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BRI ELBHRE LS L, £EORBERIEEZRESERY | BEER2EE LT 2
PREE AR U TB DN KT BB A 2 800 S8 B AHES & OIESEEoE X0
FBEERICHT IRZMEEE O TEEOTIEEDR bbb Ui, £, EEWIaIcEA
LTERMIROERERE L TR SN IEEMIa S B SEHB LAV RE S -4
BT AL b BB 5T ML SEIRIER X ORI & » TEE O
BT 2WELBRBIEE 2 LI L > TEEOIBESES 8 X8 5 7 & 2335%
i3, ORI RUEMEDODITYWEE Vo< DD TEKRISHAGME (biological
response modifier=B RM) &R, Z 505 b DITA R S Wiz LEER L3Rl &
EOEMZFENIFISICHEE BT L TH T 5080 ES bbb L CRROREIER %
BOCLDHROTZOPELHMETEZ LRTHETH 5,
A< (Phellinus linteus) DHEMBOKEMEB L OT - U o BRI RIF
TREBZERLTCZOREREERY LF k> L5,

o. EgHE

1. SeEFRHE
1) TURAOKEMA (macrophage) OIEMALIC RIS EE, -
(A) Superoxide anion (SOA) EOHIE
a) RREM: ICRvYUX (5 20—25g) ZEALE,
b) R L UHE
(i) Phosphate buffered saline (PBS, pH7.3)
(i) Ferricytochrome C IV (Sigma Chem. Co., U. S. A)
(ii) Human serum (Sigma Chem. Co., U. S. A)
(iv) RPMI 1640 medium (Sigma Chem. Co., U. S. A)
RPMI1 1640 164g, NaHCO;2g, L—glutamine 0.292 g % =@
187K 900ml iZ¥F7H> L TH B penicillin—streptomycin—amphotericin B
Z Iml N2 THREEIEE Uiz, 56°CT 30 HRIRIE ML X% 77 fetal calf
serum 100ml %% 7z,



(v) Cell culture multiplate well (Falcon Co., U. S. A)
(vi) Opsonized zymosan
Zymosan A (Sigma Chem. Co., U. S. A) % 10mg/ml TP B SIZA
NT 1RRFE AL TH D 3 BEELMBETEER L T 50mg/m]l JEECP B S
WA LTt%, zymosan & human serum % 1: 4 DB TEA LT 37CT
30 FMHEE Liztk, & 0Bk L T zymosan LI I- PBS TREDEEMN
10mgml 27225 X S cBE LT,
c) HEFH
(i) TUBHEBLURBO#S
[CRYYRZMEITHTTEB L, EE~ YR (N, E¥~vvRic
B Z &S L7 (NS #). sarcoma 180 DHEfE% Ao RIRE I & FBME L7
# (TR). £ L Tsarcoma 180 DA% £ BIREIC B FHAE L1218, R
ZHRE LB (TSH) THELUTERLE, X400~ 2% - T NS #
& TS BEITIIEAK! 50mg/kg/day OB T 5 BREEH 1 BT o8t CHEIED 72 hc
LT, N#E TRICIAHEAREKEZHE LT,
(i) FEREMERE O P CoREMILORIE
E%@?ﬂ@§55w65aamﬁ vURAEBIESE P B S Tz
BV 1200rpm T 10 438 L4y B LT S #ifa% 1 X10°cells/ml T
RPMI 1640 O¥FEEICEE S 371°CC 2 B3 L= %. plate I2fhn
TS REMEEE - T,
(iii) Superoxide anion (SOA) EBOREE
REAMIT 10nM  glucose, 80um ferricuchrome C & 0.2mg/ml opsonized
zymosan Z &H 95 P B S 1. bnl &H1:%2 T 37°C T 90 43 #E3% L CH> 5 1200rpm
T 10 pRIECSEET S, € L TZOEBIRIIA T ORRE B LT 5500 ¢
WIEEZRIE L TRAMIE 1 X10%ell 720 SOABREH LK
(Scheme I),

SOA nmol/10°macrophages/90mins. =O. D at 550nmX15. 87

Normal and Tumor bearing mice

Administration of samples once daily for 5 consecutive
days (i. p., 50mg/kg/days)

Sacrificing by cervical dislocation

Collection of PECs with ice cold PBS

Centrifugation at 1200 rpm for 10mins

Counting the PECs.




