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THMERX A EAEREW, FiE SR PCR 3§71 HBx K H K 1 % 42 & HBx - Mutl20 £ [, 4R J5 43 5l 52 & ) PCMV -
Tag2B 4% K i, I 14 g Ji 5 41 50K, HBx — PCMV — Tag2B Fl HBx — Mutl120 —~ PCMV — Tag2B, 23 PCR (1 I /7 % 1 4 Bk /&
A I e N JH 9 41 i HepG2 , 28 Game 418 i 1t )5 15 2 2 R 35 H 19 55 H 19 HepG2 4 iy, i /5 il i RT — PCR 1 Western blot % ¢
HBx HBx — Mut120 1§ mRNA HI4 175 HepG2 40 it (932355 00, JF AW =X 40 Mo AR i 1 & R A0 M iy S . 88 R (1) i
## H YA 35 31k PCMV - Tag2B - HBx \PCMV — Tag2B — HBx — Mut120, (2) i3 <7 % %3k HBx & H 5t % F Be iy HBx &
H B HepG2 UMl o (3) 38 5ok it 2 40 ASC A 000 4% 26 200 Ja J&] 499 B2 %6 L, & B HepG2 — HBx 4 Jfid Al HepG2 — HBx — Mut120 41 iy (%) 4=
K806, +S) B 7 F HepG2 AU Je 25 # AR 5L YL 1) HepG2 4l S5 ARS8 s Th A4 2 45 7 HBx 2 o4 7 A 28 4% & HBx -
Mut120 HE (8 (1) o 25 3 3K BORE, % g A9 408 HepG2 41HLJS 43 1) BB % £5 5€ #23k HBx 25 1 1T B HBx 85 11, HBx K H 58 A8 14
Fet e 4 Jf J5 TE e A 1 HepG2 4 M Y 1G 78, H. 978 B B 1y 2k (R o 7 A i R 4 2% 8 0 e D] Wl 3 i, O i — 2B AR S0 T 28 HBx %€
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Establishment of Truncated Mutant HBx — Mut120 Stably Expressing Eukaryotic Cell Lines.
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Abstract Objective To construct the eukaryotic expression vector HBx truncated mutant HBx — Mut120 and establish HepG2 cell

Bao Yanting, Chen Gongying ,Wang Jie,et

line with its stable expression,and research the effect of target gene on cell proliferation. Methods HBx and its truncated mutant HBx —
Mutl20 gene were amplified by PCR and then cloned into the PCMV — Tag2B vectors to construct recombinant plasmids HBx - PCMV -
Tag2B and HBx — Mut120 — PCMV — Tag2B. the recombinant genes were confirmed by PCR, restriction enzyme digestion and DNA se-
quencing before they transfected human hepatoma cell line HepG2. We got HepG2 cells expressing stably target gene selected by Game
418. Finally, the mRNA and protein expressions of HBx ,HBx — Mut120 were determined by the reverse transcription - PCR and Western
blotting. Cell cycles were analyzed by FCM flow cytometry. Results (1) The objective gene expression vectors PCMV - Tag2B — HBx,
PCMV - Tag2B — HBx — Mutl20 was constructed successfully. (2) The HepG2 cell line stably expressing HBx and delected protein—
HBx — Mut120 was successfully established. (3) Compared these cell cycles tested by cytometry instrument, we found that growth points
(G, +S) of HepG2 — HBx and HepG2 — HBx — Mutl20 were significantly higher than of HepG2 and HepG2 with empty vector transfec-
tion. Conclusion The HBx and the truncated mutant HBx — Mutl120 gene recombinant plasmid were successfully constructed in the exper-
iment, which transfected human hepatocellular carcinoma HepG2 cells and are capable of expressing HBx protein and the truncated protein
stability. That provides the experimental basis for further studying the role of truncated HBx mutants in the occurrence and development of

HCC.
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BAZDReE Y EA, 525010 T M 2Rk
% DA A% RS 1) 22 i 2 1 #0A AH AR, B H BTN
JVF 448 it 98 1) & A 5 22 A 6 AR B0 1R AT A7 78
FEU LS R . BESEIE Y] HBx ) NH2 3 fig
I 5 240 B 34 5, 1T C ity B A0 o 200 1 5, DR AR O C
Ui QSRR 25 T B0 C i AH B VR B Ok T 45 NH2
it ) 12 1 240 B 384 5 00 ) R A5 B R 5 , o 2% 4 0 A i
B o

