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Effects of Timosaponin AIIl on Cell Growth and Bax, Bcl-2 mRNA of Melanoma B16 Cells
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Hospital, Shanghai 200443, China; 2. Department of Traditional Chinese Medicine, Third People's Hospital
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Abstract: Objective To observe the effect of timosaponin ATl on the proliferation and apoptosis of cultured melanoma
B16 cells in vitro. Methods B16 cells were cultured in vitro together with timosaponin A Il at the concentrations of
1, 2, 4, 8, 16 pmol-L™" respectively for 24 h. MTT assay was adopted to detect the cell growth inhibition. The
morphological changes of melanoma B16 cells were observed under inverted microscope. The apoptosis of melanoma
B16 cells were detected by flow cytometry after stained with Annexin V-FITC/P. The mRNA expression levels of Bel-2
and Bax were detected by reverse transcription PCR. Results Timosaponin A Il (8, 16 pmol *L™) significantly
inhibited the proliferation of B16 cells, and the IC5, was 10.16 pwmol -L™ after treatment for 24h. The cell density got
less, and the cell shape got small and round after treatment with 16 wmol L™ of timosaponin AIll. The apoptotic rate
of melanoma B16 cells was (4.83 £0.25) % after treatment with 10 pmol *L™" of timosaponin A Il (P < 0.01).
Timosaponin ATl (10 wmol *L™") significantly increased the mRNA expression levels of Bax/Bcl-2 in melanoma B16
cells. Conclusion Timosaponin AIll could inhibit the proliferation and induce the apoptosis of melanoma B16 cells in
vitro. The apoptotic rate and 24-hour ICs, were not in the same pace, indicating that the therapeutic mechanism of
timosaponin A Ill on the growth of B16 cells may be not only related to the activation of apoptosis signal pathway, but
also be relevant to other cell growth signaling pathway.

Keywords: Timosaponin AIll; Melanoma B16 cells; Growth inhibition; Apoptosis

LN A RHEY R TR, BATE IS
Koo BRI AE DI, IR TN L e
. NP RS Rk AR e,
) FE IR > Z — , AT ARR AU RO
WrpE s o FEREE AT ANNE A ZERR A 5% Hela
PR A T, b T A ad s A RESLE], ] Hela
iR A A A P R A TN S AN FLIOE 4 i

TR TR SR AT RERY 254

1 R 5%

1.1 ¥ 2% Heal Force HF9O/HF240 CO, 355546, Heal
Force AW Z2HH, g/ HRFEAERARA R ; K
TR B O HL, £ E Thermo scientific 23 H); ZAE
FiE PCR {L, & UE Gene Company Limited /A A ; %

BT474 JHT- 5304 mTOR A5 1 BB 1k A% 5 74 i
IRA] 7 5 BEL AT L AZ A i DR 1 )l g T A2 e R A% Tl P 38K
A R, R AME RS A S5 HCT-15
SRR T ANRH - ZRAR R, JFRESIE HCT-15 4%
HELJRE S IR firbgga A

RAORIFE S R h AR R, RZBE
5, FERSHEAREAL, IR i ARG BT A
258, FRATAE AT o & B R AR A LUt 3R
SPAE LR 12, e AT ExT S R A TEH, A
WF5E R FH/N LB (0 97 B16 400, WRELHBE AT A
M+ B16 4UAEAIE A AT MVEH, B NROE

IEEME TR SE, %[ Bio-Rad A ; DL-300c Hi ik
1, BEREREACEHUUKAE, LSRR E A R A TR
o] e L, & Beckman Coulter 24 ] ; f
BHRAMEE, HA Nikon AH],

1.2 A4 R AT, iR AR B E
FRAF, 4l =98 %, fit'5: 070503; RPMI Medium
1640, BREE B . R4 . Trizol, 32 Gibeo 2
Al ; MTT, [ Sigma /A H]; Annexin V-FITC/PI ZH
LA TR IR &, R LR AR R R A TR A
Ao ToKOEE, =AW b, SR, WE(Prat),
IGFEZEER, BiERE . Bax. Bel-2, oligo(dT)18 5|



+ 50 - Traditional Chinese Drug Research & Clinical Pharmacology, 2015 January, Vol. 26 No. 1

