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Study on the Effects of Jiaweicitaowan (hnvkZ&pki,)
Ingredients on Angiogenic Inhibition
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Seung-Hoon Choi, Kyoo-Seok Ahn

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

Jiaweicitaowan (JWCTW) has been used to inhibit recurrence and metastasis of cancer in
clinical practice. Further study has shown its anti-metastatic and anti-angiogenic effects. By
applying in vitro and in vivo anti-angiogenic evaluation model, the author assayed the each
ingredients of JWCTW. The author performed the following experiments and the results are listed
as below: Cell viability assay showed that the viability was almost identical between that of the
control and that of the ingredients extract 40 ug/m{ treated, except of hexane fraction of Curcumae
Radix (40 pg/m¢, 2.0% of control), ethylacetate fraction (40 pg/ml, 26.7%), butanol fraction (20 pe/
ml, 87.2%; 40 pg/ml, 12.5%) of Cremastrae appendiculatae Tuber, water fraction of Persicae
Semen (40 pg/ml, 82.7%), ethylacetate fraction of Hippocampus (40 ug/mé, 85.3%). The results of
gelatin zymogram assay showed that the ingredients of JWCTW decreases the gelatinolytic activity
of MMP-9 from ECV304, at the concentration of 10 gg/m{. In in vitro invasion assay, the
ingredients of JWCTW effectively inhibited the invasion of cancer cells as compared with the

control (+PMA) groups. In capillary-like tube formation assay, the hexane and ethylacetate fractions
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of Curcumae Radix, Cremastrae appendiculatae Tuber and Persicae Semen showed the dramatic

inhibition effects on tube formation of ECV304 at the concentration of 40 pg/ml. In ex vivo rat

aortic ring assay, the hexane and ethylacetate

fractions of Curcumae Radix, Cremastrae

appendiculatae Tuber and Persicae Semen showed the inhibition effects on angiogenesis of rat

aorta at the concentration of 40 pg/mf. According to the above research, the anti-angiogenic effects

of the ingredients of JWCTW was proved and it suggested that the more effective prescription for

anti angiogenesis could be developed.

Key words : Jiaweicitaowan, angiogenesis, ECV304
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FEYPoR FET F, o] A AUEH W
»‘MIEE%‘—H gdd ECV304H]£] Fof st
A ZAE
invasion assay - capillary-like tube formation assa
y - aortic ring assay 5% Al#aiol TS 2]
ojgh A dof ole] HiushE wolth

& - gelatin  zymogram assay - in  vitro

0.8 B
1. M=

1) H=zF

A7k EWHAE  AEE BN
ECV304 (ATCC CRL-1998)E nujj%ste] A&
A3 g BCV304= medium 1999 10%
fetal bovine serum (FBS)#} 344 (penicillin
10 units/m - streptomycin 10 pg/md)E H7}3]
o 37T, 5% CO» AEu|Y7]olA s

2 %

A%o] ALSE IIBkZEGkHL (Table 1)& (B
BEmmEs ) Y F28 skl
S Ry, B - BE - BES ks

Table 1. Composition of Jiaweicitaowan

(InBRAEHEA)
Jiaweicitaowan (hnsk &ML
Mk A Persicae Semen 25¢g
WL Cremastrae appendiculatae Tuber 25g
B Coisis Semen 10g
¥ & Hippocampus 3g
# <& Curcumae Radix 3g
B B Trionycis Carapax 3g
Total amount 69g

Mo sty delRue 14 uEe

el AHg3tdt

2

N2&n FE29 =4

Xéﬂi HH/FEUE}L o] FAE 145 H &
& 80% ethanol2 23] 7a47~‘4 g
»} 3 60Tl AYEESA
Fig. 1o] wel &o] = 2
(1) - ethylacetate 22 (1) -
butanol 2& (M) % water & (V) 9 %
Btk o2 FIHES F2F T AT
¢ tg 232 3o 7t B9 FEES

BETk

flo -
4
B S
mlo _& "°
e :W ol

Jiaweicitaowan

extracted with ethanof under reflux

Ethanol ext.

