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Abstract

To evaluate the anti-obesity effect of Agrimonia pilosa L., this study investigated that ethyl acetate extract
from A. pilosa L. (EAAP) suppresses lipid accumulation and inhibits expression of adipogenic marker genes,
such as peroxisome proliferator activated receptor 7 (PPAR 7 ), CCAAT-enhancer-binding protein a (C/EBPa),
glucose transporter 4 (GLUT4), and adiponectin in 3T3-L1 preadipocytes. We demonstrated that EAAP inhibited
adipocyte differentiation and expression of PPAR 7y and C/EBPa mRNA levels in a dose-dependent manner.
In addition, EAAP reduced the PPAR y transcriptional activity stimulated by rosiglitazone in HEK 293T cells
and decreased the expression of GLUT4 and adiponectin in 3T3-L1 cells. These results suggest that EAAP
inhibits preadipocyte differentiation and adipogenesis by blocking of PPAR y and C/EBPa gene expression in

3T3-L1 cells.
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Dulbecco’s modified Eagle media(DMEM), fetal bovine
serum(FBS), trypsin-EDTA % penicillin-streptomycin
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o fFAAZ T AAFAIEE MDI(05 mM IBMX, 1 uM
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Table 1. The primer sequence used for real-time PCR

Target Primer sequences Accession No.
PPAR7 - AGAGHTCCACAGAGCTGATTCC 5 Gantisenso) NMLOL1146
C/EBP S CAGCCTAGAGATCCAGEGAC 3 (antisenso) BOISSI6]
GLUTA g : :iéégélgiigéig%}i%%?Ci(Xgé E ;?H(S :riti sense) NM_009204
Adiponectin 5'-AGCCTGGAGAAGCCGCTTAT-3" (sense) NM. 009605

5'-TTGCAGTAGAACTTGCCAGTGC-3’ (antisense)
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Fig. 1. Cell viability of 3T3-L1 preadipocytes cell. 3T3-L1
cells were treated with EAAP at various concentrations (12.5~100
ng/mL) for 24 hr. Cell viability was measured by the MTT assay.
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Fig. 2. The effect of EAAP on 3T3-L1 preadipocytes differentiation. (A) Post-confluent 3T3-L1 cells were differentiated in the
absence or in the presence of EAAP (50, 100 pg/mL) for 8 days and then the stained triglyceride content was quantified by measuring
absorbance. Data are expressed as the statistical significantly p<0.05. (B) Lipid accumulation was measured by Oil Red O staining.
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Fig. 3. The effect of EAAP on PPAR 7y, C/EBPa mRNA ex-
pression and transcriptional activity. (A) Post-confluent
3T3-L1 cells were differentiated in the absence or in the presence
of EAAP for 8 days. And the mRNA expression level of PPAR 7,
C/EBPa and GAPDH was evaluated by real-time polymerase
chain reaction. Data are expressed as the statistical significantly
"p<0.05. (B) HEK 293T cells were transfected with lipofectamine
using PPRE Luc, SV-40, pCDNA3-PPAR 7 plasmid and treated
with 50 pg/mL and 100 pg/mL of EAAP in the absence or pres—
ence of rosiglitazone for 24 hr. Luciferase assay was performed
by Dual-Luciferase Reporter Assay System Kkit. Data are ex-
pressed as the statistical significantly “p<0.05.
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Fig. 4. The effect of EAAP on GLUT4, adiponectin expression in differentiated 3T3-L1 preadipocytes. 3T3-L1 cells were treated
with EAAP for 8 days. And GLUT4 and Adiponectin mRNA expression were evaluated by the quantitative real-time polymerase chain

reaction. Data are expressed as the statistical significantly p<0.05.
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