Chapter 7
Fatty Acid Synthase Activity in Tumor Cells

Joy L. Little and Steven J. Kridel

Abstract While normal tissues are tightly regulated by nutrition and a carefully
balanced system of glycolysis and fatty acid synthesis, tumor cells are under
significant evolutionary pressure to bypass many of the checks and balances
afforded normally. Cancer cells have high energy expenditure from heightened
proliferation and metabolism and often show increased lipogenesis. Fatty acid
synthase (FASN), the enzyme responsible for catalyzing the ultimate steps of
fatty acid synthesis in cells, is expressed at high levels in tumor cells and is
mostly absent in corresponding normal cells. Because of the unique expression
profile of FASN, there is considerable interest not only in understanding its
contribution to tumor cell growth and proliferation, but also in developing
inhibitors that target FASN specifically as an anti-tumor modality. Pharmaco-
logical blockade of FASN activity has identified a pleiotropic role for FASN in
mediating aspects of proliferation, growth and survival. As a result, a clearer
understanding of the role of FASN in tumor cells has been developed.
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7.1 Fatty Acid Synthesis
7.1.1 The FASN Enzyme

One of the metabolic hallmarks of a tumor cell is increased lipogenesis (Kuhajda,
2006; Swinnen et al., 2006). In fact, in many instances the vast majority of fatty
acids in tumors are synthesized de novo (Ookhtens et al., 1984). In mammalian
cells, fatty acid synthase (FASN) is the central enzyme of long chain fatty acid
synthesis. FASN is a multifunctional polypeptide that is comprised of seven
separate functional domains (Fig. 7.1A). The individual domains of FASN
work in concert to catalyze thirty-two different reactions to synthesize the sixteen
carbon fatty acid palmitate, using acetyl-CoA and malonyl-CoA as substrates
and nicotinamide adenine dinucleotide phosphate (NADPH) as an electron
donor. The fatty acid synthesis reaction mechanism can be separated into three
functional groupings: (1) to bind and condense the substrates, (2) to reduce the
intermediates and (3) to release the final saturated long chain fatty acid palmitate
(Fig. 7.1B). The malonyl acetyl transferase (MAT) domain binds malonyl-CoA
and acetyl-CoA, while the ketoacyl synthase (KS) domain acts to condense the
acyl chain (Fig. 7.1B). This B-ketoacyl moiety is then reduced in steps by the
B-ketoacyl reductase (KR), B-hydroxyacyl dehydratase (DH), and enoyl reduc-
tase (ER) domains to a saturated acyl intermediate. This derivative can then be
elongated by repeating the reactions catalyzed by the five previous enzyme
activities for seven cycles until the thioesterase (TE) domain cleaves the final
product, the sixteen carbon fatty acid palmitate. Throughout the entire synthesis
of palmitate, the acyl carrier protein (ACP) acts as a coenzyme to bind inter-
mediates by a 4’-phosphopantetheine group (Fig. 7.1B). In total, approximately
30 intermediates are involved in the process, but it is the high specificity of the TE
domain for a 16 carbon fatty acid, as well as the MAT specificity for malonyl-
CoA, that are responsible for preventing leakage of intermediates (Wakil, 1989).
The overall FASN reaction is as follows:

Acetyl-CoA + 7Malonyl-CoA + 14NADPH + 14H" —
Palmitic-acid + 7CO, + 8CoA + 14NADP" + 6H,0
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Fig.7.1 The FASN Enzyme. A. The FASN polypeptide comprises seven functional domains:
the ketoacyl synthase (KS), malonyl acetyl transferase (MAT), B-hydroxyacyl dehydratase
(DH), enoyl reductase (ER), B-ketoacyl reductase (KR), the acyl carrier protein (ACP), and
thioesterase (TE) domains. B. The FASN reaction mechanism. The MAT domain of the
enzyme binds malonyl-CoA and acetyl-CoA, while the KS domain acts to condense the
growing acyl chain. The resulting B-ketoacyl moiety is then reduced in steps by the KR,
DH, and ER to a saturated acyl intermediate. This process is repeated in seven cycles, after
which, the TE domain releases the sixteen carbon fatty acid palmitate

The structure of FASN has yet to be definitively characterized, as there are
two distinct models (Smith, 2006). Early complementation studies suggest
that FASN functions as a homodimer in head-to-tail conformation with two
simultaneous reactions beginning in one subunit and finishing in the other
(Wakil, 1989; Smith et al., 2003; Rangan et al., 1998; Rangan et al., 2001).
However a more recent crystal structure analysis of porcine FASN challenges
this historical model. The 4.5 A structure reveals FASN as an intertwined
dimer in a conformation resembling an “X” with one central core region with
two arms and two legs (Maier et al., 2006). However, at this lower resolution,
the definitive placement of the flexible TE domain and ACP is not possible. It
is also unclear whether the body of the FASN complex can be identified as
two distinct monomers. In this model, the KS domain is near the bottom of
the central core of the complex and two MAT domains are in the “legs” of the
X shape. The DH domains are located in the top half of the central region
just under the ER domains. Adjacent to the ER domains are the KR domains
that comprise the “arms” of this X complex. The study equates the reaction
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pockets of this structure as having “double hot dog” folds but observes
asymmetry of the two sides of the reaction chambers that may reveal hinge
regions that allow different conformations of the FASN complex (Maier,
et al., 2006; Smith, 20006).

7.1.2 Other Players in the Fatty Acid Synthesis Pathway

While FASN is the central enzyme of fatty acid synthesis, other enzymes and
pathways upstream of FASN are required to generate and supply substrates.
Glucose enters the cell and is converted through glycolysis to pyruvate which
is then shuttled into the mitochondria to enter the citric acid cycle. Citrate is
shuttled out of the mitochondria, where ATP-citrate lyase (ACL) catalyzes
the conversion of citrate to oxaloacetate and acetyl-CoA. Acetyl-CoA Car-
boxylase (ACC) catalyzes the conversion of acetyl-CoA to malonyl-CoA in
the rate limiting and first committed step of lipogenesis. Unlike FASN,
which is primarily regulated transcriptionally, ACC is negatively regulated
by post-translational phosphorylation at serine 79 by AMP-activated kinase
(AMPK). Energy deficiency stimulates AMPK to regulate energy consump-
tion of cells, specifically by regulating ACC among other enzymes. Fatty acid
synthesis requires NADPH, which is provided through the hexose monopho-
sphate shunt and malic enzyme (ME) to donate electrons (Wakil et al., 1983).
Recent findings also suggest that glutamine metabolism can generate suffi-
cient NADPH in glycolytic tumor cells, as well as act as a carbon source for
fatty acid synthesis (Deberardinis et al., 2007).

After fatty acid synthesis, downstream enzymes can further modify palmi-
tate for various cellular functions. In the endoplasmic reticulum, the 16
carbon fatty acid can be modified to fatty acids with eighteen or more carbons
known as very long chain fatty acids (VLCFA), such as stearate (18:0) by a
family of elongase enzymes called elongation of very long chain fatty acids
(ELOVLI1-6) (Jakobsson et al., 2006). Palmitate and stearate can also be
desaturated by stearoyl-CoA desaturase-1 (SCDI1) at the cis-9 carbon to
palmitoleate (16:1) and oleate (18:1), respectively (Sampath and Ntambi,
2005).

7.2 FASN Expression
7.2.1 FASN Expression in Normal Cells
In normal tissue, FASN is expressed and active in cells that have a high lipid

metabolism, such as liver and adipose tissues, to generate triglycerides in
response to excess caloric intake (Jayakumar et al., 1995; Volpe and Marasa,
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1975; Wakil et al., 1983). FASN is also expressed in a niche-specific manner in
specialized tissues such as lactating mammary glands (Kusakabe et al., 2000;
Thompson and Smith, 1985) cycling endometrium (Pizer et al., 1997; Kusakabe
et al., 2000), and various other cell types including type II alveolar cells to
produce lung surfactant (Buechler and Rhoades, 1980; Kusakabe et al., 2000),
brain cells (Kusakabe et al., 2000; Jayakumar et al., 1995), and seminal vesicles
to produce seminal fluid (Kusakabe et al., 2000). FASN is only weakly detect-
able, if at all, in other rapidly dividing normal tissues such as the intestinal
epithelium, stomach epithelium, and hematopoietic cells in adults and is not
detectable in most other adult tissues (Kusakabe et al., 2000).

Despite the low expression profile in most adult tissues, FASN is critical for
developing embryos and is highly expressed in proliferative fetal cells (Kusakabe
etal., 2000). The importance of FASN in development is underscored by the fact
that mice with homozygous deletions of the FASN gene display an embryonic
lethal phenotype (Chirala et al., 2003). FASN - mice die before implantation
around embryonic day 3.5, most likely because developing embryos are unable
to acquire enough fatty acids from the mother for adequate membrane biogen-
esis. The importance of FASN during development is further highlighted by the
fact that the majority of heterozygotes are also resorbed after implantation.
Those that survive do not live long beyond birth, indicating that one FASN allele
is usually insufficient for embryogenesis, implantation, and developing tissues
(Chirala et al., 2003). The importance of the fatty acid synthesis pathway in
development is further supported by the demonstration that deletion of ACC/ in
mice also results in an embryonic lethal phenotype (Abu-Elheiga et al., 2005).

Mice harboring tissue-specific deletions of FASN have been generated to
facilitate understanding of the role of FASN in normal tissue. To date FASN
has been deleted in liver, B-cells, and hypothalamus (Chakravarthy et al.,
2005, 2007). To knock out FASN in the liver, mice with a “floxed” FASN
allele were crossed with mice harboring an allele of Cre driven by a rat
albumin promoter. Although this liver-specific deletion of FASN (FASKOL)
leaves animals viable without severe physiological effects, it is not without
consequence. When FASKOL mice are fed a diet containing zero fat or are
fasted for prolonged periods, they develop symptoms similar to those seen in
mice engineered to lack Peroxisome Proliferator-Activating Receptor alpha
(PPARa) (Kersten et al., 1999). Both PPARa knockout and FASKOL mice
become hypoglycemic, develop steatosis (fatty liver) that correlates with
reduced serum and liver cholesterol, reduced expression of 3-hydroxy-3-
methyl-glutaryl-CoA (HMG-CoA) reductase, decreased cholesterol bio-
synthesis activity, and elevated sterol response element binding protein 2
(SREBP-2) expression. While the hypoglycemia and fatty liver may be
reversed with dietary fat, all effects including cholesterol biosynthesis,
HMG-CoA reductase and SREBP2 levels, as well as cholesterol levels in the
serum and liver are rescued by administration of a PPARa agonist. This
reveals distinct levels of metabolic regulation between de novo and dietary
fat and indicates that products downstream of FASN activity regulate
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cholesterol, glucose, and fatty-acid homeostasis in the liver through activa-
tion of PPARa (Chakravarthy et al., 2005). Interestingly, mice with a liver-
specific knockout of ACC/ are still able to undergo fatty acid synthesis, but this
discrepancy can be attributed to compensatory production of malonyl-CoA by
the ACC2 isoform (Harada et al., 2007).

