1 T 00 RO

2)FHBAFNICE SV TLRSA-EREE

(19) tH R AT A HEHES
EREHR

43) EfR AR
2004 ££2 A12 H (12.02.2004)

PCT

A Y0 O O

(10) ERARES
WO 2004/012751 Al

(51) EREHSE" A61K 35/74,
39/39, 39/04, 39/02, 9/107, 9/19, 47/06, 47/10, 47/32,
35/00, C12Q 1/04, A61P 37/04

21) ERYHREES:
(22) ERHEER:
(25) ERHFEDEE:
(26) ERABRADEEE:

(30) BEET—4:
$5FE2002-226181
45 FE2002-226196

(7)) HEA (KEZBR<ETOREEIZOLT): EXk
XS (SUMITOMO PHARMACEUTICALS
COMPANY, LIMITED) [JP/JP]; T 541-8510 KR AF X
MR P REEEE2T H2&8E Osaka (JP).

(72) BRAE; &V

(75) HEBAE/MHEA (XBIZD2WLTOH): B KE (NO-
MURA,Takehiko) [JP/JP]; T561-0802 XRAFF Erhrh &
MEAT2—1 0-3-3 4 5 Osaka (JP). BJII 3] (SUNA-
GAWA Makoto) [JP/IP]; T 664-0875 £EIR FfH B
fidt 5-2-4-3 0 3 Hyogo (JP). #EFE #iF (UEN-
ISHL,Yuko) [JP/JP]; T561-0803 KRAF Edrvh 5 LLAT
1-1-7-8 0 5 Osaka (JP).

PCT/IP2003/009801
2003 ££8 A1 H (01.08.2003)
A&
A&

2002 ££8 A2 H (02.08.2002)
2002 ££8 A2 H (02.08.2002)

JpP
JP

(74) RIEBEA: AIE &, 5 (KAWAMIYA,Osamu et al.); T
540-0001 KERFF KERTHPRE R 1T B3&F7S1MP
b’ b TS FERT Osaka (JP).
(81) $EEE (EWM): AE, AG, AL, AM, AT, AU, AZ, BA, BB,
BG, BR, BY, BZ, CA, CH, CN, CO, CR, CU, CZ, DE, DK,
DM, DZ, EC, EE, ES, FI, GB, GD, GE, GH, GM, HR, HU,
D, IL, IN, IS, JP, KE, KG, KR, KZ, L.C, LK, LR, LS, LT,
LU, LV, MA, MD, MG, MK, MN, MW, MX, MZ, NI, NO,
NZ, OM, PG, PH, PL, PT, RO, RU, SC, SD, SE, SG, SK,
SL, SY, TJ, TM, TN, TR, TT, TZ, UA, UG, US, UZ, VC,
VN, YU, ZA, ZM, ZW.

(84) ¥EEE (Ihig): ARIPO #&F (GH, GM, KE, LS, MW, MZ,
SD, SL, SZ, TZ, UG, ZM, ZW), 1— 5 < 7 445 (AM,
AZ, BY, KG, KZ, MD, RU, TJ, TM), 3 — 0 v /3455
(AT, BE, BG, CH, CY, CZ, DE, DK, EE, ES, FI, FR, GB,
GR, HU, IE, IT, LU, MC, NL, PT, RO, SE, SI, SK, TR),
OAPI $5F (BF, BJ, CF, CG, CIL, CM, GA, GN, GQ, GW,
ML, MR, NE, SN, TD, TG).

REAREE:
— ERATHREE

2XFIA— FRUMOBREIZDOWTIE, EHHRTIND
BPCTHE Y FOEBITIEE SN TILNS Ta— FERE
DHAE VR — ] 288,

(54) Title: BACTERIAL CELL WALL SKELETON COMPONENT PREPARAION

(54) READ AT ME MRS &S RHF

< (57) Abstract: It is intended to provide a novel bacterial cell wall skeleton component preparation and a method of analyzing a
cell wall skeleton component of a bacterium. It becomes possible to provide a bacterial cell wall skeleton component (bacterial
= CWS)-containing paste which is a paste comprising a bacterial CWS and having a viscosity of 0.2 to 0.7 poise (25°C), an emulsion
W) containing the paste, and a freeze-dried product thereof. By analyzing a higher fatty acid or its derivative contained in a bacterial
cell wall skeleton component, it also becomes possible to evaluate the qualities of a medicinal composition containing the bacterial
cell wall skeleton component as the active ingredient and an intermediate in the production thereof, calibrate the titer and identify

127

&

4/

=

S Fi (ME-CWS) BLTHNSHEIR—R FTHY, 0.
BR—ZAPEERITHIIVLDaY, BLPEREBRAMNERMI D EAMRRE G oz, Tz,

(@]

the active ingredient.

(57) BH: FROMEMREERESRA. SJUVHFOMRETRES OSITTEDRE,

EER—R bk,

MEMaEEE

2~0. 7poise (25°C) DIEZEET HME-CWS

MEMRERTERDCEFNALEREHEREZIZOFERENMTAISLICL>T, HEOMBERRAS 28
PEDELTERTHEEMARPE LIV ZOREFTHADRELFML, HELREL, BMRSERET S &

NAREETE 2T,



10

15

20

25

WO 2004/012751 PCT/JP2003/009801

AT A B B B S0 B

s qipar e

ARFEHL, M OHIIABEE RS (WIE-CWS) 2B a L LTERT HH
FEEIRBUN, SRR ARSI ORI R L OREURE IR, RGP R
DFRFE, 2oNCIaryT I T ABR IO INDT REOME-CWSZ
BohRSy & LCERT HEEROSTHIESRICET S,

WAEMBER, B OMIEER RS (CITHME—CWS LT 5) 13, S
TEERZAE L. B2 IS8WmET 2 AW EZRIER R, BLO0t MEOFRER
HBICBWTHEREEEZ R T I Mo TS,

TIABE B ALY MRS FIC sk, b8, ARl a VBHEIL L
THE LHE, RS ERC I 2EEMRREPEZE LIREDZ LHADL
NTW5, B2y S EEREOMEEE KRS ELT. BCG—CWS &g
T) OKPF#ME LY g ERWEERERIETIE, b FOBIBRICBNTE
NERENME LN Z LB #E ST\ A Pro.Japan Acad.,70,Ser.B 205-
209(1994). Pro.Japan Acad.,74,Ser.B 20550-55(1998)), = O/KH <1
Va VEIFNX, ME-CWSEHHIC/HE L —X MROJFEIZ, REfEES 2
SR EMEZ TNV g ALTHELTRETSZZ LN TES (J. Nat.
CancerInst. 48, 831-835 (1972). J. Bacteriol, 92, 869-879 (1966). Gann, 69,
619-626 (1978)) .

—RRIT, WE-CWSEEETAKPME v LY g VEEIIHERICARETH
V. BE CREHEREMRERT D, EOBMITHRSTOENDBRVEE, R
BETHD, —FH, MEHSOEVKPMBET <Y g VEENY, #EShiz&E
~OEENKEL, BERAZ bEOTHRERD S, Tolb, BIE, KRS
Tik, FERARIOKRERBOKFHET <Y 3 VAR FERICTREFREL T



10

15

20

25

WO 2004/012751 PCT/JP2003/009801

2

W5, LavL. FEEIC L 2AEFN IR, B ERKEE T 508 2R
BT LREREECH B, ko T, KT < LY 5 LB R R L ORI
TEME DN USSR & U, FERIRRIC IR AR K E O K MR 2 0 2 TR
W LY g v EIE R ERE SR B FIEN, BRBIECOMEWS &, BFIOR
EREEOENPDIFE LY, Z0LH I, FEEEERL LTERLTES, B
B REMNTRE /R RERAKIFHEL T v L 3 LRI Z DU LRI AR

BILTWVW D,

—F. MBE-CWSZEMRS & T2RAINFAMTELL LTH, ERMBLELT
EHT BT, FOEWERSMERTAR L. AHES OR—MERER LT iud
BB, BE. (LEWEEEDERS &35 EERGITADRG P EFELITIT LD
BETE B0, TOR—MECEEZFETE D,

L L7eds b, ME-CWSIZI = —BEORRIEIEE, BEH. ~TF 7Y
HUhbieD 3BEEERETAIERES T THY .. KOBBRBEICRNETH DT
B, {LEMBEERETH-DICERAVORSHPLC, GCEDOOIHETIE
BIET D2 LB TERY,

M. B, BRI URRIC X > TSRS BRZ2 DM, #iZE. BCGHEED
FansF U U ABHEORESEE LT, BEFRINCESHEDED, I
NI F U A BHESICHEOCEET 2 I 2 —NMBESITT 5 HEFPA 6N T
Wb, Tbb, IanyFITLABMESET AL VKGR LR, AHE
BTeIa—ABEREL. 2hEZHPLCTHITAZ 8L, TOWHAZ
—rb, B BORENTETHD Z EPHMEINTVWS (. Clinical
Microbiology, 1327-1330, May 1992) .

