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Hydrophobicity of Reactive Site Loop of SCCA1 Affects its

Binding to HBV
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B OE OBARwBSERL | (SCCANZRLABEFTASRH Mserpn) REHMOAR EH S HTFh, HREL 6 &H
{BP A= 851570652 84t Z A XA A (HBV)# 3 S L AR M £ & SCCAL M@l HBV @ & 4. LA LM HepG2 BT 4
Bl #) — 3 SCCAIADA R EES HBV #2580, A1 C KB 5 RBP4 CABAH, Kife AL-BP 29 £ 4 HBV, A BP-Al
FAM. AlSBBPH CRBREIANAALRALER ES 2 ETASG S, ~ A4S M EAREHERA, Al HEK
PACE W BP o AJSISTOO M AR E. B A Y a0 P B AR SRR T T AR R KM HER NTRE HBVH

SHeH. AL MDPA LM BRTEAS A8 e RAHBY Z£44h. T HHE AR T 5CCA 5 HBVHR S LA E
A B8 B AL AT e

x@A LAHERE BAEK®mBEELKR], @S A
hESES (813 IWAFIE 4 X ERS 1000-3061{2005)01-0052-06

Abstract  Squamous cell carcinoma antigen 1 (SCCAL}, a member of the ovalbumin family of serine pmtease inhibitors, in-
cludes several variants. Tt was reporied that expression of two SCCA1 (BP and AJ515706) in cells results in increased hinding of
HRY o these cells by the interaction of the expressed BP and AJ315706 with HBV pre-S1 domain. In this study, a SCCAL1 (A1)
was isolated from HepG2. but it appears to lack this abilitv. A possible role of two mutants, A1-BP and BP-Al, constructed by
interchanging the carboxyl lerminal of Al and BP. was investigated. Cells expressing Al-BP rather than BP-Al showed an in-
creased virus binding capacity. Comparison of A1 sequence with the sequence of BP indicated the presence of only three amino
acid changes in the carboxyl terminal, two of them in the reactive site loop { RSL) of SCCAl. Primary structure analysis revealed
that the hvdrophobicity of BP and AJ515706 in this domain is higher than that of Al. Changing the aa349 of Al from low hydro-
phobic glutamic acid to high hydophaobic valine enhanced HBV hinding. In contrast, changing the aa349 of BP from valine to
glutamic acid reduced HBY binding. Our finding suggests that the hydrophobicity of RSL of SCCA] may play an important role in
HBY binding 1o rells.
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LEIRF#mw (HBY ) (N BB R A KR
KX FEARAREMTTHBEELE. XFHEE
H1E FRIEAEH L R4 o] B # /) HBV 23 4
MBRMHEZ B AT HBY ST, &
KRUIRIBEL AREATBEM HBY ZK, 10 IgA ¥k A
NE-6ZEK Annexin VEE HWKELERZHE A
—HESHRARRERAMIEEIFL X EEAE
HBV B L& P AR EA . Bl AN
B . HBY KH (L) LA E] S1(preS1) X B % T HBV
AR LA RS MR R AR B HENER,
B4 preS1 & ALK (aa2l - 47) MUK Y 09 SR RE S8 40
HHBE S HepG2 HBEMZE &% . 2001 %F De Falco
% * A preSt 7 BUBK (aa2l - 47) M\ HepG2 41 M 1
NEI - RESTEAQ.MA N HBY £S5 EA
(HBV-BP). ¥4 BP X #9 HepG2 40 LA K P H 4
HO 401 (CHO) 5 HBY M5 &R 154 8 B 2
5,325 BP T SE R fE I F preS1 #) HBV 2 (A —.
BP ¥ 390aa. 5 Suminami % ° BN 2 EAMREAME
101 3] (serpin ) #8 2% BE 019 8% RSB A HT R T (SC-
CA1) YA aa351.aa357 1l aa389 = T EHBHNZE R,
WE T SCCAl A Z—. THIER Serpin KA
100 EREQLEWRT . ENATERSE BB
wH XSSP BB B ES IR .
De Faleo 5§ ° 7E M HepG2 4l ffg 'P 43 & BP 4 B i,
RE 12 M EPERET 44 BP R A 4 4
SCCA1 ZEH LA K 4 1 sCCA2 BE,FEHAE S SCCAl
EEBMIEEE 9% M T — 1 serpin F R AL 5.
Monreg—l‘;'s' M HepG2 HI B 4 7 & B — 4 sccal
BN SBPRANEEMMNER B ZEENRE
AEHRESHEME S . Hizs -HERE SCCA2
REEAES BPERMIEMOIAERE. & T HWE
et ss & HBV ff f2 P, SCCA2 FF R &R
B, R B AR SCCAl 4 TH AT {23 HBY
M4 & RV SCCAL 7 5 HBY 55 &1 nl GESS
Bk AR E T A SCCALLSCCA2 1 BP R K
EEENELAREHRAS, FIHELREWH Y
MR R RYL IS WA X HBY & &

