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1. K

UANFY L —1—A =7 %7 — ® Bhas 42 HilZE 5 IEEEEHARBR(T 0
— g VikR) &2 FE U, in vitro DREN AT 0T —2 g ERAZTHE L 7=,

TEE RS O H &5 E O 72 D ORIk IL, REHE%Z 10 mM (K 3.4
mg/mL) & L., Ak 2, 10 AREMCHIE LIz, TORE. BEMEGEED T BEE I3
2 FHHREEE SR IE 0.020 mM OHE T 34% CTh o7z, FfH & F TVl ErE
FRD BT, BN ERER-2 2 32 L=, Z OREE, R R
(26T B A AR EESIE=R1E 0.010, 0.020 mM D& TEN LI 90, 56% Th -7z,
TR HAEAER O fem &I, MBI TR DY 10~50% & 725 & TRl S N D IRE &
LT, 0.080mM & L, Akt 2 T7EMICRE L,

TR dnaskB 2 3206 L 7= 45 5. 0.040. 0.080 mM O f &L, MfadErtic Ly =
TIE NI IR E TH o 1272 MR R E ORI G B RSN Lz,
REROFER., U /L dH T2 OV E SIS E )X 0.0050, 0.010, 0.020
mM TZiZ41 8.0, 9.5, 10.0 TH Y | Sl FHIICHEREMEZ R LTz, £72. 0.0025
~0.020 mM O H & TIIEIRBR OB H BRI 2R Uiz, BEEGRED
(2% DA R B SIE R 1E., 0.0013, 0.0025, 0.0050, 0.010, 0.020, 0.040. 0.080
mM OHETENL, 100, 101, 106, 101, 74, 33, 30 % TH -7,

7pds, RERAGLOHEFAE  (ORMEGEED) 5 B O B EIRHLR D 12 8,/ 7 = LR
i, QxR O IR AN A B @ OWSR B ALEERE O LB S
MW APRELLE) 1, 2Tl STV,

TR (T n e — 1 2 VRB)ICEB W T, MERRBROEE L7 3 AEOWERY
EVERRE T, B (R0 <t FREE & bhlk U ORGSR SR A B ez~ L
7o 0, ARBREST O EREMEI T2 T 7= 3N TE 0, RBUINI L2b o & L
776

PLEDORER X0 | KYeSr'E @ Bhas 42 fMlAIZ %95 in vitro TOIEN AT 1 E—
voa ERIEGME & HIE LT,
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1t % & D 4 B
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VnFHhr—1—AN=T7%T—]
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TR IVERY n-~F L

1 ST s
(W IFNHRBHOEE
1%, & OREEDOEE)

HC

AERICHE L 72

BRIt L 72k

y 98.59 APH6855
(LB D % WEOD y FEE
RMOLTHRY |
REGEH=R)
C A S %&F & (84753 75 = £ |-
gy B R K
4y = & |334.45 7 6.82
7 - (1408 =W A BAR )
il 5|8 ‘ N
WAR I BT AMER A EIHOWRIK
s 5 |333°C
Koi—
%7 T | e —
B —
v VAR e | VAR i
RIS D IRfRESE | K — - DMSO | %&fi#: 6.8X102 mg/mL* | —
TER | - N —

ik S T

BT A v ARG A A

* HANATT oA E 2 —DOFERIZL D,
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2) RE L OELY #
PERMVE R, BRI E RS KICCIRE LT, BRI E OB 2OV TR,
TR TiTo 72,
3) BRI E DR
O il I
LY. DA F LA LR R(DMSO)
g Fro il T 20
Lot No. : TWL4845
L 100.0%
© IR OB H
PERYE 1L, DMSO 2% LT 6.8%102 mg/ml D& TEHEM L., HEEIRITG LT
0.5 vol% DM ETHERICHNWD Z ENAIEETH -7, £, #ERMEIZ DMSO
M TZBRIZ, B, e, BEEOLDBO N oTle, LEDOZ &b
DMSO #¥aiE e UTRIR LT,
@) HER B iR oD i
R E # R L, DMSO #ikML7=b 02 REmiAfRmeE Lz, Zhz
DMSO TEHEAR L CA R EIRIK 2 L7, HREEIC O W TR, HA
KT R TITo7c, HBRMERROMEITHRFRRR & L,
@ BRI E TR O R PR
VBB DR Z 50 mL F =2 — 7Y | HiiE L7RDS DS E ik 2 3N
(TR 0.5 %) L 7= (WEBRIE RSB, I~ DALBLX 7 L — N OB BRI A P % |
T2 DI ERS R & 0135 Z LI L VT e, ABEZEIR, HEAT T T
1To7,
© i A
BEERE DFIEEDN 95% LA ETh D 7=, FIEHE I H M L2 - 7,

