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Effects of cucurbitacin B on the proliferation, migration, invasion and radiosen-
sitivity of bladder cancer cells via HERG1 regulation

DONG Jian-she',
JIA Zhan-kui’

(1. Department of Urology Surgery, Henan Provincial Hospital of Traditional Chinese Medicine, Zhengzhou 450000, China; 2. Department of Urology
Surgery, The First Hospital Affiliated to Zhengzhou University, Zhengzhou 450000, China)

LI Hao', ZHAO Jun-feng',  CHEN Rui-ting',  ZHANG Lin-chao',

ABSTRACT . AIM To investigate the effects of cucurbitacin B ( Cu B) on proliferation, migration, invasion and
radiosensitivity of bladder cancer cells (BCCs) and its potential mechanism. METHODS Having been treated
with Cu B (0.1, 1, 10 wmol/L) for 48 h, T24 cells were transfected with si-NC, or si-HERG1, or pcDNA, or
pcDNA-HERG] respectively. In addition, the pcDNA and pcDNA-HERG1 groups underwent 48 h 10 g¢/mlL Cu B
treatment. Determinations of cell proliferation by MMT method, cell migration and invasion changes by Transwell,
cell radiosensitivity by cell clone formation experiment, and BCCs HERG1mRNA expression by RT-PCR were per-
formed. RESULTS Cu B concentration-dependently inhibited T24 cells proliferation, migration and invasion,
and the expressions of HERG1 mRNA and protein ( P<0.05). Tt enhanced the radiosensitivity of T24 cells as well.
HERG]1 expresion inhibition induced inhibition of proliferation, migration and invasion of T24 cells and
enhancement in their radiosensitivity ( P<0.05). HERG1 overexpression reversed Cu B’ s effect in inhibiting the
proliferation, migration and invasion of T24 cells and improving radiosensitization. CONCLUSION Cu B can
inhibit the proliferation, migration and invasion of BCCs and enhance their radiosensitivity, and the mechanism may
be related to its effect on HERG1 gene regulation.
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1.1 @mfe JEbem4nie 124 W b ERE R i
il

1.2 ZHo5&A #HFE B (5 A0649, DUl
B2 Bk tE A R FD) s B4 mig (ks
871301) , DMEM }; 3% (4t 8112066) 0 A
% [H Gibco 22 Wl; RNA 2 Bk 7 & (it 5
15596026, FE[H Invitrogen 23 A ) 3 2 il &
(#1t5 RRO37 A, HA Takara 28 7]); AceQ qPCR
SYBR® Green Mix (%55 Q121-02, 7 alirMEREA:
YR A BRZY) 3 Lipofectamine™ 2000 %% Y45 &
(#t 5 11668-019, 3£ [® Invitrogen 2 ) ); MTT
(#L%5 9710, 3£ Sigma 2~ H]) ;5 & 3B &
(#t5 BC3640, bt RFEERFE AR A A );
BCA i & (L5 0226160511, i~ K4k
YE KA R A 7)) ; Transwell /N ZE | Matrigel %
(1t5 353096, [ BD 2AH]); %&bt A Cyclin D1
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ETIREN (525 santa sc-753, M3l A Pyl LA FR
2 FED) s B AN MMP-2 Bt AR (% 5 santa
sc-10736, J il AE Dl A BR A F] ) 5 BT
p21 Hifk (%55 22780002, it MR HA
FRAHED) ; Pt N MMP-9 Hiiik (155 PAB09S2,
i EAAEYEHABRA R 5 RPiA HERGL 41
K (525 sc-1596, ZE[H Santa Cruz 2 A ) ; AT
A GAPDH ¥iik (175 XFC1665, {544
BHEA A E) 5 W FEB R LG-HUAR i A L P i
(HRP, %25 GB23303, ZE4k /R A8 KA R
NCIDIN

1.3 A ®  PCR ¥ WL (A5 5331, %[
Eppendorf/A ] ) ; BEbR{L (%4*5 MODEL680, 3% [
Bio-Rad /~ W] ); {8 & & 4 8 (& % CKX3l1-
A11PHP, HZ Olympus /A #]); Co60 5 Y7 R 5 %
B (RS FC-50, ThEEShIEERE) .

