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[(FAE] BB AR R & 45 008 25 25 07 565 75 R B2 (gefitinib ) £ 24 135 X5 AR /)N 20 g it 988 H1975 40 A #k i) 48 5
M AP TR . J73% 0 P2 2B ek A AR G A R B T A P R R R (15.75,31.5,63 gokg ') S ik A E 4 it
FHE P SR (15.75,31.5,63 g kg ') A 7 gefitinib(22. 5 mg-kg ™) ; gefitinib (22. 5 mg-kg ') ,0. 9% LA Ak 4HVA W (NS)
ETEHMTE s H1975 400 6 x 10*/mL BA 40 B % 3L 100 L 550 T 96 FLAR ; HI975 40 1 x 10°/mL B 20 g 5 3 45 7L 2 mL 43431
BT 6 FLAL I 6 FLAR N IS8 A b, A0 BE SN A & A 10% bR 3 24 1 7 A9 RMPI-1640 £ 5% ¥ 43 5] T i 24,48 ,72 h, CCK-
8 o I & 2 B 24 ILVE VR IS [ B[R] 5 % 200 Ji 33 B8 % 52 ) 5 it X 200 S0, 0 % 26 55 245 100V 4 TS [) B ) FS % 4 i O o i B2
Wi 5 B, 5 2 A 5 A W0 AS ] BF ] 98 7 40 i 2 e 52 B K 4% %4 B8 2R 1 -3 ( Caspase-3) B3R5, S5 Bk NS 404k, 2% 40 & 24 1l v XF
H1975 20 s 147 30 i 384 84 T, i <000 45 A 55 0 v 70 e & 25 1L VE 7R T 72 b 3R 2 0 23, 81% , £ 3l 2% 35 07 =i 7 U%EﬂéA
gefitinib & 24 IfiL 175 #10 1h 28 55 55 O 42. 86% ;5 NS X REZH LUK, 25 20 & 2 1L 35 %t H1975 40346 75 5 L T VR H , 5 < 4% i
J5 & R M HER G gefitinib & 25 LB /EH] 72 h, H1975 40 i 94 =2 43 51 Ky 10. 29% ,25. 77% ; 4 14K I Caspase-3 & ik ‘5*’5%
I A B ) 52 TR AR 3G, 25 ACIE 45 i 28 7 = R B BK A gefitinib & 25 13 AU VE H e it o 518« 45 AUE 45 % 3 5 B A gefitinib 7] &
S0 A0 i B H1975 20 38 5 JF 5 S O 1=, 38N Caspase-3 £ [ 3R 1K T g2 AR #F H1975 4 A Tl il =2 —.
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Effect of Yiqi Tongluo Jiedu Recipe and Gefitinib Medicated Serum on
Proliferation and Apoptosis of Lung Cancer H1975 Cells in vitro

MA Feng, LI Ping” , ZHANG Mei, SUN Xin, SU Li
( Department of Chinese Medicine Tumor, the Affiliated Provincial Hospital
of Anhut Medical University, Hefei 230001, China)

[ Abstract | Objective: To discuss the influence of serum containing Yiqi Tongluo Jiedu recipe and
gefitinib on proliferation and apoptosis of lung cancer H1975 cells in vitro. Method: The medicated serum was
prepared by the serum pharmacology method and divided into the low, medium, and high dose Yiqi Tongluo Jiedu
recipe groups (15.75, 31.5, 63 g-kg '), the gefitinib group (22.5 mg -kg™ '), the gefitinib (22.5 mg -
kg ') combined with low, medium, and high dose Yiqi Tongluo Jiedu recipe groups, and 0.99% NaCl solution
group. 6 x 10°/mL the single cell suspension was planted into 96-well microplates, 100 pL/well, 1 x10°/mL the

