* 668 °

Acta Universitatis Medicinalis Anhui

2018 May; 53(5)

12018 -4 -27 9:39

miR - 22
1
miR-22 NLRP3
0 ( AS)
( HCY) 24 h
o miR22  NLRP3
o PCR  Western blot
miR22  NLRP3. caspase- o MTT
o Hochest 33258 - ELISA
(IL) 4B-IL-6.1L40 1148 o
AS (TC) .
(TG) . (LDLC) .Ca**
(P<0.01);AS miR-22
NLRP3.caspased mRNA  NLRP3. caspase-
(P<0.05) ., NLRP3 miR-22 o

miR22 mimic
NLRP3 . caspase-
IL4B.1IL-6  ILA8
IL10 (P<0.05); miR-22 inhibitor
RP3.caspased mRNA  NLRP3.caspased
IL4p.1L-6  IL48
(P<0.05) o

NLRP3. caspased mR-
NA

NL-

IL40

miR-22 NLRP3

:miR22; NLRP3 ;
R 195
A 1000 - 1492( 2018) 05 — 0668 — 08
doi: 10. 19405 /]. cnki. issn1000 — 1492. 2018. 05. 003

( coronary heart dis—

ease CHD)
2018 02 -28
( :1584C-
13) ; ( 1 17PJ019)
! 0 621000
2 630014

E-mail: tkuz33168194@ 163. com

“http: //kns. enki. net/kems/detail /34. 1065. R. 20180426. 1411. 003. html

NLRP3

e 7 microRNA ( miRNA)

o Jazbutyte et al ® miR22
( mimecan/osteoglycine OGN)
. NOD
3( NLRP3) N
9
miR22 NLRP3
1
1.1 SD 24
(240 £60) ¢ 3 ~4
HNASLKJ20100330
6 o 25 C
65%
o 0
(
Do
1.2 10
AS
(2% \0.5% 3% \0.2%
94.3% )
D3 (1.25 x10° U/kg
D3
(3 x10° U/kg ) 30 d o

AS 12
1.3 3

)



Acta Universitatis Medicinalis Anhui 2018 May; 53( 5)

° 6069 -

3 000 r/min
1 ml o
Aeroset TM ( )
( total cholesterol TC) .
( triglyceride TG) . ( high
density lipoprotein cholesterol HDLC) .

5 min

Abbott

( low density lipoprotein cholesterol LDLC)

Ca’" o 3 o
1.4 N
PBS
5 min o
PBS 3 75% 15s
1 mm’
0.2% 1II 3 ml 37 C 6 min
0.25% 37 C 5 mino
3ml 10% DMEM
37 C.5% CO, 6 h
80%
PBS 3 o 0.25%
-0.02% EDTA
10%
o o 37
C 5% CO, 3d
o PBS
o PBS 3
37 C 30 min DAB
24 h o
1.5
0.25 mmol/L ( homocys—
teine HCY) 24 h .
miR-22
RNA  DNA Oligo DNA. Age 1
EcoR 1 Pgesil-efp N PCR
miR-22 ( miR22 mimic) ( miR-

22 inhibitor) ~ NLRP3 (si NLRP3)

80%
24 h (

) . ( ) ~miR22
mimic miR22 ) \miR22 inhibi—
tor miR22 ) .miR22 inhibitor +
si NLRP3  ( miR22 NLRP3 ) o
1.6

http: //www. microrna. org miR22 NL-
RP3 miR22  NLRP3 3’ UTR
o miR22 NLRP3 3’ UTR
NLRP3 3’ UTR (WT)
( NLRP3 3’ UTR-WT) ,
NLRP3 3’ UTR ( MUT)
(NLRP3 3’ UTR -MUT) .
( Promega ) o
293T 96 70 %
Lipofectamine 2000 NLRP33"UTR-WT
miR22 mimic 293T

NLRP3-3 “ UTR-WT + NC( NLRP3 3’ UTR
) ~NLRP33°UT R-
MUT + NC( NLRP3 3’ UTR

) NLRP33°UT R-MUT + miR22 mimic

( NLRP3 3’ UTR miR22 mimic
) 293T o 6 h
10 % FBS 48 h
o 3
1.7 PCR miR-22 . NLRP3,
caspase1 mRNA TRIzol (
Invitrogen ) RNA
RNA o 1 pg RNA

AMV ¢DNA. PCR
Invitrogen B-actin o
PCR 194 C 5 min 94 C 40
s 60 C 40s 72 C 1 min 40 72 C

10 min.

