R EARMLRL®
wcjd@wijgnet.com

59

HFREN BTG 20080-8F380; 16(22): 2458-2463
ISSN 1009-3079 CN 14-1260/R

L #h#7F 52 BASIC RESEARCH

hHGFiEHepG24afa e E AR

A

LT = R ik

BN, SRIRET, 2L, K E, FEN, B/, KRTF, EhRE, Ko

[ L )
hHGFAA % #F 4
Mk, LT A
i AE T A YL R
BEIFRA, &
JT ME AT . Brak
B A YA, VARG
T o 5P
B R WA
5 SRR, L
%, ZEhHGF# 1%
5 4§k 12 R
77 & 6 B 5
FIAER, 1248
% 69 48 A AL &
.

W@ 7 RE
JEE, BATR R,
FREHKFHK
ER Y- E XXX
>TAEHFE L
FIEF; XA, K
¥#, EREAKRF
o AW KR
Fr

SRS, SKERRT, TEE, E, =B, T8H/, KRF, T8
& LT, A RHIZERE EBRARAH LFE T 100011
AT, 2006 RASEZIN L, 58800, FE2 MBI
RS FHERREVAR.

R AR FELTBM A, No. 30600524

T T LABKHRE, No. 2004—F—051

TEE TR INRMEDSKERARS T, PAFUIIZMBKAER, KR
Bl TR WE, =@, T, KEF, TRENEIERIRE
e, BUBOMTBKER, KERAINZHRETA; AEXEED
KU, SKERAI RN ETTAN.

BIRAEHE: sKiBAL, 100011, HRHOFBXLZE IINREIRA
@133, W RHMIRER S LSRR
jingwanghou@yahoo.com.cn

E81&: 010-64200407

IWFBEHR: 2008-05-12 {B@HEER: 2008-06-15

#EZHH: 2008-06-17 FEZHMREED: 2008-08-08

Screening of genes
differentially expressed in
HepG2 cells transfected with
human hepatocyte growth
factor

Wei-Yan Zhang, Jin-Qian Zhang, Xiao-Guang Li,
Jun Cheng, Guo-Li Li, Qi Wang, Chen-Yu Zhang,
Xiao-Chun Wang, Yan-Yun Chai

Wei-Yan Zhang, Jin-Qian Zhang, Xiao-Guang Li, Jun
Cheng, Guo-Li Li, Qi Wang, Chen-Yu Zhang, Xiao-Chun
Wang, Yan-Yun Chai, Insistute of Infectious Diseases,
Beijing Ditan Hospital, Beijing 100011, China

Supported by: National Natural Science Foundation of
China, No. 30600524; and the Health Bureau Foundation of
Beijing Municipality, No. 2004-bureau-051
Correspondence to: Dr. Jin-Qian Zhang, Insistute of In-
fectious Diseases, Beijing Ditan Hospital, Beijing 100011,
China. jingwanghou@yahoo. com.cn

Received: 2008-05-12 Revised: 2008-06-15

Accepted: 2008-06-17 Pubilshed online: 2008-08-08

Abstract

AIM: To construct the eukaryotic expression
vector of pcDNA3.1(-)-hHGF, and to screen the
differentially expressed genes in HepG2 cells
transfected with the vector.

METHODS: We constructed the expression vec-
tor of pcDNA3.1(-)-hHGF, which was confirmed
by restriction enzyme digestion and DNA se-
quencing, and then transfected it into HepG2
cell line. The expression of HGF protein was
observed by Western blotting. At last, we com-
pared the differentially expressed genes between

HepG2 cells transfected with pcDNA3.1(-)
-hHGF and pcDNA3.1(-) respectively by cDNA
microarray technique.

RESULTS: The expression vector was construct-
ed successfully and confirmed by restriction en-
zyme digestion and DNA sequencing analysis.
The expression of hHGF protein was confirmed
by Western blotting. High quality mRNA and
c¢DNA had been prepared and successful micro-
array screening had been conducted. From the
scanning results, we found 430 genes that were
up-regulated and 88 genes down-regulated in
HepG2 cells transfected with hHGF.

CONCLUSION: cDNA microarray technology
is successfully used to screen the genes differen-
tially expressed in HepG2 cells transfected with
hHGF, which brings some new clues for study-
ing the regulatory mechanism of hHGF in liver
cells.