I partitioned between hexane and H:O

1
H20 layer ]

extracted with EOAC

| Hexaner Fr.(1) | [

[ EtoacFr(t) |[ HOlayer |

extracted with BuOH

[TBuoH Fr(m) ][ HOFlv) |

Fig. 1. Fractionation of extract from
Jiaweicitaowan (INEEZZEHE L)

2} Viability assay

MmNk T dulA BEFEEY AX
547 A8 £%2 mhefslr] $4ste ECV304
o A|l&& 2% & Mosmanng] MTT assay®
cell viabilityE ZA3195, Cell Titer 96™
Assay kit (Promega. USA)E ApgEra T,
WA ECV304E 2x10* cells/100 pfjwelle) HUE
2 96-well cell culture plateo)) F3td 24X 7t
L W3t & wjtole serum free M-1998
Asti, 7)o AEE 2427t 5-10-20-40 »g



/meel FE2 Azste] 20A7ke wjFEIAC
28 o tetrazolium dye solution 15 yffwell
& 7l 4AZHe ¥ Wj%sk 3 formazan
&a&A 100 pfwellE 7kt COr AlEwj
k7l At 12417 AXAA formazand A3
o] & ELISA reader (Molecular Device,
USA)E olgsl FA3E 570 mn - Fapgd
650 m= FAG £ Ferge] o]
formazan $3jele] webas 1YL Yo
Pfome  FORAE - vjgd - dye  solution -
solubilization solutiong- 23%3}o] blankZ o] &
3tk AEAEEL g Ao Ttk
average of absorbance of sample
(570 rm-650 nm-blank)

(%)= average of absorbance of control
(570 nm-650 nm-blank)

Viabili
Y x100

3) Gelatin zymogram assay

MRE A TAFES £YFEE0] MMP-
299 LF o L vAE

.
ECV304Z 6-well cell culture platec] 5x10°

cells/well 2 seedingste] 2 m¢ 10% FBS M-199
o} 87 24A7 ¢ 37T, 5% CO, ALulY
7114 wjksteh 2 F 1 m PBSE 13] A
8}3 1 md serum free M-1992 A3 3 3t
ok NBEE Folale] 5102040 pg/mbe &
7t HEE 3tgoen, control welldy 72
2o 824 methanol & Fjste] CO, A|E
jd7iol A st dEd Fosta 124
Zto] 733 %o  phorbol  12-myristate
13-acetate (PMA)E Fojsta] 100 ng/mlo] F%
7} 58 den, control welldls 2 4
o] dimethyl sulfoxide (DMSO)E o3}t
¥ g 1247 5ok weket & oujgds 3
&9 1000 pm, 4T, 587 94 EEstd A
Zo AX 2718 AN F 45ee A3

~

4Co| B3t} gelatin zymography & A] 3}
Elavi=s

Gelatine zymography= Heussen¥} Dowdle2]
Ayl e} wjgls sample buffer
(10% SDS - 4% sucrose - 0.25 M Tris - HCI
pH 6.8 - 0.1% bromophenol blue)s} 3: 12 4
& 3 Jtgetx] &L A 04 mg/ml gelatin B
(Sigma)& X &3t 8% (w/v) sodium dodecyl
sulfate-polyacrylamide geloll #7}ste] AA7|dF
sldet. A7ldE 3 gel& 25% (v/v) Triton
X-100 (Sigma)el] 3084 33] M 2sta] geldo]
SDSE AA% % substrate buffer (0.05 M Tri
s+ HCI pH 7.5 -0.15MNaCl - 0.01 M CaCl; -
I uM ZnClL - 0.02% NaNj)oll < &l 37T
A 24A B wREAl ¥ 10%
anol/10% HZH0.1% (w/v) coomassie brilliant
blue G-250 (Sigma)o] 6A]7F FoF QAN z] %
10% methanol/10% W Z4ko] 3A17F B¢ €
AA A} Gelatinaseo] 2|3 gelatinolytic activ-
itye AAZE Ao FAH geloA AR
29| band7} A2HE 202 Zwu

meth-

4) Invasion assay

ECV3042] invasion activityZ#-2 transwell
cell culture chamber® o]£3}gth ECV3I04E
6-well cell culture plateoi] 1x10° cells/well &}
NE 8 4E3t9 2 mwl 10% FBS M-199¢}
stA 37C, 5% CO; AFujckr|dA 247 5
o wjokslgich 13 dg wellS 1| mf PBSE
13 AHg & ujgds 1 meo] serum free
DMEMS g wAsti, of7]d &k Algs F
oAste] HF F=It 40 pg/mio] HES AL
o, control wello]= 72 %9 80% methanol
& Akt 12A17F F)b wj skl

