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P4170) .PI 4k} (Sigma P2261); ¥ %5 K ik (£t
FI25A BRAE L S - 1104303 ) 5 BE 85 2 (ALl 2Yy
A BRAF T 1107106 ) ; ik 85 G (B 72 4
Y THEA PR T, Amresco J7%% ) ; — H FLF AN (DM-
SO) (R ik K4 # ik M A BRA R, 5.
20120323),,
1.3 E

Ty 2 —Ki% 1 R (AR2130 Ohaus Corp.
Pine Brook,NJ,USA ) ; ##5 TAE & (JRM o255 4%
ARAT R F]) s A AR 41 I RE 75248 (Thermo Elec—
tron Corporation HEPA CLASS100); {85 ¢ 8 i3
£ (OLYMPUS IX71); i 5 1% (Labsystems Wellscan
Mk3); 7 A AEAL (GAVUA INSYTE 5); 98¢ & &
PCR ¥ (StepOnePlus™, USA ) .,
1.4 etk

AT BRI AN AS49 I #i T BE 25 K AE ok
WAL
2 FHik
2.1 ¥ dph) £

P22 10% 6 28 75 79 RPMI 1640 3% 57 1 i
JIR IR 4 B AS49 il 1 3x10'mL™ 40 Bk, AL
100pL 4250 96 FLHL, T 37°CE 5% CO, 3546
B F 24h, WeodE R OB RO, M ON [ Wk E
(10,20,30,40,50,60pmg - mL™"), F:FL 100 19 H &
PR R AR YRR BE AR ) 73 I A B8 24 48h J&5 , 45
BT 4h fiITA 1.9mg-mL™" f) MTS ¥ 20uL, #4kZEh:
7% dh, T HEEFRAYL 490nm P54 A0 I 72 R OE R (A E,
T 3 W IHEIMEIR=(1-A ya/A wm)x100% 5L 3
EE AR EE, TR SRR Y 5 R
FEVITEF 24 48h IAHRRALTE %, SLIE & 3 K,
2.2 Hoechst—Pl 3% & R 3 L8218 5 ML B2 1%
My -F B RS B R AS49 B T e % m

WAL 3x10YFLEEA ) 96 FLAN S 72 M,
frH ALK 24h Wi BE R, B S AWKE R
30,40,50pmg  mL™ 5 [ S BB Y 5 R BESZ 1Y
RPMI 1640 ¥53:9, 1 37°C.5%CO0, 3746 h 5 37
48h,PBS ¥k 2 3 , 70 A Hoechst 5 PI & IR
WEEIFE 10min, 7EDOE BT~ WEEIHT- 40
23 FITC #7249 Annexin-V/PI 347X ta R 547

A5 PR AS49 4R P A& EDTA AYJEE
Al AL EE | PBS YEANNE 2 ¥ (2 000r/min &.L>
Smin) WCHE 2x10° 40 g, i A 500l [ Binding

Buffer 277400, fIIA SpuL Annexin V-FITC &%)
J& , A 5uL Propidium lodide, JR%2] , Z J5 = ikt
S N7 10min, 7. B 3 2040 A A I Annexin V-
FITC PRI T) A1 Annexin V-FITC/PI XL BH
PECHRIA T T 40 B %

24 ZYERTFmiit AL R

B A549 A% 2x10*'mL" 4B IF i, % fL
ImL $25) 24 FLAIMLRE TR, T 37°CH 5% CO, K
FEAETTIEE 24h, FRANMTESS SRR OB R 50—
2, 10pL MRS IR AR IS FE B TR AR TR 2 2 4%
R - —1, FH PBS PR 4iask %, B A & A
JE4 30,40, 50pg - mL K B 2SS S5 200R
VIR IR M5 3%, 16 0,12,24,48h FH8) 5 B0
WLZZ 20 M )RR O, R E BE 0 220 B RO R )9
158 B (S), BEAS LA B i 5 A4 8 (P, ],
V4 A5 1/4) e a P YA - AT R R R A R
.