Key Words: Human hepatocyte growth factor;
HepG2 cell; Differential gene
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BHE): #MEhHGF A4 A& # K, F£HepG2
mie P E iR, fhik s HepG2min g £ 5% &
rAR.

Jrik: M#EpcDNA3.1(-)-hHGF# 4k, 0 5%
T £ HepGRaa )G & & S & bP AR ; &
A B AKES R K, FiEpcDNA3L1(-)-
hHGF#2pcDNA3.1(-) 8 A5 7] 45 FHepG2 2w
f)s, IMRNAF £ 45 F AcDNA, 2Rk
R M EFREAR.

SR My R BARZ B A 5 T b
FHepG24m L /EhHGF & ik 2 & & %, 9% ¥ it
PE S5 2200004 3 B o Rk G B oA £,
H P 4304 A E R A RTF B H L, 884
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KU, F. hHGFERHep G2 GERFAEER L 2459
B kA KT B & T A XI XY PCRAfE; T HikipGEM-ThHGF ;ﬁl ﬁ:ﬁ%‘i%
NN \ J HGF
MsE JLFEH P 4129052200 bp, 8RS HIEE 250 w4 20

598 ik MHGF# FHep G2 it )5 649 £ 5%
Foak B, 3 H A R % AR R AU AR
RAET ERIRIE.

x888: A\FF4upa 4 K B 7 HepG24uffl; =7 ERH

KU, SKERAl, 2K, WE, TEN, T8, KETF THRE,
BB, hHGFEERHep 2R ERTAEESRIL. HFRE
NBICZYE 2008; 16(22): 2458-2463
http://www.wjgnet.com/1009-3079/16/2458.asp

03I

NITF4i 24K I F(human hepatocyte growth
factor, h(HGF) L5 Z B AW 24 EHY, 521k
c-met/MFE 5T, RIEFKWHEE. ZFA
FBEH. B . w8 MERg. &
i) & AR SRR AN B P AR
WA XThHGFAE LI 5090 ) 2IhH G FAE
Jili S AT AE 2 I P R AN L I A R A 2
Tl A 5 e a4, AR L RTh H G F o6
PR FNESARE P52, W50 B ~hHGFA] FHL 1k
1 1 JHF 9 1) A A R 8, D2 o P T 68 v 1)
Ji&, St AL I ARE R, (& H AThHGF ek
JH AN P A s 80 I 4 4 A S T A R 4 5
FIRAR SILHLE] . HE A M T A
K 2R R AU 1R 5% ma (1 B LRI B 70 D, v
R R Rt N S VA £ B S P DY 597 N [ B
hHGFXHep G241 il 2= 7 KIE AL K, Ak — 2
RN FEhH GFALE I 4l M 1) 22 oA AL A 343
TSI B A

1 RS

1.1 ## FkipGEM-ThHGF H % bk k2% 45—
P e s, LR R IA TR pc DN A3. 1(-) ORI H
Invitrogen/s ) ; HepG24H Hu ) B 11 2= B 41 fifa
Ly, UL FRAE R M RNATR BRI TRIZol
Y HGibco A Hl, FREIVENTIEEApa 1 « BseXl
4 A Toyobo E MR A BR A F]; T, DN A HZHY
B AMBIA w5 2: 4 #5 2 ToRi R BGA & 0 A
ToyoboEWEHEH R A Al /NPT AHGFHIHT
14, T H Simga /s 7). FEPRE R iy LI A
DR B A 7 56 A

1.2 7k

1.2.1 M ENHGFA B A4 £ K &k K ok
pGEM-T hHGFH# LB A WX, $EhUxE1ib
W SR pGEM-T hHGF IRz ik HlApa 1« Bst
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P S h HGFAT I, 365 20K 5 — 250 H. [R5
4199.5%. LLpGEM-T hHGF A #it HApa 1 &
Sal 1 XEFYI, P22 kb ALMHIREL, 5
RIEHAApcDNAZ () IER, HHALNTE T H
BL21(DE3) /G4 HUiikipc DNA3.1(-)-hHGFEAT
Apa 1 JiSal 1 W% 5¢.