1 #H#EAF &

1.1 ##

1.1.1 TRk BBk AR : E. coli DHSa AL R
FRTF, £ . coli DHIOBac ,Sf9 B 41 4 M1 #% | pFastBacl .

pFastBacDual B B Invitrogen 2> 7 . pEGFP # 8 Clon-
tech 2> 7], pcDNA3.1{ + ) K Invitrogen 23 &) ™ & . T

BAEpMDIB-THE REFEYAA. SHtkEH
ATCC.

1.1.2 TR A R ERBYBERETEE
WaEl. 1 a R EEE S A AR
Grace 32 2 FLEE A /KB Y . DMEM MEM 3 7 3¢
M B Invitrogen 2% &) - IPTG . X-gal M9 B Sigma 4 7 -
ETE Cellfectin #) 8 Tavitrogen 2> 7] . 40 B 3% 35 F3
G4 M7 ¥ B HyClone 7> & . HBV % 3t PCR £ ik
MEWREITH AR . HBV Dane’s Bk W A it
B W B 98 B (10" copies/mL) - TRIzol if 7| 1Ky
B Tnvitrogen 2> 7] . LB U0 5 A O 8 8 = 4047
R

1.2 A&

1.2.1 SCCAI1.SCCA2.BP HF M % . 1% BP &
BFH &% (E 1) . A TRzl 123 HepG2 40 ffl
FJE RNA.BP2 A5 Mt 78 R LB R G oD-
NA, B 82X PCR 7 H iR (4151814 BP, .
BP2, 5| ¥4 BP, .BP4), K BL7E PCR EHEiRE A
50~S8CHTEEMB A EFS B HERE D
Fr B (PCR R0 & 7 :94°C 505,50 ~ 58°C 50s,72°C
Imin, 25 PN ; 72°C RE A 10min) - 43 B [ 4 A A
EMRETSHMEEKEHTAN PCR I 8™
Fr BT B o A 0 e a) S i ) (i RS G AT T RE
IF. W45 B GenBank Filt 177t 4. 7
BB R S6CT RSN PCR 7=H A SCCAL 4
B (Al, GenBank 5 AY245781); EHiEE N 52CF
G A PCR =¥ H SCCA2 BEH (A2, GenBank &
AY245782) . ZRFItEXT A B A1 HE S BP H (T
BHS TEEBMAE R (aal85 . aa202. aa349 , aa351 I
aa389). AT Al HEMHFT PCRES R, 418
THXKISEE— R E BP K .

F1 NMHERRFET

Table 1 Sequences of the primers
Primer Sequence
BP1 5'-CAC AGG AGT TCC AGA TCA CAT CGA G-3°

RPZ 5'-CTG GAA GAMX AAA GTA CAT TIA TAT GTG GGC-3°
BP3 5'-CCG CTA GCT CAC CAT GAA TTC ACT CAG-3’
Bp4 5'-CCG TCG ACT CTA CGG GGA TGA GAA TCT-3
BPf 5°-GGA TCC ATC AAT TCA CTC AGT G-3'
. BPr 5-CTC GAG CTA CGG GGG TGA GAA TC-3
EGIL 53°-GAT ATC ATG GTG AGC AAG GGC G-37

EC2 5-GTC GAC TTA CTT GTA CAG CTC GTC C-3°
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1.2.2 pFB-Al,pFB-A2 pFB-BP,pFB-EGFP B 14 i
FIEERRE A1 A2 B BP &, 5 518 H 5 ¥ BPE,
BPr(FEFI W% DT PCRT B B B e R
FRAR 55 % R {& pFastBacl, #J B ¥ % & KL pFB-Al.
pFB-A2 .pFB-BP( B 1). LA Egfl .Egf2 A 5% (¥ 51
8% 1) M pEGFP W ¥ EGFP X 5 ; F] B3 41 R 70 28
#; (& pFastBacDual, FEREE L BT pFBD-EGFP(E 1) .
FEFiELEARBERERERE.

