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PLK1 () mRNA F3A7KF AT IR . ¥ H HepG2 40 il FR #EAT DI RE 52595, 43 S8 FH /D T4 M2 GSK461364 b3, Western blot 5% 56 £ iil]
PLK1 /N4t RNA @505, R A 7] 4 BT 96 200 A 0 22 AT R 28 Ak 3 A B A ARSI AN [+ Ak S8R 400 e Sl S99 e 2 i FH Hep G2 41 )
AR EUR T BRI, 730 45T 50 me/kg GSK461364 5 M5 5 AR R A SHLER /K R IS 5, 20 o S MACER B2 T s, 147 )i 2 1 4 1B 2
G REA ALY LW AR R B Ki-67 e L BH M 28 . S IBCHCH e v 28 35 T A1 B 1 90k, TR DL PLK L 35k B 3 1 iR 4k
PLK1 ik AR AL, IR log—rank K S AT 2B A0 0T S5 TCGA BURE M ATLE R IR , PLK1FEfTH 4l 2L 1 325 0 i
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KT PLK IR RIAE , 2 F A G241 L ( P<0.05) . JFEMEA PR AT PLKI mRNA k45 R E/R , PLK1 72l 2 b () 35
K (2.4=1.0) 8 TS24 2 (1.340.8) , 2 A G247 L (P<<0.001) . i FH PG 4% siRNA HIK HepG2 41 I8 7 PLK 1 (123K , Ml oy
SR (71.344.8)% . (65.3+5.3) % , ZH 1G58 T A v BT 1l S At o 191 S 3 25 SR /R L 5 siCurl 4 L, siPLK 11, siPLK 12 41 JiT-9i 41
HpG2 A 4 LA XTI 2 Wl FAAEG , 20 0 s B 25008020, Hep G2 4 M JETII BELAS 7 G2 0, 22 397 G 2# 38 L (P<<0.001) o i FH| PLK1F§ 5%
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WS, 22 5 G2 R L (P>0.05) . 4518 PLKIAEATARM T rh s 25k, 5 B8 0 BV AR AR 38 B OAH G, il B3 5k vl f 25
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[Abstract] Objective To investigate the expression of PLK1 in hepatocellular carcinoma (HCC), its effect on the biological behavior of
HCC cells and its clinical transformation significance. Methods TCGA database was used to analyze the expression of PLK1 mRNA in 369
patients with hepatocellular carcinoma and 160 patients with paracancerous tissues and its effect on disease—free survival. The tumor tissue
and adjacent tissues of 30 patients with hepatocellular carcinoma admitted to our hospital from January 2019 to June 2019 were extracted, and
the mRNA expression level of PLK1 was detected by real-time fluorescence quantitative polymerase chain reaction (qRT-PCR) for validation.
Subsequently, HepG2 cell lines were selected for functional experiments, and treated with small interference and GSK461364 respectively.
Western blot was used to detect the knockdown efficiency of PLK1 small interference RNA, and to detect the biological behavior changes of
liver cancer cells treated with different treatments; Cell cycle changes were detected by flow cytometry. HepG2 cells were used to construct the

