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Abstract     Fibrates have been reported to elevate the hepatic proportion of oleic acid 

(18:1n-9) through inducing stearoyl-CoA desaturase (SCD). Despite abundant studies on the 

regulation of SCD in the liver, little is known about this issue in the small intestine. The 

present study aimed to investigate the effect of clofibric acid on the fatty acid profile, 

particularly MUFA, and the SCD expression in intestinal mucosa. Treatment of rats with a 

diet containing 0.5 % (w/w) clofibric acid for 7 days changed the MUFA profile of total lipids 

in intestinal mucosa; the proportion of 18:1n-9 was significantly increased, whereas those of 

palmitoleic (16:1n-7) and cis-vaccenic (18:1n-7) acids were not changed. Upon the treatment 

with clofibric acid, SCD was induced and the gene expression of SCD1, SCD2 and fatty acid 

elongase (Elovl) 6 was up-regulated, but that of Elovl5 was unaffected. Fat-free diet feeding 

for 28 days increased the proportions of 16:1n-7 and 18:1n-7, but did not effectively change 

that of 18:1n-9, in intestinal mucosa. Fat-free diet feeding up-regulated the gene expression of 

SCD1, but not that of SCD2, Elovl6 or Elovl5. These results indicate that intestinal mucosa 

significantly changes its MUFA profile in response to challenges by clofibric acid and a 

fat-free diet and suggest that up-regulation of the gene expression of SCD along with Elovl6 

is indispensable to elevate the proportion of 18:1n-9 in intestinal mucosa. 
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Abbreviations 

Acox  Peroxisomal acyl-CoA oxidase 

ATP  Adenosine triphosphate 

BSA  Bovine serum albumin 

ChREBP Carbohydrate responsive element-binding protein 

Clofibric acid 2-(4-Chlorophenoxy)-2-methylpropionic acid  

EDTA  Ethylenediaminetetraacetic acid 

Elovl  Fatty acid elongase 

ER  Endoplasmic reticulum 

Fads  Fatty acid desaturase 

NADH  Nicotinamide adenine dinucleotide 

PCR  Polymerase chain reaction 

PPARα  Peroxisome proliferator-activated receptor α 

SCD  Stearoyl-CoA desaturase  

SREBP-1c Sterol regulatory element-binding protein-1c 

TAG          Triacylglycerol 
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Introduction 

Stearoyl- CoA desaturase (SCD) is located in the endoplasmic reticulum (ER) membrane, and 

is involved in the de novo synthesis of monounsaturated fatty acids (MUFAs) from saturated 

fatty acids [1-3]. The major products of SCD are palmitoleoyl-CoA and oleoyl-CoA, which 

are formed by the desaturation of palmitoyl-CoA and stearoyl-CoA, respectively. Highly 

homologous isoforms of SCD have been shown to exist. Four isoforms of SCD (SCD1 to 

SCD4) have been identified in mice [4, 5], whereas two isoforms (SCD1 and SCD2) have 

been characterized in rats [6]. With regard to the regulation of SCD expression, hepatic SCD 

has been the most extensively studied; the activity and expression of hepatic SCD are affected 

by hormonal, nutritional, pathophysiological or pharmacological alterations [7]. 

2-(4-Chlorophenoxy)-2-methylpropionic acid (clofibric acid) is one of the fibrates, 

which lower triacylglycerol (TAG) and raise high-density lipoprotein in circulation. These 

beneficial effects were confirmed by several clinical trials, such as the Veterans Affairs 

High-Density Lipoprotein Cholesterol Intervention Trial (VA-HIT) study [8] and Fenofibrate 

Intervention and Event Lowering in Diabetes (FIELD) study [9]. The finding of peroxisome 

proliferator-activated receptor α (PPARα) has helped understand mechanism behind the 

pharmacological action of fibrates. Fibrates have been demonstrated to exert its 

antiatherogenic effects on macrophages, smooth muscle cells, endothelial cells and leukocytes 

in artery wall through the activation of PPARα [10]. Moreover, fibrates augment the level of 
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high-density lipoprotein through the control of expression of aoplipoproteins A-I, A-II and 

A-IV. Triacylglycerol (TAG)-lowering effect of fibrates is generally considered to be 

attributable to suppression of apolipoprotein C-III expression and induction of lipoprotein 

lipase expression through the activation of PPARα [11]. In addition to beneficial effects of 

fibrates on lipoprotein metabolism, however, Karahashi et al. showed that fibrates up-regulate 

adipose triglyceride lipase along with fatty acid transporters and β-oxidation enzymes in the 

liver [12], suggesting the possibility that fibrates alleviate hepatic steatosis and 

hypertriglyceridemia. On the one hand, previous studies have revealed that clofibric acid has 

different modes of effects on fatty acid metabolism in the liver [12-15]. Namely, the drug has 

abilities to induce many enzymes related to fatty acid modification (desaturation and chain 

elongation) [13-15]. The administration of clofibric acid to rats increased the mass proportion 

of octadecenoic acid in hepatic lipids [13]. To elucidate the physiological significance of this 

observation, a series of studies were performed and demonstrated that the administration of 

clofibric acid to rats induced SCD in the liver [13, 14] and that the induction of SCD by 

clofibric acid is due to elevation of the expression of SCD1 through the activation of PPARα 

[15, 16] and to the suppression of the degradation of SCD [16]. Thus, accelerated formation 

of oleic acid (18:1n-9) by inducing SCD in the liver of rats is considered to be one of the 

pharmacological effects of clofibric acid [17]. In a recent study, fibrates were shown to 

elevate the gene expression of SCD1 and SCD2 in the liver of rats [18]. Since SCD controls 
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formation of MUFAs and there is increasing evidence suggesting that 18:1n-9, palmitoleic 

(16:1n-7) and cis-vaccenic (18:1n-7) acids have individually distinct physiological 

significance [19-21], it is important to understand the regulation of MUFA profile in 

extrahepatic organs. However, different from the detailed studies on the regulation of SCD in 

the liver, little information is available about the effects of fibrates on SCD expression in 

extrahepatic tissues.  

The small intestine is an organ for the absorption of nutrients and plays a central role in 

whole body lipid homeostasis. Most studies on the fatty acid metabolism in this organ have 

been focused on the uptake of fatty acids into mucosal cells from the lumen, their 

esterification to complex lipids and the subsequent formation of chylomicrons. On the other 

hand, little is known about the modification of fatty acids within this organ. Since the small 

intestine is the organ that is most susceptible to orally administered drugs, SCD expression in 

this organ is expected to be strongly influenced by the oral administration of fibrates. To our 

knowledge, however, the regulation of SCD by fibrates in intestinal mucosa has not been 

reported. The aim of this study is thus to clarify the effects of clofibric acid on the gene 

expression and enzyme activity of SCD and the subsequent change of the MUFA profile in 

the intestinal mucosa of rats. 

 

Materials and Methods 
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Materials   

 

 [1-14C] Stearic acid (18:0) (55 Ci/mol) was purchased from American Radiolabeled 

Chemicals, Inc (St. Louis, MO, USA). Clofibric acid, stearic acid and bovine serum albumin 

(BSA) were obtained from Sigma-Aldrich (St. Louis, MO, USA). Antibody against SCD1 

was purchased from Santa Cruz Biotechnology (Santa Cruz, CA, USA). NADH and CoA 

were purchased from Oriental Yeast Co. (Tokyo, Japan). Glutathione, polyoxyethylene (20) 

sorbitan monolaurate (Tween-20), polyoxyethylene (20) sorbitan monostearate (Tween-60) 

and peroxidase-conjugated secondary antibody were from Wako Pure Chemical (Osaka, 

Japan). ECL Prime Western Blotting Detection System was purchased from GE Healthcare 

(Chalfont St. Giles, UK). All other chemicals used were of analytical grade. 

