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FO #iplZ~ ™ A ORMEEEML T, 1973 4 Bernstine 5T X > T129/SVI T AD
6 HEZBENICBREL, BELE-7F9 b —3¥ ./ —=< OTT 6050-970 OF#lle % 7
U— b5 2 LIl ko TR AN T 1 — 5 —FEEBEOMBEHKRTH 5, F9 Hilz
. A= AOREEEMRETH S P19 ML EBEZEIIIEER 2R L T
VDD, FEEORSLZREZHERFL Twd, 2O LIRS E 2K
B Cd 5 stage specific embryonic antigen-1 (SSEA-1) 2BHLTWAI &h 5L bHE
FRNTWEY, O F MR IEE REELGT CERIIHMET A I L BFE ISR
WS, LF A VB> TENHERERR~LMEL, TIRAI ) =T 775X
—% (PA) . 93=v., ¥4 TNVaS—F O bMREROMRENA< MY 7 X
TN BRBTHEICHRBIED Strickland HIZ X o THEINZ3Y, £0D1R,
VL ODPOSEBEENEY b OLEWIRE Sh, 2 ORKIESTIEY Th HE
B N1 A50 . FEESES), BV TOUE-F-9RLEBEENTN S, AHED
LB R MR L . ABRCHMbEBETELZ LS F9 MRISEIEDOME
REQHZEHEE LTHELTHE V90, F9 MEOSMUEBHEEZMIAT L2 LIT X EEs
HEFORREOBBIRILEEZL LN L,

T 7. FEFERED TWAEDOREEL L THMLBEEL S 51112, ZOHEEL
A TRIERERE 2 0 BN OB 2 b FEH LA L, FEORAMARNE ML
X, WREBEMZLZLICXVELZRETSALOTH S, FO MBIEVREMER %
LbOWEORIZII Y P LIZRMEZMBER THE7-0, COMRE LS EL LA
B R M2 5 S EHFTEALEWERRT 5 2 L CHLBUEREICH BR#Hk
AL EMEBERTX ATMREED S, BROTERHS ZOMEMEZBH LI SDP 5
AL B IR TR ER ZERTAZI LR ENLOFE TARBWERSLEHOE R
SEENE N, F2 TRAROEYWHMBESGZEPS F9 Mot E X UHEREMEE
Wk B EWEFIIERT B39 05, FHOT., TR LA A2 FOILE
WEBERTXATHBENSVWEEZONDS, 351X, WET K=Y AIETHH%
BETICON, TE MV AFTEREL VI ZEZDAE TR TEZ, ZOFEIEAR
CEHRRMICT RN —YA2FEL, KELZ2EORERZ LICEMREEZRTI L TR
BELIIETAHIDTHD, TR —TVAREEOREBETOIRIDBRTHD
1316) Mk - BELOBEDVFIRBENTVEY, ThETEMBLILEWTREL
T7RVN—VAZFELREISVIOD, F fEZHCZ 7R MY ADOFHEH
JizE A EBRESI N TV RN,

Pl X 2B8HEPS, AFETRIT F9 MO EHFERELFODE 2 EY
MORRMBI R L 2WNRICIT VT LAZ) =V T ICX D BEERL, BEL /5
OHEHEFTHAL J FFF — VWML BEFERE 2RO, €/ FF 4 —Vid b
ORTVEREOLEYTH Y., TOEAGTEKELRT PR T ricd FRRICHMETEE
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EEFRO LN, E5ICaveF VEBED 0 OBEMASYOERLERP D

PO O XL — FEPMEBECEERRE LR /-LTWAHBIEZHLPIT L,
CNICEELT, BEBEX V-5 -0 LFEEELBRE LIER, VFV Y ETF 72
TEHI VTR EEEAD, ChoFL—F -0k 5 F9 HilzosbFEEICHE
LTk, ShsDtaD a0t BENE L IR HBFT F9 Migzaoibse
BEWIRERE, SNbFL—F—I12X 5 F9 HOSMLBEEERII=MOSKA
Y EOFMBICL VELICHESR LI RS, ZOMEBEICREHEA I VFEE
B X TWA I EFHSRICR o7z, Tz, LIRS 5 M FLHETE OF 43
TRIF—VARDIBLDTHAZLERBRLIZOT, HMEBFELT R — TV ADH
RIZOWTHBEEMA, HLVWAIREE, ThoFL—F -0k 2R 2BHEIC
kBB E B X UM T 2RO TR N -V AREICETHHE
X, BAEOHEESLERREBIVZORRBRICB I 2BBLEREDLDOALZLT,