subcutaneous tumorigenic model in nude mice, and 50 mg/kg GSK461364 and equal volume of normal saline were injected into the peritoneum
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respectively. Subcutaneous tumor was harvested 20 days later, the subcutaneous tumor was harvested, and the follow—up photos and immuno-
histochemical staining were performed to compare the volume of transplanted tumor and the positive rate of Ki-67 staining. Two years of follow—
up data of patients in the database were extracted. At the same time, patients were divided into PLK1 high expression group and low expression
group by taking the median value of PLK1 expression as the boundary, and survival analysis was performed by log-rank test. Results The re-
sults of TCGA database analysis showed that PLK1 expression in liver cancer tissue was significantly higher than that in adjacent tissues [the
value of log2 (TPM+1) was (2.3 + 7.5) and (0.8 + 2.7), respectively, P<0.05], and the difference was statistically significant. The survival analy-
sis showed that the disease—free survival of patients with high expression of PLK1 was significantly lower than those with low expression of
PLK1 (P<0.05). The analysis of PLK1 mRNA expression in liver cancer tissue samples showed that the expression of PLK1 in tumor tissue was
(2.4 + 1.0), significantly higher than that in paracancerous tissue (1.3 + 0.8), and the difference was statistically significant (P<0.001). Using
two siRNAs to knock down the expression of PLK1 in HepG2 cells, the knockdown efficiency was (71.3 + 4.8)% and (65.3 + 5.3)%, respec-
tively. The results of cell proliferation, plate cloning and cell cycle experiments showed that compared with the siCirl group, the relative viabil-
ity of HepG2 cells in the siPLK1-1 and siPLK1-2 groups was significantly reduced, the number of cell clones was significantly reduced, and
the cell cycle of HepG2 cells was blocked in G2 phase, all with statistically significant differences (P<0.001). HepG2 cells were treated with
PLK1-specific small molecule inhibitor GSK461364. The results of 1C50=25.0 nM, CCKS8, plate cloning and cell cycle experiment showed that
the relative activity of HpG2 cells in GSK461364 group was significantly lower than that in DMSO group, the number of cell clones was signifi-
cantly reduced, and the cell cycle of HepG2 was blocked in G2 phase, which were consistent with the results of small interference, and all the
difference was statistically significant. The results of tumorigenesis experiment in nude mice showed that compared with the saline injection
group, the transplanted tumor volume of GSK461364 injection group was significantly reduced [(328.3 + 28.4) mm”® vs (527.7 + 26.5) mm’, P<
0.001], the positive rate of Ki—67 was significantly reduced, [(52.5 + 1.9)% vs (15.2 + 1.9)%, P<0.001], and the difference was statistically sig-
nificant. There was no significant difference in body mass (P>0.05). Conclusion The high expression of PLK1 in hepatocellular carcinoma is
negatively correlated with the overall survival rate of patients. Inhibition of PLK1 expression can significantly reduce the proliferative capacity
of hepatocellular carcinoma cells, slow down the progression of hepatocellular carcinoma, and can be a potential therapeutic target for hepato-
cellular carcinoma.
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Tt R, FARYIBR G 2 52 % 4 a5 o i i st A
955 DU o Dt & M I 96 60 45 I 40 M (hepatocellular
carcinoma , HCC) T PN B4 s LA N HAth 22 D2 A0, Horp
HCC % 75% ~85% . HTHI,FDA #tHERIIGTT HCC 1
N T RS ) B RRAR MR E R HW
ol L 1) 245 40 A Wt DA IS P Ao A v 389 2 H B 2 I 42, iR
MR B B IE I HL N O HCC BF BRI F IR AL T 21y
Ve PR, 2E K E AR . Polo AL EE 1 (Polo-like ki-
nase 1, PLK1) J& T Polo #f i K it , 2 Wil 75 iE 1,
PLK 1 75 JF- 20 B B8 0 PR S5 Ak E e vl s 2R
FEHE K A A W BRI R AR B AR
T PLKT 7 968 40 v (%) 22 38 B G5 ) JH s 0 o 1) £
HaEAe , I uk H /N33 i 71 GSK461364 X JH-4 fif
JHF 96 0 A 3500 LU 3 30 A 00 0% 40 B T 9 1 12T
LUy,

1 #Rl5RFZE

L1 #R
L1 Z0j HepG2 4l 3K [ 5 [ B 1 SR ) 4
A7 J% (American type culture collection, ATCC) , H. & 47

J&i B 1 B &2 ¥ 51 (Short Tandem Repeat, STR) %6 %€ , 1%
AU 20 AL o {7 i E 22 1R 40 (513 (The Cancer
Genome Atlas) $U4% 43 7 PLK1 7E H mRNA [ %3k,
M GE F R 20 K] 3% (the Cancer genome atlas, TCGA ) %%
P& 4 (https : //portal. gde. com) ZR75H) RN Aseq ZU i F1AH
U7 P18 s R LA L 6 468 90 A8 b 8 4H U800 (369
151)) N2 JH-9i 2825 9 55 2 U800 (160 f31)) , 23 A PLK1 7E
9 9 55 A R AR 10 B PR 338 22 5 B PLK1 &35 % JiF
I B AT IR

112 #4120 BEHLEEIR 2019 45 1 ~6 A 7E)Ildb B2
Bt RS T8 5 e AT E Sh— Bk 52 T ARG 97 9 IR 2 30
BRI G, A48 B 21 B, Lotk 9 ], 4R 23 ~ 82
% (53 1£17.0) % o AN ABRIE : B fc K AR >2
em , AR S5 A1 B BLEE SA012 0 I A i . HEBRARIE -
A 52 3 AR 245 W0 il A T s A e s sh v A
B e #7  7 HETE Th e RS (RS IS T g
Uy R ) o RPN 0.5 em® (19 1 K9 05
HAARAF TWA D o B SR A AR Iz g 1 e
Be 2 e B Be e 18 B 2 by st [/ 315 . 2019ER (A)
067 ], BT ARBIZRAT B A W B IR 8 7.

