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ABSTRACT

Effects of Wekyungtang and Kami~Wekyungtang on Pulmonary

Tumor Cells and the Changes of Tissues

In order to prove the antitumor effect of Wekyungtang(WKT) that was originated in
Bigeubchunkeumyobang(fii & &3 #), Wekyungtang with Houttuyniae Herba(WKT-I) and
Wekyungtang with Oldenlandiae diffusae Herba(WKT-II) experimentally, the studies were done.
We evaluated the cytotoxic activity against B16-Fo as well as the synergistic effects with
anticancer drugs such as cyclophophamide (CPM), cisplatin(CPT) and 5-fluorouracil (5-FU) in
vitro, and measured body weight,survival time, hematological changes, changes of tissues in
C57BL/6 implanted with B16-Fo.

The results were obtained as follows:

1. In vitro cytotoxic effect against B16-Fo was shown in all groups as compared with
control group ,but the concentrations showing inhibitory growth rate below 55% of control
was recognized in all concentrations of Wekyungtang(WKT) against B16-Fo and also
concentration of 10 g/ml above in all group with cyclophophamide (CPM), concentration

of 10%g/ml in Wekyungtang(WKT-1) with cisplatin(CPT) in synergistic effect,
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2. In vivo body and tumor weight were significantly suppressed in all groups as compared

with control group

3. The number of platelet, WBC, RBC were significantly increased in all groups, platelet

aggregation was significantly increased in WKT-1 and WKT-II as compared with control

group.

4. In changes of tissues heavy infiltration oh cancer was shown in portal vein, pulmonary

tissue, vein, peribronchiole, aveoli, while WKT-I was effective in antihepatic metastasis and

WKT-II in pulmonary matastasis.

From above results it was concluded that wekyungtang(WKT), wekyungtang with

Houttuyniae Herba(WKT-I) and wekyungtang with Oldenlandiae diffusae Herba(WKT-II) had

antitumor effect, and also wekyungtang combined with Houttuyniae Herba or Oldenlandiae

diffusae Herba were more effective than wekyungtang only and also cyclophophamide (CPM),

cisplatin(CPT) showed the more synergistic effect which suggests the necessity of continuous

study on the mechanism of antitumor action of Houttuyniae Herba or Oldenlandiae diffusae

Herba.
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B Mk Eo ol 457 % e Co7TBL/6A A
g HBLEHRHAA s ol HWEHZL
A ERERH AR A, dFAECoIS B
& FOE st BE 22 + 2 TE MK
fEFFstn ZHEHM HREREA @END ®
Bl fEMAsHA
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o, BHS (ATEER) Vo Kike #
& 1S BANES 2BS e 2o

Sample 1. Prescription of Wekyungtang(WKT)

g B (BR) (g
B Rhizoma phragmitis 8g
B Semen coicis 4g
&R Semen benincasae 8g
- Semen persicae ig
Total amount 24g
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Sample 2. Prescription of Kamiwekyungtang{WKT-1)
BEH-1: K Fol tn g

R Houttuyniae herba 8g

Total amount g

Sample 3. Prescription of KamiWekyungtang-1I
(WKT-ID)
BEE- . & Kol n BiEgeHs

Bt EE  Oldenlandiae diffusae herba 8g

Total amount 32

3) A% 9 H/E

HEol AE RAELE  RPMI1640(sigma),
10% fetal bovine (FBS,
dulbecco’s phosphate buffered saline (DPBS-
sulfate(SDS,

serum sigma),

A, sigma), sodium dodecyl

sigma), 5-fluorouracil(sigma), adriamycin
(sigma), cisplatin(CPT, Daewoong, Pharm.
co.), cyclo- trypsin~-EDTA
(sigma), 3-[4,5-dimethylthiazol-2-y1]-2, 5-

