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Anti-angiogenic Effects of Shiquandabutang

Xun Cui, Hee Kang, Bum-Sang Shim, Sung-Hoon Kim, Seung-Hoon Choi, Kyoo-Seok Ahn

Department of Oriental Pathology, College of Oriental Medicine, Kyunghee University,
Institute of Oriental Medicine, Kyunghee University

Shiquandabutang is very famous prescription for tonifyiné vital energy. We examined the
anti-metatstastic effect of Shiquandabutang with in vitro invasion assay model. We performed the
following experiments and the results are listed below:Cell viability assay was carried to determine
the dose of Shiquandabutang. At lower dose under 200 pg/mé (89.6%) viability was very high. Bu,
viability downed as dose grows. At the dose of 600 pg/mf (54.2%) viability was almost half of
that of control. And at high dose of 1000 ug/m¢ (15.8%) viability was very pure. In BrdU
incorporation assay, Shiquandabutang treated groups showed the decreased DNA synthesis rate
compared with control group.(200 ug/mé (64.4%), 400 g/ml (7.3%)) The results of gelatinase assay
showed that Shiquandabutang decreases the gelatinolytic activity of MMP-9. We examined tube
formation assay and the result was that Shiquandabutang ihhibits the tube formation at the dose of
200 pg/m¢ and 400 pg/m¢. We examined rat aortic ring assay and the result was that
Shiquandabutang ihhibits the angiogenesis of the rat aortic ring at the dose of 400 pg/mf. From
our research, part of the mechanism underlying anti-metastastic effect of Shiquandabutang was
proven in vitro. Moreover, we knew that Shiquandabutang is more effectively inhibits the

angiogenesis at high dose.
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HZ dFED e g A4 oA dFe
MMPs inhibitor 713, SfslHEe] =4 of
AA g, HAA X QAxte €4 AE)A
A, dNEAE Eold integrin®] H3|A|
fkelete 47FA] SHoAM H2sta gled),
NCIo A Zgste ERAIY AAA ] FAE
Z2AE 1778 Zo|A 570] MMPs<| inhibitor
okjo]c}.!”

2 ge goble e B aRg 3
A, Wrkshke ™o A7 dARA,
human fibrosarcoma HTI1080) & K#iiE<
Axg A, Az Mol T3 AES
Fshs MMPs family 9] W@o] A3 s icte
A7 Ane ugoz", +a2Ampe gl
A A vlAle @98 okl fod Ax
E A7l ®ashes slojth

0. #E 4k
1. #me] e o 5

YR 2B Mgy 18 2
9Mge #E=Z H Ml Y3 80%
methanol & H¥7H 78 FES|@ ¢) ¥
T BIMBHEEES sl 60T KiEFEAA 44
7 FY 23 FESY &3 A2 BT
T lEBRS BRSE HERMst 427 o
BHERE QUATHRE 637 mg/ml, ME
27.1%). ©] Ei#EKo] 66% dimethyl sulfoxide
(DMSO)E #7ksted godo] 71 & =& A
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Table 1. Composition of Sipjeondaebo-tang
(Shiquandabu-tang; SJIDBT)

SIDBT £3g)
N 2 Panax ginseng C. A. MEY. 108
[ 7t Atractylodes macrocephala KOISZ., 108
F1t5%  Poria cocos (SCHW.) WOLF 108
i ... Rehmannia glutinosa
KR (GAERTNEIS;) LIBOSCH. 108
7% Paeonia lactiflora PALL. 108
B Angelica gigas NAKAI 108
JI & Ligusticum chuanxiong HORT. 72
t & Glycyrrhiza uralensis FISCH. 72
W & Astragalus membranaceus BUNGE 72
#y & Cinnamomum cassia PRESL 72
total amount 972

T2 g 3 100 mg/md, 200 mg/meo] 1
2 9o} A At

£ A¥ee 4 mEMEMEEES Bovine
Capillary Endothelial Cell(BCE)& A}&-3}Sith
BCE9] #:#% S DMEM #Zifiol 55C f1aiffol
A 3087 st E2A4sAZl Calf Serum
(CS, Gibco. BRLYZ 10% EA71 1% it
#| (penicillin/streptomycin)®} NaHCO; 22¢g
S AH7}5t9 3 basic fibroblast growth factor
(Upstate Biotechnology)& 3 ng/ml9] $=2 3
745t80m 15% gelatin®® EXF HjFEHA|
of #iEES 39 AR AT

