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Abstract

AlM

To investigate the effect of sevoflurane on the migration
and invasion of human colorectal cancer HCT116 cells,
and to explore the underlying molecular mechanism.

METHODS

The effect of sevoflurane on the proliferation of
HCT116 cells was examined by CCK-8 assay. Real-time
quantitative PCR was used to detect the expression of
miR-34a in cells. Transwell assay was used to detect cell
migration and invasion. Western blot was used to detect
the expression levels of MMP-2 and MMP-9 in cells.

RESULTS

The concentration of action of sevoflurane was
determined to be 4% by CCK-8 assay. The expression
of miR-34a increased by 79% after treatment of HCT116
cells with 4% sevoflurane for 4 h. After transfection with
miR-34a inhibitor, the expression level of miR-34a in cells
decreased by 81%. After sevoflurane intervention, the
number of migrated cells decreased from 97.75 + 16.10 to
36.60 + 8.58, the number of invasive cells decreased from
64.22 £ 6.25 to 26.48 £ 3.10, the expression level of MMP-2
protein was down-regulated from 0.68 + 0.11 to 0.24 + 0.04,
and the expression level of MMP-9 protein was down-
regulated from 0.48 + 0.07 to 0.13 + 0.02. After inhibiting
the expression of miR-34a, the number of migrated cells
increased from 40.15 + 9.02 to 88.65 + 12.74, the number of
invasive cells increased from 26.12 + 3.02 to 59.24 + 4.68,
the expression level of MMP-2 protein was up-regulated
from 0.22 + 0.03 to 0.61 + 0.09, and the expression level
of MMP-9 protein was up-regulated from 0.14 + 0.03 to
0.43 +0.06.

2019-02-08 | Volume 27 | Issue 3 |
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CONCLUSION

Sevoflurane inhibits the migration and invasion of
human colorectal cancer HCT116 cells by up-regulating
the expression of miR-34a, which may be related to the
inhibition of MMP-2 and MMP-9 protein expression.

© The Author(s) 2019. Published by Baishideng Publishing
Group Inc. All rights reserved.

Key Words: Sevoflurane; miR-34a; Human colorectal cancer
HCT116 cells; Migration; Invasion
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B 504 BBk AT AL A IBHCT 11648 i it #5 Ao i2 2 4k
Ty 893%v6, FHARIT I T AU

TiE

VA 4m B3t 20k (CCK-8)4aim) 6 #LBE *FHC T116 48 ii3g
FHAE F 0 eh, AR 5L 3 6 Z FPCR(QRT-PCR)#&
| 2@ B P miR-34ak ik KT, Transwell 52 3045 2@ Ae
AR Z AT, B IR M ik (Western blot)#s
) 4w e R 4% % & BE-2(matrix metalloprotease,
MMP-2)F= i 48 % @ Bir-9(MMP-9) & & £ ik KT

ZE

i 33 CCK-8 5 B i 2t 31 o Uik a9 4R IR E 4 4%. vA
4% #.EE 4L FEHCT11628 584 h/EmiR-34a% A K-F
F+& T 79%. # FmiR-34a inhibitor/s, %84 FmiR-34a
8 R KK F T T 81%. b Al T FUs 4 4 gk
#(97.75+16.10)/44%2(36.60 +8.58), 1% % m i dk dy
(64.22+6.25)41%5)(26.48 £3.10), MMP-2% & %k ik
R-F 87(0.68+0.11) F A% (0.24+0.04), MMP-9% &
Fk K #7(0.48£0.07) FiA%](0.13£0.02); 7 Fp4)
miR-34aty Rk )5, iE A% 4m LA B7(40.151+9.02)3% 3
3 (88.65+12.74), 12 % tm it 4k 4 (26.12+3.02)32 3 2|
(59.24+4.68), MMP-2%& & % ik K-F %(0.221+0.03)
L3A%)(0.61£0.09), MMP-9% & & A K-F d(0.14 £
0.03)_E#12)(0.4340.06).

