BHEERBE T H Y 7 A O¥REMEICEE T 5415

B - W
AR - REFR{Z 8%

B
pivis S



H K

17

F¥- i 17
KBRS 17
(S S 23
W A A O DI IR SRS B ER 23
B~ o AR 29
FEH v R Y U7 p—~ TK kbR 31
B 32
WO BHAREE T Y 7 A OFSRENERG R AT 34
J¥- i 34
KBRS 34
i A 39
F—H AR 39
B f Ao 46
B 50
B b NLB-Z I UHURMIC IS 2 BHAEE T Y 7 AR OZhER LS B
BT DHLB -7 o HURDRSE 52

J¥- i 52
KBRS 52
i A 54
B b MIIFEICRT DHB-Z vk PR BURSOSTE DR 54
A DABEOH BTNV hUK 56
B BHSEER T 0 Y 7 ARAEICE T D HURMEZEAL 57
Ey = 61
HaFh 62
HHEE 65
WFeiE R D Fa#EE 66
5| Sk 67



WEFE—F

ARSI LIZWGEIIUL T O LB TH 5,

2AA
9AA
AF-2

BF

CFE
DMSO
MMS
MPCE
NADH
NADPH:

NCE
NK
PB
PCE
SA
THG
THMG
VB

Ab
AgCA

AgHWE :

AgHA
ASBG
BRM
BSA
CSBG
ELISA
GRN
IFN-y
IL-12

2-aminoanthracent

9-aminoacridine
2-(2-furyl)-3-(5-nitro-2-furyl)acrylamide
5,6-benzoflavone

number of colonies/number of cells plated [%)]
dimethylsulfoxide

methylmethanesulphonate

micronucleated polychromatic erythrocytes
nicrotinamid-adenine dinucleotide, reduced form, disodium salt
nicotinamide-adenine dinucleotide phosphate,reduced form, tetrasodium
salt

normochromatic erythrocytes

natural killer

phenobarbital

polychromatic erythrocytes
sodium azide
thymidine,hypoxanthine,and glycine
thymidine,hypoxanthine,methotrexate and glycine
vitamine B

antibody

A.brasiliensis cold alkaline extract

A.brasiliensis hot water extract

A.brasiliensis hot alkaline extract

Aspergillus niger solubilized cell wall glucan

biological response modifier

bovine serum albumin

Candida albicans solubilized cell wall glucan
enzyme-linked immunosorbent assay

Grifolan

interferon-y

interleukin-12



LAM
OVA
SPG
TMB
TNF-a
Y-Man
CRD

OX-CA
ALT
AST
BAS
Cre
CRO
EOS
ERB
Glu
Hb
HbAlc
HDL-C
Ht
IgG
IRI
LYM
MON
NEUT
PLT
QOL
RBC
T-Bil
TC

TG

TP
UN
WBC
y-GTP

Laminaran
ovalbumin
Sonifilan
tetramethlbenzidine
tumor necrosis factor-a
yeast mannan
Curdlan
immunoglobulin
NaClO-oxidized Candida cell
alanine aminotransferase
aspartate aminotransferase
basophil
creatinine
contract research organization
eosinophil
Ethical Review Board
glucose
hemoglobin
hemoglobin Alc
HDL cholesterol
hematocrit
immunoglobulin G
Immunoreactive insulin
lymphocyte
monocyte
neutrophil
platelet
quality of life
red blood cell count
total bilirubin
total cholesterol
triglyceride
total protein
urea nitrogen
white blood cell count

y-glutamyltransferase



Date of efficacy evaluation
6th week 6 weeks from the first day of test food intake
12tk week 12 weeks from the first day of test food intake
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FAUN T B MER BB & OIS HIE, Table 1-112R Lz,
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Table 1-1 Positive Controls for Bacterial Reverse Mutation Test

Name Abbreviation Lot no.(purchase date) Manufacturer Purity

2-(2-Furyl)-3-(5-nitro-2- AF-2 PKE1831 Wako Pure 99.5%

furyl)acrylamide (April 18, 2006) Chemical

Sodium azide SA LTQ5118 Wako Pure 99.7%
(April 18, 2006) Chemical

9-Aminoacridine 9AA A0176874001 Acros Organics 97.6% or
(April 25, 2006) higher

2-Aminoanthracene 2AA EWL3616 Wako Pure 95.8%
(April 18, 2006) Chemical

AF-2. OAA BE R 20A TV A F A ZLARF T R (DMSO : Fieslid T2) 12, SAITZH A
FEE K (KREREET ) [T L, ITEDREISHE L-0bH, BaFE GRERE
—20 C) L. #W#&t% 6 2> H LI HBFIC S LT AW,

2.2. MEH

RERIZIX. S typhimurium TA100, TA1535, TA98. TA1537 BX N E coli WP2uvrd %
M\WTe, S typhimurium 4 BtEZ W 5508RIZ, © 2 TF 2 BRMED B IFBRPE~DIE
JREIRAE L E. coli WP2uvrd BRZE AWV L3ERIZ. MU 7 b7 7 S ERMED & IEER
~OIFIFGERERZIEE L LT BB TR E BT RO R Th 5, ME B I LM ik
7 RERE : —80 C) Li=bDEMAWiz, WmlfRFREIL, KIEEEHIZ T 37 CT#
IEHI ORI F TEEFE L7 T##K 0. 8 mL {2 L, J&E DMSO % 0. 07 mL DOFIA TMZ, 20K
HAE L CIRR L, RBRICH W,

2.3. B
2.3. 1. f/b 7L o — RFER SRR HE

R SR T2 s U7 b /L o — RFER AR M A F T, B A R
Table 1-21Z/RL7z, ZE90O mm DT v —L 1 KdH7=0 30 mL &t L THEDT-,

Table 1-2 Composition of Minimal Glucose Agar Plate

Magnesium sulfate heptahydrate 029
Citric acid monohydrate 29
Dipotassium hydrogen phosphate 10g
Ammonium phosphate 192¢g
Sodium hydroxide 0.66 g
Glucose 209
Taiyo-agar (Shimizu Shokuhin Kaisha, Ltd.) 159
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Table 1-3 Composition of Top Ager

(A) Bacto ager(Becton Dickinson CO.) 0.6 wiv%
Sodium chloride 0.5 wiv%
(B) For Salmonella typhimurium

L-histidine 0.5 mmol/L
D-biotin 0.5 mmol/L
(C) For Escherichia coli

L-tryptophan 0.5 mmol/L

2.3.2. by T T H—
Kswk () 24— b7 L—TWE®R., 7oV Z—3E L7z B) £721X (0 2%E
10 1 OEIETIEA LIz, My 7T H—0#iki%, Table 1-3 T8 L7,

2.3.3. 7 v M HFHE L7 S9

Fyva—~v TG LS9 Z#EA L THW e, Sprague-Dawley 527 v b, M 7 s
2, 7=/ — e X —L (PB) BLW5, 62 7FHR BF) %, 1 HHPB30
mg/kg. 2 H H PB 60 mg/kg. 3 H H PB 60 mg/kg 35X OVBF 80 mg/kg. 4 HH PB 60 mg/kg
NG Uiz, 5 B BICBSES E TR Lo ATl B R i TRl L7720 b, 3
%50 0. 15 mol /LI b H VU U ARIEZMAZ THREYFA XL, 9000Xg T 10 5y [EEL
L T2 BTSEISY & s GREIEEE : —80 °C) L. Bli&#k 6 7 A LA L7z,

2.3.4. S9 mix OFEAKI L OFHHL
S9mix ImL H7- 0 OMFLIZ. Table 1-4 12 L=, HKEESKEB FCIRA LTI L,
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Table 1-4 Composition and Preparation of S9 mix

Volume in
Component 1 mL of S9 mix Concentration
S9 0.1mL 10 vol%
0.2 mol/L Sodium phosphate buffer (pH 7.4) 0.5mL 100 pmol/mL
Coenzyme solution* 0.38 mL -
Potassium chloride - 33 pmol/mL
Glucose-6-phosphate - 5 umol/mL
NADH - 4 pmol/mL
NADPH = 4 pmol/mL
0.4 mol/L Magnesium chloride solution 0.02 mL 8 umol/mL

NADH: Nicotinamide-adenine dinucleotide, reduced form, disodium salt
NADPH: Nicotinamide-adenine dinucleotide phosphate, reduced form, tetrasodium salt

*Coenzyme solution was prepared by mixing the components listed above. The solution was sterilied by filtration,
astored at -80°C, and thawed before use for the test witin 6 months of preparation.

2.3.5. WBRMEFR KO

BB E X, 7KFS LU DMSO (ZIRPEME L7, K CRAFRIREIRIEDN S 6D 2
EMD ., WIEZIEH RERAKE R W, REBRICBS L, A brasiliensis % 777 A%
[ZEUD 530 T B DRIV TR, HRFICA— ~ 27 L—7 (105 °C, 1 47f)
TR L7z, MEE, A— 7 L—7 b0 H L, RRICHLER BEOWRYE 211 &
L. BRTESRHKICERE U T B OB E TR RR 205 U, LU T [ C B Ay
R 7o, #RBRYE R R TR U 7=,

2.3.6. FREREKDIERL

ARERCEE LT, =a2— kU= h 7 a2 No. 2 & 12 mL ARL7- L FRIERERE (T MR0R L
7= % 12 1 L(TA100, TA1535 35 L TONTA98) . 24 u L (TA1537) & B ME 6 1 L (WP2uvrd)
PR L, 4 CTRGTE. 37 CT 10 Refl, 1HEIRE SEE L b O 2R BREK S LTz,
SRR (B UV-120-02, SERLERT) 12X Y 660 nm OWLIEEE 2 JIE L CRBRE
WORIEA MR L=, £, B IRIEIC X 0 EEEERD -, T OMERERBEIRO
AT 1X10° cells/mL LL ETH o7,

2.3.7. RBROFENM 715

RBRIE, A o Fa—Ta ALY HBRYEE T O EREFRI/FEN S ED
S9 mix FHAFE TR I OWHAEY (T v b)) ObOMNAHIERIC L > THELESN DB
B E ORI DOBARF IR FEFH 3N 2 R 559 mixfF{E F TIT» 72,

/N TSR R B 0. 1 ml, S9 mix FEFFE T CIX 0.1 mol/LF R VU A=Y
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VEAEER (pH 7.4) 0.5 mL, S9 mix fF(E FTIES9 mix 0.5 mL, ABREHK 0.1 mL %
BAL, 37T CT2 T LA v Fax—aLEE0b, 20l O~y 7P 7 H—%H0
Z TR, &7V a— RERERIEM EICH L CED T, £72., #BRWE R o
23D VITERVELE 0.1 mL F 721 XG M RI BRI 2 N2 T, B aEst s Lo
Bt & L7z,

B3 37 CTAREFMITW B L AR an =—H % an=—77FF 1 ¥ —(CA-11,
VAT AP AT R) ETITEGICEVEI L, #ERWEIZH R T DIk O f X
HEIZEVBE LT, - EFHEOREIZOWTIX, B D 5 WITEKRBAMEL T~ T,
FER I O B 5 OARFE &l LTz,

TRITEARICOE 2T 2L L, TNENOFHMEEZRD T, P2 L ORGMERHR
DEFR a0 =—OVEEE . TNE ettt s X OB xR & Liz, Eitok
Bk, HERERBR X OARRBR A I Lz,

2.3.8. A&

HEERRICBW TR, TBEFEERRTA R4 ) IZit>o TEmHAREZ T T
DOFRER T 5000 u g/plate & L, 50.0, 150, 500, 1500 31 O* 5000 1 g/plate D 5 B
BEDOHEZHE LTz, ARBRICE WL, AEHERR CABTHENEO b hoTe
ze, k;o o = — O ONWT, HEEGFES 2 WIXHEME L #ERT 5
7212, fer &% 5000 1 g/plate & L. 1000, 2000, 3000, 4000 ¥ L TX 5000 1 g/plate
0)5&[5 DREZFIE LT,