BT 5% 35 30 3 A K 2 5 19 & PR, 7E 98 PE HBV J%
P B IS AEAE C i R A HBx SR A i i —
AP kA 12 v HBV JE 2 25 0 HBV PH 1 JH- 41 A JH
PR HE AR R T 5 120 A %65 F 40k C
Ui A Y HBx 2872 4K (HBx — Mutl20) , 1§ 753 3X Fift 58
RGN KA R RA — KRR B, AR5
N DNA 1 5 20 5 R s 2 iy g 7 HBx A A 1Y
HBx — Mut120 28 45 {4 i) 82 5 3k #o ik, Sy xof BR ) i5F
F9# T HBx ) HBx — Mutl20 (%53 € 3R ik 84k, IF¥
HARSE e g T N 40 i HepG2 A0 2 1T 32 1 40 i
Z, N R— A AF 9T HBx S H A 0 % A8 1K 1) 3 fi
BEGE T LAl AR

ME5HiE

L BARE: BORL, 2R TN . (1) ks : #5741 HBx
4K ik HBX — pGEM — T Easy Jii ki g Wi 1T K 2%
BE2# Be ok il B g4 . (2) #ifk . PCMV - Tag2B %

CMYV promoter 1~602

FLAG tag 682~705

multiple cloning site 707~780

SV40 polyA 857~1240

f1 origin 1378~1484

bla promoter 1709~1833

SV40 promoter 1853~2191
neomycin/kanamycin resistance ORF 22246~3017
HSV-TK polyA 3018~3476

pUC origin 3605~4272

pCMV-Tag 2B Multiple Cloning Site Region
(sequence shown 620~844)

T3 promoter

AA H L M T 0 27 S 6 2 K o 2 T 4 it % 1T 1
JE 7 s A0 - HepG2 20 i S A 40 JfL, g B b ) B |
AN ML) 2 WE 5 BT AL o (3) bR g 9.2 x
Taq masterMix (3t 50 Fé Jy H 22 24\ ) 5 50k /)y 42 12 5
& Bk (LA EER) 500 &, PCR glifb il &
DI i) & ( 9€ [ Omega £ £ K 22\l ) s DNA
Marker ( R FA Y ) ; BRI E N VI EcoR T Xho I |
Buffer 10 x H( Ki# F 447 ) ; TRIzol. Reagent RNA £
Bk 7 (92 B Inviogen 2 ® ), £ &R BR — 4 B
(DEPC) (3£ Sigma 22 A ) s RNA S % s il 7 & (K
HFEEY)) A, KB, T5% LB, N B ( 1
25 A AR AT R 7)) s N2 GAPDH 519 ( b i
TAEYZA T ) s DMEM B 35 3% (BTN 3 o A= 9 15 25 47
FRAW ), EDTA JB & A B, i 2F g (FBS) (€
Gibco 2 7] )5 DMSO ( 3¢ [ Sigma 24 7 ); X -
tremeGENE HP DNA Transfection Reagent ( i 1
Roche 22 H] ) ;G418 ( 3 [ Gibeo 2\ 7)) 3 7 M 4L Wik
(bR R A R A & E B marker, S 40 A
HBx $iifk (3£ [E Cell Sciences A W) , HLf 40 (H 42
S ATE) , BIRTE B - actin BLFCRESTIR (£ E Sigma
NE) L, P B 9T (35 [E Jackson Immunoresearch /7y
Al) . (4)ECL B (K [E Bio — RAD 24 d]) . (5)
TRAL 258 (PT) (3 Bio - RAD A7)

P CMV

pUC oriy "}

FLAG

/ MCS

-SV4

TK pA pCMV-Tag2B [3V40 pA
43kb
‘ /} ,H” o
neo/kan «' P bla
P Sv40

M

AA TTA ACC CTC ACT AAA GGG AAC AAA AGC TGG AGC TCC ACC GCG GTG GCG GCC GCC ACC ATG...

FLAG tag

™ Y K b b b b k' "

BamH | Par | EcoR |

| |
..GAT TAC AAG GAT GAC GAC GAT AAG AGC CCG GGC GGA TCC CCC GGG CTG CAG GAA TTG...

