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General Introduction

Obesity

Obesity is a result of uncontrolled expansion of the adipose tissue and is associated with

severe health risks (1). The most widely used index of obesity is the body mass index

(BMI), which is calculated by dividing body weight in kilograms by the square of height in

meters (kg/m2). BMI between 18.5 and 25 is considered to be normal weight, BMI ranging

between 25.0 and 29.9 is defined as overweight, and a score of 30 or above indicates

obesity. Obesity has reached epidemic proportions in western industrialized countries. In

the USA approximately 30% of all adults are estimated to be obese, up to 60% are

considered overweight, and the prevalence in children is increasing dramatically (2, 3). It is

also a rising problem in Norway where a recent report states that 14.7% of men and 12.5%

of women are obese (4).

Obesity is directly linked to a number of different health risks. The most common obesity-

related health condition is hypertension. The prevalence of type 2 diabetes has been shown

to increase with increased body weight in both men and women and although coronary

heart disease can not be directly linked to overweight it shows a significantly higher

prevalence in obese individuals (5). There is also evidence that obesity increases the risk of

certain types of cancer such as colon cancer and breast cancer (6).

Obesity is a consequence of a positive energy balance in the body, where consumed energy

exceeds energy expenditure. This is due to both environmental and hereditary factors (7).

Availability and composition of food as well as reduced requirement for physical activity

are some environmental factors that have changed in recent years and contribute to a

positive energy balance. Some of the genes involved have been characterized but a lot

remains to fully understand how these components work in a physiological environment.

Energy balance is composed of energy intake and energy expenditure. Energy intake is

regulated by feeding and will be discussed below.

Energy expenditure can be divided into three categories: basal metabolism, physical

activity, and adaptive thermogenesis (8). The first is the obligatory energy expended on

basic cellular and physiological functions. The maintenance of energy balance requires
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oxidization of the fuel that is ingested. Obese individuals who have lost weight are less

effective in increasing fat oxidation in the presence of a high-fat diet than normal weight

individuals (6). The energy expended in physical activity is directly related to body weight

and it has been shown that exercise can accelerate the adaptation to a change from a low-

to a higher-fat diet (9). Adaptive thermogenesis refers to the thermic effect of food and the

ability to convert excess calories to heat. After food is ingested there is a rise in energy

expenditure. This process is partly controlled by the sympathetic nervous system.

Thermogenic activity of brown adipose tissue (BAT) is also under sympathetic nervous

system control. This activity is primarily mediated in brown adipocytes by mitochondrial

uncoupling protein 1 (UCP1) which allows protons to leak across the inner mitochondrial

membrane instead of coupling these protons to ATP synthesis (10). This results in

increased heat production. BAT is abundant in small animals and human infants but in

adult humans the amount of BAT is minimal. It is therefore thought that the expression of

UCP1 is not substantial to be physiologically meaningful in adults. A homologue of UCP1,

UCP3 is expressed predominantly in skeletal muscles. A strong association between the

expression of UCP3 and fat metabolism has been established but the nature of this

association remains unknown (11).

Signaling of energy balance

Food intake in humans is influenced by emotional factors, social factors, and learned

behavior (12). In addition to this, systems within the brain sense and integrate signals

regarding energy stores and recent energy intake to maintain energy homeostasis. The

hypothalamus integrates both peripheral and central signals and controls food intake, levels

of physical activity, energy expenditure, and endocrine systems. Some of these signals are

regarded as short-term and include signaling molecules from the gut in response to meals

(13). More long-term signals include factors that are secreted from adipose tissue such as

leptin, adiponectin, resistin, and visfatin, and insulin secreted from the pancreas (Fig. 1).
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Figure 1. Integration of long-term and short-term signals of energy balance in the brain. Adipose tissue

and the pancreas produce peripheral signals that relate to long-term energy stores. Short-term signals

include absorbed nutrients and peptides secreted from the gut. Figure from Badman and Flier 2005 (12).

The gut is known as a source of signals that influence appetite. Stretch sensors in the

gastro-intestinal tract send signals directly to the brain via afferent nerves and in addition

there are a number of different endocrine signals secreted that can affect appetite.

Cholecystokinin (CCK) is a prototypical satiety hormone that is produced in mucosal

endocrine cells in the small intestine. It is secreted by these cells in response to the

presence of food within the gut lumen. Sulfated CCK binds to CCK receptors on vagal

afferent neurons, which transmit neural signals to the brainstem and results in a reduction

in meal size (14). CCK receptors also inhibit gastric emptying, which may enhance the

signals of satiety. Infusion of CCK into human subjects has been shown to suppress food

intake and cause earlier meal termination (15). Glucagon-like peptide 1 (GLP-1) is another

satiety peptide and is secreted from L-cells in response to nutrients in the form of free fatty

acids and carbohydrates. GLP-1 inhibits gastric acid secretion and emptying and stimulates

insulin release (16). Another peptide that stimulates insulin secretion is glucose-dependent

insulinotropic polypeptide (GIP). GIP secretion from the small intestine is primarily

induced by absorption of ingested fat. It has been shown that mice lacking the GIP receptor

that were fed a high-fat diet were protected from obesity (17). Peptide YY (PYY) and

pancreatic polypeptide (PP) belong to the same peptide family and are both 36 amino acid



8

long, tyrosine containing peptides (18). PYY is produced in endocrine cells in the ileum

and colon and is secreted after meals to delay gastric emptying. It binds to Y2 receptors in

the hypothalamus which inhibit neuropeptide Y (NPY) positive neurons and depresses

feeding (19).  Intravenous infusion of physiological levels of PYY reduces caloric intake

(20, 21). PP is released from pancreatic islet cells and act on Y4 and Y5 receptors. It

reduces both appetite and food intake without affecting gastric emptying (22). On the other

hand, a peptide that stimulates hunger is ghrelin. This is a hormone secreted from cells

located throughout the gastro-intestinal tract. It is known for appetite stimulating actions

though activation of NPY expressing neurons (23). Intravenous injection of ghrelin to

normal weight human subjects increases food intake (24). This might be useful in the

treatment of anorexia.

The role of insulin in the adaptive response to peripheral changes in the energy balance is

well known. Secretion of insulin by pancreatic β-cells after a meal leads to glucose transfer

into cells followed by energy production. A receptor-mediated transport system of insulin

across the blood brain barrier (BBB) was described in the 1980s (25) and led to the

proposal that insulin also might play a role in more long-term regulation of the energy

balance. It has been shown that administration of insulin within the central nervous system

suppresses food intake in rodents and sub-human primates and regulates expression of

hypothalamic neuropeptides that influence appetite (26). In addition, deletion of insulin

receptors in neurons produces obesity in mice (27).

White adipose tissue (WAT) is a loose connective tissue that is dispersed throughout the

body and positioned subcutaneously and surrounding every internal organ. WAT was long

regarded only as a storage compartment for excess energy with triglycerols constituting

more than 85% of the tissue weight (28). It is now known that the adipocytes secrete many

different cytokines known as adipokines, and the adipose tissue is therefore regarded as an

endocrine organ. The endocrine function of WAT may be best characterized by the

secreted factor leptin. The ob gene, which codes for the 16-kDa protein leptin, was first

cloned in 1994 by Zhang et al (29), the year after the leptin receptor was characterized

(30). A frequently used model of obesity is the ob/ob mice which have a homozygous

mutation in the ob gene (31). These mice are leptin deficient, which results in hyperphagia,

morbid obesity, diabetes, and other health complications. Complete leptin deficiency is not
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a frequent cause of human obesity, only very few individuals have homozygous loss-of-

function mutants of leptin or its receptor (32), but a syndrome of partial leptin deficiency

might be more common (33).

Leptin circulates as both a free and bound hormone. The levels of both adipose tissue and

plasma leptin are dependent on the amount of energy stored as fat as well as the status of

the energy balance. Leptin levels are elevated in obese individuals (34) and increase with

high-energy intake, while lean individuals have lower leptin levels. Leptin receptors are

mainly located in appetite-modulating neurons in the hypothalamus (35). Leptin enters the

brain by a saturable transport mechanism, possibly by receptor-mediated transcytosis

across the BBB (36). The long form of the leptin receptor activates Janus kinase-signal

transducer and activator of transcription (JAK-STAT) signaling among other signal

transduction pathways (37). The product of the ob gene was named leptin, from Greek

leptos meaning thin, because it decreased bodyweight and fat mass when injected into mice

(38).  It is now understood that leptin also serves as an important signal of starvation when

levels are low. This function is likely to be as important as its antiobesity role. The fact that

leptin levels are elevated in most obese individuals is thought to indicate a state of leptin

resistance. Two general mechanisms of leptin resistance have been proposed. The first may

involve a defect in receptor-mediated leptin transport across the BBB to sites within the

brain critical to regulation of energy balance (39). The other mechanism involves members

of the suppressors of cytokine signaling (SOCS) family. SOCS3 is induced in

hypothalamic neurons in a leptin dependent manner and is an antagonist of leptin signaling

(40).

The adipose tissue secrets many other endocrine factors in addition to leptin (some of

which are shown in Fig. 1). Adiponectin is an adipocyte-secreted collagen like protein that

circulates at high concentrations (41). Levels of adiponectin are reduced in obesity, and the

suppression correlates with insulin resistance (42). Levels can be induced by treatment

with antidiabetic thiazoladinediones (TZDs). Resistin is another secreted protein and is

induced in obesity. It might be in part responsible for systemic insulin resistance (43). The

adipose tissue is known for its ability to metabolize sex steroids. The most important role

of the sex steroids is in fat distribution. Estrogens stimulate adipogenesis in the breast and

in subcutaneous tissue, while androgens promote central obesity (44). Central obesity has
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been associated with insulin resistance, type 2 diabetes, hypertension, and coronary heart

disease (44). Inflammatory cytokines such as tumor necrosis factor α (TNF-α) and

interleukin 6 (IL-6) are also produced and secreted by the adipose tissue. TNF-α regulates

key components of fat metabolism, and has a net effect to prevent obesity through

inhibition of lipogenesis, increased lipolysis, and facilitation of adipocyte death via

apoptosis (45). IL-6 is an immune modulating cytokine which expression in adipocytes is

increased in obesity. IL-6 deficient mice develop late-onset obesity that can be prevented

by low-dose infusion of IL-6 into the brain (46, 47). The identity of upstream pathways

responsible for this “inflammatory state” within adipose tissue remains an unanswered

question.

As mentioned earlier, the hypothalamus is the main center for integrating signals that

influence energy balance. Many signaling pathways involved in feeding and energy

expenditure in the brain are activated and the best characterized of these is the

melanocortin pathway (Fig. 2). This pathway involves two populations of neurons within

the arcuate nucleus. One population expresses the orexigens (feeding-inducing) NPY and

agouti related protein (AgRP), while the other population coexpresses mRNAs encoding

the anorexigenic peptides cocaine and amphetamine related transcript (CART) and

proopiomelanocortin (POMC) which is cleaved to α-melanocortin stimulating hormone

(α-MSH) (26). AgRP and α-MSH are antagonistic ligands of the G protein-coupled

receptor melanocortin 4 receptor (MC4R) (48). The activation of MC4R by α-MSH

reduces food intake, while suppression of MC4R by the antagonist AgRP increases feeding

(49). The dominant mutation causing the obese phenotype of the Ay mouse, another rodent

obesity model, is due to ubiquitous expression of the coat color protein agouti (50). Agouti

causes obesity by antagonizing the action of α-MSH on MC4Rs within the brain (51).

There are different models on how these melanocortin signals produce downstream effects

on appetite, energy expenditure, and neuroendocrine function. One of these models

involves direct projection of the arcute melanocortinergic neurons (AgRP and POMC) onto

neurons located within the lateral hypothalamus that express the orexigenic peptides

melanin-concentrating hormone (MCH) and orexin (52). MCH stimulates food intake (53).

Some of the functions of leptin can be understood through the actions of the melanocortin

pathway. Leptin signaling induces the expression of CART and α-MSH, while the action
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of leptin reduces the expression of NPY and AgRP (52), explaining the reduction of food

intake when leptin levels rise.

Figure 2. The melanocortin pathway. Simplified representation of potential action of gut peptides and

adipose factors on the hypothalamus. Circulating agents enter into the arcuate nucleus of the hypothalamus

through the blood brain barrier. Integration of peripheral signals within the brain involves an interplay

between the hypothalamus and hindbrain structures. Red - appetite-inhibiting neurons, green - appetite-

stimulating neurons, → direct stimulatory, ⊥. – direct inhibitory. Figure from Badman and Flier 2005 (12).

Adipogenesis

The adipose tissue is comprised of lipid-filled cells (adipocytes) surrounded by a matrix of

collagen fibers, blood vessels, lymph nodes, fibroblasts, nerves and immune cells. It is an

important component of the body’s system of energy balance, and the major energy reserve

in higher eukaryotes. Adipocytes are derived from mesenchymal stem cells which can also

differentiate into muscle cells and chondrocytes under the right conditions (54).

Adipogenesis, the differentiation of preadipocytes into mature adipocytes, is highly

regulated in a temporal manner and is a well-characterized process in vitro (55). The cell

systems most widely used for studying adipogenesis in vitro are the preadipocyte cell lines

3T3-F442A and 3T3-L1 that are already committed to the adipocyte lineage (56). More

recently, studies have also been performed using pluripotent mesenchymal stem cells that

can be induced to differentiate into adipocytes, as well as cells of other lineages (57-59).

