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Influence on the Anti-cancer and Immune response improvement
of Herbal-acupuncture with Evodiae Fructus infusion solution
into Zusanli(ST36)

Gi-Hong Park', Byung-Ryul Lee', Yun-Kyoung Yim?

"Dept. of Acupuncture & Moxibustion, *Meridianology, College of Oriental Medicine, Daejeon University

Abstract

Objectives and methods : Study the anti-cancer, anti-metastasis and immune response improve-
ment effects of Herbal-acupuncture with Evodiae Fructus infusion solution, we injected Evodiae Fructus
infusion solution into Zusanli(5t36) of C57BL/6 mouse which is corresponding to human Zusanli(5t36).
We observed its effect on the number of CD25"/CD4", CD8'/CD3e", CD69"/B220°, NK1.1*/CD3e" cells
in mouse PBMCs, the number of the pulmonary colony , MST and .ILS of C57BL/6 mice implanted
intravenously with B16-F10 melanoma. »

Results and Conclusions : The spleen cells proliferation of the sample groups treated with
EDR-HAS extract has increased significantly compared with that of the control group. The percentage
of the CD25"/CD4", CD8"/CD3e’, CD69"/B220", NK1.1'/CD3e" cells in C57BL/6 mouse PBMCs of the
sample groups treated with EDR herbal-acupuncture has increased compared with that of the control
group. The lung colony number of the sample groups treated with EDR herbal-acupuncture has
decreased significantly compared with that of the control group. MST and ILS of the sample groups
treated with EDR herbal-acupuncture have increased significantly compared with those of the control
group.

Key words : Evodiae Fructus(EDR), Herbal-Acupuncture, Zusanli(5t36), anti-cancer, immune response
improvement
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BAOUES &m, deAta)s 88 £48 #
1ot Hif 22:2CE #xtel 2WE M BE
ERmcl EEAY % RRd A

2 B H

BB #FHY R%EH(Evodiae Fructus, ©]3}
EDRE £{HI= KEXER FBRAmEE
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3 ke HE

Acetone® Methanol?] BEE B aA 44
HE REE HESY BEE T4 cytokine
EEF A UAs BES HHE gRE
70% acetone 100ug/mle] SIFEW ME T o
#&°l cytokine @&{F(JL-2, IL-10, IFN-y, B
-actin) gAYl o4& RAEETG Hold ez 4
1235¢=

4) EwggEo] fis

SEH EFEY wygne I 599 HiEd
w2} Diaion HP-20 =X & #|fslY #msty
o B2 i 2% 99 100gS £A47 &
oAE & F2ntEaFe] Yo 1 Zo] o

25~30cmE BEEZ pKEIFAD. olF FH+
1000mE ¥-of Diasion HP-20 X & £33l

(pass?) RERHES HEAT AL 30%
MeOH 500m¢, 70% MeOH  500ml, 30%
Acetone 500m¢, 70% Acetone 500mE Z+Z4 &
HAA 288 78 F 43 PBMC kel A
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R 70% Acetone/E 781 33 #H(3M
paper)¥ ¥ rotary evaporatorZ RE iBigs}
Ath RFEH @) 95% ethyl alcohol 30 me
€ w3t A294 @ F gEstd £xe

- 116 -



o

E=20f 1

r

hEmE WS, W#eE Al rotary
evaporator® K iEfEstd £XE KBHE
B3t AT. @S HA 85% ethyl alcohol 30

g st A B F gEstd £RE &
BE WIS ThA] S 75% ethyl alco-
hol 30 M€ e ¥ & #FS 2@ RET o
S i#i% F ethyl alcohold & FrH3te A}
AeFg 20ge] A 3z IN NaOHZ pH6.8Z
Amste] EBAA 12M T HES ¥ #E 7
s EAT ¥ EEstal 100 20% RER
70% Acetonefd HHiKSE #HEsta A
123

2. B

1) PERRHARE BIE

M eSS HEstel 96 well plated] 2
welloll 5x105 cells® ®insta, SZE®E T0%
Acetoried HEHS BEME AU, [HiLE
BRSO 2 Con-A (cocanavalin A, 10pg/m)E BRI
& & e 37CoNA 7241 % F 50uCint
9 [methyl-3H] Thymidine (Amersham, USA)2
e F oA AT HEEIITE MRS ik
g A 59940 ¥E REsH) HE M
W& MEFF7](Cell Harvester)E /A8t 2
A8 21(Glass microfiber filter, Whatman)$| <]
s, g ¥ AR £47)(Liquid Scintil-
lation Counter, LKB)Z F/A3}] A 594
Ao %2 fiEsth :