2z

L A BT FiAmiR-34atd F A H AL AR
HCT116%m 09t #F212 £, T 45 TAMMP-2F
MMP-9% & £ ik .
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BRI A 35 7 R oA, R 4 B e 10 A 2R T8 SR IB A
TR S EpREE R BRI S E8UE
FETTI EE R A, DR TR N 78 R AR AL
Y& E RSk, T A B EEE L EAE
J& 8 11 #2(matrix metalloproteinase 2, MMP-2)f1IMMP-
9(matrix metalloproteinase 9, MMP-9)#3 J& T3 Jii & J& &
FIBES, ] E I AR 20 7132 5T (extracellular matrix,
ECM)H/rZ 5MR iR 584, Lwlt 2 InK
FH RN AL BRI 28, T3z SR T 2 F g D1 B =R 1
IR 3 R4l R, I AR 9 R, R e SR
It s B R A MR AR R AR T IR AR 2R
HAMHIERS. B AT LRl x 25 B 40 i A=
PR 52 P A G HRGE. T/PRNA(microRNA,
miRNA)E K EL 20 ntff)IEGmIURNA, 754 1
B e, T RZBMIT RS R b 4 A
5T 7R, miR-34afE @ E BRIRAN M . FLIESEZ Fh
iR 41 A A S 20 R A AR 2B A . A
PR, ik miR-34aRe i i 45 B e 4 i i # s
Z2RE 0N AW ST AN S B H C T 11640 0 A 5 %¢
R, MELRBATHCT 11620 T A 22152 m, Jont
miR-34aiE B RHENEF, JFERT HAE 201 LH,
CLHAS -G 3RUE N T 45 B W (P12 1R SR L S 3 Ak .

1 #RIRGE

1.1 M4 N4 B pkHCT 1160+ E A= LA
Rk E LA R ); LR (3E E Baxter/AH]); DMEM
B, a4 miE (G EGibcoA R, MR ARG,
FAEER R WUN T A9 TR R BR 2 7); Trizol
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WAL WA S A BRI IR A R]); SYBR
Green PCR Master Mixif il & ( H A TaKaRa/A 7]); miR-
34a inhibitor Al [ 4% B inhibitor control() M & 1EA4
BHEAIRAFD); 51906 S 35 i B TAEY) T
TR R AT 58 Lipofectamine 20004% 4L ik 71 (35 H
InvitrogenA 7]); CCK-81Af(F5 = RAVIHARM 5 HT);
PVDFJE(EEAbcamA#l); L4128 umfTranswell/)
% (FE CorningA 7); MatrigelFL i ik (3 EBD A #));
ECLAZ R ekt £ (3 E Thermo FisherA #);
MMP-2%ifk. MMP-94ifk. GAPDH¥LA K —Fi(E
ECSTA ).
12 Fik
1.2.1 fapesEde: NG EMEHCTI6M MR IR S 10%
&2 & MDMEME; 72 5(75100 ULE % 100 UL
HERP, BRI ECN5%CO,. 37 CRFRFMN
IR, B R M EEGHM AR KRS, RERR 1 dFE e 1 R e 8
FREE, AR AR KT A B IA80% LA LI, F IR 2R B
TR, BEAT AR TR, BN O Gl S 4 PR 47 s 8
1.2.2 CCK-8#a | s # Bk % 2m i3 74 78 7y 69 % vk A0 T
XA K HCT L6 A et 296 LR Hh, A%
X T10NAL, HANMIBERL o ASAL: 0% LR 1%
LEB . 2% LRBL. 4% LRBHH. 8% LAk
W - AT S FRAR 43 HEORON TG T 25 P BB AR, B
TS T B 5] 2 S S R AR, R 1 S B TR
ML, AR RIS A B 4. 0% Sk 2HL 41 fd
95% 0,-2.5% COJRESME, HARSHAEL LA 537
A% 2% 4% 8% LMk, SUIAMIALEE2. 4. 6 h
ISR FHCCK-8A M 40 i Mg G e 77, BPAE 25N ] 507731
JIAN10 pL CCK-8¥AW, 37 CRiFFFEMNMEE 4 h, fiH]
BRSO 72 45 FLAH M 7E 450 nmAb )25 B {E (ODAE). T4
HAH AN, (SEIRLODIE-2* HFLOD)/(KHHRZ410D
8- FAFLOD) X 100%. SZ46 558 37k, BUMA.
1.2.3 mhask e fo -2 11 AIEHCT11640 M35
FlofLAR Y, BER T N2 X 10°4N /4L, BB T37 Chig
FE LR SERE TR, Rrdll i AR K B 15 40%-50% 8, 73 51K
miR-34a inhibitorflinhibitor controlf 4 HCT1164H i,
5 JemiR-34a inhibitorfI4H L ic Nanti-miR-34aZl, ¥
#:YLinhibitor control (2 iC Janti-NCZH, A Y4
it 9Control 0. e e At 0 B8 ™ 4% 2 [ Lipofectamine
20004 G 1k B A5 2EAT, % G I I 4 i 4k 22 50 E T
37 CHFRFATHIEIE.

