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Study on Anitmetastatic Effects of Antivascular-first

Chang Kyu Son, Chong Kwan Cho, Seung ho Lee*

Department of Internal Medicine, college of Oriental Medicine, Daejeon Universiy

To evaluate the antimetastatic effect of Antivascular-first(AntiV-F), we investigated cytotoxic effect on B16-F10 and
HMCB, gene expression of MMP-9 and nm23-H1, and survival. After treating with AntiV-F, AntiV-F promoted cytotoxic
effect on B16-F10 and HMCB as its density, compared with Control. AntiV-F inhibited gene expression of MMP-9 in
the L+14 and HMCB cell line compared with Conirol. On the other hand AntiV-F increases gene expression of
nm23-H1 and survival about 30% compared with Control. These results suggest that AntiV-F has effects on
anti-metastasis can be used for treatment of cancer patients and preventing recurrence.

Key words : antimetastatic effect, Antivascular-first(AntiV-F), MMP-8 and nm23-H1.
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Table 1. Prescription of Antivascular-first

¥ B 3 3 B 2 2> B
HEREE Otdenlandiae Diffusae Herba 8
- Agrimonia pilosa ledeb 8
®E Astragali Radix 6
AFE Ginseng R 6
B Atradylodes rhizoma 6
BRE Hoelen 6
HE Glycyrrhizae Radix 4
B2H Angelicae gigantis Radix 4
= Cnidii Rhizoma 4
B#E Salviae Radix 4
BOE Spatholobi Caulis 4
AF Olibanum(Mastix) 4
e Persicae Semen 4
FM Zedoariae Rhizoma 4
XE Hirudo 4
5 Typhae Polien 4
28% Leonuri Herba 4
FER Paeoniae Radix 4
[N Caesalainiae Lignum 4
HE Moutan Cortex Radicis 4
Total amount 96g

3) Aler & 717

A¥o ARBE Alek2 Mitogen@ 241 RPMI 1640, fetal
bovine serum (FBS,USA), dgfbecco’s phosphate buffered
saline(DPBS-A, USA) SigmaAHUSA) MEEL Al25Kion,
RNAzolB (Tel-TestInc.) Taq polymerase®} Deoxynucleotide
triphosphate (ANTP):= TaKaRas(Japen)A} AES, HHMAIFEA
{Moloey Murine Leukemia Virus Reverse Transciptase; M-MLV
RT)¢} RNase inhibitors= promegaAl FE, 2|1
Agarose(FMCUSAYE & ARZ3IZIL, 71EL &Rt A2 EF 4]
orZ ARREIACE ABE 71715 cytometer(Becton Dikinson,
USA), imager system(kodak,USA), microcentrifuge(StIS},
UV-Vis spectro-  photometer(shimazue,Japen),  Turbo
ThemalcyclerTM (Bioneer Co., Korea), CO, incubator (rapco,
USA), cdean bench(KMC-14001, vision scientific Co.) rotary
vaccum evaporator(Biichi 461), autoclave(Hirayama, Japan) &
2 A3t

2 9
1) 3E# 18 FEE 27

Y 13 2885 GHEY)] 2% EF4 2000 miE 715l
Y F&70004 3A17F &SI A2 HE Y AHBIA olg
7 5548K] (Rotary evaporator, BUCHI B-480, Switzerland)&
SH0l0], 018 ] &Z HZJ| (Freeze dryer, EYELA
FDU-540, Japan)E 0|83l & XS S8R 15 FEE(T77
8 YE(H4T) B Agdt 552 M3l AB3Igt

2) BEE 13 HY AX
R 13E U 52 PEolZE RPMIT640 vioio] =
of ARBSBINAL SEUHE A AZE 1.5g/kg (1913)9] &
YR FTHRASNIC

