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SYBR® Premix Ex TaqTM, Takara ;
CDK1., CDK2, CDK4, p27. PCNA. survivin,

Bel-xl. Bel-2, Bid. Bim. Bad. Bax ,
1.1.2 B16F10,
1.1.3 (CA-1390-1,

)3 (Series 8000
DH, Thermo Scientific) ; (Spectra

Max250) ; (Calibur, Becton Dickin-
son); Real time-PCR  (Fast 7500, ABD);
(ChemiDoc™ XRS+, Bio-Rad).,
1.2
1.2.1 1 -B- (AKBA)
(DMSO) ,
40 mmol/L, —20 C, DMEM
1.2.2 DMEM
10% 1% - .
1.2.3 CCK-8
/100 pl/ 96
. 5% CO; 37 C
, 12 h )
AKBA(10, 30, 45, 60, 75, 90 pmol/L)
, 0.25% DMSO )

5 000

12 h, 24 h
CCK-8 o

100 ul/
450 nm

’ ’

, 37°C 2 h,

Graphpad
Prism5 o
1.2.4 (Annexin V/PI
) 50 pmol/L AKBA 24 h
) , PBS 1
s 100 pl Binding Buffer,
5 pl Annexin V, 15 min,
400 pl Binding Buffer, 1 pl

(propidium iodine, PI), 1 h

, 10 000 o
Flow]o7.6,
1.2.5 Real-time PCR
50 pmol/L AKBA B16F10
24 h 500 pl Trizol , RNA
; RevertAid™ First Strand ¢cDNA Syn-
thesis Kit RNA , Real-time
PCR o Primer Express 3. 0
) C D,

1

Real-time PCR

CDK1 Forward TATGATCCTGCCAAACGAATCTC
Reverse AATCTGATTGTCCAAGTCATCAAAGT

CDK2 Forward GACGGAGCTTGTTATCGCAAAT
Reverse AGGGCTGCTTTGGCTGAA

CDK4 Forward CTTTAACCCACATAAGCGAATCTCT
Reverse GCTTTCCTCCTTGTGCAGGTA

PCNA Forward TCGTTCCTCTTAGAGTAGCTCTCATCTA
Reverse GGATCAGGCGTGCCTCAA

p27 Forward AAACAAAAGGGCCAACAGAACA
Reverse GGGCGTCTGCTCCACAGT

survivin  Forward GCCACGATGGTGATGAAACTAG
Reverse CAAACTCTTTTTGCTTGTTGTTGGT

Bel-2  Forward TCAGTGAAGCCGGAGTGTGA
Reverse TTGCAATGAATCGGGAGTTG

Belxl  Forward GGTTCCTGACGGGCATGA
Reverse GAGAGGTGAGTGGACGGTCAGT

Bad Forward CTCCGGAAGTGGCTGTTTTC
Reverse CCCAGACCCCCAACTTAGC

Bax Forward GCGTGGTTGCCCTCTTCTAC
Reverse CTGATCAGCTCGGGCACTTTA

Bid Forward GAAGACGAGCTGCAGACAGATG
Reverse AATCTGGCTCTATTCTTCCTTGGTT

Bim Forward TACAAAAAAGGACCAAGAGGAAAGA
Reverse CACTGCTGACTTGCGAGGAA

1.2.6 Western blot Phospho-IkBa—(Ser32)
Phospho-NF-¢kB-P65 50 pmol/L AKBA

B16F10 48 h ,

. BCA , 95 C 5
min., 30 pg/ . 8% SDS-PAGE
. (PVDF )20 min, (1:1000)4 C

s (1:2000)
1h, TBST 3 .,

5 min,

o
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AKBA 24 h CDK2, CDK4 CN
( 1, s AKBA
s , AKBA
., B16F10 s
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B. C, P<C0.000 1) (D)
e 2.3 AKBA B16F10
IC50 for 24 h
120 50 gmol/L AKBA B16F10 24h
2 sl AKBA :
g~ SA), .
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Bel-2 s Bid.
3 AKBA  BI6F10  24h Bim, Bad, Bax ¢ 50,
54.92 pmol/L (53. 35 ~ 56. 48 pmol/L), Inhibition , AKBA B16
rate = ( 1-proliferation rate) X 100 % B16

N
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2.4 AKBA NF-«B 50 pmol/L AKBA , F«B
B16F10 24 h AKBA ., NF-«B . NF-«B
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Inhibitory effect of acetyl-11-keto-beta-boswellic acid on B16F10 cells

WANG Zhe, WANG Hong-lin (Shanghai Institute of Immunology, Shanghai Jiaotong University
School of Medicine, Shanghai 200025, China)

Abstract: The aim of this study is to investigate the inhibitory effect of acetyl-11-keto-beta-boswellic CAKBA) on the prolifera-

tion and apoptosis of melanoma B16F10 cells and explore its mechanisms. AKBA is a monomer extracted from boswellin. The

capacity extent of cell proliferation of BI6F10 cells after being treated with different concentrations of AKBA was measured by

CCK-8 assay. The apoptotic effect of AKBA was analyzed by flow cytometry. Real-time PCR was used to detect gene expres-

sion related to cell proliferation and apoptosis. Expression of NF-kB was measured using Western blot. The results showed that

AKBA significantly promoted B16F10 cell apoptosis, and restrained the proliferation of B16F10 cells, which was associlated

with the activity of NF-kB pathway.

Key words: acetyl-11-keto-beta-boswellic acid; mice melanoma cells; NF-«B



