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10mg/LEXFH mm A @ MAGWARR,EKMDRI XBE K Pep Ea kA WA WA MMENRE, BEM G a0 Q1246 %
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Inhibitory effect of baicalin on fluorouracil resistant HCC cell line BEL-7402/5-Fu and its possible mechanism
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[ABSTRACT] Objective: To investigate the inhibitory effect of baicalin on the fluorouracil (Fu) resistant hepatocarcinoma cell
(HCC) BEL-7402/5-Fu and its possible mechanism. Methods: Hepatocarcinoma cell line BEL-7402 and Fu-resistant hepatocarci-
noma cell line BEL-7402/5-Fu were cultured in vitro. The inhibitory effect of baicalin on the BEL-7402/5-Fu cells was assessed
by MTT assay; the intracellular rhodamine fluorescence intensity was observed by flow cytometry; the expression of MDR1
gene was detected by RT-PCR; and the expression of protein P-glycoprotein (P-gp) was analyzed by Western blotting assay.
Adhesion assay was conducted using Matrigel model. Expression of beta 1-integrin and E-CD protein was detected by immuno-
fluorescence technique. Results;Baicalin inhibited the proliferation of both BEL-7402 and BEL-7402/5-Fu cells, with IC;s, of ba-
icalin being 34. 2 mg/L and 36. 6 mg/L, respectively. Baicalin (5 mg/L and 10 mg/L.) partially reversed the resistance of BEL-
7402/5-Fu to Fu, with the reversal folds being 28. 6 and 46. 7, respectively. Baicalin (5 mg/L and 10 mg/L) increased the sen-
sitivity of BEL-7402 cells to Fu, with the sensitivity-enhancing folds being 1. 4 and 2. 1. respectively. Baicalin also increased the
concentration of rhodamine and expression of integrin g1, inhibited the expression of MDR1 gene and P-gp, E-CD protein, and
reduced the adhesion capacity, with the effect of 10 mg/L baicalin significantly effective than that of 5 mg/L. baicalin (all P<Z0. 05).
Conclusion ; Baicalin can inhibit the proliferation of BEL-7402/5-Fu in vitro , and partially reverse the resistance to Fu, which is attribut-
able to the increased accumulation of intracellular drug concentration, inhibited expression of MDR]1 gene.
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20 e 5 AR S bR A RO T, ELAT S e R A
FH 2 H TR BT A B, FRATE AT AT
R B A AN R % 3 988 BEL-7402 . SMMC-
7721 AHHE 1R 28 5 AL FL AR F AT AR S 0 ) 4
i 3 5 I A A 6 R MIMIP-2 B I B2 8 3 B 3 (-
CD) & b5, fit #F 4 21 5L T & )@ & A g 3 ) -2
(TIMP-2) .B1-# 4 % (beta 1-integrin) Kk %,
ARBFIEAE bR I (1 B Rl b E— A W AR S
PRSI XF FUIR W BE (Fu) T 245 1T 9 20 B Ak BEL-7402/5-
Fu 158 K 66 B 0 5%, 4000 L mT BB AR FEBLAI

1 MBFTE

L1 E£ZRXAAME A A M 8UR bk BEL-
7402 AR E B AE, N A1 Fu i 25 #F BEL-
7402/5-Fu B HRRIBE R} K4 25 W) 000 58 B WG, B %
T FR PO A Ak A B 2 B R L, 4l B =>95% 5 Fu
Sk b AR U 25 A BR A R e, B PRI 123 SR
Sigma 23 7l 77 &, P-gp (P-glycoprotein) ¥4 °4 Lab-
Vision 24 & 7= it s TRIzol 5 & W A b 5T 38 ik %
H ARG B2 7 5§t % 45 %5 Ml 2 (E-cadherin, E-
CD) 3470 .41 Bl- 2 & R BT Santa Cruz 24 ¥
77, RT-PCR ¥ 18 & 48 4 35 H Promega 24 1) ™
B ; Matrigel 3£ 5t 5 25 [ Becton Dickinson 24 & 7=
il s Alpha #E 8 50 EZ 53 AT AL (Alpha 1S-1200) A
%[E Alpha 2 7 7 ; BioTek-EIx800 [iff 5 AX Hy 28
[ BioTek 2 @7~ &,