LL., W@ —CWSHoI a— A BEIERICERT 5 HERML TR,

FERA DBAR

AFEH OFRREIZ. E OMINEEEE RO ZBRS & ¥ 5, RE THRFCEREA
ek LY g v, AEHOKFHME T LY s OFEEREA, &
S B 8K oD U C b B I — CWSSo = Db P RIC 4 72 5 M —CWSE A~
—Z b, ZND DML, BLORBHARBITOFHRHKS ZFELL Oz



10

15

20

25

WO 2004/012751 PCT/JP2003/009801

3

EEMICHIET 21, BRES L LTHW b iR —CWS O HE D&,
BB LOERIET 251, 72 b ARE ORAIR L O 0REETRE S ERYE
mER—THBILERETDHELZRET D EITH D,

AFHIE HIX, ME—CWSEEDRS & LTERT 2 REMHICTEL/KHHE
TeAVay, BLOESEREE 2S5 ME-CWS, ., SmEiEiEAl.
BILOREFIZEOMK. BLUHMIRICONWT, SiERFEZTo, £,
BERKPWH ALY a VBEIO BNEFRELEREAE T A Va Y
DFFEEREE] 2 BAFCTRET 2100k, BUETRHIGR L 2 SHREER BRI B LT
WP BRBAL— R NOIERNEETH D LB X, T T, MOMEE, MOFMK,
BLOY & BRI OHESEEIE L LT, HlCRNZED L 25,
gl KPR e VY s v OMWRE AT ARERT 77 F—id, ME—
CWS & iin B 722 D IEE B RS/ X— X FOMETHH T L2RH LT,
F7r, BIFREEZRED DO, MRS L HOLRZH LML,

Fpbb, E—CWSIE, K, MOWTIICHIFMELRNW D, B—IRE
NHEBETHTIAY s v ETHEORREETH D, BT, HMOMERRVWEEE
L UMD ENDRVEE, BATRRICH—ICHE —CWSZHPICIEB S ¥ 5
TERTERNI EBbholz, BxOWMERAVTRN LI L 25, MOHIC
LIBT3, HB—EDREUTT, =<AYa AUICE Lz lE —CWSEF~—
2 I REBND 2 ERboTs, BARRNCITFEERO. 7poisell FORME —
CWSEAR—R b AVTHALTREZITAE. REFQRESZ R =<1y
a vy Bod I Edbhrot,

—5 T, ME—CWSIZX 3§ 2 HOBEIENE <, EVIEZHF T 5ME —CWS
SHR—A M RVEEA, BER AT a L EBBILEBRTEDLLOD,
RSB ITKRZMZ CHEE LB, IPERREATOT< AT s VIEER
TERWI L HHBE L, SIERELARER. MERO. 2poiseld LR —
CWSEB—A M ThiuE, BRSO BMELERbHERTEDZ 80D
yARYY il

¥7o. ME—CWSEERES & LTER T DEFBIEMAIC RO OX, EfE
ME-CWSEH R~ + ok, FREEEAR X OREANCL->T, €0



10

15

20

25

WO 2004/012751 PCT/JP2003/009801

4
FZEM, BIUEMS LRGN kP MERAORZENE (BREREN)
EDRHNHOBEITRR D,

FEERAREAY T Ly FW000/3724121%, 7Y VU BEREAIE LTHY
BHENM BN TNBR, LERFRERRERA 255 7 Dicid, K9900mM~
1200mM (§96.9%~9.2%) D7 VLU BNURETHSD Z ERBMEN TS, L
DL, 7V DBEA300mM (2.3%) BAEFICE > TERRETHDIILD, &
DX 5 REBE CIIER~OAEEPEE SN D,

ZI T, PIERELEER, BREMAFIE LTer=b—AEANEZ LICIY,
FRREZR EMEIC B ORI 2 TR T 5 2 LB b0 Tz,

ARAFIIHERT LIOER. AR OME - CWSEH~—X hOKH
WA Y a BT, 1~10%, HFELIIEL~5%Dvy=b—v%&
ZEAFE LTRHOWS Z LIk o T, FREEREAIOLZEME, L UHERE L
BOKPHE T NY a VOREENRED Z LRI T,

iz, FEHFIL, HME-CWSERX—R M OFEITRIZ OV THRE Lz,

BRIz, M —CWSLMZRAT DB, AEEET—BERR L TR LI,
S % BB B 5 IED, RIRREERAR SV 7 Ly FWO00/8724ZRER S T
5,

R BT, x OFWIREZ S BEEEE L L TRV TEERN 21T 72 L
2 A, MR E VD Z LIk o T, BEREDO L EAWEEE LY bEN
AR R A EA A PR EOND T AL

AFEHIT, EROMAICESE, BRTIEE LD TH D,

TiRbb, AFEHIT.

[1] ME—CWSKBIUH»LRAME-CWSERX—XMTHY, 0. 7
poise (2 5°C) ATOREEETH~—A b,

[2] 0. 2~0. 7poise (25°C) OFEEZHTS [1] FEHOME—CWS
EHR—R T,

[3] 0. 28~0. 55poise (25°C) OMEEZETS [1] FREkOME—
CWSERR—R b,

[4] ME—CWSORFEI, 0.15um~6umThH5Z LERHLTD,



10

15

20

25

WO 2004/012751 PCT/JP2003/009801
5

[1] ~ [3] OWTNIFEHOME —CWSER~—A b,

[5] {E—CWSORIFEIZBWT, D10% : 0.38 pmPlE, D90% : 0.7 0
umP T Chd oL e 5 [4] FEHROME—CWSER~—2A b,

[6] MiEi—CWSABCG-CWSTHh5, [1]1 ~ [5] OWThhFusomE
—CWS&H—2A b,

[7] WA, RZTUFv, A7 ULy, kT ra, HiREm, Y %M, K
T, WESS T 4 v, BLEOH LA VBB FADENLEIEND 1 EIITEK
OHOBEMTHAD, [1] ~ [6] OWTNHTROME —CWSEHF~—A
NS

[8] WA, AZUFY, AZ ULy, KEMH, REVT 74 BLUA LAV
B F A O BBEND 2EEOMOBAY TH S, [7] EHBOME—
CWSERN—A b,

[9] #2S, KEM, FEIF 74 v BIOF VA VBZFADORPLETIND
LIEOWMERAZ VTV LORAMTHS, [8] BHOME—CWSEH—X
k.

[10] WA, FLAVBIFALERAZUTEDL : LOESWMTH S,

[9] T#OME-CWSER—X b,

[11] WA, A7 UFThb, [7] BEOME—CWSER—2A b,
[12] #E—CWSRBCG-CWSTH o T, BCG-CWSHKIO0. 6 7gltxf LT,
Ry US6. 6g~35. 2gEBBETHLE/REETS, [1]1 ~ [5]
DOV OME -~ CWSEHN—R b,

[13] UFo (1) BEO (2) OLBEELZLE/HELT D, ME—
CWSEH—A FOFRIIE,

(1) ME—CWSBLOME., SHMBIELEL L TORBREPTRET ST
2,

(2) (1) oFRREEEET IR,

[14] SREENT—FVREETHS, [1 3] FRORESE.

[15] HHEEENREKERBE, i3 u s U ALRIGKRREREBETH S,
[1 3] FREOTESTIE,



10

15

20

25

WO 2004/012751 PCT/JP2003/009801
6

[16] HEEEES v ACRKBERBE TH - T, & e 7 ABRIEK
FREBLE, 1, 2—YZunxFy Juafids, EEPr7ruozF T
b5, [15] mHROBBIGIE,

[17] HHEEENRIGKERBE CTho T, BIRILKRRELELDS, ~TF 2,
EFEFAFYUTHD. [156] EHOTRSGE,

[18] HHWEEMN 5~20% (VV) OTAVa—LVREEEZELZ L2
wet5, [15]1~ [17] OWFhhimslomirk,

[19] [13]~ [18] OWTNHRBOTRGIEC L > THRLNDHHME
—CWSEHN—R b,

[20] MIEMNBCGE THDZ L &R ETS [1 9] FMMON—A b,

[21] WRRZ TSV, RFHBNRT 71 ThHhRZ L 2BHETSH. [1
9] 7% [2 0] BEDON—A b,

[22] [1]~T[12]. BXO®[19] ~ [21] OWTILAIFEROME—
CWSEH~R—A b, REEWA. ZEMA. BLOKEEET S Ll
FTAKPFWBEzw LT a

[238] A2Lb7=0, 0. 66 g~3. 35 gDHE—CWS, BLTO.
4%~ 8 EEWOMEEGHETH LML $2, [2 2] ElokPHEr~
noa v,

[2 4] BEMLMAE LTI~10%D~r = —NAEEFTS [22] /i3 [2
3] EFHOKPME LT a
[25] REEESELTO. 01%~3%DRY =F Lo IFTINES VIE
Bz AT AR EET5 [22] ~ [24] OWThIEBEOKPHERETw/LY
a v,

[26] RIZFLUAFVINEZ VEHBZATNVHEY A —80THD
[2 5] FE#OKPWMBTwLTa
[27] UFOO~@0KEHBEETS [22] ~ [26] OWFRoFEEMOKR
WY a .,

Q=T a VIBERFRE, 0. 2~30umTHD,
QOMIE —CWSAHEHIZEE S, V7 FURIEPREEZRT,



10

156

20

25

WO 2004/012751 PCT/JP2003/009801
7

[28] =</ a VR FRIZEWT, D10% : 0.5 mEL E, D90% : 20 1
MU FTha o LML T2 [2 7] BROKPHELTa

[29] HMUTF® (1) ~ (2) 0TBREELILERMETS, [22] ~

[2 8] DWFNIEEHOATHE < LY g » OFREITIE,

(1) [1]1~T[12]. BX0I19]~ [21] OWTHIFETHEOME—
CWSEH~L—R k&, REEERZSTABROBESHEE, 2RULORET
b3 5T

(2) ZEHIZELKEREMATHRRY 2Tk,

[30] §7E (2) OTEMR, BEAUTORETEREND Z L2HHETS

[2 9] THOFRFIE,

[31] #ED (1) BT 3ALTHITRS, UT0 (3) ~ (4) OLRE
FETes LEEMETS [2 9] EiX [3 0] EROBEIIE

(3) [11~[12].BIOI[19]~ [21] OVWFHIEEHOME—
CWSEH2—2 b &, 0.02%~0.8%D AEIEHA % & LAREROBARE A
T5ITRE R IR) |

(4) (3) DERAWICFEIEIER % & Terk AR 200 2 C R TE AR B & TR
L. #aiEe U TR T O TR,

[3 2] REEEHISRY =F Loty I ey VBT ATLVTHS [3
1] EHEOFERSE,

[33] THORY =FLUAXVIYNEY VEHBRTATVEYA—80T
5% [32] mEFOAKTHET LY g L OREITIE,

[34] BEfLFIN<y=r—AThs [29] ~ [38] ODVTHRHFEHDOK
P <L a v OFEOTIE,

[35] [22] ~ [28] dWFnpdBo=~vAYa V ZHGRERT DI L
ko TEBND, BRI

[36] RESMIIBNT, HFEN, 0.15~6pmTHD Z L 2RHELTD.
M OMIBEEE R AR FEAR (ME—CWSHTREE) |

[37] MESMTINCT, RIFEN, 02~21mTHDZ LZRHHLT D,
i — CWSKLT8RE 4.



10

156

20

25

WO 2004/012751 PCT/JP2003/009801
8

[38] RIESHIZBWT, D10%230.2LL ETH Y. DI0%D0.TEATTH Y |
o, Bt — 2 ETHILEILREMETS [36] £ [37] il
DHNE — CWSHL A {H.

