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#LEF CXCL14 ZEAREE# AL 4 BB A h i RIE
RESMEEHIIEER

GE", LR, MR

(1. BB EFRE—WEER @M, 28 335 2330005 2. B X KT P ER i@ s, Ha XK 741000 )

W OE E=58M0: CXCBAKRFEMA 14 (CXCL14) J&—Fh 5 g 40 i E 5 % DA DG i kb N7, 52 F
SR B A L R L ARHIFSE B TR CXCL14 7545 B 98 40 M rb B9 2 58 LA RO 1L 85 28 A 5% 0
Fri&: H RT-PCR 55 Western blot ¥:20 I CXCL14 $:4 54 (I 7E AR 45 S B R Atk (HT-29, WibDr,
CaCo-2., Colo-320) FfgFIk, AKIY CXCL14 siRNA J5 B0, 43 B WST-1 7% . Transwell /Na 52
ORI A RS B A IS [V B CXCL14 5 [FR S I CXCL14 HrixT ARk iy B2 4 ( HUVEC ) 3451
RS . M A AR T RSER , JFULER HUVEC 58 R 45 B i 4 I bR L 15 35 I 045 A i Re T i 25 5 .
L5R: CXCL14 B AR A RE T & TR 4 B R itk (HT-29. WiDr) , iR i ae 4
HIBREAMMEH (CaCo-2. Colo-320) WIEFKiE, YL CXCL14 siRNA J5, HT-29 Fl WiDr 4iifi CXCL14
A FRIBPWRAE], M CaCo-2. Colo-320 U84k, CXCL14 /EHS, HUVEC fy3g%E . iB8% .
LA AR N AE 7 B AR, T R BRI (19 P<0.05) , {HLL EAEJHEBEEI AN CXCL14 H0 4 B0
(¥ P<0.05) . HUVEC 5 CXCL14 A1 CaCo-2 41 il 2 1% 35 5 A9 10045 A2 il 8 i 1 AR T 55 0k
CXCL14 i HT-29 40 Mg 3 5% 55 5 09 1 45 2k B (P<0.05) , H5 %Y CXCL14 siRNA B HT-29 4 i
LB 5 I 0 A AR R C I 22 5 (P>0.05) .
518 CXCL14 765 R W e i 25 1 i an it vh 3835 , JHEmT 8 380  194 it 147 P9 1 20 M ) 34 3 5 12 A% e
JuskeBghnm g B Az, AR 2 T 85 B R 0 RS .
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Abstract

Key words

Background and Aims: C-X-C motif chemokine ligand 14 (CXCL14) is a chemokine that induces migration of
tumor cells, and closely related to the occurrence and development of various malignant tumors. This study was
conducted to investigate the expression of CXCL14 in colorectal cancer cells and its influence on angiogenesis.
Methods: The expressions of CXCL14 mRNA and protein in different colorectal cancer cell lines (HT-29, WiDr,
CaCo-2 and Colo-320) were detected by RT-PCR and Western blot analysis respectively, and the effects of
CXCL14 siRNA transfection on these cells were also observed. The effects of different concentrations of CXCL14
alone or with simultaneous addition of CXCL14 antibodies on proliferation, migration and angiogenesis abilities
of human umbilical vein endothelial cells (HUVECs) were measured by WST-1 assay, Transwell migration assay
and angiogenesis assay, respectively. The differences in angiogenesis ability of HUVECs after co-culture with
different colorectal cancer cell lines were also observed.

Results: The CXCL14 mRNA and protein were expressed in colorectal cancer cell lines with high hepatic
metastasis potential (HT-29 and WiDr), but were absent in colorectal cancer cell lines with low hepatic metastasis
potential (CaCo-2 and Colo-320). After CXCL14 siRNA transfection, the CXCL14 protein expressions in
HT-29 and WiDr cells were remarkably decreased, and were remained unchanged in CaCo-2 and Colo-320
cells. After CXCL14 treatment, the proliferation, migration and angiogenesis abilities of HUVECs were all
significantly enhanced with a concentration dependent manner (all P<0.05), but these effects were all abolished
by simultaneous addition of CXCL14 antibodies (all P<0.05). The number of vessel formation of HUVEC:s after
co-culture with CaCo-2 cells that didnot express CXCL14 was significantly lower than that of HUVECs after
co-culture with HT-29 cells that express CXCL14 (P<0.05), but showed no significant difference with that of
HUVEC:s after co-culture with HT-29 cells transfected with CXCL14 siRNA (P>0.05).

