Acta Universitatis Medicinalis Anhui 2020 May; 55( 5)

* 687 ¢

12020 -5 -8 15:44

miR-223-3P
miR-2233p ( CDDP)
( miR2233p
mimics NC-mimicsmiR-2233p inhibitor. NC-inhibitor)
NCI-H520  SK-MESH miR-2233p qRT-
PCR miR-2233p ; CCK-8
(1C50) ; CDDP
( :miR-
223-3p mimics + CDDP.NC-mimicsmiR-223-3p inhibitor + CD-
DP.NC-inhibitor) ; Transwell SK-MESH
: Western blot SK-MES4 Bax.ZEB1
E-cadherin CCK-8 miR—
2233p mimics 1C50 IC50 miR2233p in-
hibitor 1C50 1C50;

miR-223-3p mimics + CDDP( 80 pmol /L)
miR-2233p inhibitor + CDDP( 80 pmol/L)

; Western blot

miR2233p ZEB1
Bax.E-cadherin miR-
2233p CDDP
CDDP
miR-2233p;
R 734.2
A 1000 - 1492( 2020) 05 — 0687 — 06

doi: 10. 19405 /j. enki. issn1000 — 1492.2020. 05. 007

( non small cell lung

cancer NSCLC) 85%
5 ( cis—
platin. CDDP) > . miR-
NAs
o ) miRNA
2020 -01 -22
( :1708085QH220) ;
( :160420802072)
230001
E-mail:

wbl196555@ 163. com

*http: //kns. enki. net/kems/detail /34. 1065. r. 20200507. 0934. 007. html

o

( patient derived tumor xenograft

PDTX) miR223-
3p° miR2233p CDDP
miR223-
3p miR2233p CDDP
1
1.1 SK-MESH  NCI-H520
( ) ; DMEM (
Wisent) ; RPMI 1640 (
Transgen Biotech) ; ( Gibco) ;
RNA ~miR-2233p inhibitor. mimics
(NC) | . )
qRT-PCR ( N Takara
) ; CCK-8 ( ) ; CDDP(
Sigma ) ; ( )
( ) : ZEBI. E-
Cadherin  Bax ( Proteintech ) o
1.2
1.2.1 37 C.5% CO,
DMEM SK-MESH RP-
MI 1640 NCI-H520 o
90% 1:3 1
12 °
1.2.2 Lipofectamine 2000

miR-2233p mimics.

NC-mimics\miR2233p inhibitor = NC-inhibitor
SK-MESH  NCI-H520 o
1.2.3 ¢qRT-PCR miR2233p
TRIzol RNA
Takara qRT-PCR miR2233p
U48 2 ~aact miR2233p



* 688

Acta Universitatis Medicinalis Anhui

2020 May; 55(5)

1.2.4 CCK=8 CDDP
miR-223-3p mimics+ NC-mimics. miR2233p
NC<nhibitor SK-MES-4  NCI-H520
24 h
0.1.2.4.8.16.32 pmol/L 7
CDDP 5 .
450 630nm (A)
Graphpad
inhibition concentration ICs,) o
1.2.5 miR2233p mimics. NC—
mimics~miR2233p inhibitor ~ NC-nhibitor
SK-MES4  NCI-H520 24 h
80 pmol/L. CDDP 12 h
Annexin V FITC/PI
= N
)/ x100%
SK-MES- ( )

inhibitor

( half

1.2.6
Transwell
90% 0.25%
2 x10° /ml.
24 600 pl  10%
100 pl
24.48.72 h

1.2.7
BCL2 ( Bax) \E
1(ZEB1) E- ( E-cadherin)
miR-223-3p mimics+ NC-mimics. miR2233p
NC<nhibitor SK-MESH

Western blot SK-MESH

inhibitor
72 h BCA
-80 C o
25 pg
90 min 2 h
ZEB1 (1 1 000) . E-cadherin
(1:1000) .Bax(1:1000) B-actin(1 : 6 000)
4 C o TBST 4
/ (
6 000 )

8 min.
Proteintech 1:

