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1A egstd F= 5 e #Y3L Fu2E LS stagich FuldA g€t
ol ¥edEe] ddAILYAZ AMEHR e o= WA (&A], Coriolus
versicolor)®] PS-K(Z X&) B Krestin} JAAFHA (A3 Phellinus)e] ojA]n}-
ALE & 4 dUth olF HHAIFHALE 1Fo] o el thd@e wxRes
Ikekawao]] ]3] 3petd 2}yl 222 BRI vl glor} 22 =} Sol 2lsio FAIN
Hjofo] 4FA Lo olFojFon IBXE ME-L Y hijrhdA wiAjul-odAal
o 7idxigict. olo] Axl= ojgt KA AFE RIAAS AU AAES Fes}
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1. in vivo $YAY : sarcoma 180-ICR n}LAE A AT 315 H9 [utro
v HZol, 1¥ ¢ Rirldle 8F Alebry mstol] o]lstgct. o4 &2 1
x 10° cells/mouse® 315 Eqlo] tidt ATo I3} AHME 2x10°
cells/mouse 33t} A8 el g4 o] S3AH dF F 5% FAbsigch

2. in vitro AEFZAYE : NU(JALY UM ZF)o] tlislol= MIT assayE AJ33}4]
31 L1210( a2 E@ ] M XS ) o thdlod= trypan blue exclusion® T M EEEE
Elstgrt.

3. FAHZENYA a7
1) u]% WE deked 2A : ca” I Mg o] Ho] A 9k PBS (fatal calf

serun 2.5% F7HE AHESle] ulF AME AL MR HYFE 0.83%



NHiC1 29 © % hemolysisAlZT}.

2) Bl ZAHE wie : complete RPMIN|x]o] MES ®EAIF|ZL A]E(0-200 g/ml)E
7}8}o] 5% COz incubator oAl 48-72x|Zt u)o}s}m *H-thymidine uptake A8 E
£ 98PN E A Y3t

3) B3y Y g (immunofluorescence staining) : WHE M EFEHEY (surface
antigen)& UA|3hH= WFEHPAE o83l AU AAYFENS 2B}t
dct

4) SHX EA(flow cytometric analysis) : Becton DikinsA}¢] FACStar& ©|-£3}
of EA3sigct. A|8% 10,000700] AjxEo thd}e] list mode XEE YL F
Consort 30 X818 o]&3}o] forward scatter®} dot plotilollA A u]ArA]
X8} small lymphocyte €8¢ X lymphoblast g4& EAst4cl

4. A3 MXE (plaque-forming cells) 4ol m]X]&= &2} : sarcoma 180& ¥]3}ol
olAj3l 54 AJRE T F A 15¢0] WILHPT (4x10° EE 1x10'
cells/mouse)& ip HF3tch 54 F WIBE FH&Edl 2 T4 FEUFY AX
£ LHG(localized hemolysis in gel ) o2 FA s}

5. Cyclophosphamide ZH5/d A &z} AY : A1YFE 64 W 8ol ARE F
33 79 W 9Yojli= cyclophosphamide(100mg/kg)E Foistgirh Al1do] HHEF
Beol 3x] FHogNe HAL st serund F2|¥ F Ciba-CorningAt]
Express 5508 4 EM 7|8 GOT, GPT 58 #43l4rl.

6. F% AT yuFIe] Fof : FUuPEY ALAESE PLKpE FEEE 4l

7 F in vivo YA ES A4t

Az

in vivo ¥dAE W in virto MESAYH A¥EAz PL-Kpe= ICR upf2uof
sarcoma 180 1YY I F4o RddolM FAIAI} glodom MR o4 -10d F
¥ -1 71X Fofo] M= 3ebeo] ¥ H ). (Table 1).

a8y in vitrod 8ol YA SNU 1 | whe-A HEE MEF LI2100jc) 3o
200ug/ml 7HR| = YA EFZE Yehdx] Qigtrh. mebd PL-Kpe 59 HY7leol
o) &sle] YU UeidS ¢ 4 drh W AP/ FARENYY d7F
2}, PL-Kpe ©¢(tumor-bearing)FEolME #A4LT THEE HEAZLY F4 ke
2o B HEE F7M7Ie 5 Aol ¥y 23 AEE& Yepidrtl (Table 2)



T ul R WYHFo] tisle] lymphoblast Pd& &3 stglem (Table 3), 53] WY
A 33 UL UIsh= D4 T Mo VAL blastogenic effectF 'T§ 313l
THTable 4). EY PP do] njX& F¥S AEY Z34 Pl-Kpe WY 750l HAF)
AE @ IR nhe2o] FAYY 53 129 F7AFLEN 4HE HYJ)s
3] ¥ (immunorestoring) S 'U¥ 3¢t Table 5). ¥ PL-Kpx= cyclophosphamide
T2 QY TELS AAF O oste] 8F 6T 3718 8A3] dAsIgen A
Z 49 n3, 3, 39 Aax K48 A gAY EA cylophosphamide 8¢
3} 2}go] ¢JF E gt (Table 6) ¥ Fhin]FEe] T HE-E o] &3l TIZAE
§-& F3(fragmentation) A7 A2} PL-Kp2] ¥¢to] @3] Frix| Tt (Table 7)
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SAAFNAL] g DYcieA PL-Kpe T WY 23 F8E Uehl: %
o dY2d EA=2A eyl F34E 83} o] oM ¢ AR Fol ni¢
837 ¥8Y 4 Joeje WolArh =Y dPFAY g FAEEN7IYo] HY
373, ¥ AgA 5 dg2EAe] AN 9@ FHE7A 5L el UM mie
aAHos ¥EY 4 dFol HUHUH

