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WE. (A6 @3RN ERIRZT Lk NE O (eupalinolide O,E0) s AFUBE BT-20 %0 i 69 48 A ZAUH] , [ k] R AEL B
(methyl thiazolyl tetrazolium ,MTT) % & EO xt BT-20 %a A& & 4 ) VE ) B S 410K, A # 2 BEO R E ¥ BT-20 @ oo 4 = & 3+
28 EO 5 pmol-L™" 42 EO 10 wmol - L™ 48, /& 20 EO 4 22 24 h, % A 5L 8% Bt 2,86 (lactate dehydrogenase , LDH ) 3 4 2m féL 2 14
AR B AR A a )R B Ao B W OL, 24 AR RGE I SUR IR By A 2 S BT-20 a0 e, i S SURRGR AR AL SR AL A A TR FE
28 (7 mg-ke™),EO &5 248 (15 mg-kg™)F» EO & A 24 (30 mg-keg™), 40 6 X, RAFRBAS, WAk Rk 424 xh 5 24 6 7
21 d, B9 i) ] 2 A R B AR AR 5 45 R G ARBUMY B R E , 9T R R Se JE LA Fe & AR I I 9B 40 2R 3 78 4w B A% 4% R (proliferating cell nuclear
antigen, PCNA)Aw Ki—67 A&k, KA So J& 7 1 ik M) 2m o Fe A ST 98 4042 F B 29 Ik € 9% —2 (B—cell lymphoma-2,Bcl-2) Bel-2 % #%
X (Bcl-2 associated X protein,Bax)., & ADP #4348 (poly ADP-ribose polymerase, PARP), &1t #4 F ik & 82 & & B -3 (cleaved
cysteinyl aspartate specific proteinase—3,cleaved caspase-3)Fe &1L 89 ¥ PL & BR & & 559 (cleaved cysteinyl aspartate specific proteinase—
9,cleaved caspase-9)%& &1 & ik, [%4R] EO F BT-20 % f o) )45 A B4 Al 2 —ad 4k itk . B2 & sF 414, EO 5,10 wmol - 1!
48 4, i, 25 P e B T B 38 e (P<0.05,P<0.01), B EO 10 wmol - L 2864 4m &L J2) B 9 21 T GY/M A (P<0.01) . 5 *F R 4n s T & 4
EO &% =4 EO % A 2 4694 KA 98 i = 2 % B4 (P<0.01,P<0.05) , i 55 48 22 7 PCNA #» Ki-67 4t /R & ik 2 % BAK(P<0.01) , it 7
RARRE % 9T Bk 23 45 ) (P<0.01,P<0.05), 5= @sfBats, SAmiee Bel-2 & & &k B4 (P<0.01,P<0.05),Bax PARP,
cleaved caspase-3 % cleaved caspase-9 & @ & ik 7 & (P<0.01,P<0.05) ; 5 xF B 204% R b ik, &40 25 ) Bel-2 & & & ik 4K (P<0.01,
P<0.05) ,Bax .PARP .cleaved caspase-3 % cleaved caspase-9 % @ & i& 7 % (P<0.01,P<0.05) . [% ] EO 4 1 st 4745 BT-20 %m fé 3%
St A o AE R ALE T A 55 A 4] Bel-2 & & & i 42 Bax PARP.cleaved caspase-3.cleaved caspase-9 % & & A X,
KW T L AEE O; Z A MIUIRE MR8 = IR B F i 3 Bk AUBR 4% @ B s BT-20
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Abstract: [Objective| To investigate the effect of eupalinolide O(EO) on human breast cancer BT-20 cells and explore its mechanism
through in vitro and vivo experiments. [Methods| Methyl thiazolyl tetrazolium(MTT) assay was used to detect the inhibitory effect of EO on
BT-20 cells and its half inhibitory concentration, and to determine experimental concentration. BT-20 cells were divided into blank
control group, EO 5 pmol L™ group and EO 10 wmol -L.7' group, the latter two groups were intervened with EO for 24 h, lactate
dehydrogenase(LDH) release test was used to detect the cytotoxicity, and flow cytometry was used to detect the cell cycle and apoptosis.
Twenty —four nude mice were injected BT-20 cells through mammary fat pad to establish breast cancer models, then the mice were
randomly divided into control group, doxorubicin group(7 mg-kg™), EO low—dose group(15 mg-kg™) and EO high—-dose group(30 mg-kg™),
with six mice in each group. Except for control group, other groups mice were administrated abdominal injection treatment for 21 d, tumor
volume was measured during the treatment period. After treatment, tumor weight was measured and the expression of proliferating cell
nuclear antigen(PCNA), Ki-67 in tumor tissue were detected by immunohistochemical staining. Western blot was used to detect the B—cell

