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Lipogenesis is under the concerted action of ChREBP, 
SREBP-1c and other transcription factors in response to 
glucose and insulin. The isolated porcine preadipocytes 
were differentiated into mature adipocytes to investigate the 
roles and interrelation of these transcription factors in the 
context of glucose- and insulin-induced lipogenesis in pigs. 
In ChREBP-silenced adipocytes, glucose-induced lipogene-
sis decreased by ~70%, however insulin-induced lipogene-
sis was unaffected. Moreover, insulin had no effect on 
ChREBP expression of unperturbed adipocytes irrespective 
of glucose concentration, suggesting ChREBP mediate 
glucose-induced lipogenesis. Insulin stimulated SREBP-1c 
expression and when SREBP-1c activation was blocked, 
and the insulin-induced lipogenesis decreased by ~55%, 
suggesting SREBP-1c is a key transcription factor mediat-
ing insulin-induced lipogenesis. LXR activation promoted 
lipogenesis and lipogenic genes expression. In ChREBP-
silenced or SREBP-1c activation blocked adipocytes, LXR 
activation facilitated lipogenesis and SREBP-1c expres-
sion, but had no effect on ChREBP expression. Therefore, 
LXR might mediate lipogenesis via SREBP-1c rather 
than ChREBP. When ChREBP expression was silenced 
and SREBP-1c activation blocked simultaneously, glucose 
and insulin were still able to stimulated lipogenesis and 
lipogenic genes expression, and LXR activation enhanced 
these effects, suggesting LXR mediated directly glucose- 
and insulin-induced lipogenesis. In summary, glucose and 
insulin stimulated lipogenesis through both dissimilar and 
identical regulation pathway in porcine adipocytes. 
 
 
INTRODUCTION 
1 
Adipose tissue is an organ which is responsible for energy 
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storage in the form of lipids and, in pigs, is responsible for the 
conversion of excess dietary carbohydrates into triglycerides 
(TG). It is one of the major pathways of lipogenesis, using glu-
cose as substrate for de nove lipogenesis, which is critically 
important for mammals that utilize carbohydrates as the major 
energy source. Pig adipose tissue is the main lipogenesis or-
gan (Bergen et al., 2005) and has a greater contribution to 
overall FA synthesis than the liver (O'Hea and Leveille, 1969). 
Fatty acid synthesis is a complex process which involves numer-
ous enzymes and signaling proteins. Induction of lipogenic genes 
(such as acetyl-CoA carboxylase 1, ACC1, and fatty acid syn-
thase, FAS) is under the concerted action of the transcription 
factor carbohydrate response element binding protein (ChREBP) 
and of sterol regulatory element-binding protein 1c (SREBP-1c), 
which respond to glucose and insulin, respectively (Dentin et al., 
2005; Uyeda et al., 2006; Xu et al., 2013). Researches have 
suggested that Liver X receptors  (LXR) may play a central 
role in the transcriptional control of ChREBP by glucose (Cha 
and Repa, 2007) and SREBP-1c by insulin (Chen et al., 2004; 
2007; Schultz et al., 2000). Both ChREBP and SREBP-1c gene 
have been identified as targets of LXRs (Cha and Repa, 2007; 
Repa et al., 2000). LXRs may play a crucial role in the regula-
tion of energy homeostasis in adipocytes and be a potential 
target for the treatment of obesity and energy regulation (Janowski 
et al., 1999; Korach-Andre et al., 2011; Lehmann et al., 1997). 

Despite the recent rapidly expanding knowledge base re-
garding the role of ChREBP and SREBP-1c in the liver, it re-
mains unclear whether there is interrelation between the lipo-
genesis induced by glucose and by insulin, and whether LXR 
is involved in lipogenesis induced by glucose or insulin in adi-
pocytes. Moreover, studies evaluating ChREBP and SREBP-
1c regulations have been always addressed in rodent models 
or human cell lines, but never in pigs. Pigs are among one of 
the animals with greatest fat deposit capacity, and the deposi-
tion and distribution of fat affect the carcass quality and meat 
flavor. Thus, understanding the mechanism of lipogenesis in 
adipocytes, highly specialized cells that consist of the main part 
of the adipose tissue, is not only an interesting biomedical 
model for human diseases, but also relevant for the improve-
ment of pork quality (Dodson et al., 2010). 

In this study, primary cultured porcine adipocytes were used 
to investigate the roles and interrelation of key transcription 
factors LXR, ChREBP and SREBP-1c in mediating glucose- 
and insulin-induced lipogenesis. We demonstrated that glucose 
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stimulates lipogenesis and expression of lipogenic-related 
genes independently of insulin in porcine adipocytes, but insulin 
promotes lipogenesis only in the presence of glucose. Lipo-
genesis induced by glucose and by insulin were mediated by 
ChREBP and SREBP-1c, respectively. However, LXR medi-
ated glucose- and insulin-induced lipogenesis either directly or 
via SREBP-1c. Therefore, glucose and insulin could stimulate 
lipogenesis through both dissimilar and identical regulation 
pathway in porcine differentiated adipocytes. 
 
MATERIALS AND METHODS 
 
Experimental animals 
Three-day-old male crossbred piglets (Duroc  Landrace  
Large White) from different litters were used in this study. The 
piglets were provided by Zai-wang pig farm of Gansu Yuzhong. 
Experiments were conducted in accordance with “The Instruc-
tive Notions with Respect to Caring for Laboratory Animals” 
issued by the Ministry of Science and Technology of the Peo-
ple’s Republic of China. 
 
Cell culture and treatments 
Primary cultures of preadipocytes were isolated as previously 
described (Zhang et al., 2014). Cells were seeded in 25-cm 
culture flask and maintained in basal medium, DMEM/F12 me-
dium (GIBCO/BRL, USA) supplemented 10% fetal bovine se-
rum (FBS, ScienCell, USA), at 37C in humidified atmosphere 
with 5% CO2. Five days after reaching confluence, cells were 
digested and re-seeded in 24-cell plates. Cells grown to conflu-
ence were exposed to the adipogenic medium, the basal medi-
um containing 100 nmol/L insulin (Sigma-Aldrich), 1 mol/L 
dexamethasone (Sigma-Aldrich) and 0.5 mmol/L IBMX (Sigma-
Aldrich) for 3 days, followed by culturing for an additional 3 days 
in a basal medium containing 100 nmol/L insulin. The cells 
were then grown for an additional 6 days in basal medium to 
ensure that all cells had become differentiated adipocytes (d12). 
To investigate the effect of glucose on lipogenesis in adipocytes, 
well-differentiated adipocytes were placed in glucose-free 
DMEM medium for 24 h, and then transferred to the basal 
DMEM medium containing 0-25 mmol/L D-glucose (Sigma-
Aldrich). For the insulin stimulation experiment, differentiated 
adipocytes were cultured for 12 h in serum-free medium con-
taining either 0 or 25 mmol/L glucose, and the 0-400 nmol/L 
insulin was added into the culture medium. The related infor-
mation of treatment sequence was described in detail in the 
legend. 
 
siRNA for ChREBP and SREBP-1c blocked by fatostatin 
ChREBP expression was knocked down by pcDNA6.2-
GW/EmGFP-ChREBP. Detailed information regarding siRNA 
targeting ChREBP has been described previously (Zhang et al., 
2015). Differentiated adipocytes were incubated using the siR-
NA/ Lipofectamine complex in serum-free medium for 6 h and 
then switched to a basal medium for 48 h. 

The activation of SREBP-1c was blocked using the inhibitor 
fatostatin (10 mol/L) (Sigma, USA). After 24 h, cells were 
lysed and the protein concentration was determined using the 
method of Lin et al (2007). Equal amounts of protein were ana-
lyzed by Western blotting using antibodies specific for SREBP-
1c (USA) and -actin (USA).  

ChREBP-siRNA cells and SREBP-1c blocked cells were cul-
tured in glucose-free and/or serum-free DMEM medium and 
subsequently cultured in the absence or presence of glucose 
(20 mmol/L) with 0 or 200 nmol/L insulin, as indicated in the 

figure legends. Sodium pyruvate (2 mmol/L) (Sigma-Aldrich) 
was added to the medium to replace glucose as carbon source 
when cells were cultured in glucose-free medium. T0901317 (1 
mol/L) (Sigma) was used as agonist to promote the activation 
of LXR. These concentrations were chosen base on initial 
dose-response experiments (data not shown).  
 
Cellular lipid content analysis 
The cellular lipid content analysis was performed using Oil Red 
O staining extraction assay as described by Ramírez-Zacarías 
et al. (1992). In brief, cells were cultured in 24-cell plates and 
rinsed twice with Ca2+ and Mg2+-free PBS, then fixed in 10 % 
neutralized formalin at least for 1 h. Cells were stained for 2 h 
by complete immersion in 0.2% Oil Red O (Sigma-Aldrich) 
prepared in 60% isopropanol solution followed by multiple rins-
es with water. Cell morphology was examined and photo-
graphed with a microscope. The stained culture dishes were 
subjected to dye extraction with isopropanol. The optical densi-
ty (OD) of the solution was measured at 510 nm for quantifica-
tion, using a UV-2102 PC ultraviolet spectrophotometer (Unico 
Instrument Co., Ltd., China). 
 
Quantitative PCR Analysis 
Total cellular RNA was extracted using TRIzol reagent using 
standard techniques (Gibco/BRL, USA). Real time RT-PCR 
was performed using a Superscript RT Ⅲ enzyme kit from 
Invitrogen (USA). SYBR Green was used as the detection rea-
gent for quantification using the 2 CTΔΔ  method and -actin ex-
pression of a control cDNA was used as an inter-plate calibra-
tor. The specificity of the PCR amplification was evaluated us-
ing a melting curve analysis. Table 1 provided details of primers 
of the genes studied. 
 
Statistical analysis 
Data is presented as mean  SEM. All data were obtained from 
experiments carried out in triplicate. Data were analyzed by 
ANOVA using SPSS version 17.0 software (SPSS science, 
USA). Duncan’s multiple range tests was used for statistical 
comparisons. P < 0.05 or P < 0.01 were regarded as statistical-
ly significant. 
 
RESULTS  
 
Morphological observations of adipocytes  
The isolated cells were seeded in DMEM/F12 medium supple-
mented 10% fetal bovine serum. The preadipocytes attached 
and spread around 24 h after seeding (Supplementary Fig. 1A). 
Exponentially growing porcine preadipocytes (3-7 days) exhib-
ited a fibroblastic appearance (Supplementary Fig. 1B), and 
differentiation of adipocytes was initiated by treating confluent 
preadipocytes (Supplementary Fig. 1C) with the adipogenic 
medium (d 0). Five days after stimulation, the lipid-filled cells 
increased distinctly (Supplementary Fig. 1D) and the lipid-filled 
cells could be dyed by Oil Red O staining (Supplementary Fig. 
1E). The lipid-filled cells increased with the induction time ex-
tension (Supplementary Fig. 1F). 
 