2 Fik

2.1 fmia¥Eic  T24 NS 3E T DMEM 1595 3t
HA 8 10% FBS, 7E37 °C, 5% CO, fHIRAH M
IR, B2 ~ 3 RN 1K,

2.2 HAFEBEMARFE FREL20 mg #iSEK B,
JA DMSO ¥ 4 mL, BCALSTEEE N S mg/mL,
PP AIE, IR IESR, -20 CHLIRAE, fiff
JH s T 8 e e L 0

2.3 mpedEdg HUEBLEESRN T24 41HT 6 FLAR
AR A 2 80% Y AR KORAS Y, T I v B
FREKE IR 12 h, LI DAL ML, # si-NC, si-
HERG1 ., pcDNA F1 pcDNA-HERG1 J& #5743 1) 4% Y
ZE T24 40 R, 43k si-NC 4. si-HERG1 41,
pcDNA 41, pcDNA-HERGI 41, % I @ it
Lipofectamine ™ 2000 17 &, #5845 19 25 BR ik
¥, 2 peDNA | peDNA-HERG1 ¥4t J5, 4351
FIA 10 pmol/mL #iP5 % B 1555 48 h, HI#j ZE B+
pecDNA 4 | #/% 2 B+pcDNA-HERG1 41,

2.4 MTT H=nlEmpsgsn SHEHE YLK
WG T, BN B A 4 1 T24 41 i #2270 T 96 £L
M (1x10*/4L) 153, DMEM 532 W55 9% 24 h,
JMAHHRZ B (0.1, 1, 10 wmol/L) 3% 48 h;
FEAE X BE 25 20 A 100 nmol/L A2 B AL FH T24 41
Jii 48 h, FFALINA 20 pL MTT (5 g/L) 7],
H 4 h, MA 150 pL DMSO, 2R, TEHbR
G 5E &L 450 nm B AL OD, BB 3 D EAL
WA, K % 2 At B o ) R 5 ok 0, HEAR 4%
AR =[ 1= (OD. g/ OD gypes) 1 x100%

2.5 RT-PCR ## HERG1 mRNA &% &M Trizol
VLB E T24 405 RNA, 5% ik ) &30 5%
A ¢cDNA, AceQ qPCR SYBR® Green Mix 7] &
JHT RT-PCR ¥ 34, MW BJFH 95 C, 30 s,
60 °C, 30 s; 72 °C. 30s, 40 MEH; 60 CIE
K5 min, R 2742838 HERG1 mRNA A 3
iA &, HERGI IE [7] 5'-GTCGACGGACTCGCTTTCT-
CAGGT-3', JX Ii] 5'-GCGGCCGCACTGCCCGGGT-
3'; B-actin 1E 17 5'-CTCCATCCTGGCCTCGCTGT-3',
R 5'-GCTGTCACCTTCACCGTTCC-3'

2.6 Western blot #m|3g 78 T #H1F £ AL E G £
® PRI A T24 AR AR T, BCA 2K 1 il 7
GEmlE, FEH LS 60 ng, SDS-PAGE 7
B R AL 2 PVDF B, 78 5% Wi 415
HMA WP E M 1.5 h, it A—#T (Cyclin D1,
MMP-2, p21. MMP-9, HERGI., GAPDH), T
4 CHMTIME LR, A LLFED R IgG-HRP
TP, fEEEAFIME 2L, BERRY, €%,
K Quantity One 3K 1420 AT 4b B AR 257 19 WOt
JE, BEPRILKERR N BN S GAPDH 4%
GHIDIEA [

2.7 Transwell % 2ap it 4 . 4242 MG
FRELE B A T24 4, A 2x 10/ mL 41 i
W, TR E LI, Transwell /N % 32 41 Jig
B 200 pL, s A S0 R R 2 600 uL,
37 CWFHE 24 h, ZJa HITCHRR2E LBk B2 T24 40
i, PBS A VE, MOIRTE 4% Z R HEES 0. 1%
S5 S P E 30 min, B4(5 10 min, RAEEREHLH
AR5 APEFHEATHARE, THEAE A SR b e 4 i
BHB TR AR, (=22 E LI LA 1 5 Tl
A RPMI 1640 3% 5% W& #i B Matrigel J5, R H
Transwell F%, T 5 R LR 40T L5019 25
DRHEAT IR 8L, iR 2B 40 EL .