To determine whether FASN plays a role in pancreatic -cell function, a
knockout of FASN was generated. Crossing floxed FASN mice with mice
harboring Cre under the control of rat insulin 2 promoter (RIPCre) causes
specific deletion of FASN in pancreatic B-islet cells, as well as the hypotha-
lamus, a region of the brain known for controlling motivational states, such
as feeding. The resulting FASN knockout (FASKO) mice exhibit reduced
feeding behavior and are highly active, even while maintained on a high fat
diet (Chakravarthy et al., 2007). This correlates with studies showing the
small molecule FASN inhibitor C75 acts in the hypothalamus to stimulate
fatty acid oxidation via carnitine palmityl transferase 1 (CPT1) and induces a
reversible anorexic phenotype (see Section 7.4.2). Interestingly, the B-cells
lacking FASN are unaffected as loss of FASN does not alter insulin or
glucose levels during glucose tolerance testing or stimulation either in vivo
or in vitro. Therefore, the fasting phenotype of FASKO mice appears to be
solely attributable to the effects on the hypothalamus. As a matter of fact,
this observation is in agreement with a recent study showing FASN is not
required for normal insulin secretion of B-cells in vitro (Joseph et al., 2007).
Intracerebroventricular injection of FASKO mice with a small molecule drug
Wy14,643 to activate PPAR« restores feeding and weight gain, indicating that
FASN controls PPARa activation in the hypothalamus. Pharmacological
activation of PPARa in these mice also restores expression of CPT-1 and
malonyl-CoA desaturase (MCD) that control cellular levels of malonyl-CoA
by controlling the rate of transfer of fatty acids into the mitochondria for
B-oxidation and malonyl-CoA stability, respectively (Chakravarthy et al.,
2007). These studies elucidate the importance of FASN in energy homeostasis
and provide a mechanism through which FASN can regulate its effects.

7.2.2 FASN Expression in Tumor Cells

As discussed above, FASN has historically been studied in relation to normal
physiology and as a central mediator of energy balance. In the last few decades,
however, it has become clear that FASN is associated with tumor development.
Accordingly, high FASN expression has been identified in many tumor types
(Kuhajda, 2000, 2006). Haptoglobin-related protein (Hpr) was demonstrated to
correlate with breast cancer stage, prognosis, as well as recurrence and patient
survival (Kuhajda, et al., 1989a,b). Shortly after this observation, Hpr, or
oncogenic antigen (OA-519) protein was identified as FASN (Kuhajda et al.,
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1994). Since these discoveries, FASN upregulation has been demonstrated in
every type of solid tumor. An initial retrospective study showed FASN expres-
sion correlated with staining of the proliferation marker MIB-1 to predict
survival of breast cancer patients (Jensen et al., 1995). Subsequent studies
confirmed the association of FASN with breast cancer recurrence, as well as
shorter overall and disease-free survival in early breast cancer patients (Alo
et al., 1996, 1999b). Breast cancer is not the only tumor type with elevated
FASN levels. FASN expression is associated with prostate cancer prognosis,
progression, and stage (Shurbaji, et al., 1992, 1996; Epstein et al., 1995). As a
matter of fact, FASN is upregulated in androgen-independent prostate
tumors and expression correlates with disease stage, as the highest levels of
FASN expression are in androgen independent metastases (Pizer et al., 2001;
Rossi et al., 2003). FASN expression correlates with poor prognosis,
advanced progression, and/or decreased survival in a number of other cancers
of different origins including: ovarian (Gansler et al., 1997; Alo et al., 2000),
melanoma (Innocenzi et al., 2003; Kapur et al., 2005), nephroblastoma
(Wilms tumor) (Camassei et al., 2003b), retinoblastoma (Camassei et al.,
2003a), bladder (Visca et al., 2003), pancreas (Alo et al., 2007), soft tissue
sarcoma (Takahiro et al., 2003), non-small cell lung cancer (Visca et al.,
2004), endometrium (Sebastiani et al., 2004), and Paget’s disease of the
vulva (Alo et al., 2005). While FASN expression correlates with decreased
survival and/or poor prognosis in a large number of tumor types, there are
tumor types that show elevated FASN expression but no correlation with
patient survival or disease stage (Rashid et al., 1997; Nemoto et al., 2001;
Silva et al., 2008). In addition, there are several tumor types that show
increased FASN expression, but correlation with disease progression or
patient survival has not been investigated or published at this time. These
tumors include hyperplastic parathyroid (Alo et al., 1999a), stomach carci-
noma (Kusakabe et al., 2002), mesothelioma (Gabrielson et al., 2001), glioma
(Zhao et al., 2006), and hepatocellular carcinoma (Yahagi et al., 2005).
Increased FASN expression in tumors is an early, common event (Swinnen
et al., 2002; Myers et al., 2001) and its correlation with reduced survival and
increased recurrence rationalizes the potential for anti-FASN tumor thera-
peutics (Kuhajda, 2000, 2006; Kridel et al., 2007). As evidence that lipogen-
esis as a whole is important in cancer, many of the enzymes upstream of
FASN show altered expression patterns in human tumor cells, as well. For
instance, ACL is overexpressed in cancer cells of breast and bladder (Szutowicz
et al., 1979; Turyn et al., 2003). ACC is overexpressed in breast and prostate
cancer cells (Milgraum et al., 1997; Swinnen et al., 2000b, 2006; Heemers et al.,
2003). Interestingly, the tumor suppressor breast cancer susceptibility gene
1 (BRCAT1) can bind the phosphorylated inactive ACC to prevent re-activation
(Moreau et al., 2006). In addition, squamous cell carcinomas of the lung
show lower immunohistochemical staining of phosphorylated inactive ACC
than adenocarcinoma with poor prognosis (Conde et al., 2007). The strong
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functional correlation between upstream mediators of fatty acid synthesis and
cancer underscores the importance of this pathway in tumor biology.

7.3 FASN Regulation
7.3.1 FASN Regulation in Normal Cells

In nonmalignant tissues, FASN expression is primarily regulated at the tran-
scriptional level (Fig. 7.2A) (Hillgartner et al., 1995). There is a single FASN
gene and the signals in normal cells that stimulate FASN transcription are
numerous but strictly defined (Amy et al., 1990). Transcription of FASN is
stimulated by dietary carbohydrate, glucose, insulin, amino acids, sterols and
cyclic-AMP through specific response elements (Paulauskis and Sul, 1988; Rufo
et al., 2001; Foufelle et al., 1992; Moustaid et al., 1994; Wang and Sul, 1998;
Wakil et al., 1983; Rangan et al., 1996; Wakil, 1989). Hormones such as the
thyroid hormone triiodothyronine (T3) (Moustaid and Sul, 1991), progesterone
(Lacasa et al., 2001), androgen (Heemers et al., 2003) and adrenal glucocorti-
coids (Volpe and Marasa, 1975) can also upregulate FASN in liver and adipose
tissues. FASN transcription is mediated by multiple transcription factors.
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Fig. 7.2 Regulation of FASN Expression in Normal and Tumor Cells. A. In normal cells
(hepatocytes and adipocytes) FASN expression is primarily regulated through transcriptional
mechanisms. B. In tumor cells, FASN expression is regulated by transcriptional and non-
transcriptional mechanisms via multiple pathways
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Upstream stimulatory factors (USFs) are required for insulin mediation of
FASN expression, but other factors such as nuclear factor Y (NF-Y) and
stimulatory protein 1 (SP1) can also play a role in FASN transcription
(Teran-Garcia et al., 2007; Bennett et al., 1995). However, the vast majority
of FASN-regulatory signals act through a family of transcription factors
known as sterol response element binding proteins (SREBPs) that control
lipid homeostasis and bind to various elements in the FASN promoter. There
are three SREBP family members: SREBP-1a, SREBP-1c, and SREBP-2.
SREBP-1a and SREBP-1c have been most widely linked to regulation of
lipogenic gene transcription, while SREBP-2 is most linked to cholesterol
metabolism. The SREBPs exist as endoplasmic reticulum membrane bound
precursors that are activated after proteolytic processing by site-one and site-
two proteases (S1P, S2P). When sterol levels are low, S1P cleaves the SREBP
molecule to release the N terminal portion from the endoplasmic reticulum
(Sakai et al., 1998). SREBP then binds to the SREBP cleavage activating
protein (SCAP) and is translocated to the Golgi where S2P further processes
the molecule so that the transcription factor is activated. The processed SREBP
then translocates to the nucleus to bind specific E box motifs and sterol
response clements (SREs) (Magana and Osborne, 1996). There is evidence
that dietary factors stimulate the expression of FASN in a manner mediated
through signaling pathways such as the phosphoinositide-3 kinase (PI3K)
pathway. For instance, nonmalignant 3T3-L1 adipocytes regulate insulin-
mediated FASN expression through Akt in a manner independent of both
mitogen activated protein kinase (MAPK) and P70 S6 kinase, but dependent
on SREBPs (Wang and Sul, 1998; Porstmann et al., 2005).

Expression of FASN is tightly controlled so that transcription does not
continue unabated under typical circumstances. Polyunsaturated fatty acids
(PUFASs) (Xuetal., 1999; Moon et al., 2002; Jump et al., 1994), sterols (Adams
et al., 2004; Bennett et al., 1995), and leptin (Fukuda et al., 1999) all act to
repress FASN transcription and do so by specifically down-regulating SREBP-
1 in hepatocytes (Worgall et al., 1998; Teran-Garcia et al., 2007). This highly
complex organization of checks and balances for FASN expression is necessary
to supply the cell with essential de novo fatty acids for cellular function and
growth (Fig. 7.2A). Just as importantly, controls keep the cell from continuing
unnecessary lipogenesis.

7.3.2 FASN Regulation in Tumor Cells

While FASN expression is tightly controlled through dietary and hormonal
stimuli in nonmalignant cells, tumor cells ignore these restrictions and increase
FASN beyond typical levels (Fig. 7.2B). In fact, an early study of orthotopic
hepatomas revealed that while low-fat, high-fat, and high-cholesterol diets all
affected rates of fatty acid synthesis in the normal liver, the rates of hepatoma
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fatty acid synthesis were unchanged (Sabine et al., 1967). It has since been
discovered that deregulation of upstream signals drive FASN expression in a
manner that is largely transcriptional in tumors (Fig. 7.2B) (Swinnen et al.,
20006).

Overexpression of FASN in tumor cells is induced at the transcriptional level
by receptor tyrosine kinase (RTK)-stimulation of Ras and Akt (Fig. 7.2B).
Keratinocyte growth factor (KGF) can induce the Akt- and cJun N-terminal
kinase (JNK)-dependent expression of FASN in pulmonary cancer cells (Chang
et al., 2005). Epidermal growth factor (EGF) has also been shown to increase
FASN in prostate cancer cells (Swinnen et al., 2000a).