Table 1. Antitumor effect of PL-Kp-Pretreatment against scarma 180 ascites
tumor in female ICR mice.

dose No of Body weight Spleen weight No of sarcoma % inhibition
(mg/kg) mice (g) 180 recovered
( x10)

0 14 33.0 + 2.6° 142.9 + 27.6 395.4 ¢ 281.5 -

20 16 33.7+ 2.0 158.8 + 35.2 184.7 + 150.3" 53.3
50 14 32.3+1.6 168.5 + 24.4° 233.7 + 192.4 40.9
100 14 34.1+2.3 190.8 + 35.2" 77.9 + 92.6" 80.3



Table 2. Effect of PL-Kp on the splenic leukocyte composition of the BALB/c

mice,
PL-Kp T cells cp4’ CD8"  Macrophages B cells
100mg/kg 32.1 + 0.7° 20.4 + 0.5 11.7+0.5 17.0 + 2.4 59.4 + 1.8'
- 32.0+1.2 20.7+1.5 11.9+0.7 14.3+1.9 52.8 + 3.9

®mean + S.D., ‘p < 0.05, "p < 0.01.

Table 3. Lymphoblast-formation stimulatory activity of PL-Kp on the splenic
lymphocytes of BALB/c mice.

stimulant 40 hr 70 hr
cpm (mean + SD) s1’ cpm (mean t SD) sr'
none - 1757.3 + 133.5 1.00 1629.8 + 305.4 1.00
PL-Kp 1 pg/ml 1963.0 + 214.3  1.12 2116.8 + 224.9 1.30
PL-Kp 10 pg/ml 1953.8 + 156.9  1.11 3210.7 + 307.3 1.97
PL-Kp 100 ug/ml 3272.3 £+ 105.2 1.86 5305.8 + 355.2 3.32
LPS 50 pyg/ml  25651.5 + 1054.8 14.5  31868.0 + 908.0 19.5

*SI=Stimulation index



Table 4. Blastogentic effect of Kp on the splenic leukocytes.

Kp % blasts % Jij"
{(ug/ml) (T cells) (B cells)

0 35
25 41
50 44

100 48
200 54

(CD4")cells in

6.3(198/3168)" 74.4(1061/1427)
5.4(162/2992) 75.4(1206/1599)
5.9(165/2777) 76.3(1292/1693)
6.1(165/2751) 175.9(1380/1819)
5.7(140/2469) 76.7(1639/2138)

*counts of the positively labeled cells/total cells in the gated area.

Table 5. Hemolytic Plaque-forming Cells (PFC) in the Spleen of ICR Mice.

Sarcoma SRBC No, of

-180

PFC/ PFC/ Stimulation
spleeh 10 cells Index
(x10)
(M + SD)

control 1x106 4x108
PLKp 1x106 4x108

30.6 + 6.89
28.1 + 5.96

447 + 81 1450 -
414 + 157" 1473  0.93

control 1x106 1x107
PL-Kp 1x106 1x107

‘not siginificant at p = 0,05

21.4 + 3,67
29.1 + 3.94+

2.0:0.5 9.5 -
259 + 53.5” 889  129.0

18.9 + 6,30

1.6 + 0.5 8.6 -

*p €< 0.01



Table 6. Protective effect of PL-Kp against the hepatotoxicity of
cycloophospamide in ICR mice.

cP PL-Kp Body wt . Spleen wt, liver wt, GOT GPT

(mg/kg) (g) (mg) (2) (usL) (usL)
normal - - 30,9+ 1.6 146.7 + 18.7 2,16 £+ 0.21 73.0 + 22.3 29.419.98
control yes - 28.1 + 1.4" 60.3 & 9.4" 1.92 +0.16 134.6 + 43.7" 38.216.9

treated yes 100 326 + 1.4 90.0 1 14.7" 2.22 :+0.15 89.1 + 15.2  28.7:4.7
treated yes 50 28.2+2.6 9651163 2.07:0.26 76.5111.9 30.115.6

*CP = cyclophosphamide, 100mg/kg x 2, ip, 'p<0.05, “'p<0.01.

Table 7. Antitumor effect of PL-Kp and its partially fragmented products

against sarcoma 180 solid tumor in ICR muce.

dose splen weight tumor weight % tumor

(mg/kg, ip) (mg) (g) Inhibition
control - 205 + 57° 2.00 + 1.03 -
PL-Pk 100 224 + 71 1.01 £ 0,78’ 49.5
PL-Pk 20 229 £ 59 1.16 + 0.82 42.0
PL-Pka 100 250 + 54 0.48 £ 0,35 76.0
PL-Pka 20 200 + 24 1.20 + 0.98 40.0
PL-Pkb 100 267 + 30 0.37 + 0.45" 81.5
PL-Pkb 20 169 + 36 0.26 + 0.30" 87.0
PL-Pke 100 240 + 31 1.92 + 0.85 4.0
PL-Pkc 20 194 + 25 1.51 + 11,28 24.5

"mean + SD, 'p € 0.05, "'p < 0.01.
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