[39] REASIZBNT, D10%230.2320.05TH Y, DI0%230.600.05
ThHY, o, B—t—r3ETHI LB L BHEETS [36] ~ [38]
DOV EHR OME — CWSHL TR A,

[40] FEWiERILKE R 2 & IR P COMT 2 2 L 2L 75,

[36] ~ [39] oWFnrmHEOME — CWSKLFEAKRDOTHEITIA,

[41] BER, BHERRICKEREE L. TAa— A RBEOREMTH D
T LREHR LTS [40] RREOFSGE,

[42] TREEAS, B~20%T% ) —VEBRLATH L/ THD I L2RHe T2

[4 1] FR#EOFRESE,

[42—2] [40] ~ [42] OWTFhrmRORRTECIVFELND D
EERRHETHME—CWS,
el S s

X HiT, AT ORBRICIBNT,

[42—38] MEASHTEONT, AFE20.1pm~20 pm, HFRLIZ
0.15~6um. &BICHFELLIX0.2, m~2u mThHME-CWSKIFEAEZ
EHTH, AFEHOME—-CWSEF—AR b,

[42—4] HIE—CWSKTEARIRIESMIZENTD10%230.23+0.05°T
H0 . DI0%330.600.05CTh Y, M oB—t—7EFTS, [42—3] iEHl
OHE —CWSEFX—R b,

[42—5] [42—3] $£7i% [42—4] HOME - CWSEHEI—X
b REEMEA. BREMAMH, BLOKEEETS, KTz Ya

[42—6] [42—5] ROz~ a LV EHEEERTIZEICEoTE
b B EEELREA,

[42—7] AEHOz<LY s »BRIEEHRM, (2T 5,

Eh. IaITF YT ARBOCWSITIIHERRS E LT3 0~4 5 %Dk
IEISEAN S £, BRSNS F — k> CHEDRE, BEERET SHE



10

15

20

25

WO 2004/012751 PCT/JP2003/009801

9
ﬁﬂ&ﬂfmkoLﬂb\iﬂﬂ7?DWAE£IU/ww97E%®m%—C
WS 12 & $h 5 Eikishme o fd EREC ERT 2 HIES, Emkigiiiic LT
M — CWS OESRIE OB, BEIIRERET 2 HEIM b TWEh-T,
%%%Bﬁ\ﬁ%ﬁ%%ﬁhtﬁ%\inﬂ&?U?Aﬁﬁiﬁ/ﬁW97E%
DOHIE O CW S IZ& EN5 ERIEm 2 L Tati§2 2 LickoT, IaA
&?D?Aﬁﬁiwjﬁw§7ﬁ%®ﬁ%®ﬁﬁ'%ﬁﬁﬁﬁéﬂ\&%%@C
WS OHERTHETE 52 LR RE L, S50, RHBEL BT 5~ FHEE
~TSH LT %, HP L CETHNT 52 Lic k- T, EkARIEED & & %233
VAT O B RS LT,

—F. RansFYTABBLO IV TREOMBEANOCWSE, IT—/V
RO ERIEE. E, NTF R W EPLRIERRSTFTHIN.
Sy 52 B2 DORS. BALE L OSFRIZ. MEORREAHFC LY &2
3. 20D, 2T FITRBEBLIC) IATTREOHEOCW SIZOW
Cix. ZFo8ET v b I L ORISR X OMEEFHES D SERD D,

B B, SERNLEER. BCGEHOCWS (BCG—CWS) &
<. CWSIZ&END I a—NEOEL, BCG—CWSDAEMEEIHEEE LT
WA LR RH L. R e R RS L, BERICIE, BCG—CW
SEWERIZIBNT, I a— g EL, BCG—CWSOEMEE, Thbbi
FRRIEAED— > T 5 TN F- o FEAFEIEEN AR ETT Z Lo o T
(M8) . Thbb, IanyF ) TABBLIO INVTBREOHEO, CW
S OIS Th 5 ERIEiBEr ERETHZ EICEY, IayTIVARBL
Q) IADT BEOME-CW S OABIRER. BLO/ i3, HUEEAIE L
COIEETECE B & Noholt, Eio, Bl FIKR L OEAID /HE
SISO 7 u~ 7T Ahh, MEOR. EBIUKREZRIETESZ & D>
57,

AFEINL. FROMRBEEICERTBICE L bDOTHD, TRDHAFEHIL,

[43] MMEOMIEEEERRS (Cell Wall Skeleton, EAFCWS &#9
%. ) OB - BROREFETH- T, UFOIRE (1) ~ (3) ZELIL
PR LT HHE



10

15

20

25

WO 2004/012751 PCT/JP2003/009801

10

(1) $EOCWSHILEEND. BRielsmE% ook L0/ F 3 L TR
SRASFRATE 4 % 08 L. B md I o 1) 2 Wik AR 2 ST
e 5 TR,

(2) (1) OEEARIFRESCH T BRI E 32 OFHEE 7 2 b
757 4 —IZ X HHTT 5 TR,

(3) (2) OHVRERICESE, MEOCWSOET - Bkz iy 2 TR,

[44] FEOTE (2) 2. ERISHEES IR 2wl 2wk
L R s Sy AT A TRZE L L e e 35, [43]
TROHE, |

[45] §fEd [43] ICBIF3TR (3) 2, MEDCWS OFEHER & Hik
B RS, [43] £k [4 4] THOTIE

[46] MEOMMESEHRS (Cell Wall Skeleton, EAFCW S &9
%. ) OHEREFETH-T, UTFOTER (1) . (4) . BXW® (5) 28
Tz L BB ETHHIE

(1) MEDOCWS FICEEND, BRARHEEE HE - Hht U CrikislRRE s
B, BT USEIRIS IR 31T B IR AR AR & R A IC AR D TR
(4) (1) OEEIEHEBRESCBT 5 ERIEHRE ixt OBEEOEEZ S
W4 5 LTH.

(5) (4) O/FRERICESE, MEOCWSDOGERIEIEZ FHEY 5 TR,

[47] EHRIEHERELIIZOHEGOEREEHNTS (4) OTREE, &
SR 431 33T % IR BRIIR %  JAERR AL L C BB iR AR s A
PR TRES . L 2EMET S, [46] RMOITE,

[48] HMIEOCWSORERIERETHETS (5) OTRERF, HEOCW
S DIEHER L T Bz L aETe, [46] %7 [4 7] EROTE,

[49] ERIEHRFEENSERIEIBRIAT NV THDZ L EREETD,
[4 3] ~ [48] OWThpLHDOFIE.

[50] SRIEEHBEES, BHERSNAHEFETHD I LEREET
%5 [4 9] fEMOKHTIE,

[51] MERIaAZFIYLABERIZ/ INVCTROMETHLILE
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e 35, [43] ~ [50] oOWFhhi#oRHE,
[52] Ia~ZFYULABOMENRBCGHETHDLZ LEHHMLTD,
[5 1] FEHDFIE.
[53] WERISIHBNRIa—ABTHHZLeFELy s, [438] ~ [5
21 OWT IR DITIA,
WRT5bDTHD,

I T o> i BE 7 A

1. DB~ v ERWEBEOR—ZXA THDOBCG—CWS
DORLEZIE R LT,

M 213, ASEEBTREIZ90% A~ T L I10% 5 ) —VERWCEGON—R
kN DRIEE A R LT,

€ 3 1%, BUEHERTOR 7 U5 U 1e%AFEANC BT 5. KPRy
a v ORIEFMZR LT,

K 413, FESREDOR Y U5 U 1e% A EANCRIT 5, KPRy
a v ORI 2R L,

51k, BBy FADs a~w NS AERTRTHY . HEEHP L COF
R, e OEREE AR T

K 61X, BCG—CWSFROEESZOBREREZRIHTH D,

713, MEOERIC L 3BT, Zuv M7 ApbRETES (EX: B
CGHEOIEEM., TR : BCGHEDONSRAY—IUR) Z&ERTRTHD,

X 8%, BRWED I a—/VEEE L AYEEOMRBEREREZ R TRITH 5,

S & EHT 5 72D O B OHE

AR T, ME-CWSOREMED E LTI, 77 ABEEEOI 2
75U NBME, ANV TEME, 2377 )V ARBMECT w7 A
FNAZFVUAE). B Ray W RABHE, AAVTTIR. VRATITR, £
XL R BMER EBBET O, FE LI =T Y v ARBMER IO
INTTRBRAEARTONS, RaxyFUvABME] i3, HBEOI=
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A7 F VY ABOMEERE L, EEICIE, EZEREE OMycobacterium
tuberculosis Gi&kZE) . Mycobacterium bovis (7 EERE, BCGEZE
tr) . Mycobacterium africanum (77 Y #&) . Mycobacterium microti (R
X3 BISEZEE) WbV, T O, Mycobacterium leprae (7 ), FEREEZIMES
TR R Cd % Mycobacterium kansasii, Mycobacterium avium,
Mycobacterium phleiSBZiT bhs, / AAVT RME L LTRENITIL, /
BHADT VT TRERET DB, ME-CWSIE, WHEACHIE 2 L7k,
kgt REE. BURSORRTREZRC, REMREL LTELR, TORIA
BEIIAZITH B (J. Nat. Cancer Inst., 52, 95-101 (1974)),

k. BB RRSOEREX, =<AYa21LT0. 01~10mg,/m
Licks X cERaENs, FELLIE, 0.lmg,/ml~2mg,/ml, &b
WWIFELLIE302meg, / m1l~1mg,//ml1THD,

AFEBH O () & LTik., Immunology 2 7%, H311~3 293 (1
9 7 44F) IKEMSNTWAD X 5 28k, BHEMHAET b b, SRl E L
Tt BlziE. wER7 74> (FLa—iAeVR, ELAang F L AU-6, £
LR a A AL RU-8%) | A F—/L(Bayol F), 2ENFTHND, DL
LTIk, BlxiE, KEMH, votFra, AbA VBT, BIEAR, .
T, AD-65 (LML T FEALETAI=TAE/ AT T L— bOEE
W) ERFTFHND, B E LT i, A7UFr A7TLVOLS
RFNNR) A4 RBEENET bNG, £, Zhvb, B, Emlmodnrsd
BIEINBEROMOBEMERTHZ LN TES, HFELVDHOL LT R
U5 VBV LT, KEH, A LA VBTV, A LA VBREOEDI (X
IX TN A M) & A7 VT LOREW, FIZE, FLa—/L6VR,
EREREN ST 7 4 VEOFPIME RS T T DREMBEFET OND,