2 In vivodllM SiSHERR @D} Bt BREE

@ B16-F10 E#fatk B

B16-F10 (ATCC, CRL-6475)& C57BL/6 A

Ao Tl xR BEaol Bad

BEAE BUES St EEAL 1 10m
9] cold D-PBS (Ca®™&Mg* free, Sigma)7} =

P REREMO| i H AR O|X= R

A & & 100mesh (Sigma)Z EEMMS
BRE % B4 BEQ,500rpm, 5min.)atch
o] pelletel] collagenase (1,700U/mg, Type-XI
Sigma)E B16-F10 0.1g/meol st 3047 MH
water bath(37T)olA %A #% BLSH
(1,300rpm, 5min. )8t FEHS Bx3 o
S 0.85% NH4CLE ¥o 2 & & 37T &
#5444 5450 KBS HKmMERE BEAD %
FLAESIY BIGFI0& 4esiich ol24A
ol ABI6-F10  JHiAEk(2x10°cellymouse) S
C57BL/6 AF S Rk Brastaich

@ EEEe o8

BRES 02T 2o SmaA

$1B88-A(Control-A) : B16-F10 E#BiatkE
R B

¥ FREE-B(Control-B) : 7Y B=80l 1Y
13 pigad ¥, B16-F10 fEifftkE BiEsty
ALaN 1597 220 19 18 e B

#1FEEE-C(Control-C) : 7Y A4 d40.1
n)E T2 1Y 13] AT ¥ B16-F10 &
Ak E RHEstE, AlEsNA 15Uz MY
T 10mE E=2e 1d 18 AT &

HEgBE-A(sample-A) : 10% SZEW E{H(T0%
Acetone?) 0.1 E 7Y E=B kT ¥,
B16-F10 #EifatkE MfEst, AlSsiA 159
7+ R8Ol BEie £

HERRy-B(sample-B) : 1% SREW BHE(T0%
Acetone®) 0.1 E 7T Z=E Hmwmd ¥,
B16-F10 EimiptkE #imsty, ASsA 15¢
7t R=8) EHRme B

@ WK
Afgel 2SRl MESHE BRI BEE
o) B¢ BT % BES Tl Kigsd EX
FaBO-JE, FEHS LEEHEE HAs
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@ ¥EH ,
BEEABS 1m9 EHBE ERYY £&
o ggEd we 2=2e 0.1m¥, 18 1H,

#2200 BT

® CD3e', CD4", CD8", CD25", CD69",
N.K 1.1°, B220" &%k i

B16-F10imiatk S C57BL/6 AF o A
3UA EHEFHRSE 3FEAY F RS S8
stk pemaigcl FAmEREMES RS
FIEKE BT 4TAN B 3G (m-
munofluorescence staining)® EWHEIAL, Z+
z}ol] PE-anti-CD3e, FITC-anti-CD4, FITC-
anti-CD8, PE-anti- CD25, FITC-anti-CD69,
PE-anti-NK1.1, PE-anti-B220& %3 30¥3t
AeolN REAAT. KIE T 38 o4 A
Z2Q D52 k¥ T flow cytometer
(Becton Dickinson, USA)Y] Cell Quest T2
@ FEste CD25+/CD4+, CD8+CD3e+,
CD69+/B220+, N.K.1.14/CD3e+ IS 417
()&t 3ot

® Pulmonary colonization assay

C57BL/6 A7l B16-F10 #ifllatk Biad
#% 1589 colony assay® EHESIA . Pul-
monary colonization assayc fhlge] sl o
Ebd &9 colony BE B (Nikon, Japan)
o2 mEstalth |

@ REBHRERTE
B16-F10 m#ifatks #iEste 168 %l &
ool A e 4r8std 10% formaldehyde ik
o EET 1% Mystd 22L& B 8KMEL
kst Th2 scheme 29 Z2 @S AA X

El...é

ojgtc}, o} AL microtomel 2 HAL THEO]

Hematoxylin & Eosiniftfa & 3ith.

