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A HepG2-R+pcDNA 41 HepG2-R+pcDNA SNHG16 4 HepG2-R+anti-miR-NC £ . HepG2-R +anti-miR-570 4 . HepG2-
R+pcDNA SNHG16+miR-NC 2H . HepG2-R+pcDNA SNHG16+miR-570 £, F] T )5 22146, H ¥ miR-NC . miR-570 . si-
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[ Abstract)

Objective To explore the mechanism by which long non-coding RNA SNHG16 (IncRNA SNHGI16)

promotes liver cancer cell resistance to sorafenib by regulating microRNA-570 ( miR-570). Methods Real-time fluorescent

RT-PCR was used to detect IncRNA SNHG16 and miR-570 expression of human normal liver tissue and liver cancer cells,
HepG2 and HepG2-R. HepG2-R cells were transfected to provide the following groups: HepG2-R+pcDNA, HepG2-R+
pcDNA SNHG16, HepG2-R+anti-miR-NC, HepG2-R+anti-miR-570, and HepG2-R+pcDNA group. HepG2-R+SNHG16+
miR-NC and HepG2-R+pcDNA SNHG16+miR-570 groups were used for follow-up tests. miR-NC, miR-570, si-NC, and
si-SNHG16 were transfected into HepG2 cells in the same way to give HepG2+miRNC, HepG2+miR-570, HepG2+si-NC,

and HepG2+si-SNHG16 groups. MTT assay, flow cytometry and Transwell assay were used to detect cell proliferation,

apoptosis, and invasion. Western blot assay was used to detect the changes in expression of CyclinD1, P21, MMP-9, and

MMP-2. Results

Compared with normal liver tissue, the liver cancer tissue showed increased IncRNA SNHG16 and

decreased miR-570 expression ( P<0.05). Compared with the normal cell HepG2-P group, the HepG2-R group had
increased IncRNA SNHG16 and ICy, values, and the inhibition rates of miR-570 in HepG2-R cells were decreased at
sorafenib concentrations of 1, 2, 4, 8, 16 pmol/L (P<0.05). In the HepG2-R+pcDNA SNHG16 overexpression group,
IncRNA SNHG16 expression was significantly increased ( P<0.05). Compared with the HepG2-R +pcDNA group, the
HepG2-R+pecDNA SNHGI16 group’ s number of migrated cells and expression of CyclinD1, P21, MMP-9, and MMP-2

were decreased, while the inhibition rate, apoptosis rate, and P21 expression were increased ( P<0.05). Compared with
the HepG2-R+ anti-miR-NC group, the HepG2-R +anti-miR-570 group’ s miR-570 levels were decreased (P <0.05).
Compared with the HepG2-R + anti-miR-NC group, the HepG2-R + anti-miR-570 group showed decreased levels of
CyclinD1, MMP-9, and MMP-2 and increased inhibition rate, apoptosis rate, and P21 expression (P<0.05). A dual

luciferase reporting experiment showed that, compared with the miR-NC group, miR-570 reduced WT-SNHG16 luciferase

activity (P<0.05), but there was little effect on the luciferase activity of MT-SNHG16 ( P>0.05). Overexpression of
IncRNA SNHG16 decreased the expression of miR-570 in HepG2-R cells (P<0.05). Compared with the HepG2-R +
pcDNA SNHG16+ miR-NC group, the HepG2-R + pcDNA SNHG16 + miR-570 group’ s number of migrated cells and

expression levels of CyclinD1, MMP-9, and MMP-2 were increased, while the inhibition rate, apoptosis rate, and P21

expression were decreased (P<0.05). Conclusions IncRNA SNHG16 can regulate the drug resistance of HepG2-R liver

cancer cells. The mechanism is related to the targeted regulation of miR-570 by IncRNA SNHG16, thus miR-570 provides

a new target for the clinical treatment of liver cancer cells.
liver cancer; IncRNA SNHG16; microRNA-570; sorafenib
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1.3 ZWHE
1.3.1 Zifassss