ML = (S mapng=S wiee)/S s nx100%
2.5 RT-PCR #*# M Bel-2.Bax . ICAM-1 3 B %%
mRNA £ A%

AR5 31283 30,40, 50mg s mL™ M AR R
YL PR 48h 5 HIRBEHH AL 205, SR Trizol 42
I BRLEY) L RNA, J5 2R ) M=MLV 33 5% SR gk £ 736
sk R PEEE 7t PCR 974 Bel-2 Bax ICAM-1,
DAWERR H B i S 8 (GAPDH)E NS, 513 %
SCHRO3TH A F A, 519 th B A T AR A A
G e Bel-2 5158 LliEs |k 5° -TeTegTeTe-
gAgAgCeTCAACC-3", TUHE5I ¥ A 5° -TTCAgA-
gACAgCCAggAgAAATC-3" ; Bax BI¥FH] . LiiF5]
YN 5" ~TCAggATgCeTCCACCAAgAA-3", T iE5]
Y1l 5 -TCCCggAggAAgTCCAATSTC -3 ;ICAM -1
SIS LliEs|9R 5" -TAgCCAACCAATETgC~
TATT-3", TFE5I %A 5 -CAgCgTAgeeTAAg-
¢TTCTTg-3" ; N Z (GAPDH)JFF Ny L5140 5°
—ATT CAACggCACAgTCAAge—-3", FHBI¥IN 5 -
gCAgAAggeeCoeAgATeA-3" . FEEE f PCR Y
B — T 250 94°CTZE M 1 min; 94°CZEVE 20 sec,
55°CiR Kk 20 sec,72°CHEAH 20 sec, AR , 2 40 41
W mbfg 2. 15218 R CE, PAZS O R
A AXTHE, LN GAPDH A NS 3 [ TR AR L 1)
H 3 R AR ek i 27429

A ACt =[N B LR EE CfE -5 I 4
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YA RTEOLT . B R TAR BRI ] A549 4N
LIS I RCR B R AF T 1 R SRR Y
3.2 Hoechst—PI X % & & A AL B 32 4 5 3 I B %
2 i, A549 8%

i1 Hoechst—Pl XUYLZE AL AT K1, bifi % 25900k
(7t LR AS AL T W B 28 k. X A 2 44
i ST BORG JE | LR eG  AX IX e 1 5) 5 2l
HFEE W T TRl W 2 . TE25uR ey
40pg - mL™" B, 20 D SO T, A0 B A4 | A% X AR AR
271N, Hoechst Ye (0, n] WWEUE WYL, TR N
50pg-mL™" B, AR R RSB T, PL YL 5 a] D5
e, WK 2.
3.3 FITC #7372 %) Annexin-V/PI 337 X, 8 it K

HI 1 3 I, L RIAR B W5 5 A549 4
Pk Annexin—-FITC FHPE (AP T) F1 Annexin V-
FITC/PT AUH BH A R0 U8 1) 4 v 70 3 0 vy, &2
TR A AR

A

3.4 G BIRMELR M 3T AS49 AL 7R

R 4 A, SXTRAME, YMELT
30,40,50pg *mL™" [ 1 K 200 AR B 46 4 B, 48h Bt
A549 4 1Y iF B8 R 4 0l S 65.1% .50.93%
24.17% , Ut HIFE 48h N 1 S AR B4 vl LB S A
IHIAE A549 15 4K F Fiy#esh.

3.5 G RIRAREE P 4 2 AR SR AS549 2m e Bel-2.
Bax.ICAM-1 & ] mRNA #)3%%)

S 45 SR 7 1 S AR TR ) R A8 A A [
ik ICAM~-1 J% bel-2 FEPH mRNA A X ik &, IF
HLFifi 75 254 Wk B v 185 im T ARG, T AR a2 A48 A 0 1
1 PR bax Bl & 24 10 vk B2 1 15 i HE 3R SR f 15
S PR R AR RN, o 3K AR 1 B 1 R AR R A e
W38 o ] bel-2 FE R AY 235, FRAK Bel-2 5 Bax
() L 23808 175 5 ity U 98 248 1) 9 1, 0 7 o 41 o)
ICAM -1 FE DA (%) R 38 R 4 AS549 Jifs Ji 9 4 1)
SR FIORG B LI 5

