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Abstract
Background
Insulin resistance is associated with a proinflammatory state that promotes the development of complications such as type 2 diabetes mellitus (T2DM) and atherosclerosis. The metabolic stimuli that initiate and propagate proinflammatory cytokine production and the cellular origin of proinflammatory cytokines in insulin resistance have not been fully elucidated. Circulating proinflammatory monocytes show signs of enhanced inflammation in obese, insulin resistant subjects and are thus a potential source of proinflammatory cytokine production. The specific, circulating metabolic factors that might stimulate monocyte inflammation in insulin resistant subjects are poorly characterized. We have examined whether saturated nonesterified fatty acids (NEFA) and insulin, which increase in concentration with developing insulin resistance, can trigger the production of interleukin (IL)-6 and tumor necrosis factor (TNF)-α in human monocytes.

Methods
Messenger RNA and protein levels of the proinflammatory cytokines IL-6 and TNF-α were measured by quantitative real-time PCR (qRT-PCR) and Luminex bioassays. Student's t-test was used with a significance level of p < 0.05 to determine significance between treatment groups.

Results
Esterification of palmitate with coenzyme A (CoA) was necessary, while β-oxidation and ceramide biosynthesis were not required, for the induction of IL-6 and TNF-α in THP-1 monocytes. Monocytes incubated with insulin and palmitate together produced more IL-6 mRNA and protein, and more TNF-α protein, compared to monocytes incubated with palmitate alone. Incubation of monocytes with insulin alone did not affect the production of IL-6 or TNF-α. Both PI3K-Akt and MEK/ERK signalling pathways are important for cytokine induction by palmitate. MEK/ERK signalling is necessary for synergistic induction of IL-6 by palmitate and insulin.

Conclusions
High levels of saturated NEFA, such as palmitate, when combined with hyperinsulinemia, may activate human monocytes to produce proinflammatory cytokines and support the development and propagation of the subacute, chronic inflammatory state that is characteristic of insulin resistance. Results with inhibitors of β-oxidation and ceramide biosynthesis pathways suggest that increased fatty acid flux through the glycerolipid biosynthesis pathway may be involved in promoting proinflammatory cytokine production in monocytes.
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Background
Insulin resistance is characterized by a myriad of metabolic abnormalities, including hyperinsulinemia, hypertriglyceridemia, and an increased concentration of NEFA in blood [1]. These dysmetabolic features, sometimes referred to as the metabolic syndrome, are believed to contribute to the development of severe complications of insulin resistance, such as T2DM and atherosclerotic heart disease [2]. A common feature observed in subjects with insulin resistance, T2DM, and atherosclerotic heart disease is chronic, low-grade, systemic inflammation [3, 4] as evidenced by increases in the concentration of proinflammatory cytokines (e.g., IL-6) in the blood, as well as increased concentrations in the blood of surrogate markers for systemic IL-6 bioactivity, such as C-reactive protein. The metabolic stimuli responsible for the increase in circulating proinflammatory cytokines and the cellular source of these cytokines in insulin resistant subjects are not well understood.
Adipose tissue has garnered a great deal of attention as a potential source of elevated circulating inflammatory cytokines in obesity and insulin resistance due to many studies demonstrating that adipose tissue can synthesize and secrete pro-inflammatory cytokines, including TNF-α [5, 6] and IL-6 [7]. Recently it was shown that increased numbers of macrophages accumulate in adipose tissue in the obese [8], and these macrophages likely account for much of the inflammatory cytokine secretion from adipose tissue. However, it was reported that subcutaneous adipose tissue does not release TNF-α in vivo, and likely accounts for only 15-35% of systemic IL-6 release [7]. Also, Kern et al [9] reported that IL-6 concentration in plasma was positively correlated with obesity and plasma NEFA levels, but adipose tissue IL-6 production was not strongly affected by obesity. Therefore, it is possible that the bulk of the systemic proinflammatory cytokines in the obese, insulin resistant state are derived from non-adipose cellular and tissue sources.
Adipose tissue macrophages and macrophages of atherosclerotic plaques presumably arise from circulating monocytes, a heterogeneous population of cells that in humans can be divided into three discrete subsets based on the expression level of cell surface markers CD14, CD16, and CD64 [10]. CD14hiCD16- cells make up the majority of blood monocytes (~80%) and have a proinflammatory phenotype characterized by their ability to produce abundant quantities of cytokines such as TNF-α and IL-6 [11, 12] when activated. An analogous subset of proinflammatory monocytes has been described in the mouse, albeit based on a distinct set of cell surface markers [13]. Cells of this monocyte subset in mice and humans also express high levels of receptors for chemotactic peptides (e.g., CCR2, the receptor for monocyte chemoattractant protein-1), allowing these cells to efficiently respond to localized sites of inflammation [12]. Indeed, it is the proinflammatory monocyte subset that accumulates preferentially in obese adipose tissue [14] and atherosclerotic plaques [15].
An emerging concept is that monocyte subsets may be committed to a specific function before they localize to sites of infection or tissue damage [12]. Evidence for activation of circulating blood monocytes into a proinflammatory phenotype includes studies showing that circulating monocytes isolated from obese human subjects contained greater amounts of inflammatory cytokine messenger RNA relative to monocytes isolated from lean subjects [16], and induced hyperlipidemia in mice is associated with expansion of the proinflammatory monocyte subpopulation [15]. Additionally, lipid infusion in humans acutely activates NFκB, a proinflammatory transcription factor, and stimulates the production of macrophage migration inhibitory factor and reactive oxygen species in circulating mononuclear leukocytes [17]. Conversely, activation of peroxisome proliferator-activated receptor γ (PPAR γ) has been shown to prime an anti-inflammatory subset of monocytes into an enhanced anti-inflammatory monocyte phenotype [18].
NEFA have been demonstrated to induce inflammatory cytokine production in mature macrophages [19]. However, the influence of NEFA on the inflammatory phenotype of monocytes has not been explored. Furthermore, the combined impact of NEFA and hyperinsulinemia, which is particularly relevant to the insulin resistant metabolic state [1], has not been explored for its effect on monocyte inflammation. In this study, we hypothesized that NEFA could act on human monocytes to induce a proinflammatory phenotype as judged by increased inflammatory cytokine production. We provide evidence that long-chain saturated fatty acids can stimulate production and release of prototypical proinflammatory cytokines IL-6 and TNF- α in monocytes. Furthermore, we demonstrate that insulin synergizes with palmitate to induce higher levels of IL-6 in monocytes than that induced by palmitate alone.

Methods
Materials
THP-1 human monocytic leukemia cells were obtained from American Type Culture Collection (Manassas, VA). Fatty acids (palmitate (C16:0), stearate (C18:0), methylpalmitate, 2-bromopalmitate) and essentially fatty acid-free, low endotoxin bovine serum albumin (BSA, Sigma A8806) were obtained from Sigma-Aldrich (St. Louis, MO). Regular human insulin (Humulin R100, Eli Lilly, Indianapolis, IN) was obtained from the research pharmacy at Arkansas Children's Hospital. Inhibitors were obtained from EMD Biosciences (San Diego, CA) or Sigma-Aldrich.