2-2. Fhph st BR
1) Bt s

A5 12-0-7 v FFH ) A VT ViR —)-13-7 &7 — h(TPA)
FET Sigma-Aldrich 1

Lot No. : SLBS0478V

L 100%

2) otk Bt d'E o> 3R R B
TPA X Bhas 42 fifld 2 W A IEIHRERIC Ve B —4% — & L URSERA SN
TBY, BARS AT veA et X —DEET— 4 LB ERT-90,

3
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3) BT E IR OFSRL, RAFIC DV T
FTEDIEEED DMSO Rk R, /7EL T, —80°CLLF CHuEiR T L, iftk 2 4ELL
PV PR L CHV 2, PRATIRASIRIRI L, BERERTITARR L TRV,
fE L . DMSOGFYEAIZE THM, Lot No.: TWL4845, M : 100.0%)
BOEIREE 50 ng/mL

2-3. [aEP R EE) %t iR
Fa (ARSI & L C, DMSO ZE#IKICHIN LT, BEEER~DOIikEIX, 0.5
vol% & L7-,

2-4. fHEA L7-fa
1) fifH
Bhas 42(~ 7 A 222 H13 BALB/c 3T3 A31-1-1 |2 v-Ha-ras 85 - %8 A L 7=
fia)
2) HFETR
—IRMENEN i et o 2 — 20 AFQ017T43 A 3 H, AFR17 )
3) PRAFSRMF
k2 Fh TERAF(9 12)
4) FEEEM
U URRIEMIEEFEBS, = > 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

R IERE A HEFF L TV D, v A 27T X~ DG 3T,
6) EERPLH

BRI ST ),
7) S

WAEORAE LT (19 1%) AR L <., fifabEsmatEt CIlafm L T ok
10 fREAN O FfIa %2 VN -, TR REERER Tl L T bk 2 [RELN ol
Z Tz,



R 7 7517

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. FRERAE L
TEEHAHAER O F &5%E O 7o O Al sl e . AR g s EER-2 2 FEhi L 721212,
TR i akBh 2 920 U 7=, TR L Y vt — a VB A3 E LT, 7255,
AR SR ERER (W TR & & THIKREMEDZE O B VT2 720 iBI1O A A g5
Br-2 & 50 LTz,

3-3. uE— g R
3-3-1. HERT D= DO Mfa AR
AR IL, SHE 3 vl EAWTER L, ABRIIRESHEL 10
mMG 3.4 mg/mL) & LT, Akt 2 T 10 BRpEo HE CTEE L 7=, M iEAEr-2
. IR TR & TH - 7= 0.020 mM ZiEAEE LT, Ak 2 T
10 BePEoD 2 C5EHE L=, MmO xtif & U CRatE(RBO xR 230, %
WEDHIEDT- DT T v 7 R T T=,
FEERITE
AMRIX 0.25% h U 7o 2 VT HRIBE L7212, MIRRIREE 0.7x104 f8/mL &
WE Uiz, ZOMIRRETR 2 mL(1.4x104{8) % 6 7 = /L7 L — MZ/3iE@B 7 = b
SR LT, 4 B RICE BRI A SR E £ 70 IR 2 5 o R5 8 K 2mL (242 H#
L7z, #&FE 7 B 10% AL~ U o CTREE L, K¥E, #fL T 0.1%27 U A &)L
NAF Uy MRIRCY L=, T, 2.0 mL OAEMERGO% T ¥ /) —/L K&
N0.02 N g2 ETe)TY U R LA F Ly Mg, £ oMK 0.1 mL
96 7T L— MIBL.550nm ICBIFAMNEE~A 7 aTL— K —X&
—CHIE LTz, ROAUZ LV FALBERE T O RHHEIEHE 5 (%) & 3R 6O 7=,

