzed by Western blot
analysis. As shown in Figure 2.5, dietary energy balance manipulation
differentially regulated activation and signaling through both the EGFR and IGF-
1R. In this regard, CR (both at 30% and 15% CR) reduced steady-state
activation (i.e., phosphorylation) of the EGFR, IGF-1R and IRS-1. In addition, CR
(especially 30% CR) led to a significant reduction in activation of Akt, mTOR, and
downstream effectors of mTOR (i.e., p70S6K and S6 ribosomal protein), as
compared to the mice on the control or DIO (HF) diet. When activation of AMPK
was examined, no effect of dietary energy balance manipulation was observed.
These latter results are similar to those shown in Figure 2.3 for both FVB/N and
C57BL/6. Together, these data suggest that dietary energy balance alters
signaling in epidermis through both the EGFR and IGF-1R, which then leads to
changes in Akt and mTOR signaling, and these changes are independent of

AMPK.
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Figure 2.5. Effect of dietary energy balance manipulation on the activation of
epidermal signaling pathways in ICR female mice. Female ICR mice (8 per group)
were maintained on the 30% CR (dark grey bars), 15% CR (white bars), control (black
bars), and HF/DIO (light grey bars) diets for fifteen weeks. Pooled epidermal lysates
were prepared following sacrifice for Western blot analysis. A, Western blot analysis
and quantification of the effect of dietary energy balance modulation on epidermal IGF-
1R and EGFR activation. B, Western blot analysis and quantification of the effect of
dietary energy balance modulation on epidermal Akt and mTOR activation. C, Western
blot analysis and quantification of the effect of dietary energy balance modulation on
epidermal Akt and mTOR downstream signaling. Western blots for each pooled tissue
sample were repeated with nearly identical results.
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Discussion

The current study was designed to examine potential mechanisms involved
in the effects of dietary energy balance on cellular signaling and epithelial
carcinogenesis. Numerous studies have examined the dietary energy balance-
cancer link, although few have provided a mechanistic explanation for the
observed effects. We employed commonly used regimens for dietary
manipulation to examine alterations in steady-state cellular signaling which occur
in multiple epithelial tissues. Body weight distribution data generated in the
current study paralleled that reported in recent publications, thus validating the
model systems used in the current investigation (111, 133-136). Consistent with
data published in earlier studies (111, 133), we also found that positive energy
balance significantly increased, while negative energy balance significantly
decreased, levels of circulating IGF-1 in FVB/N and C57BL/6 mice, relative to the
respective controls. Similar effects of dietary energy balance on serum IGF-1
levels were observed in ICR mice maintained on the different diets. Thus, the
effects of dietary energy balance on serum IGF-1 levels were independent of
genetic background or gender. As noted in the Introduction, changes to globally
active circulatory proteins, such as IGF-1, may mediate the effects of dietary
energy balance on epithelial carcinogenesis (5, 116). In addition, we found
significant effects on steady-state growth factor signaling pathways associated
with dietary energy balance modulation. In particular, we found that negative

energy balance decreased while positive energy balance increased signaling
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through the IGF-1R and EGFR. Furthermore, downstream signaling via several
pathways including Akt and mTOR was affected in a similar manner. Overall, the
current data suggest that dietary energy balance across the spectrum from
negative (CR) to positive (DIO) modulates major growth factor signaling
pathways linked to tumor development and tumor progression in multiple

epithelial tissues.

As noted in the Introduction, evidence in the literature suggests a role for
circulating IGF-1 in modulating tumorigenesis (5, 116). Further evidence comes
from using liver IGF-1 deficient mice (138-141). In this regard, deletion of the
IGF-1 gene in hepatocytes leads to a 75% reduction in circulating IGF-1 levels
(141), allowing for examination of the impact of reduced circulating IGF-1 on
carcinogenesis in multiple tissues, in the absence of dietary manipulation. This
LID mouse model has been used to study the effect of reduced circulating IGF-1
on mammary tumor development with both chemical induction and transgenic
approaches (139). Additional studies were conducted to examine the effect of
reduced circulating IGF-1 levels on growth and metastasis of Colon 38
adenocarcinoma cells following orthotopic transplantation (140). Both of these
studies showed significant effects of reduced circulating IGF-1 on tumor growth
(inhibition) although the underlying mechanism(s) for these effects were not
explored. When serum IGF-1 levels were restored in LID mice using rh-IGF-1

supplementation, the inhibitory effects on colon cancer were abolished. More
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recently, we have examined the effect of reductions in circulating IGF-1 on two-
stage skin carcinogenesis, a well-established model for epithelial carcinogenesis
(138). In these studies, LID mice were highly resistant to two-stage skin
carcinogenesis. Mechanistic studies showed that LID mice had a reduced
responsiveness to TPA-induced epidermal hyperplasia and epidermal
proliferation. Furthermore, biochemical studies showed that LID mice exhibited
reduced activation of both the IGF-1R and the EGFR as well as downstream
signaling through Akt and mTOR following TPA treatment compared to wild type
mice. These data suggested a possible mechanism whereby reduced circulating
IGF-1 attenuated activation of Akt and mTOR thus reducing the response of
epidermal cells to tumor promotion. Furthermore, these data suggested a
possible mechanism whereby reduced circulating IGF-1 that occurs during CR

might contribute to its ability to inhibit carcinogenesis in multiple tissues.

In an effort to determine if modulation of circulating IGF-1 levels through
manipulation of dietary energy balance led to altered Akt/mTOR signaling, as
suggested by the studies with LID mice, we examined the status of critical
signaling molecules in the Akt and mTOR pathways in the epidermis, liver, and
dorsolateral prostate from both FVB/N and C57BL/6 mice maintained on
disparate dietary regimens. As shown in Figure 2.1, positive energy balance
enhanced, while negative energy balance inhibited activation of both Akt and

mTOR, regardless of tissue or genetic background. Furthermore, the inhibitory

43



effects of CR were confirmed when activation or expression of downstream
effectors of both Akt and mTOR was examined. Of particular interest is the effect
of dietary energy balance on Cyclin D1 levels across the three tissues. Cyclin D1
levels are known to be regulated downstream of both Akt and mTOR (142-145)
as well as downstream of other signaling pathways activated by growth factor
receptor signaling (146-148). As can be seen in Figure 2.2, phosphorylation of
GSK-3p, which is immediately downstream of Akt, was modulated by dietary
energy balance in all three tissues in a manner consistent with Akt
phosphorylation status and Cyclin D1 levels. The importance of Cyclin D1 in
epithelial carcinogenesis in mouse epidermis has been shown in a number of
studies using transgenic mouse models (149-151) as well as Cyclin D1 knockout

mice (152).

Further Western blot analyses were performed to determine if the effects
of dietary energy balance on steady-state signaling to the mTOR pathway were
controlled by AMPK, a known upstream nutrient-sensing regulator of mTOR
signaling (83). As shown in Figure 2.3, AMPK activation was not affected by
dietary manipulation in protein lysates from either the epidermis or dorsolateral
prostate, however, CR led to activation of AMPK in the liver. Notably, these
results in the liver differ from previously published data in which hepatic AMPK
phosphorylation was found to be unchanged in C57BL/6 male mice in response

to CR (153). There are several differences, however, between the study by
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Gonzalez et al (153) and our current study as follows: i) mice were maintained on
a 35% CR dietary regimen; ii) CR mice were fed on an alternate-day feeding
regimen; and iii) food consumption of control mice was actually restricted by
10%. In our current study, dietary energy balance manipulation appeared to alter
signaling to mTOR in epidermis and prostate in a manner independent of AMPK
activation, although in liver, AMPK does appear to play a role. Further work will
be necessary to explore how changes in dietary energy balance impact AMPK

activity in vivo in specific tissues.

The data from our recent studies using LID mice suggested that reduced
circulating IGF-1 levels affected signaling through both the IGF-1R and EGFR in
epidermis of mice during tumor promotion (138). Therefore, Western blot
analyses were performed on epidermal protein lysates from mice maintained on
control, DIO and CR diets. For these studies, we used female ICR mice and also
included a 15% CR group. Notably, we found that dietary energy balance
affected signaling through the IGF-1R and EGFR in epidermis consistent with its
effects on downstream signaling (see Figures 2.1A, 2.2A and 2.4). This effect on
receptor tyrosine kinase (RTK) activation is strikingly similar to the effects seen in
LID mice and may explain, in part, the mechanism by which dietary energy
balance alters signaling to Akt and mTOR as well as other downstream signaling
pathways (Erk1/2 and c-Src). Collectively, these data suggest that serum IGF-1

levels may regulate signaling through both the IGF-1R and EGFR possibly
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through modulating crosstalk between these two cell surface RTKs. In support of
this latter idea, we previously reported the development of HK1.IGF-1 transgenic
mice where expression of IGF-1 is targeted to epidermis using the human keratin
1 (HK1) promoter (125, 154). Following treatment with TPA, there was a
significant increase in EGFR activation in epidermis of HK1.IGF-1 transgenic
mice compared to wild type mice. These data suggested that tissue levels of
IGF-1 and presumably activation state of the IGF-1R could influence the overall
activation level of the EGFR. A number of mechanisms have recently been
proposed whereby crosstalk between the EGFR and IGF-1R may occur (88-90,
155, 156). Current experiments are exploring possible mechanisms whereby
circulating IGF-1 levels, as modulated by dietary energy balance manipulation,

influence crosstalk between the IGF-1R and the EGFR.

In conclusion, we have shown that dietary energy balance modulation
alters signaling through the Akt and mTOR pathways in multiple epithelial tissues
of mice, regardless of genetic background. The mechanism for the effect of
dietary energy balance on signaling to the Akt and mTOR pathways appears, at
least in part, to be mediated by changes in serum IGF-1 levels, which then alters
signaling through the IGF-1R and EGFR. The role of AMPK in regulating mTOR
signaling in vivo during energy balance modulation is less clear and may be
highly tissue specific. Further work using in vivo model systems will be important

in this regard. Earlier work reported by Birt and colleagues showed an
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attenuation of TPA-induced AP-1 activation (35, 39, 103) and ERK activation in
mice on 40% CR diets. We found that dietary energy balance also modulated
steady state activation of both Erk1/2 and c-Src (Figure 2.4). Both of these
signaling pathways are known to be downstream of RTKs such as the IGF-1R
and EGFR (146-148). Finally, recently, Xie et al. (157) reported reduced PI3K
and ras signaling in response to TPA in skin of SENCAR mice on CR diets, as
compared to controls. In this study, phosphorylation of Akt in epidermis following
TPA treatment was reduced by CR and to a greater extent by CR plus exercise.
Collectively, these data together with the data presented in our current study
supports the hypothesis that dietary energy balance modulates signaling
downstream of cell surface receptors. A summary of our current results and its
implication for epithelial carcinogenesis is shown in Figure 2.6. The observation
that dietary energy balance manipulation leads to altered signaling through both
Akt and mTOR in multiple epithelial tissues via modulation of cell surface RTK
signaling is novel. Furthermore, the observation that levels of one or more
critical cell cycle regulatory proteins (e.g., Cyclin D1) are directly modulated by
dietary energy balance is also a novel finding. These findings provide the basis
for future translational studies targeting the Akt/mTOR pathway via combinations
of lifestyle (i.e., moderate calorie restriction regimens) and pharmacologic
approaches for the prevention and control of obesity-related epithelial cancers in

humans.
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Figure 2.6. Proposed mechanism by which dietary energy balance modulates
cellular signaling and epithelial carcinogenesis. Positive energy balance increases,
while negative energy balance decreases levels of circulating IGF-1, resulting in
differential activation of the IGF-1R. An alteration in signaling through the IGF-1R
subsequently affects signaling through the EGFR, due to receptor cross-talk. As a result
of this increased or decreased signaling to cell surface receptor tyrosine kinases,
signaling through downstream pathways is differentially regulated. Data from the current
study show that signaling downstream of Akt and mTOR is differentially modulated by
dietary energy balance. In this regard, obesity (#) enhances, while CR ({) decreases
activation of Akt, mTOR, and their downstream effectors. Of particular importance is the
differential effect of dietary energy balance on Cyclin D1 expression. Signaling
downstream of both Akt and mTOR has been shown to regulate Cyclin D1. Modulation
of the Akt and mTOR signaling pathways, in combination with altered signaling through
other growth factor signaling pathways, provides a mechanistic explanation for the effect
of dietary energy balance on epithelial carcinogenesis.
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Chapter lll

Reduced levels of circulating IGF-1 inhibits susceptibility to two-stage
Skin carcinogenesis (49).

Introduction

Dietary energy balance refers to the balance between caloric intake and
energy expenditure (9). Findings from both epidemiological and experimental
studies suggest chronic positive energy balance, which can lead to obesity,
heightens the risk of developing multiple cancers, while a state of negative
energy balance, as induced by calorie restriction (CR), decreases these risks (9).
While the obesity-cancer link remains poorly understood, the anticancer effects
of CR have been more extensively examined. CR has been shown to inhibit
formation of spontaneous neoplasia arising in several knockout and transgenic
mouse models, suppress tumor growth in tumor transplant models, and inhibit
radiation- and chemically-induced carcinogenesis in rodents (7-9, 158). A
number of studies have examined the effect of negative energy balance on
epithelial tumorigenesis using the two-stage skin carcinogenesis model. This
model allows for examination of the effect of CR on both the initiation and
promotion stages of tumorigenesis. Consistently, CR during the promotion
phase was shown to significantly reduce tumor incidence, multiplicity, and
papilloma size (100, 101, 158) . Despite the well-established anticancer effects

of CR, no mechanism of inhibition has been clearly identified. Several studies
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indicate changes in globally active circulatory factors, particularly IGF-1 or
glucocorticoids, may underlie the inhibitory effects of CR (5). We and others
have shown that CR reduces circulating IGF-1 levels, whereas restoration of
circulating IGF-1 levels in CR animals abolishes many of the inhibitory effects
observed with CR alone (46, 159). These experiments suggest a critical role for

circulatory IGF-1 levels in regulation of epithelial tumor development and growth.

Previous research conducted in our lab has suggested a role for IGF-1 in
skin carcinogenesis. In this regard, overexpression of IGF-1 under control of the
bovine keratin 5 (BK5) promoter dramatically enhanced two-stage skin
tumorigenesis (160). In addition, elevated expression of IGF-1 and activation of
the IGF-1 receptor (IGF-1R) in keratinocytes led to spontaneous tumor promotion
in previously initiated mice (93, 160). Furthermore, we reported upregulation of
epidermal phosphoinositide-3 kinase (PI13K) and Akt activities as well as
upregulation of cell cycle regulatory proteins in these BK5.IGF-1 transgenic mice
(93, 160). Additional studies revealed that the PI3K inhibitor, LY294002, directly
inhibited these constitutive biochemical changes observed in the epidermis of
BK5.IGF-1 transgenic mice. Finally, topical application of LY294002 inhibited
IGF-1-mediated skin tumor promotion in these mice in a dose-dependent
manner. These data support the hypothesis that the PI3K/Akt signaling pathway
is involved in regulating skin tumor promotion by IGF-1. Data published by

Segrelles et al. (94) reported sustained activation of epidermal Akt throughout
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two-stage carcinogenesis in mouse skin, supporting a role for activation of this
pathway in the development of skin tumors in this model system. Additional data
recently published by this same group and others further confirms the
involvement of Akt-mediated cellular proliferation in mouse skin tumorigenesis
(95-97). We have recently found that diverse tumor promoters lead to activation
of epidermal Akt through a mechanism involving the epidermal growth factor
receptor (EGFR) (161), providing additional support that Akt signaling plays a

critical role in multistage skin carcinogenesis.

To further explore the role of PI3K/Akt signaling in epithelial carcinogenesis,
we generated transgenic mice that overexpress either wild type mouse Akt or a
constitutively active, myristoylated form of mouse Akt in epidermal basal cells
under control of the BK5 promoter. These mice showed enhanced susceptibility
to two-stage skin tumorigenesis (162). Western blot analyses performed on
protein lysates prepared from epidermis of TPA treated Akt transgenic mice
demonstrated enhanced signaling through the PI3K/Akt/mTOR pathway, with
heightened activation of signaling molecules found downstream of activated Akt
and mTOR. In addition, we observed elevated levels of critical G1—S-phase cell
cycle regulatory proteins in the epidermis of these Akt transgenic mice.
Collectively, data generated from IGF-1 and Akt overexpressing transgenic

mouse lines, as well as other studies, indicate that enhanced signaling through
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the PI3K/Akt/mTOR pathway plays an important role in two-stage skin

carcinogenesis, especially during the tumor promotion stage.

In the present study, we have utilized the liver deficient IGF-1 mice (LID
mice) (141) as a model to replicate the reduction in circulating IGF-1 seen during
CR. LID mice, through conditional deletion of the IGF-1 gene in hepatocytes,
have an ~75% reduction in the level of circulating IGF-1 (141). Therefore, LID
mice were used to examine the impact of reduced circulating IGF-1 on
susceptibility to two-stage skin carcinogenesis and to skin tumor promotion by
12-O-tetradecanoylphorbol-13-acetate (TPA). Biochemical studies then
examined the impact of reduced circulating IGF-1 on signaling downstream of
both the EGFR and IGF-IR. The results indicate that reduced circulating IGF-1
levels dramatically influence susceptibility to two-stage skin carcinogenesis. In
addition, reduced circulating IGF-1 modulates signaling through the Akt/mTOR
pathway. This mechanism may explain, at least in part, the inhibitory effects of

CR on skin carcinogenesis.
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Materials and Methods

Chemicals and biologicals. TPA was purchased from Alexis Biochemicals
(San Diego, CA). Bromodeoxyuridine (BrdU) was purchased from Sigma
Chemicals Co. (St. Louis, MO), and 7,12-dimethylbenz[alanthracene (DMBA)
was obtained from Eastman Kodak Co. (Rochester, NY). The antibody against
phospho EGFR (Y1086) was purchased from AbCam (Cambridge, MA), while
antibodies against phospho IGF1-R /insulin receptor (IR; Y1135/1136), phospho
Akt (S473), Akt total, phospho mTOR (S2448), mTOR total, phospho p70S6K
(T389), phospho 4E-BP1 (T37/46), and phospho S6 ribosomal (S235/236) were
all purchased from Cell Signaling Technology, Inc. (Danvers, MA). Anti-beta
actin, as well as anti-rabbit and anti-mouse secondary antibodies were obtained
from Sigma Chemicals Co. (St. Louis MO). Antibodies against phospho IRS-1
(Y989), phospho IRS-1 (Y632), phospho IRS-1 (Y465), and phospho IRS-1
(Y941) were purchased from Santa Cruz Biotechnology (Santa Cruz, CA) and

combined to generate an anti-phospho IRS-1 antibody cocktail.

Animals. Age-matched LID mice (FVB/N genetic background) and wild type
littermates were obtained from Taconic Transgenics (Germantown, NY) where a
contract production colony was maintained. Mice were generated and genotyped
as previously described (141, 163). Mice were weighed prior to randomization
into experimental groups, and then again at the conclusion of the tumor induction

experiment. Mice were fed ad libitum for the duration of the experiments.
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Histological analysis. Dorsal skin samples were fixed in formalin and
embedded in paraffin prior to sectioning. Four um sections were cut and stained
with hematoxylin and eosin. Mice received an intraperitoneal injection of BrdU
(100 ug/g body weight) in 0.9% NaCl thirty minutes prior to sacrifice. For
analysis of epidermal labeling index, paraffin sections were stained with anti-
BrdU antibody as previously described (164). To examine the effects of TPA, the
dorsal skin of LID and wild type littermates (nine per genotype; 6-8 weeks of age)
was shaved, and then topically treated with either 0.2 ml acetone (vehicle), 3.4
nmol TPA, or 6.8 nmol TPA two days later. Mice were treated twice weekly for
two weeks and sacrificed 48 hours after the last treatment. Thirty minutes prior
to sacrifice, mice were injected with BrdU, as described above. The dorsal skin
was removed, fixed in formalin, and processed as described above. Epidermal
thickness and labeling index (LI) were then determined as previously described

(165).