FHAMMEL 24 W5, 4T 4% LRk b4 h(HR4E
L G T X 4 L 8 B ) B qRT-P CRAG I SI2 56, 97 32k L
HI-G AR E FH A B2 RS TRD), 43ic NSevofluraneZf .
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Sevoflurane+anti-NCZH flSevoflurane+anti-miR-34aZH.
1.2.4 qRT-PCRA&MmiR-34a% ik KT 73 HIl&EControl
4. anti-NCZH Manti-miR-34aZH %4424 hifTHCT11641
ffa, LAKA4% LR TE2. 4. 6 hiTHCT11640MI, %
M TrizolidF#2 I & 4H 40 g S RN A, i H{Nanodrop
R 0 A TR B R SO E T3 RN A K AN 4
B Z RIS & 5 cDNA, LAcDNAK
R, [ FISYBR Green PCR Master Mixit7l &, LAU6
NN, AT 986 E EPCRY 1Y, K20 uL M
& Z, b BR0.8 L, ETFHSIY%1 ul, 2XSYBR
Green qPCR Mix 10 uL, Fl5 LAddH204M 220 pL. &
N AR A 94 C FAEES min, 94 'C &30 s, 58 C
IBK30 s, 72 CHEAH30 s, SRAHA0MNEIR. JBigh H
J5 /U6 FImiR-34a B B (CtfH), A2 L &4
HCT11640fimiR-34atfxf FikKF-. LB HF 3K, B
¥J{&. miR-34a5|4)): F-5-CCCACTCACCGTACTAA-3’;
R-5-GTGGTTTCAAGGCCAGATGT-3’; U65|4): F-5'-
AAACCGTTACCATTACTGAGTT-3"; R-5’-CGCT
TCGGCAGCACATATAC-3’.

1.2.5 Transwell 52 54| 48 i it 4% Ao 13 22 48 7 HR
50 uL# R 5 I Matrige 220 iR Al T Transwel /N %
M b=, 737 CRIFFAETFE30 ming H. Ui
ControlZH. SevofluraneZl. Sevoflurane+anti-NCZH A
Sevoflurane+anti-miR-34aZ2HHCT 11641, AN L3
[ 5E 77 RN A, AN AR 2 2 X 10° 4 /mL. B
200 pLANH BRI Transwel NE ) L=, F=En
600 nL7510%M6 4 L35 0 56 285 77, E37 CH
FEFAREFR24 h U/, B R R IR, DAG/K
[ €30 min. ffHMARRRE FERBEM, LL0.1%
SEE R YL tA20 min, WG, 7E(E BT BEAL
IEELOAFLEY, WS40 5 I i £, SRie 8 530K, B
B, VAT IR MR AR 28 A8 7. [RIARE I V24
T RERE 7, B Transwel/NE ) L= K FMatrigel3&
R ELHE AL, FAP IR 51R 225K R, LR E 3
K, BUAA.

1.2.6 Western blot# it &-28 20 it & & & ik K- IEER
HARFMHCT1640 A, {5 FH 2 3 3R B G B 4 4
S B A, SR A BC A S IR A A7) o0t 2 gk
I EE. A BRI S EEFE IR G, TEhK
T AR SR FH e S TR N - SR A s T e Y
(10%773 B BRI 5% IR 48 ) HEAT FLUK, HX50 png i AR
InE] FRESL, HIKA B . EIKEE R E R R
PR 2 PVDFE L, 765%/ fig 9k s 112 h. 3500
A 1:500F B IMMP-2—4i  1:500%G B [IMMP-9—47t,
4 CRIE. FINIAL1:200084 R 1 =P, =M E2 h
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=& 1 FNERENCEBNHCT6MIRILIERIIS/E(mean + SD)

paxi:) RE(%) 2h 4h 6h
Tabt 0 100.11 + 4.34 99.84 + 4.12 99.62 + 4.33
1 96.81 + 4.09 9437 + 4.02 92.24 + 3.55
2 93.06 + 3.63 88.14 + 2.71° 81.01 + 3.64°
4 88.17 + 2.14° 84.37 + 3.27° 73.28 + 2.52°
8 82.34 + 2.27° 75.76 + 2.82° 64.34 + 2.27°
F 12.696 21.726 53.750
PE 0.001 0.000 0.000

*P<0.05, S0% THEBALL.

