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Abstract

AIM: To observe specific siRNA silencing
effect on Mucin-5 subtype AC gene in human
intrahepatic cholangiocarcinoma cell line
HCCC-9810 as well as to investigate the
influence on proliferation and apoptosis after
silencing the Mucin-5 subtype AC gene.

METHODS: Three pairs of specific MUC5AC-
siRNA were designed and synthesized through
transcription in vitro. Three different siRNA
expression plasmids (pRNAT-U6.1/Neo-MU-
C5AC-siRNA1/2/3) were constructed by gene

recombination. Then three stable expression
plasmids and the comparison plasmid (empty
plasmid-transfected control) were transfected
into HCCC-9810 by liposome-mediated transfec-
tion. Transfection efficiency was evaluated by
nonspecific small molecular siRNA (fluorescent
conjugate). MUCSAC-mRNA level was detected
by RT-PCR. Expression of Mucin-5 subtype
AC was investigated by immunohistochemical
SABC method. Cell apoptosis and proliferation
were analyzed by flow cytometry and MTT, re-
spectively.

RESULTS: The results of gene sequencing in-
dicated that the pPRNAT-U6.1/Neo-MUC5AC-
siRNA1/2/3 was successfully constructed.
After the transfection, the efficiency of fluo-
rescent protein expression reached 28.57%; the
results of RT-PCR and immunocytochemistry
showed that constructed plasmids down-reg-
ulated mRNA and protein of Mucin-5 subtype
AC at 48 h after transfection. The results of
MTT indicated that the growth of HCCC-9810
was obviously inhibited after silencing the
Mucin-5 subtype AC gene. Apoptosis was in-
duced in the tumor cells after suppressing the
expression of Mucin-5 subtype AC gene by
flow cytometry.

CONCLUSION: Three different stable expres-
sion plasmids of siRNA specific for Mucin-5
subtype AC gene obviously inhibit the ex-
pression at MUC5AC-mRNA and protein
level. The blockage of Mucin-5 subtype AC
gene expression in HCCC-9810 cells shows
significant effect on cell apoptosis and prolif-
eration.

Key Words: HCCC-9810 cells; Bile duct cancer; Mu-
cin-5 subtype AC; RNA interference; Cell prolifera-
tion; Cell apoptosis
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BH): K45 G SACH - HsiRNAKT AR A
R 9% tm B sk HC CC-98 104k 91 38 75 % B T 4%
VIEGEA N

FiE: &t AR AT 4 HSiRNA, MET =
AT AR $US0 4 a B P R sIRN A 84 &K R
#, pRNAT-U6.1/Neo-MUCS5AC-siRNA1/2/3,
R EH Ry AN AL T £
K0 TRk A AT BB AL (R R AT B 4 3
HCCC-9810, & JA A 5 kARIT Ay I 45 571
4F 89siRN AN 45 4 2 & RT-PCRA& M 46
EASACK AmRNAK-F; SABC % Jz 4040 %
&AM £EE G SACH) & ik ; MTTH M 4m i
A KR 5 UL AR G AL ST m B

HER: AAMNEFEARDMER, 3G
% HE G &k $28.57%; RT-PCRZ R & A&
mRNAK-F, ZA AT 4 & G5AC
ARe R, ST AR GSACH Rk T i,
MTT% R AFm e ey £ KA — 2 e 3 h 4,
TR 8 RO T 4 FAL N 8 2m BT T 38