2.8 AR IETY R S B T da B A AT AR L
HAMMIT LT 0, 2, 4, 6, 8 Gy Co60 FEIT %
B, IR E RN AL 0.3%10° . 1x10°
1x10°, 3x10°, 3x10° P 4HAEFERN T 60 mm B5FE L
o WEE 10~ 14 d, AU FH Y BEAN S B 5% 4T [
FE 15 min, Y48 30 min, GG BB IC 5%
ZT 50 MR . LA (planting effi-
ciency, PE) = (FLREE/IEF A MED) x100% ,
TG EL (survial fraction, SF) = HREHIEH A4
W R MR R BG4 PE) . R
2 OB R B & M TR I £,
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SF=1- (1-e-D/D,) N, D ,=D,XInN, Hrp D AR
FHE (Gy), D, HFHEILH =, D, Ay T 15 5
i (UERAARITEREE ), N AR, 8O 1
H. (sensitization enhancement ratio, SER) = B4}
ST Do/ 2GRS BT D,
2.9 %itF 5% RH GraghPad Prism5 $U4 4 g
fEG gk . SR HH SPSS 20. 00 kAT 404, 1
BORHLL (w2s) Ron, ZULAHCECR IR R T5 2
Ht, PhP<0.05 F2ESAGIFE L
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il T24 RIS A, AERE . 1R, Rk AR A
(P<0.05), WK 1, % 1, Western blot 453 B/~
(B2, %£2), 5xtlEAe, #HMEB (0.1, 1,
10 pmol/L) A2 WM il T24 40 Cyclin DI,
MMP-2, MMP-9 & [ 3& ik, {2 i p21 EH KA
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Fig.1 Effects of Cu B on T24 cells migration and invasion

R1 FHAEEB X T24 FAMIEHEINTRELZE

Y0 (xxs, n=12)

Tab.1 Effects of Cu B on T24 cells proliferation, migration and invasion (x+s, n=12)
20 51 BN 2% TR 4 A 1R 22U R A~
X HRZH 0 112.49+11. 37 98.76+9. 43
LA 45.32+4.31" 48.49+5.13* 39.64+3.42*
HPTE BO. 1 pmol/L £ 6.47+0.82" 80.33+8.42* 76.58+7.11*
HiriZE B 1 pmol/L 41 21.49+2.18** 68.54+7.37** 61.75+6.27**
HiFHE B 10 wmol/L £ 41.69+4. 11 **4 52.41£5.36"*4 43,7244, 58 **4

T SXHIRA AR, * P<0.05; 5% B 0. 1 pmol/L 4 LA, *P<0. 05; 5#Hi & B 1 pmol/L 4 ELEL, 4 P<0. 05,

Hri#EB
XEE HEMA 0.1 umol/L 1 pmol/L 10 umol/L

Cyclin D1 WD e S S —

P2 — . — — —

MMP-2

MMP-O (I S . . —

aron M S S S

B2 Western blot #lIigE5E, IHEFEEHXEAFKIE
Fig. 2 Expression of proliferation, migration and invasion-

associated proteins determined by Western blot

3.2 HPEE BT T24 SR e A
METEREIE L0 s, Gl s SRR AT RS
1452

(3R 3), 7E I DR 40 M bkt BB AL #E B
(0.1, 1, 10 pmol/L) £ D, fH 4> J& 2.855,

1.939, 1.619, 1.288, 0.1, 1, 10 pmol/L %
B it 9 ¥4 B b (SER) 43l & 1.472, 1.764,
2.216, MIfAERIA ML (K 3) WBor, 7ElF—
FlEBRGTT, #K B B BT AL R 0 /D
FAL IR AL, AN mfEis &R T8, A
BEE HR SR B ANE A R B BRI A, L RS
MR LR, Al 0L, #P R B X T24 4l
BA SRR,
3.3 W FE B AMEMEMIE T HERGI & & %
W WE A, F4FR, SRS, HAEB
21 HERG1 mRNA S8R 3R IN AR, H 2 Wk BEAK 6
P (P<0.05), #/ %& B 1l B bt g 40 i
HERG1 ik
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F2 HAEBX T4 AMEEE, IBREZERXEGRIENEM (x5, n=12)

Tab. 2 Effects of Cu B on the expression of T24 cells proliferation, migration and invasion-associated proteins(x+s,n=12)