3 3o Ve JEE 3o 34 v o AR A ML HepG2 St <
W R A R P AR JE T 25 HepG2 4 iy BRAR AU,
BRI HepG2-R. #i 1] HepG2 1 3 4< 4 it , i i 7E
37°C 5% CO, MBI E, o 4 Bl i RSP 52
J&  ER R B 1.2 4.8 ) 16 pmol/L RHLAE
Je AT 1 B R, Rh AR e o 3 s i & i, J 3
TERNARE (16 pumol/L) 1Y 5 TR Hh 20 i BB AR € A=
K, U5 T HepG2-R 4UMUL Y, JeZefe o s
XF HepG2-R 4l AfL o AIC v B 19 2R 7 3E JE it LA # B
|45 25 1, Ho¥ HepG2 AY IE # 40 M A5 iC ik
HepG2-P,
1.3.2 IncRNA SNHG16 .miR-570 7F JIF-% 4i it v 3
briy) & & alll

PRI 98 40 M | IE H F 20 M b A RNA | 33 5% 5%
i cDNA, 3 BCSE B 96 5 22 1t 325 7 DA DU IncRNA
SNHG16 .miR-570 F ik, Kk H Primer 5.0 #{4i%
51975, PCR VAR FR 0.5 wL 1Y L RS 14
AR 2 wL ¢cDNA 8 pL AY SYBR Green, it 781 /K
£ 30 pL, WM 96°C 6 min 92°C 30 s.75C
45 5,80°C 10 min, 347 45 MG, L GAPDH i N
2 RHL 2724 i ) IneRNA SNHG16 , miR-
570 ki, (W& 1)
1.3.3  4ifigfE g

Wi % SNHG16 (1) siRNA #5474 i, HepG2-R
YN B R 2% 10°/FLE T 6 A FLAR I, R 40 i FF

®1 51975
Table 1 Primer sequence
314 JFH(5=3")
Primer Sequences (5’ =3")

IncRNA SNHG16-F 5’ -AGGCTGAAGTTACAGGTC-3’

IncRNA SNHG16-R 5’ -TCGCTCCCAGTGTCTTA-3’

miR-570-F 5’ -TGCGGTTTGGCAATGGTAGAAC-3’
miR-570-R 5’ -CCAGTGCAGGGTCCGAGGT-3’
GAPDH-F 57 -GGACCTGACCTGCCGTCTAG-3’
GAPDH-R 5’ -GTAGCCCAGGATGCCCTTGA-3’

TRISBESS LA 10% BG4 1L i RPMI-1640, K
FAANEEE 24 h AIRE G FEEE N 35% ~55% , J5 %
5E B i BE A9 HepG2 siRNA R & T Lipofectamine™
2000 ik 7 #, 7= 4 HepG2 siRNA/Lipofectamine™
2000 & A W, B2 5 AE 40 M 85 5% AR AL in HepG2
siRNA F YLk 7 LI &, JF & A 5% CO, 37°C 1)
WAL R, 6 h Z 58 RPMI-1640 5537
(% 10% BRI ) ,20 h B A Kl PO B 7
BRI A1 L 2 G B I 2R i, il qRT-PCR 1546
DAY BN Y 05 43 R 2 A HepG2-
R+pcDNA SNHG16 +miR-570 4 , HepG2-R +pcDNA
SNHG16 + miR-NC 2 | HepG2-R + anti-miR-570 £ .
HepG2-R + anti-miR-NC 4, HepG2-R + pcDNA
SNHG16 20l HepG2-R +pcDNA #1, J T )5 22 1) ik
¥, L si-NC . si-SNHG16 . miR-NC . miR-570 i
i BRI IRAETE HepG2 Z0HE PN SEtE S 42 , 43liE si-
NC 4 .si-SNHG16 2H .miRNC 2 F1 miR-570 4.
1.3.4  MTT 350 240 e 5 GE 41 1) 2%

SEHUAH M R % 5%10°/mL, T 96 FLAR N1 745
T, MTT %5 (5 g/L 25 pL) K5 E 4 h, KRG
W, A BRI AR ( DMSO) (120 wL) , #55], H 5
S TT IR AL 5 F B AR LR 2] 470 nm K, DA
LT A LR (A ) (ELEA T 2 200 348 B 410 ) % =
(YRR A -5 A {H) /X HEAL A fH X 100% .,
FEARE 25 ik B KA ) 238 43 il e AR Rl 5
22 Ve JRE X oy ) B 2 B A B 4 ik 1C,
1.3.5 DA A SO ) 240 Jf g g 1