B-actin

1.3 3

SPSS 19.0 P <0.05

2

2.1 qRT-PCR
miR2233p

( miR2233p mimics = -31.00 P <0.05; miR-

2233p inhibitor ¢ =15.000 P <0.05) . 1,
25F
P
I 2.0
= L5f
1.0k
&
(on]
e
‘505 wu
0.0 |
A B C D
1 NCI-H520 miR-223-3p
A: NC-mimics; B: miR223-3p mimics; C: NC-nhibitor; D: miR-
223-3p inhibitor; NC-mimics D ** P <0.05; NC-inhibitor
1 #™P<0.05
2.2 miR2233p SK-MES4
NCI-H520 CDDP miR—
2233p mimics+ NC-mimics. miR2233p inhibitor
NCHnhibitor SK-MESH NCI-H520
miR2233p
miR2233p

CDDP
( SK-MESH miR2233p mimics ¢ =99.000 P <
0.01; miR2233p inhibitr ¢ = - 111.000 P <
0.01; NCI-H520 miR=2233p mimics ¢ =50.000 P
<0.05; miR=2233p inhibitor ¢ = —33.000 P <
0.05) . 1. 2,

1 CDDP
(pmol/L x s n=4)

SK-MESH NCI-H520

NC-mimics 9.3+1.5 12.3+1.5

miR223-3p mimics 6.8x2.1 4.6x1.1

NC-inhibitor 9.0=1.2 13.0=1.2

miR-2233p inhibitor 14.61.4 14.6 1.4
2.3 miR2233p  CDDP



Acta Universitatis Medicinalis Anhui

2020 May; 55(5) * 689

miR-223-3p mimics+ NC-mimics.

miR-2233p inhibitor NC-inhibitor SK-
MES4  NCI-H520 CDDP
(80 wmol/L) 12 h

miR-2233p mimics + CDDP

Al20¢p —— NC-mimics
—— miR-223-3p mimics
100 + —&— NC-inhibitor

—®— miR-223-3p inhibitor

o0
(=]
T

£ L A7 5 (%)
EN

miR-2233p inhibitor + CDDP

o 3 o
2.4 SK-MES4 miR-223-3p
miR2233p mim-
ics~ NC-mimics \miR-2233p inhibitor = NC-inhibitor

B 120~ —— NC-mimics
—— miR-223-3p mimics
100 L —&— NC-inhibitor
—®- miR-223-3p inhibitor
80

ICSO

AR (%)

40 + 40 -

20 F 20

0 . \ \ \ . , ) 0 . . \ . . , )

0 1 2 4 8 16 32 0 1 2 4 8 16 32
CDDPZG#13 B (umol/L) CDDPZ54i B (umol/L)
2
A: SK-MESH; B: NCI-H520;  NC-mimics S ¥**P<0.01 **P<0.05; NC-inhibitor SHP <0.01 #*P<0.05
A a b c d o
104'. l— a z [ o ot 4

o { : ol vaf* L I NC-mimics .
E’ |0’; . -l : . i sol Bl miR-223-3p mimics
27 | ] ' B NC-inhibitor
e | P | | I I miR-223-3p inhibitor
8 10k e o 40 F
O E,‘ﬁ v s !@ A

o leati L

10" 10" 10 10° 10" 10" 10" 10° 107 10"

1

104

CDDP 80 pmol/L

B a WF T ]
a ~F .
S 10 1
5 Lo e
HY S ).

mo-' ; i [ram TR o o I8

IR :il-i. a 12 _\. s 0 12 3 4 0 11 3 4
10" 10" 107 10" 10" 10" 10" 107 107 10°10" 10" 107 10" 10 10" 10" 10" 107 10
4 ‘ | 2
10'] [ J+E A
m’]

i

2z

|
10|
10" W
N .
1w -

10" 10" 107 10" 10" 10" 10" 107 10° 10%10" 10" 107 107 10" 10" 10" 107 107 10"

CDDP 80 pmol/L,

3

A: SK-MESH; B: NCI-H520; a: NC-mimics; b: miR2233p mimics; ¢: NC-nhibitor; d: miR2233p inhibitor;

NC-inhibitor YV P<0.05

0 80
CDDPZ i [ (umol/L)