Glucose and insulin induced lipogenesis in differentiated 
adipocytes 
To study the effects of glucose and insulin on lipogenesis in 
porcine mature adipocytes, isolated preadipocytes were in-
duced to differentiate into adipocytes and treated by glucose 
and insulin, respectively. As shown in Fig. 1A, glucose at con-
centrations of 5 to 20 mmol/L promoted lipogenesis in a dose- 
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Table 1. The Primers of real-time PCR 

Gene Accession No. Primer sequence (5-3) Length, bp Product size, bp 

ChREBP DQ372586.1 F: GTATGTGGAGCGGAGGAAGAG 21 93 
R: ATGACGGCCTCGGGTTT 17 

SREBP-1c AY307771.1 F: TGAAGCCGGAGGTGGTAGA 19 161 
R: CTTCATCTGGCTGTCCTCAAAA 22 

LXR AB254406 F:CTCGGACAGTCCCTTGGTAA 20 85 
R: TCAGGAGAAACATCAGGCACA 21 

FAS EF589048.1 F: AAGCAGGCGAACACGATG 18 94 
R: GAAGGGAAGCAGGGTTGATG 20 

ACC1 EU168399 R: AAGGGCTGCCTCTAATG 17 95 
R: GATGTAAGCGCCGAACT 17 

-actin AF054837 F: GATCGTGCGGGACATCAA 18 180 
R: AGGAAGGAGGGCTGGAAGAG 20 

 ChREBP = Carbohydrate response element-binding protein; SREBP-1c = Sterol regulatory element-binding protein-1c; LXR = liver X receptor alpha; 
FAS = Fatty acid synthase; ACC1=acetyl coenzyme A carboxylase 1 

 
 
 

A                           B 
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Fig. 1. Lipogenesis and relative gene expression induced by glucose and insulin in porcine adipocytes. (A, B) Fully differentiated porcine adi-
pocytes were cultured in a glucose-free medium for 24 h, and then shifted to the medium with different concentrations glucose (mmol/L) for 24 
h. The effect of different glucose concentration (mmol/L) on lipogenesis (A). The relative genes expression induced by 0 (open bars) or 20 
mmol/L glucose (grey bars) (B). (C, D, and E) Fully differentiated porcine adipocytes were cultured in a serum-free medium for 12 h, and shift-
ed to the medium with variable concentrations of insulin (nmol/L) for 24 h. Quantification of lipogenesis in differentiated adipocytes by Oil Red 
O extraction (C) and the relative gene expressions induced by 0 (open bars) or 200 nmol/L insulin (grey bars) in the presence of 5 (D) or 20 
mmol/L glucose (E). * (P < 0.05) and ** (P < 0.01) meant the significant for the treatment compared to 0 nmol/L insulin. Data are means  SEM. 
 
 
 
dependent manner (P  0.05). However, 5 mmol/L glucose did 
not lead to a noticeable increase in lipogenesis (P > 0.05). 
Moreover, the stimulatory effect of glucose was not different 
between 25 mmol/L and 20 mmol/L (P  0.05). As such, the 
effect of 20 mmol/L glucose on the mRNA expressions of tran-
scription factor (ChREBP and SREBP-1c) and lipogenic genes 
(FAS and ACC1) were analyzed (Fig. 1B). Glucose (20 
mmol/L) significantly induced the expression of ChREBP and 
lipogenic genes FAS and ACC1 (P < 0.01). Glucose also stimu-
lated SREBP-1c mRNA expression (P < 0.01), to a lesser ex-
tent. 

In 5 mmol/L glucose condition, no change was seen in lipo-
genesis when the differentiated porcine adipocytes were treat-
ed with different concentration of insulin. However in 20 mmol/L 
glucose condition, insulin significantly promoted the lipogenesis 
(P ＜0.05), and lipogenesis reached maxima at 200 nmol/L 
insulin (P  0.01) (Fig. 1C). When treated with 200 nmol/L insu-
lin, noticeable increases in FAS and ACC1 mRNA were ob-
served in the cells cultured in high glucose condition instead of 
in low glucose condition (Figs. 1D and 1E). Insulin promoted 
increased expression of SREBP-1c mRNA levels independent-
ly of surrounding glucose concentration (P < 0.01). However, 
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Fig. 2. The effect of glucose on lipogenesis and relative gene expression in ChREBP-silenced porcine adipocytes. The ChREBP-siRNA and 
non-transfected adipocytes were shifted to glucose-free medium for 24 h and subsequently transferred to basal medium with 0 (open bars) or 
20 mmol/L glucose (grey bars). After 24 h, lipogenesis and mRNA levels of specific genes were evaluated. ChREBP-siRNA means the cells 
transfected with pcDNA6.2-GW/EmGFP-ChREBP siRNA expression plasmid. Non-transfected indicates the unperturbed adipocytes. *(P < 
0.05) and ** (P < 0.01) mean the significant between treatments in the same cell group. # (P < 0.05) and ## (P < 0.01) mean the significant 
between the same treatment in different cell groups. (A) Quantification of lipogenesis in differentiated adipocytes by Oil Red O extraction. (B-E) 
The relative mRNA level of LXR (B), SREBP-1c (C), FAS (D) and ACC1 (E) measured by using real-time RT-PCR. Data are means  SEM. 
 
 
 
insulin was unable to facilitate the expression of ChREBP at 5 
or 20 mmol/L glucose (Figs. 1D and 1E). These results suggest 
that in porcine differentiated adipocytes, glucose and insulin 
promote the lipogenesis and lipogenic gene FAS and ACC1 
mRNA level. More specifically, insulin facilitated lipogenesis 
and the mRNA expression of lipogenic genes (FAS and ACC1) 
in a glucose-dependent mechanism.  
 
ChREBP siRNA transfection to the differentiated porcine 
adipocytes 
pcDNA6.2-GW/EmGFP-ChREBP siRNA was transfected to 
differentiated porcine adipocytes to inhibit the gene expression 
of ChREBP, and the transfection efficiency was examined us-
ing fluorescence microscope after 48 h (Supplementary Fig. 
2A). The total RNA was extracted and the relative mRNA ex-
pression of ChREBP was tested by real time PCR. The 
ChREBP gene expression decreased by around 80% in 
ChREBP siRNA transfected adipocytes. Compared to the un-
perturbed cells, ChREBP gene expression was not affected in 
the cells transfected with negative siRNA (Supplementary Fig. 
2B). These results indicated that the expression of ChREBP 
was inhibited successfully by the transfection of pcDNA6.2-
GW/EmGFP-ChREBP siRNA in the porcine adipocytes. 
 
ChREBP mediated mainly glucose-induced lipogenesis in 
differentiated adipocytes 
To investigate the potential roles of ChREBP in glucose-
induced lipogenesis, adipocytes with siRNA-mediated ChREBP 
knockdown were placed in glucose-free for 24 h, and trans-
ferred to the medium with 0 or 20 mmol/L glucose. Sodium 
pyruvate (2 mmol/L) was added as carbon source in glucose-
free medium. ChREBP gene expression were similar between 
non-transfected and negative siRNA adipocytes (Supplemen-
tary Fig. 2B), therefore the non-transfected cells were used as 

control cells. 
After 24 h, lipogenesis significantly increased both in non-

transfected (P < 0.01) and ChREBP silenced cells (P < 0.05) in 
response to 20 mmol/L glucose. However, glucose-induced 
lipogenesis was reduced by ~70% when ChREBP gene ex-
pression was silenced (P < 0.01) (Fig. 2A). Although the mRNA 
expression of lipogenic genes FAS (Fig. 2D) and ACC1 (Fig. 
2E) were significantly promoted by glucose in ChREBP si-
lenced adipocytes (P < 0.01), it was much lower than levels 
observed in non-transfected cells (P < 0.01). The glucose-
induced up-regulations of LXR and SREBP-1c mRNA ex-
pression were observed both in non-transfected (P < 0.05) and 
ChREBP silenced adipocytes (P < 0.01), and loss of ChREBP 
seemed to have no effect on their mRNA expressions (P > 
0.05) (Figs. 2B and 2C). These data suggest that ChREBP is a 
critical mediator in glucose-induced lipogenesis, while LXR 
and SREBP-1c might also play a contributing role. 

Due to no distinct effects of insulin on lipogenesis under low 
glucose concentration, ChREBP-siRNA adipocytes were treat-
ed with 200 nmol/L insulin in the presence of 20 mmol/L glu-
cose to investigate the potential role of ChREBP in insulin-
induced lipogenesis. From the Fig. 3, though lipogenesis signif-
icantly decreased from baseline when ChREBP expression 
was silenced (P < 0.01), the addition of insulin still led to a 
marked increase in lipogenesis (P < 0.01). Moreover, there was 
no difference in the extent of lipogenic induction promoted by 
insulin between both cell groups (0.136 vs. 0.132) (P > 0.05) 
(Fig. 3A). As expected with the induction of lipogenesis, mRNA 
levels of FAS and ACC1 was significantly promoted by insulin 
both in non-transfected and ChREBP-siRNA adipocytes (P < 
0.01) (Figs. 3D and 3E). Insulin significantly facilitated the 
SREBP-1c and LXR expression in both conditions. Further-
more, SREBP-1c mRNA levels promoted by insulin were high-
er in ChREBP-siRNA adipocytes than that in non-transfected 
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Fig. 3. The effect of insulin on lipogenesis and genes expression in ChREBP-siRNA porcine differentiated adipocytes. The ChREBP-siRNA 
and non-transfected adipocytes were shifted to serum-free medium for 12 h and transferred to basal medium containing 20 mmol/L glucose in 
the absence (open bars) or presence (grey bars) of 200 nmol/L insulin for 24 h. Lipogenesis and mRNA of specific genes were evaluated. 
ChREBP-siRNA means the cells transfected with pcDNA6.2-GW/EmGFP-ChREBP siRNA expression plasmid. Non-transfected indicates the 
unperturbed adipocytes. * (P < 0.05) and ** (P < 0.01) mean the significant between treatments in the same cell group. # (P < 0.05) and ## (P < 
0.01) mean the significant between the same treatment in different cell groups. A: Quantification of lipogenesis in differentiated adipocytes by 
Oil Red O extraction. B-E: The relative mRNA level of LXR (B), SREBP-1c (C), FAS (D) and ACC1 (E) measured by using real-time RT-PCR. 
Data are means  SEM. 
 
 
 
cells (P < 0.05) (Fig. 3C). ChREBP expression silencing had no 
effect on the mRNA level of LXR when the adipocytes were 
treated with 200 nmol/L insulin (Fig. 3B). These results sug-
gested that silencing ChREBP does not attenuate the lipogenic 
affects of insulin in porcine differentiated adipocytes, and that 
insulin has no effect on the ChREBP expression in the absence 
or presence of glucose. Taken together, these results suggest 
that insulin does not induce lipogenesis through ChREBP. 
 