diphenyltetrazolium  bromide(MTT,

phosphamide,

sigma),
ethanol(Merck, Germany), penicillin streptomycin
(sigma), sodium bicarbonate (GIBCO), trypan
blue(sigma), phenol red(sigma), sodium azide
(sigma), isopropanol(sigma), HCl(Merck), acetic
acid(Glicial), sulforhodamine B(SRB, sigma),
sodium hydroxide(sigma) ¥2% —HAFELS
25 B 2 —HRAEE FASIET A 'R
od A" ®WEs CO:
scientific Co., Model VS-9108MS), clean bench
(vision scientific Co., KMC-14001), centrifuge

incubator(vision

(beckman Co., GS-6R), inverted microscope
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(Nikon, co, Japan), bright microscope (UFX-
DX, Nikon), ELISA-reader(Emax, U.S.A),
Japan), micro-pipet
(Gilson, U.S.A), autostill WG25 (Japan) 9
U.S.A),
culture flask (Falcon-3024), multi-well plate

(96-well, Falcon), disposable pipet(5ml, 10ml,

autoclave (Hirayama,

titer plate shaker(Lab-line inst,

25ml, Falcon) ¥ syringe filter(0.25um, Falcon)
5o HEHI

2. hik

1) e s

HEEEB(WKT), ZEZKH-I(WKT-D), EXEH
-I(WKT-IDS =R H(48g, 64g, 649)S 4%
% 3,000ml round flaskoll Z&{E/K 2,000mi2t 3t
A ¥ tE BHBE WEAZIL 2 K ¥
Qb m#hste] BT JEES rotary vaccum
evaporator(Biichi 461)ol A  BIREMESI o
round flaskE -84 T deep freezer(Sanyo,
Japan)el A 1R5fH &< KBS freeze dryer
(Eyela, Japan)® 4FffS HEFEGMRSIY BB
olME 258g, THEH-IAE 3348g 81
EEG-NMAAME 34.1g9] MkE 4 HEe=z
#igste A AT. BHEBNAE LHR
BEKOl WEANA Rt Mtk g%
ol RPMI1640 free mediumoll ¥f#Al7# syringe
filter(0.25um, Falcon)AH-&3le] @3t o,

2) In vitro
(1) B16-Fo melanoma #Kokk 2 M0k
2368
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Mouse melanoma{]l Bl6-Fo cell lineg& =&
Wil Al (EMstA T #5EKS  RPMI1640-
Hepes medium(sigma), 10% fetal
serum(GIBCO), penicillin streptomycin(100unites/
m¢, 100ug/mé) ¥ L-glutamine(sigma)oll A #4%
Kiagst AT Exol 2% Bl6-Fo melanoma
< in vitrodl A LER Lk #kE#Esad. o
22 75cr culture flaskel Bl6-Fo cello]
monolayer JRKEZ 70-80% & 2143tz & u)
Wige stk #HlE flaske KEMME
Zi€ dulbecco’'s phosphate buffered saline
(DPBS-A, sigma)## o2 Hol& trypsin-
EDTAK® 05méS €3l 37ColA 345# KE
I 3 RPMI1640-10%FBS btm2 Yol RES
iflAl7l 3 23] RPMIL640 FreeZ ks %
Keigol (T8 9ok

bovine

(2) MTT ol 9§ Z|KB I mkERXE
MM rEvE A

A gl @HE MTT e Mosmann®]
BAZEkel KotnikEol A#EAZ Hk™ e i
ek, & 9%6well plated Z+ welld)
Ix10%ells® Y31 37Ce CO: incubatorel 4]
24WFIH) HraRdr %, MREE W IURIELH
il 50118 231 37Ce CO: incubatorel] A
480N RrxEsk vk, REARMTT ARRR @il Su
g/ml 1% 2 DPBS-Acl Fifte MTTHK 20u
15 7} welloll #nisha, RRKTRH7IA R
AtE BE METAA Rigst Ao BTN
WatRS A3 ¥, Eagle’'s MEME 7t well
o 100u# ¥ 1000 rpmell A 340M) sk
LEgeE  Bhred # 004N HCI-

& =

isopropanol 100ulE & welld] #Hmnsla @i
Azl o, titer plate shaker(Lab-Line,
U.S.A) 35 speedoll Al 5% shaking?d # Tt}
Al ALY BEE 7 welld BKES
ELISA-reader US.AE FIAsH
570nmol A WFESE, HEEE) BN i
ato] MIMERERS %= WmEs .

