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ABSTRACT: Neutral salt soluble [0.9% NaCl (Fr. NaCl)], hot water soluble (Fr. HW) and methanol soluble (Fr.
MeOH) materials were extracted from Daedaleopsis tricolor. In vitro cytotoxicity tests, Fr. HW was not cytotoxic
against cancer cell lines such as Sarcoma 180, HepG2 and HT-29 at the concentration of 0~2,000 ug/mi, while Fr.
NaCl and Fr. MeOH were cytotoxic to the cell lines. Intraperitoneal injection with Fr. NaCl showed antitumor effect
with life prolongation of 77.4% in mice inoculated with Sarcoma 180. Fr. NaCl and Fr. HW improved proliferation
of spleen cells and the immunopotentiation activity of B lymphocyte by increasing spleen cells and the alkaline
phosphatase activity by 1.7~2.4 and 2.2~8.7 folds, respectively. Fr. NaCl generated 90 yM of nitric oxide (NO) when
cultured with RAW 264.7 at the concentration of 50 ug/ml, while lipopolysaccharide, a positive control, produced
79 uM. Intraperitoneal injection with Fr. NaCl (50 mg/kg body weight) increased the numbers of peritoneal exudate
cells and circulating leukocytes by 10 folds and two folds, respectively, than in the control group. The antitumor
effect of D. tricolor was likely due to immunopotentiation activity.
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Fig. 1. The extraction procedures to obtain crude extracts
from Daedaleopsis tricolor. Fr. NaCl fraction was
extracted with 0.9% NaCl solution. Fr. HW fraction
was extracted with hot water. Fr. MeOH fraction was
extracted with 80% methanol.
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Table 1. Recovery rate of crude extracts from Daedaleopsis
tricolor by various extraction methods

Fraction® Weight of the used  Weight of  Recovery
action mushroom (g) extract (g)  rate® (%)
Fr. NaCl 500 2.17 0.43
Fr. HW 500 4.75 0.95
Fr. MeOH 500 13.65 273

*Fr. NaCl; Fraction extracted with 0.9% NaCl solution, Fr. HW; Frac-
tion extracted with hot water, Fr. MeOH; Fraction extracted with 80%
methanol.

bRecovery rate (%) = [Weight of extract (g)/Weight of the used mush-
room (g)]x100.
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Fig. 2. In vitro cytotoxicity of fractions extracted from
Daedaleopsis tricolor against (A) Sarcoma 180 and
NIH3T3, (B) HepG2 and HT-29. Cytotoxicity was
measured after 48 hours of incubation. Concentration
of cells was 1x10* cells/well. Fr. NaCl fraction was
extracted with 0.9% NaCl solution. Fr. HW fraction
was extracted with hot water. Fr. MeOH fraction was
extracted with 80% methanol. IC,, means 50%
inhibition concentration.

g A7 (Fig. 2), 85 FEESS 0~2000 ug/ml FE004
A TS} A E i AFAd 548 JehA &
Rovt, FAYGLEN FEH2ELS NIH3T3I HT-299 tfi3)
T B2 F=91 100 pg/mic)dte] FRolA =4S ve
itk HEE FEEL 53], nRgs $FOAIEQ
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o|ate] ME AELS YeEPRITH
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SZUME Sarcoma 180 o UX= aHE B3 2
3 (Table 2), &2 Ha A e 15.5¢0]90H
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At
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Table 2. Effect of crude extracts from Daedaleopsis tricolor on
the life span of ICR mice inoculated with Sarcoma
180 (i.p. injection®)

b Dose Survival LS
Group (mg/kg body weight) days’ (%)
Control 0 15.5+0.00 ~
Fr. NaCl 20 275179 774
Fr. HW 20 15.5+6.08 0.0
Fr. MeOH 20 16.5+2.48 6.5

“i.p. injecion; intraperitonieal injection.

®Fr, NaCl; Fraction extracted with 0.9% NaCl solution, Fr. HW; Frac-
tion extracted with hot water, Fr. MeOH; Fraction extracted with 80%
methanol.

Each experimental group consisted of 8 mice.

‘Survival days of each animal in experimental group were counted
individually and the mean survival days (M+S.E.; meantstandard
error) of each group were calculated.