SREBP-1c mediated mainly insulin-induced lipogenesis in 
differentiated adipocytes 
To assess the potential roles of SREBP-1c in lipogenesis facili-
tated by insulin, SREBP-1c activation was blocked markedly (P 
< 0.01) using the inhibitor fatostatin (Supplementary Fig. 3). As 
an inhibitor of the SREBP activation, fatostatin impairs the acti-
vation process of SREBP-1c, thereby decreasing the transcrip-
tion of lipogenic genes in cells (Kamisuki et al., 2009; Uttarwar 
et al., 2012). Differentiated adipocytes were cultured in serum-
free medium for 12 h, and then transferred to the basal medium 
containing 20 mmol/L glucose in the absence or presence of 
insulin (200 nmol/L). Meanwhile, 10 mol/L fatostatin was add-
ed in the medium for blocking the activation of SREBP-1c. After 
24 h, the cellular lipid content and related genes expression 
were evaluated. 

There was a marked stimulation of insulin on lipogenesis in 
differentiated adipocytes (P < 0.01). When the adipocytes were 
treated with SREBP-1c inhibitor fatostatin, however, the lipo-
genesis was decreased by ~55% (Fig. 4). Despite pharmaco-
logical suppression of SREBP-1c via fatostatin, addition of insu-
lin still led to a significant increase in lipogenesis (P < 0.01), 
however the magnitude of the stimulation was much lower than 
that of the untreated cells (0.102 vs. 0.220) (P < 0.01) (Fig. 4A). 
The lipogenic genes FAS and ACC1 expression were promot-

ed by insulin both in adipocytes untreated and treated with 
fatostatin, however, inhibition of SREBP-1c attenuated FAS 
and ACC1 gene expression (P < 0.01) (Figs. 4D and 4E). 
ChREBP mRNA expression was not affected by 200 nmol/L 
insulin irrespective of whether the cells were treated with fato-
statin or not (P < 0.01) (Fig. 4C). There was a profound in-
crease in LXR expression both in fatostatin-treated and -
untreated adipocytes in response to insulin (P < 0.05), and 
there was no difference between the cell groups (Fig. 4B). The-
se data suggest that SREBP-1c is a key transcription factor in 
insulin-induced lipogenesis, while LXR participate in this re-
sponse. 
 
LXR activation promoted the lipogenesis in adipocytes 
To study whether LXR is involved in the lipogenesis induced 
by glucose and insulin, T0901317 was used to activate LXR in 
ChREBP-silenced and separately, fatostatin-treated adipocytes. 
T0901317 (N-(2,2,2-trifluoroethyl)-N-[4-(2,2,2-trifluoro- 1-hydroxy- 
1-trifluorome thylethyl) phenyl]-benzene-sulfona mide) is LXR 
agonist which could increase the activation of LXR (Schultz et 
al., 2000; Zanotti et al., 2008). Adipocytes were cultured in the 
basal medium containing 20 mmol/L glucose with or without 
T0901317 (1 mol/L) for 24 h, and then the cellular lipid content 
and the lipogenic gene expression were measured. 

In porcine differentiated adipocytes, activation of LXR by 
T0901317 significantly promoted the lipogenesis and lipogenic 
gene expression (FAS and ACC1) (Fig. 5). Although lipogene-
sis decreased by ~70% when ChREBP expression was si-
lenced (as compared to the control cells), lipogenesis could still 
be increased using the LXR agonist (P < 0.05) (Fig. 6A). In 
SREBP-1c blocked adipocytes, lipogenesis was decreased by 
~55%, while LXR activation resulted in only a trend towards 
increased lipogenesis (P > 0.05) (Fig. 6A). T0901317 also in- 
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Fig. 5. The effect of LXR activation on lipo-
genesis and relative genes expression. Differ-
entiated adipocytes were shifted to the basal 
medium containing 20 mmol/L glucose with 
(grey bars) or without (open bars) 1 mol/L 
LXR agonist T0901317. After 24 h, the cellu-
lar lipid content was analyzed by Oil Red O 
extraction (A) and total RNA from triplicate 
plates of adipocytes was extracted and ana-
lyzed for relative genes by using real-time RT-
PCR (B). * (P < 0.05) and ** (P < 0.01) mean 
the significant between treatments. Data are 
means  SEM. 

A                        B                      C 
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Fig. 4. The effect of insulin on lipogenesis and genes expression in SREBP-1c blocked adipocytes. Differentiated adipocytes were shifted to a 
serum-free medium containing 5% bovine serum albumin for 12 h, and then transferred to the basal medium containing 20 mmol/L glucose in 
the absence (open bars) or presence (grey bars) of insulin for 24 h. Treated cells means the adipocytes were treated with 10 mol/L fatostatin 
concomitant with insulin treatment for 24 h. Untreated cells means the cells were not treated by fatostatin. A: Quantification of lipogenesis in 
differentiated adipocytes by Oil Red O extraction. B-E: The relative mRNA level of LXR (B), ChREBP (C), FAS (D) and ACC1 (E) measured 
by using real-time RT-PCR. * (P < 0.05) and ** (P < 0.01) mean the significant between treatments in the same cell group. # (P < 0.05) and ## 
(P < 0.01) mean the significant between the same treatment in different cell groups. Data are means  SEM. 
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creased the expression of SREBP-1c, but had no effect on 
ChREBP (Fig. 5B). Moreover, silencing of ChREBP expression 
or blocking of SREBP-1c activation had no effect on the up-
regulation of LXR expression induced by T0901317 (Fig. 6B). In 
accordance with the effects on lipogenesis, T0901317 induced a 
stimulatory effect on FAS and ACC1 mRNA expressions (P < 
0.01) in differentiated adipocytes (Fig. 5B). Similarly, treating 
ChREBP-siRNA adipocytes with T0901317 resulted in up-
regulation of FAS (P < 0.01) and ACC1 expression (P < 0.05). 
However, in SREBP-1c blocked adipocytes, T0901317 treatment 
led only to a modest increase in FAS mRNA expression (P < 
0.05) rather than the mRNA expression of ACC1 (P > 0.05) (Figs. 
6C and 6D). These results indicate that LXR may mediate the 
lipogenesis through SREBP-1c rather than ChREBP. 
 
LXR mediated the lipogenesis induced by glucose and by 
insulin 
To further study the role of LXR in lipogenesis induced by 

glucose or insulin in porcine differentiated adipocyte, ChREBP-
siRNA adipocytes treated with SREBP-1c inhibitor fatostatin 
(siRNA/FT) were exposed to 1 mol/L T0901317 in the ab-
sence or presence of 20 mmol/L glucose or 200 nmol/L insulin 
for 24 h, and then the cellular lipid content and the lipogenic 
genes expression were analyzed. 

In the absence of glucose, activation of LXR had no effect 
on lipogenesis and lipogenic gene expression (FAS and ACC1) 
both in unperturbed adipocytes (means “Control” in Figs. 7 and 
8) and siRNA/FT adipocytes (P > 0.05). Addition of glucose 
promoted lipogenesis not only in unperturbed cells (P < 0.01) 
but also in siRNA/FT adipocytes (P < 0.05). In the presence of 
glucose, activation of LXR resulted in a significant increase 
lipogenesis in siRNA/FT adipocytes (P < 0.05), whereas glu-
cose only led to an increase tendency in unperturbed cells (P > 
0.05) (Fig. 7A). Consistent with the lipogenesis, the lipogenic 
gene expression (FAS and ACC1) also increased in the unper-
turbed cell response to T0901317 treatment. In siRNA/FT adi- 
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Fig. 6. The effect of activation of LXR on lipogenesis and gene 
expression. Differentiated adipocytes were shifted to the basal 
medium containing 20 mmol/L glucose with (grey bars) or without 
(open bars) 1 mol/L LXR agonist T0901317. After 24 h, the cellu-
lar lipid content was analyzed by Oil Red O extraction (A) and total 
RNA from triplicate plates of adipocytes was extracted and ana-
lyzed for LXR (B), FAS (C) and ACC1 (D) by using real-time RT-
PCR. ChREBP-siRNA means the ChREBP expression was inter-
fered by transfecting with pcDNA6.2-GW/ EmGFP-ChREBP siRNA 
expression plasmid. SREBP-1c blocked means the adipocytes 
were treated with a combination of 10 mol/L fatostatin and 
T0901317. Control indicates the unperturbed adipocytes. * (P < 
0.05) and ** (P < 0.01) mean the significant between treatments in 
the same cell group. Data are means  SEM. 
 
 
 
pocytes, activation of LXR significantly facilitated FAS expres-
sion (P < 0.01) (Fig. 7B), while no significant changes were 
observed in ACC1 expression in siRNA/FT adipocytes in the 
context of glucose-stimulation (Fig. 7C). These results suggest 
that the lipogenesis promoted by LXR activation is dependent 
on glucose, and glucose-induced lipogenesis could be mediat-
ed directly by LXR. 

In 20 mmol/L glucose condition, insulin induced a stimulatory 
lipogenic response and induced gene expression of FAS and 
ACC1 (P < 0.01), and activation of LXR intensified this effect 

in unperturbed cells (Fig. 8). Furthermore, LXR activation 
promoted the lipogenesis and the expression of FAS and 
ACC1 independently of insulin. Treatment of siRNA/FT adipo-
cytes with insulin or T0901317 alone resulted in an increase in 
the lipogenesis (Fig. 8A). The mRNA expression of FAS mark-
edly increased in siRNA/FT adipocytes response to insulin or 
T0901317 alone (P < 0.05) (Fig. 8B). Simultaneous addition of 
T0901317 and insulin led to an increase of the ACC1 mRNA 
expression (P < 0.05) (Fig. 8C). These results demonstrate that 
LXR could mediate the lipogenic-response induced by insulin 
by regulating the lipogenic gene expression patterns.  
 
DISCUSSION 
 
Mammals adapt to fluctuation of nutrient availability by storing 
surplus nutrient mainly in adipose tissue, in the form of triglycer-
ide (TG). Upon consumption of excess carbohydrate, digestion 
yields glucose which is subsequently converted to pyruvate 
(glycolysis), and is either oxidized to provide energy or chan-
neled into pathways for synthesis of fatty acids (lipogenesis) 
when energy is available. Lipogenesis is a process regulated 
by nutritional and hormonal control. Pig adipose tissue is the 
main lipogenesis organ (Bergen et al., 2005) and has a greater 
contribution to overall lipogenesis than does the liver (O’Hea 
and Leveille, 1969). Studies in hepatocytes and rodents adipo-
cytes during the last decades have shown that ChREBP and 
SREBP-1c are key transcription factors in regulating the ex-
pression of the lipogenic genes in response to glucose and 
insulin, respectively (Uyeda and Repa, 2006; Xu et al., 2013), 
while LXR might be play a central for the transcriptional con-
trol ChREBP by glucose (Cha and Repa, 2007; Mitro et al., 
2007) and SREBP-1c by insulin (Chen et al., 2004; Schultz et 
al., 2000). 