R R M2

B16-F10 itk S C57BL/6 AF ol #iEdt
gry ARsld wd £FERATE BEsd B
el L E&aS T

MST (mean survival time) : FH4EFHE

ILS (Increase in MST over Control-3) : &
#r&={(T-CyC} x 100 (%)

T: EEHSY MST
C: #Eael MST

3. HERTERIE

i3t student’s t-test® AT

Table 1. Effect of EDR-HAS extract on spleen
. cells proliferation in Balb/c mice

Spleen cells
production(cpm)

Media control 0 1,267+146
Con-A(ug/mt) 0 38,760+5,194***
10 13,119+4,510*
EDR-HAS(%) 1 7,231+1,024***
0.1 3,056+784*

Mouse B cells from healthy C57BL/6 mice were
treated with EDR-HAS extract(10, 1,.0.1 %).
Spleen cells were cultured with Con-A(Positive

Group Dose

. control) and EDR-HAS extract for 48 hrs.

After 40 hrs incubation, treated *H-thymidine
uptake, the culture supernatants and spleen cells
were collected using cell harvester(Cambridge
Tee, UK).

The cell proliferation were measured to liquid
scintillation counter(LKB, USA) as described in
Materials and Methods.

Statistically significant value compared with
control data by T test (*p<0.05, **p<0.01,
***p<0.001).
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RZ20| st RFEEHRO| AFE X REMEEC DIXs @

M B &\

1. BE®R ERKO| KERMAR 85 olx|
= B

70% acetone 100ug/me) REH HMESH 8
wmiES 2273 Balb/e moused A i dh pafiE
il 274 10,1, 0.1 % AEE gEEd B
fEtmRg el EREel viXE pEs gotd 27, K
Bl E BEA KEHSE FEY A B
8l tH(Table 1., Fig. 1.).

2. BT EeLo| CD25'/CD4", CD8'/CD3e’,
CD6Y'/B220", NK'/CD3e" #mfagyol o)==
g

Fig. 1. Effect of EDR-HAS extract on spleen cells
proliferation in C57BL/6 mice.
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Spleen cells proliferation (cpm)

5000

Control _{Con-A 10% 1% 0.1 %#

"EDR-HAS treatment

Mouse B cells from healthy C57BL/6 mice were
treated with EDR-HAS extract(10, 1, 0.1 %).

Spleen cells were cultured with Con-A
(Positive control) and EDR-HAS extract for 48
hrs. : .
After 40 hrs incubation, treated 3H-thymidine
uptake, the culture supernatants and spleen cells
were collected using cell harvester(Cambridge
Tee, UK).

The cell proliferation were measured to liquid
scintillation counter(LKB, USA) as described in
Materials and Methods.

Statistically significant value compared with
control data by T test (*p<0.05, **p<0.01,
***p<0.001).

1) PBMCsZ CD25'/CD4" #Re| ez

C57BL/6 mouse2] PBMCs% CD25+/CD4+
o] 4] tbaso] Control-AclME 104 + 1.1
%, Control-Boll A= 12.7 + 2.2 %, Control-Col|
A= 13.8 + 2.5 wol e, Sample-A, Sample
-BollME 22 196 + 1.8 %<} 17.3 + 1.6 %2
sganskATHFig. 2.).

Fig. 2. Effects of EDR-HA on the percentage of
CD25°/CD4" in mouse PBMCs.

2

Ant-CDA-FITC

A%,

ABCIRSTE

CS7BT_/6 mice were implanted intravenously
with B16-F10 melanoma (2x10%ells) on the 7th
day. The mice were treated with EDR-HA into
Zusanli(St36) for 10 days beginning on the day
of the first EDR-HAS injection. After 10days,
C57BL/6 mouse PBMCs (5x10° cell/ml) were
isolated, and the PBMCs were washed twice and
analyzed by flow cytometer. Events in panel (left
upper) were backscattered onto a dot-plot of SSC
versus FSC(A). Two groups treated with EDR-HA
showed increased number of CD25% CD4" T cells.

Control-A (B) : B16-F10 melanoma only

Control-B (C) : B16-F10 melanoma + stimula-
tion at left Zusanli(St36)

Control-C (D) : B16-F10 melanoma + intrader-
mal injection into left Zusanli(St36) with 0.1mf of
saline.

Sample-A (E) : B16-F10 melanoma + intrader-
mal injection into left Zusanli(St36) with 0.1m¢ of
10% EDR-HAS.