(Emax,

(3) Bl6-Fooll g HisERlel ICso WIE

MM ES 50% AHE + e ZJr U
o] REIC0)E 7371 A, 7UERS £S5
REZ BB RSt EBEEANA 44
ER® vte} e MTTHECSE HEsarh
Mt ES  50% mdIste Z HoEE
{cyclophosphamide, cisplatin, 5-fluorouracil)2]
ICw& FHisHRT

(4) B16-Fo ilfamteel WA+ iy m

CRIEREG O MmN W

MM ES 50% HHIE ¢ dv EEpn
IEREERES REE 7o) Hsl, RS sk
VRBS SET RES R MBS B
MWEA A A ERE vhet e MTT e
2 ekt el MECl mxE 2 s
#|(cyclophosphamide, cisplatin, 5-fluorouracil)
o MR T MTT o2 RES Higme ®m¥x
Kol i WEHES WNEE EHHKE mEet
o FIEstATh

(5) Bl6-Fooll Uulx= B Mk

FEmote) RIFRAR WE
WRBD REESS ST BER K%
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Wol MRS T, MEWES 50% WHE 5 9
v 7 mAEE 42 WREEAA M R
@ ulet e MTT $oz st Mk
o) HEfEol MAE Z Hmmel &HE MTT
oz WES HERY W HY WR

o BEEE HHKRZ mEsted HEstA

3) In vivo

(1) B16-Fo B i

Bi6-Fo(American Type Cuture Collection
(ATCC), CRL6322)& C57BL/6 A7 9 Tl

gl gl BRE EERIE

H#kstel E% 1gol 10mie] Cold D-PBS(Ca’,
Mg” -Free, SIGMA, U.S.A)o| =HA #HEGH #
100mesh(Sigma, US.A)E EHMHHKES BHT
# 04> #E(1500r.p.m, 5min.)3ttt. ©] pelletel
collagenase (1700units/mg, Type-XI Sigma,
US.A)E tumor 0lg/mle mEHE3le 304M
water bath(37 C)ell A incubationA|Z} # &.O»
47#£(1300 rpm, Smin) @, LEHE st
085% NH.Cl& ¥ol & 4 #% 37 T HHEL
ol A 54R iEstY KRMRKE BEA ® E
D45 st Bl6-Fo cell& ##Edch H=x 1g
9] tumor®d 10ml®] D-PBSZ HEF #®
18-20g%) C57BL/6 AFH el ¥ 05mle #
% iLvE BHsAT BKS Bl6-FofliE iv
2 OBHH % 2400 RSB % 18 1EY WKT
= 13mg/25g, WKT-I& 135mg/25g, 181
WKT-II¥+ 14.3mg/25g& MRAAIHATH 24K56H
% HE MWK 21HM EA RS 148 %
Yo, m/MREEEIES MEEEE WESHA
t}.
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(2) & A Mg 2 Kl

i ME-e Bl6-Fo BAid C57BL/6 AF
E 24 #%EE 18 164 Mg 3k, il
2 C57BL/6, S-180 A# & pentothal sodium
(30mg/kg, ZFA A2 sty DEENE
3le] platelet aggregation® BlEstA i, BlE
Zolde  1EJH  E4HE(23Gx1M4,
Samwoo CO)E MKE Himste] Mk kol
(Ef sk ot

heparin®]

(3) MM ME
e
Minos-STZ #

Fonioth™el] %3}

Hlji ~

=5,

(4) HMmERY BE
F M BRI e
Minos-STE M5 sttt

Fonio#:oll #5lo

Rt
[of

(5) ARIMERY WE
EERY -2 Foniokel
ST= WEska .

#:38le] Minos-

(6) Hemoglobing & W&
Ell]'llik%l nl J+f_’_ FOI’IIO&\O’] ﬂ—s}'oq Minos-—
STE MzEstA .