Many researches in rodent models and human cell line stud-
ies have indicated that ChREBP is a glucose-responsive tran-
scription factor that plays a critical role in converting excess 
carbohydrates to TG through de novo lipogenesis (Herman et 
al., 2012; Uyeda and Repa, 2006; Yamashita et al., 2001). 
However, the role of ChREBP in lipogenesis induced by glu-
cose and insulin remains unclear in porcine adipocytes. There-
fore, the primary porcine adipocytes were used to study the role 
of ChREBP in lipogenesis induced by glucose. Glucose signifi-
cantly promoted the expression of ChREBP and was accom-
panied by increased lipogenesis and lipogenic genes FAS and 
ACC1 mRNA expression in porcine differentiated adipocytes. 

 
 
 

A                         B                        C 
 
 
 
 
 
 
 
 
 

Fig. 7. The role of LXR in lipogenesis induced by glucose in porcine differentiated adipocytes. The ChREBP-siRNA adipocytes were shifted 
to a glucose-free medium for 12 h, and transferred to the basal medium with or without 1 mol/L T0901317 in the absence or presence of 20 
mmol/L glucose. After 20 h, the lipogenesis and the mRNA levels of these genes were measured. siRNA/FT means the adipocytes transfect-
ed with pcDNA6.2-GW/EmGFP-ChREBP siRNA expression plasmid were treated with a combination of SREBP-1c inhibitor fatostatin (10 
mol/L) and T0901317. Control indicates the unperturbed adipocytes. (A) Quantification of the cellular lipid content in differentiated adipocytes by 
Oil Red O extraction. (B, C) The relative mRNA level of FAS (B) and ACC1 (C) measured by using real-time RT-PCR. Data are means  SEM. 
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Fig. 8. The role of LXR in lipogenesis induced by insulin in porcine differentiated adipocytes. The ChREBP-siRNA adipocytes were shifted to 
a serum-free medium for 12 h, and transferred to the basal medium containing 20 mmol/L glucose with or without 1 mol/L T0901317 in the 
absence or presence of 200 nmol/L insulin. After 24 h, the lipogenesis and the mRNA levels of these genes were measured. siRNA/FT means 
the adipocytes transfected with pcDNA6.2-GW/EmGFP- ChREBP siRNA expression plasmid were treated with a combination of the SREBP-
1c inhibitor fatostatin (10 mol/L) and T0901317. (A) Quantification of the cellular lipid content in differentiated adipocytes by Oil Red O extrac-
tion. (B, C) The relative mRNA level of FAS (B) and ACC1 (C) measured by using real-time RT-PCR. Data are means  SEM. 
 
 
 
These results are consistent with previous reports. Specifically, 
Denechaud et al. (2008) found that ACC1 and FAS expres-
sions are regulated by glucose via ChREBP in mouse liver and 
white adipose tissue, and ChREBP activity and expression is 
induced by the consumption of a high-carbohydrate diet 
(Yamashita et al., 2001) and glucose (Herman et al., 2012), 
and then increase the activities of lipogenic enzymes (Aguiari et 
al., 2008; Uyeda and Repa, 2006; Uyeda et al., 2006). When 
ChREBP gene expression was silenced via siRNA, glucose-
induced lipogenesis decreased by ~70% compared to the un-
perturbed cell. This suggests that glucose-induced lipogenesis 
mediates its effects mainly through ChREBP in porcine differ-
entiated adipocytes. However, lipogenesis was still increased in 
ChREBP-silenced adipocytes treated with high concentration of 
glucose, indicating that the lipogenesis induced by glucose 
could be mediated through other transcription factors besides 
ChREBP in porcine differentiated adipocytes. 

SREBP-1c is considered to be a master transcriptional regu-
lator of fatty acid and TG synthesis in liver response to insulin 
stimulation (Hegarty et al., 2005; Ito et al., 2013; Lay et al., 
2002). Despite significant improvements in our understanding 
of the role of SREBP-1c in the liver recent years, its role in adi-
pose tissue remains largely unexplored. A previous study using 
cultured porcine adipocytes found the regulation of lipogenesis 
by insulin does not involve changes in SREBP-1c mRNA levels 
(Louveau and Gondret, 2004). However, the other study sug-
gested that SREBP-1c is regulated by insulin and mediates 
insulin-induced fatty acid synthesis in human adipocytes (Ito et 
al., 2013). In the present study, our results demonstrated that 
insulin could promote the SREBP-1c mRNA level in porcine 
mature adipocytes. However, the increase in lipogenesis stimu-
lated by insulin occurs in a glucose-dependent manner. These 
results are in accordance with research by Foufelle et al. (1992) 
which found glucose alone stimulates the expression of FAS 
and ACC in adipose tissue, but in the absence of glucose, insu-
lin has no effect on lipogenic gene expression. Insulin potenti-
ates the effect of glucose and simultaneously increases the 
concentration of glucose 6-phosphate. Glucose 6-phosphate is 
believed to be essential for both ChREBP nuclear translocation 
and transcriptional activity in response to glucose (Dentin et al., 
2012; Li et al., 2010). He et al. (2004) found in the 3T3 adipo-
cytes, ChREBP gene is also responsive to insulin stimulation, 
but that the induction is dependent on the presence of high 
glucose. In this context, we found that when SREBP-1c activa-

tion was blocked, lipogenesis promoted by insulin was de-
creased by ~55% in differentiated adipocytes. This suggests 
that lipogenesis induced by insulin was mediated by SREBP-1c 
in porcine differentiated adipocytes. When SREBP-1c activation 
was blocked by fatostatin, the addition of insulin still led to a 
significant increase in lipogenesis. This suggests there might be 
other transcription factors mediate the lipogenesis induced by 
insulin besides SREBP-1c in porcine differentiated adipocytes. 
The work presented herein demonstrated that glucose could 
up-regulate the expression of LXR and SREBP-1c. Moreover, 
LXR activation could stimulate lipogenesis and induce mRNA 
expression of SREBP-1c and lipogenic gene (FAS and ACC1). 
Some previous studies have shown that nuclear receptor LXRs 
is a glucose sensor and the physiological concentrations of 
glucose can activate LXRs in the liver and induce expression of 
LXR target genes (Mitro et al., 2007). LXR agonist treatment 
of adipocytes leads to the increased lipid accumulation (Juvet 
et al., 2003; Laffitte et al., 2003; Seo et al., 2004). SREBP-1c 
mRNA expression, on the other hand, is highly induced by inges-
tion of a high carbohydrate diet in liver (Horton et al., 1998) and 
by glucose in mesangial cells (Uttarwar et al., 2012). In the pre-
sent study, activation of LXR led to an increase in lipogenesis 
even in ChREBP-siRNA adipocytes. Furthermore, the magni-
tude of stimulation by LXR agonist T0901317 in lipogenesis 
was in a very similar range in ChREBP-siRNA adipocytes and 
unperturbed cells. This suggests that ChREBP silencing does 
not attenuate the anxo-action in lipogenesis by T0901317. That 
is, LXR may regulate lipogenesis but not via ChREBP in por-
cine differentiated adipocytes. Similarly, Denechaud et al. (2008) 
found that ChREBP expression is unaffected by the absence of 
LXR in mouse liver and white adipose tissue. Moreover, we 
found that siRNA-mediated ChREBP silencing had no effect on 
the up-regulation of LXR mRNA expression induced by glu-
cose and lipogenic gene expression were significantly in-
creased when adipocytes were treated with T0901317. These 
results support the hypothesis that LXR could directly, or via 
SREBP-1c, mediate glucose-induced lipogenesis through regu-
lating the lipogenic genes expression. However, some other 
independent experiments in hepatocytes yielded conflicting 
results. The result by Cha and Repa (2007) raise the possibility 
that ChREBP is a target gene of LXR. The promoters of genes 
encoding ChREBP and SREBP-1c have LXR binding sites 
and therefore ChREBP and SREBP-1c might be the target of 
LXR (Mitro et al., 2007; Xu et al., 2013). Lipogenesis repre-
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sented by tissue and species specificity may explain these 
conflicting results. Herein we demonstrated that LXR activa-
tion facilitate lipogenesis, expression of lipogenic genes and 
SREBP-1c expression in adipocytes. Glucose promoted lipo-
genesis in siRNA/FT adipocytes, even though the response 
was significantly lower than that observed in untreated adipo-
cytes. When siRNA/FT adipocytes were treated by LXR ago-
nist, lipogenesis and FAS mRNA expression increased on ba-
sis of glucose. Thus, it might be concluded that LXR may 
regulate lipogenesis induced by glucose through SREBP-1c. 

In the present study, we found that insulin promoted LXR 
expression in the presence of 20 mmol/L glucose. While LXR 
activation could up regulate SREBP-1c mRNA expression, it 
had little effect on lipogenesis when the activation of SREBP-1c 
was blocked by its inhibitor. These results indicate that LXR 
may mediate lipogenesis via SREBP-1c. When ChREBP-
silenced adipocytes were treated by both SREBP-1c inhibitor 
and LXR agonist, the lipogenesis still significantly increased, 
suggesting LXR could directly mediate lipogenesis by regulat-
ing lipogenic gene expression. These results are supported by 
previous studies which have noted that LXRs could regulate 
FAS expression through direct interaction with the FAS pro-
moter (Joseph et al., 2002; Shimano et al., 1999) and LXR 
regulates ACC1 expression through activation of SREBP-1c 
expression (Horton et al., 2003). The facilitation effect of LXR 
agonists on genes involved in fatty acid synthesis has been 
suggested to be mediated both directly through LXR and via 
SREBP-1c (Joseph et al., 2002; Schultz et al., 2000). In brown 
adipocytes, the LXR agonist T0901317 increases the nuclear 
abundance of LXR and mature SREBP-1 (Jakobsson et al., 
2005). The studies in cell culture and animal models suggest 
that the increase in plasma lipids occurs via LXR-mediated 
induction of the SREBP-1 lipogenic program (Schultz et al., 
2000). In the present study, insulin did not lead to a significant 
increase in ChREBP expression both in the absence and pres-
ence of glucose. However, in human adipocytes, insulin pro-
motes ChREBP expression (Hurtado del Pozo et al., 2011). 
ChREBP is also regulated by insulin in 3T3-L1 adipocytes and 
rat adipose tissue (He et al., 2004). Our study found that insulin 
still result in an increase in lipogenesis and expression of lipo-
genic genes when both of ChREBP expression was silenced 
and SREBP-1c activation was blocked simultaneously. This 
means LXR directly mediate the lipogenesis induced by insu-
lin in porcine adipocytes. The lipogenesis stimulated by insulin 
is dependent of high concentration of glucose in the medium. 
ChREBP mRNA expression might reach the maximal level in 
the high concentration of glucose, which may explain partly 
these inconsistent results. 