113 5 il RPMI 1640 55975 (1% 72 -
4% & Bk W (L-glutamine, L—-GIn) |\ 1% AE 75 & 3£ 1R (
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non—essential amino acids, NEAA) (1% WL (555 R -
HEX, Penicillin—Streptomycin Solution, P-S) 4 H 3¢
F [ Gibeo, 1805 5% - B & B8 Vi (reverse transcrip-
tion polymerase chain reaction, RT-PCR) fz SZHf % 15 4
A W #% )2 IV (real-time quantitative polymerase chain re-
action, qRT-PCR) 1| & W [ Takara, GSK461364 It
I Selleck, PLK1 Hi & . GAPDH Hifk (Ki-67 HT 41
F CST, ¥t AN 23 (DAB YL il IR AR E A
A I A =K,/ RNA I A 56 E
sigma, CCK8 10 & 1 1 H A< W4~ , 4 i J& 330550 6
HZEE BD, Trizol M H & [H Invitrogen,

1.2 ik
1.2.1 40 e ds 9% AP 4n e HepG2 ) H ATCC

YRR , Jf 20t 1 0 HR K &2 )7 41 (short tandem repeat,
STR) % 5E . B HEMI ] : 90% RPMI 1640 K373 [10%
AW 1% L-Gln 1% NEAA . 1% P-S, ¥ HepG2 4
BT E&A 5%CO, 1) 37°C K4t
1.2.2  ZHSUANME RNA FIHEEL WISEAY HepG2 4
i 0. 25%EDTA JBEEHE AL EE LI, 1 000 r/min £5.0>
5 min, ffi 1Y% PBS 181k 3 # )5 , iITA 1 mL Trizol/10°
A, R FEE 10 min, A 1S (RFEG , R0 iE D
JGHE 5 min 72, 12 000 r/min Z5.0> 10 min, /MO L
2 KHME A SRR A F N R IR AR A S IR
® 10 min, 12 000 r/min &.0> 10 min , 3 W, A 1
mL 75% ZBEEVEDLHE, 12 000 v/min B.0> 10 min ,3F |
W, AW P T, A 20 ~ 30 wL RNsase—free
WK, FEATIE RS T -20°C UKARAEAE . 43 S 100 mg %
K o3 A 8UE FH WA PBS [ B8 Uk, BR80T (1 1
YA, WK 4R T 5 B TR R I ARAL, FE o i
ZH/NEE A 1 mL Trizol #E 10 min, J5 2245 B[R 40
JItd RNA $25¢,
1.2.3 A m48E i 0. 25%EDTA [REHH L
HepG2 #fifffd, 1 000 r/min £5.0> 5 min, ffi ¥ PBS i
YE 3 5, IA 300 wL 4 A b 2 SRR/ 10° S S, vk
2445 30 min Ji5, 12 000 r/min B5.0> 15 min B3R, {6
H BCA LI E & AW ES A H loading T4 @i
95°C A& M 10 min J5 , B F-20°C vKFETFH
1.2.4 RT-PCR K L fit & RT-PCR & % : 5xPrime
Script RT mix 2 L. total RNA 500 ng.RNsase—free 7K &
KA 0 plo WA :37°C 15 min,85°C 55.4°C
A7
1.2.5 ¢RT-PCR 7K I:fii & qRT-PCR f£& % : Super-
Real PreMix Plus (2X) 10 pL. F/F #5147 (10uM) 0. 6
L. cDNA 200 ng.RNsase—free IKERZE 20 wlo 2
Z1F:95°C 5 min. (95°C 10 s.63°C 5 5.72°C 1 min)39

cycles 4°C 7. W 1,
#1 PLK1#0B-Actin3| ¥ 5]

F#E51% 5°-CACCAGCACGTCGTAGGATTC-3’
PLK1

TH5IY 5 -CCGTAGGTAGTATCGGGCCTC-3"

