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Effect of Wenxia Recipe Medicated Serum on Inducing Apoptosis of
A549/DDP Cells and Expression of Bel-2 , Bax and p53

JI Xu-ming, OU Yang-bing™ , WU Zhi-chun, YU Hua-yun, WANG Chun-yan, LI Wen-hua
( Shandong University of Traditional Chinese Medicine, Jinan 250035, China)

[ Abstract] Objective:To investigate the effect of Wenxia recipe medicated serum on inducing apoptosis of
A549/DDP cells and expression of Bel-2, Bax and p53 protein by using serum pharmacological methods in witro.
Method ; Drug-containing serum was prepared and analyzed by HPLC. Furthermore, A549/DDP cells were divided
into DDP group, drug-containing serum + DDP group and normal serum + DDP group. After incubated 24h, cell
apoptosis was evaluated by laser flow cytometry and the expression of Bel-2, Bax and p53 protein in cells was
investigated by laser scanning confocal microscope. Result; There were ginsenoside Rb, ,emodin,aconitine in drug-
containing serum. Compared to DDP group, the apoptosis rate of drug-containing serum + DDP group rose to
(21.82 +£3.27)% (P <0.05),the expression of Bel-2 significantly dropped to 2. 81 £0.02 (P <0.05) and the
expression of Bax and p53 significantly rose to 2.90 = 0.08 and 3.58 + 0.09 (P < 0.05) respectively.
Conclusion: Wenxia recipe medicated serum could significantly induce apoptosis of A549/DDP, decrease the
expression of Bel-2 and increase the expression of Bax and p53. This study showed that Wenxia recipe might reverse
the mutidrug-resistance of A549/DDP cell by inducing apoptosis.
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fili 45 B £ 245 1 25 ( mutidrug-resistance, MDR ) JE
AL A2 2, B N A E B 34T 2 | g, (2%
ARAAFTE R REMLEIE . A7 W Ioh 9o 20 1 % 15
T T 32 AT fE R T 25 7 AR L 2 — 7 S T 24 4
MOUH TR AL LR 2 T R A S A
B H & MR R O ANS AT F R CiESE A Ui
W25 PE R o AT R A SRR IR R O & 25 i i
fE W] . Re AR AS49/DDP 41 Jid iy it 25 1, B g 2 ~ 2.5
£ o AURSE IS I3 25 30 0y ik, BF SR R
M T T AS49/DDP 4 Jifd 98 - B n REHL .
1w
L1 3y (@R 2% 10 B iM%k, R
2.15 ~3.00 kg, f L 7R op B2 245 R SE B s 4 b ot 4
fi, & IES SCSK(45)20050015 .
1.2 4iffikk AS49/DDP 4 g bk dy o [5 B} e A= 9
W BT B . BT 10% /b 2k L B 5R WP
37 C,5% CO, KA 538, 40 M 55 5% W b 04
(DDP) {4591 9 6 pmol - L™,
1.3 X2 Agilen 1200 & %0 AH 2% {2 ( DAB £
2%, %1 Agilent 23w ) ; FACS Calibur it = 40 i {X
( Z£|¥ Becton Dickinson 4% @) ) ; LSM510 % 8 5 4 52
fi B BT (T8 Zeiss 24 7]) .
L4 2% WTEHFEAS KR HF HH48,
KR RS A 2 1 g-mL ™ INFR P B 2 R
= B il 79 48 O 3 ok 0 R R A A
1.5 A #  Annexin V-FITC i 55 & (g 5 51-
65874-X) , 3 [E BD PharMingen 2 #]; Bel-2 ( 4 5
ZM-0300) ,Bax( 5 ZM-0331) , b i P 2 4L W
ARG MR A pS3( 45 sc-6243) ,Santa Cruz 456,
XER G B IR B AR TR AL IS AS
A Rb, 11074-200318 ; X3 2 110756-2001100; &
Skf 110720-200410
2 A&
2.1 FHMIE F LYYL& 2 miE
AURIER TS, &25M 54l ig BTy 24 g-kg ™',
EH ME A g SFABUERERK,2 W/d,E8:3 d, K
Wig JG2RE 12 h,ig 1 d 258 ,1 h J5 R, B,
56 CKiEKIG, -70 CRAEFHFH.
2.2 HPLC 4pr#7  BUEZ5IMEE 100 wl, i A 200 wL
HEFEES B0 . M EHR. AR AS R
1 Rb,: £ i5-0. 1% B (32:68) ; K R+ H BE-
0. 1% WEER (80: 20 ) ; & 3k i : HHE-7K (56:44) . #E
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i : AZ B 1 Rb, 40C , KK 37 C, 5% 35 C,
Pt : AZ BT Rb, 203 nm, K#{ % 254 nm, &L
240 nm, W 1 mL-min ", FEEEHE 20 pl,

2.3 HIMIKT SR S04 K E A AS49/DDP 4
ML AR ARG, SE30 UM BUE KA., LA 1 x 10°/
mL % BE RN T 24 FLAHMIET AR, 12 h |F 4 R 3 4
HMAZ Y. DDP T WAL i A AR BE G 4A (10
mg-L™") ; Fr 241 + DDP F Fi 41 - 40 ffa fm A% 24 i
T RV 200 e 8 L4 5 IE %6 M0 3% + DDP T T4 « 1IE % 1L
AR BEN S, AkZesi % 24 h J5,4% ZRH
B[ SE , -20 CRAE.