Preparation of NEFA solutions
NEFA (50 mM) were dissolved in 0.1 M sodium hydroxide with brief heating at 70°C. NEFA-BSA complexes were prepared by slowly adding 0.2 ml of NEFA solutions to 0.8 ml of warm BSA (250 mg/ml in Dulbecco's phosphate buffered saline, pH 7.2) with stirring, to yield a 10 mM NEFA-BSA stock solution with an approximate 3:1 NEFA:BSA ratio. Solutions were incubated at 37°C for 10-15 minutes prior to use, adjusted to pH 7.2, and filter sterilized. Solutions were prepared fresh for each experiment. Endotoxin levels were determined in the 10 mM NEFA-BSA stock solution using a Pyrogent Plus Gel Clot assay according to the manufacturer's instructions (Lonza Walkersville, Walkersville, MD) and were less than 10 EU/ml.

Cell Culture Conditions and Experiments
THP-1 cells were cultured in RPMI 1640 (Invitrogen, Carlsbad, CA) supplemented with 10% fetal bovine serum (Hyclone, Logan, UT), penicillin (100 U/ml)-streptomycin (100 μg/ml) (Sigma-Aldrich), 55 μM 2-mercaptoethanol (Invitrogen), and 10 mM Hepes, pH 7.55 (Invitrogen). Cells were maintained at a density between 1 - 8 × 105 cells/ml and used between passages 6 - 20.
Cells were seeded in serum free, supplemented RPMI 1640 containing 0.2% fatty acid free BSA at 5 × 105 cells per ml/well in 24 well plates. Cells were rendered quiescent by overnight incubation in serum free media before stimulation with NEFA. Media (1 mL) and cells were collected at various times following stimulation with NEFA. Wells were washed with 0.5 mL of Dulbecco's phosphate buffered saline and the wash was combined with the cells/media. Cells were pelleted at 500 × g for 5 minutes at 4°C. Cytokine protein concentrations were determined in media from cells stimulated for 12 or 24 hours with NEFA.
Human primary monocytes were isolated by adhesion from the peripheral blood mononuclear cell (PBMC) fraction of whole blood. Approximately 50 ml of heparinized whole blood was obtained from healthy human volunteers according to a research protocol approved by the University of Arkansas Institutional Review Board. Blood was layered over a Histopaque 1077 gradient (Sigma-Aldrich) and centrifuged for 30 minutes at 400 g. PBMC were removed from the Histopaque-plasma interface and were washed several times with a buffered saline solution. PBMC (2 × 106) were plated in RPMI 1640 supplemented with 10% donor serum overnight. The next morning, non-adherent cells were washed from the plate and RPMI 1640 supplemented with 10% FBS was added. Treatments with NEFA and/or insulin were initiated approximately 8 hours later and were allowed to proceed for 24 hours.

Western Blot Analysis of phosphorylated and total ERK1/2 and Akt
THP-1 cells were treated with insulin for 30 minutes, harvested by centrifugation for 10 seconds in a microcentrifuge and washed one time with ice-cold phosphate buffered saline. The cell pellet was lysed in SDS sample buffer (62.5 mM Tris-HCl (pH 6.8), 2% w/v sodium lauryl sulphate, 10% glycerol, 50 mM dithiothreitol, 0.01% bromophenol blue) and heated. Extracts were resolved on 10% SDS-polyacrylamide gels and transferred to polyvinylidene difluoride membranes. Membranes were incubated with polyclonal antibodies (Cell Signaling Technology, Danvers, MA) directed against human Akt, phosphorylated human Akt (phospho-threonine 308), human ERK1/2, and phosphorylated human ERK1/2 (ERK1 phospho-threonine 202, tyrosine 204, ERK2 phospho-threonine 185, phospho-tyrosine 187) and signals were developed according to the manufacturer's protocol. Images were captured on a VersaDoc 5000 (Bio-Rad).

RNA Isolation and Real-Time Polymerase Chain Reaction
Cells were lysed in Tri Reagent (Sigma-Aldrich) and total RNA was prepared according to the manufacturer's protocol. RNA (5 μg) was treated with DNase I (Promega, Madison, WI) according to the manufacturer's protocol. DNase reactions were diluted 10-fold with nuclease free water (Invitrogen) and were concentrated in YM-100 spin columns (Millipore). RNA (0.5 μg) was reverse-transcribed using iScript (Bio-Rad, Hercules, CA) according to the manufacturer's protocol. Quantitative PCR was carried out in an Applied Biosystems Prism® 7900HT Sequence Detection System (California) using SYBR® Green Supermix with ROX (Bio-Rad). Reactions contained 25 ng of cDNA and 0.25 μM forward and reverse primers. Primers were designed using Beacon Designer 3.0 (Premier Biosoft Intl., Palo Alto, CA) and were ordered from Sigma-Aldrich at standard desalted purity. Pooled THP-1 cDNA, from cells that were treated with 1 μg/ml bacterial lipopolysaccharide to induce cytokine production, was serially diluted from 25 ng to 8 pg to construct a standard curve for all genes of interest and for reference genes. Gene expression was normalized for GAPDH expression to accurately reflect input cDNA quantity. Primer sequences were GAPDH forward: 5' ggagtccactggcgtctt 3', GAPDH reverse: 5' aggctgttgtcatacttctcat 3', IL-6 forward: 5' ttcggtccagttgccttctc 3', IL-6 reverse: 5' gaggtgagtggctgtctgtg 3', TNF-α forward: 5' ctccaggcggtgccttgttc 3', TNF-α reverse: 5' caggcagaagagcgtggtg 3'.

Determination of Secreted IL-6 and TNF-α protein
IL-6 and TNF-α were measured simultaneously in conditioned media prepared from THP-1 monocytes using a high sensitivity human cytokine multiplex immunoassay (Linco, St. Charles, MO). Assays were run on a Luminex® 100™ Bioanalyzer (Luminex Corp., Austin, TX) according to the kit manufacturer's instructions. Kits contained distinct groups of microspheres (each group bearing unique fluorescence intensity and a specific cytokine antibody), biotinylated cytokine antibodies, and phycoerythrin conjugated streptavidin. Conditioned media samples were incubated with antibody-coated microspheres, which bind to specific cytokines present in the media. Next, microsphere-cytokine complexes were washed and incubated with biotinylated cytokine antibodies, which bind to cytokines present on the microspheres. A final incubation was performed in which phycoerythrin-labeled streptavidin was allowed to bind to biotinylated IL-6 or TNF-α antibodies present on microspheres. Microspheres were then loaded into a Luminex® 100™ Bioanalyzer, which quantifies the amount of phycoerythrin fluorescence present on each of the distinct microsphere groups. At least 50 individual microspheres were counted for each cytokine, and the median fluorescence intensity was used for subsequent calculations.

Statistical Analysis
Data are represented as the mean ± standard error (SE) for three to four independent measurements. Student's two-tailed unpaired t- test was used for comparisons between groups with significance set at P < 0.05.