EVFELLIE, A2 UTY. RLa—nueVR, A7 U T Y EREMDES
W, R TF vt LA VBREFAOREGW, ERFRAIT T E FLa—n
6VROBEAMZEHEITEZ LB TE D,

ARBAD [EEEE) &k, BIAOESHMEEIC XV EIESNS bOTHY . FIXE,
Sl — EOER OMENEEELER L TELNAEEE . AT
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(BR) VA u okl — BN ERMOMERELEE (MR-300 Y UFxy FA—

») BERAL, EEFHEET25CTHEZHET DI &N TE S, 1poiseid,

0. 1Pa's (XRAHL - B) ERT,

AFEHO~— R PR TR BEICHE AR [OHHEEEEL L L COREE
) 1E, ERITTED BVIKBE Tz & CHEERRA IR T b,
2 T LW DBRAW TH - Th L, EEMITIE, RRETOWHRN 3
0°C~1 4 O COBENZET 6D,

AEFHDR—R MREUCTZ ) —NVEDT Vo —)VRIEE R B TRWZEE,
M — CWSITHA e sy, il M=V EOFFRRILKRE, ~FHF,
~NTE S EORBIFIERIKE., ZuadrEoa S UREE, 72137 N
t Re o v EOz—F VR L W o 7o IEBIEREE E AV D & B—RaBdR
BREBDI, H—CEN X PRBOND LR L, &6IT, —
T Vo — VRYEEE R ST IR A RV D & SRR D A2 VTR E
I b SBIZENEHE —CWSEAN—R 1 2B bhdZ Libhol, FHiE
MR 2 B TR WZBEA . RFEPKNL 0 p mOERKFIETEEL, N
Z FNOME— CWS ORESfiZ2 20— %R L (1) | Kb <
N a vERBLEES, vy MEORLOEZLE LT WERN D o723, 7
Na— LV REEPREESED L, B—RRESMBIFELND Z LI LT,

Z 2T, AREHDOR—R MRRIC L o THE LWORMBIEE L LTid, JHiE
PRSI 36 X OERBIEIASE & 7 o — VRIS OBABEEZ 2T 5 LN TE D,
IITHEEE LTIE, I CHOBRBBREN A RIA VICRBDITR2, 7T A
3OEHERIRT B Z LBHFELY,

FERBMEYRLE & L IR BARRITIE. Bl 2T Vs VEOTTERIRILKE. flA
raRyBY VI RAFFY RUBY AT AT E F %
DORsHEIERILKE, Pl rueurgy, seafivh, M) JareF b
EpruFf ALRIKES, BLXOT b o FrT7 7 UrE0T—7 VRIEEIE
F o3, EEEEET—EECRL T, BEREEEASOETERTS 2L
BTE D

FAa—VRERE LTI, AZ =N, =F /)=, Tax)—n AI7



10

15

20

25

WO 2004/012751 PCT/JP2003/009801

14
)=, BRI E ) —AERET bR, B E LRy ) — VBT
bhbd,

SYBBBIEIL DS 7V o — VRIS & SRR DR AW TTH D% E, T T
NABIIEI5~3 0%, HFELLIES5~20%, SHITHFELLIX5~15%E
Y %

IVFELIIREE LCiL, Zuafsihs, YrrarFy, MJsuex
F L O T P ALREKRE, ~FYo, ATHY RUFY T FUEFED
RERBIERALAEE, 0~20%DTF ) —VEELHEEBRRIKEDS L i3IEIE&
RAGKEDN ST BB, BEIITIE, 5~20%TF ) ——~TF 5~2
0%TH ) —N—~FH, 5~20%TH ) —N— x| 5~20%TH
J— = ra~FHy, 5~20% TR ) ——~THY 5~20%1Y
PRI e ~NTE BB BRT B I LR TE, FELLE, 1 0%TS ) —
J—A~TFUBRET N5,

AR CHERTAE, TREEES) & LT, EEMUANCER S RmiE
PRI THIUTFICHB S NS bOTIER, FIXIXY VEE. 361 4R miE
PRI BRBT B LNTED, VUVRELE LTUL, ART7FULT IV, R
RTFFONTE ) —ANT IV, RAT7FVNA ¥ b=, BRRT7F VNV
wUy, AT 4vIEITVr, FREVVFUERRITHILNTED, Tk,
AERMENZY VIEELERTH LN TE D, FA T HEREFEEAL LT
X, RUAFVZF L —RI VTR L UERERE, R AFToFL
B <o msREEk, R AFvoFroe<lGEs RIFFvzFry
IVERVE)STL—R (RYYAR—1E20) | T2V IT7—MERY
INR—E40), FESAFTTL— R RY I AV_—160), LLEFFRE/ AV
—F RUIAR—180) EORYAXVTF L INVEZ VIENBERZAT )V
ERLIOYAEZFE)STL—F (Span20) | RAE/2VIFR—b (S
pand0) ., FE/AF7L—F (Span60) AME/FVL—1M(Spa
n 8 0)EDYNVEH VIS AT VEREZET DI LR TED, HELY
REEMSIE LT, SRR 77 Foraly, SRELYF, REVYTF U,
RYIAR—F80, RYYAR—}20, RIFTFV=F L@k~ H6
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0 (HCO—60) . BV AFv=FLUmEbe~vil50 (HCO—50) .

R FFxzFLy (160) RYFFLFrELy (80) FYVa—n (Tv
n=v7F68) #FITBIENTES, IVHFELIIK A A~—180
BETBND,

REEMROBET, APFRHET<LYa B80T, 01~10%w,/w
DEFEANEY THY., 0. 0 1~3%MNFE LY, ZibRmEEANIT—REHIC
59, EE., HEEEESEDE AT LRTE D,

rg2efbdl) ik, ERo<AYa vz Yaré LTOREREZHER -
B2 BN CERSNSESTHS, ABHATERRREREEMAE LTI,
R, T Va—L, S, T FUo0"E. VLT, ERIRERE
R EREF NG, BEEBIOTHEREL L TR Fva—X, TVT b—A,
A7 a—R, 57 b—R, hrn—RERETOND, BT I LT
v = =, YNVE F—VEREF B, EVHFELWVET Ve LT
v = h—ANETFbND, LEEELTUL, TFANF Y, TASAL, IV b
Fxz RY Y, Bru—X, BUE=avtnl R, ERETAXFVEBETRIY
LAEMFELNWLDE LTETBND, TI/BELTL TI=v, 7TV,
Ful L EOPET I JBBIFE LS, KVFELWRET I JBRELTIZ IV
VERITBZENTED, ZFUAVELLTUL TATIv, BEFFY, 27—
FPUSEREE LVBO L LTET NG, SR LCR AT NI DA K
e Y oA, HEIAT T A BT Y A REBET Y ULERET LR
5

FE LOEREFIE UCEEEE, ST v a— AR b, BICEE
LWREF & LTI~y = b= ET b5,

IR RERFNE 1EEICRSY. BE. FEERebETERTLIL
DTE D,

L VBN DEEEL . AP Rz Y g AZBNT0.1~20%w/w O FiFH H3E
WMTHY ., 0.1~10%w/whsiFE L\, REMFIOFEZBEL, BELHORE
EIC Lo CRREDN, BERr —NREERERAOEFRITIGC T, BERET
BrLWTED, VBT BOBE. 2. 25% (300mM) ~1
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1. 25% (1500mM) . HFELLIIN6. 75% (900mM) THD,

v = b= OBE, KPHRTe Y g VITRBITARER. FELIE1I~1
0%, SHITHFELLIZLI~8%, LVHFELLIEINB~6%THD, v>=Fh
—ERERFE LTRAVWSZLIZED, SREFREORETHNS ZLRT
50T, LV ARCEROPIRVEERBMAZRRST 5 LB TED,

ARFEENT T B LR EA % BB T 5 72 DI S B KM, =<
WD a VRIFOAEEARL 2B b0 THY | HHAREK, EBEHIKENET
HIBH, FEH AR AR CHITBIZIRE Shiavy,

[FERIERGEE ] L1, I YTV U ARBHIE, AU TBME, =Y 3N
75Uy ABME, v Ray d ABME, 2V R ERES ORIREEC R BRI
e B EReEE % RS, ERIETER L Uik, FIXIEI a—VERMSET b,
FIa— BB LIE o-TFL-B-b FuXUEBER L, RRKRREE22~
0EET D, ZDH>HIanyT U vARBIZEITS I 2 —VEBROBKREEILN
60~90TH Y. J INVTETITNM~60TH Y . BEEEEEOHTFORE
W LCEEESND, I3 B0 o ik, BEHORILKENLRY, TORS
8 - I Lo TRV, 022~C26%Fb e L, RIEWGHERT S, —H.
BEITITTA_TOIany T TICEBT S a-Ia3— N (7 urubiik
BILOV (R _EHAVEE) O, BRICE > T4 T 7 Ia—Nk (A
R, MR RS VE, AFNVEE) OFRESFET D & Bbhro
TW3, HlziE, BCG—HFEHK T a-. A FFV-BIOS b a2 —/URMPTF
£ 5,

AEMEIC BT, (Al ik —EEE, FLE—EFED, IaTT
Yy ABBLIO) AILOTBREOMBENOCWS b L IIECWS 258 T HER
ROEYNEEDRS, FIIRE SNRESR L OB REEZERT,

BERR L L TR, CWS OKMEEEEEIR ; CWS L8, A7 U7 V&
PRI TV DM EREET IR N ZX—X M bERBES T~
N a VK ETIE. BTEKMEAERREIR b L kT~ Y g VIRIR E R
# LR b B RS RERISRET 6D,

D IC, EMEEL IR, IaY TV VABRBIO AINDTREOHEDC
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W S OFHFEFRIEEME, BIO/ EB3HUESEEZR L, YEFICAMO, in

vivols & Win vitroDEE DIEHENZET b D, BENIZE, /v F—T=nr
y BEEME, TNF — o fFEEE, EROVEREEWE T VT S TUERBEES
BETBND,

AFEHTIR D E 1 OBRIR, AKPHET <Y a v, B X OEREEEREH %7
B4 BB APE R G R L 72 B, ME—CWSE AR D & LTERETH
—Z FTHD, Thbb, ME-CWSLHiEOX—X T (BaHRY) THY,
%90. 7poise (2 5°C) LATOHEEE, #FF LLIFKO0. 2~f0. 6poise (2
5C) DHELZRTILEHBETS, ME-CWSEFX—XThHD, &b
WiFELLIE 0. 28~0. 5 5poise (2 5C) OFEEFTHME—CWS
GEHR—ANTh 5B,