H &

=3 =A
NN

IIANECLE (i, SE R, LA SUAGAT R, DL
GAPDHAW Z, X HImage JEUE M A5 bT 41 K
FEAE, PAH R A% K EE 5 G APDH AT K AR
HAE R H 1R AR SEBG S 3K, BUAMA.
Bt bR SRFUSPSS 21.048 -8k 347 H s
uitort, Sei it BRI R Fimean £ SDE R, £ 4
1) 22 S5 LU R FH B DR 32 07 22 40 M, LI 22 R LU 28R
SNK-gF 57, Hrp PLP<0.05% 7R 2 7 B A 4 it 2

2 BR

2.1 o A2 A R e B FA AR ) R Rvm )
PLO%~ 1%+ 2% 4% 8% K]t 4 ik 4b B 45 H i
HCT11640/02. 4. 6 h, LACCK-StMm i ba e 11, 45
RUR BT, B -G RBRAR B 1) T = HC T 11640 Ha fr 3
FE 2B WA, 4% 1 8% Ik 4 40 i 7E A B[] s 3
B g 13552 B W BAT ] (P<0.05); 2% LAk H A A4 h
THAa T e 71 52 2B 24D (P<0.05); 1%Lk ZH 41 il
WHERE J1 TG 247 L(P>0.05). 45 R ] -L Btk AE 18
I E R HCT 1164038 5E. RAECCK-85L5, J54kik
BE4% LR AT 5 22525,

2.2 ko fEk LR L A MR Rt i P miR-34a%d A LI4%
LB B A HC T 64000, R qRT-PCREG M40
HmiR-34aRIE7KF, g5 R B R, 50 hdllt, b
4, 6 hBTHCT11641 8+ miR-34aRik/KF 2 & T &
(P<0.05), THALFR2 histHCT1164H M FmiR-34a ik K
SEARAL T GE T 2 B L(P>0.05). R~ -k AL i (e E
HCT11641 /2 ' miR-34aff) & IA. HHEqRT-PCRICIRE, IR,
R A% LA B4 hidf 1T 5 825156,

2.3 #MmiR-34a inhibitor% %z & 5 Control41 L, anti-
NCZHCTI11640 i+ miR-34aff) Fik /KT8 B A1k
(P>0.05), anti-miR-34aZLHCT11641 ] HFmiR-34alf] ik
IR B3 PR (P<0.05). WLEEI2. UERAZEHCT 11640 H %
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B
X
eS|
1y
P
g
g
T
2
g
Oh 2h 4h 6h
B 1 4% CRBENIEEFEHCTNOMIEN MIR-34aRIxHIEZIA.

'P<0.05, 50 h4ikt.

1.5 -
o > mm Control
< anti-NC
@ 1.0 T m= anti-miR-34a
Y
b2
05
$ a,c
& i
g 0.0

Control anti-NC  anti-miR-34a

B 2 SEAHCTNCBIDPMIR-34aFAKFLLER. 'P<0.05, S5HE
2HZHEL: P<0.05, Santi-NCZHABL.

#miR-34a inhibitor A ) T 1 miR-34alf) &Ik,

2.4 #pHlmiR-34art L mEGR T HCT11628 I i 4 Fel2 2%
893 ve B N IHHCT 116401 ' miR-34afRIE 5, 45 T
4% 5B AL FE4 h, Transwell S HIN 45 5 B R (E3), 5
ControlZH b, SevofluraneZH T4 F1Z 2840 Mo i & 2 /b
(P<0.05). 5SevofluraneZl Lt;, Sevoflurane+anti-NCZHiL#
FZ 2840 A E08 B B 222 (P>0.05); T Sevofluranetanti-
miR-34aZ1EM AMUR 224 L 4] i 39 2 (P<0.05). LA 15K
N4 R -LREBERE I HIHC T 11640 T B AR 28,
IManti-miR-34a 84 1 -G IR BFHIHC T11640 1T
MR 2RIV,
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Sevoflurane Sevoflurane+anti-NC Sevoflurane+anti-miR-34a

