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Up-regulation of B-cell lymphoma 6 expression suppresses apoptosis of rat liver cells
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[Abstract] Objective To clone the gene of B-cell lymphoma 6 (Bcl6), construct a green fluorescent expression vector
carrying rat Bcl6 gene, and to evaluate its roles in rat liver cells. Methods Total liver RNA was isolated from rat liver samples
and cDNA was synthesized by reverse transcription; the coding sequence of Bcl6 gene was obtained by nested PCR. pEGFP-Bcl6
fusion expression vector was constructed by recombination technique and confirmed by sequencing. Then the recombinant
vectors were transfected into rat liver cell line BRL-3A by lipofectamine; the expression levels of Bel6 mRNA and protein were
determined by real-time PCR and Western blotting analysis. respectively. Finally, the apoptosis of BRL-3A cells transfected
with recombinant vector was analyzed by flow cytometry and cell proliferation was examined by MTT assay. Results The
recombinant vector pEGFP-Bel6 was successfully constructed as determined by PCR and sequencing. and was effectively
delivered to BRL-3A cells by transient transfection as confirmed by PCR and Western blotting analysis. Result of flow
cytometry proved that Bel6 up-regulation suppressed apoptosis of rat liver cells and MTT assay found that Bel6 up-regulation
promoted proliferation of liver cells. Conclusion We have successfully cloned rat Bel6 gene and constructed its green fluorescent
expression vector. Our results initially prove that Bcl6 may inhibit cell apoptosis and promote cell proliferation in rat liver cells.
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ROV BR T ETRIEME K B 41k ELVR (DLBCL) H
b BE IR AN TR B g AL E B A0 M O Ak A
Pl & ¥ B AR Y S 986 1 (green
fluorescent protein, GFP) & 20 422 90 E R &
JR L 1) — M FOLHR o T AR o TN, B
HoAts B 1Y K& PRI 1l il ik PR, b 4 i e 25 1) 5
7 LA 27 R BRI O, ) LA 3 A 40 i
TR ER VLS T LLE A GFP 34k pEGFP-N1 7
AR R TIZ N T Bel6 e s N AE R A
Em BRSNS R Bele ZEMRITFIIH 95%
5, YT Bele #x W HAT 2 W EY#/EM
HLAE B 20 2 v 1% 4 U0 4 T o AN Tl A AT 9 A
TLL GFP A #4535 B 1 & 41 3% 38 i ki pEGFP-
Bel6, B 20 400 1 H X R U240 i 1 2 0 2 AR L
#E— 2L WE5E Bel6 M FIBLHI 2 E 1 LAl

1 #MRITE

1.1 ##

1.1.1 £ Z&K A TRIzol 5. Lipofectamine
2000 ¥ G2 F MW A Invitrogen 2 Al 5 & ik F &
W H Fermentas 23 1) ; PCR P2 alifk ook i 42 12857
WA Axygen 28 JC B 2 ORI B2 K R & ok
Omega 2~ A 7= i T, DNA #E 8. Ex Taq B,
pMD18-T #H AKX &1 B TaKaRa 2 A ; BRI PE A
VIl Hind [l . Sac [ " H NEB 2 #l; SYBR qPCR
Mix 4 H Toyobo 25 Bel6 (C-19) FiiA I H Santa
Cruz 24 #); Actin (5A7) $U K H Abmart 2 7l ;
HRP tric FHi e —HiW B Sigma 2w ; FH0 B 30
) A BioMart 23 &) ; i 45 i35 W B b DU 2= 3 4= 9
THEARA R ;DMEM @b 572 8%W A HyClone 28
A MTT 240 348 5 D5 & 0 AV 05 38 = R AR
RN, 1 0A BP0 e b LA TAEY
TR AN S5 A7 B2 5] 58 1L .

L.1.2 @i, ks ®E4k  KEIE® 400k
BRL-3A W {1 E B B L A 4w B2 0 55 B 40 Jd
PR L DHS o S22 A 40 M . pEGFP-N1 Jit kL A<
B E R

1.2 @iz BRL-3A 4R T & 10964
% B DMEM m ¥R FR b, T 37°C .5 % CO, e
IR EE A PR IR B 2 d 3l 1 Wk P AR K1 il ok
Fri& 2L qt.

