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1. K

7 71 —1—=>® Bhas 42 fflifia % i\ 2 I EEHRER (T 0 £ — 2 2 3B & L
L. invitro DN, at— a3 ANERZFHME LT,

TEE Ha s R O H &a% € O 72 0 O MR IT, emH®ELZ 10 mM () 1.5
mg/mL) & L., Ak 2, 10 AREMCHIE LIz, TORE. BEMEGEED T BEE I3
S xR IX 2.5, 5.0, 10 mM O HE TENE4L, 100, 113, 78% %7~ L7z,
O HEIZEB W T HMIEEMEITRRD Do 7o IWEEEBREER O & H &I
10mM & L., Akky 2 T8 EREICRE LT,

TRtk 2 Ikt U 7= fE 5. WEBR L ILERRE i, (Mo HEIZBWTH, v
VT2 0 O E iR S O iR ER) 13, B GRED X IREE I U TSR
BRI EZ RIS 72 oTc, R xT BRI R T 2 FcrfERa s =13, 0.88, 1.3,
1.8, 2.5, 3.5, 5.0, 7.1, 10 mM OHETENE4L, 100, 94, 94, 100, 98, 93,
92, 96 % ThH -7,

72k, BREL O EFEE (ORMEGEE) X RBEO R E IR 12 /7 = L&
i, QxR O IR AN A BT @ OWSR B LB RE O LB S
DA PRELLE) 1T, 2Tl ST,

TWEEHRBR(T n e — 3 VERB)ICBW T, MM X v gt & Li-H
BA RV T2 T OMERY T B CI B iR GRS A B R EINER O b
7o Tz, o, RERENLOWELREI TS TS TR, RIS L= 0 &
WL 7=,

L EDORER XV AR Y'E o Bhas 42 MlEIZ %95 in vitro TORNBP A7 B E—
va ERIEREME S HE LT,
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2. WEBRAEF
2-1. #ERE (BRI E T« 4388)
1) WeBRYE DOME

bW E O 4 Fr

(IUPAC kit t2) | 7 2 177

il 4 | 1=k

CHy
TR A T U v BT T g S v
(WP b RRDEA

%, FOREOREE)

SRER {7 SRER AL L7 {2
- 98.39 KCR4282
(LB D g MEOD 5 FEE
FMOLHERR |
T (5 A )
C A S & = |872-05-9 7K = £ =
N
45 B [140.27 7 —
7 ¥ = (1408 - WK 53U 50)
fil #|66.3~-66C \ B
WO BT AR A EBHORRK
i A% 172°C
Ko—
e %= P | S RIC R W BB AT NG D,
o —
Vst Vi e e e Vi e i
VAL b B TR | Ak #5785 30 mg/mL* — |pmso |- -
Ty | — — Zof( )| — —

ik S T | LT AN AR S

* ARANATT AT Z—DRBRIZL D,
2) PR K OELD $u
PR E L BRI E PR XTI T I ORE U T SR D B Y N D U T,
HEAT T TITo 7,
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3) HERE DR
O il I
KR FRik (2 V-Q7K)
RETE H 5
© IR O H
PRV IL, KT LT 30 mg/mL OHETEE L, H5581KIZx LT 5 vol% D
INETHBRIZHWD 2 ENARETh o7z, 7o, BRWE IR Z I 2 T-BRIT, F A,
i, FEEDEDGTRD N2 ole, LEDZ EnbKREREE U TR LT,
@ BRI E iR D
WRME A E L., KERIMLTE SO X mad 8im iR & Uiz, 2Tz /K TR
AR L TR E R 2R L7, EEIZ O W TIE, AT T TiTo7,
PERVE AR ORI AR & LT,
@ BRI E TR O R PR
VEBEOREERZ 50 mL F =2 — 71T | ¥R LD B#BRWE K 2 N
(REIRE 5 %) L7 (BB E R R1R), MR~ DALBT 7 L — N ORI A & |
T2 12 BRI E RSk & piE T 5 Z Ll LV iT o7, WLEREZEIT, O F T
1T-77,
© MR
PERE OMPEDN 95%LL ECTH DT80, MEHEIISEN L 2> 7,

