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Expression of dystrophin and dystrophin-related protein
in biopsied and cultured muscle from patients with Duchenne muscular dystrophy
and other muscular diseases.
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ABSTRACT The expression of dystrophin and dystrophin-related protein (DRP) in biopsied and
cultured muscles from eight Duchenne muscular dystrophy (DMD) patients, four DMD carriers,
seven Becker muscular dystrophy (BMD) patients, two dermatomyositis patients and ten normal
controls were studied by immunocytochemistry and Western blot analysis.

In muscle biopsies, DRP was located on the sarcolemma of dystrophin deficient muscle fibers
from patients with DMD, BMD and DMD carriers and regenerating muscle fibers from patients with
dermatomyositis. Successive sections of muscles from patients with DMD, DMD carrier, BMD, der-
matomyositis, and controls were stained with anti-dystrophin antibodies and anti-DRP antibodies.
DRP expression on dystrophin deficient fibers did not completely compensate dystrophin.

In muscle cultures, dystrophin was not demonstrable in undifferentiated myoblasts from patients
with DMD and controls. After myoblast fusion from control muscles, dystrophin appeared in the
cytoplasm of myotubes as discrete round packages in perinuclear resions, and along the surface of
more mature myotubes. There was no staining in myotubes from DMD patients. DRP was expres-
sed in the cytoplasm of myoblasts and myotubes from control patients and patients with DMD. Thus
far, these results indicate that DRP was expressed by activation of satellite cell irrespective of the
cause of muscle damage.

Some DMD patients had rare staining dystrophin-positive fibres, termed “revertant fibers ”.
Immunoeytochemistry was performed on serial sections from deleted and non-deleted patients by
using a panel of anti-dystrophin antibodies. In patients with deletions, revertant fibers did not stain
with antibody raised to polypeptide sequences within the deletion. Based on analysis of dystrophin
protein in revertant fibers, the most likely mechanism giving rise to revertant fibers appers to be a
second site in-frame deletion. (Received June 7, 1995 and accepted Septemder 8, 1995)

Key words: Duchenne muscular dystrophy, Dystrophin, Dystrophin related protein,
Revertant fibers, a second site in—frame deletion
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Duchenne #If5 % + 7 7 4 — (Duchenne muscular
dystrophy : DA’ DMD L 8§9) i3, B & &b ICHi
RS20t - BT T 2 (S M OBERRE & 2RET
Hb. TORES X AN ZIEEEICOWTE, »
FRCHLPIZHE > Tz, ¥4 DMD B#T/kE
L Tw 2 3& ({57 (DMD =) BSE#E s 1Y, DMD #&
BFOFREYTHE YA 0 74 Y EHDEEHNH
SRR Go7DY, YA buv A VERXEEGHE
HEOMEERCHFET 2B RERT, YA
74 UHEEPEENE (dystrophin associated glyco-
protein : DUF DAG LHBE9) #5411, 251 DAG I
HREEEEBL CREEDS $ =Y b L Twas,
DMD TlRY X bu 74 YEABKRELTWI D,
DAG fFEERMUDTEAE S, ZIUEST DAG H/KiE
LTWaZEBHLPIZR S T 5E9,

VAbaTA VEHESTFREMIIZELL, 73/
BRECSITH 3% DA AET 2 VA bu v 4 v iE
# [ (dystrophin related protein : JI'F DRP ¥ B&3)
i, B b TREE 6 BRAML (6q24) RicEELD, Y2
a7 YOREBIEREET SRS 2 LE2 S
NT»%Y DRPBYVA o 74 v 2RELTWIH,
EIDEFTRLZENT, DMDHOY R bury4 v BH
& DRP OBfR 2 BB Ei i RE Lie, 7292 b
U7 A VEHSERNCRS 22 ENCERLTWE
Becker Y X b1 7 4 —iE (Becker muscular dys-
trophy ! ZUF BMD &#3) £V bu 74 v BEN
YA 7 RFHEEL T 5 DMD REE B L OEELG
MBS EEHALEE I b u—LiconThHE
BROBR BT Iz,

BT Nicholson &9 & Shimizu 59 i3, DMD f%d
VA b7 A CEEOBRETI, MBS ER—
KRIZBH Y F 2 T DT 2 Z L 23 L
Te. ZOYVA M7 VBHBHORRIZOWTE, B
TEDE ZB ST Tz, AHEETIZ DMD B
FiwDoWT, RFOEEE RFOVR a7 EBHO
HERIZ DWW T R LT,