 

Animals and Treatments 

 

All animal procedures were approved by Josai University’s Institutional Animal Care 

Committee in accordance with the Guidelines for Proper Conduct of Animal Experiments 

(Science Council of Japan). Five-week-old male Wistar rats were obtained from SLC 

(Hamamatsu, Japan). Animals were fed a standard diet (CE-2; Clea Japan Inc., Tokyo, Japan) 
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ad libitum and allowed free access to water. The fatty acid composition (in mol %) of the 

standard diet was as follows: palmitic acid (16:0), 23.2 %; 16:1n-7, 2.0 %; 18:0, 2.4 %; 

18:1n-9, 19.7 %; 18:1n-7, 2.2 %; linoleic acid (18:2n-6), 42.1 %; α-linolenic acid (18:3n-3), 

3.6 %; arachidonic acid (20:4n-6), 0.2 %; 5,8,11,14,17-eicosapentaenoic acid (20:5n-3), 

2.9 %; 7,10,13,16,19-docosapentaenoic acid (22:5n-3), 0.3 %; and 

4,7,10,13,16,19-docosahexaenoic acid (22:6n-3), 1.3 %. After acclimatization for 1 week, the 

rats were divided into three groups. Group1 was fed a standard diet (CE-2) for 28 days; 

Group2 was fed a diet (CE-2) admixed with 0.5 % (w/w) clofibric acid for 7 days before 

sacrifice; Group3 was fed a fat-free diet for 28 days. The fat-free diet (fat-deprived AIN-93G) 

was purchased from Oriental Yeast (Tokyo, Japan) and contained (by weight): 46.7486 % 

cornstarch, 20.0000 % casein, 13.2000 % dextrinized cornstarch, 10.0000 % sucrose, 

5.0000 % cellulose, 3.5000 % mineral mix AIN 93G, 1.0000 % vitamin mix AIN 93G, 

0.3000 % L-cysteine, 0.2500 % choline bitartrate and 0.0014 % tetra-butylhydroquinone. The 

treatments (dose and period) with clofibric acid are known to cause conditions that effectively 

induce PPARα-mediated enzymes and proteins such as SCD [18], peroxisomal acyl-CoA 

oxidase [22-24], 1-acylglycerophosphocholine acyltransferase [22-24] and fatty acid-binding 

protein [25] in the liver, kidney or intestinal mucosa without any signs of untoward response. 

At the age of 10 weeks, under diethyl ether anesthesia, rats were killed and the small intestine 

was excised. After washing with ice-cold saline, the mucosa was scraped off. One part of the 
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intestinal mucosa was frozen in liquid nitrogen and stored at -80 °C for the determination of 

mRNA and fatty acids. The other part of the mucosa was used for preparing microsomes. 

After centrifugation at 800 × g for 5 min at 0 °C, collected mucosa was homogenized with 6 

volumes of 0.25 M sucrose/1 mM ethylenediaminetetraacetic acid (EDTA)/10 mM Tris-HCl 

(pH 7.4) in a Potter glass-Teflon homogenizer. The homogenates were centrifuged at 10,000 × 

g for 20 min and supernatant was centrifuged at 105,000 × g for 60 min. The obtained pellet 

was resuspended in 0.25 M sucrose/0.1 mM EDTA/10 mM Tris-HCl (pH 7.4) and 

recentrifuged under the same conditions. The resulting pellets were resuspended in a small 

volume of 0.25 M sucrose/0.1 mM EDTA/10 mM Tris-HCl (pH 7.4). The suspension was 

frozen in liquid nitrogen and stored at -80 °C. The concentrations of protein were determined 

by the method of Lowry et al. [26] with BSA as a standard. 

 

Fatty Acid Analyses 

 

Total lipid was extracted from intestinal mucosa by the method of Bligh and Dyer [27], after 

the addition of nonadecanoic acid as an internal standard. The extracted lipids were saponified 

with 10 % methanolic KOH for 60 min at 80 °C under a nitrogen atmosphere. After removal 

of non-saponified materials with n-hexane three times, samples were acidified with 6 M HCl 

and free fatty acids were extracted with n-hexane three times. The extracts were heated with 
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15 % boron trifluoride in methanol at 100 °C for 10 min under a nitrogen atmosphere. All 

solvents employed for lipid analyses contained 0.005 % (w/v) butylated hydroxytoluene. The 

composition of the fatty acid methyl esters was determined by gas-liquid chromatography 

(Shimadzu GC-2014; Shimadzu, Kyoto, Japan), equipped with a flame-ionization detector 

using a fused silica capillary column (SLB-IL100, 30 m × 0.32 mm internal diameter, film 

thickness 0.26 μm) (Sigma-Aldrich) with helium gas as a carrier gas. Initial column 

temperature was 120 °C for 5 min, which was thereafter increased by 3 °C per min to a final 

temperature of 230 °C. The injection port temperature was 240 °C and a flame-ionization 

detector was used at 240 °C. 

 

mRNA Expression 

 

Total RNA was prepared from the intestinal mucosa using QIAzol reagent and RNeasy kit 

(QIAGEN, Hilden, Germany). cDNA was synthesized from 500 ng of total RNA with avian 

myeloblastosis virus reverse transcriptase (Takara, Shiga, Japan). Real-time polymerase chain 

reaction (PCR) experiments were carried out using SYBR premix ExTaq (Takara). The 

amplification and detection were performed with Step One plus real-time PCR system (Life 

Technologies Corp., Carlsbad, CA, USA). The thermal cycling program was as follows: 10 

sec denaturation step at 95 °C, followed by 50 cycles of 5 sec denaturation at 95 °C, and 34 
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sec annealing and extension at 60 °C. After the reaction, dissociation curve analyses were 

carried out to confirm the amplification of a single PCR product. Changes in gene expression 

were calculated by using the comparative threshold cycle (Ct) method. Ct values were first 

normalized by subtracting the Ct value obtained from β-actin (control). The sequences of 

primers used in this study are listed in Table 1. 

 

Immunoblot Analyses  

  

Microsomes (50 μg of protein) were separated by sodium dodecylsulfate/polyacrylamide gel 

electrophoresis on a 10 % gel and then transferred to a polyvinylidene difluoride membrane 

(BioRad, Hercules, CA, USA) using a Trans-Blot Semi-Dry Electrophoretic Transfer Cell 

(BioRad). The membrane was blocked in Tris-buffered saline (pH 7.6) containing 0.1 % 

Tween-20, 5 % skim milk and 1 % BSA for 60 min, and then incubated with primary 

antibodies (1:1000) overnight. After washing with Tris-buffered saline (pH 7.6) containing 

0.1 % Tween-20, the membrane was incubated with horseradish peroxidase-conjugated 

secondary antibodies (1:5000) for 60 min in Tris-buffered saline (pH 7.6) containing 0.1 % 

Tween-20, 5 % skim milk and 1 % BSA. After washing three times in Tris-buffered saline 

(pH 7.6) containing 0.1 % Tween-20, proteins were visualized using the ECL Prime reagent 

(GE Healthcare) and detected in a luminoimage analyzer, LAS-1000 (GE Healthcare).  
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Stearoyl-CoA Desaturase Assay   

 

The stearoyl-CoA desaturation activity was measured essentially according to the method of 

Catalá [28] with some modifications. [1-14C]18:0 and 18:0 dissolved in toluene were mixed, 

and the solution was taken to dryness under a stream of nitrogen. To the residue was added 

0.1 M NH4OH, and the solution was vortex-mixed to obtain a uniform milky suspension, as 

described by Ullman and Sprecher [29]. The [1-14C]stearic acid solution was then diluted to a 

concentration of 250 nmol (0.5 μCi)/0.1 mL by the addition of a solution of 1 % Tween-60 in 

water. The reaction mixture contained 100 nmol [1-14C] 18:0 (0.2 μCi), 0.4 μmol NADH, 0.1 

μmol CoA, 4 μmol ATP, 4 μmol MgCl2, 1.5 μmol glutathione, 1 mg of microsomal protein 

and 100 mM potassium phosphate buffer (pH 7.4) in a total volume of 0.5 mL. Incubation 

was performed at 37 °C for 20 min, and the reaction was stopped by adding 2 mL of 10 % 

methanolic KOH, followed by saponification at 85 °C for 60 min. After acidification with 6 

M HCl, fatty acids were extracted with n-hexane three times, and methyl esters were prepared 

by heating at 100 °C for 10 min with boron trifluoride in methanol. The methyl esters were 

extracted with n-hexane and subjected to argentation-thin-layer chromatography in order to 

separate the monounsaturated from the saturated fatty acids. Silica gel G plates 

(0.25-mm-thick) (Merck, Darmstadt, Germany) were immersed in 15 % (w/v) AgNO3 in 
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acetonitrile and then air-dried. The plate was heated at 115 °C for 120 min for activation 

before use. Plates were developed in n-hexane/diethyl ether (9:1, by vol.). The spots were 

visualized under ultraviolet light after spraying with 0.05 % (w/v) Rhodamine B in 95 % 

ethanol. The areas corresponding to authentic methyl stearate and methyl oleate were scraped 

off the plates, and methyl esters were extracted with toluene and then mixed with 

toluene-based scintillator. The radioactivity was measured using a liquid scintillation counter 

(Aloka LS-5100; Hitachi Aloka Medical Ltd., Tokyo, Japan). 