| R L RS A
SN SN WAMEY

200 - I Control
Sevoflurane
a

150 b

>0 - B anti-NC
1 -
% a anti-miR-34a
= 100 r a
g Sevoflurane+anti-NC

0 - I Sevoflurane+anti-miR-34a

Ho

T4 an f A LN )R

3 TranswellSERGAGZBIDTRBFRZRAE. A: TranswellSLESASMHCT 11 64HMLTAZEE T, B: Transwel SLESHIIHCT 11 640}{Z226E77; C:
BLHHCT 1 6AT AL AN AT LEL. P<0.05, SHIRZALL; P<0.05, HSevofluraneZHLE.

2.5 #p4imiR-34axt £ BB FHCT1620 AT MMP-2 7501 32 2 J5 (A G/ BRI 75 R IR, A P 3 P 7 SRR e 24 5t
FaMMP-9%& & £k K-F 697 Western blothill4h 2 HUMIR B 1R R4 — @ Mg, LHk 2
14, S5Controlditt, SevofluraneZHHCT11641 T i 98 U i T AR H i FH IR ON PR BRI 24, 1 PR S it it
HMMP-2FIMMP-9% [ £k K P23 FiP<0.05).  FERI, LR s i A K R R BAa — e E
5SevofluraneZl tt, Sevoflurane+anti-NCZH4H i FIEZI Y, LiangZE ™ NWFFUR I, -CARBFRES @
MMP-2HIMMP-9% [ A /K F L B AP>0.05),  llERE TS 357~ Lol B A 75 3 10 il 240 A N i
TfiSevotlurane+anti-miR-34aZH 41 Jid FMMP-2 FIMMP-9 . B AR N DA% -Cars T T B0 S SK O V34 i,
BEARBACPFHE LHP<0.05). #U-CHEEEES IS S5 RAKISKOVILIEIGTH. RFBMTHRE MY ERZ
HCT116Z08 - MMP-2HIMMP-9%K [ %3, TManti-miR-  BIH0H], 120072 5 FEAS bRz A) 52 4 A 0 72 Rt 4
34a 7] [A - RBE ST MMP-2RIMMP-9%R (k4 RREA L H R oG T-Balkx 45 B 4 e A F

1EH. I LA HRIE. DRI AR S0 DAAS )3k B L S kT
TS5 B mHCT 11640 AS [F] 18], MEEHXTHCT116

3 111e ML BE R AR, G A TR B 4%, FH T Jia 84K

i E R ARV E N E LEARGCEEMRE 2 —, FHCT 6400 FIE 2268 1 5.

HAR B RIBRAEIER, Byt AL A H A% FmiRNA S 5 g ¥ 0 At e 51 /e Ax

L SRR RIS TSI 2 )z Y, IRRIE, miR-34afE P Rk
%, BEEWEEHEAREZ MIE K, SETURTIAGE SRR, 8. FFE S 2 PR TR R
ISFIEAEKCT. 2RI, I AR R SBUZ i E A A, Luof5P 7R K B R Y

Reishidenge  WCJD | https:/ /www.wjgnet.com 150 2019-02-08 | Volume 27 | Issue 3 |



B 5. THRBEY DEmMIR-34ailH45 B 7R BRI B fUE LW HisT

A o B
NI\
5 o A
\ & C &\Q{’b \)«)(\e ‘\\\)@%
o) W o) A
o™ se“(’&\ & %e“oﬁ\ o
MMP-2 D s G D . S
MMP-O iy s gy G " s—
GAPDH WD G S I S S
B
1.5 - I Control
Sevoflurane
a
anti-NC
5 o100 - o
i a anti-miR-34a
a0 o _
e Sevoflurane+anti-NC
05 - ¢ miR-
I Sevoflurane+anti-miR-34a
a
T - a
T T
0.0
MMP-2 MMP-9

4 Western bloH@MIZ4AHCTII6ZAIREOMMP-2F0MMP-9ZB EI/KIE. A: Western blotkell&ZHHCT 11620 TTMMP—2FIMMP—9& 7K B: %%
ZHHCT1164HEHMMP—2FIMMP—-9:E F5 FK 7KCEEER. 'P<0.05, S IRZEEL; ‘P<0.05, SSevofluraneZHEL.