Feeding
Gastric emptying
Metabolic rate
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Mouse models, where important adipose factors are over-expressed or knocked out, also

present new knowledge about adipocytes and adipogenesis (31, 60).

3T3-L1 preadipocytes are morphologically similar to fibroblasts. After induction of

differentiation the cells convert to a spherical shape, start to accumulate lipid droplets, and

acquire morphological and biochemical characteristics of mature white adipocytes.

Initially, preadipocytes enter growth arrest when they reach confluence, although cell-cell

contact is not strictly required for growth arrest to occur (61, 62). The initial phase of

growth arrest is followed by one or two additional rounds of mitosis, known as mitotic

clonal expansion (MCE). MCE is a prerequisite for differentiation of 3T3-L1

preadipocytes into adipocytes (63).

Growth arrest and MCE are accompanied by complex changes in gene expression. Many

different transcription factors are critical to adipocyte differentiation (Fig.3); the most

important factors will be discussed here. Expression of CCAAT/enhancer-binding protein-

β (C/EBPβ) and C/EBPδ has a temporal rise during MCE (64), and it has been established

that C/EBPβ is required for MCE to take place (65). C/EBPβ and C/EBPδ are two of the

members of the C/EBP family of transcription factors. These proteins contain a highly

conserved basic leucine zipper domain which mediate homo- and hetero-dimerization, and

are expressed in a variety of tissues (66). Recent gain- and loss-of function studies indicate

that these proteins have a profound effect on fat cell development (67). Expression of

C/EBPα in adipogenesis is thought to be transcriptionally activated by C/EBPβ (68).

C/EBPα activates the expression of many adipocyte genes, including adipocyte-specific

fatty acid binding protein (aP2), lipoprotein lipase (LPL), glycerophosphate dehydrogenase

(GAPDH), and fatty acid synthase, which give rise to the adipocyte phenotype. In addition

to activating the expression of C/EBPα, C/EBPβ also activates transcription of the

peroxisome proliferator-activated receptor-γ (PPARγ) (68). A positive feedback loop exists

that mutually reinforces the expression of C/EBPα and PPARγ. PPARγ is a member of the

nuclear receptor protein subfamily that forms heterodimers with the retinoid X receptor

(RXR). It regulates gene transcription through the binding to response elements as a

heterodimer complex with RXRs. Use of high-affinity selective PPARγ agonists TZDs and

PPARγ null mice has been important in establishing PPARγ as a critical factor for

adipogenesis (67).
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Preadipocytes Adipocyte differentiation

Wnt

GATA-2
GATA-3

RA
RAR

MCE Terminal differentiation

Pref-1

Notch-1

LIF

C/EBPβ
+ HMGI(Y)
-  CHOP10

C/EBPδ

PPARγ

C/EBPα

aP2
LPL
p21
PEPCK
GAPDH
leptinADD-1/SREBP1c

-Id2
-Id3

PPARγ 
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binding

Inhibition of PPARγ
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Blocks induction of 
C/EBPα and PPARγ

Stimulates transcription
of C/EBPβ and C/EBPδ

Figure 3- Transcription factors involved in adipogenesis. The figure summarizes some of the transcription

factors that are most critical to adipogenesis and some of the factors critical to the adipocyte phenotype.

Some factors expressed in preadipocytes must be down-regulated in order to initiate adipogenesis. Retinoic

acid (RA), retinoic acid receptor (RAR), preadipocyte factor-1 (Pref-1), leukemia inhibitory factor (LIF),

high-mobility group I (Y) (HMGI(Y)), C/EBP homologous protein-10 (CHOP10), adipocyte determination

and differentiation factor 1 (ADD-1), sterol regulatory element binding protein-1c (SREBP-1c), inhibitor of

DNA binding (Id), phosphoenolpyruvate carboxykinase (PEPCK).

Many intracellular and extracellular signals influence the growth of preadipocytes and

terminal differentiation. Only some of the most important will be included here. Insulin is

produced in pancreatic β  cells and is involved in short-term regulation of energy

homeostasis. It increases the percentage of cells that differentiate into mature adipocytes in

vitro and also increases the amount of lipid accumulated in each fat cell (69) although it is

not required for the differentiation of all preadipose cell lines (70). Preadipocytes express

few insulin receptors and the effect of insulin on differentiation has been shown to occur

through cross activation of the insulin-like growth factor receptor-1 (IGF-1) (56).

Downstream signaling of insulin and IGF-1 include stimulation of Ras. Ectopic expression

of activated Ras has been reported to induce adipogenesis without the need for hormonal

stimulation (71). Ras is an activator of the mitogen-activated protein kinase (MAPK)

pathway. The role of the MAPK pathway in adipogenesis will be discussed below. Akt is

another downstream effector of insulin action. Expression of a constitutively activated

allele of Akt in 3T3-L1 cells induces their spontaneous differentiation (72).
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Glucocorticoids have been used for many years to optimize differentiation of cultured

preadipose cell lines. The synthetic glucocorticoid dexamethasone is the most widely used

glucocorticoid. It is thought to operate through the activation of the glucocorticoid

receptor, which is a member of the nuclear receptor superfamily. Dexamethasone induces

expression of C/EBPδ, which is involved in the early stages of differentiation (73). It has

also been reported that dexamethasone reduces the expression of preadipocyte factor-1

(Pref-1), a negative regulator of adipogenesis (74). cAMP is also known to promote

differentiation by inducing the transcription factor C/EBPβ (64). Isobutylmethylxanthine

(IBMX) is a phoshodiesterase inhibitor that increases the half-life of cAMP and thereby

potentiating agents that act by stimulating adenylyl cyclase, increasing the levels of cAMP

in the cell. In addition, a variety of cytokines and growth factors have been found to

suppress fat cell differentiation. The most studied proteins include TNF-α, IL-1, epidermal

growth factor, and platelet-derived growth factor. The mechanisms underlying the effects

of these factors are still unknown, though suppression of expression of key adipogenic

factors have been observed (75).

The MAPK signaling pathway

MAPKs are important mediators of signal transduction and play a key role in regulation of

many cellular processes, such as cell growth and proliferation, differentiation, and

apoptosis as well as more short-term changes required for homeostasis and acute hormonal

responses (76). Mammalian MAPK pathways can be activated by a wide variety of

different stimuli acting through diverse receptor families, including hormones and growth

factors that act through receptor tyrosine kinases, peptides acting through G protein-

coupled receptors (GPCRs), transforming growth factor (TGF)-β-related proteins acting

through Ser-Thr kinase receptors, and environmental stresses such as osmotic shock and

ionizing radiation (77). Three groups of MAPKs have been well characterized;

extracellular signal-regulated kinases (ERKs), c-Jun amino-terminal kinases (JNKs), and

p38 MAPKs (Fig. 4). The last two families of MAPKs are often referred to as stress-

activated protein kinases (SAPKs) which also includes the recently described ERK5 sub-

family (78). The MAPKs are serine/threonine kinases regulated by phosphorylation

cascades organized in specific modules. All modules include two additional protein kinases

that are activated in series and lead to activation of a specific MAPK. MAP kinase kinases

(MAPKKs) activate the MAPKs through phosphorylation on tyrosine and threonine
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residues within a conserved Thr-X-Tyr motif in the kinase activation loop. Both the

tyrosine and the threonine residue must be phosphorylated for the MAPKs to be active; as

a consequence the MAPKs can be deactivated by all three major groups of protein

phosphatases, serine/threonine phosphatases, tyrosine phosphatases, or dual specificity

phosphatases (discussed below) (79). The MAPKKs are regulated by Ser/Thr

phosphorylation, catalyzed by MAPK kinase kinases (MAPKKKs). The MAPK pathways

are organized in complexes by scaffolding or linker proteins and although specific MAPK

pathways are activated through specific signaling, several MAPKs may phosphorylate the

same substrates and could also affect each other through cross-talk reactions and feedback

mechanisms (78).

A-Raf, B-Raf,
Raf-1

MEK1/2 MKK4/7 MKK3/6

ERK1/2
p38

α, β, γ, δ
JNK

1, 2, 3

MKKK1-4
MLK
ASK1

TAK1
MKKKs

ASK1
MAPKKK

MAPKK

MAPK

Stimulus

Cellular response Growth,
Differentiation,
Development

Inflammation,
Apoptosis, Growth,

Differentiation

Growth Factors,
Mitogens, GPCR

Stress, GPCR,
Inflammtory Cytokines,

Growth Factors

Mitogen-Activated Protein Kinase Signaling Cascades

Figure 4. Overview of the MAPK signaling cascades. The classic MAPK cascade consists of three

sequential intracellular protein kinase activation steps and is initiated when a MAPKKK is activated and

phosphorylates a MAPKK, which subsequently activates a MAPK. The activated MAPKs translocate to the

nucleus to activate numerous proteins including transcription factors.
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The ERK pathway is preferentially activated by mitogens such as serum or growth factors

and is an important regulator of cell cycle and proliferation (80). Most cell surface

receptors can activate the Ras GTPases. Ras GTPases comprise a large family of mostly

membrane-resident proteins that shuttle between an inactive GDP-bound and an active

GTP-bound conformation (81). Activated Ras can bind to a number of different effector

molecules, including the serine/threonine kinase Raf. All three Raf family members, A-

Raf, B-Raf, and Raf-1 can bind to Ras. After binding to Ras, Raf can be activated by

members of the Rho GTPase family through phosphorylation mediated by p21-activated

kinase as well as by other kinases including Src and protein kinase C (82). Ras independent

activation of Raf has also been reported (79). Raf in turn activates the dual-specificity

kinases MAPK/ERK kinase 1 (MEK1) and MEK2 by phosphorylating two serines in the

MEK activation loop (83, 84). MEK1/MEK2 are localized to the cytoplasm where they

bind ERK1/ERK2 which are the only known substrates of MEK (85). Phosphorylation of

ERK leads to dissociation of ERK from MEK and translocation from the cytosol to the

nucleus. Within the nucleus ERK phosphorylates many transcription factors including

nuclear factor-κB, c-Myc, cyclic AMP response element binding protein, and activating

protein 1 (86).

Cytokines, different ligands for GPCRs, agents that interfere with DNA and protein

synthesis, and many types of stress including UV and γ-irradiation activate the JNK

pathways (87). There are three known mammalian isoforms of JNK; JNK1, JNK2, and

JNK3 (79). The dual-specificity kinases MKK4 and MKK7 are known to directly activate

JNK (88, 89). MKK4 and MKK7 transmit signals from many upstream activators such as

apoptosis signal-regulating kinase-1 (ASK-1), mixed lineage kinases (MLKs), and

MKKK1-4 (90). JNK inhibitory protein (JIP) is known to bind kinases at each level of the

JNK pathway and is thought to act as a scaffolding protein (87). When activated, JNK

activates different transcription factors such as c-Jun, activating transcription factor 2

(ATF-2), p53 and c-Myc (90). In addition, JNK also phosphorylates non-transcription

factors such as Bcl-2 and Bcl-xL, which is known to inhibit the anti-apoptotic activity of

these proteins (91).

Members of the p38 MAPK family were first identified as kinases that were strongly

activated by cytokines and were involved in pro-inflammatory activity (78). Four isoforms
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of p38 MAPK have been identified (α, β, γ, and δ) and in addition to being activated by

cytokines these kinases are also activated by different forms of cellular stress such as UV

irradiation and osmotic shock (76). MKK3 and MKK6 are thought to be the major kinases

responsible for p38 MAPK activation (79). Similar to the JNK pathway, MKK3 and

MKK6 are also activated by the upstream protein kinases ASK1, MKKKs, and

transforming growth factor-beta-activated kinase 1 (TAK1). In addition, Rho family

GTPases take part in the regulation of p38 MAPK activity (90). p38 MAPKs control the

function of transcription factors, kinases, and phosphatases such as ATF-2, myocyte-

specific enhancer factor 2, and cell division cycle protein 25 (cdc25) (90). p38 MAPK

pathways are involved in a variety of cellular responses including cell death (92), cell

growth (93), and differentiation (94).