single cell suspension was added to 6-well microplates and cover glasses in 6-well microplates, 2 mL/well. RMPI-
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1640 culture solution containing 10% the medicated serum was added to each well for 24, 48, 72 h behind cell
adherent. The proliferation of H1975 cells was measured by CCK-8 method. The cell apoptosis was measured by
flow cytometry (FCM) and Annexin V-FITC/PI. Immunohistochemistry was used to measure the expression levels
of Caspase-3. Result: The inhibition effects of different dose of the medicated serum on lung cancer H1975 cells
was found. The inhibiting rate was 23.81% and 42.86% in high dose Yiqi Tongluo Jiedu recipe and high dose
Yiqi Tongluo Jiedu recipe combined with gefitinib at 72 h. The inhibitory effect was increased with the increased
drug doses. Compared with NS group, each group containing drug serum could induce apoptosis of H1975 cells.
The apoptosis rate was 10.29% , 25.77% in high dose Yiqi Tongluo Jiedu recipe and high dose Yiqi Tongluo
Jiedu recipe combined with gefitinib at 72 h. The apoptosis protein Caspase-3 expression was positively correlated
with drug dose and action time, the high dose Yiqi Tongluo Jiedu recipe combined with gefitinib was the strongest.
Conclusion; Yiqi Tongluo Jiedu recipe can inhibit proliferation and induce apoptosis of H1975 cells. The
promotion of Caspase-3 protein expression may be one of the mechanisms of inducing apoptosis of H1975 cells.
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it g 2 T ] % SR IAE T 2% de vy 14 0 I gRE 2
—, e /N2 ff i 88 (NSCLC) 5 Jir A il 926 9 151) 14
80% ~ 85% "', T AF S 4 3 B kK T % Ak
(EGFR) i 2 IR W i (TK) X /N4 1 25 9 3 &
Je (gefitinib) & 5 Ky 36 97 NSCLC (1% H 2549, {H 2
I A b RB I 288 25 7= A2 X gefitinib i 2, 40 0] B
Ko gefitinib B BT IR 28R I 4E 2% it 25 K A= I [R] 2
HETOE o i 5 o R BE b B i B SR H 45 A 2% i
B RS gefitinib 3697 M2 19 NSCLC, U 1 1 250 ik
B M HE Gt 24 ¢ A I [B) 0 RAFRIOR o A5 R IR
GE LG 245 B2 7 s, i — D AR I g SO 4% i 1 T
ARG gefitinib £E KSR XF il B i H1975 4 il 11
8GR AV P R S R T g AR AL
1 #
1.1 259 sSE% %R )7 (YQTLID, B R (AR |
IREE JG N4 WA 08 B A A2 LB
A S BE B 2 50 BE AR AL JF 3E 17 5 Fh 8508, gefitinib
(415 1205013, 3 [=] By S5y 1) e 20 ) 200 )
1.2 7% RPMI-1640 ¥ 3% # ( Hyclone, 3£ [H , it
5 NYCO819) ; i 4= IfiL 1% (Bt M DU 2= 5 2 9y il o A7 R
oS 121214) 5 JBEIE G (35 = RAEY AR B
% B, 45 €0201) ; DMSO ( Sigma, it 5 2012110
3663) ; CCK-8 (it 5 BB130041) X AnnexinV-FITC/
P14 i 3 T A6 I 32X 55 & (4t 5 BB130042) ¥4 11 T
Bestbio A Hl .
1.3 ZhY5aafakk fEREMEYE SD KB, SPF ¢, it
(200 £20) g, W H Z B BEF KEZLR Y PO,
VFAJIEYS SCXK () 2011-002, A Jifi fit 98 H1975 4
MOk, i G 50 A A B A A 5 B R RS 0 2