Sample-B (F) : B16-F10 melanoma + intrader-
mal injection into lefg Zusanli(St36) with 0.1m¢ of
1% EDR-HAS.
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2) PBMCsZ CDS*/CDSe'“ e e

C57BL/6 mouse?] PBMCs% CD8+/CD3e+
el Hasol Control-ASlAE 47 + 0.2 %,
Control-Boll A& 7.9 + 0.5 %, Control-Coll A +=
8.1 + 0.4 %ol e, Sample-A, Sample-Bol]
A 47k 15.3 £ 1.1 %} 11.0 + 0.9 %= 8BM
&1 h(Fig. 3.).

Fig. 3. Effects of EDR-HA on the percentage of
CD8*/CD3e" in mouse PBMCs.

-~

Ant-CIR-FITE

Ant-CD3e-PE

C57BL/6 mice were implanted intravenously
with B16-F10 melanoma (2x10%cells) on the 7th
day. The mice were treated with EDR-HA into
Zusanli(St36) for 10 days beginning on the day
of the first EDR-HAS injection. After 10days,
C57BL/6 mouse PBMCs (5x10° cell/mt) were
isolated, and the PBMCs were washed twice and
analyzed by flow cytometer. Events in panel (left
upper) were backscattered onto a dot-plot of SSC
versus FSC(A). Two groups treated with EDR-HA
showed increased number of CD8'/CD3e’ T cells.

Control-A (B) : B16-F10 melanoma only

Control-B (C) : B16-F10 melanoma + stimulation
at left Zusanli(St36) - _

Control-C (D) : B16-F10 melanoma + intrader-
mal injection into left Zusanli(St36) with 0.1m¢ of
saline.

Sample-A (E) : B16-F10 melanoma + intradermal
injection into left Zusanli(St36) with 0.1m¢ of 10%
EDR-HAS.

Sample-B (F) : B16-F10 melanoma + intradermal
injection into left Zusanli(St36) with O.1mé of 1%
EDR-HAS.

2. 62d

3) PBMCsZ CD69'/B220" #EfEe| Ltz

C57BL/6 mouse®] PBMCs% CD69+/B220+
i) Ha&o] Control-AdM = 44.6 + 3.7 %,
Control-Boll A= 49.6 + 2.6 %, Control-Coll 4]
= 49.1:£3.8 %o}l 24}, Sample-A, Sample-B
AXE 27t 56.7 + 3.9 %%} 52.2 + 2.6 %= 1§
hnst A THFig. 4.).

Fig. 4. Effects of EDR-HA on the percentage
of CD69'/B220" in mouse PBMCs.

HLPE

By

432

A
Al

Anti-CDERFITC

C57BL/6 mice were implanted intravenously
with B16-F10 melanoma (2x10%cells) on the 7th
day. The mice were treated with EDR-HA into
Zusanli(St36) for 10 days beginning on the day
of the first EDR-HAS injection. After 10days,
C57BL/6 mouse PBMCs (5x10° cell/ml) were
isolated, and the PBMCs were washed twice and
analyzed by flow cytometer. Events in panel (left
upper) were backscattered onto a dot-plot of SSC
versus FSC(A). Two groups treated with EDR-HA
showed increased number of CD69"/B220" B cells.

Control-A (B) : B16-F10 melanoma only

Control-B (C) : B16-F10 melanoma + stimulation
at left Zusanli(St36)

Control-C (D) : B16-F10 melanoma + intradermal
injection into left Zusanli(St36) with 0.1m¢ of saline.

Sample-A (E) : B16-F10 melanoma + intradermal
injection into left Zusanli(St36) with 0.1m¢ of 10%
EDR-HAS.

Sample-B (F) : B16-F10 melanoma + intradermal
injection into lefg Zusanli(St36) with 0.1m¢ of 1%
EDR-HAS.
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4) PBMCs= NK'/CD3e" #pRe| tras

C57BL/6 mouse®] PBMCs% NK+/CD3e+
HE9 Hasol ControlAclME 22 + 0.1 %,
Control-Boll A= 2.6 + 0.2 %, Control-CollAl=
2.8 + 0.2 %, Sample-A, Sample-BejA &= ZHzt
35 £ 0.2 %S 28 + 0.3 %= LY HFig.
5.).

