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Abstract The ami of our study was on the anti-obesity effect of ethanol extract from Trichosanthes kirilowii Maxim
root (TKM) in murine adipocytes, 3T3-L1 cells. This study focused on anti-adipogenic activity through inhibition
of cell differentiation in 3T3-L1 cells treated TKM. 100 ug/ml of non-cytotoxic TEM remarkablely inhibited content
of triglycerol and suppressed expressions of C/EBPa, PPARya and SREBP-1c related with lipogenic transcription
factors in theres 3T3-L1 cells compared to (-)control cells. As phosphorylations of AMPK and ACC were incerased,
HSL and CPT-1 mRNA expression increased upon TKM treatment, which involved in inhibition of fatty acid
synthase expression. In conclusion, these results indicate that TKM can inhibit mRNA and protein expression of
lipogenic genes in 3T3-L1 adipocytes. Our study suggests that TKM has potential anti-obesity effects and is a
convergence therapeutic functional agent with anti-adipogenic activity via hypolipogenesis.
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Table 1. Oligonucleotides sequence used in PCR

Genes” Sequence (5—3)
PPARy (F) 5-ATT CTG GCC CAC CAA CTT CGG-3
(R 5-TGG AAG CCT GAT GCT TTA TCC CCA-3
C/EBPa (F) 5-GCA ACG CCG CCT TTG GCT TT-3'
(R 5-AGT GCG CGA TCT GGA ACT GC-3
SREBP1c (F) 5-ATCCGCTTCTTACAGCACAG-3
(R) 5-CCAATTAGAGCCATCTCTGC -3
FAS (F) 5-CCCTGAAATCCCAGCACTTC-3'
(R) 5-GGCATGGCTGCTGTAGGGGT-3
AMPK (F) 5-CCA GGT CAT CAG TAC ACC AT-3
(R 5-CTG CCA AAG GAT CCT GGT GA-3
ACC (F) 5-GGACCACTGCATGGAATGTTAA-3'
(R 5-TGAGTGACTGCCGAAACATCTC-3'
HSL (F) 5-GGTGACACTCGCAGAAGACAATA-3
(R 5-GCCGCCGTGCTGTCTCT-3
CPT-1 (F) 5-CTCAGTGGGAGCGACTCTTCA-3
(R

5-GGCCTCTGTGGTACACGACAA-3'

Uperoxisome proliferator-activated receptor gamma (PPARy), CCAAT/enhancer-binding protein-alpha (C/EBPa), sterol regulatory element binding protein

(SREBP-10), fatty acid synthase (FAS),
carnitine palmitoyltransferase—1 activity (CPT-1).

isobutylmethylxanthine, 2 1M dexamethasone %7} =
w4 TKME Az|sto] 48411t wjataitt. 4841F &
TKM 50 pg/mL, 1€ 2 pg/mLe g-+3 10% FBS-
DMEM iAol A 48413F, ThA] 10% FBS-DMEM B ]
oA A E<F st s AAEd A
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3T3-L1 AZE 96-well plateel] 2x10° cells/mLE &
< P slste] TKMS 10, 50, 100, 200, 500, 700,
1,000 pg/mL s == A estich. 243 vl §
AAsEL 05 mg/mL F%= MTIT (3-(4,5-dimethyl
-2-thiazolyl)-2,5-diphenyl-2H-tetrazolium bromide) A]
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buffer(pH 7.4) = 2413t 243 T Oil Red OF A4}
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AMP-activated protein kinase (AMPK), acetyl CoA carboxylase (ACC), hormone sensitivity lipase (HSL), and
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. Effect of TKM (Trichosanthes kirilowii Maxim. root) ethanol extract on Oil Red O staining and

Control(-)

triglyceride contents in differentiated 3T3—L1 adipocytes. A,
lipid accumulation using spectrophotometer.
meantSE of three independent experiments.
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Fig. 1. Effect of the Trichosanthes kirilowii Maxim
root (TKM) on viability of 3T3-L1 cells. MTT
assay. Results were expressed as the
meantSD of three independent experiments.
Student’'s t—test was performed using
GraphPad Prism 5 program. NS, none
significance, *P<0.05, control vs. TKM.

Ol Red O 3412 AWal 3
Aoz Gzt ALl —*a—%—ﬂ. AEn B3 JEs
AT A lck A

TKMZH w Al v

Fig. 29} ﬂv} AT, gz *ﬂﬂﬂ ] TKM # 2]
ol A A A

23 oAlsh AW HH AEI} 40%)
(B X

40

0

Control(-) ~ Control(+) 100 xg/ml
TKM

Lipid content (% of control)
o
=]

captured with a microscope; B,
Results were expressed as the
Student’s t—test was performed using GraphPad

Prism 5 program. *P<0.05, control vs. TKM. Fenofibrate was a positive control.
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Fig. 3. Effect of TKM extract on mRNA (black) and protein (white) expressions in the 3T3—L1 cells. GAPDH
and B—actin was used as a loading control in RT—PCR and western blot. Vehicle control (—),
Resveratrol as positive control (+) and TKM treated cells. TKM; 100 pg/ml Trichosanthes kirilowii
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