BRROSHEERE, TR —VAFEFRFEERICIRIDEEZ, KEXLELT
REEKT So



A
#1182 rFMlaoMbFERZ BT HHBILEWOHTEER

FO MIRIIRSLIREZHF L -~ AOKRBEEME TH D, BFEORESRHT T
BIBEAETAET A E R HMEENE, LPL2EL, BERICLVLF 24 VR
(107 M) &z 5 EEMANEERMEICHMEL, LF /A VBREEDRTTF IV
FA 7Yy AMP (103 M) Z&MT 52 LICL D R PISEMARERMIEN &5
LT, PA ZEDHBNT M) T RAE Ny REET B3N, —F, LTI/ VBED
HCMEL., MEEZBREIELIEICLY 67 HTENNBHARE~NE ML, «o-
T NTUFA VEEET B XD IR BB, Kuff & Fewell LT/ A vEBEE YT
FUNFAZ )y 7 AMP ORIFEMEIC X ) MRS AE T 5 3G LT 52075,
FRADOGFLOBEIIMITIE R, BEOLEZA F9 MRIZAKREROMEO RIS
b3 HHIFER TH D EHBENTVE, LF /A VBIZX DML H T EFHERES
7otk BEEET ) 7 439, DNA AEBEEEAZ b OPEAISD, BV TuE—5 -9
D HLBEEEND LI EPFREEIN TV S,

A, B EZEFEMRICHMEEE L, Bimtkbes I ETHRELEBRTLLL
IBABIEEEFTEE SR T VWA, T D202, BERAVL SR T 2EIEHDE:
PTEFEZELRY, EHRORCERN MU FEWELERTHILEPLE LR D,
ZFECHRL DA FEEEEZ BT HLEWE RROYEICRD L7720, £& LTHEY
WEBERNCI VT AR ) ==V TR To72,

E1EH REFUEERTOT VT LRI Y~ T
£ 1H MELFE
la=t/] — :

Table 1 IR L7ALEYDOS B, PaFRTVREFIERIEIVEA LK, 5-7VF
OS5y, TAIVEVE (L+) - TRAVEYBF Y DL) (TLi~vAv /(38
BiE) BXUOBHSROBEF M) v AHEMETEIVEBALLZ, - MU IV-L
TNy I UBEMEZRERKEREFH_EIEEER L ) A W En, oMok
YR -0 3 R C I EERERERMERDER L Y it 5 w722/,
aiiliA

AFFCHEA L7 F9 MBI KR AEMAEY R OVEFEHRREIR & 0 #ft5w»
727207z, FO MIRLIZRBOL 2 b DR WEAERTIEELTBEH 1 + HOHK
ERDOIEEL, F-ICRERE LR L THER Lz, MEOMERFZ 10 cm @
MR T 1 v Y2 (BWAETE771% Falcon) ZHWV, 5mML-ZNVY XY (545
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Table 1 Chemicals used for screening

Ajmaline L-Menthol
Amygdalin 1-p-Methoxycinnamic acid
Androsterone 3,3-Methylene-bis-coumarin
Artemisin L-(-)-Mimosine
Betulinic acid 1,2-Naphthoquinone
Brucine 1,4-Naphthoquinone
Calciferol 2-Hydroxy-1,4-naphthoquinone
D-(+)-Catechin 5-Hydroxy-1,4-naphthoquinone
Cholic acid QOuabain
Curcumin Paeoniflorin
Cycloarterenol Podophyliotoxin
Digitoxigenin 58-Pregnane
Diosgenin Pregnenolone
Ellagic acid Progesterone
(1s)-Endo-{-)-borneol Purpurogallin
(-)-Epigallocatechin gallate Quercetin
Ergosterol Reserpine
Estradiol Rutecarpine
Estrone Salicin
Gallicacid Scopoletin
Gardenoside Sennoside A
a-Glucosylrutin Shikonin
Glycyrrhizin $-Sitosterol
Gossypol Strychnine
Gramine Toosendanin

|Harmaline Tropolone
Hinokitiol Ursolic acid
a-lonone Usnic acid
Kaempferol Vanillin
Koijic acid Vincamine
Limonin Yohimbine
Luteolin B-citryl-L-glutamic acid
Luteolin-7-glucoside Bleomycins
Magnolol 5-Fluorouragil
D-Mandelonitrilegiucoside L-(+)-Ascorbic acid