EHEGY 5°-CTCCATCCTGGCCTCGCTGT-3"
B-Actin

TS 5°-GCTGTCACCTTCACCGTTCC-3’
1.2.6 /N3 RNA (small interfering RNA, siRNA) Bt

I B BERE IR HepG2 20T AL 85 0 J5 12 7 2]
6 FLAR Y, AR RN 10° 4200, 75 40 BN BE I, B 40
M8 R F2 IV 2 h, BB 5 Y1) - D5 pLsiRNA (20
uM) +125 L JC I35 K% 37 % ; @5 pL Lipofectamine
2000+125 pl JCIMLIE R IR, i E 5 min 5B O HR
FEFNRA], HE 20 min J5 A 6 fLARHT .4 ~ 6 h T4

e IR
siRNA ¥ %1 , siPIKI-1 1F X #% 5
—-GAAGAAGAUCACCCUCCUUA-3 , & X # 5

~-UAAGGAGGGUGAUCUUCUUC-3; siPLK1-2: IF X 5
5'-UGAAGAAGAUCACCCUCCUUA-3" , & X % 5
~UAAGGAGGGUGAUCUUCUUCA-3',,

1.2.7 Western blot Ki Il £ H £k B2 BOF AR M09
1 it S R I3 10% HL Uk T i B AR L 2 TR
70 V,HLIK 30 min J5 LR 2 120 VK 1 he AR5
PR FE T 300 mA 1 h B B — 98 £ 9 I (polyvi-
nylidene fluoride, PVDF) I . ¥ IRAE % T H 5% i fig
Wik B 1 he B, 43 50K 88 5 RS bt A
PLK1 $T44(1:1 000) & et A GAPDH $Hitd&(1:1 000)
fE4°C FWFE 12 h, 25 5103 1gG Bk (1:4 000)
M T E 1 he i ECL plus S04 527, FH
Quantity One #Xf4:(Bio—Rad) 73 M EJ3lk o

1.2.8 CCK8 240 K 254 1 B il ¥k FE (half maximal
inhibitory concentration, IC50) #z il ¥f siRNA #2454
T HepG2 AL FP 2] 96 fLAR  , BRI E =4
HAL,MHE 6 h LA RIATH . &ALIA 10 pL
CCK8 ¥ 2 h J5 K 0 h.24 h .48 h.72 h .96 h W%
VAL AEAE S0 MISE 1650 B AL4EAT 5 000 20, 20
HAFE S, FRALAERD 1000 44 A .

1.2.9 FARCE PRSI KD AN a3 58 siRNA 24
YyAb F ) HepG2 4L 2] 6 fLAR D, B 2H 45 A 1
000 4N, B & 3 NE AL, 14 d JE R4, £ FH i
PBS W5 Uk, 4% 2 5 WS [0 | 45 i 55 4% 05 40 BT
T
1.2.10

B A R FF siRNA 3524 ) i b B 1Y
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HepG2 a7 2] 6 LA, 24 h J5 FH B B3k 40 i
U, WY PBS TH UEAI M = , 7E BRI A o
A 500 pL PBS % 5 pg/mL MLfL TN BE (100 pg/mL RNA-
seA 0. 2%TritonX~100, 4°CHEIEHFE 30 min, 24 h P F
AL

L2 11 SRRty a5 HepG2 4 k4 SR B
B AR, A AR R ST Sx10° 441, T SPF %
IR TSR 2 e, MR AR BUAERK 258 0.5%0. 5 cm?
B, e HEA R T R/ N EA T g 5 HE R 4o 3 4, fg 4
K B BE AL 43 e 1k o B 9N A A B R K VR B 4 K
GSK461364 71421, BR2H 3 1, 435 45 T A= BRER /K i
5T, K 50 mg/kg GSK461364 18 1 5, SN 4
K—K, [V BB 4 R — Yk i 98 /I B /0N B AR ot
.20 d JFUSCRR BT I

1.2.12 g d U ge a0 iR 30 g 4 2L
A BRER K R TR IR A 10% BIAE /R SAKEE 12 ~ 24
h G ATyl B o AW R+ 70°CREFE i 2 h,
SRR T VI MW PR 30 min, Jo/K &1
95% W5 .85% W%\ 75% £ P il 5 min il , fiff
FHAAG IR AR HE A7 & B )5, LU 2F M 10 min 2 3%
i E AL & 30 min B )5, E Ki-67 —H,4°Cid % .
BERMFE PG T DAB Yoo KRR B YL LB 2
PSRN HH R K Ab R B T3 R, T BB R R
EiahiIEs

1.3 a1 O/NFHPLALEE HepG2 4HAE SN siChrl
2H . siPLK1-1 2 . siPLKI-2 2 ; @ /N3 7 40 i 7] &b 33
HepG2 41fif1 434 DMSO 41 .GSK461364 41 ; @shiik M
SEUS oy A B AR K T A L GSK461364 T4 .