Two-stage carcinogenesis experiment. The backs of female LID and wild type
littermates (88 per genotype; 6-8 weeks of age) were shaved two days prior to
initiation. Twenty-eight mice of each genotype received a topical application of
0.2 ml acetone to the shaved dorsal skin, while the remaining mice were initiated
with a topical application of 100 nmol DMBA in 0.2 ml acetone. Two weeks

following initiation, TPA promotion was begun by topically applying either 6.8
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nmol TPA or 13.6 nmol TPA in 0.2 ml acetone twice weekly, until papilloma
multiplicity reached a plateau. LID and wild type mice received treatment
regimens as follows: acetone/6.8 nmol TPA; DMBA/6.8 nmol TPA; DMBA/13.6
nmol TPA. Tumor incidence (per cent of tumor bearing mice) and multiplicity

(papillomas per mouse) were recorded weekly throughout the experiment.

Preparation of epidermal lysates. An additional group of female LID and wild
type littermates (thirty-five per genotype; 6-8 weeks of age) were dorsally shaved
and treated with a single application of acetone vehicle (0.2 ml), 3.4 nmol TPA, or
6.8 nmol TPA two days later. Four, six, and eight hours following treatment, mice
were sacrificed by cervical dislocation. A depilatory agent was applied to the
dorsal skin (thirty seconds) and then removed. The skin was then excised and
the epidermal layer removed by razor blade into prepared lysis buffer (0.5%
Triton X-100; 1% NP40; 10% glycerol; 50 mM HEPES, pH 7.5; 150 nM NacCl;
1mM EGTA; 1.5 mM MgCly; 10% Sigma inhibitor cocktail; 10% phosphatase
inhibitor cocktail I; and 10% phosphatase inhibitor cocktail 1) and homogenized
using an 18-guage needle. Epidermal scrapings from five mice were pooled to
generate lysates. The lysates were then centrifuged at 14,000 RPM for 15

minutes and the supernatant aliquoted for Western blot analysis.

Western blot analysis. For analysis of receptor tyrosine kinase activation and

activation of Akt/mTOR signaling molecules, 100 ug of epidermal lysate was
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electrophoresed in 4-15% SDS polyacrylamide gels according to the method of
Laemmli (166). The separated proteins were then electrophoretically transferred
onto nitrocellulose membranes and blocked with 5% BSA in TBS with 1% Tween
20 (TTBS). Blots were then incubated overnight with the antibodies described
above in 5% BSA in TTBS. Blots were washed with TTBS three times for 15
minutes each, and then incubated in anti-rabbit and anti-mouse secondary
antibody in 5% BSA in TTBS for two hours. Blots were washed again with TTBS
three times for 15 minutes each, and protein bands were visualized by enhanced
chemiluminescence [Pierce, Rockford, IL]. Protein quantification was then
determined using an alpha imager system. The relative density of each protein
band, was normalized to the density of the corresponding beta actin band. In the
case of p-Akt and p-mTOR, the phospho protein band density was additionally
normalized to the total protein band density, thus normalizing phospho protein
expression to total protein expression. All normalized values were then

expressed as fold induction relative to the acetone LID control.

Serum analysis. LID and wild type mice (eight per genotype) were sacrificed at
6-8 weeks of age using CO, asphyxiation. Blood was collected following
sacrifice using cardiac puncture, allowed to sit at room temperature for 2 h, and
then spun at 7,500 RPM for 7 minutes. Supernatant was collected and spun
again under the same conditions. The final supernatant was collected, flash

frozen in liquid nitrogen, and then stored at -80°C until use. Total mouse serum
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IGF-1 concentration was then measured using 25 ul samples with a
radioimmunoassay (RIA) kit (Diagnostic Systems Laboratories, Inc. Webster,

TX).

Statistical analysis. To compare the effects of serum IGF-1 levels on tumor
multiplicity, differences in the average number of papillomas per mouse were
analyzed using the Mann-Whitney U test. This statistical test was also used to
analyze mean differences in epidermal thickness and LI. For comparison of
papilloma incidence (tumor incidence) the % test was utilized. Differences in
mean serum IGF-1 levels were analyzed using the Student’s t-test. SPSS 11.0
statistical software was used for all analyses. In all cases, significance was set at

p <0.05.
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Results

Serum IGF-1 levels and body mass of LID mice. As previously described,
conditional knockout of igf-1 in the liver led to a significant reduction in circulating
IGF-1 levels, with no impact on post-natal growth and development (141). In the
current study, we analyzed both parameters at the beginning of the two-stage
carcinogenesis experiment. No significant differences in body weight distribution
between LID and wild type mice were observed (18.1 + 0.15 gram average in LID
mice versus 18.8 = 0.15 gram average in wild type mice). Serum analyses were
also performed to confirm the effects of targeted deletion in the liver on serum
IGF-1 levels. Circulating levels of total IGF-1 were markedly lower in LID mice

versus wild type mice (115 £ 22.95 vs 642 + 41.16; p < 0.05, Student’s t-test).

Impact of reduced circulating IGF-1 levels on two-stage skin
carcinogenesis. To evaluate the impact of circulating IGF-1 levels on epithelial
carcinogenesis, a two-stage skin carcinogenesis experiment was conducted
using both LID and wild type mice. Groups of LID and wild type littermates were
initiated with either acetone (vehicle) or 100 nmol DMBA and then two weeks
later promoted topically with either 6.8 nmol or 13.6 nmol TPA given twice
weekly. Based on previous published (17, 167) and unpublished studies from our
laboratory, FVB mice do not develop skin tumors when initiated with DMBA alone
at doses up to 400 nmol per mouse, thus these control groups were not included.
Tumor promotion in all groups was continued for 21 weeks. The incidence of
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papillomas (tumor incidence) and the average number of papillomas per mouse
(tumor multiplicity) were determined weekly for each group. As shown in Fig.
3.1, LID mice initiated with DMBA and promoted with either dose of TPA, as
compared to similarly treated wild type mice, had a significantly reduced tumor
response (p < 0.05, Mann-Whitney U Test). In this regard, at week 21, a 68%
inhibition of papilloma formation was observed in the 6.8 nmol TPA treatment
group and a 55% inhibition was observed in the 13.6 nmol TPA treatment group,
relative to the corresponding wild type littermates (Fig. 3.1A). Tumor volumes
were measured in each group after 14 and 20 weeks of promotion with TPA to
determine whether circulating IGF-1 levels affected growth of papillomas once
formed, however, no significant differences were observed at either timepoint
examined (data not shown). No papillomas developed in either group initiated
with acetone followed by twice-weekly treatments with TPA (6.8 nmol). Tumor
latency was correspondingly affected in both of the LID groups initiated with
DMBA and promoted with TPA as compared to similarly treated wild type mice.
The time to 50% tumor incidence in wild type versus LID mice promoted with 6.8
nmol TPA was 8.0 versus 13.0 weeks, whereas for mice promoted with 13.6
nmol TPA these values were 6.5 versus 9.0 weeks, respectively (Fig. 3.1B).
Differences in tumor latency were statistically significant (p < 0.05, % test).
These data demonstrate that circulating IGF-1 levels significantly affected

susceptibility to chemically-induced epithelial carcinogenesis in mouse skin.
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Figure 3.1. Impact of reduced circulating IGF-1 levels on two-stage skin
carcinogenesis. Groups of female LID mice and wild type (Wt) littermates (28-30 mice
per group) were initiated with either acetone or 100 nmol DMBA. Two weeks following
initiation, mice were promoted with either 6.8 nmol TPA or 13.6 nmol TPA twice weekly
for 21 weeks. A, Tumor multiplicity (papillomas per mouse). B, Tumor incidence. (®)
Wt DMBA, 13.6 nmol TPA; (m) Wt DMBA, 6.8 nmol TPA; (O) LID DMBA, 13.6 nmol
TPA; (O) LID DMBA, 6.8 nmol TPA; (X) Wt and LID, 6.8 nmol TPA only (i.e., no
initiation). Note that neither Wt nor LID mice treated with TPA only developed any
tumors and thus have been represented by the same symbol in the graphs. Differences
in the average number of papillomas per mouse at 21 weeks between LID groups and
corresponding wild-type littermate groups for each dose of TPA were statistically
significant (p < 0.05, Mann Whitney U test).
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Reduced serum IGF-1 and TPA-induced epidermal hyperproliferation. In
light of the dramatic reduction in tumor development seen in LID mice
undergoing two-stage skin carcinogenesis as shown in Fig. 3.1, we examined
their responsiveness to TPA-induced epidermal hyperproliferation. For these
experiments, groups of both LID mice and wild type littermates received four
treatments with either vehicle, 3.4 nmol TPA, or 6.8 nmol TPA (given twice-
weekly) over the course of two weeks. Forty-eight hours following the last
treatment, whole skin sections were processed and then examined for epidermal
hyperplasia (measured as epidermal thickness) and epidermal LI. Figures 3.2
and 3.3 show representative H&E stained sections and BrdU stained sections,
respectively, for acetone, 3.4 nmol TPA and 6.8 nmol TPA treated groups. Visual
inspection of these sections reveals that LID mice displayed reduced epidermal
thickness and labeling index in both control (acetone) and TPA-treated groups
compared to wild-type mice. Quantitative analyses of the effect of TPA on both
epidermal thickness and epidermal LI are summarized in Fig. 3.4. LID mice
exhibited statistically significant reductions in epidermal thickness both in the
presence and absence of TPA treatment when compared to wild type littermates
(Fig. 4A) (p < 0.05, Mann-Whitney U test). Examination of the LI showed similar
reductions that were also statistically significant (Fig. 3.4B) (p < 0.05, Mann-
Whitney U test). Thus, reduced circulating IGF-1 decreased epidermal

proliferation in the absence of any treatment as well as following TPA treatment.
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Figure 3.2. Representative H&E stained sections of dorsal skin. Skin was collected
from 8-week old LID mice and wild type littermates after multiple treatments with either
acetone, 3.4 nmol TPA, or 6.8 nmol TPA. A, Wild type and LID mice after treatment with
acetone; B, Wild type and LID mice after treatment with 3.4 nmol TPA (twice weekly for
two weeks); C, Wild type and LID mice after treatment with 6.8 nmol TPA (twice weekly

for two weeks).
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Figure 3.3. Representative sections of staining for BrdU incorporation in dorsal
skin. Skin was collected from 8-week old LID mice and wild type littermates after
multiple treatments with either acetone, 3.4 nmol TPA, or 6.8 nmol TPA. A, Wild type
and LID mice after treatment with acetone; B, Wild type and LID mice after treatment
with 3.4 nmol TPA (twice weekly for two weeks); C, Wild type and LID mice following
treatment with 6.8 nmol TPA. Arrows in A, (left and right panels) point to BrdU labeled
epidermal cells.
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Figure 3.4. Quantitative evaluation of the effects of TPA on epidermal hyperplasia
and labeling index in LID mice and wild type (Wt) littermates. A, Epidermal
thickness (um) measured in LID mice (white bars) and Wt littermates (black bars) treated
with acetone, 3.4 nmol TPA, or 6.8 nmol TPA. B, Labeling index values (percent of cells
stained positive for BrdU) measured in LID mice (white bars) and Wt littermates (black
bars) treated with acetone, 3.4 nmol TPA, or 6.8 nmol TPA. Groups of three mice of
each genotype received four treatments with either acetone, 3.4 nmol TPA, or 6.8 nmol
TPA. Values represent the mean £ SEM. *, significantly different than corresponding
values from wild-type littermate group (p < 0.05, Mann-Whitney U test).
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Effect of reduced circulating IGF-1 levels on EGFR, IGF-IR and Akt/mTOR
signaling in epidermis. To further explore potential mechanisms whereby a
reduction in circulating IGF-1 leads to inhibition of epidermal proliferation and
skin tumor promotion, experiments were conducted to evaluate alterations in
epidermal signaling molecules in the presence and absence of TPA treatment.
For these experiments, groups of LID and wild type mice were treated with a
single dose of either acetone, 3.4 nmol TPA, or 6.8 nmol TPA and sacrificed at 4,
6, and 8 hours following treatment. To evaluate alterations in cellular signaling
occurring in both vehicle treated and TPA-treated mice, epidermal lysates were
prepared for Western blot analysis. As shown in Figs. 3.5 and 3.6, topical
treatment of both wild type mice and LID mice with either 3.4 nmol or 6.8 nmol
TPA led to rapid activation (i.e., phosphorylation) of the EGFR, IGF-1R/IR, IRS-1,
Akt, mTOR and downstream effectors of mTOR (e.g., p70S6K, p-elF4B, p-4E-
BP1 and p-S6-ribosomal protein). These data are consistent with previously
published data from our laboratory (125, 161, 162, 168). Notably, the level of
activation as assessed by phosphorylation of all signaling molecules examined
was reduced in LID mice following TPA treatment compared to wild type
littermates (Fig. 3.5 A-C, Fig. 3.6 A-C). In contrast, comparison of the groups that
received acetone alone revealed only minor differences in phosphorylation levels
of EGFR, IGF-1R, IRS-1, Akt, mTOR, p70S6K, elF4B, 4E-BP1, and S6

ribosomal protein in the epidermis of LID mice as compared to the wild type mice
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Figure 3.5. Effect of reduced circulating IGF-1 on basal and TPA-induced (3.4
nmol) epidermal signaling pathways in LID mice and wild type (Wt) littermates.
Female LID mice and Wt littermates received a single treatment of either acetone or 3.4
nmol TPA. Mice treated with TPA were sacrificed at 4 h (white bars), 6 h (cross hatched
bars), or 8 h (broken diagonal bars) following treatment (five mice per genotype at each
timepoint), while mice treated with acetone (black bars) were sacrificed 4 h following
treatment (again five mice per genotype). Pooled epidermal lysates were prepared for
Western blot analysis as described in Materials and Methods. A, Western blot analysis
and quantification of the effect of reduced circulating IGF-1 on EGFR and IGF-1R
activation. B, Western blot analysis and quantification of the effect of reduced circulating
IGF-1 on Akt/mTOR activation. C, Western blot analysis and quantification of the effect
of reduced circulating IGF-1 on mTOR downstream signaling. Densitometric graphs
represent the Western blots shown following normalization to the corresponding actin.
The results shown are representative from one of two completely independent
experiments giving nearly identical results.
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Figure 3.6. Effect of reduced circulating IGF-1 on basal and TPA-induced (6.8
nmol) epidermal signaling pathways in LID mice and Wt littermates. Female LID
mice and Wt littermates received a single treatment of either acetone or 6.8 nmol TPA.
Mice treated with TPA were sacrificed at 4 h (white bars), 6 h (cross-hatched bars), or 8
h (broken diagonal bars) following treatment (five mice per genotype at each timepoint),
while mice treated with acetone (black bars) were sacrificed 4 h following treatment (five
mice per genotype). Pooled epidermal lysates were prepared for Western blot analysis
as described in Materials and Methods. A, Western blot analysis and quantification of
the effect of reduced circulating IGF-1 on EGFR and IGF-1R activation. B, Western blot
analysis and quantification of the effect of reduced circulating IGF-1 on mTOR activation.
C, Western blot analysis and quantification of the effect of reduced circulating IGF-1 on
mTOR downstream signaling. Densitometric graphs represent the Western blots shown
following normalization to the corresponding actin. The results shown are representative
from one of two completely independent experiments giving nearly identical results.
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(see again Fig. 3.5A-C; Fig. 3.6 A-C). Thus, reduced circulating IGF-1 levels
appeared to attenuate signaling through the EGFR and IGF-1R following
treatment with TPA. In particular, a marked reduction in signaling through both
Akt and mTOR was observed. Note that nearly identical results were obtained in

repeat experiments using both doses of TPA.
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Discussion

The current study was designed to examine the impact of reduced
circulating IGF-1 on epithelial carcinogenesis in a well-established model system.
In this regard, LID mice exhibited a significantly reduced tumor response in terms
of both incidence and multiplicity following two-stage skin carcinogenesis using
DMBA as the initiator and TPA as the promoter. Histologic evaluation of dorsal
skin from LID mice showed statistically significant reductions in epidermal
thickness and LI compared to wild type littermate controls, both in the absence
and presence of treatment with TPA. The reduction in epidermal proliferation
observed in LID mice following TPA treatment may explain, in part, the significant
inhibition of skin tumorigenesis seen in LID mice. As noted in the Introduction,
previous work from our laboratory using transgenic mice where IGF-1 expression
was elevated at the tissue level through targeted overexpression in skin
keratinocytes showed that these mice have increased susceptibility to two-stage
skin carcinogenesis (125, 160, 169). The current results clearly demonstrate that
levels of circulating IGF-1 can also directly impact susceptibility to skin tumor

promotion and two-stage skin carcinogenesis.

The LID mouse model has been used in previous studies to examine the
effect of reduced circulating IGF-1 on mammary tumor development (both
chemically-induced as well as tumors that develop in a transgenic model) (139).

Furthermore, LID mice were used to study the effect of reduced circulating IGF-1
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levels on growth and metastasis of Colon 38 adenocarcinoma cells following
orthotopic transplantation (140). In both of these reports, reduced circulating IGF-
1 levels had a significant inhibitory effect on tumor development. In the colon
cancer study by Wu et al. (140), there was also a reduction in liver metastases in
LID mice relative to wild type controls and these authors suggested that altered
VEGEF levels and differential vascularization might have played a role in some of
the observed differences in tumor progression. When serum IGF-1 levels were
restored in LID mice using rh-IGF-1 supplementation, the inhibitory effects on
colon cancer were abolished. Although these studies suggested an important
role for IGF-1 in mediating tumor growth and metastasis, neither study provided
significant insight regarding the molecular mechanisms evoked as a
consequence of physiological reduction of IGF-1 and its impact on tumor

development.