3. AEZEY W Eol REARE 24
1) in vitro M ZEHAUH
HEZSHUHS SRB assayH'g 7k WG Afol A}
8¢}t L+14 normal cell line, B16-F10 melanoma cell (ATCC,
CRL6322)37% HMCB(bowes melanoma,ATCC CRL-9607)= 37 C
, 5% CO; incubatoro| A AR S Trysin EDTASHOF single
cello] ETE wHoUIL, NTE 20 x 1019 HEZ 9% well
plateo]] ELF5}1L Incubator (37 C, 5% COollA1 4847} ui kst
Ch SET 18 AE E5} 242 200u/ul, 100zg/nt, 50u/
nt, 108/ L] ST E 96 wellol] BF 2413t ol MZisiPct. uf
USTE Fol YRS Kzl PBSE 28] MESHE 2t wello]
50% TCA(trichloroacetic acid)E 5048 71511 1hr 5t 4 Coll
Y|Pt SF-E 53] AE G Ch2 well plateE Z7|50lA 4
Z3it. SRB(04%/1% acetic acid) 8N 100p8/wellZ 715+
RToA] 3027} staining®H}. 12131 0.1% acetic acid solutionS
B ok 4.53] MBS 8715014 ZAGHL 10mM Tris BaseZ
100ut/well2 E3AI7ICE O] plateE plate shaker(Lab-Line,
USA)OlA]  35speed®Z 583t shaking®hil ELISA LEADER
(molecutar devices,USA)OIA] 540nmoflA] absorbanceE: &AGICT.
2) MMP9 % nm23-Hl S8} Wlo] Thdh Qg
(1) MENS L o X2
L+14 normal cell line3} HMCB(bowes melanoma, ATCC
CRL9607)2 37 C , 5% CO, incubatorolA] AFHEAE Trysin-
EDTAZ O Z single cello] HTE wollliL, MZE 20 x 10°
Mol AZE 24 well plated] B2FEEL1 Incubator (37 T, 5%
COyoll 4] 48A17H HHCICE S8 ® 18 AE 57t 22 100
ug/nt, 10pg/wto] FTE 24 wellol] M FEF 247 o] A2)5}
Fct. HILGER Fol wigAZ W2l PBSE 23] MATICE
(2) RNAQ] Zg™
it E5 F 24 well plated] 43U HAT &
RNAzolB (Tel-Test, Inc)& 0|83l AXIANA AS6H= &
Holl metal total RNAE FE3IXCE FE6H RNAE diethyl
pyrocarbonate (DEPCYE A2lot 20 119 EF40] =0} reverse
transcription-polymerase chain reaction(RT-PCR)o]] AHZ ST
(B) ARAEEEA FHNIS(RT-PCR)Y
& AHreverse transcription) ¥H2=2 FH|¥E total RNA 3
120l AHEI= LGS 75 TollA] 108 59} denaturationi] 7] 1L, 0}
denatured total RNA 3 pgof] 2.5 1£9] 10 mM dNPTs mix, 1 uf
9] random sequence hexanucleotides (25 pmole/25 uf), RNA
inhibitor241 1 409] RNasin (20 U/pf), 1 4£9] 100 mM DTT,
45 400] 5 x RT buffer (250 mM Tris-Cl, pH 83, 375 mM KCl,
15 mM MgCh)E 42 &, 1 9] M-MLV RT (200 U/ w)E ™
Shal DEPC AP EFTEA & 27t 20 ot HEE 8}
Ak o] 20 o) WIS EFN G A 412 H spin downdlod 37C
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A2 fxolA] 602 EOF HhSAlA first-strand cDNAE €+4EH
thS, 95°CollA 1028¢ HRISId M-MLV RTE E&4H3] A7)
I Nge] dEeE FFrh ol@A fyol ATY firststrand
¢DNA= polymerase chain reaction (PCR)ol| Al2Z0{HTh
(4) cDNA9] PCR ZE*7

PCR2 water bath 3419 Turbo ThemalcyclerTM
(Bioneer Co., Korea)& 01835l +g5Irt. vIg2 o] &+
H 3 49 firststrand cDNAZ} FE O 2 ALEE 0]5 Om, Table
ToAi R FEol thdt primer= B-actin, MMP9, nm23-H1S
FZ3517] 95K sense primer(10 pmole/ 1)<} antisense primer
(10 pmole/ uf)E EFF & 1 wX WolFA, o710 3 w9] 25
mM dNTPs, 3 9] 10 X PCR buffer (100 mM Tris-Cl, pH8.3,
50 mM KCl, 15 mM MgCl), 2|1 018 9] Tag.
polymerase (5U/ut) & HIkot H, EH5EA HS 217} 30
w7t EAISHH PCRE 31T PCR 242, predenaturation;
95T, 522 $ CHS, annealing; 57°C, 11, elongation; 72T, 132,
denaturation; 95°C, 12& 30 cydes 8t F, postelongationg 7
2CoA 38 S¢t FAUCE 2429 PCR products= 20 uf #
1.2%9] agarose geldol| loading8ld H71GES Edll B4 H ]
Zrl. Internal control£A] B-actino] AR o{F o, EEHE
PCR product sizer= B -actin(548bp), MMP-9(541bp) 121l
nm23-H1(531bp)o|Ck