1.4 {U2% SW-CJ-1FD B & TAE G (IR M E 1k
WHERARA ) ; CO, ¥5F74 (HERA cell 150, 3
) 8 & W38 (Olympus, H AS) ; ELx800 %! i A5
{0 ( Bio Tek 7 ®]); Epies XL A 3 2 4 Mg 1Y
(Beckman Coulter)
2 FHik
2.1 HAMERH ST KB 24 B BEHL N 8
41,57 A NS XF B b 25 %, b R AL,
gefitinib 2  Hh 245 {1k | | 5 ) & BK 5 gefitinib 41,
413 Ho g o s A Kk 15.75,31.5,63
g kg™ (70 kg MG R 1,2,4 4% M8 Fh s
] 43R R T R ) K TR AR B S A2y
0.79,1.58,3.16 g-mL ™' 125 ig, &Ik 2 mL, & H
2 YK ; gefitinib 4 H 22.5 mg-kg ™' (570 kg WAl
R 1A SR ig; B H 1 WG X BRZH 45 7 NS,
B2 mL,BEH 2 R, S41EZEHZ S d, RIR%G 2
J&i 2 h,10% /K45 G ip BRI, JC B8 A5 1 T 1 32 30 ik
Bl ,4 °C#%# 3 h,3 000 r-min ' x 20 min 43 & Il
i, A I A 9,56 C /K K i% 30 min J5 0. 22
pm EH LB SR UEBR A, 1 mL T EP 4 5%, - 20
CRAFEH .
2.2 YHMEREFRWATCH ECH A 10% 6 4 i .
10% 25 K. . & # &, gefitinib, 1 25 B &
gefitinib , NS [l 7% ) RPMI-1640 5% 4= 5 35 W ,4 C 7k
IR gl
2.3 IMEFE WL TR HI975 40, 80 T &
10% fify 4= 1fL 75 /9 RPMI-1640 3% 523 b, & T 160 F1 i
BE37 C5%CO, BafhiEss, B2 ~3 dfem 1
UK, 7 40 M 00l R A KR RIS 1) 80% ~ 90% B, # #1L
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TH A AR AT
2.4 K 2 Boph Ky B S gefitinib XF H1975 41 iy
AT RIE R O B K I 20 A, R R A %
N6 x10°/mL, DLAEFL 100 wL 1440 i 5 7 32 T 96
AR, 28 4,4 5 MEAL, B T 5% CO, ¥4
HOREE 24 h 2 MG BE JS SR D R R, AR OO A B
A b 45 25 25 0 1) RPMI-1640 315 57 W, B 1L
100 wL, & T 5% CO, ¥5 3246 4 i i & 24,48,
72 h, AL A 10 pL CCK-8 ¥k , 4k Z2E 5 1 h, i
E S 28 A6 I A 450 nm b I 5 B AL B OB EE (A) AR
T 25 FL A8 W2 ' o B % 2L 40 e 1 345 10 o) 2
HFEMRIZE = (IR A - STH 2 A) /X BEZ A x 100%
2.5 RN [R5 A 24 0000 AR T H1975 28 i bk
MPET- O MR CCK-8 S2 5 45 5%, Ik 73y NS
X HRZH | 5 38 25 i 35 5 1R R i 41 | gefitinib 20 AN [R]
FIHE A T 256 gefitinib 4] (n =6) o BURH A K9
YN, A AN E R 1 x 10°/mL, & FL 2 mL 41 i
BWEM T 6 fLik P, BT 5% CO, B35 IR5H N 8%
I, 20 M 8 4 W BE Fe W B B SR, A M A S A
10% 1 NS %5 <3 25 i 35 77 & ) &2 | Gefitinib | 35 <
R EE AR S R ARG Gefitinib 2459 1M 3 19
RPMI-1640 ¥% 3 W /E I 24, 48,72 h, JiE i W 1k,
2 000 r-min~' x5 min B.0, Wiy PBS ¥k 4% 41 1 2
7,400 pL 1 x Annexin V 454 B 77 400, 41 5 40
M B R 1 x 10°/mL 2440 it B 980, 76 40 a2 8 b o
A5 uL Annexin V-FITC 3 47K , i858 51 54 °C ##F
JEIEE 15 min, A 10 wL PT QA3 2R IR 2] 4 C
WECIE R 5 min, 37 B 9 =X 40 A SRS
2.6 KW PE TS HI975 4l Caspase-3 BRIk M
Xt B K S 40, VR A0 % B R 1 x 10°/mL, 2 b
T 6 fLA 53 1, A RPMI-1640 3552, & T
5% CO, B340 ET 24 h, 40 i W5 B 5 35 55 5% 55