1.2.2 Hep G2 i 09 4% F = 5 it : Hep G241 fu
R DMEME; 53 (FH 100 kKU/L& 5% %=
17100 mL/L/NA= I3 ) 5 B8 %, 7 4 K 2
50%-70%fil &, SR Lipofectinfig Ay (%
YR 2 BManitsans 7775 K pc DNA3.1(-) )
pcDNA3.1(-)-hHGF Ik 7% 34 4 e, 5 G41811)
Rr R gk sk B 9748 h, 2R 405 B b3,
M T FRiE“ Y Western blotiill. hHHGFE H
Western blot#ill: K 3 T-SDS-PAGEK Hi K,
T TPBS(30 /LA I3 1 £ 1) 38 P = i 4 fA
2 h, IO E AR PR (D BBt AHGF
444, 11 500%K), 4CHFE 1 h, HHPBSHIE
Ve4-61%, BEXS min, 5 3 BRI AR BT
PEOLPEPURIgG-HRP, 1 100058) T-30°C i
60 min, PBSYEEYE4-5 5 4R T4k A WA,
IMAECLALS: RIGIRY), fEX06 ok, 8.

s LIRS

1.2.3 ¥RNAERREZmMRNALAL: {£35 mmiTE
LA G 7R Hep G241 i, 41 i A= K 320 H0t
i3 5K pc DNA3.1(-) &ipc DN A3.1(-)-hHGF#%
Y3, 6. 12, 24, 48 hj eak4n . )
TRIzoHAF— LR E 40 HL S RN A 21 F1 5
KA, FES O BT OG EA M, AT
A E I, T-20°CRIT70°CHRIR L hm, &L3iR
BRI FE VKK I 28S . 1884284k, LlQiagen
/A7) Oligotex mRNA Midi Kit4fifbfFmRNA. #
VEFCI AT, HAT FHIKASI.

1.2.4 #FAHARIT A R H& W7 0 i 5t
Pric e DNAYRER JF2lifh. Cy3-dUTPARIc X HE
HHMMImRNA(GS png), Cy5-dUTPHRIC L6 2 40
MImRNA(S pg). LBEJUNE G W EIE20 uL 5X
SSC+2 g/L SDSZEATH . & v H4.5 1120 0004
cDNAHT FHFIA R A PR w44, fd e
FE DRI SE R L S T A OGS R 4 v
TR R N A AR DG IR A5 5 4 A OG0
[RI4%. LLEH 513 TPCRY 1, PCR K
“1000-3000 bp. $EIHEHILL0.5 g/L¥Ffi#E T3 X SSC
W, A Cartesian/s 7] ff] Cartesian 7500 SRR

B R B R T
RN BB
TR A MR
=, 5 HF.
MWy AR S AR R,
 JG M 75 64 B
RN EHFAE
B, =X s A4F B L
A5 AR H. B
S, RBFR GG k48
* B, A A48
X AUH] 6 B R AR
A 3B A T ).
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M £ 5 KA ey

B, XINT 5 % #

LI RA K B 2 pcDNA3.1(-)FRKIBpcDNAS.1(-)-hHGF BRI i
A E N E i 5000 bp HepG2MiRE BB SR BENMAGAIBE. 1: pcDNA3.1(-)JFkL
VA RALE S

5, PR R
A E NIRRT
A R R L X F
AR, LA
T2 T AR A A
JA B 7 & e #
EIAEEFRE
L.

2500 bp

1000 bp

B 1
1: pcDNA3. 1 (-)Fikidpa 1 JeSal 1 WY EELE R, 2
pcDNA3.1(—)~hHGF Apa 1 }o.Sal 1 W GHILEE.

pcDNA3.1(-)-hHGFZApa | . BstXI MEBLDEE.

M TeleChem” 7] FIEELEAL B B AT M FE. B R
ZKEQ h) FETHO0.5 h), UVAEL, 15501
FH2 g/L SDS. 7K %22 o/LIIEAL B WAL FE10
min, B H.

1.2.5 & R B ki BRI  MIAR SR 7
95 C/AKHAZMES min, FHEAIREN INAEIE R A
|, BT 60°C424815-17 h. JaFHSSCKASDSIE S
VRVEE 10 min, IR T

1.2.6 #m 5 2-47: HGeneral ScanningA 7
ScanArray 30004405 . I FsEIE & N &
WREBEDR (24558 L IA, BEAN R PR 24 A, 2h48
AN DX Cy3FICySIF 5 A4 I A 5 HEAT 34y i A0
B 1E. HImaGene3. 08K 0 HTCy3. CySPiFhwé
HeA5 5 1B, TH5CyS/Cy3 . BH 1 &5 3 )
Wr: Cy5/Cy3>1.8, 2458, Won&KIAE T, Cys/
Cy3<0.6, R &t 5, WoRRIBTSS.