WeLTRZUFvERAVEESE, 0. 35~0. 55poise(25C) | &
BITAFE LSITKO0. 39~0. 5 lpoise(2 5C) D¥EEHFT S ME—
CWSEER—X NP FHETH D, HIZIEBCG-CWS: 1 giZxLT26. 7 g
DAY T Z & AVEBCG-CWSEE—A b (FEEfHE : 0.43poisellti=) 2>
B, BT AFECLY., KPRy s U EFHR L CHBEREToz L
A, FEGRAETEERBL CELNAKPHET LY g MTBIT 5O
BLE ST TR FE2~ 8 pmdD, FHEBEO/NSVWE—Y—7 2527 (K4
%2H) , —7. BCG-CWSEHF—R FOFEEEN LRI 510> T, Bk
B EERE LB bR AKPHR o< VY g L OMEORESARIL, L
FE2~3 umDESHLUIMT, BLFER10~50 p mORLFHE X RIF D
—iEB Bz, £7-. ARCEREEERS ORIRERZEREIC OV TS, FH0
BRBEA~DEM DERE X T D BRREKF Bl Y a P ORIER
BEDBUED . BTEDESEEE : 0.43poise®BCG-CWSE B ~—A h 3 & A
ELTEYVER TV, BfR92BCG-CWSEHE—X FofEfkL LT, $0.
43+0. 3SpoiseDIELXZET D bOEIERMERE LTHRTHZ LNTE
Do

7o, BIEESTRICHBWT, RFEN0.1um~20 um, HFFL<Li30.15~6
m, IHITHELI02u m~2u mTHAME-CWSHFESEEZERTT DM
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BEH—CWSEA—2 b, B LUWIE —CWSK FEABIPRLESTIZINT

D10%750.23+0.05Tdh V. DI0%230.60£0.05TH Y, I OH—E—27 2FT
HHE—CWSERN—R FBEFE LY,

IO E DRSWMEHEATBHE. TR EhOME B ARk TRA LT
FERATEEN, MIE—CWS L OBRAFOHEINO. Tpoise (25C) BT
DEEEEC 725 L 9 R TH D Z L REE LV, S bIT, MBREE NG
BRI 2 MER T B DI, FNEN OO, #ME— CWS & DEAK
DEENF 0. 2poise (2 5°C) LLEIC22 X 5 MR THD Z EREEL
v, BRESICIE, E-CWSHIO0. 66glexfLT, A7 U7 THIE,
6. 6 g~35. 2g. HFELLITNS. 4g~35.2 gEDOMBNPETb6ND,

BIERO~2— 2 ME, (1) ME-CWS, #, BLOEREKZREFHTST
B, BXOL (2) B (1) oFMEELEEL, MBE-CWSEE A M &
BETRERT, KEXAF—/VTHET L LRTES,

B (1) BV TRV b EMRE DR L LTE, ME—CWS0.67gdh7c
D, 50m1~500mlAHEFoNs, FEZMLAIEFICOWTIIRICRE
FEN, T, 2D OFBZEAERRT RMIMECRESNRVE, 105
i~ 1 BRI DNEF £ LV,

B (2) KRWT, WA EET 5O OMEMEE L LTI, BEOHA,
HREICR CCEIEERT 5 Z L NFRETH 5, 2B, WEICRVIHIREER
RS DEIENE U BT, FIEDAE LN L 0 O CUUTORENREE L, 4
LLIZ8 0O CEUTTH D,

BEPEETATRIZ, BETL LEBETIITY &R TED,

F7-. ARFOME-CWSEHL—R ME, ME-CWSHFEE ORI FHEN
0.1pm~20pmThHY, iFELLIF0.15~6pm, SHICHELIF02,m
~2umTH B, Thbb, (DEENR0.2~0. 7 poise@5°C) TH Y. (2)#HE-
CWSHL FEA ORI TEI;N0.15 u m~ 6 u m THHME-CWSEE—Z MEH
. AEAOLHE LVEKETH D,

ARHNCIRDE 2 ORI, B—7, REAXHEETSH. ME-CWSZAED
R4S E LTEETAKTRBM o< LY gy, BIUKPHETwALY g b
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72 B EEEEM TH B, TRbb, AME-CWSEAX—X F&&#h, 12,
0.1%~20%. FF L 1X1%~10%DEZEH. 0.01%~10%, HFELIE
0.01%~3%DREEMH 2 ETeZ L BRHE T 5, KPHEz~v LV a X
WEDEFRMBED TH S,

BREQICIE. 2L, 0. 6 7g~3. 35 gDME—CWSEBIT
0.1~10%wiw. #FE L<130.4~8%wiw, & BIZHFELLIF0.6~5%DAT7 V7
VEEGH, O, 1%~1 0%wiwDRERAL 0. 01%~ 3 %wwdDREE
MR ZEE T L 2B E T35, KFBELYa VHRFET oD,

AR OA P LY g v BT B B OV TUIRHICIRE S 720,
ERAB V7 Ly b (WO000/3724) ICEEEINEHESEEZMAND I LR TE
%, BiziE. BIEROFE TR L BB E RS &R —A Ve, 2B
AL FEEEAWCHLT 25, T42bb, TROAMHEL, BLUH/S
E2RET oD,

1) HIERIEE B RIEAY (=2 b)) & KIRE (BREDOKH1L 0%

PIF) OREEMERZES0AKEKEMZ T, Bercife L Ol bET > TE,
2) e l) OEAMTwAY s VIRIKIC, FTEORELES K, BROKK

Paps L A B EOREEER, BIOREMHEMZ T, =AY s VIRBEORE

I, EH~100CT, 4 - AR THm B L TAILLZIT O T,
BIRC. ARHOKTRE LY s L ERNTS B TES,

ARSI ATRE e 08 - ALk 2 LTI, Bz idPotter-Elvehjem 4
DF AP FEIFV—, BERRESTFTAV—, 9470 TN F AT —

(FERL) . /<A F— @sk) . TATA~vAF— @ERd) . vV bV
— BT Y UREDHA P—RBERE DA P—EOHH - Aic kv, S8
b UL 3L 21T o THEOKFHR Y a V2B D Z ENHKRS, AL
DEAIT L - Tidk, KPWETw LY g V2 FEEE., BRA. ZRELAIZEOHEM
FEHMLTHRY,

HALGIE2
4) MEREEE R IRESY (=2 ) T, ERE GRREDOKI 1 0%
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LIF) OREEAZEAEREMZ T, Bl L Oz TR,
5) BER4) ORIfLTwAY s VEIRIC, BEREAN0. 1%~3%LeD
;5@ﬂﬁﬁﬁﬁ%Mif\ivaaV%W@%E%%%b\§ﬁ~1oot

. A8 AAKEER TR R U TAA L ERAT 5 T,
6)m£5)@1vW/a/%&% AT BLEMNFDT I8 - EREEO
%@E@%é%ﬁﬁ%g_mbfﬁmUTwmﬁifﬁﬂbt%\%%@%E%
BB BAKIBERGO. 1%~3%&7%5 k5 RAEEHEAL 3 X U5KR
BEML. %~10%&&6i5&%@%&%@@*%&%%2T%ﬁiéiﬁ\
BRC. ARHOKTHEIv ALY s VERRYT S LN TE S, AEE6) |
W, BFE LI, mﬂS)T%&%éivaE/@&%2P~1oPh%ﬁ
LCARERzw Y g VETRT O I LB TE D,

FIEEAL T 2 2 VT, AEFOATRET AT s U ERETLHZ LI
V. AALHE 1 B AWEREEFECEO TR, REHIE LTT I /B, BHE
fe COBME R ST VERET BHRAIBESIND . RETEER O
HASET B d, LAbAAGE206) TRINAFRIEBICL-T, =<
D VOBENTRITE B LR, Ee, A 1 2BV CRERRZ Z
F 2L, FER M LSRR BRETH Y, TR —/LORST
Botr, LidL, ILFE2EAVT, BRET<AY s VIRREFREL LT
WA= ricky, 1HEDED ICHETE ZKFMET LY s VEMERT D
EWVWSFIRDED B,

FEROAEFIEL, EEASE 2 S0OKPRET LY s CORBETRIC
BN, RECR LT, SREFEMZ TS L, ZhbHRIEIE—RRIC
Ro3. ME. BEEAEASDECHEATHZ LB TE D, RERILAIL, R
CEERR RS — % L LTRSS E 50 ORBHIZ R 2 LR TE D,
SapflAls U IR L LCik, BE, T /B VLT SERESET D
N5, PEE LT, EEEE, TEEE BT a0 bhD, BiEEE L
T, Faa—A, IAy h—RE&% THEELTL VbR 77 PR
FLAm—RA, RZB—RE FEFAa—pELTE vv= A YVE k
—ERBTOND, TIJBELTE, 772V, ZU¥y, Dyvy, TAE
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=y, FryrERFEFbhD, JhbOSEMEITTEECRLY, HE. &
BEPEASDECHEAT A LN TES, SHRLAIL LTI, EREEAL
LTCRITFONEWERERT 2 2 bR TE, ZEMFIFSFRMAZRATNTS
I, E7. SEHIE LT, REMLHIE IZRRIMELBRT 5L bARET
b5, M. SECFIOBRER, MORSOEERIE L TCEERESNDH, B
#0.1%~30%w/wDFFHIE Y TH D,

ARFOKPHME LY g UL, e Va COMBORFERO. 2~3
Opm. BELIZO0. 2~20umTHY, FERFERL L T2~ 3 pmA
FE LV, ME-CWSITEFEPICEE Shd,

AFHOAKDEAE LAY 5 CBOT, HE-CWSHHIZEE STV o0
Td. L7 F e X AR RS OBERGERIA L TRET 5 2 & 3T
X3, BHREFECOVTIE, ERAR/ U7 Ly FWO00/3724ITFHE S i
FEEEZND ZENTED,

Fibb, (DTwAYa VEHORFENO0. 2~10 pm, FHEHRTEN,
9~3 umTHY ., QWE-CWSHAIEHFPICEEIN, LI FUYRIEPERIERR
Fr LB T AAFRE e LY s VbR, ARFOEBRE LTETLN
%, Ffr. oY a VIEEORFRICINT, 7% L 1ED10%:0.5 2 mE
k. D90% : 20 p mEATTH D,

AIEHIAE D55 3 ORI, A kBl v AV e VETRERT 22 &I
Lo THR LIS HRHEREFITH D,

MRS ERAA T, AT AV s VR, ERRESES I LICL
D, FWEE B D LARTE B, THRLLAKBICHRD BHETREGANT, AP
eV VR BEEIRAE L, BRRICEEII A TANREEREBR L, TEE
1752 EICEVBHELHTED,