(7) Platelet Aggregation &
Platelet aggregation®] WI&E-2 impendance
aggregation #:o #edtel 2mle] MK iR
3o 3.8% sodium citrate7t E°IJUE  test
tubedl M-S 1 : 9 (HisElm 1 Mk 99

k2 ¥n 2 REstd mEEEE Bk
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ok /b BEHAURE Whole Blood Lumi-
Aggregometer (Chrono-Log Co. Ltd., US.A)
/A3l 4 grouplHi®] platelet aggregation
MaEstd et whole blood 450 #19+ saline
450 #1& cuvettese] ¥ I micro-magnetic bar
g ¥& #% 37CAAM 1-20H KEZIC.
cuvettesoll electrode® %1 thrombin(1U/ml)
HEZE 9019
thrombin(10U/ml) & cuvettesol] A3 pnstod
aggregations FEAF o BENES WE
2 thrombin®] FHIFFE Fo4A FEER
aggregation ochms .2 #Higgcl.

tlo

o] final concentration®]

(SRR Blge

mims b, O, g, EES 10%6 hi
formalin®l] [AES #% MYJsted &2+ Ed 8
AIZE K#E b8 oF#} scheme 13 Z @K
< AA iAo, o] H-E microtomel E H
H& wE9 Hematoxylin & FEosing#
(scheme 2)& 3ttt

Scheme 1. Tissue processing

[ Fixation | 20% formalin 24hr.
| Dehydration ————— 0% Alcohol 30min.
———80% Alcohol 30min.

95%  Alcohol 30min.
100% Alcohol 30min.
100% Alcohol 30min.

[ Dealcoholization Xylene T 30min,
Xylene I 30min.
Xylene I 30min.

[ Impregnation Paraffin wax 2hr
Paraffin wax Zhr

[ Embedding | Paraffin wax

[ Section cutting | Microtome

Scheme 2. Harris Hematoxylin & Eosin Staining

Xylene I 10 min,
Xylene 1T 10 min.

L Deparaffinization

— 100% Alcohol 2 min.
—— 100% Alcohol 2 min,
90%  Alcohol 1 min,
80%  Alcohol 1 min,
70%  Alcohol 1 min.

] hydration

Washing—| —5Smin.

——— Harnis Hematoxylin

~Nuclear Staining 6 min

Washing——r—Zmin.

Decolorization | 1% HCl-Alcohol 4 drops
Washing—l—-Zmin.
Bluing ]'——— Ammonia water 30 sec.
Washing——[—Zmin.
L Cytoplasmic staining 7 Eosin sol. 6-8 min.
[ Dehydration ——— 0% Alcohol 1 min,
80% Alcohol 1 min.
0% Alcohol 1 min.
— 100% Alcohol 1 min.
100% Alcohol 1 min.
[ Dealcoholization —— Carbol-Xylene 2 min.
Xylene 1 2 min.
Xylene I 2 min.
Xylene M 2 min.
] Mounting —]-——— Canada balsam
M. E8AE
1. In vitro

1) B16-F0 8-S 50% H#lste & HiH
o] K
B16-Fog 50% Milsles # puEEiel ®RE
g E3l7] Astel % Welld MMz 1 x 10*(E
cyclophosphamide(CPM),

& ¥Y3 cisplatin
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(CPT), 5-fluorouracil(5-FU)E % ®E=Z s}
I EaEst S o 1624, 0524 2 2.8%ug/mle)
BEAA  oF 50%9 IR dErRT
(Table 1).

Table 1. IC50(ug/ml) of anti-cancer drugs on B16-Fo
(1x10* cells/well)

Drugs IC50
Cyclophosphamide 1624 (ug/mt)
cisplatin 0524 (ug/ml)

5-fluorouracil 2.89 (ug/m)