Results
Saturated long-chain NEFA stimulate IL-6 and TNF-α production in THP-1 cells
THP-1 monocytic cells have been used extensively as a model of primary human monocytes, have been shown to closely mimic primary human monocytes in their production of TNF-α in response to lipopolysaccharide [20] and have been utilized in diabetes-related studies, such as studies to investigate the production of IL-6 by monocytes in hyperglycemic conditions [21]. Therefore, we chose to utilize the THP-1 cell line to study the possible role of NEFA in the induction of inflammation in human monocytes.
Normal circulating NEFA concentrations are less than 700 μM in the post-absorptive state [22], therefore, we chose to use 500 μM as an initial concentration of NEFA to determine the effect of long-chain saturated NEFA on inflammatory cytokine production in THP-1 monocytes. THP-1 cells that had been incubated for 24 hours with 500 μM palmitate, a 16 carbon saturated fatty acid, secreted significantly more IL-6 and TNF-α into the media compared to media from control cells incubated with BSA lacking bound NEFA (Figure 1A). Stearate, an 18 carbon saturated fatty acid, also stimulated IL-6 release, but did not increase the amount of TNF-α released over that released from untreated or BSA-treated control cells (Figure 1A).[image: A12933_2010_Article_292_Fig1_HTML.jpg]
Figure 1Saturated NEFA stimulate IL-6 and TNF-α production. A, IL-6 and TNF-α concentration in 24-hour conditioned media from THP-1 cells that were untreated or stimulated with 500 μM palmitate or stearate, or NEFA- and endotoxin-free BSA. B, IL-6 and TNF-α mRNA expression in THP-1 cells stimulated as in A for 12 hours. C, IL-6 and TNF-α mRNA expression in THP-1 cells stimulated with the indicated concentrations of palmitate for 12 hours. Values are means ± SE (n = 3-4). *, p < 0.05, # p < 0.01 versus BSA treatment, ND - below the limit of detection.




Consistent with the increase in IL-6 protein production elicited by palmitate and stearate, IL-6 mRNA expression was increased significantly in THP-1 cells incubated for 12 hours with 500 μM palmitate (~50-fold induction) or stearate (~20-fold induction) compared to cells incubated with BSA alone (Figure 1B). While palmitate, but not stearate, stimulated TNF-α protein synthesis and release by THP-1 cells, both NEFA significantly increased TNF-α mRNA expression compared to cells treated with BSA alone (Figure 1B).
The concentration of NEFA in plasma can vary over a wide range depending on feeding status and sensitivity to the anti-lipolytic effects of insulin. To understand how IL-6 and TNF-α could be regulated by a range of physiological concentrations of NEFA in monocytes, THP-1 cells were treated with palmitate concentrations ranging from 50 μM to 500 μM. IL-6 and TNF- α mRNA expression was significantly induced by concentrations of palmitate ≥ 125 μM (Figure 1C), indicating that inflammatory cytokine production in monocytes may be significantly increased by conditions such as insulin resistance, where monocytes would be exposed to chronically elevated plasma NEFA concentrations.

Palmitate metabolism is required for induction of IL-6 and TNF-α in THP-1 cells
Two non-metabolizable analogs of palmitic acid, methyl palmitate and 2-bromopalmitic acid (Figure 2A), were utilized to determine whether intracellular metabolism of palmitate was required for the induction of IL-6 and TNF-α in monocytes. The esterification of palmitate by a methyl group in methyl palmitate prevents activation of this molecule by CoA, and abrogates downstream metabolism of the fatty acid, whereas 2-bromopalmitate can be activated by CoA, but cannot be further metabolized by β-oxidation or esterification with glycerol to form glycerolipids [23]. However, 2-bromopalmitate has been shown to occupy the same binding sites within albumin and fatty acid binding proteins, with a similar binding affinity, as unmodified palmitate [24]. Incubation with 250 μM palmitate for 12 hours stimulated monocytes to produce IL-6 and TNF-α mRNAs at levels >20-fold and >7-fold greater, respectively, than cells stimulated with BSA lacking bound NEFA (Figure 2B). In contrast, cells treated with either of the non-metabolizable palmitate analogs, at the same concentration used for palmitate, produced amounts of IL-6 and TNF-α mRNA that were not significantly increased compared to cells treated with BSA (Figure 2B), suggesting that palmitate metabolism via the glycerolipid biosynthetic pathway, ceramide biosynthetic pathway, or β-oxidation pathway is necessary for the induction of IL-6 and TNF- α in monocytes. Consistent with these results, we observed that triacsin C, a competitive inhibitor of fatty acid binding to long-chain fatty acyl CoA synthetases, significantly inhibited the induction of IL-6 and TNF-α mRNAs in cells incubated with palmitate (Figure 2C).[image: A12933_2010_Article_292_Fig2_HTML.jpg]
Figure 2Palmitate metabolism is required for the induction of IL-6 and TNF-α. A, Chemical structure of palmitic acid and non-metabolizable palmitic acid analogs methylpalmitate (MP) and 2-bromopalmitate (2-BP). B, IL-6 and TNF-α mRNA expression in THP-1 cells stimulated for 12 hours with palmitate (250 μM) or equivalent concentrations of MP or 2-BP. C, IL-6 and TNF-α mRNA expression in THP-1 cells stimulated with palmitate in the presence of vehicle (DMSO) or an inhibitor of long chain fatty acyl CoA synthetase (triacsin C, 1 μM). Values are means ± SE (n = 3). *, p < 0.05, #, p < 0.01 versus BSA.




To determine which intracellular fatty acid metabolic pathways might be involved in the induction of IL-6 and TNF-α by NEFA, THP-1 cells were treated with inhibitors of fatty acid oxidation or ceramide biosynthesis prior to incubation with palmitate and the production of IL-6 and TNF-α mRNAs measured. Etomoxir is an irreversible inhibitor of carnitine palmitoyltransferase I (CPT I), the rate-limiting enzyme for fatty acyl-CoA uptake into mitochondria, where β-oxidation takes place. Pre-treatment of THP-1 cells with 5 μM etomoxir significantly increased IL-6 mRNA production, but not that of TNF-α, in response to palmitate when compared to cells incubated with palmitate in the absence of etomoxir (46-fold IL-6 induction by palmitate + etomoxir versus 25-fold induction with palmitate only, Figure 3A, p < 0.05).[image: A12933_2010_Article_292_Fig3_HTML.jpg]
Figure 3Mitochondrial oxidation or ceramide generation is not necessary for induction of IL-6 and TNF-α by palmitate. IL-6 and TNF-α mRNA expression in THP-1 cells treated with A, etomoxir (5 μM), an inhibitor of mitochondrial fatty-acyl CoA uptake, or B, myriocin, an inhibitor of ceramide biosynthesis, for 1 hour followed by incubation with palmitate (250 μM) for 12 hours. Values are means ± SE (n = 3). #, p < 0.01 versus BSA.




Ceramides have been implicated in the induction of inflammatory and cell death signalling pathways in numerous cell types [25]. THP-1 cells were pre-treated with 50 nM myriocin, an inhibitor of serine palmitoyltransferase, the rate-limiting first step in the de novo ceramide biosynthetic pathway, prior to incubation with palmitate. IL-6 or TNF- α mRNA induction by palmitate was not affected by myriocin (Figure 3B). Together, these results seem to rule out the β-oxidation and ceramide pathways in monocytes as having a role in the induction of IL-6 and TNF-α by palmitate, thus indirectly implicating components of the glycerolipid biosynthetic pathway in mediating the induction of IL-6 and TNF-α by palmitate.