Carbohydrate is a main energy resource from diet for pigs. 
After the animal intake carbohydrate, increased blood sugar 
stimulates secretion of insulin, which regulates transcription 
expression of genes involved in glucolysis and fatty acid syn-
thesis. Glucose, which metabolites acts as a signaling molecule, 
regulates expression of genes responsive to glucose in an 
insulin-independent way. As above, glucose and insulin could 
stimulate lipogenesis through both dissimilar and identical 
pathways in porcine differentiated adipocytes. ChREBP and 
SREBP-1c are the key transcription factors in the lipogenesis 
response to glucose and insulin in porcine adipocytes, respec-
tively. Lipogenesis facilitated by glucose was mainly mediated 
through ChREBP, and also through LXR directly or via 
SREBP-1c, which regulated the expression of lipogenic genes 
such as FAS and ACC1. Insulin could promote the lipogenesis 
in a glucose-dependent fashion, and this induction be mainly 

mediated directly through SREBP-1c, and also through LXR 
directly or via SREBP-1c regulating the lipogenic genes ex-
pression. As such, we suggest that LXR might play a central 
role in the transcriptional control by glucose and insulin in por-
cine differentiated adipocytes. 
 
Note: Supplementary information is available on the Molecules 
and Cells website (www.molcells.org). 
 
ACKNOWLEDGEMENTS 
This work has been financial supported by the National Natural 
Science Foundation of China (No. 31460589 and 31560639) 
and by the Initial Founding of Scientific Research for the intro-
duction of talents of Northwest University for Nationalities (No. 
xbmujrc201122) and by the Program for Changjiang Scholars 
and Innovative Research Team in University (IRT13091). 
 
REFERENCES 
 
Aguiari, P., Leo, S., Zavan, B., Vindigni, V., Rimessi, A., Bianchi, K., 

Franzin, C., Cortivo, R., Rossato, M., Vettor, R., et al. (2008). 
High glucose induces adipogenic differentiation of muscle-
derived stem cells. Proc. Natl. Acad. Sci. USA 105, 1226-1231. 

Bergen, W.G., and Mersmann, H.J. (2005). Comparative aspects of 
lipid metabolism: Impact on contemporary research and use of 
animal models. J. Nutr. 135, 2499-2502. 

Cha, J.Y., and Repa, J.J. (2007). The liver x receptor (lxr) and 
hepatic lipogenesis - the carbohydrate-response element-binding 
protein is a target gene of lxr. J. Biol. Chem. 282, 743-751. 

Chen, G., Liang, G., Ou, J., Goldstein, J.L., and Brown. M.S. (2004). 
Central role for liver x receptor in insulin-mediated activation of 
srebp-1c transcription and stimulation of fatty acid synthesis in 
liver. Proc. Natl. Acad. Sci. USA 101, 11245-11250. 

Chen, W., Chen, G., Head, D.L., Mangelsdorf, D.J., and Russell, 
D.W. (2007). Enzymatic reduction of oxysterols impairs lxr 
signaling in cultured cells and the livers of mice. Cell Metab. 5, 
73-79. 

Denechaud, P.D., Bossard, P., Lobaccaro, J.M., Millatt, L., Staels, 
B., Girard, J., and Postic, C. (2008). Chrebp, but not lxrs, is 
required for the induction of glucose-regulated genes in mouse 
liver. J. Clin. Invest. 118, 956-964. 

Dentin, R., Girard, J., and Postic, C. (2005). Carbohydrate 
responsive element binding protein (chrebp) and sterol regulatory 
element binding protein-1c (srebp-1c): Two key regulators of 
glucose metabolism and lipid synthesis in liver. Biochimie 87, 81-
86. 

Dentin, R., Tomas-Cobos, L., Foufelle, F., Leopold, J., Girard, J., 
Postic, C., and Ferre, P. (2012). Glucose 6-phosphate, rather 
than xylulose 5-phosphate, is required for the activation of chrebp 
in response to glucose in the liver. J. Hepatol. 56, 199-209. 

Dodson, M.V., Hausman, G.J., Guan, L., Du, M., Rasmussen, T.P., 
Poulos, S.P., Mir, P., Bergen, W.G., Fernyhough, M.E., 
McFarland, D.C., et al. (2010). Lipid metabolism, adipocyte depot 
physiology and utilization of meat animals as experimental 
models for metabolic research. Int. J. Biol. Sci. 6, 691-699. 

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

He, Z., Jiang, T., Wang, Z., Levi, M., and Li. J. (2004). Modulation of 
carbohydrate response element-binding protein gene expression 
in 3t3-l1 adipocytes and rat adipose tissue. Am. J. Physiol. 
Endocrinol. Metab. 287, E424-430. 

Hegarty, B.D., Bobard, A., Hainault, I., Ferre, P., Bossard, P., and 
Foufelle, F. (2005). Distinct roles of insulin and liver x receptor in 
the induction and cleavage of sterol regulatory element-binding 
protein-1c. Proc. Natl. Acad. Sci. USA 102, 791-796. 

Herman, M.A., Peroni, O.D., Villoria, J., Schon, M.R., Abumrad, 
N.A., Bluher, M., Klein, S., and Kahn, B.B. (2012). A novel chrebp 
isoform in adipose tissue regulates systemic glucose metabolism. 
Nature 484, 333-338. 

Horton, J.D., Bashmakov, Y., Shimomura, I., and Shimano, H. 



Lipogenesis in Primary Cultured Porcine Adipocytes 
Zhang Guo Hua et al. 
 
 

806  Mol. Cells http://molcells.org 

 

 

(1998). Regulation of sterol regulatory element binding proteins in 
livers of fasted and refed mice. Proc. Natl. Acad. Sci. USA 95, 
5987-5992. 

Horton, J.D., Shah, N.A., Warrington, J.A., Anderson, N.N., Park, 
S.W., Brown, M.S., and Goldstein, J.L. (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. 

Hurtado del Pozo, C., Vesperinas-García, G., Miguel-Ángel, R., 
Corripio-Sánchez, R., Torres-García, A.J., Obregon, M.J., and 
Calvo, R.M. (2011). Chrebp expression in the liver, adipose 
tissue and differentiated preadipocytes in human obesity. BBA - 
Mol. Cell. Bio. L. 1811, 1194-1200. 

Ito, M., Nagasawa, M., Omae, N., Tsunoda, M., Ishiyama, J., Ide, T., 
Akasaka, Y., and Murakami, K. (2013). A novel jnk2/srebp-1c 
pathway involved in insulin-induced fatty acid synthesis in human 
adipocytes. J. Lipid Res. 54, 1531-1540. 

Jakobsson, A., Jorgensen, J.A., and Jacobsson. A. (2005). 
Differential regulation of fatty acid elongation enzymes in brown 
adipocytes implies a unique role for elovl3 during increased fatty 
acid oxidation. Am. J. Physiol. Endocrinol. Metab. 289, E517-526. 

Janowski, B.A., Grogan, M.J., Jones, S.A., Wisely, G.B., Kliewer, 
S.A., Corey, E.J., and Mangelsdorf, D.J. (1999). Structural 
requirements of ligands for the oxysterol liver x receptors lxralpha 
and lxrbeta. Proc. Natl. Acad. Sci. USA 96, 266-271. 

Joseph, S.B., Laffitte, B.A., Patel, P.H., Watson, M.A., Matsukuma, 
K.E., Walczak, R., Collins, J.L., Osborne, T.F., and Tontonoz, P. 
(2002). Direct and indirect mechanisms for regulation of fatty acid 
synthase gene expression by liver x receptors. J. Biol. Chem. 
277, 11019-11025. 

Juvet, L.K., Andresen, S.M., Schuster, G.U., Dalen, K.T., Tobin, 
K.A., Hollung, K., Haugen, F., Jacinto, S., Ulven, S.M., Bamberg, 
K., et al. (2003). On the role of liver x receptors in lipid 
accumulation in adipocytes. Mol. Endocrinol. 17, 172-182. 

Kamisuki, S., Mao, Q., Abu-Elheiga, L., Gu, Z., Kugimiya, A., Kwon, 
Y., Shinohara, T., Kawazoe, Y., Sato, S., Asakura, K., et al. 
(2009). A small molecule that blocks fat synthesis by inhibiting 
the activation of srebp. Chem. Biol. 16, 882-892. 

Korach-Andre, M., Archer, A., Barros, R.P., Parini, P., and 
Gustafsson, J.A. (2011). Both liver-x receptor (lxr) isoforms 
control energy expenditure by regulating brown adipose tissue 
activity. Proc. Natl. Acad. Sci. USA 108, 403-408. 

Laffitte, B.A., Chao, L.C., Li, J., Walczak, R., Hummasti, S., Joseph, 
S.B., Castrillo, A., Wilpitz, D.C., Mangelsdorf, D.J., Collins, J.L., et 
al. (2003). Activation of liver x receptor improves glucose 
tolerance through coordinate regulation of glucose metabolism in 
liver and adipose tissue. Proc. Natl. Acad. Sci. USA 100, 5419-
5424. 

Lay, S.L., Lefrère, I., Trautwein, C., Dugail, I., and Krief. S. (2002). 
Insulin and sterol-regulatory element-binding protein-1c (srebp-
1c) regulation of gene expression in 3t3-l1 adipocytes: 
Identification of ccaat/enhancer-binding protein  as an srebpβ -1c 
target. J. Biol. Chem. 277, 35625-35634. 

Lehmann, J.M., Kliewer, S.A., Moore, L.B., Smith-Oliver, T.A., 
Oliver, B.B., Su, J.L., Sundseth, S.S., Winegar, D.A., Blanchard, 
D.E., Spencer, T.A., et al. (1997). Activation of the nuclear 
receptor lxr by oxysterols defines a new hormone response 
pathway. J. Biol. Chem. 272, 3137-3140. 

Li, M.V., Chen, W.Q., Harmancey, R.N., Nuotio-Antar, A.M., 
Imamura, M., and Saha, P. Taegtmeyer, H., Chan, L. (2010). 
Glucose-6-phosphate mediates activation of the carbohydrate 
responsive binding protein (chrebp). Bioche. Bioph. Res. Co. 395, 
395-400. 

Louveau, I., and Gondret. F. (2004). Gh and insulin affect fatty acid 
synthase activity in isolated porcine adipocytes in culture without 
any modifications of sterol regulatory element binding protein-1 

expression. J. Endocrinol. 181, 271-280. 
Mitro, N., Mak, P.A., Vargas, L., Godio, C., Hampton, E., Molteni, V., 

Kreusch, A., and Saez, E. (2007). The nuclear receptor lxr is a 
glucose sensor. Nature 445, 219-223. 

O'Hea, E.K., and Leveille, G.A. (1969). Significance of adipose 
tissue and liver as sites of fatty acid synthesis in the pig and the 
efficiency of utilization of various substrates for lipogenesis. J. 
Nutr. 99, 338-344. 

Ramírez-Zacarías, J.L., Castro-Muñozledo, F., and Kuri-Harcuch, 
W. (1992). Quantitation of adipose conversion and triglycerides 
by staining intracytoplasmic lipids with oil red o. Histochem. Cell 
Biol. 97, 493-497. 

Repa, J.J., Liang, G., Ou, J., Bashmakov, Y., Lobaccaro, J.M., 
Shimomura, I., Shan, B., Brown, M.S., Goldstein, J.L., and 
Mangelsdorf, D.J. (2000). Regulation of mouse sterol regulatory 
element-binding protein-1c gene (srebp-1c) by oxysterol 
receptors, lxralpha and lxrbeta. Genes Dev. 14, 2819-2830. 