W, 2.5 BN A& 10% () NS 8525 ¥ 1ML 7 Y
RPMI-1640 1% 73 Wi 43 51 F 151 24 ,48,72 h HUH 3% 55
J,PBS wik 4% Z2 W EEE R[5 % 15 min, PBS
UE,0. 5% TritonX-100 % & 4 P 30 min, PBS ik,
3% H,0, [ 10 min, PBS #yt , 10% 111 2F I 375 % 15
Ef 4] 10 min, Jiil Caspase-3 $if& (1:100)4 C T 7%,
PBS iy, i —He, & W F 1 h, PBS w vk, WiH
DAB & {8 , B2 T UL ZE 157 240 L J5T (k) 4 L e 2 4
CRuNDENE D LR % | o 8 [T A = S S
SRR BEEL 3 A HORLLET (<400 £5) 411 B, 48 i
S b SR AR B 6005 O HLTE 5T T A 200 1 A BH 1 )
Wrbm o, R R AR A E . W H] Image Pro-plus
6. 0 g 2L Fr Ak B 50 X LR R AT 43 A, D S AR Gy
WO RE (IA)

2.7 Gt ab s B R G i SPSS 17.0
PEATA3AT , T A SE 6 KU DL & =5 R, R 24
Br, LA P <0.05 HAEGIH¥HE L,

3 #£R

3.1 XF HI975 4u 3 s s my i | nf A, &
HE MR 24 h 5, B 24 w0 R R G e
F 2 A, H A A$ A1 F 2 138 X H1975 41 fifd #% I B
BRI E 48 h 5, b2 Al A 2 E G
gefitinib 20X} H1975 20 g Ak i 15 58 40 ) £ H 8 NS
X AL gefitinib 21 B 3458, 22 A S il 24 B X
(P<0.05);72 h j5, 254l K 25 B 4 gefitinib 41
S T B B A AR Herh h 25 A gefitinib
AT Bl vh 25 4R gefitinib 20, Hih gefitinib 20 75
24,48 ,72 h X H1975 4 Jd Bk (%) 354 78 40 0 7F B 2= .
fy UL 7T WL gefitinib % H1975 41 ffl 36 74 J6 &%, Bt &
gefitinib 21 2 24 1L 3% X H1975 20 i Bk 1 184 4 300 okl £
JH 52 B 1] B 5] 2 AR , 72 b B B e 5] 2 41 1
VE it o 45 AR Sy Jia 2 55 56 i AR i

K1 FEE10% S MEXT HI975 HEAISEIEIE (25,0 =5)

24 h 48 h 72 h
4151 /g kg™

A IR/ % A IR/ % A IR/ %

NS % B 1.53 0. 02 - 1.49 +0. 05 - 1.47 £0.02 -
gefitinib 22.5x1073 1.48 +0.03 3.26 1.44 +0.03 3.36 1.39 0. 06 5.44
YQTLJD 15.75 1.46 +0.03"»  4.58 1.36 £0.02"2  8.72 1.29 £0. 042 12.24
31.50 1.44 +0.04"»  5.88 1.29 £0.03"%  13.42 1.20 0. 03"% 18.36
63. 00 1.34 £0.03"2  12.41 1.23 £0.02'2  17.44 1.12 £0.04"%  23.81
YQTLID + gefitinib 15.75 +22.5 x10~? 1.43+0.03"%  6.54 1.16 £0.05"» 22.15 1.03+0.04"»  29.93
31.50 +22.5 x10 7* 1.41 £0.04"»  7.84 1.11 £0.03"2  25.50 0.93+0.07"%  36.73
63.00 +22.5 x107* 1.29 £0.05"2  15.69 1.05 £0.03"?  29.53 0.84 £0.07"%  42.86