60T NC-mimics

B miR-223-3p mimics
Il NC-inhibitor

| B miRr-223-3p inhibitor

50

20
10
L N
0 80
CDDPZE IR BE(imal/1Y)
CDDP &R (pmel/L)
CDDP

S FEFP<0.01;

NC-mimics



* 690 -

Acta Universitatis Medicinalis Anhui 2020 May; 55(5)

SK-MESH
miR2233p mimics

Transwell
NC mimics
miR2233p
NC mimics | miR2233p in-
NC inhibitor
miR-2233p inhibitor NC
miR-2233p
o 4,
( miR223-3p mimics t = —13.000 P <0.05;
miR2233p inhibitor ¢ =29. 000 P <0. 05) .
2.5 SK-MES4 miR2233p
- ( epithelial-mesenchy—

mal transition EMT)

mimics

hibitor

inhibitor

Western blot

miR-223-3p mimics NC-mimics
ZEB1 (t=18.333 P<
0.05) E-cadherin Bax (t =
-39.000 P <0.05; ¢t = -29.000 P <0.05);
miR-2233p inhibitor ~ NC-inhibitor
ZEBI (¢

= -99.000 P<0.01) E-cadherin  Bax

NC-mimics

I NC-mimics

25F B miR-223-3p mimics

B NC-inhibitor

* ¥k

—
Lh

ALy 98 FE (mm)
P

=
Lh

=
=}

Oh 72h

miR-223-3p mimics

I miR-223-3p inhibitor

(¢=21.500 P<0.05;¢=69.000 P<0.01) ,

5. miR2233p
3
6
o 85%  NSCLC
7 . 8-10 CD_
DP. EMT EMT
1
EMT E-cadherin
N B - ZEB1
R EMT

4 SK-MES4 72 h
x40
NC-mimics :**P<0.05; NC-inhibi-
tor  :44P<0.05



Acta Universitatis Medicinalis Anhui 2020 May; 55(5) * 691 -

7ZEB1 e

E-cadherin | wesmg, oo wm——m em—

BAX

— e e

f-actin | G -

20r B ZEBI
L8 - B E-cadherin
B BAX

M EAREE

c d a b
5 Western blot SK-MES4 ZEB1.
BAX  E-cadherin
a: NC-mimics; b: miR2233p mimics; ¢: NCnhibitor; d: miR223-

3p inhibitor;  NC-nhibitor S **P<0.01; NC-mimics
YYP<0.01
~miRNA
2 miRNAs
miRNA
miR221 let-71£.
miR-424 miRNA
1 miR27a
PgP
miR27a
PgP o Pan et al ”
miR-328
ABCG2 3'UTRs ABGG2
o miR-
NAs
miRNAs
miR2233p CDDP

PDTX
miR2233p, miR2233p
CDDP
NCI-H520  SK-MESH miR2233p
CCK-8 miR2233p
CDDP
CDDP
miR2233p
o Western blot EMT
ZEB1 E-cadherin
miR2233p EMT
CDDP o
PDTX .
CDDP miR2233p
miR -223 -3p EMT
CDDP

YuT Zhao Y Hu Z et al. Metalnc9 facilitates lung cancer me—
tastasis via a PGKl-activated AKT/mTOR pathway J . Cancer
Res 2017 77(21):5782 -94.

Gandara D R Hammerman P'S Sos M L et al. Squamous cell
lung cancer: from tumor genomics to cancer therapeutics J . Clin
Cancer Res 2015 21(10) :2236 -43.

ChenZ ] LeHB Zhang Y K et al. Lung resistance protein and
multidrug resistance protein in non-small cell lung cancer and their
clinical significance J . J Int Med Res 2011 39(5):1693 -
700.

Zhang L LinJ Ye Y et al. Serum microRNA-50 predicts prog—
nosis for early-stage non-small cell lung cancer and promotes tumor
cell proliferation by targeting tumor suppressor gene SRCIN1 J .
Clin Pharmacol Ther 2018 103(6) :1061 —73.

Keenan ] Murphy L Henry M et al. Proteomic analysis of mul-
tidrug—esistance mechanisms in adriamycin-resistant variants of
DLKP a squamous lung cancer cell line J . Proteomics 2009
9(6) : 1556 —66.