lymphoma-2(Bcl-2), Bel-2 associated X protein(Bax), poly ADP-ribose polymerase(PARP), cleaved cysteinyl aspartate specific proteinase—3
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(cleaved caspase—3) and cleaved cysteinyl aspartate specific proteinase—9(cleaved caspase—9) protein expression in BT-20 cells and tumor
tissue of BT-20 nude mice. [Results] Compared with blank control group, the EO 5, 10 pmol-L™ group cell cytotoxicity and apoptosis in-
creased significantly(P<0.05, P<0.01), and the EO 10 pwmol -L™ group cell cycle was arrested in G/M phase(P<0.01). Compared with
control group, doxorubicin, EO low—dose, EO high—dose groups tumor weight decreased markedly(P<0.01, P<0.05), and the expression of
PCNA and Ki—67 in tumor tissue also decreased remarkably(P<0.01), tumor volume decreased with the course of treatment(P<0.01, P<
0.05). Compared with blank control group, the protein expression of Bel-2 was decreased(P<0.01, P<0.05), and the protein expression of
Bax, PARP, cleaved caspase-3 and cleaved caspase—9 was increased(P<0.01, P<0.05) in each cell group. Compared with control group,
the protein expression of Bel-2 was decreased(P<0.01, P<0.05), and the protein expression of Bax, PARP, cleaved caspase-3 and cleaved
caspase—9 was increased in each treatment nude mice group(P<0.01, P<0.05). |[Conclusion| EO can inhibit proliferation and induce apop-
tosis in BT-20 cells in vitro and in vivo, which may be related to inhibition of Bel-2 protein expression and up—regulation of Bax, PARP,
cleaved caspase-3, and cleaved caspase—9 protein expression.

Key words: eupalinolide O; triple negative breast cancer; cell apoptosis; cell cycle arrest; caspase; BT-20

T 2 R BRVE BIN W R 2 —, Aok 1 ##FHE*E
I LR B, o g o M R A T 1.1 #k
JE AW = B 2L SR (triple negative breast cancer, 111 S 3% JC 4 & s R AR (specific pathogen
TNBC) J2& #8 M i 2% 32 1K (estrogen receptor, ER) . 22 i free , SPF) 20 MfE PE#R Fl24 H 6 )8 % , R 5 i (20+2) g,
K Z K (progesterone receptor, PR) FIA 3 A= 1 A+ W - b 1 5y i€ 5 20 ) S 95 AT R 28wl [ 52 5 sl 4 2B 7
% & -2 (human epidermal growth factor receptor—2, AJES : SCXK (771)2017-0005], 1) 5% Tt I & i A= 4y
HER-2) %A R IVE M R R R BRI ZL I, 29 i sL iR BHCA IR w s ¥y b [ 5256 3 ) i FHVF AT e 5 .
T SIS B 1 15%~20% , LR S BPE s, I PRIG SYXK(#7)2020-0024], AR BIESE ™ #6 $ 1 3l 4 52 46
JYROR2ER T INBCEVER (PR (HER-29 %15, [N BIUHL I BE 47 52 56 (& BEL#F £ 4it #E 5 :EYOUNG -
BEANECR AT 73 8367 AR 6T, B2 LMy a0 20210628-02),
PEATIRIFES, TNBCA ALY 25 Wy SO EAR By 112 40 BT-20FL R 40 L Il T ATCC (Hit 5
SRS AS RN, A2 52 I TNBC B8 & il J5 1) 3 2L HTB-19),
SRS PR SR AT A B 2, B TNBCIR Y Bk 113 F 270 B 40 M bk 2 98 -2 (B —cell lym-
BB, TP 2YRE N 0 I in) £ 25 i 25 PR O oA phoma—2,Bcl-2) Bel-2 KBk X (Bel-2 associated X
AR BNNERE R, TEME A BNGIT 2 872 protein,Bax) . RADPEWER G (poly ADP-ribose