3. MTT Assay

A HHol AHEE MTTHS Mosmann'o]
st Wy o2 Promegaite] AWl &3t
o RS

BCE #iMEE 96-well cell culture plates] #l
Kgot 242 2x10%cells/wello] S =2 seeding

st} 100 pf 10% CS-DMEM3 &7 4847
Fob 37T, 5% CO, #if KragfolA £33}
At} 100 9 10% CS DMEMel| 2 A HilB
o} B S 7tete] dilfel Folstith
204)17ko] ZAugt T MTT dye solutiong 20
pbfwell 743t & 108 Fo ELISA reader
(Molecular Device, USA)E o|&3to #HIT
P 490nm, 2B FE 650nmolAM FA59A
t}. Blank & YA dxdole dAE 7}
&4 ¢e 100 x serum free DMEM2 &3zt
< blank2 31 APTE vt ok H

71k 2R Astqrt
4. Proliferation assay

BCE A Zo| st BrdU (5-bromo-2'-de-
oxy-uridine) incorporation EE-S AAIH ]
Rocher Molecular Biochemicalsiit & Whgio] &
sk oA #ilEE 96-well plateo] Z}zF 2x10
4 cellsjwelle] H]&%2 10% CS-DMEM 100 4
9} 7 seedingd}sith 48A17ko] At F &
KHE x2de 7istal A9 BrdU labeling
solution 10 pffwellS 7}&tSich 18A|3te] |
3% ethanol 70% (in HCI) 200 gf/wellS 7}3}4
20T 3087 Fol METE uAT F PBS
200 pofwell2 33 AlAst4Ch ©hA] nuclease
100 phjwellZ 718k & 3087 37T water bath
o 31 UA PBS 200 pjwellZ 33 Atk
t}A] anti-BrdU-POD (peroxidase labeled anti-
body to BrdU, Fab fragments)E 100 pl/ well
o] 30 £7} 37T water bathe] ¥ ¥ washing

buffer 200 pfwell2 33 AHI}HTH
Peroxidase 100 plfwellZ Y2 108 Foj

ELISA readerZ o]&3to] &4 94 410nm, 3
2 9 490mz del ZARS Ak
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5. Gelatinase assay

BCE AMXE 6-well cell culture plateo
1x10%ells/well 2 seedingsld 2 m¢ 10% CS
DMEM=} & 2447k %9k 37T, 5% CO; A
Fulekzlel M widstdnh. F2KEE w5
S Fosta 124)7ke] A#E Fo]  phorbol
12-myristate 13-acetate (PMA)E Fojdled 100
ng/mle &7} 52 §19om control well
A& %9 DMSOE Fod gt 1247 B¢t
et & w100 @& #3d 1000rpm,
4T, SE 94 st AEg AT z27g
AN F A5AE FHslo 4T B8
tH} gelatin zymography & A]8ikq ).

Gelatine zymography= Heussen3} Dowdle 2]
e oet Algsiooh wjorale sample
buffer (10% SDS, 4% sucrose, 0.25M Tris -
HCl (pH 6.8), 0.1% bromophenol blue)2} 3:1
2 4L 3 HgsA] 22 A 04 mg/ml gelatin
B (Sigma)E ¥ &3 8% (w/v) sodium dodecyl
sulfate-polyacrylamide gelol]l fnste] 27|58}
Aok A7YF F gel2 25% (v/v) Triton
X-100 (Sigma)ell 3084 33 A&} gel &
2] SDSE AA% & substrate buffer (0.05 M
Trs - HC1 pH 75, 015 M NaCl, 001 M
CaCly, 1 UM ZnCl,, 0.02% NaN3yo| < )
37TAA 2427 FRE WREAIZ & 10% dg
2/10% #x2H0.1% (w/v) Coomassie Brilliant
Blue G-250 (Sigma)ol 3027 HAA7 I
10% ™Ee/10% Wzito] 347 F 2gM
AZ T Gelatinaseol] ©]3F gelatinolytic activity
= AA7 HEor dNE geldA ARE &
o] figol AEHE ez FHdn.