2053 Cyclin D1 p21 MMP-2 MMP-9
oyt 0.75+0. 07 0.25+0. 03 0. 66+0. 06 0. 71x0. 07
SR mEH 0.310.03 " 0. 69+0. 06 * 0.21+0.02" 0.24+0.03 "
HFE BO. 1 pmol/L £ 0. 62+0. 06 * 0.39+0. 04 0.51£0.05" 0.58+0. 05 *
#HPZE B 1 umol/L 4 0.53+0.05** 0.51+0.06** 0.37+0.04 " * 0.41+0.03**
#HiF & B 10 wmol/L 40 0.34+0.03 “*4 0. 66+0. 06 **4 0.22+0.03 *#4 0.27+0.02 **4

SRR, * P<0. 05; 5 & B 0. 1 pmol/L £ H 4, *P<0. 05; 5#Hi % B 1 pmol/L 41 4, 4 P<0. 05,
#x3 BESHERSHY

Tab.3 Click on multi-target model parameters

23 Dy/Gy D,/Gy N SF, k SER
X} HE 21 2.855 1. 659 1.788 0.707 0.350 -
HFZE B 0.1 pmol/L 4 1.939 0. 875 1.570 0. 499 0.516 1.472
#HiFZE B 1 pmol/L 4 1.619 0. 426 1.301 0. 360 0.618 1. 764
#HiMZE B 10 wmol/L 21 1.288 0. 361 1.323 0.270 0.776 2.216
! 3.4 4 HERG1 & ik xF T24 #m 63 74 Fe 3T #5642
Zu%m 5 si-NC 4l H#, si-HERG1 41 T24 4
ﬁo" M R B o, i B =R 2 A B D,
% = wHRA HERGI1 . Cyclin DI, MMP-2, MMP-9 & 4 % ik [%
0.01 e . .
b ik, p21l A FET R (P<0.05), WHE S~
& BHEB 10 umol/LA 6. £5~6
R
IR AR/ Gy £
e SXBALE, " P<0.05; 5HiMZE B 0.1 pmol/L 41t '1'
B:,*P<0.05; H#HIME B 1 pmol/L ALILEL, 4 P<0.05, O Sl
M3 REHRRAIE T24 BT B k{;s .
Fig.3 Survival curve for T24 cells exposed to :”6 :
different doses of irradiation Y ysg
Tk \is :
AHEH  0.1pmol/L  1pmol/L 10 pmol/L B ; > < g
HERG! WD W S — ﬁ‘.
[t st

arvil (. - 5 #% HERG1 Rk T24 BHEBEZH M
Fig. 5 Effects of inhibited HERG1 expression on T24 cells

4 Western blot #:il]l HERG1 & B %KX L L
migration and invasion

Fig.4 Determination of HERG1 protein expression by

Western blot £S5 HH HERG1 Rikxf T24 AREEMIBEENE
i (x+s, n=6)
=) Q 4 1% B B X
R4 BHEBX 124 BHH HERGL RIXH I (xes, Tab.5 Effects of inhibited HERG1 expression on T24 cells
n=12)

proliferation and migration (x+s, n=6)

Tab.4 Effects of Cu B on T24 cells HERG1 expression

B 215 /% ERAMME A REMBE A
(xxs, n=12) si-NC 5. 14+0. 56 102. 97+9. 54 91.47+9. 32
45 HERG1 HERG1 si-HERG1 38.49+3.57" 56.89+5.37°  47.25+4.38"
X B2 1. 02x0. 09 0. 82+0. 08 VE .5 si-NC 4LLL#E , * P<0. 05,
=1 mo. 4 + * + * . s L X
S S S 3.5 47 HERG1 A& 3F T24 49 3 444 Ak bk 49
EN mol Z . 59+0. . 42+0. , S o — _ N
BiME B 10 pmol/L4L 0.3320.03°*A  0.2850.03°*4 Bl ANSLREID ST, i e A A
VL SAPIRALIE, © P<0.05; SEE B 0.1 pmol/L Altke, oA otpr (R T), AE T24 AN si-NC 410 si-
#P<0.05; 5HIE B 1 pmol/L 414, A P<0. 05, HERG1 41 ) D, fH 4> %l /& 2.669, 1.456,
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si-NC  si-HERGI si-HERG1 4 (3448t (SER) 2 1. 833, 41fE