OpticonMonitor 3 ( BioRad ) PCR

o

2 - AACt



* 670 ¢

Acta Universitatis Medicinalis Anhui

2018 May; 53(5)

1.8 Western blot NLRP3, caspased
BCA ( )
95 C
10 min 30 png 10% (
) 80 V. 120
\Y 100 mV 45 ~70 min PVDF
5% BSA 1h NL-
RP3(1 : 1000 ) .caspased (1 : 1 000 )
Cell Signaling B-actin( 1 :
3 000 ) BD 4 C - TBST
3 5 min (

) 1h 3 5
min o B-actin o Bio-
rad Gel Dol EZ ( GEL DOC EZ IMAGER
Bio-rad ) o Image J

o 3 o
1.9 MTT 2~3 CMEC
5 x10*
96 6 o
80%
MTT ( Sigma )20 pl 37
C 4h  MTT
( Sigma ) 150 wl 10 min
490 nm (0OD)
3 ob . =(
op - op )/ oD . 3
1.10 Hochest 33258
0.25% -0.02% EDTA
24
500 wl(6 x10°/ ) 37 C.
5% CO, o
PBS 3 4% 15 min
PBS 3 5 min. Hochest 33258 25
C 5 min .
5 / N N
3 o
1.11 ELISA (interleukin IL) 4B3.IL-
6.IL40 ILA48 0.25% -0.02% EDTA

500 pl(6x10°/ ) 24 37

C.5% CO, o
0 -20 C
ELISA IL4p.1L-
6.1L40 IL48 ° 3
1.12 SPSS 21.0
X s
One-Way ANOVA
(LSD )
t P <0.05
2
2.1
AS TC.TG.LDLC (P<
0.05) HDLC o
AS Ca’" (P <0.05) .
1o
2.2 miR22  NLRP3.caspased
mRNA PCR
miR-22 NLRP3.caspase-d mR—
NA miR22 NLRP3.
caspase-1 mRNA (t=26.84.
64.01.50.59 P<0.05) . AS
miR-22 NLRP3
caspase-1 mRNA (P<0.05) .
1.
30 ¢ .
O Ew4
25+ I AS4 "
I
20
iy
Eist
P
é 1.0 *
=
0.5 F
0.0
miR-22 NLRP3 caspase-1
1 miR22  NLRP3.
caspased mRNA
27 P<0.05
2.3 NLRP3. caspased

Western blot



Acta Universitatis Medicinalis Anhui

2018 May; 53(5)

* 671

1 ( mmol/L x #35)
TC TG LDLC HDLC Ca’*
4.19£0.25 1.09 +0.21 1.01 £0.18 2.35+0.20 2.66 +0.29
AS 15.38 +0.56" 4.04 +0.16 6.01 £0.32" 2.41£0.27 3.34£0.34"
¢ 91.71 24.18 40.98 0.49 5.57
1" P<0.05
NLRP3. caspase- NLRP3. A
Caspase—l ( t = & '.:g::aagé.;f'. g mirSVR score:  -1.3279
120. 70‘50. 21 P < O. 05) 5 AS 444:5' guugaaaUUUUA-UGGCAGC 3' NLRP3 PhastCons score: 0.5591
NLRP3. caspase- B 1S [ gl miR.22 mimicéil
(P <0.05) . 2. O NC4L
g i il
NLRP3 o g Hor L.
z
4
caspasc-] | — S Bost
K
B-actin _ _
s ASZ NLRP3-3'UTR-WT NLRP3-3'UTR-MUT
g - 3 miR22 NLRP3
O E%4 N .
7 + Il ASH * ' o
NLRP33"UTR-WT  NC " P<0.05
6 L
b
/ 5 L
®
T 4r *
E o
o 3t
el o
2 L
N 5~74d ( 4).
. 3~4h
NLRP3 caspase-1 «“ 7
2
“* P<0.05 CD105.Tie2
2.4 S
http: //www. microrna. org miR22  NLRP3 -
( 3A). 293T NLRP33* =
UTR-WT miR-22 R
NLRP3-3"UTR-WT + NC NLRP3-  ESlig=r, 2 A
3°UTR-WT + miR=22 mimic B
(t=5.26 P <0.05) . NLRP3-3~ 4 CMECs x200
UTR-MUT + NC NLRP33“UTR-MUT A b B ’
+ miR22 mimic
( 3B) 2.6 miR22 NLRP3. caspased
) s ’ mRNA PCR :
C'MECs ot miR22 mimic ~ miR22
NLRP3. caspase- mRNA