1.4 Gl R SPSS 26. 0 7 H s 2 Bl 5 4y
M, R GERME s 2R, 4L IA) 22 b AT ST REAS o
K06 , 22 201 1] W5 5 LA BT ANOVA B 205 225047 5
AFFEIES A R SRR M (P, Pr) 3R, R
Mann—Whitney U #55 ; THECFORH I E0R 2R R ¢
K, iR TCGA HdiE X H & 19 Jos A= A7 1 (disease
free survival, DFS) #£47 log-rank 555, UL P<0.05 K
LA GIEE L

2 HR

2.1 PLKI 7EfFEh 238 G IRE X 4 TCGA
(The Cancer Genome Atlas) E0E 23 PLK1 12T 2
21(369 ) K g 574141 (160 1)) mRNA 33k, 25 51
R, PLK1 76 F9 i 22 38 K7 B B & T o5 41 41
ZJA G F 5 X (P<0.05) . A AF53#Fr s, PLKI
1o e Tk A (LA PR 3 3k ) v 6r 550k 3R 3K 40 IR 1Y
DFS B % T PLK1 R £ ik # (P<0.05) . Kk —

IUE , FEETR BE 30 {5l 4 At JH-a 225 1% Jieb 98 4 2 R0
U LT PLK1 mRNA 263k, 455 B, PLK1 7E &
HA LIRS TR 2R BRI EX(P
<0.001), g2 K 1.

2 — Low PLK1 TPM
— High PLK1 TPM

Logrank p=0.0019

HR(high)=1.6

«Q

< 7 p(HR)=0.0019
v n(high)=182
bt n(low)=182
LR
H
[ (L :
o O T T A
i

N

o

p=-

o

0 20 40 80 80 100 120
kaiRsE (R)

B PLK1 55 40 M e £ B ) R A7 o0

ST
%2 PLK17E TCGA #¥E E K I RFE 2K BT & B9 mRNA &Ki&
=%
2 5 FEAC TCGA B % [N =N
iR 369/30 2.3(1.3,3.3) 2.4x1.0
S 5 2 21 160/30 0.8(0.7,1.4) 1.3+0. 8
7/ 2.456 4. 685
Pl 0.007 <0. 001

2.2 34H siRNA R {K HepG2 4 i a5 15 00 b i
siRNA @K HepG2 40 v PLK1 (315, 45 /R
XF siRNA X} PLK1 9 A1 280% 400 2 (71. 34, 8)%
(65.3+5.3)% [ 5 %F B 20 AH Hb , A0 X5 K B2 A 53 51k
(0.220.2) It (1.0£0.2) , ,=14. 752, P<0.001; (0. 4+
0.2)H (1. 0+0.2),,=9. 771,P<0. 001 ] (& 2A) , 5 siC-
wrl AAH L, siPLK1-1.siPLK1-2 2 /P 40 i HpG2 1471
fiE 7 W] B AR [ CCK8 B2 Hr 96 h 1) 4H A AH X i J1 4
[ (4.420.2) [t (9. 8+0.2) , ,=33. 068, P<0. 001; (4. 8+
0.2) [ (9. 8+0.2) ,1,=30. 619, P<0. 001 ], “F-#z w52
B L 2 A ST A [ (20, 8+4.3) [
(201.5+8.9) , 1,=31. 664, P<0.001; (28.6+5.0) It
(201. 5+8.9),4,=29. 336, P<0. 001 | (] 2B) i #5256 4%
RN, 5 siCul A H , siPLK1 4119 HpG2 41 i J& 31
BH % 76 G2 M [ 4 e G2 3 bk 5] Fy (37.2+1.7)% L
(13.6£1.2)% , t,=19. 644, P<0.001; (36.5+1.9)% [t
(13.6£1.21)% , 1,=17.001, P<0.001] ( & 2C) .
L 3,

2.3 DMSO 45 GSK461364 41 JIT- 45 20 fits 184 i 55 I 1L
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Ctrl  siPLK-1 siPLK1-2
PLK] GHEED =« w— DMSO‘