2 BR

2.1 #)3EhHGF A 4% & ik H AkpcDNA3.1(-)-hHGF,
B b %2 ¥ FORpGEM-T hHGFH AL A H X
J&i, PEBUZFAL T FokipGEM-T hHGFH-K 1% i
KifHApa 1« BseXIXU§Y) . PCRAE; WP JFOkL
pGEM-T hHGFll & HH K 7 4114 42200 bp, 45
5 HKHERNFEShHGES 3 pGEM-T
hHGFE N #MHApa 1 }eSal 1 XEY), [BY2.2
kb/Ze i H I B, 5 R IE B ApcDNA3.1(-)
R, BT FIEBL21(DE3) G HEEUR KL
pcDNA3.1(-)-hHGFi17Apa 1 JSal 1 XY %
SE ().

2.2 AM &L HARpcDNA3.1(-)F7pcDNA3.1(-)-
hHGF 553 4 HepG2aa )5, 2% & S &9

IR TR G ARG 75 Western blotZE 5L 2: pcDNA3.1
()~ hHGEF AR AR G 24 RATNE 7% Western blotZ5 5.

3 pcDNA3.1(-)BRHIB2pcDNA3.1(-
)-hHGF BRI 5 Bl FRHe G2 MRS
IBEXRNAZER. 1: SpcDNA3.1(-)Jf
K YeHep G2AT M SR H2 BUSLR N A;
2.pcDNA3.1(-)~hHGEJFhi %4 He G2
A5 FEIUERNA.

28S
18S

8S

A Hep G241 bk FIDMEME; J2 3L 1T 77, 45
H K F50%-70%FRb & 15, Lipofectinfig A7k
pcDNA3.1(-) & pcDNA3.1(-)-hHGF i ki 73 5 4
LAi i, B57748 hJm 2 AN i 5 B I b3 T SDS-
PAGEJZ Hi ik, Western blotf il (£12).
2.3 BRNAFRI 7£35 mmi el rf i # % 57
Hep G241 g, 40 i A= 2 6 HOH I 53531 ¥ p e D-
NA3.1(-) &.pcDNA3.1(-)-hHGF#; 441 /148 hJik
IRAMH, A FH TRIZoLA A — 2L R HN AT Hi S RNA,
TRV P FL ok FT UL28S . 18S K 8S 4% (13).
2.4 2% &k KA 5 HGeneral Scanning/A 7]
fIScanArray 300041458 1. HTSEIE € NS
WRIE DR (2444 R HE D, BN JEDR 2 i, 3648
A BO)XFCy3 FICy S JsUah 2 HUME 5 34T 3 1l Al
BIE. HImaGene3.0% 53 HrCy3. Cy5Pifhax
FefG T s EE, THECyS5/Cy3Lufa. FH 45 3 A
Wr: Cy5/Cy3>1.8, ZL{05, WonKik i, Cys/
Cy3<0.6, M2 5, WRRIAIHES.
22000073 (K] (1238 1% 7 0 A B,
HAT 430 R A K 2 i, 88 ML R
BRI, KRB RN A 147
F I 305 1 1 (signal transducers and activa-
tors of transcription 1, STAT1). & &2 RN
i 9(protein tyrosine kinase 9, PTK9). 4> )5t
AL R A 4(mitogen-activated protein kinase
kinase kinase kinase 4, MAPK4). i g lkAILRE-3-
WERRAHOCER 1 v WEPRIENLNE4- T4 . RA ST
PRI 570 Fi 03 45 2 A1 JeRas/M AP kinasefllJak-
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mings