F IR AR B B 5 41 19 HepG2-R 4 Jifd 38
it PBS Y il B A Y B0 R (2x10°/mL)
FAH 100 mL A0 RO 96 FLAR S5 iR
Annexin V-FITC 6 mL,7E 5°C 38 th 555 £ 30 min,
54 mL FEYEINIE  5RA R TEIR N EE
10 min, IR U0 24 A4S a4 e % 1
1.3.6 Transwell € ZH T2

A EAE T R SR PR E 24 b B
HAni, 9495 2 5x10%/mL, B 150 wL #4240 i i T
Transwell /N Y EZ= A B 550 pl & A WA SR
FEHLTF Transwell /NE T ZEH, J54 Transwell /NE
HCE TREFRANEE T 48 h, 5 W45 L e O
5 e W T L&, S5 B Transwell Z/NEEHCH
I R 5 02 i 5 40 o 508 Al 72 Tl 2 1T - 17%) 2400 e
Jer P BERS I TN, 30 ~ 35 min , $5 25 15 A Y4
IR 15 min FEFTY A 5 i B T G 18R )
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HEE] 120 V G 4kZ2HIK, 90 ~ 120 min J&5 5 1k, ¥
A AR ZE PVDF I I 7EICIRFRES N 565,
SERUG T 5% BRI AT 1 h B AL, K57
—$i (¥l P21 CyclinD1 \MMP2 MMP9) . —#i (&
1 EALEE FTFRC T (0 LeG P ) | IF 75 I 5 i B i
I ECL 3270, FH 388 e A 0 4 R 52 55l 14 K B3 4
{&, N34 GAPDH,

1.3.8 XHOCRBHR A%

SETBUAN L, B2 A Y 224 ik 200 L, 0 7 ' 2 il JIC
YI(5 pl) ZZ Py, IRAT, e 5 S0 B, LA 22 o
WS, TR AT, K56 6 i ik BE HEAT A, S 5G
525 o1 IR REARNESZ AL 3 A I m X HOE R
Wil B A0, K SNHG 16 BE 4 miR-570 7541
JiL e R
1.4 FitEHZE

& HI SPSS 19. 0 %453 #r , shapiro-wilk 46 5 17
GIER A, USF- Y8 bR 25 (245 ) B8, R E
I 5 25 43 [ — B R) ek PR 20 () b Ase SR Rk ST
FEAS ¢ K30, Z R EAT LLECR A F AR, DL (%)
TR RER H «° K230, P<0.05 BamZ R A4

PED-SE

=3

2 #R

2.1 IncRNA SNHG16.,miR-570 7£ BT % 40 Al 42 47
RIEEFALRBHRIE

3 2 Fiw, 5 ARIE R P2 e, I 40
ZHZUY IncRNA SNHG16 35T, miR-570 £k F
R, HA 0 25 5% (P<0.05)
2.2 IncRNA SNHG16 #1 miR-570 7£ B4 40 g &%
FrEARRRENRAAE MMM b RIE

N3 3 Frs, 5 HepG2-P ZHAH I, HepG2-R 4
LncRNA SNHG16 ik [ F+, miR-570 kKT FE
(P<0.05) , %W 5 HepG2-P 4%}, HepG2-R ZH 4
MitE PR MR K 1.2 4.8 .16 wmol/L Hr g4k
R, IC,, A LT, BA B 22 57 (P<0.05)
2.3 IncRNA SNHGI16 TR EBA R IERIT
HepG2-R REIG3E AT . EHH R0

k4, B 1, K 2 7R, HepG2-R + pcDNA
SNHG16 fE Mt # k4, H IncRNA SNHG16 ik

&2 IncRNA SNHG16 .miR-570 740 fL 41214 K
TEH TR I RIE (fs)
Table 2 Expression of IncRNA SNHG16 and miR-570 in liver

cancer cell tissue group and normal liver tissue group
415 15 F M 16

iR-570
Groups SNHG16 m
w4 41 4
AT AL 1.13x0.14  1.08x0.20
Human normal liver tissue group
JH-8 2 L 2H 2R 4
. - 2.10£0.27*  0.61x0. 15"
Liver cancer cell tissue group
t 12.350 7.281
P <0. 001 <0. 001

5 ARIERFAZIM L, *P<0.05,

Note. Compared with human normal liver tissue group, *P<0. 05.