Schultz, J.R., Tu, H., Luk, A., Repa, J.J., Medina, J.C., Li, L., 
Schwendner, S., Wang, S., Thoolen, M., Mangelsdorf, D.J., et al. 
(2000). Role of lxrs in control of lipogenesis. Genes Dev. 14, 
2831-2838. 

Seo, J.B., Moon, H.M., Kim, W.S., Lee, Y.S., Jeong, H.W., Yoo, 
E.J., Ham, J., Kang, H., Park, M.G., Steffensen, K.R., et al. 
(2004). Activated liver x receptors stimulate adipocyte 
differentiation through induction of peroxisome proliferator-
activated receptor gamma expression. Mol. Cell. Biol. 24, 3430-
3444. 

Shimano, H., Yahagi, N., Amemiya-Kudo, M., Hasty, A.H., Osuga, 
J., Tamura, Y., Shionoiri, F., Iizuka, Y., Ohashi, K., Harada, K., et 
al. (1999). Sterol regulatory element-binding protein-1 as a key 
transcription factor for nutritional induction of lipogenic enzyme 
genes. J. Biol. Chem. 274, 35832-35839. 

Uttarwar, L., Gao, B., Ingram, A.J., and Krepinsky, J.C. (2012). 
Srebp-1 activation by glucose mediates tgf-beta upregulation in 
mesangial cells. Am. J. Physiol. Renal. Physiol. 302, F329-341. 

Uyeda, K., and Repa, J.J. (2006). Carbohydrate response element 
binding protein, chrebp, a transcription factor coupling hepatic 
glucose utilization and lipid synthesis. Cell Met. 4, 107-110. 

Uyeda, K., Yamashita, H., and Kawaguchi, T. (2002). Carbohydrate 
responsive element-binding protein (chrebp): A key regulator of 
glucose metabolism and fat storage. Biochem. Pharmacol. 
63912, 2075-2080. 

Xu, X., So, J.S., Park, J.G., and Lee, A.H. (2013). Transcriptional 
control of hepatic lipid metabolism by srebp and chrebp. Semin. 
Liver Dis. 33, 301-311.  

Yamashita, H., Takenoshita, M., Sakurai, M., Bruick, R.K., Henzel, 
W.J., Shillinglaw, W., Arnot, D., and Uyeda, K. (2001). A glucose-
responsive transcription factor that regulates carbohydrate 
metabolism in the liver. Proc. Natl. Acad. Sci. USA 98, 9116-
9121. 

Yaqiu, L., Helin. Z., and Gongshe, Y. (2007). Effects of RXR  gene α
silencing on the porcine adipocyte differentiation on vitro. Comp. 
Biochem. Physi. D. 2, 207-214. 

Zanotti, I., Poti, F., Pedrelli, M., Favari, E., Moleri, E., Franceschini, 
G., Calabresi, L., and Bernini, F. (2008). The lxr agonist t0901317 
promotes the reverse cholesterol transport from macrophages by 
increasing plasma efflux potential. J. Lipid Res. 49, 954-960. 

Zhang, G.H., Lu, J.X., Chen, Y., Zhao, Y.Q., Guo, P.H., Yang, J.T., 
and Zang, R.X. (2014). Comparison of the adipogenesis in 
intramuscular and subcutaneous adipocytes from bamei and 
landrace pigs. Biochem. Cell Biol. 92, 259-267. 

Zhang, G.H., Lu, J.X., Chen, Y., Guo, P.H., Qiao, Z.L., Feng, R.F., 
Chen, S.E., Bai, J.L., Huo, S.D., and Ma, Z.R. (2015). Chrebp 
and lxralpha mediate synergistically lipogenesis induced by 
glucose in porcine adipocytes. Gene 565, 30-38.

 
 