A b B R AR
AhHGFE A5 4

= GenBank HEED Cy5/Cy3 AR Ao b

1 NM_021033.4 RASEERZIENR 2.78 “ *Hiﬁ:\xj;}i&i

2 NM_003722.3 BB BP73-like 4.89 T % B AR I Fe

3 NM_002940.1 ATP-EEE 2.09 @, MRS

4 XM_371177.2 BIEAS BIE R 1 2.01 GRS

5 NM_007315.2 (STATESSES T RIERAE 2.65

6 NM_005734.2 FastB O {ER 2R -HalR2lie3 3.65

7 NM_021970.2 ENHREEES SRS 1/ 8a/ERES1 2.84

8 NM_003930.3 sCrR AR IHIRE D2 2.08

9 NM_198974.1 EORRAEE 2.57

10 NM_145686.2 ENHRRGIHED S 2.81

11 NM_019061.2 ISR BS -3- B R D 2.29

12 NM_018323.2 BEEEE B3 428 2.35

13 NM_182804.1 HIEEDB48ZIK 3.18

14 NM_000384.1 HISEBB 2.54

15 NM_003234.1 BTN 2.57

16 NM_030777.3 BEfERcEB10 2.08

17 NM_003852.3 R NTER= 2.01

18 NM_014739.1 Bel-248R4ERE 51 2.51

19 NM_016205.1 /) WRATEBVERESC 21

® 2 REABBFENEZRER

(2= GenBank miBES Cy5/Cy3
1 NM_004292.1 RasF0Rab{EFER 1 0.45
2 NM_001761.1 BEEFHEHES 0.47
3 NM_000755.2 RS0 BiLRR 0.43
4 NM_014266.3 BEMARIESESES 0.49
5 NM_031925.1 PRI R A SEIEES 0.47
6 NM_004512.3 BARNTE- 112K 0.41
7 NM_183075.1 IR EP450 0.45
8 NM_153486.2 SLERIR S H8D 0.45
9 NM_000579.1 BIERSZR5 0.48

STATIE B HH RN 5 5 S HR . RIE W3 1o
o lisgs () B IR LR 1-2.

2.5 RREG R RESATER M AL hHGF
YLl 5 A AT 4521, Hlcluster 3.0% 4
BEATIRE T (K 4).

3 iR

HGFRA Z A1) 7 Dife, o] DL A% I 21 4
A B o3t T AAK 1 o AR R B T LU 3R 97
NEWT I 7 1k Il 5 e thmr LLAH T 1897 i
PEZ . B BRI S 2 . AR,
XH G F AW 2 Ty e 1) AH G HIL A 5 9, 328 3T I
NI KB TR R AIRET. F5ES

www.wjgnet.com

A, U EHGFNAE S Sl L fE
A T TH A E B A 5T ANVEH, (HHGF
XF JHE 4 A P A LTS SRAR AN W . BRI IR AT 5
HGF# JeHep G241 Jiil 5 1) 72 5 R IBHE R, SR
WA SC AR AL A T B L AR
BN AT B A HR T IS HGFH Y¢Hep G2
I 1 22 AL E TR, A20 000 % [ o i it
H 518 Z e R IA I LK, o rpil S i s 5 %
ST ReEARE . R kAR SR 2 AN A,
X 5HGF ) Z A2 D e 5 DA K.

5L, 1 KHGF G 5 8 & AR KA K
WEFTATI b, Liang er a/™ 545 19984E i34 T T
HGFFIKGF(keratinocyte growth factor)fi& #fl ) Jii



2462 ISSN 1009-3079 CN 14-1260/R HREEIZTE 200858880  £165  F22H

| PRGN Control HGF 4 pcDNA3.1(-)
hHGF: —‘7?‘1’5117 " ‘ ﬁ*ﬁ(ﬁﬂﬁconfro”&
RAERRTF, £— PCDNA3.1(=)-hHGFERHIZ
RERRTR. BI5ERHe G2 BINERA
giiigii BHE3. 6. 12, 24, 48
ﬁi%ﬁ%%% h), IR BHEIRENRNAME
8 EHHET. 4 TRXRIEERTH 4N
AA S A [SFcluster 3.0RH#1T
#A, 512k RESITLER.