FEST, polymerase ,PARP) . 1% 1t 19 2 Bt & & & A i -3
H I 38 J2 46 BHAE W §E i 22 (Eupatorium lid- (cleaved cysteinyl aspartate specific proteinase -3,

leyanum DC.) 1) 8 oo b3 2 | A "G AT K i 1 A% cleaved caspase-3). i fb 09 F bt = W2 & M1 1§ -9
IrAEPUIE TR PTG R G R RGO LA R (cleaved cysteinyl aspartate specific proteinase -9,
a5 5 LA EE A 25 LA, AR PR 2 HiF 40 DA BT cleaved caspase—9) ., H il -3 2 )l %0 1 (glycer-
IhaE rh 7y B Y O ke B R s A R 2R LS W B aldehyde-3—phosphate dehydrogenase, GAPDH) 3 %H 4
iB WO (eupalinolide O,EO) & —F HA Ht L It 9w 41 Jit8 #% it )5 (proliferating cell nuclear antigen,PCNA) |
JIL 3% P B B AL A ) (B FIAJF S .CN 105294623A),  Ki—67 Fit M ¥ i T 38 K ] W Affinity 2 7 (#t 5 .
Hor 7N CoHuOs, 47 F 5 N 418.44 AITE S LR KLIK  AF6139 AF0120,BFO719 AF7022 AF5240 AF7021
WARL R AR A, TR, AT SFAMIT: 0 AF0239 AF0198) ; H&LBUAR 1 0 1L ¥ i} (horseradish
Xof T 7L M A B 1R A s 7 ARAESRAERTIIAE - peroxidase , HRP) F5ic i Ll 3 HT S LgG 190 i — H1 1y
FEIELRL I ATNBCAFFE X 4 il s AR M ARFL T 3E [ Abcam 2y ®] (5 :ab97080) 5 2R 5 P 445 2 1E
R, DAL — 2 BB EO R PUTNBCHE P4, I 128 T M (bicinchoninic acid, BCA ) # 1 #& B I 22 345 &
RICH AT REIPE HIBLSL, UTHEO M I A& $2 it 3is W -4t 5% Solarbio 2 ) (#t 5 : PC0020) ; .12 i = i
Y, (lactate dehydrogenase , LDH ) 4l Jifd &7 44 46 I 3K 7] £ 1)
T LR = KRR IR A (5. C0017) 5 BE
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1 % (methyl thiazolyl tetrazolium , MTT) 4i it 34 %H £
3 59 & W F i BBI Life Sciences 2\ ) (it 5 .
E606334 ) ; Uit =X 40 M 4 T | 48 i S 00 A 0 1K) 6 1
T EBDA A (5 : 556547 550825 ) , EO H i 5 41
SrE Rl JF & m RO A 3 (high performance
liquid chromatography , HPLC ) % 2 21 Jf ; ] 25 25 W T
g FE SR F (445 . D807083) .