E72, BMREBETOYA 74 v EBEBLUDRP
ZRE 572012, DMD, BMD, IEEfeEsgL,
HiEFEMiE s & CHEERY VO TRSDEHRD
FHEWET LIz,

il

%

HLBEES

2 WEELIUHE

2.1 Xt -]

DMD 8 #, DMD X% 4 %1, BMD 7 @5, K&/
K24, EEaY bo—n 10O 31 FEMREL
Joo IEEaY Y O—NiE, FRBSENS 0T, F
iR R/, 2055, DMDS #-BMD 1 #i-
EFar hu—n 10 Flo 16 Glic v T A E
ZHET L7z,

2:2 FEHLHE

FHFETE—RYME L LT TR EEHL 7.

YA a7 A AR, Novocastra #o® /7 o—
TNVHHETH S DYSI(7 S/ B5EE: 321-494, =27 vV
Y 10-12 WIS 35040 £ DYS1 (7 3/ BEE
1181-1388, = 7 ¥V > 26-29 & I s § B Fi k) &
DYS2(7 & BREE CRUEE D 17 M 3669-3685 23t
BT 28, ARRVRTFY A4 Fizddz8) 7a—
FUPRD P23 (7 3 7 BREEE 2360-2409, =27V v
49-51 \THIGT B, R TAY R buTA L ORE
EOEICHT 2R 70—+ Ak Th 3 60 kDa (7
3 BREREE 407-815 WG 2 HUE) O 5 EETH 5,
BBHEYA a7 4 PR P23 ZENTE R v
Y —FrR/NRESREL I D tE R g Lz,

% 7-91 DRP $iifk i3, Novocastra % ® DRP 1 Hiftk
(DRP & C Kifi 11 O 7 3 BEE G T 2 3ik) %
e,

2 XPiki, ABC ¥Cid Vectastain ABC #v b %,
AR T I & 1 RPLE 23S L 72 Fluorescein
Isothiocyanate (FITC) & % \» iZ Tetramethyl
Rhodamine (RITC) =5 2 &kifh % 2 ER -,
2.3 ERBHORENRBEHEBIL S (Avidin-

biotinperoxidase complex method, ABC (Z
£3) BT3RO0 74EBE DRP g
B

NREZLEFEIY bu—p SR ULERIER, %
HERTHEIL oA VU F VN TEESFE S, &
D7AY 7R VFAS v bHT 6 um OES (2]
L, —200Clc@#HIL7z7 2 b v CRE L. WHE S
RT—RHEEZR S %, 2 KK L B U
5%/ YBIEER T Ty ¥ 0L, —REilkE £CT
—BRR G &R, DWT VecstainABC v F 2EHEL,
ABC ot Lz,

24 FHEAEREREE Ak

FANAIIRORE I, Blau 5043 & Delaporte &

DFHE? 2—HREL TiT-7. BERBCES L
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iR R TID L, £CIBHIL 7 HamPF-10
T 1 mm® BRSSPI L., Ric 2 O
PIE%20.2% ) 7y >y — 0 VBEERE AN T A
aQHT, 3TC, 4550, ©oK DEBsET, Bk
LCLERE O, BEREMA A0y —1T
R L CE S BB EREE % 1 em® H720 5.0X
10* HOMIEE Ty Yy —VIZAE L, —EE 2 H,
Growth Medium %#78#1L T, FTOICHEMIE I EHE
Lzt zaTru—=rZ Uk, —EOBHZEMAESS 35
mm DY —1 D S0%FERE I HEFE L /255 T, Fusion
Medium 12258 Uil 2 b & w7z, BEERRAU
FEEMETHRE Lz, —20CTHAILET 2 >
THEEL .

2.5 EEHONENREHEEES (BEXHEE-ABC

¥) 2HIT AR EIEEROKRT

ABC B EMK L B CRIETT- 2. BEHMEE
2, TuyE> s r—XHE L ORIGE TIRERE &
BTV, v T—XFiE &t L7z FITC H %0
i RITC EZ Ktk 2 KiE &, 50%7 Y 2u—n
TEA U THOGEEMSE CRE L 72,

2:6 WIRFTOvMECLIZPRIOTAEH
DEENHE

SR 2 BERIYIL TRIED 10 ERO T > 7V
Ny 77 =%z, RY by REYF AP -TKE
SF A X LT, BEWT 100°COBEREART T2 5HA >~
Far—yay L, 9500 rpm-3 HEELLE. B
iz LR 10 ug/pl OEEBECES L SWCHEL
hDEYVA YOI OV E LT,