The role of MAPKs in adipogenesis

The development of obesity and expansion of the adipose tissue is a result of both

hypertrophy and hyperplasia of adipocytes. Several studies have analyzed the role of

MAPKs in differentiation of established preadipocyte cell lines in vitro. Because of its

essential role in cell proliferation and the fact that adipogenic stimuli, such as insulin,

activate the ERK pathway, the role of this pathway in adipogenesis has been extensively

investigated (95-102).  Initial studies reported that ERK is required for differentiation of

3T3-L1 cells. It was shown that the expression of transfected Ras oncogenes led to

differentiation of 3T3-L1 cells into adipocytes in the absence of insulin, while transfection

of a dominant inhibitory Ras mutant resulted in inhibition of differentiation (71). Since the

oncogenic form of Ras protein is a strong activator of the ERK pathway, this suggests a

positive role for ERK in adipogenesis. Another study confirmed these results by the use of

an antisense strategy to decrease expression of ERK in 3T3-L1 cells. Knock-down of ERK

blocked DNA synthesis by ~90% and prevented the differentiation of 3T3-L1 fibroblasts

into adipocytes (101). Later, the discovery that ERK phosphorylates PPARγ and that this

reduces the transcriptional activity of this adipogenic transcription factor and inhibits

adipocyte differentiation (97, 99) made the picture more complicated. A specific MEK

inhibitor, U0126, that was administered to 3T3-L1 cells during MCE, was shown to block

differentiation (63). Other studies again found a positive role for ERK in adipocyte

differentiation. The phosphorylation of C/EBPβ by ERK enhanced the DNA-binding

activity of this transcription factor (102) and the activation of MEK/ERK signaling has
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also been linked to enhanced expression of  C/EBPα and PPARγ (100). These results

indicate the importance of ERK activity early in adipogenesis. PPARγ expression is not

detected during MCE and increases during terminal differentiation. On the other hand,

ERK activity has been shown to decrease during later stages of differentiation (98), which

could be necessary to avoid negative PPARγ phosphorylation (80). Preadipocyte cell lines

have been extensively used to investigate the role of ERK in adipogenesis, but other model

systems have also provided useful information. Activation of the ERK pathway has been

shown to be required during early stages of adipocyte differentiation in embryonic stem

cells (57). The use of ERK1-/- mice has also linked ERK to the regulation of adipocyte

differentiation in vivo. ERK1-/- mice have decreased adiposity and fewer adipocytes than

wild-type animals and are also resistant to high-fat diet induced obesity (96).

p38 MAPK is active in preadipocytes and early stages in adipogenesis. This activity

decreases dramatically during later stages of differentiation. Treatment of 3T3-L1 cells

with two different p38 MAPK inhibitors prevented the differentiation of these cells into

adipocytes (103). It was shown in the same study that C/EBPβ bears a consensus site for

p38 MAPK phosphorylation and serves as a substrate for p38 MAPK in vitro. The same

p38 MAPK inhibitors also impaired transcriptional induction of PPARγ. Later it was

shown that the induction of a constitutively active form of MKK6, an upstream activator of

p38 MAPK, was sufficient to stimulate 3T3-L1 cells to differentiate into adipocytes (98).

However, prolonged activation of p38 MAPK leads to cell death.

JNK has also been reported to be active at early stages of differentiation. Studies

addressing JNK and its role in adipogenesis and obesity include evidence that PPARγ is

phosphorylated by JNK and that this phosphorylation decreases PPARγ-dependent

transcriptional activity (104). Studies using different rodent obesity models show that the

absence of JNK1 results in decreased adiposity and that JNK activity is abnormally

elevated in obesity (60).

MAPK phosphatases (MKPs)

Protein phosphorylation is a critical posttranslational modification that is involved in the

regulation of many cellular activities. MAPK activation requires phosphorylation on a

threonine and tyrosine residue within the activation loop of the kinase domain. Both
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duration and magnitude of activation is crucial in determining the physiological outcome in

the cell (105). Dephosphorylation is vital for the control of MAPKs and is carried out by

protein phosphatases. Dephosphorylation of either the tyrosine or the threonine residue can

result in enzymatic inactivation (106). Both protein serine/threonine phosphatases and

protein tyrosine phosphatases have been reported to dephosphorylate MAPKs (107).

Another family of phosphatases that has been recognized as key players for inactivating

different MAPK isoforms is the MAP kinase phosphatases (MKPs). MKPs are dual

specificity phosphatases (DSPs) that can dephosphorylate both the tyrosine and the

threonine residue within the kinase activation domain. Activation of MAPKs can result in

immediate gene transcription of important cellular proteins and cytokines as well as the

transcription of MKPs. The transcription of MKPs provides a negative feedback

mechanism for MAPK activity (108).

All MKPs share amino acid sequence identity, in particular in two domains. The dual

specificity phosphatase catalytic domain contains the highly conserved consensus sequence

-HCXXXXXR-, where X represents any amino acid, localized within the carboxyl-

terminal half of these enzymes. The active site cleft in the DSP domain is able to

accommodate both the phosphorylated tyrosine and threonine residues within the MAPK

kinase domain (108, 109). The cysteine and arginine residues within the signature motif in

the active site, and an additional highly conserved aspartate residue are essential for

catalyzing the dephosphorylation reaction (106). In addition to the conserved motif in the

active site, the MKPs also share sequence identity in two short regions in the N-terminal

that are homologous to sequences in the cdc25 phosphatase. These motifs are catalytically

inactive and their function is at present unknown.

In 1992 MKP-1 was identified as the first member of the MKP family (110). Sequence

comparisons indicated strong similarity to the protein tyrosine phosphatase VH1 that was

identified the previous year in vaccinia virus (111). Later, several other members of the

MKP family have been characterized. To date there are 14 identified members. The MKPs

are structurally and functionally distinct and can be grouped into four categories as listed

below (108) (see Table 1 and Fig. 5).
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Table 1. Overview of the members of the MKP family. The table summarizes presently known features of the

MKP proteins and includes names of the mouse and human orthologues, structure, substrate preference, and

subcellular localization. Recently, a new addition to the MKP family was made, MKP-8 (112).  This table is

modified from Farooq et al. 2004 (108).

Name

Mouse

Human

orthologue

MAPK specificity Subcellular

localization

Accession No

MKP-6 DUSP-14 ERK ~ JNK >> p38 - NM_019819

DSP2 DUSP-22 p38 ~ JNK >> ERK Nuclear/

Cytosolic

NM_134068

Type I

VHR DUSP-3 ERK >> JNK ~ p38 Nuclear NM_028207

Type II MKP-1 DUSP-1 p38 ~ JNK >> ERK Nuclear NM_013642

MKP-2 DUSP-4 ERK ~ JNK ~ p38 Nuclear AK080964

MKP-3 DUSP-6 ERK >> JNK ~ p38 Cytosolic NM_026268

MKP-4 DUSP-9 ERK ~ JNK ~ p38 Nuclear/

Cytosolic

AY_316312

MKP-X DUSP-7 - Cytosolic NM_153459

PAC-1 DUSP-2 ERK >> p38 ~ JNK Nuclear U09268

VH3 DUSP-5 - Nuclear XM_140740

Type III MKP-5 DUSP-10 p38 ~ JNK > ERK Nuclear/

Cytosolic

NM_022019

Type IV MKP-7 DUSP-16 JNK ~ p38 >> ERK Cytosolic NM_130447

VH5 DUSP-8 JNK ~ p38 >> ERK Nuclear/

Cytosolic

BC052705
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Type I MKPs

Type I MKPs are approximately 200 amino acid residues in length and contain only the

DSP domain. The three members that have been identified to date are MKP-6 (113), DSP2

(114), and VHR (115).

Type II MKPs

Type II MKPs are between 300 and 400 amino acid residues in length and contain an N-

terminal MAP kinase-binding (MKB) domain in addition to the DSP domain. Members

identified so far include MKP-1 (110, 116), MKP-2 (117), MKP-3 (118), MKP-4 (119),

MKP-X (120), PAC-1 (121) and VH3 (122). These MKPs display different specificities

towards MAPK substrates (see Table 1). Little is known about the specificity of MKP-X

and VH3 towards MAPKs but both are known to dephosphorylate the ERK MAPK.

Type III MKPs

The only member identified in this subgroup so far is MKP-5. It is approximately 500

amino acid residues in length. In addition to the DSP domain and MKB domain

characteristic of the type II MKP subgroup, MKP-5 also contains an N-terminal domain of

unknown function (123, 124).

Type IV MKPs

Type IV MKPs are between 600 and 700 amino acids in length and contain both the DSP

domain and MKB domain. In addition, members of this subgroup contain a sequence of

approximately 300 residues C-terminal to the DSP domain. This sequence is rich in proline

(P), glutamine (E), serine (S), and threonine (T) residues and is therefore referred to as a

PEST sequence. It might be involved in degradation of type IV MKPs through ubiquitin-

mediated proteolysis, which could be an important regulatory mechanism (125). The

members of this subgroup include MKP-7 (126) and VH5 (127).
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Figure 5. Subgrouping of the MKP family according to structure. MKP family members and characteristics

of each group are described in the text. Figure from Farooq et al. 2004 (108).

Although much is known about the domains of the MKPs the structural basis of enzyme-

substrate interactions and the mechanism of dephosphorylation of MAPKs are still not

clear. The study of the crystal structure of an inactive mutant of VHR in complex with a

biphosphorylated substrate has given some information to the mechanism of

dephosphorylation (109),  but more studies including three-dimensional structures of

MKPs  alone and  in complex with MAPKs is necessary to complete the picture. What is

already known is that many of the MKPs become catalytically activated through protein-

protein interactions with different MAPKs. MKP-1 (128), MKP-2 (129), MKP-3 (130),

MKP-4 (130), MKP-X (131), and PAC-1 (132) have all been reported to be catalytically

activated upon substrate binding. In the cases of MKP-3 and PAC-1 it is known that this

activation is due to a conformational change (132, 133). MKP-5 (123) is not reported to be

activated upon substrate binding. VHR (109) and VH3 (134) are known to be in an optimal

confirmation for catalysis.

Aim of the study

As documented in the introduction above, obesity is an increasing health problem in

western industrialized countries. In short, obesity is a result of the expansion of the adipose

tissue, both by hyperplasia and hypertrophy of the adipose cells. Based on present

knowledge that MAPK activity is reduced during adipogenesis and that the MKPs are a

family of phosphatases known to mediate the dephosphorylation of MAPKs, the goal of

this study was to determine the expression and possible regulation of MKPs during

adipogenesis.



23

References

1. Urs, S., Smith, C., Campbell, B., Saxton, A. M., Taylor, J., Zhang, B., Snoddy, J.,
Jones Voy, B., and Moustaid-Moussa, N. (2004) Gene expression profiling in
human preadipocytes and adipocytes by microarray analysis. J Nutr 134, 762-770

2. Flegal, K. M., Carroll, M. D., Ogden, C. L., and Johnson, C. L. (2002) Prevalence
and trends in obesity among US adults, 1999-2000. Jama 288, 1723-1727

3. Baskin, M. L., Ard, J., Franklin, F., and Allison, D. B. (2005) Prevalence of obesity
in the United States. Obes Rev 6, 5-7

4. Meyer, H. E., and Tverdal, A. (2005) Development of body weight in the
Norwegian population. Prostaglandins Leukot Essent Fatty Acids

5. Must, A., Spadano, J., Coakley, E. H., Field, A. E., Colditz, G., and Dietz, W. H.
(1999) The disease burden associated with overweight and obesity. Jama 282,
1523-1529

6. Bray, G. A. (2002) The underlying basis for obesity: relationship to cancer. J Nutr
132, 3451S-3455S

7. Spiegelman, B. M., and Flier, J. S. (2001) Obesity and the regulation of energy
balance. Cell 104, 531-543

8. Flier, J. S. (2004) Obesity wars: molecular progress confronts an expanding
epidemic. Cell 116, 337-350

9. Smith, S. R., de Jonge, L., Zachwieja, J. J., Roy, H., Nguyen, T., Rood, J.,
Windhauser, M., Volaufova, J., and Bray, G. A. (2000) Concurrent physical
activity increases fat oxidation during the shift to a high-fat diet. Am J Clin Nutr 72,
131-138

10. Dulloo, A. G., and Samec, S. (2001) Uncoupling proteins: their roles in adaptive
thermogenesis and substrate metabolism reconsidered. Br J Nutr 86, 123-139

11. Dulloo, A. G., Seydoux, J., and Jacquet, J. (2004) Adaptive thermogenesis and
uncoupling proteins: a reappraisal of their roles in fat metabolism and energy
balance. Physiol Behav 83, 587-602

12. Badman, M. K., and Flier, J. S. (2005) The gut and energy balance: visceral allies
in the obesity wars. Science 307, 1909-1914

13. Harrold, J. A. (2004) Hypothalamic control of energy balance. Curr Drug Targets
5, 207-219

14. Smith, G. P., Jerome, C., Cushin, B. J., Eterno, R., and Simansky, K. J. (1981)
Abdominal vagotomy blocks the satiety effect of cholecystokinin in the rat. Science
213, 1036-1037

15. Muurahainen, N., Kissileff, H. R., Derogatis, A. J., and Pi-Sunyer, F. X. (1988)
Effects of cholecystokinin-octapeptide (CCK-8) on food intake and gastric
emptying in man. Physiol Behav 44, 645-649

16. Kreymann, B., Williams, G., Ghatei, M. A., and Bloom, S. R. (1987) Glucagon-like
peptide-1 7-36: a physiological incretin in man. Lancet 2, 1300-1304

17. Miyawaki, K., Yamada, Y., Ban, N., Ihara, Y., Tsukiyama, K., Zhou, H., Fujimoto,
S., Oku, A., Tsuda, K., Toyokuni, S., Hiai, H., Mizunoya, W., Fushiki, T., Holst, J.
J., Makino, M., Tashita, A., Kobara, Y., Tsubamoto, Y., Jinnouchi, T., Jomori, T.,
and Seino, Y. (2002) Inhibition of gastric inhibitory polypeptide signaling prevents
obesity. Nat Med 8, 738-742

18. Larhammar, D., Blomqvist, A. G., and Soderberg, C. (1993) Evolution of
neuropeptide Y and its related peptides. Comp Biochem Physiol C 106, 743-752



24

19. le Roux, C. W., and Bloom, S. R. (2005) Peptide YY, appetite and food intake.
Proc Nutr Soc 64, 213-216

