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Cytotoxicity of the Methanol Extract of Crotalariae sessiliflorae L.
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The cytotoxic activity of Cratalariae sessiliflorae on cultured NIH 3T3 fibroblasts and human oral epithelioid
carcinoma cells (KB) were evaluated by 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyl-2H-tetrazoliumbromide (MTT)
colorimetric method. These fractions of methanol extract of Cratalariae sessiliflorae showed inhibitory effect in
vitro in the milligram range against KB cell lines. In general, the antitumor activities of these fractions were
does-dependent over the milligram range. The comparison of IC50 values of these fractions in tumor cell
lines showed that their susceptibility to these fractions decrease in the following order: Fr. 4> Fr. 6> Fr.
10> FA.2> Fr. 11> Fr. 3> Fr. 8 Fr. 7> Fr. 9> Fr. 1> Fr. 5 by the MTT assay. These fractions
were tested for their cytotoxic effects on NIH 3T3 fibroblasts using MTT assay. They exhibited potent
cytotoxic activities in vitro in the milligram range against NIH 3T3 fibroblasts. In general, the cytotoxic
activities of these fractions were does-dependent over the milligram range. The comparison of CD50 values of
these fractions in NIH 3T3 fibroblasts shows that their susceptibility to these fractions in decrease the
following order: Fr. 10> Fr. 9> Fr. 2 = Fr. 4> Fr. 8> Fr. 11> Fr. | = Fr. 7> Fr. 3> Fr. 5 = Fr. 6 by the
MTT assay. These results suggests that fraction 5 has the most growth - inhibitory activity against KB cell
lines.
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Thin layer chromatography (TLC)E silica
gel plate (025 mm, polygram sil N-HR/UVas,

54 959l A s FEEY AXSA

E. Merck)Z octadecyl-functionalized silica gel
(C18)& Aldrich AEL AME8IE, FE8v=
NeFg AFFHA AHEEAT.

Axe Bl%e CO» incubator (Shellab Co.,
USA)E AH83tgdm, AxXse Ade Twkd
FTANNS At en, dArRe =EdN
7 (Inverted Microscope, Olympus, Japan)& Al
23t MTT AZFEAYE ELISA reader
(Spectra Max 250, USA)E AHZ3lch. 24
ZZo] A&3 methanol, n-hexane, chloroform,
acetonitrile, HO® FHstd ARG,
3-(4,5-dimethylthiazol-2-y1)-2,5-diphenyl-2H-
tetrazolium bromide, trypsin-EDTA A|%2 =
FA o2 SigmadiA T AT 7]
B} AlFS AFAIFE AHEEAT
FEUY
B A7 ALY FdHe Vs dHT &
B AHF AL PFALe}, v2Y B gd
ml 52 FgkxA0 wEgd 376 mE ¥,
Ao 24X T FE3AC olsk 2ol Al
W e 2&5le] de 58S 04 ¢m ¥UH
2 oFg ¥ oHdg AAFFAL F ¥
z&qth Azxd & vae FEE 2743 g
Atk s %% 25 ¢S 10 ml F2 £
236 Y32, wge @ mDE W U F
C18 (5 g)& %ol &7lg AYSFAIII AA
A7t} Coating® FZE Wed F28& CI8
(%5 g)ol 24 2y aZuEadTe Yol A
Mgz iAol BEE AU H9 By
o me &uE AGsEete £9 1, 1483 mg,
2y 2 58 mg, ¥8 3,58 mg, 9 4, 113 mg,
£¥ 5 68 mg, ¥ 6, 304 mg, ¥£¥ 7, 66 mg,
28 8 1l mg, ¥8 9, 15 mg, ¥4 10, 25 mg,
& 11, 18 mge At
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Table 1. The antitumor activities of the fractions of the methanol extract of Crotalariae
sessilifiorae L. on NIH 3T3 fibroblasts and human oral epithelioid carcinoma cells.
Comparison of ICx for the fractions of the methanol extract of Crolalariae
sessilifforae L. by the MTT assay.

ICso (mg/ml)®
Fraction®
Fr.1|{Fr.2 | Fr.3| Fr4 |Fr.5| Fr.6 | Fr7 Fr. 8 Fr. 9| Fr. 10 |Fr. 11
M H:0: | H:0: | H:0: CHsCN:
obil
Phas: H20 |CH3CN|CHsCN|CHsCN|CHsCN| CHCE |CHCls| n-hexane [CHCls| CHsCN [CHCLs
G:nla:njla:3 a:n
Yi
ield 1483 58 | 58 | 13 | 68 | 34 | 65 1 5| 5 | 18
(mg)
NIH 3T3 0038 0079 0024 0079 0000 0000 0.038 0.070 0089 0.131 0.039
KB 0042 0093 0080 1640 0026 0170 0.071 0073 0065 0158 0.085

2 Fach fraction was examined in four concentrations in triplicate experiments.
B ICx represents the concentrations of a compound required for 50% inhibition of cell growth.