In an effort to further elucidate mechanisms for the inhibitory effect of
reduced circulating IGF-1 on epithelial carcinogenesis, Western blot analyses
were performed using epidermal lysates from LID mice and wild type littermates.
Previous studies from our laboratory have shown that activation of EGFR and
erbB2 is an early event in mouse keratinocytes following exposure to tumor
promoters, including TPA, either in vivo or in vitro (125, 161, 168, 170). Activation
of the EGFR and erbB2 appears to be due to increased availability of EGFR

ligands through a combination of ectodomain shedding and increased synthesis
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(161, 171-173). Activation of EGFR and erbB2 in epidermis following TPA
treatment leads to activation of downstream signaling pathways such as src
(170), Stat3 (174) and Akt (161). Furthermore, following topical treatment with
TPA the IGF-1R becomes activated, although upregulation of ligands (i.e., IGF-I
or IGF-II) does not appear to account for this activation (175). As shown in
Figures 5A and 6A, the EGFR, IGF-1R and IRS-1 were activated in epidermis
early after topical treatment of LID and wild type mice with TPA. However, the
level of activation of these receptors was reduced in LID mice compared to wild
type littermates (~50% overall reduction in phosphorylation). These data suggest
that reduced circulating IGF-1 levels influenced signaling through both the EGFR
and IGF-1R following TPA treatment. In support of this idea, we previously
reported the development of HKI.IGF-1 transgenic mice where expression of
IGF-1 is targeted to epidermis using the human keratin 1 (HK1) promoter (125,
169). Following treatment with TPA, there was a significant increase in EGFR
activation in epidermis of HKI.IGF-1 transgenic mice compared to wild type mice.
These data suggested that tissue levels of IGF-1 and presumably activation state
of the IGF-1R could influence activation of the EGFR. A number of mechanisms
have recently been proposed whereby crosstalk between the EGFR and IGF-1R
may occur (89, 90, 156, 176, 177). Current experiments are exploring possible
mechanisms whereby reduced circulating IGF-1 levels may disrupt crosstalk

between the IGF-1R and EGFR.
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Further analysis of signaling downstream of the EGFR and IGF-1R showed
reduced activation of Akt and mTOR and signaling downstream of mTOR in LID
mice relative to wild type littermates following TPA treatment. As noted in the
Introduction, TPA induces activation of Akt in mouse epidermis very early after
topical treatment (161). Furthermore, Akt becomes constitutively activated in
papillomas and remains constitutively activated throughout multistage
carcinogenesis in mouse skin (94, 96, 97, 161). This activation of Akt has been
shown to critically regulate proliferation throughout epithelial carcinogenesis (94,
162). In the present study, decreased signaling through the Akt and mTOR
pathways in LID mice may account, in part, for the reduced susceptibility of LID
mice to tumor promotion and two-stage skin carcinogenesis. This conclusion is
supported by the following lines of evidence: i) the PI3K inhibitor LY294002
blocks IGF-1 mediated skin tumor promotion in BK5.IGF-1 transgenic mice (93);
ii) Akt knockout mice display reduced sensitivity to two-stage skin carcinogenesis
using the DMBA-TPA protocol (178); iii) overexpression of Akt sensitizes the
epidermis to TPA-induced epidermal hyperplasia and skin tumor promotion
(162); and iv) topical application of rapamycin effectively blocks TPA-induced
activation of mTOR and epidermal hyperproliferation in wild type mice [B.

Hammann, T. Moore and J. DiGiovanni, unpublished data].

Finally, LID mice were used in the current study to mimic the reduction of

circulating IGF-1 induced by CR (5, 141). Although the effects of CR extend
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beyond reductions in serum IGF-1 levels and include alterations in many serum
hormones, adipokines and cytokines (5), the exact role of IGF-1 levels in the anti-
carcinogenic effects of CR remain to be determined. The current data, taken
together with previously published studies (139, 140) suggest that reduced
circulating levels of IGF-1 can dramatically influence susceptibility to
tumorigenesis in multiple epithelial tissues. Our study provides one plausible
mechanism for this effect, namely, reduced signaling through the EGFR and IGF-
1R and subsequent attenuation of downstream signaling through Akt and mTOR.
Very recently, Xie et al. (104) reported reduced PI3K and ras signaling in
response to TPA in skin of SENCAR mice on CR diets. In this study,
phosphorylation of Akt in epidermis following TPA treatment was reduced by CR
and to a greater extent by CR in addition to exercise. In preliminary experiments,
we have found reduced signaling through the EGFR, IGF-1R, Akt and mTOR in
epidermis of mice on CR diets following TPA treatment compared to mice on
control diet [T. Moore and J. DiGiovanni, unpublished studies]. Collectively,
these data support the hypothesis that reduced circulating IGF-1 during CR
impacts cell signaling at the tissue level during tumor promotion thereby reducing

susceptibility to two-stage skin carcinogenesis.

In conclusion, we have shown that reduced circulating IGF-1 (induced
through genetic manipulation) in the absence of dietary energy restriction

dramatically reduces susceptibility to two-stage skin carcinogenesis. The
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mechanism for this effect appears to involve, at least in part, reduced epidermal
proliferation in response to the tumor promoter TPA. This appears also to be due
to reduced signaling through the EGFR and IGF-1R and manifested, at least in
part, by reduced signaling through Akt and mTOR. The observation that a
decrease in the circulating level of IGF-1 can impact signaling through cell
surface receptors in a tissue such as skin is novel and provides further support

that such changes contribute to the overall susceptibility to carcinogenesis.
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Chapter IV

Dietary energy balance modulates susceptibility to skin tumor
promotion through altered IGF-1R and EGFR crosstalk and
downstream signaling.

Introduction

Energy balance refers to the relationship between caloric consumption
and energy expenditure (9). Epidemiological and animal studies have established
a direct correlation between positive energy balance (overweight, obesity) and
the risk for developing or risk of mortality from multiple cancers (1, 10, 111, 113,
115, 179, 180). In contrast, negative energy balance (calorie restriction, CR) has
been shown to consistently inhibit tumorigenesis, regardless of mode of tumor
induction (i.e., spontaneous neoplasia in transgenic or knockout mouse models,
chemically- or radiation-induced tumorigenesis, tumor transplant models) (7-9,
158). Studies have been conducted to evaluate the impact of high fat diet
consumption and severe CR (40% CR) on two-stage skin carcinogenesis. This
chemically-induced model for epithelial carcinogenesis enables evaluation of all
stages of tumor development, including tumor initiation, promotion and
progression (91). Forty percent CR consistently inhibited tumor promotion by
TPA, however, no effects were observed on either tumor initiation or tumor
progression (6, 100, 101). Studies that examined the impact of a high-fat diet (46

Kcal% fat), as compared to a low-fat, control diet (11 Kcal% fat), on two-stage
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skin carcinogenesis yielded inconsistent results. Ad libitum consumption of the
high-fat diet did not significantly increase tumor incidence, multiplicity or
progression, regardless of the presence or absence of diet-induced changes in
body mass (101, 105). In contrast, isocaloric consumption of a high-fat diet, as
compared to control diet, led to a significant increase in both tumor incidence and
multiplicity, but not progression, despite the inability of the high-fat diet to induce
changes in body mass when isocalorically consumed (106). These findings
suggest a role for energy balance in the modulation of two-stage skin
carcinogenesis; however, the effect of diet-induced obesity (DIO) remains

unclear.

Several mechanisms have been proposed to account for the inhibitory
effects of CR on two-stage skin carcinogenesis. Early studies conducted by Birt
and colleagues suggested an inhibitory effect of 40% CR on epithelial
carcinogenesis due to heightened corticosterone levels (7, 181). Specifically,
adrenalectomy of CR mice partially reversed the inhibitory effect of CR on two-
stage skin carcinogenesis, while corticosterone supplementation of
adrenalectomized mice reintroduced CR-mediated inhibition (7, 181). Further
studies using 40% CR demonstrated a reduction in TPA-induced AP-1 activation,
as well as a reduction in ERK phosphorylation in mouse epidermis following
dietary energy restriction (35, 39, 103). While these studies provide a plausible

link between increased levels of corticosterone and CR-mediated inhibition of
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tumorigenesis, these effects may instead be related to an increase in stress
response. In other model systems, moderate and mild CR has been shown to
inhibit tumorigenesis, in a manner similar to 40% CR, however, these less severe
CR regimens do not induce the dramatic increase in levels of circulating
corticosterone observed with 40% CR. This inconsistency suggests that another
mechanism is responsible for the effect of both negative and positive energy
balance on two-stage skin carcinogenesis. Xie et. al. reported a reduction in
TPA-mediated activation of PI3K and Ras signaling following 20% CR (104).
These findings are supported by recent publications from our laboratory that
show differential effects of dietary energy balance (CR and DIO) on activation
and signaling downstream of the IGF-1R and the EGFR in mouse epidermis (110
and see Chapter Il). Data from this study and others suggests that these effects
of dietary energy balance on cellular signaling may be mediated by diet-induced

changes in circulating IGF-1 levels (49, 110 and see Chapter Ill).

It has been well established that CR reduces, while DIO increases levels
of circulating IGF-1 (5, 110, 111). Early studies demonstrated that IGF-1
supplementation in CR mice abolished the anti-tumor effects of CR (46-48).
Furthermore, a genetic reduction in levels of circulating IGF-1 (comparable to
those observed in CR mice), using the liver IGF-1 deficient (LID) mouse model,
inhibited mammary tumor development and growth and metastasis of

orthotopically transplanted Colon 38 adenocarcinoma cells, while restoration of

77



IGF-1 to the level observed in wildtype mice eliminated the inhibitory effects of
genetic IGF-1 depletion on colon cancer (49, 139, 140). Additional studies using
A-Zip/F-1 mice, which lack white adipose tissue but have elevated levels of IGF-1
(similar to DIO mice) demonstrated enhanced susceptibility to multiple epithelial
cancers (24). Taken together, these findings suggest a critical role for levels of
circulating IGF-1 in the regulation of dietary energy balance effects on

tumorigenesis.

IGF-1 acts as ligand for the IGF-1R, which has been shown to regulate
multiple cellular processes, including cellular growth, proliferation and survival
(122, 123). Studies conducted in our laboratory using transgenic mouse models
that overexpress IGF-1 in the epidermis (HK1.IGF-1 and BK5.IGF-1)
demonstrated a direct correlation between enhanced IGF-1R signaling and
susceptibility to two-stage skin carcinogenesis (125, 160). Further studies using
these transgenic mouse models identified two potential mechanisms that could
account for the enhancing effect of IGF-1 overexpression on epithelial
carcinogenesis: i) direct effects on signaling downstream to PI3K/Akt/mTOR; ii)
and indirect effects on EGFR downstream signaling to PI3K/Akt/mTOR due to
IGF-1 mediated EGFR activation (93, 125, 160, 182). Overexpression of Akt or a
constitutively active form of Akt (BK5.Akt wt, BK5.Aktmyr) further confirmed a
critical role for Akt and mTOR signaling in the modulation of two-stage skin

carcinogenesis. These studies demonstrated that heightened Akt activation
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enhanced cellular proliferation, through effects on cell cycle progression related
proteins, and inhibited cell survival due to inhibition of apoptosis related proteins
(98). While no further analysis of the effect of /IGF-1 overexpression on EGFR
activation was conducted, several mechanisms for IGF-1 mediated IGF-
1R/EGFR crosstalk have been suggested and include: IGF-1 induced
ectodomain shedding of EGFR ligands, IGF-1 induced transcription of EGFR and

EGFR ligands, and IGF-1R/EGFR heterodimerization (86-90).

In the present study, we utilized diets of varying caloric density to
determine the impact of both positive and negative energy balance on multistage
carcinogenesis in mouse skin. We then conducted short-term experiments using
lean (30% CR), normal (15% CR), overweight (10 Kcal%) and obese (DIO diet,
60 Kcal%) mice to determine potential mechanisms whereby dietary energy
balance modulates epithelial carcinogenesis. Specifically, we evaluated diet-
induced changes in epidermal hyperproliferation and examined the impact of
dietary manipulation on growth factor signaling and levels of cell cycle regulatory
proteins following TPA treatment. Finally, using both in vitro and in vivo
approaches, we determined the impact of IGF-1 on IGF-1R and EGFR crosstalk.
Collectively, our findings suggest that dietary energy balance affects
susceptibility to epithelial carcinogenesis, due at least in part to diet-induced
changes in IGF-1R and EGFR signaling, which then alters levels of cell cycle

related proteins, thus regulating epidermal proliferation. These diet-induced
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changes in IGF-1R and EGFR activation are thought to be mediated, at least in

part, by levels of circulating IGF-1 which then modulates IGF-1R/EGFR crosstalk.
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Materials and Methods

Chemicals. TPA was purchased from Alexis Biochemicals (San Diego, CA).
Bromodeoxyuridine (BrdU) was purchased from Sigma Chemicals Co. (St. Louis,
MO), and 7,12-dimethylbenz[a]lanthracene (DMBA) was obtained from Eastman
Kodak Co. (Rochester, NY). Recombinant human IGF-1 (rhIGF-1) was
purchased from Sigma Aldrich (St. Louis, MO) and epidermal growth factor

(EGF) was purchased from BD Biosciences (San Jose, CA).

Animals. ICR female mice (3-4 weeks of age) were purchased from Harlan
Teklad (Indianapolis, IN). Mice were group housed for all experiments; however,
mice maintained on a 30% CR regimen were separated into dividers for a period
of one hour for feeding purposes. Mice were weighed before randomization into
experimental groups and then weighed bimonthly for the duration of both the

long- and short-term experiments.

Diets. All diets were purchased in pellet form from Research Diets, Inc. (New
Brunswick, NJ). Four diets ranging in caloric density were used for both the long-
and short-term studies: 30% CR diet (D03020702), 15% CR diet (D03020703),10
Kcal% fat (control, D12450B, ad libitum) and 60 Kcal% fat (DIO, D12492, ad
libitum). These diets have been previously described (9). CR was achieved by
administering a daily aliquot equivalent to either 70% or 85% of the daily amount

of total energy consumed by the control diet group. Both CR diets were
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isonutrient relative to the control group. For short-term experiments, mice were
placed on the control diet for a one-week equilibration period, after which they
were maintained on the four experimental diets for 15 weeks. Mice were
sacrificed by either CO, asphyxiation (serum collection) or cervical dislocation

and tissues and blood were collected, processed and stored as described below.

Serum analysis and body fat composition. Blood was collected immediately
following CO; asphyxiation. Samples were spun for 7 minutes at 7500 RPM. The
supernatant (serum) was collected and flash frozen in liquid nitrogen for later
analysis. Serum IGF-1 levels were determined using a radioimmunoassay (RIA)
kit (Diagnostic Systems Laboratories, Webster, TX). Serum insulin, leptin and
adiponectin were analyzed using a Lincoplex (Linco Research, Inc., St. Charles,
MO) Luminex bead assay kit on a BioRad Bio-Plex Workstation (Hercules, CA).
Percent body fat was determined at the termination of the experiments by DXA
scanning using a GE Lunar Piximus Il densitometer, as previously described

(183).

Two-stage skin carcinogenesis experiment. ICR female mice were placed on
the 10 Kcal% fat control diet at 7 weeks of age and initiated with 25 nmol of 7,12-
dimethylbenz[a]anthracene (DMBA) (Eastman Kodak Co., Rochester, NY). Four
weeks following initiation, mice were randomized into groups and placed on the

four dietary treatment regimens (n=30/diet), on which they were maintained for
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the duration of the experiment. Four weeks following diet commencement, mice
were promoted twice weekly with 3.4 nmol of 12-O-tetradecanoylphorbol-13-
acetate (TPA) (Alexis Biochemicals, San Diego, CA) for 50 weeks. Tumor
incidence (percent mice with papillomas) and tumor multiplicity (average number
of tumors per mouse) were determined weekly until multiplicity reached a plateau
(29 weeks). Carcinoma incidence and the average number of carcinomas per
mouse were determined weekly from the time of initial detection until 50 weeks of
tumor promotion. Suspect squamous cell carcinomas (SCCs) were collected for
histopathological confirmation and carcinoma counts were adjusted to reflect

pathological evaluation.

Histological analysis of epidermal hyperproliferation. ICR mice were
maintained on the four diets, as described above, for 15 weeks, after which they
were treated twice weekly for two weeks with either acetone vehicle or 3.4 nmol
of TPA (n=3/diet/treatment). Mice were injected with bromodeoxyuridine (BrdU)
(Sigma Aldrich, St. Louis, MO) (100ug/g body weight) thirty minutes prior to
sacrifice and whole skin sections were excised, processed and evaluated for

both epidermal thickness and labeling index as previously described (49).

Preparation of epidermal protein lysates. For short-term in vivo experiments,
ICR mice were maintained on the diets for 15 weeks, after which they were

treated with a single application of either acetone vehicle or 3.4 nmol of TPA.
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Mice were sacrificed 6H (acetone, TPA) or 18H (TPA) following treatment,
epidermis was scraped and protein lysates were prepared as previously
described (49). Epidermal scrapings from six mice were pooled for each

treatment/timepoint.

Cell culture. C50 cells (a gift from Dr. Susan Fischer, MD Anderson — Science
Park Research Division, Smithville, TX) were cultured as previously described
(184), however they were plated directly in KGM-2 media (Lonza, Basel,
Switzerland) without calcium. When cells reached ~80% confluency, they were
serum and growth factor starved for 24 hours. Plates were then stimulated with
either 25 ng/mL recombinant human IGF-1 (rhiIGF-1) (Sigma Aldrich, St. Louis,
MO) or 10 ng/mL epidermal growth factor (EGF) (BD Biosciences, San Jose, CA)

and harvested at multiple timepoints for either protein or RNA isolation.

Immunoprecipitation and Western blot analysis. Immunoprecipitation and
Western blot analyses were performed using lysates prepared from either
epidermis of ICR mice maintained on diets of varying caloric density or cultured
mouse keratinocytes stimulated with IGF-1 or EGF. For co-immunoprecipitation
experiments, lysates were precipitated with either IGF-1R (Cell Signaling,
Danvers, MA) or EGFR (Millipore, Billerica, MA) antibodies using the Dynabead
Protein G IP kit (Invitrogen, Carlsbad, CA). Western blots analyses were

performed as previously described (49). Blots were probed with the following
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antibodies against: phospho EGFR (Y1086), phospho ErbB2 (Y1248) (AbCam,
Cambridge, MA); phospho IGF1-R/insulin receptor (IR; Y1135/1136), IGF-1Rf3
total, phospho Akt (S473), Akt total, phospho mTOR (S2448), mTOR total,
phospho S6 ribosomal (S235/236), phospho GSK3p (S9), GSK3p total, phospho
Foxo3a (S253), phospho Stat3 (Y705), total Stat3, cyclin D1, cyclin E, c-myc,
p27 (Cell Signaling Technologies, Danvers, MA); EGFR (Millipore, Billerica, MA);
p21 (Thermo Fisher Scientific, Waltham, MA); beta actin (Sigma Aldrich, St.
Louis, MO); cyclin A, phospho IRS-1 (Y989), phospho IRS-1 (Y632), phospho
IRS-1 (Y465), and phospho IRS-1 (Y941) (Santa Cruz Biotechnology, Santa

Cruz, CA).

Real time quantitative reverse transcriptase polymerase chain reaction
(gPCR). For short-term in vivo experiments, ICR mice were maintained on the
diets for 15 weeks, after which they were treated with a single application of
either acetone vehicle or 3.4 nmol of TPA. Mice were sacrificed 6H (acetone,
TPA) or 18H (TPA) following treatment and epidermis was scraped for RNA
isolation (n=3/group). For in vitro experiments, C50 cells were stimulated with
either IGF-1 or EGF and harvested for RNA. RNA for both in vivo and in vitro
experiments was isolated using the Qiagen RNeasy protect mini kit (Qiagen,
Valencia, CA). RNA quality was assessed using the Agilent 2100 Bioanalyzer
(Agilent Technologies, Inc., Santa Clara, CA). 1 ug of total RNA was then used to

synthesize cDNA using the High Capacity cDNA Archive Kit (Applied
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Biosystems, Foster City, CA). gPCR was then performed using the ABI 7900HT
Fast Real Time PCR System (ABI) with assays on demand specific to Cdkn1a,
Cdkn1b, TGF-a, HB-EGF, amphiregulin and EGFR. RNA was normalized to
GAPDH using the ABI Mouse GAPDH Endogenous Control kit. Sequence
Detection System software from ABI was then used for data analysis. The
experimental Ct was normalized against the GAPDH control product. The AACt
method was used to determine the amount of product relative to that expressed
by 10 Kcal% fat acetone derived RNA (1-fold, 100%). All measurements were

duplicated.