6. Tube formation assay™

24-well cell culture plateZ UL ZAo)
I 24 mg matrigel (12.1 mg/ml)S 7}3

o i

spatulag o) &3 TEFYch. Matrigele w2
plate 37T incubatore] 30%7F w}x|5}o]
matrigelo] gel3dt HEZ2 $14th. BCE M X
matrigelo] TXE platec] 8x10* cellsjwell 2
HF3skaL 10% CS3} bFGF (3 ng/ml)e] H7}g
DMEM ujx|e} A ghek :ZES 50, 100,
200, 400 ugimle] E52 @il CO,
incubatorol| A w]F3}ict 6, 12, 18 AJzte] 7
g & A dAYe A4 #v)%(Olympus
CK40, Japan) o2 50 wjgollA AlzlS s}
ol BCE M¥9 #3} 3=g A2k

7. Aortic ring assay'™'®

48-well tissue culture plateo] 100 ul/well
(11.46 mg/mi)2] matrigel (Beckton-Dikinson)<
4TS fFAshEA EX3 5 CO, incubatord|
well plateE 30~6027F Fo BEikEEY
matrigelo] gele] =A &9ch

46% @ FJ  200g vzl  SD
(Sprague-Dawley) ratg CO, 7}2& o]&3}o]
AAMAZ T W E sagittal sectiondtd A B
kSe FHe2 3em AHzz Zegd o
Hank’s Balanced Salt Solution (HBSS)o] 23
o mEdHA T A gEd S 8
4 9 M 24E 2 AAT 9 g
HBSS7F &21 wjAlel 3 w28 Algs)
o 0.8mmo] F7¢| ring 24748 Hapd oS
matrigel 2 =X ¥ 48-well tissue culture plate]
5] ringS well Fo sl =3 40 ul
©] matrigel& F7}2 # A8 ringg £¥35tn
I thg incubatore) 3087F QolFEYch o1 &
ECGS (Endothelial Cell Growth Supplement)
200 pg/mE F3 human endothelial basal
growth mediaol] FoF S Hslsld 7t
wello} 200 ul4$ YolF1u txFL ECGSE
-3t media THe HojFir)

594 E< CO, incubatore] 73S g
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1. +2%xHiBel BOE MlZol st Mz

=4

Aoz 40ufgelA

+2 KB BCE AlXol g AEs4de
ool B7] 913t MTT assay& |5ttt
MmAERNE MKl ot mEHES e
AMLiEE WiEsts ZAolmR mh#Eo] (i
o #Mfgmtkel YehiMe gk ojefg
ghEiel wHl BEE ZAAS] dste Ml £
FERL WET B9t 9lon cell titer 96 kit
(Promega)E ©o]&, MTT assayE &ttt MTT
© MEAZ BRI mitochondra?] ks
fEREZ o8] formazan 5O FEiHch
o] fEmipel HepMg wu gled, 1 M
¥s A3 Eloi HESHA =W Abolgle il
o] #E &K= Ao BEfsty ik
’E%‘ﬁ%i% (Table 2), +2KHiHS 200 pgf
e BEAN AX AEE 89.6%2A oixa i
Bl AEES el gloy o)FRE A
7} aEgo) 22ad 600 pmioliE of A
ol APESHE 1 mgml SEAAE o 15% @
Sk webd  ol%el  tube

[

&F

o] AM&3u

Table 2. Inhibition Effects of the SJDBT on
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Fig. 1. Effect of SIDBT on viability of BCE
cells.

formation assayoll A= & KHfiE 400 ug/ml
A e} FEg Addstglnh(Fig. 1)

2. +2X#880] BCE M=Z2| MZZSA0
ojxlz I&

MmAEHAS MENE MR el 244
o8 Adsjojol slo Hh|FA Lol kg
Fosle AELTATE AHHE gheko]
HHANE A= 7he) o
v AR7 doh WAk 99
DNA 34488 &4HY 4+ U+ BrdU assayE
Al steoh

27435 A3HTable 3.), +2AKHHS 50 ug
ml FE7AE gz v Zxo i)
HAE FAES YEhen, 200 pg/ml tx

Table 3. Effects of the SIDBT on Viability of

Proliferation of BCE. BCE.
SIDBT(ug/ml) Proliferation (%) SIDBT (ug/ml) Viability(%)