KR LY 5 R BT AR, BURSTIREEE, o X ORISR
R ST, Bz, ERAR/SL T Ly FWO00/BT24iIc i s hic TEZ 2
TBHZENRTED,

S SRR 2 RS S OBl e LY s VRIS DIV D
ALY LTI, BTRSRRERAVA Z LR TE 5, HAEIIREEIL. &
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U 22K AL O FINC & 0 BN EIRE L. BORHIRAT L RS OREST, B
FOREREETHRPHRE LY a VRELND,

AT OFE 4 DFERIE, BEAICTBN T, ALFRE230.15~6umTH Y, 4
F LIS FERN0.2~2u mTHD Z & 2Rk e+ 5, MEOMIaEEF LR
FEAE (WE—-CWSHTELE) ICB¥ 2, £k, HFRIZBWNT,

D10% : 02pm (22T [D10% : 0.2 m] &id, RESHICBNT, RTFE
DINSVMA HFEE L CL0%IZE LB OR FREZE T, T72bb, ME—
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x7
BCG-CWSE | AZUT V& |F5E (poise) | HRHRELARIO AIE

D|670mg 4. 2¢ 0. 888 X

@ | F.E 6. 3g 0. 672 A

® | F.E 8. 4¢g 0. 545 O

@ | FE 12. 6¢g 0. 492 O

® | AL 16. 8g 0. 429 O

® | [k 33. 6¢g 0. 362 O

T TTRENB LD, =wAPa VOREBHEMFHOEEHBCG—CWS
EHL—A NOMEIZ L > THEELZITS, BCG—CWSEF—A MO
MR0. 67 2LUTOBATHIIRFREREEZERAITRS NS, 0. 545
UTOBRATHNE, & bICRIFREREREAITRSND Z &R broT,

Ll 8

T DORER & HOE TR R DRI

LB 6 1 TR Lo~y a ORGSR 2R L, BRI O
PGB ENE, RIESTEOR CRELOFE &1l L,

ZDORERER 8ITRTS

K8
BCG- AP Uy | AL VBT | FE TR R D AT
CWSE |= FIVE (poise) P

@®|670mg |8. 4g |0 0. 545 |O

@ | R.E 6. 3g |2. 1g 0. 258 |O

@ | FE 4. 2g |4. 2g 0. 260 |O

@ | FE 2. 1g |6. 3g 0. 165 |X

® | F.E 0 8. 4¢g 0. 112 |X

®|0 8. 4g |0 0. 239 |O
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EHH] 7 TiX, TV a COBTEEREEIL, EHEhSBCG-CWSE
FHR—R NOMEICHER RS, BRI RERETREANIN—R PORESR 0. 5
A5 TFTHEZ LWNTENE, EFEESIF. —R NORENMETETH RIF
RS RN E L NN EER LTS, o T, BFRT<AYa /D
BRI N B SN D 0, fRHER— R FORER, 0. 258150.
54 50HPATHD ZLBHND,

FElitp1 9

HOEE L =Y 5 v OERETBEREL O FE

& LCER 2 OREO b OEHA L, EHITL A LT v
DOUFERIRAFI ZTRE L, TORAIOFEZTE L, TORRERIITNT,

F9
BCG- HOTESR KEEE (poise) | BORRHCHEREE
CWSE (8. 4¢g) AL D&
@|670m |KEH 6. 95 X
g
@ | F.E RAITTV 0. 55 O
@ | FL T4 0. 49 O
@ | AL RZ rid—v 0. 28 O
® | [L FvAVEBRxFN 0. 11 X

R OITREND L YT, MOEENHEL ThI /LY a v OFRREREFYL
ICIERE RS2, FHTABCG—CWSEE—R FOHEDKE
EEBINDZ ERSPot, £, Efl8 2B UL, BARIEH R
FIRNEENB L ZHDBCG—CWSEEN—R MOIFHERFEEIXO0. 2 815
0. 55THBIENRENTNS,
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Ehafl 1 0

RN

MMIABEERE RS & LTB CG— CW S2640mgZ VT, A7 U5 35288
XON0% =% ) —)V,/90%~T7 % L 400mLOBAIRICNZ, |RE 9 HHWITHE
FWIC L VBB THBLIZ, TO%, BRI F60°CITME L, B TRES
B Lz, DWT, 0.02w/w%R U Vb_— b 80/KIAKI24g Z MM L, HREIF
P—Z2FHNTHAIL (7,000rpm GEEEER) /minX55F) 2170, & bIC,
36.62D 10w/w% R U ¥ ~_— t 80K #m LAR L (12,000rpm (IEHR)
/min X 1055F]) 21To7-. HEHBIT. 1.5gD10wiw%AR YU Y ~— 80K % s
IEA LIEE (7,000rpm (HEER) X 140D L, AY Y — F80RAMERE
Z0AWWBICTE L, KPWR oL s V2B, 0%, dww%h< = b
—LKESIR3500g 2 IR L, 4000gDEKEFI 2B 72, (2D L Z DL,
CWS : 0.6mg/mL. SQA : 0.8w/w%, Tween80 : 0.1w/w%, <> = h—/1:
3wiw%)

ZORPWH LY g L EAL T A2MLTOSE L, WREEREZToT
AT DR 25, BUSRRL. R (GT—6, 747y
7 {8l AVNIULVACLI3A, BAEZEMHE) ZHNWTiToT,

FEapl 1 1
Sy BB DWW C DRRET

BCG—CWS (210mg) ZHEEREE (Fr= | ~FHr | ~7F
v, zuufivh, Yrunzyy vranryy 7h7ebkeriy &
20m 1) iz, BEFROABRIC IV HBL, OBFEEREFR LR, 6T, &
EIZS U TRy F—RAREI AP — 20ml ) 2L vE#H (3000rpm x
545) Lir. BbNIc BRSO W TRESMIHEZIT o7z, & BT,
10 LFiEIC, FEABBERICAZUS Y (264g) BIRE L. S DITHEAR
PEETAZLICE VTR LIER—R ORI ESHREHEZ1T - 7,

RIEESARIL. ABUESEICOWVWTIX, 0.1lmgCWSmLOBRE T, <7 b7
v ZUPA (NF 7 =8 | BX O —P—EF AR E LR E
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(SALD3000 ; BEEERTR) ZHAWTHIE Lz, £k, N—A NI, AZ7U
S CHFR L, 0.1~0.2mgCWS/mLSQADEE T, L —V —EirzChr EERIESE
& (SALD3000 ; BEEUEFTR) RV TRIE LT
k&SR]

N T A B S T S BURER ORI EE 5 A & TSR, 400~600nmiZ s}
FT34TIZ7urcor—2re, 0pmEHRbeE LIERERRFORMDZ
DITE DT,

Wiz, R M USBERICR 7 U T U ERE LICBEMORES ., BX
VoNEEBIERY F—BREDTA P —TEDIHMLTHBRLIN—A D
BESRERATBER, LIV TR SR I U TV ERET DRIOREN T &
IFIEHERF L Qe

—7F5, DERBIAEL LT, ~AFH L, ~ATE, Juafihs Yoz
Ey, o vrunRrAEy, TR Ru7I7 0 EIIBNT, M UABTR LN
A pmEPHLE LIOBESARITRS L (B1) o 90%~7% >/ 10%=
% ) —NERWEBEED, ~—2 MNOBCG-CWSHEIEDRLE SRz R 212
R, MonkBy, ¥F7E—7i3EL | 0.3~2u mIZHE—E—7 2RO —72
BEMNELRTWBZ Lbh o,

#1010k, BEEICBIT BB L ZBCG-CWSFEEZ~< (71 Ty
7 UPATHIE L72BA D, DIO%fE, DIO%IE, IS X UK FEORANEZ /R
o

10

VA D10% (zm) |D90% (um) |FHRFE
10%T X ) —~TF 0.23 0.60 0.41
5%TH ) —N~NTH 0.23 0.70 0.41
20%TH ) —)VI~TF 0.25 0.65 0.43
~NTE 1.19 5.07* 2.90%
Mz 0.33 2.08* 1.03*

* L mA—F —OEIZONT, EROBEN LRBENMENDOT, X1 10fEE
SHBTAZENFELY,
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DIFOE L 112k, SEEICBIT 3B EIC 48 L7=BCG-CWSHEZ
SALD3000 CHIE L4 D, D10%IE. DI0%IE, 35K ONEHERI RO ERIE
ZRT,

#F11

AL D10% (um) |D90% (um) |FEHRTEE
10%=® ) —I~THE v |0.11 0.89 0.40
~NTH 0.45 1.10 0.71
Ry 0.39 20.86 2.65
Ky 0.33 2.08* 1.03*

*pmA—F —DEIZ OV TIE, BIROBED SFEMEVDOT, X1 10EZ
BRTHZEPEFELY,

PTFOFE 1 2101%. REBEEICBT 3BEICBCG-CWSERN—RA 2RI U T
VTFEIR L. SALD3000 CRFREZHE LI-BE D, D10%E, DI0%E, B &
VEEPRI RO ERUE 2 7R 9,

£12

el D10% (pm) |[D90% (um) | FHRITFE
10%= % ) —VI~TF > |0.38 0.70 0.52
~NTH Y 0.52 5.50 1.17
kLT 0.39 9.91 1.05
EfEfl 1 2

B

MBS E LTBCG—CWS1320mgZ FIVWT, A7 VT /17.6g8
LON0%TF ) —Iv,/90%~T % L 200mLOBEEIRICM A, RE 5 HDVITE
EWIC LV BRTHE L, 0%, ERKIM F60~T0CITmE L, BETHE
HAEELE, DVT, 0.02w/w%R Y Y X— F807KENK462.0g 2 RM L,
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=3I 3P —%AWCHEAIL (7,000rpm (FEER) /min X55H) 21TV, &6
1. 18.3gD10w/w% R U Y A~_— F80/KIAIR 2% LA L (12,000rpm (IE
#7) nin X555) 21Fo7. HBIT, 0.76gD10w/w% R U Y /L~— k80K
REINEA LB (7,000rpm GHEEWE) X 150) L. RY Y ~3— h80&KiE
PEEE 20 Aw/w%lC TR L, AKFWE v Y g v E2EE, TO%, dwiwh <
= M= LA 1500g % RN L. 2000gDEREFI 2/, (DL E DRI,
CWS : 0.6mg/mL. SQA : 0.8w/w%. Tween80 : 0.lw/w%, <> =h—/l:
3wiw%)