1.3 @i RNA #9423 TRIzol T4 b4 4
S RNA TR W EE 5 FiL RS 0 52 8 P | A% 1R 2R 1 )
{¥ ( BioPhotometer plus, Eppendorf 2% @) il &
Dsso/ Daso o 18 FH B RNA F5 7 B 8 HL 9k 5 7R o6 4%
Digo/ Dago FE 1. 8~2. 1 L BN FF & F — 25 S50 11 22

1.4 Bel6 A B B &K Bk IR

1.4.1 REFHKME B EE cDNA F7] ik
R AR FEM 1.0 pg B RNA ST R A R
5 —4E cDNA, RIAARMT . B RNA 1.0 pg,oli-
go(dT)15(100 pmol/L) 1 pl.5X 2% Wl 4 pl.
RNA F#0 il 5 (20 U/pD 1 pl, 10 mmol/L ANTP
Mix 2 pl, K5 5 (200 U/p 1wl DEPC K4 &
20 pls SLNE 5 - 8 B R N 42°C K 60 min, FF
T0°CHEE 5 min KGR IE A 80 pl B XZE
KR 5 A%, —20°CIRAFH T /5 22 PCR [N,

1.4.2 PCRREY # a4 HMW kK E2K CDS Jr
7l Z KR Bel6 & mRNA JF %] (NM _
001107084) & 11 4F 51 ¥ Bel6-F156, Bel6-R2336 (&
D, ¥ #¥a&HMFBE2K CDS ¥ 5 meE
156~2 3361 Bk %L, =¥ ¥ 51K 2 181 bp, PCR
VAR FR 2.5 pl BEAR cDNAL0. 15 pl TaKaRa Ex
Taq (5 U/pl) 2.5 pl 10X Ex Taq .2 pl
dNTP Mix(4% 2.5 mmol/L) .20 pmol/L & I Fiif
FI45 0.5 pl A B FKZE SRR 25 ul, RH
PLR R 2 A7 Y16 . 94°C 5 min WA, 94°C 78
P 35 5,54°CiB k 35 s,72°CHEA 75 s, 3 30 PEER,
)& 72°C #PFLLEMH 10 min,4°C 5 min, [ A7
R AR AR DNA A BA % e,

£ 1 PCR3|#

Tab 1 PCR primers

Primer Sequence (5'-3")
Bel6-F662  TCG AGG TCG TGA GGT TGT
Bel6-R779  CGG ATA AGA GGC TGG TGG
Bel6-F156  TTT GGA CTG TGA AGC AAG GC
Bel6-R2336  AAA GAG TCA ACA CTC CAT GCT TC
Bel6-F192 ACC CAA GCT T AT GGC CTC
ACC GGC TGA CAG
Bel6-R2312  TCC CCG CGG GCA GGC TTT GGG GAG CTC C
ACTBF18  CAC CCG CGA GTA CAA CCT TC
ACTB-R224 CCC ATA CCC ACC ATC ACA CC

The restriction enzyme sites are underlined, and the Kozak se-

quences are boxed

1.4.3 PCR F#wg4iftt PCR ¥4 1. 2% EHR
W I L VKR L VTR B H Y R B B8 i BB 71
WSO R 4 A U0 ) S R AT M el e, A R 1 T
A 5E 7= Mk B

1.4.4 PCR =4ty T # &K L% S pMDIS-T
AR S ERAE UL I R4l fE ) 0. 1 pmol PCR
FEMI5 0. 03 pmol pMDI18-T #k 44 ik 47 & 4%, H-¥F
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10 pBERE =YL E 100 4l B9 DHSa B2 25 40 i
FOHEA X-Gal  IPTG. A X HHEM LB Hig-F
Mr ¥ 7%, ik 1 6 B L ] PCR LW 20 58 6 A
R BERUIN BB ) 25 i e T iR Y PH A B B AT I
Wik, Bk AT 44 9 pMD18-Bel6 ,

1.4.5 JA by dhdR  PRECPHME s fh T & ik
W LB WP 180 #% /min  37°C k¥ 55 1 1%
FF Deoo dBENZY 0.6 I, B 2 ml B IS IR R 2 B
A 5 $ BRI I e VR