PECs in RPMI1640 (1 X10%cells/ml)

Addition of 1ml each aliquot to 12 well multiplate

Incubation at 37°C for. 2 hrs

Removal of the nonadherent cells

Adherent cells (macrophages)

Addition of 1.5m1 PBS containing 10mM glucose, 80um

ferricytochrome C and 0.2mg/ml opsonized Zymosan
- Incubation at 37C for 90 mins.

Centrifugation at 1200 rpm for 10 mins.

Supernatant

Detection of optical density at 550 nm

Free SOA unit

Scheme I. Procedure for superoxide anion (SOA) assay.

2) TURDT U U RROEHIC T B
(A) BERLBEKN (Delayed type hypersensitivity ; DTH) #HZE
a) EREMW :
ICR<UR (5, 20~25g) &M LI,
b) EBRHE
(i) FUoBHEBLUREHEE
ICR vy AR TER Lz, E¥~v o8 (NB), B~ o
AP R LIc#E (NS E). sarcoma 180 DM % &0 BIREIC & T
L7cBE (TH#). € LT sarcoma 180 D#HA % £ BEREN Jf T4l L7
B, BEEERELREE (TSH) WAL TER UL, S8BT 40Ty 25
- T NS # & TS Bzl 50mg/kg/day DET 5 BRIEH 1 BT o1
BREDIR NG Ui, NBEEE TROCITAEA AR B E LT,
(i) BIEERLERESORIE
RPHREDORK DB 5 X10°SRB CR2 < Y ADREBDOEIRICRE L CRIE



SETDH 5 A% S5 X10°SRBCE~ Y ROAEROREICIE L, R
CENORBIIIAEBRSEKEHE L CHEBIEICER > 72, 24, 48, 72 BERI42
DEDES (ROEELROFEDOM) % micrometer (Mitzutoyo Co. , Japan)
EEOTHE L, HMOROES CEMDOROE S 3E LA WTREOSIE
DI &S 2B ERB GO RE THl> 72 (Scheme 1),

ICR mice

Inoculation of sarcoma 180 cells, s.c., at the Ileft groin

After 24hrs, administration of samples

(i.p., once daily for 5 consecutive days)

After last sample injection, immunization
by 5X10°SRBCi.v., into the tail vein

After 5days, elicitation DTH reaction by injection
of 5X10°SRBC, s.c., into the righthind footpad

Measurement of footpad swelling after 24, 48 and
72 hrs with a dial thickness gauge.

Comparing difference of footpad swelling

Scheme II. Procedure for delayed type hypersensitivity assay.
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1. v AOREMBEOIEMIT KT 5 205

AVTORA V% 1 CRY Y ZADIEIED RMCEN U BOSES Table [
WEK Lz, 725, normal mice (NEE) ICh_T Superoxide anion B 3
MU, Tumor mice \ZHH 5 fFM LT, 6T A T DA VR SR AR
DIEHELE 3~ 5 EHMEE 52 Ltbhs (Table 1),

Table 1. Effects of antitumor components of Phellinus Ilimteus on
the release of superoxide anion by peritoneal macrophage

in normal and tumor—bearing I CR mice.



-GROUP

DOSE

MICE SOA release Stimulation
(mg,/ kg, day) (ean*tS. E) index
N Normal 0 0. 36+0. 09% 1. 00
NS Normal 50 1. 19%£0. 379 3. 31
T Tumor - 0 0. 440. 159 1.22
TS bearing 50 2.01+0. 349 5. 58
d) vs a), b), c) :<0.05 (Duncan’s test)

2. IUADT-Y U ROEMAGITH T 5508
AVTORAVBE % 1 CRY U ADBEEG RIS Uk, BIEESRE S
RIET R % Tablel TR L7z, $72bb, normal mice lWHLH VA Ak L7z,
4 RHE-Tc L &, TORISIH 3 MU, UL, 48 BfE. LU 74 IR
BRICAE L & 212 ORBICIAEERERE b o Tre & LT tumor-bearing
mice b DUSIIHEBRENH BN o7 (Table 1),

Table T. Effects of antiumor components of Phellinus lin teus on the
Delays type hypersensitivity to SRBC in mice.
-GROUP MICE DOSE Footpad thicknkness
(mg/kg/day) (X 0.1 mm*S.E)
24hrs 48hrs T2hrs

N Normal 0 2.6%1. 1% 3.5%+1.6 2.5+0.4

NS Normal 50 8.0+1.7Y 3.7£0.8 1.9£0.7

T Tumor 0 5.1+1.6 3.0%1.2 1.4%0.6

TS Tumor 50 4.0%1.4 2.1£0.6 2.610.4

a) vs b) :<0.05 (Duncan’s test)
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