Z OXKPEE LY g VEAL TS IMLE 2 iI2mLTo0E L, B
BB AT o CATEE OGS RCREA 218 7, BUREEENT. U (GT—6.
7 4 T v 7 1HELH B VI ULVACI3A, BAEZEHE) ZHWTToT7s,

FEhsl1 3
B

MIBEE RS & L CB CG—CW S2640mgZ AT, X7 U7 7045
FON0%TF ) —,/90%~T % 400mLOBATKICNZ, ]RE 5 HDVITE
FWIC LV ERTHER L, Z0O%, BRI F60~T0CITMAL, THFTR
AR LT, DWT, 0.02wiw%R Y Y -— h80/KIAIRS88. TgR M L, o
I P —%AVTHAL (7,000rpm G¥FEER) /min X550H) 2TV, &5
12, 36.7gD10w/w% 7R U Y L~— h8O/KIAR & M LAA L (12,0000pm (1E
%) /min X 1057 24707, BEIC. 1.5gD10ww% R Y ¥ _— k80¥AIR
REINEA LB (7,000rpm GH[EHE) X15W) L. RY Y t— H80&H
JEEE %0 AWIW%IC TR L, KPEl oY s Y EE, FO%. 1.2ww%R
J 3V _— R 80/6.Twiw%~< > = b —/V/KER3000g 27N L, 4000gD Bk Sl
P, (ZoLzoFit, CWS : 0.6mg/mL, SQA : 1.6w/w%,
Tween80 : 1w/w%, <> = F—/ : 5w/w%)

= OKPWE LY g LEAL T M ImLEZII2mL T o5E L, T
Wt 4T o CAFH OB IRRK 2157, FORTRIE, BURSEEH (GT—6.
7 4 VT v 78S B UVTULVACISA, BAEZEMS) &AW TiTo7,
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il 1 4
B

HfaEEERR S & LTBCG—CWS1320mgZ AWVWT, A7 U7 35.2g8
EO0%TF ) —N,/90%~7 % 200mLOBATKICM 2. IRE 5 HDWILE
FWICL VBB THE L, Z0%, BHEKWT0~T0CITMEL, RETE
AR LE, DVWT, 0.02ww%R U Y — F807KIER444.3gZ M L. A
I FP—%AVCHAL (7,000rpm GHEER) /minX55) 2TV, 56
1. 18.4gD10W/w% 7 U Y v— F80/KYRIR Z Wi LAFL L (12,000rpm (1B
57) /min X555 0) ®4To7. BT, 0.76gD10ww% A U Y /~— L 80TATK
BUIMEA LigE (7,000rpm GHEHE) X150 L. RY Y A— H805H
JEEE R0 Aw/wSlZ T L, KPR Y g L EBT, TOH%. L2w/iw%R
U Y _— £ 80/6. Twiw%< > = b —/LKEEIK1500g % B0 L. 2000g D& Bl
P, (ZoLx05iE, CWS : 0.6mgmL, SQA : 1.6w/w%,
Tween80 : 1w/w%, <o = hk—/ : 5wiw%)

OB oY g Y EAL TS ImLE iR2mL T o5E L, SR
WE 1T o CARREH OB IREEI 2187, BRI, SOSREE (GT—6.
T4 VT v 7 e B UVWIULVACI3A, BAEZEHR) Z2HWTITo 7.

EHapl 1 5
s ERIR T VT BRI A Ak
EHiF 1 2 THELIEAZ VT U 1.6%0L5 (BCG-CWS1 glexLT, 27
U526, Tghk&tebn ; FEEEE : 0.43poise) DWHEHLRMITOVT, B
FEE IR I T BRLEA T R . FHEH] 1 1 & RHROI7IE TR L 72,
ZOFER. M4 R Lo, BUERAEIE ERE LB b, BUREELRET
ORI LY v (R3) LRKRIC, ERTE2~3 pmOE—~E—7
DRIENFHHER L, 0% REINSumTholk, —h, AV VIVDEEE
B LG, S OICRITFRPIKREY (10 pm~50 um) RIFHIEAEL
oo BOREHLIRL DRIESTICOVTIL, KERRLTFOIFEHROEE L 72 590%
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BRAEHS. 1.6%M)5 TiEbumAltg & R o7z,
DL EDFERA G, EHEF] 1 2 OBKIBEELRITRIC I T D RLE A TRHERHED
BT &0 T,

FEhafl 1 6
B BIEURTRIC & BRIk X OYBER IR R R

EfaF 1 2 CHE LR U5 1.6%0)7 (BCG-CWS1 glZxd LT, A7
U526, 7gkElrbo ; FEEME : 0.43poise) HFNZOWT, &H - I
RAELEL LT5C, 25°C, 40°C, B X USSR & LT60°C. 80CTORIE
MR RRET UTe, SEBEMEE, EHEG] 1 7 \ICHRBROBRBIREERE E I = —/VIRE
BElc L0 EE L, BEROERE BHRIC XV RHE L7

ZORER, £13ITRT LT, A7 TUT VL% AFREANTHBNT, 40CX3
2 A CIRB R IR A REEM O AERRB L O IUCHE D BRRSERE O
TEHED LN, o, B AITFT LI, 60C, 80°CX1r AREFD
LA TIZRBWTh, AEPOARD X ORBRFESEREDETII={RD DL
niphroiz,

DL EDRER S, EMEH 1 2 ORFNT, BRI REREEETT I LT,

*138

oy k Initial 5Cx37 8 | 25Cx38»H | 40°CX3» A
AT T 5 98 99 100 102
1.6 %45 B4l () (=) (=) (=)

SUBREEROSMP- 10534 2 1 BFRIREE % R L, (HEDEE () PITRT,

*®14

o2y k Initial 60CX 1+ A 80°C X1+ A
RITZF 98 102 100
1.6%4L75 845 (—) (=) (=)

SRRER DSMP-1051 5 % 7 BAEIRE% TR L, (38WRz () MITRT,

EhEFll 7

BCG—CWSIZ&EhB I a—NEBOFEE
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(DIEROTRR
® BCG-CWSiX BCGHEHEREMK (BAL—V—V—8) »HhoAMOHIE

(J. Nat. Cancer Inst., 52, 95-101 (1974))) THHE L%, BCG—CWS OHR
P B L OEMTEESHER S TVW5 B CG-CW S OIEHERK 15mgZ <
NENBBIZEY . "MV EREFATEZ VIS ) —NQ9.5)EIEO:)Z MR T
FREC25mL & U, BEMR % 155 RN L, RBHRIKE L OMEERKE Lic, &
BHE2mLE ERElc &Y . Wil E %k L, o, EERKL, 268K 08mLE
FFrelcE&Y , B ELZBE L
® SRBHAKE & OEEEIRIC E N ENPIBEERR (A (THRY T
#) o TUEIE (1 g,/5000mL) Eidh) =@ GORbmEy) o b
JLE LUK (32/1000mL) ) 100 p LEIERECINA T,
@ 0.5molVLAKEE{LH U 7 ADTZ ) —/(99.5) MV KIEH (10:10:1) &
W1mLEMZ, BERZ1ISHEER L,
® 65COMEREMCIRHME L, B, 2mol/LIEMS500 1 L2 EREITMA
LBV R, Shie~stremLeiz, KRV BECEHEL, LB

(GEHB) 29 VR L, Fi#EEZ, ~FPrImL§22A0nT, 8
HIT2E# Y R LT,
® HEH7erEBioKkimLinz, LBE, BLoMETo0b, KE (T
B) %KELE, AREL I bIC1IERRY IR LT,
@O AR —F —E X ERE AV T LEBOBREEEE LT
REEIC AT AmLE M Z TED LIz, Z OWIKR200 p Lz Y 7/VRIZIE
RelzBY . X5 M 300 u LS X OBOEERLRK (ADAM (9-
Anthryldiazomethane; 7 7= V88) ©7 ¥ b K (1 g/250mL) 23 HIT
2B )= CERICI0BCHR L b o) 500 p LEMz, 40°CTERRE ER
FRsET, FISERTE. THONIBCITHRI L, b2 T TIRABRK
3 L OMERERIE & LCaPTIict L7,

@7t

SUBHAIES X ORI O% 10 u LEHP L CIZTU T OEFTHT L7,
BRI 7 0w 7T LD a— VBT T AR Y — 7 OIS —
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o EREEIROZN R L, £, NIZEREOY— 7 mEICRHT I
— VSRR D ©— 2 TR B R, IEIERES A BN RERE AV T, #
B IO Sl RO,

[BEkikiks n< N5 7 4 — (HPLC) ORERM]
717 AIRE : 50°C
45 & BEEAESER Mightysil (B&W%iHE) RP-18 GP 150-4.6 Gpm, 4.6mm
¢ X 15cm). ¥ =i bt v & —8 SUMIPAX ODS A-211(5 p m, 4.6mm
¢ X25cm)
¥ 77 3B Develosil C30-UG (B&HHE) (3pm, 4.6mm ¢ X 15cm, =
715 pm. 4.6mm ¢ X25cm)
VRIE © AR : AKX —IUPKIRIKRO:Y) B : 2-TuX) NI TV MR
FFIFAE : A¥ ) —) BiE: bz 77V MEEFEERL SITRLIS

#15

AW : AZ ) —IVIKIEKO:D) Bk :2-7uX)—A7 7Pz hEE
min 0 25 35 36 39
A%) 90 5 5 90 90
B(%) 10 95 95 10 10

A : AX ) —) BiK: x5 P0xy EHF
min 0 15 30 50 50.1 60
A(%) 100 90 50 40 100 100
B(%) 0 10 50 60 0 0

BEHFEOE :  1.0F7201X1.5mL/min
BERRHSM

R : 365 nm

BRHEE : 412 nm

@fEF
M 5ok v F 75 A, K6 [TEERIZ OV THEERE I o —/Vlk
SEFPAELEEREny N LTER LERERZ R LT,
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HEWRIE D I 23— NBROEH T — i, BEERKR & g L, RIERONEIZR
BOBMEOY— 7 2D D 2 L 2R L, £, RV IAORERRYD
M6 OERZ AV THEEEREH LicEREZ, RL6ITRLTE,