1.14 FEAULE  Microl 7TREUEIE =53 25041 BB150
HUA B 1% 57 46 2 8 52 E Thermo A & 7= i ; CMaxPlus #!
ity b3 A R 35 EIMD 22 w5 77 il 5610020-9Q 7 4k 2 &
A0 F 1 g B R R 2 AL SR A BR A R AE2000 5 2 1%
55 M JE 1T Motic 2y 777 i s CORY i X 40 i A 4 35 FE BD
23 H) 7 b 8015 A i bk < R T+ - HESANTOZA H
1.2 ik

1.2.1  4ifad53R BT-2040 M5 3276 %100 U-mL'&
2 100 pg-mL7BE R R (10%)6 4 1l i H DMEM 4
FEIEEA B T37 C 5%COM K F- A R 77

1.2.2 ZhY ALl e K252y 24 A RR U FLAR AR
A BT-2040 il (B 292.5x 1094 ), 15 1A 3¢ firb 98 1A
A K 2 50~100 mm? B4 22 5 Fl AL 43 XoF BEAH B
FHERH(T mg-kg!) EOMLFIEL (15 mg-kg™) EOf
FIEEA1 (30 mg-kg™), BEA16 H 452 R B s 0 B 44
25, %k B DL A5 6 0.9% S8 Ak B v WM s T 5, 19 R
W, #ELE21 d,

1.2.3  FEbRAE I

1.2.3.1 MTT 3 AG U0 20 Al 400 a5 50 BBOX %A K
FIBT-2040 g B W 2 Fh T-96FL R PN, 40 Ji %% 1% 4 1
10Y4L, W M3 F724 WG 5o BRIE A Ji 92 4 D200 wliy
B A E H1.5.10.20 wmol - L AIEO B 1 55 K 4 B
Y124 48 72 h, ALFR—ERFES, FALINA20 pL
MTTIRFI AL T4 h, FEE R IR 1)5 | S0 A200 pL
TR, PR 9% 10 min 2 45 FIE I BEAR (X490 nm
TR A K6 BF FL T G B (absorbance , A) , B 4 % 64
STAL o T A A 3 B A 1) RTE O B0 Ve FE (half
inhibiting concentration , 1Cs)){H . 4 JfL 3% 5 410 1 % (% )
=(A-Ap)/Ax100%, H AL A AME, A HEOH &
HO wmol - L7E A AMEL . AR 415 0 i 2 1 i S5 42 S 30 1Y
EOM B A B[]

1.2.3.2 LDHEM AN EETE #5205 = ER IR
20 EO 5 pmol-L7'4H | EO 10 pwmol -L7'4H, J5 W4 LA
EOAL#H24 h, #% BELDHi ) & 18 B A5 46 00 240 f 2 -
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1.2.3.3 i B AR A I A0 B T ISR XA AR K
WA BT-204 ffg , 8 b T6fL AN, %% B S 1.2x1094L
SreR IR 1.2.3.2, 158 20 MO UG BE 5 T 19124 h, FEBR B RO
JREE AL fE , WOAR AN, BEWR 22 v ER 5K (phosphate
buffer solution,PBS) & ¥E/5, /il AS500 wL Binding
bufferiig &, FfJ5 70 M AS pl. Annexin V Fl5 pL
WAL TS BE (propidium iodide , PT) %4} Y {415 min,
5 IMA400 L. Binding buffer, 18215 i X 40 e X
iRl

1.2.3.4 3 X0 A ARG 00 200 A S 3 AR X Bl AR K
HIBT-2041 0 , 2270 oL AR A, 2 O 1.2x10%4L , 71
HIRI1.2.3.2, FF 40 B W BE S T 75124 b, 5 BR B R 4% bR
R TH ARG AR 4, LAS00 L PBS A I 41 i, I i
AT0% VK L3 mL, 4 CHRAFS R, BR 25 L,
APBS 1 mLA & 7 i RNase, )i ilAS pL PIELR}
WG4 430 min, B0 VG DEAN ML, I AGE 5 PBS, i U
I it =X 200 PSR

1.2.3.5  Jifed (R BRI 4 00 6 7 0 i) 0 o 4% 2
WERMEM KA ERE, HIirEMEAE, K3
(mm?®)=(KAEXEAE)/2, HLEEHRG B0k FE R
BT fige 1), o SRR 2H 2 5 0 ok