RNA GAPLINCi#id I #miR-34a/c-MET/{ 51l L i3k
45 i 4R i () 2 32 A% 112 28, Chandrasekaran®s™
K ImiR-34ailiid Tl B R R H & 1HMGBH
FOARHNHIN B B0 NG B e A e . IR R
Z&. Ui HImiR-34afE e A 4 E iim 4N T R AR 78
REJ). ARSI RN, 4% 1) GIRERAEFEHCT11641 4 h)a,
miR-34aff) kK-35 T . S -Lak nl ieisid b
WmiR-34alf) K IA i3 45 B ke 1L AR 2. Nitk—
WIARZSH A, A SLIG B #% JemiR-34a inhibitor i
HCTI11641 8 miR-34al )31k, FfLL4% -Gk b 5
HCT11648 94 h, 4 Transwell SEI& A6 & I, LB EBERETS
HIHIHCT 164 AT FE AR ZERE 71, 1T N miR-34aff)5E
IR ERA -G RUR AL EE (14 40 B e 8190 LB HC T 11644
JUIE R FR 28 RE Sy s E . BLE 45 R RmiR-34a
Z 5T -LHEHNH 45 B E i E B AR 22 0 fE. ik
Ab, ASEESAT I T R 4R B BEMMP-2 MM P-95&
B, RIS AL HIMMP-2 HIMMP-9 /) K I,
1M N AmiR-34a ] Pk & L HE BT MMP-2AIMMP-93 1%
T EHIE . MMP-2AIMM P-952 3L Jif 4> J& 25 /K fift i
FIRAHE B RA, T TRENS I A A 4T A A I T A
JRAE) I (e BE IR A A R AR B e, TERPRIR T . A28
R R IE BB R, R sl Bieow, b
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FERE T _EIHmiR-34al) 363k, J0H) 45 B 40 1T
PR ZERE S, HiZd RS FIRAMMP-2AIMMP-9f) &
EH %

NERR

A dE =

Sy B 52

45 B e LT A R GO IR, R R RN
R mKCE. G5B AR R SETE A R
FE AL LA R V)RR T AR H R R 2, 2 0
WFFUARCIL, -C MR RE S F R ) A AL RS . SR
FAAAE R B AT A2 WA,

L

AR SRR UL SR X 45 L i 0 R SR AT HE T 1)
SR, JFID R HAE ML, DO R LA - AR
Mkie T 45 EL IR A — 5 ) SRS S A,

Eeatg=pon

A SRR DT -G AT 25 B HC T11640 (= 2 AT #2
AE TSR 32 BLE L PR e miR-34al R IA LB, Hi%
HFEEMMP-2 MM P-9[1) 1A 7K (A4 A 5. AT
TN E— IR IE G R R 12 22 R I ML AT 5
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BUE —E MBI AL,

a0

ARG BE T qRT-PCREEL AT M LA HCT116
Y1 HmiR-34a3R A 52, CCK-8Y2AG I -1 Bk 5o 4
i 58 B e 3 1) s )5 G T R O A B g S 6 A0 1) 4 e
miR-34aff] 6 ; 18It TranswelISZIGA 40 12 22 Al
IERERE SRR, Western blotha 1A fg MM P-2 1
MMP-9K [ 1A [ 5.

ARSI SE R R, LB RS i 45 B s HC 1164
MFBEE . ARZEAITR, H EifmiR-34afik. 7E 3
fih - #% 4miR-34a inhibitorflifi|lmiR-34af R ik )5, LI
ik %o} £ AR 22 FHIE A% e T A 0 o e 0 2, 1bb b
RIMMP-2FIMMP-9 55 [ R IE KPR AAR1E.

LB e 0 45 B HC T11 64112 B AT 5,
EFPLE S EifmiR-34af) 3k, #IHMMP-2FIMMP-9
HARIEA I, J-GREEG R 2 22 R 200 1 53
TR 7T B 52 S SLaih.

H

>N

EEF=

A SIS DAAN [R1AR 2 1) - ek - TN &5 B8 HC T 11644
JL AR ] st ], 002 X HC T 11 6200 i 18 5 FA) B, 7k L
HAE IR B N4%, T R 83R U HC T 640 i
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