Conclusion: CXCL14 is expressed in colorectal cancer cells with high liver metastasis potential. It may increase
the angiogenesis through enhancing the proliferation and migration abilities of vascular endothelial cells, and
thereby promote the metastasis of colorectal cancer to the liver.

Colorectal Neoplasms; Chemokine CXCL14; Endothelial Cells; Neovascularization, Pathologic

CLC number: R735.3

45 e 2 AL R G W R e, Al
REBFENFI130Z T LN B EE . Bk
LI i T s RS T A MR R R S 3, e AE R
S A0 TEL D, 45 W 0 &0 R FDiE S8 R
PP R R DA S AR i o SN NN R
AR LR N R LR, RS H
PR E LT FE A, RS54 KRA40%0 45
Jo dig B R SR R, e R 2 T W 1 B
R AL I 4R 5 A RCA9IE 97 B 7 1 2R 9T 45 1 R
ey st. CXCBEALNFRA14 (C-X-C motif
chemokine ligand 14, CXCL14) i R i
P 7 I — B, e i DL A T 4 v g
AR 2™, RRAS IS B WA . R R 2 1R 40
AR A 40 e & D, CXCLI4E RS Y
TN B BN, i 6 R o S 8 A OO DL &
i e A A B o3 W 9 T S AL RS2 e iR Y K A e
KIS HETCXCLIATEZ, Bk e . e R Jr i
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AR FHBLBE G AN VE A o AT 9T H IR R 13 4300 2
553 W CX CL 14X 45 B e o7 A= 1L A8 ) 2 i LB
Sl R ¥ 7 405 L e e R 4 (R A ) 0 TR

1 RS

1.1 ##

111 zmiedk ARBFSER AR R g 40 i dk HT-29
WiDr. CaCo-2. Colo-320 F1 A % # ik N Kz 40 Jits
(HUVEC) W H T4 F & ATCC,

1.1.2 &KX A H4A A CXCL14 (rCXCL14)
bt N CXCL14 550 B Hi 4R 1 36 [/ R&D 2
A, CXCL14 siRNA W A RiEFAY TEA A,
Lipofect AMINE™2000 F1 Opti-MEM“Ireduced
serum medium ¥ 1 H 3¢ [E Invitrogen 2% #l.
Premix WST-1 Cell Proliferation Assay System
H H 7K Takara 2y 7], Diff-Quick 4% {03 1y A Jb 3¢
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REEFERHFHARAF . 8 um FLFEAY Transwell =
IAEEESIE] Corning /NFl o BioCoat Matrigel Invasion
Chambers 14 [ 3 [E Corning /A #l. Angiogenesis
Assay kit 4 3 H 2% Kurabo 22 H] o

1.2 FHik

1.2.1 @iz HT-29 40MH9 R 37 K McCoy's
K3k, WiDr 400 % ] MEME 55 3% 3L R 4785 5%,
CaCo-2 Fil Colo-320 4 i i H RPMI11640 X557 3 4%
F:. HUVEC /] HuMedia-EB2 85 3% W& ¥E 17 1% 3%,
ERREFRIE R 10% PR GG A4 LT (fetal
bovine serum, FBS) F1 100 pg/mL AIEERE R . 4
BT 37 C. & 5%CO, MR PR IR, 1~2d
BRI IR, 2 4~8 MG 5 5 HE AT 40 ML S 56
1.2.2 RT-PCR 4 # & #& GenBank #2 £ £
CXCL14 5 W 27 5, M H Primer 3 #4411 51
Y, BiAsIYWHREAEY TR (KE) ARAFES
. CXCL14 (NM_004887) L i 51 #: 5'-GGT
TGC CAG AAA AAT GTG CT-3', FiE5I¥: 5'-
GTT GGG AAC CTC ACA TGCT T-3', ¥ H K
J£4 189 bp; B -actin (NM_001101) [ifE514):
5'-CTG GCA CCA CAC CTT CTA CAAT-3', R
51#): 5'-AAT GTC ACG CAC GAT TTC CCG C-3',
P8R B N 382 bpo 42 °CF 30 min #E£7 0%
S, 94 C7EYE 3 min, 94 CAEME 30 s, 62 Cik
45 s, 68 CHEM 60 s, FLiEfT 35 MG, 2R H
1.5% B3 e W G e 6T 4 38 7= W e Uk, FH R IR AR &
BB HLYK 55717 o B -actin by FHEXT &