1.2 MEmietkezi  ANMEAEAE BEL-7402
iR T RPMI 1640 5538, W& 10 %6 /M4 1iL7E (100
U/ml H8 % 100 pg/ml 8 H , & 37°C .CO. &M
SYECR 5 Yo e I 2 PR A N B SR AR AR N R
4 BEL-7402/5-Ful b iR 5 35 4 1R 4h 38 7 76 55
FEW A 10 pg/ml Fu. LLZERF 400 0 i 2544, 5
AT MR 2 R 5 1 A,

1.3 MTT &0 & I 9% 28 B st Fu B3k %5 35 64 #U8
P SIS AR T 25 40 Bk BEL-7402/5-Fu 400 & T
TG Fu M BE RS i 5 1 3. BOW 804 4 109 1 fsk 4
i BEL-7402 Fiiit 25 40 ffl BEL-7402/5-Fu. 4 il % J&
2X10"/L,LL 0. 25 % By 0. 02 EDTA THALE
TE R A0 M B R T 96 FLAR N . DAAT HL R B A T
2 H R B 43 500 A TR e B B Fu (1. 25,5, 10,
20,40 mg/L) oA [R] ¥ B 19 8 4541 (1. 25, 5.10,20.,
40,80 mg/L)., Z4WIEM 48 h 5. JmA MTT %
(5 mg/mD 10 pl, GFEEHE 5% 4 h, 77 LA FLNIRIE .,
FLIA 100 ] ZHIEEA, 8 9235 &% B4R 5 min,
e VR RIRA) S IRCE 10 min, T4 A 8B E

7€ 2% FLOG R E (Do) 1 B 2H B¢ 3 P AT AL, HX
3 ALF 3 T 53 4 M A A S M R, g0 i AR K
= (HE U Do fA /5 B Dioo fH) X 100 % 5 71 il
=1 MR AR, AR E W& H Do fH, H
POMS A5 4% 21 19 2 K0 i Wk B2 (50 %6 inhibi-
ting concentration, 1Cs,) » 7155 it 245 40 M (Y i 245 1%
B, 2R B =T 20 A0 1Cs, /BB AR 1Cs0,
1.4 #HX3F FuE AR %h

.41 #EXHFXFumb@pmairngn  BOT
Bk K I 25 40 il BEL-7402/5-Fu, BEHL 4> 4 ; Fufh
MAEAH . Fut5 mg/L 34 HAEMAYH . Fut10 mg/L
AR A APEM 48 h )5, 3% 1.3 W F MTT
B 44 Fu B9 1Cs 8 3F 5 8 5 4F F S i 245 40
IO ) 300 R AR, 0 e A = TS 24 A0 M 3 B T Fu
1Cs0 /T 25 4 Fu /9 1Cs0.,

1.4.2 #FX &2t BEL-7402 40, Fu 8 M ¥
m O B K R AN i BEL-7402 41 i, BE AL
SR Fu BMAE A . Fu+5 mg/L EAHERH4.
Fu+10 mg/LE %5 HAEHA, 25 WEM 48 h 5. #%
1.3 F MTT #0441 Fu B 1C 18 . o H 8%
AR I B0 20 L vy 15 RO A, 38 R A = U A
LT THT Fu 19 1Cs, /BUSA ML T HS Fu /9 1Cs, .,
1.5 @l %o 123 REXRE  BOSEUAE K
i 245 S SRR A L L 4 Ry - ORI L Fu /2L T 25 240
e FufE A . Tt 2540 10 Fu+5 mg/L %5 H1EH
MMM Fu+10 mg/L X HERAA, HH K
SAFATAE , N AL 2 X 10°/ml B, A £k
JE5 pg/mlflF FH 123,37°C A4 30 min, 4HHIVE 2
WG F 37°CAR IR 30 min, 40 IE 1 UG, 7 BY B AL
00 2% 28 41 B 5 '