(C)1994-2023 China Academic Journal Electronic Publishing House. All rights reserved. http://www.cnki.net



* 672

Acta Universitatis Medicinalis Anhui 2018 May; 53(5)

; miR-22 inhibitor miR22
NLRP3 . caspase- mRNA

( F =86.53.258.10.440.60 P <

0.03) . . miR22 inhibitor
+si NLRP3 o 5.
30 O ZHAESTHEA
W A
25 F miR-22 mimicZi *#
i) N miR-22 inhibitorZl §
2207 M miR-22 inhibitor+ i
% _ si NLRP341 § # <
= 1.5F § §
T " m
% 1.0 F 7 . § §
st | 2 * §
TR:m B
i =<imm NN 2
' miR-22 NLRP3 caspase-1
5 PCR
:7 P<0.05; miR22 mimic fpP<
0.05
2.7 NLRP3. caspased
Western blot NLRP3. caspase-
: miR—
22 mimic ~ NLRP3.caspase-
7 miR=22 inhibitor NLRP3. caspase-
(F =
125.50.41.75 P <0.05) , N
miR=22 inhibitor + si NLRP3
o 6.
2.8 MTT
o miR22 mim-
ic : miR-22 inhibitor
(P<0.05), N
miR-22 inhibitor + si NLRP3
o 7o
2.9 Hochest 33258 Hochest 33258
o miR22 mim—

ic

: miR-22 inhibitor

( P <0.05) . miR22 inhibitor + si NLRP3

1 2 3 4 5 ku

NLRp3 e e N woon w65

caspase-1 M S - 45
B-actin - A —
201

HAMNRIEE

/
%
%
%

1 2 3 4 5 1 2 3 4 5
NLRP3 caspase-1
6
1 28 ;3: miR22 mimic ;4. miR22 in—
hibitor  ;5: miR-22 inhibitor + si NLRP3 2 p
<0.05; miR22 mimic :*P<0.05
08 r *
T
0.6
iﬂ #
HT
T T
% 04 F —L
2
® *#
02 F T
0.0
1 2 3 4 5
7 MTT
1: 28 ;3: miR22 mimic ;4. miR22 in—
hibitor ;5: miR22 inhibitor + si NLRP3 P
<0.05; miR22 mimic :*P<0.05
o 8o
2.10 ELISA
miR22
mimic  [LdB.IL-6 IL48 IL-
10 ; miR-22 inhibitor  ILAB.IL-6
IL48 IL40
(P<0.05) . miR22
inhibitor + si NLRP3 IL43.IL-6.1L40