Immunohistochemical staining for p27 and p21. Mice were maintained on the
four dietary regimens for 15 weeks, after which they were treated with a single
application of acetone vehicle or 3.4 nmol of TPA. Mice were sacrificed 6 and 18
hours following treatment and whole skin sections were excised and processed
for histological analysis. Skin sections were deparaffinized and rehydrated in
xylene substitute, followed by 100% and 95% ethanol in water. Sections were
blocked with 3% H>O, in water for 10 minutes. Skin sections were boiled in 10
mM citrate buffer (pH 6.0) for 10 minutes, and then allowed to cool for 20
minutes. Non-specific antibody binding was blocked using Biocare Blocking
Reagent for 10 minutes. Skin sections were incubated with p21 (Santa Cruz
Biotechnology, Santa Cruz, CA) or p27 (BD Transduction Laboratories, San

Jose, CA) antibody at a 1:10,000 dilution overnight at 4°C, and then incubated
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with biotinylated rabbit-anti-mouse antibody at a 1:250 dilution for 15 minutes at
room temperature. Skin sections were then incubated with streptavidin-
horseradish peroxidase conjugate for 30 minutes at room temperature, after

which they were developed with diaminobenzidine.
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Results

Dietary energy balance and two-stage skin carcinogenesis. To evaluate the
effect of dietary energy balance on epithelial carcinogenesis, we conducted a
two-stage skin carcinogenesis experiment using ICR mice maintained on diets of
varying caloric density. For this experiment, ICR female mice were initiated with
25 nmol of DMBA. Four weeks following initiation, mice were randomized to four
experimental diet groups (30% CR, 15% CR, 10 Kcal%, 60 Kcal%) and
maintained on these diets for the duration of the study, thus generating lean
(30% CR), normal (15% CR), overweight (10Kcal% fat) and obese (60 Kcal%
fat) body weight phenotypes. Four weeks following diet commencement, mice
were promoted twice weekly with 3.4 nmol of TPA for 50 weeks. To determine
the impact of dietary energy balance on tumor promotion, tumor incidence
(incidence of papillomas) and tumor multiplicity (average number of papillomas
per mouse) were determined weekly for 29 weeks, at which point tumor
multiplicity plateaued (Fig. 4.1). Both 30% and 15% significantly inhibited tumor
multiplicity (48% inhibition and 25% inhibition, respectively, when compared to
the overweight control) (p < 0.05; Mann-Whitney U test), however no significant
differences were observed between the overweight control and DIO groups (Fig.
4.1A, Table 4.1). Dietary manipulation had no significant effect on the incidence

of papillomas (Fig. 4.1B).
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Figure 4.1. Effect of dietary energy balance on two-stage skin carcinogenesis in
ICR female mice. ICR female mice were initiated with 25 nmol of DMBA. Four weeks
following initiation, mice were placed on four experimental diets and maintained on these
diets for the duration of the study (n=30/diet), thus generating lean (30% CR), normal
(15% CR), overweight (10 Kcal% fat) and obese (60 Kcal% fat) phenotypes. Following a
four week diet equilibration period, mice were promoted twice weekly with 3.4 nmol of
TPA for the duration of the study. A, Tumor multipliciaty; B, Tumor incidence; C, Average
number of carcinomas per mouse; D, Carcinoma incidence. CR (30%, 15%) significantly
reduced tumor multiplicity; 30% CR significantly reduced, while DIO (60 Kcal%)
significantly increased the average number of carcinomas per mouse (p < 0.05; Mann-
Whitney U test). CR (30%, 15%) significantly reduced carcinoma incidence (p < 0.05; x?
test).
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To determine the impact of dietary energy balance on tumor progression,
promotion with 3.4 nmol of TPA continued for an additional 21 weeks, during
which carcinoma incidence and the average number of carcinomas per mouse
were determined weekly. As confirmed by histopathological analysis, 30% CR
significantly reduced both carcinoma incidence (p < 0.05, %2 test) and the
average number of carcinomas per mouse (p < 0.05, Mann-Whitney U test),
while DIO significantly increased the average number of carcinomas per mouse
(p < 0.05, Mann-Whitney U test) (Figure 4.1 and Table 4.1). However, there were
no significant differences in the rate of malignant conversion among the four
dietary treatment groups (Table 4.1). An additional two-stage skin carcinogenesis
experiment (same dietary manipulation, but using 6.8 nmol of TPA for the
promotion stage) yielded similar findings (data not shown). Taken together, these
data suggest that negative energy balance inhibits, while positive energy balance
enhances tumor promotion, but not the conversion of papillomas to carcinomas

in this model for epithelial carcinogenesis.

Effect of dietary energy balance on weight distribution, body fat and serum
protein levels following 50 weeks of tumor promotion in ICR mice. To further
characterize the effect of long-term dietary energy balance manipulation on ICR
female mice, body mass, percent body fat and circulatory protein levels (i.e., IGF-
1, insulin, leptin, adiponectin) were evaluated at the conclusion of the 50-week

two-stage skin carcinogenesis study (Table 4.2). Body mass and percent body
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Table 4.1. Effect of dietary energy balance on tumor promotion and tumor
progression using the two-stage skin carcinogenesis protocol.

Experimental Number  Papillomas per Carcinoma Carcinomas Conversion

Diet of Mice Mouse’ Incidence (%) per Mouse Ratio®
30% CR 26 4.27° 57.7° 0.96° 0.23
15% CR 29 6.17° 69.0° 1.59 0.26
10 Kcal% fat 27 8.2 92.3 1.58 0.20
60 Kcal% fat 25 8.86 96 2.28° 0.26

1Data taken at 29 weeks of promotion with 3.4 nmol of TPA after which the papilloma response had reached
a plateau. %Ratio of the average number of SCCs at week 50 to average number of papillomas at week 29.
aSignificantly different from all groups (p < 0.05, Mann-Whitney U test). bSignificantly different from 10 Kcal%
fat and 60 Kcal% fat groups (p < 0.05, 42 test).
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fat were significantly different among all groups (p < 0.05, Mann-Whitney U test).
CR (both 30% and 15%) significantly reduced levels of circulating IGF-1, insulin
and leptin, and increased levels of adiponectin (30% CR), as compared to both
the overweight control and DIO groups (p < 0.05, Mann-Whitney U test). Despite
significant differences in both body mass and percent body fat, no significant
differences in the levels of circulatory proteins were observed between the
overweight control and DIO groups. The similarity in levels of circulatory proteins
in the DIO and overweight control groups, may explain, in part, the inability of
DIO to further potentiate the effects of tumor promotion during two-stage skin

carcinogenesis.

Effect of dietary energy balance manipulation on weight distribution, body
fat and levels of circulatory proteins in ICR mice. To evaluate potential
mechanisms whereby dietary energy balance modulates two-stage skin
carcinogenesis, additional diet studies were conducted to generate lean, normal,
overweight and obese mice. For these studies, mice were maintained on the four
previously described diets for 15 weeks. Body mass, percent body fat and levels
of circulatory proteins were then determined at study end (Table 4.3). As shown
in Table 4.3, body mass and percent body fat correlated directly with caloric
consumption, yielding significant differences in both parameters among all
groups (p < 0.05, Mann-Whitney U test). Similarly, levels of circulatory proteins

were significantly different across the spectrum of negative to positive energy
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Table 4.2. Effect of dietary energy balance on body mass and serum protein

levels following 50 weeks of tumor promotion.

30% CR 15% CR 10 Kcal% fat 60 Kcal%
Body Mass (g)
Study Start 31.3+0.6 295+1.5 31.1+1.1 31.9+0.9
Body Mass (g)
Study End ° 26.7+0.3 35.0+0.4 41.4+0.9 50.0 + 1.8
Percent Body Fat ° 13.7 £ 1.1 271+2.0 33.2+29 492+54
IGF-1 (ng/mL) 61.4 + 13.6°° 186 £23.9%°  330.5+47.5°  339.5+27.1°

Insulin (pg/mL)

187.1 + 25.12°

404 + 140.4%°

872.8+190.8°

904.0 + 199.0°

Leptin (pg/mL) 386.5 + 134.3%° 7223422153 12887 + 12232 17540 + 3872°
Adiponectin (ng/m) 222217 + 19751.4 + 16165.3 + 14979.7 +
p g 1773.1*° 1960.9 1730.1° 1904.2°

ICR female mice were initiated with 25 nmol of DMBA. Four weeks following initiation, mice were placed on
four experimental diets and maintained on these diets for the duration of the study (n=30/diet), thus
generating lean, normal, overweight and obese phenotypes. Mice were then promoted twice weekly with 3.4
nmol of TPA for 50 weeks. After a two-week washout period, mice were sacrificed and serum was collected
from a subset of mice (n=4). Data represents mean + SEM. a'bSignificantIy different from values with the
same lettering; “significantly different values amongst all groups (p < 0.05, Mann-Whitney U test).
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Table 4.3. Effect of dietary energy balance on body mass and serum protein
levels following 15 weeks of diet consumption.

30% CR 15% CR 10 Kcal% fat 60 Kcal%
Body Mass (g)
Study Start 30.8 + 0.7 30.9 + 1.1 30.8 + 0.5 31.2+0.6
Body Mass (g)
Study End ? 233+05 34.9+0.9 403+1.2 559+ 1.3
Percent Body Fat 19.0+ 1.0 33.0+1.3 385+ 1.8 497+1.8
IGF-1 (ng/mL) 57.6 + 4.4 101.9 + 11.3 193.3 + 13.9 241.3 + 14.9
Insulin (pg/mL) ° 178.2 + 43.7 418.7 + 45.0 738.9 + 86.8 1300 + 173.6
Leptin (pg/mL) ? 439.8 + 126.1 2464 +298.8 4484 +5142 7663 + 869.6
Adiponectin (ng/m) 20924.1 + 19902.8 + 16611.6 + 17299.5 +

p g 1639°° 1048.3%° 732.9%¢ 816.6%°

ICR female mice (n=22) were maintained on four experimental diets for 15 weeks, thus generating lean,
normal, overweight and obese phenotypes. Serum and epidermis were collected following sacrifice for
analysis. Data represents mean + SEM. ®Significantly different value amongst all groups; ’C'd'esignificantly
different from values with the same lettering (p < 0.05, Mann-Whitney U test).
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balance, with the greatest differences occurring between the caloric extremes (p
< 0.05, Mann-Whitney U test). Specifically, CR reduced, while DIO increased
levels of circulating IGF-1, insulin and leptin, findings which are consistent with
previous short-term diet studies conducted in our laboratory (110). In contrast,
levels of adiponectin inversely correlated with caloric consumption, with
significant differences occurring between each CR group and the overweight
control and DIO groups (p < 0.05, Mann-Whitney U test). The mice characterized
in Table 4.3 were then used in subsequent experiments to further evaluate
potential mechanisms of inhibition or enhancement associated with negative and

positive energy balance.

Dietary energy balance and TPA-induced epidermal hyperproliferation.
Given the effect of dietary energy balance on the tumor promotion phase of two-
stage skin carcinogenesis, we next evaluated diet-induced changes in the
epidermal proliferative response following treatment with TPA. For these studies,
ICR female mice were maintained on the four diets for 15 weeks, as described
above, and then treated twice weekly for two weeks with either acetone vehicle
or 3.4 nmol of TPA. Forty-eight hours following the final treatment, mice were
sacrificed; whole skin sections were then processed and examined for epidermal
hyperplasia (epidermal thickness) and labeling index (BrdU incorporation). Figure
4.2A shows representative sections stained with BrdU, which correspond to both

acetone vehicle and TPA treated skins excised from lean, normal, overweight
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Figure 4.2. Effect of dietary energy balance on epidermal proliferative response.
ICR female mice were maintained on the four experimental diets for 15 weeks; after
which they were treated with either acetone vehicle (white bars) or 3.4 nmol of TPA
(black bars) (n=3/group), twice weekly for two weeks. A, Representative paraffin
embedded skin sections stained with BrdU; B, Epidermal thickness (upper panel) and
percent BrdU incorporation (lower panel). *Indicates statistically different from all
similarly treated experimental groups; ? significantly different from values with the same
lettering (p < 0.05; Mann-Whitney U test).
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and obese mice. Quantitative analysis of diet-induced changes in epidermal
hyperproliferation are shown in Figure 4.2B. In the absence of TPA treatment,
moderate CR (30%) significantly reduced both epidermal thickness and labeling
index, as compared to all other dietary groups, but mild CR (15%) only
significantly reduced both parameters when compared to the DIO group (P <
0.05, Mann-Whitney U test). No differences in either epidermal thickness or
percent BrdU incorporation were observed between the overweight control and
DIO groups in the absence of TPA treatment. In contrast, both epidermal
thickness and percent BrdU incorporation were significantly different among all
dietary groups following TPA treatment, with the greatest differences occurring
between the 30% CR and DIO groups (p < 0.05, Mann-Whitney U test). Thus,
negative energy balance reduced and positive energy balance increased

epidermal hyperproliferation in the presence and absence of TPA treatment.

Effect of dietary energy balance on growth factor signaling. To identify the
underlying mechanisms that link dietary energy balance and epithelial
carcinogenesis, we performed Western blot analyses to evaluate diet-induced
changes in growth factor signaling. For these studies, ICR mice were maintained
on the four diets, as described previously, and were treated with a single
application of either acetone or 3.4 nmol of TPA. Mice were sacrificed 6H
following treatment and epidermal lysates were prepared for Western blot

analyses. As shown in Figure 4.3, phosphorylation of the EGFR, IGF-1R and
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EGFR/IGF-1R downstream targets (i.e., Akt, mTOR, S6 ribosomal, GSK-38,
Foxo3a, Stat3) correlated directly with caloric density in the absence of TPA
treatment, corroborating previous findings which suggested that dietary energy
balance modulated steady-state growth factor signaling (110). These diet-
induced changes in EGFR/IGF-1R signaling were further enhanced following
TPA treatment, with the greatest differences in phosphorylation occurring
between the 30% CR and DIO groups (Figure 4.3A, 4.3B). Specifically, 30% CR
significantly reduced activation and/or phosphorylation of the EGFR, the IGF-1R,
Akt, mTOR, S6 ribosomal, GSK-3B, Foxo3a and Stat3, as compared to the DIO

group following TPA treatment (p < 0.05, Student’s t-test; Figure 4.3B).

Dietary energy balance and levels of cell cycle regulatory proteins. In light
of the observed effects of dietary manipulation on tumor promotion, epidermal
hyperproliferation and growth factor signaling, we evaluated diet-induced
changes in cell cycle regulatory proteins. Lean, normal, overweight and obese
mice, described above, were treated with a single application of acetone vehicle
or 3.4 nmol TPA. Mice were sacrificed 6 and 18 hours following treatment,
epidermis was collected for both Western blot and gPCR analysis, and whole
skin sections were excised for immunohistochemical evaluation. Initial
experiments were performed to evaluate changes in positive cell cycle regulatory

protein levels. In the absence of TPA treatment, CR reduced cyclin D1, cyclin E,
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Figure 4.3. Effect of dietary energy balance on growth factor signaling. ICR female
mice were maintained on four experimental diets for 15 weeks, thus generating lean,
normal, overweight and obese phenotypes. Mice were treated with a single application
of acetone vehicle (white bars) or 3.4 nmol of TPA (black bars) and sacrificed 6 hours
following treatment (n=6/group). Epidermal lysates were pooled and prepared for
Western blot analysis. A, Western blot analyses of dietary energy balance effects on
EGFR and IGF-1R signaling; B, Densotometric graph that represents the mean £ SEM
of three independent experiments in which Western blot data was normalized to both
actin and total protein. Differences between 30% CR and 60 Kcal% fat TPA treated
samples are all significant (p < 0.05; Student’s t-test).
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cyclin A and c-myc levels, as compared to DIO, however these differences were
not significantly different (see Figure 4.4A). Consistent with previously published
data from our laboratory, TPA treatment led to increased levels of cyclin D1
(18H), cyclin E (6H, 18H), cyclin A (6H, 18H) and c-myc (6H, 18H) (99 and see
Figure 4.4A). The TPA-mediated increases in cyclin D1, cyclin E, cyclin A and c-
myc were significantly reduced by 30% CR, as compared to DIO, at the 18H
timepoint for all four proteins (p < 0.05, Student’s t-test). Diet-induced changes in
c-myc levels following TPA treatment were also significant at the 6H timepoint (p

< 0.05, Student’s t-test).

Additional Western blot analyses were performed to determine the impact
of dietary energy balance on levels of negative cell cycle regulatory proteins. In
the absence of TPA treatment, levels of both p27 and p21 were significantly
higher in 30% CR mice, as compared to DIO mice (see Figure 4.4B). Following
TPA treatment levels of p27 were reduced and levels of p21 were increased,
regardless of timepoint. In contrast to the observed diet-induced changes in
positive cell cycle regulatory proteins, levels of both p27 and p21 inversely
correlated with caloric consumption. Specifically, both p27 and p21 levels were
significantly higher in 30% CR mice, as compared to DIO mice, 6H following
treatment with TPA (p < 0.05, Student’s t-test). In addition, a similar trend was
observed at the 18H timepoint, however, these differences were not significantly

different.
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Figure 4.4. Effect of dietary energy balance on cell cycle regulatory proteins. ICR
female mice were maintained on four experimental diets for 15 weeks, thus generating
lean, normal, overweight and obese phenotypes. Mice were treated with a single
application of acetone vehicle (white bars) or 3.4 nmol of TPA and sacrificed at 6 (gray
bars) or 18 (black bars) hours following treatment (n=6/group). Epidermal lysates were
pooled and prepared for Western blot analysis. A, Western blot analyses and
quantitation of dietary energy balance effects on positive cell cycle regulatory proteins;
B, Western blot analyses and quantitation of dietary energy balance effects on negative
cell cycle regulatory proteins. Densotometric graphs represent the mean + SEM of three
independent experiments in which Western blot data was normalized to actin. *Denotes
significantly different value from the corresponding timepoint (p < 0.05; Student’s t-test).