2-2. BtEx R
1) ot R e

R 12-0-7 N7 75 ) A N7 5 )VR—-13-T &7 — MNTPA)
T Sigma-Aldrich -

Lot No. : SLBS0478V

R 100%

2) Bhttsxt FRE OB
TPA /% Bhas 42 ffifid 2 W\ H BRI Vot — % — & L TR ERH S
TEY, BEAFT vt —OFRT —F b BRI,
3) LRI e DS, RAFICTHOWNT
FITE DIRFED DMSO i a7, /3EL T, —30°CLL T CHiSIRIT L, Fifit% 2 4504
P FREREER U TV, IRAERRSESIRI L, BB RTIIARR L TV,
L DMSOGFEAHIEE THEM, Lot No.: TWL4845, #iE : 100.0%)
BRI 50 ng/mL
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2-3. [aEP R EE) %t iR
FEtE(RED SR E LT, KEBBIRIZIIN LT, E5BIRA~ORINEEIL, 5 vol%
L7,

2-4. fEA L7l
1) fifH
Bhas 42(~ 7 A &2 H13 BALB/c 3T3 A31-1-1 |2 v-Ha-ras #5148 A L 7=
fia)
2) HFETR
—IRMENEN i et o2 — 20 AFQ017T43 A 3 H, AFRF17R)
3) PRAFSRMF
k22 Fh TERAFE(9 12)
4) FEEEM
U VBRI MIEEFEBS, 7> FES 0 S1160581780, Biowest #)% 5 vol%, <=3V
> % 50 UmL, A kL7 h~A > 50 ug/mL %5 Dulbecco’s modified Eagle’s
medium/ Ham’s F12 (Life Technologies) Z55##Z(DF5F) & L CHW, 37°C, 5%CO02
DLMT TR LT,

5) ik

PEAPRERE A HERF L TN D, v A 27T X~ O J T,
6) SRR

BRI ShTng ),
7) fE ST

WAEIRAE LT (19 1%) AR L <., ffabEsialEt CIafim L T ok E
10 fREAN O FIa %2 VN -, TR RHAERER Tl L T bk 2 R ol
Z Tz,
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3. RBRGIE
3-1. PR L7=akBr ik
[Bhas 42 #ifi & 2 B GABR I L 2R O UE ) (k26457 A 4 H,
JEAE B 5 8 M EARFE MR Y — 3 o 7 VL — A EHIE) IS U CFERE LT,

3-2. RERRERK
T din sl Bk 0O F % i D 7= O I A ARt s sk Bk 2 526 L 7= %2 12, TR R sk &
FEhE L7~ BEERRRII T — a3 VRO EE LT,

3-3. YuEt—I 3 il
3-3-1. HERE D= O AR
ARG I, S HE 3 v L EHWTER L, RBRIIkeEHELS 10
mMGK) 1.5 mg/mL) & LT, Akt 2 T 10 BPED A& THEli L7z, HinE R o
SR L U CREMEGR ) e AR T . OB DRIED DI T T 7 & T T,
FeBr 7k
AIEIX 0.25% b U 7o u W THRIBE L 7=, HIIEIRES 0.7x104#/mL %%
e Lz, ZOMIRER 2 mL(1.4x104f) % 6 7 = /L7 L — MI3EE@ 7 =L
SHE) UTe, R 4 B RIS R IR 2 BRI E & 7 13RI % 5y Do K5 R K 2m L (24 HA
L7z, $&FE 7 B12IC 10% AL~ U CEE L, KL, L T0.1%27 U AX )L
NAF oy MNRIRTYtE Uiz, W%, 2.0 mL OGaFRMHEGO% =% 7 —1L &
U0.02 N EfEEZET) Ty URAZAANLF Ly &%, O 0.1 mL
96 7 /L7 L— MNMIBL.B50nm IZBIFARNELE~ A 7S L— K —&
—TCHIE L7z, ORI X 0 S ALERRE T OFH BB (%) & 2R D 72,