Insulin synergizes with palmitate to induce IL-6 mRNA production
Insulin is an important physiological regulator of intracellular fatty acid metabolism by inhibiting fatty acid oxidation and promoting the synthesis and storage of glycerolipids in adipocytes and other insulin-responsive cells. Therefore, if the glycerolipid biosynthetic pathway is indeed involved in IL-6 production in response to NEFA, insulin may further augment IL-6 production in the presence of excess NEFA. Peripheral blood monocytes would encounter conditions of hyperinsulinemia and above normal concentrations of fatty acids in insulin resistant individuals; therefore, this metabolic situation may contribute the proinflammatory state that is associated with insulin resistance in vivo. THP-1 cells were incubated with palmitate ± insulin, or BSA ± insulin, and cellular IL-6 and TNF-α mRNAs measured. In the presence of insulin, palmitate induced significantly more IL-6 mRNA as compared to cells incubated with palmitate alone (52-fold IL-6 induction palmitate + insulin vs. 29-fold IL-6 induction palmitate only, p < 0.05, Figure 4A), while insulin had no effect on IL-6 production in cells incubated with BSA. Insulin had no effect on TNF-α production in cells incubated with palmitate or BSA (Figure 4A). IL-6 and TNF-α protein secretion was measured in THP-1 cells incubated with palmitate alone, or palmitate plus varying concentrations of insulin chosen to approximate normal physiologic and hyperinsulinemic conditions. THP-1 cells incubated with palmitate plus insulin at 1 ng/ml and 5 ng/ml concentrations produced significantly more IL-6 protein than cells incubated with palmitate only (Figure 4B), consistent with earlier observations for IL-6 mRNA and demonstrating that physiological concentrations of insulin can synergize with physiological concentrations of palmitate to induce IL-6. In contrast to results obtained with TNF-α mRNA, TNF-α protein secretion from THP-1 cells was higher in cells incubated with insulin and palmitate compared to those incubated with palmitate only (Figure 4B).[image: A12933_2010_Article_292_Fig4_HTML.jpg]
Figure 4Synergistic induction of IL-6 by palmitate and insulin. A, IL-6 and TNF-α mRNA expression in THP-1 cells stimulated for 30 minutes with 5 ng/ml insulin (+ insulin) or vehicle (- insulin) and then stimulated with palmitate (250 μM) or fatty acid-free BSA, for an additional 12 hours. B, IL-6 and TNF-α concentration in media from THP-1 cells stimulated for 30 minutes with the indicated concentrations of insulin and then stimulated with palmitate (125 μM) for 24 hours. Values are means ± SE (n = 3). *, p < 0.05, #, p < 0.01 versus (- insulin).




Insulin binding to the insulin receptor engages two primary signal transduction pathways, the mitogen activated protein kinase (MAPK)/extracellular regulated kinase (ERK) kinase (MEK) - ERK pathway and phosphatidylinositide 3-kinase (PI3K) - Akt pathway, in insulin responsive cells [26]. To determine whether insulin signal transduction pathways were activated in THP-1 cells and whether MEK or PI3K inhibitors were effective at inhibiting insulin signal transduction, THP-1 cells were pre-incubated with vehicle (DMSO), a MEK inhibitor (U0126), or a PI3K inhibitor (LY294002) and then were either left untreated or were stimulated for 30 minutes with insulin (5 ng/ml). Cell extracts were analyzed by Western blot using antibodies directed against total ERK1/2 (i.e., phosphorylated and unphosphorylated forms), phosphorylated ERK1/2, total Akt, and phosphorylated Akt. Insulin stimulated phosphorylation of ERK1/2 and Akt was significantly increased over basal levels in the presence of DMSO (Figure 5A, B). U0126, which inhibits MEK1/2, the kinase responsible for phosphorylating ERK1/2, reduced ERK1/2 phosphorylation to undetectable levels in both basal and insulin-stimulated cells, while the PI3K inhibitor LY294002 appeared to slightly increase basal and insulin-stimulated ERK1/2 phosphorylation (Figure 5A). LY294002, an inhibitor of PI3K, the kinase responsible for phosphorylating threonine 308 within Akt, appeared to completely eliminate basal Akt phosphorylation and partially inhibited insulin-stimulated phosphorylation of Akt (Figure 5B).[image: A12933_2010_Article_292_Fig5_HTML.jpg]
Figure 5MEK/ERK and PI3K/Akt signaling pathways regulate IL-6 production. Total and phosphorylated ERK1/2 (A) or total and phosphorylated Akt (B) were analyzed by Western blotting of cellular extracts from control (-) and insulin-stimulated (+) THP-1 cells that were pre-treated with vehicle (DMSO), MEK1/2 inhibitor (U0126), or PI3K inhibitor (LY294002). Western blots representative of three independent experiments are shown. IL-6 (C) and TNF-α (D) mRNA expression determined by qRT-PCR in THP-1 cells treated for 1 hour as in (A) followed by stimulation for 30 minutes with 5 ng/ml insulin (+ insulin) or vehicle (- insulin), in the presence of vehicle (DMSO), and then stimulated with palmitate (250 μM) or fatty acid-free BSA, for an additional 24 hours. Values are means ± SE (n = 3) expressed relative to the expression level of these cytokines in BSA-treated cells.




Inhibition of MEK1/2 or PI3K significantly reduced IL-6 mRNA induction by palmitate ± insulin by approximately 90% (Figure 5C) when compared to DMSO treated cells. However, only the MEK1/2 inhibitor reduced the apparent synergism between palmitate and insulin such that IL-6 production in cells treated with palmitate + insulin was not significantly greater than in cells treated only with palmitate (Figure 5C).
Inhibition of MEK1/2 had little effect on TNF- α production in cells treated with palmitate ± insulin, however, PI3K inhibition with LY294002 significantly increased TNF-α production in palmitate-treated cells versus cells treated with palmitate + vehicle (DMSO) (Figure 5D). Interestingly, this effect of LY294002 was partially reversed by insulin co-treatment, perhaps due to the incomplete inhibition of Akt phosphorylation that was achieved in these cells as demonstrated in Figure 5B.

Insulin synergizes with palmitate to induce IL-6 mRNA in primary human monocytes
Although THP-1 cells have been used extensively as a model for primary human monocytes, in some instances the responses exhibited by THP-1 cells and primary cells do not correspond. To determine whether primary human monocytes produce IL-6 and TNF-α in response to incubation with saturated NEFA, and whether saturated NEFA and insulin synergize to induce IL-6 in these cells, primary monocytes isolated from the PBMC fraction of whole blood were exposed to palmitate ± insulin for 24 hours and the production of IL-6 and TNF-α mRNA determined by qRT-PCR. Similar to our observations in THP-1 cells, albeit with a lower magnitude, palmitate stimulated IL-6 and TNF-α mRNA expression (Figure 6A, B). Furthermore, insulin, when used at concentrations similar to those used in THP-1 cells, augmented the production of IL-6 in response to palmitate to a similar degree as in THP-1 cells (Figure 6A), while TNF-α mRNA levels were not affected by the presence of insulin (Figure 6B).[image: A12933_2010_Article_292_Fig6_HTML.jpg]
Figure 6Synergistic induction of IL-6 mRNA in primary human monocytes. Monocytes isolated by adherence from human PBMC fraction of whole blood were incubated for 30 minutes with varying concentrations of insulin, followed by 24 hour incubation with 500 μM palmitate or BSA. IL-6 (A) and TNF-α (B) mRNAs were determined by qRT-PCR. Values are means ± SE (n = 3) expressed relative to the expression level of these cytokines in BSA-treated cells. *, p < 0.05 versus (- insulin).