22 vae F5EJd U olFAY =4
& B3 SAEYEYE 3 : 1& EFEA £
& BEoga MTToS NIH 3T3 AHFEAXA
A 0079 mg/ml FEo|RoH, AH FARET
GdEAEAAME 0093 mg/mle] EHges U
Elgonz AZAX] o AESAHH AFA
¥ol g AXEA0l 107 mg/ml FEANA o
Z7 B MTT F3=9 #2dAL {413
A Yetgth o549 =4& X oMHEUE
g 1 12 EP3id B £8oE NH
3T3 4H=AMTd Y MTToe 0024 mg/ml
FTEZ YEigor, AAl TR GETA L
d MTTsS 0080 mg/ml F=oldth AZA
¥ NIH 3T3 AREAFE i AEEA 0]
o 2 Aoz AAHJYG olF¥e AL E
I olMEUEYE 1 ; 308 &t £
808 NH 3T3 HHEAES ot MTTw
& 0079 mg/mixEEE Yehgoen <A 73R

A EAT W MTToS 1640 mg/ml &5
Tollon, dzTd ddte HAZAELA NH
3T3 AFEAEY UA FAFAHGFTAHEA
9 AXEHe] 107 mg/mlel FEIAE W=
o] 9§ MTIT ¥F2=+ 22 BAg 416l
T 0000)e.2 uYehgtth AZAE NH 3T3
AFEAXd g AX5Ae o A% ez
Z2AHAT) o|ZAe] ZAL NEVEZE 9
L3l £¥F 2¥oz NH 3T3 AFE2AX
g3 MTT F3=9 gL dixz7 g X33
o BRE FZoA 4153£0000 X2 YElo
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EY o]FAE AT BE e EARE o
dom MTTso2 0000 mg/ml Eo1Uch AA
TRAFAAGFAES  dfd MIToS 0170
mg/ml FEGOH, 107 mg/ml FEIAME
MTT &3z #4ge] 2845 * 0022 (950
%)2.2 QA FRAFAILFTAE 3 AEF
Aol ofg ZHoFE EZFAHIUY o|FdY UL
222 ¥EL olg3lo EF FFoz NH
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mg/mlisE=2 AZAEY dF AXF5Aol 73
Aoz HAHAY. o|TF9 AL WS o
£3td 223 2o NIH 3T3 HAFZA¥
W& MTTo& 0070 mg/ml S%¢ A4 7%
FAALGFAZ 3 MTTs2 0073 mg/mls
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TE9), AA FARZHLFTAE U MTTs
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g MTT EF3=9 B43e B%z 2 534
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At (Table 1).

a9 19 93d, v48 e FE5E9 B
g 3% 5¢ o& £8d vgd =7 I
o wet QA FAFEHLFTAE g AX
9 JFAA &0 F7FAh

oy 29 93, g vagg FEEe
g 59 6& e EHd vafEdY, Fre
7hol wel AEFAo]l YerA ggon, o
A E v=F7H & AR F4o]
7B B Uit b £ 59 i A
PEH4EZE THEE 987t dda Als g

kAo g w4y WG FEEY FE9
B3t A FRARALFTALY] FAEHL ¥
go] F%= (107 ~ 10° mg/mhel &8, &
o] Fxof i NIH 3T3 AHFEMAXY ICo#t
& gegH 2 &AM #F2F MIT 243
Holl o3t Fr. 10 > Fr. 9 > Fr. 2 = Fr. 4 >
Fr.8 > Fr. 11 > Fr.1 = Fr. 7> Fr. 3 > Fr.
5= Fr. 6 €42 Yedt. AA TG
FAEA 3 ICxatel Hlie MTT AFEAN
Holl o314 Fr.4 > Fr. 6 > Fr. 10 > Fr. 2 >
Fr.11 >Fr.3>Fr. 8> Fr. 7> Fr. 9 > Fr.
1 > Fr. 5 €AZ 339t 528 g &
£E9 &8 5& UA FARAIAGFTAEA O
o] Mg At AR JFJAEHE HYO
Y, NIH 3T3 AFE2AZY AIEEAHL ICy =
0000 mg/mliFEE SAo] YerhA &gttt &
08 T4 veE FFEY ¥¥ 58 AZ
EogE e o83t ANHEHERS I ¥
A8zt gt (Table 1).
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Fig. 1. In vito antitumor activities of fractions of the methanol extract of Crofalanae
sessilifiorae L. by the MTT assay. These fractions were serially diluted in RPMI-1640
with 10 % FBS and mixed with equal volume of KB cells (5 x 10° cells). The
colorimetric assay was performed as described in materials and methods. Data are
mean values of results obtained from four sets of experiments.
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Fig. 2. /n vitro cytotoxic effects of fractions of the methanol extract ot Crotalariae .sessiliflorae L. by
the MTT assay. These fractions were serially diluted in RPMI-1640 with 10 % FBS and mixed
with equal volume of NIH 3T3 fibroblasts (5 x 10° cells). The colorimetric assay was
performed as described in materials and methods. Data are mean values of results obtained
from four sels of experiments.
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