Kz, 3.5-12.5%GMKRY 77 INT I ¥FNVEE
LT, Laemmli ¥ 12 & 0 BEKEKEEITo7. Fiv
T, Ny 77— v BEEEROQFE K THET
L7 —Y VAT ARRWT, 100V OBE% 5 REH
BEL, = bl o—RAREE L, =baky
T— R B — Rk % 37°C0 SRR IG & ¥ 72k,
Vectastain #: ABC v » ZHWTHREL, i+
V¥ - PREBHRTHRAEI T,

2:7 SR MOTA BIEFREOEN

Y2 bu7A4 rBEFOREZDOWTE, Chamber-
lain 5% & Beggs 51 O FE W b & F & PCR
(polymerase chain reaction) iz & D BT 217> 7z,
ZhiE, YA 74 CEETFO 19 OfFEE (Chamber-
lain 5O FERC X 57 Y >4, 8, 12, 17, 19, 44,
45, 48, 51 ¥, Beggs 5D EIZ & 5 muscle-specific
promoter, =27V >3, 6, 13, 43, 47, 49, 50, 52,
60) % PCR ¥ THIIEL, 740 —AXVEBIEETE

FERERS L EE3RIT 35 17 5 Dystrophin & Dystrophin related protein QFIRIZ DT 229

g DNA Y FEfa$ 2 HkTh 5, RBEEOE
ETFENTE, SRL OBEFIEG TR TITOI,

3 % R

3.1 ZREHREOERGICBITAVAMOTAER
& DRP OREEEZFHFRICOWVWT

3:1-1 EEEREH

TEGTE, YA Mue74 YEERe CORMEE
w—kEWFIE L7, DRP BAMIECIIRE IR
ot (Fig. 1-A. B).

3:1-2 DMD 44285

DMD 03 X COfMlEICE YAIuTA Y&
BB s hro7z. DRP X, Sl f—ic
HIE LTIz, DRP OFROEEE, DMD OiEHFIZ
riFsoEnhy, SHMIEED S5 15-50%TH>
7z (Fig.1-C. D),

3-1-3 BMD %4855

BMD #ix, YA a7 4 rEEHHHEEO—ERIC
88 ¢ (faint), 2 ¥ix Xz (patchy) FIRL Twaiz 23,
HAGBEOTMBEEIZ XY X bu 74 YERERESR
ShTWwkpol, BREYFTYAMRTA VEHE
DRP OffE% 42 &, YA ru74 YEABKHIN
TR WEETEE X DRP B3BHL Twiz, YA
a7 A VEED faint&patchy ZFHE L T2 T
i, DRP WFEERL T ik & BRI L Tk
BnEIE L7z (Fig. 1-E. F).

3-1-4 DMD REZLERE

PR vaTA4 YEABEYA ZEFHIRL Tn»5 DMD
RRZBEBWT, ERYF YA a7 vEHE DRP
OFBEOEES HT-, VAT VEABPERLT
WRWEEHED 70% T DRP 8RB L, YALaTA ¥
EHORIL TS D 80%13 DRP 8FEH L T
Hinote, VAMaT74YER YL DRP BTN LHEE
LT AE5EHES X O A & dFEIRL Tk
B, BEHEHED 25% e FEfE L7 (Fig. 1-G. H),
3:1-5 RBERRLEIREE

YZ2YOTAVEAR, BRELOTERREELS
D7 RGN BRI R A Tz, DRP IIFHRA
B O FEAE S SHEERBIC O 2 FB L Twie (Fig. 1-L
D.
3:2 DMD BEOERGOTA bO T4 BRI

2WT

DMD &% 8 o> B 3 flik, MEL 2 -FsHERD
FTRTIZ YAMa74 YEROREBRRD SN
7z, B O 5 PSR ERIRED 0.5-2.0%lc YAto
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Fig. 1 Immunohistochemical localization of dystrophin and DRP in skeletal muscles obtained
from normal control, DMD, BMD, DMD carrier and dermatomyositis.
Biopsied muscles from control (A and B), DMD (C and D), BMD (E and F), DMD car-
rier (G and H),and dermatomyositis (I and J) were stained with anti-dystrophin anti-
bodies (Dys2) (A, C, E, G, and I) and anti-DRP antibodies (DRP1) (B, D, F, H, and
J). A.B.C.D: X8, E.F. G. H. I. J: X170
* . regenerating fiber.