Om  PpolH
%’:7}{ Pomv

!
[ PFB-larget

IarLe7
SAVA0 pA
Tn7i.

B 1 HFAR R E R A pFB-Target( Target 71 514
Al A2 g BP)} 1 pFBD-EGFP
Fig.1 Map of pFB-Target (target is Al. AZ or BF gene
respectively ) and pFBD-EGFP

1.2.3 MBEAFRAE FEBETHHRE
(S B TR AT HE S B ORI R AL CaCl, BUBAY E . coli.
DH10BacB 3 B . 245 A F 8 JE KL bacmid
FB R . EidEAE Xgal IPIGKRKER . F
WEEMMUHFEN IBERFELAEHEE AT
FME R AR B R LB SR, Wk /D ERIE
‘A5 DNA (bacmid) . TF bacmid B LacZ BEH EF
WA MI13 31 E #FFL LD M3 51 % PCR T 3§
(94°C 50s,55°C 50s,72°C 3min, 30 T 1& 5 ;72 °C £ i
10min) , BT3B B AN THRIE R G R L F#E % .

F 4 bacmid 3 B I Cellfectin %5 3 3 ¥ 4 77
HARY SO #0 Hf K 15 4 FF AR A F BacAl . BacA2.
BacBP fl BacEGFP. i i# — s EEWRES
HEAFRINEN SO AREFRLF RIZHIE
BEHWE FEPRERE.

1.2.4 BEhAEMSE FEABERL EREFHN
bacmid B % 4tk 7| Cellfectin iR ERTHY
SfO A .4 TS B AR L IR BT SO A A
W RER USRS SNER .
1.2.5 a7 A0 R m R . SO 4 i 1L 809%
EREHT oFLED,H BCHEE 4, BRENE
SRR L 10 B W B S B b SO M M, R
1Th G A 2mL Pl Grace BC ) B9 1% 45 &5 35 B ¥
(0.8%), 8 28CH# 5d i PHaRaFITHEER

HE. ATLRERLEF 4 RRESREER L,
55 TR O B 5 R S A I T I (PFU, 28 B AR -
1.2.6 FHAFRFRENWIAL WA EEERE.
WIS R T 24 TSR, BALA KK EY
F5x10. TCEHR ZVWERFEEHFE,MA
s00pl B E M S EAF RN EN SO AREF L
HORER.B3ICh GERNERFE. #E
B 3% 48h JE AT B FIE T .

1.2.7 HBV 5940 B 3 3050 & HBYV BB {RHL
HohmanitEse F 24 LSRR, G ARBEN N
5x 10°. 37CH 3 16h |5 % K855 L& . H D-hanks
vk - YR fE X BT B FL A in AL 2000, FE #E 3% 3% 1 L
B4 40 Ml A B 2 £ B IR FE W BB Dane’ s FURL(2
x 107 copies/IL) , 7E 37°CCO, HHH PR E 4h. #
F & A PBS i 2 ¥R, 45 40 MR % E Eppendoff &
h. ZEFEABIGHENE K IERUEERR .
1.2.8 %%t PCR ¥ il f W & & 7 A1 HBY 3L
PCR #0157 & (5 (773 €9) #F 17 #7296 8 2
PCR {3 { Roton-Gene Real-Time 2000) % i# 7 B lwi , PCR
£ %4 .94°C 180s; 94C 1s,53°C 205,50 ™MW . H
Pt PCR A Hr 8K {4 0 i L0 il il 1R
1.2.9  $07 8 — R4 A9 6 K 1 4 B - £ F DNAS-
TAR 3£ 41 ) Protean 2 FF 12 £ Kyte-Doolittle &
BTN P EERREICERECRA
AME 9 MR E. A R E N A Mk
HMMAE . A B ME KR BKERNE
AR, ERAEBREF KM, RENERERERER
KA, B K38 B 4 T A K R BUK SR OK
% 9 -