In addition to growth factor signaling, activation of the RTK HER2/Neu is
linked with FASN expression in tumor cells. HER2/Neu upregulates PI3K-
dependent FASN transcription in breast cancer cells (Kumar-Sinha et al., 2003;
Yoon etal., 2007). Interestingly, blocking HER2/Neu with Herceptin decreases
FASN expression (Kumar-Sinha et al., 2003). In fact, there appears to be a
crosstalk between these pathways, as inhibition of FASN activity leads to the
downregulation of HER2/NEU (Menendez et al., 2004). While HER2/Neu is
primarily associated with breast cancer progression, HER2/Neu and FASN
expression correlate in squamous cell carcinomas of the tongue, as well (Silva
et al., 2008). Surprisingly, HER2/Neu can also regulate FASN expression in
prostate cancer cells (Yeh et al., 1999). These data suggest there is a coordinate
regulation of activated HER2/Neu and FASN upregulation in tumor cells.

Downstream of RTK signaling, the PI3K/Akt pathway has been shown to
upregulate FASN. Loss of PTEN is a frequent transformation event in cancer,
that leads to a gain of function in Akt signaling (Mulholland et al., 2006;
Blanco-Aparicio et al., 2007). In prostate cancer cells, this signaling cascade
drives androgen receptor (AR)-mediated oncogenic transcription and progres-
sion to metastatic disease (Wang et al., 2003; Mulholland et al., 2006). The
PTEN-null LNCaP tumor cell line has high levels of FASN. Reintroducing
PTEN or using the PI3K inhibitor LY294002 can decrease FASN expression,
whereas introducing constitutively active Akt can restore FASN expression
(Van de Sande et al., 2002). The connection between FASN expression and
PI3K activity is further observed in prostate carcinoma samples with high
Gleason scores, where high FASN expression correlates with phosphorylated
Akt that is localized to the nucleus (Van de Sande et al., 2005). Moreover, a
crosstalk between these pathways has been identified. In ovarian cancer cell
lines, phosphorylated Akt correlates with and drives FASN expression. Con-
versely, inhibiting FASN results in decreased Akt phosphorylation (Wang
et al., 2005). These data suggest that PI3K signaling through Akt is an impor-
tant mediator of FASN transcription in tumor cells.

In addition to RTK-driven stimulation of Akt, there is evidence that the
small GTP-ase protein Ras can influence FASN expression in tumors. Consti-
tutively active H-ras induces increased PI3K and MAPK-dependent FASN
expression in MCF-10A cells (Yang et al., 2002). Consistent with this notion,
the expression of activated K-ras correlates with FASN expression in human
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colorectal cancer samples (Ogino, et al., 2006, 2007). Altogether, these data
suggest that RTK signaling, Ras, and PI3K-Akt pathways can drive transcrip-
tional up-regulation of FASN expression in tumor cells (Fig. 7.2B).

Not surprisingly, hormones are another common factor driving FAS expres-
sion in tumor cells (Fig. 7.2B). Progestins stimulate FASN expression in breast
cancer cells (Chalbos et al., 1987; Lacasa et al., 2001; Menendez et al., 2005a).
Consistent with this finding, increased FASN expression in endometrial carci-
noma correlates with expression of both estrogen and progesterone receptors
(PR) (Pizer et al., 1998D). In prostate cancer, FASN expression can be regulated
by androgens in prostate cancer through upregulation of transcription factors
such as S14 and SREBPs (Swinnen et al., 1997a.,b; Heemers et al., 2000, 2001).
In addition, HER2/Neu can drive activation of AR in prostate cancer cells to
increase MAPK-dependent induction of FASN in the absence of androgen
(Yeh et al., 1999).

While the main mechanism of FASN overexpression in tumors is through
transcriptional upregulation, there is also evidence that FASN is regulated
by post-transcriptional mechanisms (Fig. 7.2B). For instance, HER2/Neu dri-
ven expression of both FASN and ACC can be regulated at the translational
level through Akt, PI3K, and mTOR-dependent mechanisms (Yoon et al.,
2007). FASN stabilization is tightly linked with the de-ubiquitinating enzyme
ubiquitin-specific protease 2a (USP2A) in prostate cancer cells. USP2A is
androgen regulated and is not only upregulated similarly to FASN, but actually
interacts with FASN to enhance FASN stability (Graner et al., 2004). Treating
prostate tumor cells with the proteasome inhibitor MG-132, also increases
FASN expression, further supporting evidence that FASN is regulated by the
proteasome (Graner et al., 2004). Interestingly, yeast studies provided early
evidence of FASN regulation by proteasomal degradation (Egner et al., 1993).
Itis also worth mentioning that FASN can also be upregulated in cancer cells by
FASN gene amplification (Shah et al., 2006). The fact that numerous mechan-
isms act to increase FASN expression in tumor cells highlights the importance
of FASN in tumor progression.

7.3.3 Palmitate Utilization in Normal and Tumor Cells

Upregulation of FASN activity causes the increased production of fatty acids,
particularly palmitate. While the mechanisms that drive FASN expression are
different in tumors as compared to normal cells, the utilization of its products
differs, as well. Fatty acids are used for a variety of cellular functions. In
nonmalignant adipose and hepatic tissue, palmitate is incorporated into trigly-
cerides for secretion and storage to be ultimately used as an energy source
through B-oxidation (Thupari et al., 2002). Fatty acids such as palmitate can
also comprise a regulatory pool that activates energy mediators such as PPARa
in the liver and hypothalamus (Chakravarthy, et al., 2005, 2007). In addition,
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key signaling molecules, such as Ras and Hedgehog, can be palmitoylated to
target these proteins to cellular membranes (Resh, 2006). So far, a link between
protein palmitoylation and FASN activity has not been established though. In
development, fatty acids can segregate into phospholipids to create cellular
membranes (Chirala et al., 2003). Similarly, tumor FASN-derived palmitate
segregates into phospholipid microdomains known as lipid rafts (Fig. 7.2B)
(Swinnen et al., 2003). Lipid rafts are involved in a number of key biological
functions including signal transduction, polarization, trafficking, and migra-
tion (Freeman et al., 2005, 2007). Considering that palmitate can ultimately be
used for a number of cellular processes, including being elongated and desatu-
rated for subsequent events, it is apparent that FASN occupies an important
niche in tumor cells.

7.4 Inhibiting FASN Activity
7.4.1 Small Molecule Inhibitors of FASN

Because of the unique expression of FASN in tumors, much emphasis has been
put toward the development of pharmacological agents that inhibit FASN
activity and, therefore, inhibit tumor growth and progression. Historically, a
Cephalosporium caerulens mycotoxin metabolite known as cerulenin [(2S, 3R)-
2,3-epoxy-4-0x0-7,10-dodecadienoylamide] has been the primary FASN inhi-
bitor used in biological studies. Cerulenin covalently binds the B-ketoacyl
synthase domain in FASN that is responsible for binding and condensing the
substrates (Funabashi et al., 1989). More recently, C75 was formulated as a
synthetic analog of cerulenin due to instability and poor systemic availability of
cerulenin (Kuhajda et al., 2000). C93 is the newest generation of C75 analogues
(Zhou et al., 2007). Both C75 and C93 target the B-ketoacyl synthase activity of
FASN (Kuhajda et al., 2000; Zhou et al., 2007). Recently, orlistat (Xenical©)), a
FDA-approved drug for obesity that targets gastrointestinal lipases, was
described as a novel inhibitor of FASN thioesterase activity (Kridel et al.,
2004). There also exists a growing body of literature showing that various
natural products such as the green tea polyphenolic component epigallocatechin-
3-gallate (EGCG) can inhibit FASN activity (Tian, 2006).

7.4.2 Effects In Vivo

To date, all small molecule inhibitors of FASN have demonstrated ability to
block tumor growth in vivo. Cerulenin greatly increases survival and delays
progression of ovarian cancer xenografts without significantly affecting fatty
acid synthesis in the liver (Pizer et al., 1996b). C75 reduces growth of several
tumor xenograft models, including prostate, breast, ovarian and mesothelioma
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(Pizer et al., 2000, 2001; Wang et al., 2005; Gabrielson et al., 2001). C93 and C75
both reduce ovarian and lung cancer xenograft growth (Zhou et al., 2007; Orita
et al., 2007). The novel FASN inhibitor orlistat has also been shown to inhibit
prostate tumor xenograft growth (Kridel et al., 2004). FASN inhibitors also
work in genetic models of tumorigenesis, including the Neu-N murine mam-
mary transgenic model (Hennigar et al., 1998; Pflug et al., 2003; Alli et al.,
2005). While FASN inhibitors are not typically given orally due to poor
bioavailability, recent work shows that C93 can work in vivo after oral admin-
istration (Orita et al., 2007). Surprisingly, cerulenin, C75 and related com-
pounds induce a reversible anorexic phenotype that is associated with
B-oxidation in the hypothalamus. This phenotype is mimicked in mice with
FASN deleted in the hypothalamus (see Section 7.2.1) (Loftus et al., 2000;
Thupari et al., 2004; Tu et al., 2005; Orita et al., 2007, Chakravarthy et al.,
2007). Interestingly, the anorexic effect of FASN inhibitors has been overcome
with newer generation drugs like C93 that can reduce tumor growth with no
anorexic effect (Orita et al., 2007). The discrepancy between the knockout
studies and pharmacological findings has yet to be explained.

7.4.3 Cell Cycle Effects In Vitro

To determine the cellular consequences of FASN inhibition, numerous studies
have focused on the in vitro anti-tumor effects of these inhibitors. Many studies
have linked FASN inhibitors with cell cycle and growth arrest (Fig. 7.3). Cerule-
nin acts in vitro to inhibit fatty acid synthesis-mediated growth of breast carci-
noma cells that can be rescued with palmitate (Kuhajda et al., 1994). Cerulenin
induces a block at the G2/M cell cycle checkpoint in an androgen-independent
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prostate cancer cell line that correlates with an induction of cyclin-dependent
kinase inhibitors p21 and p27 (Furuya et al., 1997). However, glioma cells
accumulate in S phase after cerulenin treatment (Zhao et al., 2006). Different
hepatocellular carcinoma cell lines treated with C75 undergo either G1 or G2 cell
cycle arrest independent of p53 status (Gao et al., 2006). In melanoma A-375 cells,
cerulenin induces accumulation of cells in S phase, while C75 induces accumula-
tion of G2/M phase cells (Ho et al., 2007). RKO colorectal cancer cells treated
with either cerulenin or C75 show a transient accumulation of cells in S and G2/M
phases, but accumulation in G1 and G2/M phases later (Li et al., 2001). Both
cerulenin and C75 induce S phase arrest and inhibit DNA replication in breast,
colorectal, and promyelocytic leukemia cancer cells (Pizer et al., 1998a). Orlistat
induces cell cycle arrest by downregulating Skp2, a deubiquinating enzyme,
leading to decreased turnover of p27/kipl, therefore blocking prostate tumor
cells from entering S phase (Knowles et al., 2004). Orlistat has also been shown
to induce an accumulation of breast cancer cells in S phase (Menendez et al.,
2005b). Use of RNA interference (RNAI) to mediate knockdown of both the
FASN and ACCua genes induces a decrease in S phase cells, further supporting the
role of fatty acid synthesis in progression to or in S phase (Brusselmans et al.,
2005). The data show there is little consensus on the phase that tumor cells arrest
growth after inhibition of FASN in various tumor cells, which may be attributed
to different tumor cell types. Itis likely that a lack of de novo fatty acid synthesis in
tumor cells impacts phospholipid synthesis required for proper DNA synthesis
and cell cycle progression (Jackowski, 1994).