2.4 POLIERERMBRI Bel-2,Bax, p53 HA X
ik OR F R O A0 M b 2 k. PR Y R
1: 100 47 4< PBS ¥t 3 ¥,5 min/ ¥, 111 °F I 75 %5 6L 0%
A 15 min, A —H1,4 CREA AT R FRIC
30, EIRFEE 20 min; PBS ¥ 3 ¥, Zeiss LSM510
oo R B B KR W, Zeiss LSM510 Image
Examiner {553 B 50141 52 & 43 B BEAR AR X 28 5 5%
BE B 2k i LR O R R

2.5 OGR4 Mo T A0 B TS S5 A A
2 25 M AL BE 24 h )5 RGN AL, PBS Yk B0,
VR BN o B AR SOk [ 6 ] ik g A MOt IR = 40
FLASCARS ], cellquest FR 14 2 Gt 4 47 40 i o 1= %6 .

2.6 SiitJrik N JH SPSS 12.0 K FAL 4TSt
SYHT BRI x o+ s RO A LG AROR IR R O %
BT, A P <0.05 HERAGHFE L.

3 #£8

3.1 HPLC /r#r&i R A B S BRI T Jr K i
WEEHMBEIETHEASELT Rb,  KRER LS %L
W(E1~9),

3.2 WTFHEIMTEA AS49/DDP 4i i Bel-2, Bax,
pS3 M KIBM W 5 DDP T4l b, & 25 M3
+DDP + Fil 21 4 Jfd Bel-2 iAW) B (K (P <0.05),
Bax,p53 FEHERAEM WA R (P <0.05), W&k,

3.3 R &M AT AS49/DDP 41 o U T # A
o A0 AR 10 000 441 i, DDP T Hi 4
PeOEAE N 10.54 + 3. 01, 1E % ML 7% + DDP - Fi 4 %¢
MK 11.02 +3.69, % 24 135 + DDP T i 41 %¢ 5%
{4 21.82 £3.27,5 DDP T W4l L&, & 2515 +
DDP THIA UMM - B &S, ZR A %I ¥E
X (P<0.05),
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ks i3 0 1 2 3 Hm?n 3 6 7 &8
1 ASMR& B2 RTEHKARE B3 BTHSHMNE
KEHE
/ K
/
O 1 2 3 4.5 & T 8 biii,‘i§5'75 0 1 2 3 4 5 6 7 8
t/min t/min t/min
B4 XEHM Bs5 BTFHKAAHE Be6 BTHESHMF
1= S
A A ha
0 11 12 13 14 15 0 11 12 4 15 10 11 12 13 14 15
t/min tfmin t/min
B7 MFHEMR B8 EBTHKMMK B9 BTHEHMNF

%1 BTAHEZHMHR AS49/DDP 40/ Bel-2,Bax,p53 HEFREMHM (i +s,n=3)

#51

Bel-2 Bax p33
DDP T i 3.38 £0.06 2.21 +0.08 2.61 0,12
&I + DDP T 3.46 £0.05 2.23 £0.09 2.50 £0.10
FEIME + DDP T 2.81 £0.02"% 2.90 £0.08"% 3.58 +0.09"Y

T« 5 IE 4 L5 + DDP T-Hi4 Lhse" P <0.05; 55 DDP THi# L4 P <0.05.

4 itig
il 85 2 s R B3 6 L A S P R 22—, BT AR
ST EETFB, FZRELARIT W7 HRIT 5
Syr= A4 MDR G HE AR /)24 il ifi 93 ( NSCLC) , MDR
ST EUT R M E A, R KR T AW R R
oA

T 7 i (4 B g I8 ) K B BT 3 Ik i
B, M ANS R SIS, Dy RE L R
PHAC EASCHL T80 . BRAE A SC 3 25 4R i F 7
O 24 1ML 375 AT VK 200 A S 2% T i i 245 4 G 25 1 (LRP)

A5 22 Ak, M 3 &% AS49/DDP 4 Hu 19 £ 25 it
25500t TR 25 ML 09 5 2 R R 25 B O MR I
RS LR IR AT AT IR R 7 A 24 1 7
5 A549/DDP 40 i P - B 5

SN HPLC ARG I 36~ 7 & 24 it 3 op 3
LA BT NS BAT Rb, K 2 Sk, 45 R 42
A EHmMEPEAASRE Rb  KEEME L
B . LA AT RAIZE P O i 2 3 A O i, B 2 am i AR
B /INE LT 9 7 AN B A T T TR

i 9 40 i X 4 T A i 52 & MDR (L 22—, B
A MDR &5 () 40 e 55 52 B T hi e A R T ik
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TTREJZ MDR F A< 2, SR FHT 70 2 40 {3 A 00 40 i 7
TR, RBR T & 25 i vl W 2% 5 A549/DDP
AT ARG R, BARRTHF &M
T8 T R 2 3 oL 17 S i 24 400 A O 1 T 3 e 24

WFFEE Bel-2,p53 SFHE Bk 28 5 2 24T 25 47
FEAR S, Bel-2 A f: g — Ffiiit 25 3 (R, Hid % ik
U070 g 0 B T AT B A g
pS3 fEELHE T i Bel-2 93535, A] i 46 {2 2k i 245 40 iy
PHT R R T Bax 5 H A R U TR
FLR 0K RE T B8 5 b e A0 i 0 T, EL B SR Ak T
BURPE" . 3278 Bel-2,Bax,pS3 # ik 1945 L 0] fE 2
i 24 200 Ff 3 1 1 1 BT

LI R FRWIR T F & 245 i v 66wl & T
A549/DDP 4 Bel-2 % (4 3%, i Bax fl p53 &
(13235, 5 S FEE AS49/DDP 41 B 08 T, M i 13 %
Z 25 25, S8 IR F 7 & 2 Mg 75 5 AS549/DDP 4
i 0 T T R L 2 2T 24 Y o T UL 22—
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