20. Batterham, R. L., Cohen, M. A., Ellis, S. M., Le Roux, C. W., Withers, D. J., Frost,
G. S., Ghatei, M. A., and Bloom, S. R. (2003) Inhibition of food intake in obese
subjects by peptide YY3-36. N Engl J Med 349, 941-948

21. Batterham, R. L., Cowley, M. A., Small, C. J., Herzog, H., Cohen, M. A., Dakin, C.
L., Wren, A. M., Brynes, A. E., Low, M. J., Ghatei, M. A., Cone, R. D., and
Bloom, S. R. (2002) Gut hormone PYY(3-36) physiologically inhibits food intake.
Nature 418, 650-654

22. Batterham, R. L., Le Roux, C. W., Cohen, M. A., Park, A. J., Ellis, S. M.,
Patterson, M., Frost, G. S., Ghatei, M. A., and Bloom, S. R. (2003) Pancreatic
polypeptide reduces appetite and food intake in humans. J Clin Endocrinol Metab
88, 3989-3992

23. Nakazato, M., Murakami, N., Date, Y., Kojima, M., Matsuo, H., Kangawa, K., and
Matsukura, S. (2001) A role for ghrelin in the central regulation of feeding. Nature
409, 194-198

24. Wren, A. M., Seal, L. J., Cohen, M. A., Brynes, A. E., Frost, G. S., Murphy, K. G.,
Dhillo, W. S., Ghatei, M. A., and Bloom, S. R. (2001) Ghrelin enhances appetite
and increases food intake in humans. J Clin Endocrinol Metab 86, 5992

25. Schwartz, M. W., Figlewicz, D. P., Baskin, D. G., Woods, S. C., and Porte, D., Jr.
(1992) Insulin in the brain: a hormonal regulator of energy balance. Endocr Rev 13,
387-414

26. Schwartz, M. W., Woods, S. C., Porte, D., Jr., Seeley, R. J., and Baskin, D. G.
(2000) Central nervous system control of food intake. Nature 404, 661-671

27. Bruning, J. C., Gautam, D., Burks, D. J., Gillette, J., Schubert, M., Orban, P. C.,
Klein, R., Krone, W., Muller-Wieland, D., and Kahn, C. R. (2000) Role of brain
insulin receptor in control of body weight and reproduction. Science 289, 2122-
2125

28. Trayhurn, P. (2005) The biology of obesity. Proc Nutr Soc 64, 31-38
29. Zhang, Y., Proenca, R., Maffei, M., Barone, M., Leopold, L., and Friedman, J. M.

(1994) Positional cloning of the mouse obese gene and its human homologue.
Nature 372, 425-432

30. Tartaglia, L. A., Dembski, M., Weng, X., Deng, N., Culpepper, J., Devos, R.,
Richards, G. J., Campfield, L. A., Clark, F. T., Deeds, J., and et al. (1995)
Identification and expression cloning of a leptin receptor, OB-R. Cell 83, 1263-
1271

31. Tschop, M., and Heiman, M. L. (2001) Rodent obesity models: an overview. Exp
Clin Endocrinol Diabetes 109, 307-319

32. Farooqi, S., Rau, H., Whitehead, J., and O'Rahilly, S. (1998) ob gene mutations and
human obesity. Proc Nutr Soc 57, 471-475

33. Farooqi, I. S., Keogh, J. M., Kamath, S., Jones, S., Gibson, W. T., Trussell, R.,
Jebb, S. A., Lip, G. Y., and O'Rahilly, S. (2001) Partial leptin deficiency and
human adiposity. Nature 414, 34-35

34. Considine, R. V., Sinha, M. K., Heiman, M. L., Kriauciunas, A., Stephens, T. W.,
Nyce, M. R., Ohannesian, J. P., Marco, C. C., McKee, L. J., Bauer, T. L., and et al.
(1996) Serum immunoreactive-leptin concentrations in normal-weight and obese
humans. N Engl J Med 334, 292-295



25

35. Elmquist, J. K., Ahima, R. S., Maratos-Flier, E., Flier, J. S., and Saper, C. B. (1997)
Leptin activates neurons in ventrobasal hypothalamus and brainstem.
Endocrinology 138, 839-842

36. Banks, W. A., Kastin, A. J., Huang, W., Jaspan, J. B., and Maness, L. M. (1996)
Leptin enters the brain by a saturable system independent of insulin. Peptides 17,
305-311

37. Vaisse, C., Halaas, J. L., Horvath, C. M., Darnell, J. E., Jr., Stoffel, M., and
Friedman, J. M. (1996) Leptin activation of Stat3 in the hypothalamus of wild-type
and ob/ob mice but not db/db mice. Nat Genet 14, 95-97

38. Halaas, J. L., Gajiwala, K. S., Maffei, M., Cohen, S. L., Chait, B. T., Rabinowitz,
D., Lallone, R. L., Burley, S. K., and Friedman, J. M. (1995) Weight-reducing
effects of the plasma protein encoded by the obese gene. Science 269, 543-546

39. Halaas, J. L., Boozer, C., Blair-West, J., Fidahusein, N., Denton, D. A., and
Friedman, J. M. (1997) Physiological response to long-term peripheral and central
leptin infusion in lean and obese mice. Proc Natl Acad Sci U S A 94, 8878-8883

40. Bjorbaek, C., El-Haschimi, K., Frantz, J. D., and Flier, J. S. (1999) The role of
SOCS-3 in leptin signaling and leptin resistance. J Biol Chem 274, 30059-30065

41. Scherer, P. E., Williams, S., Fogliano, M., Baldini, G., and Lodish, H. F. (1995) A
novel serum protein similar to C1q, produced exclusively in adipocytes. J Biol
Chem 270, 26746-26749

42. Weyer, C., Funahashi, T., Tanaka, S., Hotta, K., Matsuzawa, Y., Pratley, R. E., and
Tataranni, P. A. (2001) Hypoadiponectinemia in obesity and type 2 diabetes: close
association with insulin resistance and hyperinsulinemia. J Clin Endocrinol Metab
86, 1930-1935

43. Steppan, C. M., Bailey, S. T., Bhat, S., Brown, E. J., Banerjee, R. R., Wright, C.
M., Patel, H. R., Ahima, R. S., and Lazar, M. A. (2001) The hormone resistin links
obesity to diabetes. Nature 409, 307-312

44. Ahima, R. S., and Flier, J. S. (2000) Adipose tissue as an endocrine organ. Trends
Endocrinol Metab 11, 327-332

45. Sethi, J. K., and Hotamisligil, G. S. (1999) The role of TNF alpha in adipocyte
metabolism. Semin Cell Dev Biol 10, 19-29

46. Wallenius, K., Wallenius, V., Sunter, D., Dickson, S. L., and Jansson, J. O. (2002)
Intracerebroventricular interleukin-6 treatment decreases body fat in rats. Biochem
Biophys Res Commun 293, 560-565

47. Wallenius, V., Wallenius, K., Ahren, B., Rudling, M., Carlsten, H., Dickson, S. L.,
Ohlsson, C., and Jansson, J. O. (2002) Interleukin-6-deficient mice develop mature-
onset obesity. Nat Med 8, 75-79

48. Cone, R. D. (1999) The Central Melanocortin System and Energy Homeostasis.
Trends Endocrinol Metab 10, 211-216

49. Fan, W., Boston, B. A., Kesterson, R. A., Hruby, V. J., and Cone, R. D. (1997)
Role of melanocortinergic neurons in feeding and the agouti obesity syndrome.
Nature 385, 165-168

50. Michaud, E. J., Bultman, S. J., Klebig, M. L., van Vugt, M. J., Stubbs, L. J.,
Russell, L. B., and Woychik, R. P. (1994) A molecular model for the genetic and
phenotypic characteristics of the mouse lethal yellow (Ay) mutation. Proc Natl
Acad Sci U S A 91, 2562-2566

51. Ollmann, M. M., Wilson, B. D., Yang, Y. K., Kerns, J. A., Chen, Y., Gantz, I., and
Barsh, G. S. (1997) Antagonism of central melanocortin receptors in vitro and in
vivo by agouti-related protein. Science 278, 135-138



26

52. Elias, C. F., Aschkenasi, C., Lee, C., Kelly, J., Ahima, R. S., Bjorbaek, C., Flier, J.
S., Saper, C. B., and Elmquist, J. K. (1999) Leptin differentially regulates NPY and
POMC neurons projecting to the lateral hypothalamic area. Neuron 23, 775-786

53. Qu, D., Ludwig, D. S., Gammeltoft, S., Piper, M., Pelleymounter, M. A., Cullen,
M. J., Mathes, W. F., Przypek, R., Kanarek, R., and Maratos-Flier, E. (1996) A role
for melanin-concentrating hormone in the central regulation of feeding behaviour.
Nature 380, 243-247

54. Taylor, S. M., and Jones, P. A. (1979) Multiple new phenotypes induced in 10T1/2
and 3T3 cells treated with 5-azacytidine. Cell 17, 771-779

55. Rosen, E. D., Walkey, C. J., Puigserver, P., and Spiegelman, B. M. (2000)
Transcriptional regulation of adipogenesis. Genes Dev 14, 1293-1307

56. Rosen, E. D., and Spiegelman, B. M. (2000) Molecular regulation of adipogenesis.
Annu Rev Cell Dev Biol 16, 145-171

57. Bost, F., Caron, L., Marchetti, I., Dani, C., Le Marchand-Brustel, Y., and Binetruy,
B. (2002) Retinoic acid activation of the ERK pathway is required for embryonic
stem cell commitment into the adipocyte lineage. Biochem J 361, 621-627

58. Dani, C. (2002) Differentiation of embryonic stem cells as a model to study gene
function during the development of adipose cells. Methods Mol Biol 185, 107-116

59. Janderova, L., McNeil, M., Murrell, A. N., Mynatt, R. L., and Smith, S. R. (2003)
Human mesenchymal stem cells as an in vitro model for human adipogenesis. Obes
Res 11, 65-74

60. Hirosumi, J., Tuncman, G., Chang, L., Gorgun, C. Z., Uysal, K. T., Maeda, K.,
Karin, M., and Hotamisligil, G. S. (2002) A central role for JNK in obesity and
insulin resistance. Nature 420, 333-336

61. Gregoire, F. M., Smas, C. M., and Sul, H. S. (1998) Understanding adipocyte
differentiation. Physiol Rev 78, 783-809

62. Pairault, J., and Green, H. (1979) A study of the adipose conversion of suspended
3T3 cells by using glycerophosphate dehydrogenase as differentiation marker. Proc
Natl Acad Sci U S A 76, 5138-5142

63. Tang, Q. Q., Otto, T. C., and Lane, M. D. (2003) Mitotic clonal expansion: a
synchronous process required for adipogenesis. Proc Natl Acad Sci U S A 100, 44-
49

64. Cao, Z., Umek, R. M., and McKnight, S. L. (1991) Regulated expression of three
C/EBP isoforms during adipose conversion of 3T3-L1 cells. Genes Dev 5, 1538-
1552

65. Tang, Q. Q., Otto, T. C., and Lane, M. D. (2003) CCAAT/enhancer-binding protein
beta is required for mitotic clonal expansion during adipogenesis. Proc Natl Acad
Sci U S A 100, 850-855

66. Lekstrom-Himes, J., and Xanthopoulos, K. G. (1998) Biological role of the
CCAAT/enhancer-binding protein family of transcription factors. J Biol Chem 273,
28545-28548

67. Rosen, E. D. (2005) The transcriptional basis of adipocyte development.
Prostaglandins Leukot Essent Fatty Acids 73, 31-34

68. Tang, Q. Q., Zhang, J. W., and Daniel Lane, M. (2004) Sequential gene promoter
interactions of C/EBPbeta, C/EBPalpha, and PPARgamma during adipogenesis.
Biochem Biophys Res Commun 319, 235-239

69. Girard, J., Perdereau, D., Foufelle, F., Prip-Buus, C., and Ferre, P. (1994)
Regulation of lipogenic enzyme gene expression by nutrients and hormones. Faseb
J 8, 36-42



27

70. Morito, S., Yaguchi, K., Imada, M., Tachikawa, C., Nomura, M., Moritani, S.,
Igarashi, M., Yokogawa, K., and Miyamoto, K. (2005) Insulin Signaling in
Adipocytes Differentiated from Mouse Stromal MC3T3-G2/PA6 Cells. Biol Pharm
Bull 28, 2040-2045

71. Benito, M., Porras, A., Nebreda, A. R., and Santos, E. (1991) Differentiation of
3T3-L1 fibroblasts to adipocytes induced by transfection of ras oncogenes. Science
253, 565-568

72. Magun, R., Burgering, B. M., Coffer, P. J., Pardasani, D., Lin, Y., Chabot, J., and
Sorisky, A. (1996) Expression of a constitutively activated form of protein kinase B
(c-Akt) in 3T3-L1 preadipose cells causes spontaneous differentiation.
Endocrinology 137, 3590-3593

73. Wu, Z., Bucher, N. L., and Farmer, S. R. (1996) Induction of peroxisome
proliferator-activated receptor gamma during the conversion of 3T3 fibroblasts into
adipocytes is mediated by C/EBPbeta, C/EBPdelta, and glucocorticoids. Mol Cell
Biol 16, 4128-4136