12817 & wellS PBSE A|#3}3 trypsinl.
2 AEE Az & #F A& 40 pg/mb
PMA 100 ng/mée} 59 ¢l= 1 ml serum free
M-1998 o NEXE FYsA E=AAT 1
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g g MY dgds ol hemocytometer 2
ZA3sted HE 57 5x10° cells/100 w7t ¥
B2 granswell

J%ﬂl

22 & membrane filter7} 4
chamber (pore size 8.0 ym, Costar, US.A)E
%M 37C, 5% CO; AXZufjetr]ollA 24A12F
< ujgst

Transwell®] membrane2 matrigel 5 xg/10
09} collagen 10 xg/10 wz_ 9let otefE ¥
st} 37] FAM xAIZL F PBSo| ©ittizt
A 2l gA AxAIZD F ARGl

Transwell chambere] A 24AJ7F Sob wjoksh
% transwell®] upper chambere] ¢}& media&
A A8t transwell®] lower chamber® 70%
methanold] 587t ©7b4] membrane-S £33t
ANZE 2GNZ F 183 FF5 27t meth-
anol& A3t 18 o}g olA] hematoxylin
o S @2 F FRgel 1584 23] A3}
3 05% (w/v) eosin (in 1% glacial acetic acid)
o 30x g ¥ FHF 183 €2 F 95%
ethanolo] 287} 23] 97bM @Az o)F
HES o]83t] transwell®] upper chambero]
doldle AIEE Hohlln GAEvAE o] &3)
o] 4008} FuE Mz 225 MU

MEF] FHL FAYR 2R HATY
ez Az Fg& 7IFoz Aot §Y¢
A (6.25¢10" ane GAE AT FE MY
oo, U AEE 23] WHEsY 1 Hogs
7t AT} vl st

5) Tube formation assay

24-well cell culture plate® 42 HAlo) ¥
I matrigel 220 pg & 7} ¥ spatulaE o] &
8 =¥3%ct Matrigel S vl plate: 37C
incubatorol] 3~4A]7F X8 1 matrigelo] 2%
2 39ch ECV304E matrigelo] =X 4 plate
o] 8x10° cells/welli HEs3 10% FBS
M-1999 A EE HUlste 18A1ZEESH wiY
33t} Control wcl°1]£ 2L 9%ko] 20% - 80%

methanol-& A7Fstgich 18A17F & control well
of wberb FAH AL AT F 20u)&=2 A}
A otk

6) Aortic ring assay

WaAAol A overnight2  #E%  matrigel 2
48-well cell culture plateo] 120 pijwell (11.46
mg/mf) 2 coatingdtch olul bubbleo] A7)A] &
& ZA%h CO, A ¥u]dr|ol  coating$t
well plate® 30~60 ¥+ FH S48
matrigelo] gel2 wlHATH

Ratg CO; asphyxiationr]7] o& FHE
sagittal sectiond}od diaphragm H& F7}o)
Y4 & H $74 AZ aomad Fo}, 719
A83to] aorta arch & A=23, Fe
g THo #1 o solFuA 19
of 242 AARAN B9 20 FA7)
Z 3 cm AEE #Aehd I dish%9 Hank’s
balanced salt solution (HBSS)of @111, #ojst
ZA 3} aorta £ bloodE A 73k}

oA F8]E rate] aortaZ fine scissorE
AHEEY 1 mm R)vke) SFAR A rngo#
9= 5 marrigelo] T=¥F  48-well culture
palte Z}zZ}e] wellol] aorta ringS shp¥ well
FUo 1 50 9 manigel® F712 F3
o] ringg $H3] HolFErh ojex bubbleo]
717 @EE zAdY O™ og Co, AME
s g7l 3027 Yol &t