1118 o 2



Acta Universitatis

Medicinalis Anhui

2018 May; 53(5)

* 673

40
F oy *#
X 30
H 20 F
’Eg #
=
= 10| *
0
A B C D E
D E
8 %200
A ; B: : C: miR22 mimic  ; D: miR22 inhibitor ; E: miR22 inhibitor + si NLRP3 ; "P<
0.05; miR22 mimic :*P<0.05
2 (pg/ml x +5)
4B L6 1L40 1L48
9.12 £0.37 43.14 £4.86 50.32 +3.75 79.36 +5.05
9.18 £0.89 42.88 +4.14 50.18 +4.21 78.85 +4.77
miR22 mimic 3.57+0.22° 21.54 +2.49" 79.63 +4.66" 23.47 £2.19"
miR-22 inhibitor 17.34 +1.737 # 84.33 £5.257* 21.49 £3.15"* 184.65 £4.327*
miR-22 inhibitor + si NLRP3 9.11 £0.62 43.05 £4.84 49.88 +3.96 79.42 +3.98
F 83.44 79.99 80. 14 588.10
;" P<0.05; miR22 mimic :*P<0.05
((AS)
3
2010 no
NLRP3 miR22 o
o miR-22 NLRP3 miR22 mimic  NLRP3. caspase
miR22 inhibitor NLRP3.
IL4B.IL-6 IL48 caspase- i
° miR22
AS . miR-22
miR22 NLRP3 NLRP3
caspase- - NLRP3 i
NLR NLRP3
NLRP3. caspase- NLRP3
( ASC) - NLRP3 caspase-1 1B



* 674 ¢

Acta Universitatis Medicinalis Anhui

2018 May; 53(5)

(prodLdB) prodLd8 o
caspase-
L4 IIHa
B
miR22 mimic IL4p.1L6  IL48
o L4 11

ILd o IL4 B ILA receptor agonist ( IL-Ra) .
ILA8. ILAF5. ILAF6. IL4F7. ILAF8. IL4F9. TL-

IFI0 133" . IL4p 41
B miR-22
NLRP3 IL1B.
IL-6 1148 o
miR22 NLRP3
IL43.1L-6 IL48
miR22
1 Nakajima T Honda T Domon H et al. Periodontitis-associated

up-regulation of systemic inflammatory mediator level may increase
the risk of coronary heart disease J . J Periodontal Res 2010 45
(1):116 -22.

2016 7(11): 8 -9.

2016 1(11): 39 -41.
4 Madjid M Willerson J T. Inflammatory markers in coronary heart
. Br Med Bull 2011 100: 23 -38.

disease J

10

11

14

15

Duivis H E  de Jonge P Penninx B W et al. Depressive symp—
toms health behaviors and subsequent inflammation in patients
with coronary heart disease: prospective findings from the heart
and soul study J . Am J Psychiatry 2011 168(9): 913 -20.
Bot M Carney R M Freedland K E et al. Inflammation and
treatment response to sertraline in patients with coronary heart dis—
ease and comorbid major depression J . ] Psychosom Res 2011
71(1): 13 -7.

Liu X You L Zhou R et al. Significant association between
functional microRNA polymorphisms and coronary heart disease
susceptibility: a comprehensive meta-analysis involving 16484 sub—
jects J . Oncotarget 2017 8(4): 5692 —702.

Jazbutyte V' Fiedler ] Kneitz S et al. MicroRNA22 increases
senescence and activates cardiac fibroblasts in the aging heart J .
Age (Dordr) 2013 35(3):747 -62.

Satoh M Tabuchi T Iioh T et al. NLRP3 inflammasome activa—
tion in coronary artery disease: results from prospective and ran—

domized study of treatment with atorvastatin or rosuvastatin J .

Clin Sci (Lond) 2014 126(3): 233 —41.

I 2005 17(1) : 18 —20.
. NLRP3 J.
2013 29( 17) : 2614 —6.
NLRP3 mRNA
D . : 2012.

Usui F Shirasuna K Kimura H et al. Critical role of caspased
in vascular inflammation and development of atherosclerosis in
Western dietded apolipoprotein E-deficient mice J . Biochem
Biophys Res Commun 2012 425(2): 162 -38.

Sedimbi S K Higglof T Karlsson M C. ILH8 in inflammatory
and autoimmune disease J . Cell Mol Life Sci 2013 70(24):
4795 - 808.