Y, T AW HEARAF ., M-MLV Reverse
Transcriptase ( H 5% %% : MI1701) , promega dNTP
Mixtures( H3E5: CD117-11), KABEA(LBHE(JEE)
HPR/AH], Taq DNA polymerase, Rnasin Ribonuclease
inhibitor, IEAKAEYRHARAF .,

1.3 4 NREBRGRRANE Ble, HEBl iR
TIPS B . B16 4 RPMI Medium
1640 (7% 10 % G405 ) Ki9:, BT 37 C. 5% CO,
mREFRAR

1.4 MTT HAGEMN & Ble 41 7E IR ai] R sk
SN, $EFT 96 FLAL, AFLINA 100 pL 2y
5000 NI, 37 C. 5 % CO, 555, ZMGRE 24
h, IIA 1, 2, 4, 8, 16 wmol-L' ¥JFMZY, 5 %
CO,. 37 CHi%E 24 h, HALIA 10 pL MTT W,
GBI SE 4 he WESALNEEFRI, BALIA 150 pL
TR, ERIR FAREIRY 10 min, L5
TP TR . AEFEFRIL 490 nm A0 4% FL A OB IE
i 240 e A A (90 )=[ (BRI XTIRZ A {5 — M
254 A )/ BIHEXTIRZL A ] x 100 %,

1.5 g EREE  JES BN, AT o6 L
M, 37 C. 5% CO, 5%, HMENGEE 24 h, fimA
1, 2, 4, 8, 16 wmol- L ¥EEEIZ5), 5 % CO,. 37 C
9% 24 h, R E WA

1.6 AnnexinV-FITC/PI A 30 7k i 2 A1 LS04 il
TZENM CET B K3 Bl6 40, AT 24 fLES
Fib, Z3XFMEZH A 5, 10 wmol - L JIEEREAF A TS24
o Z9WPER 24 h G UCSEGNI, T4 ) PBS VR4l
Ml 2 %, F 500 wL 456 22 il B, mA
AnnexinV-FITC FIBULRIE(PL4S 5 pL, R TER
HEOEIEE 15 min, WAERIGAE T, Wi iU
m,

1.7 RT-PCR ##l mRNA #ik  Trizol £ 40 ifg i
RNA, #5554 W cDNA, F LA AR T PCR 9
4, PCR ML 2 %M BiEMEEEC K, HH Bio—Rad
AR R G I 00T, Bax EUFSIMFH]: 5'-GGA
GATGAACTGGATAGCAATATGG-3', FiF5| ¥ F4) .
5'-GTTTGCTAGCAAAGTAGAAGAGGGC-3', § 1 K

Control 1 pmol-L* 2 |J.ml-L’l
2 MBEF A B16 A ISHIRN(100 x )

& 160 bp; Bel-2 LiE51#)% % : 5'-CTGGCATCTT
CTCCTTCCAG-3', TF51¥F4): 5'-GACGGTAGCG
ACGAGAGAAG-3', ¥ K J¥ 183 bp, B —actin |-{i¥
S1¥F % 5'-AGCTGAGAGGGAAATCGTGCG-3, F
W51 FS) . 5'-GTGCCACCAGACAGCACTGTG-3',
P 300 bpo

1.8 Zil“ARBJiik  RHA SPSS1S. 0 Git#k ittty
BaEgeit, ZATHERORSR AR 208, AN
WIS LR F SNK 354656, P<<0.05 WZE S A S IT2F

2 R
2.1 JIEHEAY AN B16 AR K Isgm 29k oy
WAL, 2, 4, 8, 16 pmol <L NIRRT ATI/EH
F B16 4/l 24 h, 40MEA K ZBHG], B Y
InRAM G R A e, A I AR Oe R WA 1.
ZHHAARE R ATIVER 24 h (B8l E (1C5,) N
10.16pmol L™,
14or
120 |
100 |
80 |
60
40 }
20

0

cell viability/%

Control 1 2 4 6 16

HIHEEEAF AT /pmol - L
: 5 Control I8, “P<0.01.
1 MEEF Al B16 AMERHHM
Figure 1  Effect of timosaponin ATl on cell growth of B16 cells
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Figure 2 Effect of timosaponin ATl on the morphology of B16 cells(100 x )
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Figure 3  Effect of timosaponin All on the apotosis of B16 cells
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