Fitzmaurice C Allen C Barber R M et al. Global regional and

national cancer incidence mortality years of life lost years lived



* 692 - Acta Universitatis Medicinalis Anhui 2020 May; 55( 5)

with disability and disability-adjusted life-years for 32 cancer metastasis J . Mol Oncol 2017 11(1):28 -39.

groups 1990 to 2015: a systematic analysis for the global burden 12 TwuoM LiZ Wang W et al. Long non-coding RNA H19 increa—

of disease study J . JAMA Oncol 2017 3(4):524 -48. ses bladder cancer metastasis by associating with EZH2 and inhibi-
7  Yao Y Fucai H Binbin S. Clinical research of drug resistance ting E-cadherin expression J . Cancer Lett 2013 333(2):213

test in advanced non-small-eell lung cancer J . Chin J Clini- -21.

cians 2014 8(11):2142 -5. 13 . K562 K562/
8  Previati M Lanzoni I Corbacella E et al. RNA expression in— A02 microRNA J.

duced by cisplatin in an organ of Corti-derived immortalized cell 2010 31(6):361 -5.

line J . Hear Res 2004 196(1-2):8 -18. 14 ZhangH LiM HanY etal. Down-regulation of miR27a might
9  Cornelison R Llaneza D C Landen C N. Emerging therapeutics reverse multidrug resistance of esophageal squamous cell carcinoma

to overcome chemoresistance in epithelial ovarian cancer: a mini— J . Dig Dis Sci 2010 55(9) :2545 -51.

review J . Int J Mol Sei 2017 18( 10) : E2171. 15 PanYZ Morris M E Yu A M. MicroRNA-328 negatively regu—
10 Begemann D Anastos H Kyprianou N. Cell death under epitheli— lates the expresson of breast cancer resistance protein ( BCRP/AB-

al-mesenchymal transition control in prostate cancer therapeutic re— CG2) in human cancer cells J . Mol Pharmacol 2009 75(6):

sponse J . IntJ Urol 2018 25(4):318 -26. 1374 -9.

11 Yeung KT Yang J. Epithelial-mesenchymal transition in tumor

The role of miR223-3p on drug resistance to cisplatin

in lung squamous cell carcinoma
Feng Kunli Luo Peng Wang Baolong
( Dept of Clinical Laboratory Affiliated Provincial Hospital of Anhui Medical University Hefei 230001)

Abstract Objective To investigate the effect of miR223-3p on cisplatin sensitivity of lung squamous cell carci-
noma. Methods After increasing or decreasing ( miR2233p mimics NC-mimics miR2233p inhibitor NC-n-
hibitor) the content of miR223-3p in lung squamous carcinoma NCI-H520 and SK-MESH cells the changes of
miR2233p in cells were detected by qRT-PCR  half inhibitory concentration ( IC50) was detected by CCK-8 as—
say apoptosis was detected by flow cytometry ( four different treatments were designed: miR223-3p mimics + CD-
DP NC-mimics miR-223-3p inhibitor + CDDP NC-nhibitor) the migration ability of SK-MES- cells was de—
tected by Transwell assay the proteins of Bax ZEB1 and E-eadherin in SK-MESH cells were detected by Western
blot. Results The results of CCK-8 experiment showed that the IC50 of the miR2233p mimics group was lower
than that of the control group and the IC50 of the miR2233p group was higher than that of the control group.

Flow cytometry apoptosis detection results showed that the apoptosis rate of miR223-3p mimics + cisplatin ( CD-
DP) group increased while the apoptosis rate of miR223-3p inhibitor + cisplatin ( CDDP) group decreased.

Western blot confirmed that ZEB1 protein Bax and E-eadherin protein increased and decreased respectively after
the content of miR2233p in lung squamous cell carcinoma was increased or decreased. Conclusion miR-2233p
affects the sensitivity of lung squamous cell carcinoma cells to cisplatin as an anticancer gene and it can be an im—
portant molecular target for the treatment of cisplatin resistance in lung squamous cell carcinoma.
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