T A VIGERRHEDS, 1 HDH D VIZBEE S > THED LERFICERD SN Y A b a7 A VB OES
sz, L7z (Tablel), £7:Y A bua 74 VGHERRHED
8% DMD BEDY R ba 74 VBEFHMOMER RBOOSNRERL 2, 3, 4, 5OYR 71 Bk
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Table 1 Awnalysis of dystropyin gene on lymphocytes and frequency of
revertant fiber on biopsied muscles from DMD patients

Case No Age DNA analysis Frequency of revertant fibre per
at biopsy (deleted exons) total muscle fibers (%)
1 4 48, 49. 50 0.8
2 5 51 0.8
3 5 none 1.7
4 2 none 2.0
5 4 none 0.8
6 2 48, 49, 50 0.0
7 5 52 0.0
8 8 none 0.0

BER AEEOHMY A a7 4 v TRELEER
ZR U7 (Table2) (Fig.2). #ORREPERTH L,
ROE>hks, (DYRA+u74 VEEREORRKE
EETREOERCEBEIIED Shthol, Qs
FRENDS DMD1 (Kkx sV 48, 49, 50) &
DMD 2 (R&kx >V > 51) D RFIFxL 7Y > 49-51 1
stisd 3 P23 ik ot s -7z (Fig. 2-A). (3)
BEFRFEDZWDMDS3, 4, 5D B#E O RF i,
P23-Dys1-Dys2+Dys 3 O¥ifko & cE s T
(Fig. 2-B).

3:3 b ME®RSF & DMD, BMD BEGFOEERBIC

2WT
F#E, DMD &, BXUBMD#TE, & bickEs
Bfs 4-5 0 B & » B 0SS MIfass B Ui (Fig. 3-A.
B). BB ES L CEEREROREE L SO
MR, EEE, DMD#, BMD #ik O &R0
shieotz, DMD Bo2fic, EEHLD bHEM
JaOMIEEN I ERSLSHED 5hiz (Fig. 3-C. D),
3.4 EFHIU DMD OIEEHICHITRCA PO7(
»EBRE DRP ORBICOVWT

EEEREG 2 ORBEI LY A7 A 3
TmEfT-o7, EEHOHFEETcEYRA a4 V&
BRI S iz dr o 7z (Fig. 4-A) 28, BEHBLOFIE
W% B B OIIEE I spot JRICHE L7 (Fig. 4-B).
RO S oL b DT YAIuTA Y
BRI L T W (Fig. 4-C), DMD %
EHTIE BEERCYX oA VEHORBRIRE
»o7z (Fig: 4-D).

DRP #efaiz, TEEH L DMD i bic #ZEMET
i E e S § <K, EHRTIEREE SR
mFEHINTW (Fig. 4-E. F. G. H)

Table 2 Dystrophin immunocytochemistry of revertant
fibers in DMD - patients

Antibody
Case No
DYS3 DYS1 P23 DYS2
1 + + - +
2 + + - +
3 + + + +
4 + + + +
5 + + + +

35 DMD & BMD DHAREEDA L/ 70y FOHER

FE# gy ro—n ke DMD, BMD OEBRIDA 4/
7oy FOFEREERT (Fig. 5). EEHTIE, 427kDa
DYRAru74 L EANEDSNEH, DMD Ty
Abu74YEANED SR, 7 BMD #iTi
BRI ARWY R ya 74 VEEPRD SR,

4 % =

41 REMHESRICHITS DRP OHERIZOVT
DRP DOFEIRMEFFB L URHE R L OBRIZE S IR -
T, DRP 3ESEMNCY R ba 74 Y EE LEM
L, DAP & TEB 05, BRENICHYA O
74 YEACEMLTWS LEE NS, DMD D%
FUETH S mdx =7 AL, BRI DRP 281E
EeUvAL0ERCHY FREOBIREED LA
vads, HAERI DRP 25847 % & Bl IR
5N5 EnIEH,EIRD, DRPIZREYRA 74 VEH
DRIEMEED D B HEMEEE 2 REBL T 5, KA T
DRP OFRBMFE A2 BT, SEHEBOEREL
BESBEODRP VR ha 7 A VEHOEBRERILLT
BET L7z,
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(A)DMD1

s

DYS1

DYS2

DYS3

Immunocytochemistry of serial sections of revertant fiber from DMD1 and DMD4 by vari-
ous anti-dystrophin antibodies (Dys 1, 2, 3, and P 23) (x85)