X(%)=(T—B)/(S—B)x100
X WRER M) WL TE O FE o R HE 5 2R (%)
S ¢ R (AL X FREE O W e
T : PERYY B ALFRRE DO W
B: 7707 OWNEFEERRO % AT /L)
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3-3-2. JEHERHAAER
BRI, IEEE RGNS SHE 6 ¥ = /L, Ml AR E FIC 3
U L& AWTER Lz, HAERED-DOMEE AR, Mssiiti-2 o
RIZESZ, 0080 mM i HEE L, Atk 2 TTEEOMETHEM LT, ¥
BEHRHARER O X & U TR QR of IR OGPt BR 2 5% L Al s 5 == 30 72 o
WNCEEDFFEDTZOITT T 7 a1, 703 . TPA O HIZ 31T 2 FEIE(DMSO0)
TR, R OV (DMSO)E (0.5 vol%) & —E SHiz,
FEBR 71k
MY 0.25% b U 7o 2 VT HIBE L 72, HEIEIEREE 0.7x1048/mL D%
e Lic, ZOHIRRERK 2 mL(1.4x104f) %2 6 7 = /L7 L— MIHEL, EhE
NIEEERHIEHG6 ¥ = v B K ORI R E@ v =V B & L, #&
T 4 AR ISR IR 2 BRI R Pt BRI & 7o 1R I % B T b AR iR & A L 7,
FEERHA RGN ORIRIL, #6FE 7 A%, #F 10 BRICHEBRWE. Bty
BELIIREZ SRR S L, B 14 BRI ERIC S LT, #%
fi 21 HRlc=% / — IV CREE L%, 5 vol% X AP THRE L, £V /LD
BHRHATE 2 50 2 7o, MR AR E P ORI, $RAE 7 B 1% 10% 4L~ U > Tl
E% ., MRS & AR OBIEZ 1T T2,

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) FERHALEL G R RE
PUFIZ R B2 72 LT BRI DWW CRERHLER 24T o T,
O FHpREEFERERH O L — R TiZ 2 7 = VUL EDSHIERRETH 5,
@ WEEEHRBRAO 7 L — FTIE 5 7= VL ERFHETTRETH 5,
2) FE R OEMT
B BRI LR, & Fa A BD R FREERIZ B8V C Dunnett BREZ1T-72 (B E
KHE a=0.05, A, F7o. BEtEsr it & R QRED < REERIZ B T Student
D t EEAT - T2 (B EAKAE a=0.05, F 1),
3) BRSO HIE
LT OREEN TR SN 6, REZTHMECE 23 BRI LT & B 2 T,
O MR RREEO I E RN 12 8,/ 7 = L E B2 TV 72,
@ BGtxt BB D BB BN A BT,
@ PR E BRI BV TLL T OS2 3 st LBEX GEN 4 IRELDL EH 5,
L. RES ZOFELGINIRNRY | ABREITHEIE ChH-oTm B 2 5,
a) AREHIEOREN O NTHE, D &b, MREENRD LR WRE
(21 PR, MR TEOIRHED GO DN DIREIZ 2 IRE D D,
b) MO EN R S izGae, Ve &b, MlamENiRd DL W RE
(2 2 MRIE . MM ANERD HAIVRVIEE NS IC5 DRI 2 BED D,
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4) FER O E

3D [FEREANEOHE | 1T X R LTEG6 . R E R O L %

FEhi LIRS B VT, LR ORYEIC k- TRERZHIE LT,

O [t WEIBERORFEHFIICHEEREINN, 2 TOHTRD bR,

@ Btk : AR O RN A B R BNN, e L2 2 BE E TR 5N
Do

@ Bl - IWEEHRE O FANCA EZREINA, 1 RE F 721Nk e 2 JREE
IETRDBND,

AAERIRFIE L, SEHFEAIRE, w7 —4 ., WHEBREOFEERZHBE L,
AR 2B & OB A IR L TR A BRI L 7=,

4. ABRAHR

4-1. FuE— 3 AR

4-1-1. HAERT D7D OHIEHEFEER
AERRPESEEABR OFE R 2 2R 112, MIHEmEER-2 OfRE2 R 2 LXK 1 IR LT,
A AR X 10 mM A mm AR E L, A2 T10 B OHETEM L7, £
DGR, BRI Sk FREE L k9 2 MR/l s =#1% 0.020, 0.039, 0.078 mM
ODHETENZEN., 34, 21, 40 % CTH -7, fEHEF THRUVHIIEIENFERD 5
=iz, BINOKREEER-2 & Fh U7z, AIRREaEateR-2 13, Miasgsman
THRIEHETH -7 0.020 mM #iEmHEE LT, Ak 2 T10 BEEOHETE
BE U7z, ORGSR, BRI X BB 3 2 Rk AR 9 5E 21X 0.0050, 0.010,
0.020 mM O HETZNZ4L, 93, 90, 56 % Th o7, WHEIERLFER O E A=
I, FERHHERR IR Y 10~50% & 725 & THIS DL LT, 0.080 mM & L,
N2 T T BPEICERE LTz,
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4-1-2. JEEHERHAGAER