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
    /2008SeoulHangangL
    /2008SeoulHangangM
    /2008SeoulNamsanB
    /2008SeoulNamsanEB
    /2008SeoulNamsanL
    /ACaslonPro-Bold
    /ACaslonPro-BoldItalic
    /ACaslonPro-Italic
    /ACaslonPro-Regular
    /ACaslonPro-Semibold
    /ACaslonPro-SemiboldItalic
    /AdobeArabic-Bold
    /AdobeArabic-BoldItalic
    /AdobeArabic-Italic
    /AdobeArabic-Regular
    /AdobeDevanagari-Bold
    /AdobeDevanagari-BoldItalic
    /AdobeDevanagari-Italic
    /AdobeDevanagari-Regular
    /AdobeFangsongStd-Regular
    /AdobeFanHeitiStd-Bold
    /AdobeGothicStd-Bold
    /AdobeHebrew-Bold
    /AdobeHebrew-BoldItalic
    /AdobeHebrew-Italic
    /AdobeHebrew-Regular
    /AdobeHeitiStd-Regular
    /AdobeKaitiStd-Regular
    /AdobeMingStd-Light
    /AdobeMyungjoStd-Medium
    /AdobeNaskh-Medium
    /AdobeSongStd-Light
    /AGaramondPro-Bold
    /AGaramondPro-BoldItalic
    /AGaramondPro-Italic
    /AGaramondPro-Regular
    /AgencyFB-Bold
    /AgencyFB-Reg
    /Aharoni-Bold
    /ahn2006-B
    /ahn2006-L
    /ahn2006-M
    /Algerian
    /AmiR-HM
    /Andalus
    /AngsanaNew
    /AngsanaNew-Bold
    /AngsanaNew-BoldItalic
    /AngsanaNew-Italic
    /AngsanaUPC
    /AngsanaUPC-Bold
    /AngsanaUPC-BoldItalic
    /AngsanaUPC-Italic
    /Aparajita
    /Aparajita-Bold
    /Aparajita-BoldItalic
    /Aparajita-Italic
    /Apple-Chancery
    /ArabicTypesetting
    /Arial-Black
    /Arial-BoldItalicMT
    /Arial-BoldMT
    /Arial-ItalicMT
    /ArialMT
    /ArialNarrow
    /ArialNarrow-Bold
    /ArialNarrow-BoldItalic
    /ArialNarrow-Italic
    /ArialRoundedMTBold
    /ArialUnicodeMS
    /ArnoPro-Bold
    /ArnoPro-BoldCaption
    /ArnoPro-BoldDisplay
    /ArnoPro-BoldItalic
    /ArnoPro-BoldItalicCaption
    /ArnoPro-BoldItalicDisplay
    /ArnoPro-BoldItalicSmText
    /ArnoPro-BoldItalicSubhead
    /ArnoPro-BoldSmText
    /ArnoPro-BoldSubhead
    /ArnoPro-Caption
    /ArnoPro-Display
    /ArnoPro-Italic
    /ArnoPro-ItalicCaption
    /ArnoPro-ItalicDisplay
    /ArnoPro-ItalicSmText
    /ArnoPro-ItalicSubhead
    /ArnoPro-LightDisplay
    /ArnoPro-LightItalicDisplay
    /ArnoPro-Regular
    /ArnoPro-Smbd
    /ArnoPro-SmbdCaption
    /ArnoPro-SmbdDisplay
    /ArnoPro-SmbdItalic
    /ArnoPro-SmbdItalicCaption
    /ArnoPro-SmbdItalicDisplay
    /ArnoPro-SmbdItalicSmText
    /ArnoPro-SmbdItalicSubhead
    /ArnoPro-SmbdSmText
    /ArnoPro-SmbdSubhead
    /ArnoPro-SmText
    /ArnoPro-Subhead
    /AuctionGothicBold
    /AuctionGothicLight
    /AuctionGothicMedium
    /AvantGardeITCbyBT-Book
    /AvantGardeITCbyBT-Medium
    /BaskOldFace
    /Batang
    /BatangChe
    /Bauhaus93
    /BellGothicStd-Black
    /BellGothicStd-Bold
    /BellMT
    /BellMTBold
    /BellMTItalic
    /BerlinSansFB-Bold
    /BerlinSansFBDemi-Bold
    /BerlinSansFB-Reg
    /BernardMT-Condensed
    /BickhamScriptPro-Bold
    /BickhamScriptPro-Regular
    /BickhamScriptPro-Semibold
    /BirchStd
    /BlackadderITC-Regular
    /BlackoakStd
    /BodoniMT
    /BodoniMTBlack
    /BodoniMTBlack-Italic
    /BodoniMT-Bold
    /BodoniMT-BoldItalic
    /BodoniMTCondensed
    /BodoniMTCondensed-Bold
    /BodoniMTCondensed-BoldItalic
    /BodoniMTCondensed-Italic
    /BodoniMT-Italic
    /BodoniMTPosterCompressed
    /BookAntiqua
    /BookAntiqua-Bold
    /BookAntiqua-BoldItalic
    /BookAntiqua-Italic
    /BookmanOldStyle
    /BookmanOldStyle-Bold
    /BookmanOldStyle-BoldItalic
    /BookmanOldStyle-Italic
    /BookshelfSymbolSeven
    /BradleyHandITC
    /BritannicBold
    /Broadway
    /BrowalliaNew
    /BrowalliaNew-Bold
    /BrowalliaNew-BoldItalic
    /BrowalliaNew-Italic
    /BrowalliaUPC
    /BrowalliaUPC-Bold
    /BrowalliaUPC-BoldItalic
    /BrowalliaUPC-Italic
    /BrushScriptMT
    /BrushScriptStd
    /Calibri
    /Calibri-Bold
    /Calibri-BoldItalic
    /Calibri-Italic
    /CalifornianFB-Bold
    /CalifornianFB-Italic
    /CalifornianFB-Reg
    /CalisMTBol
    /CalistoMT
    /CalistoMT-BoldItalic
    /CalistoMT-Italic
    /Cambria
    /Cambria-Bold
    /Cambria-BoldItalic
    /Cambria-Italic
    /CambriaMath
    /Candara
    /Candara-Bold
    /Candara-BoldItalic
    /Candara-Italic
    /Castellar
    /Centaur
    /Century
    /CenturyGothic
    /CenturyGothic-Bold
    /CenturyGothic-BoldItalic
    /CenturyGothic-Italic
    /CenturySchoolbook
    /CenturySchoolbook-Bold
    /CenturySchoolbook-BoldItalic
    /CenturySchoolbook-Italic
    /ChaparralPro-Bold
    /ChaparralPro-BoldIt
    /ChaparralPro-Italic
    /ChaparralPro-LightIt
    /ChaparralPro-Regular
    /CharlemagneStd-Bold
    /Chiller-Regular
    /ColonnaMT
    /ComicSansMS
    /ComicSansMS-Bold
    /Consolas
    /Consolas-Bold
    /Consolas-BoldItalic
    /Consolas-Italic
    /Constantia
    /Constantia-Bold
    /Constantia-BoldItalic
    /Constantia-Italic
    /CooperBlack
    /CooperBlackStd
    /CooperBlackStd-Italic
    /CopperplateGothic-Bold
    /CopperplateGothic-Light
    /Corbel
    /Corbel-Bold
    /Corbel-BoldItalic
    /Corbel-Italic
    /CordiaNew
    /CordiaNew-Bold
    /CordiaNew-BoldItalic
    /CordiaNew-Italic
    /CordiaUPC
    /CordiaUPC-Bold
    /CordiaUPC-BoldItalic
    /CordiaUPC-Italic
    /CourierNewPS-BoldItalicMT
    /CourierNewPS-BoldMT
    /CourierNewPS-ItalicMT
    /CourierNewPSMT
    /Crayon
    /CreGoB
    /CreGoL
    /CreGoM
    /CreMjoB
    /CreMjoL
    /CurlzMT
    /Daum_Regular
    /Daum_SemiBold
    /DaunPenh
    /David
    /David-Bold
    /DFKaiShu-SB-Estd-BF
    /DilleniaUPC
    /DilleniaUPCBold
    /DilleniaUPCBoldItalic
    /DilleniaUPCItalic
    /Dinbla
    /DIN-Black
    /Dinbol
    /DINBold
    /DIN-Bold
    /Dinlig
    /DIN-Light
    /Dinmed
    /DIN-Medium
    /DokChampa
    /Dotum
    /DotumChe
    /DungunR
    /Ebrima
    /Ebrima-Bold
    /EccentricStd
    /EdwardianScriptITC
    /Elephant-Italic
    /Elephant-Regular
    /EngraversMT
    /ErasITC-Bold
    /ErasITC-Demi
    /ErasITC-Light
    /ErasITC-Medium
    /EstrangeloEdessa
    /EucrosiaUPC
    /EucrosiaUPCBold
    /EucrosiaUPCBoldItalic
    /EucrosiaUPCItalic
    /EuphemiaCAS
    /ExpoM-HM
    /FangSong
    /FelixTitlingMT
    /FootlightMTLight
    /ForteMT
    /FranklinGothic-Book
    /FranklinGothic-BookItalic
    /FranklinGothic-Demi
    /FranklinGothic-DemiCond
    /FranklinGothic-DemiItalic
    /FranklinGothic-Heavy
    /FranklinGothic-HeavyItalic
    /FranklinGothic-Medium
    /FranklinGothic-MediumCond
    /FranklinGothic-MediumItalic
    /FrankRuehl
    /Freehand521BT-RegularC
    /FreesiaUPC
    /FreesiaUPCBold
    /FreesiaUPCBoldItalic
    /FreesiaUPCItalic
    /FreestyleScript-Regular
    /FrenchScriptMT
    /Fritz
    /FuturaBT-Bold
    /FuturaBT-Medium
    /FZSY--SURROGATE-0
    /Gabriola
    /Gaeul
    /Garamond
    /Garamond-Bold
    /Garamond-Italic
    /GaramondPremrPro
    /GaramondPremrPro-It
    /GaramondPremrPro-Smbd
    /GaramondPremrPro-SmbdIt
    /Gautami
    /Gautami-Bold
    /Georgia
    /Georgia-Bold
    /Georgia-BoldItalic
    /Georgia-Italic
    /GiddyupStd
    /Gigi-Regular
    /GillSansMT
    /GillSansMT-Bold
    /GillSansMT-BoldItalic
    /GillSansMT-Condensed
    /GillSansMT-ExtraCondensedBold
    /GillSansMT-Italic
    /GillSans-UltraBold
    /GillSans-UltraBoldCondensed
    /Gisha
    /Gisha-Bold
    /GloucesterMT-ExtraCondensed
    /GoudyOldStyleT-Bold
    /GoudyOldStyleT-Italic
    /GoudyOldStyleT-Regular
    /GoudyStout
    /Gulim
    /GulimChe
    /Gungsuh
    /GungsuhChe
    /H2gprM
    /H2gsrB
    /H2gtrE
    /H2gtrM
    /H2hdrM
    /H2mjrE
    /H2mjsM
    /H2mkpB
    /H2porL
    /H2porM
    /H2sa1M
    /HaanBaekjeB
    /HaanBaekjeM
    /HaanCjaB
    /HaanCjaL
    /HaanCjaM
    /HaanSaleB
    /HaanSaleM
    /HaansoftBatang
    /HaansoftDotum
    /HaanSollipB
    /HaanSollipM
    /HaanSomangB
    /HaanSomangM
    /HaanYGodic23
    /HaanYGodic24
    /HaanYGodic25
    /HaanYHeadB
    /HaanYHeadL
    /HaanYHeadM
    /Haettenschweiler
    /HarlowSolid
    /Harrington
    /HCRBatang
    /HCRBatang-Bold
    /HCRBatangExt
    /HCRDotum
    /HCRDotum-Bold
    /HCRDotumExt
    /HeadlineR-HM
    /HighTowerText-Italic
    /HighTowerText-Reg
    /HMKBP
    /HMKBS
    /HoboStd
    /HUSun162
    /HYbdaL
    /HYbdaM
    /HYbsrB
    /HYcysM
    /HYdnkB
    /HYdnkM
    /HYgprM
    /HYgsrB
    /HYgtrE
    /HYhaeseo
    /HyhwpEQ
    /HYkanB
    /HYkanM
    /HYmjrE
    /HYmprL
    /HYnamB
    /HYnamL
    /HYnamM
    /HYporM
    /HYsanB
    /HYsnrL
    /HYsupB
    /HYsupM
    /HYtbrB
    /HYwulB
    /HYwulM
    /Impact
    /ImprintMT-Shadow
    /InformalRoman-Regular
    /InterGTB
    /InterGTL
    /InterGTM
    /IrisUPC
    /IrisUPCBold
    /IrisUPCBoldItalic
    /IrisUPCItalic
    /IskoolaPota
    /IskoolaPota-Bold
    /JasmineUPC
    /JasmineUPCBold
    /JasmineUPCBoldItalic
    /JasmineUPCItalic
    /Jokerman-Regular
    /JuiceITC-Regular
    /Jumja-1
    /KachbalL
    /KaiTi
    /Kalinga
    /Kalinga-Bold
    /Kartika
    /Kartika-Bold
    /KhmerUI
    /KhmerUI-Bold
    /KodchiangUPC
    /KodchiangUPCBold
    /KodchiangUPCBoldItalic
    /KodchiangUPCItalic
    /Kokila
    /Kokila-Bold
    /Kokila-BoldItalic
    /Kokila-Italic
    /KoPubBatangBold
    /KoPubBatangLight
    /KoPubBatangMedium
    /KoPubDotumBold
    /KoPubDotumLight
    /KoPubDotumMedium
    /KoreanDREAM1-R
    /KoreanDREAM2-R
    /KoreanDREAM3-R
    /KoreanDREAM4-R
    /KoreanDREAM5-R
    /KoreanDREAM6-R
    /KoreanDREAM7-R
    /KozGoPr6N-Bold
    /KozGoPr6N-ExtraLight
    /KozGoPr6N-Heavy
    /KozGoPr6N-Light
    /KozGoPr6N-Medium
    /KozGoPr6N-Regular
    /KozGoPro-Bold
    /KozGoPro-ExtraLight
    /KozGoPro-Heavy
    /KozGoPro-Light
    /KozGoPro-Medium
    /KozGoPro-Regular
    /KozMinPr6N-Bold
    /KozMinPr6N-ExtraLight
    /KozMinPr6N-Heavy
    /KozMinPr6N-Light
    /KozMinPr6N-Medium