Table 2. Nucleotide sequences of cytokine primers®

Gene Primer Sequence Product(bp)
8 -actin hAct-S GTGGGGCGCCCCAGGCACCA 548
hACt-AS CTCCTTAATGTCACGCAGGATTTC
X TTCCACCACTCGATGTCCAC
NMZ3HT Sense ANISeNse  GAGTAGGCAGTCATICTAG 831
' GGCTCACAGGTCTGTTCGTT
MMP-8  Sense Antisense TCGTGAACACTGCTGAMGTG 541

PCR productel &2 Windows 1D main program (AAB, USA)E OI26H0] X2zt
(height, HY2 2 ZXEICH

4. in vivo EFol9 AHAZ T3
1) @ 150) 9t 2ol AR FEH
(1) B16-F10 Q% o]al
B16-F10(ATCC, CRL-6322)& C57BL/6 4719} m 5ol AHth
Bl A HE 5Y HES B2t Y 1gol
10m29] Cold D-PBS(Ca” & Mg” Free, Sigma)7t A & &
100mesh (Sigma)Z Y ZAS Bt F AU EI(1500
rpm, 5min)3IHCE O pelleto] collagenase (1700 U/mg,
Type-XI Sigma)E tumor 0.1g/m¢E AzZidlol 3083t water
bath(37C)ollAl iHAIZ! % 41E22)(1300 r.p.m., Smin)5IITt
ABEHE AASIL 0.85% NHCS Wol & 412 # 37 T wigd
7104 5EZE XISl BETE kY & d4EsiEd
B16F102 22314t BI6FI0 QRS 20x10° AZE Z™SH
& v]Euo] olalalych
(2 4¥T BF
4Rt (Normal)2 C57BL/6 47 100121€ 172 3l &
@ 158 FO8IK &2 Folil, thET(Control)2 C57BL/6
A7 100121 12OE 8lo) BI6F10 & x104) £)7} o2l

Folth A HEE T 135)2 C7BL/6 47 0n2lS 1807
3101 BI6F10 Q5 (X10°HE)S ojAl5k SE# 158 1Y
AT 208 mog BEsrh
@) HEH 13 3T Fol L YPARE 55
BI6FI0 QIF (X10°HZ)E 01A15HT 24A13 Fof HEB
13 (1.55g/kg)2 1218} 1427+ B7EA slich YPIARES
gl YEGRE Bl BHUEYS U dHES TSIt

MST (median survial time) : MEUSZAA
ILS (Increase in MST over control) : AEE = (T-C/C) x 100(%)

T:”/XZY MTS C: HEZY MTS
(4) Pulmonary Colonization Assay
Bl6-F10 @ OJAIBHIL 24AI7F B0l 2R 188 AT 5F
ok B 18 B 148 %0] lung colony 8 BES}
&} Pulmonary colonization assay #| &9 9 Eoj] Ve &
29| colony 48 &#p|Z( 40x, Nikon, Japan)Q & A 48IRCh
(5) HEIZEIHAL
B16-F10 QFF olalglal 158 Fofl 2 FollA] lungT} liverS £2)
gkl 10% formaldehyde 80 1H3J & MAGIH SEE &
ofl 8A[Zt £AISH thE, TS O AS microtomel 2 WS
uHE0] Hematoxylin & Eosin®4RS SiCt