7.4.4 Cell Signaling Effects

The effects of FASN inhibitors are also mediated through key tumor signaling
pathways. For example, it has been demonstrated that pharmacological inhibi-
tion of FASN activity results in reduced Akt activation in multiple tumor cell
lines (Fig. 7.3) (Wang et al., 2005; Liu et al., 2006). As mentioned previously, it
has been demonstrated that PI3K and Akt can drive FASN expression in tumor
cells (Fig. 7.2B) (Van de Sande et al., 2002; Wang et al., 2005). The demonstra-
tion that reduced FASN activity negatively affects Akt activation identifies a
feedback between the two pathways. Not surprisingly, inhibiting the PI3K
pathway synergizes with cell death induced by genetic and pharmacological
inhibition of FASN (Bandyopadhyay et al., 2005; Wang et al., 2005; Liu et al.,
20006).

In addition to the PI3K pathway, HER2/Neu has also been linked with
FASN expression in breast and prostate cancer cells (Kumar-Sinha et al.,
2003; Yoon et al., 2007; Yeh et al., 1999). Inhibiting FASN with cerulenin
and C75 reduces expression of Her2/neu expression in breast cancer cell lines
(Fig. 7.3) (Menendez et al., 2004; Kumar-Sinha et al., 2003). Additionally,
inhibiting Her2/Neu with Herceptin synergizes with FASN inhibitors to induce
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cell death (Menendez et al., 2004). Altogether, these data indicate that the very
pathways that drive FASN expression in malignant cells are also affected when
FASN activity is blocked. Moreover, tumor cell killing can be potentiated when
FASN inhibitors are combined with inhibitors of these signaling pathways. The
reason for this crosstalk has not been clearly defined, but it is tempting to
speculate that inhibition of FASN activity directly impacts on lipid raft func-
tion, which results in reduced kinase signaling.

7.4.5 In Vitro Tumor Cell Death

In addition to cell cycle arrest, all FASN inhibitors induce cell death in tumor
cells (Pizer et al., 1996a, 1998a; Kridel et al., 2004; Zhou et al., 2007). Cerulenin
induces breast and prostate cancer cell death that correlates with DNA frag-
mentation and morphology characteristic of apoptosis (Pizer, et al., 1996a,
2000; Furuya, et al., 1997). The mitochondria have also been linked to facilita-
tion of cell death induced by cerulenin. For instance, the pro-apoptotic mito-
chondrial factor Bax is induced in cells treated with cerulenin. (Heiligtag et al.,
2002). This correlation between cerulenin and the mitochondrial pathway
of apoptosis is further supported by the induction of cytochrome ¢ release
(Fig. 7.3) (Heiligtag et al., 2002). FASN inhibition has been linked to p53 status
of tumor cells, but whether p53 plays any role in FASN-expressing cells is
unclear, as FASN is expressed in tumors independent of p53 status. FASN
is strongly and significantly associated with p53 expression in hyperplastic
parathyroids (Alo et al., 1999a). In various cancer cells, blocking p 53 activity
with a dominant negative construct potentiates FASN inhibitor-induced cell
death (Li et al., 2001). Conversely, others have reported that FASN
inhibitors work equally well in tumors independent of p53 status (Heiligtag
et al., 2002).

Cell death induced by FASN inhibitors could be a result of the cell lacking
fatty acid for membrane biogenesis. Inhibiting FASN and ACC reduces incor-
poration of fatty acid into membrane phospholipids, which occurs in the
endoplasmic reticulum (Zhou et al., 2003). Inhibiting FASN incorporation
into phospholipids corresponds to a decrease in cell volume and other morpho-
logical changes ultimately leading to apoptosis (De Schrijver et al., 2003).
Inhibiting FASN with small molecules (cerulenin, C75, orlistat), or with siRNAs
induces endoplasmic reticulum stress and activation of the unfolded protein
response (UPR) (Little et al., 2007). The UPR is able to induce cell death if
homeostasis is not restored and, therefore, FASN inhibitors may be inducing cell
death that is mediated by the UPR (Fig. 7.3) (Little et al., 2007).

When FASN is inhibited malonyl-CoA accumulates (Pizer et al., 2000). One
hypothesis for the mechanism of FASN inhibitor-induced cell death is attrib-
uted to this accumulation of malonyl-CoA and, potentially, its interaction
with CPT-1, the enzyme responsible for transferring fatty acids into the
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mitochondria for oxidation. Malonyl-CoA acts as a natural inhibitor of CPT-1
activity to prevent fatty acids being simultaneously synthesized and then oxi-
dized (McGarry et al., 1983). Driving this hypothesis is a study showing that
co-treating breast or ovarian cancer cells with the ACC inhibitor 5-(tetradecy-
loxy)-2-furoic acid (TOFA) partially rescues cell death induced by FASN
inhibitors C75 and cerulenin (Pizer et al., 2000; Zhou et al., 2003). However,
C75 alone can increase CPT-1 activity and directly compete with malonyl-CoA
(Thupari et al., 2002; Yang et al., 2005). Therefore, it is important to note that
MCEF-7 cells co-treated with C75 and the CPT-1 inhibitor etomoxir show no
effect on C75-induced cell death (Zhou et al., 2003). Hence, malonyl-CoA
accumulation, not CPT-1 activation, is mediating death induced by FASN
inhibitors (Fig. 7.3). In addition, siRNA-mediated knockdown of FASN
induces accumulation of ceramide and malonyl-CoA that leads to inhibition
of CPT-1 and induction of apoptotic genes BNIP3, TRAIL, and DAPK?2
(Bandyopadhyay et al., 20006).

Upstream lipogenesis mediators ACL and ACC are also important in main-
taining tumor cell survival. RNAi-mediated knockdown or chemical inhibition
of ACL in human tumor cells decreases proliferation and induces cell death in
vitro and limits tumor growth by stimulating differentiation of tumor cells in
vivo (Hatzivassiliou et al., 2005). ACL inhibition can also can impair Akt-
mediated tumorigenesis and induce tumor cell death (Bauer et al., 2005). In
addition, silencing ACC using RNAI induces apoptosis in breast and prostate
cancer cells (Brusselmans et al., 2005; Chajes et al., 2006). Chemical inhibition
of ACC can also induce tumor cell death (Beckers et al., 2007). While the effects
of FASN inhibitors on tumor cells are clearly pleiotropic, and in some cases
maybe even specific to the tumor type, it is evident that many of the effects can
ultimately be tied to decreases in de novo synthesized fatty acids which can
be extended to phospholipid synthesis. Whatever the mechanisms may be, the
data clearly suggest that FASN occupies an important regulatory position in
tumor cells to facilitate the processes that lead to tumor cell proliferation and
survival.

7.5 Concluding Remarks

In summary, FASN is upregulated in multiple tumor types and correlates
with poor patient prognosis and reduced survival. Correspondingly, a body of
literature has demonstrated a requirement of FASN activity for tumor cell
viability. Phospholipids synthesized from FASN-derived palmitate are impor-
tant for cell cycle progression, lipid raft signaling, and endoplasmic reticulum
homeostasis, all of which contribute to tumor cell survival, thereby, under-
scoring the importance of FASN. These findings signify a central role for fatty
acid synthesis in critical cellular processes. In addition, tumor cells have devel-
oped feedback mechanisms to mediate crosstalk between FASN and signaling
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pathways like PI3-kinase and Her2/Neu. The discovery and development of
pharmacological agents that block FASN activity suggest that FASN can be
targeted for anti-tumor therapy. So far, anti-FASN drugs have successfully
inhibited tumor growth in several tumor models with minimal side effects.
Therefore, FASN represents a highly tractable anti-tumor target with signifi-
cant clinical potential.

Acknowledgments The authors would like to apologize to those whose work we were unable
to cite. We would also like to thank Isabelle Berquin and members of the Kridel laboratory
for critical reading of the manuscript. Work in the Kridel laboratory is supported by the
NIH/NCI (CA114104) and Department of Defense Prostate Cancer Research Program
(W81XWH-07-1-0024).

References

Abu-Elheiga, L., Matzuk, M. M., Kordari, P., Oh, W., Shaikenov, T., Gu, Z. and Wakil, S.J.,
Mutant mice lacking acetyl-CoA carboxylase 1 are embryonically lethal, Proc Natl Acad
Sci USA 102 (2005) 12011-12016.

Adams, C. M., Reitz, J., De Brabander, J. K., Feramisco, J. D., Li, L., Brown, M. S. and
Goldstein, J. L., Cholesterol and 25-Hydroxycholesterol Inhibit Activation of SREBPs by
Different Mechanisms, Both Involving SCAP and Insigs, J Biol Chem 279 (2004)
52772-52780.

Alli, P. M., Pinn, M. L., Jaffee, E. M., McFadden, J. M. and Kuhajda, F. P., Fatty acid
synthase inhibitors are chemopreventive for mammary cancer in neu-N transgenic mice,
Oncogene 24 (2005) 39-46.

Alo, P. L., Amini, M., Piro, F., Pizzuti, L., Sebastiani, V., Botti, C., Murari, R., Zotti, G. and
Di Tondo, U., Immunohistochemical expression and prognostic significance of fatty acid
synthase in pancreatic carcinoma, Anticancer Res 27 (2007) 2523-2527.

Alo, P. L., Galati, G. M., Sebastiani, V., Ricci, F., Visca, P., Mariani, L., Romagnoli, F.,
Lombardi, G. and Tondo, U. D., Fatty acid synthase expression in Paget’s disease of the
vulva, Int J Gynecol Pathol 24 (2005) 404—-408.

Alo, P. L., Visca, P., Framarino, M. L., Botti, C., Monaco, S., Sebastiani, V., Serpieri, D. E.
and Di Tondo, U., Immunohistochemical study of fatty acid synthase in ovarian neo-
plasms, Oncol Rep 7 (2000) 1383—1388.