2) Bl6-Fool WX & #EEI MREREY
Ml FErE R
B16-Fooll mlA&= ELH(WKT)H sk
B(WKT-I, WKT-ID¢ BE#19 HUEBESE
g Qotnyl Y3 ®wEE 100, 107 107
10%/mle.2. BWstol, BAES WEste H
BEEel WMEEES 100%o2 W& W WKTE
52.4%168, 87.5+253, 962%152, 97.0%4.29%
2 Jehgn, WKT-IAME 709+1.18, 799+
1.77, 946%261, 989*+236%= uElgon,
WKT-Io| A= 748+1.77, 851+236, 964+
160, 99.2+1.18% = v Elwtd. NCI protocol®l
ubel $EEREO] Bl 55% LITFY mExRS 4
B @EEs Ay 3w #EXBe 107g/mle
BEAAT el

3) Bi6-Fooll #lX & FEHEH(WKT), MK
FE(WKT-I, WKT-ID3 cyclo-phosphamide
(CPM) el HilEESCR

B16-Foel WKT, WKT-1 ¥

WKT-II¢} CPM#¢] HEBEBHRE Lotr7|

SRS
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A8 s 107,107 107, 10°g/mio 2 #
3til CPME sty Hesgsto], CPMT dindsh
WY WHEE 100%2 39S 4, WKT
& 429+252, 476+189, 59.1+1.71, 555+
216%% ey, WKT-IIME 423+162,
4721216, 566162, 788+307%=2 vrelyto
o, WKT-Iel 4= 301+2.16, 49.9+162, 74.3
1225, 789*283%% uEIWTE. NCI protocol
of wal HRel Bls) 55% LLFe miERg
Ueld @egs A 29 CPMte R
oA BE EEBES 10%g/ml o] i
Al YEbg.

4) Bl16-Fool WX & HKE(WKT), MURIE
FE(WKT-I, WKT-ID3 cisplatin(CPT)
o] FiliEB AR
B16-Fodi WKT, WKT-I ¥
WKT-II1¢} CPT9 HEEMEE SotH 7]
98 EES 107, 10 107 10%/mio 2 ¥
81 CPTE Mmsto] Keagstol, CPTW s
HIETES] WHEE 100%2 SHLSwW WKT2
5141188, 53.1%237, 632+1.78, 64.2+2.47%
2 Jelhdn, WKT-TlAE 548%168, 61.2+
2.08, 680%287, T723+445%% UEIRoH,
WKT-TIl A& 62.1+1.78, 651+247, 725+
277, 789+125% <2 Vel ¥ER w3
55% LAFel BERE YEH @EsE WKTH
10* g/ml olAF ke, WKT-19] 107g/ml
o A} vhEbukTh.

ol A=

5) B16-Fool ©lal& #EB(WKT), ks
¥iH(WKT-1, WKT-ID® 5-Flurouracil
(5-FU)eto} bR it
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B16-Foel WKT, WKT-I %
WKT-II¢} 5-FUSte] HEFSRE Lotr7]
98 FEE 107 107 10° 10°%/mlez =4
3l1 5-FUE mséle] #53%ste, 5-FU s
WIS WEE S 100%2 3 &d WKTS
586+2.02, 85.2+1.87, 92.8+1.60, 96.7+2.58%
2 JeEhdi, WKT-IFIME 689+279, 844+
194, 947+176, 972+125%=% UEIGon,
WKT-IeIM e 7514219, 845+275 909+
282, 953%222% 02 VERL HEER  H] 3
55% LAT e HERES vegd BEE ez
& strh.

oA &

2. In vivo

1) gamol k.

By il AE Bl16-Fo BEMEE ivdl
# it 3} SHELE Bt
Control, WKT, WKT-I, WKT-IIoA 154
A% HETS A 4% 184%0.18, 226*0.11, 191+
0.34(p<0.01), 189%0.21(p<0.01), 188=*0.15
(p<O.0D)Z viehut el vt =& kg
fEoll A B = Q7 48mEe] ot AR
AA ik = Ak

Normal,

2) MmWEHY) K1k

mEkEf ol fvige] #{ke Normal,
control, WKT, WKT-], WKT-1I A Z+z}
704.0138.9;, 446.0+11.2, 6600279, 683.0=*
34.2, 619+51.910%mm») 2 YEIY BE
ANA ik e ®mE YeEhNA I, Platelet
aggregationol 4 69.2+0.90, 19.2+1.92, 213%