1.4.6 PCRRE R #EWHFBECDSHFF ZSM
K Bel6 ZEH A mRNA 7511 M 514 Bel6-F192
Ml Bel6-R2 312 (£ 1), FFAEAT 0 51 9 1 5" 3 -
Hind [ i Y] 7 s CT R385 53 ) Fi G U0 7 5 PR 47 Pk
fid 3 LA K2 Kozak J7 51 CHE 2R 35 43 ) LA &5 7% 38 B 1)
R B 51 DK Bele B2 1k %5 55 i 5k 1 (i H:
Be 2 HE 5 T iE 9 EGFP S — 30, IF 46 3L 5" 51 A
Sac [l B VI 5 CF 20435 0 Fg a5, L
pMD18-Bel6 Jit # A #5 A7 , Bel6-F192 Hl Bel6-R2312
MBI YA S H AR B CDS JP A A 192 ~
2 312 Bk A, A FR K W 4 AR T L PCR 724
MK JE N 2 146 bp, PCR JW 45 5, 7= 4 dE 17 B
T HL UK L TR 2 b 5 0 7 ) VR

1.5 €@ HIK pEGFP-Bel6 w9 4ifbiy ik
PCR =¥ fl pEGFP-N1 Jiiki H Hind [Il #1 Sac II i
11 3UEG ), By N W 58 Ji r Tk I s Ak B V1 7= . B
AR B 5 0k DNA #% 3 = 1(EE/R Fb) A9 HL TR & F
FPERE RN N 1l T, DNA ¥ 28 , 8RR 20
pl 16°C HEH TR

1.6 ET4 &4k pEGFP-Bel6 #9 it 5 %2 %
FEYEEATE T DHSo BRZ MM IR T3 A kR
MR LB BASFAR, 37°C 3R, BREUPH M 5
BERF T & A 30 pg/ml RIBERM LB KR,
R LR, HIRE O ERH.FF LER, IRRE
Rk DNA, H Hind Il %8 LA &% Hind Il #0
Sac [T BB, 1. 2 Y% B A5 W B e v bk %5 B 20 5 ke
FH B R BoR /N, FEH PCR 2% 5 41 1 ik 47 42 0 %
i i R Sanger XU A BE 24 115 H By 5L
) DNA T4,

1.7 % 4 # 4k pEGFP-Bcl6 % # BRL-3A %8
A BT RAE KU BRL-3A 40 i FH B A 9 1k L ik
1%, UL 2. 0X 1074 /fLAH T 6 LA . FE 4 il &
JEIE 50 % ~ 70 % B, % e TG P B 28 J0RE £ L 7
EHREA pEGFP-Bel6 4150k, [A B pEGFP-N1
JEORL FAE HOR B ge X B 4l, = B Lipofectamine
2000 e e B2 4E J7 B, % g i & AL AT 2. 5 ml Opti-
MEM TG Ifil 1 55 7% W W, 5 LA AL 4. 0 pg pEGFP-

Bel6 & 41 Jii 47, 10 ul Lipofectamine 2000 %% ¢,
4~6 hIF ¥ A R R Ak S B 5% .48 h S
WA R A MR AT S S S

1.8 S8 PCR ## Bel6 mRNA # & T Bel6
mRNA J¥ 51 i CDS X & it H F 35X 1 PCR 519
Bel6-F662 1 Bel6-R779 LA B 2 HR B-actin #9519
ACTB-F18, ACTB-R224 (£ 1); ¥ 3% 1 pg &
RNA J5,2 B SYBR qPCR Mix #24F 5 B 45 ¥ 47
PCR 934, LA B-actin NNZIE A 272291 A Bel6
(RO STy o

1.9 & @R % & Pk k40 Bele & @ # &
5 BRL-3A4NMEH: Y pEGFP-Bel6 BikL 48 h &,
PBS {5 Ve 40 L RIPA 4 M 24 fift 1 42 B4 P B 86 1
F BCA Bt AT 8 HE &, Bactin ANB R, LL 50 pg
P AR R AT AR R G s B 3 A R DN AR S Y A
X F kK,

1.10 #AXmRKé&n BRL-34 A= HAAS
EDTA (% g i 11 Ak W 5 5% Y i 20 FORC 1Y) BRL-3A 4
JiL, PBS B 2 KL 500 1l Y25 & 9% vl i & 07 40
B, B 5 pl Annexin V-FITC F 5 ul P1 e a0y,
JERNE 15 min J5 FH U 2248 M AL (MASCQuant , 8 5 56
RIEAEWH ARG, LR EE 3K,