CO, MEuj7]olA wfFst ¥, oA g9}
endothelial cell growth supplement (ECGS)&
&3t human endothelial-SFM basal growth
medium 200 wE YolFth FAFAFE ol
AN F&3 ARE B BE - LEE -
1= 9 hexane ¥ ethylacetate ¥+ IFZE F 6
79 FEL 5-10-20-40 pgmle] SEZ
Fostgon, 7Z+ Algd o 49 28R
AABE A, 37T, 5% CO; A|¥EujkzidA 5d
¢ Wit 249 49A He ¢ aortic

m{m Mo

Mt o
B A
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rngo] BOMAE 2 Zow 100 w9 fresh
mediaE T Hrbel F3T SUA He @, @
ol yHATE %é‘ g &, @n]% (Olympus,
Japan)doll A 4uj&= AR EHedsioict

. ¥ B seAf

1. MEZ MESHo| ojxl= dE
Dbk, A oFE el AY £33 A
At WA ECVIMA|EE o] gslo] MIT assay
2 AEYEEL T (Table 2, Fg. 2).
AHAI kR TSR E‘-}TE%‘Q
&0l g AEAlo] MEAAELO] HRTR
o} A %3}@71‘—} Ty 2A SRS B2
oF 3 ook 2y B4 haxane 2YFEE
<20 ug/mf& Aol o= oy HTAEE
129.6% 0| A 40 pg/mt Zejrlo} AEE 20%2

7P wA4E Aste etk B8 gz
Hjato] HEAES 90%0)5te Asle AozE
m%}?i(#i ethylacetate ¥FEE 267% (40 g/
m), UGS butanol REFEE 87.2% (20 ug/
ml) - 12.5% (40 pg/ml), - water %’:Q—’}‘-*
827% (40 pug/mé), # % ethylacetate #&
& 853% (40 pg/mb)th ol& A9 B
Bo] MZAEEC] 40 ygml A Yz
HrE xolE YehR] gl ae) o]F
o £#& 40 pgnt TEZ gYsie
o g#%E uluwsle By

T i
gt 4

2. Gelatinolytic activity 2{X|Z|%H0i| o|x|=
gt

ECV304 4| X0l k@i i FAGES £38

FEES 4N AHEIHHE W, B
ECV304 A} o] 4 B g = gelatinase €]

gelatinolytic activityol] v|X|= H3e B}y

2 3R % ¢ 88 9

|
|

Fig. 2. Effects of the ingredients of JWCTW on the cell viability of ECV304

H: hexane E: ethylacetate B: butanol W: water
A: Curcumae Radix B: Cremastrae appendiculatae Tuber
C: Persicae Semen D: Coisis Semen

E: Hippocampus F: Trionycis Carapax
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Table 2. Effects of the ingredients of JWCTW
on the cell viability of ECV304

Concentration (z¢/mf)

0 5 10 0 40

AH 0638:0017% 08110052 0.884:0024 0.827:0044 0013+0.000
AE  0638:0017 070820024 0798:0013 07960050 0.805:0.057
AB  0658:0010 08220062 0.763:0018 079420016 0989+0.035
AW 065820010 074410038 071520040 0.662:0016 0.755:0.046
BH 0638+0017 07210088 0.702:0054 0762:0027 0.745:0.085
BE 0638:0017 082240029 0818:0.028 0.646:0069 0.170:0022
BB 0658:0010 0929:0022 0870:0041 0574:0069 00820055
BW 0658:0010 0782+0066 0813:0.036 0.769:0042 0680:0.129
CH 0638:0017 06870010 0.669:0089 07190035 0819+0.087
CE 063840017 067420038 0.668:0.156 0.848:0.047 087420069
CB 0658+0010 0702:0037 0754+0.168 0733:0076 0.636:0043
CW (65840010 080340012 0.749:0079 0619:0.136 0.545:0.082
DH 06380017 078420143 0.79420.117 0828:0022 0837+0.025
DE 0638+0017 0802:0070 0845:0058 0815:0071 0.948:0.108
DB 06580010 08730034 0.791:0058 07510026 0820+0.48
DW 065820010 0.603:0048 06750033 0.658:0026 0608+0.135
063820017 069610024 071040024 075940024 0.625:0030
0638:0017 070540035 0731:0018 0.757:0023 05440094
0658:0010 069540017 0.758+0.038 071240023 (.759:0010
0658:0010 0.89%6:0.041 068910017 06240017 07110023
0638:0017 0645:0024 066610029 0.787:0.063 07900053
063810017 064410005 0679+0.028 0.704£0.040 0.810:0.023
0658:0010 068310035 0809:0.036 0.798:0050 0.839:0022
0658:0010 06380011 069310.036 066620016 0.695:0.008