1.2.3 Western blot % & Cell-Lysis buffer 2y fit
1 x 10°/mL fy HT-29, WiDr, CaCo-2 F1 Colo-320 4f
Mo R L RS B AR IETE 1500 r/min
4 CTHEL 10 min J5, R%E FIEW, Bradford i
W B & A WE. 78 100 C. 5 min 5%
AT | A AR, B30 pg & AN A 10% 11
SDS-PAGE It fL N HL Uk 2 h, 7E 250 mA .
1 h. 30 min A5 0F TH FEUK S IS AR T 0 26 1 T 7%
B ERM W LMW (polyvinylidene fluoride,
PVDF) i, 2R T H 5% BIg4 U8 M 1 h )5,
TBST 2% b ¥ Uk B 3 K, B K 5 min, R JEH
PVDF 8 F4& BPt AN CXCL14 FATzREHTIA (B
Fb R 1:1 000 ) ME W EE 2 h, TBST ¥ Fk
B3 K, BIR 10 min J5, BB A 7E PO W (H
BELL B 1:5 000) H, PEAE 3 K, ECLILR .
N FH Tmage J PRI 52 4515 1 I BE A

1.2.4 CXCL14 siRNA #94 m % 4% siRNA J¥

© WA )T i [ & F I F 2P H

G b B BB A BR A A4 E, CXCL14 siRNA IE
[ F4: 5'-GGG UCC AAA UGC AAG UGC UTT-
3", JEFF: 5'-AGC ACU UGC AUU UGG ACC
CTT-3'; FHMEXFIE siRNA 1E 1 ¥ %1 . 5-UUC UCC
GAA CGU GUC ACG UTT-3', & IaJF%]: 5-ACG
UGA CAC GUU CGG AGA ATT-3', 4 Fh&h i i
HILL S x 10°/2.5 mL FpAE T 6 FLAYE; IR ML i 7
B BE . Yk H, 500 pL Opti-MEM® I Reduced
Serum Medium i & 200 nmol/L. CXCL14 siRNA
X BCsiRNA L [A]BF R AE 3500 A B 10 w L 1Y
LipofectamineTM 2000, TEETFHE S min 7,
P W F RS, BT EE T # 5 20 min, D
fE B AL siRNA/LipofectamineTM 2H5Y. R ¥
100 pL Y siRNA/Lipofectamine™ & & %1 A 544,
45 1 9 20 M RN By SR R 6 FLKE SR LAY AL
BRERBRFI, WARET 37 CHFEM D
e, ¥ 48 h 5, WEN M Western blot K
M CXCL14 3 0 DT ER AR .

1.2.5 iR ¥g s 5 % WST-1 358 52 16 4 4 1M 4
P B2 40 B 35 B R CXCL14 3k B A9 43 ol i I 21 A
SCE A, Ho R IR IO A 0 ng/mL ) CXCL14
AAE XTI, LEA M 1 ng/mL, 10 ng/mL
A1 100 ng/mL fJ CXCL14+1 pg/mL ) $T CXCL14
PR S AN 20 o TR B8 A 4 3 114 25 20 45 B0 W 9 20
2 1x 10°/mL (4 4 JE B2 Fp T 96 FL A9 KE = L, 40 il
56 A WG BE FS T 4 8 IR R B R TR VR BE Y CXCL14
Pl CXCLI4 Hi K 5 & 72 h, &AL W m A
100 pLL #Y Cell Titer 96 Aqueous One Solution
Reagent )5 & T 37 CHIEE 4T 4 h, FEREFRY
I E K 490 nm BEFLAY IR G EE(E