GAPDH GHEED GEED e

B cl SiPLK1-1 SIPLK1-2 9

' ’ o | o ;Ey

C e SIPL1-1 SIPLK1-2 T AL FLRETE L B0 A6 GSK461364 X HepG2 411

T A WBSZIAGI siRNA R PLK1S0% 5 B. 5aks
TE RS 4G I B AIG PLK 1 X HepG2 442 V5T AL 1 1Y
S 5 C. G B A AR PLK 1 X HepG2 4H il Jis 1]
52
2 siRNA A% PLK 1 300 ) FF-98 40 ffa 130 5

F3  EURPLK1 XS AT 40 i a9 3G S8 H0 I 4E A L 3

g ” - - b 21 i S 391
2157 LA CCK89H: S oI (%)
siCurl 20 3 9.8+0.2  201.58.9 13.6x1.2
siPLK1-1 3 4.4+40.2 20. 8+4.3 37.2+1.7
siPLK1-2 3 4.8+0. 1 28.6+5.0 36.5+2.0
Fii 84. 847 124. 658 72.873
PAE <0.001 <0.001 <0.001

B B PLKL RSN T30 ) GSK461364
Qb HepG2 40, Il %€ 1C50=24. 960 nM, i i 25 nM
B, 43 AT CCKS - b B B 4 it J) A 52 565, 285
R, 5 DMSO ZHAH I , GSK461364 2H 4 fa A X5 /15
AR (P<<0.001) . 4 A 5 BB /b, 22 R A 40
T3 L (P<0.001) (& 3A), 40 BB A 7E G2 1,
55 siRNA Kb FRJS SE0 25 R — 80, 2 R A gt 2= X (P
<0.001) (& 3B), GSK461364 1] A7 R4 30 95 40 it 2
HepG2 345 , 2R A gtit 7 L. W3k 4.

2.4 AEEER KIS ALY GSK461364 1 ST 41 1 il
HepG2 #% A I8 38 B8 1% 00 L3¢ (8 FH HepG2 201 Jf A4 2
BREHE T I RS R AT PN 25 25 A 3L, 45 51 Sl /R A X
T L K T 54, GSK461364 13 5 4H 1Y FF 98 2k K
J B 0818 (P<0. 001) ; Ki—67 Y0 BH 1 R B 3 B A% (P
<0.001), ULIE 4.5 5,

3 itig

HCC B 512 Wiy © A T e B B, JE T %
B SRR A AL T RAYEE —AF ™ A Y

SEVETE BCHE 1 B2 5 B. AN B 24 A I GSK 461364 X
HepG2 4 g 5 HH 1 52
B3 PLK1/NFFH0i5 GSK461364 1 98 40 it
HE

F 4 GSKd461364 # I BT 2= 40 f L 5E A8 S11E R

MR TERE A E A
21 51 fLEL  CCK8 5L
T osm G2ii(%)
DSMO 41 3 10.4+0.2  150.2+8.3  14.0+1.2
GSK46136441 3 5.6£0.2  30.0£3.7 35.2+1.5
& 29.394 22.910 19.115
P& <0.001 <0.001 <0. 001
A
£EHKES @ @ @
GSK461364;iE 5t . & [ ]

AL /N R R AR K B O s B. 41
Tl e RGN P AL R AL PRSI ki—67 Fak 5 . ik
55502001
4 PLK1/N31M5] GSK461364 16 i A Py 1
S0 9 2 e

R5 GSK461364 FEZNHIE R IMEI IR E R EENER

- R 5520 Kb Ki-67 JL {1,
ik A (mm?*) PR 22 (%)
AR AL 3 527.7+26. 5 52.5+1.9
GSK461364 2 3 328.3+28. 4 15.2+1.9
i 8.891 24.043
PIH <0. 001 <0. 001

N 3 B A7 22 B o 0 R TR s B ) A0 S T s
Tl AT 22 4y % 3 A D Bl i 532 00 o JFL e e E 2 0
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HT210 B WEmR AL, AN TP PLK1 (9 BCRE & 1 . Y4
polo—box %% 435k 55 /A [7] 1) B 122 K AH B A FH T S 46 21 4
SE 1 200 A, B, LR 235 A Sl bl R 5, LKL B 0%
W R Ak AN ] 4 2 11 5 sl ) — 2 P A AN [l o7 a5, 8
WRE ANEA 22575 5 DNA #5024 %3 2 . PLKI
FE 22 PSR I g A it v S ikt g L PLKT /K
- Tt i 5 R AR R BRI R TS B VI G . 200
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HCC 1 g & A= e VR s A A7 40 B s, PLK Y5
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