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Abstract: Objective To observe the effect of Dougen Guanshitong Oral Liquid on the proliferation and apoptosis
of esophageal squamous cell line KYSE450 and on the expression of miR—377, CD133 and vascular endothelial
growth factor (VEGF) proteins in the cell line KYSE450. Methods The drug serum of Dougen Guanshitong Oral
Liquid was prepared firstly, and then the KYSE450 cells were co- cultured with high—, middle-, and low—
concentration drug serum for 24, 48, and 72 hours respectively to screen out the optimal concentration and the
optimal medication time. MTT method was used to detect the effect on the proliferation of KYSE450 cells, flow
cytometry was used to detect the effect on the apoptosis of KYSE450 cells, RT-PCR method was used to detect the
effect on the miR—377 expression in KYSE450 cells, and Western blotting method was used to detect the effect on
CD133 and VEGF expression in KYSE450 cells of the blank group, middle—dose Dougen Guanshitong Oral Liquid
group and fluorouracil group. Results The optimal concentration was the middle dosage of Dougen Guanshitong
Oral Liquid, and the optimal medication time was 48 hours. MTT results showed that Dougen Guanshitong Oral
Liquid could significantly inhibit the proliferation of KYSE450 cells, the apoptotic rate of the middle—dose group

WiE HE: 2020-12-19

EE®N: ZHW(1982-), B, Whit, ®IEME P, o m . Mg iR e 5697 . Email: 49231374@qq.com,

BEESE: R, W4, #d, BEPhEm, S0, B . Mg rbESE 49097 . Email: wangxiangqi777@163.com,
EEWB: WA AE T & SR fRI H (45 14B360023) .,



FREE R AR 2021 4R 3 H 3 % S 2]

39

was (18.8+2.66) % (P < 0.01) as compared with the blank group. Dougen Guanshitong Oral Liquid could also

significantly promote the expression of miR—377 (P < 0.05) compared with the blank group, and inhibit the
expression of CD133 (P < 0.05) and the expression of VEGF (P < 0.01). Conclusion Dougen Guanshitong Oral

Liquid has certain effect on inhibiting the proliferation and promoting the apoptosis of esophageal squamous

carcinoma KYSE450 cells. The mechanism may be related with the up—regulation of the expression of miR—377 and

with the inhibition of the expression of CD133 and VEGF.

Keywords: Dougen Guanshitong Oral Liquid; esophageal squamous carcinoma; KYSE450 cells; miR-377

BT WAL E S, REEE
A, W L b IR B R A R s
M =AN8,  H TS O Uk B R R R R RS 2
RN E LAY TR R R A I
B AR 2808 R R I A R B, B8 iR
PO RILISHE N 3, 2905 70% ~ 80% LA L, Y
1Y & % % 95 (esophageal squamous cell carcinoma,
ESCC) FE BT I o2 LA FeT &, 548
AR R A 10% ~ 20% 7647, SARAE il H IR
2T 1 R 2 2R T B H A 4 30 ZAE I R4
e AT ok B R 250, AEIR YT P I R
T3 T EA BAFITRL, ER AN I ROV 5 £ A
60 51, Xf RN R, TR I D IR RE R
WO R A IR PRI, R PR I SERE AR, BRE R
FCPE4Y, TR v 106, R4 i 7 1010, 48 &
IeM. IgA. IgG, RIFT P NIF G B AR N
46.7%" . FAF MU o TS B O IR BT
BRI, R I RE A 7 R B e 20
P, HAEHIPLE AT 68 5 H A2 = Fas K35 . FEAR
FasL REA K, ERBIEMIMIF LN ERE R
i IR EA W R A 6] Eca—-109 4HMIAFEH, 524
Pl BE S EARDG , I8 0] R I Eca—109 2 L A Sii bz i
PR, H R HAR T B g A VR HTBL R G AN B
o Bz % & B miR-377 BE46 18 fin £ % 40 i
TE-1 (9505 U@ v, AL AT e 2 40 i AKT1/
GSK-3B 55", T~ % BH cire_0072088 L
M miR-377, _IEMAE N 2 A KR (vascular
endothelial growth factor, VEGF)J&RFEL, TEIARIME
HEESCC dnffisss . TR fiRag., ik, AR
FART-PCR W5 A miR-377 3k, HRIT TR
R H IO ESCC 1Y 72U miR=377 (5201 o

1 M5

1.1 K7 RPMI-1640 1572 (WM i 9 = 24
NED, BRA TS (R R MR A R A F
MTT 3 &) L AW AR, Wl &
(Applied BioProbes A1) . RT-PCRiXH| & (JbH
BIEMAE) . WBIRAR G (R A=A F]) .

12 {42 M FRAE (S Sigma AW ) . AT
YEG (FRMIRTEEESY) . PCR Y G (2R KR
F ) o HLUKAE ([ SR KA A ) L i X 4 M AY
(Abcam A ] ) .