1.11 MTT k4 m BRL-34 %0 3% 78 Kby &
kL 24 h J5 9 BRL-3A 40 i & T 96 L #e (500
/L) BRI 24.48.72,96.120 h 43 HIAIA 20 pl
B MTT IR 4205 4 h Je5H 5 B, &40
A 150 ;] DMSO ¥ # .10 min J§ F 570 nm 3 £ 4
5 2 A A A 0 240 J6 Py 3 5155 0

.12 %itF42 RHA SPSS 10. 0 #1581t
AT EEEE DL ot RoR VAR HEBCR A KR
o 3 7K (a) H 0. 05,

2 & B

2.1 RT-PCR¥ ¥ =smstosThREsb T
FARAE K B Bel6 5% W F 4 % X CDS J¥ 31 19 2 1R
JP AR ZE 7 50T i 51 9 5 th B 1 ) — 3R Ak HLR
KR EMZE R (>4°C) Bl it B PCR ¥4
56 B Xy B o RIE L A SE gl o 2 IR PCR 97
LRSS S B A B A S B R B PCR
P TR R T ARG L LA R AR R A AR AT AR
WA G LLX R T AR AR R K &4k T PCR N
B WS Z B 1 PCR 519 4 F 88 22 19 i Bok
MR RE, A SZES LI BRL-3A 408 £ RNA & RT-
PCR 5 —5¥ 85 AT 1. 2 %0 S N5 W 5 15 i vk ks U
TE 2 181 bp b i3 BLRE S PR 1S 450 (& 1 o &
1~4) FRUALE UL B pMD18-Bel6 itk b 1 Al
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PEATHE 89 5 L 7E 2 146 bp A0 H B v 1
(B 1 AR 516D,

2.2 JF# pEGFP-N1 #= & 4 i 2 pEGFP-Bel6 49
%&  REUM pEGFP-N1 BRI (| 2 447 1.2)
DNA 28 1. 2 % B 6 W5 358 Fe vy Ik A D, oA DL AF: {] % fie
S H BT RNA 75 44, & 41 i f pEGFP-Bel6 £
Hind[ll 2% Sac Il #8546 839 bp B9 — F B (A
2 AT 4), %4 Hind Il M Sac [I X EE LI, 15 3
4706 bpfl 2 133 bp B 2 A R Bt (B 2 Hh &7 3),
i Tkl pEGFP-N1 A& & K/NA 4 733 bp. Bel6 %
CDS J¥3IK A 2 121 bp. EFVIZ5 KL UL Bel6 A
5 pEGFP-N1 IE#i 4., # — 2% H CMV-fwd-
primer . EGFP-N-primer %} 8 4 5k U F¢ , 45 1 R
HA R pEGFP-Bel6 4l AFFIK 2 121 bp, 5
GenBank N7 B9 K B Bel6 £ K ) mRNA JF5 5€ 4
— 3, B M e,

bp 1 2 3 4 M 5 6

2000—

1000 —
750 —
500 —

250 —

100 —

B 1 HMFREPCR=YEKE
Fig 1 Electrophoresis of PCR product of target fragments
1-4: First round PCR products; 5,6: Second round PCR products;
M. Marker

B 2 L pEGFP-N1 #1 & 4 T4 pEGFP-Bel6 MBI £ E
Fig 2 Electrophoresis analysis of restriction digestion of plasmid
pEGFP-N1 and recombinant plasmid pEGFP-Bcl6
1. pEGFP-N1 vector was digested with Hind[[[ ; 2: pEGFP-NI vec-
tor; M: DL2000 DNA marker; 3: pEGFP-Bcl6 vector was digested
with Hind [l /Sac 1 ; 4: pEGFP-Bcl6 vector was digested with

Hindlll ; 5,6: pEGFP-Bcl6 vector

2.3 Bel6 £ BRL-3A @t P #9 &£ i&2  BRL-3A 41
it 2 Y F 4 SR 48 h R L 4 SERT PCR K CHE S i
ENl A5 . 5 pEGFP-N1 #% 4L 2 A L, 7% Yt pEG-
FP-Bel6 411 mRNA #£ ik /K ¥ 5 & (1 £ 5 K F 7t
L EREA SRR L (P<0. 01,4 3),