DRP#Y X bu 74 YEHOREL L THHRT 2
PHRENB0, AV LV TOY A a7 4 YEHE
DRP 0BG ZHRR L7z, EHHTRYA 74 V&
Bid, TRTOBSEMEBICHERL THw 2 DIZHERT,
DRP 3£ COFERICFEIE S T2z, DMD

E—ERRE L U CTAERATTO DRP OFIR & Sk
Wz #7225, DRP i DMD, BMD, DMD #£HE#E D X
IWFEZYAMu 74 Y EAVPRIBUIFHRMERE, K
JERHRIC A0 NI X 5 CHEMMBEOMIEEIC RS &

nr.
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A B

Fig. 3 Phase contrast photography of control (A, B) and DMD (C, D) in muscle cultures.
: Myoblast 5 days from control (X170)

: Myoblast 5 days from DMD (Xx170)

: Myotube 21 days from control (X 340)

: Myotube 21 days from DMD (X 340)

OO0 wr

T, YALu 74 VEHORBEO R WHRED  THEANCFEEL T2l s 4 < EHL Tui bl
15-50% C DRP 2353 L T\a7z, BMD OFAFif#iED MEAEL Tz, DMD #RETIE, YA a7 vk
MBI IE Y A ha 74 CEHOFKBIZR L, DRP DRP »3tHRER 72 BRI B % A ARHEDS S RTRRIED T75% %
FKHL Cwic, BERHLAOBRHETIIY A v 74 LTz, OO 255% YA a74 >»EBHE DRP O
VEMAIZ  faint & patchy ICFIR L T»wiz23, DRP i FHRFEBELTWD, Dr0IEHAHTEBFEBHELTwin
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Fig. 4 Immunocytochemical localization of dystrophin and DRP in muscle cultures from control
(A, B, C, E, and G) and DMD (D, F, and H) (x340)
(1) Dystrophin (A. B. D; FITC labelled, C; ABC method)
A: Myoblast 5 days from control B : Myotube 15 days from control
C : Myotube 25 days from control D : Myotube 15days from DMD
(2) DRP (FITC labelled)
E : Myoblast 5 days from control F : Myoblast 5 days from DMD
G : Myotube 15 days from control H: Myotube 15 days from DMD

it Thole, HEHATE, YA e 74 vEH B, YXbu74 vEAEEORELLT2TO
BEEBHEDL SO TETOMBHEICHIL, DRPIZ  #MfEic DRP SRR L T i bIITREW I E238H S 5
BAMBEOMIEIC OAFEL Tz, Zhs i 2R o7,
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427K oy 427K o
200K
200K =

Fig. 5 Western blot analysis of biopsied muscle spec-
imens from DMD(D), BMD(B), and normal
control (C) by using dystrophin antibody (Dys
2)

DRP OKEEIX ) S RIETH 525, DRP1Z, IE
BB C IR RS TR, FRAERD C I A ARERT AT
PRI, MHETRR 220 R WEEED I E o fF
T2, IhoR7TEFNIY VEREOFER L —K
TR EMBY, TeFNa) VEREEOTHEATH
3z DRI NT.

4-2 EEHICBITACAO07M4EBE DRP 2D
Wt

DMD B ofEigiE, RS L UETE- 5+LEE
CBWT, IEREED L E2RDRdo7:05, DMD
O EHIC ZEIIC 223 % > o Te ODFHE T -
71z,

FEGREZBCBITAYA M 74 Y EHIZ, BHF
MR, HEMEOYEICHIREE I patchy
RICER L, KB CHBECm»> TREIL, MiffiE
MR CIL MBI 4R L 72, DMDmRNA i3, #E
FIDBRPETHIRT 2 L WIHE® b Y, RFFFEORK
BEREFIFrbDLEELSN, Zhucxfl, DMD #
TIREWTHhOMEOBETH YA bu 74 VidEHET
Holz.

B#EGICB T 5 DRP 1L, EFGE DMD L big,
IR T IR E o —EF i, FVENIRE T E S
iz —RRICFEIR L7z, BEHMIEEMRbBkTH
29, HEMRIHEECEEDIbS LSl %
BB & 7> THIE L HRREIC 8 E b D, K
BT AARMEC 2 D, FRRE BRI S VR, 5
ZUL 7 BN SE R L B S UIE RN ECS, 2
DTk SBEHET A S OGN INDb Y fHEM
EEMES % &, DRP OFEASENEH L E25
niz.

