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Effect of Extracts from Taxus chinensis on Cell Growth and Apoptosis of Breast Cancer Cells T47D
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[ Abstract | Objective: To study the effect of extracts from Taxus chinensis on cell growth and apoptosis
of breast cancer cells T47D. Method: In the experiment, the blank group, different concentrations of T. chinensis
extracts groups (200, 100, 50, 25 mg-L~") and the Adriamycin group (3 wmol -L™") were established to treat
breast cancer cells T47D for 24 h. The T47D cell proliferation was determined by MTT method. The activity of
lactate dehydrogenase (LDH) and Caspase-3 were detected by kit. The cell apoptosis was tested by Hoechst33342
fluorescence. The expressions of proteins related to T47D cell apoptosis, such as pro-apoptosis proteins ( Bax) ,
anti-apoptotic proteins (Bel-2) and Caspase-3, were detected by Western blot method. Result: Compared with the
blank group, extracts from T. chinensis significantly inhibited the proliferation of T47D cells, improved the LDH
and Caspase-3 activities, induced the apoptosis of T47D, up-regulated the level of Bax and down-regulated the
level of Bel-2, with significantly statistical differences (P < 0.05, P <0.01) and concentration dependence.
Conclusion: Extracts from 7. chinensis have a direct inhibitory effect on breast cancer cells T47D proliferation,
with concentration dependence. Its mechanism may be related to the induction of cell apoptosis.

[ Key words | extracts from Taxus chinensis; breast cancer; T47D; cell proliferation; apoptosis

AR NEETARBEARY , RIE—RRE B, a&a MRS, ERES 2" i

[WFEEHI] 20140926(014)

[E€TIBA] EZERAAREESTHE (81374011) ;B K & AH 2581 %1 " R H K% 5 (201272X09501001 )
[%E— 1’E%] T, A, DS v 25 25 B EE PR 5T, Tel : 18600466661 , E-mail ;361043976 @ qq. com

BIRAEE] IMBEDE, Wb AR B, N 25 25 B3 PR 5T, Tel :01057833013 , E-mail ; sun-xiaobo@ 163. com

- 88 -



21 B 15 Y
2015 4 8 H

RESEAFERE

Chinese Journal of Experimental Traditional Medical Formulae

Vol.21,No. 15
Aug. ,2015

(ARFH A )L, LT BA G B A FE 5T
o WEFE A BLAL BAZ 4R U 2 b s 0 B AT Bt H I
DI R L LW R DR 38 22 OB DR G T
TRV EORIE G LD AN R AL N DS
Hh B IR H AR 0 5 R2 T 2 o U1 R A T AR Y, B
AR Ny W I R A0 R R — BT B,
L1 A2 AR O G 25 W SR A2 B A B A A B
W ARICEAEDE— B UL L L A BT AR i
S X FUR S 3R 97 A, DU T B R R A AL 4R
W T L e TATD 20 M 96 58 i i AR, b AL
FZAR B B0 LI A TR (46 S 96 1 3l

1 ##
1.1 Z0fekk T4TD 4 fE Ak i il s Rl R iy vpols
A,

L2 2y kn aoERRYBRERkA Tas
B i Z MK DO G2 R A R A A R4t
BB DMEM 85 % 3 ( 35 [ Gibeo 23], 5 12430-
054) , it 4= 1L 75 ( 22 [# Hyclone 4% &, 41t & 16000-
044),0.25% i & H 1 ( 35 [E Gibeo 24 W], #t 5
SV30031.01) , — H 3 7 X ( 55 [ Sigma 28 A, it 5
D5879) ,MTT( % [# Sigma /3 7, L5 M2128) , 2 ik
KA [iF-3 ( Caspase-3 ) 1 1 K I3 7 £ ( 92 [H Sigma
N E] S K106) |, LR B AU B (LDH ) 350 & (9 5t
s |l 5 5340216 ) , Bax, Bel-2, Caspase-3,
B-actin—J ( 3 [E Santa 2\ H] , L5 & SC-20067, SC-
492 ,SC-65496,SC-1616) , F 5 2 (WY T R 25 A
FRAHE], 4it 5 H44024359) o oAl 350 35 o 43 #r 4l
(dbmteT) ).