i MEPRNAT-U6.1/Neo-MUCSAC-
siRNA1/2/3 i ¥279 244 7 & G5ACHKA K
FEMRNAK-F B & G o F 3k, FF 7T 394 i 7 4m
Ry A KIGH A LA

*§213: HCCC-981041f8; fHEIE; FEHBAC;
RNATHL; 40 37, 4mpR i =

BB, FEIE, BB, 5765 MUCSACHSIMsiRNATIBE RS
BIRFRHCCC-9810IBE BT HFIN. BRIENBIHE
2009; 17(6): 566-572
http://www.wjgnet.com/1009-3079/17/566.asp
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2 ) IR A e A R R o SR S Sy, I e
A, JEREHLE] E AT MAE R AR 2
18, FEH A I B T, FARKN K2 O
B, MFARMRIA R, G2, FEA
5AC(mucin-5 subtype AC, MUC5AC) &%k 1143
THRGEHH— 0, BT —MowR &N, EH
FIETANIPUE . B KEEE T, MAKET
JEAE 1 0 Mt o BE R R A e R ep, iR
Y M RAT T IX PR, AFIFAIMUCSACIF R IL 1Y
. SRR PR PIMUCSACE B . 45 W
S~ MR B SR A R i S g rp 38 ik
Ak U LA IR (0 R AR e R RS T R
A L ARSI SR T #4304 A
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A FE RIEMUCSAC-siRN AR kL, il g
ST YL IR R A T PEM U CS A CHEPRL, WL %¢
T4 5 A5 DRI BR 11 R0 R ORT JIE A g 40 i A <
VRS ESp- A

1 SRR

1.1 A4 IR ARHCCC-981004 H
b2 B L A o BE 22 0090 B0 A il TR A
fig . WEMLEE(MTT), B4k A e (PT) A L
(DMSO)IlY H Sigma’A w]; Annexin V-FITCIY
B s IR AR R R A B A F, KA
K2 A MDHS oW B N & AR
H MR ]; Lipofectamine 20005 Opti-MEM I/l
HInvitrogenA ml; /NI ZRPMI 16401 H
Gibco A wl; BRI EE A APRNAT-U6.1/Neoll [ 74
U BRI 7] BRIV A V)B§BamH

FIHndIIl, T4, TRIzol LA & RT-PCRH Ath [
AARFIA M H TaKaRa s ) ; ok /N S BGR
7 #:QIAprep Spin Miniprepld [ Qiagen/s wl; f
X AMUCSAC mAbI [ Thermo Fisher Scientific
Awl; BT ASABC R A @ ADABY 1
WA B AL AZ S B R R W
Pt I S A% T IR BE A 248 B IN S 2 A
RH A B A A k.

1.2 7

1.2.1 HFHEMUCSACHA B siRNA# &t S
Sk ZIROCER[7-81 I 7 iE R & il —
AR MUCSACH A mRNAsiRNA
FF31: (1): TCTGTGGCGGTATATGGTGGA;
(2): TAATAGCAATGGCCAGCGAGG; (3):
TGGTCGCGTACATCTTGACGC. %I}
MUCSACHHFRNAT#E(RNA interference,
RNADT &, Wil =43 DNA(double-strand
DNA, dsDNA): S1: iF X4#5-GGATCCCGTCTG
TGGCGGTATATGGTGGATTGATATCCGTCCA
CCATATACCGCCACAGATTTTTTCCAAAAG
CTT-3'J2 Jx X 5%5-AAGCTTTTGGAAAAAATC
TGTGGCGGTATATGGTGGACGGATATCAAT
CCACCATATACCGCCACAGACGGGATCC-3';
S2: IF X ##5-GGATCCCGTAATAGCAATGGC
CAGCGAGGTTGATATCCGCCCGCTGGCCA
TTGCTATTATTTTTTCCAAAAGCTT-3' & Jx X
BE5-AAGCTTTTGGAAAAAATAATAGCAAT
GGCCAGCGAGGCGGATATCAACCTCGCTG
GCCATTGCTATTACGGGATCC-3"; S3: 1F Xk
5-GGATCCCGTGGTCGCGTACATCTTGACG

WA A %

AEEGSACH 2
B EE TS
FRAR, A2 H it
FIAFEEBSAC
o it g G T
VAR g — F 47,
MEiF 3 —F B,
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m é Bt CTTGATATCCGGCGTCAAGATGTACGCGAC A 1 2 3 4 1 RERBAAE
20034-Boonla et a/ . N p St ESDNAEXE. 1:
R 8 % & SAC CATTTTTTCCAAAAGCTT-3'J v X H55-AAG Markers 2—4: Fti7
f; B {i & j:: CTTTTGGAAAAAATGGTCGCGTACATCTTG 1393 Marker 76 bp{b G
& aietn -  ACGCCGGATATCAAGCGTCAAGATGTACGC 500 7 gﬂgggﬁ@gﬂ

A K ZolHBE UK.
PR E R GACCACGGGATCC-3'. Jirh “GGATCCC” iy 400 :

# 35A4R, 2007 4F
Bamrungphon et a/
RiEFEE5AC
A Sy — A5 i e
& R 9 I B AR 9T
4, E R EHE
1%, 47’k
90%.

BamH 1 IEFUIAL R, “AAGCTT” hHindIII)
FEUIAT £5, TTGATATCCG g H [a) ) & R 4544, Fp
BT I SERZ IR BE ) 246 Bl & 4y 12 E D}
FAH PRl k.