X(%)=(T—B)/(S—B)x100
X o HRER )R AV E 0D A o R0 I B A 22 (%)
S o FEMEERIEE) Sk FREE D W G
T : WR5RY)E ALEREE DU
B: 7727 ORNEGRERRD I % ANTZT =)L)
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3-3-2. JLHEHARR

B HERIX, BEEREGIAHICEHE 6 v = /b M FERREHIC 3
UL EHWTER L7-, FAEREDZ O OHEEERR ORI E S, Y
AR 10 mM Zicm A& e L, Ay 2 TS EMOHETER L, HE
HRHARRER OO kF PR & U TR (A0 S PR K UG ME it R 2 5% 0, Al R B8 5 == 00 E o i
HEDHIEDT-DIZT T 7 it e, 7%, TPA OEHICK T 2 I (DMSO0)
IREEIF 0.1 vol% & L, TPA Tk 2 ¥ H#E(0.1 vol% DMSO) & 5% 17 7=,
TR

AREIX 0.25% b U 7o B W T RIBEL 7%, AIEIRE 0.7x104 {E/mL %R
e Uiz, Z OISR 2 mL(1.4x104E) % 6 7 = /L7 L— MIEL, EE
BB EHAI6 7 =V B K Ol FER E@ v =V B & LT,
FE 4 HIZ ISR A Y 5 BRI & 7o 1A I 2 B R iR & & LT,
TWEREH G ORI, #6507 B, £ 10 ARICHEERWE. G iy
BEITREZ B0 RK & 8L, i 14 ARISTEEES SRS L, #%
fi 21 AfRlc=% J — L CHEE L7214, 5 vol% X AR TR L, K7 = /LD
BHRH R A 58 2 7o, HIBRBESE R E H oML, $E 7 A% 10% R0~ Y > T
TEfe. TR & AR OBEE 1T - 72,

3-4. Bl
1) B E
FERBEMBEZH TR EZBIE L, ROEEICLVBEERETHD LHEL
ZbDIZHONWT, TORERA T, "B, 7L —hea— ML, LB
BRI THIZE LT,
O WHEERHAE 2 MR 5 MEIEEAS 100 {E L E,
@ #h#EE % L T\ 5 (spindle-shaped),
@ MEIE D FEMEGR W ER IR < Yo F - T 4 (basophilic),
@ T K L7RBHTTHWIAZZE L TV b (criss-cross),
® FEAHELRY B> TV 5 (piling-up),
® JERE O HE O ~ZE L TV 5 (nvasive),
@ @-©DFT AN ERHiHR < Th, —H%F LI EERHRE & HE LT,
WEEHROHIL, ZNEN0U =/ T EITie LT,
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2) FEROERR
@ FHxHHEAEHE5E (%)
@ vV L OGO
@ Uz b OB EERE 0% (B EEHER)

3-5. HIE
1) HEFHULEL S RS
LU IR M2 7 L 72 BRI DUV RS RHLBE A2 4T o 72,
O MfaEEFHREBEH O 7L — FTIE 2 V= VL EDBHIERHETH 5,
@ WHEEEHRABRAO T L — FTE 5 7 = LU ERFHEFRETH 5,
2) FEFROFEMT
TR AL ERRE & Pt A0 X FREE R I BV T Dunnett REZ{T-72 (AE
AK#E a=0.05, M, Fio. BxrREE & Bark R EED IR EERT 12 35V T Student
Dt FRE ZAT - T2 (HEAKME a=0.05, A1,
3) BRI E
LT OREEN Tl SN E, RAFHMI T 28BN LT & B 2 T,
O FatEQRED X RO EIREN 12/ 7 = L E B2 TV,
© e B O TR E AL BN A BT &,
@ WBRME IR BV CTLL T OGN 2 & e sH LB RN 4 IRELL EH D,
7212l REL ZOFENPBANRWERY | ABEREITEIECTH T B2 D,
a) MRIEIEOMRENR R oN7GE, L &b, MREENFE O DAL W IRE
(Z 1 IREE, AR OMRED RO G DIREIZ 2IRE D D,
b) HIFHEFEDFLEN L b NT-GE, D &b, HIRBEESFRD bR WRE
(22 PREE. AR EETEA RO SR WEE NN D ICs DREIC 2 BEDH D,