250 r

wx
I

200 |

150 |

100 |

50 F

Bcl6 mRNA relative level

0 A
Blank pEGFP-N1 pEGFP-Bcl6

Blank pEGFP-N1

factin— D I S—

201
*%
15} T
£
g
& 10f
©
Q
m
0.5F
0 —— B

Blank pEGFP-N1 pEGFP-Bcl6

B 3 #E AR pEGFP-Bel6 /5 Bel6 B R IE
Fig 3 Bcl6 expression after transfection
with recombinant plasmid pEGFP-Bcl6
A: Expression of Bcl6 mRNA (real-time PCR); B: Expression of
Bel6 protein (Western blotting). * * P<C0. 01 vs pEGFP-N1 group;
n=4, xts

2.4 Belé # BRL-3A @i A = # % BRL-3A
o0 i e FE AL TR 48 b, T X 40 ASORS T & B
Y pEGFP-Bel6 it K 41 [(5. 40 = 0. 46)% 1 5
pEGFP-N14[ (13.2841. 12) % 40 Hb . 4 T 40 g %%
(Annexin V 4% FH P 40 M) b 61k 2> (P <<o0. 01,
Kl 4),

2.5 DBel6 3 BRL-3A @ i3 75 69 % »»  BRL-3A
Y1 i A s Yt B 40 FORE pEGFP-Bel6 J5 o 5 175 Y 25 [Tk
pEGFP-N1 4 AH Fe %, 76 72,96, 120 h 41 g 4 5 144
.25 BA %12 & X (P<C0. 05 8 P<C0.01,
Kl 5,
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pEGFP-N1 S pEGFP-Bcl6
Jo28% i 7.35% 1 J543% . 386%

Pl
Pl

205%
T T

T T T T > T T
10> 108 10 10° 10> 100 10* 10°
_—

Annexin V Annexin V

S Blank
10 Jaaa 4.89% 167
4 » 141 T
£ 1t
@ 10t
= g 8
=}
a 6r
2
< 41
2F
4.30% 0

10t 10°
Annexin V
B 4 HFEHARHA pEGFP-Bel6 /5 BRL-3A 4 HEATE T
Fig 4 Apoptosis analysis of BRL-3A cells

\S N \O
B\Q‘;@Cﬁ? @Cﬁv »C
9

after transfection with recombinant plasmid pEGFP-Bcl6
** P<C0.01 vs pEGFP-N1 group; n=3, ¥+ts

141

@ PEGFP-Bcl6 o

12 O pEGFP-N1

< Blank
1.0F

08

D570

0.6 |

041

02F

24 48 72 96 120
Time t/h

5 B RK pEGFP-Bel6 /5 BRL-3A 4 ffl B 18 58

Fig 5 Proliferation analysis of BRL-3A cells

after transfection with recombinant plasmid pEGFP-Bcl6

* P<C0.05, ** P<C0.01 vs pEGFP-N1 group; n=3, x=£s
3 3 it

ANZ& Bel6 3 A7 F 3q27 i # B, XFRH
BCL5,LAZ3, ZBTB27, ZNF51 £ N, & & 7EtEH
3q27 %40 DLBCL W & 3, i i — > 706 2
BERRE M POZCBFAREEFD . TEIE W M E AR
Bel6 5 H F 2 &K T4 &t L (GO)H-B 4l Mg Fl
CD4" T 4 . £ 2 ok 2 48 o3 Ak . 4536 GC 1 TE i
PLBe T 4 MMt b s s it . H ETPE N 28 i F 5