74. Smas, C. M., Chen, L., Zhao, L., Latasa, M. J., and Sul, H. S. (1999)
Transcriptional repression of pref-1 by glucocorticoids promotes 3T3-L1 adipocyte
differentiation. J Biol Chem 274, 12632-12641

75. Rosen, E. D. (2002) The molecular control of adipogenesis, with special reference
to lymphatic pathology. Ann N Y Acad Sci 979, 143-158; discussion 188-196

76. Kyosseva, S. V. (2004) Mitogen-activated protein kinase signaling. Int Rev
Neurobiol 59, 201-220

77. Kyriakis, J. M., and Avruch, J. (2001) Mammalian mitogen-activated protein
kinase signal transduction pathways activated by stress and inflammation. Physiol
Rev 81, 807-869

78. Engelberg, D. (2004) Stress-activated protein kinases-tumor suppressors or tumor
initiators? Semin Cancer Biol 14, 271-282

79. Chen, Z., Gibson, T. B., Robinson, F., Silvestro, L., Pearson, G., Xu, B., Wright,
A., Vanderbilt, C., and Cobb, M. H. (2001) MAP kinases. Chem Rev 101, 2449-
2476

80. Bost, F., Aouadi, M., Caron, L., and Binetruy, B. (2005) The role of MAPKs in
adipocyte differentiation and obesity. Biochimie 87, 51-56

81. Colicelli, J. (2004) Human RAS superfamily proteins and related GTPases. Sci
STKE 2004, RE13

82. Chong, H., Vikis, H. G., and Guan, K. L. (2003) Mechanisms of regulating the Raf
kinase family. Cell Signal 15, 463-469

83. Repasky, G. A., Chenette, E. J., and Der, C. J. (2004) Renewing the conspiracy
theory debate: does Raf function alone to mediate Ras oncogenesis? Trends Cell
Biol 14, 639-647

84. Kyriakis, J. M., App, H., Zhang, X. F., Banerjee, P., Brautigan, D. L., Rapp, U. R.,
and Avruch, J. (1992) Raf-1 activates MAP kinase-kinase. Nature 358, 417-421

85. Torii, S., Nakayama, K., Yamamoto, T., and Nishida, E. (2004) Regulatory
mechanisms and function of ERK MAP kinases. J Biochem (Tokyo) 136, 557-561

86. Chang, F., Steelman, L. S., Shelton, J. G., Lee, J. T., Navolanic, P. M., Blalock, W.
L., Franklin, R., and McCubrey, J. A. (2003) Regulation of cell cycle progression
and apoptosis by the Ras/Raf/MEK/ERK pathway (Review). Int J Oncol 22, 469-
480



28

87. Pearson, G., Robinson, F., Beers Gibson, T., Xu, B. E., Karandikar, M., Berman,
K., and Cobb, M. H. (2001) Mitogen-activated protein (MAP) kinase pathways:
regulation and physiological functions. Endocr Rev 22, 153-183

88. Sanchez, I., Hughes, R. T., Mayer, B. J., Yee, K., Woodgett, J. R., Avruch, J.,
Kyriakis, J. M., and Zon, L. I. (1994) Role of SAPK/ERK kinase-1 in the stress-
activated pathway regulating transcription factor c-Jun. Nature 372, 794-798

89. Moriguchi, T., Kawasaki, H., Matsuda, S., Gotoh, Y., and Nishida, E. (1995)
Evidence for multiple activators for stress-activated protein kinase/c-Jun amino-
terminal kinases. Existence of novel activators. J Biol Chem 270, 12969-12972

90. Wada, T., and Penninger, J. M. (2004) Mitogen-activated protein kinases in
apoptosis regulation. Oncogene 23, 2838-2849

91. Yamamoto, K., Ichijo, H., and Korsmeyer, S. J. (1999) BCL-2 is phosphorylated
and inactivated by an ASK1/Jun N-terminal protein kinase pathway normally
activated at G(2)/M. Mol Cell Biol 19, 8469-8478

92. Sarkar, D., Su, Z. Z., Lebedeva, I. V., Sauane, M., Gopalkrishnan, R. V., Valerie,
K., Dent, P., and Fisher, P. B. (2002) mda-7 (IL-24) Mediates selective apoptosis in
human melanoma cells by inducing the coordinated overexpression of the GADD
family of genes by means of p38 MAPK. Proc Natl Acad Sci U S A 99, 10054-
10059

93. Juretic, N., Santibanez, J. F., Hurtado, C., and Martinez, J. (2001) ERK 1,2 and p38
pathways are involved in the proliferative stimuli mediated by urokinase in
osteoblastic SaOS-2 cell line. J Cell Biochem 83, 92-98

94. Yosimichi, G., Nakanishi, T., Nishida, T., Hattori, T., Takano-Yamamoto, T., and
Takigawa, M. (2001) CTGF/Hcs24 induces chondrocyte differentiation through a
p38 mitogen-activated protein kinase (p38MAPK), and proliferation through a
p44/42 MAPK/extracellular-signal regulated kinase (ERK). Eur J Biochem 268,
6058-6065

95. Kim, S. J., and Kahn, C. R. (1997) Insulin regulation of mitogen-activated protein
kinase kinase (MEK), mitogen-activated protein kinase and casein kinase in the cell
nucleus: a possible role in the regulation of gene expression. Biochem J 323 ( Pt 3),
621-627

96. Bost, F., Aouadi, M., Caron, L., Even, P., Belmonte, N., Prot, M., Dani, C.,
Hofman, P., Pages, G., Pouyssegur, J., Le Marchand-Brustel, Y., and Binetruy, B.
(2005) The extracellular signal-regulated kinase isoform ERK1 is specifically
required for in vitro and in vivo adipogenesis. Diabetes 54, 402-411

97. Camp, H. S., and Tafuri, S. R. (1997) Regulation of peroxisome proliferator-
activated receptor gamma activity by mitogen-activated protein kinase. J Biol
Chem 272, 10811-10816

98. Engelman, J. A., Berg, A. H., Lewis, R. Y., Lin, A., Lisanti, M. P., and Scherer, P.
E. (1999) Constitutively active mitogen-activated protein kinase kinase 6 (MKK6)
or salicylate induces spontaneous 3T3-L1 adipogenesis. J Biol Chem 274, 35630-
35638

99. Hu, E., Kim, J. B., Sarraf, P., and Spiegelman, B. M. (1996) Inhibition of
adipogenesis through MAP kinase-mediated phosphorylation of PPARgamma.
Science 274, 2100-2103

100. Prusty, D., Park, B. H., Davis, K. E., and Farmer, S. R. (2002) Activation of
MEK/ERK signaling promotes adipogenesis by enhancing peroxisome proliferator-
activated receptor gamma (PPARgamma ) and C/EBPalpha gene expression during
the differentiation of 3T3-L1 preadipocytes. J Biol Chem 277, 46226-46232



29

101. Sale, E. M., Atkinson, P. G., and Sale, G. J. (1995) Requirement of MAP kinase for
differentiation of fibroblasts to adipocytes, for insulin activation of p90 S6 kinase
and for insulin or serum stimulation of DNA synthesis. Embo J 14, 674-684

102. Tang, Q. Q., Gronborg, M., Huang, H., Kim, J. W., Otto, T. C., Pandey, A., and
Lane, M. D. (2005) Sequential phosphorylation of CCAAT enhancer-binding
protein beta by MAPK and glycogen synthase kinase 3beta is required for
adipogenesis. Proc Natl Acad Sci U S A 102, 9766-9771

103. Engelman, J. A., Lisanti, M. P., and Scherer, P. E. (1998) Specific inhibitors of p38
mitogen-activated protein kinase block 3T3-L1 adipogenesis. J Biol Chem 273,
32111-32120

104. Camp, H. S., Tafuri, S. R., and Leff, T. (1999) c-Jun N-terminal kinase
phosphorylates peroxisome proliferator-activated receptor-gamma1 and negatively
regulates its transcriptional activity. Endocrinology 140, 392-397

105. Marshall, C. J. (1995) Specificity of receptor tyrosine kinase signaling: transient
versus sustained extracellular signal-regulated kinase activation. Cell 80, 179-185

106. Camps, M., Nichols, A., and Arkinstall, S. (2000) Dual specificity phosphatases: a
gene family for control of MAP kinase function. Faseb J 14, 6-16

107. Theodosiou, A., and Ashworth, A. (2002) MAP kinase phosphatases. Genome Biol
3, reviews 3009.3001-3009.3010

108. Farooq, A., and Zhou, M. M. (2004) Structure and regulation of MAPK
phosphatases. Cell Signal 16, 769-779

109. Schumacher, M. A., Todd, J. L., Rice, A. E., Tanner, K. G., and Denu, J. M. (2002)
Structural basis for the recognition of a bisphosphorylated MAP kinase peptide by
human VHR protein Phosphatase. Biochemistry 41, 3009-3017

110. Keyse, S. M., and Emslie, E. A. (1992) Oxidative stress and heat shock induce a
human gene encoding a protein-tyrosine phosphatase. Nature 359, 644-647

111. Guan, K. L., Broyles, S. S., and Dixon, J. E. (1991) A Tyr/Ser protein phosphatase
encoded by vaccinia virus. Nature 350, 359-362

112. Vasudevan, S. A., Skoko, J., Wang, K., Burlingame, S. M., Patel, P. N., Lazo, J. S.,
Nuchtern, J. G., and Yang, J. (2005) MKP-8, a novel MAPK phosphatase that
inhibits p38 kinase. Biochem Biophys Res Commun 330, 511-518

113. Marti, F., Krause, A., Post, N. H., Lyddane, C., Dupont, B., Sadelain, M., and King,
P. D. (2001) Negative-feedback regulation of CD28 costimulation by a novel
mitogen-activated protein kinase phosphatase, MKP6. J Immunol 166, 197-206

114. Aoyama, K., Nagata, M., Oshima, K., Matsuda, T., and Aoki, N. (2001) Molecular
cloning and characterization of a novel dual specificity phosphatase, LMW-DSP2,
that lacks the cdc25 homology domain. J Biol Chem 276, 27575-27583

115. Ishibashi, T., Bottaro, D. P., Chan, A., Miki, T., and Aaronson, S. A. (1992)
Expression cloning of a human dual-specificity phosphatase. Proc Natl Acad Sci U
S A 89, 12170-12174

116. Charles, C. H., Abler, A. S., and Lau, L. F. (1992) cDNA sequence of a growth
factor-inducible immediate early gene and characterization of its encoded protein.
Oncogene 7, 187-190

117. Chu, Y., Solski, P. A., Khosravi-Far, R., Der, C. J., and Kelly, K. (1996) The
mitogen-activated protein kinase phosphatases PAC1, MKP-1, and MKP-2 have
unique substrate specificities and reduced activity in vivo toward the ERK2
sevenmaker mutation. J Biol Chem 271, 6497-6501

118. Muda, M., Boschert, U., Dickinson, R., Martinou, J. C., Martinou, I., Camps, M.,
Schlegel, W., and Arkinstall, S. (1996) MKP-3, a novel cytosolic protein-tyrosine



30

phosphatase that exemplifies a new class of mitogen-activated protein kinase
phosphatase. J Biol Chem 271, 4319-4326

119. Muda, M., Boschert, U., Smith, A., Antonsson, B., Gillieron, C., Chabert, C.,
Camps, M., Martinou, I., Ashworth, A., and Arkinstall, S. (1997) Molecular
cloning and functional characterization of a novel mitogen-activated protein kinase
phosphatase, MKP-4. J Biol Chem 272, 5141-5151

120. Groom, L. A., Sneddon, A. A., Alessi, D. R., Dowd, S., and Keyse, S. M. (1996)
Differential regulation of the MAP, SAP and RK/p38 kinases by Pyst1, a novel
cytosolic dual-specificity phosphatase. Embo J 15, 3621-3632

121. Rohan, P. J., Davis, P., Moskaluk, C. A., Kearns, M., Krutzsch, H., Siebenlist, U.,
and Kelly, K. (1993) PAC-1: a mitogen-induced nuclear protein tyrosine
phosphatase. Science 259, 1763-1766

122. Kwak, S. P., and Dixon, J. E. (1995) Multiple dual specificity protein tyrosine
phosphatases are expressed and regulated differentially in liver cell lines. J Biol
Chem 270, 1156-1160

123. Tanoue, T., Moriguchi, T., and Nishida, E. (1999) Molecular cloning and
characterization of a novel dual specificity phosphatase, MKP-5. J Biol Chem 274,
19949-19956

124. Theodosiou, A., Smith, A., Gillieron, C., Arkinstall, S., and Ashworth, A. (1999)
MKP5, a new member of the MAP kinase phosphatase family, which selectively
dephosphorylates stress-activated kinases. Oncogene 18, 6981-6988

125. Rechsteiner, M., and Rogers, S. W. (1996) PEST sequences and regulation by
proteolysis. Trends Biochem Sci 21, 267-271

126. Masuda, K., Shima, H., Watanabe, M., and Kikuchi, K. (2001) MKP-7, a novel
mitogen-activated protein kinase phosphatase, functions as a shuttle protein. J Biol
Chem 276, 39002-39011

127. Martell, K. J., Seasholtz, A. F., Kwak, S. P., Clemens, K. K., and Dixon, J. E.
(1995) hVH-5: a protein tyrosine phosphatase abundant in brain that inactivates
mitogen-activated protein kinase. J Neurochem 65, 1823-1833