1.3 {¥#% DMIL HC B8] & 41 22 & i3 5 Al o€ %
W (2 E Leica A #] ), UV-2000 %8 4h A Ul 43
JEEE T (L L R AT 28 A RS 7)), 680 R4 [ 5
fi#51X ( 32 [E Bio-Rad A H]) o

2 FiE

2.1 ZiEhECHI KA MG FR 25 R I T 8 AR A
Fle— 5 Jo B v B e ) AR 200,100, 50,25 mg- L7,
0.22 pm i FL UE B3 U8, 6 47 T 4 °C kA & H
TATD 40 & T 7 10% JiG 45 1.7 9 DMEM 554 15 77
Ferft 137 °C,5% CO, FH X1 A1 3 85 5%

2.2 SrHl SERBEES A4 A B AZ B R R R R A
FBEPE 2G4, SR o3 M AN TRV B I B2 2 Hoh T
FEH B $ B vk B AN [ 434y 200,100,50,25 mg L~
#, PAYEZG AR R WE N3 pmol - L7,

2.3 MTT EAGIANMEIESE 40T 96 FLAR, B3 fL
100 L, ZAA R 1 x 10° A~/ FL . & F AN 5 3748

RS 36 h 5, Wk BUERE SRR, AL Z5100 pL,
kL s TN FRAE TP R R 24 b 5 RIEW, AL
7100 wL ) DMEM 5 5% % F1 20 pL, 5 g-L™' {4
MTT, 8 TR IR AT AE R 4 he 3 BB, A
DMSO 150 wL,3E% 10 min, 7E 570 nm B FR{CT #60)
HALEIMOCRE A 2N ORG240 LI AE TS R

e = Ay /As g X100%
2.4 LDH &7/ 20 &5 T 96 fLAk , & £L 100
pL, AR R 1 x 107 A~/FL, B T 40 1% 32 40
Hig72 36 h J5 Wk BiE AL, AL mey 100 wL, 4k
SRE T AN SR PR 3R 24 h e, WHGE W, 41 R
LDH A6 0 128551 &5 150 B 1 R AT 424
2.5 Caspase-3 1% Sy 00 FH IR it 95 £h Ut B¥ 248
IFUCSE E 4 AR F: W . 3 000 remin ™' 4 C
B0 5 min WA AE AL, W R B TR A O S SRR
IR B, ) PBS PR 1 k. RIETS HiE S,
T 24 W, R UUVE, KB A f# 15 min, 4 C
12 000 r-min "' BG.0> 10 ~ 15 min, 8 | %% % 5 5] vk
VTV B0 A8 T, 37 BRI REER) & U B A I e
Caspase-3 FYE TE .
2.6  Hoest33342 5¢ o 4v {8 vk K¢ W 40 JfL 0
T- Hoechst 33342 4 {6 F T & M 40 ¥ 8 1= 40 it
FUAR G 40 L TATD J€ | ¥ FR7E 24 fLAR |, 5559736 h,
WmHTZ b B 5, 58 % i, PBS ¥k 2 Ik, fim A PBS
Bl B9 5 mg -+ L™' Hoechst33342 7£ B W% 4k 5 &
15 min,PBS ¥ 2 WK, B 3 7 n7e 83 b, 906
B
2.7 Western bolt I K 24 ¥y kb B i) 7L, Ji S 41 i
T47D 40 i e Ak, PBS Bk 2 W, AL fg e T ok b
Z4i# 30 min,12 000 r-min ' 4 °C > 10 min, B I
W, BCA L A &,95 CAEYE S ming, HEH
2878 W b P A 4 SR B AR KR A, &8 10% SDS-
PAGE LK 7r 85, SE ¥ % 2= NC & b, m A —4it,
4 CHEA, Y H LA TBST PEASE 3 ¥, A ¥K 10 min; il A
T, EEME 1 h; L TBST 7R PEE 3 ¥k, &K 10
min, FI4E2 RO R H 098 1, 552 8 52 45 R IR
45 H Image J 8R4I 2 0O B (8, IF 115345
2H 1 R X W ' A
2.8 geiteEsrtt R SPSS 16. 0 G it #4443,
SR UL 2 s KR A FURCR T o K, 45 A 1]
FE R B R T 2250 B, LA P <0.05 22 5% A 48
E-oE
3 #£R
3.1 XF T47D 4 M3 FE 2 e MTT 32 46 I 52 46
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RN, 523 A4 R, 40K R R A 200,
100,50 mg-L ™" X} T47D 41 iy 3% 5 B A7 B 5B 14 30 11
YEF (P <0.01), 4 M £7 3% 2 5 5l Ry 49.52% ,
58.65% ,62.98% , HAWHIMEF HA e B2 OB, 2
BH S 5 b ) B AN 6 &R L #E 200 mg - L1 H o
VEH MR TR, 52 A ,25 mg- L7205
B X TATD MR gt L, W&k 1,
®1 SEHERMX T47D RETEEEGHM (v x5,n=3)