IncRNA SNHG16 1 miR-570 7 98 40 A S 8 S TR B2 i R P A JE Tt 26 4 v 19 383K (& +5)

Table 3 Expression of IncRNA SNHG16 and miR-570 in liver cancer cells and Sorafenib resistant cells with different concentrations

of liver cancer

N NTSTI Fhidee /L
) BERE 16 FARIKEE (umol/L) e Cmol/L)
miR-570 . Sorafenib
Groups SNHG16 ICs,
1 2 4 8 16
HepG2-P 4
P & 1.12+0. 16 1.05+0. 18 30.28+2. 11 6.97+0.71 20.95+2.77 38.86+3.18 69.34+6.06 86.24+9. 05
HepG2-P group
HepG2-R 41 . . . . . . . .
2.08+0.22" 0.59+0. 10"  200.46+12.07* 5.06+0.57" 16.57+2.03" 24.43+2.26" 37.41+2.58" 40.57+5. 69"
HepG2-R group
13 13.670 8. 652 53.790 8. 125 4.940 14.330 18. 780 16. 550
P <0.001 <0. 001 <0.001 <0.001 <0.001 <0.001 <0.001 <0.001

.5 HepG2-P 414, *P<0.05,
Note. Compared with HepG2-P group, *P<0. 05.
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WIHE (P<0.05) , 2B IncRNA SNHG16 i ik 2R (P<0.05),

HepG2-R 4 ¥k F9 #1030, 55 HepG2-R+pecDNA 4 2.4 ##] miR-570 RIZBK A ZHJEB *t HepG2-R
FHEL , HepG2-R+pecDNA SNHG16 AU B A4 dAmigsE AT EB MR

J% CyclinD1 P21 MMP-9 MMP-2 f{) 3 1k 7K - [aA% ks, & 3. | 4 FiR, 5 HepG2-R+anti-miR-
IR TR P21 ERAKFE LT, HAEE  NC 41, HepG2-R+anti-miR-570 £ miR-570 ik

4 IncRNA SNHGI16 i3 Rk B AR PR EXT HepG2-R 4IHIE 54 T ITAL M RE00 (745 )
Table 4 Effects of IncRNA SNHG16 overexpression combined with Sorafenib on proliferation, apoptosis and migration of
HepG2-R cells

2057 HepG2-R+pcDNA # HepG2-R+pcDNA SNHG16 £H

P
Groups HepG2-R+pcDNA group HepG2-R+pcDNA SNHG16 group !
fis £ 16
1.17+0. 1 4 13. . 001
SNHG16 7+0. 15 2.12+0.24 3.000 <0.00
ES
#H%J}:( %) 11.72£1. 10 42.29+2. 44° 44.240 <0.001
Inhibition rate
T2 (9
Jiqul"—( %) 17.87+2.09 22.41+3.24" 4.560 <0.001
Apoptosis rate
TR A A
AR HYAINL T (n) 138.51:£10. 16 83.28+7. 55° 16.900 <0. 001
Number of migrated cells
HI R DI
ﬂ@]? 0.95+0. 13 0.51+0.07° 11. 540 <0. 001
CyclinD1
p2l %ET}LPF 0.35+0. 09 0.73+0. 14° 8.843 <0.001
BT R A g 9
. 67+0. a 13. 14 . 001
MMP-9 0.67+0. 08 0.35+0.05 3.140 <0.00
T 4R G 2
i’ﬁilﬁﬁ L 0.83x0. 09 0. 490. 06" 12.170 <0.001

1 : 5 HepG2-R+pcDNA #Af I, *P<0.05,
Note. Compared with HepG2-R+pecDNA group, “P<0. 05.

£S5 0l miR-570 FkWEA FNLAEEXT HepG2-R AIHEAT JA T GER IS (s)
Table 5 Effects of miR-570 inhibition combined with Sorafenib on proliferation, apoptosis and migration of HepG2-R cells