Alo, P. L., Visca, P., Marci, A., Mangoni, A., Botti, C. and Di Tondo, U., Expression of fatty
acid synthase (FAS) as a predictor of recurrence in stage I breast carcinoma patients,
Cancer 77 (1996) 474-482.

Alo, P. L., Visca, P., Mazzaferro, S., Serpieri, D. E., Mangoni, A., Botti, C., Monaco, S.,
Carboni, M., Zaraca, F., Trombetta, G. and Di Tondo, U., Immunohistochemical study
of fatty acid synthase, Ki67, proliferating cell nuclear antigen, and p53 expression in
hyperplastic parathyroids, Ann Diagn Pathol 3 (1999a) 287-293.

Alo, P. L., Visca, P., Trombetta, G., Mangoni, A., Lenti, L., Monaco, S., Botti, C., Serpieri, D. E.
and Di Tondo, U., Fatty acid synthase (FAS) predictive strength in poorly differentiated early
breast carcinomas, Tumori 85 (1999b) 35-40.

Amy, C. M., Williams-Ahlf, B., Naggert, J. and Smith, S., Molecular cloning of the mamma-
lian fatty acid synthase gene and identification of the promoter region, Biochem J 271
(1990) 675-679.

Bandyopadhyay, S., Pai, S. K., Watabe, M., Gross, S. C., Hirota, S., Hosobe, S., Tsukada, T.,
Miura, K., Saito, K., Markwell, S. J., Wang, Y., Huggenvik, J., Pauza, M. E., liizumi, M.
and Watabe, K., FAS expression inversely correlates with PTEN level in prostate cancer



186 J.L. Little, S.J. Kridel

and a PI 3-kinase inhibitor synergizes with FAS siRNA to induce apoptosis, Oncogene 24
(2005) 5389-5395.

Bandyopadhyay, S., Zhan, R., Wang, Y., Pai, S. K., Hirota, S., Hosobe, S., Takano, Y.,
Saito, K., Furuta, E., Iiizumi, M., Mohinta, S., Watabe, M., Chalfant, C. and Watabe, K.,
Mechanism of Apoptosis Induced by the Inhibition of Fatty Acid Synthase in Breast
Cancer Cells, Cancer Res 66 (2006) 5934-5940.

Bauer, D. E., Hatzivassiliou, G., Zhao, F., Andreadis, C. and Thompson, C. B., ATP citrate
lyase is an important component of cell growth and transformation, Oncogene 24 (2005)
6314-6322.

Beckers, A., Organe, S., Timmermans, L., Scheys, K., Peeters, A., Brusselmans, K.,
Verhoeven, G. and Swinnen, J. V., Chemical inhibition of acetyl-CoA carboxylase induces
growth arrest and cytotoxicity selectively in cancer cells, Cancer Res 67 (2007) 8180-8187.

Bennett, M. K., Lopez, J. M., Sanchez, H. B. and Osborne, T. F., Sterol regulation of fatty
acid synthase promoter. Coordinate feedback regulation of two major lipid pathways, J
Biol Chem 270 (1995) 25578-25583.

Blanco-Aparicio, C., Renner, O., Leal, J. F. M. and Carnero, A., PTEN, more than the AKT
pathway, Carcinogenesis 28 (2007) 1379-1386.

Brusselmans, K., De Schrijver, E., Verhoeven, G. and Swinnen, J. V., RNA Interference-
Mediated Silencing of the Acetyl-CoA-Carboxylase-{alpha} Gene Induces Growth Inhi-
bition and Apoptosis of Prostate Cancer Cells, Cancer Res 65 (2005) 6719-6725.

Buechler, K. F. and Rhoades, R. A., Fatty acid synthesis in the perfused rat lung, Biochim
Biophys Acta 619 (1980) 186-195.

Camassei, F. D., Cozza, R., Acquaviva, A., Jenkner, A., Rava, L., Gareri, R., Donfrancesco, A.,
Bosman, C., Vadala, P., Hadjistilianou, T. and Boldrini, R., Expression of the lipogenic
enzyme fatty acid synthase (FAS) in retinoblastoma and its correlation with tumor aggres-
siveness, Invest Ophthalmol Vis Sci 44 (2003a) 2399-2403.

Camassei, F. D., Jenkner, A., Rava, L., Bosman, C., Francalanci, P., Donfrancesco, A.,
Alo, P. L. and Boldrini, R., Expression of the lipogenic enzyme fatty acid synthase (FAS)
as a predictor of poor outcome in nephroblastoma: an interinstitutional study, Med
Pediatr Oncol 40 (2003b) 302-308.

Chajes, V., Cambot, M., Moreau, K., Lenoir, G. M. and Joulin, V., Acetyl-CoA Carboxylase
{alpha} Is Essential to Breast Cancer Cell Survival, Cancer Res 66 (2006) 5287-5294.
Chakravarthy, M. V., Pan, Z., Zhu, Y., Tordjman, K., Schneider, J. G., Coleman, T., Turk, J.
and Semenkovich, C. F., “New” hepatic fat activates PPARalpha to maintain glucose,

lipid, and cholesterol homeostasis, Cell Metab 1 (2005) 309-322.

Chakravarthy, M. V., Zhu, Y., Lopez, M., Yin, L., Wozniak, D. F., Coleman, T., Hu, Z.,
Wolfgang, M., Vidal-Puig, A., Lane, M. D. and Semenkovich, C. F., Brain fatty acid
synthase activates PPARalpha to maintain energy homeostasis, J Clin Invest 117 (2007)
2539-2552.

Chalbos, D., Chambon, M., Ailhaud, G. and Rochefort, H., Fatty acid synthetase and its
mRNA are induced by progestins in breast cancer cells, J Biol Chem 262 (1987)
9923-9926.

Chang, Y., Wang, J., Lu, X., Thewke, D. P. and Mason, R. J., KGF induces lipogenic genes
through a PI3K and JNK/SREBP-1 pathway in H292 cells, J Lipid Res 46 (2005)
2624-2635.

Chirala, S. S., Chang, H., Matzuk, M., Abu-Elheiga, L., Mao, J., Mahon, K., Finegold, M.
and Wakil, S. J., Fatty acid synthesis is essential in embryonic development: fatty acid
synthase null mutants and most of the heterozygotes die in utero, Proc Natl Acad Sci USA
100 (2003) 6358—6363.

Conde, E., Suarez-Gauthier, A., Garcia-Garcia, E., Lopez-Rios, F., Lopez-Encuentra, A.,
Garcia-Lujan, R., Morente, M., Sanchez-Verde, L. and Sanchez-Cespedes, M., Specific
pattern of LKB1 and phospho-acetyl-CoA carboxylase protein immunostaining in human
normal tissues and lung carcinomas, Hum Pathol 38 (2007) 1351-1360.



7 Fatty Acid Synthase Activity in Tumor Cells 187

De Schrijver, E., Brusselmans, K., Heyns, W., Verhoeven, G. and Swinnen, J. V., RNA
interference-mediated silencing of the fatty acid synthase gene attenuates growth and
induces morphological changes and apoptosis of LNCaP prostate cancer cells, Cancer
Res 63 (2003) 3799-3804.

Deberardinis, R. J., Mancuso, A., Daikhin, E., Nissim, 1., Yudkoff, M., Wehrli, S. and
Thompson, C. B., Beyond aerobic glycolysis: Transformed cells can engage in glutamine
metabolism that exceeds the requirement for protein and nucleotide synthesis, Proc Natl
Acad Sci USA 104 (2007) 19345-19350.

Egner, R., Thumm, M., Straub, M., Simeon, A., Schuller, H. J. and Wolf, D. H., Tracing
intracellular proteolytic pathways. Proteolysis of fatty acid synthase and other cytoplas-
mic proteins in the yeast Saccharomyces cerevisiae, J Biol Chem 268 (1993) 27269-27276.

Epstein, J. I., Carmichael, M. and Partin, A. W., OA-519 (fatty acid synthase) as an indepen-
dent predictor of pathologic state in adenocarcinoma of the prostate, Urology 45 (1995)
81-86.

Foufelle, F., Gouhot, B., Pegorier, J. P., Perdereau, D., Girard, J. and Ferre, P., Glucose
stimulation of lipogenic enzyme gene expression in cultured white adipose tissue. A role for
glucose 6-phosphate, J Biol Chem 267 (1992) 20543-20546.

Freeman, M. R., Cinar, B., Kim, J., Mukhopadhyay, N. K., Di Vizio, D., Adam, R. M. and
Solomon, K. R., Transit of hormonal and EGF receptor-dependent signals through
cholesterol-rich membranes, Steroids 72 (2007) 210-217.

Freeman, M. R., Cinar, B. and Lu, M. L., Membrane rafts as potential sites of nongenomic
hormonal signaling in prostate cancer, Trends Endocrinol Metabol 16 (2005) 273-279.
Fukuda, H., Iritani, N., Sugimoto, T. and Ikeda, H., Transcriptional regulation of fatty acid
synthase gene by insulin/glucose, polyunsaturated fatty acid and leptin in hepatocytes and

adipocytes in normal and genetically obese rats, Eur J Biochem 260 (1999) 505-511.

Funabashi, H., Kawaguchi, A., Tomoda, H., Omura, S., Okuda, S. and Iwasaki, S., Binding
site of cerulenin in fatty acid synthetase, J Biochem (Tokyo) 105 (1989) 751-755.

Furuya, Y., Akimoto, S., Yasuda, K. and Ito, H., Apoptosis of androgen-independent
prostate cell line induced by inhibition of fatty acid synthesis, Anticancer Res 17 (1997)
4589-4593.

Gabrielson, E. W., Pinn, M. L., Testa, J. R. and Kuhajda, F. P., Increased fatty acid synthase
is a therapeutic target in mesothelioma, Clin Cancer Res 7 (2001) 153-157.

Gansler, T. S., Hardman, W., 3rd, Hunt, D. A., Schaffel, S. and Hennigar, R. A., Increased
expression of fatty acid synthase (OA-519) in ovarian neoplasms predicts shorter survival,
Hum Pathol 28 (1997) 686—692.

Gao, Y., Lin, L. P., Zhu, C. H., Chen, Y., Hou, Y. T. and Ding, J., Growth arrest induced by
C75, A fatty acid synthase inhibitor, was partially modulated by p38 MAPK but not by
p53 in human hepatocellular carcinoma, Cancer Biol Ther 5 (2006) 978-985.

Graner, E., Tang, D., Rossi, S., Baron, A., Migita, T., Weinstein, L. J., Lechpammer, M.,
Huesken, D., Zimmermann, J., Signoretti, S. and Loda, M., The isopeptidase USP2a
regulates the stability of fatty acid synthase in prostate cancer, Cancer Cell 5 (2004)
253-261.