2.3.9. MERFER

INRBRE TP, B EOWBRYEFRNK 0. 1l & 0. 1mol/LF ~ VU 7 A=V ERGE
@R (P 7.4) 0.5 mL, & UNES9 mix DA 0.5 ul & AdL, 37 “CT 20 57 LA
FaxX—T g L0, 2nl O~y T H— (Salmonella typhimurium ) %0z
TRA L, ZnThigd 7L =3 — ZAFER A L2 LTz, 37 ‘CT 48 KeffE;
B, HEORADHEEZFH T,

3. ¥ AL
3. 1. EBREME X O E &M

Ju—XRap=—<v A (ICR/Kwl) 9BEEDHEEL, = 7 ATRYT T4 M
AL, 1M EPHEE 21T, fEEZR 10 @8R LEZ, KieE LTHRYA b7
L—7 (ARF v — /X« UN—4t) & ANTRIER S — 12 5~6 ILFDINAE L, 3%
EMRE 24 C, WM A 7 v 12 R OfF 2 C, %%ﬁ%ﬁ@ﬂMﬂjUiy&wﬁﬁ
T3¥) LKEKEZ B BEBIREMTHE L. BORES TITEESITITo 72,
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3.2. MBI L B 51k
3.2. 1. fRiK

B GRRARIEET B A IERRICER I, . 28R KICSRE) 100 mg/mL (1000 mg/kg) & L. FRiAR
OFEEREIT~T ADEE kg H720 10 mL & U=, HASHRFER L, BEERHER A
e b7 it Uz, iR G 6 24 FERIS KON 48 R4 12 5 IR >8R EL L 7=,
3.2.2. PaMEXHR

PR E OVRBLITZRE K 2 U, _ERE & [R5 C BRI 0 &% 55 L OMEROER
Bza1T o7,

3.2.3. [hMExTHR

a7 4 A7y I NEEHEE) A L, 10 mg/mL (100 mg/kg) IZFHBL L, #ERW)
B L RS CHETRHRE ARG 2 £ L, #5000 24 Rl b iR A HI L 7=,
3.2.4. EAROERE LU

U A HHF ST %, AIRBRE 2R L, KBRS oW 4 I, B fiE 2
0.3mL OAEFAMK (KERIEKTY) THROHL, =y XU Fa—712ED, @
% EEERE, U UREME 0.1 mL 24 CHERE Lo, £ OMIBEER O —H % A
TA N7 T A LIZEBR (BFEIRIZOE 2HOER) L, BREBESERIIA Y 7 —
TH5AMEE L, 2 %X APERT 20 rfdeta L, —Brll E RIS -%Ich )
S A TEA LT,

3.2.5. BRI S 1%

INEDBET, ~ U X LIRS 72D 2000 HOSF#RMLER (PCE) Z28lZ L. £DHh D
NG BT DRI OE & ek LT, RILERE ~ 7 2 1 E{RSH 720 200 EEIZZ L, Z D
DYNERMERD LR AT, BB O BEFEG OFERE & LT,

3.2.6. BE

BEEREIL., IMEOHBUBEEICOWT X REICK Y FEtEx R & RE & GRS
F UG FREE & DT b WKIETHEZME 2 Fh L7z, ARIMERTFIZ 5D 2 R
MERD FEIRITOWT, Bt FREE & MR 583 L OWGERHREE L DT, 5 %KUET
t WRE & EhE LT,

4, w7 RV 7 —< TK kR

4. 1. HBfakEsE

L5178Y TK+/—~ U AV <\ fffiaIE, BREER B TRV m—= 7R ERNME
SRR B 2 A LT, Z O A 7 5 A =T RPMI 1640 K5H1IZ B8 S 4.37 °C.
5% CO,THr#& L7z, i, TK—EEKAZFINT 5720, THGC (FIPr, eRFH
F, AV RUFH—h, ZVU ) AETe RPMI 1640 ErHh CHGE S, 2Dk, £
AIFMERERIAHE O, THG (FI P, bR H U F o 7 U ) 26T RPMI 1640
Bz AR LTz,
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4.2. TR

Ml 2, JElR &5 K 91T 89 mix fF(E NI L OGEAAE T TR I 28R LTz,
4.3, iR R O R

A. brasiliensis % 95 CT 2 FFHBUKHIH 21T o7c b O & ik & L, #BRIZITY >~
fg/Ny 77— (PBS) THA IR, AiIRE L CHW=, 72, HEEEIL 5000 ug/ml &
L7z, DNA ML 47553 53K TH D Methyl methanesulfonate (MMS) % BhitExt Rt
&L THWE,

4. 4. FEhi 5k

SO mix fF1E FE IR T SBRWE CHRITE L 7o Ml (%%, 6X10° flfa%k/10 mL
[ZFRBL L 72) %37 °CC 3 Wef 31T 24 FEIRSEE U7, MR 2 Bl Oy B TR L.
REBME ZFRE L, 3X10° Mifatk/ml (2725 X 5 EBHC R L, 37 ‘CC, 2 BIME;
#E LT, BWEOFEMEIL, 20 =—ERhROBIT L > TR LT,

T8 WMEZHAVIEREREZERR

MER & LT, Base—pair substitution type & Frame-shift type Z V. Bi&IX
50.0, 150, 500, 1500 35X T 5000 pg/plate @ 5 BEBEDEREAHRE L TR BEHRTERAR
Z{To7= (Tablel-5,1-7), F7=, BRI CBUCRLE R HBIZOVTHRRTT 572
D, MBADH MW TOIEVEDENB I LTz, ZO/ER, AWz oBmERIZIB N T
t. S9 mix EFEFBIOIFET L HIT, HORBEREITBO DL T,

T oo =—¥T, MBIEDRIETIEL, S9 mix IEFELE T D WP2uvrd, S9mix DIELELE
T, FHE T TALIB37T DWW E 4 E 5000 u g/plate D& TREMIIED 2 501 E L 72 -
Too Flo, INEAE OIKEE T TIX S9 mix OIEFE T D TA1537 (23T, 5000 1 g/plate
D& TR RED 2 (52L FiZleo 7o, ZOMOBEREIZH TS, 5000 1 g/plate
DRECTER a0 =—ITHEMER AR bz, b OERICESE | ARRICE
AR E % 5000 wg/plate & L1z, AR oo =—KoBIMz oW CHEKEES
HWVIEHEMEZ MR T D 72012, 5 BEREORREE (1000~5000 ug/plate) Za%iE L TA
AR A 1T o7 (Table 1-6,1-8), ZOfER, MWW TFHOBERIZE TS S9 mix
FHETBLIOFEETE BIZ, HOEBHREITRD NN Tz, BR oo =—¥IT,
INEAIED TA1537 @ S9 mix FELFAE FIZFBW T, 1000 u g /plate LLET, S9 mix fF1E T
TIZ 4000 1 g/plate LLEDRET, F7-. WP2uvzd ® S9 mix FEFFAE FIZHBW T, 4000
wg/plate DL E OB TR IED 2 (520 E & e 0 IR EZ R LT, InEVE oIk
HETIE TA1537 @ S9 mix FEFEAE FD 3000 ug/plate DL EDHET, [EtEXTRBIED 2 £F
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UlbkE7en | AREEEHER L,

A. brasiliensis \ZIXKFEOUWERET X /A E L TEY (Tablel-9) ., e AT
Y% 130 mg/100 g, WERER U R T 7 EAIL 70 mg/100 g THLDTINHDT
2RISR R E 5 X AN S D, ZOREMHERT DD, WP2urrd L
TA1537 ZFAWTT 2/ RreiBalBh 2 350 L7z, = OfER, R ERIIER &G Eh T
WASRMET T, FENTOWRWEAET KL T, &b 7 va— RERFERREG M Eo
P DHINATRD BTz, M & H D8 IRZSRE RARBRIC B W T, 7 2 BRO{FAE
TCIIERao=—HNEN+5 20 Zenmon<TBY, 2D A brasiliensis 13
W RBRRIZE W T, FEMMEKE OB FOARRER & HIcE R oo =—83mmL 7=
N, HEMETOT I R (EXFTVr, NUT N7 7 0) BEELTODAREMEN R
e Xz,
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Table 1-5 Bacterial reverse mutation test with A. brasiliensis (Dose-finding study)

Number of revertant colonies/plate (mean)

With/without metabolic ~ T€st substance dose

activation system Base-pair substitution type Frame-shift type
(ng/plate) TA100 TA1535 WP2uvrA  TA9  TA1537
Negative control 106 9 24 24 9
50.0 *t 125 15 27 18 10
S9 mix 150 + 118 11 30 20 9
¢) 500 t 141 10 23 25 11
1500 + 153 12 36 28 15
5000 t 205 16 7 47 32
Negative control 122 11 29 35 18
50.0 *t 129 15 29 34 15
S9 mix 150 + 135 9 33 26 17
+) 500 t 166 8 28 33 13
1500 + 168 12 36 48 19
5000 t 221 21 56 58 40
Name AF-2 SA AF-2 AF-2 9AA
No S9mix- Dose (ug/plate) 0.01 0.5 0.01 0.1 80
requiring - Number of colonies/
442 389 111 478 372
Positive Plate
control Name 2AA 2AA 2AA 2AA 2AA
S9mix- Dose (pg/plate) 1 2 10 0.5 2
requiring  Number of colonies/
Plate 943 313 618 377 219

Negative control: Japanese Pharmacopoeia distilled water for injection
AF-2: 2-(2-Furyl)-3-(5-nitro-2-furyl)acrylamide; SA: Sodiumazide;9AA: 9-Aminoacridine; 2AA: 2-Aminoanthracene

T : Precipitation was observed.

The colony count used the mean of two times of measurements.
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Table 1-6  Bacterial reverse mutation test with A. brasiliensis (Main test)

Number of revertant colonies/plate (mean)

With/without metabolic ~ T€st substance dose

activation system Base-pair substitution type Frame-shift type
(ng/plate) TA100 TA1535 WP2uvrA  TA9  TA1537
Negative control 118 14 37 23 7
1000 + 134 13 53 24 19
S9 mix 2000 t 148 13 50 32 27
) 3000 t 172 20 56 44 23
4000 t 176 14 76 32 30
5000 t 196 17 75 44 32
Negative control 125 14 37 34 12
1000 + 159 15 46 32 17
S9 mix 2000 t 188 16 52 39 20
+) 3000 t 192 17 44 47 19
4000 t 221 19 60 54 31
5000 t 210 14 71 56 32
Name AF-2 SA AF-2 AF-2 9AA
No S9mix- Dose (ug/plate) 0.01 0.5 0.01 0.1 80
requiring - Number of colonies/
402 417 114 468 409
Positive Plate
control Name 2AA 2AA 2AA 2AA 2AA
S9mix- Dose (pg/plate) 1 2 10 0.5 2
requiring  Number of colonies/
Plate 999 322 717 414 262

Negative control: Japanese Pharmacopoeia distilled water for injection
AF-2: 2-(2-Furyl)-3-(5-nitro-2-furyl)acrylamide; SA: Sodiumazide;9AA: 9-Aminoacridine; 2AA: 2-Aminoanthracene

T : Precipitation was observed.

The colony count used the mean of two times of measurements.