EcoR ¥ Hind 1l Acc If5al | Xhe |

Apa |

| | | | |
..GAT ATC AAG CTT ATC GAT ACC GTC GAC CTC GAG GGG GGG CCC GGT ACC T...

T7 promoter

.. TAATTAATTAAGGTACCAGGTAAGTGTACCCAATTCGCCCTATAGTGAGTCGTATTA
S|

MULTIPLE STOP CODONS

1 PCMYV -Tag2B A

. 48 .
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2. 75k (1) #54 HBx B FLAR by 7 € 25 f& HBx —
Mut120 J P 19 2 38 20K ks i #2251 4 AR 4R HBx
BN FH 518 HBX E#E51#:5" - TACGAAT-
TCATGGCTGCTAGGCTGTGCTG -3', HBX - 120 F iiif
21 4.5 - CATCTCGAGCTACCAGTCTTTAAACAAA-
CAGTCTT - 3’, HBX Fi#8| 4:5 - ATCTCGAGT-
TAGGC AGAGGTGAAAAAGT -3’ FJF] PCR $ R M
HBX - pGEM - T Easy 4 14 i HBX 7% M % 58 4% {&
HBx - Mut120 JE[A | [ Bf 47 % HBX 4= J [HAE Ry X
BB, 28 1. 0% 35t B A B e o Uk 25 8 IR VR v B v B,
e H AR S ks ) S E B R B
pMD18 — T # K $£)5 28 EcoR 1, Xho 1 XU Y] J5 F
KiEH: 2 PCMV - Tag2B 24K |-, 1] . PCR 4" 14
F DNA I Jy 43 591 56 7 S ik B 5 7y B 10 5L R RS e 3k
(5T kE b B B, (2) F2 R ik HBx J HBx -
Mut120 JE P i) 40 il & 0 g o7 BOE A K R AP Y
HepG2 40 a2 43 5 m A B 7S fLAk i = fLp &+
37°C,5% CO, M 3E TG h E 5 . Fraf i A= KR
BLAF, % BF ik 5] 70% ~ 90% 72 47 BF B 3 B X -
tremeGENE HP DNA Transfection Reagent i 1 45 ¥ 7§
Tk 2 1) D %) SR T 20 R AT BB R Y, B A AE K
BRI AE XS IR PCMV — Tag2B 25 J5OREL A8 [+
Eee AN MAE AR B R MO BB 1 600 e/
ml G418 ({58 35 3 L A7 i i, 5 2 ~ 3 RifFf14e
W ,20 KI5 HCH 200pg/ml G418 1) 10% Il 1 (1) 35 73
FEER SR K RRE S 0 A0 M R AT IR 0T 4 il w4 R
HepG2 - PCMV 4iififs, HepG2 — HBx 4fl fiil i HepG2 -
HBx — Mut120 40 g, (3) RT - PCR # il HBx
HBx - Mutl20 7 mRNA KV RK B R E RSB G
H: K B IF#) HepG2 . HepG2 — PCMV ,HepG2 - HBx I
HepG2 — HBx — Mut120 4 Ffi4fi il /2 4 Trizol 4k B J5 $2
HURNA SR J5 #2100 W] 4585 & A 4 B 19 RNA 3E47 S 5%
IR VLR 5% SR AR 15 19 cDNA A iy B4R i 47 PCR
BN, H =W 28 1% B e b e i iUk 528 . (4) West-
ern blot JEAE M HBx — Mutl20 74 H /K 1 ik 5
S AR 4 Bl A R A5 EE 2 70% ~ 80% 1Y
M AR AR A, FE U0 B 10% 3873 M Ik iz 6 i
HR 4l A 1ok B 3 0 B — o R R Y A B, R
Smin A2 PE BRI EAEWE EAEHLES, SR 5 ] NC B
JEE, 2% 65 5 5 S T 5% T R W3k 5 3% BSA #E 47 R 7
B, EWR T Th, n—Ht 4°C i &, B 3 s —
U, ZRTIE 1 ~2h, K 3 WBE K, &5 ##47 ECL
LTSN S s