T AL B P < 0. 05 AR (R B IR B 22 1] H ™) P < 0.05 (R 2 [F)) o
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B 7RI AR 8 & 24 LT 6 F1975 200 N 3 58 0 4 T A 52 M

3.2 XF HIO7S 4 TR 24 ,48,72 h i
gefitinib & 25 ML 7H 20 40 ML PR 123 5 NS Xt BRAL AR Y,

FEAR A5 210 24 1038 A6 [R] i ) B Y B AT 2 3 H1975
MR T B AR H b 25 A0 25 % 3 T BK S gefitinib
ZIXF H1975 20 i 1) 8 72375 S 0% 20 530 T NS X g
4 | gefitinib 20 Fl 4 KB 8 Al &4 5
gefitinib 2 FLEE, 125 BE 5 gefitinib 41755 H1975 44

N g O 2 R T T BE D gefitinib XTS5 H1975 41 i
U8 T B P R 2R A L 452 ) AR ]
IEAR, W32,

3.3 HI1975 40l Caspase-3 ik [k NS X} 4141,
FHoAh 45 2H 40 g Caspase-3 35 [ 38 3k 15 52 BH 4, 44 i
() 20 o R e 1 A o 4, HL B 25 ) 79 4 i A
ﬁzﬁﬁﬁﬂﬁllﬁﬁik Caspase-3 & [1 #i5Bm, & # &

MRETHEREE , BASIT2E L (P<0.05), 4 gefitinib A F 25 MG R B, WFEK3, K1,
K2 AEAJNESHMFX HI975 BT RN (5 £5,n=6) %
TR
21 51 ﬁ‘]%/g'kg_l
24 h 48 h 72 h
NS % B - 5.16 0. 46 5.15 +0.44 5.72 +0.09
gefitinib 22.5%x10°? 5.52 +0.57 6.19 0. 59 6.37 =0.53
YQTLID 63.0 7.06 +0. 48" 8.47 £0.62"% 10.29 £0.61"2
YQTLJD + gefitinib 15.75 +22.5x10 7 9.75 +0.51"% 12.53 1. 46" 13.60 +2. 65"
31.5+22.5%x10 73 11.23 £1. 14" 14.77 £1.32"% 17.97 +1.97"%
63.0+22.5%x1073 17.43 £1. 165 20. 11 +1.57%% 25.77 +0.81"%
R3 AEAF H1975 {fE Caspase-3 EHRKIE(x £5,n=6) IA
Caspase-3
#H 5] itk /g kg !
24 h 48 h 72 h
gefitinib 22.5x10°° 0.36 0. 04 0.43 £0.05 0.52 +0.05
YQTLID 63. 00 0.56 0. 06"% 0.80 =0.03"% 0.94 £0.07"%
YQTLID + gefitinib 15.75 +22.5 x10 3 0.83 £0.07"% 1.14 £0.07"% 1.45 £0. 1112
31.5+22.5%x107° 2.19 £0.05"% 2.84 £0.08"% 3.84 0. 11"%
63.0+22.5%x1073 2.84 £0.08"% 3.68 £0. 1552 4.72 £0. 46"
TE I gefitinib 20 He A" P <0. 05 ;7 [@] i ] B 2 ] b8 P <0. 05,
9 # N 4 . BB, )
A LI S
o 2 \
@ 4 v > 3 & :‘/; oa\‘ ¢
© .”‘ P o5
8 4 i LR B
P 3 ~ § : ",\L -
A B C D E F

A. NS X} W84 ; B. gefitinib 0.022 5 mg-kg ™' 10% & 2513541 ;C. YQTLID 63.0 g-kg ™' 10% %

D. YQTLID 15.75 g-kg~
F. YQTLID 63.0 g-kg~

4 itig
ik Je 2 ke ) 0 SR R AE T SR B e W g =2

—o B 259 gefitinib [ H AL &4 EGFR &
AR Y fili 95 (TR YT HE 0] T — AN R B B (R R I R 1
HBH AL XL gefitinib it 25, 7F 50% ~70%
o, R RO Ak PR & AR T TT90M ik %8 78 B