1.2.3.6 SR ALK I i 8 ZH ZUPCNA Ki-674 15
A4 53 B 1 o IR 20 SO LA W U0 R R A B DR A
2, AR EG LipH N7 4 PBSTE . = i, 3%
RUA K H 25 min, PBSIH UG i IN3%F 007 H & 1
(bovine serum albumin, BSA)¥&JE HH A =il T
IMASR ML E 130 min, WFFE AT, ITAPCNA Ki-67
POk 4 CIF R, UIHRPRRICH i maH 4 =
TR H 50 min, B RS, TRARR Gy o0k R 15 I
AGEWY, PR R, W T AT R EIA
AT E BT,

1.2.3.7 9% B[ 3 45 U Bel -2 . Bax \PARP . cleaved
caspase—3 .cleaved caspase-9%8 [1# ik 2L 4 i Fi
i ZH 20, SR IRV 1 R I A R L VK B S
BN, B DA VR Aol i A — PO R B 4 CHR ¥ i
WWEE, MAX R =40, ZWRWTEF2h, B, U
GAPDH N Z: AL KOG AL B >k HIChemi capture
AR AR

1.3 Seit# i SRHAISPSS 16.048 T84 47 4t
TR TR TR A aes i | 2 41 1] H 4R FH BN
FRIT 2530, 1B WG 7 L BCR P Tukey 7341 . LAP<0.05

B0 BB TG A oy T A

600 149 10 FH =) G L B B 12 OT—LE 638 1 4 Fl -
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HEFAGIFENL,

2 #R

2.1 EOXIBT-204f ffd i # il /E H - EO X BT-204H
el R (SR =N St ot W R = R G N
A0 wmol - L' EE 1 pmol - L™ EOAE 24 h*FBT-20
20 6 B 1 1 FH 22 5 G Ge i 2R 3 L (P>0.05) , Hifth 4%
W B EOYE I A [] 15 18] % BT-20 40 g ¥4 A 55 3 40 I 4
H(P<0.01), 5 pmol- L™ EOYE 24 hAyBT-2041 Jitg #)
il #ET1 wmol - L™ EOYEHI48.72 h, WLER1, K,
K H5H110 wmol - LE FEO T Fil BT-2041 g i) 1k 1
YEHI R 24 W, T J5 L2 4 i s2 56

22 HAMEEELE SEAXRAREK,EO 5,
10 wmol - L2 i) 40 Aty 75 4 i 2 16 0 (P<0.01) , W32,
23 KAMEET R S5 A EAE L EO
5.10 pmol - L'ZH A 248 I 7 122 | 38 fin- (P<0.05, P<
0.01), AR mEpgomdE, W,

24 SAYNMEB A BEEEORI &M T,
21 it JE] 19 G/ MR 1) 06 T AR 3 e, LA ) AR R

B, BT RE 2 AL RO 41 (KO =5 771t 2H 4 B 8 Joit
B FEAIT(P<0.05,P<0.01) , 50 IRAL LEEL RYT6 d
J . AR A R R B R/ (P<0.01)59 d
J& JEO iR 771 8 2H 4 B e A AR B 25 45 /1N (P<0.05) 512 d
Jei , EOfIGF 12k 2 4 B (A B 25 4/ (P<0.05 ) o L
K3 & #:3~4,

2.6 H MBI AL PCNA Ki-67 Rk ILE 5
X REZH b A, B2 3 4 EOAIRH 4 | EO fmy 771 5 2 #R
BRL i 988 41 44 i PCNA K —67 3% 15 14 1 35 B AIK (P<
0.01), W[E4 35,

2.7 ##41Bcl-2 Bax PARP cleaved caspase-3.cleaved
caspase-9%H I WL IRAPEIREE Sy, 52 HXT
ML L %5 ,5 .10 pmol - L™ EO 2L 4 ML b 4T 8 1= & 11
Bel-21f) 33k 8.3 FEAIR (P<0.05,P<0.01) , f2 I8 T2 1
Bax ,PARP .cleaved caspase -3 .cleaved caspase -9 [}
FORE R FEH N (P<0.05,P<0.01) s ¥y 92 50 4y, 5
XFHRZH LA, W% 2% EOARG i 4 \EO i 77 i 4 R
MR A S L T Bl 2 (R £ ik B F T