c-metd~F15 F 4%
5, R EF R
RE 2HaR
BE (. K.
B, BB AWE
A, ¥ah)E A
TRy —ANETE
I EF

LBz 1 i B Ras/M AP kinasefilJak-S TATI@
PRI, FHIESE A 5 7 SRR AR, TR
XA Z A0 34T T HGFLE S AR 2 41 fa v
{555 SR 9T : HGFAE M 4T ¢ 41 B J8 ok
WS 7> 2505 B E U (mitogen-activated
protein kinase, MAPK){5 5 il % Fl & T 43 J& e
fi# 1 (matrix-metalloproteinase 1, MMP-1), #i&/> i
J RN 2 2 A 2R AR TR B i /N 40 B A
MAPK%:2: 55 546 31 HGFiL I Rasfs 5
AR T B S (R B T R T R
T 0 L B MR R LRE -3 - (phosphatidylinositol -
3-kinase, PI3K) Mg 3 4 J5U 0 A4t 11 Il s g o
B, SR TR R Bel-23A",
HGFAE N 26 5 H- 40 Ml & 1 1) c-metZh &
Ja B 5 AR S A R NN, (A BT
DNAG BT BUH A L B 5 . A7 22972, et
JHF 400 HfL B I P A T 3K 8 sk R R A DG AR S
TR IFA WG, A AR AT SF R ARIE. A
W5 H/RHGFAE T Hep G240 g 3214 1 3 11 &
15 5 1% 5 L BE + 1(STAT1). EH

MK S PRI RFO(PTK9) & 43 24 I v A4 B 1 W
4(MAPK4). G BEIUEE-3-BE A G . 1
BT IVL IR A- S« ROA S 3 IR SR B B3 45 2 A
W M Ras/MAP kinase1Jak-STATIE %A <15
SEGE N, BAEIEHGF W e IR N T R as Al
JAK-STAT W M5 5 e i A2 115 JH- 41 B Fi
AT HGF L % FBl-2M S S A 1, 2
ZNHGFH A] BB I Y s e i 1 5L R B el- 23R A )
P g T, AN R 3. BL ESS SR R
FHCHIF SR T KA BIF 52 7 o) R B, AT
PR T E

HGF7E b B2 40 b 4 AR S 2, ZENR I
T R 1A F AN 2. X H G R 3L 1K 2 R
FUE RN, 1E R I 2 5 DR 2 R A v ok A T
T =i %% 12 £ [ (microsomal triglyceride transfer
protein, MTP)if 4 1%/l 45 F1B(apolipoprotein
B, ApoB)/KF-5 Hrith = W& w7 i, 78w IRt
BMTPEPE SN2, HGF maRik 2% 04
IR S B IR AT, R4S T Hep G241
e RE L ANHGF, 1 LLEIMTPHIApoBRIA, [F]
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I 93/ 4 B P G D7 . T IX FPH G F i 2 M TP A
ApoB &I A UL 4 PD9I805SI(M A PK A il
7). HGFE I FEMTP AT ApoB B4 3% 1= I X
THEFIENIT, JF HIAE 57 S @i &Ras/
MAP kinase'”. AHF5% 2. /~HGF{EHepG24i Jfd
1 ApoBHIApoB483Z 4k, #&/~HGF ] it 2 5,
Ji H A R IA TR 4, X AT RE 5 1 2R AR R
JFth 2 D) AH K.

T4, HGF S HEACH . NEEFA 2551k
WA R B S HGF I /K7 235 7
i, B AR e A i gt AR
JEHGFACE B35 R, $8mHGF 5 IRk D) AH
K. AE22 W 3T3-L 1R DI 40 i v H G F Al ok i 19
JULIEE -3 -3l (P I3 K) A HG 1) 2 1 IR BY S 1
I B -4 5 SRR SR It R p A
JLC-me t527 44 2% 3% J R g H /D B HR B v I
Bl B FKCE T B, DL AR 2% R A1 B4 i
X WESEN ST ) R R I 3 WA 5E A KL A
Wi iz B 12 P AESE, XS4 RHGF/c-metfs
SRR B T RE R iR AR S A E
g Y KT SR H GF LR A 2R s R
10, ULBHHGF AT RES 5 T I 40 o Bl AR5 1
T, X IR IO 73— BT,

M2, BA19%i% ThHGF# YHep G241 iU i
FRFISIEN G RN, Z52MAEYEd RN Z
PSR AE B B s 22 e, e 2 S Al
TG MG x4, BE AR 40
TRIRT AR S DA G, AN SR 25 IR Ay ik — 20
WFFUHGFAE 4t i rpoAH DG AR 4 2 i 78 e A 5
B LI T RS A, JCILAEHGF S8
JE AR AR G 1 77 T ) o L A S
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