1.6 RT-PCR ## MDRI1(multidrug resistance 1)
AR A SRIRSY 3 A U B R R | 2 20
Xof B T 245 200 Jf 85 %5 (10 mg /L) VE AL,

1.6.1 5l 4#&it XA K MDRI1 LlEsI 9.5
GTA CCC ATC ATT GCA ATA GC-3', FifF514
5'-CAA ACT TCT GCT CCT GAG TC-3';B-actin
351 5'-AGC CAT GTA CGT TGC TAT CC-
3, F#E51 % 5'-TTG GCG TAC AGG TCT TTG
C-3", Sl At T8 | ML B AR A FRA R A L.
1.6.2 & RNA #4& B & cDNA # & & HUX 4L
A K 9 20 i . TRIzol — 25 32 £ HCAH i 5 RNA., LA
1.5 Y0 B W 068 e FL vk 25 5 A RNA Wl &, B g
SURNALH T pl B35 56/ M-MLV (20 U/ S 857
20 pl BV R AR A0 R A i BRG] G TR AT
1.6.3 PCR ¥ # MAYIEHEIM 60 ng, . WITF
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S AR % .10 X PCR buffer 5 41,10 mmol/L dNTPs
1 pl,25 mmol/L. MgCl, 2. 4 pl, MDR1 k| Fii#5]
P& 1 pl. 4 94°CAEYE 10 min J& . JMA Tag DNA [iff
1.2 U,94°CA8PE 40 s,72°C #EM 50 s, 3L 30 MFH,
RN ER R 50 pl, PCR P24 48 1. 5% Bl it ik
HL UK, SR HHTBE e 8507 R 43 A SR A7 6 %% B 4 4, 0L
LA WK FE SR 55 , 715 MDR1 3 HA Xt 335 (H
R 26T 1 D6 28 BE AL/ B-actin £57H B G BE(E) .

1.7 Western FPiE k4 M P-gp & & k& L4
4 21 BUREAN M X R A T 24 20 i G R 2| T 24 40 i
R (5 mg/L) 88 % 1 1 41 L i 245 40 5 vk 2
(10 mg/L) B TFAE A2, 24 fifk 200 it 4 B 2k 1 Bk A7
10% SDS-PAGE, &AL FHEfE 50 pg. 40 B 5 8 H
TGRS 2R R AT Ak R L. DR B2 500 B IR W Ry B
P 2 R i — P M 0,37 CER 1 b,
o, % B H R Hr R 26 B Kodak 24 ] 1D 065 A
1853 BT 2 Ge 3 A X 25 2R BEAT 5 o 4 A, R BRE A DL AR
43 % FE{E (integral optical density,10OD) 37N,
1.8 #HEXFAFEMBBHREGHw LRD 4
20 . B B 0T REZ | BSR40 M 8 5 (10 mg/I) AR
FHZR Tl 24 28 f %o B2 | T 245 4 2 %5 1 (10 mg/ L)
TERZ ., 96 FLE5 T2 B LL Matrigel 100 pg/fL, &
TG TR A 3 40 R 50l (AR 5 X
10°/4L), 37°C ¥ K. E FH 30 min; & L 0 JC 1L ¥
RPMI 1640 57329 150 pl & MTT (1 mg/mD50 pl.
3T CHRLEAE 4 hy 3% BT, BALINA 100 ] = 5
WAR R ;10 min J5 _EEESR Y, ££ 490 nm KT M
FE Dol 4 ML FE B 2% = G I 4 Do, {8 /% BR 20
Do fH) X 100% ,

1.9 5t m e pl-4 & %4 ECD &8 &
RO Hom SCHG Ay A4 2 URAN I 0T R RO AN Y
B (10 mg/ L) VR AL | it 24 240 it X BE A1 T 245 40
Jfl B % (10 me/L) fE 4, M5 40 Jfg = W
CB R 1X10°/mD . A BUPT A B 5 B S 4k T4
0.1 ml, = IRBFF 30 min, A PBS 10 ml ¥E% 1
WL F W, A EPUR FITC-1gG 3t TAE# 100
pl G = IR 30 min, A PBS 10 ml, & 0
2 min, 3¢ FIH PABR XRS5 G 986 8, in A PBS
0.1 ml £ 500 HH# WL gfFE LA, kA 3EE
Beckman Coulter 2 &) & 7= B EPICS-XL I 7% =X 41
JAS 3R G 15 mW R B O 8E  Mok B K
3 488 nm, i Jl Expo 32 ADC 34T %% 9¢ 6 5 ¥
S3p, ABE R R A &