2) in vitro neovascularization assay

QIZHERRL] AiAE® Wzl M EoA (HUVEC)OlA 7146
S UM EQ ECV304 AlZS o xR o EHEE TA
ol 2RI CD31+ AEE sl B2 48l B16F10
melanoma cell(2x10%ells)S C57BL/6 4372 mlo] 1423t A
gierst & 4y SYREZ E2loigich. Tumord]
collagenase (1700units /mg, Type-XI SIGMA)o] antibioticsZ a
2 892 30u/mlZ AEJL Tumor HolZlE 100mesh
(SIGMA)oIA] E4f5lod passAl71% PBSE OF 28] 1300rpmoilA]
spin. Tumoro)) 1ml9| collagenase SN& Xz)ghct. 37 T wiy|
oAl 1A17F Bt vt & PBSE 23] $AIBITE. pelleto]] RBC
lysis solution AZIGtL 28] 45t % Anti-Mouse CD31
(PECAM-1)Z AEi8lod ICEOA] 1A17F viQIShet. wigks MACS
MS+/RS+ separation Columnsol] AlA13] EmAIZ] 5 PBS
(05%BSA, 2mM EDTA)Z 1057} washing3iT}. Anti-Mouse IgG
MicroBeadsol] FUsHsH CD31+ & 2215101 4ol ALBHIY. o]
E A xEo At 23S gdA1717] fi6i4] SchnapersSS] &Y
ol £310] basement membrane®! Matrigel & 0] &3la] AlEH
HHE ST Ice bath2tol A1 96 well plateo]] MatrigelE 50u¢
A @ geld} 22 AR FEF 37ToA] 30804 SRAIZE AL
0]9) A]7ZHEQ} incubationdlC) Welldd 2x10* cells®] MES
Matrigelo] S0 96 well platet]] W1, TEH 13E LEZ
SHIE ATIBIAL 1847t & MatrigelflolA] A8 BHRFEE
SU|AE ARESl] BaEbll gEEd Xaang SIsih

2 3

1 B 1500 Qg A2y U o] FHEA U4 24
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1) In vitro MZEYH A%

FEH 15 [BE(288g)01X REE(T7.7g)2 E2dlAd &
EMzol MZEAMES ZHZESIPch L+14 normal cell line,
B16-F10 cell line 72]31 HMCBE 96 well platedl] 55l &
#1858 5TE 200pg/me, 100ug/mt, S0ug/m 1213 10ug/me
Z A2l 484)7} Sof SRB 2 & o7l HEslo] MEEHES
ZX614r). Table 3.014] L+ 144 2F = i 2740 Bidl NES
ol gle ASE AIFFCE. 22t 200ug/ molA e 871318
23% ZABIHATHp<0.01) ol YEH/ 159 myxro) B
g Fol vehd MzEHogt F&5Ert 2EE 15 B16-F10
A FEZo)A] R o) Bl 42.1%014 9.8% 7K 2 KoM Y=
UM Z AR FIE LERHAUCHp<0.001). & 200ug/ me, 1005/ me,
50pg/mt 12l 10pg/mioliA] HF JYSH HAE BT
HMCB QA ZFojAlE iR Tl vk 545%0)A 16.9% 7K
9 {aH e YAZ A EUE VERIATHP<0.001). BHE B
1= YA XM= HZHHE UEhHA] 4 B16-F103
HMCB G ZFolA 7S YHE JH EHE LIERARUTE
E35] B16-F100]A1= 200ug/mé REIZolA]l 421% AA|5IE 1,
HMCB M EZFo|Al= 100pg/ne 37.3% AHBIAIL, 200ug/ miol
A 545% AR ENE BHFUCKTable 3).

Table 3. Cytotoxic effect of Antivascular-first (AntiV-F) extract on
L+14, B16-F10 melanoma cells and HMCB

percent of control data

Group
L+14 B16-F10 HMCB
Control 100+32 100£1.3 100£22a)
10ug/ ml 98.3+32 90227 831124
50ug/ ml 99.1+4.1 731+32™ 763130
100/ ml 942+£35 703+33™ 62725
2001/l 87.1+31* 579+£19™ 45527

a) : Mean £ standard error, Control : not treated, Antiv-F : 77.79 extracts
isolation to 288g Antivascular-first, * : Statistically significant value compared with
control data by T test. (:p<0.05, ™p<0.01, *™:p<0.001)