 

Statistical Analyses   

 

Homogeneity of variance was established using one-way analysis of variance. When a 

difference was significant (p < 0.05), Scheffé’s multiple range test was used as a post hoc test. 

The statistical significance of the difference between two means was evaluated by Student’s t- 

test or Welch’s test after the F-test.  

 

Results 

 

Effects of Clofibric Acid on MUFA Profile of Lipids of Intestinal Mucosa   
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Table 2 shows the effects of clofibric acid on the fatty acid profile of total lipids of intestinal 

mucosa. By the treatment of rats with clofibric acid for 7 days, the proportion of 18:1n-9 was 

significantly increased to 148 % of that of the control. In contrast, the proportions of 16:1n-7 

and 18:1n-7 were not significantly changed. Figure 1a shows the difference in mass (nmol/mg 

protein) of particular fatty acids between the two groups of rats. Among the MUFAs, the 

content of 18:1n-9 was significantly increased by treatment with clofibric acid. There were no 

considerable differences in the masses of 16:1n-7 and 18:1n-7 between control and clofibric 

acid-treated rats. Ratio 18:0/16:0 tended to be increased (0.72 vs. 0.87) by the treatment with 

clofibric acid. 

 

Effects of Clofibric Acid on SCD Expression in Intestinal Mucosa 

 

The effects of clofibric acid on the protein expression and activity of SCD in microsomes of 

intestinal mucosa were estimated (Fig. 2). SCD protein was measured by western blot 

analysis; SCD activity was determined using [14C] 18:0 as a substrate. The treatment of rats 

with clofibric acid increased the protein level of SCD1 in microsomes by 2.1-fold (Fig. 2a). 

SCD activity in microsomes of intestinal mucosa was also elevated 2.4-fold by the 

administration of clofibric acid (Fig. 2b). To gain insight into the molecular basis of the effect 

of clofibric acid on the MUFA profile, the mRNA levels of key enzymes involved in the 
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metabolism of fatty acid modification were measured (Fig. 3). With regard to the expression 

of genes encoding SCD, the mRNA levels of SCD1 and 2 in the intestinal mucosa of the rats 

that were treated with clofibric acid were 24-fold and 8.2-fold, respectively, higher than those 

of the control. In addition, the mRNA level of fatty acid elongase (Elovl) 6 was 5.7-fold 

up-regulated by the treatment with clofibric acid, whereas the expression of Elovl5 was 

unchanged.  

 

Effects of Clofibric Acid on Polyunsaturated Fatty Acid (PUFA) Profile in Intestinal Mucosa 

 

As shown in Table 2, treatment of rats with clofibric acid increased the proportions of 8,11, 

14-eicosatrienoic acid (20:3n-6) (212 %) and 5, 8, 11-eicosatrienoic acid (20:3n-9) (222 %)  

in total lipids of intestinal mucosa. On the other hand, the proportion of 18:2n-6 was 

decreased to about 83 % of the control by the treatment with clofibric acid. Figure 1a shows 

the increase in mass of 20:3n-6 and the decreases in those of 18:2n-6 and 20:4n-6. As a result, 

ratio of 20:3n-6 to 20:4n-6 was increased 2.4-fold by the treatment with clofibric acid. The 

mRNA levels of Δ6 fatty acid desaturase (Fads2) and Δ5 fatty acid desaturase (Fads1) were 

significantly increased by 7.9-fold and 5.8-fold, respectively, by the treatments of rats with 

clofibric acid (Fig. 3). 
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Comparison of Effects of Clofibric Acid with those of Fat-free Diet on Fatty Acid Profile in 

Intestinal Mucosa 

 

Table 2 shows the effects of clofibric acid and fat-free diet feeding on the profile of fatty acid 

of total lipids in intestinal mucosa. The treatment of rats with fat-free diet for 28 days 

significantly increased the proportions of 16:1n-7 (450 %) and 18:1n-7 (238 %). In particular, 

the increase in mass of 16:1n-7 was the most significant and was 84 nmol/mg protein by fat 

deprivation from the diet (Table 2; Fig. 1b). Although clofibric acid treatment increased the 

proportion of 18:1n-9, fat-free diet feeding did not significantly change the proportion of 

18:1n-9. Fat-free diet feeding caused a significant decrease in the proportion of 18:2n-6 (54 % 

of the control), whereas the proportion of 20:3n-9 was significantly increased by 4.2-fold. The 

effects of fat-free diet on gene expression of the enzymes involved in fatty acid modification 

were determined (Fig. 4). The mRNA level of SCD1 was increased by 3.6-fold, while that of 

SCD2 tended to increase, but not significantly. The gene expression of Elovl5, Elovl6, Fads1 

and Fads2 was not significantly altered by feeding on the fat-free diet.  

 

Effects of Clofibric Acid and Fat-free Diet on Expression of Nuclear Transcription Factors 

 

As shown in Table 3, the administration of clofibric acid to rats increased the mRNA level of 
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acyl-CoA oxidase 1 (Acox1) by 3.5-fold and that of PPARα by 3.3-fold. The treatment of rats 

with clofibric acid also elevated the level of mRNA encoding sterol regulatory 

element-binding protein-1c (SREBP-1c) by 3.8-fold, whereas the mRNA level of 

carbohydrate regulatory element-binding protein (ChREBP) was lower (61 %) than that of the 

control. In contrast, fat-free diet feeding did not significantly affect the mRNA levels of 

PPARα, SREBP-1c, ChREBP and Acox1.  

 

Discussion 

 

Previous studies demonstrated that the treatment of rodents with fibrates markedly induced 

SCD activity, thereby increasing 18:1n-9 content in the liver [13-17]. However, the regulation 

of SCD in extrahepatic tissues, in particular the small intestine, has not been well investigated, 

and little is known about whether fibrates affect the MUFA profile in intestinal mucosa. 

Treatments with fibrates are known to affect the expression of various genes in the small 

intestine, such as Niemann-Pick C1-like 1 (NPCL1L) [30], uncoupling protein 2 (UCP2) [31], 

Acox1 [24, 32] and adipocyte triglyceride lipase [33], which are related to lipid metabolism. 