P, 55 IR A, EO 10 wmol - L4 G/MI ) (P<0.05,P<0.01); Tifi # 1 # H Bax .PARP cleaved
24060 L 51 P S 3 R (P<0.01) o BLIET2, caspase—3 .cleaved caspase—9 & [ [ & 15 W 25 14 il
2.5 A ALRREUMOR B AR R IL R SRR (P<0.05,P<0.01), WS,
F£1 AEESE TEOXTBT-204H A #) il Z K 1Cx & bk 3%
Tab.1 Comparison of inhibition rates and ICy, values of EO on BT-20 cells
24 h 48 h 72h
251
2 (%) ICso(pumol - L) 2 (%) 1Cs (pmol - L) 2 (%) ICsy (pmol-L")
0 pmol - L 4 0+0.12 0+0.13 0+0.06
1 pmol - L7 41 8.5+0.11 29.5+0.07" 35.2+0.05"
5 pmol L7 41 36.3+0.11" 12.51 42.5+0.04™ 8.06 56.6+0.04" 3.98
10 wmol - L 41 48.7+0.09" 55.3+0.07" 61.9+0.04™
20 pmol - L #H 55.0+0.06™ 58.5+0.03" 63.5+0.02"
T S RE S0 wmol - L4, “P<0.01,
Note: Compared with 0 pmol-L™ group at same time, “P<0.01.
F2 FBHEMSELILER
Tab.2 Comparison of cytotoxicity in each group (x+s,%)
4151 240 L 25
25 AR B4 13.42£1.67

5 pmol - L7 41

10 pmol - L7 41

25.21+3.0644

37.95+4.3344

W 5 a8 o IR A, A4P<0.01

Note: Compared with blank control group, 44P<0.01.
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5 A8 O R AL A, AP<0.05,44P<0.01,

Note: Compared with blank control group, 4P<0.05, 44P<0.01.

1

VT 25 K 2 4R 2022 4F 11 H 45 46 B4 11 1

25 LA AR T AR

Fig.1 Comparison of cell apoptosis in each group

TE 928 0 IR A He A, A4P<0.01
Note: Compared with blank control group, 44P<0.01.
&2

25 2L 240 ML S 30 A L AR

Fig.2 Comparison of cell cycle distribution in each group

I3 2 LR B R AR A

Fig.3 Tumor growth of mice in each group

3 itig

TNBCYF e TH5E AR R AR, S AR =Btk
FLIRIE AR L TNBCE Z br HE R A7 7 58, R0 Ak %
BHRS  , SAFLE A7 AR AR I e R T
AT B3 g A e ) — 07 =X i A T e g0 o 2
RIT LI A BRI 2 — R R T ZL IR 40 M
TR 259058 TR ST TNBCHA B A 39,

A PRZH B 0I5 7R, O 3 G/ M) BH ¥ ]

1185

iR\ FL IR MDA -MB-468 40 ig 54 5t , % S 40 i
PR, AR ST A R SR R STEOXT ATNBC A Y
P ANV B ML, BFFE 45 3R EOXS BT-20
1 A 1Cso B 32K, 5 umol - L7 B 0] i 2 10 4 BT-20
20 6 35 e BT 2R A — P o o e A RN A G B
TR 25 W, B R AR A AR R SR FH B g R A
A BRI AR HE MR EOTE M N A Bt B e 45 oL 4%
Tk B, bR R S5 EOYy ] B 40 i R B R Y AR K
I AR 7R ) O R SRR 2B K 8 400 IR AN B o
A AR A R0 b9 41 21 N PCNA FTKG -6 7470 i
Fik . Ki-67H0 )R 3R 5 FU AR IR 7 UM Ao
JE M 5% Ki—67 I 26 1k F 3 19 T A6 A7 R 48 PCN A
T 1 5 4 200 B R LR A B h s A, S S FURE Y
K il RO AR 5 45 SR R R EOTE IR N AL
A 2L AR g AR KPR T, DR e AR DN EO T 4 B
BITR T E B AR RIRE R RA — &
# Ak