26



Table 1-7 Bacterial reverse mutation test with A. brasiliensis (heated for 1 min at 105°C)
(Dose-finding study)

Number of revertant colonies/plate (mean)

With/without metabolic ~ T€st substance dose

activation system Base-pair substitution type Frame-shift type
(ng/plate) TA100 TA1535 WP2uvrA  TA9  TA1537
Negative control 115 13 29 24 14
50.0 *t 132 13 24 26 10
S9 mix 150 + 131 14 28 25 11
) 500 t 119 10 25 28 14
1500 + 148 10 25 30 22
5000 t 174 13 49 45 38
Negative control 122 12 35 29 20
50.0 *t 133 13 33 31 15
S9 mix 150 + 129 10 35 34 15
(+) 500 + 136 11 32 34 18
1500 + 196 16 32 39 20
5000 t 210 19 46 55 31
Name AF-2 SA AF-2 AF-2 9AA
No S9mix- Dose (ug/plate) 0.01 0.5 0.01 0.1 80
requiring - Number of colonies/
489 485 115 577 444
Positive Plate
control Name 2AA 2AA 2AA 2AA 2AA
S9mix- Dose (pg/plate) 1 2 10 0.5 2
requiring  Number of colonies/
1069 356 820 445 297

Plate

Negative control: Japanese Pharmacopoeia distilled water for injection
AF-2: 2-(2-Furyl)-3-(5-nitro-2-furyl)acrylamide; SA: Sodiumazide;9AA: 9-Aminoacridine; 2AA: 2-Aminoanthracene

T : Precipitation was observed.

The colony count used the mean of two times of measurements.
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Table 1-8 Bacterial reverse mutation test with A. brasiliensis (heated for 1 min at 105°C)
(Main test)

Number of revertant colonies/plate (mean)

With/without metabolic ~ T€st substance dose

activation system Base-pair substitution type Frame-shift type
(ng/plate) TA100 TA1535 WP2uvrA  TA9  TA1537
Negative control 129 12 32 21 9
1000 + 129 9 32 22 11
S9 mix 2000 t 145 13 32 30 15
) 3000 + 148 14 30 36 23
4000 t 152 10 44 36 32
5000 t 166 11 50 35 30
Negative control 117 9 37 28 16
1000 + 147 10 31 36 19
S9 mix 2000 t 170 9 31 38 13
+) 3000 t 184 17 45 39 21
4000 t 192 15 48 53 19
5000 t 184 15 51 46 26
Name AF-2 SA AF-2 AF-2 9AA
No S9mix- Dose (ug/plate) 0.01 0.5 0.01 0.1 80
requiring - Number of colonies/
438 419 101 568 530
Positive Plate
control Name 2AA 2AA 2AA 2AA 2AA
S9mix- Dose (pg/plate) 1 2 10 0.5 2
requiring  Number of colonies/
1077 313 77 3% 305

Plate

Negative control: Japanese Pharmacopoeia distilled water for injection
AF-2: 2-(2-Furyl)-3-(5-nitro-2-furyl)acrylamide; SA: Sodiumazide;9AA: 9-Aminoacridine; 2AA: 2-Aminoanthracene

T : Precipitation was observed.

The colony count used the mean of two times of measurements.
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Table 1-9 Free amino acid content of A. brasiliensis
Free amino acid  Result (g/100 g) Method

Arginine 0.3 Automatic analysis of amino acids
Lysine 0.23 Automatic analysis of amino acids
Histidine 0.13 Automatic analysis of amino acids
Phenylalanine 0.24 Automatic analysis of amino acids
Tyrosine 0.3 Automatic analysis of amino acids
Leucine 0.29 Automatic analysis of amino acids
Isoleucine 0.15 Automatic analysis of amino acids
Methionine 0.04 Automatic analysis of amino acids
Valine 0.22 Automatic analysis of amino acids
Alanine 0.64 Automatic analysis of amino acids
Glycine 0.15 Automatic analysis of amino acids
Proline 0.29 Automatic analysis of amino acids
Glutamic acid 1.12 Automatic analysis of amino acids
Serine 0.26 Automatic analysis of amino acids
Threonine 0.32 Automatic analysis of amino acids
Aspartic acid 0.2 Automatic analysis of amino acids
Tryptophan 0.07 High-performance liquid chromatography
Cysteine 0.11 Automatic analysis of amino acids

EH ~URPMERBR

IIMERBR OFERIX, (TABLE 1-10, 1-1DIZ/RL7=, BRI E LTy a7+ X7 7
I F% 100 mg/kg #5- L7 HECIUT D/ ME O MBS 1, B%T&ﬁﬁ@%i&tti& LTHEIZ
WInL7=, —J). A brasiliensis \Z2OWTlL, X’ BMEIC LA BEREDREE., /|
BE D HBUBEEE (X FREE & e L CHEZRBIMTRD S h o7, 7=, JRifLEkiz
580 5 GEFARMER D ELRIT, W ORES BHEXHIREE & OMICAEEIZ R 2T, 2
D DOFERNG A brasiliensis1mg/kg DG 1T BRI T o/ MEE-Z RS T,
BInmMEE RERNWZ ENRHA LN 2o T,
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Table 1-10 Results of mouse micronucleus test at 24 hours after administration

Group Animal Cell Count Percent MPCE per P Value
No. PCE NCE**** PCE 2000 PCE for MPCE***
Control 1 63 137 31.5% 2
2 88 112 44.0% 8
3 74 126 37.0% 4
4 80 120 40.0% 5
5 76 124 38.0% 6
Mean 76.2 123.8 38.1% 5
SD 9.12 9.12 2.24
Test (1000mg/kg) 1 100 100 50.0% 2
2 83 117 41.5% 1
3 83 117 41.5% 1
4 77 123 38.5% 0
5 96 104 48.0% 1
Mean 87.8 112.2 43.9% 1 *
SD 9.73 9.73 0.71
Positive control** 1 70 130 35.0% 13
2 91 109 45.5% 62
3 71 129 35.5% 31
4 79 121 39.5% 28
5 54 146 27.0% 17
Mean 73 127 36.5% 30.2 0
SD 13.55 13.55 19.28

* Test was not performed if the total value was lower than or equal to the control value.

** QOral administration of 100 mg/kg cyclophosphamide.

*** P < 0.05was considered statistically significant.

**** PCE: polychromatic erythrocytes; NCE: normochromatic erythrocytes;

MPCE: micronucleated polychromatic erythrocytes.
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Table 1-11 Results of mouse micronucleus test at 48 hours after administration

Group Animal Cell Count Percent MPCE for P Value
No. PCE NCE**** PCE 2000 PCE for MPCE***
Control 1 94 106 47.0% 2
2 77 123 38.5% 3
3 90 110 45.0% 2
4 66 134 33.0% 3
5 95 105 47.5% 1
Mean 84.4 115.6 42.2% 2.2
SD 12.54 12.54 0.84
Test (1000mg/kg) 1 100 100 50.0% 2
2 82 118 41.0% 2
3 100 100 50.0% 2
4 77 123 38.5% 2
5 77 123 38.5% 4
Mean 87.2 112.8 43.2% 2.4 0.8344
SD 11.86 11.86 0.89

** PCE: polychromatic erythrocytes; NCE: normochromatic erythrocytes;

***¥ P < 0.05was considered statistically significant.

**** PCE: polychromatic erythrocytes; NCE: normochromatic erythrocytes;

MPCE: micronucleated polychromatic erythrocytes.

B ~vRVrT7+—~< KRR

AREERIZIBUNT, 625, 1250, 2550, 5000 1 g/mL DFNFENORRIKEEEL =22 b o —/L#E
DZESRIE B OB % el U= 555 . 3h OB RERILERIE 2 B W TR ETE AL R IEFIE
T (-S9) BIOMFET (+59) & BITHERBEIMMIA SR o720, BHEEE S B

24h D RWFHE] (REHSIELIEFIE ) ISRV TENIEM OB 23 /B 5 vz,

LarL,

ZOMEIF/NE L RN O MBS TH D HIRZLREFAEE OfE (200/10°) %X
TNWRWTZ & F£77 . BAESTRRD Methyl methanesulfonate (MMS) & EEER L T H 032 0
Bz 2 X v (Table 1-12) . A brasiliensisld, w7 A Y 7 —<ElBRIZB W TE

BRI RSN ERH LN E 5T,
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Table 1-12 Mutation frequency of A.brasiliensis assessed by mouse lymphoma test

mutation frequency (/10°)

Sample concentration 3h 3h 24h
(ng/mL) (-S9) (+S9) (-S9)
Control 128 67 87
625 147 77 65
1250 139 81 62
2550 198 53 107
5000 177 69 175
MMS 618 262 736
B—E BE

THY 7 AX, RO 3KERE S LT AKPTERSEN TR 72 IR O mWRSL T
BHb, LinL, HEE, BERESCERIZLY . ZORESCEA RS BRI Do 2
T T IVEMBEED A brasiliensis \ZOW T, THIEZ AW D18 )G 22K B aER | |
U ZNMERBR] RO T= 02 ) 7 3 —< TKRER) 2170, ZetEa st L,

CHIE &2 WD 1 IR 29RE Bk | ClX. A brasiliensis & W TEilBRRIZIHWNT
ZHan = —HIm L=, EBRWEROT7 I i (eAFVy NI T T 7 Y)
MR L TV D AR R STz, T~ 7 AR ([2B W T, ¢ BEDRER,
ARILERIZ 5 8 2 G55 AR MER D FE 31T W OE S BRMTREEE & OMICH BEZ2IT 2 e
O, HHHIIIC BT D MEMN 2R S TEEERITRD bhote, R 7
+—~ TK&EER ) I[TBW T, A brasiliensis (TEGFHEZ IS o7, LLED in
vitro, in vivo DOFEERMNG. A brasiliensis |IBEhFEM E U TLEMEIZRIEN 2
ZEWREINT,

F7-. BHEEITIRIOE I, A brasiliensis DE ]\@%")\@f/\‘@ﬁiob\“(@#:
[FIRFSE A FEhE L C & 7o, EORMBRTIX, 4 brasiliensis 100 %$EA|% i & 3000 mg
Z 3 AM., BN 134 ICEIEE, BInT, BEEICARE - G - BMI - RIEE -
WIEAE MR 2 1 L, Bl a2 ATV, MR A L PROMRAEZ WE L, ZORR, KEH, I8
B, BML, (AIEMIROAERZITAGNAT, 13 & A EPEEEOHFATELL, K&
EALIIBE SN T, Betiigge PRECLMERINLTWS, 51
brasiliensis % B &D 358 (9000 mg) Z#EH (6 W H) 11 L ITHEEIEH, T%H&Hu
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BOMBIC & 2 AR, BRI &2 ML, IR s, SR a2 5
T LIZED S OITFEMICHT LTc, ZoRMETYH, iTsERmAE (GOT, GPT, vy —-GTP)
TR CHERE(RITR L, RFEFR, 7 V7 F=MEITIEFROHKHTH Y . B
BEICOLRBE L 2T, Ml RAEFRRIIBO SN -oTc, £, JRETT o T BRIRIT
FECILUEH AD NK AR S5 = & | BIEA DM = L 27 o —Lff, Pk
NEWSE A T, RFRE % T 5 RS St 7,

AR TH O Tl AV 5 EIRSRERRR ), T~ v 2R kO [~ 7 2
UL 74— TK 3RBR | OFER7 SRS & 1T T X 78 A DZRANEIZ ST ORF
FeR B IR LT A Y 7 AR AR AT A L T LS B,
A brasiliensis WS LTRETHD Z LMALTNS, £z, UM - %A
HTH - THHEHSCEMK, B HEIC K> TR RERENEL D Z L 2 iR
HZENTE, BOETIIAR 2 REEERLDTE L TWDL, Wb oL s
PEDSHE LR SALTWRITIURZR S 220728 | 2 OB FLIZBE L CIIIRIEE AR L CH AR
2TV, FIRBEICH T B2 RIETRETHA D,
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BE BB A 7 2 OHEBEMERRTTE

Frim

T AV 7 AL AR TIZI9TFIC N TAFFIT RS L, 1990016 & 0 JfkF & L TRE
IS 5D L 9 I o e ERRMFBEM TH D, 77 VL TORKBRICE S EFHE
XL ED ., ZOBROENNTOIERT —% bt TABRAREK L SERIERD - %)
Z QL (BIEDHE) OWFICHFET 5] fRREMFM & LT20 F£L EIZh7Y iy
EIRR L CT& Tz,