0 0.8 = 0.19 (100.0) 0 0.308+0.009 (100.0)
50 08 = 035 (98.6) 50 0.284+0.038 92.1)
100 069 + 0.16 (80.2) 100 0.275+0.025 (89.2)
200 057 £ 0.20 (64.4) 200 0.276+0.043 (89.6)
400 0.11 + 0.01 (7.3) 400 0.198+0.031 64.1)
600 006 = 000 2.2) 600 0.167+0.030 (54.2)
800 007 <+ 001 (1.4) 800 0.17210.022 55.7)
1000 006 + 001 (1.4) 1000 0.049+0.012 (15.8)

- 123 -



Z2180 v]3le] 64.4% 2 AstEk. E
pg/ml FEolME FAg0] 13%9] &
e AEEL 64.1%9 2l (Fig. 2)
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Fig. 2. Inhibition effect of SIDBT on

proliferation of BCE

3. +2XFEH0] MMP-2, MMP-9 EMo|
ojxl= dg

mEREME7E mEHES st BARS
g Apzhdz] SEidE Az dae s
QEste A sRRRE MRARE
(extracellular matrix, ECM)& 4 f#3t1 B E)sh
= BEE AAol gt

ECME o2} 7k fayoz BEEY e
d, o]Fo)A collagen type V7} 8 45 =
o] shtold, SEMME ECMS 4HfEs7] 3t
o oA 7K EASH ERES ulsted, o
¢ BMOR Zn o]&o] glojof HHES
g A7 oo matrix
metalloproteinases (MMPs)ztal 221, &7}
216 FH7F 4 A Aok

MMPs family 7}t collagen type IVE #
BZ st AL MMP-2, 9 S7x7} <dA
01031 ol Z}7] 72KD, 92KD9} =7|& 2t

3 9t} Gelatin zymograme o] MMP-2, -9
o BRI 1 EHE dotis Wyolth

AEAn (Fig. 3) zymogramolXE MMP-2
9] basal level ¥to] Ueh}z 9lon MMP-9¢]
bandv EI=7] & o

o 0 10 20 40 40 100 100 (ugml)

Fig. 3. Gelatin zymogram of conditioned media
SIDBT, PMA
(100ng/ml) from BCE. Bacterial colla-

genase(Bac.) was served as positive

with  or  without

marker. Molecular weight maker was
indicated. The conditioned media were
SDS  poly-

acrylamide gel containing 0.4mg/ml of

electrophoresed on 8%

gelatin B.

4. +2X#:50| BCE M=ol mEH ol
njxl= dg

t2 KBl BCE AXo migfHdol nlx
T Q%S gotrr] H3leq BCE HEE o]
St tube formation assayZ Al3stsirh wiek
A FHYIMEE AEords 2 T4
0.2 whEolA matrigeloll A} A o] H7bg )
oz wjtetd, FFUIAMEL E3lE sl
Azt AT FHE PAsla o] d@pee
A e ga%e 345 Ed Ris
Alzete SRNIA T +2 kKBS T8
of YA AZE Fo AEAE BN, B
7 Ao X 9Fe Hotd 5 gl

4Y ZiFig. 4), d2TL 6A7o] A3}
AA AEEo] Fosle ZAERS FAlslr)
AlAF8EIL 12, 18A17ke] Ashd o] 3 FEr}
HE FFAL 9o, 18AZF Aols Uy

TEHA B A7} vl A gEEE e A

A
&
%

03«
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pg/ml 5= 1
&zdo] AEA} «l“& Zi?l A& %?.‘SH Ho}
o At & AZ rypan blued o]&ste
A3 An iz e MIAPE #RERA g
O} 400 pg/ml 18 A7F BT ME 2 10%
of @3lv MEAPL BEAh 400 pgml F=
A9 ME AEEo] 64.1% FU2BE 400 g
fml Fojgte) @ A UA FEE A XA
o 23k Ao 2 glon, 200 pg/ml
FThdAe AE A 89.6% =4 ojF3}
FAkslE R o] FIo B 2748 2K
#ol BCE Mo 37y

2.2 cytoskeleton Fo 23k o

e AYE Al £

) ﬁ\i

07 %%

3]
Q
=

Lu.

.>.:ruio

Q
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50

200

400

Fig. 4. Effect of SIDBT on tube formation of
BCE cells.