#z16

R ry MER) | Jf(%)
0023 100
0104 96
0107a 98

Sl =B BB DNIREF D CW S & /B OFEUE X 100

DL 5ic. BCG—CWS%¥BHA L LTEAT 5 ERLOEETRFIE
LB BBCG—CWSOFHED y MCBIT A HMlizf T 52 LB TE T,

Ehafl1 8

BEROFREL L OEE

(DEER O R

OB CGHEIFK (AAL—y—V—8) ZRAMOTETHRKLIZbDZR
10mg (CWSEBIZHAE L) Z2REICEY . dmol/LKR{ILy Vv ADOxTF /) —
JN99.5),/ KIBIR (1:1) ¥IE2mLEMZ T, 100°C C2REMEUG S, Bntk.
6mol/LiEEe1.5mL Az M2 CTEElz L, KSRV IBET,

@ BhT. EWEENHERIN TS BCG-CW S OEERN 15mg 2 iEICE
V. FRUERIIATE VI E ) —(99.5)BIK9:1) ZhN % TIEFIZ25mL &
L. BEEZI5OMBHE L, EEEKE Lz, E¥ERKL 28X 08mL2 IEH
CBY ., BEREE L, 0.5mol/LKEEb U U ADTE ) —1(99.5) by
PRER (10:10:1) ¥K 1mLEM %, BHEEZ 19HEN Lz, 65COlEmMl T
SEFRTANZL L. Hunté. 2mol/LiEEEs00 u LEZ IERECN %, KRV BETS

® RPHARE L OEERRC TR TR~ 2mL ez, KRV IBER
wpamEL, LB ERBE) 2V ouRcE Lz, RgEE, ~F ¥ 1imLd
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2EANT, S DIC2EFEDIRLI,
® £HiFBloAkimLinz, LBRE, BLAHEETo0L, KE (T
B) ZELL, rEiErz S bIC1IERY IR L
® BELETARL—F—EERERZAVCLEOREZEELL,
® BEI M ErEF03mgmL (CWSEICHRELT) LRDLI—EEE
ERECZ TEM L. & OBIK200 p LE ¥ 7/VBRICIERICEY . SDIT MY
=300 x L L UMEOBEER(LEREE (AD AM (9-Anthryldiazomethane) ;77
a3l 500y L%, 40°CTHRERIN ERG &7, BUSRTHR, 340
B CITIBH Lie, 2 b EZNFNBHARE L ORI & LCafricgiL
oo

@)5HT

SRBATRE & OEERR D410, LEB CG—CWSOHP L C LR URERSE

AR LTz, BRI B Z o< b5 A0 a— MBICERT 2B —7
DUHZ —y b EEEROZTR L il Uiz, Eio, RERARO I 2 — V7
Wik v — 2 L RD, EEREO I 2 — VBFHEEO Y- BN bRLH
FRERERNT, R 7L (@) CBFS5CWSER (%) 2R,

@)fFR

BRI ORERERERL TITR LTS

=17

e CW S&E(%)
Hi{£032B 4.5

[ {4:036B 5.7

1k037B 5.5

Hi{£041B 5.8

CW SEE%)=HREBNDELNALHDCWS & FBORKEX 100

RN LSIZ. BCG—CWSEERS L LTERT 3 ERLOBETHIE
L7 5BCGH » HEMKOEKICOWT, FHliEny MBI 2AIRSEEZRF
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352 ENRTE,

a1 9
TSR IR D 43T

(DR O
@ BCG-CWS AT EMHEH 1 0 \CRBSN ETHR L, &
WIEMEDSHER STV 5 B C G-CW S BTSSR OEHERK) 15mg 2 IO B
V. MZUEREANTEVITE ) —(99.5)RKO:D) %M A CEMIZ25mL &
L. BEEE155HRE L, EEFK s L, BERIKL, 25 X U8mL % EfE
CBD . BB Uk, R VEERE (A B (TARY v FE)
» T EHE (1 mL/5000mL) £k b Y 2w r @ GRRBERE) o Ry
T USE (3g/1000mL) ) ) 100 p LEZIEFEICZ, 0.5mol/LAKER{LA U U AD
TF ) —)(99.5) FVT U HKIRHE (20:10:1) ¥R LmLEMz, BEEZ15H
B L7, @ BCG-CWSHGSHEAIOWRY IV EREICEY . PIRIER
7100 p LEEFEICZ, 0.5mol/LAKELY V U ADTF ) —1(99.5) hvx/
KRR (10:10:1) ¥ 1 mLEMZ, EEEE 1R L

LIF. EHaf 1 & RIS EZITV, I a— VR HEH L, Fakib%
1Fotr, L. BV AESRGRIRITI0FREN RN b OZ AV,

@)
SRR L OEERROE 10 LEHP L CIZTUTOFMETHIT L.
SBANED DY = N 7T LD I 2— VBT ERT A Y — 7 O S —
L. EEREOFNE W LT, £, WEEREOY—/ WY 5 I 2 —

SRS D ©— 2 R R0, EERIE S OB b RERE VT, i8R
YT ND IR ERD T,
(G FES

BRIV DOBIERRER L 8ITRLT,
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Lot No. JiHi(%)
CWD204 103
CWD205 101
CWD206 110

FHi (%) =R B D& DI BFIF O CW S & /B DFFE DR R E X 100

L%®l5ﬂ\BCG—CWS%ﬁ%ﬁ%&LT@ﬁf%E%%KOPT\%
o v MBI AR T 2 2 &R TET

EfEfl 2 0

B CG—CWS OEKRDORIE

EHEH 1 L FAREOFETB CGRERIROCWS &, BCGHE/SRY —/VRO
CWS®D. Ia—VBORH ¥ —%HP LCTHIT L, MRERTITRL
7o

B 75 bbhsEoic. BCCHEOMOEEICL T, EENDI2—/WRO
SFEBIOI a— LB TFOREBERY, Juv /7 LATHBITEHZ L
N BN EROT,

#EH 1  BCG—CW SIELEROEMEEFHE

(1) Hi&

RAW264. 782 % 9 6 K7 L— MCHEREHSTC, 5% _M{LRR, WHRHFTS
RRREE L. EEEEEOBCG-CWS (FEHER) AR EE/KRER & i LT,
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BoxI Observations where certain claims were found unsearchable (Continuation of item 2 of first sheet)

This international search report has not been established in respect of certain claims under Article 17(2)(a) for the following reasons:

1. D Claims Nos.:
because they relate to subject matter not required to be searched by this Authority, namely:

2. |_'__| Claims Nos.:

because they relate to parts of the international application that do not comply with the prescribed requirements to such an
extent that no meaningful internationat search can be carried out, specifically:

3. L—_'I Claims Nos.:
because they are dependent claims and are not drafted in accordance with the second and third sentences of Rule 6.4(a).

BoxII Observations where unity of invention is lacking (Continuation of item 3 of first sheet)

This International Searching Authority found multiple inventions in this international application, as follows:
(See extra sheet.)

1. r_—| As all required additional search fees were timely paid by the applicant, this international search report covers all searchable

claims.

2. As all searchable claims could be searched without effort justifying an additional fee, this Authority did not invite payment

of any additional fee.

3. I:l As only some of the required additional search fees were timely paid by the applicant, this international search report covers

only those claims for which fees were paid, specifically claims Nos.:

4. D No required additional search fees were timely paid by the applicant. Consequently, this international search report is

restricted to the invention first mentioned in the claims; it is covered by claims Nos.:

Remark on Protest [:l The additional search fees were accompanied by the applicant’s protest.

I:' No protest accompanied the payment of additional search fees.
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Continuation of Box No. II of continuation of first sheet (1)

(1) Claims 1 to 5, 6, 7 to 10, 11 to 19, 20, 21, 22, 23 and 37 to 41
relate to any or a paste containing a bacterial CWS and an 0il such as
squalane, amethod of preparing it, an oil-in-water type emulsion obtained
by adding a surfactant, a stabilizer and water to the paste, emulsifying
and diluting, a freeze-dried product obtained by freeze-drying the
emulsion and a medicinal composition comprising the emulsion.

(2) Claims 24 to 25 and 26 to 28 relate to a mass of bacterial CWS
particles having a particle size of 0.15 to 6 ym or a method of preparing
it.

(3) Claims 29 and 31 relate to a method of identifying the species
and/or strain of a bacterial CWS by analyzing a higher fatty acid or its
derivative in the bacterial CWS by chromatography.

(4) Claims 31 to 36 relate to a method of calibrating the titer of
a bacterial CWS by analyzing the content of a higher fatty acid or its
derivative in the bacterial CWS.

Thus, there is no technical feature (other than having a bacterial
CWS as a specific matter) common to a combination of two groups among
the inventions groups (1) to (4) differing from each other. Further, it
cannot be considered that all of the above combinations have a single
problem to be solved which had been unsolved before the priority date
of the present case.

Concerning the invention groups (1) and (2), furthermore, a paste
comprisingBCG—CWS,squalaneéuuianorganicsolventandinferredaskmving
the viscosity as specified in claim 1 of the present case, an emulsion
prepared from this paste and a freeze dried product had been already known
as reported by, for example, the following document cited in the
international search report:

WO 00/3724 Al (HAYASHI, A.),

27 January, 2000 (27.01.00),

Full text; page 13, 5th line from the bottom
to the last line; examples 1.3, 3.3,.3.2;
page 23, table 6

& EP 1097715 Al

Concerning the invention groups (3) and (4), it had been already known
to identify the species and/or strain of a bacterial CWS or examine the
immunopotentiationability(forexample,inducingTNF—a)ofthebacterial
CWS by analyzing mycolic acid or its derivative in the bacterial CWS as
reported by, for example, the following documents:

FLOYD, M.M. et al., 'Separation of Mycobacteriumu
bovis BCG from Mycobacterium tuberculosis and
Mycobacterium bovis by using high-performance
liquid chromatography of mycolic acids.', J.Clin.
Microbiol., 1992, Vol.30, No.5, pages 1327 to 1330

RYLL, R. et al., 'Immunological properties of
trehalose dimycolate (cord factor) and other
mycolic acid-containing glycolipids a review.',
Microbiol.Immunol., 2001, Vol.45, No.l2, pages
801 to 811

Form PCT/ISA/210 (extra sheet) (July 1998)
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Continuation of Box No. II-1 of continuation of first sheet (1)

Such being the case, the invention groups (1) to (4) are not considered
as having any special technical feature in common and, therefore, are
not regarded as a group of inventions so linked as to form a single general

inventive concept.

Form PCT/ISA/210 (extra sheet) (July 1998)
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