AR5 7514

4) FEROH|E

3D [FRERANLOHE ) 1 LR LG, BB R O M FHLEE A

FEfE L2 BEIC BN T, DUFORYEIC X - TR ZHIE LT,

O [t IWEERERE O FRINCHE RIS, 2 TOTRD bRu,

@ Bt IBEERHAR O FANCH BRI, Ekt L7z 2 IBEL E TR LN
Do

@ BEGME : IWEERHR OMEFHFRCA BN, 1 R F I3 REk e 2 JRE
IETROLNS,

BB ZRHET, SEHERIMRE, WRT — ¥, WEHEBRROFEEREZBE L,
AR IR BLIR D & OB A M LTRGBS L 72,

m

4. RERALE

4-1. FoE—3 3 VR

4-1-1. FHEFRTE D= ORI s RAER

AR OFE R AR 1 LM 11R Le, MARRsiEtiRiT 10 mM % & A

mEL, A2 TI0EMOHETEmK L, TOME, 2.5, 5.0, 10 mM O
BTN, 100, 113, 78%% &~ L7,
M OHAEICB DT HHIEEMEIIRD SRhoToi2, IE AR O K
FAEIZ10mM & L, Ay 2 T8 EREICERTE LT,

4-1-2. WHdnH AR
B R ORERE2F 2, 3 LK 2 1R Lz, WEHEHERIT 10 mM %%
HELE L, Ay 2 T8 EMOHETE L 7=, RERORE R, %ﬁ%ﬁ%’f@fiﬁif
I, MR OHEICBWTYH, Vb= OV E iR s B i )%
P ME A0k FRERIZ 3 U CRERHFIIC A BN 2 78 S 72 o 7o, B2 (R0 %t i
FEZ R D AR AR EEFE =R 1%, 0.88, 1.3, 1.8, 2.5, 3.5, 5.0, 7.1, 10 mM @
HAETZENZEh, 100, 94, 94, 100, 98, 93. 92, 96 % TH -7z,

70k, BRBRER AL O E HUE (DF2MEQRB X FREE DO T E R =) 128, 7 = v
A, QBGHE R FREE DO E MR HA I E S A BT OBER ) B ALBERE DR ALBE
STRBEN 4 BELLF) X, &z STz,
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5. i RDHE

FEHRHRER (T nE— v a2 VRB)ICE W T, SR S B O E iR R,
PR FHNCA B R EINIERD o7z, 70, BEREL O E A T2 T 72
NTEY ., BRBRIIRSL L2 b 0 &l Lz,

PLEDORER LV | AHERY'E @ Bhas 42 flifEIZXI 35 in vitro TOIRNB AT B E—
Toa RN L HE LTS,

6. THT DI ENTERNSTZHBOBEEMICEE L KT T 8OO & 5 FHE K U
FHEFCED R DT 2 &
TRITDHZENTERDPSTHRBROGBEMEICEELZ KT TRVOH D FREITHRAE
L7ghnotc, £, ftHEICGEREN H 72720 LT L TR E Ehii L7z, BEEZD

FHEIEICAED R D o T FHRRITRAE Lo T2,
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&K1 TH1-IDOHMAENERERFER

£ % % & (ODsso) B
(mM) Welll | Well2 | Well3 | Tig4a SD | -J5yp | Cecfconted
77399 0.052 0.055 0.054 0.054 0.002 0.000 -