5. +2X#80| Rat Aottic Ringe| M
ol o|xl= S

TaAHEe] AR mitHEd vlAs
GFe Uolry) st Al diewe] HAE
o] &3}o] rat aortic ring assayE A|&3ich

Ad 73, ECGS(Endothelial Cell Growth
Supplement)7H8- Fojd iz e dF
Aol & Hof Qe AE & F AUk +2KAH
%< S0pg/ml, 1004g/ml, ZOOﬂg/ml Fofgk ¢
T UEed E@rE Aol ®olx| Fstn gl
o}k zpolE Holy] AlEEteE FEE 400ug/mly-
10]‘3% aortic ring?] jeje] Aol o=

4= dAEE 2E BojFn], 600ug/ml o]
OEO]]/H-E olg{gh #fo] dAAstA depdth
webd, +2AHES 400ug/ml o]Fe FEd
A ER KBlke 83 A4S dAE e Ao
2 Yelytth(Fig. 5)

Lo

Fig. 5. Effect of SIDBT on Aortic Ring Assay
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Hro) Yeht, 23 @ Ao AR,

ZAvhe APHOE Agse ‘B HOE BA
o] 54 Aoz Hol T i Ao
oul o7 ARE AFHYLL ¢ 7 YA
w3k Zoke] o REHRTS MR
T2 AAste ged REEHERCAE }ik

%2818k ARRTY FE

£ A% 4 REHREC i, a‘:”é“‘wm

Rl gt pme =2 ok’

OIeiﬁJ RE - b - k- EK Bl S
olo] olAlol Zg3ale] YL FAse KK
G - AR - BB - B K

CRIMBE - SR So AjZEet

gHoRE WEHEA AT KED RS

o BELES A ]2 WO FR

o) WHES 952 oA BWE - iEim - FE -

TR 59 BEg Agstn itk 53] 29

= REASES 9F2 & KEMTES &

Akl Bo] ogsm glow, i =

Wor: FEMALHYE - R - KRB

& o] 24581 Y 55 FIME

ote]l o @ uaMA - eI Aol

¢ 2 A - geta e AR7IY FHEe

NEE Ha) TS A AWste o] Bl

»oli glgh?

19713 Folkmano| ©|aj4] ¢4 Fofo] &
A AL g &) dBYAE dAlsh= 2
o] EA3cte JHAoldl XgSE anti-angio-
genic therapy7} YA BE & FHoz FAG
oA, 198530 Harvardejuje] Vallee 5l
o3 AN FEA angiogenino] Abg
o BEide MgdosREy HxZ ¥dH
A, 1994delE Yutd FGL Za Y&
Ho A7 9FoZXE] 38kDad] angiostatin

B
]

4

_N;%g;rir

& Eelguio} angiogenesis AR EFHE FUF
om®™ 19974 = 20kDa®] endostatino]2h=

245 Bl ddumAEe 44E A
dle a9E @98y, 1998doE NCIo|A
FA o7 angiostatin?} endostating A9
Fofste] Aol furd FUo ARE JATS
Aoy, 4o FWIAIAT AM2E
o Aoz AAAA #UE EA HA
T}i6835769)

HZ d7Hz e gF A oA 9T
MMPs inhibitor 7id, 3l Ee] F4
AA A, g FZ Aol 24 AzA
M, HAINHHE 5o integrin®] A A
Mrolghs 471x] Z@elA st e,
NCIA Aase FHAM A QA E
ZzeAde 1973 FdA 570 MMPs2| inhibitor

_d__,.lRF

Spajolet.

g Esr AZEe 713 (extracellular
matrix: BECM)& Esjsted AEs= 7@
MMP #zph 2dsol™, Fu zxoz
MMPs §47} 28”50} BCMel 74 A4S
Adt, Hashd o e g EIL A
s47s Bxpab He Aot

ECM& =37 §A9 4 % g AAste
o, 3%’“01“’“1 0% oA Z ¢
B30 B + g ai7as 99 59

Fibrous structural protein (collagen, elastin),
adhesive glycoprotein, proteoglycan® 2 v
0]% type IV collagene ECM9} F8 74 A
Bog qZuy 2 23e FAsm goph.