.10 %t Fa42 PRI o+ #on . H
SPSS 10. 0 AT g1t b, Z A B 50 =

M R F BRI 26 07 22 40 # (one-way ANOVA) K
LSD #:5;, P<C0.05 WESASFHITFE X,

2 & B

2.1 et Fu &3k %5 09 408 1

2.1.1 HFSE 4 M Fu By 8O DLAni a6l =8
AL bR, Fu We BE R B AR AR AR (B 1), FEARTA] Fu
W R, BEL-7402/5-Fu B 40 il % T BEL-7402
(P<C0. 05) ;Fu %t if 25 4}l (1) 1Cs0 24 7 020 mg/ L, 1M
SRR B 1Cs0 M 46. 2 mg/ L. TR 255500 152. 6.,
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Fig 1 Sensitivity of hepatocarcinoma cells to Fu
* P<C0.05 vs BEL-7402;n=3.x %5

2.1.2 MEapxESFNaRE WE 2 P,
WA REW WA BEL-7402 .BEL-7402/5-Fu &
0 M A S LB A K VR R A B o g 40 i A )
RHELT R, E RS HWWER 1. 25 meg/L
B3| 80 mg/L, BEL-7402 40 M 4 ] & 1 4. 16 %
JHZE 65. 28% ., # % 1 % BEL-7402 4 Jid Al
BEL-7402/5-Fu 20 M i) 4 i V5 H L, =3 19 1Cs 18 43
WA 34.2 mg/L.36.6 mg/L, =R LG ¥ X,
UL BEL-7402/5-Fu 4 i X} 85 45 1 AN Bt 250

i ST -

o JITL N F,
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Fig 2 Sensitivity of hepatocarcinoma
cells to baicalin
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2.2 #& X F 3 BEL-7402 & BEL-7402/5-Fu % &
Fu lGCs 89 & W5 1 Pros . Fu SOp4E F L i 25 240 i
B 1Cs0 A (7 0204+187) mg/L, 5 5 mg/L # % H 3 [H
YEH L 25400 Fu 19 1Cs FRARH (245+12) mg/L, 3%
HeARECH 28,655 10 mg/L B A WAL [FAE S L i 25

AL Fu #9 1Cs FAK J9 (150 £12) mg/ L, i3 #5550k
46, 7, W W AT 5 mg/L F 4L (P<<0. 05),
Fu, B 30 8] 4 - S0 40 i Bk , 40 At 40 i 76 B
WAL T W BN T L5 me/ 1L B A A 3 B Ak
1.4,10 mg/L AT GBS ECH 2.1,

£ 1 EEFN BEL-7402 X BEL-7402/5-Fu 20 Bl Fu 1Cs, B9 2 1
Tab 1 Effect of baicalin on ICs,of Fu for BEL-7402 and BEL-7402/5-Fu cells

Baicalin BEL-7402 BEL-7402/5-Fu
pl.’»/(mg <L°hH 1Cs0(mg « L™ 1) Sensitive fold 1Cs0(mg « L™ 1) Reversal fold
O0Cuntreated) 46.2+3.28 7 0204187 1.0
5 32.9+2.18" 245412~ 28.6
10 22.441.96"4 150+12*4 46.7

* P<C0. 05 vs untreated with baicalin; & P<C0. 05 vs 5 mg/L baicalin group

2.3 HEFHFNSFuBRBAGHTHEMIEA T I+
123 BB Hom BURARAN M Fu B8/ FH 4 40 i
PG IAME N 282. 184+ 12. 8, TH 25 bk 41 s Fu 24
M ]2 4 N 2O 3R IAH O 38. 45+ 15. 23, Fu+
5 mg/L ¥ X AE F T 25 bk 40 i 8 22 6 R GA E R
82.70£6. 34, Fu-+10 mg/L #& & ¥ 1 FH il 245 k 40
N 9 e F IRl N 180, 97 £12. 45, 454 /R B4
T RE R N 25 40 MLy B I 123 AR LB T
B R A Fu 41(P<<0. 05), H 10 mg/L #& 4 H1EH
HERRMTF 5 mg/L 4 (P<0.05),

2.4 FHRF T Fu #R A A 25 BT & a0 i MDR1 %
B A #m X RT-PCR 455 (B 3) 716 %
HFH L 45 8 o8 . MDR1 3 [H 78 BEL-7402 S 40 i
S5 3K (0. 1340, 02), 7E BEL-7402/5-Fu it
AN L T 3k (1. 5340, 09), A HF (10 mg/L)
JE i 2540 M MDR1 3 PR i) 32 35 1 2 B A% (0. 78 +
0. 04) AR & T A5 A0 B 2, 20 ) 25 5 LA G it 2
B (P<0.05),

i L ) o iy
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Fig 3 Effect of baicalin on expression of MDR1

in 2 hepatocellular carcinoma cell lines
M. Marker; 1. BEL-7402 control; 2. BEL-7402/5-Fu control;
3:BEL-7402/5-Fu treated with baicalin(10 mg/L)