1.2.6 it %% Matrigel JEJ5 5 JC i i
R 15 W e fl e 4 C FIRAS, W HC 50 ul
mAJE A £ 4 8 um i FL ) Transwell /N % JE
#ho SZEGHT 30 min B 50 pL & B Matrigel &
T U F Transwell /)N % JiC 8 0%, TG 1ML 7 5 97
FE Pk Transwell /)N % fiff 5L e B K 6. HUVEC
LA 2 x 10°/500 L (¥ % Ji 4% Fh 2] 5B 19 Transwell
INE N, B Transwell /NE B T 24 FL A FE A0
TEWN, FTEHIAL000 ul %A 20%FBS.
1. 10, 100 ng/mL ) CXCL14., 100 ng/ml 0]
CXCL14+1 pg/mL B CXCL14 Fi K 89 15 55 5, 1
37 CHE: AT, BH 24 ho HUHE Transwell /NEE
AR g /NS AR e M, FH PBS MR 3 1K,
5% I EFEE )G, A Giemsa 4% {6 30 min, HF
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Y PBS ¥ 2 ¥k, ¥ Transwell /N2 76 B 45 T
( x200) TH%05 4~ BEVLLET 58 B0 40 o gk, 11
- 349 A A0 5 ) A B A
1.2.7 ©e&#HA 5k ANT4EHMES HUVEC #
FRFE 24 FLAG RS R AP IR G 3%, 56 2 R K57
FEIF AR W BE B CXCL14, FT 24 fLE 57 4%
A AR A 0.45 om AL S8 B R 1 TS 3 7
T B Transwell /NZ, oA CXCL14, {H&LFL N
£ 2% 10*/mL HT-29 5 CaCo-2 Y Transwell /N5,
WAL R RS, B REEE R, LR 53R
12 dJ5E, EBREFRB, HPBS MG HRE 774 3 K
J5 1 109% WS E 30 min, SRJ5 FHHL CD31 Hifk
PEATIMAS Y 6 )5 AR T . 76 BB R 10 A
[v) DX 3 1 37 2 I A T R, SRS gk BEOR P I A 0 B
B ( HAR Kurabo 24 #) ) 115 455k B A9 1L 45 &
AR, DUR R TR F Ak s B g
1.8 GitF4biE

JHSPSS 19.04¢ 27 5% 5 4 45 R A7 e it
O, TR IR s bR (X xs) Fon, 4
PR RS 3 >R FH 52 I o 7 22 3 B, 4L TRD 25 Sk L A
P ZE I AT, P<0.05HERA LG X,

2 % B

2.1 CXCL14 mRNA 5ERESEMEHMESH

Fik

RT-PCR& B B8, CXCL14 mRNAFIE HFE
ik T R 45 5 e W AR HT29 MWiDr, 1M
fECaCo-2. Colo-3201 JH#% # 45 15 17 ¥ 40 M v
Kz ik (E1A) ; Western bloths Il 45 5
/N, CXCL14% 3635 T & % 58 45 W i 4t i bk
(HT-29FWiDr ) , i 76K 5% # 25 15 96 40 M
HmIEFRIA, LB -actin AINZ, Image B AF X K5
AT E RS R R, HT-29FWiDr4ifiCXCL14
PR EA 19 120 £ 1 545, 17 395 £2 169,
MEZR TSI E X (t=6.328, P=0.072)
(K1B) .
2.2 CXCL14 BEEBER

ARRZE H A AN YL CXCL14 siRNAJT,
HT-29MWiDr4 i CXCL 1448 (%35 g,
XTI (control siRNA ) Fil k%% Y 44
(untreated ) {132 3iXCXCL14, CXCL14 siRNA%¥%
P54, CaCo-2. Colo-32040 ¥ TLCXCL14K ik
(F2) .

© WA )T i [ & F I F 2P H

HT-29 CaCo-2 WiDr
HT-29 CaCo-2 WiDr

cxcri4 —

B -actin TN I Ty —

Colo-320
CXCL14

[ -actin

A

Colo-320

25000¢
i

)20 000}
=
2= 15000}

10 000}

50007

CXCL14 mRNA

0 | = | | |
HT-29 CaCo-2 WiDr Colo-320

El1 CXCLi4 FEL5ERpERa R FiA ]
Z5ik; B: CXCL14 HEAEA

Figure 1 Detection of CXCL14 expression in colorectal cancer

A: CXCL14 Mrna expression; B: CXCL14

protein expression

A: CXCLI4 mRNA

cell lines

HT-29 WiDr
N N
A D , S e
K :d“%% AN 3\)@%‘/ ﬂ’f“’b% AN A N
%r,g\m cﬂ&y g\\»; %tgmé (j&y gﬁ’ﬁ
CXCL14
— oy —