2 % £

2.1 HBV 3t HepG2 ¥ WI1-38 41 i i B S S8

Al Dane’ s BUKL 7 B R 3 HepG2 #H B . W1-38 2
1 .BNL IME A.7R.1 408 f1 CHO M. 3t iR 5 2 X
K S 3E A 40 BB HBY DNA, ) B SEmta¢ ¢ PCR #
ARFTESHN, ERWE2 R, AERGRN
LLE B HepG2 A B R A —F M4 5 HBY B9EE
J7s T H AU M & 5 HBV B IEmE M, X
HHRBPOIES S WM. W38 4 A AN
ﬁfﬁéﬂlﬂ@,Eﬁfﬂﬁﬁﬁqﬂﬁﬂ‘]‘fiﬂ{ﬂﬂ}%% CMV
J& - #0 T AL B RT IR 7 7 X e L 3 P A AT B
R, W38 AR S REEB I RERE
A& . H Rk WI-38 48 M1 8
H@ﬁmﬁﬁb}%?{:
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£2 HBVHFEWASWARMESEEN
Table 2 Comparison of the relative binding of HBY

in different mammalian cell lines

£3 AW SCCAIEAMEERER

Table 3 Amino acids sequence differences between
five SCCA1 proteins

Cell line Source (c;i'\sfs?i;\n:]e)
HepG2 human/hepatocellular carcinoma 263 382 + 16 302
WI-38 human/tung fibroblast 186 215 + 15 236
BNL IME A 7R Mice/liver 169 221 + 13 489
CHO mice/ ovary 105 400 = 25 076
2.2 HBY MREFEREE K WI-38 HME R
ey

# & 2H #F I 9% F (BacAl . BacA2 , BacBP, BacEG-
FP) 43 BB 3 WI-38 0. 55 7% 48h /5, FH Dane’ s B
PR ARR . 4h SFUE MR B HBY DNA L HFTTE
B A5RME 2 BrR., BT BacAl Fl BacA2
MR 5 EEG T BacEGEFP(BA ¥ X 38 ) | & 2 (T 4b
B IEH W1-38 2088 (%5 O X BB ) 4H Ek, B g5 & HBY
Mg I A NHBE S, WS T BacBP iy WI-38 4
Kl 254 HBY WRE M B B (P <0.05). K
BP A %5 7T {F WI-38 S MR Bt HBY %% ,fH Al &

A2 RAH X AINGEE
5 500000
£ 100000
2 300000
Z 200000
Z
z 0 , , . :
Blank Mock BE Al A2

H2 REAREESH W8 L ABY 825 G
Fig.2 comparison of HBY binding to WI-38 cells infected
with different recombinant balculoviruses
Blank: uninfected cells; mock: BacEGFP infected cells: BP, Al and
A2: cells infected with recombinant baleulovirus BacBP, BacAl and Ba-

A2 respectively .

2.3 HFSCCAl EEMEERER

AL FRBER#AIRS HBY WS, MEHELR
PCR M Moore %7 M HepG2 41 M o 47 85 1) SCCA1 #
B (GenBank 5 AJ515706) 1 HAF 5 BP A B
P BE 77 . Moore %7 #E AJ515706 2 [H & K K {if 4
TR (RSL, fif T aa340 ~ aa354) E#E{TH R, HE
THMETAEH(P3.PI4), SR XFHRETRE
HF AI515706 —HE R {2 AR S5 HBY W& & .
BP.AJ515706 . P3 P14 L K& Al iX 5 f SCCAl & H
LBR Al S HEHA 4 B EH Y BRF WK HBY 68 77,
XS EANBEERFIERLEIANLSAEA
HBY R EE 1/ 4 T E E M L, Al TE aal85,2a202,
2a349 1 aa351 LT R 2 WA,

Amine acid
16 47 105 185 202 341 349 351 352 389
residue position

BP F D N ¢ P & V 4 F P
AJ515706 5 N T ¢ P A V & F 8
P3 S N T G P A ¥V 4 A 0§
Pi4 5 N T Q P R Vv A F b
Al F » X R $ &4 E G F 8

2.4 BPH Al S RTENHE R HBV A B

HWE TR AT R S HBY W fE 6 R
fITLA aa342 A R 4% BP FI A1 B9 N S F1 C 3 B3, 4
#T BP-Al I AI-BP MBS RETE(E3).

w [ )
+ N

aa34?

BPAl |_// _
R —

B3 BP 1Al Mik A LK BP-AL 1 AL-BP # ) #
Fig.3 Construction of chimeric mutants of BP and
Al: BP-Al and Al-BP

The mutants were constructed by interchanging the part after aa342.