1 2.2 pRNAT-U6.1/Neo-MUC5AC-siRNA1/2/3 /it
Koy S %2 HTEZ (10 mmol/L Tris-
HCI, 1 mmol/L EDTA, pHS8.0)F;&MUC5ACH]
SRR TR 2R 100 pmol/L, I R4
DAL @ LRG, SRI3 R o3l 5 BamH 1 MHind
IR ) 5 Fi—2L, 95°C 30's, 72°C 2 min, 37°C
2 min, 25°C 2 min5¢ B K. B pLiB K5
(R XURE SEA% T 2 FH TEZZ il AR R 1100 pL, 5
PRNAT-U6.1/Neo, T4 DNAZ ;N ERE, A
AT ) 5 R AR £ I e 0 RN 2 ) R G
KA FERLTTIR). WA 3 hAEAT &+, 1
TR ) 53 50 B A R AT R 2 S 4 U D HS o,
PRI BH I ve Bk LN & AR A IR A
FP S, SR AL TR p RN AT-U6.1/
Neo-MUCS5AC-siRNA1/2/3, B 45 5 1E i
(B, R BRI 7E S 2R IILB AR b, BhaAs
P (E4 mLE 20 N ILB AR IR 56, B
243 mL & % QIAprep Spin Miniprep Kitit 17
FEUTORE, B pL SOk DN AL il V) J5 3047 LK,
K46 A 751 )JDNA.

1.2.3 @idgfc 5454 AHCCC-98101H 5 4l
JRR F BEES 77 T4 100 mL/L/N - I 7 (IR PMIT
164055573, 37°C, 50 mL/L CO,, faE &4
TR K T ARSI, Fegeni2d h, KR an
MR fE6 LR R L, FEALLIS X 10741 g, il
kL 40 B 0L A A 2 G Tk 21190% LA b, Al AR
IEAE S PR = R 92 M. #4Lipofectamine
2000%% G R Ul W1 7 VLA BEAT I I e . T 6
LB A — AL, K TRIDN A (CELES SE 560 TR
Xif Tk Al Lipofectamine 2000044 pg @ 10 pL
LA 3 0 250 wLi 3% HOpti-MEM [#i
B, IS min/a, BRI IORIDNA S FiRE )
Lipofectamine 20007272, =R H20 min, X5
500 pLIRA I B4 o 753 h, 28R
5], T37CHigR6 him, K R FR3Eme t,
NOBTE R IRk, AR A . JFE 458-12 h
T WA N AW S A 68 A ARy

100

SEPE/NGF IISIRNA IR IR, Al Yl R
1.2.4 MTTHW b 52 20 i A ¥ 3 58 FFHCCC-
981041 f e Fl T 96 fLEF TR, 4 My & % FE 2
2 X107/L, AAF100 pL, RG24 hidkfr ik g,
Iy IR 770, 24, 48, 72 hJEEALINA100 uL MTT
(5 g/L), k774 hiG, AN IR BIEH, N
100 pL DMSOW, 5 %, i 5 (B Im, 7642
H B BEER AT B LA 400, FITHIZE(%) = (1-5E
95 SHA T4/ IR LA (T 3 (H) X 100%.
AN [R] S50 6 FLSKSP- 348, LA i)k Ak, A
FI 2 A G 26 it 6.

1.2.5 E A mMUCSACH &k ok
HCCC-9810LAZ5 X 10%4N/L 1) 4 it 25 Ji b AE
CLAH A o 5 3R e fLAR N, 37°C, 50 mL/L
CO, FAK24 hjG AT H G, #4548 hit i
5 B A T R A S A B C g 2 AR
D AB S €43 ) S A8 Ul B AT S 0 4 AR
W, Ho—Hi ok X AMUCSAC mAb, —Hih
SABC %35 2H A7) & N S At 1 A P 3 A L =
P/ IgG, 9250 45 R Ak 5 W Ass N
B RPEAE R AAE O YIPE. BERE
O RATE, REIRIE T LAY T BEHLW 2254
FREF, THEBH 40 T3 5, RIEWMUCSACHI#
RTRPE. $% P AIA KT EMUCSA CHE N Rk 1
FHZ: MUCSACER L HIZ (%) = (1-MEZAH
MUCSACFHKIA B/ FAIMUCSA CRIEHE )
X 100%.