Discussion
These studies are the first to demonstrate that human monocytes synthesize and secrete IL-6 and TNF-α in response to saturated NEFA. Our results are consistent with the observations of others that saturated NEFA can induce an inflammatory response in a variety of other cell types, including endothelial cells [27], adipocytes [28], myotubes [29], and macrophages [30, 31]. NEFA have recently been shown to increase reactive oxygen species and the expression of β2 integrin in monocytes, and increase monocyte adhesion to endothelial cells [32]. Our results suggest that circulating blood monocytes in vivo may respond to increases in saturated NEFA concentrations in insulin resistant conditions by producing high levels of IL-6, which could prime these cells to generate a robust local or systemic inflammatory response and contribute to the development of complications such as T2DM and atherosclerosis.
Regarding the molecular mechanism of inflammatory cytokine induction by saturated NEFA, some studies have demonstrated that saturated NEFA induce IL-6 via TLR2 or TLR4 receptors in myocytes, macrophages, and adipocytes [19, 33]. However, other studies have demonstrated that NEFA metabolism was required for the induction of inflammatory cytokines in endothelial cells [27]. Therefore, it appears that saturated NEFA are potent inducers of inflammation in diverse cell types, but that the molecular mechanisms for cytokine induction vary according to cell type. Our results suggest that monocytes are more like endothelial cells in their inflammatory response to saturated NEFA, in that fatty acid metabolism appears to be required for cytokine induction (Figure 2B). In fact, our results with the β-oxidation inhibitor etomoxir showed that inhibition of β-oxidation of palmitate enhanced IL-6 induction in monocytes. This raises the interesting possibility that interference with β-oxidation may increase the intracellular concentration of palmitoyl-CoA available for use by other metabolic pathways that can stimulate IL-6 mRNA production. A candidate for this IL-6 inducing pathway is the triglyceride synthesis pathway, which contains several intermediates such as lysophosphatidic acid, phosphatidic acid, and diacylglycerol, which have all been shown to have inflammation-promoting properties in a variety of cells [34, 35]. Consistent with our studies, Staiger et al. [27] showed that neither mitochondrial β-oxidation of fatty acids or ceramide biosynthesis was involved in IL-6 induction by palmitate in endothelial cells. However, Schwartz et al. [36] recently reported that palmitate metabolism to ceramide was necessary for amplification of LPS-induced inflammation in human monocytes. Direct measurement of glycerolipid intermediates in monocytes incubated with NEFA will be required to definitively support the hypothesis that increased fatty acid flux through the triglyceride synthesis pathway is involved in the induction of IL-6, TNF- α, and perhaps other cytokines whose levels increase in insulin resistant conditions.
Our results demonstrated that hyperinsulinemia, coupled with elevated levels of NEFA, generated higher levels of IL-6 production in monocytes compared to the IL-6 response to NEFA alone. The marked increase in IL-6 production observed between 0, 1 and 5 ng/ml concentrations of insulin demonstrates that even modest increases in insulin levels within the range encompassing fasting and post-prandial insulin levels observed in insulin resistant subjects, along with physiological levels of NEFA, can dramatically affect IL-6 production. This result is particularly relevant in the context of the metabolic status of the obese, insulin resistant individual, where fasting levels of NEFA and insulin are likely to be chronically elevated [1]. Numerous studies have shown that IL-6 concentration is increased in the circulation of obese, insulin resistant humans [37]. Kern et al. [9] implicated NEFA and insulin in the regulation of circulating IL-6 by demonstrating that circulating IL-6 levels showed a strong positive correlation with serum NEFA levels and a strong negative correlation with insulin sensitivity, which varies inversely with insulin levels.
Although IL-6 plays a deleterious role in the development of coronary artery disease and is an early indicator of incipient type 2 diabetes mellitus [38–40], some studies suggest that IL-6 may have beneficial effects in the resolution of inflammation and improvement of insulin sensitivity following exercise [39, 41, 42]. Some positive effects of IL-6 have been postulated to occur via activation of adenosine monophosphate-activated protein kinase (AMPK) [43], an enzyme whose activation promotes ATP production via fatty acid oxidation. Thus, increased IL-6 production from exercised muscle may serve as a local signal to increase energy production via fatty acid oxidation, whereas increased IL-6 production from peripheral monocytes exposed to elevated concentrations of fatty acids may serve as a systemic signal to inhibit fatty acid production and stimulate fatty acid oxidation. Indeed, a recent study demonstrated that mice lacking IL-6 were prone to develop hepatosteatosis, liver inflammation and insulin resistance when compared to wild-type mice [44], supporting a role for IL-6 in the suppression of inflammation and regulation of lipid homeostasis and metabolism in vivo.
Insulin signaling in the monocyte/macrophage lineage may play a vital role in the regulation of local and systemic inflammation. In mice, selective removal of insulin receptor expression in the myeloid lineage, which includes monocytes/macrophages and granulocytes, abolished LPS-elicited IL-6 production in macrophages, while minimally affecting TNF-α or MCP-1 production [45]. A recent report demonstrated that mice lacking insulin receptor expression in the myeloid lineage were protected from insulin resistance when fed a high-fat diet, possibly due to reduced systemic inflammation and decreased monocyte/macrophage infiltration of white adipose tissue [46]. Evidence from in vitro studies also supports a role for insulin in the regulation of proinflammatory cytokine production in macrophages. LPS treatment of monocytes generated a greater IL-6 response when co-administered with insulin compared to the IL-6 response to LPS treatment alone [47]. Therefore, our results and the results of others support the hypothesis that IL-6 induction by NEFA in monocytes and macrophages is regulated by insulin.
It may seem counterintuitive to postulate that some of the cellular effects of insulin could be preserved in the face of insulin resistance. However, insulin resistance specifically refers to the inability of insulin to promote cellular glucose uptake, which is mediated primarily via the phosphatidylinositol-3 kinase (PI3K) signalling pathway downstream of the insulin receptor. It has been documented that the PI3K pathway appears to be selectively inhibited in insulin resistant states, whereas another major signalling pathway downstream of the insulin receptor, the Ras-Raf-MAPK signaling pathway, remains sensitive to insulin even when metabolic effects of insulin are blunted in some cell types [48, 49]. Our results demonstrate that both PI3K-Akt and MAPK signalling pathways are utilized by palmitate to produce IL-6 and TNF-α. However, the MAPK signalling pathway seems to be more important for the synergistic induction of IL-6 by palmitate and insulin.
Some limitations of this study warrant discussion. THP-1 cells used in this study are transformed cells that were derived from an acute myelogenous leukemia patient. Although the primary findings obtained in THP-1 cells were validated in primary human monocytes ex vivo, further studies are necessary to determine whether our findings in vitro can be translated to in vivo conditions. Insulin resistance results in numerous metabolic abnormalities in addition to increased NEFA concentrations and hyperinsulinemia that were modelled in isolation in this study, therefore further in vitro studies will be required to understand how the complex metabolic alterations of insulin resistance regulate inflammation in human monocytes.