TEDOHIZRIZEY . 77 VI THRBHAE: XN A brasiliensistd, SoyZitiElE
FANRBEENTND B-T NI N\ RREET H Y 7 AR5 (%L G820 T
R VBT TR SN A MITXIF EA LG ENR2NEX I 0D 22 EICETD
T EDHEREN TS, AL OBRICB W TRIREEEEEZ T > TV D72~
FTHRIH—F R 7z ) =LA F L F =P L OB FIREEEE NG L TR
W ZELHLNERD %h%@é%%%_ﬁfé%%%&ﬁéMTw o ZNET
DEGRIFIED D, A brasiliensisDIEBUZ LY | & N OERNOGEIEZIRIE T 57
AR (NK MR oTEME L) 72 8‘753‘?5'}%2}%('1/\50 UL S, A brasiliensis® HH
AETEIZBIT D, QLA~DOFRIZEE L TIE AT S TVRYY,

Z ZTCARETIX, A brasiliensis% & AT HEMOBIIIQLIZ 5 2 53 HEIZ ST
FREET D721, A. brasiliensis& A fih % 120 FEFERSE, HEAEILEOQLE T
Yr—FRAEL, Bt A EATHMI T2 L & LT,

BT EROL

1. WFFE S HEts R

ARFGEIE, BARGRERGEZ UV =>7 (F{EH : T103-0001 HAHHHRX) | #
ST 4 —F 4 — 32— (F{EHL : T150-0021 BREERK) | A —4 v 2 AR
(FT{EHL . T171-0014 HAHERX) | MR Stho 27 —/L>)b (B e : T 191-0002
FREB AT OWAIDbH LICHE M LT,

2. {ﬁﬁf_ﬁ'éé’ﬂﬁﬂf‘@
. WEEE BRI X DK
jﬁﬁﬁmi ALY REF ORHICAND | FITHERE O NMERGEICARE L, JEFE
(BT D fmEEEE CCHP A, BAEGBE SR (S>> THEM Lz, AF7EiE, AR
EEERGE 7 V) =y 7R ZE RO E L2, COARBEBTHICFEMm L, KGR

34



A :FRk23 45 H24 H)
2.2. TT7ANV—BLOEANEROLRHE

AR ELEMX, AFEFEB LU0 OMEBREGERET — % ZEXA{L L, B DK
LR ILHFFE SNDE T, [EFTEIIER Loz, Ix T, Ykl fii o728

TR DTN B 72 > THERE OE N IHFRIRGE IR KROER Z - 72,
23.@%@@&

AREREEEANT, RBRERIZIET . A 16 LT B HoT7ik, B~
ZINTHOHBERTRD 5 Z L 4 LG 3CE L T o b B o#'E B
FONEZ+5 ﬁ%b R OB A EEICES FEZ LETRE L,

2. WRBRAE ORI

A A2 UG L 7o B 494 (BT A A =2 S8, EIEEIET 7 — b, &l
MR, HIRHE, BERA, —AREERRE (R | MERRAE R X ORRRE O SR
EMRET v — ORI ZE I LT, BEETRAEOFER G MR sTgA7 Wak FE
PMEL . RBRO BAYICHE Lo 95RE 2244 IR L, (KA EEEEE (1H358) /-3 A
EAEEE (18588) ([CHANT-, B IR B il L OB EEIR b B34 ffm L, &R
B L ORI L OB R A 55 O FLek % Bilhs S B 70, BRI ) HR s BB & i & B
L7 & B2 HEEICRie S 70, BORE [T G 60% (430 H) (261 B RA
BIO2#% B5HHE) ICI2BEBAMREDOT- DKL TH SV, KRR, FARHE, P
TR, MERRRAE, FFRREOSRES KO T v — MEAE S LT,
1218 B A2 1T ERimAl \—LjJDL/T —ixERARRRE (iK) HIT-o7o, 72720, ik
Be T H ORITHBLAPNIZEE TR (BB, MEDRE A, B, Sk L) B X OUEYGMED
THUER S FBL LT A aﬁﬁﬁ@«%%azﬁxmaﬁéw& ICHREREZLEE L7, &R
A RBERT HILERE L, &wﬁ@if_%ﬁ%%x ZOBRITHBAEKR T ETKELITRD
FGUNOIREEEEIE LT, WI2BFEE CICBEL, +oICHERZ 52 Lz, B
BYHOFIIAFE CTHEE 21T, HEEX DORITKELITRD FHEUSNSOHER LU
SRR L, ZEMECRBES T,

4. RBRTYA v A—TF R

4.1, BRERBRE R 244

4. 2. ABRFERHIME : 201145 H 22 2011411 A 1290 L 72,

4.3, PEBRF OB L OBRIMEHE © DUF OBRPUEHEL T Tl L, M oBRSMEHEIC
i U7 W A Bk LTz,

4.3.1. JRPILUE
1) A 20mE LA F60REATH D F 4
2) WEHET sTgA ZyWAREE MR DF GBINATRA 2532 L712494 D 9 B WERR H1sTgA
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4.3.2. BRofILvE

1)

2)

3)
4)
5)
6)

7)
8)

9)
10)
11)
12)
13)

KRBRESHOFRNS (B-7 V) 22 < GBI H 2 WIF5Rk U@ R b
EERLTNWNDLHE

T ULVXR—RE (FEIET LR —ER (TERIE) . BT LU — R
K. BB, 7 NE—PEREE, T LR —PEERL) OBEEA T 5%
R EN O DIRFEE T L TWDHE

AR AARTHNENHS £ T2 1T EEEE O WKRTEIIEEF L TV HE

~ TV EOWLWVER A BEAICIT o TV DHE

AR I E ST 2 SR AEDO FIHZHE EB 0 ICERTE nE (MR
PEUR &)

BETORBEETLH, £RITRENSLEL SN H

BEPRIF . FFZEER. BRAR, EilE, ik E, e R S O REERRB O
R R VAR o3

RBREMIZLD T LAY =25 &REZIT RO HH
FATORHRREM, HFEREMN S, HRE L L TCARE s s %

R P ICATRE AT 2%, T3 BUEEET, #ALTThLHE

ARERA~ DN REBSRF I OERRERERIC SN L T 55

Zofh, FBREATEMPSHERE & U CREY &l L

4.3.3. RERENL - A brasiliensis FEIKEGHEN
4. 3. 4. RERE MO/
AR L7 B g i OfEk, B5Ry& ' A Table 2-117R T,
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Table 2-1 Test Food Composition, Ingredients and Other Related Information

Test food
Compositionetc ~ Raw material Agaricus brasiliensis KA21
Form Tablets,PTP packaging
Active ingredient B-glucan
Date of manufacture April 22,2011
Expiration date April 22,2013
Storage method Store at room temperature; avoid direct sunlight,

high temperature,and high humidity

Test food provider Terra Forte Co,Ltd
Nutrient B-glucan 1 () 12.4
Composition Energy (kcal) 179
(per 100g) Protein *2 (9) 39.8
Lipid "3 (g) 2.9
Carbohydrate 4 (9) 43.1
Sodium *5 (mg) 3.4
Assessed by *1:enzymatic method , *2:Kjeldahl method(total nitrogen x6.25),

*3:acid hydrolysis method,*4:100-(moisture+protein+lipid+ash),*5:atomic absorption spectrophotometry

4.3.5. BEEL X OEEURH

AEBREIE, 1S OBEESSE (900mg) F7-1E58E (1500mg) % 12314 i H HEHL
&L, BET AIFEITHIRR E L BIRLENESEIEEOHO ) HICERT 5 2
EL L7, AL, MEYHITMREK THE CEIREE 2o 7, HEUFIZ 1284 (84
H ﬁfﬁ) L Lf:o
4.3.6. BIG-REIRE DR ERML

WEDT 7 — MEEICB WD TRER A 5L800mg DFE I T/ HIEIR DA 7 H AL TV
Do Flo. WEICHBRKIEE A3 FE M U708 REDGUER T, 1H308E (9g) E TOLEME
DHER SN TND Z b, ARBROBIEZHE LT,

4.3.7. EBWIFERHET 47—~ QLT o — 1)

T 77— MI34ADERIEHE (Table 2-2) THERL &AL, ALOIREE, HEEOIREE,
ZoWkie, RoREER L OMEROBIEICHOWTEE SE7-, JLodkie, PeEowkie, &
DARFEI LR DIRBBIZ OV T, FEFITEVIREE (1R 220IFEFITRUVIREE (555)
F COSBPETHEIE Sz, HEROBIBIZOWTIEL, By Y N\—EIREME (0 AGE

_— =~
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i) OERIEHE & HREDD X IIZHONT, FFEFITRVIRE
(3R) ETOABPETEIE S22, vy Y — 7 IEIREMZE (A ARGER)

Hid, By Y A"—7HERERZE (BAGER) OEEICHED, GFFA a7 LHERO

MR IR ] |

(ERIRISAEIN
ZEtRE LT,

Table2-2 7 >/ — FIEHE EEFAR

HH BN
LA et 1 RO N RSy et 1 B OO 7 7V, i
ﬂl@ﬁ®mﬁ@ﬁ
HE(HE IR TE 5l 1 MO R ﬁlﬁﬁ®@®h & - PRIk
e 5l 1 M 052 @%@3/ 5 1V EMOHKITEDE, i1
ZDIRhE . .
WA OHAZDO R
BT 1AM OF RO (IR - B | Fall 1A B
- o (IRFEYT) | Rl LEMOEZ Y, &k 1 EEO Ak
VA, 1T EMOTFROG 2, & 1EBO K7 A4 74 O
e, Har 1l » Ho (B 72 &) R
vy N — JIEIRE S M E A
WA ORERR, #1200 O ANIRKERE, #wE 1208
OFLRFRER], 2 1 A OREIRFFR, @25 1 5 H o AR K #EE
fEERR D E 1B FELHE, WE1HOEROE, #E 1) H @Hﬁﬁ&%ﬂ@ﬁﬁﬁ

BERE. mE 1 A OHRIEEN R OREEREESEE, A1 20H O
EARHERF

WEIPHOEREDD L X

4.3.8. HRWERAT RS
FTEDRR A7 ¥ 2 — B L UORBNE 2 2T T LTERE O 5 B, LT Ot
GRN LB YT OB ARV LTZE & LT,

4.3.9. fENTRI SR R E

1) HESRCERODO KA, FRIATRITNIA

38

(040 2B IR I VIRTR
DE R
2NN
MR )=, MEARIREE, IRAI OGN, A REEERNED TIRER =27

BT 72 ERARE RO 2 1872 91T 2 D8R

ZIZRONDGE

2) BRAMEMEIZEEY L Cne 2 &R0, HlfRFIHA S T & 0 2 & BRI AL
IZH BT o T h
4.3.10. REMMHTRISE



4.3.10.1. AFFL BN T ECTLERLEERESE L L,

4.3.10. 2. HEM : AWM ORI G 1T. AT ISRE L R—& Lz,
4.3.11. FHE A

4.3.11. 1. AhMERHEEE - & o — b

4.3.11. 2. HREREAG T i - (ERR T > r— MTOWTIE, B 4 I 0Ol O 18 BT
6> B DAL ZWilcoxonDFF 5 E NEALR E 2 FHV TR L 7=,

4.3.11. 3. ZAMFMEEE - AFFR (AMEER, BARRAM, FERIEME, BB
A1)

4.3.11. 4. RAMERMIHE  AEESICHOVTIE, REBRA S & OREERE L OB M
O B2 BT ER S HIW U7, BRRRRE, SR ORET — 2 1%, [Ex OfRE O
T A AIE A AR S e = R BE O 0 B ELMERGDH (BRI A E O35 1T AR B oD SLUEST
FH) #2FI1C LT, RBRELEMSTHE L7z, 72, SREHEB 2OV CTEEGHIHE & &
12 HEMEOEZL A BEZ V- CRHE L7z,

4.3.12. FRB XL OHEKAE | FRAEMITFEHE AR HERZE TR L, RIEDHA BRI
WAL B EIS %E L7z,

B AHEON

QOLIZAE FRE 7 > 7 — N 21TVl L7z, ERTE B IXFEBROETable 2-2 TR L
el 0, MLotREE, PHEOIRRE, ZOREE, (KOIREEER X OMEIR O EHIZ-HOW\W T34
HAZHRE LTz, NLOREE, HHEDORRE, ZoMKiBI L OEROREBIZ OV TR, FEFIZ
FUREE (15) MOIEFICBVIREE (558) £ TOSERECRIZ S0, MEROEIEIC
DWNWTIE, By Y AA—JIEREMZE (HAER) OBEMEE & BROO L ZITONT,
FEFIZRVIREE (05) 22 BIEFITEVREE BR) F TO4BMCRIZ Sz, By
N—ZHEREMZE (HAGER) OEMEB L, vy Y A \—EREMZE (HARZER) O
EIEITHE, GFtRA a7 CHEIROE, AMRFRERH], BEARKE ., MEARZhER, BEARIRIEE, AR
O, AHPREEREEDO FTARER a7 25 R L,

BrE124 | Lotk 124 OFF244 &8sk U, IR ERE & B ERIC K 12492 (IR &8
B4, P64, mHERE  Bikes ., otkes) AL, B AL ZER S E 72 (Table
2-1) .