    /KozMinPr6N-Regular
    /KozMinPro-Bold
    /KozMinPro-ExtraLight
    /KozMinPro-Heavy
    /KozMinPro-Light
    /KozMinPro-Medium
    /KozMinPro-Regular
    /KristenITC-Regular
    /KunstlerScript
    /LaoUI
    /LaoUI-Bold
    /Latha
    /Latha-Bold
    /LatinWide
    /Leelawadee
    /Leelawadee-Bold
    /LetterGothicStd
    /LetterGothicStd-Bold
    /LetterGothicStd-BoldSlanted
    /LetterGothicStd-Slanted
    /LevenimMT
    /LevenimMT-Bold
    /LifeBT-Italic
    /LifeBT-Roman
    /LilyUPC
    /LilyUPCBold
    /LilyUPCBoldItalic
    /LilyUPCItalic
    /LithosPro-Black
    /LithosPro-Regular
    /LucidaBright
    /LucidaBright-Demi
    /LucidaBright-DemiItalic
    /LucidaBright-Italic
    /LucidaCalligraphy-Italic
    /LucidaConsole
    /LucidaFax
    /LucidaFax-Demi
    /LucidaFax-DemiItalic
    /LucidaFax-Italic
    /LucidaHandwriting-Italic
    /LucidaSans
    /LucidaSans-Demi
    /LucidaSans-DemiItalic
    /LucidaSans-Italic
    /LucidaSans-Typewriter
    /LucidaSans-TypewriterBold
    /LucidaSans-TypewriterBoldOblique
    /LucidaSans-TypewriterOblique
    /LucidaSansUnicode
    /MagicR-HM
    /Magneto-Bold
    /MaiandraGD-Regular
    /MalgunGothic
    /MalgunGothicBold
    /MalgunGothicRegular
    /Mangal
    /Mangal-Bold
    /Marlett
    /MaturaMTScriptCapitals
    /MDAlong
    /MDArt
    /MDEasop
    /MDGaesung
    /MDSol
    /Meiryo
    /Meiryo-Bold
    /Meiryo-BoldItalic
    /Meiryo-Italic
    /MeiryoUI
    /MeiryoUI-Bold
    /MeiryoUI-BoldItalic
    /MeiryoUI-Italic
    /MesquiteStd
    /MHunmin
    /MicrosoftHimalaya
    /MicrosoftJhengHeiBold
    /MicrosoftJhengHeiRegular
    /MicrosoftNewTaiLue
    /MicrosoftNewTaiLue-Bold
    /MicrosoftPhagsPa
    /MicrosoftPhagsPa-Bold
    /MicrosoftSansSerif
    /MicrosoftTaiLe
    /MicrosoftTaiLe-Bold
    /MicrosoftUighur
    /MicrosoftYaHei
    /MicrosoftYaHei-Bold
    /Microsoft-Yi-Baiti
    /MingLiU
    /MingLiU-ExtB
    /Ming-Lt-HKSCS-ExtB
    /Ming-Lt-HKSCS-UNI-H
    /MinionPro-Bold
    /MinionPro-BoldCn
    /MinionPro-BoldCnIt
    /MinionPro-BoldIt
    /MinionPro-It
    /MinionPro-Medium
    /MinionPro-MediumIt
    /MinionPro-Regular
    /MinionPro-Semibold
    /MinionPro-SemiboldIt
    /Miriam
    /MiriamFixed
    /Mistral
    /Modern-Regular
    /Moebius
    /Moebius-Bold
    /MoebiusKorea-Bold
    /MoebiusKorea-Regular
    /MoeumTR-HM
    /MogfilM
    /MongolianBaiti
    /MonotypeCorsiva
    /MoolBoran
    /MS-Gothic
    /MS-Mincho
    /MSOutlook
    /MS-PGothic
    /MS-PMincho
    /MSReferenceSansSerif
    /MSReferenceSpecialty
    /MS-UIGothic
    /MVBoli
    /MyriadArabic-Bold
    /MyriadArabic-BoldIt
    /MyriadArabic-It
    /MyriadArabic-Regular
    /MyriadHebrew-Bold
    /MyriadHebrew-BoldIt
    /MyriadHebrew-It
    /MyriadHebrew-Regular
    /MyriadPro-Bold
    /MyriadPro-BoldCond
    /MyriadPro-BoldCondIt
    /MyriadPro-BoldIt
    /MyriadPro-Cond
    /MyriadPro-CondIt
    /MyriadPro-It
    /MyriadPro-Regular
    /MyriadPro-Semibold
    /MyriadPro-SemiboldIt
    /NanumGothic
    /NanumGothicBold
    /NanumGothicCoding
    /NanumGothicCoding-Bold
    /NanumGothicExtraBold
    /NanumMyeongjo
    /NanumMyeongjoBold
    /NanumMyeongjoExtraBold
    /Narkisim
    /NemoB
    /NemoL
    /NemoM
    /NemoXB
    /NewBaskervilleBold
    /NewBaskervilleBoldItalic
    /NewBaskervilleITCbyBT-Bold
    /NewBaskervilleITCbyBT-BoldItal
    /NewGulim
    /NiagaraEngraved-Reg
    /NiagaraSolid-Reg
    /NSimSun
    /NuevaStd-Bold
    /NuevaStd-BoldCond
    /NuevaStd-BoldCondItalic
    /NuevaStd-Cond
    /NuevaStd-CondItalic
    /NuevaStd-Italic
    /Nyala-Regular
    /OCRAbyBT-Regular
    /OCRAExtended
    /OCRAStd
    /OCRB10PitchBT-Regular
    /OldEnglishTextMT
    /Onyx
    /Optima
    /OptimaBold
    /OptimaBoldOblique
    /OptimaOblique
    /Optimer-Bold
    /Optimer-BoldOblique
    /Optimer-Oblique
    /Optimer-Regular
    /OrandaBT-Bold
    /OrandaBT-BoldCondensed
    /OrandaBT-BoldItalic
    /OratorStd
    /OratorStd-Slanted
    /PalaceScriptMT
    /PalatinoLinotype-Bold
    /PalatinoLinotype-BoldItalic
    /PalatinoLinotype-Italic
    /PalatinoLinotype-Roman
    /Papyrus-Regular
    /Parchment-Regular
    /Perpetua
    /Perpetua-Bold
    /Perpetua-BoldItalic
    /Perpetua-Italic
    /PerpetuaTitlingMT-Bold
    /PerpetuaTitlingMT-Light
    /PlantagenetCherokee
    /Playbill
    /PMingLiU
    /PMingLiU-ExtB
    /PoorRichard-Regular
    /PoplarStd
    /PrestigeEliteStd-Bd
    /Pristina-Regular
    /PyunjiR-HM
    /Raavi
    /RageItalic
    /Ravie
    /RixAfricaM
    /RixBGB
    /RixBGEB
    /RixBGL
    /RixBGM
    /RixCoffeeM
    /RixDictationM
    /RixDokdo
    /RixErasergB
    /RixErasergL
    /RixErasergM
    /RixErasermB
    /RixErasermL
    /RixErasermM
    /RixFreshmanM
    /RixGoB
    /RixGoEB
    /RixGoL
    /RixGoM
    /RixHeadB
    /RixHeadEB
    /RixHeadL
    /RixHeadM
    /RixJGoB
    /RixJGoL
    /RixJGoM
    /RixJJanguM
    /RixLoveAngelM
    /RixMelangchollyM
    /RixMindureM
    /RixMjB
    /RixMjEB
    /RixMjL
    /RixMjM
    /RixPark03
    /RIXVKOREA
    /Rockwell
    /Rockwell-Bold
    /Rockwell-BoldItalic
    /Rockwell-Condensed
    /Rockwell-CondensedBold
    /Rockwell-ExtraBold
    /Rockwell-Italic
    /Rod
    /RosewoodStd-Regular
    /SakkalMajalla
    /SakkalMajallaBold
    /San60B
    /San60M
    /SanBgB
    /SanBgL
    /SanBgM
    /SanBkB
    /SanBkL
    /SanBoM
    /SanBsB
    /SanBsL
    /SanBsU
    /SanCnB
    /SanCnL
    /SanCnM
    /SanDaM
    /SandArB
    /SandAtM
    /SandEgB
    /SandEgCB
    /SanDfB
    /SanDfS
    /SanDfT
    /SandJg
    /SandKg
    /SandKm
    /SandMtB
    /SandMtL
    /SandMtM
    /SanDsB
    /SanDsL
    /SandSm
    /SanDsM
    /SandTg
    /SandTm
    /SanDungunB
    /SanDungunL
    /SanDungunM
    /SanDungunSB
    /SanEgL
    /SanEgM
    /SanHgB
    /SanHgL
    /SanHgM
    /SanIgM
    /SanJhB
    /SanJhR
    /SanJs
    /SanKbB
    /SanKbM
    /SanKsB
    /SanKsL
    /SanKsM
    /SanMogfilB
    /SanMuL
    /SanMuM
    /SanNsB
    /SanNsM
    /SanPiB
    /SanPiL
    /SanPiM
    /SanPuB
    /SanPuW
    /SanSg
    /SanSk
    /SanSrB
    /SanSrL
    /SanStM
    /SanWi
    /SanYb
    /ScriptMTBold
    /SD_SungkyongB
    /SD_SungkyongL
    /SD_SungkyongM
    /SegoePrint
    /SegoePrint-Bold
    /SegoeScript
    /SegoeScript-Bold
    /SegoeUI
    /SegoeUI-Bold
    /SegoeUI-BoldItalic
    /SegoeUI-Italic
    /SegoeUI-Light
    /SegoeUI-SemiBold
    /SegoeUISymbol
    /SeoulHangangM
    /SeoulNamsanEB
    /SeoulNamsanM
    /SeUtum
    /SHeadG
    /SHeadR
    /ShonarBangla
    /ShonarBangla-Bold
    /ShowcardGothic-Reg
    /Shruti
    /Shruti-Bold
    /SimHei
    /SimplifiedArabic
    /SimplifiedArabic-Bold
    /SimplifiedArabicFixed
    /SimSun
    /SimSun-ExtB
    /SimSun-PUA
    /SketchB
    /SketchL
    /SketchM
    /SnapITC-Regular
    /Stencil
    /StencilStd
    /Swiss721BT-Black
    /Swiss721BT-Bold
    /Swiss721BT-Heavy
    /Swiss721BT-Light
    /Swiss721BT-Roman
    /Sylfaen
    /SymbolMT
    /Tahoma
    /Tahoma-Bold
    /TektonPro-Bold
    /TektonPro-BoldCond
    /TektonPro-BoldExt
    /TektonPro-BoldObl
    /TempusSansITC
    /TimesNewRomanMT-ExtraBold
    /TimesNewRomanPS-BoldItalicMT
    /TimesNewRomanPS-BoldMT
    /TimesNewRomanPS-ItalicMT
    /TimesNewRomanPSMT
    /ToodamB
    /ToodamL
    /ToodamM
    /TraditionalArabic
    /TraditionalArabic-Bold
    /TrajanPro-Bold
    /TrajanPro-Regular
    /Trebuchet-BoldItalic
    /TrebuchetMS
    /TrebuchetMS-Bold
    /TrebuchetMS-Italic
    /TSThpbd
    /TSThprg
    /TSTNamr
    /TSTPenC
    /Tunga
    /Tunga-Bold
    /TwCenMT-Bold
    /TwCenMT-BoldItalic
    /TwCenMT-Condensed
    /TwCenMT-CondensedBold
    /TwCenMT-CondensedExtraBold
    /TwCenMT-Italic
    /TwCenMT-Regular
    /TypewriteB
    /TypewriteL
    /TypewriteM
    /Utsaah
    /Utsaah-Bold
    /Utsaah-BoldItalic
    /Utsaah-Italic
    /Vani
    /Vani-Bold
    /Verdana
    /Verdana-Bold
    /Verdana-BoldItalic
    /Verdana-Italic
    /Vijaya
    /Vijaya-Bold
    /VinerHandITC
    /Vivaldii
    /VladimirScript
    /Vrinda
    /Vrinda-Bold
    /Webdings
    /Wingdings2
    /Wingdings3
    /Wingdings-Regular
    /WP-ArabicScriptSihafa
    /WP-ArabicSihafa
    /WP-CyrillicA
    /WP-CyrillicB
    /WP-GreekCentury
    /WP-GreekCourier
    /WP-GreekHelve
    /WP-HebrewDavid
    /WP-MultinationalAHelve
    /WP-MultinationalARoman
    /WP-MultinationalBCourier
    /WP-MultinationalBHelve
    /WP-MultinationalBRoman
    /WP-MultinationalCourier
    /YDI2002
    /YDIBirdB
    /YDIBirdL
    /YDIBirdM
    /YDICstreL
    /YDICstreUL
    /YDIGurmM
    /YDIHSalB
    /YDIHSalL
    /YDIHSalM
    /YDIIrisB
    /YDIIrisL
    /YDIPinoB
    /YDIPinoM
    /YDIYGO110-KSCpc-EUC-H
    /YDIYGO140
    /YDIYGO150
    /YDIYGO160
    /YDIYGO310
    /YDIYGO320
    /YDIYGO330
    /YDIYGO340
    /YDIYGO350
    /YDIYGO360
    /YDIYheadB-KSCpc-EUC-H
    /YDIYheadL
    /YDIYheadUL
    /YDIYMjO130
    /YDIYMjO150
    /YDIYMjO220
    /YDIYMjO230
    /YDIYMjO240
    /YDIYMjO310
    /YDIYMjO320
    /YDIYMjO330
    /YDIYMjO340
    /YDIYMjO350
    /YDIYMjO360
    /YetR-HM
    /YGO115
    /YGO125
    /YGO135
    /YGO145
    /YGO155
    /YGO165
    /YGO520
    /YGO530
    /YGO540
    /YGO550
    /YjBACDOOBold
    /YJBELLAMedium
    /YJBLOCKMedium
    /YJBONMOKGAKMedium
    /YjBUTGOTLight
    /YjCHMSOOTBold
    /YjDOOLGIMedium
    /YjDWMMOOGJOMedium
    /YjGABIBold
    /YjGOTGAEMedium
    /YjINITIALPOSITIVEMedium
    /YJINJANGMedium
    /YjMAEHWASemiBold
    /YjNANCHOMedium
    /YjSHANALLMedium
    /YjSOSELSemiBold
    /YjTEUNTEUNBold
    /YjWADAGMedium
    /YMjO23
    /YMjO42
    /Ymjo420
    /Ymjo450
    /YMjO520
    /YMjO530
    /YMjO540
    /YMjO550
    /YonseiB
    /YonseiL
    /YSin
    /ZWAdobeF
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