2.5 FHFF st Fu #k & A& w25 BT 5% 8 b P-gp & 8
Eik e HE X Western BRI 25 R (® H#HfFERE
3BT R . BEL-7402 4 il P-gp 5 it 10D {H A
6.47+2.75; BEL-7402/5-Fu 41 i 10D fH K
28.1645. 37, . 3 = T HUS 0 ML (P<C0. 05) 5 B
5 mg/ LB 51 J5 M 25 240 e P-gp & 11138 35 2 % 1]
20 1 3 AL TOD {H M 22, 0943, 23 (P<C0. 05) 5 hf
JH 10 mg/L 51 I il 25 40 i 3% 38 2 0F — 25 FEAIK
IODfH N 14.03+1. 98,5 5 mg/L A5 4IM LA
FiteE S (P<<0.05),

-—-Hh — ———

B4 HEEFENFuBBERME
FrEYAE P-gp EARIEME M
Fig 4 Expression of P-gp protein in

Lir =107}

2 hepatocellular carcinoma cell lines
1:BEL-7402 control; 2:BEL-7402/5-Fu control; 3:BEL-7402/5-Fu
treated with 5 mg/L baicalin; 4. BEL-7402/5-Fu treated with

10 mg/L baicalin

2.6 BT Fu # Bt 25 I % 40 b 56 W 5 04 %
W W% 2 R BEL-7402 40 g %) B8 20 B B 2 B
i T8 51T (10 mg/I) /E 41 (P <<C0. 05) ; BEL-
7402/5-Fu X B8 41 40 it 25 BF % 81 & & T BEL-7402
X FEZH 40 L (P<<0. 05) .10 mg/L # % 15 4E H )5 W
RN BE(P<<0. 05) JEAISA R T BEL-7402 XJ HE 20 41
Me(P<<0.05),

2.7 A At Fudk B R a2 T Rl A A E
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o E-CD &G R ZX#Hra 5 BEL-7402 X B 41AH
£.10 mg/L A 1¥ 4 B S BEL-7402 4l p1-H8& &
FFRIB T HE(P<<0. 05); BEL-7402/5-Fu 4l fiil p1-%&

EEFERWPE S T EURY M (P<<0. 05),10 mg/L

MBS HFR R E TR P<<0. 05, HAE
THE R A BEL-7402 % B 4H (P<<0. 05) .

5 BEL-7402 X HEZHAH L. 10 mg/L # % 11 4b
)5 BEL-7402 4 fd E-CD B2k (P<<0. 05);
BEL-7402/5-Fu 40 i E-CD 4 3 35 B &K T U= 40
Jl (P<<0. 05).10 mg/L # & 1 b 3 J5 H 3R 5 9 &
EFH(P<<0.05), Hm T AR B BEL-7402 X} R 44
(P<<0.05) HARE L% 2,

K2 EEFHF(10mg/L) ¥ Fu B RMAMEAREME pI-BEEME-CD EARENEMN

Tab 2 Effect of baicalin on adhesion and expression of beta 1-integrin, E-CD in 2 hepatocellular carcinoma cell lines

(n=3.x=%s)
Group Bl-integrin E-CD Adhesion (%)
BEL-7402 control 407.54+20. 58 251.724+12. 34 84.3246.74
BEL-7402 treated with baicalin 319.44+15.21~ 376.45+22.36" 35.63+2.32"
BEL-7402/5-Fu control 589.72+23.28" 126.854+12.86" 149. 33422, 45"
BEL-7402/5-Fu treated with baicalin 351.49+17.88* 4 293.84+22.68* 4 96.58+1.13*4

* P<Z0. 05 vs BEL-7402 control;® P<C0. 05 vs BEL-7402/5-Fu control

3 3 i

JFF 905 2 ™ B N N A At R 1% ST ek R = — L
FRRREE R IE R 2 5 e AR 25l 9 T AR
AR, FEGRIT R MO S A E, B L, 305 i
fiif 245 P 2 2 v T AL A I F B, Fu 2 THE &R
iR T 3 A AL T 20 L TR I AR T 9 3k G i 2 A
BEL-7402/5-Fu JiF- 40 i 0% S 0F 58 X0F 5, WL 4% 85 %
0 A K Y 52 i K nT B A AR T BLA .