¥, —IEROYERE TIL, BEETOHEERR A F 7o (SRR R A IR ER RS O T H
DRONTED, BELEMPIREEBRSINCEEN W E AR L%, sBRICHAANT,
AR

BB, FERENC X 2% 2324 (1D. 808, ZM, 43H H., &M &E#E, 1D. 840,

0
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Mk, 450 B, EHAER) Ho7e, £72. ID.812 [ImARIHCHANA, 1H3BEL
ERL W oo, EAEREE LTI H- 7z, Z OMICHRER I = S
DO, A OBERIT 20 o7, £2, RBRELOEBEERIL, ID. 803 2391.7 %,
ID. 836 %391.8%, ID. 812 2398.8 % CTd V. TNLIF D194 1F100% Tdh -7z, %@F%
BN R E BT 224 L n o 7=, 7ed5. 1D. 849 (XEH78H HA5H85H H IR EE
RBFEH L=, 12BEMAEZTHMZEL L, 920 HICHH L7-,

Table 2-3 Background Features of Subjects in Efficacy analysis

Item Unit Low-dose (L) group High-dose (H) group
Number of subjects 12 10
Sex Male (people) 7 5
Female 5 5
Age (years) 42.8+9.9 43.2+10.7
Salivary IgA secretion rate (pug/min) 36.57+10.53 36.02+9.41
FRMT KI5 DY KA+

Table 2-3 |ZHZWEMHTRIRE O R/ 1 & LT, A, MR, EERETR AR O MR
HrsTgAsy Wl 2 7= L 7=,

Table 2-4, 2-5IZ KT v r— MEREZ R LTz, IRITEBOEOA T X, &HER
IZBWTHERGETD2.7 £ 0.5 7266 MEZ3.2 £ 0.4, 12 BHEIZ3.2 = 0.6 &ZFh
FRABICHEM U (Figure 2-1) , AEZOEOZ a7 ImAERICBW T, BEEIO
24i111W%6‘E 73.2 + 0.7, 12 MAIC3.2 £ 1.0 LFNFENAEZICHINL
7= (Figure 2-2) , JHI& - BEUEDO A 2713, KHAERICB W TERGETD2.1 £ 0.9 »
Ex12@thmt08&ﬁ%_%MLko%%%ﬁmﬁwf%ﬁ%@21iL1ﬁ:
5. 12 HHEIZ3.0 £0.9 L ENFNEZICHMLUT Figure 2-3), BOFEIOZAa T
N %%%ﬁ’ﬁwf%ﬁ%@z + 0.8 b, 12 WHEIZ3.3 + 0.8 FNENAE

IZHEIN L7 (Figure 2-4), HZ VY O A a7 L, [KHERICEB W T, BEETD2.1 £ 1.0
M6 HWEIZ2.8 = 0.6, uﬁahﬁj,iOA)kﬁ%“ﬁwmjg EHEFICRBNT
IFHERETO2. 5+ 1. 122512 A3, 5L 1 E BB L. (Figure2-5) . FEDOH
ZDAATIE, EmHERICBWTEIGETDS. 5 + 1.0 7266 MHEIZ3.9 + 0.7¢4E
[ZHEEIN L7z (Figure 2-6), HHREED 2 27 1%, (KRB W CHERMATDL. 3 £ 1.1
2256 JEHIZ0.5 £ 0.5, 12 #HEIZ0.4 = 0.5 L ZFENFRABICET Lz, & B
ICBWTERETIDLO + 0.5 722056 MEIC0.5 + 0.7, 12 #HEIC0.5 £ 0.7 ZFh
FNABEIKF L Figure 2-7), BROO XSO A a7, KHERIZS O CTERGI
MD1.3 £ 0.5 nH12 WHIZL.0£0.0 L FEIZIE T L7z (Figure 2-8), £7o, /KHED
FER D A 2 TIZOWTIE, AREEDMEHEERED2 A DHTh o oo O A B 2T
OIS TN, 2 4 & BIERBUE LT,
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Table 2-4 Subjective Evaluation Questionnaire (1)

Item Group Pre-intake At 6" week At 12" week
. - Low-dose (L) group 2.6+0.7 3.1+0.8 2.9+0.8
Skin suppleness and resilience .
High-dose (H) group 2.9+0.9 3.4+0.5 3.1+0.3
Skin problems ng-dose (L) group 2.8+0.8 3.0+0.7 2.9+0.9
High-dose (H) group 3.7+1.1 3.5+0.8 3.8+0.6
Athlete's foot *1 Lf)w-dose (L) group 2.0+0.0 3.0£0.0 4.0£0.0
High-dose (H) group - - -
Low-dose (L) group 3.6x1.4 3.3x1.0 3.7+1.0
Bowel movement .
High-dose (H) group 3.2+0.6 3.5+0.8 3.7+0.7
Stool condition and form Lf)w-dose (L) group 3.6+£0.9 3.3+1.1 3.9+0.9
High-dose (H) group 3.4+0.7 3.5+0.7 3.6+0.8
Stiffness of hair pr-dose (L) group 2.5+0.9 3.2+0.8 3.1+0.9
High-dose (H) group 2.8+0.6 3.0£0.5 3.2+0.6
Amount of hair loss L-OW-dOSE (L) group 3.0¢£1.0 3.0£0.0 3.0+0.7
High-dose (H) group 2.7+0.5 3.2+0.4* 3.2+0.6*
Amount of gray hair *2 ng-dose (L) group 2.8+0.9 3.4+0.9 3.3x1.0
High-dose (H) group 24+1.1 3.2+0.7* 3.2+1.0*
Fatigue and general malaise Low-dose (L) group 2.1+0.9 2.7+0.9 2.9+0.8*
High-dose (H) group 2.1+1.1 2.7+0.8 3.0+0.9*
. Low-dose (L) group 2.6+1.2 2.8+0.8 3.3+1.0
Eyestrain .
High-dose (H) group 2.4+0.8 2.7+0.9 3.3+0.8*
- * *
Shoulder stiffness Lf)w dose (L) group 2.1+1.0 2.8+0.6 3.1+0.9
High-dose (H) group 2.5+1.1 3.1+1.3 3.5+1.1*
Stress Low-dose (L) group 2.4+0.7 2.6+0.9 3.1+0.9
High-dose (H) group 2.6+0.8 2.5+1.0 3.1+0.9
Coldness of extremities pr-dose (L) group 3.0+0.9 3.2+0.7 3.3+0.6
High-dose (H) group 3.5+1.0 3.940.7* 3.6+0.8
Dry eye condition *3 L-OW-dOSE (L) group 2.2+0.4 3.2+0.8 3.3+0.5
High-dose (H) group 2.5¢1.7 3.3+1.3 3.3+1.3
. .. Low-dose (L) group 3.8+1.1 3.8+£1.0 3.8+£0.9
Physical condition (e.g., cold) High-dose (H) group 3.8£0.6 3.9£1.0 3.6£1.0

+ Low-dose(L)group: n=12; High-dose(H)group: n=10

*1 Low-dose(L)group: n=2; High-dose(H)group: n=0

*2 Low-dose(L)group: n=12; High-dose(H)group: n=9

*3 Low-dose(L)group: n=5(at 6! week); n=4(at 121" week); High-dose(H)group: n=4
+ Values are expressed as mean +

+ Wilcoxon signed-rank test compared with pre-intake ¢ sk ; p<<0.01 * ; p<<0.05

standard deviation
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Figure 2-1 Amount of hair loss
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Figure 2-2 Amount of gray hair
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Figure 2-3 Fatigue and general
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Figure 2-4 Eyestrain
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Figure 2-5 Shoulder stiffness
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Figure 2-6 Coldness of extremities

Figure 2-1~2-6 1%, W9 iLY A brasiliensis @ 6 1k, 12 LKL OfE &
FEHRTOME D & DZEAL % Wilcoxon DFFSAHIEN K E &2 VTR L 72,
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Table 2-5 Subjective Evaluation Questionnaire (2)

Group Pre-intake At 6" week At 12" week
Total score Low-dose (L) group 5.1+2.6 4.0+1.2 3.7x14
High-dose (H) group 4.7+15 4.5+1.4 3.9+1.1
ltemn Low-dose (L) group 1.240.6 1.1+0.3 0.9+0.5
High-dose (H) group 1.4+0.5 1.3+0.5 1.1+0.3
. . . Low-dose (L) group 0.3+0.7 0.1+0.3 0.3+0.5
C2: Time required for falling aslee
ime req! ng aseep High-dose (H) group  0.2+0.4 0.440.5 0.1:0.3
. Low-dose (L) group 1.5+0.7 1.4+0.5 1.5+0.7
C3: Sleep duration
p orat High-dose (H) group ~ 1.2+0.8 13+05 12+0.6
. Low-dose (L) group  0.0+0.0 0.0+0.0 0.0+0.0
C4: Sleep efficienc
b etticiency High-dose (H) group 0.0+0.0 0.0+0.0 0.0+0.0
. . . Low-dose (L) group 0.8+0.6 0.9+0.5 0.620.5
C5: Difficul I
ficulty In sleeping High-dose (H) group ~ 0.9+0.3 1.0+0.0 1.0+0.0
o Low-dose (L) group  0.0+0.0 0.0+0.0 0.0+0.0
C6: Sleeping pill use
ping pit s High-dose (H) group  0.0+0.0 0.0+0.0 0.040.0
e . . . Low-dose (L) group 1.3+1.1 0.5+0.5* 0.4+0.5*
7: Difficul t ke d the d
C7: Difficulty In staying awake during the day - o oo () group ~ 1.0£05  05:0.7 0.540.7%
) . . Low-dose (L) group 1.3£0.5 1.2+0.4 1.0£0.0*
Q5 Ease in getting out of bed High-dose (H) group  1.4+0.5 13405 11:0.3

+ Low-dose (L) group: n=12; High-dose (H) group: n=10
+ Values are expressed as meantsandard deviation

-Wilcoxon signed-rank test compared with pre-intake **: p<0.01, *: p<0.05

2.0 2.0

1.8 = H 1.8 —_—L H

1.6 1.6

1.4 1.4

1.2 12 \

1.0 10

0.8 0.8 *

0.6 * * 0.6

0.4 T 0.4

0.2 * * 0.2

0.0 0.0

Pre-intake 6th week 12th week Pre-intake 6th week 12th week

Figure 2-7 Difficulty in staying awake during the day Figure 2-8 Easein getting out ofbed

Figure 2-7~2-8 1%, WML b A brasiliensis @ 6 Wk, 12 WEKFROfE &
BEETOMED S DZEA{b % Wilcoxon O BHRHIENFRE % AV CREAM L 7=,
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Table 2-6 Hematology test

