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miRNA-383 X PPl R TR A it g mi i *

FRBM KA HEM W OH BRI
(M REERICEMR S — EREEAMRL 2 AL 5 R3E  150001)

AE HAY:4m 45 % miRNA-383 9 SR Ae £ an JAE A b f % 47 &% & LC3 & Beclinl #9 &4 M oL, #F % miRNA-383 2t 414
MR K R0, 4m B B v A 0 e R R L JT3E AT AR P A A AE R I b R Sk R £ P Ak T A 49 miRNA-383, 3%
F~ AR42] 4a e, 4 4 miRNA-383 A4y ) 4 AR A M, A% R 4B A 88 40 2k A 200 wM A4 4a 6 20 min )3 2ok
B K fm AR 4% A BZIPAR Ao W Bl ig i A2 IR M BE T i R T )G, AL R A A S T RS R AR42T dm ) 2 S IR R
KampaAEAl, FAeR4h & vORE 200 WM R1# 4 e 20 min S 32 B4 ie i @ , A A western blot 3% A A M &40 B AT &% @ Be-
clinl #) &k HAZ LC3-115 LC3- 1 sefhed b, L5 MR X 20 fo ke A 3% 45 %, 3 , western blot 3 AR #] miRNA-383 474
M40 ARA2] tafif A %47 £ % & Beclinl F ik K -F & LC3-T1/LC3- T #4944 L8 (P<0.05), miRNA-383 14 4% 4= 40 2 2. Be-
clinl #& ik K-F B LC3-1I/LC3- I #4944 FiA(P<0.05), £5if:miRNA-383 [ A Ak 2 MR AR 3 BT 40 8 ) K -F, T i miRNA-383 #9
FOATT ARG SR K B dm i B o R T

8815 . miRNA-383; v ; S MR K
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MiRNA-383 Regulates the Acinar Cell Autophagy in Acute Pancreatitis™

ZHENG Shao-yue, HUANG Yong-ming, YANG Zheng-peng, MIAO Zhuang, XUE Dong-bo*
(Department of General Surgery, the First Affiliated Hospital of Harbin Medical University, Harbin, Heilongjiang, 150001, China)

ABSTRACT Objective: To detect the expression of autophagy marker protein LC3- Il and Beclinl in the acute pancreatitis cell
model and investigate the regulation effects of miRNA-383 on the acinar cell autophagy function in acute pancreatitis. Methods: Before
the experiments the biological information analysis technology was used to screen the differently expressed miRNAs in the rat acute pan-
creatitis models. The down-regulated miRNA, miRNA-383 was found. After culturing AR42J cells, the miRNA-383 mimics, miR-
NA-383 inhibitor and negative control miRNA-383 were transfected into the cells to regulate the expression of miRNA-383 in each
group. Taurocholic acid sodium salt with the concentration of 200 uM stimulated the AR42J celles for 20 minutes to manufacture the
acute pancreatitis cell models. The activation of the pancreatic enzymes in each group was detected by the BZiPAR to confirm that the
acute pancreatitis cell models were fit for the experiment in this study. The acute pancreatitis cell models were manufactured with the tau-
rocholic acid sodium salt stimulation methods after the transfection of AR42J cells. The protein in the cells would be extracted after the
ARA42] cells stimulated by taurocholic acid sodium salt. Then the expression degree of autophagy marker protein Beclinl and the ratio of
LC3-1I to LC3- [ which extracted from each group were detected by western blot technology. Results: The way that using the tauro-
cholic acid sodium salt to manufacture the acute pancreatitis cell models was fit for the experiment in this study. The expression of au-
tophagy marker protein Beclinl and the ratio of LC3- I to LC3- I were up-regulated in the AR42J cells which were transfected with
miRNA-383 inhibitor(P<0.05); the expression of the autophagy marker protein Beclinl and the ratio of LC3-1I to LC3- I was down-reg-
ulated in the AR42J cells which were transfected with miRNA-383 mimics (P<0.05). Conclusion: MiRNA-383 decreases the cell au-
tophagy activation in acute pancreatitis. Down-regulating the expression of miRNA-383 increases the autophagy activation in acute pan-
reatitis.
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TR A B — AR BLR , 3 BT R B AR A I P ) 2 Rl i
H LSS X a b it BRTR 2R R AmS 5T
AP (kA R R TR B W, AT BB 0 AP A 7™ o 7 R ke 38 4 il
YEM .