WEEEHRBR O RAR 3. 4 L 2 TR L, WHERRARIT, RalEsr
0.080 mM & L., Ak 2 T7 BT LT,

T dn e akiih 2 32k L 7= f5 5. 0.080, 0.040 mM & FH &1, MifasEttic kv =
VI N N KD DIRNIIREE Th o 7o T2, FEEHFERRRE ORISR S0 & bR
S LT, RBROFER, ¥z LdH7- ) O E I P EiR#=) X 0.0050,
0.010, 0.020 mM TE#E4L 8.0, 9.5, 10.0 TH Y, Mt FrINTA BRI %EZ
RLTo, £72. 0.0025~0.020 mM O & TIITEE IR O N H Bl A%
R UTeo BP0 & HREE I 64 o AR kH/ A A 413, 0.0013, 0.0025, 0.0050,
0.010, 0.020 mM OHETENZ41, 100, 101, 106, 101, 74 % TH -7,

Ieds. ABREGLOYERE (OF2MEGABD xR OB RN 12 87 =L
A @B R O E I A A RIS R OBBRY B ALERE O et AL
RRRED A JRELLE) 13, BTz STV,

5. iR D E
R (T 2T — v 3 VRB)ICER W TSR LT 3 RO E LB T,
Ptk (V) e HRAE & Lhile U CIR B ISR DG PIIC A BRI A R LTz, 2o, &
BRESL O ERE TR TR SN TEY , BRI LIZb o &l L7,
PLEDORER LV | AR Y'E @ Bhas 42 flifEZXI 35 in vitro TOIRNB AT B E—
Toa ERNTBEME L HIE LT, HIEDBENE L InoToTe s, BRMEABD RREE, Bkt
WHE, BRI E B 7 L — FOHFNLRENR Y 2 VAR, T DEFEEZ K

31T~ LT,

6. THT DI ENTERDSTZHBOEEMICEE L KT T VO H 5 FHE K U
FHEEICED RS TeZ b
TRTDHZENTERDPSTHRBROGBEMEICEEL KT TRVOH 5 FREITHAE
Liginolz, £, FHRZEICRLENH -T2 E T L THRBREEf L=, ZEEZO
FHEEICIE DR Do T FRRITRE L 2o T2,
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K1 INFYD -1 —AIb=T55— b OHlfSIEIEHERFER

mE % % B (ODsso) xRN
(MM) | well1 | well2 | Well3 | FIE SD | g5y | Geoteonred
7°5%9 | 0.048 | 0050 | 0051 | 0.050 | 0.002 | 0.000 .
(OISS()DMSO) 0379 | 0387 | 0411 | 0392 0017 | 0.342 100
0.020 | 0202 | 0156 | 0.138 | 0.165 | 0.033 | 0.115 34
0.039 | 0122 | 0095 | 0.144 | 0120 | 0.025 | 0.070 21
0078 | 0193 | 0184 | 0.178 | 0.185 | 0.008 | 0.135 40
0.16 0179 | 0.167 | 0157 | 0168 | 0011 | 0.118 35
0.31 0179 | 0.157 | 0.164 | 0167 | 0011 | 0.117 34
0.63 0.178 | 0.169 | 0.168 | 0172 0006 | 0.122 36
13 0216 | 0203 | 0202 | 0207 | 0008 | 0.157 46
2.5 0220 | 0222 | 0200 | 0214 0012 | 0.164 48
5.0 0234 | 0239 | 0221 | 0231 0009 | 0.181 53
10 0202 | 0173 | 0175 | 0183 0016 | 0.133 39

a) ZEFOIRSEDOFIINSET TV DR EE DT ZF| Ve

b) TNENDIEE(BLE) M EREF OIS E (X T 2 RAIBEF DR N E DN — > 7 - 2% RUTk

11
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K2 In"FYD -1 —A)=T755—b OHlifSIBIEHER - 24558

A= " 3 E (ODsso) iastMpEYEsR
(MM) | well1 | wellz | Well3 | SigfE | sp | -J5pp) | Ceerented
7" 599 0.049 | 0.049 | 0.050 | 0.049 | 0.001 | 0.000 -
(095%DMSO) 0.553 0.563 0.553 0.556 0.006 0.507 100
0.000039| 0.566 0.536 0.564 0.555 0.017 0.506 100
0.000078| 0.530 0.540 0.521 0.530 0.010 0.481 95
0.00016 | 0.507 | 0.579 | 0.533 | 0.540 | 0.036 | 0.491 97
0.00031 | 0.549 | 0.545 | 0.538 | 0.544 | 0.006 | 0.495 98
0.00063 | 0.537 | 0.520 | 0.540 | 0.532 | 0.011 | 0.483 95
0.0013 0.512 0.545 0.545 0.534 0.019 0.485 96
0.0025 0.538 0.531 0.561 0.543 0.016 0.494 97
0.0050 0.514 0.527 0.519 0.520 0.007 0.471 93
0.010 0.513 | 0503 | 0503 | 0506 | 0.006 | 0.457 90
0.020 0331 | 0345 | 0329 | 0335 | 0.009 | 0.286 56

a) BEFOBEEOTIINST TV DN EDF D Z5| L\

b) ENETN ORI (BIE) X BREF ORI E (O T 2 RAIBRF DL E DN -2 T —S&RUE

12
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K3 INEYY - 1 —A) =795— b ORZEEIRERERDIBIEZ A TERER