Fig. 5. Effects of EDR-HA on the percentage of
N.K 1.1%/CD8e" in mouse PBMCs,

12401 ol 26a02

-

W nt
a

28k83

Ant-CI3e-FITO

R L o
i * [

Anti-NK 1.1-PE

C57BL/6 mice were implanted intravenously
with B16-F10 melanoma (2x10°cells) on the 7th
day. The mice were treated with EDR-HA into
Zusanli(St36) for 10 days beginning on the day
of the first EDR-HAS injection. After 10days,
C57BL/6 mouse PBMCs (5x10° cell/ml) were
isolated, and the PBMCs were washed twice and
analyzed by flow cytometer. Events in panel (left
upper) were backscattered onto a dot-plot of SSC
versus FSC(A). Two groups treated with EDR-HA
showed increased number of N.K 1.1°/CD3e’
natural killer cells.

Control-A (B) : B16-F10 melanoma only

Control-B (C) : B16-F10 melanoma + stimulation
at left Zusanli(St36) ‘

Control-C (D) : B16-F10 melanoma + intradermal
injection into left Zusanli(St36) with 0.1m¢ of saline.

Sample-A (E) : BI6-F10 melanoma + intradermal
injection into left Zusanli(St36) with 0.1m¢ of 10%
EDR-HAS.

Sample-B (F) : B16-F10 melanoma + intradermal
injection into left Zusanli(St36) with 0.1m¢ of 1%
EDR-HAS.

3. Pulmonary colonyof] o|x|= I

Control-A9| A= 76.4 = 6.9 7l, Control-Bej
ME 672 + 42 7, Control-ColHE 69.1 +
3.7 Mo}, Sample-A, Sample-BollA]& Z+
7 336 + 39709t 525 = 45742 JeEwt
(Table 2., Fig. 6. 7.).

Table 2. Effects of EDR-HA on Pulmonary colony
number of C57BL/6 mice implanted
intravenously with B16-F10 melanoma.

No/ Pulmonary Decrease

Group  Dose animal Colony No. (%)
Control-A 0 12 76.4+6.9
Control-B 0 12 67.2+.4.2
Control-C 0O 12 69.143.7

336:397 514
525457 240

Sample-A  10% 12
Sample-B 1% 12

C57BL/6 mice were implanted intravenously
with B16-F10 melanoma (2x10°cells) on the 7th
day. The mice were treated with EDR-HA into
Zusanli(St36) for 22 days beginning on the day
of the first EDR-HAS injection.

Pulmonary colony was observed 15days after
the B16-F10 melanoma implantation.

Control-A : B16-F10 melanoma only

Control-B : B16-F10 melanoma + stimulation at
left Zusanli(St36)

Control-C : B16-F10 melanoma + intradermal
injection into left Zusanli(St36) with 0.1m¢ of saline.

Sample-A : B16-F10 melanoma + intradermal
injection into left Zusanli(St36) with 0.1m¢ of 10%
EDR-HAS.

Sample-B : B16-F10 melanoma + intradermal
injection into left Zusanli(St36) with 0.1m¢ of 1%
EDR-HAS.

Each point represents the mean+S.E of 12 mice.

Statistically significant value compared with
control-3 data by T test(*p<0.05, **p<0.01,
***p<0.001).

- 121 -



27|g - ol -

Fig. 6. Effects of EDR-HA on lung colony number
of C57BL/6 mice implanted intravenously
with B16-F10 melanoma.
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Controi-A  Cont:ot-B Contizl=-C Sample~A Sample-8

C57BL/6 mice were implanted intravenously
with B16-F10 melanoma (2x10° cells) on the 7th
day. The mice were treated with EDR-HA into
Zusanli(St36) for 10 days beginning on the day
of the first EDR-HAS injection.

Pulmonary colony was observed 15 days after the
B16-F10 melanoma implantation.

Control-A : B16-F10 melanoma only

Control-B : B16-F10 melanoma + stimulation at
left Zusanli(St36)

Control-C : B16-F10 melanoma + intradermal
injection into left Zusanli(St36) with 0.1m¢ of saline.

Sample-A : B16-F10 melanoma + intradermal
injection into left Zusanli(St36) with 0.1 of 10%
EDR-HAS.

Sample-B : B16-F10 melanoma + intradermal
injection into left Zusanli(St36) with 0.1m{¢ of 1%
EDR-HAS. '

Each point represents the meantS.E of 12 mice.

Statistically significant value compared with
Control-C data by T test(*p<0.05, **p<0.01,
***p<0.001).