Bt D D gy - e oy

CaCo-2 Colo-320

o M
9@@5‘%"4@’ o 581:%\@&‘&9@%%% S f;w& S
A c) > §

CXCL14

B -actin p— - - ---

B 2 CXCL14 EREREIERA
Figure2 Detection of effects of CXCL14 gene silencing

2.3 CXCL14 3t HUVEC &% K50
CXCL14DI¥k B 38 1 7 sC S 3 HUVEC Y

HEE, 0. 1, 10, 100 ng/mL CXCL14/E M5 #Y

WG 9 e 1.13+£0.12, 1.49£0.093,
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1.76 £0.142, 2.11+0.106; CXCL14¥i{kfgts

R CXCL14X HUVECHE 5 iY 38 5 4F (6B

fA: 1.17+£0.03) (K3) .

2.4 CXCL14 3 HUVEC BRI =M
CXCL14DLk B3 i 7 U FFHUVECH)

100 ng/mL CXCL14/E

TBEESH, 0. 1. 10,

MG s R (15.3£1.4)
(206£2.0) . (249+1.9) . (31.5+2.6) /;
CXCL14FiARREMBFEHLCXCLI4AEM, 100 ng/mL
CXCL14+CXCL14YTRAE H 5 1 1 # 4 M 5k
(14.7+2.3) 4 (K4) .

3 FRREIRE CXCL14 Xt HUVEC HE5aHI %00
Figure 3 The effects of different concentrations of CXCL14 on proliferation of HUVECs

100 CXCL14 (ng/mL)
1 CXCL14 ik (pg/ml)

B 4 FRERE CXCL14 %t HUVEC T8 HI80m
Figure 4 The effects of different concentrations of CXCL14 on migration of HUVECs

2.5 CXCL14 3 HUVEC & & m 89 &M

CXCLI4RERS IR b3 A= A O TE i, IR Sk &
MM, 0. 1. 10, 100 ng/mL CXCL14/EH 5 CD31
Pt (R R0 67 0008 760, 82 000 +
7 054, 110 000+ 13 075, 129 000 =11 009 ) ;
CXCLI4FRRERE S PLCXCLI4BI/E R, 100 ng/mL
CXCL14+CXCLI4HUAIEME M CD3 1 R A IR R
{968 329+ 12 698 ([K5) .

© MR IT F EHFFNHFEIH

2.6 A [E R ik CXCL14 By & H B7 5= 48 Be >t

HUVEC Il % 4 X B9 5 Mim

M ARHT-29%5CXCL14,
CaCo-220 i Bk RN 3K CXCL14, JWLEEAR [ %5k
F) 45 7 1 98 AR B R HU VE 3 A 145 19 8% i, 7649
T L HE AN+ HUVEC ) 24 L K5 37 £ 1 ik B e &8
7 R FREE A A 0.45 umfLA Transwell,
WAREARL X 10Y/mLAHT-293 CaCo-245 H 13
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AR IR R R, KEBEE12 d5, 4
WK, SHT-2040 0L A CD3 MR RE N
148 765+ 17 000, 15 CaCo-24 L5537 4 |

ZAR100 765 13 054, 67 062 +9 760; 5t
WHYLCXCL14 siRNARYHT-2941 g H 5 5% 4H 1)
CD3VE R W B AL, HAEM113 250+ 11 009

JC 45 B 5 40 X B 2 C D3 1% K (E W W R A, (E6) .
0 1 10 100 100 CXCL14 ( ng/mL)

_ — 1 CXCL14 Hifk (pg/mL)

5 A[ERE CXCL14 X HUVEC MmE 4 m B0
Figure 5 The effects of different concentrations of CXCL14 on angiogenesis of HUVECs

popieEi CaCo-2 HT-29 HT-29+CXCL14 siRNA

6 7[R CXCL 14 Fik/kFHI G EMAEAM Y HUVEC ME A M AR
Figure 6 The effects of colorectal cancer cells with different CXCL14 expression levels on angiogenesis of HUVECs

3 it i’

!