Item Unit Group Pre-intake At 127 week
Low-dose (L) group 4.55+0.98 5.06+1.30
WBC 3
(x10°L) High-dose (H) group 4.67+0.60 5.29+1.64
Low-dose (L) group 450.5+44.6 445.8+42.8
RBC N
(A0UL)  yigh-dose (H) group ~ 450.3+35.4 451.3+42.7
Hb (g/dL) Low-dose (L) group 13.16+1.48 13.43+1.60
High-dose (H) group 13.42+0.89 13.60+1.46
Ht %) Low-dose (L) group 40.78+4.17 41.5614.48
High-dose (H) group 41.30+2.57 42.16+4.02
Low-dose (L) group 23.13+6.07 22.3845.65
PLT N
(L0°UL) yigh-dose (H) group 24.48+3.10 24.79+4.21
Percentage of NEUT %) Low-dose (L) group 58.5+3.4 59.445.4
9 High-dose (H) group 51.6+9.1 52.2+10.2
Low-dose (L) group 2.670+0.654 3.030+0.880
NEUT count 3
C0°UL)  yigh-dose (H) group ~ 2.411+0.528 2 807+1.246
Percentage of EOS %) Low-dose (L) group 1.8+1.0 2.8+£1.3
g High-dose (H) group 3.6+3.1 4.3£3.8
Low-dose (L) group 0.080+0.041 0.140+0.062*
EOS count 3
(0°UL)  yigh-dose (H) group ~ 0.166+0.141 0.215+0.166*
Percentage of BAS %) Low-dose (L) group 0.81£0.5 0.6+0.5
g High-dose (H) group 0.8+0.6 0.8+0.6
Low-dose (L) group 0.033+0.021 0.027+0.025
BAS count 3
(x10°L) High-dose (H) group 0.036+0.030 0.037+0.030
Low-dose (L) group 6.611.4 6.8+£1.9
0
Percentage of MON (0) High-dose (H) group 57+1.1 4.6+0.8**
Low-dose (L) grou 0.294+0.061 0.331+0.072
MON count (x10°uL) L (L) group
High-dose (H) group 0.266+0.061 0.244+0.093
Percentage of LYM %) Low-dose (L) group 32.3£3.8 30.3+4.7
High-dose (H) group 38.3+6.7 38.1+8.5
Low-dose (L) group 1.472+0.348 1.531+0.474
3
LY M count (<I0°WL)  igh-dose (H) group ~ 1.791+0.378 1.987+0.584

+ Low-dose(L)group: n=12; High-dose(H)group: n=10

- Value are expressed as mean +

+ One-sample t-test compared with pre-intake**: p<0.01, *:p<0.05

standard
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Table 2-7 Biochemical Blood Test

Item Unit Group Pre-intake At 12" week
AST (1UIL) Low-dose (L) group 20.7+7.9 22.8+11.0
High-dose (H) group 20.5+4.9 19.4+3.3
ALT (1UIL) Low-dose (L) group 15.5+5.4 21.3+17.2
High-dose (H) group 18.2+7.2 19.1+8.3
4-GTP (IUL) Low-dose (L) group 19.4+12.6 28.5+21.8
High-dose (H) group 19.8+9.7 23.1+13.7
T-Bil (mo/dL) Low-dose (L) group 0.7240.15 0.71+0.24
High-dose (H) group 0.81+0.38 0.71+0.35
TP (mgfdL) Low-dose (L) group 6.68+0.31 6.92+0.34**
High-dose (H) group 6.89+0.31 7.06+0.32*
UN (mgfdL) Low-dose (L) group 10.80+2.30 10.37+£2.73
High-dose (H) group 10.40+1.68 10.33+1.93
Cre (mg/dL) Low-dose (L) group 0.746+0.125 0.747+0.105
High-dose (H) group 0.668+0.151 0.661+0.160
TC (mgfdL) Low-dose (L) group 184.8+20.3 188.7+20.8
High-dose (H) group 196.9+29.6 200.7+32.2
HDL-C (mgfdL) Low-dose (L) group 65.8+14.6 73.8+£14.9*%*
High-dose (H) group 62.9+15.9 67.4+16.5*
TG (mgfdL) Low-dose (L) group 69.8+30.5 74.7+38.3
High-dose (H) group 61.6+43.4 78.1458.1*
Gl (mg/dL) Low-dose (L) group 90.8+£10.1 90.849.9
High-dose (H) group 91.743.7 92.315.2
IRI (WU/mL) Low-dose (L) group 6.20+2.49 5.49+2.26
High-dose (H) group 5.08+2.35 5.00+3.25
Na (meg/L) Low-dose (L) group 142.1+1.4 140.9+1.1*
High-dose (H) group 141.6+1.3 141.2+0.6
K (meg/L) Low-dose (L) group 4.32+0.39 4.24+0.43
High-dose (H) group 4.32+0.36 4.22+0.20
cl (meg/L) Low-dose (L) group 105.3+1.8 104.6+1.6
High-dose (H) group 105.3+1.1 105.1+1.5
IgG (mgfdL) Low-dose (L) group 1178.3+241.8 1217.84246.2
High-dose (H) group 1259.0+£215.6 1278.24195.7
Low-dose (L) group 4.84+0.22 4.73+0.20
HbAL (%) High-dose (H) group 5.02+0.34 4.97+0.31

+ Low-dose(L)group: n=12; High-dose(H)group: n=10

- Value are expressed as mean +

standard deviation

+ One-sample t-test compared with pre-intake**: p<0.01, *:p<0.05
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Table 2-8 Physical Measurements

Item Unit Group Pre-intake At6th week  Atl2th week
Body height Low-dose(L)group 165.18+9.62
(em) High-dose(H)group 167.26+9.15
Body weight (ko) Low-dose(L)group 59.52+10.59  59.22+11.17 59.70+10.81
High-dose(H)group 62.68+12.13  62.93+12.30 63.06+11.71
BMI (kg/m2) Low-dose(L)group 21.68+2.60 21.56+2.81 21.74+2.66
High-dose(H)group 22.23+2.56 22.3242.72 22.39+2.63
Systolic blood pressure (mmHg) Low-dose(L)group 107.1+14.0 108.2+12.9 109.8+13.3
High-dose(H)group 119.14115 115.4+12.6* 120.0+12.4
Diastolic blood pressure (mmHg) Low-dose(L)group 66.4+11.1 66.5+8.8 68.8+9.9
High-dose(H)group 73.7+11.3 72.5+9.5 74.9+7.8
Pulse rate Low-dose(L)group 62.8+4.2 65.616.2 64.3+4.9

(beats/min)
High-dose(H)group 66.9+5.1 67.1+5.4 68.9+7.5

*Low-dose(L)group: n=12;High-dose(H)group: n=10
*Values are expressed as mean tstandard deviation
*One-sample t-test compared with pre-intake **p<0.01,*p<0.05

B REMEOFAM

LEMDOFHMDT_DIZ, FHREOAEFRLLE=F— Lz, BRMRE, FHUMEOE
BT — 2 1%, {52 OPERFE DRl % SR I B RS C o o 2 R ERIPH (BRAR MR Al
DA TR O HAERH) 22512 U C RBRETE M3 L 7o, MR 2rom .
MRAAG R 3 X OGHANE OHER 2 Table2-6~2-8127R L7=, 72 & ONIERBRIIRE Iz
BIERSNT-AEFROME —E & Table2-9, 2-1012R L7z,

HEFERICOVWTE, BB <920 BRIEROF 2 & | tRIER 3B X
Nic, JERITTRXTRETHY . BERAEFEFRIIAONR T, Bblzho2(t
(ID. 808, EHERE) 1%, MBREIEEMIZL Y, RBRANE OMEEN (B0 L
R EHIESNTEN, ENLUSMNIT T (72l SHWT 15701 EHES:
Table 2-10D1D.808 MDH & - LdIEiRIEL, HEISH H O HBL L 7o, JERFHIE, #
BN H ERICRBR AL OB A TR L& 2 A, SHBITERSHEL L, RBREE
ERIOHERICE D | FERIEED D3 A R EIER 2 Lotk RIRICEER W2 & & fif
BLT-H 2T, BEELLH2BEICHE S L TRE ML OBEE B L7, 3HMEkR LT
JERBFH Lo oo, RBREEEROERICE Y, BERE (1A ICEL TR
BREMAEBI L& A, FOE b UERN B Lz, BEE L L, 8
HEDS HZITIERITIEA LT, #HRFE~OHERUCZIB W T, mEICLBYilEL 2 <&
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DR EBIR UG SIZFEOIER NSRBI LI BN Ex b ot BEHERH -T2,
¥, ABREITIE—EEY 72V 56. Tmg OBYMHEN T I TV 5, RBREEERMIIA
FERIZ DN T, BB ML ORI S B E TE AW, #RE OWRE 22 b ONTRER R
IZE £ D EE R EWEHEOBRUC X 0 IERSREEL LI E2 A E TE RV oD K
FHG LB REREOMEMEL [H500 Lt EHE Lz, MERAE T, K
FERECEOS GHifE%%) . TP, HDL-C, Na 35 X OVEFAEHEETEOS GHifia$k) . MON (FH4y
) | TP, HDL-C, TG MWL H AT & bl L CTHEICEB L7223, Wi b A
PN ORI 72BN CTh 0 B ETERNIEER ORI A2 &Il U7, BHANE T,
BT B OUGHELINE S EEEN R CHE R E# 2R L AR/ £ 8T
HY | RERE(LEMIZER EOREIZZ20 & Lz,

Table 2-9 Number of Adverse Events

Group
Item Unit
Low-dose (L) group High-dose (H) group
Number of subjects analyzed (subjects) 13 11
Number of subjects with adverse events (subjects) 4 4
Frequency of incidence (%) 31 36
Total number of incidents (cases) 5 11

Number of incidents by symptom

Itching in the back of the knees (cases) 1 0
Feeling of heaviness of stomach (cases) 0 2
Diarrhea (cases) 0 2
Stomachache (cases) 0 1
General malaise (cases) 0 1
Abdominal pain (cases) 0 2
Runny nose (cases) 1 0
Abdominal pain, abdominal discomfort (cases) 1 0
Diarrhea, abdominal pain (cases) 0 1
Loose stool (cases) 0 1
Cold symptoms (sore throat, fever, cough) (cases) 0 1
Eosinophilia (cases) 1 0
Increased AST, ALT, and yGTP levels (cases) 1 0
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Table 2-10 List of Adverse Events

Group Sex, Age, Outcome,
&Subject Symptom Relationship Physician’s comments, treatment de tails
ID No. & Date of onset with test food
Male,45, As it was observed during the examination
Increased AST, Unchanged,  at 12th week (October 8), reexamination was
ALT, Unlikely related performed 4 weeks later on November 5.
L -503 and YGTP levels, The results showed almost no improvement,
10/8- but no change was observed 4 weeks after
completion of intake. The event was thus
evaluated to be unlikely related to the
test food.
Male,52, Recovery/ The condition was only observed for a short

L -804 Itching in the back  Disappearance, time on the 6th day of intake, and as it did

of the knees Unrelated not reappear afterward, the event was
(both legs),7/21 evaluated to be unrelated to the test food.
Female,37, Recovery/  The subject reported changes in weather
L-836 Runny nose, Disappearance, condition as the cause. The event was
7126-7/28 Unrelated deemed unrelated to the test food.
Female,40, Recovery/ As the condition appeared from the 36th
Abdominal pain, Disappearance, day of intake, it was deemed unlikely

abdominal discomfort ~ Unlikely related related to the test food. The subject

(feeling of heaviness requested to withdraw from the study

of stomach) ,8/20-9/5 on August 29, and was hence treated
as a dropout. It was confirmed on

L -840 September 5 that the symptoms had

disappeared.Abdominal pain:August 20,
23 (menstrual pain); Abdominal discomfort:
August 21, 22, 24-31, September 1-5.
Oral intake of 1 tablet of Buscopan A
on August 20, 28; oral intake
of 4 tablets of Eve A on August 23

Female,40, Recovery/  During the examination at 6" week
Eosinophilia, Disappearance, (discontinuation), an increase in eosinophil
8/29-9/17 Unlikely related count (19%) was observed. A decrease
L-840 of this count was noted during reexamination

20 days later (4%; 2% during pre-intake
examination). This event was evaluated
to be unlikely related to the test food.
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Female,44, Recovery/ The symptom appeared from the 18th day
Feeling of heaviness ~ Disappearance, of intake.The subject stopped taking the
of stomach, Probably related test food from August 2. Intake was
H.- 808 8/2-8/10 restarted on August 4, but again stopped
because symptom of diarrhea. The from
August 5 disappeared on August 10.
This event was evaluated to be probably

related to the test food.