& ES

1. HBx 2 HBx — Mut120 3 [5 i 3 1k 48 1A R 4
Pt : (1) HBx Je H 978 f& HBx — Mutl20 J (K (1 4~
4. Br 4% HBx — Mutl20 . HBx f§ PCR F Bt 400bp .
500bp 75 45, 5 # A #9 K BE (HBx — Mutl20 360bp,
HBx 465bp) —F(, £ W]l & PCR &1 sL 45 3 13X
PR H B B, W 2 Biox, (2) PCMV - Tag2B -
HBx ,PCMV — Tag2B — HBx — Mut120 i ZH Ji7 %7 ) %
SE Ay Y B PCR (177556 5 PCMV - Tag2B -
HBx K PCMV - Tag2B — HBx — Mut120 [ & 21 Jii i .
WE 3 B4 frR. (3) A FOR 7 %5 of B4l
Brkiik 2 b AR T AW 2 W) BEAT I Y, AR 4l BLAST
k%, PCMV - Tag2B — HBx 1l PCMV - Tag2B — HBx —
Mut120 /) 8 41 J5ikz 3 51 5 2 510 B 197 90 AF A
RN 99% AL RE YR 5 196 (L A—C, £t L %
i & 4 e 7R, AGG I CGG ¥ 4 1% ok ks & ik , Y

DNA marker 1 2

2000

1000

750
500

250
100

E 2 HBx. HBx - Mut120 £ F iy PCR §- i
1. PCR # HBx H 9 H Bt 4 ;2. PCR 9 HBx - Mut120 H #) H B9

1 2 3
bp
2000

1000
750

500

250

100

E 3 PCMV -Tag2B - HBx,PCMV - Tag2B - HBx -
Mut120 Eg 1] J5 5r BE 5% B FR ik [
1. PCMV - Tag2B - HBx it} Bt ;2. PCMV - Tag2B - HBx - Mut120
WEY) B 53. PCMV - Tag2 B fF 1) J1 Bt
. 49 .
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DNA marker 1 2 DNA marker 1 2

4 WAEHARME PCREE
A LUY8E HBx 1959 547 PCR R 5 B. J P 4% HBx -
Mut120 (5] # #E4T PCR R o 1: LAY 44 HBx (5] 4%t PCMV -
Tag2B — HBx JFi b7 R AR AR ;2 : LAY 44 HBx 95| ¥ % PCMV -
Tag2B — HBx — Mut120 [ ki A B4

WK TG 25 S 5, T UCIE B HBx Al HBx — Mutl20 33k
RN ARE TR

2. FasE F IR 4N HepG — HBx & HepG2 - HBx —
Mutl120 [ %57 . (1) HepG — HBx } HepG2 - HBx -
Mut120 41 f I8 25 « AR 45 R 20 AR BT 45 17 G418 Hiik 5&
PRI AR a5, O 3 1 2 e AT B A Bk 1 e 7 4 M O 3
KA S5 ~7 i )G T € Y HepG2 - PCMV |
HepG2 - HBx #1 HepG2 — HBx — Mut120 A9 4l fit & , £
B8 WA T #EAT TH I, OF 5 HepG2 4 ML 547 T
LRI, EL S Fros , HepG2 21 MU JE 25 0 IR |, 1 %
JeJn 040 TR S T K R B, o H % g HBx -
Mut120 [ 40 L Z 0 R B S, 32 7R 4 i & A= 1 b K A
i) 50 o A A e B e MR . (2) Rl HBx Jr L5
AFK HBx — Mutl20 7€ F2 %% 241 ffl o mRNA 7K (1) %
KRB SE G AT PCREZE S L I E6 TR , K6 A

5 4FERRMTI( x40)
A. HepG2 445 : B ~ D 43 51l Jg £ 37 4F () HepG2 — PCMV HepG2 — HBx #il HepG2 - HBx — Mut120 £ it JE 25

A 1 2 3 4

HBx-Mut120

GAPDH

B 6 RT-PCRHEMMERAERE
A. UL HBx — Mutl20 (5] 4 ¥ #4; B. UL HBx 09 51 ¥ 9" 34,
1. HepG2 41 g ;2. HepG2 — HBx 4HJitd ;3. HepG2 — HBx — Mut120
4 ity ;4. HepG2 — PCMV 4 Jify

