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ABSTRACT

Anti-oxidant Effects of Samultang-Gami on MEF Cells

Jae-Joong Jungl, Sun-Young GooZ, Eun-Bi GoZ, Jung-Suk Sungz, Dong-1Il Kim!
'Dept. of OB & GY, Graduate school of Oriental Medicine, Dong-Guk Univ.
“Dept. of Life Science, Dong-Guk Univ.

Purpose: This experiment is designed to find out anti-oxidant effects of
Samultang -Gami which was composed of Rehmanniae Radix(RR), Angelicae Gigantis
Radix, Cnidii Rhizoma(CR), Paconiae Radix(PR), Cortex Moutan Radicis, Hedyotis
Diffiisa(HD) and Caesalpinia Sappan on MEF cells.

Methods: In vitro antioxidant effects were measured by MTT assay, DPPH assay,
cell cycle analysis, AnnexinV-FITC/PI assay and DAPI staining using MEF cells
treated with various concentrations of 70% ethanol extract of Samultang-Gami.

Results:

1. In the scavenging for DPPH radical, the each treated groups of PR, CR
and HD showed positive effects. KK and CR increased the viability of oxidative
damaged MEF cells in a dose-dependent manner.

2. 70% ethanol extract of Samultang-Gami was shown best antioxidative effect
in the concentration of 0.5mg/ml.

3. The treatment of Samultang—Gami in oxidative damaged MEF cells didn't
have any effect on cell cycle restoration. but it could lower late apoptosis rate a
little and be observed the protection of nucleus.

Conclusion: It can be concluded that Samultang-Gami, RR and CR have
antioxidant effects on MEF cells.

Key Words: Samultang—Gami, MEF cells, Anti—oxidant.
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Table 1. Prescription of Samultang-
Gami

Herbal Scientific Name Amount
Name (g)
e Rehmanniae
A b T Radix 8
s we  Angelicae Gigantis
B . 4
Radix
JIf 55 Cnidii Rhizoma 4
E244%%  Paeoniae Radix 4
W i Cortex M Qutan 3
Radicis
FI bl 5 8 Hedyotis Diffiisa 8
WA Caesalpinia 3
Sappan
Total amount 34
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2oz AFYARAS FARAZ T2
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bromide]

i

A

e fish ge oz 29 o 3
ol Re 7 FEAL BYFEFH, B

AAZ7|(freeze dryer, llshin Lab Co.,
LTD, Korea)Z sAAZ3 AlE=Z
ALSSIATE UGNk S FEE e
100mg/ml 52 FZ3gomn, 7z A3
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1) AlEe} Al Zuj ek

Aol AH&E MEFE MEF cells2
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Type Culture Collection, USA)o|A &
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Fig. 1. The Effects of 7 Medicinal Herb
Extracts on Viability of MEF Cells
Determined by DPPH Assay.

7 Medicinal Herbs extracts were reacted at
37T, and the absorbance at 517nm due to
DPPH radical was determined. The results
are the mean £ SD of three independent
experiments.
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Fig. 2. The Antioxidant Effects of 7
Medicinal Herb Extracts on Oxidative
Damaged MEF Cells Determined by
MTT Assay.

MEF wild-type cells(were treated with various
concentration(0.1, 0.5, 1, 5 mg/ml) of 70%
ethanol extracts of 7 medicinal herb in the
presence of H202 (500 uM) for 24 h. Results
are expressed as the mean + S.D. of three
independent experiments.
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Fig. 3. The DPPH Free Radical Scavenging
Effect of Samutang—Gani Extracts Determined
by DPPH Assay.

Freshly prepared 150mM DPPH - ethanolic
solution was treated with various relative
concentration of extracts of Samultang-Gami
in the dark for 30 min.
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Fig. 4. The Antioxidant activity of Samudtang
—Gami.

(A) MEF cells were cultured in DMEM
containing 10%6 FBS and penicillin—streptomycin.
Each concentration of H2O2 was treated on
MEF cells(4.0x10° cells per mL) and incubated
in humidified 5% COs incubator for 24 h in
37°C. The absorbance was read at wavelength
of 570 nm. All test were performed in triplicate,
and values are means * SD (n=3).

(B) MEF cells(4x10" cells per mL) were treated

for 24 h with Samultang-Gami extract in
the presence of HxO: (500 pM). All test
were performed in triplicate, and values are
means + SD (n=3).
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Fig. 5. The Cell Cycle Analysis of MEF
cells.

Propidium iodide staining was performed and
samples were analyzed by flow cytometry.
(A) untreated cells. (B) H.O» was treated
on MEF cells. (C) MEF cells (4x10" cells per
mL) were treated for 24 h with Samultang
-Gami extract (x500). (D) MEF cells were
treated for 24 h with Samultang-Gami extract
(x500) in the presence of HoOy (500 pM).
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FACs analysis Via Annexin V-FITC/PI Staining
was used to observe the induction of apoptosis.
The induction of apoptosis was determined
by flow cytometric analysis of annexin V-FITC
and Pl-staining. Live cells are confined to
the left lower quadrant. Dead cells appear
first in the right lower quadrant(apoptosis)
due to the externalization of PS(detected
with Annexin V-FITC) and then in the upper
right quadrant as a result of the loss of cell
membrane integrity(PI incorporation). Cells
in the right lower quadrant indicate Anenxin
-positive, early apoptotic cells. The cells in
the upper right quadrant indicate Annexin
—positive/Pl-positive, late apoptotic cells.
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and visualized by fluorescent Microscope
(x200 magnification).
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