Conclusions
The proinflammatory subset of monocytes has the capacity to produce large quantities of inflammatory cytokines such as IL-6, and this subset of monocytes accumulates in adipose tissue and artery walls, where they are believed to initiate and propagate disease processes. Thus, chronic activation of monocyte IL-6 production by high levels of fatty acids and hyperinsulinemia in insulin resistant subjects could produce local and systemic inflammation. Local production of IL-6 at sites of monocyte infiltration could initiate insulin resistance in adipose tissue, or produce rupture-prone atherosclerotic plaques in arteries. Systemic production of IL-6 could induce the acute phase response in liver, which entails the production of pro-coagulant factors such as plasminogen activator inhibitor 1 and antimicrobials such as C-reactive protein, whose increased concentrations have been associated with cardiovascular disease [50, 51]. Alternatively, monocyte production of IL-6 may be beneficial, serving to suppress inflammatory stress induced by NEFA and other metabolites. A better understanding of the molecular mechanisms utilized by saturated NEFA and insulin to regulate IL-6 production in proinflammatory monocytes could identify targets for novel anti-inflammatory molecules that could reduce the incidence of complications from insulin resistance.

Acknowledgements
This work was supported by a Junior Faculty Award (7-05-JF-06) from the American Diabetes Association and a Tobacco Settlement Grant from the Arkansas Biosciences Institute to RCB, and National Institutes of Health grant (C06RR16517) to Arkansas Children's Hospital Research Institute.

References
1.
Reaven GM: Pathophysiology of insulin resistance in human disease. Physiol Rev. 1995, 75: 473-486.PubMed

2.
Razani B, Chakravarthy MV, Semenkovich CF: Insulin resistance and atherosclerosis. Endocrinol Metab Clin North Am. 2008, 37: 603-621. 10.1016/j.ecl.2008.05.001. viiiPubMedCentralCrossRefPubMed

3.
Shoelson SE, Herrero L, Naaz A: Obesity, inflammation, and insulin resistance. Gastroenterology. 2007, 132: 2169-2180. 10.1053/j.gastro.2007.03.059.CrossRefPubMed

4.
Yudkin JS, Kumari M, Humphries SE, Mohamed-Ali V: Inflammation, obesity, stress and coronary heart disease: is interleukin-6 the link?. Atherosclerosis. 2000, 148: 209-214. 10.1016/S0021-9150(99)00463-3.CrossRefPubMed

5.
Hotamisligil GS, Shargill NS, Spiegelman BM: Adipose expression of tumor necrosis factor-alpha: direct role in obesity-linked insulin resistance. Science. 1993, 259: 87-91. 10.1126/science.7678183.CrossRefPubMed

6.
Kern PA, Saghizadeh M, Ong JM, Bosch RJ, Deem R, Simsolo RB: The expression of tumor necrosis factor in human adipose tissue. Regulation by obesity, weight loss, and relationship to lipoprotein lipase. J Clin Invest. 1995, 95: 2111-2119. 10.1172/JCI117899.PubMedCentralCrossRefPubMed

7.
Mohamed-Ali V, Goodrick S, Rawesh A, Katz DR, Miles JM, Yudkin JS, Klein S, Coppack SW: Subcutaneous adipose tissue releases interleukin-6, but not tumor necrosis factor-alpha, in vivo. J Clin Endocrinol Metab. 1997, 82: 4196-4200. 10.1210/jc.82.12.4196.PubMed

8.
Weisberg SP, McCann D, Desai M, Rosenbaum M, Leibel RL, Ferrante AW: Obesity is associated with macrophage accumulation in adipose tissue. J Clin Invest. 2003, 112: 1796-1808.PubMedCentralCrossRefPubMed

9.
Kern PA, Ranganathan S, Li C, Wood L, Ranganathan G: Adipose tissue tumor necrosis factor and interleukin-6 expression in human obesity and insulin resistance. Am J Physiol Endocrinol Metab. 2001, 280: E745-751.PubMed

10.
Auffray C, Sieweke MH, Geissmann F: Blood monocytes: development, heterogeneity, and relationship with dendritic cells. Annu Rev Immunol. 2009, 27: 669-692. 10.1146/annurev.immunol.021908.132557.CrossRefPubMed

11.
Grage-Griebenow E, Flad HD, Ernst M: Heterogeneity of human peripheral blood monocyte subsets. J Leukoc Biol. 2001, 69: 11-20.PubMed

12.
Swirski FK, Weissleder R, Pittet MJ: Heterogeneous in vivo behavior of monocyte subsets in atherosclerosis. Arterioscler Thromb Vasc Biol. 2009, 29: 1424-1432. 10.1161/ATVBAHA.108.180521.PubMedCentralCrossRefPubMed

13.
Gordon S, Taylor PR: Monocyte and macrophage heterogeneity. Nat Rev Immunol. 2005, 5: 953-964. 10.1038/nri1733.CrossRefPubMed

14.
Lumeng CN, Bodzin JL, Saltiel AR: Obesity induces a phenotypic switch in adipose tissue macrophage polarization. J Clin Invest. 2007, 117: 175-184. 10.1172/JCI29881.PubMedCentralCrossRefPubMed

15.
Swirski FK, Libby P, Aikawa E, Alcaide P, Luscinskas FW, Weissleder R, Pittet MJ: Ly-6Chi monocytes dominate hypercholesterolemia-associated monocytosis and give rise to macrophages in atheromata. J Clin Invest. 2007, 117: 195-205. 10.1172/JCI29950.PubMedCentralCrossRefPubMed

16.
Ghanim H, Aljada A, Hofmeyer D, Syed T, Mohanty P, Dandona P: Circulating mononuclear cells in the obese are in a proinflammatory state. Circulation. 2004, 110: 1564-1571. 10.1161/01.CIR.0000142055.53122.FA.CrossRefPubMed

17.
Tripathy D, Mohanty P, Dhindsa S, Syed T, Ghanim H, Aljada A, Dandona P: Elevation of free fatty acids induces inflammation and impairs vascular reactivity in healthy subjects. Diabetes. 2003, 52: 2882-2887. 10.2337/diabetes.52.12.2882.CrossRefPubMed

18.
Bouhlel MA, Derudas B, Rigamonti E, Dievart R, Brozek J, Haulon S, Zawadzki C, Jude B, Torpier G, Marx N, et al: PPARgamma activation primes human monocytes into alternative M2 macrophages with anti-inflammatory properties. Cell Metab. 2007, 6: 137-143. 10.1016/j.cmet.2007.06.010.CrossRefPubMed

19.
Shi H, Kokoeva MV, Inouye K, Tzameli I, Yin H, Flier JS: TLR4 links innate immunity and fatty acid-induced insulin resistance. J Clin Invest. 2006, 116: 3015-3025. 10.1172/JCI28898.PubMedCentralCrossRefPubMed

20.
Heil TL, Volkmann KR, Wataha JC, Lockwood PE: Human peripheral blood monocytes versus THP-1 monocytes for in vitro biocompatibility testing of dental material components. J Oral Rehabil. 2002, 29: 401-407. 10.1046/j.1365-2842.2002.00893.x.CrossRefPubMed

21.
Devaraj S, Venugopal SK, Singh U, Jialal I: Hyperglycemia induces monocytic release of interleukin-6 via induction of protein kinase c-{alpha} and -{beta}. Diabetes. 2005, 54: 85-91. 10.2337/diabetes.54.1.85.CrossRefPubMed