Harada, N., Oda, Z., Hara, Y., Fujinami, K., Okawa, M., Ohbuchi, K., Yonemoto, M.,
Ikeda, Y., Ohwaki, K., Aragane, K., Tamai, Y. and Kusunoki, J., Hepatic de novo
lipogenesis is present in liver-specific ACCl-deficient mice, Mol Cell Biol 27 (2007)
1881-1888.

Hatzivassiliou, G., Zhao, F., Bauer, D. E., Andreadis, C., Shaw, A. N., Dhanak, D.,
Hingorani, S. R., Tuveson, D. A. and Thompson, C. B., ATP citrate lyase inhibition can
suppress tumor cell growth, Cancer Cell 8 (2005) 311-321.

Heemers, H., Maes, B., Foufelle, F., Heyns, W., Verhoeven, G. and Swinnen, J. V., Andro-
gens stimulate lipogenic gene expression in prostate cancer cells by activation of the sterol
regulatory element-binding protein cleavage activating protein/sterol regulatory element-
binding protein pathway, Mol Endocrinol 15 (2001) 1817-1828.



188 J.L. Little, S.J. Kridel

Heemers, H., Vanderhoydonc, F., Heyns, W., Verhoeven, G. and Swinnen, J. V., Progestins
and androgens increase expression of Spot 14 in T47-D breast tumor cells, Biochem
Biophys Res Commun 269 (2000) 209-212.

Heemers, H., Vanderhoydonc, F., Roskams, T., Shechter, I., Heyns, W., Verhoeven, G. and
Swinnen, J. V., Androgens stimulate coordinated lipogenic gene expression in normal
target tissues in vivo, Mol Cell Endocrinol 205 (2003) 21-31.

Heiligtag, S. J., Bredehorst, R. and David, K. A., Key role of mitochondria in cerulenin-
mediated apoptosis, Cell Death Differ 9 (2002) 1017-1025.

Hennigar, R. A., Pochet, M., Hunt, D. A., Lukacher, A. E., Venema, V. J., Seal, E. and
Marrero, M. B., Characterization of fatty acid synthase in cell lines derived from experi-
mental mammary tumors, Biochim Biophys Acta 1392 (1998) 85-100.

Hillgartner, F. B., Salati, L. M. and Goodridge, A. G., Physiological and molecular mechan-
isms involved in nutritional regulation of fatty acid synthesis, Physiol Rev 75 (1995) 47-76.

Ho, T.S.,Ho, Y. P., Wong, W. Y., Chi-Ming Chiu, L., Wong, Y. S. and Eng-Choon Ooi, V.,
Fatty acid synthase inhibitors cerulenin and C75 retard growth and induce caspase-
dependent apoptosis in human melanoma A-375 cells, Biomed Pharmacother 61 (2007)
578-587.

Innocenzi, D., Alo, P. L., Balzani, A., Sebastiani, V., Silipo, V., La Torre, G., Ricciardi, G.,
Bosman, C. and Calvieri, S., Fatty acid synthase expression in melanoma, J Cutan Pathol
30 (2003) 23-28.

Jackowski, S., Coordination of membrane phospholipid synthesis with the cell cycle, J Biol
Chem 269 (1994) 3858-3867.

Jakobsson, A., Westerberg, R. and Jacobsson, A., Fatty acid elongases in mammals: their
regulation and roles in metabolism, Prog Lipid Res 45 (2006) 237-249.

Jayakumar, A., Tai, M. H., Huang, W. Y, al-Feel, W., Hsu, M., Abu-Elheiga, L., Chirala, S. S.
and Wakil, S. J., Human fatty acid synthase: properties and molecular cloning, Proc Natl
Acad Sci USA 92 (1995) 8695-8699.

Jensen, V., Ladekarl, M., Holm-Nielsen, P., Melsen, F. and Soerensen, F. B., The prognostic
value of oncogenic antigen 519 (OA-519) expression and proliferative activity detected by
antibody MIB-1 in node-negative breast cancer, J Pathol 176 (1995) 343-352.

Joseph, J. W., Odegaard, M. L., Ronnebaum, S. M., Burgess, S. C., Muehlbauer, J.,
Sherry, A. D. and Newgard, C. B., Normal flux through ATP-citrate lyase or fatty acid
synthase is not required for glucose-stimulated insulin secretion, J Biol Chem 282 (2007)
31592-31600.

Jump, D. B., Clarke, S. D., Thelen, A. and Liimatta, M., Coordinate regulation of glycolytic
and lipogenic gene expression by polyunsaturated fatty acids, J Lipid Res 35 (1994)
1076-1084.

Kapur, P., Rakheja, D., Roy, L. C. and Hoang, M. P., Fatty acid synthase expression in
cutaneous melanocytic neoplasms, Mod Pathol 18 (2005) 1107-1112.

Kersten, S., Seydoux, J., Peters, J. M., Gonzalez, F. J., Desvergne, B. and Wahli, W.,
Peroxisome proliferator-activated receptor alpha mediates the adaptive response to fast-
ing, J Clin Invest 103 (1999) 1489-1498.

Knowles, L. M., Axelrod, F., Browne, C. D. and Smith, J. W., A fatty acid synthase blockade
induces tumor cell-cycle arrest by down-regulating Skp2, J Biol Chem 279 (2004)
30540-30545.

Kridel, S. J., Axelrod, F., Rozenkrantz, N. and Smith, J. W., Orlistat is a novel inhibitor of
fatty acid synthase with antitumor activity, Cancer Res 64 (2004) 2070-2075.

Kridel, S. J., Lowther, W. T. and Pemble, C. W., Fatty acid synthase inhibitors: new direc-
tions for oncology, Expert Opin Investig Drugs 16 (2007) 1817-1829.

Kuhajda, F. P., Fatty-acid synthase and human cancer: new perspectives on its role in tumor
biology, Nutrition 16 (2000) 202-208.

Kuhajda, F. P., Fatty acid synthase and cancer: new application of an old pathway, Cancer
Res 66 (2006) 5977-5980.



7 Fatty Acid Synthase Activity in Tumor Cells 189

Kuhajda, F. P., Jenner, K., Wood, F. D., Hennigar, R. A., Jacobs, L. B., Dick, J. D. and
Pasternack, G. R., Fatty acid synthesis: a potential selective target for antineoplastic
therapy, Proc Natl Acad Sci USA 91 (1994) 6379-6383.

Kuhajda, F. P., Katumuluwa, A. I. and Pasternack, G. R., Expression of haptoglobin-related
protein and its potential role as a tumor antigen, Proc Natl Acad Sci USA 86 (1989a)
1188-1192.

Kuhajda, F. P., Piantadosi, S. and Pasternack, G. R., Haptoglobin-related protein (Hpr)
epitopes in breast cancer as a predictor of recurrence of the disease, N Engl J Med 321
(1989b) 636-641.

Kuhajda, F. P., Pizer, E. S., Li, J. N., Mani, N. S., Frehywot, G. L. and Townsend, C. A.,
Synthesis and antitumor activity of an inhibitor of fatty acid synthase, Proc Natl Acad Sci
USA 97 (2000) 3450-3454.

Kumar-Sinha, C., Ignatoski, K. W., Lippman, M. E., Ethier, S. P. and Chinnaiyan, A. M.,
Transcriptome analysis of HER2 reveals a molecular connection to fatty acid synthesis,
Cancer Res 63 (2003) 132—-139.

Kusakabe, T., Maeda, M., Hoshi, N., Sugino, T., Watanabe, K., Fukuda, T. and Suzuki, T.,
Fatty acid synthase is expressed mainly in adult hormone-sensitive cells or cells with high
lipid metabolism and in proliferating fetal cells, J Histochem Cytochem 48 (2000) 613-622.

Kusakabe, T., Nashimoto, A., Honma, K. and Suzuki, T., Fatty acid synthase is highly
expressed in carcinoma, adenoma and in regenerative epithelium and intestinal metaplasia
of the stomach, Histopathology 40 (2002) 71-79.

Lacasa, D., Le Liepvre, X., Ferre, P. and Dugail, 1., Progesterone stimulates adipocyte
determination and differentiation 1/sterol regulatory element-binding protein lc gene
expression. potential mechanism for the lipogenic effect of progesterone in adipose tissue,
J Biol Chem 276 (2001) 11512-11516.

Li, J. N, Gorospe, M., Chrest, F.J., Kumaravel, T. S., Evans, M. K., Han, W. F. and Pizer, E. S,
Pharmacological inhibition of fatty acid synthase activity produces both cytostatic and
cytotoxic effects modulated by p53, Cancer Res 61 (2001) 1493-1499.

Little, J. L., Wheeler, F. B., Fels, D. R., Koumenis, C. and Kridel, S. J., Inhibition of fatty acid
synthase induces endoplasmic reticulum stress in tumor cells, Cancer Res 67 (2007)
1262-1269.

Liu, X., Shi, Y., Giranda, V. L. and Luo, Y., Inhibition of the phosphatidylinositol 3-kinase/
Akt pathway sensitizes MDA-MB468 human breast cancer cells to cerulenin-induced
apoptosis, Mol Cancer Ther 5 (2006) 494-501.

Loftus, T. M., Jaworsky, D. E., Frehywot, G. L., Townsend, C. A., Ronnett, G. V., Lane, M. D.
and Kuhajda, F. P., Reduced Food Intake and Body Weight in Mice Treated with Fatty
Acid Synthase Inhibitors, Science 288 (2000) 2379-2381.

Magana, M. M. and Osborne, T. F., Two tandem binding sites for sterol regulatory element
binding proteins are required for sterol regulation of fatty-acid synthase promoter, J Biol
Chem 271 (1996) 32689-32694.

Maier, T., Jenni, S. and Ban, N., Architecture of mammalian fatty acid synthase at 4.5 A
resolution, Science 311 (2006) 1258—1262.

McGarry, J. D., Mills, S. E., Long, C. S. and Foster, D. W., Observations on the affinity for
carnitine, and malonyl-CoA sensitivity, of carnitine palmitoyltransferase I in animal and
human tissues. Demonstration of the presence of malonyl-CoA in non-hepatic tissues of
the rat, Biochem J 214 (1983) 21-28.

Menendez, J. A., Oza, B. P., Colomer, R. and Lupu, R., The estrogenic activity of synthetic
progestins used in oral contraceptives enhances fatty acid synthase-dependent breast
cancer cell proliferation and survival, Int J Oncol 26 (2005a) 1507-1515.

Menendez, J. A., Vellon, L. and Lupu, R., Antitumoral actions of the anti-obesity drug
orlistat (XenicalTM) in breast cancer cells: blockade of cell cycle progression, promotion
of apoptotic cell death and PEA3-mediated transcriptional repression of Her2/neu
(erbB-2) oncogene, Ann Oncol 16 (2005b) 1253-1267.



190 J.L. Little, S.J. Kridel

Menendez, J. A., Vellon, L., Mehmi, 1., Oza, B. P., Ropero, S., Colomer, R. and Lupu, R.,
Inhibition of fatty acid synthase (FAS) suppresses HER2/neu (erbB-2) oncogene over-
expression in cancer cells, Proc Natl Acad Sci USA 101 (2004) 10715-10720.