AE AR 4, iR AR DG LA B L RE R R
JOE i 5T R R S B R PR L BB R Y

Ak IR F S 2% BT AR i 5 B A 3 R b A0 i
THWEEEEE T, CXCL14EBLHEFCXCHE
WERIF R, CXCL14Z 51K N1 £ Fh A4 ¥ 2¢ 1)

© MR IT F EHFFNHFEIH

A3 U A0SR C X C L 14 7E bR 7 T B9 B 5Y
R, CXCLI45 M ) &% VI ¢, CXCL14
TE BN B | Wl | U A S ) R Ak D B
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B FE LB T CXCL14 2R I R 38 S5k e
GEEE R LA SO SCPES i AE o, R
Fa P e w0 BB CXCL14 1) B
MY . A . BB A TE R

31 38 2o 20 1 S0 56 B A T AR 4 L 9 A0 Y
%R, R m Bk (HT-29MWiDr)
AR AFH# # ¥k (CaCo-2M1Colo-320) P21, XN
RAFFTEE T R, ARRFFRLE LTV .
CXCL14%E R H /Y 235 5 45 15 0 a8 40 il 0 )i
MmO, BCXCL14 H £k T &I %
MIARHT-29FMWiDr, i £ I 5% Bk CaCo-2F01
Colo-320 0] A A £ K3k . Zeng %O BF 52 1iF 5L
CXCLI4ES EpEA g bR ERE R TIEWN
KIGAH LI 5 A E, iR &P CXCL14
() 2 3K 5 45 B W o 00 I B oA A Gk . R T
— W5 CX CL147E 45 B 7 9 5% % b i VR e AL
G N N s i OB = R A o B o s S o o
CXCL14X] IML48 P B2 40 M 35 25 e 8 52, 45
7R CXCL14 DAy B 388 34 1 Jr XA 5 £k 1 38 PN 12 40
R A S 5 RN G B8 o BT AR I AE TR R Y R RN R
TR R EAEH, B CXCL 14X iR B A= 1 4%
PIAE T, AR B 90 4F 4 4 i 55 0l 8 P9 R 4 M 7E R 41
BERE H AN, R FLCXCLI4RENS I S 42 TH97 A= 1
A o — 2 RGO B TP 4 B R A
LR (4 CX CL 145 i 8 7 A i %8 i 5%, AR BF 5
B 3% VE A4z F A [] 26 3k C X C L4 #0405 n 2F 4
20 H 5 1 P B AN A U2 R 3R AR G52 W bR
T 20 35 v &5 L T 9 A PR JR I CX CL 14 BE % |
e ol | K= RS Rl AR R SR S B <R Y A |
T CXCL143 it FJHMMP-24¢ ¥ T FL IR SKOV-3
MM BT . i BIREE R, CXCL4TESS B
I 1) B e o 3 S R A i N B A 1 38 A AT
7T 080 e e o A I R AR S, R R T A5 9
8% . CXCL1AMR HE R A K A RO B T 3 5k
CXCL14R) 4N A2 AL, Jifrygg 1] 5 v i) B 27 26 4 il ¢
KCXCL14EAG {2 HF Bl A 5 iR 2. 7 7L iR s
HCXCL14 mRNATE I ] 51 v 9 2635 7 i 2 A 3
WiE A R A sz R A, A T F R R
JCET 4 240 v 5 2 38 B C X C L 14 A 42 E 1 2] i o 184
B L PR B A L T DL B A R e,
BL I AT BE & o 33K 19 CX CL 145 1 2F 2 40 Ay 2L [m] £
FHAR IE T 10 51 IR 9 40 A 14 A F14R 281, Pelicano
LTI T 4E 1, CXCL14A4 S ROS-1E L%
F1 — 13 [ ] Y5 4R 1R ) e R T M A0 AR ) A

© WA )T i [ & F I F 2P H

bR r e NSRS N S N O SR TR N Y&
ZEALROS 1 i 5 BOH — X 20 B S 5 R S 1 0T 4
Mo 5E . B sh MR 28 o A BF5 R IR b K
Jis R 9 CX CL 1458 35 WY 0 w85 1 v s o0 A K W B s
v I R 43 3 R W B985 C X C L 1419 26 38 5 TR I TR 43
00 K o A

L LRTR, CXCL147E4S B i i ik 5 1k
B ®w YA G, CXCL1438 13 H2 T Bb o 3 Az il 4 42 1F
S H AR, b, i BICXCL14 /) £k
HE T 5 2040 w1 25 B W 9 00 R R A T IR E IR T
EiLg e

5% Lk
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