f#%/IN RNA (microRNA, miRNA)Z 7 EAZ% A= ) v & B —
JEHLA PR L PR 26k B GRS RNA 0% 1 & 2E e St 2
WEAEH . IEAERME R R A, &I —2E miRNA 7] LI7E
AP BRI R R ) 3R5E , T- 10 AP RS, ARG ST ZE AT
HER BT BRI T AR BRIk ) T4 AP R iR R
iK1 miRNA-383, % miRNA-383 #E17II6E44T, & miR-
NA-383 T 4 3 ik 7] DL # 1§ JAK-STAT {5 & @ ¥ , m
JAK-STAT {5 5@5 5T AP (R EiAREl, BeitaCim AP
BT A 20 i % 4 miRNA-383, b [ Wedr i & 1 LC3
K Beclin17¥, J15¢ miRNA-383 275 AEXT AP FP A9 Jigt o6 20 Jf
W= A 50

| AR i

L1 EZM BRI

KEUBENE AR42) 4iiff1ly A 32 E ATCC A H] ;1640 JEFR5E
PBS II§ 4 9%[H Hyclone 2] ; g4 1i% W4 F 7 [E PAN-Biotech
O 5 AR ETR B (TLCs) I A 2 [ Sigma 23 ] 5 S it K Bl
LC3 Hi44 . Beclinl $44&y H 25 [F Cell Signaling Technology 2
H) ;Rhodamine 110, bis- (CBZ-L-isoleucyl-L-prolyl-L-arginine
amide)dihydrochloride (BZiPAR) I F 3£ [# Gibco 2\ 7] ;miRNA
25 L ¥ micrON™ rno-miR-383 mimics ( J 51 : CAGAUCA-
GAAGGUGACUGUGG), miRNA ]I #i %) micrOFF™ rno-miR-
383 inhibitor, [ X} If negative control miRNA mimics-383(NC
miRNA-383), negative control miRNA-383 inhibitor (NC miR-
NA-383 inhibitor)¥5 iy ) JH 8 HE A=) 28 RIBCHE
1.2 EWHFEMTR
1.2.1 AR42] HliRERYIZSE  AR42] MU LL 2x 10° 40 i 5 Fh
F 25 em? B3R INAE 15 %R LIS ) 1640 1 3R3E4) 4
mL,F 37 'C .CO, &1t 5 % MDA AR 8557 2 d, WA
TSR AL T REC , M R AT
122 SRR MERAERIAEST B A SOk, R IEST
AR42J iy AP IR J7 i A ] TLCs L 200 pM ¥ JE il 3%
ARA2J Y 20 min®), 7E I 554 T N 1Y AP 2 AR g i ¢
TR, AP BYRIE I . H /RIS fliE AP 4
RS, {7 1] BZIPAR A0 J5E BES0E PR32, WL 30 IR IR 1
WL, AP RIH R, MR AT Jr ] . [RI FHT western
blot HZ A MY M A 20 B 17 W5 b7 8 4 1 Beclinl 55 1E 5 41 g
Beclinl fyZ3%, PPl A RRATAE
1.2.3 # 4 miRNA-383 M4k TXIE0U A 40 i LARAL 2% 10°
A AR ECER T 6 fLAR .

AR S RO AT 5 miRNA, #2 B T3], i # miR-
NA-383 F YL, A 6 fLi P4 AR42T 4iififg, % 4% 48 h
S5, B IR, AP SEREA TN A TLCs YRR 200 pM ()3
IR LR 20 min, B INAGE 57 5RHE 2 mL #5357 20
min, ZEMIEEFNT 6 FLARE , 4 6 TSR, 4541 4 4H LA B Ak
BT30S < 25 F1 4 (control group), AILATE #1557 2 mL Fi57