Fibrates alter TAG metabolism in enterocytes by increasing fatty acid oxidation [34, 35]. Our 

previous studies demonstrated that clofibric acid treatment of rats induced 

1-acylglycerophosphocholine acyltransferase and fatty acid-binding protein in intestinal 
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mucosa [24, 36]. These findings, taken together, strongly suggest that the small intestine is 

susceptible to fibrates with regard to MUFA metabolism. As anticipated, the present results 

demonstrated that the treatment of rats with clofibric acid caused an increase in the proportion 

of 18:1n-9 in intestinal mucosa of rats. It seemed likely that the augmentation of the 

proportion and mass of 18:1n-9 was attributable to the induction of SCD1 and SCD2 along 

with Elovl6. On the other hand, the proportions of 16:1n-7 and 18:1n-7 were largely 

unchanged, in contrast to the pronounced rise in SCD expression. It is unclear why the 

proportions of 16:1n-7 and 18:1n-7 in the lipids were not significantly changed, in spite of the 

elevation of SCD activity in intestinal mucosa, by clofibric acid treatment. It is interesting to 

speculate that Elovl6, which was up-regulated by clofibric acid, actively elongated 16:0 to 

18:0, and the increasingly formed 18:0 seemed to be desaturated to 18:1n-9 by the induced 

SCD. As a result, the pathway of 16:0 → 16:1n-7 → 18:1n-7 seemed to be overwhelmed by 

that of 16:0 → 18:0 → 18:1n-9 (Fig. 5). The conclusion that Elovl6 along with SCD1 plays a 

crucial role in the regulation of 18:1n-9 formation is the same as that of Karahashi et al. [37] 

and Marks et al. [38], who showed the role of Elovl6 in the liver of Goto-Kakizaki rats and 

female rats, respectively. 

     Previous studies demonstrated that fat-free diet feeding resulted in the up-regulation of 

SCD1 mRNA [39] and in the increase in the proportions of 16:1n-7 and 18:1n-9 in the liver 

[40]. Therefore, we attempted to compare the effect of clofibric acid treatment with that of 
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fat-free diet feeding on MUFA synthesis in intestinal mucosa. In contrast to the case of 

clofibric acid treatment, fat deprivation from the diet caused striking elevation of the 

proportions of 16:1n-7 and 18:1n-7, but not 18:1n-9, in the lipid of intestinal mucosa by the 

significant increase in expression of the SCD1 gene. It should be noted that the expression of 

Elovl6 was unchanged by feeding on a fat-free diet. It seems likely that the increased 

proportions of 16:1n-7 and 18:1n-7 were due to the predominant conversion of 16:0 to 

16:1n-7, which was efficiently elongated to 18:1n-7 in the intestinal mucosa of rats fed a 

fat-free diet (Fig. 5). 

The inducing effects of fibrates on SCD and Elovl are considered to be attributable to 

their actions as synthetic ligands for PPARα [41]; most of these conclusions are derived from 

experiments using knockout mice or cultured cells. PPARs are nuclear hormone receptors that 

function as transcriptional regulators of key metabolic pathways [42]. Our previous studies 

showed that treatment with clofibric acid elevated mRNA levels of SCD1, SCD2 and Elovl6 

in the liver of rats [16, 18]. The present study evidently showed that the treatment of rats with 

clofibric acid augmented the expression of the PPARα gene and of genes encoding SCD1, 

SCD2, Elovl6 and Acox1 in intestinal mucosa. Acox1 is a typical gene of which the 

expression is up-regulated by peroxisome proliferators and this induction has been 

demonstrated to be mediated through the activation of PPARα [43]. Accordingly, the present 

results suggest that the increase in Acox1 gene expression by clofibric acid indicates that 
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PPARα was activated by the drug in intestinal mucosa. Thus, the clofibric acid-induced gene 

expression of SCD1, SCD2 and Elovl6 in the intestinal mucosa is likely to be mediated by 

PPARα, as reported in the liver. In addition to PPARα, the expression of SCD and Eovl6 is 

known to be regulated by SREBP-1c and ChREBP [44]. The present study showed that the 

treatment of rats with clofibric acid significantly increased expression of the SREBP-1c gene 

in intestinal mucosa. SREBP-1c is thought to be another regulator of SCD [45, 46], and the 

presence of PPARα has been shown to be required for proper functioning of SREBP-1c [47]. 

Overexpression of ChREBP in the liver leads to the induction of SCD1 and specific increases 

in the proportions of 16:1n-7 and 18:1n-9 [48]; in the present study, however, the treatment 

with clofibric acid significantly decreased the gene expression of ChREBP in intestinal 

mucosa. Consequently, it is the most likely that PPARα plays a central role in the regulation 

of the MUFA profile under the influence of clofibric acid in intestinal mucosa as well as 

hepatocytes. Different from the case of clofibric acid, fat-free diet feeding did not affect the 

expression of genes for PPARα, SREBP-1c and ChREBP in intestinal mucosa. However, the 

detailed mechanism for inductions of SCD1 by fat-free diet remains unclear. 

The present study shows that the treatment of rats with clofibric acid considerably 

changed the PUFA profile in lipids of intestinal mucosa. The proportions of 20:3n-6, but not 

20:4n-6, was significantly increased, while that of 18:2n-6 was evidently decreased, by the 

treatment. The process of 20:4n-6 formation requires Δ6 desaturation of 18:2n-6 to 18:3n-6, 
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chain elongation of 18:3n-6 to 20:3n-6 and Δ5 desaturation of 20:3n-6 to 20:4n-6. Metabolic 

alterations in this process have been extensively studied in the liver [4, 5], whereas less 

information is available on PUFA biosynthesis in intestinal mucosa. An early study by Garg 

et al. demonstrated that the rat small intestine also possesses Δ6-desaturase activity [49]. 

Moreover, Christiansen et al. showed that the activity of chain elongation of 18:3n-6 to 

20:3n-6 in the small intestine is comparable to that in the liver [50]. The present study 

revealed that the treatment of rats with clofibric acid induced the expression of Fads2 (Δ6 

desaturase) and Fads1 (Δ5 desaturase) in intestinal mucosa. Similarly, the rate of 20:4n-6 

formation from 18:2n-6 has been reported to be increased in the liver of rats and mice treated 

with fibrates [51, 52]. Since a previous study demonstrated dual regulation of Fads1 and 

Fads2 gene expression by PPARα and SREBP-1c in the liver of mice [53], a similar 

mechanism is likely to operate for induction of the expression of these genes in intestinal 

mucosa. The up-regulation of Fads2 by clofibric acid may elevate the proportion of 20:3n-6 in 

lipids of intestinal mucosa (Fig. 6). Although the cause of unchanged proportion of 20:4n-6, 

despite the increase in mRNA level of Fads1, by clofibric acid still remains to be elucidated, 

ratio 20:3n-6/20:4n-6 was significantly altered. Eicosanoids are proposed as mediators 

involved in the regulation of epithelial structure and function [54]. Since 20:3n-6 and 20:4n-6 

are precursors of eicosanoids, it is likely that alteration of the PUFA profile by clofibric acid 

in intestinal mucosa affects pathophysiological state of the small intestine. On the other hand, 
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fat-free diet feeding did not alter the expression of Fads1 and Fads2. Consequently, the levels 

of both 20:3n-6 and 20:4n-6 were not changed in intestinal mucosa (Fig. 6). Fat-free diet 

feeding caused an evident increase in 20:3n-9 content in intestinal mucosa. An increase in the 

mass of 20:3n-9 is generally observed in the liver of rodents when formation of 18:1n-9 is 

markedly increased, which is a condition found upon starved refeeding or the administration 

of PPARα agonist [55, 56]. The detailed mechanism involved in the elevation of 20:3n-9 

proportion in intestinal mucosa has not been clarified. 

A number of studies have demonstrated that the intestinal mucosa produces mucus 

phosphatidylcholine, lipid components of chylomicrons and phospholipids of 

cellular/organelle membranes utilizing fatty acids that originate from dietary fat. On the other 

hand, little is known about how extent the fatty acids that are produced endogenously by 

enterocytes themselves contribute to these processes. Of the fatty acids that could be provided 

by enterocytes themselves, 18:1n-9, 16:1n-7 and 18:1n-7 are of particularly interest, because 

recent evidence suggests that these MUFAs have individually distinct physiological 

significance. Namely, different from 18:1n-9, 16:1n-7 has been identified as an adipose 

tissue-derived lipid hormone capable of enhancing muscle insulin sensitivity [19], and 

18:1n-7 is suggested to be linked to chronic kidney disease [21] and to gluconeogenesis [20]. 