101



Additional experiments were conducted to evaluate potential mechanisms
whereby dietary energy balance modulates p21 and p27 (for review of regulatory
mechanisms refer to 185, 186). Epidermal RNA isolated from the lean, normal,
overweight and obese mice was analyzed using gPCR to evaluate diet-induced
changes in p27 (Cdkn1b) and p21 (Cdkn1a) mRNA expression both in the
presence and absence of TPA treatment. CR (both 30% and 15% CR),
significantly increased expression of p27 mRNA in the absence of TPA treatment
(p < 0.05, Mann-Whitney U test), however no differences were observed
following TPA treatment (Fig 4.5A). In contrast, no diet-induced changes in p21
mMRNA expression were observed in the absence of TPA, however, 30% CR
significantly increased p21 mRNA expression 6H following TPA treatment (p <
0.05, Mann-Whitney U test; Fig. 4.5B). Additionally, immunohistochemical
evaluation of whole skin sections stained for both p27 and p21 suggested an
effect of caloric consumption on nuclear localization of these negative cell cycle
regulatory proteins. Specifically, 30% CR increased the intensity of nuclear
staining for p27 and p21 both in the presence and absence of TPA treatment,
independent of the effects of TPA on total protein levels (Fig. 4.6). Collectively,
these data suggest that dietary energy balance, at least in part, modulates tumor
promotion and epidermal proliferation through both direct and indirect effects on

cell cycle regulatory proteins.
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Figure 4.5. Effect of dietary energy balance on mRNA expression of negative cell
cycle regulatory proteins. ICR female mice were maintained on four experimental diets
as described in Figure 4.3. Mice were treated with a single application of acetone vehicle
or 3.4 nmol of TPA and sacrificed 6 and 18 hours following treatment (n=3/group). RNA
was prepared from epidermis and analyzed using qPCR. A, Effect of dietary energy
balance on cdkn1b mRNA expression; B, Effect of dietary energy balance on cdknia
mRNA expression. ? Significantly different from 10 Kcal% and 60 Kcal% fat groups, °
significantly different from all groups (p < 0.05, Mann-Whitney U test).
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Figure 4.6. Effect of dietary energy balance on p27 and p21 localization. ICR female
mice were maintained on four experimental diets as described in Figure 4.3. Mice were
treated with a single application of acetone vehicle or 3.4 nmol of TPA and sacrificed 6
and 18 hours following treatment (n=3/group). Whole skin sections were excised for
immunohistochemical analysis of p27 and p21 localization. A, p27; B, p21.
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Activation of the IGF-1R stimulates IGF-1R/EGFR crosstalk in cultured
mouse keratinocytes. Both current and previous data suggest a role for IGF-1
in modulating the effect of dietary energy balance on epithelial carcinogenesis. A
reduction in circulating IGF-1, either due to genetic (LID mouse model) or dietary
manipulation (CR) attenuates both IGF-1R and EGFR growth factor signaling,
suggesting a potential for crosstalk between these two receptors (49, 110). To
determine the role of IGF-1 in modulating signaling through both the IGF-1R and
the EGFR, we conducted a series of experiments using C50 cells (cultured
mouse keratinocytes), cultured as previously described (187). Initial experiments
were performed to determine if IGF-1 stimulation had an effect on activation of
not only the IGF-1R, but also the EGFR and ErbB2. For these experiments, C50
cells were stimulated with 25 ng/mL of IGF-1, harvested at multiple timepoints (0,
5, 10, 15, 30, 60, 90, 120 minutes) and analyzed for IGF-1R (as measured by
IRS-1), EGFR and ErbB2 activation (i.e., phosphorylation) using Western blot
analysis. As shown in Figure 4.7, IGF-1 induced activation of all three cell
surface receptors. Phosphorylation of the EGFR was rapid, with the greatest
activation occurring 5 minutes following IGF-1 stimulation, and despite a steadily
decreasing trend in EGFR activation at later timepoints, phosphorylation was

maintained above the basal level, even at 120 minutes. EGFR phosphorylation
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Figure 4.7. Effect of IGF-1 and EGF stimulation on growth factor receptor
activation. C50 cells were cultured to ~80% confluency, serum and growth factor
starved for 24 hours and stimulated with either IGF-1 (25 ng/mL) or EGF (10 ng/mL).
Cells were then harvested at multiple timepoints (0, 5, 10, 15, 30, 60, 90, 120) and lysate
was prepared for Western blot analysis. A, Western blot analyses targeting EGFR,
ErbB2 and IGF-1R activation status. Upper panel corresponds to IGF-1 stimulation,
while the lower panel corresponds to EGF stimulation; B, Quantitation of corresponding
Western blots. Data shown represents an average of at least two independent
experiments.
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correlated directly with IGF-1 induced activation of the IGF-1R (again see Fig.
4.7). Early ErbB2 phosphorylation also paralleled IGF-1R and EGFR activation;
however, ErbB2 activation was maintained to a greater extent at later timepoints.
An additional experiment was performed in which C50 cells were stimulated with
10 ng/mL of EGF and harvested at the same timepoints described above to
determine if direct activation of the EGFR could induce IGF-1R phosphorylation.
EGF stimulation activated both the EGFR and ErbB2, with the greatest activation
occurring between 15 and 30 minutes; however, there was no effect of EGF

stimulation on IGF-1R activation (again see Fig. 4.7).

Additional experiments were performed to evaluate mechanisms whereby

IGF-1 induced activation of the EGFR. Previous studies have identified several
potential mechanisms for IGF-1R and EGFR crosstalk (86-90). We began by
evaluating the ability of IGF-1 or EGF to induce heterodimerization between the
IGF-1R and the EGFR. Co-immunoprecipitation experiments were performed
using cell lysates prepared from similarly treated and harvested C50 cells. As
shown in Figure 4.8, IGF-1 stimulation induced an increase in IGF-1R/EGFR
association, but EGF had no effect. Additional experiments were performed to
determine the impact of IGF-1 on EGFR and EGFR ligand mRNA expression.
We performed qPCR analysis using RNA extracted from C50 cells (stimulated
with IGF-1 or EGF and harvested at the previously described timepoints) and

evaluated the relative expression of EGFR, TGF-«, HB-EGF and amphiregulin.
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Figure 4.8. Effect of IGF-1 and EGF stimulation on IGF-1R/EGFR association. C50
cells were harvested and cultured as described in Figure 4.7 and lysate was prepared
for co-immunoprecipitation experiments. A, Effect of IGF-1 stimulation on IGF-1R/EGFR
association. Upper panel corresponds to co-immunoprecipitation with IGF-1R and
subsequent Western blot analyses for EGFR and IGF-1R. Lower panel shows the
corresponding quantitation. EGFR and IGF-1R were first normalized to IgG and then
normalized to eachother; B, Effect of EGF stimulation on IGF-1R/EGFR association.
Upper and lower panels correspond to the same parameters presented in A. Data shown
represents a single experiment.
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Both IGF-1 and EGF stimulation induced heightened expression of HB-EGF and
amphiregulin, with a greater induction occurring with EGF treatment (Fig. 4.9B,
C). These relative increases in mRNA expression, however, were observed only
at later timepoints (= 60 minutes). We observed no increase in TGF-a and
EGFR mRNA expression following stimulation of C50 cells with either IGF-1 or
EGF (Fig. 4.9A, D). These findings suggest that IGF-1 modulates both IGF-1R
and EGFR activation due to receptor crosstalk. IGF-1 induced IGF-1R and EGFR
heterodimerization may partially mediate early phosphorylation of the EGFR,
while IGF-1 mediated changes in EGFR ligand mRNA expression may account
for sustained activation of the EGFR. Ectodomain shedding of EGFR ligands
following IGF-1 stimulation may act as an additional mechanism of early EGFR
phosphorylation, however, this mechanism was not evaluated in the current
study. In contrast to the effects of IGF-1 on EGFR activation, EGF stimulation
had no effect on IGF-1R phosphorylation or induction of an IGF-1R/EGFR

association, findings that imply that reciprocal crosstalk is absent.

Dietary energy balance and IGF-1R/EGFR crosstalk in vivo. After having
identified mechanisms whereby IGF-1 modules IGF-1R/EGFR crosstalk in
cultured mouse keratinocytes, we next evaluated the impact of dietary energy
balance on IGF-1R/EGFR crosstalk in vivo. For these experiments, ICR female
mice were maintained on the 30% CR and DIO diets previously described for 15

weeks. The lean and obese mice were then treated with a single application of
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Figure 4.9. Effect of IGF-1 and EGF stimulation on EGFR ligand expression. C50
cells were cultured and harvested as described in Figure 4.7. RNA was isolated and
MRNA expression was analyzed using qPCR. A, TGF-«a; B, HB-EGF; C, Amphiregulin;
D, EGFR. Data shown represents the average + SEM of three independent experiments.
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acetone vehicle or 3.4 nmol of TPA and sacrificed 6 or 18 hours later. Epidermal
lysates and epidermal RNA were prepared for Western blot and qPCR analysis.
Co-immunoprecipitation experiments were performed to evaluate diet-induced
changes in IGF-1R/EGFR heterodimerization. As shown in Figure 4.10, DIO
increased the relative association between the IGF-1R and the EGFR 6 hours
following TPA treatment, while CR reduced this association. We next performed
gPCR analysis to determine the impact of dietary energy balance on EGFR and
EGFR ligand mRNA expression (i.e., TGF-«, HB-EGF, amphiregulin, EGFR).
DIO significantly increased levels of mMRNA for EGFR ligands, as compared to
30% CR, both in the presence and absence of TPA treatment (Fig. 4.11).
Specifically, DIO significantly increased mRNA expression of TGF-«a (18H), HB-
EGF (acetone, 6H) and amphiregulin (6H), while there were no significant
differences in EGFR mRNA expression. These findings suggest that dietary
energy balance modulates IGF-1R/EGFR crosstalk in vivo at least in part due to
diet-induced changes in both IGF-1R and EGFR heterodimerization and EGFR

ligand mRNA expression.
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Figure 4.10. Effect of dietary energy balance on IGF-1R and EGFR
heterodimerization. ICR female mice were maintained on a 30% CR and 60 Kcal% fat
diet and treated with TPA, as described in Figure 4.3 (n=6/group). Epidermal lysates
were pooled and prepared for co-immunoprecipitation experiments. A, Co-
immunoprecipitation with EGFR and subsequent Western blot analyses for EGFR and
IGF-1R; B, Desotometric graph representing the Western blots shown in A. EGFR and
IGF-1R were first normalized to IgG and then normalized to eachother. Data shown
represents a single experiment.
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Figure 4.11. Effect of dietary energy balance on EGFR ligand mRNA expression.
ICR female mice were maintained on the 30% CR and 60 Kcal% fat diets described in
Figure 4.3 for 15 weeks. Mice were treated with a single application of acetone vehicle
or 3.4 nmol of TPA and sacrificed 6 or 18 hours following treatment (n=3/group).
Epidermal RNA was isolated for gPCR analysis and relative mRNA expression was
determined. A, TGF-«; B, HB-EGF; C, Amphiregulin; D, EGFR. Data represents the
average + SEM. * Denotes significantly different value from 30% CR group at the
corresponding timepoint (P < 0.05, Mann-Whitney U test).
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Discussion

The current study was conducted to determine: i) the impact of dietary
energy balance on epithelial carcinogenesis; ii) potential mechanisms whereby
caloric consumption modulates two-stage skin carcinogenesis; iii) the role of IGF-
1 in mediating IGF-1R/EGFR crosstalk in mouse keratinocytes. We began by
determining the impact of caloric consumption on epithelial carcinogenesis using
the two-stage skin carcinogenesis protocol. Consistent with previously published
data, CR (30% and 15%) significantly inhibited tumor promotion, as compared to
both the overweight control and DIO groups, but had no inhibitory effect on tumor
progression (measured by rate of malignant conversion) (6, 100, 101). With
regard to DIO, we observed no significant effect on either tumor promotion or
progression when compared to the overweight control, despite a significant
increase in both body mass and percent body fat, findings similar to studies
conducted by Birt et. al. (105). Interestingly, levels of IGF-1, insulin and leptin did
not significantly differ between the overweight control and DIO groups,
suggesting that a threshold may have been reached in which further caloric
consumption had no impact on levels of circulatory proteins and/or tumor
response. This notion of a threshold for the effects of fat consumption on
tumorigenesis has been previously published, although not using the two-stage
skin carcinogenesis model. Several mammary carcinogenesis studies conducted
in both rats and mice have reported that despite significant differences in body

mass, no significant increase in tumor incidence occurred when dietary fat
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consumption exceeded 20 to 30 Kcal% (188-190). Although our study employed
a lower percent fat diet (10 Kcal%), this threshold concept could explain the lack
of a further effect of DIO on tumor promotion, due to differences in dietary
composition, diet consumption and mode of tumor induction between the current
and previous studies. In summary, the current study evaluated the effect of both
moderate (30%) and mild (15%) CR, as well as the effect of DIO, on epithelial
carcinogenesis; thus providing a more thorough evaluation of the effects of
dietary energy balance on two-stage skin carcinogenesis, as compared to earlier
reports. Collectively, our data suggests that negative energy balance (30% and
15% CR) inhibited, while positive energy balance (overweight control, DIO)
enhanced tumor promotion, with no effect on the conversion of papillomas to

squamous cell carcinomas.

Given the effect of dietary energy balance on two-stage skin
carcinogenesis, we next conducted a series of experiments to determine
potential mechanisms whereby negative energy balance inhibits and positive
energy balance enhances epithelial carcinogenesis. To begin, we evaluated diet-
induced changes in epidermal hyperproliferation both in the presence and
absence of treatment with TPA. In the absence of TPA treatment, moderate
(30%) and mild (15%) CR significantly reduced both epidermal thickness and
labeling index, as compared to DIO. In contrast, no significant differences in

epidermal hyperproliferation were observed between the overweight control and
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DIO groups, findings that are consistent with data published by Lautenbach et.
al., which reported no difference in BrdU incorporation in normal mammary
glands excised from either normal weight control or obese mice (191). When
evaluating diet-induced changes in the epidermal proliferative response to TPA
treatment, we observed a significant effect of energy consumption across the
spectrum of negative to positive energy balance on both epidermal thickness and
labeling index, with the greatest differences occurring between the 30% CR and
DIO groups. Several studies have demonstrated similar effects of energy balance
manipulation (DIO and/or varying levels of CR) on cellular proliferation in both
normal and tumorigenic tissue (e.g., mammary, colon, liver, epidermis, bladder)
(191-196). These findings suggest that dietary energy balance may modulate

epithelial carcinogenesis through diet-induced changes in epidermal proliferation.

Previously published data from our laboratory suggests a role for both
IGF-1R and EGFR activation in the modulation of TPA-induced epidermal
hyperproliferation and multistage carcinogenesis in mouse skin. Specifically,
inhibition of TPA-induced EGFR activation in vivo, using a tyrosine kinase
inhibitor (RG13022), significantly reduced epidermal hyperplasia and proliferation
in SENCAR mice (168). In contrast, overexpression of IGF-1, using either
HK1.1GF-1 or BK5.IGF-1 transgenic mice, significantly enhanced the epidermal
proliferative response to TPA treatment, as well as tumor multiplicity during two-

stage skin carcinogenesis (125, 160). Given the association between IGF-
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1R/EGFR activation and epidermal proliferation, as well as findings from recently
published data which demonstrated an effect of caloric consumption on steady-
state activation of both the IGF-1R and the EGFR (110), we performed Western
blot analyses to evaluate diet-induced changes in IGF-1R and EGFR activation
following TPA treatment. CR significantly attenuated activation of both the IGF-
1R and the EGFR, as compared to DIO. Additional analyses were performed to
evaluate the effect of dietary energy balance on signaling downstream of the
IGF-1R and the EGFR, specifically to Akt, mMTOR and their downstream
substrates. CR consistently inhibited, while DIO consistently enhanced
phosphorylation of Akt, mMTOR, S6 ribosomal, GSK3p and Foxo3a. Xie et. al.
reported a similar reduction in TPA-mediated Akt activation following dietary
calorie restriction (104). Taken together, these data suggest that negative energy
balance may inhibit, while positive energy balance may enhance epidermal
hyperproliferation and multistage carcinogenesis in mouse skin due to differential
activation of the IGF-1R and the EGFR, resulting in altered downstream signaling

to Akt and mTOR.

Heightened activation of Akt (BK5.IGF-1, BK5.Aktwt transgenic mice) has
been shown to specifically increase levels of positive cell cycle regulatory
proteins (cyclins D, A, E, c-myc), thus providing a mechanism for the up-
regulation of cellular proliferation in response to tumor promotion (93, 98). Given

the effect of dietary energy balance on Akt activation, we evaluated diet-induced
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changes in cell cycle regulatory proteins. In the current study, levels of positive
cell cycle regulatory proteins correlated directly with caloric consumption
(significant with TPA treatment — 18H timepoint), although significant differences
between the 30% CR and DIO groups were not observed in the absence of TPA
treatment. In contrast, levels of negative cell cycle regulatory proteins inversely
correlated with caloric consumption, with significant differences occurring
between the caloric extremes both in the presence (6H) and absence of TPA
treatment. Several studies by Thompson and colleagues have reported similar
modulation of cell cycle regulatory proteins (40-42). Forty percent CR
consistently reduced levels of cyclins D1, E and A and increased levels of p27
and p21 in mammary carcinomas (40, 41). The more severe CR (40%) and the
malignant nature of the tissue examined (mammary carcinomas) may have
exacerbated the effects of CR on cell cycle regulation, as compared to the
current study; however the findings remain relevant. Additional findings by Jiang
et. al., suggest that energy restriction not only modulates levels of cell cycle
regulatory proteins, but also regulates activity of cell cycle inhibitors and
activators (40). Specifically, 40% CR enhanced cyclin dependent kinase (cdk)
complex formation with both p27 and p21 and inhibited complexing of cdks with
cyclin D1 and cyclin E, thus inhibiting cell cycle progression (40). These findings
may explain, in part, the ability of CR to inhibit epidermal proliferation, in the
absence of TPA treatment, regardless of the non-significant reduction in levels of

cell cycle progression related proteins. Additional studies evaluated diet-induced
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changes in the regulation (e.g., mMRNA expression, protein localization) of cell
cycle inhibitory proteins, thus providing further evidence for the role of dietary
energy balance in the modulation of epithelial carcinogenesis. The current study
demonstrates that both CR and DIO modulate cell cycle progression through
diet-induced changes in levels or activity of cell cycle regulatory proteins. These
changes in cell cycle regulation result in altered epidermal proliferation, thus
providing a plausible mechanistic explanation for the effects of dietary energy

balance on two-stage skin carcinogenesis.

As noted in the Introduction and shown in Tables 4.2 and 4.3, levels of
circulating IGF-1 are differentially regulated by dietary energy balance
manipulation, and changes in this globally active circulatory protein are
hypothesized to regulate many of the effects of caloric consumption on
tumorigenesis. Recently published data from our laboratory, using the liver IGF-1
deficient (LID) mouse model, demonstrated a direct correlation between
genetically reduced levels of circulating IGF-1 and inhibition of two-stage skin
carcinogenesis, similar to the effects of CR (Figs. 3.1 and 4.1) (49). Evaluation of
IGF-1 mediated changes in epidermal growth factor signaling, using both the LID
mouse model and dietary energy balance manipulation, demonstrated alterations
in activation of both the IGF-1R and the EGFR (CR, LID reduced; DIO increased)
following treatment with TPA (Figure 4.3) (49). Additional data from our

laboratory demonstrated that overexpression of IGF-1 (HK1.IGF-1 transgenic
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mouse model) increased epidermal activation of the EGFR following TPA
treatment, thus providing further evidence for the role of IGF-1 in mediating
signaling through both the IGF-1R and the EGFR (125). Taken together, these
findings suggest that IGF-1 may modulate the effects of dietary energy balance
on epithelial carcinogenesis due at least in part to receptor crosstalk between the

IGF-1R and the EGFR.

In the current study, we established that IGF-1 specifically induced
activation of not only the IGF-1R, but also the EGFR and ErbB2 using C50 cells
(cultured mouse keratinocytes), findings that confirm previously published data
showing IGF-1 mediated activation of the EGFR (55, 89, 90, 197). These earlier
reports, however, do not evaluate the effect of IGF-1 stimulation on ErbB2
activation. We hypothesize that several mechanisms are responsible for the
observed effect of IGF-1 on ErbB2 phosphorylation, including: i) EGFR/ErbB2
heterodimerization (early timepoints) (for review see 198); ii) MMP-mediated
generation of a truncated, kinase active form of ErbB2 (early timepoints) (199);
iii) and IGF-1R/ErbB2 heterodimerization (either full length or truncated form of
ErbB2 — later timepoints) (200). Further evaluation of IGF-1 effects on ErbB2 will
be conducted in future experiments. Additional studies were performed to
evaluate the effect of EGF on both IGF-1R and EGFR activation. Similar to
studies conducted by Roudabush et. al. and EI-Shewy et. al., we observed no

effect of EGF stimulation on IGF-1R activation, suggesting that IGF-1R/EGFR

120



crosstalk may be unidirectional (89, 90). Further mechanistic studies determined
that IGF-1 modulates activation of the EGFR in cultured keratinocytes through
multiple mechanisms, including induction of IGF-1R/EGFR heterodimerization
and heightened EGFR ligand mRNA expression. These IGF-1 induced changes
may account for sustained activation of the EGFR, observed at later timepoints,
however, they do not fully explain the rapid induction of EGFR phosphorylation
observed following IGF-1 stimulation. Previous studies identified IGF-1 mediated
ectodomain shedding of EGFR ligands as an additional mechanism whereby
IGF-1 induces EGFR phosphorylation (55, 89, 90, 197), findings which could
account for this early induction of EGFR activation by IGF-1. The effects of IGF-1
on EGFR ligand ectodomain shedding are currently being analyzed. Finally, we
conducted in vivo experiments to determine if dietary energy balance modulates
IGF-1R/EGFR crosstalk. CR not only reduced IGF-1R/EGFR heterdimerization
following TPA treatment, but also significantly reduced mRNA expression of
EGFR ligands, as compared to DIO. These findings suggest that CR reduced,
while DIO increased activation of the IGF-1R and the EGFR, in part due to diet-

induced changes in IGF-1R and EGFR crosstalk.