22.
Boden G: Fatty acid-induced inflammation and insulin resistance in skeletal muscle and liver. Curr Diab Rep. 2006, 6: 177-181. 10.1007/s11892-006-0031-x.CrossRefPubMed

23.
Oakes ND, Thalen P, Aasum E, Edgley A, Larsen T, Furler SM, Ljung B, Severson D: Cardiac metabolism in mice: tracer method developments and in vivo application revealing profound metabolic inflexibility in diabetes. Am J Physiol Endocrinol Metab. 2006, 290: E870-881. 10.1152/ajpendo.00233.2005.CrossRefPubMed

24.
Oakes ND, Kjellstedt A, Forsberg GB, Clementz T, Camejo G, Furler SM, Kraegen EW, Olwegard-Halvarsson M, Jenkins AB, Ljung B: Development and initial evaluation of a novel method for assessing tissue-specific plasma free fatty acid utilization in vivo using (R)-2-bromopalmitate tracer. J Lipid Res. 1999, 40: 1155-1169.PubMed

25.
Gill JM, Sattar N: Ceramides: A new player in the inflammation-insulin resistance paradigm?. Diabetologia. 2009, 52: 2475-2477. 10.1007/s00125-009-1546-x.CrossRefPubMed

26.
Saltiel AR, Kahn CR: Insulin signalling and the regulation of glucose and lipid metabolism. Nature. 2001, 414: 799-806. 10.1038/414799a.CrossRefPubMed

27.
Staiger H, Staiger K, Stefan N, Wahl HG, Machicao F, Kellerer M, Haring HU: Palmitate-induced interleukin-6 expression in human coronary artery endothelial cells. Diabetes. 2004, 53: 3209-3216. 10.2337/diabetes.53.12.3209.CrossRefPubMed

28.
Ajuwon KM, Spurlock ME: Palmitate activates the NF-kappaB transcription factor and induces IL-6 and TNFalpha expression in 3T3-L1 adipocytes. J Nutr. 2005, 135: 1841-1846.PubMed

29.
Weigert C, Brodbeck K, Staiger H, Kausch C, Machicao F, Haring HU, Schleicher ED: Palmitate, but not unsaturated fatty acids, induces the expression of interleukin-6 in human myotubes through proteasome-dependent activation of nuclear factor-kappaB. J Biol Chem. 2004, 279: 23942-23952. 10.1074/jbc.M312692200.CrossRefPubMed

30.
Laine PS, Schwartz EA, Wang Y, Zhang WY, Karnik SK, Musi N, Reaven PD: Palmitic acid induces IP-10 expression in human macrophages via NF-kappaB activation. Biochem Biophys Res Commun. 2007, 358: 150-155. 10.1016/j.bbrc.2007.04.092.CrossRefPubMed

31.
Lee JY, Sohn KH, Rhee SH, Hwang D: Saturated fatty acids, but not unsaturated fatty acids, induce the expression of cyclooxygenase-2 mediated through Toll-like receptor 4. J Biol Chem. 2001, 276: 16683-16689. 10.1074/jbc.M011695200.CrossRefPubMed

32.
Zhang WY, Schwartz E, Wang Y, Attrep J, Li Z, Reaven P: Elevated concentrations of nonesterified fatty acids increase monocyte expression of CD11b and adhesion to endothelial cells. Arterioscler Thromb Vasc Biol. 2006, 26: 514-519. 10.1161/01.ATV.0000200226.53994.09.CrossRefPubMed

33.
Senn JJ: Toll-like receptor-2 is essential for the development of palmitate-induced insulin resistance in myotubes. J Biol Chem. 2006, 281: 26865-26875. 10.1074/jbc.M513304200.CrossRefPubMed

34.
Coleman RA, Lewin TM, Muoio DM: Physiological and nutritional regulation of enzymes of triacylglycerol synthesis. Annu Rev Nutr. 2000, 20: 77-103. 10.1146/annurev.nutr.20.1.77.CrossRefPubMed

35.
Schenk S, Saberi M, Olefsky JM: Insulin sensitivity: modulation by nutrients and inflammation. J Clin Invest. 2008, 118: 2992-3002. 10.1172/JCI34260.PubMedCentralCrossRefPubMed

36.
Schwartz EA, Zhang WY, Karnik SK, Borwege S, Anand VR, Laine PS, Su Y, Reaven PD: Nutrient Modification of the Innate Immune Response. A Novel Mechanism by Which Saturated Fatty Acids Greatly Amplify Monocyte Inflammation. Arterioscler Thromb Vasc Biol. 2010, 30: 802-808. 10.1161/ATVBAHA.109.201681.CrossRefPubMed

37.
Tataranni PA, Ortega E: A burning question: does an adipokine-induced activation of the immune system mediate the effect of overnutrition on type 2 diabetes?. Diabetes. 2005, 54: 917-927. 10.2337/diabetes.54.4.917.CrossRefPubMed

38.
Fisman EZ, Adler Y, Tenenbaum A: Biomarkers in cardiovascular diabetology: interleukins and matrixins. Adv Cardiol. 2008, 45: 44-64. full_text.CrossRefPubMed

39.
Fisman EZ, Tenenbaum A: The ubiquitous interleukin-6: a time for reappraisal. Cardiovasc Diabetol. 2010, 9: 62-10.1186/1475-2840-9-62.PubMedCentralCrossRefPubMed

40.
Spranger J, Kroke A, Mohlig M, Hoffmann K, Bergmann MM, Ristow M, Boeing H, Pfeiffer AF: Inflammatory cytokines and the risk to develop type 2 diabetes: results of the prospective population-based European Prospective Investigation into Cancer and Nutrition (EPIC)-Potsdam Study. Diabetes. 2003, 52: 812-817. 10.2337/diabetes.52.3.812.CrossRefPubMed

41.
Bermudez LE, Wu M, Petrofsky M, Young LS: Interleukin-6 antagonizes tumor necrosis factor-mediated mycobacteriostatic and mycobactericidal activities in macrophages. Infect Immun. 1992, 60: 4245-4252.PubMedCentralPubMed

42.
Carey AL, Steinberg GR, Macaulay SL, Thomas WG, Holmes AG, Ramm G, Prelovsek O, Hohnen-Behrens C, Watt MJ, James DE, et al: Interleukin-6 increases insulin-stimulated glucose disposal in humans and glucose uptake and fatty acid oxidation in vitro via AMP-activated protein kinase. Diabetes. 2006, 55: 2688-2697. 10.2337/db05-1404.CrossRefPubMed

43.
Ruderman NB, Keller C, Richard AM, Saha AK, Luo Z, Xiang X, Giralt M, Ritov VB, Menshikova EV, Kelley DE, et al: Interleukin-6 regulation of AMP-activated protein kinase. Potential role in the systemic response to exercise and prevention of the metabolic syndrome. Diabetes. 2006, 55 (Suppl 2): S48-54. 10.2337/db06-S007.CrossRefPubMed

44.
Matthews VB, Allen TL, Risis S, Chan MH, Henstridge DC, Watson N, Zaffino LA, Babb JR, Boon J, Meikle PJ, et al: Interleukin-6-deficient mice develop hepatic inflammation and systemic insulin resistance. Diabetologia. 2010, 53: 2431-2441. 10.1007/s00125-010-1865-y.CrossRefPubMed

