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[ Abstract | Objective: To observe the effect of Yifei Zhuji prescription on cells activity, apoptosis, and
the protein expression of epidermal growth factor receptor (EGFR) and G protein-coupled receptor 30 ( GPR30) of
human lung adenocarcinoma A549 cells, investigate its mechanism on inhibiting the activity of lung cancer cells
and inducing apoptosis of lung cancer cells. Method: Human lung adenocarcinoma A549 cells were cultured to a
logarithmic phase; 2, 1.5 g+-L~' drug culture medium was added in Yifei Zhuji prescription high and low dose
groups; 2.5 g-L."' 5-FU drug culture medium was added in blank group; RPMI 1640 culture medium containing
10% fetal bovine serum was added in solvent group. After treatment for 24, 48 h, 3- (4, 5-dimethylthiazol-2-
yl) -2, 5-diphenyltetrazolium bromide ( MTT) assay was used to detect the effect of Yifei Zhuji prescription on the
activity of human lung adenocarcinoma A549 cells. Acridine orange/ethidium bromide ( AO/EB) was used to

observe the morphological changes of apoptosis of human lung adenocarcinoma A549 cells. Flow cytometry (FCM)
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was used to detect the apoptosis rate of A549 cells, and the morphological changes of A549 cells were observed by
inverted microscope. In addition, Western blot was used to determine the apoptosis-related protein expression of
EGFR and GPR30. Result: Compared with solvent group, both 1.5 and 2 g-L~"' Yifei Zhuji prescription could
inhibit the activity of A549 cells (P <0.05), and induce the apoptosis morphological changes of A549 cells; FCM
results showed that A549 cells were induced to have late stage apoptosis after Yifei Zhuji prescription treatment for
24 h and 48 h (P <0.05). Western blot results showed that Yifei Zhuji prescription could down-regulate the
apoptosis-related protein expression of EGFR and GPR30 to different degrees (P < 0.05). Conclusion; Yifei
Zhuji prescription could inhibit the activity of A549 cells, induce the apoptosis of A549 cells and induce the

apoptosis morphological changes. The mechanism might be associated with down-regulating the protein expression of

EGFR and GPR30.
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Vg5 2500 A7 BR 28\, [ 2 0 7 H20041742 ) Bt A&
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Table 1 Effect of Yifei Zhuji prescription on activity of A549 cells
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bR Z R, e g = X IR R O, B,
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Bras 45 (0 K JE {8, ¥ 4% 40 EGFR, STAT3 5 H
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2.7 HiitJriE SR SPSS 20.0 it B F xf 45 R
HEAT AR B, A S5 04 BCHE 24 R 1 i RORE, & B LU
x = sEAT S TR, AR R, R AR R U 22 5
Mr, I EAFEIE, R BLRAG 4, P <0.05 M 2ERA
giiter i X
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3.1 %I ZE BTN AS49 UHEIE MR 5 %R
H LB, AS49 2 i 15 FR 24,48 h T, 45 il B AR
(2.0,1.5 g- L") 41 A ¥IREAE (P <0.05) ;5 5-FU
4, AS49 AR ffIEE SR 24,48 h )5, 55 il B
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48 h
A RS gL A(xxs,n=6) R/ % A(xxs,n=6) TTER
el - 0.803 +0. 031 - 0.813 +0. 032 -
it i B 1.5 0.760 +0.022"% 5.36 0.690 0. 034" 15.20
2.0 0.525 +0.017"% 34.59 0.406 +0.015"% 50.13
5-FU 2.5 0. 104 £0. 005" 87.03 0.042 £0.021" 94.78

T G P <0.05;55 5-FU A P <0.05(F 2 ~4 ),
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ACIERIALB. AR (1.5 - L7 ) 415 C. 35 i B B (2.0 g-
L™ ')#;D.5-FU 4H(F 2 ~6 [{)

E1 ZHAZEBAERA24 h X AS49 WA T RSN (A0/
EB, x200)

Fig.1 Effect of Yifei Zhuji prescription on apoptotic morphology of
A549 cells after 24 h( AO/EB, x200)
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C D

2 HEZERAFIER 48 h 53t AS49 AEFA T HE
EB, x200)

9% (A0/

Fig.2 Effect of Yifei Zhuji prescription on apoptotic morphology of
A549 cells after 48 h( AO/EB, x200)
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Table 2 Effect of Yifei Zhuji prescription on apoptosis rate of A549

cells(x +s,n=9) %
4541 B /g L7 R TR e 40 8 T
el - 29.96 +0.26 8.09 £0. 10
25 il 7 BT 1.5 33.27 +0.32 13.32 £0.07"%
2.0 32.84 +0.27 28.81 +0. 142
5-FU 2.5 34.12£0.19"  7.94 £0.12
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B3 #HMZEMAIER 24 h J5 A549 4 B 72 5 F B % (Annexin-
FITC/PI, x200)

Fig. 3
treatment on A549 cells for 24 h( Annexin-FITC/PI, x200)

Morphological changes after Yifei Zhuji prescription
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B4 #HAZEMAIER 48 h J5 A549 40 i 4 75 5 B 25 ( Annexin-
FITC/PI, x200)

Fig. 4
treatment on A549 cells for 48 h( Annexin-FITC/PI, x200)

Morphological changes after Yifei Zhuji prescription

®3 HAEMAER24 h Xt AS49 4 il EGFR,GPR30 E A&k
BIRM (x £5,n=9)
Table 3 Effect of Yifei Zhuji prescription on protein expression of

EGFR and GPR30 of A549 cells after 24 h(x +5,n=9)

445 R E/g- L' EGFR/B-actin GPR30/B-actin
sl - 1.96 +0.09 0.68 0. 03
2 Jili 32 1.5 1.44 £0.06"%  0.61 £0.02"
2.0 0.37 £0.04"%  0.10 £0.03">
5-FU 2.5 0.43 +0.04" 0. 64 +0. 04

*4 HEEIRTIEMR 48 h Gt A549 41f EGFR,GPR30 E { %%
A8l (x +s,n=9)
Table 4 Effect of Yifei Zhuji prescription on protein expression of

EGFR and GPR30 of A549 cells after 48 h(x +5,n=9)

21 3 it e /g-L™"  EGFR/B-actin GPR30/B-actin
sl - 1.22 0. 08 1.65 £0.07
fis Jili 32 1.5 0.82£0.05"%  0.91 +£0.06"?

2.0 0.71 £0.04"%  0.42 +£0.05"2
5-FU 2.5 0.20 +0.01" 0.25 +0.05"
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oo S A S o
L

A B C D
BS5 ZHEERAIER AS49 41H 24 h /5 EGFR,GPR30 & A R i%
A ik
Fig. 5 Electrophoresis of EGFR, GPR30 expression after Yifei

Zhuji prescription treatment on A549 for 24 h

EGFR - Q A s 170 kDa
oo N W T o,
i

A B C D

B 6 zmAZRMAIER AS49 4H/E 48 h J§ EGFR,GPR30 & A &k %
ik

Fig. 6  Electrophoresis of EGFR, GPR30 expression after Yifei

Zhuji prescription treatment on A549 for 24 h
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