Milgraum, L. Z., Witters, L. A., Pasternack, G. R. and Kuhajda, F. P., Enzymes of the fatty
acid synthesis pathway are highly expressed in in situ breast carcinoma, Clin Cancer Res 3
(1997) 2115-2120.

Moon, Y. S., Latasa, M. J., Griffin, M. J. and Sul, H. S., Suppression of fatty acid synthase
promoter by polyunsaturated fatty acids, J Lipid Res 43 (2002) 691-698.

Moreau, K., Dizin, E., Ray, H., Luquain, C., Lefai, E., Foufelle, F., Billaud, M., Lenoir, G. M.
and Venezia, N. D., BRCA1 Affects Lipid Synthesis through Its Interaction with Acetyl-
CoA Carboxylase, J Biol Chem 281 (2006) 3172-3181.

Moustaid, N., Beyer, R. S. and Sul, H. S., Identification of an insulin response element in the
fatty acid synthase promoter, J Biol Chem 269 (1994) 5629-5634.

Moustaid, N. and Sul, H. S., Regulation of expression of the fatty acid synthase gene in
3T3-L1 cells by differentiation and triiodothyronine, J Biol Chem 266 (1991)
18550-18554.

Mulholland, D. J., Dedhar, S., Wu, H. and Nelson, C. C., PTEN and GSK3beta: key
regulators of progression to androgen-independent prostate cancer, Oncogene 25 (2006)
329-337.

Myers, R. B., Oelschlager, D. K., Weiss, H. L., Frost, A. R. and Grizzle, W. E., Fatty acid
synthase: an early molecular marker of progression of prostatic adenocarcinoma to
androgen independence, J Urol 165 (2001) 1027-1032.

Nemoto, T., Terashima, S., Kogure, M., Hoshino, Y., Kusakabe, T., Suzuki, T. and Gotoh,
M., Overexpression of fatty acid synthase in oesophageal squamous cell dysplasia and
carcinoma, Pathobiology 69 (2001) 297-303.

Ogino, S., Brahmandam, M., Cantor, M., Namgyal, C., Kawasaki, T., Kirkner, G.,
Meyerhardt, J. A., Loda, M. and Fuchs, C. S., Distinct molecular features of colorectal
carcinoma with signet ring cell component and colorectal carcinoma with mucinous
component, Mod Pathol 19 (2006) 59-68.

Ogino, S., Kawasaki, T., Ogawa, A., Kirkner, G. J., Loda, M. and Fuchs, C. S., Fatty acid
synthase overexpression in colorectal cancer is associated with microsatellite instability,
independent of CpG island methylator phenotype, Hum Pathol 38 (2007) 842-849.

Ookhtens, M., Kannan, R., Lyon, I. and Baker, N., Liver and adipose tissue contributions to
newly formed fatty acids in an ascites tumor, 4m J Physiol Regul Integr Comp Physiol 247
(1984) R146-R153.

Orita, H., Coulter, J., Lemmon, C., Tully, E., Vadlamudi, A., Medghalchi, S. M., Kuhajda, F. P.
and Gabrielson, E., Selective inhibition of fatty acid synthase for lung cancer treatment, Clin
Cancer Res 13 (2007) 7139-7145.

Paulauskis, J. D. and Sul, H. S., Cloning and expression of mouse fatty acid synthase and
other specific mRNAs. Developmental and hormonal regulation in 3T3-L1 cells, J Biol
Chem 263 (1988) 7049-7054.

Pflug, B. R., Pecher, S. M., Brink, A. W., Nelson, J. B. and Foster, B. A., Increased fatty acid
synthase expression and activity during progression of prostate cancer in the TRAMP
model, Prostate 57 (2003) 245-254.

Pizer, E. S., Chrest, F. J., DiGiuseppe, J. A. and Han, W. F., Pharmacological inhibitors of
mammalian fatty acid synthase suppress DNA replication and induce apoptosis in tumor
cell lines, Cancer Res 58 (1998a) 4611-4615.

Pizer, E. S., Jackisch, C., Wood, F. D., Pasternack, G. R., Davidson, N. E. and Kuhajda, F. P.,
Inhibition of fatty acid synthesis induces programmed cell death in human breast cancer
cells, Cancer Res 56 (1996a) 2745-2747.

Pizer, E. S., Kurman, R. J., Pasternack, G. R. and Kuhajda, F. P., Expression of fatty acid
synthase is closely linked to proliferation and stromal decidualization in cycling endome-
trium, Int J Gynecol Pathol 16 (1997) 45-51.



7 Fatty Acid Synthase Activity in Tumor Cells 191

Pizer, E. S., Lax, S. F., Kuhajda, F. P., Pasternack, G. R. and Kurman, R. J., Fatty acid
synthase expression in endometrial carcinoma: correlation with cell proliferation and
hormone receptors, Cancer 83 (1998b) 528-537.

Pizer, E. S., Pflug, B. R., Bova, G. S., Han, W. F., Udan, M. S. and Nelson, J. B., Increased
fatty acid synthase as a therapeutic target in androgen-independent prostate cancer
progression, Prostate 47 (2001) 102-110.

Pizer, E. S., Thupari, J., Han, W. F., Pinn, M. L., Chrest, F. J., Frehywot, G. L., Townsend, C. A.
and Kuhajda, F. P., Malonyl-coenzyme-A is a potential mediator of cytotoxicity induced by
fatty-acid synthase inhibition in human breast cancer cells and xenografts, Cancer Res 60
(2000) 213-218.

Pizer, E. S., Wood, F. D., Heine, H. S., Romantsev, F. E., Pasternack, G. R. and Kuhajda, F. P.,
Inhibition of fatty acid synthesis delays disease progression in a xenograft model of ovarian
cancer, Cancer Res 56 (1996b) 1189-1193.

Porstmann, T., Griffiths, B., Chung, Y. L., Delpuech, O., Griffiths, J. R., Downward, J. and
Schulze, A., PKB/Akt induces transcription of enzymes involved in cholesterol and fatty
acid biosynthesis via activation of SREBP, Oncogene 24 (2005) 6465-6481.

Rangan, V. S., Joshi, A. K. and Smith, S., Fatty acid synthase dimers containing catalytically
active beta-ketoacyl synthase or malonyl/acetyltransferase domains in only one subunit
can support fatty acid synthesis at the acyl carrier protein domains of both subunits, J Bio/
Chem 273 (1998) 34949-34953.

Rangan, V. S., Joshi, A. K. and Smith, S., Mapping the functional topology of the animal
fatty acid synthase by mutant complementation in vitro, Biochemistry 40 (2001)
10792-10799.

Rangan, V. S., Oskouian, B. and Smith, S., Identification of an inverted CCAAT box motif in
the fatty-acid synthase gene as an essential element for modification of transcriptional
regulation by cAMP, J Biol Chem 271 (1996) 2307-2312.

Rashid, A., Pizer, E. S., Moga, M., Milgraum, L. Z., Zahurak, M., Pasternack, G. R.,
Kuhajda, F. P. and Hamilton, S. R., Elevated expression of fatty acid synthase and fatty
acid synthetic activity in colorectal neoplasia, Am J Pathol 150 (1997) 201-208.

Resh, M. D., Trafficking and signaling by fatty-acylated and prenylated proteins, Nat Chem
Biol 2 (2006) 584-590.

Rossi, S., Graner, E., Febbo, P., Weinstein, L., Bhattacharya, N., Onody, T., Bubley, G.,
Balk, S. and Loda, M., Fatty acid synthase expression defines distinct molecular signa-
tures in prostate cancer, Mol Cancer Res 1 (2003) 707-715.

Rufo, C., Teran-Garcia, M., Nakamura, M. T., Koo, S. H., Towle, H. C. and Clarke, S. D.,
Involvement of a unique carbohydrate-responsive factor in the glucose regulation
of rat liver fatty-acid synthase gene transcription, J Biol Chem 276 (2001)
21969-21975.

Sabine, J. R., Abraham, S. and Chaikoff, I. L., Control of lipid metabolism in hepatomas:
insensitivity of rate of fatty acid and cholesterol synthesis by mouse hepatoma BW7756 to
fasting and to feedback control, Cancer Res 27 (1967) 793-799.

Sakai, J., Nohturfft, A., Goldstein, J. L. and Brown, M. S., Cleavage of Sterol Regulatory
Element-binding Proteins (SREBPs) at Site-1 Requires Interaction with SREBP Cleavage-
activating Protein. Evidence from in vivo competition studies, J Biol Chem 273 (1998)
5785-5793.

Sampath, H. and Ntambi, J. M., The fate and intermediary metabolism of stearic acid, Lipids
40 (2005) 1187-1191.

Sebastiani, V., Visca, P., Botti, C., Santeusanio, G., Galati, G. M., Piccini, V., Capezzone de
Joannon, B., Di Tondo, U. and Alo, P. L., Fatty acid synthase is a marker of increased risk
of recurrence in endometrial carcinoma, Gynecol Oncol 92 (2004) 101-105.

Shah, U. S., Dhir, R., Gollin, S. M., Chandran, U. R., Lewis, D., Acquafondata, M. and
Pflug, B. R., Fatty acid synthase gene overexpression and copy number gain in prostate
adenocarcinoma, Hum Pathol 37 (2006) 401-409.



192 J.L. Little, S.J. Kridel

Shurbaji, M. S., Kalbfleisch, J. H. and Thurmond, T. S., Immunohistochemical detection of a
fatty acid synthase (OA-519) as a predictor of progression of prostate cancer, Hum Pathol
27 (1996) 917-921.

Shurbaji, M. S., Kuhajda, F. P., Pasternack, G. R. and Thurmond, T. S., Expression of
oncogenic antigen 519 (OA-519) in prostate cancer is a potential prognostic indicator, Am
J Clin Pathol 97 (1992) 686-691.

Silva, S. D., Perez, D. E., Alves, F. A., Nishimoto, I. N., Pinto, C. A. L., Kowalski, L. P. and
Graner, E., ErbB2 and fatty acid synthase (FAS) expression in 102 squamous cell
carcinomas of the tongue: Correlation with clinical outcomes, Oral Oncol 44(5) (2008)
484-490.

Smith, S., Architectural options for a fatty acid synthase, Science 311 (2006) 1251-1252.

Smith, S., Witkowski, A. and Joshi, A. K., Structural and functional organization of the
animal fatty acid synthase, Prog Lipid Res 42 (2003) 289-317.

Swinnen, J. V., Brusselmans, K. and Verhoeven, G., Increased lipogenesis in cancer cells: new
players, novel targets, Curr Opin Clin Nutr Metab Care 9 (2006) 358-365.