M BP-Al FE A AL-BP ZEHE M EH TR
R, A WI-38 40 M2, & 0 3L 4L 40 M 3 HBV B3 IR
FHRE S B R WA 4. 7 W BP-Al FEEM® M HBV,
AV-BPATLIME Fif s &, R B aa342 TR FIM T R
(V349E 1 A351G) % SCCAl ) HBV 54 6e h B H
HEFW,

600 000
300 000
400 000} FP

300 000

200 0001
100 0001
BP Al

0
Blank Mock BP-A1  Al-BP

HBY DNA{copies/sample)

Bla HERAEKBPAIF AIBPH
WI-38 ML & HBV MYHE S
Fig.4 Comparison of HBV binding to WI-38 cells
expressing BP-Al and Al-BP
Blank : uninfected cells; mock: BacEGFP infected cells; BP, Al, BP-
Al and A1-BP: cclls infected with reecombinant baleulovirus BacBP, Ba-
cAl, BacBP-Al and BacAl-BP respectively.
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2.5 JLF SCCAl Ea—REHMNERKIESH
Xf BP.AJ515706 .P3 P14 L4 B Al iX S F SCCA1
BEOMEEMEIMERKERITTHE. 5RE
BLHT 4 B E A HBV 554 8 1 1B O 7£ aa344-354 X
WEMAEENG K, BUKEREES KT 2.0,
i B HBV 54 fE 11 Al & 14 76 3% K B 9 B 7K 1
B, Bk IR EN R 1.07(E 5).

H e H aazdy
virus-binding % ¥ 7 ° hydropathy

F o
enhancement value
BP + i—?—dm—q ~217

Al - ra__n—diﬁim.___\_‘i -
— - r — T
340342 44 348 M8 W0 387 56
EG(AJE AAAAT AV VA(F)G 5 5 F
ey

AJ515706 + m————m—q +2.17
40 32 44 348 348 3% 3854358
EGAEAAAMAATAVVAIGS s P

P3 + 206

P14 + ~2n

Al-BP + r___h-_q a1
30 Mz 344 346 348 350 352 B4 336
EGAEAAAATAEVIFGSseP

BP-Al _ r___-‘____q N
M 3@ 44 e 80 32 354 M6
EGAEAAAAT A@VEIE6S 8 P

Alpagy + — = -2
30 34 244 340 48 /380 362 384 250
EGAEAAAATAEV@FG Ss P

BPyvuave - -—-—‘—*-—- 131

5 JLFh SCCAL B 2a340 - 356 B3 B9 B K 53 47
Fig.5 Hydrophobicity analysis of several SCCAl proteins

2.6 BP.Al /) aa349 SREME AR HBV & &8
ppl:0f A0

S5H{h 4 MEEAE, Al 2a344 - 354 X 84
BT V349E A A351G BN R, H A 349 AL 193
BKHEER VIGER)ZRTNBH KHERN E(&
FRR) W 3% X 3B A B K #E BT BB 5 SCCAL i) HBV
HARNA X, A TRIEX—HEW % BP 1 A1 @
an349 HAIT T A, HE T BPypoe Hl Alpye, BE
&, LB BP By aa342 T Ui i Btk K [ BPy, KK
(B 6) . BPy, fE 23344 - 354 KB M KB
WS, T Al gy 7E 322 X B 4 69 B 7K 75 99 9 1% 58 (T
). HELTXERTEANEHATRESE, BQ
WI-38 410, £ 2% 3y 40 B 6 HBV MR B AE 77, 45 2R

Al fAEMR B HBV, T BPy, AEEW MR E, X8
aa349 Xf SCCAl ¥ HBV &G TR FHER ¥ m (B
7). {8 BPy, (B EH —E 75 BRI 6E 1, 7~ BP
S5HBVHEAWTREE-ITSHEAMER LR
aa344 ~ aa354 X W HF A EHE#H S 5 BP 5§ HBV M4
& EZREHAREN N ETREESRT HBV &

G AT R RN,
aa349
. v
BP { i v |
. /00 E |
BPV)J‘JE | // E l
v [
aa342
BPww | Jf |

Bl 6 AR SCCAl BERKEE
Fig.6 Construction of different SCCA1 mutants
BP,sor: BP mutant contained a single coding change ( Val349Glu);
Alpuoy: Al mutant contsined a single coding change (Glu349Val);
BPyy; : BP deletion mutant in which part after aa342 was deleted.