IEERIYEEE

*: 0D.tSD.
H: hexane
A: Curcumae Radix
C: Persicae Semen
E: Hippocampus

E: ethylacetate B: butanol W: water

B: Cremastrae appendiculatae Tuber
D: Coisis Semen

F: Trionycis Carapax

9&to] gelatin zymogram assay S A| 83}ch

(Fig. 3 - 4).
AYgAs %5  hexane - ethylacetate 9}
LI 22 f 2 ethylacetate - butanol, B9l

ethylacetate EHFZEo|A MMP-99 band’}
AAE AR o viability S ;s LG,
S} tk1=9 ethylacetate ¥ EFEEL U7 4
. AEAEZo] ZHZE 1263% - 137.0%EA
MMP-99] ot Ew& gelatinolytic activity A
8 EAE Jepln Yo = EX{CY

Fig. 3. Gelatin zymogram of ECV304 cells
treated  with  the

wg/mdy of  the
Jiaweicitaowan for 24 hours, and 100
ng/m¢ of PMA for 12 hours.

MW: represents molecular weight marker in kilodalton unit
Con: control

which  was
ingradients (40

H: hexane E: ethylacetate B: butanol W: water
A: Curcumae Radix B: Cremastrae appendiculatae Tuber
C: Persicae Semen D: Coisis Semen

E: Hippocampus F: Trionycis Carapax

ethylacetate - #H1 2] hexane #8532 50]
9] bande] ulste] okstd BES R
AolA dAE MMP-9 A3 aart Qe
2 gk g e BE 2¥5F
A dzTs dge Aol YehA FuAY
9382 6% 2% band7} UEhtTh (Fig. 3).
B - LEL - o EHE HEs] Hot
3l7] st Zb7] hexane - ethylacetate ¥3¥ 5
228 sz A F oA gelatin
zymogram 2 A|#sigith. AEAF (Fig. 4) 8
#°] hexane ¥EFFEL2 20 pg/ml FEOIA
MMP-9 A& &37} Jehti, ethylacetate ¥
3522 10-20- 40 pg/mb FEoJA MMP-9
band7} ARRAA 74 2 A3E JERiIT
(W 2] hexane ¥8FFE0] 1 thFog 7
3 a9E B FUed, 10 gg/ml sEAME
PMAS] 93l induction® band7} wERF
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Fig. 4. Gelatin zymogram of ECV304 cells which
was treated with the ingradients of the
Jiaweicitaowan for 24 hours.

Co-: control treated without PMA
Co+: control treated with PMA
BC: bacterial collagenase

H: hexane E: ethylacetate
A: Curcumae Radix

C: Persicae Semen

B: Cremastrae appendiculatae Tuber

(Cooll wlate] <kal=Ia, 20 - 40 pg/ml F5
ME HA| band7} AtebdTh =g I
ethylacetate ¥8FEE-L 1020 pg/ml 5T
A izl vlgte] band7b F3FE )T, 40 pgf
m FEANE band7} Atz ot 40 pg/meol
Aol HEAEgo] 267% Eos| @ ool
e Aow Aztdh gk 9| ethylacetate £
FEEL 20 pg/mt FEAAE WxTH v
AEo] band7} YERTZL 40 pgiml FEAA
+ %39 band7} Yeh}T Qi)

3. Invasion HH|Z7|Hol| o|x|= H&t

iz 9ste] FalAo] o]Foix]
H4LE FAE7E HolEr] Yot B FAl
o 5o G deag
ke e gAEZ g3
2 o7l A% HAS 2 FEelA xolrt
As ¥ PFAHom FUS Aotk
KA T9okEe] A A elA
QusAEe A8 dAERE Bk 9%
o] ECV304MEE matrigel2 =X 3 transwell

o HEse] 24417 ot voEt & transwell &
g Hxe & A9 HA& AXY
FE ZEZA7)7] Y5te] PMA 100 ngmlS A}
£t

AEATY olF Ax AHesx @& gERY

(Com)e] A& MIEFE 14515900, PMAE
A7k diZE (ConHe e HESFE
399+133024 275%7F =7)8kich PMA%—
A7V 2T (ConYE 7|1&202 & o),

AEF7L 2T vsd J5g UrEML
< HH o] water FEFEFE (39.719.6) ¥ ]
AA ez dAstA A AESF7E B2E
& RATa 3l