48 h;NC miRNA-383 inhibitor %% 4 #H (NC miRNA-383 inhibitor
group), S A NC miRNA-383 inhibitor #¢ 3> 50 nM (13535 5
2 mL %3¢ 48 h;miRNA-383 inhibitor %47+ 4] (miRNA-383 in-
hibitor group), il A miRNA-383 inhibitor ¥ & 5 50 nM [{) 3557
5E 2 mL 53¢ 48 h; TLCs RIERLH (TLCs group), M AIE % 1
Ik 2 mL 1557 48 h 53 K E SR AN A TLCs ¥kl 200 pM
5% 3% 3 2 mL %)% 20 min;NC miRNA-383 mimics ¥4 4t J5
TLCs il i1 #524H (NC miRNA-383 mimics + TLCs group), JIll A
NC miRNA-383 mimics ¥ )5 & 50 nM 155553 2 mL #5448
h 5 25573, N A TLCs ¥ B 200 pM 153556 2 mL |
# 20 min; miRNA-383 mimics %% 44 J5 TLCs #il #4541 (miR-
NA-383 mimics + TLCs group), JJI A miRNA-383 mimics % &
oh 50 nM R RERAE 2 mL B 48 h 5 L H SR AL, A TLCs
WEE Sy 200 wM 55 FREE 2 mL i 20 min,,

1.2.4 Western blot #& il B E#rEFH H LC3,Beclinl  #2HX 6
ZH AT AR B 75T, BCA YA 4% 47 1 vk J3E , 45 BB 4 A ]
W, LT RIKEER [, JHTHIK . Ik TEKE N
TR LRI R A 7 2 R w9 M (PVDE)IE 1, Fl 5 Yol iR 43
FyEH 1 h 5 iR B LC3, Beclinl —$if% 1:1000 i 5
TR AR A B, A B —HUis & & xR i & 1 4 A% 1
N, B 4 mL —3HA RSN E 4 CHi . —hiiFE e
JEJeH PBS PERK, ARG FH U= WEE 1 he SEAURVERE, BIAT
FIFHRCRISEAT W52 S4B, Ab3R 58 BUS WEE Beclinl 2 1
Fk B LC3-1 i LC3- 11 AL

125 GitZE oM FrABdE BRI bRl (xx o)k
715, 11 SPSS13.0 EAFAL PEHEATEE 2704 , WAL ] 8 LUk
F K, P<0.05 A543 X

2 R

2.1 AP ERIHIMER

fii F§ TLCs LI 200 pM & B33 AR42J 4 g 20 min, fif A
BZiPAR # i e i rE # , TR A W TWiER, 5 IER
ARA2T YA LA, & PR A B WS 2 (B 1) AR o
ST AP A AL R ) o [R5 FH western blot J7 32 46
Beclinl (22 53635, 4558 TLCs 2T 40U Beclinl 353k 2.
FPIERE A 2), AW RS,

normal TLCS
B 1 FE&R TLCs A2 AR42] YRR R FEERSGE

Fig.1 The pancreatic enzyme activation of normal AR42J cells and the

ones stimulated by TLCs
Note: The green fluorescent is the activated pancreatic enzyme. The blue

oval is the nucleus. (x 800, scale bar 8 pm)
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Beclinl

B-actin

normal TLCs

B 2 E& K TLCs A IEf AR42] 4HAERY Beclinl RixE
Fig. 2 The Beclinl expression of the AR42]J cells stimulated by TLCs and

the normal ones

2.2 miRNA-383 3% 48 B M 2200

6 21 4H g 45 41 ffi F western blot £ AR K I A Wit b 7 8 A
LC3 /% Beclinl, Wi%Z Beclinl Fik®A7454k & LC3- [ [i] LC3-
11 B4k, 45 28 4L % NC miRNA-383 inhibitor 20 [ Be-
clinl 2 k7K E#0 K F miRNA-383 inhibitor 20 {32 357K F , [
it miRNA-383 inhibitor 41 LC3- [ ] LC3- 11 {44k B 3 s,
LC3- I A E I B L, Ui miRNA-383 inhibitor 5T J
#E AR42T 400, B T miRNA-383 [k K, {24l AR42]
ZH At [ WG 5E ; TLCs 2H LA S NC miRNA-383 mimics + TLCs 2H
i) Beclinl 615 7K #5725 F miRNA-383 mimics + TLCs 2l [ 35
57K, [t miRNA-383 mimics+TLCs 4 LC3- 1 [i] LC3-11 /1y
BEAL I B F 55, LC3- 11 %k s 1 B g /b, 361 miRNA-383
mimics I Yeilk ARA2) i, 425 T miRNA-383 fi k7K
S BEAIG T ARA2T 4IHLAY H 1K (P<0.05, fnf&] 3,151 4),