Joosten L A Netea M G Dinarello C A. Interleukin- 8 in innate
autophagy and immunity J . Semin Immunol

2013 25(6): 416 —24.

inflammation

The protective effect of miR22 on the inflammation-induced injury

of endothelial cells in coronary heart disease through targeting NLRP3
Hu Bo' Zhang Xiaogang” Li Decai'
('Dept of Cardiology 404 Hospital of Sichuan Mianyang 621000; > Dept of Cardiology
First Affiliated Hospital of Chongqing Medical University Yuzhong 630014)

Abstract Objective

( ECs) in coronary heart disease ( CHD) through targeting NLRP3. Methods

To explore the effect of miR22 on the inflammation-induced injury of endothelial cells

The rat model of atherosclerosis

( AS) was constructed. Rat primary coronary artery endothelial cells were isolated cultured and identified. Homo—

cysteine ( HCY) was used to co-incubate 24 h for coronary heart disease then cells were grouped. The target gene

of miR22 was predicted and identified with the dualduciferase reporter gene assay. miR22 expression NLRP3

and caspase- expression were detected by qRT-PCR and Western blot. Cell viability was detected by MTT. Cell
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apoptosis was determined by using Hochest 33258. IL4B3 IL-6 IL-H0 and IL-8 levels were detected by ELISA.
Results  AS rats exhibited higher TC TG LDLC and Ca’" concentrations than normal rats ( P <0.01) . And
miR22 was down-regulated in AS rats while NLRP3 and caspase- were up—regulated ( P <0.05) . NLRP3 was i—-
dentified as the target gene of miR22. Compared with the blank group miR22 was increased NLRP3 and
caspase-l were decreased in the miR22 mimic group. NLRP3 and caspased were enhanced in the miR22 inhibi-
tor group. The miR-22 overexpression showed higher cell viability decreased apoptotic cells reduced ILA3 IL-6
and 1118 levels and elevated 11,40 level ( P <0.05) . The inhibition of miR22 reduced cell viability induced
cell apoptosis up—egulated IL4B IL-6 and L8 levels and down-regulated ILH0 level ( P <0. 05) . Conclusion

miR-22 plays a protective role in myocardial microvascular endothelial cells by targeting the NLRP3 gene reduc—
ing the apoptosis of myocardial microvascular endothelial cells and decreasing the expression of proinflammatory cy—
tokines in rats with coronary heart disease.

Key words coronary heart disease; miR22; NLRP3 gene; endothelial cells; inflammation factors
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Effect of resveratrol inhibits the proliferation

of cervical cancer cells with autophagy in vitro
Sun Chuanming' > Fang Wenxiu® Zhou Rongsheng” et al
('Dept of Obstetrics and Gynecology The Affialited Provincial Hospital of Anhui Medical University Hefei 230001;
*Dept of Obstetrics and Gynecology The Third Peoples Hospital of Hefei City Hefei 230022)

Abstract Objective To investigate the inhibitory effect of resveratrol( Res) on the proliferation and autophagy of
human cervical carcinoma Hel.a cells and its mechanism. Methods In viiro cultivation of cervical carcinoma Hel.a
cells which were divided into control group( with the only added medium being RPMIH4640) Res treated group( in
which Res was added with concentrations of 5 wmol/L 10 pwmol/L 20 pmol/L 50 wmol/L 100 pmol/L) . The
rates of the inhibitory effect on the proliferation of each group of Hel.a cells were determined by MTT method the
apoptosis of Hela cells after being treated with different concentrations of Res was determined by Hoechst 33258
the expression of LC3 A/B in Hela cells after being treated with different concentrations of Res was determined by
immunofluorescence method the expression of proteins p62 and Beclind related autophagy was determined by
Western blot method. Results Compared with control group the rates of inhibitory effect on the proliferation in
HeLa cells which were treated by Res with different concentrations of 5 pmol/L 10 pmol/L 20 wmol/L 50 pmol/
L 100 wmol/L increased gradually( P <0. 01) ; the apoptosis in Hel.a cells increased significantly. Under the fluo—
rescence microscope more green fluorescence of LC3 A/B were distributed in cytoplasm of Hela cells after being
treated by Res with different concentrations of 30 wmol/L and 100 wmol/L; 48 hours later Res treated HeLa cells
the expression of p62 decreased gradually with the increase of the concentration of Res while the expression of Be—
clind increased gradually. Conclusion Res in vitro can inhibit the proliferation of Hela cells and induce apopto—
sis and its mechanism may be related to the autophagy enhancement of Hela cells.

Key words cervical carcinoma; resveratrol; proliferation; autophagy; apoptosis