MUY HBx - Mutl20 J1 Be#y 514y, Kl 6B LI 3

HBx 51443 34 R RT - PCR S A 51 938459 44

2R AR cDNA LIS 7 45 40 i 1 28 7 2 75 i, 72 40

i 28 HR R T REAS I HR A 2R R PR % SR 3R 0, HepG2 il
- 50 -

22 3K HepG2 — PCMV 411 il RN GE 4™ 184 HH WO Rl H 11
B, UL Ho R £ HBx Fl HBx — Mutl20 3[R 5 B
(135, 1M HepG2 — HBx I AEH 4 iH HBx FIHBx -
Mut120 F B¢, 1 HepG2 — HBx — Mutl120 4 g {V GE P~
B HBx — Mut120 LA I A 5815 2] HBx LA A B,
GAPDH 7E W 414 A4l i h R s f2 e, i — L E W] T
JoRL B ) e e i 20 O BE A% BT I B R AL (3)
il HBx Az H 2878 K HBx — Mut120 752 %% 46 i v 25
FI 7K #2235 : HepG2 — HBx 4 Jifd # HepG2 — HBx -
Mut120 4 ffl 2838 HBx 19 45 5 P Bi 44 1 0] 462 0 5] HBx
IR IL {3 HepG2 — HBx — Mut120 2 Jifd fit 35 1
a5 /NT 17kDa, 1 HepG2 43 A1 HepG2 — PCMV 4
R REAS DN 2] HBx [ /9 2 3k, B UIE B 0L 52 56 2
B £ I A8 638 HBx 2 119 HBx - 120 - HepG2
F1 HBx — HepG2 X W FP A Ml 2 . 4n&l 7 Frw

3. A 4N M AUAS I HBx K HBx — Mut120 % 41 Jifg
JEV I 0 52 e < D 3 0 B AR T % 2 4 ) R AT
mFE 1R, 4R B8, HepG2 — HBx 1 HepG2 -
HBx - Mut120 4 il 2 i A= K 730 80 (S + G,) Bl i i T
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HBx 17kDa

43kDa

B-actin

1 2 3 4

7 BMEMARS HBx EEKRIE
1. HepG2 4iiJffd ;2. HepG2 — PCMV #ii fifi ;3. HepG2 — HBx 4ii i ;
4. HepG2 — HBx — Mut120 41 jg

HepG2 4 fifs fl HepG2 — PCMV 41 jifd, 43 1 b 45. 08%
F146.71% ,HepG2 — HBx — Mut120 4fiJfi 11,4 HepG2 —
HBX gmﬂﬁ*ﬁ% o

F1 JRAMBEARKNER(%)

EIJIUES G Gl S ] S+6,
HepG2 69.76 8.00 22.24 30.24
HepG2 - PCMV 65.03 13.07 21.90 34.97
HepG2 — HBx 54.92 7.08 38.00 45.08

HepG2 — HBx — Mut120 53.29 2.32 44.39 46.71

T ®

JT 24 B T 988 ( hepatocellular carcinoma, HCC) &
530 N B S RO R 2 N 28 R I B R
O[O Ny w o d PP o L e S I S D R R VAN
I BT KRR R R R R
K CRF R AT I (HBsAg) #5417 25 19 I & 1 JIF i &
AR TR B N 2R R R
(HBV) &2 HCC AWM EZE RN Z —, HBx HA L
RS LRI % K HBV A k4 KR A
W) S 2 T BN BF 5T BT HBx 5% i 40 i 1
B PR T B 4 B TR A8 R AR R R ) Kk
LB N B R Y . A TS & B, HBx 2R 1
TRE R A H5 K5 AR AN N B 2 A7 — E R &R,
05 A 7E 20 A% N R HBx 25 R B K 8, B A
WS PR RE S B B S M 2L T
MMM HBx SEH ZRER/K P RIX, 2 528 1F
SRS BR T HBx K (1 7E AT 40 ML AT &
AL R AR Z AR R PR, K2 5 AN
JfJVF 98 s ot FE R S v Tz A AR H
X T HAE i A AR b iy AR T AL O A7 7E 7 2 A1
GO JESR