HERGL M — RfEE LA Mk (K 7) B, 18R — R

Cyclin D! M — T, si-HERG1 BXA B8 S 21 0 47 15 R 01 Jg /N T mpafi

HEYT si-NC 41, iy fAia sl e ™%, HkE

P2 e HESFRI G, e TR MR R ELR, 1

il HERG1 R0 JBE 1Dt Ji 40 M H AT 8 S S A
MMP2 S —

Mo S —

6 Western blot #:1] HERG1 Fii&E . TR ERELE

-&-si-NC
SE3v -e-si-HERG1
0001 L L L J
Fig. 6 Expression of HERG1 and proliferation, migration 0 2 4 6 8

W /Gy
. 5 si-NC 4 H#, * P<0.05,
E7 FAREFEREE T24 HAEMNTFE L
%6 & HERG1 RiE3F T24 (AL sE, TRELEMEX Fig.7 Survival curve for T24 cells exposed to different
FEARZEHEM (xxs, n=6) doses of irradiation
Tab. 6 Effects of inhibited HERG1 expression on

expression of T24 cells proliferation, migration

and invasion-associated proteins determined by
Western blot

3.6 HERGI &k #4 T3 5 & B AF T24 fmpesg
7, T AZE AR B GER S5 R B+
419 HERGI  Cyclin DI p2l MMP2  MMP-9 peDNA 41, #1735 B+peDNA-HERG1 41 J5 1t #f 4
$-NC 0.7950.07 0.7220.07 0.2320.03 0.6820.06 0.7320.07 Mo R EEAL, T8, REE =TS, HERGL,
S-HERGL  0.3120.03 0,360, 04* 0. 590,05 * 0.32+0.03 * 0.360. 04 * Cyclin D1, MMP-2, MMP-9 % 35 T1 85, p21 &
1 5 si-NC ZHILEL, " P<0. 05, FIRILEE (P<0.05), WLIKI8~9. #8~9,
F7 BT ZHERRSEH

Tab.7 Click on multi-target model parameters

and invasion-related proteins (x+s, n=6)

215 D, , Gy D /Gy N SF, k SER
si-NC 2. 669 1. 635 1.845 0. 693 0.375 -
si-HERG1 1. 456 0. 463 1.374 0. 330 0. 687 1.833

A EB
xﬂl@ iﬂ HNEBH  HIPTEB+pcDNA  pcDNA+HERGI
. ; T e W R
0 Mty 1

"'f‘ YAy s

-o- HPi B4
—+ #5ZB+pcDNA
-2 #75 EB+pcDNA+HERG]

2 4 6 é
WA’/ Gy

AT ' B 729 4

. XTI, * P<0.05; S E B+peDNA 414, #P<0. 05,
E 8 HERG1 ZREFEHETHEE B X T24 AEBEEMNMHHRENER

Fig. 8 HERGI1 overexpression reverses the effect of Cu B on T24 cells migration, invasion and radiosensitivity

M e BT A C R fe , e PR AL A HERG1 40 D, {84 52 2. 690, 1.409, 1.260,
EAN (F10), EEMEMBRPXTIRA . #H 2.072, #HE B4, #/E B+pcDNA-HERGI 41
E B, #HiE B+pcDNA 4L FI#i ™ & B+pcDNA- A Y L (SER) 43502 1,909, 0.608, 4
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%8 HERGI TRiZFHETHAE B X T24 MLE, TREZWIEAR (x5, n=12)

Tab.8 HERG] overexpression reverses the effect of Cu B on T24 cells proliferation, migration and invasion (x+s,n=12)

21 31 2R/ % IER Al AL A {22 R A
oyt 0 108. 46+10. 32 92.43+8. 39
HirEBA 41.59+4.21" 51.69+5. 36" 41.37+4.52"
#i72% B+pcDNA 43.67+4.05 47.98+5. 17 38.69+4. 11
#i1 % B+pcDNA-HERGI 15.98+1. 64* 82. 64+7.22* 71.35+7. 24*

1 X HEALILEL, * P<0. 05; 5 #i7 K B+pcDNA 411642, %P<0. 05,

o %%@ MRS e (K 8B) on, 7[R — & R
o SIF ., BIFR B A R AL 1T 0 T
8 SRR LR, AR IR RS i
% B+pcDNA-HERG! MG MG R R T &R
B+pcDNA BR5I2H . HERG i 63k %% T # % B
X R A AR A L RS R 22 A I B

i
5 ¥
HERG] R e s

Crelin D] S o— o— —_——

2 o T W — FIFER .
4 itig

MMP-2 S — e — T P T 2 TR W A S e R M R > — R
J5 5 S ARG FE AR, T Y R A A T R
F02 O F 2 B R PR R IR R LS
HLAG G0 ORE S VAR T % B
sestrin-3 A 11§ Fifi I 201 o 1% 5 , ﬁ%%éﬂ]ﬂ@ﬁt““ o
B E B AR A B EC109 20 Y3 5
R, SHTLEIEA 6 IR e S AT, 51
G2/M 2R BELY , LI 2459 v B 18 e S AR vk
s B R RO, # R B RS