Table 1  Effects of extract of Taxus chinensis on cell viability of

T47D (x +s,n=3)

20 51 F 4% /mg+ L~ AN AT 05 2R/ %
2 - 100. 00 £9. 23
FANCR 23118 25 87.21 £7.55

50 62.98 +£7.28%
100 58.65 £6.61%
200 49.52 £7.14%
W 25 %% 3% 61.25 +5.65%

5 A KD P <0.05,2 P <0.01;% 35 075 2 (841
;%;Lm()l'L_](?%2~3,@ 1JA]) .

3.2 X% T47D #uffarh LDH i g SE A4
P, 20 A2 U 7E 200,100,50,25 mg- L7 i 3
B T4TD 46 ML 5 IR W LDH B3 J) (P <0.05,
P <0.01) , H B3 £ 1150 8 i 42 o 52 B0 1 OR) -2
IV 36 F , Ho 200 mg- L' #F LDH 35 Jg 5 F B 55 %
H, Wk2,

®2 OEZEBYI T47D A LDH & A HIHME (v £5,n=3)

Table 2  Effects of extract of Taxus chinensis on LDH activity of
T47D (x +s5,n=3)

20 51 F 4 /mg- L~ LDH/U-L"!
EgE| - 243.59 +32.09
FANCR 273 1L 25 467.81 £35.57"

50 552.13 +76.03%

100 654.36 +56. 887

200 835.71 +56.87%

F 3 3% 687.56 +61.23%

3.3 Xf T47D 4Afifu v Caspase-3 {ETERI N H25
FLALH R, 20 A 3R BU AE 200,100,50,25 mg- L~
BF 55 184 i 40 B b Caspase-3 3% P (P < 0.05, P <
0.01) , AW EEHM@ME, W3R 3,

3.4 X TATD 40 T KT T R E AR E W
SO 38 AT Hoest33342 4y (8, 5 O 5 B 14 57 L 4t il
1 R W RIS 19 4 B TE B 0 2L R 98 T47D 48 i, R
Y5y 9 S nik B DL By S 4 D g 8 5T 358 25 O 4 T 4

.90 -

x3 AEHERYE T47D 4HAE Caspase-3 [F MM (x £5,n=3)
Table 3 Effects of extract of Taxus chinensis on Caspase-3 activity

of T47D (i +s,n=3)