1.3 ERE|EBEORRE i hELRKEH—
R s Be i Fl = de i, IO, HIRXEAE. 2
PEF . Y. BRE L UUE. MBA . LS
B, B 10ml, FAZG1 g/ml, fit5: 020425,
1.4 ZABEk KYSE450 400, i ERkE B 4 i
PEfAIL

1.5 SDAR WAt e fl e s sh i AR A
FRAE, SF&IE: SCXK(5T)2018-0005,

2 ik
2.1 ERER|BORASHMBFNGISE

SD KB 60 HMERESF, K AR Frl D IO
SR e = AR E A, S B 20 gke
10 g/kg. 5 g/kg, WREGH2IR, HLLI K, KRG
25J5 1 hoRifl, 2 KOKFUERHAARE, IR
22 EREREBOMREESHOEIARKE. RE
A 18] S % K'Y SE450 20 Rf1 3 58 A4 22 0

KYSE450 4 ff 1% 5 A= 1 T RPMI-1640 35 72
i, £37.0 C. 5%CO M ARG =48, B )H
P 2 ~ 3UK, AN AL TR ECE KB B BT iR
SEE, R A AT &) AR SR E 96 FLAR 43
P GRS B R B 24 0 e AR A



40

Journal of Oncology in Chinese Medicine, March 2021, Vol. 3 No. 2

(20% . 10%. 5%), FFHCEEMMERE AT, 4k
SERE#E24 h, 48 hy 72 he MHAFTAEFLANA MTT i
10 uL, RRAAHLAY R (E (optical density, OD),
A 3R ICFIME o AR 20 A ] 2 i AR
R IR 2 T PR 4 (10% ) R B AR vk
FE, SRJG K KYSE4S50 404 M as 4l . SMRE R
38 IR & A5 s R 2 (10%) . FIRMEREL ,
PR T 40 M5 58 MTT A5
23 ERERBORESHOLEIRFE=AX
KYSE450 28 B 1= B9 5401

45 20 KYSE450 41 ff1 (0.5-1.0 x 10°) F PBS ¥E
29k, LA 100ul Binding Buffer flIF ITCHREH Annexin—
V, H G 30 min, A PI Sul, YGRS
min, #RJ5 A Binding Buffer 400ul, ] FACScan
P PEAT I A A A, [T E A — A FH
PEX IR (R AN AnnexinV-FITC 2 PI)
24 ERERBORESHOLBFIRFEA
KYSE450 488 miR-377 B 80

fefi FH Trizol BRI HZHUE RNA, sl a4t
PEATE i, JFE I B IR R I FRL UK A T S . A
e fd ] SpeRNA & 45 1 4% cDNA, JfFi Bt &
100l FlJE, HF 2.5pl Fi B cDNA VRS Y H T i
25w AR R H Y PCR 374 . miR-377 1Y PCR
SIS F . 3" -UGUUUUCAACGGAAACACACU
A-5"(F); 5’ - CUACCUCCUUCCAGUUGGU-3’
(R)o PCRY AT IS AIHIL, K E R 122
bpo
25 ERERBORESZOLEIRFEAX
KYSE450 4A61 CD133 #1 VEGF BI820

WA AN, A — 22 ) RIPA H 220 i,
e O R WEESA BN LIEWR, WEE Ak
B, INAGE &8 ) 4 X Loading buffer, 1R72)J5 &
5min, FAESEHUK, FRE, PUREEMA, —di4 C
W & 5% IR T B E P Bl 1gG, =R
BEE th, HMEEE, ETHRENHE 2 min)q,
Xt R i T
2.6 HITFALE

K HISPSS19.0 A T4 HT, THESE R LA B
22 (v ) 3R, HHZAFEAR B R R
F2E0H . Lha=0.05 KK KAE, P<0.05 257
SN RE Y= A

3 4%
3. ARREERER|EBEORRSHAMBFERR
A 18] 2 X KYSE450 28 Af1 1 58 64 22 00

B BE T EE A ] 391 £ 1 AR A A3 AR
2 I R KYSE450 4 A %) 3 58 A B 5 i 40 i 4
FH ., ELAE 3 [) 5077 B S8 1 s Tl A 1 e J
Wit . £ E ODEIIEF25 X Bl H 22 5
BHEIFFEX(P<0.05)(WFE, E1), HitksE
MRS B IR 2 I R R ] (10% ) /E
48 hit 47— 15T . SR KYSE450 41 it 53
JES P, AR I IR A 2 G ) 2
(10%) . IR W WE 2 (246 B R 100 ug/ml) , 1EH]
48 h, WEIEAAAR L, i MTT 6 0 3 55 17 i
(LK 2-3),

*1 ERER|ENRZSHMLBFERKYSE4S0
YR 48 h BIZZNE
Table1 Effect of Dou Genguan Shitong Oral Liquid with
Serum on KYSE450 Cells for 48 h
25 B OD{H
48h Control 12 1.285+0.014"
AR AT 0.771 £ 0.013% 32.64 + 0.48
TG A PR 12 0492 £0.013% 57.45£0.59
TG EEEFIEE 12 0.385+0.012° 68.24 £2.69
#F=326427, 5@ . @ . @HI, P{ES551=0.007.
0.003, 0.001, P <001, @53 . WML, PEH =
0.026, 0.018, P<0.05, 5D, P{E=0.113, P>
0.05.

R (%)

1.51
—o— Control

!__—-—I——/i - DGL
—— DGM
- a3

0.0

1.04

0D450

T 1
0 20 40 60 80
time (h)

7. Control HZS 4 ; DCL N HMRE S @ LHH4AH;
DGM S AR fr il il B 21 5 DGH Jhy WM A 6038 5 )
4,

1 EREREORKEZMES51EA KYSE450 4
24 h, 48h, 72h#ODE
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Figure 2 Morphological changes of KYSE450 cells in

different groups
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Figure 3 The effects of different groups on KYSE450
cells were determined by MTT assay
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