'+ gefitinib 22. Smg-kg "' 10% & 25 M3 E. YQTLIJD 31.5 g-kg ™

LY
'+ gefitinib 22. 5 mg-kg ™' 10% & 25 113 ;

'+ gefitinib 22. 5 mg-kg ™" 10% % 25 1.3
1 AREAZSZHMmEX HI975 4 Caspase-3 3 ik i

Fm(ERRRARLFEE, x400)

Met S SE DR O 97 880 BEAR B2 2 BF S W, 3540 oh
25 HAT I 22 Tl i A28 300 B e 98 00 JHEL T 24, i s b R 2
X 9 245 0 B SRR R PR R

A S e FEXT gefitinib Tif 25 H & A EGFR 20 =
SR A TT90M S8 2% 1 H1975 200 i #k S F 58 Xof
G, R TP 24 L 25 B 7 1 WL A TR AR A Y 2 <
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LK RE T BR S gefitinib % 25 LG XF H1975 40 Jfd i)
S G A A TR S LA R

BUACZY BH 2 F 55 9E W, 07 o R AR B o
BT AR R AL RE % 1 SR LK S g T,
W ELAG TR () R 0 R A i R A R S R
AT . B T R LB R 2RO i e A0 A
R R TR ARER M LY S £
B CE R R R R e R R R £
b 98 200 1 A B 0 B A 0BT R R AR
(18 0 JE A 5 g EL A 81 95 BIL A S 928 T B, 490 451 ek g 4
it 358 B, 375 S R 400 RO T B A L 3 T LA A e
TR A M. T hiENEZMIE, ZRBR
S 10 ) i e 240 i 1 G, 15 S P R LR T P

ARSI 1 CCK-8 4 K M 25 A3 45 ff 88 7 &
2 1ML XF H1975 41 Jifd (¥ 34 5 90 i 7E F, & 3B NS
XiF BEZH L gefitinib 41 41, At 4% 20 v 25 & 245 1L 1
HAH H1975 41 fa A= K 0978 1, A 750 2 st i)
M, B R0 5 7 8 0 R TR ] ) S K, JECH A
FH % Wik i, AHIE 53 25 5 2% WA 2% Al 4% iR 8 T KA
gefitinib 25 25 [0 3% %30 1] H1975 41 fid % 55 45 Py 5] 16
AEH

ARAIF 5T R FH i 3 A0 AL G 0 25 A< 45 A B
D5 BEA gefitinib & 25 003 XF H1975 40 U T 48 I Y
B 45 5% W] 25 0E 45 i 8 7 Bk A gefitinib % 2y
M3 HA 7S H1975 4 M g8 T i VB, 5 S H
B F X HE 2 | gefitinib Z FIh 2y w4, 2 57 B
FLVOHAGIFE X FoR 258 xR F H1975
20 i 1 08 T LA DR RLVE

AR S5 38 3k 40 A G g 21 A B R K Caspase-3
B RS, R R 25 AR 5 T B A A R R
JE & 2 LG RE 0% %5 5 H1975 4l Caspase-3 75 1%
KBTI, $E o 25 S 4% f 1 7 ATl AL i H1975
40l Caspase-3 25 [ 2235 1) 1 0 iy 42 320 4 L 04 1=

25 LT IR AR S 56 I AN i 24 Dy TEIE B T 25 <l
LKA B T B A gefitinib XF H1975 20 Jfa i) 38 5 410 i) A
PR A PR AR D A 25 3R B AR T
2k (], 0 2B IR S92 2 7 25 W 8 T i S Al
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JAT-# 4 Caspase-3 & 3K i 384 Jin J2 H A& I F b g
MLE T R RE AL Z — . FE¥% ok NSCLC iR YT
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