066, 231%096, 27.1%£024(chmsh= vteb}
WKT-I, WKT-TlA % H&EH ds #@ms
LR 9l 2.8 (p<0.05, p<0.001), WBC #{k:
67009, 251+2.11, 143+1.05 122+083
10.8+154(x10%mm* 2 vebgtn, RBCY L
£ 952+0.12, 4.06%0.03, 558039, 583+
007, 807%036(x10%mm»2  vehdom,
Hemoglobin fE% 14.0%0.17, 13.9+0.03, 129+
047, 145+046, 137032 (g/dL)E ‘eh} R
HHOZ M, WAEAY ML ol A
T KEHJeY & dsles g

3) #i#%k ik

Bl16-Fo BEMME A BRHIR 43}
o WKT, WKT-1, WKT-II& #®m #% 72} &
el AR BMEE AW Hkd uh WRE
oAM= S FFAEM A BT (focal) 2
2 E% At BEE ANe, F2 M
N iRzl R4 (++ moderate)d] W7} o]
FolHz el sleid e 288 Mkl £Ek
o MMAEEIol MEHded mE KEY A
i, Hifgsts ol AstA(+++: severe) ®H 7} o
FolRT Ml Eid odF KE KEE
FER(++) Yelgt, WKTH-S FFMIEA
ol IEEAN L RiElol Jebg D, FFPIIE
firoll w9 A -2&(+ mild) BRI} o] Fojx o
el AAME gl EHE Ml BR7)
WHAERE B Aol BIZEAD Wik maga
REZ MEA= JEE A7 BEd Qe
oA, REY MENE RS-+ Epot
ol Foi M liliffsliEoll = A3 (+++: severe) i

B7) ol FoAAL A HREd A% KE R
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FEL hEER(++) YEIWT. WKT-IHS P
of oM HHo 2% WES e 5 UM
1, EEHI vlAAXE filge] AN Mk
o] HHE Mol EAE WS EE Kol B
ZHQL M nFA FEL HEAE EE
M7t BEsEe dNed, n%, fE% HE,
fifgEE 5ol o1 HL(+: mild) B} o] Fo
X B BB o3 KFE RES ¢ 3
2(+: mild) ez Yey.

WKT-II #£& Bl M ez A
< 9 B At K=l e, bk
o] ®Zio] WLHAAT Wy Fee e H2
(+mild)R o2 yetston [ilifgel A e il
fasige]l WEHO AN JYke s % Ml
7b g ®EEY Aed mEH REL N
ol e HWRIL o] FoAA ART KIE NES
WehA] gkt (Table 12.13)

Table 2. Effect of WKT, WKT-I and WKT-II extract on B16-F0 melanoma cell

Survivial fraction absorbance (% of control)

Concentration
WKT WKT-1 WKT-II
0 100 £ 1.01 100 £ 1.01 100 *+ 1.01¥
10-3 524 + 1.18 709 * 118 748 £ 1.77
10-4 875 £ 253 799 £ 177 85.1 * 2.36
10-5 962 * 152 946 * 261 9.4 * 1.60
10-6 97.0 = 429 989 * 2.36 99.2 =+

1.18

a): Mean * Standard Error.

Table 3. Effect of WKT, WKT-1 and WKT-II extract and CPM on B16-F0 melanoma cell

Survivial fraction absorbance (% of control)

Concentration
WKT + CPM WKT-I + CPM WKT-1I + CPM
0 1000 = 2.83 1000 £ 2.83 100.0 = 2.83a)
10-3 429 £ 252 423 * 162 39.1 £ 216
10-4 476 £ 1.89 472 * 216 499 + 162
10+5 59.1 £ 171 566 = 1.62 743 * 225
10-6 555 £ 2.16 788 £ 3.07 789 £ 283

a): Mean * Standard Error.
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Table 4. Effect of WKT, WKT-I and WKT-II and extract CPT on B16-Fo melanoma cell

Survivial fraction absorbance (% of control)

Concentration
WKT + CPT WKT-1 + CPT WKT-II + CPT
0 100 + 2.08 100 + 2.08 100 + 208"
10° 514 £ 1.88 548 + 168 62.1 *+ 1.78
10* 53.1 £ 237 612 £ 2.08 65.1 + 247
10° 632 £ 1.78 68.0 * 2.87 725 + 277
10°° 64.2 £ 247 723 *+ 445 789 + 125

a) : Mean * Standard Error.

