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Inhibitory Effect of

Methanolic Extract of Cnidii Rhizoma

on the Melanogenesis

Jong Hun Park, Yang Jin Kim, Yeun Ja Mun', Young Cheol Lee, Won Hong Woo™

College of Oriental Medicine, Sangji University, 1. Professional Graduate School of Oriental Medicine, Wonkwang Universitysity

Down-regulation of melanin synthesis is required for recovery of pigmentary disorders and it is known that direct
inhibitors of tyrosinase suppress melanin synthesis. We screened several oriental medicinal plants using B16/F10 cells
and found that the methanolic extract of Cnidii Rhizoma down-regulated melanin synthesis effectively. Although the
proliferation of B16/F10 cells was decresed by the methanolic extract of Cnidii Rhizoma, it did not appear necrosis.
B16/F10 cells incubated with the methanolic extract of Cnidii Rhizoma showed reduced pigmentation and
tyrosinase activity. Western blotting revealed that the amount of tyrosinase was decreased by the methanolic extract
of Cnidii Rhizoma, These results suggest that the inhibitary effect of the methanolic extract of Cnidii Rhizoma on
melanogenesis is due to the suppression of tyrosinase in B16/F10 cells and Cnidii Rhizoma is a candidate for an

efficient whitening agent.
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Fig. 1. The effect of the methanolic extract of Cnidii Rhizoma on the
proliferation of B16/F10 cells. Celis were seeced at 1x10° cells/well and were
incubated in media contained 0, 100 and 150we/m of the methanolic exiract of
Cnidii Rhizoma for 5 days. The cell number was counted with a Fuchs-Rosenthal
cytometer after 1 day, 3 days and 5 days respectively. Data are means + S.0. of
three experiments performed in triplicate. Asterisks indicate a significant difference,
being compared with control group, ™P ¢ 0.01.

8]

Fig. 2. The Light micrographs of B16/F10 cells observed for 5 days.
A) Control, B) Methanolic extract of Cnidii Rhizoma 100w/ ml, C) Metanolic extract
of Cnidii Rhizoma 150ug/ ml {x100).
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Fig. 3. The effect of the methanolic extract of Cnidii Rhizoma on the
appearance of pellets. B16/F10 cells were seeded at 1x10° celis/well. The
cells were treated with 0, 100 and 150we/ml of the methanolic extract of Cnidii
Rhizoma for 3 days (A) or 5 days (B). Cells were trypsinized, counted and
pelleted by centrifugation. (A: 3x10° cell, B: 2x10° cell)
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Fig. 4. The effect of the methanolic exiract of Cnidii Rhizoma on

melanin contents in B16/F10 cells. Cells were seeded at 1x10° cells/well,
After 24 hours, cells were treated with several concentrations of the methanolic
extract of Cnidii Rhizoma and cultured for 1 day, 3 days and 5 days. Then,
melanin contents were measured as described in Materials and Methods. Data are
means = SD. of three experiments performed in triplicate. Asterisks indicate a
significant difference compared with control group, *P ¢ 0.05.
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Fig. 5. The effect of the methanolic extract of Cnidii Rhizoma on
tyrosinase activity. The effect on tyrosinase activity in B16/F10 cells was tested
with the variety of doses of the methanolic extract of Cnidii Rhizoma for 3 days.
Data are expressed as % of control and each column represents the mean + SD.
of at least three experiments performed in triplicate. Asterisks indicate a significant
difference compared with control group, *P < 005, ™P ¢ 0.01.

4. )il FEHO] tyrosinase ThAd dalof mixlE #E

i3 ZZ 0] Bl6/F10 M E2) tyrosinase G4 B4S 24
AlZACEZ tyrosinase protein Wl WS £A & Jhs4o] ok

9]

Hohd &

FH oA an

0] B16/F10 A Z9] tyrosinase
ZAK] 918K tyrosinase

0] &3} western blotting 2} O & tyrosinase protein
ARIETE 1B &N 100pg/meS} 150ug/ S X215}
o] 5% SO HiYFSt & tyrosinase protein level2 ZAISH A
o) ulsled BNIF) ZASUTH (Fig. 6).

Wb 2 dgolMs NI F£&0
protein e3loketoll RIAl= G&
antibody &

HO
=
{A=R

==

level€ &

(A)
Comrol DMSO  1004e/mt 150MIm8
Tyrosinase —» —— ﬂ‘ w— o
Actin —» —— ——— A ——
(8)
1.05
]
2
2 0.5
g .
=
g
0.0
Control DMSO 100 150

Cnidii Rhizoma (ug/mf)
Fig. 6. Tyrosinase expression on B16/F10 cells after treatment with
the methanolic extract of Cnidii Rhizoma. A B16/F10 cells were treated
with DMSQ, 100 and 150w/ mi for 5 days, and analyzed using Western blotting
as described in materials and methods. Arrows indicate the representative bands
and similar results were oblained in repeated experiments. B: Fold induction of
tyrosinase protein expression quantified by densitometer.
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