0 o4 : 0% s

B

. 250%

15.56%

10 To46% o T R

3.20%

A 23 A B2

Jersene

B. 30pg-mL™!
1R B

C. 40pg-mL™”
EP TN L]

D. 50pg*mL™"

107 T
3 4 10

10 10

14569 ! 4 SRR B4

10 107 10° 10

B 3 Annexin-V/PI JUERZABT N1
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30pg ml™! 40pg - ml™! S50pg ml™!
23 IR RRZH 1 B AR B ) FI B AR B4 [ AR B4 )
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36h |

48h ¢

100 ~ ——E

90 | —m—30pg/mLE RFURELIRY
80 | =—&—40pg/mLE RFRELEY
70 4 ==50pg/mLE R FRELIEH

0

48

i Ja/t

B4 AEREEEARERYIT AS49 A8 — 4k FERB B0

4 itig

F A R 3R E A Ge e 2501, 23657 il B i
(L U BH (1 R S s 2o S5 . ASF
S8R FE T g 20 MG, % B P B AR Z0AR AR A T
il AS49 21 347 AR W S T 1A B B B R AR
Y, ABEGT IR KB SR B B /D Bel-2 3
925, K Bel-2 55 Bax Y LR A5 S i i

16

AR PR T, [N A i b ICAM =1 BE P Y 2 38k
P BebRE A R AT RS o AR S PR R R v, 1
IZARAE A 2 AR B O 1 25 55, AR FE FRAT TR A
FEAEH X R LG 28GR T & 25 BEA
S B T S B — 1 T R PR R 2 L ) 3
PR, I HJH T AN ) p-BEER IR D AR A2 i
M AN AEKE Hoechst 33342 Yekel HE i g g 4h, Ak
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1.200 H |ICAM-1

m bcl-2
1.000

M bax

0.800

0.600

0.400

mRNAFE X F ik KF

0.200

0.000
XHEE 30 40 50

B 5 AEREABRMREZZY AS49 B ICAM-1,
bel-2.bax FikHIE N
T 5T HRZH A B, *P<0.05

Hoechst 33342 HE0Z3E A F 8 1= 40 I 2 e E 5 40 i
B O i PI YRR RENE A A sE 44 4
JH S %) 1F 5 A AN T 4B . A Hoechst 55 PI Y
WG FRATTHRARE 2 (4 X 20 JF IE 8 4 T4
FET- A0 . AN A8 T 38 52 20 AR £ 56 R G s o
Bel-2 3 R AFFE e i TR T A N, e H
ARG B A0 O TR P I T (0 26 9, Bel -2 32
B3 2 T A R YR 2R AR S U SR A ke e s
MIATET, 24 Bax KRR — RIARE S A IE T,
Bax #EAES Bel-2 JE i IR — AR S8 Bel-2 #
AR T B Th RN, AELRAAR EAY Bel-2 BATE
PR AN SR8 7 4 A 98 1= O3 o e As i
NN EER A STk et o S e v S it R S |
Toad A rp, SRR I B i 25 A N AR A A i Lo
(A% IR , Bel =2 55 T LA i 25 IOk H K %) S0 itk ke e
RBP4 S S LA, AT B AR A R T @
Bel-2 BEMEVE AT LA A 1 X 5 6 B 1 iy A ) 3 o5
£, Bax BETERL) V2 B9 pH JEH NIE R FFLIE , &
[EWNARANG e R 2 Sl = S U= o R N L ST AN 1 )
J, DT 5 ER 4 A R T, T Bel AOAE AR I, & BE
KA Bax JE RS AAAETE , 0] 40 1, 38 3 Bel-2
5 Bax By FL R IHFEAUIEIH T, 1 ICAM-1 J&—
o 248 0 285 B DL, B AR AR 1 L 4 L N — AR D
FRBOAFRIR  HFE—LE g 4 i rh ICAM -1 233
FEIk, I L e A I8 A0 6 1 5 RS RN 0 B A i )
AR ZL (A I,