4. zFi‘Ji?a'—E%I A HEdHEN o|x]= %/%'5

Tt AR Control-AdME 17.1 & 2.7
Q) Control-Bol A= 184 + 34 <, Control-C
dME 176 + 26 Uolou, Sample-A,
Sample-Boll A& z+zH 23.1 + 3.0 ¥} 196 +
2.5 42 el E4%Eo] Sample-A, Sample-B

=1}

=

Fig. 7. Representative lungs to show inhibition
of melanotic colony formation, and histolo-
gical analysis of lung tissue of B16-F10
melanoma metastasis in C57BL/6 mice.

Pl

C57BL/6 mice were i.v. injected with 2.0x10°
cells B16-F10 melanoma. 14 days after later,
tumor pulmonary colonization became palpable,
they were sacrificed, fixed in 10% buffered
formalin and embedded in paraffin. Paraffin
sections were stained with hematoxylin/eosin.
The panels are representative photomicrographs
of each of these tumors (arrow) at bright
microscope (Nikon, x100).

Normal group : not treated (A,D)

Control-B : B16-F10 melanoma + stimulation at
left Zusanli(St36)(E)

Control-C : B16-F10 melanoma + intradermal
injection into left Zusanli(St36) with 0.1m¢ of
saline.(B,F)

Sample A : B16-F10 melanoma + mtradermal
injection into left Zusanli(St36) with 0.1m¢ of 10%
EDR-HAS.(C,G)

Sample-B : B16-F10 melanoma + intradermal
injection into left Zusanli(St36) with 0.1m¢ of 10%
EDR-HAS.(C,G)

ol Al Zt7t 31.8 %9 114 %2 el th(Table
3., Fig. 8.).
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Table 3. Effects of EDR-HA on MST of C57BL/6
mice implanted intravenously with
B16-F10 melanoma.

Group Dose N0/ MST (day) ILS (%)

Control-A 0 12 17.1£2.7
Control-B O 12 18.413.4
Control-C O 12 17.6+2.6
Sample-1 10% 12 23.1:x30 313
Sample-2 1% 12 19.6:25 114

C57BL/6 mice were implanted intravenously
with B16-F10 melanoma (2x10° cells) on the Tth
day, treated with EDR-HA into Zusanli(5t36) for
92 days beginning on the day of the first EDR-HAS
injection.

MST(mean survival time); ILS(Increase in
MST over. Control-C)={(T-C)/C}x100(%)

T : MST of Sample group

C : MST of Control-C

Control-A : B16-F10 melanoma only

Control-B : B16-F10 melanoma + stimulation at
left Zusanli(St36)

Control-C : B16-F10 melanoma + intradermal
injection into left Zusanli(St36) with 0.1m¢ of saline.

Sample-A : B16-F10 melanoma + intradermal
injection into left Zusanli(St36) with 0.1m¢ of 10%
EDR-HAS.

Sample-B : B16-F10 melanoma + intradermal
injection into left Zusanli(St36) with 0.1mf of 1%
EDR-HAS.

Each point represents the mean+S.E of 12 mice.

Statistically significant value compared with

control-3 data by T test(*p<0.05, **p<0.01,
***p<0.001).
N. Z2 =
%2 %(Evodiae Fructus)s EFI(EHH

Rutaceae)oll &3 %A T IERU &K
# Evodia rutaecarpa(Juss.) BENTH., 7% E
rutaecarpa BENTH. var. officinalis HU-
NANG Z& =FRE&R%EH E. rutaecarpa
BENTH. var. bodinieri HUANG®2] & FE

BREEH0| HiH X REWE DX BE

Fig. 8. Effects of EDR-HA of survival time of
C57BL/6 mice implanted intravenously
with B16-F10 cells.

Suyvival number

{ s 10 13 i % 353
Days alter tumor inoculation

C57BL/6 mice were i.v. injected with 2.0x10°
cells B18-F10 melanoma 14 days later, tumor
pulmonary colonization became palpable, and the
mice were counted for survival time once daily.

Control-A : B16-F10 melanoma only(4p).

Control-B : B16-F10 melanoma + stimulation at
left Zusanli(St36)(M).

Control-C : B16-F10 melanoma + intradermal
injection into left Zusanh(St36) with 0.1m¢ of saline
(.

Sample-A : B16-F10 melanoma + intradermal
injection into left Zusanli(St36) with 0.1m¢ of 10%
EDR-HAS(x).

Sample-B : B16-F10 melanoma + intradermal
injection into left Zusanli(St36) with 0.1m¢ of 1%
EDR-HAS(A).

Each point represents the meantS.E of 12 mice.
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