Female,44, Recovery/ Intake had been stopped since August 2
Diarrhea, Disappearance, because of the feeling of heaviness of the
8/4 Unlikely related stomach.One hour after resuming intake on
August 4, the subject experienced diarrhea,
H-808 although it lasted for only a short time.
No similar symptoms were observed after
intake was resumed. This event was
evaluated to be unlikely related to the
test food.

Female,44, Recovery/ Intake was resumed on August 12.
Feeling of Disappearance, The subject took 2 tablets on August
heaviness of Probably related 12-14,and 5 tablets on August 15 and
stomach, there after,as there was no change in
8/20-8/26 the physical condition.Feeling of heaviness
of the stomach reappeared 9 days after
the resumption (August 20). Intake was
H-808 interrupted on August 22,and the symptom
disappeared on August 26.This event was
evaluated to be probably related to the test
food. The subject requested to withdraw
from the study on August 27 and was hence
treated as a dropout. Oral intake of Tateyama
Digestive Medicine A —1 package on
August 22, 23; 3 packages on August 23

Female,56, Recovery/  The subject reported having eaten cold
H-826 Stomachache, Disappearance, food in excess as the cause. The event was
7123-7/24 Unrelated deemed unrelated to the test food.

Female,56, Recovery/ The subject reported tiredness as the cause.
H- 826 Malaise,8/15 Disappearance, The event was deemed unrelated to the
Unrelated test food.
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Female,56, Recovery/  The subject reported having eaten cold food

H-826 Abdominal pain, Disappearance, as the cause. The event was deemed
8/22 Unrelated unrelated to the test food.
Female,56, Recovery/ The subject reported changes in weather
H- 826 Abdominal pain , Disappearance, condition as the cause. The event was
9/25 Unrelated deemed unrelated to the test food.
Male 55, Recovery/  The condition was observed only on the
H-841 Diarrhea, Disappearance, 7th day of intake, and was thus deemed
abdominal pain ,7/22 Unrelated unrelated to the test food.
Female,39, Recovery/ The subject reported suffering from cold as
H-849 Loose stool , Disappearance, the cause. The event was deemed unrelated
7123 Unrelated to the test food.
Female,39, Recovery/ The subject reported catching gastroenteritis
Diarrhea , Disappearance, from her child. The condition was only
H.- 849 8/8-8/12 Unrelated observed from 25 to 29th day of intake, and

not afterward.Thus, the event was evaluated
to be unrelated to the test food. August 9:
oral intake of 1 package of BIO-THREE

Female,39, Recovery/ The symptoms were due to a cold and the
Cold symptoms Disappearance, event was thus deemed unrelated to the
(sore throat, Unrelated test food. Sore throat, September 30
fever, cough), - October 5; Fever, October 1-2;
9/30-10/7 Cough, October 6. Oral drugs: Kakkonto,
H-849 September 30 (1 package); New S-TAC

granules, October 1 (2 packages);

Colgen Kowa B, October 2 (6 tablets);
October 3 (9 tablets), October 4 (6 tablets),
October 5 (3 tablets); Rakunaru GX,
October 2 (2 bottles), October 3 (1 bottle)

FE ER

MR sTgA A3 W DMED DR AN B e 24 4 2 %8R\ Z. A brasiliensis a3 HE
i@ QOL MR 72 b NTLRMAFHME T2 2 L 2 BRYE LT, 12 HEEEFEERT 5
F—T R AT o T,

ZORER HEET sIgh MEHEICAH BERZEITRD b ot KT v r—
FCIE, KITEOE, BEORE, EITK - EBEE. BoEN, B2V, FRomzx., H
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HRERZE, BROOR I DA a7 N, ZNENOEBERENIESTHEIZYEE L TV,
INEDRERMNG A brasiliensis DERUL., $RITE, B, WHEK - B, B DRE
CEZY, FROMZ, AREENEE, B R OO EBIARFNZ KRBT D ARt R
WIhiz, £lo. ZNUOOFEMEIE. THV I AOFEREGHER S THD BTN
YT Tl < A brasiliensis \ T £ DRI DG 5 2 b, B2 D09
DVETH D,

F7o. QOL 7 — MERLR DN A ORAED bR AEMEICRIED 20 2 & 2358 <
RS Tz, AEFFE TR A brasiliensis (%, KA IMSIATEE A\ PEEEMTHRA M
SRR A Rt E X —ICFRE L, FORKE VT T UL TR STV 5,
BUE F CHAUGER R P P E | ERERFEST, TR E T, B K E
FER, BRKF - ROREMTEE L X —T72 E T MERRRE ST 2N - AR
AT THRY ., ZOWEMREZ SRR SHER L C& 7o, IIFEOMRIZED ., 4
brasiliensis %, GEMIEEH N RIBEIND B-T NI BT AFEET TV 7 A2k
RLSHBEZLEFLIET TR, X IV DEZZREICED I EVHRINTVNS (K5),
ZIVE CTORKRIMTEN S A brasiliensis DERUT LY | & FOREERREZIRIET 5
fEE (NK MR OIEMEAL) ZRENELNTWD P, 2 b DO ISR B2 Nz 5
Z &I Lo T, A brasiliensis DEZEMOES & &M E L TOMREMEZR, S 5125 <
IRIBESNTEbLDOEEZDZENTED,
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BZE b ML B-I NI UM ABHERE T A Y 7 ARFADRER LB AHR
FIZBTDH B-T b o HEOHE

Frim

B=T NI ATEEAIROEE B Z R Ch Y . HEH, MR, Y. ER A<
UM L TN D, ETo, B h 3G RN 2~ 2 e hEme b tice
MERRBRIC L > THLMIZEN TS %, X512, FETIX Lentinus edodes H
3 Lentinan <° Schizophyllum commune FA3E Sonifilan (SPG) SHUiEMEfEEid & L CTH
WHITN D 90 AU A D ZRERIZE L REANZ 2D . ZOWRT -7 V0 Lk
A2 2RK . Dectin—1°Y, CR3%?, lactosylceramide®™ 72 ENFEIE . FH HZHK
7% phagocytosis RO AEMTEMEIZE > TnD Z EpHESNTVWD, —F, ik
EERIEICB T D EARD T TH Y | phagoeytosis ZfedEd 5 2 LIZL - T, HiUi
&R, co-stimulatory molecule ®¥H %A FHIHEHZ L. & L<IX, Fc receptor @
crosslinking, %A ~ B A »PEAEDIERIC X > THIFIRIZKHT 2 AR % ik <8 5
IR EREERMBEEHSTWD I ENMLENTND ¥ B-INh NIZEEREN LT
HAR G 2 IEMEALT D 2 ST 3 E AU T & 78 S — I HURMES g9V 2 & 7
M B-T N fURE L TR eI, HEEE OILFEEE & 23T > TE 2%t
PISMTIZIZ L A 720, SRRBFEE O ARG DX, CSBG ZRMERUR & L THWZREE{L
ELISA JEIC k0, & MfjEIC, BLB-Z /LB (CSBG) FUADSIAICIAET D 2 &,
Fio, PURMEIZE LWMAANZEEZ RS Z LA R LY, F, DBARRO~ T ALY &~
72 EOMIFEHRIZBIB- I NI HUEPFIEL TND ZEEHHNE L7z, E5IT,
AFURITAERN THIR-FUAE SR Z TR L. B~ VT o DGEERMTERICES LT
B EDNRBE N Y, X DICEERRIEE AWIZAFIEIic L 0 BEE, B O ERED
BFIZBWTIEHL B -V VRN ESI T 5 Z E RS Y BB -2 v B U HuRIE
B=U NG, IWEDEEDO—2L LTORRMERDH L, £ I TRETIX, 4
brasiliensis HRD BT V7 2% U CREBRIRBURDIFTEZ MR L. ORFEME,
EEANELEZHMEZ U, 7=, A brasiliensis T 5 Z L2k - T, HUEIMEIZE
Bh 52 DONIHOWTHR LT,

F=E EBROM

1. SEERA B

Aspergillus spp 72 &N Candida albicans OBEFKRIX, MNEATEE N B FEAGE T
JLARREAE (NITE) (T, HARAMOIEAL, 3 WA Z LY7o —%2KEH (Difco,
MI, USA) & vy, 256 CITTHMUHERE L7z, RESESREET MY U AWK, Kz Y o
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LE FOGHEE CRBR, AA) 22OHEA LTz, EREMILEE R 717 o (CSBG, ASBG) (XEE
HIZHEVN, Candida albicans 732 5 ONT Aspergillus niger £V . IRAEYEZRBRER(LIEIC
L VFEE L 7= W, Grifolan (GRN) IX. Grifola frondosa DEGFEE AL 0 & L7-
BT HY T ADDHRKZHERESY (AgHWE, AgCA-1, AgCA-2, AgHA) 1E, BEHRIZHE W TR
L7= ', Sonifilan (SPG) IZBHFFRIZE (H, HAR) 22HHEA L7z, Dextran (X4E{b5: (R
H, BR)IHAF LTz, Laminaran (LAM) & BREH K Mannan (X574 7 14 7 A7 (4R,
AAR) "B AF LT,

2. NI T 47 EHHSEEHE

s N ILIE 2 W TZAFZEIE 1964 FE D~V Y U R EE (2000 FE Y 8T TEE) 12
HERLL Tfrbnd=, £7=, e a baid, 74 V77407 ) =7 OmEEES
DEBEH/T. B2TORT T AT HNZOMEIZHIZD A T —L Rartey N3
. EEIC TR, [EERR T T 4 T, WllEl 24 4, 2[81H 524, 3[EIH 25 443
ZLiz,

3. DABRE O & AFZE

N AR LI 2 ORI~ LY U R B SIS L AR OmBEE SO
AFRBEZT, 2004 4E 1 A 16 BB EAE 4 A 25 BICH R ARBLC @R OB A BE
26 4 (CFYJ4R 49. 016 6 7%, FME 114, &tk 16 4) OBk LG &2 5 Tt o7,
[FIREPEDK FIGERIOH IO & BABFE 26 4 OMIEEERI L, RUSEZ A &
Lol U7z, WERFREAMIL 5 WK UET ¢ BUEE EhE L7z,

4. PUBG HLIRD ELISA 1

96 well Nunc "L — b (Nunc 442404, F96 Maxisorp) % 0.1 M carbonate buffer (pH
9. 6) IR LI= 7 Vb L BIFNC L Y a—F 4 7 Lz, 0.05 %Tween20 (FnG#fis) &4
T PBS TYEH L. 1% My 7 /L7 2 > (Sigma * St. Louis * MO - USA) % &4 L 7= PBST
(BPBST) IZ2T7my X T & 7ok, 7 L— MIKMIGEEINZ, 377 CIZT 60 47
A FaX— kL7, BPST CTHEE, ~AF v —BiEifkbie b Ig6+M+A HUii
(Sigma) Z¥M L. YEiFt%. TMB substrate system (KPL, M, USA) &AW\ TIf X
. IM U UEECRUGE IR IZ 450 nm (23S 1T DL 2@ L=,