These MUFAs seem to be delivered from the small intestine to various organs through 

circulation as the components of chylomicrons. Moreover, a saturation grade of fatty acid 
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residues in the mucus phosphatidylcholine was increased in patients with ulcerative colitis 

[57]. Interestingly, phosphatidylcholine, indispensable to the maintenance of an intact barrier 

function, in mucus in the intestine including colon originate from secretion by ileal and 

jejunal enterocytes [58]. These facts, taken together, imply the importance of modification 

(desaturation and elongation) of fatty acids in enterocytes of the ileum and jejunum, whereas 

little is known about the modification of fatty acids in the small intestine. The present study 

clearly showed that fatty acid modification system in the small intestine sensitively responds 

to clofibric acid and dietary alterations, so that MUFA profile significantly changed. It seems 

likely that the altered MUFA profile is reflected to fatty acid profile of mucus 

phosphatidylcholine and to that of other organs through the secretion of chylomicrons. 

Therefore, it is interesting to suggest that the small intestine could be one of the targets to 

manipulate fatty acid profile of mucus phosphatidylcholine in the intestine and to regulate 

MUFA profile on whole body level. 

Finally, treatments of rats with clofibric acid elevated the proportion of 18:1n-9, but not 

that of either 16:1n-7 or 18:1n-7, and fat-free diet feeding increased the proportions of 

16:1n-7 and 18:1n-7, but not that of 18:1n-9. SCD1 is markedly induced by clofibric acid or a 

fat-free diet in intestinal mucosa; moreover, clofibric acid, but not a fat-free diet, up-regulated 

the expression of Elovl6. Therefore, it seems likely that elevation of the gene expression of 

SCD1 along with Elovl6 is indispensable for the increases in mass and proportion of 18:1n-9. 
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This conclusion is the same as that from previous studies on 18:1n-9 formation in the liver of 

Goto-Kakizaki rats [37] and female rats [38]. 

 

Acknowledgements     This work was partially supported by a Grant-in-Aid for Scientific 

Research from Ministry of Education, Culture, Sports, Science and Technology of Japan. 

 

 

References 

 

1.  Marsh JB, James AT (1962) The conversion of stearic to oleic acid by liver and yeast 

preparations. Biochim Biophys Acta 60: 320-328 

2.  Shimakata T, Mihara K, Sato R (1972) Reconstitution of hepatic microsomal 

stearoyl-coenzyme A desaturase system from solubilized components. J Biochem 72: 

1163-1174 

3.  Strittmatter P, Spatz L, Corcoran D, Rogers MJ, Setlow B, Redline R (1974) Purification 

and properties of rat liver microsomal stearyl-coenzyme A desaturase. Proc Nat Acad Sci  

USA 71:4565-4569 

4.  Paton CM, Ntambi JM (2009) Biochemical and physiological function of stearoyl-CoA 

desaturase. Am J Physiol Endocrinol Metab 297: E28-37 

24 
 

http://www.ncbi.nlm.nih.gov/pubmed/19066317
http://www.ncbi.nlm.nih.gov/pubmed/19066317


5.  Guillou H, Zadravec D, Martin PGP, Jacobsson A (2010) The key roles of elongases and 

desaturases in mammalian fatty acid metabolism: Insights from transgenic mice. Prog 

Lipid Res 49:186-199 

6.  Mihara K (1990) Structure and regulation of rat liver microsomal stearoyl-CoA desaturase 

gene. J Biochem 108:1022-1029 

7.  Hodson L, Fielding BA. (2013) Stearoyl-CoA desaturase: rogue or innocent bystander ? 

 
Prog Lipid Res 52:15-42  

8.  Rubins HB, Robins SJ, Collins D, Fye CL, Anderson JW, Elam MB, Faas FH, Linares E, 

Schaefer EJ, Schectman G, Wilt TJ, Wittes J (1999) Gemfibrozil for the secondary 

prevention of coronary heart disease in men with low levels of high-density lipoprotein 

cholesterol. N Engl J Med 341:410-418 

9.  Keech A, Simes RJ, Barter P, Best J, Scott R, Taskinen MR, Forder P, Pillai A, Davis T, 

Glasziou P, Drury P, Kesäniemi YA, Sullivan D, Hunt D, Colman P, d’Emden M, 

Whiting M, Ehnholm C, Laakso M (2005) Effects of long-term fenofibrate therapy on 

cardiovascular events in 9795 people with type 2 diabetes mellitus (the FIELD study): 

randomised controlled trial. Lancet 366:1849-1861 

10.  Marx N, Duez H, Fruchart J-C, Staels B (2004) Peroxisome proliferator-activated 

receptors and atherogenesis regulators of gene expression in vascular cells. Circ Res 

94:1168-1178 

25 
 

http://www.ncbi.nlm.nih.gov/pubmed?term=Hodson%20L%5BAuthor%5D&cauthor=true&cauthor_uid=23000367
http://www.ncbi.nlm.nih.gov/pubmed?term=Fielding%20BA%5BAuthor%5D&cauthor=true&cauthor_uid=23000367
http://www.ncbi.nlm.nih.gov/pubmed/23000367


11.  Staels B, Dallongeville J, Auwerx J, Schoonjans K, Leitersdorf E, Fruchart JC (1998) 

Mechanism of action of fibrates on lipid and lipoprotein metabolism. Circulation 

98:2088-2093 

12.  Karahashi M, Hoshina M, Yamazaki T, Sakamoto T, Mitsumoto A, Kawashima 

Y, Kudo N (2013) Fibrates reduce triacylglycerol content by upregulating adipose 

triglyceride lipase in the liver of rats. J Pharmacol Sci 123:356-370 

13.  Kawashima Y, Kozuka H (1982) Increased activity of stearoyl-CoA desaturation in liver 

from rat fed clofibric acid. Biochim Biophys Acta 713:622-628  

14.  Kudo N, Toyama T, Mitsumoto A, Kawashima Y (2003) Regulation by carbohydrate 

and clofibric acid of palmitoyl-CoA chain elongation in the liver of rats. Lipids 

38:531-537 

15.  Miller CW, Ntambi JM (1996) Peroxisome proliferators induce mouse liver 

stearoyl-CoA desaturase 1 gene expression. Proc Natl Acad Sci USA 93:9443-9448 

16.  Toyama T, Kudo N, Mitsumoto A, Hibino Y, Tsuda T, Kawashima Y (2007) 

Stearoyl-CoA desaturase activity is elevated by the suppression of its degradation by 

clofibric acid in the liver of rats. J Pharmacol Sci 103: 383-390 

17.  Hirose A, Yamazaki T, Sakamoto T, Sunaga K, Tsuda T, Mitsumoto A, Kudo N, 

Kawashima Y (2011) Clofibric acid increases the formation of oleic acid in endoplasmic 

reticulum of the liver of rats. J Pharmacol Sci 116: 362-372 

26 
 

http://www.ncbi.nlm.nih.gov/pubmed?term=Karahashi%20M%5BAuthor%5D&cauthor=true&cauthor_uid=24292381
http://www.ncbi.nlm.nih.gov/pubmed?term=Hoshina%20M%5BAuthor%5D&cauthor=true&cauthor_uid=24292381
http://www.ncbi.nlm.nih.gov/pubmed?term=Yamazaki%20T%5BAuthor%5D&cauthor=true&cauthor_uid=24292381
http://www.ncbi.nlm.nih.gov/pubmed?term=Sakamoto%20T%5BAuthor%5D&cauthor=true&cauthor_uid=24292381
http://www.ncbi.nlm.nih.gov/pubmed?term=Mitsumoto%20A%5BAuthor%5D&cauthor=true&cauthor_uid=24292381
http://www.ncbi.nlm.nih.gov/pubmed?term=Kawashima%20Y%5BAuthor%5D&cauthor=true&cauthor_uid=24292381
http://www.ncbi.nlm.nih.gov/pubmed?term=Kawashima%20Y%5BAuthor%5D&cauthor=true&cauthor_uid=24292381
http://www.ncbi.nlm.nih.gov/pubmed?term=Kudo%20N%5BAuthor%5D&cauthor=true&cauthor_uid=24292381
http://www.ncbi.nlm.nih.gov/pubmed/24292381