128. Slack, D. N., Seternes, O. M., Gabrielsen, M., and Keyse, S. M. (2001) Distinct
binding determinants for ERK2/p38alpha and JNK map kinases mediate catalytic
activation and substrate selectivity of map kinase phosphatase-1. J Biol Chem 276,
16491-16500

129. Chen, P., Hutter, D., Yang, X., Gorospe, M., Davis, R. J., and Liu, Y. (2001)
Discordance between the binding affinity of mitogen-activated protein kinase
subfamily members for MAP kinase phosphatase-2 and their ability to activate the
phosphatase catalytically. J Biol Chem 276, 29440-29449

130. Camps, M., Nichols, A., Gillieron, C., Antonsson, B., Muda, M., Chabert, C.,
Boschert, U., and Arkinstall, S. (1998) Catalytic activation of the phosphatase
MKP-3 by ERK2 mitogen-activated protein kinase. Science 280, 1262-1265

131. Dowd, S., Sneddon, A. A., and Keyse, S. M. (1998) Isolation of the human genes
encoding the pyst1 and Pyst2 phosphatases: characterisation of Pyst2 as a cytosolic
dual-specificity MAP kinase phosphatase and its catalytic activation by both MAP
and SAP kinases. J Cell Sci 111 ( Pt 22), 3389-3399

132. Farooq, A., Plotnikova, O., Chaturvedi, G., Yan, S., Zeng, L., Zhang, Q., and Zhou,
M. M. (2003) Solution structure of the MAPK phosphatase PAC-1 catalytic
domain. Insights into substrate-induced enzymatic activation of MKP. Structure
(Camb) 11, 155-164



31

133. Stewart, A. E., Dowd, S., Keyse, S. M., and McDonald, N. Q. (1999) Crystal
structure of the MAPK phosphatase Pyst1 catalytic domain and implications for
regulated activation. Nat Struct Biol 6, 174-181

134. Mandl, M., Slack, D. N., and Keyse, S. M. (2005) Specific inactivation and nuclear
anchoring of extracellular signal-regulated kinase 2 by the inducible dual-
specificity protein phosphatase DUSP5. Mol Cell Biol 25, 1830-1845



32

Manuscript

Expression and regulation of Mitogen Activated Protein Kinase

(MAPK) Phosphatases (MKPs) in adipogenesis

Summary

Obesity has reached epidemic proportions in western industrialized countries and can be

linked to a number of health risks such as hypertension, type 2 diabetes, coronary heart

disease, and certain types of cancer. Obesity is due to a positive energy balance in the body

that results in expansion of the adipose tissue caused by both hyperplasia and hypertrophy

of adipocytes. Previous studies have found that MAPK activity is required in early stages

of adipogenesis. It has also been reported that two of the MKPs, phosphatases known to

dephosphorylate MAPKs, have a role in adipocyte differentiation. Based on this

knowledge we carried out a systematic analysis of the expression and possible regulation

of members of the MKP family during differentiation of 3T3-L1 preadipocytes. Results

showed that most members of the MKP family are down-regulated during adipogenesis.

We hypothesized that ectopic expression of one of the MKPs that was significantly down-

regulated at early stages of differentiation, MKP-5, would have an effect on adipogenesis.

Retroviral expression of MKP-5 in 3T3-L1 cells had a positive effect on adipocyte

differentiation. In rodent obesity models ob/ob and Ay, most of the MKPs showed up-

regulation in white adipose tissue, including MKP-5, with especially dramatic differences

in subcutaneous fat depots. Although further studies are needed to verify these data, the

results suggest that MKP-5, and possibly other MKPs, may have distinct roles during

adipogenesis.
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Introduction

Obesity has reached epidemic proportions in western industrialized countries. In the United

States nearly 30% of the adult population are considered obese and up to 60% are

considered overweight (1); in Norway the percentage of the population that is obese has

increased drastically during the past 10 years and is now approximately 13% (2).

A number of severe health risks are directly linked to obesity, such as hypertension,

coronary heart disease, type 2 diabetes, and certain types of cancer (3, 4). Obesity is a

result of a positive energy balance in the body where the consumed energy exceeds the

energy expended and is related to expansion of the adipose tissue. Energy homeostasis is

highly regulated and the main centre for integrating signals regarding the body’s energy

state is the hypothalamus (5). Both long-term and short-term signals are integrated in this

part of the brain and result in efferent outputs, such as regulation of appetite, energy

expenditure, reproduction, and growth (6). Short-term peripheral signals are mainly meal

related and are secreted by the gut while the adipose tissue secretes signals related to

energy stores in a more long-term manner. Many systems have been used to study obesity

and the role of adipose genes such as the established rodent obesity models ob/ob and Ay.

These mouse models have mutations in genes involved in the regulation of the body’s

energy balance and have obese phenotypes, as well as other known characteristics (7).

The expansion of the adipose tissue related to obesity is due to both hyperplasia and

hypertrophy of the adipose cells, which is the main component of this tissue. Given that

mature adipocytes do not undergo cell division it is thought that increase in adipocyte

number in vivo is a result of proliferation and differentiation of preadipocytes, also present

in adipose tissue. This differentiation process, often referred to as adipogenesis, is

especially well characterized in the established mouse preadipocyte cell lines 3T3-L1 and

3T3-F442A, where the expression and sequential induction of many different proteins and

transcription factors has been described (8, 9). In short, the cells first undergo a limited

number of cell divisions, known as mitotic clonal expansion (MCE) (10), then the cells

become quiescent and start expressing adipocyte-specific genes, accumulate lipid droplets,

and acquire biochemical and morphological characteristics of mature white adipocytes.

Many intracellular and extracellular signals are known to influence the growth of
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preadipocytes and induce terminal differentiation. These work through several different

intracellular signaling pathways, one of which is the MAPK pathway.

MAPK signaling is activated by many different stimuli, such as mitogens, inflammatory

cytokines, growth factors, and stress (11). Three main groups of MAPKs have been

identified; ERK, JNK, and p38 MAPK, and these are known to be key regulators of diverse

cellular processes, such as cell growth and proliferation, differentiation, and apoptosis (12).

Several studies have analyzed the role of MAPKs in adipocyte differentiation. ERK has

been shown to both induce and inhibit adipogenesis (13-16), something that at first seemed

contradictory. Later, a hypothesis emerged stating that ERK activation is required for early

stages of adipogenesis, but needs to be turned off for terminal differentiation (17). Both

p38 MAPK and JNK have also been shown to be active early in adipogenesis (18). This

activation is reduced towards the end of differentiation. In addition, JNK has been reported

to affect adiposity in rodent obesity models (19).

MAPKs are activated by phosphorylation of both threonine and tyrosine residues in their

kinase domain (20). The activation is mediated by upstream kinases and subsequently

dephosphorylation by phosphatases is important in regulating their activity. A family of

dual specificity phosphatases, also known as MAP kinase phosphatases (MKPs), has been

recognized as key players for inactivating different MAPK isoforms (21, 22). To date, 14

different MKPs have been identified. They share some common features, such as a

catalytic phosphatase domain, but they have also been reported to have distinct substrate

specificity, different tissue distribution, and different subcellular localization (23).

One MKP of special interest in this study is MKP-5. Two different groups identified MKP-

5 as a new member of the MKP family in 1999 (24, 25). MKP-5 is evenly distributed in

both the cytoplasm and the nucleus of COS-7 and NIH3T3 cells. Studies of the ability of

MKP-5 to dephosphorylate MAPKs indicate selectivity for p38 MAPK and JNK in COS-7

cells, NIH3T3 cells, and a human prostate carcinoma cell line (24-26), but it also showed

some activity towards ERK in COS-7 cells (25).

Two members of the MKP family have previously been studied for their possible role in

adipogenesis. One study found that MKP-1 was increased at both the mRNA and protein
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levels during differentiation (27). Knock down of MKP-1 reduced adipogenesis, an effect

that was attributed to sustained activation of ERK throughout adipogenesis. Another study

found that MKP-4 has an inhibitory effect on adipogenesis (28). The levels of MKP-4 are

low in 3T3-F442A preadipocytes and are up-regulated during differentiation. MKP-4 has

also been suggested to play a role in insulin resistance which is a fundamental aspect of

type 2 diabetes, one of the most common health risks related to obesity (28). These

previous results indicate a role for members of the MKP family in adipogenesis.

Since MAPKs have been implicated for adipogenesis and the MKPs are known to play a

key role in their regulation we investigated the possible regulation of known members of

the MKP family during differentiation of 3T3-L1 cells and in different tissues in two

rodent obesity models.

Materials and methods

Materials

TRIzol reagent, glutaraldehyde, hygromycin, and SuperScript II reverse transcriptase were

purchased from Invitrogen. Penicillin/Streptomycin, L-glutamine, Trypsin, and DMEM

were purchased from Bio-Whittaker-Cambrex. Neomycin, Oil Red O, insulin, IBMX,

dexamethasone, oligo(dT), fetal calf serum (FCS), Triton X-100, HePes, EDTA, MgCl2,

NaCl, dithiothreiol (DTT), β -g lycerophosphate ,  sod iumor tovanada te ,

phenylmethylsulphonyl-fluoride (PMSF), leupeptin, Tween 20, bovine serum albumin

(BSA), horseradish peroxidase-conjugated anti-rabbit IgG antibody, horseradish

peroxidase-conjugated anti-mouse IgG antibody, and anti-α-tubulin mouse monoclonal

antibody were from Sigma-Aldrich. LightCycler instrumentation, capillaries, and

LightCycler® FastStart DNA Master SYBR Green I were obtained from Roche. The phase

contrast microscope was from Olympus. Bradford solution, Precision Plus Protein dual

protein marker and PVDF membrane were obtained from Bio-Rad Laboratories. T4 DNA

Ligase, BamHI and HindIII restriction enzymes were from New England Biolabs. The

pGEM-T Easy vector was obtained from Promega. pREV-TRE and pRevTet-Off retroviral

vectors were delivered by BD Biosciences.  QIAquick Gel Extraction Kit was purchased

from QIAGEN. PhusionTM High-Fidelity DNA Polymerase and DyNAzymeTM II DNA

Polymerase were from Finnzymes. Anti-phospho-JNK polyclonal antibody, anti-total JNK
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antibody, anti-phospho-ERK antibody, and anti-total ERK antibody were from Cell

Signaling. MKP-5 antibodies were obtained from Abcam and Imgenex. Horseradish

peroxidase-conjugated anti-goat IgG antibody was purchased from Santa Cruz

Biotechnology. The aP2 antiserum was a generous gift from Gökhan Hotamisligil,

Department of Genetics and Complex Diseases, Harvard School of Public Health, Boston,

USA. Adipose tissue was a generous gift from Arne Klungland, Rikshospitalet University

Hospital, Oslo, Norway. Hepa1c1c-7 cells were a generous gift from Trond Berg,

Department of Molecular Biosciences, University of Oslo, Norway. J55 cells were a

generous gift from Inger Sandlie, Department of Molecular Biosciences, University of

Oslo, Norway.

Cell culture

3T3-L1 cells and BOSC cells (viral packaging cells) obtained from ATCC were grown in

DMEM supplemented with 10% fetal calf serum (FCS), 50U/ml penicillin, 50µg/ml

streptomycin and 2mM L-Glutamine. The cells were incubated at 37°C in a humidified 5%

CO2, 95% air incubator. Differentiation of 3T3-L1 cells was induced by adding 0.5mM

isobutylmethylxanthine (IBMX), 1µM dexamethasone and 5µg/ml insulin to cells grown

to confluence. After 48 hours the cells were re-fed with DMEM supplemented with 10%

FCS and 5µg/ml insulin for 12 days. Cells were harvested at the following points: 50%

confluence (day -2), 100% confluence (day 0), 2, 4, 6, 8, or 12 days after changing the

medium and supplementation with 5µg/ml insulin. 3T3-L1 cells stably expressing MKP-5

and control cells infected with empty vector were kept in DMEM containing 20% fetal calf

serum and differentiation was induced as described above, in the absence of selecting

agent.

Oil Red O staining

3T3-L1 cells were fixed at the indicated time points using 0.5% glutaraldehyde/PBS for 10

minutes and stained with 0.15% of the triglyceride specific dye, Oil Red O, until

aggregates started to form (approximately 15 min). Cells were then rinsed in PBS and 60%

isopropanol prior to photography using a phase contrast microscope with the 20×objective.
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RT-PCR

Total RNA was extracted from 3T3-L1 cells, mouse adipose tissue, Hepa1c1c-7 cells, and

J55 cells using the TRIzol reagent, following the manufacturer’s instructions. 2-5µg RNA

was reverse transcribed using SuperScript II reverse transcriptase and oligo(dT) primers.

Gene specific primers were designed by the web-based program Primer3 Output

(http://frodo.wi.mit.edu/cgi-bin/primer3/primer3_www.cgi). In each set the 3´and 5´

primers were chosen from different exons to avoid genomic amplification. This was later

confirmed by performing RT-PCR on cDNA samples synthesized in the presence or

absence of SuperScript II reverse transcriptase. Samples that were not reverse transcribed

did not give PCR products. Primer sequences and conditions are listed in table 1.