E3 Q12T 50%0]5t2 A AL B4

>}L}:J>NF4

W

o hexane #EFEE 141258 (35% of
control+PMA), 1h#E [} water EYF55
1884122 (47%), B(-9 hexane RE3ZE
120465 (30%), #k{-9| ethylacetate FEFZ
= 117442 (29%), $k{-9] butanol FEFZE
122473 (31%), EL{Z9 hexane FYFFE
134469 (34%), ELi{-9 butanol EFHFZE
19.5:4.5 (49%), %] ethylacetate H833

& 14.0£3.8 (35%)°] At} (Table 3, Fig. 5 - 6).
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Table 3. Effects of the ingredients (40 yg/m¢) of JWCTW on the invasive activity of ECV304

Con- 14.5+5.99
Con+ 39.9x13.3
hexane ethylacetate butanol water
Curcumae Radix 14.1£5.8 21.1£9.0 20.6x7.7 222458
b

Cremastrae appendiculatae Tuber gggiéécz 18.8+12.2
Persicae Semen 29.8+24.4 12.0£6.5 11.74.2 12.27.3
Coisis Semen 13.416.9 20.1£12.8 19.54.5 21.1+12.7
Hippocampus 19.9£6.0 21.1+11.4 30.9+9.7
Trionycis Carapax 28.817.6 14.0x3.8 23.1+£6.6 39.7+9.6

a): meanzS.D.

b): 10 gg/ml of butanol extract
©): 20 pg/mé of butanol extract
A: Curcumae Radix

C: Persicae Semen

E: Hippocampus

D: Coisis Semen
F: Trionycis Carapax

200%

175%

150%

126% T

100%

Invaded cells

o
o
”
overesconserunseeness: mul

Kr"‘vg’ev"e‘\é"cﬁo“’o“\‘&‘(‘\&

V3
Fig. 5.  Effects of the ingredients of JWCTW
on the invasive activity of ECV304
H: hexane E: ethylacetate B: butanol W: water

BBa: 10 yg/mi of butanol extract

BBb: 20 pg/mé of butanol extract

A: Curcumae Radix B: Cremastrae apperdiculatae Tuber
C: Persicae Semen D: Coisis Semen

E: Hippocampus F: Trionycis Carapax

4. Tube formation <H|Z|Hoa|
s

o|xl=

YANe FRYTHAE} 9AR2 ol
& %, AT 97180] 2aste] capillary tube
£ gygmed ST MREMA TAY
g angiogenesis AEHE Hrkstr] ke,

B: Cremastrae appendiculatae Tuber

@} i ReL R 4
Fig. 6. Effects of the ingredients of JWCTW
on the invasive activity of ECV304

Con-: control treated with PBS
Con+: control treated with 100 yg'mé of PMA

H: hexane E: ethylacetate B: butanol W: water
A: Curcumae Radix B: Cremastrae appendiculatae Tuber
C: Persicae Semen D: Coisis Semen

E: Hippocampus F. Trionycis Carapax

ECV304Z matrigelo] =¥ 24-well plateci] A
#joFste] tube formationd FE& ¥, HFHY
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A ek Aelgt Advd dxdd v
3o} 3ith

AgA gt Aael guj2 222 methanol
S AP gzl capillary tube?} F
Aol gl&E & gtk S A AF
oA 4o hexane - ethylacetate, LLZELH <]
hexane - ethylacetae #HFEE FoToAE
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Fig. 7. Effects of the ingredients of JWCTW
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Conl: control treated with PBS
Con2: control treated with 8 ;g of methanol
Con3: control treated with 32 ug of methanol

H: hexane E: ethylacetate B: butanol W: water

A: Curcumae Radix B: Cremastrae appendiculatae Tuber
C: Persicae Semen D: Coisis Semen
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Fig. 8. Effects of the mgredlents of JWCTW
on Rat Aortic Ring Assay

Con+: control treated with ECGS
Con-: control treated without ECGS

H: hexane E: ethylacetate B: butanol W: water
A: Curcumae Radix B: Cremastrae appendiculatae Tuber
C: Persicae Semen H: hexane

E: ethylacetate
Dose: 510 -20 - 40 ug/md of ingredients, and 200ug/mf ECGS
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