18.  Yamazaki T, Okada H, Sakamoto T, Sunaga K, Tsuda T, Mitsumoto A, Kudo N, 

Kawashima Y (2012) Differential induction of stearoyl-CoA desaturase 1 and 2 gene by 

fibrates in the liver of rats. Biol Pharm Bull 35:116-120 

19.  Cao H, Gerhold K, Mayers JR, Wiest MM, Watkins SM, Hotamisligil GS (2008) 

Identification of a lipokine, a lipid hormone linking adipose tissue to systemic 

metabolism. Cell 134:933–944 

20.  Tripathy S, Jump DB (2013) Elovl5 regulates the mTORC2-Akt-FOXO1 pathway by 

controlling hepatic cis -vaccenic acid synthesis in diet-induced obese mice. J Lipid Res 

54:71-84 

21.  Block R, Kakinami L, Liebman S, Shearer GC, Krämer H, Tsai M (2012) Cis-vaccenic 

acid and the Framingham Risk Score predict chronic kidney disease: the Multi-ethnic 

Study of Atherosclerosis (MESA). Prostaglandins Leukot Essent Fatty Acids 86:175-182 

22.  Kawashima Y, Horii S, Matsunaga T, Hirose A, Adachi T, Kozuka H (1989) 

Co-induction by peroxisome proliferators of microsomal 1-acylglycerophosphocholine 

acyltransferase with peroxisomal β-oxidation in rat liver. Biochim Biophys Acta 1005: 

123-129 

23.  Kawashima Y, Matsunaga T, Hirose A, Ogata T, Kozuka H (1989) Induction of 

microsomal 1-acylglycerophosphocholine acyltransferase by peroxisome proliferators in 

rat kidney; co-induction with peroxisomal β-oxidation. Biochim Biophys Acta 1006: 

27 
 



214-218 

24.  Kawashima Y, Hirose A, Hirose Y, Adachi T, Kozuka H (1986) Inducing effects of 

clofibric acid on 1-acylglycerophosphocholine acyltransferase in kidney and intestinal 

mucosa of rats. Biochim Biophys Acta 875: 549-553 

25.  Kawashima Y, Nakagawa S, Tachibana Y, Kozuka H (1983) Effects of peroxisome 

proliferator on fatty acid-binding protein in rat liver. Biochim Biophys Acta 754:21-27 

26.  Lowry OH, Rosebrough NJ, Farr AL, Randall RJ (1951) Protein measurement with the 

folin phenol reagent. J Biol Chem 193: 265-275 

27.  Bligh EG, Dyer WJ (1959) A rapid method of total lipid extraction and purification. Can 

J Biochem Physiol 37:911-917 

28.  Catalá A (1986) Stearic acid desaturation in rat liver microsomes : stimulation by fatty 

acid binding protein. Acta Physiol Pharmacol Latinoam 36:19-27 

29.  Ullman D, Sprecher H (1971) An in vitro study of the effect of linoleic, 

eicosa-8,11,14-trienoic and arachidonic acids on the desaturation of stearic, oleic and 

eicosa-8,11-dienoic acids. Biochim Biophys Acta 248:61-70 

30.  Valasek MA, Clarke SL, Repa1 JJ (2007) Fenofibrate reduces intestinal cholesterol  

absorption via PPARα-dependent modulation of NPC1L1 expression in mouse. J Lipid 

Res 48: 2725–2735 

31.  Murase T, Kondo H, Hase T, Tokimitsu I, Saito M (2001) Abundant expression of 

28 
 



uncoupling protein-2 in the small intestine: up-regulation by dietary fish oil and fibrates. 

Biochim Biophys Acta 1530:15-22 

32.  Katoh H, Kawashima Y, Watanuki H, Kozuka H, Isono H (1987) Effects of clofibric 

acid and tiadenol on cytosolic long-chain acyl-CoA hydrolase and peroxisomal 

beta-oxidation in liver and extrahepatic tissues of rats. Biochim Biophys Acta 

920:171-179 

33.  Obrowsky S, Chandak PG, Patankar JV, Povoden S, Schlager S, Kershaw EE, 

Bogner-Strauss JG, Hoefler G, Levak-Frank S, Kratky D (2013) Adipose triglyceride 

lipase is a TG hydrolase of the small intestine and regulates intestinal PPARα signaling. J 

Lipid Res 54:425-435 

34.  Uchida A, Slipchenko MN, Cheng J-X, Buhman KK (2011) Fenofibrate, a peroxisome 

proliferator-activated receptor α agonist, alters triglyceride metabolism in enterocytes of 

mice. Biochim Biophys Acta 1811:170–176 

35.  Kimura R, Takahashi N, Murota K, Yamada Y, Niiya S, Kanzaki N, Murakami Y, 

Moriyama T, Goto T, Kawada T (2011) Activation of peroxisome proliferator-activated 

receptor-α (PPARα) suppresses postprandial lipidemia through fatty acid oxidation in 

enterocytes. Biochem Biophys Res Commun 410:1-6  

36.  Kawashima Y, Takegishi M, Watanuki H, Katoh H, Tachibana Y, Kozuka H (1985) 

Effect of clofibric acid and tiadenol on peroxisomal β-oxidation and fatty acid binding 

29 
 

http://www.ncbi.nlm.nih.gov/pubmed?term=Katoh%20H%5BAuthor%5D&cauthor=true&cauthor_uid=2886154
http://www.ncbi.nlm.nih.gov/pubmed?term=Kawashima%20Y%5BAuthor%5D&cauthor=true&cauthor_uid=2886154
http://www.ncbi.nlm.nih.gov/pubmed?term=Watanuki%20H%5BAuthor%5D&cauthor=true&cauthor_uid=2886154
http://www.ncbi.nlm.nih.gov/pubmed?term=Kozuka%20H%5BAuthor%5D&cauthor=true&cauthor_uid=2886154
http://www.ncbi.nlm.nih.gov/pubmed?term=Isono%20H%5BAuthor%5D&cauthor=true&cauthor_uid=2886154
http://www.ncbi.nlm.nih.gov/pubmed/21640707
http://www.ncbi.nlm.nih.gov/pubmed/21640707
http://www.ncbi.nlm.nih.gov/pubmed/21640707


protein in intestinal mucosa of rats. Toxicol Appl Pharmacol 78:363-369  

37.  Karahashi M, Ishii F, Yamazaki T, Imai K, Mitsumoto A, Kawashima Y, Kudo N (2013) 

Up-regulation of stearoyl-CoA desaturase 1 increases liver MUFA content in obese 

Zucker but not Goto-Kakizaki rats. Lipids 48:457-467  

38.  Marks KA, Kitson AP, Stark KD (2013) Hepatic and plasma sex differences in saturated 

and monounsaturated fatty acids are associated with differences in expression of 

elongase 6, but not stearoyl-CoA desaturase in Sprague-Dawley rats. Genes Nutr 

8:317-327 

39.  Ntambi JM (1992) Dietary regulation of stearoyl-CoA desaturase 1 gene expression in 

mouse liver. J Biol Chem 267:10925-10930 

40.  Ling P-R, DeLeon CE, Le H, Puder M, Bistrian BR (2010) Early development of 

essential fatty acid deficiency in rats: fat-free vs. hydrogenated coconut oil diet. 