A5 5 S e BB KE T AR A0 ) T 20 R g
X Fu SRR A 25 0k A9 1C, (B #2301 , 38 R Ho X BF 9
21 B 5L A PR A, ELXE Fu T 24 e 4 i R B
M 2504, 3 — 200 5E S 90 HRE 98 3 5 Fu X i 25 )1
S 20 Y MR T, B 10 mg/L &% B W 5 T
5 mg/ L, W R 0k 46, 7 A1 28, 65 H B A1 AE
HE9R Fu XSS A0 I E R LS me/L BA
TR BT BN 1. 4,10 mg/L B 54 A9 1 SR 5
H201, XEREEAE Fu B P E MR 1E A .
L BE 3 4 396 7 988 4B AY Fu i 25 1

L DA 245 0 i R AL g T 24 v o 32 st o,
FHI BS54 5 A ZH0 2500 (0 Z5 K A 1 Z AL Z AL
AT 5T 2R FH L 2 200 L ASCRS: 00 281 i 24 40 i ) i o9 2
RH e A SRR AN M 1) 21, 1 % , 305 ST 1 25 40 i 1)
T 245 P 98 4 A2 FR T L PR AT 24 ) A o B A L S
BEAE IR I 80, 0 FH 255 1 AT 3 1 n it 245 248 i
JL PR 2 P B L AR i 2 I A A I N E A

P-gp /&£ Z 24Tt 25 % MDR1 4% ) B8 86 1, AH

XForF B 292 170 000, 76 B A7 2 25 1t 24 1% % 41 Jf
b 5 B R eIk R B R 25 ) A A A R A L
JICAH D P 245 e R AT R A 0 7 A T L 5 S i
it 245500 ARWFSE R RT-PCR 5 % % BH T 964 it 24
i MDR1 2K mRNA £ & #%£ ik, Western EJ 53
Bt P-gp 85 F1 IR 5 R 3k, I B4 1 5 T 24 40 i
MDR1 Z K mRNA 1933k & P-gp & H B F A ¥
WAL, S5 R4 B4 1 A Ak i T 9 MDR1 S
AW P-gp B Y R A WL i 250

Uetsuka % RS SDUIA P 52198 5 855, 76 14 41 L
EMT 518 40 B 2t 47 52 AR BROE e 3R I i X 4
i A A PR B BE G (4-HCO) R B — 2 78 B A it 25, 15
E 240 M AR ZR rh O AT A 240 2R B4R %) i B B R
Ja K BAN LT 4-HC M BUEMIK R . Hazan 551
FEINN A0 RURE 4R InF 24 ) 50 Y AR O AR AUAX
T2 Gy ok A B 2, 38 1T Be -5 20 -2 Jif Bk 4 -
FE J5T 1) A B AR FH BT SO A 40 R R AR 1) T 24 3% 70 ol AR
A, X 245 04 A TR) G R DD AR G

2 L 66 BT el A R B O T R T
CUE I 3 26 25 B 43 AT 38 2k %k 48 A S 1) R 0 1
52 W 4 M XHE YT I R . E-CD J& 85 &b B 3R i K
Jo 22 M 1T e ) 5% KA A0 L A Ca® ™ A 5 [ Ao 23
F1%) 240 1L 5 240 L 1) 6189 285 BAF A A <08 200 L ) B 80 85 285 A
PLEE , 2 55 7 AR A0 I [ 3% 422, 7 [) b 4t i a]
BEMEIRR MERAWIEN., ©rRE/RE &
RETE Ik B 2 52 ) 5 A M0 I B R PR L 2R
E-CDA 5 19 R B 2y 68 52 458 23 e 35 v 20>, Jiev 968 400 il %
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RN, S vk . 2 dl gl ¥ B E-CD #Y %
BR B R AT BB A R o B A
W TR R R R R A 1, A) D[ B A
Jif A 3R I B AN R SR 6 A T R A L A T b
oA 210 B 1 0 B R RS

AT 45 R WY B 5 4 S T 24 JH 9 40 26
B 23 13 dob AT L 2 W 5% LA 7 o A i 6 B 1Y
VEF, TR s 2 B0 8 5 5 A B E-CD R A 1 £ p1-3&
BRRIE TR, 45 R38R 851 n) Ge o 42 i it 245
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