MMPo|& 14 E57F dejx et olE2
25 Zn"g 73 gloH, B4 HaMe
Ca''o] Basty, MIEo|A proenzyme HEIZ
2|5 2th7} N-terminal domain®] o}bm]xAb 7
7} 47 Fe WheA 24stdd. 2 &
£8  HHE FF =& collagenase,
gelatinase, stromelysine, membrane bound type

9 7l SR BRAY.
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2Agd M= ECMY  F2  FA4RY
collagen type IVE #HEZ 3l gelatinase?]
gelatinolytic  activityol]  tjste] AR g)rl
Gelatinases=  72-kDa  (MMP-2),  92-kDa
(MMP-9)¢] 714 typeo] Slow, MMP-2&
gelatin, collagen type V-V -VI- X - X,

elastin, proteoglycan core proteing HE=2 3}
B, MMP-9& gelatin, collagen type IV -V,
elastin, proteoglycan core proteing FHEZ gt
=3

Gelatinase ] 4] cell type specificd}o]
MMP-9-& monocyte/macrophage % fibroblasto]
A Eujgn, MMP-2& normal human skin
fibroblastell ]~ #u]ETF™.  PMA,
growth factor, interluekin-1f, tumor necrosis

factor a (TNF-a)= MMP-9¢] #&.8 Z7}A]7]
58,60)

epidermal

, transforming growth factor B oj¥-2

¢} MMPE down-regulationd}A|¥F MMP-29}
MMP-92] ZHE  Z7RZT”. MMP-2¢}
MMP-9-& down-regulations}= RogE
retinoic acid, dexamethasone, interferon-f, -v,
vitamin D37} B8t Tissue inhibitor
of metalloproteinases (TIMP):= MMP9| 7+&l&
AAAZA SAFHET ofel EL4E ] type
IV collagenaset™ Z3tste] 1 gelatinolytic
activity S A3t} TIMPE @3olu wel 2
& Rz M EAE Bk ol Be o
AEel SME BARG. weby Ao
ECM 5+ 3A43% type IV collagenases}
TIMPZre] H3Hol o3 zA=HE AoR ofafd
1 9ich

MMP-29] cis-acting element2F CREB,
AP-1, -2, PEA3, c-myc, p53, Splo] glon®,
MMP-92] transcription factor2+ NFkB, PEA3,
AP-10] QIF?. B3] AP-1 site= PMAo| &
signalo] DNA®| APl Fa2d uie
MMP Az dAb 2N F8E HlFS
A5 Yok

Il

A4 dEA
thalidomide™*” - angiostatin®” - endo- statin® -
2-methoxyestradiol™” - TNP-470*3607077) &
2 3135 o| angiogenesiset HHFt] Uabr
Fo gl Aoz A gled,
TNP-470& 7] SEd3s 2l 7 ¥A
A9e 28 o Qe oy a5
2 Silo] Bwas T QrpIenT)

o]} o] AL XA S Fof
ol AR spgatds b 2 olfe
ol dslel PPz Al YAEE 3

d

angiogenesis A Al=

i

(o3
[0 ol ofy m =

S

ol7lRrhe FAEZE AHstr] i 2
FINYS dPMog oAgoRH Fago)
o= olAbH el A E Ue 4 gk Ho

3 A7t
31,51,52,55)

Ao 4RY AYH ATEAM -
#4" = &7} angiogenesis®] A &7}
dE Aoz RuHow, HPoRE KIEH
S wak" - ERAEST - sk
2R R0 - ST - BT IR s
So] g dAEH} gl Aeg BT
# v} glch

19973 BEBRBEAKkY AExA 43,
87%9 oAbl & ARAYL 21 g1, o
% X8 % 3A80] 80%n LA
Fg 1990~971d Aol E3|A|o] wEH JESE
2 o] B3 =Fo] 138He s 903
ojdo] LEH 36%o| Blgle] ZF3ln glov
B olglg e BEEEBHEET AHASK
BB kol EYFeY Sol MAHE
Aog wdstn Qi
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AN [Efo] te WEe zHE
9755 ol E;}EJO% Aom AMF X9 FRiE
T80l Uxst 9rk FeldtelAE o
= 7lo] ofz}, gurd A
Huraol 9ol KB, b, SRS, HK, 5
th ool i3t aholaky
R, IDE, HEHTE 59
'ﬁ 48h=t) ole FR ke
BEEENHE /s X8
B HES AR i
WHE WEsL RS Eole Aol
e eEkiES TakE s wjAlA7)
= Zoldh webd HiF ek ohe} kS
Ea R, B, FE 5 HYNeS deels
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