Prostaglandins Leukot Essent Fatty Acids 83:229–237 

41.  Kota BP, Huang TH-W, Roufogalis BD (2005) An overview on biological mechanisms of 

PPARs. Pharmacol Res 51:85–94 

42.  Brown JD, Plutzky J (2007) Peroxisome proliferator-activated receptors as 

transcriptional nodal points and therapeutic targets. Circulation 115: 518–533 

43.  Hashimoto T, Cook WS, Qi C, Yeldandi AV, Reddy JK, Rao MS (2000) Defect in 

peroxisome proliferator-activated receptor α-inducible fatty acid oxidation determines 

30 
 

http://www.ncbi.nlm.nih.gov/pubmed/23539346
http://www.ncbi.nlm.nih.gov/pubmed/23539346


the severity of hepatic steatosis in response to fasting. J Biol Chem 275: 28918-28928 

44.  Jump DB (2008) N-3 polyunsaturated fatty acid regulation of hepatic gene transcription. 

Curr Opin Lipidol 19: 242-247 

45.  Tabor DE, Kim JB, Spiegelman BM, Edwards PA (1999) Identification of conserved 

cis-elements and transcription factors required for sterol-regulated transcription of 

stearoyl-CoA desaturase 1 and 2. J Biol Chem 274: 20603–20610 

46.  Horton JD, Shah NA, Warrington JA, Anderson NN, Park SW, Brown MS, Goldstein 

JL (2003) Combined analysis of oligonucleotide microarray data from transgenic and 

knockout mice identifies direct SREBP target genes. Proc Natl Acad Sci USA 

100:12027-12032 

47.  Hebbachi AM, Knight BL, Wiggins D, Patel DD, Gibbons GF (2008) Peroxisome 

proliferator-activated receptor α deficiency abolishes the response of lipogenic gene 

expression to re-feeding. J Biol Chem 283:4866–4876 

48.  Benhamed F, Denechaud P-D, Lemoine M, Robichon C, Moldes M, Bertrand-Michel J, 

Ratziu V, Serfaty L, Housset C, Capeau J, Girard J, Guillou H, Postic C (2012) The 

lipogenic transcription factor ChREBP dissociates hepatic steatosis from insulin 

resistance in mice and humans. J Clin Invest 122:2176-2194 

49.  Garg ML, Keelan M, Thomson AB, Clandinin MT (1988) Fatty acid desaturation in the 

intestinal mucosa. Biochim Biophys Acta 958: 139–141 

31 
 



50.  Christiansen EN, Rørtveit T, Norum KR, Thomassen MS (1986) Fatty-acid chain 

elongation in rat small intestine. Biochem J 237:293-295 

51.  Kawashima Y, Musoh K, Kozuka H. (1990) Peroxisome proliferators enhance linoleic 

acid metabolism in rat liver. Increased biosynthesis of omega 6 polyunsaturated fatty 

acids. J Biol Chem 265:9170-9175 

52.  Guillou H, Martin P, Jan S, D'Andrea S, Roulet A, Catheline D, Rioux V, Pineau T, 

Legrand P (2002) Comparative effect of fenofibrate on hepatic desaturases in wild-type 

and peroxisome proliferator-activated receptor alpha-deficient mice. Lipids 37:981-989 

53.  Matsuzaka T, Shimano H, Yahagi N, Amemiya-Kudo M, Yoshikawa T, Hasty AH, 

Tamura Y, Osuga J, Okazaki H, Iizuka Y, Takahashi A, Sone H, Gotoda T, Ishibashi S, 

Yamada N (2002) Dual regulation of mouseΔ5- and Δ6-desaturase gene expression by 

SREBP-1 and PPARα. J Lipid Res 43:107–114 

54.  Ferrer R, Moreno JJ (2010) Role of eicosanoids on intestinal epithelial homeostasis. 

Biochem Pharmacol 80:431-438 

55.  Kawashima Y, Hirose A, Adachi T, Kozuka H (1985) Role of stearoyl-CoA desaturase 

and 1-acylglycerophosphorylcholine acyltransferase in the regulation of the acyl 

composition of phosphatidylcholine in rat liver. Biochim Biophys Acta 837: 222-229 

56.  Yamazaki T, Wakabayashi M, Ikeda E, Tanaka S, Sakamoto T, Mitsumoto A, Kudo 

N, Kawashima Y (2012) Induction of 1-acylglycerophosphocholine acyltransferase genes 

32 
 

http://www.ncbi.nlm.nih.gov/pubmed?term=Kawashima%20Y%5BAuthor%5D&cauthor=true&cauthor_uid=2160962
http://www.ncbi.nlm.nih.gov/pubmed?term=Musoh%20K%5BAuthor%5D&cauthor=true&cauthor_uid=2160962
http://www.ncbi.nlm.nih.gov/pubmed?term=Kozuka%20H%5BAuthor%5D&cauthor=true&cauthor_uid=2160962
http://www.ncbi.nlm.nih.gov/pubmed?term=Guillou%20H%5BAuthor%5D&cauthor=true&cauthor_uid=12530558
http://www.ncbi.nlm.nih.gov/pubmed?term=Martin%20P%5BAuthor%5D&cauthor=true&cauthor_uid=12530558
http://www.ncbi.nlm.nih.gov/pubmed?term=Jan%20S%5BAuthor%5D&cauthor=true&cauthor_uid=12530558
http://www.ncbi.nlm.nih.gov/pubmed?term=D%27Andrea%20S%5BAuthor%5D&cauthor=true&cauthor_uid=12530558
http://www.ncbi.nlm.nih.gov/pubmed?term=Roulet%20A%5BAuthor%5D&cauthor=true&cauthor_uid=12530558
http://www.ncbi.nlm.nih.gov/pubmed?term=Catheline%20D%5BAuthor%5D&cauthor=true&cauthor_uid=12530558
http://www.ncbi.nlm.nih.gov/pubmed?term=Rioux%20V%5BAuthor%5D&cauthor=true&cauthor_uid=12530558
http://www.ncbi.nlm.nih.gov/pubmed?term=Pineau%20T%5BAuthor%5D&cauthor=true&cauthor_uid=12530558
http://www.ncbi.nlm.nih.gov/pubmed?term=Legrand%20P%5BAuthor%5D&cauthor=true&cauthor_uid=12530558
http://www.ncbi.nlm.nih.gov/pubmed/?term=Lipids+37+(2002)+981-989
http://www.ncbi.nlm.nih.gov/pubmed?term=Kawashima%20Y%5BAuthor%5D&cauthor=true&cauthor_uid=2865977
http://www.ncbi.nlm.nih.gov/pubmed?term=Hirose%20A%5BAuthor%5D&cauthor=true&cauthor_uid=2865977
http://www.ncbi.nlm.nih.gov/pubmed?term=Adachi%20T%5BAuthor%5D&cauthor=true&cauthor_uid=2865977
http://www.ncbi.nlm.nih.gov/pubmed?term=Kozuka%20H%5BAuthor%5D&cauthor=true&cauthor_uid=2865977
http://www.ncbi.nlm.nih.gov/pubmed/?term=BBA+(1985)++837%3A222-229
http://www.ncbi.nlm.nih.gov/pubmed?term=Yamazaki%20T%5BAuthor%5D&cauthor=true&cauthor_uid=22975502
http://www.ncbi.nlm.nih.gov/pubmed?term=Wakabayashi%20M%5BAuthor%5D&cauthor=true&cauthor_uid=22975502
http://www.ncbi.nlm.nih.gov/pubmed?term=Ikeda%20E%5BAuthor%5D&cauthor=true&cauthor_uid=22975502
http://www.ncbi.nlm.nih.gov/pubmed?term=Tanaka%20S%5BAuthor%5D&cauthor=true&cauthor_uid=22975502
http://www.ncbi.nlm.nih.gov/pubmed?term=Sakamoto%20T%5BAuthor%5D&cauthor=true&cauthor_uid=22975502
http://www.ncbi.nlm.nih.gov/pubmed?term=Mitsumoto%20A%5BAuthor%5D&cauthor=true&cauthor_uid=22975502
http://www.ncbi.nlm.nih.gov/pubmed?term=Kudo%20N%5BAuthor%5D&cauthor=true&cauthor_uid=22975502
http://www.ncbi.nlm.nih.gov/pubmed?term=Kudo%20N%5BAuthor%5D&cauthor=true&cauthor_uid=22975502
http://www.ncbi.nlm.nih.gov/pubmed?term=Kawashima%20Y%5BAuthor%5D&cauthor=true&cauthor_uid=22975502


by fibrates in the liver of rats. Biol Pharm Bull 35:1509-1515 

57.  Braun A, Treede I, Gotthardt D, Tietje A, Zahn A, Ruhwald R, Schoenfeld U, Welsch T, 

Kienle P, Erben G, Lehmann W-D, Fuellekrug J, Stremmel W, Ehehalt R (2009) 