Beclinl - -

MW(kDa)
Beclinl: 60

LC3. I---
LC3-11

LC3-1:16
LC3-11:14
B-actin: 43

u o
i - e DD

3 BEBRIREER LC3 K Beclinl B,
Fig. 3 The expression of the autophagy marker protein LC3 and Beclinl

from each group

3 Wi
FE R AT A B, 25 TIRSRRI R %
J& . TERFST SN AP A5 LI BE , 76 H B R 8K AP B

mBeclinl LC3-ILC3- |

Protein expression of LC3-TI/LC3- T
and Beclinl/ p-actin
s
¢ L
3
s
oS-
iy >e
£ — »e

Fig.4 The gray value of the autophagy marker protein LC3-II/LC3-I and
Beclinl from each group
Note: *: P<0.05, compared with control group; #: P< 0.05, compared with
NC miRNA-383 inhibitor group;
A : P<0.05, compared with NC miRNA-383 mimics + TLCs group.

FIRZH 2% SRR AN MR N H ERVE 2240, i L2 1 N & SR
JEUORE, 7 )5 SR (958 Hashimoto D AEM AR 525X 4625 3y
WA AghR G EH LC3, AN X L2 i ]Iy [ g, [
AP R E R A BB ARAL , X AP A R R A AR
BRI ] DPERWITE AP JRFE, A WD) REA AR BT, i
AL AN 5 ML R D RE AR AL, RS D ARMIAET,
AP RAEFEL D, TR RA BT A B —Fh1E AP Hh A5 20
PRAPE TR PN I, 3K [ WA AP IR B 7 el J
R, T PR IR 9 L O D, Wl R A PR A 54475
HEMT ORI AR AR , By 1B AT -0, (HAES — 5T,
Feng S ABFFEAY TL-22 A OREETEA AP /NI [ 12
WS T ARAEFERE , Yang S5ECH T NF-«B 38 # & B H i 52 410 ]
BRI AR T AP BRRRE, X SERITFEIN [ ETE AP i kIR
ﬁ@b‘%ﬁuﬁ XHPARASCEBIBIRE I . LA A BRTE AP HiXFh

N BRI A W23 HILH 2 8 R A 5224

: P<0.05, compared with TLCs group;

=1

TE AW R — RPN AW CE NS5 T A
B R AR IR 7 BRI BN R B B & 8B . LC3 STl
SPIEERE ATGS SEH M RIE L, 2 7 F H MR . LC3 £
AP LA AIE AR, LC3- 1 J LC3-11 . LC3 2 e 4l
WG U BV ARG RIS LC3- T 8 TSR A .
MR AR, LC3- T S HRmE L BEReBIIE i LC3- 11, Jf &
LT A WEARRR b o 5 FAth ) — L858 67 T 1 WA b Ay B AR G
FAARN,LC3- 11 & (IR T AW -, H2] [ Wik
RS, & LC3- LR A BN, B R AR R
WpREYy, miH LC3- 11 f 8 e — e F B RO T H
AR A K B Wi B (AR AR 07, il ad Western blot 4 AR A
AR AR LC3 B H, MBI MEAR, 25908
LC3- 1 K& LC3-1I . 78 A WA S LC3 /K LIH SR,
FERARJE LC3- 1 17 LC3-11#44k, 1148 LC3-11/LC3- 1 #Y
(0T LL—@ R 1 RO [ WK g4k U9, Beclinl & L)
ATG6 R R %), LS i A AR S 3L N, 22 5TI# PI3K
(phosphatidylinositol 3, kinase) 2 il & &1 , £ 4 454 Hifih B 1
HHRE A, JERE AL G, RHE A AR AL U, Beclinl 241
oL — AN Ses R B, 2 A RIARTE B N W] sk i 4%
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P, FESERE )7 TR BFST, Beclinl £ 28 AR HE 1 15 P 40198 326 ()
FIAIFFE #45  LC3 Al Beclinl 3XPHFRZE 1, & F ERF T Hh o
e 1 H AR R AR A, B AR SR 5 1 E e S PR R
) 5 3 ) B B AR AR