2 % % & (ODsso) g
(mM) Welll | Well2 | Well3 | Fi5f& SD | -F5op | Geefconred
7°59% 0056 @ 0055 | 0057 | 0.056 | 0.001 | 0.000 .

0 0472 @ 0464 | 0448 | 0461 | 0012 | 0.405 100
(0.5% DMSO)
00013 | 0457 | 0460 @ 0468 | 0462 | 0.006 | 0.406 100
0.0025 | 0474 | 0473 | 0455 | 0467 | 0011 | 0411 101
0.0050 | 0526 | 0456 | 0477 | 0486 | 0.036 | 0.430 106
0010 | 0471 | 0461 | 0467 | 0466 | 0.005 | 0.410 101
0020 | 0361 | 0347 | 0358 | 0355 | 0.007 | 0.299 74
0040 | 0200 | 0181 | 0191 | 0191 | 0.010 | 0.135 33
0080 | 0169 | 0186 | 0177 | 0177 | 0009 | 0.121 30
TPA 0900 | 0873 | 0.897 | 0890 | 0015 @ 0834 206
(50 ng/ml) ) ’ ’ ) ’ )

a) BEFOBEEOTIINST TV DN EDF D Z5| Ve

b) ENETN ORI (BIE) M BREF ORI E (S T 2 RAIBRF DI E DN -2 T - S = RUE

13
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REGRREMN

H= AEs R ETEE Y
(MM) | Well1 | Well2 | Well3 | Well4 | Well5 | Well6 | g | sp | (eofeonred
0
5 3 4 5 2 3 3.7 1.2 100
(0.5% DMSO)
0.0013 5 3 3 1 1 4 2.8 1.6 100
0.0025 4 3 8 6 5 6 5.3 1.8 101
0.0050 9 4 9 11 8 7 8.0 | 24 106
0.010 13 12 10 8 8 6 9.5* 2.7 101
0.020 10 9 15 8 8 10 10.0° | 2.6 74
0.040 Tox Tox Tox Tox Tox Tox 33
0.080 Tox Tox Tox Tox Tox Tox 30
TPA 18 | 12 | 15 | 11 | 10 | 11 | 128" | 31 206
(50 ng/ml)

a) FEEROFTEL T, HERY) B ALIEEI T(IDunnetttRTE ., P EROTPALLIEEF T(EStudent DHRTEZ KHELIZ

Dunnettt®7E (a=0.05. Al : FEIECER) MREHH U TAREZRULSE . FIIEDA LUK

StudentDURTE (a=0.05. Frffl) : IR (AR BRI TEBEERUSS. THMEDA FITEHUE

b) TNENORRE (B X EREF O E (S T 2 2AIBRF DR N E DN -t T —S% Rk

Tox: MARRSMECLDIZIILIY bEODRVHBREE R Z R U8,

14

MRS LT
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80

60 r

Relative Cell Growth (%)

0 1 1 1 1

0 0.005 0.01 0.015 0.02
Concentration (mM)

1 IAFY> -1 — 1)L =T55—b DOBhas 42flifa(CH (T DHERLIBIEEHER- 2DFER

20
§ 100 —
— (%)
= 80 15 =
S ~
g 60 .g
s 10 =
© S
o 40 5
= 5 =
= 20 ( g
L 4
a 0 * p<0.05, L L L 0
0 0.01 0.02 0.03 0.04
Concentration (mM)
M2 IAFY> - 1 —A)=7595—b DBhas 42ffRE(CH T DAL B BRDIER
® : AEXTHERRIBIEER (%), O : B L/ U1l
A 7/ '_"\_\ B i e C =
LW/ — A = \
\ [ \ \
3 . : > { :
y | / | J
¥ 4
N = \ / . \ /

X3 FLATREUZBhas 42 la0ERMITIL
A: BEMEGEIR )M TBBEE, B: BRMEMEBEE, C: 0.020 mM SAFH>Y - 1 —A(J)L=TJ55—-h

15