AT JE AT, HBx A B X5 240 i 38 58 1) 4 1 be 45 )
i, Bl i 2 A 3 A micro RNA 40 g /) 57 3 18
G110 HBx ST Z 4R TE S HBY DNA H£ 4 {37
FOTTER AL E 85 1 3 K20 b, HBx B K H 2

b SR R 5 K B, 3 98 8 B HBx i (R 1 4 1 4 %)
MR DNA b T F 5 A4 A i HBx . A
TF 5 2 W DT 90 411 40 Hh i e 75 81 £ 3 b HBx 2 R
5, R A BN L E AR, B R —
WS TR AR HBx &7 Tu S AR B
HCC JFHZUh & 31T HBx JE [ i Bk S8 #e 7
20 NEIEFR ) HBx AR, h TEFE44
KT C B HBx 248 K, 263K T 8 JE 5 Y
HBx 1, ZIEH IR R T2, lATTRES S T
W B AR S AR, 2 A BF S COFF HBx [ A
HepG2 4o J5 , Fo Ak 18 13 ) 10 oA 4 2 1 4 Ja B
AN G,/ G, I S J15eh i, X SRR T
HBx & — Mg s 1, AR BF 5 WAE 52 73X 45, 55 4
T4 RAR N B A U T e R HBx T fig
RS T8 1)kt A R R

WF5E % BAE HBx 4K [ 17 76 2 Fh 28 A8 1 3T 4F
S C 3 R D Y 5 A8 R T 8 B A A 40 Sk 20 B A T
12 2 200 94 9 0 1 P 4 32 56 T A TS AN 7 e
FIF 46 (0 JF 2L 40 2 451 HBV JFF 240 Mo 938 20 20 b % BH—
Pl 120 (%7 T2 1k 19 C SR JE 28 HBx & 1 %78
A TEARLES G— A B 5878, 3 A 5 78 AR ] T
O 458 19 FE A i C i 460 8 5 A A 3 L7 R ) £
AR Z A AE X R E S P HBY L % Fl HBV A
S 019 JFT 200 8 1) T 2L 000 AR P 249 77 18 L T 7 8 2
1R C 3R JE A HBx 58728 A HLA AR K I B 98 3 X,
W2 5 % 2% 18 X Fft HBx 7K (4 (1) 5 75 1A 1T RE 16 18 1k
HBV JE e % & T 20 MO 988 1) 2 B b R 4% T B 1Y
T o WA SO BE S, C 3ot 2 5 B0 40 Jifg 449
F AL T A S 38 k400 o 400 8 R R p 16 2 3k T 9 4 4
P D S0 3 TR SO U9 400 L B B T R L B IR
336 i 2 A5 K B K A A1 0T 20 P 38 B 0 D, IR 78 T 96
e AR O 33 ol A A X 96 4 i iy 8 0 2 )
T —E AR, B 4 % i Bl 9 A8 4 69 BF 55 6 S HBV
R S T 988 0 7 30 5 S ARG A 7 B L T — T Y
YIA .

B SE 2 LU0 40 B HepG2 20 it g BF 5% %) 42,
s HBx #7528 & HBx - Mutl20 % [H 58 % PC-
MV - Tag2B i ki #, 45 | PCMV - Tag2B - HBx -
Mut120 4 5 K, 48 i 65 H 5% e HepG2 40 i, 28 i
GA18 [ 1 & 1 4 754 51| fiE 9% #2 & % 3% HBx - Mut120
SIS AR R IR B B 4 Y
R T L AR A 7S B A e B R I, S
RIS E R Y T HBx B M5 K

- 51 -
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HBx — Mut120 /) HepG2 4l ffd 4 G K I 1] HBx £ [ 1Y
F235 , (H 245 & HBx — Mut120 40 i i 25 15 19 & 11 4%
T R L T A e U B e U 25 3K 1 HepG2 4
P A DU 4 HBx 85 17, P UCUIE WY 0k 52 36 ) B ) 4
Jf-fa 2 F 3k HBx & [119 HBx — 120 — HepG2 FIHBx —
HepG2 X W FP 40 Ml %2 o 48 3t =X 40 i AR 4G 00 400 i J&] 30
J& &L, Fa % HBx J¢ HBx — Mut120 H i 5 P i) 248 Jifd
HAFE fiE 7 0 8 ik T A P 4 % RR AL, LR AR A A i A
YY) 20 1 2R 5 FE BE 0t B 5, 2 s H Y A RE 2
HepG2 4l ff 34 4% .

£ TR S S I N S = VAl S I o L W
HepG2 41 i 5 B # 57 AN Ay 3 — 25 BiF 50 Gk 2K U (1)
HBx JE K T 3 35 HBx 2 [ 9 58 228 14 76 I 98 40 M i)
AT AR S AR K gy T AL AR O T AR R T OSE
W) % 3 7 S o | oW R R e i R
BEGE T LA

S % ik
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