In conclusion, we have shown that CR reduced, while DIO increased
epidermal growth factor signaling through the IGF-1R and the EGFR following
TPA treatment. In vitro experiments using IGF-1 stimulation in cultured mouse

keratinocytes, as well as earlier in vivo studies using the LID mouse model
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suggest that levels of circulating IGF-1, which are modulated by dietary energy
balance, regulate activation of both the IGF-1R and the EGFR due to receptor
crosstalk. These diet-induced changes in IGF-1R and EGFR activation then
altered downstream signaling to Akt and mTOR, subsequently modulating cell
cycle regulation. Specifically, CR inhibited, while DIO enhanced cell cycle
progression, findings that correlated directly with diet-induced changes in
epidermal proliferation. Taken together, these effects of dietary energy balance
on IGF-1R/EGFR signaling and crosstalk, cell cycle regulation and epidermal
proliferation provide a plausible mechanism for the inhibitory effects of negative
energy balance and the enhancing effects of positive energy balance on

susceptibility to two-stage skin carcinogenesis.
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Chapter V

Final conclusions and future directions.

The prevalence of obesity in the United States continues to rise among
both adults and children, creating a virtual epidemic that is associated with
multiple health implications. Amongst these obesity-related diseases, a direct
association between obesity and increased risk of developing or mortality from
multiple cancers has been clearly established (1, 10). While the obesity-cancer
link has been well defined, the molecular mechanisms underlying the enhancing
effects of obesity remain unclear. In contrast, CR has been shown to consistently
inhibit tumorigenesis in animal models, regardless of tumor type or mode of
induction (4). This method of cancer prevention, however, presents translational
limitations, given the degree of CR that is required to achieve maximal inhibition.
Similar to the association between obesity and cancer, the mechanisms
underlying the inhibitory effects of CR are not well established. Given this link
between energy balance and cancer and the dramatic increase in the incidence
of obesity, there is an urgent need for mechanistic studies that identify the
potential molecular targets that account for the enhancing or inhibitory effects of
obesity and CR on tumorigenesis. Identification of these molecular mechanisms
could provide the necessary information for intervention strategies that could
facilitate a reduction in obesity related cancers, as well as identify molecular

targets for CR mimetics that could function in a chemopreventive fashion.
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The overall aim of the project presented herein was to determine the effect
of both positive and negative energy balance on epithelial carcinogenesis and to
identify potential mechanisms underlying the energy balance-cancer link. From
these studies, we were able to demonstrate the following: i) positive energy
balance enhanced, while negative energy balance inhibited multistage
carcinogenesis in mouse skin (Chapter 1V); ii) the epidermal proliferative
response correlated directly with caloric consumption (Chapter 1V); iii) CR
reduced, while DIO increased both steady-state and TPA-induced epidermal
growth factor signaling through the IGF-1R and the EGFR, as well as signaling
downstream to Akt and mTOR (Chapter Il, IV); iv) CR and DIO similarly
modulated steady-state growth factor signaling in both the liver and DL prostate
in multiple mouse strains (Chapter Il); v) levels of positive cell cycle regulatory
proteins (i.e., cyclin D1, E, A and c-myc) correlated directly with caloric
consumption, while levels of negative cell cycle regulatory proteins (p27 and p21)
inversely correlated with caloric consumption in mouse epidermis following TPA
treatment (Chapter 1V); vi) reduced levels of circulating IGF-1, in the absence of
dietary manipulation (LID), reduced susceptibility to two-stage skin
carcinogenesis, inhibited epidermal hyperproliferation and attenuated IGF-1R
and EGFR growth factor signaling during tumor promotion, in a manner similar to
CR (Chapter Ill); vii) IGF-1 modulated activation of both the IGF-1R and the
EGFR in cultured mouse keratinocytes (Chapter IV); viii) IGF-1 induced IGF-

1R/EGFR heterodimerization and EGFR ligand mRNA expression in cultured
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mouse keratinocytes (Chapter IV); and finally ix) CR reduced, while DIO
increased the association between the IGF-1R and the EGFR, as well as EGFR
ligand mRNA expression following TPA treatment (Chapter IV). Taken together,
these findings suggest that dietary energy balance affects susceptibility to
epithelial carcinogenesis due to alterations in epidermal growth factor signaling.
Specifically, levels of circulating IGF-1, which directly correlate with caloric
consumption, modulate signaling through both the IGF-1R and the EGFR due to
the presence of IGF-1R/EGFR crosstalk (see Figure 5.1 for summary of crosstalk
mechanisms observed in vitro and in vivo). These diet-induced changes in IGF-
1R and EGFR activation (CR reduces, DIO increases) subsequently alter
downstream signaling to Akt and mTOR, which then modulates levels of cell
cycle regulatory proteins. This effect of dietary manipulation on cell cycle
progression then alters epidermal hyperproliferation, thus inhibiting (CR) or
enhancing (DIO) susceptibility to epithelial carcinogenesis (see Figure 5.2 for

summary of diet-induced changes in cellular signaling and cellular response).

While the data presented fulfills the project aims, further in vitro and in vivo
studies could be performed to provide a more comprehensive evaluation of the
effects of IGF-1 on IGF-1R and EGFR crosstalk. Additional studies could be
conducted to determine which of the three mechanisms (i.e., mMRNA expression,
IGF-1R/EGFR heterodimerization, ectodomain shedding of EGFR ligands) is

most critical for the effects of IGF-1 on EGFR activation. For these studies,
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Figure 5.1. Proposed mechanisms of crosstalk between the IGF-1R and the EGFR
in keratinocytes. Activation of the IGF-1R by IGF-1 leads to activation of the EGFR. In
vitro, IGF-1 rapidly induces EGFR phosphorylation, in part due to an IGF-1R/EGFR
association. We hypothesize that an additional mechanism may be occurring in which
IGF-1 induces EGFR ligand ectodomain shedding. Our data suggests that sustained
EGFR activation may be mediated by IGF-1 induced changes in EGFR ligand
expression. In vivo, TPA treatment leads to an increase in IGF-1R/EGFR association,
which is further enhanced with DIO. Furthermore, CR reduces, while DIO increases
EGFR ligand mRNA expression both in the presence and absence of TPA treatment.
Differential regulation of ectodomain shedding may contribute to the effects of energy
consumption on IGF-1R/EGFR crosstalk and downstream signaling.
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Figure 5.2. Proposed mechanism whereby dietary energy balance modulates
epithelial carcinogenesis. DIO (black arrows) increases signaling through the IGF-1R
and the EGFR, potentially due to IGF-1R/EGFR crosstalk, thus leading to heightened
activation of Akt and mTOR. Subsequently, DIO increases protein levels of positive cell
cycle regulators such as c-myc and cyclins A, E and D1 while decreasing the levels of
negative cell cycle regulatory proteins (p21 and p27). Overall, this leads to increased cell
growth, proliferation, and survival during tumor promotion. In contrast, CR (white arrows)
leads to the opposite effects on these signaling pathways and cell cycle regulators,
leading to a reduction in cell growth, proliferation, and survival during tumor promotion.
Collectively, these changes in cellular signaling modulate susceptibility to epithelial
carcinogenesis in mouse skin.
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both pharmacologic (inhibit ectodomain shedding, bind available cleaved EGFR
ligands) and genetic approaches (siRNA against EGFR ligands) could be utilized
either alone or in combination, to evaluate the ability of IGF-1 to induce EGFR
activation, as well as determine the mechanism that exerts the greatest effects
on IGF-1 mediated cellular proliferation and cellular survival. Additional
experiments, in which the EGFR is inhibited (siRNA, shRNA or a pharmacologic
approach), could provide further mechanistic data. These studies would
specifically determine the contribution of EGFR activation in the modulation of
IGF-1 induced phosphorylation of Akt and mTOR, as well as the overall biological
outcome. Together, these studies would more clearly establish the importance of
IGF-1R and EGFR crosstalk, as well as determine the critical underlying
mechanisms that contribute to the effects of IGF-1 on cancer-related cellular

signaling pathways in mouse keratinocytes.

In vivo studies suggest that dietary energy balance modulates IGF-1R and
EGFR crosstalk, however, it is unclear if these dietary effects are directly
mediated by changes in levels of circulating IGF-1. Several experiments could be
conducted to determine if IGF-1 is in fact modulating receptor crosstalk in vivo.
First, we could evaluate the impact of IGF-1 overexpression (BK5.IGF-1
transgenic mouse model), in the absence of dietary manipulation, on IGF-1R and
EGFR crosstalk following treatment with TPA. Specifically, using BK5.1GF-1

transgenic mice, we could determine if IGF-1 overexpression induces IGF-1R
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and EGFR heterodimerization, as well as increases mRNA expression of EGFR
ligands. These same experiments could be performed using the LID mouse
model to determine if genetically reduced levels of circulating IGF-1 can function
to inhibit crosstalk between the IGF-1R and the EGFR in a manner similar to CR.
Finally, we could conduct a study in which CR mice are infused with recombinant
human IGF-1, thus raising the level of circulating IGF-1 to those observed in DIO
mice, and then evaluate IGF-1R/EGFR heterodimerization and EGFR ligand

MRNA expression.

In addition to the proposed in vitro and in vivo studies that examine IGF-
1R and EGFR crosstalk, further studies could be conducted to evaluate the
impact and underlying mechanisms of IGF-1 on activation of other ErbB family
members. As mentioned in Chapter IV, IGF-1 stimulated rapid phosphorylation of
not only the EGFR, but also ErbB2, and this phosphorylation was sustained at
later timepoints. Several mechanisms could account for these effects of IGF-1 on
ErbB2 activation, including: i) EGFR/ErbB2 heterodimerization (early timepoints)
(for review see 198); ii) MMP-mediated generation of a truncated, kinase active
form of ErbB2 (early timepoints) (199); iii) and IGF-1R/ErbB2 heterodimerization
(either full length or truncated form of ErbB2 — later timepoints) (200). Using
approaches similar to those already proposed, we could determine the primary
mechanism whereby IGF-1 modulates ErbB2 activation and the role that ErbB2

plays in IGF-1 mediated effects on cellular proliferation and survival. These
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findings could then be evaluated in vivo using the animal models previously

mentioned.

Finally, the data presented in the current project suggests that disruption
of IGF-1R/EGFR crosstalk and downstream signaling to Akt and mTOR would
function to inhibit, at least in part, the enhancing effect of positive energy balance
on epithelial carcinogenesis. Findings from the proposed studies would identify
the primary mechanism whereby IGF-1R activation modulates EGFR
phosphorylation, thus providing a potential target for pharmacologic intervention.
This would enable inhibition of IGF-1R and EGFR crosstalk without the use of
broad-spectrum inhibitors of either receptor tyrosine kinase. Studies could then
be conducted to evaluate the ability of this inhibitor of IGF-1R and EGFR
crosstalk, either alone or in combination with mTOR and/or Akt specific inhibitors,
to attenuate the effects of positive energy balance on TPA-induced cellular
signaling, epidermal proliferation and two-stage skin carcinogenesis. Should
these inhibitors be ineffective, additional studies could be conducted to evaluate
the feasibility of using an IGF-1R or an EGFR specific inhibitor, either alone or in
combination, as a chemopreventive strategy. Further studies could be conducted
to determine if these inhibitors could mimic the anticancer effects of moderate
CR (30% CR), in the absence of DIO, either alone or in combination with a milder
CR regimen. Findings from these experiments could provide further insight that

could then be used in translational chemoprevention studies.

130



References

1. Calle EE, Rodriguez C, Walker-Thurmond K, Thun MJ. Overweight,
obesity, and mortality from cancer in a prospectively studied cohort of U.S.
adults. N Engl J Med. 2003;348:1625-38.

2. Hedley AA, Ogden CL, Johnson CL, Carroll MD, Curtin LR, Flegal KM.
Prevalence of overweight and obesity among US children, adolescents, and
adults, 1999-2002. Jama. 2004;291:2847-50.

3. Ogden CL. Advance Data from Vital Health Statistics: CDC; 2004 October.
4, Hursting SD, Smith SM, Lashinger LM, Harvey AE, Perkins SN. Calories
and carcinogenesis: lessons learned from 30 years of calorie restriction research.
Carcinogenesis. 2010;31:83-9.

5. Hursting SD, Lavigne JA, Berrigan D, Perkins SN, Barrett JC. Calorie
restriction, aging, and cancer prevention: mechanisms of action and applicability
to humans. Annu Rev Med. 2003;54:131-52.

6. Boutwell R. Some biological aspects of skin carcinogenesis. Prog Exp
Tumor Res. 1964,;4:207-50.

7. Stewart JW, Koehler K, Jackson W, Hawley J, Wang W, Au A, et al.
Prevention of mouse skin tumor promotion by dietary energy restriction requires
an intact adrenal gland and glucocorticoid supplementation restores inhibition.
Carcinogenesis. 2005;26:1077-84.

8. Hursting SD, Nunez NP, Patel AC, Perkins SN, Lubet RA, Barrett JC. The
utility of genetically altered mouse models for nutrition and cancer
chemoprevention research. Mutat Res. 2005;576:80-92.

9. Patel AC, Nunez NP, Perkins SN, Barrett JC, Hursting SD. Effects of
energy balance on cancer in genetically altered mice. J Nutr. 2004;134:3394S-
8S.

10. Calle EE, Kaaks R. Overweight, obesity and cancer: epidemiological
evidence and proposed mechanisms. Nat Rev Cancer. 2004;4:579-91.

11.  Weindruch R, Walford R. The Retardation of Aging and Disease by
Dietary Restriction. In: Thomas CC, editor.; 1988; Sprindfield, IL; 1988.

12.  Zhang Y, Leibel R. Molecular physiology of leptin and its receptor. Growth
Genetics and Hormones. 1998;14:17-35.

13.  Stattin P, Lukanova A, Biessy C, Soderberg S, Palmqvist R, Kaaks R, et
al. Obesity and colon cancer: does leptin provide a link? Int J Cancer.
2004;109:149-52.

14. Chang S, Hursting SD, Contois JH, Strom SS, Yamamura Y, Babaian RJ,
et al. Leptin and prostate cancer. Prostate. 2001;46:62-7.

15.  Ashizawa N, Yahata T, Quan J, Adachi S, Yoshihara K, Tanaka K. Serum
leptin-adiponectin ratio and endometrial cancer risk in postmenopausal female
subjects. Gynecol Oncol. 2010;119:65-9.

16. Rene Gonzalez R, Watters A, Xu Y, Singh UP, Mann DR, Rueda BR, et
al. Leptin-signaling inhibition results in efficient anti-tumor activity in estrogen
receptor positive or negative breast cancer. Breast Cancer Res. 2009;11:R36.

131



17.  Karaduman M, Bilici A, Ozet A, Sengul A, Musabak U, Alomeroglu M.
Tissue leptin levels in patients with breast cancer. J BUON. 2010;15:369-72.

18. Bouloumie A, Drexler HC, Lafontan M, Busse R. Leptin, the product of Ob
gene, promotes angiogenesis. Circ Res. 1998;83:1059-66.

19.  Fenton JI, Hord NG, Lavigne JA, Perkins SN, Hursting SD. Leptin, insulin-
like growth factor-1, and insulin-like growth factor-2 are mitogens in ApcMin/+ but
not Apc+/+ colonic epithelial cell lines. Cancer Epidemiol Biomarkers Prev.
2005;14:1646-52.

20. Garofalo C, Surmacz E. Leptin and cancer. J Cell Physiol. 2006;207:12-
22.

21.  Yamaji T, lwasaki M, Sasazuki S, Tsugane S. Interaction between
adiponectin and leptin influences the risk of colorectal adenoma. Cancer Res.
2010;70:5430-7.

22. Cleary MP, Ray A, Rogozina OP, Dogan S, Grossmann ME. Targeting the
adiponectin:leptin ratio for postmenopausal breast cancer prevention. Front
Biosci (Schol Ed). 2009;1:329-57.

23.  Grossmann ME, Mizuno NK, Bonorden MJ, Ray A, Sokolchik I,
Narasimhan ML, et al. Role of the adiponectin leptin ratio in prostate cancer.
Oncol Res. 2009;18:269-77.

24.  Nunez NP, Oh WJ, Rozenberg J, Perella C, Anver M, Barrett JC, et al.
Accelerated tumor formation in a fatless mouse with type 2 diabetes and
inflammation. Cancer Res. 2006;66:5469-76.

25.  Hursting SD, Nunez NP, Varticovski L, Vinson C. The obesity-cancer link:
lessons learned from a fatless mouse. Cancer research. 2007;67:2391-3.

26. AbbasiF, Lamendola C, McLaughlin T, Hayden J, Reaven GM, Reaven
PD. Plasma adiponectin concentrations do not increase in association with
moderate weight loss in insulin-resistant, obese women. Metabolism: clinical and
experimental. 2004;53:280-3.

27. Martin B, Pearson M, Kebejian L, Golden E, Keselman A, Bender M, et al.
Sex-Dependent Metabolic, Neuroendocrine and Cognitive Responses to Dietary
Energy Restriction and Excess. Endocrinology. 2007.

28. Grossmann ME, Nkhata KJ, Mizuno NK, Ray A, Cleary MP. Effects of
adiponectin on breast cancer cell growth and signaling. Br J Cancer.
2008;98:370-9.

29. Grossmann ME, Ray A, Dogan S, Mizuno NK, Cleary MP. Balance of
adiponectin and leptin modulates breast cancer cell growth. Cell Res.
2008;18:1154-6.

30. Fenton JI, Birmingham JM. Adipokine regulation of colon cancer:
adiponectin attenuates interleukin-6-induced colon carcinoma cell proliferation
via STAT-3. Mol Carcinog. 2010;49:700-9.

31.  Kim AY, Lee YS, Kim KH, Lee JH, Lee HK, Jang SH, et al. Adiponectin
represses colon cancer cell proliferation via AdipoR1- and -R2-mediated AMPK
activation. Mol Endocrinol. 2010;24:1441-52.

132



32. Fujisawa T, Endo H, Tomimoto A, Sugiyama M, Takahashi H, Saito S, et
al. Adiponectin suppresses colorectal carcinogenesis under the high-fat diet
condition. Gut. 2008;57:1531-8.

33. Otani K, Kitayama J, Yasuda K, Nio Y, Iwabu M, Okudaira S, et al.
Adiponectin suppresses tumorigenesis in Apc(Min)(/+) mice. Cancer Lett.
2010;288:177-82.

34.  Brakenhielm E, Veitonmaki N, Cao R, Kihara S, Matsuzawa Y,
Zhivotovsky B, et al. Adiponectin-induced antiangiogenesis and antitumor activity
involve caspase-mediated endothelial cell apoptosis. Proceedings of the National
Academy of Sciences of the United States of America. 2004;101:2476-81.

35. Birt DF, Przybyszewski J, Wang W, Stewart J, Liu Y. Identification of
molecular targets for dietary energy restriction prevention of skin carcinogenesis:
an idea cultivated by Edward Bresnick. J Cell Biochem. 2004;91:258-64.

36. Jiang W, Zhu Z, Bhatia N, Agarwal R, Thompson HJ. Mechanisms of
energy restriction: effects of corticosterone on cell growth, cell cycle machinery,
and apoptosis. Cancer Res. 2002;62:5280-7.