Each PCR reaction contained 3µl template, 0.2mM dNTP, 0.2µM of each primer, and 1U

DyNAzymeTM II DNA Polymerase in a total volume of 25µl. PCR conditions included an

initial denaturation step at 94°C for 5 minutes, followed by 35 cycles of 94°C denaturation

for 30 seconds, 60-64°C annealing for 30 seconds (see Table 1 for the annealing

temperature for different primer pairs), and 72°C extension for 90 seconds.

Quantitative PCR

The same primers as described above were used for quantitative PCR, which was carried

out on LightCycler instrumentation. Each PCR reaction contained 1µl cDNA template,

0.5µM of each primer, 2-4mM MgCl2, and 0.25µl LightCycler® FastStart DNA Master

SYBR Green I in a total volume of 10µl added to LightCycler capillaries. MgCl2

concentrations and temperature conditions were optimized for each primer pair. Cycling

conditions include an initial denaturation step at 95°C for 10 minutes, followed by 45

cycles of 95°C denaturation for 10 seconds, 60-64°C annealing for 5 seconds (see Table 1),

and 72°C extension for 20 seconds.  A negative control, containing only water as template,

was included for each primer pair. Melting curve analysis was performed for each reaction

to confirm specific PCR products. SYBR Green I, a double-stranded DNA specific dye,

was used for continuous fluorescence monitoring. The crossing point (CP) values, defined

as the cycle at which the fluorescence of the sample rises significantly above the

background fluorescence, were used to determine relative expression of the specific gene.

All relative concentrations were normalized to a housekeeping gene to compensate for

variations in quality and quantity of different samples. The ribosomal protein 36B4 mRNA
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was used as a housekeeping gene for 3T3-L1 cells (29). All data analysis was performed

using Microsoft Excel.

Cloning and vectors

MKP-5 was amplified from cDNA made from RNA of 50% confluent 3T3-L1 cells using

PhusionTM High-Fidelity DNA Polymerase and primers (MKP-5 open reading frame

(ORF)) as specified in Table 1. The PCR product was run on a 1% agarose gel, and the

fragment was isolated from the gel using QIAquick Gel Extraction Kit following the

manufacturer’s instructions. The isolated PCR product was A-tailed using DyNAzymeTM II

DNA Polymerase before ligation into the pGEM-T easy vector using T4 DNA Ligase. The

sequence of the insert was then verified by sequencing before further use. MKP-5 cDNA

was cut out of the pGEM-T easy vector using BamHI and HindIII restriction enzymes and

ligated into the same sites of pREV-TRE vector.

Table 1. Conditions and sequences of primers used for quantitative PCR (Q-PCR) and RT-PCR

Name Sense Antisense Annealing-
temperature

(RT-PCR)

Annealing
temperature

(Q-PCR)

[MgCl2]
(Q-PCR)

MKP-1 catcaaggatgctggaggga gaggtaagcaaggcagatggtg 64°C 64°C 4mM

MKP-2 ctgtacctcccagcaccaat actcgatggcttccatgaac 60°C

MKP-3 ccaacttggacgtgttggaa aatgcaccaggacaccacag 62°C 62°C 2mM

MKP-4 ggagcaaggcaggaacagagt ccaccagtaggcacgtgaaat 64°C 64°C 3mM

MKP-5 cttgcccttcctgttccttg agcaactgccccatgaagtt 62°C 64°C 3mM

MKP-6 gccttagcaggtgcagtagg tcccagggcacactaatttc 62°C 62°C 2mM

MKP-7 cagcgagatgtcctcaacaa taagcacacagccattggag 60°C 60°C 2mM

MKP-X ctgtccagatcctgccctac ccccatgaagttgaagttgg 62°C 64°C 3mM

DSP-2 attcatgagtgccgactcca cagcaccagcctgaactttg 60°C 60°C 2mM

VHR cgtctgtggctcaggacatc cattgagctggcagagttgg 60°C

36B4 aagcgcgtcctggcattgtct ccgcaggggcagcagtggt 64°C 3mM

aP2 gtcaccatccggtcagagag tcgactttccatcccacttc 64°C 3mM

MKP-5
ORF

cgggatcccgatgcctccatct
BamHI

cccaagcttgggtcacacaactg
    HindIII

66°C
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Retroviral expression assay

The use of retroviruses is an efficient approach to deliver a mammalian expression vector

containing a gene of interest to a cell line (30). The viruses are modified so that they are no

longer able to replicate autonomously, but after packaging by the help of a packaging cell

line, the virus particles, containing recombinant DNA, can infect target cells. After

infection of the target cells the DNA is integrated into the genome, making it possible to

obtain cells that stably express the gene of interest. The expression vector contains a

selection marker that is used to select the cells that have been successfully infected.

The protocol from BD Biosciences was followed. Briefly, 2×105 BOSC cells were plated

out in 6cm2 dishes one day prior to transfection. Cells were transfected with 5µg pREV-

TRE/pREV-TRE-MKP-5 or pRevTet-Off by adding 75mM CaCl2, 100µM cloroquine and

Hepes buffer saline (to final concentrations of 16.8mM NaCl, 3mM Hepes and 90µM

Na2HPO4) to 4ml medium. 2×104 3T3-L1 cells were plated out in 6cm2 dishes one day

prior to infection with viral supernatant. Viral supernatant was collected from BOSC cells

48 hours post transfection and added to target cells in 4ml medium containing 1µg/ml

polybrene. Cells were grown to 70-80% confluence before selection with 200µg/ml

hygromycin for 6 days (pREV-TRE/pREV-TRE-MKP-5) or 400µg/ml neomycin

(pRevTet-Off) for 10 days. 3T3-L1 cells were sequentially infected and selected, first with

pREV-TRE/ pREV-TRE-MKP-5, then pRevTet-Off.

Western Blot analysis

Whole cell protein extracts from 3T3-L1 cells were prepared by resuspending cells in 80-

100µl of lysis buffer [0.1% Triton X-100, 20mM HePes (pH 7.7), 300mM NaCl, 0.2mM

EDTA, 1.5mM MgCl2, 0.5mM DTT, 20mM β -Glycerophosphate, 0.1mM

sodiumortovanadate, 0.5mM PMSF, and 2µg/ml leupeptin]. After two hours of rotation at

4°C, suspensions were centrifuged at 13000 rpm for 10 minutes. The post-nuclear

supernatant was collected and stored at -80°C. Protein concentrations were determined

using the Bio-Rad protein assay. 50-100µg of proteins were reduced by adding 100mM

DTT and heated to 100°C for 3 minutes prior to SDS-polyacrylamide gel electrophoresis

on 12-15% separating and 6% stacking gel. A Precision Plus Protein dual protein marker

was used as a molecular weight marker. The proteins were transferred to a PVDF

membrane activated in methanol. The blotted membrane was blocked in 5% milk in TBS-
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Tween for 1 hour prior to incubation with primary antibody overnight at 4°C. The

antibodies used were aP2 polyclonal antibody (1:2000), anti-phospho-ERK (phERK)

polyclonal antibody (1:1000), anti-total ERK polyclonal antibody (1:1000), anti-phospho-

JNK (phJNK) polyclonal antibody (1:500), anti-total JNK polyclonal antibody (1:1000),

and anti-α-Tubulin monoclonal antibody (1:4000). Two different anti-human MKP-5

antibodies were tested. The aP2 antiserum was IgG-purified before use, following the

protocol described in Molecular Cloning (3.rd edition, Sambrode and Russell). Secondary

antibodies used were horseradish peroxidase-conjugated anti-rabbit IgG antibody

(1:10000), horseradish peroxidase-conjugated anti-mouse IgG antibody (1:5000), and

horseradish peroxidase-conjugated anti-goat IgG antibody (1:8000). The enhanced

chemiluminescence kit was used for detection according to the manufacturer’s instructions.

Statistics

Statistical analysis was performed using the Student’s t-test. Values of p<0.05 were

considered significant.

Results

Regulation of MKP expression during adipogenesis and in mouse models of obesity

The mouse preadipocyte cell line 3T3-L1 was differentiated and used as a model system to

investigate expression and possible regulation of MKPs during adipogenesis.

Differentiation of 3T3-L1 adipocytes was confirmed by lipid staining and gene expression

analysis. Oil Red O staining of 3T3-L1 cells show a gradual accumulation of lipids during

adipogenesis by red staining of triglycerides and cholesteryl oleate (31). There was robust

Oil Red O staining after differentiation (Fig. 1A). Adipocyte-specific fatty acid binding

protein (aP2) is induced early in adipogenesis by the transcription factor C/EBPα (32). Up-

regulation of aP2 levels during adipogenesis was determined by quantitative PCR and

Western Blot analysis. As shown in Fig 1, levels of aP2 mRNA (Fig. 1B) and protein (Fig.

1C) were increased starting at day 2 post induction, and remained elevated throughout

terminal differentiation.
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Figure 1 – Differentiation of 3T3-L1 cells. Differentiation was induced in 100% confluent 3T3-L1 cells (day

0) using 0.5mM IBMX, 1µM dexamethasone and 5µg/ml insulin. After 48 hours in induction medium, the

cells were continuously stimulated with 5µg/ml insulin and harvested after 2, 4, 8, and 12 days.

Differentiation was verified by Oil Red O staining of lipids (panel A), and induced expression of aP2 mRNA

(normalized to 36B4 mRNA expression, relative to day –2 samples) (panel B) and aP2 protein (panel C)

analyzed by quantitative PCR and Western Blot analysis, respectively.

First, RT-PCR was performed on mRNA obtained from preadipocytes (50-60% confluent

3T3-L1 cells), fully differentiated 3T3-L1 cells (day 12), adipose tissue from mice, and cell

lines known to express MKPs (Hepa1c1c-7 and J55) to assess expression of different

MKPs and confirm that the primer sets were functional. MKP-1, MKP-2, MKP-3, MKP-4,

MKP-5, MKP-6, MKP-7, MKP-X, VHR, and DSP2 were all found to be expressed in

preadipocytes as well as in mature adipocytes and mouse adipose tissue (Supplementary

Fig. 1).

To analyze possible regulation of different MKPs during adipogenesis, quantitative PCR

was performed on mRNA isolated from 3T3-L1 cells harvested at different time-points
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during differentiation. Regulation of the different MKPs at the mRNA level is shown in

Fig. 2. MKP-1 and MKP-4 were down-regulated during adipogenesis starting after

induction of differentiation (at day 0). MKP-3, MKP-7, and MKP-X were down-regulated

at days 8 and 12 post induction. Most significant was the regulation of MKP-5 and MKP-6.

MKP-5 was significantly down-regulated at day 2 post induction and mRNA levels

increased slightly towards the end of adipogenesis. MKP-6 decreased at day 0, increased at

day 2 and finally decreased again. DSP2 was relatively stably expressed during

adipogenesis.

We then assessed the possible regulation of MKP expression in mouse models of obesity.

The ob/ob mouse is a frequently used model to study obesity. ob/ob mice display early-

onset obesity and insulin resistance, as well as hyperphagia, reduced energy expenditure

and infertility (7). Different tissues from ob/ob mice were tested for regulation of MKP

expression by quantitative PCR (Fig. 3A). MKP-1 was up-regulated in brown adipose

tissue (BAT) and subcutaneous adipose tissue. MKP-4 was highly up-regulated in

subcutaneous adipose tissue. MKP-5, MKP-6 and DSP2 were up-regulated in liver and

subcutaneous adipose tissue. MKP-7 was up-regulated in subcutaneous adipose tissue.

MKP-X was up-regulated in epididymal and subcutaneous adipose tissue. MKP-3 was not

significantly regulated. The same MKPs were also analyzed for regulation in Ay mice,

which is a different mouse model of obesity (33) (Fig. 3B). In general, the same pattern of

regulation is observed in Ay mice, although the MKPs seem to be less extensively

regulated. In contrast to what is observed in ob/ob mice, MKP-3 expression is reduced in

Ay compared to wild-type (wt) mice.
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Figure 2- MKP mRNA levels during differentiation of 3T3-L1 cells. 3T3-L1 cells were induced to

differentiate and were then harvested at the indicated time points. Total RNA was isolated and converted to

cDNA and expression of MKP-1, MKP-3, MKP-4, MKP-5, MKP-6, MKP-7, MKP-X, and DSP2 was

measured by quantitative PCR (normalized to 36B4 mRNA expression, relative to day –2 samples). The

result presented is the average of three independent experiments +/-SE. * p <0.05 indicates significant

difference from –2 day samples.
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Figure 3- MKP mRNA levels in tissue samples from ob/ob, Ay, and wt mice. RNA was extracted from liver

tissue, muscle tissue, BAT, epididymal (epi) and subcutaneous (subc) white adipose tissues from ob/ob and

wt mice (panel A) and Ay and wt mice (panel B) and converted to cDNA. Expression of MKP-1, MKP-3,

MKP-4, MKP-5, MKP-6, MKP-7, MKP-X, and DSP2 was analyzed by quantitative PCR (normalized to 36B4

mRNA expression, relative to wt samples). Each sample was a pool from 2 mice.
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Ectopic expression of MKP-5 in 3T3-L1 cells enhances adipogenesis

MKP-5 expression was significantly regulated during adipogenesis (Fig. 2) as well as in

subcutaneous adipose tissue of ob/ob and Ay mice (Fig. 3A and 3B); it was therefore

chosen to study its possible effect on adipogenesis in 3T3-L1 cells by retroviral expression.