2) MMP-93} nm23-H1 |8A} & Ao oigh Gt
(1) MMP9 SRA} &8 oA 3

L+14 normal cell lines} HMCB QXM ZFE 24 well plateoy]
255t SEP 13 558 10u/mtd 100ue/mZ A2)51A
48A17F ol ¥EAE FMASGHL RT-PCRE FGINTY Matrix
metalloproteinaset= QM| E7F HAIHOIA] extracellular matrix
protein© £ ZHE3I invasiong St 28 dEE ke A
OF ¢Eid [ol it ootk L+14 BYAEFo EEd 1
S E 10ug/me3} 100pg/ még XEIol] MMP-99] FHAL U g
2MEIQEL. Fig. 1.9) £7} panel(L+14)014] tHEZ (line 1)9)
Htgtol 73011, 10ug/m¢ (line 4-5)01 81, 28] 100ug/mé (line
2-3)0] 830l M ToAME HEZT SFEH 18 2o
Z Aol7t fIUTt L+14 M EFo)A TEH 159 MMP-9 /4
At 2ol FEk2 xjoj7} JRUTE. 43t panel (HMCB)ollA} th &
 (line 1)9] Htgto] 16901, 100ug/mt (line 2-3)0] 102, Z2) 1
10pg/me (line 4-5)0] 143olc}t. HMCB QM ZFoAE tiE
(Ht; 169)T} ST 15 10pg/m¢ M) 2 (H 143)0] Qi7}e] o7

Bt A[XTE 100pg/ mé A (Hy 102} AT FHKL wt
3 A AT} YT wEik HMCB QA ZFolA] S 15
7} MMP9 SRX} 218 ARSGIECIT 2 4 Y}

HMCB -

Fig. 1. Inhibition effect on MMP-9 gene expression in the L+14
and HMCB cell line. L+14 and HMCB cells are activated with RPMI1640
medium(lane 1), 100me/m AntiV-F(lane2-3) and 10m/ml  AntiV-Fllaned-5) for
48hrs. Reverse transcription reactions were carried out 204 reaction volume
containing with 3ug total RNA and oligo d(T). And 3ul of resulting products were
analyzed by PCR analysis. Synthesized B -actin ¢cDNA product by RT-PCR was
used in internal control. M © 100bp DNA ladder marker. Total RNA extraction and
RT-PCR were carried out described in material and methods.

(2) nm23-H1 R84 Wl 57 &3

HMCB
and
L+14

Fig. 2. Expressing effect on nm23-H1 gene expression in the
L+14 and HMCB cell line. L+14 and HMCB celis are activated with
RPMI1640 medium(ianeC), 100we/m AntiV-F(lanel and 2) and 10ug/ml AntiV-F
{lane3 and 4) for 48hrs. Reverse transcription reactions were carred out 20u
reaction volume containing with 3ug total RNA and olfigo d(T). And 3« of resulting
products were analyzed by PCR analysis. Synthesized A -actin cDNA product by
RT-PCR was used in internal control. M:100bp DNA ladder marker. Total RNA
extraction and RT-PCR were carried out described in material and methods.

nm23-Hl FHARE ehdol ZFo) Boish= ool 81
A2 PEA Urt. SYMZolA nm23-H1S) FHAL W 57}
= Az 23 E3jo] #olditt 8|1 nm23-Hl {FAA} &
T2 U FHolg AHAIFIL, R nm23-H1 |} U2 EE
UM ZQ Mol E7HE UERATE L+14 4} M EFo] F3H 1
ZE 100ug/ w3} 10pg/me S 25l nm23-H19| {HA} wk
= B43IITt. Fig. 2.9] 53} panel(L+14)0)4] thEZ (line 1)2]
Htgtol 23011L, 100ug/mé (line 2-3)0] 45, 121 10pg/mé (line
4-5)0] 400ic}. FHMZAAE HNAEZH ST 15 Azizol
nm23-H1 §@x} W8l g ok 71z & L+14 BYAEF
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TINE 159 HEkEe 38 a7

X thEZH )3 B 15 100ug/ RS2 (HE; 45)0]
20019 FEAL Y E 7ML, 10ug/ bR Z(HY 40)2 oF
170e] FEX WHE SXAMCE A%t panel(HMCB)o)A]
HMCB QHHIZFE tIEZ (line 1)9] Htghol 27011, 10048/ n
(tine 2-3)0] 136, 12} 1L 10ug/meo] 1120]ch HMCB QA T3
R (Ht 27)0] Bi5lol SP 135 100ue/we M2)F (H 136)
2 oF 5l REAL w0l S/MERAIL 10ug/nd REIE (H; 112)
2 oF 41 REAL W SR Gt AUk weks] HMCB
A ZFoIA BT 137} nm23-H1 SEA WS SRRk
I8 4 At