LS; Increase of life span.
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Fig. 3. Effect of fractions extracted from Daedaleopsis
tricolor on proliferation of murine spleen cells.
Concentration of spleen cells was 2x10° cells/ml.
Proliferation of murine spleen cells was measured after
48 hours of incubation by MTT method. Fr. NaCl
fraction was extracted with 0.9% NaCl solution. Fr.
HW fraction was extracted with hot water. Fr. MeOH
fraction was extracted with 80% methanol. LPS
(lipopolysaccharide) was purified from Escherichia
coli 0111:B and was used in positive control.
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Fig. 4. Effect of fractions extracted from Daedaleopsis
tricolor on the alkaline phosphatase activity in the
murine spleen cells. Alkaline phosphatase activity was
calculated as follows : Alkaline phosphatase activity
(p — nitrophenol ,umol/1><105 lymphocytes/60 mins) =
1.15 x optical density at 405 nm. Fr. NaCl fraction was
extracted with 0.9% NaCl solution. Fr. HW fraction
was extracted with hot water. Fr. MeOH fraction was
extracted with 80% methanol. LPS (lipopolysaccharide)
was purified from Escherichia coli 0111:B and was
used in positive control.
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Fig. 5. Effect of fractions extracted from Daedaleopsis

tricolor on nitrite oxide production in RAW 264.7.
Concentration of RAW 264.7 cell was 1x10° cells/m.
Fr. NaCl fraction was extracted with 0.9% NaCl
solution. Fr. HW fraction was extracted with hot
water. LPS (lipopolysaccharide) was purified from
Escherichia coli 0111:B and was used in positive
control.
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Fig. 6. Effect of Fr. NaCl extracted from Daedaleopsis
tricolor on the number of peritoneal exudate cells in
ICR mice. Fr. NaCl fraction was extracted with 0.9%
NaCl solution.

Table 3. Effect of Fr. NaCl' extracted from Daedaleopsis
tricolor on the number of circulating leukocytes in

ICR mice
Treatment Dose No. of No. of leukocytes
(mg/kg body weight) mice (x10°/mm”)
Control - 4 2.330.88"
Fr. NaCl 10 4 2.86+0.68
Fr. NaCl 20 4 3.31£1.18
Fr. NaCl 50 4 5.84+1.43

*Fr. NaCl; Fraction extracted with 0.9% NaCl solution.
*Mean+S.E.

3 AAE FHo2RE HWoldte Huk-gol| FHAdh=
134 ZAEAEEAN 715E S UZ(Arthur e al.,
1986), B7; AX o] T3 HE o} )4 AE g 4
o424 2 3US AXE T ¥ B celldd vH-3t] A A4
#F A EA B S 238t YTHGross er al., 1980).
St GRS G5 FES dofjdl 1EA T o
FRE 29 B FANE o 7 M,
Az g galy Mde 7 FIHEIAAA 5, 1985),

A #H WA (Agaricus blazei)X £33 G} FAE 13
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—6"
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AdTAuA o 2REH FAEEY, ¢, & g F
258 B AxsEd 43 49, d FEEd
0~2,000 pg/ml2) SN FAE gt AlEE5o]
FAGEN FE2EH WEge FEFENNE 4T

ko)

S o
e $AGES FE2EE FAOT AP 77.4%]

B A% 2942 Jeplidch A s S
GLA 2253 G5 F2EL U2 vjF ¥GAEE
1.7~2.48) S7WZAS, B 9379 alkaline phosphatase
GG 22~8.7) ST LEA BIA L] FTH
B ¢¥79 WY &4 &A= T7MAC dHAES
RAW 264.79) 50 ug/ml®] T2 FHAGELY F2ES
A A$, Fd thxFol 79 uM2] nitric oxide
(NOYE ARl Ao Hls] oha &2 90 uMe] NOE
AR B ALY FESES 50 mgkg body
weight®] BE& wh$2A Bl FoJsigle A] iz
H)3lo] EAAESL 108 SUHstEen Q) ) HEs
& 20 S7HE Jedh mER A guwAlel F
AYFE2EL I gt 559 WY S YsMATE
ZL g AtgHE

#AlR| 2
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g copguslaEed e 3 FaHgon, A

Table 4. Effect of Fr. NaCl" extracted from Daedaleopsis tricolor on the body and immunoorgan weight of ICR mice

Treatment

Control Fr. NaCl Fr. NaCl Fr. NaCl
Dose (mg/kg body weight) - 10 20 50
NO. of mice 4 4 4 4
Body weight (g) 34.81+3.71° 34.29+1.52 36.15+0.87 34.48+2.96
Liver weight (g) 2.13+0.16 2.18+0.07 2.40+0.26 2.35+0.29
Liver/Body (%) 6.12+0.06 6.36+0.41 6.64+0.57 6.81+0.25
Spleen weight (g) 0.15+0.01 0.16x0.02 0.20+0.02 0.24+0.05
Spleen/Body (%) 0.43+0.08 0.47+0.08 0.55+0.04 0.70+0.11
Thymus weight (g) 0.05+0.00 0.05+0.01 0.06+0.02 0.06+0.01
Thymus/Body (%) 0.15+0.01 0.15+0.01 0.16+0.04 0.17+0.02

°Fr. NaCl; Fraction extracted with 0.9% NaCl solution.
"MeanzS.E.
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