Table 5. Effect of WKT, WKT-1 and WKT-II extract and 5-FU on BlG—Fo melanoma cell

L 3
Survivial fraction absorbance (% of control)

Concentration
WKT + 5-FU WKT-1 + 5-FU WKT-II + 5-FU
0 1000 * 3.20 1000 = 3.20 1000 * 3.20”
107 536 + 202 689 * 2.79 751 * 219
10 852 + 187 844 *+ 194 845 * 2.75
10° 928 + 1.60 947 + 1.76 909 + 2.82
10 : 96.7 £ 258 972 + 1.25 953 + 222

a) . Mean * Standard Error.

Table 6. Effects of WKT, WKT-I and WKT-II extract on Body Weight of C57BL/6 Bearing B

16-Fo melanoma.

Group Primary Final No.of surviving mice for 28days
body weight(g) body weight(g) post injection of B6-F0 Melanoma cells

Normal 17.7 + 0.40 189 + 0.227 8/8

Control 176 £ 0.65 229 £ 033 5/ 8 (sacrified)
Sample A 170 = 0.88 195 + 0.38° 6 / 8 (sacrified)
Sample B 178 = 0.38 180 = 058" 6 / 8 (sacrified)
Sample C 175 = 0.79 183 £ 052° 6 / 8 (sacrified)

a) . Mean * Standard Error.

Normal : Untreated
Contro! : Normal saline was treated orally one day after i.v injection with B16-Fo melanoma cells.

Sample A : Wekyungtang extract was treated orally one day after i.v injection with B16-Fo melanoma cells
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Sample B : Wekyungtang-I extract was treated orally one day after i.v injection with B16-Fo melanoma cells
Sample C : Wekyungtang-II extract was treated orally one day after i.v injection with B16-Fo melanoma cells
* © Statistically siginificant value as compared with control data(* : P<0.05, ** : P<0.01, =+ : P<0.001)

Table 7. Effects of WKT, WKT-I and WKT-II extract on the number of Platelet of C57BL/6

Mouse implanted 1.V with B16-Fo melanoma cell.

Group No.of animals Platelet(x10*/mm®)
Normal 8 704.0 * 389
Control 8 4460 £ 11.2
Sample A 8 619.0 + 51.9™
Sample B 8 683.0 = 27.9™
Sample C. 8 689.0 £ 34.2™

a) : Mean * Standard Error.

Normal : Untreated group

Control : Normal saline was treated orally one day after i.v injection with B16-Fo melanoma cells.

Sample A : Wekyungtang extract was treated orally one day after i.v injection with B16-Fo melanoma cells
Sample B : Wekyungtang-1 extract was treated orally one day after i.v injection with B16-Fo melanoma cells
Sample C : Wekyungtang-1I extract was treated orally one day after i.v injection with B16-Fo melanoma cells
* : Statistically siginificant value compared with control data(* : P<0.05, ** : P<0.01, =*x . P<0.001)

Table 8. Effects of WKT, WKT-I and WKT-II extract on the Platelet Aggregation of C57BL/6

mouse implanted with B16-Fo melanoma cell.

Group No.of animals Impedance Change(ohms")
Normal 8 69.2 = 0.90a)
Control 8 19.0 £ 192
Sample A 8 21.3 £ 066
Sample B 8 23.1 = 096
Sample C 8 271 £ 024

a) : Mean * Standard Error.

Normal : Untreated group

Control : Normal saline was treated orally one day after i.v injection with B16-Fo melanoma cells.