2 in vivo BH0[9} MHAEA 34
1) SE 130] ot Yol oH A

CS7BL/6 4Fjol BI6F10 QA EE Huhy FAR 5 14
7+ SFE# 13(1.55g/kg)S 1€ 18] ATHOLL, CIXS 244
2ol BZU FARBI] WEHE 51 D AE MAGE B
BIACE. Table 4.9] QM ZEEh 01413} LIRS BRYE SR
£ 209+0270]140) CTX R2ZIPe BFUE ZQR|: 253+
L02Y 2A tiETo] HlBl oF 5 Fol8 AHAA e B
KAAL(P<0.001), thET Net WHARE(%)2 21.0% A
L} oo Higlo] BT 18 BT 27.2+1.002 24 thR 70l
BIGIo} of 7 ROjS WA S B A(p<0.001), AR
o] gt WHEAS(%)2 30.1% AIAEUCE

& CTX9} Siel# 18 25 BI6F10 QM TS omAH 44
F 4EE A Aog AFE ), B W 159 &
S0 CTXo] Hl3] Hojt RS & 4 Yrh E3t B16-F10 QM|
E U FALSH C57BL/6 47 Q) WENASE CTX R 22
20U7K] 10012, HWEZ, SER 15 H2FE ZF 198741 10
ol I dEFS 2 1Y 228 Aplo) 02F 56
I, SEE 13 ¥ CIX AT 25 31293 29 ol 02
Z 38kt

Table 4. Effect of Antivascular-first on MST and iLs of C57BL/§
mice implanted intraveinealiiy with B16-F10 melanoma.

Group Dose(mg/kg) N MST(days) 1LS(%)
Control 10 209+£027

CTX 100 10 253:101™ 210
Antiy-F 1550 10 27.2£100™ 30.1

In C57BL/6 mice were Implanted Intravaineally with B16-F10 melanoma(? x 10°%ells)
on days 0. in C57BL/6 mice were oral administration of Antiv-Fip.o, 155a/kg) for
14days beginning on the 1day and CTX(100mg/kg) after 1p 24hrs. MST and ILS
was observed after 1p 15days. Each point represents the mean+SE of 10 mice.
Statiscally significant valug compared with control data by T test"p¢0.05. ™p(001,

p{0.001).

2) Pulmonary colonization assay
Table 5.0 HE R Zol 14U MFASF sacrifiedr]7] &
Lung colony9| £2 ZARBICE. Z T2 Lung colonyQ] 47}
8.5+690IU 1L CIX A2 25+0.75(p<0.001) ZAE(%)0]
97%014 3L, B 18 TP Lung colonyQl 427} 19.6+1.8
E(p<0.001) Z4E(%)0] 76.6%EA CTX AE|FHrH X5
2B

Table 5. Effects of Antivascular-first on lung colony number of
C57BL/6 mice implanted intraveineally with B16-F10 melanoma.

Lung colony

Group Dose(mg/kg) N nummer Decrease(%)
Control 10 83569

CTX 100 10 2507 970
Antiv-F 1650 10 196+18™ 766

In C5/BL/6 mice implanted Intraveineally with B16-F10 melanoma(2 x 105cells) on
days 0. In C57BL/6 mice were oral administration of AviV-F(po, 1.55g/kg) for
14days beginning on the 1day and CTX(100mg/kg) after 1p 24hrs. Lung colony
was observed after 1p 15days Fach point represents the mean+SE of 10 mice
Statiscally significant value compared with control data by T test*p¢0.05. *p<0.01,
0(0.001).

Fig. 3. Histological analysis of lung tissue of B16-F10 melanoma
metastasis in C57BL/6 mice. A ControltB16-F10 melanoma injected) B
CTX{100ma/kg) C. AntV-Flpo, 155¢/ka) for 14daysFig. 3 Histological analysis of
lung tissue of B16-F10 melanoma metastasis in C57BL/6 mice. A ControlB16-F10
meianoma Injected), B. CTX(100mg/kg) C. AntV-F(p.o, 1550/kg) for 14days

Fig. 4. Histological analysis of liver tissue of B16-F10 melanoma
metastasis in C57BL/6 mice. A Controi(B16-F10 melanoma mjected) B
CTX(100mg/kg) C. Antiv-F(p.o, 155g/kg) for 14days
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