4-3 SR bOTA CBHEEHEIZOWT
DMD BEFOZEE YA ba 74 VEHDREICD

AR & 523215712 81 % Dystrophin & Dystrophin related protein @ FEHIZ DT 235

W, HI7E Reading-frame-theory'® O 2 15 3 —i%
BThs. Zhid, DMD BEETFITEIHILRECER
DB BT2DI, o lEHEH 3 OEHIC ks RvwE,
SEARDOBE) (frame-shift) BB D, EiEa Ko
N5, H5WiEone point mutation (2 TEIED
Ry T&, ZhEVEDEHEDOERILE 57272
DIz, CRIFHEZRL YA a 74 VEAPHRT S
LI BDTHD, AR THREL: 2 fio DMD &
FHDOY A bu 74 CEERETE, BETFREIAE
T APV A b 74 Uik (P 23) TORGZ R
Tz, REBMOTIRIC D5 CREG2F%T %
itk nd, UEOER»OY A a7 A VG
MDA %% 2 TAIz, (1)DMD #Ti3, Him b
BETFORKEZEDBEFEET M E TRIERREAED,
EEFRE OB HELEa F U285 £ TR
73 BES R b o EHENEK SN, EEIVE
WYR MR TAVBMESNRLBTTHSE. TEBIDX
SBYAraTA VI, EONTHHEIRTLED
EEZENTWBEI, HHREDD OB EE
ENATREMD H D, ZOHFEHWEFYA T4 DN
REZIT WIS T 2 PiE TR BE SN S, CR
IR PR TR E s LY, SRRV R b
07 A BRI 1X, C Rz s % Hifk (Dys 2)
TREINDIHAL Dol Z EpD, TOLI RV A
ro 74 YEATHLIREITEN TS, (2)
Hoffman 1%, mdx ¥V ARZBIEY A bu74 VB
PEARHE D FEAMEF £ L TiRMIRgE ¥ 1 > X A (somatic
mosaicism) OAEEMIC OV T HE R I N T 51322,
SEFANRIZ YA a7 4 BRI, BEFREE
T AP TR I ol 2 E D, Z0OF
ZHREERTH o7z, (3)Klein 1k, YA+ba 74
R OB 1, BETLVNVTRED S0
i3 one-point- mutation 2 ¥ OFE_DEALBIBEIZZ L
1 & o THEED 3 ORI 5 EHARMERD (in-
frame), % DFEANRD DNAZER A Fv LI
WY R ha 74 YHBHIR LD TH S EiRRTW 529,
ARFFE1E, Klein & & [H CHUEHBFERIRER 2R L2
LY, HoofmEXFLzZ &iwixs, Nicholson
520 %, EEFOKREHHES IR > T3 DMD &
ETX, YA o744 VEEBREOY A e T4 VE
HOSFEY, VAo 74 YdELET ¥V ETER
N ERELEFICFHESNESFEID BTS2
KEMolzE LTS, ZOZEhb, FZOFRI
L VFHAMMRED LI FEZREL TV S,
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5 §&

(1) HEHEBOER T, DRPIZ YAtuy
A EAPRBL T3 G5O —E8 & AL
FEL vz, @20V~ VT YA bo74
VEABKELTHAEE, 0 100%% DRP 0%
TRIEEENTRVE» ST,

(2) BEFH YA boTACEAR, EEHOH
Bl F#E L, DMD f5i2idzis sk orz, DRP
12, IE¥E LU DMD 52/ OB LA - SEMEO
HRECEELL:., BRRACREROEE I, b
53 DRP BREBL Tz Z &0, HEMBESEEL
¥ % & DRP OFBASEEESEL £ E2 o,

(3) —¥0 DMD BZIEDohizVA nrA4 Y
G, BEOBEBTFREBMIIET 2P A b
U7 A CPETERAEINR oo TS, REALL
SIS T 2V v a v A UHE TR s T,
IDZELBYA T VBHEHEOY A a7 4
YEHIZ, BTV TETOT N E U
ORI oz L EFAMDH £, KD DNAZE
BERAXy U THBELEZEOTHL EEL SN,

£

#
WEKZDWCHIY, HIEE - EREE2BY £ L
AURIRBIA SN RTS8 = B BB L £ 7.
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