A= W)f B4 (Bioinformatics) 22 A: M) {5 B R AR AbHE
FENE B, AT AR RS 45 O TH A8, o R 5 A A B2
THENUBLA I SRS &, A AR A LR 22 2 BT
B — TR %R 2EE BT HR SR D62 B R 5 4%
AR ANASRE T3 BH 35k B 55 0 45 19 SR TR R AIE L 38 RE X TR 4515 53
BT 2T RGN T, IE R —Fh E B WA GBI 1
P, FRATAESE S AT B FI AR (5 BROR 5 8 8%
AR, R AREEEAL AT, SR I miRNACGE -, LA AN RE AR
A microRNA #5522 A8, 2t AR W F BH AR, fe &k
PImiRNA-383, Ff H #7145 3] miRNA-383 7 AP 1323k
TR, AR AP HE A AR R ERE AR, S AR F AP
FSRBRAR AT 25 5CHE, MHRSE miRNA-383 5 [ IE AT BT E 1Y
KR, A miRNA-383 JEAGHEE T AP AR, 50
miRNA-383 mimics %5 miRNA-383 7K -4 miRNA-383 32
BT, M TLCs Bl £ A Xt IR S R b, R =
miRNA-383 (7K, i TLCs fl 0 AbF /=5 B Wi 5 1 AR42]
YHffIAY Beclinl (9 3R3E7KF- &£ T, Beclinl X F BERY L #EAE
JHUKES, [RIEF LC3- T [ LC3- L5 fkR#A% , LC3-T1/LC3- T Ay Lt
TR, B WEARECR > A WEDIREIRES , X PIFR 2R 1 Y Rk
A5 AL U6 HA | 9 miRNA-383 (1) 335 /K - 7T LA ] AP 2
ARA2T MM HVEDIRE . 5 — 5T, B T2 B B otk
B miRNA-383 7£ AP A T/, T MEH] L4 B B A %
Ik miRNA-383 /KA GEXT A Wik 7= 25 9 RZ i, Ir LA ) 1E & (1)
AR42J 4ii i rp#4 + miRNA-383 inhibitor, FE{k miRNA-383 7k
T, WA FX A RERRZ . MI&AE T TLCs Hil 3k i 25 2 ) HR 2%
Fh, % BT miRNA-383 /K, IEH# (1) AR42T 41l i) Be-
clinl XK LA, Beclinl X§ 5 Wi ()42 JFVE A 3G 38, [5] B
LC3-1I/LC3- T By LUAA b F, F Mg 3 2 [ T g s or , 3
AR (A i F ik R 28 AL UL T 8 miRNA-383 135K mT L
HEURT ARA2) AU A RETIRE . 7E AP ROSRRE T, QNS A WD)
BETCHE , (ELRAS BEAR I I 98 ik o W5 1% IR Bty , 2 i B 22 1) e il
PG, AWML SNE SRAEFEIE , T84 B 7 miRNA-383 [
SRPIH] W DR RE RS AP AOFA 5 [ W IR 57 B B A 1
T, IEH W B AR D RB R & R AEVEH , IB 4 SR B R H
— Byt — A FIR mIRNA-383 [ 355K, B [ W ThRE,
M AR AP Al Ses S (9 0 TR 70 43 9 19 I ) BRI At , D ]
HEVAE AP WY SIEFERE

ARSI X A WA ITIR A, AW R AL, (BT
H W (autophagic flux) (RS, AP 33 & b F BEDIRE A 1473 , B
H W A R HER, R T e A S 2 R R S B R,
LR F IR A L R, 20 2UR F 1§ B(cathepsin B)5 4141
A L(cathepsin LYDJREIH, T T AP PR, A
W1 2400, MR AR 1l ) S RS A AP IR IR 2 i P ) 4
PR I HBG SRS 5 B 4, N 3w g ,
FHAEAEA, RRES EILEH, WER T LEE T
miRNA-383 Ak H MERGRZm, {HJE: R 5 & ARk

AR R A W R A5 77 A R, H G R e A W, B
PARE A O T BRI -5 1 055G 22 A F 70 MOk MR AL, miRNA-383
P IR AR F B 2 S A
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