21531 HepG2-R+anti-miR-NC 2] HepG2-R+anti-miR-570 20 . P
Groups HepG2-R+anti-miR-NC group HepG2-R+anti-miR-570 group
/N RNA-570
1.11+0. 12 # 15.2 . 001
miR-570 +0 0.52+0. 09 5.230 <0. 00
| 22
?m]ilﬂ}:( %) 12.36+2.25 41.61+3. 18" 29. 080 <0.001
Inhibition rate
TR
HEE( %) 18.32+2. 11 24.46+3. 47" 5. 856 <0.001
Apoptosis rate
T 1Y 20 i~ %
ITRE YA T (n) 76. 86+8. 10 40. 43+6. 06" 13.950 <0.001
Number of migrated cells
EIHZER DI
ﬂﬂ;ﬁ% 0. 76+0. 09 0.39+0. 06" 13.250 <0.001
CyclinD1
p2l %Eﬁﬁs 0.330.04 0.7920. 09° 18.090 <0. 001
B ;
ARG FI 9 0.68+0.07 0,250, 04° 20. 660 <0.001
MMP-9
g’ﬁ%ﬁéﬁfﬂ@ 2 0. 790. 08 0. 36£0. 05° 17.650 <0.001

TE: 5 HepG2-R+anti-miR-NC 414 1L, *P<0.05,
Note. Compared with HepG2-R+anti-miR-NC group, “P<0. 05.
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Figure 3 Expression of proteins related to proliferation,

apoptosis and migration
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AAXF DN R MERIB TGS 524 (1. 16+0. 14) (0. 50
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miR-NC 20 WT-SNHG16 , miR-570 4 WT-SNHG16
IKTH PR, 5B IncRNA SNHG16 #5545 miR-570,,
2.6 it FRixX miR-570 F# IncRNA SNHG16 Xi
HepG2-R £ B i} 24 14 A9 34 Ml

Wk 7, B 5 froR, i %3k IncRNA SNHG16 #]
fifi HepG2-R 40 i ' miR-570 Fik F & (P<0.05),
5 HepG2-R + pcDNA SNHG16 + miR-NC £ A I,
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Figure 4 Cell apoptosis
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Table 6 Double luciferase reporting tests

215 P RILE FIEN 16 AR SRR £ 16
Groups WT-SNHG16 MUT-SNHG16
iR-NC 4

miR-NC 21 1.1620. 14 1.02+0. 08
miR-NC group
miR-570 41
a . 98+0. 07
WIR-S70 groun 0.50+0. 10 0.98+0.0
/ 14. 860 1. 457
P <0.001 0.156

1.5 miR-NC 2441, “P<0.05,
Note. Compared with miR-NC group, “P<0. 05.
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R7 i miR-570 T IncRNA SNHG16 % HepG2-R AHMITH 251 B 5208 (%£s)
Table 7 Effect of overexpression of miR-570 interfering IncRNA SNHG16 on drug resistance of HepG2-R cells

HepG2-R+pcDNA
HepG2-R+peDNA 1 oPOZR+peDN

HepG2-R+pcDNA

HepG2-R+pcDNA

25 SNHG16 2 SNHG16+miR-NC 2 SNHG16+miR-570 24
HepG2-R+pcDNA P
Groups HepG2-R+pcDNA HepG2-R+pcDNA HepG2-R+pcDNA
group SNHG16 group SNHG16+miR-NC group SNHG16+miR-570 group
miR-570 0.93+0. 13 0.44+0.07" 0. 38+0. 06 0.79+0. 11" 14. 880 <0. 001
1461 222
" %Jz( %) 13.29+1. 12 45.35+3. 76" 47.30+3. 13 18. 68+2. 09" 39. 620 <0. 001
Inhibition rate
TR
JIJEK( %) 17.95+2. 11 20. 46+2. 87" 29. 40+3. 06 17.75+2. 09" 11.930 <0.001
Apoptosis rate
T A A4 (n
TR Hﬂﬂ@_ 4 (n) 90. 48+8. 29 50. 21+6.75° 47.37+5.42 80. 54+7. 67" 16. 860 <0.001
Number of migrated cells
E=
JEJ;Q]? bl 0.71+0. 07 0.25+0. 03" 0.24+0. 04 0. 6220. 06" 22.580 <0. 001
CyclinD1
21 FE P
p %élihﬁg 0.31+0. 03 0. 72+0. 08* 0. 76=0. 09 0. 45+0. 05" 18.370 <0.001
H 4 F9
SR I R F1G 0. 68£0. 07 0. 29:£0. 04" 0.25+0. 03 0.5420.05" 21.870  <0.001
MMP-9
S 2
w T\f@% 2F| " 0. 800. 09 0. 360. 05" 0.32:0. 03 0. 60£0. 07" 19.600  <0.001

E: 5 HepG2-R+pcDNA 4HAH L, *P<0. 05;5 HepG2-R+pcDNA SNHG16+miR-NC 204, " P<0.05,
Note. Compared with HepG2-R+pcDNA group, *P<0.05. Compared with HepG2-R+pcDNA SNHG16+miR-NC group, ”P<0. 05.