5% %ﬁ%@*) 0.456 0.448 0.474 0.459 0.013 0.405 100
0.020 0.458 0.469 0.473 0.467 0.008 0.413 102
0.039 0.455 0.475 0.459 0.463 0.011 0.409 101
0.078 0.464 0.458 0.472 0.465 0.007 0.411 101
0.16 0.478 0.447 0.464 0.463 0.016 0.409 101
0.31 0.488 0.453 0.455 0.465 0.020 0.411 101
0.63 0.454 0.452 0.445 0.450 0.005 0.396 98
1.3 0.462 0.447 0.453 0.454 0.008 0.400 99
2.5 0.455 0.471 0.447 0.458 0.012 0.404 100
5.0 0.528 0.497 0.509 0.511 0.016 0.457 113

10 0.395 0.322 0.392 0.370 0.041 0.316 78

a) ZEOBSEEOTIINST" TV DIRFEE DT ZF| L\ e

b) ENTN OIS (BLE) I BREFOIRIEE (L I D BAIBEFOIRNE DN -1 > 7T - S %R Uk

11



X2 TH-1-I2OR BRI EROMIAETE SRR EFER

RS 7514

HeE % % & (ODsso) AR
(mM) Welll | Well2 | Well3 | T9i& SD | -J5ypa | Chofcontrol

7559 | 0.057 | 0.059 | 0.059 | 0058 | 0.001 | 0.000 ;

0 0523 | 0526 | 0542 | 0530 | 0010 | 0.472 100
(5% EHiAK)

0.88 0536 | 0542 | 0519 | 0532 | 0012 | 0474 100

13 0502 | 0506 | 0502 | 0503 | 0002 | 0445 94

18 0498 | 0504 | 0507 | 0503 | 0.005 | 0.445 94

25 0521 | 0544 | 0525 | 0530 | 0012 | 0472 100

35 0537 | 0495 | 0532 | 0521 | 0023 | 0463 98

5.0 0510 | 0496 | 0.488 | 0498 | 0011 | 0.440 93

71 0477 | 0493 | 0506 | 0492 | 0015 | 0434 92
10 0512 | 0526 | 0492 | 0510 | 0017 | 0.452 9

0 0501 | 0493 | 0491 | 0495 | 0005 | 0.437 100
(0.1% DMS0)

TPA 0846 | 0852 | 0907 | 0868 | 0034 | 0.810 185
(50 ng/ml)

a) ZROSEEOTIINST TV DR EEDF G Z5| LW

b) ENTNDIEIE(BER) X BREFOIR S E (S T 2 RALERF DI EE DN -2 T - S RUE
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X3 TH-1- IO EHRIRHERER

H&E REmRRR AEs MRt
(MM) | well1 | Well2 | Well3 | Well4 | Well5 | Well6 | g ® | sp | (eereond
0 1 1 1 1 1 5 1.7 1.6 100
(5% HHlK)
0.88 3 1 0 4 0 1 1.5 1.6 100
1.3 3 2 1 1 2 1 1.7 0.8 94
1.8 2 0 2 1 1 1 1.2 0.8 94
2.5 3 2 1 1 3 3 2.2 1.0 100
3.5 2 3 1 4 1 6 2.8 1.9 98
5.0 1 2 1 0 3 2 1.5 1.0 93
7.1 4 4 4 1 4 2 3.2 1.3 92
10 6 5 3 5 0 2 3.5 2.3 96
0
3 4 3 3 2 5 3.3 1.0 100
(0.1% DMS0)
TPA 1 43 | 14 20 | 12 | 11 | 12 |137" @ 33 185
(50 ng/ml)

a) FEROAATEL T, IRERY) EYIEEF TEDunnettiRIE, FFIEITIROTPAYLIEEE TIStudentDURTEZ EHELIT
StudentDHRTE (a=0.05. Fr{ll) : PRIE(EIE) M REHCHU TERERRUS S, TIEOE LIC"2AUE

b) ENTNDIEE(EER) X ERBFOIRFCE (LT T B ZAUREF DR E DN -t > 7 —S%&RUIE

13
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X2 Fh-1-I>®DBhas 42fHRACHT DAL EERIEERERDIER

o : AEXHHHREIER (%), O : IEIRIBER/III
14