500 000

4000001 {—

300000

200000%
100000 | ﬁ
O i L L 1 L
Biank Mock BP Al BPV349E AIE349V BPN342
7 Fik BP I AL BEEM WI-3B AL & HBY MBED
Fig.7 HBYV binding to WI-38 cells expressing site-mutants
of BP and Al

Blank: uninfected cell; mock: BacEGFP infected cell. BP, AI,
BPaygr - Aljaugy and BPyas : cells infected with recombinant baleulovirus

HBY IDNA(copies/sample)

BacBP, BucAl, BacBPysqy. BacAl iz, and BacBPyy, respectively.

3 i #®

De Falco % L4 B2 Moore %* M HepG2 th 5 [&
H i SCCA1 B [ BP 1 AJ515706 HfEB BiR B M
54 HBV IR 1 (A4 B 58 M [F— 40 Bl Bk b 5 fe
) SCCAl B H Al AREME S % HBY 45 &,
5sccAl EEREHMEL 91% M SCCA2 HH A2 H2
FEEH,

BP ,AJ515706 F Al =%k SCCAl MIRIFEHR &,
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WEENAE 4~ T TEERNER. YOLTES
Yrr B 5 HBV W B8 /) A0 X B ATLL aa342 R FF
BPFI AL B Niwfl C sm B 4, f§3 T BP-Al 1 Al-
BP B Mk & R, & R A B BP-Al KN BE R 48 i
%t HBV AW Bf, T A1-BP o] 14,4278 Al 5 BP [ %
a2 THFA 3 M EEMERAIEN T SCCAl 5
HBV MG R EEMEM, Kb 2 M E RS (aad349
M aa3st) (s F aa340 ~ aa354 B9 RN S FRBE . —
JEE B R, AL 7E I 5 5 3 A B K
% ,{B BP 5 AI515706 MY K tEEF R 1R . 4§ A1
aa349 B SK 1 B E(S B AR R F A H
KE R VAR, 34 BP Y aa349 (1) V &=
A% E, 5 BB R A K Alp, A1 BPyy, . & BLAT #
KHETEEHBY HBEN MEBRERTESER,
AR AR R SCCAL & N 53 26 B 09 58 B 7K 44 %
HE5 HBV MBS H EEZ W R K B H /K 1§ R
W fEEfE HBV & &fEh MR .
ERERLIRES . EHETFER K HIEER
RS SE". BPH AJ515706 76 % b7 i & 3 5
BB BK R A 8 T 11 Fl HBY 3K 4 i i) 3
W B ENE G, 0 HBY 55 20 M 59 4 Bt f1
BA -
semln{’ﬁj’?#ﬁ%*@ﬂ‘iﬁﬂﬂﬁ]ﬁﬁﬁﬁ,ﬁﬂ\]%ﬁ
ROEE 9/ ThRE A 2 S SO AL 38 0 2hbs | H AT B
TR RAFE 4. serpin A BB 7 45 SR B Y 7E ser-
pin AIH0 &I FEfE R EE AR AL L #0R serpin BE (KK
WE. REEeHEQ-EORMHEEEREN -
Al fiE & serpin RHE—FmE L. R & s
MM BT {L o] BER 1A serpin EHEEM R E G A
BIfEF - BP BRI (& 3 38 R HD K M A 4R B R0
HBV MG LR EZEMH BP L W RRTFARE
BAME TS, AR S BP B 3 5 RN {7 A

Hi sk Rk BP,,, HAER & W38 /ML 5 HBV

W& EEEN , B8 T serpin 4% ¥ XT Th 66 % i i & 2
e

HepG2 E - AFEABE, HPME& 14
WEBEOQRSEHIET S 3, De Faleo £,
Moore %% L K 4B 57 7E FHAE LY 5 5 M HepG2 &
SE8 SCCAl EHE, HEKB T8 H &£ A HE 8 5 &

B XESEHRYET SCCAl, mERKE, B4 4
HBVHE I HERUE. EFEEANFHARTRES
[F#E R AE7E & £ Fh SCCAL & 1B R At & ik, A
SCCAl EHWHREET SR HBY W & B H
X7 BE5 HBV B G HAMRRTHL? Wixsd
[l g —E ST W RE S HIEA T HBY 5 A
20 B0 #E B VR R LA A O B
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