45.
Baumgartl J, Baudler S, Scherner M, Babaev V, Makowski L, Suttles J, McDuffie M, Tobe K, Kadowaki T, Fazio S, et al: Myeloid lineage cell-restricted insulin resistance protects apolipoproteinE-deficient mice against atherosclerosis. Cell Metab. 2006, 3: 247-256. 10.1016/j.cmet.2006.02.010.PubMedCentralCrossRefPubMed

46.
Mauer J, Chaurasia B, Plum L, Quast T, Hampel B, Bluher M, Kolanus W, Kahn CR, Bruning JC: Myeloid cell-restricted insulin receptor deficiency protects against obesity-induced inflammation and systemic insulin resistance. PLoS Genet. 2010, 6: e1000938-10.1371/journal.pgen.1000938.PubMedCentralCrossRefPubMed

47.
Schillaci R, Eugui EM, Roldan A: Insulin effect on interleukin 1 (IL-1) and interleukin 6 (IL-6) production by lipopolysaccharide-stimulated human monocytes. Horm Metab Res. 1994, 26: 113-115. 10.1055/s-2007-1000785.CrossRefPubMed

48.
Cusi K, Maezono K, Osman A, Pendergrass M, Patti ME, Pratipanawatr T, DeFronzo RA, Kahn CR, Mandarino LJ: Insulin resistance differentially affects the PI 3-kinase- and MAP kinase-mediated signaling in human muscle. J Clin Invest. 2000, 105: 311-320. 10.1172/JCI7535.PubMedCentralCrossRefPubMed

49.
Jiang ZY, Lin YW, Clemont A, Feener EP, Hein KD, Igarashi M, Yamauchi T, White MF, King GL: Characterization of selective resistance to insulin signaling in the vasculature of obese Zucker (fa/fa) rats. J Clin Invest. 1999, 104: 447-457. 10.1172/JCI5971.PubMedCentralCrossRefPubMed

50.
Lagrand WK, Visser CA, Hermens WT, Niessen HW, Verheugt FW, Wolbink GJ, Hack CE: C-reactive protein as a cardiovascular risk factor: more than an epiphenomenon?. Circulation. 1999, 100: 96-102.CrossRefPubMed

51.
Wiman B, Andersson T, Hallqvist J, Reuterwall C, Ahlbom A, deFaire U: Plasma levels of tissue plasminogen activator/plasminogen activator inhibitor-1 complex and von Willebrand factor are significant risk markers for recurrent myocardial infarction in the Stockholm Heart Epidemiology Program (SHEEP) study. Arterioscler Thromb Vasc Biol. 2000, 20: 2019-2023.CrossRefPubMed



Competing interests
The authors declare that they have no competing interests.

Authors' contributions
RCB conceived and designed the studies, performed experiments, collected and analyzed data, and drafted the manuscript. GEC performed Luminex bioassays for IL-6 and TNF-α. YO contributed to data collection and analysis. KMT contributed to data analysis. CKL contributed to drafting the manuscript. JLF contributed to the design of the studies, analysis of data, and drafting the manuscript. All authors read and approved the final submitted version of the manuscript.


OEBPS/sidebar.gif





OEBPS/A12933_2010_Article_292_Fig4_HTML.jpg
[2}
o o

N WS O
o o

cytokine mRNA
NO

(fold change vs. BSA)

o

-
N

Cytokine concentration
(pg/ml)
o N A O ®» O

IL-6 I
M - insulin
O +insulin
0 I
BSA palmitate
IL-6

0 0.2 1
Insulin (ng/ml)

o = N W » 00O

25

20

15

(5

* *
TNF-a !
M -insulin
[J +insulin
BSA palmitate
TNF-a -
*
#
0 0.2 1

Insulin (ng/ml)





OEBPS/A12933_2010_Article_292_Fig1_HTML.jpg
c
2
I #
. IL-6
Q
]
o g 5
2= 4 #
'_g og —
5, e H H
0 |
untreated BSA palmitate stearate
z 70
60
= B s0
x s 40
£ : 30
@ 20
£2 1% —
X © 2
o £
£6
oz 1
€ I
0
palmitate stearate
_ 10 *
< 60
<®
25 % ILe
% ¢ 40
o g 30 #
Sc 2 *
S 10 - .
50 5
0oz |
:,-nlll
I 2
7.
2 2 % Y

Palmitate concentration (uM)

O = N W &~ OO

N »

o

TNF- I

untreated BSA palmitate stearate

TNF-o. *

BSA palmitate stearate

#
TNF-a #

o 7.
B R % Y%,
Palmitate concentration (uM)





OEBPS/A12933_2010_Article_292_Fig5_HTML.jpg
A

B

DMSO U0126 LY DMSO U0126 LY _
- 4+ - + - + Insulin . - + - + |Insulin
75
50— - — Akt p-Thr-308
37— —-. S p-ERK1/2 50—
75—
S0 - o Akt
J7 E— E=ms Sm== ERK172 50—
20 p<0.01 W -insulin 10 M -insulin
: O +insulin O +insulin
_. 300 I p<0.02
2 ]
Sa 250 I IL-6 TNF-a.
% 2 100
"R
€c 5
S <
o
5% 50 p<0.01
25
< % NS |
15 ’—‘l
10
5
: u 0
palmitate palmitate palmitate palmitate palmitate palmitate

(+vehicle) (+U0126) (+LY294002)

(+vehicle) (+U0126) (+LY294002)





OEBPS/contact.gif





OEBPS/A12933_2010_Article_292_Fig3_HTML.jpg
(=2}
=1

N
(=)

N

cytokine mRNA
(fold change versus BSA)
N o

-

(=

- N W b
© © o

cytokine mRNA
(fold change versus BSA)
N ©

-

(=]

IL-6 TNF-a
p<0.05 4 15

’—\ #
10 #

*

o o

BSA

Palmitate Palmitate BSA Palmitate Palmitate
(+ vehicle) (+etomoxir) (+ vehicle) (+etomoxir)
IL-6 # 10 TNF-a
#
| "
#
| I
I I , I . '
BSA Palmitate Palmitate BSA Palmitate Palmitate

(+ vehicle) (+myriocin) (+ vehicle) (+myriocin)





OEBPS/A12933_2010_Article_292_Fig2_HTML.jpg
o o o]

CH3(CHZ)13CH2)J\OH CH3(CHZ)136H2)J\O—CH3 CH3(CH2),3(|:H )J\OH
Br
palmitic acid methyl palmitate 2-bromopalmitic acid
25 IL-6 TNF-a
T # 10 i
a 20
Se
za
g 15
s 2 ’
S5
I | n
k]
2, - , W m .
=~ BSA palmitate 2-BP BSA palmitate MP 2-BP
kL IL-6 s TNF-a.

#

- N
o o
N »

cytokine mRNA
(fold change versus BSA)
o
o

veh triacsin C veh triacsin C





OEBPS/A12933_2010_Article_292_Fig6_HTML.jpg
>

cytokine mRNA
(fold change versus BSA)

12

IL-6

1 5
Insulin (ng/ml)

25

B
TNF-a.

il

Insulin (ng/ml)