A5A7) . 1mM ENVEVBFRNITA (FHFATRA2) BXO10% 7 VBRI
¥ (Filtron) %% L7- Eagle’s minimum essential medium (MEM., HZK#EZ) &, 37
C. 5 % COz TTIT-70o MEMRIEEHBEER, 02 % MNITV Y (FAFATRY)
BLO 002 % ZFLYIT7 I UEEEE (EDTA. FAFATA7) 288 20 mM
phosphate buffered saline (PBS, pH 7.4) THila% 74 v a2 K@ L Y F*L, PBS T
Ve L7-%, M2 EEET I L TITo72, R 2-3 HIC 1 HOEIETITo 72,
ACHEEE O E

F9 MIRLOSLHEIEMEIZ, PA OEAZREL LT H—F—N—LAEICL DT
5722122) ) T OFEIIME LZF9 MO AN PA ZEETAZLEAFRALIZFETSH

4




%5, T, F9 Mila% 0.1 % ¥5FTI—bL7 35 mm OHEEEERTI v 2
(Nunclon) 2 1.2 x 102 #ii3/1.5 ml MEM/dish THEEL, 35 HEEEL O =-—
B ERT, FOBRBEEONEWEETLIHLTEHETHRL, 24 BREELREIT
770 BMBEBEDT 4 v 2®HH 1 BiE PBS T4 % ICHERLAANVTY T 35 40
WEEL. 0.1 M EEESEWR (pH 4.5) T 0.05 %ICBEBEL-7TIFTS v 2 TH 15
SEEREL-Z, ABRMICEau0 o —EE258I L, SUBEORY) OT 4 v aid
BEHRTOY VIMEICEET NS PA inhibitor 2 <729 37 CIZiRH7- PBS THREL
7o, MBI T M —F—N—LABW 1 ml/dish 2B L/, 7H—F—1—1A
BWIX 075 % TH— (FAIFAFA2) .25 % AFAI VS (Difco) . 0.28
unit/ml DTTAI ) =7 (F—LEER) BIUOEREBRNLFABEOI VY I VBB
XTENVEVEETF M) L2 EAYVRBENEZEE R\ MEM Thb, EER, ¥
BEHMITAHE PAREETHIU_-EAHBOT TV —BFIERLR TSI -2 % 24 I
MEETIOBET A0, ThEFRL, HMEFERILau=—-57-DD PA E
Eau=—0EE&E2NN\—rF—IUTETIERIDIRLY,
IEEMEZENENOEREICL D PBS, milliQ K, ¥ /—VELEVAF VAN
wAFTF (DMSO) IZ 10 mg/ml DRETHBRLI-ERLAREL. BESREED
1% UTeERBEHIT MEM THRLTERL, 28, 1 % UTOREOHES X
U pH 1bi PA OEEICEEL S Z W L IHREEATH 5,

£2EH EBERBIUEE

Table 1 IXEHEE A 7Y —=V 7 L7z 70 BOALEWER LT ThodHH PR
UVREFOL /X F4—N, buRuor, JFERITHAL T LI ~A ¥ B LUEE
PoOHMBRSTTHL T TR A4 FOFrveF /T BERE2 D, Fig. 1 I
AT X/ FF4—Vid 10 pg/ml (60.9 uM) %2 ¥—2 & L-EBEEEMEEL R
U720 20 pg/ml Tid PA BAIT=—DEEITRI L, EHICHELZ DTS LR
D= —BFRI Lz MRS PORT Y TR 1 BLT 10 pg/mt 1BV THENRO
BB MU D A L IZIRFAEOSMEEERESERD S5 N2 100 ug/ml TiTMESEES
B au—EPRBA L, LALLM aRu VREFEOR ) XF 4 - VOFEERTH
At ) FFF—VAFVI—FVIZIE 100 pg/ml DEEFICBWTOHMEFEFMEITE
(BDONZ ol —H. TLIARAT TR 1 BIV 10 pg/ml THWHMLFHE
HHEDFRD B, 100 pg/ml TITHRFBESRED iz, £72. 7 veF TR 100
ug/ml THEBEBREIBDOOLNT, LPL, 79XV EBREFORED L OMBOM
WS THAr v 7 2a— vl 73 VEICRSEFERTRRD O NL Do 7,



100
_ A
&\°/ 80 ;\o\
c ~
f
g 6of S
> Q
g =
g 40 e
Q o
< = <
o 20 ) o
Q
=
O
Q e po— = 0] — - -
o % E £ £ ° IS £ E £
-~ o -— ~ ~ =~ -~
5 o g 2 g s g 2 2 2
O 5 - g 9 O - Te) g 8
©
prd
60 100
. C
Q 50 __8of
z B R
ke 40 ; 60 F
© L o
3 30 3 g
8 g2 | 84
E 20 ) 5
< -
10 T 20
0 Lo 0

£
(=)
=%
-

10 pug/mi |

2 S
fad c
Q Q
(&) o

£
(=)
=
—

100 pg/mi |
NaB 10 mM
10 pg/ml
100 ug/mi

£
o
-
18]
(o]
prd

Fig. 1 PA-producing activity of various agents in F9 cells

F9 cells were treated with tropolone (A), hinokitiol (B), bleomycine (C) and quercetin (D) at indicated
concentrations for 24 hr. PA production (%) was determined by agar-overlay method. NaB; sodium
butyrate.Values are means=S.D. of triplicate assays.