MMP-9 S a— o —

&9 Western blot #ill HERG1 FniZ3E, T EZEHE
XEBMRIE

Fig. 9 Expression of HERG1 and proliferation,

migration and invasion-associated proteins

determined by Western blot
£ 9 HERGI EREHH THAE B T24 HMigE, IREFEMAXEARIENIER (¥25, n=12)

Tab.9 HERGI1 overexpression reverses the effect of Cu B on expression of T24 cells proliferation, migration and invasion-

related proteins (x+s, n=12)

25 5] HERG1 Cyclin D1 p21 MMP-2 MMP-9
pagikacl 0. 83+0. 08 0. 74+0. 07 0.230. 02 0. 67+0. 06 0.730. 07
HMEBA 0.27+0.03 " 0.33+0.03 " 0. 63+0. 06 * 0.24+0.03 " 0.28+0.03
#i % B+pcDNA 0.25+0. 02 0.30+0. 03 0. 65+0. 05 0.21+0. 03 0.25+0. 03
#)% % B+pcDNA-HERG1 0.710.07* 0. 62+0. 06" 0.39+0. 04* 0. 52+0. 05" 0. 58+0. 05"
I SRR AR, * P<0. 05; 5#i & B+pcDNA 4 4, ¥ P<0. 05,
R0 BREHFSHERSY
Tab. 10 Click multi-target model parameters
2 D,/ Gy D,/ Gy N SF, k SER
X B2 2. 690 1.704 1.884 0.703 0.372 -
HriE B4 1. 409 0. 466 1.392 0. 320 0.710 1.909
#iM % B+pcDNA 1. 260 0. 456 1. 436 0. 280 0.794 -
#if & B+pcDNA-HERG1 2.072 1. 361 1.929 0. 603 0. 483 0. 608

NG L9555 K2 B 5 25 40 L A2780/ Taxol fi 7110
ARSI B30 15 AN [R) ok BE W 7 25 B Ah B M i 40
R = = B AT DR A G A . R RZEN
M, 5N, KREEMAEWRE S S E B ik
PR e A0, 20 MG 5E R 2 T, A

TR 225 B FEK, H Cyclin D1, MMP-2
I MMP-9 35 W3 FEAK, p21 RXBETHE, UL
BH S AZ IR 2 25 B 59 R 01 il 5 P 9 40 L 19 346 B
TRAEZE, H#MZ B X MR 0 /e i 2
WML, M AT 45 e R, BEE TR 55
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SR AR B YR, A0 A T R
TSR T UGB R B R JB b g 40 L
ARG REAE T, BA5R T B de T24 4 %) AR
JEAE

AW I HERGL 76 KW h s 223k, nlfE
RHAB W RGBS bR R Y AR R T
HERG1 7 11 Ji 5 bk 41 i g A1 2L AR g 19 b o 3R 3k
S S AR U HERGT 7845 9 v 3 3k,
A AT LA A 5, 5 R ] RIS 25 M 9
200 T 25 0 BE 0 AR B g K B, 4
HERG1 ik, 2 M3 78 306 5 1 25 7 e, A it
Bz 250 & B % %K, H Cyclin DI, MMP-2,
MMP-9 3k AL, p21 kB ETE, UM
il HERG1 &3k 4 il % e 982 4 B i 35 5 . - A8 A
1278, ARSLEGIE & BN G HERG1 33k AT 38458 Jb% bt
S A0 M B TR U . HERG S5# 2 % B (UM H 5
MR AR W AH G IE , ARSI BRE#H P E B
Ab B e B R 40 M9 b HERGL Ik %635, 1 £k
HERG1 W% 7 #i £ B X EE B T24 40 38 5 |
R AR 22 M R T U E . $R# % B
Al REE L PR HERG 1 [ 2 305 52 M) J5 e 982 200 it %) 344
B, iR 1R ZERUR R

gE AT, WA ER B Wb T24 4
MIXGFE | B FURZERIMER, 3 W] 4t v 40 B e ey
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