HepG2-R+ HepG2-R+

pcDNA SNHG16+ pcDNA SNHG16+
HepG2-R+  HepG2-R+pcDNA miR-NC#1 miR-57041
pcDNAZL SNHG16%1 HepG2-R+ HepG2-R+
HepG2-R+ HepG2-R+pcDNA pcDNA SNHG16+ pcDNA SNHG16+
pcDNA group SNHG16 group miR-NC group miR-570 group

CratinD! | M — —

pri| — A . —

W) N — —
| . — — -{

5 CyclinD1 P21 MMP-9 MMP-2 %3k Western blot [#]
Figure 5 Western blot expression of CyclinD1, P21,
MMP-9 and MMP-2

GAPDH
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R PEREG 1 S e O T, ELRT A 197 ) AR
2 RE ph a8 s ) 7 B 2 7 ) B ) A T R
TR RERR T,

ATT SR e PRI 7 IR e HEAS B9 5 SR 22—, I IR
ROA R T B AL ST 25 Wy R 245 947 2 [ DNA 52
BB W HES N A TS DR AR A i

Tt 22955 AL R X A 20 L R AR Je i e &2
TOUAF G 5, AT ek 22 i 2 41 A 34 L B A 1t A 1Y)
FEAE R AR S A ) A SSOR, I Hox 25 ok 1
IR S (8 1) 25 90, RE A skl TS 0
RS R, b K (A1 5T 09 5 Ak g i I B 85 1 A5 5
AR ] RS R PR R TR 2547 561 AR
WF5% & TG40 I HepG2 5 IncRNA SNHG16 %2
FrAEJe i 254 — 2 A CHPE , UL IncRNA SNHG16
XF miR-570 A TR AT A Bl T 2% 52 9 i R 4r
e et 25 s

5T @R IncRNA 5 H 30 S itk Jie vh A —
1% 5, IncRNA 7] X5 9 1) 5 B8 ke 2] 94 19 1
RS SNHG16 76 FLAR R | I | 45 B M o 55 i
T AN b ek S, 5 R Al i 2 28 L iE
B Be BAFEAH ) BEE IR R AT miRNA BIRFSE A
TR, PG R 22 255 i gs T 42 s B Sl 1) 9 A
M, BB h Rk 5% KR 2R W
FEI A X Lk R A L 5 A R Y
IR, miR-570 AIAEMR Ak Rk R R A T2 5, B
ARSI T Ie G 5 A DG B o) 6 R i %o M9
R IRZE e B A R R T R R — e Y
T A T B AT 28985 B7-H1 K R A7 40 1) 4
MR AR 222 KemE Y PR R, S5 A
P IE A F A0 20 He s, 9 40 B 20 20 P Y IneRNA
SNHG16 ik THE , miR-570 K33k, H7E HepG2-
R+pcDNA SNHG16 4 2 HepG2-R +anti-miR-570 #H
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HE R0 M BN B8 CyelinD1 P21 . MMP-9  MMP-
2 .miR-570 [3RIBKFFEAK, IncRNA SNHG16 1 il
R T I P21 FRIEKTF-FHE 5 CyelinD1 \MMP-
9 MMP-2 (1) 35K FBEAR, MR P8 1% & P21
() 2% 3K 7K SF Tt i, A O A0 i ) & R, gkt
IncRNA SNHG16 7KF- 347 845 Al A 20k HepG2-
R 4 251 , 5 Hofh 2 B s s A > R
IncRNA SNHG16 Z898#% miR-570 K-k, Al A %%
3 HepG2 Aot RAAEE i 2,

g5 b BT Ik, 7E I 40 M B 4 AT IncRNA
SNHG16 . miR-570 HJ1EH], # 5% IncRNA SNHG16,
miR-570 7E T % 9 4 P 09 o AL 6, 45 2R BoR
IncRNA SNHG16 7E 98 R H Ak JE il 24 40 i b 5
IKEFETA , ZH0 [ 45 miR-570 ik 7] A3 R4 #E &
Pk e i 250k , Ryl R E— 25 40 b i R PR Je
Tt 245955 BEAIL 6 BH T 77 1]
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