21 51 F 4/ mg-L~! Caspase-3

= - 1.00 £0. 17
LRI 25 1.63 +0. 19"
50 3.48 0. 17%
100 3.59 +0.38%
200 3.63 +0.28%
Py 5 % 3% 3.56 £0. 16>

M. WL 1, 525 A4, 40 G AZ R U T DL
SFLRIE TATD A0 Mg T, B R B R R UE T A
AN, Western bolt &I 8 17 AH 3¢ & 1 R 18 BoR,
LT AZAR U E S TATD 40 i 8 T 5 7R v Rk BE A BT
T Bel2 RIRFEAR, BB 872 M T &R
F Bax Eik¥hm, WK 1,
4 iFig

L 8 R M B L B R P R 2 — R
B A T E 0, B R A P2 L
i 0 R YT R B bl o B 0 R T, N (AT DL 22 iR
ARTT 45 B3 SR A RN, B2 w8 AT A O ke
T O R A SO B R F AR B AT L
PR JE KA I AR R A R S
FEEA P RAICE (KRN H) MICRA LT
IBITERL AT RGBT 2 REFH) (K
et (AR R ) (R FHER) S5 B 25 5 b
AR 8. BB L, LA Rz Rt
RNy A 3 1 T & TS el g /N 54
GRS KRR URE 25 o I IR g 45 SRR W, 2L 42 g
XF 22 P RE ST A0, E B TR YT M S e
T\ LR B Sk SR R 2 U0 R A g
AR SC T BT L1 GRS B U R L R 40 L T-47D 1y
AR AE R IF X AL ST 0 20 R

ARSCHH o SR kM, AT 2R
50 mg« L™ gk nT L S 2 0 ok LR g 40 M 1 L O L
A B W B2 AR M . 2L R IR &0 (LDH) 75 g
KN E R F R IEE B SRR o 40 R, 4 4 A A2 i
Pl BE T I AR IR A M A otk s AE % R U
LDH &5 40 i e T % H i OE L, %845 @ &f LDH
T 3R D AIE ] T 21 5L AZ 42 B m LAKS hn 48 At 3% 53 W
o LDH & 7, 51 R FL AR 4 B i 03 o b, 20 G k2
FREUY A] LA B 3 T-47D 40 g b Caspase-3 1% 7,
Caspase  Jbt 240 IR 25 171 i 5 8 51 & 14 5 106 2 7 2 24
JHL 8 T o AR A e BT, IO A R Lo AR K
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IR AL T Z RN S G S5 R R, IS A1
T % Caspase i o U #FE 5 M 9, 5 2040 fg 99
T2 A F A LD S AZ SR B X T47D 41 g
B0 AE T RE 515 S T G,

21 i ) T 2 A7 5 DR 4 Al A7 A0 A R 2R R )
29 0 A0 M = FE T Ak B o Bl IR o> T A W
MR BN, AATIN R B 09 & B ik JR AN S
i 22 240 JL P 184 B 53 Ak S R AT G TT EL TR 20 AR O T
P kA e B, B S R A0 Y U T
E B — PR R T 7 ] . Hoest33342 L fa 25 L%
WY, 2L G AZ P2 U A 3L R i T4TD 20 f fs , 40 il &2
B T IEA A T 2 R . Bel-2 K%
BT R E RN E S & A, Bel2 K
B fe 238 T AE T 40 M AR T RR ) R 4 R Ak
[E T IS YA NS T v i O s 11 O s O e A
T o Bel-2 GET5 AR 51 (6] 1) 3l 45155 AT fe 2 2 4 i
firis R O ML Z — , J6H X — K5 P A AR 3R
PE R 51 Bel-2 F Bax, 23 50 48 & 08 T 4 i AL 3, &
ITE e e E BT . AR ARG
232 B [ IK Bel-2 7K, 38 fin Bax K3k, X 46 #F
R G BY R PT T47D $FEAEH 575 5 H
M T A 5. ARMEA K i — 25 W98 40 5K $2 1L
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