1.2.6 ¥ %2 FRT-PCR#EMMUCSACA R £
mRNAZK-F 89 F A YL IH 9 40 fiu HCCC-9810
48 h/i, %M TRzol Reagan RNA$ZIA I Sk 7
BEAVE BT MWHC CC-981041 i H R EUSRNA, 1]
Ji FERT-PCRARF U 152K FH20 pL/Lii#s 5
S VAR RFAE AT 5. PCRY M UCSAC
LRI N 2 I8 B-actindk K. MUCSACIE 514
5'“ATCACCGAAGGCTGCTTCTGTC-3', Jx X 5]
¥): 5-GTTGATGCTGCACACTGTCCAA-3', §”
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M 1 2 3 4 5 WA % & 5
bp A SH ARNAF
AR BB
2000 @ SAC K B 47 )
1988 HEASACH &

2 RARRE TMETNCEBNRIA. A ki
PRI = 2 pug © 5 uL; B: ki IR = 4 pg © 10 pL;

C: ok IEA = 8 pg : 20 L.

60 —&— pRNAT-U6.1/Neo-MUCS5AC-siRNAL
—m— pRNAT-U6.1/Neo-MUC5AC-siRNA2
s 50 —a— PRNAT-U6.1/Neo-MUC5AC-SiRNA3

< 40
30
=20
10

0

24 48 72
th

Os

B 3 MITAENEELRNEFRRIEITHCCC-98104AHIHNH.

4R WK 417 bp; B-actiniE X514: 5'-CTC
CATCCTGGCCTCGCTGT-3', & X 514¥): 5-GCT
GTCACCTTCACCGTTCC-3", 41 A Wr ki 4y
268 bp. [V At 94 CHIARMES min, 94°CAR M
30 s, 56°CiEk30 s, 72°CHE{H30 s, FL30MEHR,
72 CHEMF10 min; )5 RT-PCR™HI1E 1% 58 R
BB _EHEAT LUK (S Viem X 30 min), JHUVP#E
IR AR FR ST 451 I B W €

1.2.7 X g AU ) 4n fe 8 = % #5448 h)a,
56 FH BB A R U 4 i, FH4°C Tiive I PB ST
A 20K, FH250 WL 2 -G % 1 bl Eh T Ak T 4 i,
IR 1 X 107/L; BL100 L iv 4 ik i A
—ANS mLE U, S puL Annexin V-FITC
10 uL(20 mg/L)MPIA W 415 T &bkt
% E 15 min; 76NV H 1400 uL PBS, it
41 Jia A% (FACSCalibur) 73 #7.

2 BR

2.1 #13ZpRNAT-U6.1/Neo-MUC5AC-siRNAFE &
FOk ok B FPRAE T3R5 AT K
(SR TR T B 58 A 4, VLW BRATT i Th 4 4t

www. wjgnet.com

500
250
100

4 RT-PCR™#)BE. M: DNA Marker DL2000; 1:
pRNAT-U6.1/Neo—MUC5AC—siRNAT; 2: pPRNAT-U6.1/
Neo—-MUC5AC—-siRNA2; 3: pPRNAT-U6.1/Neo—

5 HEF[F48 h HCCC-98108IMUCSACTRIL. A: 23 FN)
fRZH; B: S2IG4H.

T pRNAT-U6.1/Neo-MUCS5AC-siRNA1/2/3.