Alterations of phospholipid concentration and spiecies composition of intestinal mucus 

barrier in ulcerative colitis: a clue to pathogenesis. Inflamm Bowel Dis 15:1705-1720 

58.  Ehehalt R, Jochims C, Lehmann W-D, Erben G, Staffer S, Reininger C, Stremmel W 

(2004)  Evidence of luminal phosphatidylcholine secretion in rat ileum. Biochim 

Biophys Acta 1682:63-71 

 

 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

33 
 

http://www.ncbi.nlm.nih.gov/pubmed/?term=BPB+35+1509-1515+2012


Figure Legends 
 

Fig. 1  Difference in mass (nmol/mg protein) of fatty acids in total lipids of intestinal 

mucosa (a) between control rats and rats treated with clofibric acid, and (b) between control 

rats and rats fed on a fat-free diet. Rats were fed on a standard diet, a diet containing 0.5 % 

(w/w) clofibric acid for 7 days or a fat-free diet for 28 days. With regard to each fatty acid, 

differences in mass (nmol/mg protein) between the means of control rats and those of rats 

treated with clofibric acid or rats fed on a fat-free diet were calculated from the data in Table 2. 

Values are mean ± SD for 4 rats. Cont, control rats; Clo, clofibric acid-treated rats; Fat-free, 

rats fed a fat-free diet. 

 

Fig. 2  Effects of clofibric acid on protein levels (a) and enzyme activities (b) of SCD in 

microsomes of intestinal mucosa of rats. Rats were fed on a standard diet or a diet containing 

0.5 % (w/w) clofibric acid for 7 days. (a) The proteins (50 μg) of intestinal microsomes were 

separated by electrophoresis. Visible bands are SCD1, as indicated. Immunoblotting was 

carried out with anti-SCD1 antibody. (b) SCD activity in microsomes of intestinal mucosa 

was measured using [14C] 18:0 as a substrate. Values are mean ± SD for 4 rats. Cont, control 

rats; Clo, clofibric acid-treated rats. Significantly different from the control, **p < 0.01. 

 

Fig. 3  Effects of clofibric acid on levels of mRNA encoding enzymes involved in fatty acid 
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modification in intestinal mucosa of rats. Rats were fed on a standard diet or a diet containing 

0.5 % (w/w) clofibric acid for 7 days. The gene expression levels were analyzed by real-time 

PCR. Values are mean ± SD for 6-12 rats. Cont, control rats; Clo, clofibric acid-treated rats. 

Significantly different from the control, *p < 0.05, **p < 0.01. 

 

Fig. 4  Effect of fat-free diet feeding on levels of mRNA encoding enzymes involved in fatty 

acid modification in intestinal mucosa of rats. Rats were fed on a standard diet or a fat-free 

diet for 28 days. The gene expression levels were analyzed by real-time PCR. Values are 

mean ± SD for 4 rats. Cont, control rats; FF, fat-free diet-fed rats. Significantly different from 

the control, *p < 0.05.  

 

Fig. 5  Diagram of enzymes regulating the synthesis of 16:1n-7, 18:1n-7 and 18:1n-9 

 

Fig. 6  Diagram of enzymes regulating the synthesis of 20:3n-6 and 20:4n-6 
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Table 1   Sequences of primers used for real-time PCR 

  Primer sequence  (5’-3’)        Accession No. 

SCD1 F : TCACCTTGAGAGAAGAATTAGCA  J02585 
R : TTCCCATTCCCTTCACTCTGA 

SCD2 F : TGCACCCCCAGACACTTGTAA AB032243 
R : GGATGCATGGAAACGCCATA 

Fads1 F : TACAGGCAACCTGCAACGTTC    NM_053445 
R : GGTGCCACCTTGTGGTAGTTGT 

Fads2 F : GCCACTTAAAGGGTGCCTCC BC081776 
R : TGCAGGCTCTTTATGTCGGG 

Elovl5 F : ACCACCATGCCACTATGCTCA AB071985 
R : GGACGTGGATGAAGCTGTTG 

Elovl6 F : AGAACACGTAGCGACTCCGAA AB071986 
R : CAAACGCGTAAGCCCAGAAT 

Acox1 F : TTCGTGCAGCCAGATTGGTAG NM_017340 
R : CGGCTTTGTCTTGAATCTTGG 

PPARα F : AATGCCCTCGAACTGGATGAC NM_013196 
R : CACAATCCCCTCCTGCAACTT 

SREBP-1c F : GGAGCCATGGATTGCACATT AF286469 
R : AGGAAGGCTTCCAGAGAGGA 

ChREBP F : AATAGAGGAGCTCAATGCT AB074517 
R : CCCAGAACTTCCAGTTGTGC 

β-actin    F : TGCAGAAGGAGATTACTGCC V01217 
R : CGCAGCTCAGTAACAGTCC 



 
 Table 2  Effects of clofibric acid and fat free diet on fatty acid profile (mol%) of lipid of 

intestinal mucosa  
Fatty acids Control Clofibric acid Fat-free 
16:0 24.41 ± 1.65 22.17 ± 1.98 24.49 ± 1.43 
16:1n-7 1.43 ± 0.19a 1.77 ± 0.35a  6.43 ± 0.56b 
18:0 17.55 ± 1.81 19.22 ± 0.55  18.54 ± 0.86 
18:1n-9 11.80 ± 1.66a 17.51 ± 2.12b 15.52 ± 1.59ab 
18:1n-7 2.85 ± 0.08a 2.60 ± 0.24a 6.79 ± 0.36b 
18:2n-6 25.77 ± 1.08a 21.51 ± 1.49b 13.81 ± 1.18c 
18:3n-3 0.83 ± 0.11a 0.34 ± 0.16b 0.47 ± 0.04b 
20:3n-9 0.37 ± 0.05a 0.82 ± 0.11b 1.54 ± 0.18c 
20:3n-6 0.96 ± 0.22a 2.04 ± 0.09b 0.74 ± 0.10a 
20:4n-6 10.66 ± 1.26 9.35 ± 1.26  9.65 ± 2.90 
20:5n-3 1.36 ± 0.22a 1.51 ± 0.17a 0.74 ± 0.18b 
22:5n-3 0.92 ± 0.11a 0.68 ± 0.18ab 0.55 ± 0.22b 
22:6n-3 1.11 ± 0.17a 0.49 ± 0.06b 0.76 ± 0.37ab 
Total (nmol/mg protein) 1689.1 ± 176.4 1490.3 ± 103.6 1887.4 ± 441.5 

 
Rats were fed on a control diet, a diet containing 0.5 % (w/w) clofibric acid for 7 days or a 
fat-free diet for 28 days. Values represent mean ± SD for four rats. Differences in horizontal 
means without a common superscript (a, b, c) are significant (p < 0.05). In the absence of 
superscripts, differences in means are not significant ( p > 0.05). 

 
 



  
Table 3  Effects of clofibric acid and fat-free diet on gene expression of nuclear transcription 
factors in intestine of rats  
 
 Genes Control Clofibric acid Fat-free 
Acox1 1.00 ± 0.21a 3.53 ± 0.71b 0.79 ± 0.16a 
PPARα 1.00 ± 0.20a 3.25 ± 0.56b 0.55 ± 0.22a 
SREBP-1c 1.00 ±  0.39a 3.81 ± 1.17b 0.61 ± 0.16a 
ChREBP 1.00 ± 0.40a 0.61 ± 0.24ab 1.40 ± 0.67ac 

 
Rats were fed on a control diet or a diet containing 0.5 % (w/w) clofibric acid for 7 days or a 
fat-free diet for 28 days. Values represent mean ± SD for 4-12 rats. Differences in horizontal 
means without a common superscript (a, b, c) are significant (p < 0.05). In the absence of 
superscripts, differences in means are not significant ( p > 0.05). 
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