The full length MKP-5 cDNA (1500bp) was cloned from 3T3-L1 preadipocytes and

ligated into the expression vector pREV-TRE (Fig. 4A and 4B). Induced expression of

MKP-5 (8-12 fold) was verified on the mRNA level by quantitative PCR analysis (Fig.

4C). Western blot analysis was performed using two different antibodies, but an MKP-5

signal was not detected probably due to the fact that they were raised against the human

MKP-5 (data not shown). At present, there are no antisera available for mouse MKP-5.
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Figure 4- Ectopic expression of MKP-5 in 3T3-L1 cells. The MKP-5 ORF was amplified from 3T3-L1

preadipocytes (panel B) and ligated into the pREV-TRE expression vector (panel A). 100% confluent cells

infected with pREV-TRE-MKP-5 or empty pREV-TRE retroviruses were induced to differentiate using 0.5mM

IBMX, 1µM dexamethasone and 5µg/ml insulin. After 48 hours in induction medium, the cells were

continuously stimulated with 5µg/ml insulin and harvested after 2, 4, and 8 days. Total RNA was converted

to cDNA and MKP-5 expression was analyzed by quantitative PCR (normalized to 36B4 mRNA expression,

relative to control samples) (panel C). The results shown are the average of three independent experiments

+/- SE. * p<0.05 indicates significant difference from control cells.
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3T3-L1 cells transfected with an empty vector (control) and cells ectopically expressing

MKP-5 were induced to differentiate in parallel. Lipid staining and gene expression

analysis was used to assess the extent of differentiation. Oil Red O staining indicated that

MKP-5 over-expressing cells had enhanced adipogenesis compared to control cells (Fig.

5). In addition, aP2 mRNA and protein levels were significantly increased.
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Figure 5- Effect of MKP-5 expression on adipogenesis. 3T3-L1 cells ectopically expressing MKP-5 and

control cells were induced to differentiate using 0.5mM IBMX, 1µM dexamethasone and 5µg/ml insulin.

After 48 hours in induction medium, the cells were continuously stimulated with 5µg/ml insulin and

harvested after 2, 4, and 8 days. Differentiation was verified by Oil Red O staining of lipids (panel A), and

induced expression of aP2 mRNA (normalized to 36B4 mRNA expression, relative to day –2 sample) (panel

B) and aP2 protein (50µg) (panel C), analyzed by quantitative PCR and Western Blot analysis respectively.

Results shown here are representative of three individual experiments.
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ERK, but not JNK activity is regulated by MKP-5 in 3T3-L1 cells

MKP-5 has earlier been reported to dephosphorylate the MAPKs JNK, p38, and ERK (25).

To investigate whether MKP-5 regulates JNK and ERK activity in 3T3-L1 cells, levels of

phERK, total ERK, phJNK, and total JNK were examined by Western analysis of 3T3-L1

cells ectopically expressing MKP-5 compared with cells containing an empty expression

plasmid. In the absence of ectopic expression of MKP-5, phERK increased at day 0 and

then rapidly declined to low levels by day 2. This is consistent with previous work (18). At

day 4, phERK expression started to increase again. In the presence of MKP-5 expression,

the pattern of phERK expression during adipogenesis was the same, but there was

significantly more (60%) phERK at day -2 and less (30%) phERK at day 0 in cells

expressing MKP-5 (Fig. 6A). At day 4 post induction, phERK levels increased and at day 8

were back to levels observed at day -2.

In contrast, JNK activity was not regulated by MKP-5 expression (Fig. 6B). PhJNK levels

were also reduced during adipogenesis which is consistent with previously published data

(18).



49

 

 α-Tubulin

 phERK

 total ERK

                 -    +      -     +     -    +      -     +     -     +        

     -2           0            2           4            8 Differentiation (days)

MKP-5

 phJNK

 total JNK

 α-Tubulin

                 -     +      -     +     -     +     -    +      -    +        

      -2            0            2           4           8 Differentiation (days)

MKP-5

A

B

50 kDa 

50 kDa 

50 kDa 

50 kDa 

37 kDa 

37 kDa 

Figure 6- ERK and JNK activity in differentiating 3T3-L1 cells over-expressing MKP-5 and control cells.

MKP-5 expressing cells and control cells were induced to differentiate, protein extracts (100µg) were

collected at indicated time-points and analyzed by Western blotting. Extracts were probed with phERK, total

ERK, and α-tubulin antibodies (panel A) and phJNK, total JNK, and α-tubulin antibodies (panel B). The

blots shown are representative of two individual experiments.

Discussion

The MKP family of dual specificity phosphatases has 14 identified members. Although

these proteins share common features, they are also known to differ in their function and

expression patterns. The expression and possible function of these proteins has mainly

been studied in specific human tissues, such as brain, heart, liver, and skeletal muscle,

where some show restricted expression (24, 34-39). MKP-4 has previously been shown to

be present in white adipose tissue and may contribute to its biology (28). In this study, we

found that all members of the MKP family tested were present in adipose tissue from

mouse, as well as in both preadipocytes and mature adipocytes of the 3T3-L1 cell line at

the mRNA level (Supplementary Fig. 1). In addition we showed that most of the MKPs are
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down-regulated during adipogenesis. We studied MKP-5 in more detail and found that

3T3-L1 cells differentiate more easily in response to ectopic expression of MKP-5.

Two MKPs have previously been investigated in relationship to adipogenesis, MKP-1 and

MKP-4. There are conflicting results regarding MKP-1. One group has shown an up-

regulation of MKP-1 during adipogenesis and that MKP-1 is the protein responsible for the

down-regulation of ERK activity that is known to occur after the initial stages of

differentiation (27). In contrast, another group has shown down-regulation of MKP-1

protein during differentiation of 3T3-L1 cells (18). In our work, we have shown that MKP-

1 is down-regulated at the mRNA level during adipogenesis, which is consistent with the

observations made in the latter report.

MKP-4 was previously reported to be up-regulated during adipogenesis in 3T3-F442A

cells, a cell line similar in properties to 3T3-L1 cells (40, 41). In contrast, we have found

that MKP-4 mRNA levels are down-regulated during differentiation of 3T3-L1 cells. Since

the cell lines used are different, this might indicate that the L1 and F442A cells may have

some different properties, which has also been previously reported (42, 43). Parallel

experiments in both cell lines are necessary in the future.

In this study we also investigate regulation of many of the other members of the MKP

family during differentiation of 3T3-L1 cells. In general they are all down-regulated to a

certain extent in terminally differentiated cells, except DSP2, which does not show

significant regulation during adipogenesis (Fig. 2). The time point at which the mRNA

levels of the different MKPs were down-regulated varied. Even though MKP-3 levels have

previously been reported to be unchanged during differentiation (up to day 8 post

induction) (27) we show a reduction of MKP-3 mRNA at day 12 post induction. The fact

that so many of the MKPs are regulated at the mRNA level during adipogenesis suggests

that they have a functional role in differentiation of 3T3-L1 cells.

MKP-4 was previously reported to be expressed and up-regulated in adipose tissue of

several rodent obesity models, including ob/ob mice (28). Consistent with these previously

published data, we found that MKP-4 was highly up-regulated in subcutaneous white

adipose tissue of ob/ob mice as well as in Ay mice (Fig. 3A and 3B). The same general
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picture also applied for MKP-1, MKP-5, MKP-6, MKP-7, and MKP-X (Fig. 3). The

previous study of MKP-4 established a link between this phosphatase and insulin signaling

(28). MKP-4 was up-regulated specifically in insulin-responsive tissues including liver,

muscle, white adipose tissue, and BAT. MKP-4 was also shown to reduce insulin-regulated

glucose uptake in 3T3-L1 cells.

MKP-4 was the first dual-specificity phosphatase to be implicated in insulin-resistance.

Before this the main focus was on protein-tyrosine phosphatases (PTPs). For instance, it is

well established that PTP-1b is a negative regulator of insulin action and a mediator of

insulin-resistance (44, 45). A study of PTP-1b deficient mice also showed that these

animals had low adiposity, linking this phosphatase directly to obesity (46). Given that

many of the MKPs are down-regulated in adipogenesis, yet show up-regulation in adipose

and other tissues of obese mice indicate that aspects of obesity other than increased fat

mass could influence the regulation of these proteins. Increased secretion of cytokines and

insulin-resistance, which is related to the obese state, might be factors that could effect the

expression and activity of MKPs.

Studies of MKP-1 and MKP-4 in adipocyte differentiation have established that members

of the MKP family are directly relevant to adipogenesis. MKP-1 expression has been

reported to be of physiological importance for adipocyte differentiation of 3T3-L1 cells,

while cells stably expressing MKP-4 were shown to differentiate poorly (27, 28). ERK and

p38 MAPK activity has been reported to be critical to initial phases of adipogenesis (15,

47-49). Previous studies have shown that MKP-5 can deactivate MAPKs (24, 25). Based

on this knowledge we hypothesized that since MKP-5 is significantly down-regulated early

in differentiation of 3T3-L1 cells (Fig. 2), ectopic expression of MKP-5 might have an

effect on differentiation, possibly through dephosphorylation of MAPKs. JNK activity was

not affected and the effect on p38 MAPK activity is unresolved, but an induction of ERK

activity was observed at day -2 and a reduction was observed at day 0 of treatment of 3T3-

L1 cells (Fig. 6). This indicates that in 3T3-L1 cells MKP-5 prefers ERK as a substrate to

JNK, in contrast to what is previously published in NIH-3T3 cells and COS-7 cells (24,

25). Anyhow, ERK activity was induced in day -2 cells. The results correlate with the

observation that a higher percentage of cells ectopically expressing MKP-5 differentiated

into mature adipocytes compared to the control cells, assessed by up-regulation of aP2 and



52

increased lipid accumulation (Fig. 5). This might indicate a more complex role for MKP-5

than first assumed. Identification of other possible substrates and targets of MKP-5 in

adipocytes would be important in defining a potential function for MKP-5 in adipogenesis.

For instance a recent study reported that MKP-5 inhibits the TNF-α promoter in immune

cells (50); TNF-α is a known inhibitor of adipogenesis (51). Although the MAPKs are the

only identified substrates for the MKPs, other targets for dephosphorylation mediated by

the MKPs is of course possible. This has been an issue earlier, for instance c-Jun N-

terminal kinase, JNK, was first identified as a kinase that phosphorylates c-Jun, as the

name indicates (52). Later many other JNK substrates have been identified (53, 54). The

MKP family has mainly been studied regarding structure and ability to dephosphorylate

MAPKs, but much remains to be elucidated concerning biochemical and functional

aspects. Down-regulation of inhibitors of adipogenesis could give an explanation to the

observations made in this study.

Previous results state that ERK is active during initial stages of adipogenesis, and that

phosphorylated ERK is down-regulated around day 2-4 after induction of differentiation

(18, 27). Results presented here are consistent with this previously shown data in that ERK

is active in preadipocytes and confluent 3T3-L1 cells, but is down-regulated at day 2.

However, in our experiment, ERK activity reappears at day 4. The percentage of cells

differentiating into mature adipocytes in this study is somewhat lower than expected. It has

been shown that ERK acts negatively on adipogenesis by phosphorylation of PPARγ (14,

55). This could be the basis for the lesser degree of differentiation observed here.

Since results obtained in this study suggest a positive role for MKP-5 in adipogenesis, it

will be of interest to study this further. Establishing an inducible system where ectopic

expression of MKP-5 in 3T3-L1 cells can be controlled could verify if the results obtained

here are due to MKP-5 action as apposed to clonal differences between MKP-5 expressing

cells and control cells. Inhibitors of known signaling pathways could be used to assess

which factors that are involved in the down-regulation of MKP-5 during adipogenesis.

Experiments involving the ERK specific inhibitor, PD98059, could indicate if ERK

activity is required for the MKP-5 induced differentiation. Further studies of MKP-5 in

mouse models could give insight into the function of MKP-5 on adipose tissue formation

and adipogenesis in vivo. Knock-down studies of MKP-5 using RNA interference in 3T3-
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L1 cells and knockout of MKP-5 in mouse models of obesity could provide information on

the possible role of MKP-5 expression in adipogenesis, although it is known that many of

the members of the MKP family share the same substrate specificity and a certain degree

of redundancy seems likely (21). Studies in human mesenchymal stem cells and human

adipose tissue samples would also be important in investigating the role of MKP-5 in

human adipocyte differentiation and obesity. Studies in stem cells would give an indication

of a possible function for MKP-5 in lineage determination as well as in terminal

differentiation of adipocytes. Further work is necessary to assess these possibilities.
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Supplementary Figure 1 – Expression of MKPs in mouse adipose tissue and preadipocyte and fully

differentiated 3T3-L1 cells. Total RNA from Hepa1c1c-7 cells (H), J55 lymphocytes (J), mouse adipose

tissue (Ad), preadipocyte 3T3-L1 cells (-2d), and fully differentiated 3T3-L1 cells (+12d) was converted to

cDNA and expression of MKP-1, MKP-2, MKP-3, MKP-4, MKP-5, MKP-6, MKP-7, MKP-X, VHR, and

DSP2 was analyzed by RT-PCR. Hepa1c1c-7 cells and J55 cells were used as a positive control.  