2.2 IR R AEEDIEDNAY 4R WMEI1TIR,
SMarker[f) 4y L mT WL BT $ J00RL 28 1o g 1)
JEDNA =6 T76 bpht, SHIENH
DNA i BeARAS.

23w AR YR 11-12 WiE A ER R
TS RSSO G FIERIA, B ALY 4 5l
TEOGBE N UH A, fE9eEE Nk Rk R
215,75 6 1) 41 R B30 DA S50 TR (1) 2 % 26 [ Y
(%) = AP R 56 B AN /[ — AT T
FTA 41 X 100%). 2 T LA B2, AR
LE A8 1) R AR FIR AR AT i 4, Bl4 pg - 10
uL R QR i, 1A 3028.57%, HR x4
HLF R PR /N, Sk FORE RN S e 03 L, LA
2 ug o 5 pLE LN Y2 9.37%, 8 ng - 20 uL

%, R T HEG
SAC A2 % 95 2w
JoL K B AR Fe B
R AR
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2 AEE A1, ~ Z.001 A2 Z.001 Z.001
AHR A B S =
RNAF#HHERTF -
PFHCCC-98104m §a) i2]
P A B aS5AC § }—{M . §
o KK, #HT I O O
Jg ey B K
18, PR3 T A G sm o
Mt A, HEE 10° 10' 10? 10° 10° 1 10! 102 10°
EERKF S Annexin V
o 42 a7 2k
ggf% T File: 2.001 File: Z.001
Marker Left, Right % Gated Median Marker Left, Right % Gated Median
10° 1(‘)1 1(‘)2 1‘03 1(‘)4 Al 1,9910 100.00 5.14 Al 11,9910 100.00  2.59
Annexin V M1 57,9910  0.03 63.21 M1 57,9910  23.31 102.74
B1_ 1.001 B2 1.001 1.001
‘C_'D - o
o
i
(%)) (%]
= }—{ =
S Mg
o
10° 10' 10* 10° 10° 100 10* 102 10° 10*
Annexin V
File: 1.001 File: 1.001
Marker Left, Right % Gated Median Marker Left, Right % Gated Median
1(‘)1 1(‘)2 1‘03 164 Al 11,9910 100.00 4.18 Al 11,9910 100.00 20.17
Annexin V M1 57,9910  0.29 81.68 M1 57,9910 42.79 115.48
C1 2.001 C2 2.001 2.001
r"." g
¢ (9] [}
) - 8 M1 S
-.ﬁl‘ o
o 10° 10" 10° 10° 10° 10° 10' 102 10’ 10°
Annexin V
=
| File: 2.001 File: 2.001
" Marker Left, Right % Gated Median Marker Left, Right % Gated Median
102 10° 10° Al 1,910 100.00 441 Al 1,9910 100.00 39.24
Annexin V M1 57,9910  0.18 82.05 M1 57,9910 46.69 105.54
3.001 D2 3.001 3.001
n > o
¢ -
i (%] (9]
= }—{ =
. 8 M1 S
& Es
b o
> . 10° 10' 10* 10° 10° 1 10* 102 10° 10*
& Annexin V
& File: 3.001 File: 3.001
Marker Left, Right % Gated Median Marker Left, Right % Gated Median
10° 161 162 163 1(‘)4 Al 11,9910 100.00 4.83 Al 1,9910 100.00 14.33
Annexin V M1 57,9910 0.1 82.79 M1 57,9910 38.48 100.90
B 5 %#ZE48 h, Annexin V/PIRREERMHCCC-9810ETIER. A: 25HXH; B: pRNAT-U6.1/Neo—MUC5AC—

SIRNAT; C: pRNAT—U6.1/Neo—MUC5AC—siRNA2; D: pPRNAT—U6.1/Neo—MUC5AC—siRNA3. 1: “#EFU5; 2: Gate /.
PEA B QeI e e R 05 30.80%; (H IR A AR BERIN(8 ug © 20 ul), XFAIMRISIEROR, 41T

www.wjgnet.com
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B IE R AR TCL O (E2).

2.4 MTT% R #4L )55y HIFE0. 24, 48, 72 hill
SE 15+ FLA yo0, TEANIFI] i U 52 6 FL R T34, V15
FIHIR, HIR(%) = (1-SE50 AAE P35
HAMHFIYME) X 100%. LU 8] AR5, DL
KA Y 2 w3, nr LR AR R R Lk
4 pRNAT-U6.1/Neo-MUC5A C-siRN A2 HI
HIE B I, AR AR R (B 2k 4 IpRN AT-U6.1/
Neo-MUCS5AC-siRNA 1R #5425 4 1
pRNAT-U6.1/Neo-MUC5AC-siRNA3 FFI ] % L
PRNAT-U6.1/Neo-MUCS5AC-siRNA2 K.