37. Pashko LL, Schwartz AG. Reversal of food restriction-induced inhibition of
mouse skin tumor promotion by adrenalectomy. Carcinogenesis. 1992;13:1925-
8.

38. Boutwell RK. Some Biological Aspects of Skin Carcinogenisis. Prog Exp
Tumor Res. 1964;19:207-50.

39. Birt DF, Yaktine A, Duysen E. Glucocorticoid mediation of dietary energy
restriction inhibition of mouse skin carcinogenesis. J Nutr. 1999;129:571S-4S.
40. Jiang W, Zhu Z, Thompson HJ. Effect of energy restriction on cell cycle
machinery in 1-methyl-1-nitrosourea-induced mammary carcinomas in rats.
Cancer Res. 2003;63:1228-34.

41. Zhu Z, Jiang W, Thompson HJ. Effect of energy restriction on the
expression of cyclin D1 and p27 during premalignant and malignant stages of
chemically induced mammary carcinogenesis. Mol Carcinog. 1999;24:241-5.
42.  Zhu Z, Jiang W, Thompson HJ. Mechanisms by which energy restriction
inhibits rat mammary carcinogenesis: in vivo effects of corticosterone on cell
cycle machinery in mammary carcinomas. Carcinogenesis. 2003;24:1225-31.
43. Macaulay VM. Insulin-like growth factors and cancer. Br J Cancer.
1992;65:311-20.

44. LeRoith D, Baserga R, Helman L, Roberts CT, Jr. Insulin-like growth
factors and cancer. Ann Intern Med. 1995;122:54-9.

45. Singh P, Dai B, Yallampalli U, Lu X, Schroy PC. Proliferation and
differentiation of human colon cancer cell line (CaCo2) is associated with
significant changes in the expression and secretion of insulin-like growth factor
(IGF) IGF-Il and IGF binding protein-4: role of IGF-Il. Endocrinology.
1996;137:1764-74.

46. Hursting SD, Switzer BR, French JE, Kari FW. The growth hormone:
insulin-like growth factor 1 axis is a mediator of diet restriction-induced inhibition
of mononuclear cell leukemia in Fischer rats. Cancer Res. 1993;53:2750-7.

133



47. Zhu Z, Jiang W, McGinley J, Wolfe P, Thompson HJ. Effects of dietary
energy repletion and IGF-1 infusion on the inhibition of mammary carcinogenesis
by dietary energy restriction. Mol Carcinog. 2005;42:170-6.

48. Dunn SE, Kari FW, French J, Leininger JR, Travlos G, Wilson R, et al.
Dietary restriction reduces insulin-like growth factor I levels, which modulates
apoptosis, cell proliferation, and tumor progression in p53-deficient mice. Cancer
research. 1997;57:4667-72.

49. Moore T, Carbajal S, Beltran L, Perkin SN, Yakar S, LeRoith D, et al.
Reduced susceptibility to two-stage skin carcinogenesis in mice with low
circulating IGF-1 levels. Cancer Res. 2008;68:3680-8.

50. Taniguchi CM, Emanuelli B, Kahn CR. Critical nodes in signalling
pathways: insights into insulin action. Nat Rev Mol Cell Biol. 2006;7:85-96.

51. Hay N. The Akt-mTOR tango and its relevance to cancer. Cancer Cell.
2005;8:179-83.

52.  Resnicoff M, Abraham D, Yutanawiboonchai W, Kajstura J, Rubin R,
Zoltick P, et al. The insulin-like growth factor | receptor protects tumor cells from
apoptosis in vivo. Cancer research. 1995;55:2463-9.

53. Dunn SE, Ehrlich M, Sharp NJ, Reiss K, Solomon G, Hawkins R, et al. A
dominant negative mutant of the insulin-like growth factor-I receptor inhibits the
adhesion, invasion, and metastasis of breast cancer. Cancer research.
1998;58:3353-61.

54.  Yakar S, Leroith D, Brodt P. The role of the growth hormone/insulin-like
growth factor axis in tumor growth and progression: Lessons from animal
models. Cytokine Growth Factor Rev. 2005;16:407-20.

55. Saxena NK, Taliaferro-Smith L, Knight BB, Merlin D, Anania FA, O'Regan
RM, et al. Bidirectional crosstalk between leptin and insulin-like growth factor-I
signaling promotes invasion and migration of breast cancer cells via
transactivation of epidermal growth factor receptor. Cancer Res. 2008;68:9712-
22.

56. Lanzino M, Morelli C, Garofalo C, Panno ML, Mauro L, Ando S, et al.
Interaction between estrogen receptor alpha and insulin/IGF signaling in breast
cancer. Curr Cancer Drug Targets. 2008;8:597-610.

57. Engelman JA, Luo J, Cantley LC. The evolution of phosphatidylinositol 3-
kinases as regulators of growth and metabolism. Nat Rev Genet. 2006;7:606-19.
58. Vivanco |, Sawyers CL. The phosphatidylinositol 3-Kinase AKT pathway in
human cancer. Nat Rev Cancer. 2002;2:489-501.

59. Luo J, Manning BD, Cantley LC. Targeting the PI3K-Akt pathway in
human cancer: rationale and promise. Cancer Cell. 2003;4:257-62.

60. Shaw RJ, Cantley LC. Ras, PI(3)K and mTOR signalling controls tumour
cell growth. Nature. 2006;441:424-30.

61. Manning BD, Cantley LC. AKT/PKB signaling: navigating downstream.
Cell. 2007;129:1261-74.

62. Crowell JA, Steele VE, Fay JR. Targeting the AKT protein kinase for
cancer chemoprevention. Mol Cancer Ther. 2007;6:2139-48.

134



63. Cardone MH, Roy N, Stennicke HR, Salvesen GS, Franke TF, Stanbridge
E, et al. Regulation of cell death protease caspase-9 by phosphorylation.
Science. 1998;282:1318-21.

64. Datta SR, Dudek H, Tao X, Masters S, Fu H, Gotoh Y, et al. Akt
phosphorylation of BAD couples survival signals to the cell-intrinsic death
machinery. Cell. 1997;91:231-41.

65. del Peso L, Gonzalez-Garcia M, Page C, Herrera R, Nunez G. Interleukin-
3-induced phosphorylation of BAD through the protein kinase Akt. Science.
1997,278:687-9.

66. Kops GJ, Burgering BM. Forkhead transcription factors: new insights into
protein kinase B (c-akt) signaling. J Mol Med. 1999;77:656-65.

67. Mayo LD, Donner DB. A phosphatidylinositol 3-kinase/Akt pathway
promotes translocation of Mdm2 from the cytoplasm to the nucleus. Proceedings
of the National Academy of Sciences of the United States of America.
2001;98:11598-603.

68. Zhou BP, Liao Y, Xia W, Zou Y, Spohn B, Hung MC. HER-2/neu induces
p53 ubiquitination via Akt-mediated MDM2 phosphorylation. Nature cell biology.
2001;3:973-82.

69. Cross DA, Alessi DR, Cohen P, Andjelkovich M, Hemmings BA. Inhibition
of glycogen synthase kinase-3 by insulin mediated by protein kinase B. Nature.
1995;378:785-9.

70.  Shin |, Yakes FM, Rojo F, Shin NY, Bakin AV, Baselga J, et al. PKB/Akt
mediates cell-cycle progression by phosphorylation of p27(Kip1) at threonine 157
and modulation of its cellular localization. Nature medicine. 2002;8:1145-52.

71.  Viglietto G, Motti ML, Bruni P, Melillo RM, D'Alessio A, Califano D, et al.
Cytoplasmic relocalization and inhibition of the cyclin-dependent kinase inhibitor
p27(Kip1) by PKB/Akt-mediated phosphorylation in breast cancer. Nature
medicine. 2002;8:1136-44.

72.  Wullschleger S, Loewith R, Hall MN. TOR signaling in growth and
metabolism. Cell. 2006;124:471-84.

73.  Liang J, Zubovitz J, Petrocelli T, Kotchetkov R, Connor MK, Han K, et al.
PKB/Akt phosphorylates p27, impairs nuclear import of p27 and opposes p27-
mediated G1 arrest. Nature medicine. 2002;8:1153-60.

74.  Diehl JA, Cheng M, Roussel MF, Sherr CJ. Glycogen synthase kinase-
3beta regulates cyclin D1 proteolysis and subcellular localization. Genes &
development. 1998;12:3499-511.

75.  Welcker M, Singer J, Loeb KR, Grim J, Bloecher A, Gurien-West M, et al.
Multisite phosphorylation by Cdk2 and GSK3 controls cyclin E degradation.
Molecular cell. 2003;12:381-92.

76.  Ruggero D, Sonenberg N. The Akt of translational control. Oncogene.
2005;24:7426-34.

77. Petroulakis E, Mamane Y, Le Bacquer O, Shahbazian D, Sonenberg N.
mTOR signaling: implications for cancer and anticancer therapy. Br J Cancer.
2006;94:195-9.

135



78. Mak BC, Yeung RS. The tuberous sclerosis complex genes in tumor
development. Cancer Invest. 2004;22:588-603.

79. Inoki K, Corradetti MN, Guan KL. Dysregulation of the TSC-mTOR
pathway in human disease. Nat Genet. 2005;37:19-24.

80. Inoki K, Guan KL. Complexity of the TOR signaling network. Trends Cell
Biol. 2006;16:206-12.

81. ZhangY, Gao X, Saucedo LJ, Ru B, Edgar BA, Pan D. Rheb is a direct
target of the tuberous sclerosis tumour suppressor proteins. Nat Cell Biol.
2003;5:578-81.

82. InokiK, LiY,ZhuT, WuJ, Guan KL. TSC2 is phosphorylated and
inhibited by Akt and suppresses mTOR signalling. Nat Cell Biol. 2002;4:648-57.
83. Lindsley JE, Rutter J. Nutrient sensing and metabolic decisions. Comp
Biochem Physiol B Biochem Mol Biol. 2004;139:543-59.

84. Adams TE, McKern NM, Ward CW. Signalling by the type 1 insulin-like
growth factor receptor: interplay with the epidermal growth factor receptor.
Growth Factors. 2004;22:89-95.

85. Jones HE, Gee JM, Hutcheson IR, Knowlden JM, Barrow D, Nicholson RI.
Growth factor receptor interplay and resistance in cancer. Endocr Relat Cancer.
2006;13 Suppl 1:545-51.

86. Bor MV, Sorensen BS, Vinter-densen L, Flyvbjerg A, Pedersen SB, Nexo
E. Epidermal growth factor and insulin-like growth factor | upregulate the
expression of the epidermal growth factor system in rat liver. J Hepatol.
2000;32:645-54.

87. Nahta R, Yuan LX, Zhang B, Kobayashi R, Esteva FJ. Insulin-like growth
factor-I receptor/human epidermal growth factor receptor 2 heterodimerization
contributes to trastuzumab resistance of breast cancer cells. Cancer Res.
2005;65:11118-28.

88.  Krane JF, Murphy DP, Carter DM, Krueger JG. Synergistic effects of
epidermal growth factor (EGF) and insulin-like growth factor I/somatomedin C
(IGF-I) on keratinocyte proliferation may be mediated by IGF-I transmodulation of
the EGF receptor. J Invest Dermatol. 1991;96:419-24.

89. Roudabush FL, Pierce KL, Maudsley S, Khan KD, Luttrell LM.
Transactivation of the EGF receptor mediates IGF-1-stimulated shc
phosphorylation and ERK1/2 activation in COS-7 cells. J Biol Chem.
2000;275:22583-9.

90. EI-Shewy HM, Kelly FL, Barki-Harrington L, Luttrell LM. Ectodomain
shedding-dependent transactivation of epidermal growth factor receptors in
response to insulin-like growth factor type I. Mol Endocrinol. 2004;18:2727-39.
91.  Abel EL, Angel JM, Kiguchi K, DiGiovanni J. Multi-stage chemical
carcinogenesis in mouse skin: fundamentals and applications. Nat Protoc.
2009;4:1350-62.

92. DiGiovanni J, Bol DK, Wilker E, Beltran L, Carbajal S, Moats S, et al.
Constitutive expression of insulin-like growth factor-1 in epidermal basal cells of

136



transgenic mice leads to spontaneous tumor promotion. Cancer Res.
2000;60:1561-70.

93. Wilker E, Lu J, Rho O, Carbajal S, Beltran L, DiGiovanni J. Role of
PI3K/Akt signaling in insulin-like growth factor-1 (IGF-1) skin tumor promotion.
Mol Carcinog. 2005;44:137-45.

94.  Segrelles C, Ruiz S, Perez P, Murga C, Santos M, Budunova IV, et al.
Functional roles of Akt signaling in mouse skin tumorigenesis. Oncogene.
2002;21:53-64.

95. Segrelles C, Moral M, Lara MF, Ruiz S, Santos M, Leis H, et al. Molecular
determinants of Akt-induced keratinocyte transformation. Oncogene.
2006;25:1174-85.

96. Affara NI, Schanbacher BL, Mihm MJ, Cook AC, Pei P, Mallery SR, et al.
Activated Akt-1 in specific cell populations during multi-stage skin
carcinogenesis. Anticancer Res. 2004;24:2773-81.

97.  Affara NI, Trempus CS, Schanbacher BL, Pei P, Mallery SR, Bauer JA, et
al. Activation of Akt and mTOR in CD34+/K15+ keratinocyte stem cells and skin
tumors during multi-stage mouse skin carcinogenesis. Anticancer Res.
2006;26:2805-20.

98. Segrelles C, Lu J, Hammann B, Santos M, Moral M, Cascallana L, et al.
Deregulated activity of Akt in basal cells of stratified epithelia induces spotaneous
tumors and heightened sensitivity to skin carcinogenesis. Cancer Res.
2007:10879-88.

99. Segrelles C, Lu J, Hammann B, Santos M, Moral M, Cascallana L, et al.
Deregulated activity of Akt in basal cells of stratified epithelia induces
spontaneous tumors and heightened sensitivity to skin carcinogenesis. Cancer
Res. 2007;67:10879-88.

100. Birt DF, Pelling JC, White LT, Dimitroff K, Barnett T. Influence of diet and
calorie restriction on the initiation and promotion of skin carcinogenesis in the
SENCAR mouse model. Cancer Res. 1991;51:1851-4.

101. Birt DF, Pinch HJ, Barnett T, Phan A, Dimitroff K. Inhibition of skin tumor
promotion by restriction of fat and carbohydrate calories in SENCAR mice.
Cancer Res. 1993;53:27-31.

102. Zhu Z, Jiang W, Thompson HJ. Effect of corticosterone administration on
mammary gland development and p27 expression and their relationship to the
effects of energy restriction on mammary carcinogenesis. Carcinogenesis.
1998;19:2101-6.

103. LiuY, Duysen E, Yaktine AL, Au A, Wang W, Birt DF. Dietary energy
restriction inhibits ERK but not JNK or p38 activity in the epidermis of SENCAR
mice. Carcinogenesis. 2001;22:607-12.

104. Xie L, Jiang Y, Ouyang P, Chen J, Doan H, Herndon B, et al. Effects of
dietary calorie restriction or exercise on the PI3K and RAS signaling pathways in
the skin of mice. J Biol Chem. 2007.

137



105. Birt DF, Pelling JC, Tibbels MG, Schweickert L. Acceleration of papilloma
growth in mice fed high-fat diets during promotion of two-stage skin
carcinogenesis. Nutr Cancer. 1989;12:161-8.

106. Birt DF, White LT, Choi B, Pelling JC. Dietary fat effects on the initiation
and promotion of two-stage skin tumorigenesis in the SENCAR mouse. Cancer
Res. 1989;49:4170-4.

107. Leyton J, Lee ML, Locniskar M, Belury MA, Slaga TJ, Bechtel D, et al.
Effects of type of dietary fat on phorbol ester-elicited tumor promotion and other
events in mouse skin. Cancer Res. 1991;51:907-15.

108. Lo HH, Locniskar MF, Bechtel D, Fischer SM. Effects of type and amount
of dietary fat on mouse skin tumor promotion. Nutr Cancer. 1994;22:43-56.

109. Locniskar M, Belury MA, Cumberland AG, Patrick KE, Fischer SM. The
effect of the level of dietary corn oil on mouse skin carcinogenesis. Nutr Cancer.
1991;16:1-11.

110. Moore T, Beltran L, Carbajal S, Strom S, Traag J, Hursting SD, et al.
Dietary energy balance modulates signaling through the Akt/mammalian target of
rapamycin pathways in multiple epithelial tissues. Cancer Prev Res 2008;1:65-
76.

111. Yakar S, Nunez NP, Pennisi P, Brodt P, Sun H, Fallavollita L, et al.
Increased Tumor Growth in Mice with Diet-Induced Obesity: Impact of Ovarian
Hormones. Endocrinology. 2006.

112. Gillette CA, Zhu Z, Westerlind KC, Melby CL, Wolfe P, Thompson HJ.
Energy availability and mammary carcinogenesis: effects of calorie restriction
and exercise. Carcinogenesis. 1997;18:1183-8.

113. Weber RV, Stein DE, Scholes J, Kral JG. Obesity potentiates AOM-
induced colon cancer. Dig Dis Sci. 2000;45:890-5.

114. Hirose Y, Hata K, Kuno T, Yoshida K, Sakata K, Yamada Y, et al.
Enhancement of development of azoxymethane-induced colonic premalignant
lesions in C57BL/KsJ-db/db mice. Carcinogenesis. 2004;25:821-5.

115. Dogan S, Hu X, Zhang Y, Maihle NJ, Grande JP, Cleary MP. Effects of
high fat diet and/or body weight on mammary tumor leptin and apoptosis
signaling pathways in MMTV-TGF-alpha mice. Breast Cancer Res. 2007;9:R91.
116. Hursting SD, Lashinger LM, Colbert LH, Rogers CJ, Wheatley KW, Nunez
NP, et al. Energy balance and carcinogenesis: underlying pathways and targets
for intervention. Curr Cancer Drug Targets. 2007;7:484-91.

117. Yee D, Paik S, Lebovic GS, Marcus RR, Favoni RE, Cullen KJ, et al.
Analysis of insulin-like growth factor | gene expression in malignancy: evidence
for a paracrine role in human breast cancer. Mol Endocrinol. 1989;3:509-17.
118. Tricoli JV, Rall LB, Karakousis CP, Herrera L, Petrelli NJ, Bell GI, et al.
Enhanced levels of insulin-like growth factor messenger RNA in human colon
carcinomas and liposarcomas. Cancer Res. 1986;46:6169-73.

119. Minuto F, Del Monte P, Barreca A, Fortini P, Cariola G, Catrambone G, et
al. Evidence for an increased somatomedin-C/insulin-like growth factor | content
in primary human lung tumors. Cancer Res. 1986;46:985-8.

138



120. Chan JM, Stampfer MJ, Giovannucci E, Gann PH, Ma J, Wilkinson P, et
al. Plasma insulin-like growth factor-1 and prostate cancer risk: a prospective
study. Science. 1998;279:563-6.

121. Hankinson SE, Willett WC, Colditz GA, Hunter DJ, Michaud DS, Deroo B,
et al. Circulating concentrations of insulin-like growth factor-I and risk of breast
cancer. Lancet. 1998;351:1393-6.

122. Adams TE, Epa VC, Garrett TP, Ward CW. Structure and function of the
type 1 insulin-like growth factor receptor. Cell Mol Life Sci. 2000;57:1050-93.
123. Grimberg A, Cohen P. Role of insulin-like growth factors and their binding
proteins in growth control and carcinogenesis. J Cell Physiol. 2000;183:1-9.