ZE LTI, 1 B2 B LR () B B ) T R AIE

HET AR AN A549 WP T, HAURMRCRE LT
B2k, LA B BEAT —E BT R A A 6
E— L.
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Xinkaikujiang Method of Rats with Spleen Stomach Damp Heat Syndrome Effect of
p53 and Bcl-2 Protein in Gastric Epithelial Cells

ZHENG Chunsu, CHEN Jinfang
(College of Traditional Chinese Medicine, Fujian Traditional Chinese Medicine , Fuzhou 350122, China )

ABSTRACT: Objective Investigate the effect of rat spleen stomach damp heat syndrome lesions from Wang’s lianpu drink
effect on epithelial cells of the gastric mucosa p53, bel-2 protein. Methods Sixty SD rats were randomly divided into normal group,
normal saline group, omeprazole group, Wang’s lianpu drink high, medium and low dose group 6 groups with 10 rats in each group.
In addition to the normal group, the rats by intraperitoneal injection of the dosage of the 10 ml/kg, salmonella typhi,according to 5
ml/kg again after 24 hours to fill the stomach, combined with high fat and sugar diet and environment were induced copy taste hot
and humid card model, such as composite factor determined by hot and humid card lesions, gastric mucosa pathological materials
adopt normal chemical method to detect and analyze the rat gastric mucosa of the Bel =2 P53 protein target. Results Omeprazole
group,wang’s Lianpu drink high,medium and low dose group and model group the Becl-2,P53 protein expression significantly
increased in the normal group(P<0.05). After treatment, compared with normal saline group,omeprazole group, wang’s Lianpu drink
(high, medium and low dose group of the Bcl-2, P53 protein expression incremental reduction, but wang’s Lianpu drink between
low dose group and omeprazole group there was no significant difference (P>0.05), wang’s Lianpu drink high dose group is better
than that of middle and low dose group and omeprazole group, difference was statistically significant (P<0.05). Conclusion Wang’s
Lianpu drink can improve the spleen and stomach damp heat syndrome of gastric mucosal epithelial lesions, its mechanism may be

related to the regulation of p53 and Bel-2 proteins.
KEY WORDS: letter of xinkaikujiang; damp—heat syndrome; rat; protein
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Study the Effect of Alcohol Extract of Fibrous Root Part of Bletilla striata on Apoptosis of

Lung Adenocarcinoma Cancer Cell Line of A549

JIANG Ruibin, HUANG Jingjing, LI Haoyu, PAN Ping, JIANG Fusheng, QIAN Chaodong, DING Zhishan®
(Zhejiang Chinese Medical University, Hangzhou 310053, China)

ABSTRACT: Objective To investigate the inhibition of Alcohol extract of fibrous root part of Bletilla striata (AEFB) on
proliferation and metastasis ability of A549 cells and to study their preliminary mechanism further. Methods MTs Hoechst —PI
staining and Flow cytometry were used to study the effects of proliferation, apoptosis by AEFB. The effect of AEFB on A549 cell
migration in two dimensions, the influence of AEFB on the expression of bel-2, bax, and ICAM-1 gene in A549 cell was evaluated
by RT-PCR. Results We found that AEFB not only can inhibit the growth of A549 cell but also induce the cell apoptosis in dose and
time dependent manner. With the increase of AEFB concentration, the expression of bel-2, ICAM-1 gene were down-regulated and
the expression of bax gene were up-regulated. Conclusion AEFB could inhibit the growth of A549 significantly, and has a significant
role in promoting tumor cell apoptosis, and inhibit tumor cell migration. The mechanism may be related to decrease of bel-2, ICAM-

1 gene expression and increase bax gene expression.

KEY WORDS: alcohol extract of fibrous root part of Bletilla striata; cell apoptosis; tumor cell; migration
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