Sample A : Wekyungtang extract was treated orally one day after i.v injection with B16-Fo melanoma cells
Sample B : Wekyungtang-I extract was treated orally one day after i.v injection with B16-Fo melanoma cells
Sample C : Wekyungtang-II extract was treated orally one day after i.v injection with B16-Fo melanoma cells
# ohms : The measurement of electrical resistance.
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Table 9. Effects of WKT, WKT-I and WKT-II extract on the number of White Blood Cells

of C57BL/6 mouse implanted with B16-Fo melanoma cell.

Group No.of animals W B C (x10¥/mm®)
Control 8 251 + 211
Sample A 8 143 £ 1.05™
Sample B 8 108 £ 154™
Sample C 8 122 + 083"

a) - Mean % Standard Error.
Normal @ Untreated group

Control : Normal saline was treated orally one day after i.v injection with B16-Fo melanoma cells.

Sample A : Wekyungtang extract was treated orally one day after i.v injection with B16-Fo melanoma cells

Sample B : Wekyungtang-I extract was treated orally one day after i.v injection with B16-Fo melanoma cells

Sample C : Wekyungtang-II extract was treated orally one day after i.v injection with B16-Fo melanoma cells

Table 10. Effects of WKT, WKT-I and WKT-1I extract on the Red Blood Cells of C57BL/6

mouse implanted with B16-Fo melanoma

Group No.of animals R B C (x10*%/mm®
Normal 8 952 * 0.12
Control 8 4.06 * 0.03
Sample A 8 558 + 039"
Sample B 8 807 * 036"
Sample C 8 583 = 0.07"

a) . Mean * Standard Error.
Normal : Untreated group

Control : Normal saline was treated orally one day after i.v injection with B16-Fo melanoma cells.

Sample A © Wekyungtang extract was treated orally one day after i.v injection with B16-Fo melanoma cells

Sample B : Wekyungtang-I extract was treated orally one day after i.v injection with B16-Fo melanoma cells

Sample C : Wekyungtang-II extract was treated orally one day after i.v injection with B16-Fo melanoma cells
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Table 11. Effects of WKT, WKT-1 and WKT-II extract on the Hemoglobin of C57BL/6 mouse
implanted 1.V with B16-Fo melanoma cell.

Group No.of animals Hemoglobin(g/dL)
Normal 8 14.0 = 017
Control 8 139 = 0.03
Sample A 8 129 + 047
Sample B 8 145 £ 046
Sample C 8 13.7 £ 0.32

a) : Mean * Standard Error.

Normal : Untreated group

Control : Normal saline was treated orally one day after i.v injection with B16-Fo melanoma cells.

Sample A : Wekyungtang extract was treated orally one day after i.v injection with B16-Fo melanoma cells
Sample B : Wekyungtang-I extract was treated orally one day after i.v injection with B16-Fo melanoma cells
Sample C : Wekyungtang-Il extract was treated orally one day after i.v injection with B16-Fo melanoma cells

Table. 12. Effects of WKT, WKT-I and WKT-II extract on the pulmonary tissue of C57BL/6

mouse implanted LV with B16-Fo melanoma cell.

B hune

GRe WKT | WKT-I |WKT-II| Control | Normal

Infiltration of B-16
melanoma cell line + + ++ + ++ + -
(EHiime] EREE)

Blood vessel ++ + - ++ + -

Infiltration site for
B-16 melanoma Peribronchiole + + + - + 4+ + -

(FEfkRel R

alveolar septa ++ + + + +++ -

. Inﬂam_mzition o 44 + B 4 _
(MRSl it o3 FHEse RERE)

Hemorrhage - - + - -

- Negative, + & mild, ++ © moderate, +++ 1 geverve
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Table. 13 Effects of WKT, WKT-I and WKT-II extract on the hepatic tissue of C57BL/6
mouse implanted LV with B16-F0 melanoma cell.

Cilesl mEEmG) | )

B Liver
G WKT | WKT-1 | WKT-1I | Control | Normal
Infiltration of B-16
melanoma cell line - + ++ -
(Efin e WMREFER)
Infiltration site for .
B-16 melanoma Portal triad _ + ot _

- . Negative, +:@mild, ++ @ moderate, +++: severe
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