124. Liscovitch M, Cantley LC. Lipid second messengers. Cell. 1994;77:329-
34.

125. Wilker E, Bol D, Kiguchi K, Rupp T, Beltran L, DiGiovanni J. Enhancement
of susceptibility to diverse skin tumor promoters by activation of the insulin-like
growth factor-1 receptor in the epidermis of transgenic mice. Mol Carcinog.
1999;25:122-31.

126. Martin TL, Alquier T, Asakura K, Furukawa N, Preitner F, Kahn BB. Diet-
induced obesity alters AMP kinase activity in hypothalamus and skeletal muscle.
J Biol Chem. 2006;281:18933-41.

127. Hawley SA, Boudeau J, Reid JL, Mustard KJ, Udd L, Makela TP, et al.
Complexes between the LKB1 tumor suppressor, STRAD alpha/beta and MO25
alpha/beta are upstream kinases in the AMP-activated protein kinase cascade. J
Biol. 2003;2:28.

128. Hawley SA, Pan DA, Mustard KJ, Ross L, Bain J, Edelman AM, et al.
Calmodulin-dependent protein kinase kinase-beta is an alternative upstream
kinase for AMP-activated protein kinase. Cell Metab. 2005;2:9-19.

129. Hurley RL, Anderson KA, Franzone JM, Kemp BE, Means AR, Witters LA.
The Ca2+/calmodulin-dependent protein kinase kinases are AMP-activated
protein kinase kinases. J Biol Chem. 2005;280:29060-6.

130. Kahn BB, Alquier T, Carling D, Hardie DG. AMP-activated protein kinase:
ancient energy gauge provides clues to modern understanding of metabolism.
Cell Metab. 2005;1:15-25.

131. Woods A, Dickerson K, Heath R, Hong SP, Momcilovic M, Johnstone SR,
et al. Ca2+/calmodulin-dependent protein kinase kinase-beta acts upstream of
AMP-activated protein kinase in mammalian cells. Cell Metab. 2005;2:21-33.
132. Woods A, Johnstone SR, Dickerson K, Leiper FC, Fryer LG, Neumann D,
et al. LKB1 is the upstream kinase in the AMP-activated protein kinase cascade.
Curr Biol. 2003;13:2004-8.

133. Nunez N, Carpenter C, Berrigan D, Jaque S, Ingles S, Perkins S, et al.
Extreme Obesity Reduces Bone Density in the Absence of Ovarian Hormones:
Complimentary Evidence from Mice and Women. Obesity Research. 2006;In
Press.

134. Parekh PI, Petro AE, Tiller JM, Feinglos MN, Surwit RS. Reversal of diet-
induced obesity and diabetes in C57BL/6J mice. Metabolism. 1998;47:1089-96.

139



135. Petro AE, Cotter J, Cooper DA, Peters JC, Surwit SJ, Surwit RS. Fat,
carbohydrate, and calories in the development of diabetes and obesity in the
C57BL/6J mouse. Metabolism. 2004;53:454-7.

136. Van Heek M, Compton DS, France CF, Tedesco RP, Fawzi AB, Graziano
MP, et al. Diet-induced obese mice develop peripheral, but not central,
resistance to leptin. J Clin Invest. 1997;99:385-90.

137. Laemmli UK. Cleavage of structural proteins during the assembly of the
head of bacteriophage T4. Nature. 1970;227:680-5.

138. Moore T, Carbajal S, Beltran L, Perkin SN, Yakar S, LeRoith D, et al.
Reduced susceptibility to two-stage skin carcinogenesis in mice with low
circulating IGF-1 levels. Cancer Res. 2008;in press.

139. WuY, Cui K, Miyoshi K, Hennighausen L, Green JE, Setser J, et al.
Reduced circulating insulin-like growth factor I levels delay the onset of
chemically and genetically induced mammary tumors. Cancer Res.
2003;63:4384-8.

140. WuY, Yakar S, Zhao L, Hennighausen L, LeRoith D. Circulating insulin-
like growth factor-1 levels regulate colon cancer growth and metastasis. Cancer
Res. 2002;62:1030-5.

141. Yakar S, Liu JL, Stannard B, Butler A, Accili D, Sauer B, et al. Normal
growth and development in the absence of hepatic insulin-like growth factor I.
Proc Natl Acad Sci U S A. 1999;96:7324-9.

142. Gao N, Zhang Z, Jiang BH, Shi X. Role of PISK/AKT/mTOR signaling in
the cell cycle progression of human prostate cancer. Biochem Biophys Res
Commun. 2003;310:1124-32.

143. Gera JF, Mellinghoff IK, Shi Y, Rettig MB, Tran C, Hsu JH, et al. AKT
activity determines sensitivity to mammalian target of rapamycin (mTOR)
inhibitors by regulating cyclin D1 and c-myc expression. J Biol Chem.
2004;279:2737-46.

144. Averous J, Fonseca BD, Proud CG. Regulation of cyclin D1 expression by
mTORC1 signaling requires eukaryotic initiation factor 4E-binding protein 1.
Oncogene. 2007.

145. Fatrai S, Elghazi L, Balcazar N, Cras-Meneur C, Krits |, Kiyokawa H, et al.
Akt induces beta-cell proliferation by regulating cyclin D1, cyclin D2, and p21
levels and cyclin-dependent kinase-4 activity. Diabetes. 2006;55:318-25.

146. Roberts PJ, Der CJ. Targeting the Raf-MEK-ERK mitogen-activated
protein kinase cascade for the treatment of cancer. Oncogene. 2007;26:3291-
310.

147. Scaltriti M, Baselga J. The epidermal growth factor receptor pathway: a
model for targeted therapy. Clin Cancer Res. 2006;12:5268-72.

148. Summy JM, Gallick GE. Treatment for advanced tumors: SRC reclaims
center stage. Clin Cancer Res. 2006;12:1398-401.

149. Yamamoto H, Ochiya T, Takeshita F, Toriyama-Baba H, Hirai K, Sasaki H,
et al. Enhanced skin carcinogenesis in cyclin D1-conditional transgenic mice:

140



cyclin D1 alters keratinocyte response to calcium-induced terminal differentiation.
Cancer Res. 2002;62:1641-7.

150. Robles Al, Larcher F, Whalin RB, Murillas R, Richie E, Gimenez-Conti IB,
et al. Expression of cyclin D1 in epithelial tissues of transgenic mice results in
epidermal hyperproliferation and severe thymic hyperplasia. Proc Natl Acad Sci
U S A. 1996;93:7634-8.

151. Rodriguez-Puebla ML, LaCava M, Conti CJ. Cyclin D1 overexpression in
mouse epidermis increases cyclin-dependent kinase activity and cell proliferation
in vivo but does not affect skin tumor development. Cell Growth Differ.
1999;10:467-72.

152. Robles Al, Rodriguez-Puebla ML, Glick AB, Trempus C, Hansen L,
Sicinski P, et al. Reduced skin tumor development in cyclin D1-deficient mice
highlights the oncogenic ras pathway in vivo. Genes Dev. 1998;12:2469-74.

153. Gonzalez AA, Kumar R, Mulligan JD, Davis AJ, Weindruch R, Saupe KW.
Metabolic adaptations to fasting and chronic caloric restriction in heart, muscle,
and liver do not include changes in AMPK activity. Am J Physiol Endocrinol
Metab. 2004;287:E1032-7.

154. Bol DK, Kiguchi K, Gimenez-Conti |, Rupp T, DiGiovanni J.
Overexpression of insulin-like growth factor-1 induces hyperplasia, dermal
abnormalities, and spontaneous tumor formation in transgenic mice. Oncogene.
1997;14:1725-34.

155. Burgaud JL, Baserga R. Intracellular transactivation of the insulin-like
growth factor | receptor by an epidermal growth factor receptor. Exp Cell Res.
1996;223:412-9.

156. Desbois-Mouthon C, Cacheux W, Blivet-Van Eggelpoel MJ, Barbu V,
Fartoux L, Poupon R, et al. Impact of IGF-1R/EGFR cross-talks on hepatoma cell
sensitivity to gefitinib. Int J Cancer. 2006;119:2557-66.

157. Xie L, Jiang Y, Ouyang P, Chen J, Doan H, Herndon B, et al. Effects of
dietary calorie restriction or exercise on the PI3K and Ras signaling pathways in
the skin of mice. J Biol Chem. 2007;282:28025-35.

158. Boutwell RK. Some Biological Aspects of Skin Carcinogenisis. Prog Exp
Tumor Res. 1964;4:207-50.

159. Dunn SE, Kari FW, French J, Leininger JR, Travlos G, Wilson R, et al.
Dietary restriction reduces insulin-like growth factor I levels, which modulates
apoptosis, cell proliferation, and tumor progression in p53-deficient mice. Cancer
Res. 1997;57:4667-72.

160. DiGiovanni J, Bol DK, Wilker E, Beltran L, Carbajal S, Moats S, et al.
Constitutive expression of insulin-like growth factor-1 in epidermal basal cells of
transgenic mice leads to spontaneous tumor promotion. Cancer Res.
2000;60:1561-70.

161. Lu J, Rho O, Wilker E, Beltran L, DiGiovanni J. Activation of Epidermal Akt
by Diverse Mouse Skin Tumor Promotion. Molecular Cancer Res. 2007;in press.
162. Segrelles C, Lu J, Hammann B, Santos M, Moral M, Cascallana L, et al.
Deregulated activity of Akt in basal cells of stratified epithelia induces spotaneous

141



tumors and heightened sensitivity to skin carcinogenesis. Cancer Res. 2007;in
press.

163. Liu JL, Grinberg A, Westphal H, Sauer B, Accili D, Karas M, et al. Insulin-
like growth factor-1 affects perinatal lethality and postnatal development in a gene
dosage-dependent manner: manipulation using the Cre/loxP system in
transgenic mice. Mol Endocrinol. 1998;12:1452-62.

164. Eldridge SR, Tilbury LF, Goldsworthy TL, Butterworth BE. Measurement of
chemically induced cell proliferation in rodent liver and kidney: a comparison of 5-
bromo-2'-deoxyuridine and [3H]thymidine administered by injection or osmotic
pump. Carcinogenesis. 1990;11:2245-51.

165. Naito M, Naito Y, DiGiovanni J. Comparison of the histological changes in
the skin of DBA/2 and C57BL/6 mice following exposure to various promoting
agents. Carcinogenesis. 1987;8:1807-15.

166. Laemmli UK. Cleavage of structural proteins during the assembly of the
head of bacteriophage T4. Nature. 1970;227:680-5.

167. Matsumoto T, Jiang J, Kiguchi K, Ruffino L, Carbajal S, Beltran L, et al.
Targeted expression of c-Src in epidermal basal cells leads to enhanced skin
tumor promotion, malignant progression, and metastasis. Cancer Res.
2003;63:4819-28.

168. Xian W, Kiguchi K, Imamoto A, Rupp T, Zilberstein A, DiGiovanni J.
Activation of the epidermal growth factor receptor by skin tumor promoters and in
skin tumors from SENCAR mice. Cell Growth Diff. 1995;6:1447-55.

169. Bol D, Kiguchi K, Gimenez-Conti I, Rupp T, DiGiovanni J. Overexpression
of insulin-like growth factor-1 induces hyperplasia, dermal abnormalities, and
spontaneous tumor formation in transgenic mice. Oncogene. 1997;14:1725-34.
170. Xian W, Rosenberg MP, DiGiovanni J. Activation of erbB2 and c-src in
phorbol ester-treated mouse epidermis: possible role in mouse skin tumor
promotion. Oncogene. 1997;14:1435-44.

171. Imamoto A, Beltran L, DiGiovanni J. Evidence of autocrine/paracrine
growth stimulation by transforming growth factor a during the process of skin
tumor promotion. Mol Carcinog. 1991;4:52-60.

172. Kiguchi K, Beltran L, You J, Rho O, DiGiovanni J. Diverse tumor
promoters elevate expression of transforming growth factor a mRNA and protein
in SENCAR mouse epidermis. Mol Carcinog. 1995;12:225-35.

173. Kiguchi K, Beltran LM, You J, Rho O, DiGiovanni J. Elevation of
transforming growth factor-a mRNA and protein expression by diverse tumor
promoters in SENCAR mouse epidermis. Mol Carcinog. 1995;12:225-35.

174. Chan KS, Carbajal S, Kiguchi K, Clifford J, Sano S, DiGiovanni J.
Epidermal Growth Factor Receptor-Mediated Activation of Stat3 during
Multistage Skin Carcinogenesis. Cancer Res. 2004;64:2382-9.

175. Rho O, Bol D, You J, Beltran L, Rupp T, DiGiovanni J. Altered expression
of insulin-like growth factor 1 and its receptor during multistage carcinogenesis in
mouse skin. Molec Carcinog. 1996;17:62-9.

142



176. Burgaud JL, Baserga R. Intracellular transactivation of the insulin-like
growth factor | receptor by an epidermal growth factor receptor. Exp Cell Res.
1996;223:412-9.

177. Krane JF, Murphy DP, Carter DM, Krueger JG. Synergistic effects of
epidermal growth factor (EGF) and insulin-like growth factor I/somatomedin C
(IGF-I) on keratinocyte proliferation may be mediated by IGF-I transmodulation of
the EGF receptor. J Invest Dermatol. 1991;96:419-24.

178. Skeen JE, Bhaskar PT, Chen CC, Chen WS, Peng XD, Nogueira V, et al.
Akt deficiency impairs normal cell proliferation and suppresses oncogenesis in a
p53-independent and mTORC1-dependent manner. Cancer Cell. 2006;10:269-
80.

179. Nunez NP, Perkins SN, Smith NC, Berrigan D, Berendes DM, Varticovski
L, et al. Obesity accelerates mouse mammary tumor growth in the absence of
ovarian hormones. Nutr Cancer. 2008;60:534-41.

180. Park EJ, Lee JH, Yu GY, He G, Ali SR, Holzer RG, et al. Dietary and
genetic obesity promote liver inflammation and tumorigenesis by enhancing IL-6
and TNF expression. Cell. 2010;140:197-208.

181. Yaktine AL, Vaughn R, Blackwood D, Duysen E, Birt DF. Dietary energy
restriction in the SENCAR mouse: elevation of glucocorticoid hormone levels but
no change in distribution of glucocorticoid receptor in epidermal cells. Mol
Carcinog. 1998;21:62-9.

182. Wilker E, Kiguchi K, Lu J, Carbajal S, Beltran L, DiGiovanni J. Insulin-like
growth factor-1 (IGF-1) receptor signaling pathways mediating spontaneous
tumor promotion in BK5.IGF-1 transgenic mice. Proc Amer Assoc Cancer Res;
2001; 2001. p. 400, A2256.

183. Berrigan D, Lavigne JA, Perkins SN, Nagy TR, Barrett JC, Hursting SD.
Phenotypic effects of calorie restriction and insulin-like growth factor-1 treatment
on body composition and bone mineral density of C57BL/6 mice: implications for
cancer prevention. In Vivo. 2005;19:667-74.

184. He G, Thuillier P, Fischer SM. Troglitazone inhibits cyclin D1 expression
and cell cycling independently of PPARgamma in normal mouse skin
keratinocytes. J Invest Dermatol. 2004;123:1110-9.

185. Borriello A, Cucciolla V, Oliva A, Zappia V, Della Ragione F. p27Kip1
metabolism: a fascinating labyrinth. Cell Cycle. 2007;6:1053-61.

186. Abbas T, Dutta A. p21 in cancer: intricate networks and multiple activities.
Nat Rev Cancer. 2009;9:400-14.

187. He G, Sung YM, Fischer SM. Troglitazone induction of COX-2 expression
is dependent on ERK activation in keratinocytes. Prostaglandins Leukot Essent
Fatty Acids. 2006;74:193-7.

188. Cohen LA, Choi K, Weisburger JH, Rose DP. Effect of varying proportions
of dietary fat on the development of N-nitrosomethylurea-induced rat mammary
tumors. Anticancer Res. 1986;6:215-8.

143



189. Zevenbergen JL, Verschuren PM, Zaalberg J, van Stratum P, Vles RO.
Effect of the amount of dietary fat on the development of mammary tumors in
BALB/c-MTV mice. Nutr Cancer. 1992;17:9-18.

190. Tang ZC, Shivapurkar N, Frost A, Alabaster O. The effect of dietary fat on
the promotion of mammary and colon cancer in a dual-organ rat carcinogenesis
model. Nutr Cancer. 1996;25:151-9.

191. Lautenbach A, Budde A, Wrann CD, Teichmann B, Vieten G, Karl T, et al.
Obesity and the associated mediators leptin, estrogen and IGF-I enhance the cell
proliferation and early tumorigenesis of breast cancer cells. Nutr Cancer.
2009;61:484-91.

192. James SJ, Muskhelishvili L. Rates of apoptosis and proliferation vary with
caloric intake and may influence incidence of spontaneous hepatoma in C57BL/6
x C3H F1 mice. Cancer Res. 1994;54:5508-10.

193. Steinbach G, Kumar SP, Reddy BS, Lipkin M, Holt PR. Effects of caloric
restriction and dietary fat on epithelial cell proliferation in rat colon. Cancer Res.
1993;53:2745-9.

194. Zhu Z, Jiang W, Thompson HJ. Effect of energy restriction on tissue size
regulation during chemically induced mammary carcinogenesis. Carcinogenesis.
1999;20:1721-6.

195. Lok E, Scott FW, Mongeau R, Nera EA, Malcolm S, Clayson DB. Calorie
restriction and cellular proliferation in various tissues of the female Swiss
Webster mouse. Cancer Lett. 1990;51:67-73.

196. Varady KA, Roohk DJ, McEvoy-Hein BK, Gaylinn BD, Thorner MO,
Hellerstein MK. Modified alternate-day fasting regimens reduce cell proliferation
rates to a similar extent as daily calorie restriction in mice. FASEB J.
2008;22:2090-6.

197. Zhou Q, Meng D, Yan B, Jiang BH, Fang J. Transactivation of epidermal
growth factor receptor by insulin-like growth factor 1 requires basal hydrogen
peroxide. FEBS Lett. 2006;580:5161-6.

198. Earp HS, Dawson TL, Li X, Yu H. Heterodimerization and functional
interaction between EGF receptor family members: a new signaling paradigm
with implications for breast cancer research. Breast Cancer Res Treat.
1995;35:115-32.

199. Molina MA, Codony-Servat J, Albanell J, Rojo F, Arribas J, Baselga J.
Trastuzumab (herceptin), a humanized anti-Her2 receptor monoclonal antibody,
inhibits basal and activated Her2 ectodomain cleavage in breast cancer cells.
Cancer Res. 2001;61:4744-9.

200. Huang X, Gao L, Wang S, McManaman JL, Thor AD, Yang X, et al.
Heterotrimerization of the growth factor receptors erbB2, erbB3, and insulin-like
growth factor-i receptor in breast cancer cells resistant to herceptin. Cancer Res.
2010;70:1204-14.

144



VITA

Tricia Wallace Moore attended high school at Saint Agnes Academy, Houston,
Texas. In 2000, she entered Southwestern University in Georgetown, Texas
where she pursued a major in Biology and a minor in Chemistry. In May 2004,
she received the degree of Bachelor of Science from Southwestern University.
She entered the College of Natural Sciences, Department of Nutrition at the
University of Texas at Austin in 2005 to pursue a PhD in Nutrition. Her graduate

training was conducted in Dr. John DiGiovanni’s laboratory.

Permanent Address: 1722 Woodvista Place, Round Rock, Texas 78665

This manuscript was typed by the author.

145



	Moore Dissertation unnumbered pretext
	Moore Dissertation pretext
	Moore Dissertation