2.5 RT-PCR# R # 44 J548 h, RT-PCR V=4
LENR B BE R H vk 45 S n ¥ 457, 2 B-actink:
1268 bphb, VLIS AIRNASLHUER. 4413
Al WLMUCS A CHE R B4 7 11 45417417 bp), 52
F16F BRI 2571 EL AT R I IIMU CS A C4% T 5 JE
559, MpRNAT-U6.1/Neo-MUCS5AC-siRNA 1Al
pRNAT-U6.1/Neo-MUCS5A C-siRN A3 55 FE AR
L EEpRNAT-U6.1/Neo-MUCS5A C-siRN A2 3
T a, AHEG 2 O IR A5 59, Ui B Lk = AN TOkE
XTMUCSACHIA i, 1 LApRNAT-U6.1/Neo-
MUC5AC-siRNA2 3% % 45 .

2.6 S mAAL S kA 45 R FYLJR48 h, )k
A AL AR IM U CSA CHIZR IR TS U, A o5 (o
iR EFE A FMUCSACEKIEFHME. Qi
KISHT/RE YL 548 h, 2% (14 FR4THC CC-981041
M IMUCSACRIAIRZ, £ a3 A ks
(ORI, 1175256 ZHHC CC-98 1041 fifd A A
) YA o o RO

2.7 Annexin V/PIR e &, k4 45 % #4548
h, Annexin V/PDR A AL MIIHCCC-981044
T4 F U 1] 6 5 50 41 15 2% 0] AL BL A e L,
Annexin V-FITCZRRIA KL, BIEFEYLf548 h
KR I R T Al i, (HPTRRIA R AT T
11, pPRNAT-U6.1/Neo-MUCS5AC-siRNA1/2/3 1]
Gated /)%l H42.79%. 46.69%. 38.48%, If4%
FIX0 A 23.31%, UEHIFEBRIA LN I Ab, 404
— B M E T 40, HpRNAT-U6.1/Neo-
MUCS5AC-siRNA2/EH J5 1755 1) e 0 741 i
%,

3 111e

RNA 2 —F B AP H0R 57k RN AR 3%
SRR FERYUEBRIL S, H I 19984EFire er a7 ]
F5 0 4 VT S SUEER N AN R RN A 1L DLk,
O iz N FRER I B AR &R« VAT e etk

www. wjgnet.com

PN~ G R RE IR R A A, Y FHRNAG
FEAKT IR 12 28 5 1 B 1) e AR ML B A O3 A
() AR BEATBIE ST, A7 B T 0 R S T 1 o g (1)
WA T, o AR ZKST- BELRT b 8 4R 28
RS PR EL S A A 570 38R [ (mucin, MUC)
& 41 HH AN [F) 8 PR g 0 7= A (R R B 1, B
WHEER FAMUC2. MUCSAC. MUCGHI
RZEAMUCL. MUC3. MUC4%:, flfi1i#%
EERAHR W GRS, X PR ]
RE 55 AN TR R 1 Bl B R E M D R G, FEIE
WHLAR N, 2R IR bR 40 W3 mT G Rk
R AR RS RS B 1, OR AP RS G 52 5
WIBL, A0S TCE RN IR S AT 5 R A,
-2 55 41 i ) 1) R0 B S 40 i 9045 5 R A 5, 5%
AR IR A S b B 40 i 5 H A 4y
1, b R S I 2 e S e R T AR RN B RS A
TE AR A AR YO AR b A AR ) e AR
R ORI 45 R AR A DR . X AR Ak
TRIN: MIF IR RO RIE, FUeAAET
IE LR (R R H I A 1 AR e g9, R
R O S5 M s I el oo, T TR B 1 5 74
A AR A IS Al 2 Bl 6 0)™ . S5l STk
HOE", MUCSAC R A 12 W7 JIH 855 1 — i
JkRicy, HRBIEET 1%, FERtEik90%. —
3 T DR 2 2 Bk AN e B SRk, Tk B ALIA
92 RGN, REBENLAA G SN oy — T T
6 4 M THT 4D B 5 0 % T e 0 2 A )k
Ferpof BImCAR G /E L, T s i AR K S
R PRI, MUCSACHE R =it i ik
Jirga 40 i () R AR A . AN R . H g TR A
TR RV 2 DA 2K
HERITMUCS A CHE DS AR IR i AR R e
IVE ], A SCR FHRN A 45 A A A i 3t PN IE
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