VT AF SR FEHRE v 24 15 P 10 o 2Lt g 440 L g

B0 BB TG A oy T A

R A0 145 10 H =) G L B B 7 OT—LE 68 15 4 Hl -
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®3 BERBMBRELLR

Tab.3 Comparison of tumor weight of mice in each group (xs,9)
2H 51 i 965 o
Xf HEZH 0.38+0.02
By R 4 0.13£0.0244
EO %) & 41 0.34+0.032
EO 7l 4l 0.21+0.0422
W5 XA A, 2P<0.05,44P<0.01
Note: Compared with control group, “P<0.05,%%P<0.01.
F4 BARBMEFERLILER
Tab.4 Comparison of tumor volume of mice in each group (x£s,mm®)
Jif 985 1 L
20 33
6d 9d 12d 15d 18 d 21d
Xf HE 2R 104.3+£13.77 149.89+29.22 208.67+37.76 249.79+21.03 302.46+27.95 375.61+£32.79
BT 5% 2% 2 63.98+7.6344 72.11£9.1344 76.24+8.4944 80.09+7.9344 91.92+6.6144 99.96+6.8544
EO fIk 71 i 20 93.49+11.71 128.49+29.37 163.05+20.714 196.1+26.7244 236.4+28.084 271.59+29.714%
EO & 7 4 88.61+£12.87 109.99+21.28%4 123.54+18.3344 144.74+18.014% 167.74+16.4424 193.96+20.864%

2 5 R I O B4R LB, 2P<0.05, 24P<0.01

Note: Compared with control group at same time, “P<0.05, ““P<0.01.

T AT IR AL B2 2R 4L C.EOMIR ) it 41 s D.EO S 71 i 40
Note: A. Control group; B. Doxorubicin group; C. EO low—dose group; D. EO high—dose group.
K4 & AR EUME 2H T PCNAFIKI-67 R A 1 0L (e 2R AL e ()

Fig4 Expression of PCNA and Ki-67 in mice tumor tissue in each group (Immunohistochemistry staining)

00 A 5 B A RSO A T SR ARG I T R BT R A W o U T A Y AR A A
KB EOT B 45 B T G/ MM A 40 B e, TR e ZHEUR s 35 SR B ™ 2975% 00 I Ak LI
20 Jf A TR I S S R EE IR SE T AR e R A BT T 8 I Bel -2, 4 S L T 1 Bel 211
EOZ— A G LA FUM AR A M R 30), JRRERETR 30K, A B T3 i 45 S LR 20 o XA 7 25 9 1) SRk
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Tab.5 Comparison of related expression of PCNA and Ki-67 in mice tumor tissue in each group (xzs,n=6)

25 PCNA Ki-67
X B2 0.42+0.04 0.35+0.04
By 25 2% 41 0.260.0244 0.21+0.034
EO &7 & 41 0.3420.0444 0.28+0.0344
EO #5721 0.29+0.0344 0.26+0.0344

< I ALLE B, ©2P<0.01

Note: Compared with control group, *

B0 BB TG A oy T A

R A0 145 10 H =) G L B B 7 OT—LE 68 15 4 Hl -

TE AL G008 B30 v AG 0 45 20 40 0 P B AR 2 1 308 5 B S 38 BN 38 i A T 5 ZH AR UM H 20N A AR 3Rk, 55 X IRAL &, 4P<0.05, A4P<
0.01; 5% BEZH [ #% , #P<0.05, 2*P<0.01,

Note: A. Western blot detected the target protein expression in BT-20 cells in each group; B. Western blot detected target protein expression in
tumor Lissue of mice in each group. Compared with blank control group, 4P<0.05, 44P<0.01; compared with control group, “P<0.05, *“P<0.01.
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Fig.5 Comparison of Bel-2, Bax, PARP, cleaved caspase-3, cleaved caspase—9 protein expression in each group
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