5. T T 4 T OEGIRMSE 1

. WIEIB N4 24 4
5&&.%M&%HSIHK74»774V&U:y7K%V1\@%ﬁ2&%@ﬁ?y
T4 7 CEEFE 43. 7211 95%, B 134, LM 114) oM LzmiEs5 T, K
JEPEE S AU L BB LT, SEEFRENIL b %KYET ¢ MEE FEhE LT,
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5.2. 2[EIEBZINEH 52 4

5.2.1. ZNA—T1 @R 2L DRI T AT 52T XL 2OD T N—TI1250F.
G- 7 N—7 (27 4 X 4311 k. B 1344, &t 14 44) 1%, A brasiliensis
TR 100 %DOEERI 1 H 3 g. 6 WA EH 2=, T8RN NV—7 (254 : FHFHn
459 5%, B 124, K 134) X, 78R %E6 WASE Z27- (200445 H 31 H
~2004 411 H 26 H), 0, 3, 6 WHZ LT, ZNENDORT T 4 T hHERIL LTz,
5.3. 3EIEZINEH 25 44

5.3.1. IN—T 2 @ER 2 HDRT T 4T % T XL 2 DOOT N—TIT5750F,
B I N—7 (144  FHFE 499 5%, BME9 4. M5 4) 1%, A brasiliensis
DEEFIL B 3 g0 STADERG 2T, FIvRITIN—TF (11 4 : FHEE 46 11 5%,
Bk e, &b 4) 1%, TT7vRE 3 VARG (200544 A 12 H~2005 4 7 H
8 H). BIMLIZHEG-H{E TITo 7,

5.4. Bl Gk

RERBALARTRIC, X DR T T 4 7 L OEM L, mOSBEEZITOIMERY 7 v e L
7o T ORRIRIZHT BGC LR D ELISA 24T 9 £ T—20 ‘COIRRETHRIF LT,

B b FOEICRBTIHB-IND HURM, BRI DRE

IHNETORFHT LY, §1 B-T VT (CSBG) HUAMMITITMENZED D2 D FET D
ZEnBEINTYD Y, 9 BEAMIGICBT D80 B -7 BRIl OE A ZE
BRI AL &I, U BTN UHURRIEIEIE NS FE B -2 v 0 ATk DA
Jifi#=keet U7z, A brasiliensis KD -7 VT AFBEHRIZHEVY, FRIKDEK
(AgHWE) . #y7 V71 U (AgCAl, AgCA2) 72 S ONZEAT VA1 U (AgHA) 21T 5 = & THAM
L7z 19, YL & Ui Candida albicans FRD CSBG % V= 0 BEYE L 72 5 NS
A. brasiliensisHFRD B-TNH o HHIRE LTRE AR T VT 4 T OHB-T VT
#mﬁm%ﬂmbto%@ﬁ% IMEICIXBE B AR R &S (Figure 3-1),

2 BHE B-T VT T D i E e L= & = A, CSBG, AgHWE, ASBG™’, GRN
1 ), Y-Man DNETdH -7, £7-. A brasiliensis %M ST 695 i % Hrige L
T & A AgHWE OF72 53 AgCA 72 5 TN AgHA DWTFL D 47| ﬁbf%ﬁﬁ@%
<L (Figure 3-1b). EHIZEAZELED bz (Figure 3-2), KfE AN Z & OFpEL
WTHRRT L 72 & 2 A CSBG, AgHWE, ASBG (2 [R%5 72 /1l 2 /x5, CSBG, AgHWE (2@ A
iz r~dERE, B B-I VI KT 2N b EAZERRD b, 72, &
filidr S AR Tix, K 5 o iflizZ% 7 L7z (Figure 3-2), RIZ, CSBG & 4.
brasiliensis BARMHB 5y DA SMEZ B Lo & 2 A SHhlE sy 2 EAETUR & L
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Figure 3-1 Comparison of the reactivity of human sera to various polysaccharide-coated plates.

An ELISA plate was coated with a) each polysaccharide and b) A. brasiliensis extract (AgHWE,
AgCA-1, AgCA-2, AgHA) ( 25pug/mL in carbonate buffer) and blocked by BSA before use. Sera
were diluted and the amount of plate-bound Ig was determined with peroxidase-conjugated
anti-human IgG+M+A antibody. Enzyme activity was measured by the addition of TMB substrate.
Data from twenty healthy volunteers are shown.

18 ¢ Figure 3-2 Comparison of the anti-BG
antibody titer  of individuals with high

= 15} and low titers.
g ' An ELISA plate was coated with CSBG
= 12 (25pg/mL in carbonate buffer) and blocked
© - by BSA before use. Sera were diluted
S 0.9 (x200, 500, 1000, 2000, 4000, 8000,
N 10000, 20000) and the amount of
n plate-bound Ig was determined with
g 0.6 peroxidase-conjugated anti-human
IgG+M+A antibody. Enzyme activity
03 was measured by the addition of TMB
. . substrate.  Data from the sera of the
0 individuals with low (n=4 ;open symbol)
100000 10000 1000 100 and high (n=2 ; close symbol) titers in

dilution Figure  3-1aare shown.
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Figure 3-3 Cross-reactivity of human sera to A. brasiliensis extracts

An ELISA plate was coated with A. brasiliensis extracts (a)AgHWE, b)AgCA-1, c)AgCA-2, d)AgHA, 25ug/mL in
carbonate buffer). Sera were mixed with polysaccharides (CSBG or A. brasiliensis extracts (AgHWE, AgCA-1,
AgCA-2, AgHA), Y-Man, 25ug/mL) and then applied to the ELISA plate. The amount of plate-bound Ab was
determined with peroxidase-conjugated anti- human 1gG+M+A antibody. Enzyme activity was measured by the
addition of TMB substrate.

BH BABEOT B-I NI UK

B-T NI ANTRIERRE A BT OME TH Y . PUEMEEE LS LTH AL T
DI LMD ZOMBERILZ G B -7 N HURMERT L TV D TREMED B 5, £ 2T,
WO AERBE (4 oK EJREMOB IO &, BEEOMEEAFTL, L7/
A Uz R N & i U7, £ OfER, W AN &~ T S oM AZENRE LK
KT TWH T ENRbrotle, iz, FEHED L)L TIHERENMEAMm 2R LT

(Figure 3-4), 7 7 A (isotype) Z & DFED

10000 p
. X W BAT - T2y, BRI RV E S e -
£ 7500 | 7= (Figure 3-5),
< A
% 5000 m —_ Figure3-4 Anti-CSBG antibody titer of cancer
O < patients.ELISA plate was coated with CSBG (25pg/mL
= was used to coat plate). The sera of cancer patients
< 2500 (N=26) or healthy donor (N=24) was added to the plate,
and the plate-bound Ig was determined with
0 ; . peroxidase-conjugeted anti Human 1gG+IgM.
Cancer patients Healthy donor Enzyme activity was measured by the addition of

TMBsubstrate.
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Figure3-5 Isotype reactivity of Anti-CSBG antibody titer of cancer patients.

ELISA plate was coated with CSBG (25pg/mL was used to coat plate). The sera of cancer patients
(N=26) or healthy donor (N=7) was added to the plate, and the plate-bound Ig was determined with
peroxidase-conjugeted anti Human a)lgG, b)IgA or c)lgM. Enzyme activity was measured by the
addition of TMB substrate.

FE BB Y 7 ARAECRIT B UL

B=T NI AT F IR D FERR S HER Sy Th D, £ 2 TIRIT, F A (27 4,
FERREY) - 4311, PERI B 213 &o:14) (2. 6 W AWM A brasiliensis % R SHHL
B=7 N HUEIMEOZEA A fRET LT, IRFFTOFEE fi23, 3198 unit Th 72D
(Zxf L3 7 AR TIE. 3378 unit, 6 7 H AR Tid 3481 unit |2 - L7z (Figure 3-6),

AT, IMOENZEEZ RN T D72 DX 22 =R 2 B Lz & 2 A (Figure 3-7)
PURM OB S EF/- Uiz, 72720, —8Ci3shitE 2 R 38 b 8 0 . BRI HEA
EZNDHotz, —Ji, WHPRTHITAT VT 2> (0VA) 1233 D HiRlIE A B A
{LIFFEO L7272, (Table 3-1), Figure 3-8 (21X, 4 A DOARMREZE T 25T B~
TV APURTR B TNIHL OVA HUR O Tl DRI 2 b & 7= U T, {2 ISR e B b &
RLTWAHOD, 2 TTH B6 LN EH Lz, —77. OVA 12X 9 B HuAMMIL, RREE
72722138 Hv7ehr o 72 (Figure 3-8), ZiIVHDEFE N, A brasiliensis D& T
D BTN AKX BPURRIBRIC L > THURMEDA EH L2 D B X HD,

PURIZZ 7 A Z L ITHEE 70 © NTHEBE R RS2 A LTV DH DT, 77 & (IgG,
IeM, IgA) T L OHUAMEZFRTE Z A, 1g6 7 T ADHL -7 VT U HURD Ifih ik
ol IgM B Igh 7 7 AD0FUA b S/ (Figure 3-9), S HIZ, 4
brasiliensisARFANE 7 Z ADHLL -7 VT U HURMEIZ ED X 9 72 L3 & 5 O H kgt
L7z& 2 A BRI AERH D & O D 16 1T MR 30. 4%, IgM 1% 49. 5%,
IgA 7 7 AT IRMBAREITHEIN L b @V ORI 90. 3 %% /< L7z (Figure 3-10),
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Figure 3-6 Effect of the oral administration of the A. brasiliensis preparation on the anti-BG antibodly titer

An ELISA plate was coated with CSBG (25ug/mL in carbonate buffer) and blocked by BSA before use. Sera were
diluted and the amount of plate-bound Ig was determined with peroxidase-conjugated anti-human IgG+M+A
antibody. Enzyme activity was measured by the addition of TMB substrate.
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Figure 3-7 Rate of increase in the anti-BG antibody titer in the A. brasiliensis or placebo group
The anti-BG antibody titer was measured by ELISA using CSBG-coated plates. The rate of
increase in the titer was calculated with the following formula: Increase in anti-BG antibody titer
(%) = (anti-BG antibody units after taking—anti-BG antibody units) / anti-BG antibody units before
taking the preparation.



Table 3-1

Increase in titers of anti-B-glucan and anti-OVA antibody in the A. brasiliensis group.

average increase titer (%)

3 months anti-p-glucan 21.8 +63.6
anti-OVA 13.8 £50.5
6 months anti-p-glucan 33.8 £77.0
anti-OVA 117 422
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Figure 3-8 Kinetics of anti-BG and anti-OVA antibody titers in volunteers taking the Agaricus
brasiliensis preparation.
An ELISA plate was coated with CSBG (25ug/mL in carbonate buffer) and blocked by BSA before
use. The Sera of human volunteers at 0, 3, and 6 months were added to the plate, and the amount
of plate-bound Ig was determined with peroxidase-conjugated anti-human IgG+M+A antibody.
Enzyme activity was measured by the addition of TMB substrate.
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Figure 3-9. Comparison of anti-BG 1gG, IgM, and IgA antibody titers in human sera.

An ELISA plate was coated with CSBG (25ug/mL in carbonate buffer) and blocked by BSA
before use. Sera were diluted and the amount of plate-bound 1g was determined with
peroxidase-conjugated
anti-human IgG, IgM, or IgA antibody. Enzyme activity was measured by the addition of TMB
substrate. Data from twenty healthy volunteers are shown.
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Figure 3-10. Comparison of the increase in the anti-BG IgG, IgM, or IgA antibody titer in A.
brasiliensis group.

The anti-BG 1gG, IgM, or IgA antibody titer was measured by ELISA using CSBG-coated plates.
The rate of increase in the titer was calculated. * : Anti-BG IgA antibody was significantly
increased after taking compared with before taking (p<0.01, paired t-test).
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