Swinnen, J. V., Esquenet, M., Goossens, K., Heyns, W. and Verhoeven, G., Androgens
stimulate fatty acid synthase in the human prostate cancer cell line LNCaP, Cancer Res
57 (1997a) 1086-1090.

Swinnen, J. V., Heemers, H., Deboel, L., Foufelle, F., Heyns, W. and Verhoeven, G., Stimula-
tion of tumor-associated fatty acid synthase expression by growth factor activation of the
sterol regulatory element-binding protein pathway, Oncogene 19 (2000a) 5173-5181.

Swinnen, J. V., Roskams, T., Joniau, S., Van Poppel, H., Oyen, R., Baert, L., Heyns, W. and
Verhoeven, G., Overexpression of fatty acid synthase is an early and common event in the
development of prostate cancer, Int J Cancer 98 (2002) 19-22.

Swinnen, J. V., Ulrix, W., Heyns, W. and Verhoeven, G., Coordinate regulation of lipogenic
gene expression by androgens: evidence for a cascade mechanism involving sterol regula-
tory element binding proteins, Proc Natl Acad Sci USA 94 (1997b) 12975-12980.

Swinnen, J. V., Van Veldhoven, P. P., Timmermans, L., De Schrijver, E., Brusselmans, K.,
Vanderhoydonc, F., Van de Sande, T., Heemers, H., Heyns, W. and Verhoeven, G., Fatty
acid synthase drives the synthesis of phospholipids partitioning into detergent-resistant
membrane microdomains, Biochem Biophys Res Commun 302 (2003) 898-903.

Swinnen, J. V., Vanderhoydonc, F., Elgamal, A. A., Eelen, M., Vercaeren, 1., Joniau, S., Van
Poppel, H., Baert, L., Goossens, K., Heyns, W. and Verhoeven, G., Selective activation of
the fatty acid synthesis pathway in human prostate cancer, Int J Cancer 88 (2000b)
176-179.

Szutowicz, A., Kwiatkowski, J. and Angielski, S., Lipogenetic and glycolytic enzyme activities
in carcinoma and nonmalignant diseases of the human breast, Br J Cancer 39 (1979)
681-687.

Takahiro, T., Shinichi, K. and Toshimitsu, S., Expression of fatty acid synthase as a prog-
nostic indicator in soft tissue sarcomas, Clin Cancer Res 9 (2003) 2204-2212.

Teran-Garcia, M., Adamson, A. W., Yu, G., Rufo, C., Suchankova, G., Dreesen, T. D.,
Tekle, M., Clarke, S. D. and Gettys, T. W., Polyunsaturated fatty acid suppression of fatty
acid synthase (FASN): evidence for dietary modulation of NF-Y binding to the Fasn
promoter by SREBP-1c¢, Biochem J 402 (2007) 591-600.

Thompson, B. J. and Smith, S., Biosynthesis of fatty acids by lactating human breast epithelial
cells: an evaluation of the contribution to the overall composition of human milk fat,
Pediatr Res 19 (1985) 139-143.

Thupari, J. N., Kim, E. K., Moran, T. H., Ronnett, G. V. and Kuhajda, F. P., Chronic C75
treatment of diet-induced obese mice increases fat oxidation and reduces food intake to
reduce adipose mass, Am J Physiol Endocrinol Metab 287 (2004) E97-E104.

Thupari, J. N., Landree, L. E., Ronnett, G. V. and Kuhajda, F. P., C75 increases peripheral
energy utilization and fatty acid oxidation in diet-induced obesity, Proc Natl Acad Sci
USA 99 (2002) 9498-9502.



7 Fatty Acid Synthase Activity in Tumor Cells 193

Tian, W. X., Inhibition of fatty acid synthase by polyphenols, Curr Med Chem 13 (2006)
967-971.

Tu, Y., Thupari, J. N., Kim, E. K., Pinn, M. L., Moran, T. H., Ronnett, G. V. and Kuhajda,
F. P., C75 alters central and peripheral gene expression to reduce food intake and increase
energy expenditure, Endocrinology 146 (2005) 486—493.

Turyn, J., Schlichtholz, B., Dettlaff-Pokora, A., Presler, M., Goyke, E., Matuszewski, M.,
Kmiec, Z., Krajka, K. and Swierczynski, J., Increased activity of glycerol 3-phosphate
dehydrogenase and other lipogenic enzymes in human bladder cancer, Horm Metab Res 35
(2003) 565-569.

Van de Sande, T., De Schrijver, E., Heyns, W., Verhoeven, G. and Swinnen, J. V., Role of the
phosphatidylinositol 3’-kinase/PTEN/Akt kinase pathway in the overexpression of fatty
acid synthase in LNCaP prostate cancer cells, Cancer Res 62 (2002) 642-646.

Van de Sande, T., Roskams, T., Lerut, E., Joniau, S., Van Poppel, H., Verhoeven, G. and
Swinnen, J. V., High-level expression of fatty acid synthase in human prostate cancer
tissues is linked to activation and nuclear localization of Akt/PKB, J Pathol 206 (2005)
214-219.

Visca, P., Sebastiani, V., Botti, C., Diodoro, M. G., Lasagni, R. P., Romagnoli, F., Brenna, A.,
De Joannon, B. C., Donnorso, R. P., Lombardi, G. and Alo, P. L., Fatty acid synthase
(FAS) is a marker of increased risk of recurrence in lung carcinoma, Anticancer Res 24
(2004) 4169-4173.

Visca, P., Sebastiani, V., Pizer, E. S., Botti, C., De Carli, P., Filippi, S., Monaco, S. and Alo, P. L.,
Immunohistochemical expression and prognostic significance of FAS and GLUT1 in bladder
carcinoma, Anticancer Res 23 (2003) 335-339.

Volpe, J. J. and Marasa, J. C., Hormonal regulation of fatty acid synthetase, acetyl-CoA
carboxylase and fatty acid synthesis in mammalian adipose tissue and liver, Biochim
Biophys Acta 380 (1975) 454-472.

Wakil, S. J., Fatty acid synthase, a proficient multifunctional enzyme, Biochemistry 28 (1989)
4523-4530.

Wakil, S. J., Stoops, J. K. and Joshi, V. C., Fatty acid synthesis and its regulation, Annu Rev
Biochem 52 (1983) 537-579.

Wang, D. and Sul, H. S., Insulin stimulation of the fatty acid synthase promoter is mediated
by the phosphatidylinositol 3-kinase pathway. Involvement of protein kinase B/Akt, J Biol
Chem 273 (1998) 25420-25426.

Wang, H. Q., Altomare, D. A., Skele, K. L., Poulikakos, P. 1., Kuhajda, F. P., Di Cristofano, A.
and Testa, J. R., Positive feedback regulation between AKT activation and fatty acid
synthase expression in ovarian carcinoma cells, Oncogene 24 (2005) 3574-3582.

Wang, S., Gao, J., Lei, Q., Rozengurt, N., Pritchard, C., Jiao, J., Thomas, G. V., Li, G.,
Roy-Burman, P., Nelson, P. S., Liu, X. and Wu, H., Prostate-specific deletion of the
murine Pten tumor suppressor gene leads to metastatic prostate cancer, Cancer Cell 4
(2003) 209-221.

Worgall, T. S., Sturley, S. L., Seo, T., Osborne, T. F. and Deckelbaum, R. J., Polyunsaturated
Fatty Acids Decrease Expression of Promoters with Sterol Regulatory Elements by
Decreasing Levels of Mature Sterol Regulatory Element-binding Protein, J Biol Chem
273 (1998) 25537-25540.

Xu, J., Nakamura, M. T., Cho, H. P. and Clarke, S. D., Sterol regulatory element binding
protein-1 expression is suppressed by dietary polyunsaturated fatty acids. A mechanism
for the coordinate suppression of lipogenic genes by polyunsaturated fats, J Biol Chem 274
(1999) 23577-23583.

Yahagi, N., Shimano, H., Hasegawa, K., Ohashi, K., Matsuzaka, T., Najima, Y., Sekiya, M.,
Tomita, S., Okazaki, H., Tamura, Y., lizuka, Y., Ohashi, K., Nagai, R., Ishibashi, S.,
Kadowaki, T., Makuuchi, M., Ohnishi, S., Osuga, J.-i. and Yamada, N., Co-ordinate
activation of lipogenic enzymes in hepatocellular carcinoma, Eur J Cancer 41 (2005)
1316-1322.



194 J.L. Little, S.J. Kridel

Yang, N., Kays, J. S., Skillman, T. R., Burris, L., Seng, T. W. and Hammond, C., C75
[4-Methylene-2-octyl-5-oxo-tetrahydro-furan-3-carboxylic Acid] Activates Carnitine Pal-
mitoyltransferase-1 in Isolated Mitochondria and Intact Cells without Displacement of
Bound Malonyl CoA, J Pharmacol Exp Ther 312 (2005) 127-133.

Yang, Y. A., Han, W. F., Morin, P. J., Chrest, F. J. and Pizer, E. S., Activation of fatty acid
synthesis during neoplastic transformation: role of mitogen-activated protein kinase and
phosphatidylinositol 3-kinase, Exp Cell Res 279 (2002) 80-90.

Yeh, S., Lin, H.-K., Kang, H.-Y., Thin, T. H., Lin, M.-F. and Chang, C., From HER2/Neu
signal cascade to androgen receptor and its coactivators: A novel pathway by induction of
androgen target genes through MAP kinase in prostate cancer cells, Proc Natl Acad Sci
USA 96 (1999) 5458-5463.

Yoon, S., Lee, M. Y., Park, S. W., Moon, J. S., Koh, Y. K., Ahn, Y. H., Park, B. W. and
Kim, K. S., Up-regulation of acetyl-CoA carboxylase alpha and fatty acid synthase by
human epidermal growth factor receptor 2 at the translational level in breast cancer cells,
J Biol Chem 282 (2007) 26122-26131.

Zhao, W., Kridel, S., Thorburn, A., Kooshki, M., Little, J., Hebbar, S. and Robbins, M.,
Fatty acid synthase: a novel target for antiglioma therapy, Br J Cancer 95 (2006) 869-878.

Zhou, W., Han, W. F., Landree, L. E., Thupari, J. N., Pinn, M. L., Bililign, T., Kim, E. K.,
Vadlamudi, A., Medghalchi, S. M., El Meskini, R., Ronnett, G. V., Townsend, C. A. and
Kuhajda, F. P., Fatty acid synthase inhibition activates AMP-activated protein kinase in
SKOV3 human ovarian cancer cells, Cancer Res 67 (2007) 2964-2971.

Zhou, W., Simpson, P. J., McFadden, J. M., Townsend, C. A., Medghalchi, S. M.,
Vadlamudi, A., Pinn, M. L., Ronnett, G. V. and Kuhajda, F. P., Fatty Acid Synthase
Inhibition Triggers Apoptosis during S Phase in Human Cancer Cells, Cancer Res 63
(2003) 7330-7337.