R B Bel6 5 5k PR 32 2 2k 40 ) 55 40 M A B A
P DA% 5 (DNA 50403 (1 8% 32 B 1 iz R AL L
T e 2 50 235 K H O 11 I 35 TR O & 4 AR ) 2R RN L 7
HCE R AR L AR IR 2 DNA SR 5 4 2 0
VG T A T O 4 S I Y AH DG 43 e 2 0 E 4
MAE Y K AE Rad3 A K& H (ATR) L CHK1 £ £ &
[FUR 2 1 (CHEK 1) P53 2 1 140 i & 51 8 P A
WHE A T 1ACCDRNIAY 2T | Bel6 # 3 N 778
HEAL b AR ST R Bele RO T 11923 f7 4 1
it 707 MR FEBRA RIS H TR S KR
Bel6 2 R 7 9 &8 43 &% — 4> N %ii BTB 4584 5 F1 C
Ui F 5 45 ) 3, Bel6 BTB &5 #4 38 7] L 5 SMRT,
N-CoR Al Bel6 2 w4 i K F (BCOR) #H B AT FH 1 4
[ & #2 35 PRB af/E FH 1L 46 Ohtsuka 250 438 /)N
B CD4 " il CD8a ™ A4 2 IR 41 g ) i #4 75 22 Bels.
Bel6 [AEH AT LS CD10 F1 A28 GC 2% itk EL 9 28
FICHGAL) 1 Sy 8 70 AR ok B0 i 4 R -, 78
Bel6 A B B E#E 1, p300 07K A 2 WAL 6 7T L 2 ik
& Bel6 1 RD2 254445 , DA T A8 AR X6F 810 e PRI s 410 11
PEFT 0 miR-127 AT Rl 33 40 ) 0 1 Bel6 ) %3k
ok S HEAD ) R VR T FE B AR AR R A A ik
Jo & B Bel6 AR B AT DL B 1Y p53 W e 3%
2| p53 AYPET LT A RN TR E R K LS
JE DR L FEWG 15 28 sh B vh WA AR X B B T
Sy i) 2 3 R 1 25 S R A 2

KR TIKBER GFP & —Fh KRR FEOL A, v AE
450~ 490 nm ¥ G K T K i &6, EGFP &
GFP (7R 98 60 B T i, R TR RCR T i, T3
AR Ry i B T 0T 5% 3 BRI R0k 5 0 L 40 i
Sk ER T PN E A X T BE RS 4, Bele )12
TIRBWRE C M E A LI 7T fE R E DY,
NZEFIR B Belb 5 5% 98 45 F0 45 B AL ) K44 1 A
R AR A7 76 B 0 A 0 22 5L O T SR Al B B Bel6
FIVEFALE, FATHIEE T Bele B 70 Al & £ ik
AR R Bel6 5 K 4 i X 510 A0 4 0 1 L FR AT R
TH L PCR LRI 5B T Bel6 2 CDS J¥ 51,
GYEFA E M, AT — PR Y T KEIER
JF 4L, 28 RT-PCR &, £ 5% Y« pEGFP-Bel6 fili &
FIk RS 20 M N 1 Belé mRNA 2 3k T+ 35 3
200 %5 LA -, T 2 P 5T G 8 B3 i A D Bel6 B A
(2% 35 5 %t B AR ot B9 L UE B R AT RT-PCR
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M HE GFP bRiC Ml 235 R I ik il 17 . iE i %
KAPOEhRIC Y B A H, @i pEGFP-Bel6 fill &
FE TR HARIL Je R RUF 40 M 9 92 50 AT & B Bele B
A O U 28 B R T A AR G 1G5 0 4 L Bel6
(14 3 i 42 3 JH 200 639 5 %) A W 20 A80O8E S AE B A Ak
EL98 v & B AT DL GE 5 0 p53. ATR, CDKNTA
SN PR DR T A 4 A A 1 B %) AR ) 5 RO
L7 EB 6 8 B 09 A Burkitt 9 R 41 R
BJAB 40l bt % BE Bel6 nT LA 1 #0140 5 72
PEAIRAE T 2 (PDCD2) 5 B i & #5 I 7= 410 1 i 1
YL 5380 Kurosu %5 BRFSE I R 76 B 4H M i 12
S 2 M Bel6 i T LU o 90 61 M A (ROS) 1 F
%m%%%%%%%%%%%%%ﬁtchmm
chi % % 38 33 18 5 B 4 238 Bel6 3 JF . CV-1
il HeLa éﬁiﬂ’@ﬁﬂ“%? G WA G, /M #, f B Al L
Wit Bel-2 1 Bel-Xo 5 40 1=, Bele X 41 it I
T A a3 ol XS ) 9 sV P B3/ 45 L AR AR ) 4 240 i A 440
WL AEAS [ (9 % 1R & #E4E FH A G Tt JR AT 4 0 25
FEIN R it F 3k Bel6 m LA 2 90 1 K SRS 4i i 98 1=
AR E 3 58 A A L i 3K AR R AE B R ML A R
Filb— B RABDT . A SE i — 2B 54T Bele 1Y
V20 7 A7 BRI Bel6 7 Az 3F e R Ok R b R GA
185 0 LA B HCAE FA ML P BIF 9 38 38 1 S

4 FlgEHR
J A A 3 P AR SCAN ) AT AR 4 v 58
[Z % x #k]
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