E28 aveFrEELLEWOSFERN L EEE AR

FO S0t BEFEROTD LN ) FFF— VR roRurFnshd boR
VBRPLRLGFTHALELD, NORVEESTFARIRFE I VEF VERMEICOWT
CFERTRE L, TOBELEREOBELRET L7,

IV F VX, Colchicum autumnale DS ENAE7NVATAL FTC, PORVESL
BETHAEWTHD, B/MNEBRBEERR2H O L THML N2, ZO/ERIKX )M
FEEE M BCTEILESAI LN TELLD, RBAFRISH SN, EERLE
LTHHEVWLERTWA220), ZpZ &hb, MyNERRIEERE F9 MlROSLEH
EERAOBRICOVWTOHREBAZI LN TE 5,

6 R



£1H MEEHE
le=c/]

INeFVREFAARTELY, TAINTY (VeI F) BEXTMN) 2F0a
Ve F BT Sigma X VBALZ. I f Vi3 ERAEEYIR BT X
YKL AT A A TRV A
LB EEEORE

MREEB L OWEFER., £ 1 8. £ 1 Hfto 7 £INeF U EGEOEN
WERIIMDOILERDORA 7 ) —=V TOREFEREIC 1, 10 BX T 100 ug/ml DEET
Ml 2R L., BETRICEHAEOL ) 35— V% Hw, BEGEEHE ORI
arekAfEPIAFVINEFUBEIE 1, 10, 25, 50, 100 BX U 200 pg/ml
T, INeFEFAINIUIT 1, 10 BLT 100 ng/ml TUEL 7=,

B2H KBRLEE

SACBEEEZ o Ve, VE MY AFNANEF VRBICOLATED S, AT
YRFRAIANY VICRAG-AEER CERIIBRE S kol (Fig 2) o HILEW
DOREEEAEE, 24 U TiE 100 pg/ml (259 puM) 2¥—-2& LT 50
ug/ml PLETHEFBEEFEEIED LN, —F M) AFVareF yBTIiE 50 ng/ml

80
A B
[ O Hinokitiol O Colchicine
60 L B Colchicine 1 O Colchiceine |
. B Coichiceine B Demecoicine
2 Demecoicine @® Trimethyl-
= I Trimethyl- T colchicinic acid
o colchicinic acid
g 40 -
o
o
S
<
O 20} -
0 é i s M i A O e e — = — . ]
Control 1 10 100 1 10 100 1000
Concentration (ug/ml) Concentration (ug/ml)

Fig. 2 PA-producing activity of colchicine analogues in F9 cells

A. Comparison of PA-producing activity of colchicine analogues. B. Dose responses of PA-producing
activity of colchicine analogues. PA production (%) was determined by agar-overlay method. Values are
means=S.D. of triplicate assays.



(145.5 uM) 2¥—27 & LT 25 ~ 100 pg/ml OHFE THEMESRD 517205, 200
ug/ml OB TR0 =—FBREEZIDRDOSNTIC PA BEEIRBAI L, 2k
A& M) AFNVANEF VBRO F MlRSMEBEREE ) FFA—- VD 1/2 BE
Td o770 |
IRNEFVETRAANY VLB EEESRBO LN o722 o, BNER
BRHEERRLMBEREO M Hito#EIRiX FO MBOMEFBE L BB/ W &I
PN T7, :

8 3H

Yo OWMBE 5. B, o OMEB RS2 H.0IC, JEHl. €4/ 0D
IEWEAZ)—=vF L, e2FFF— )b, buRor, FyksFr, 2k
Y. MUXFLVANVRF VR, TLEAAT D 6 BOAEWIC FO MO EE
EHERD. 5D L, T VEF L ETLIRL Ty 2B 4 bW RE
LChruRT VEFFAEL (Chart 1) | HHEOES AL FFF— R bRy
TEROH AW TH B, ./ FFF— %1936 £ICHFEICX Y, EBL/ 25
HHBEINTBTTHY, 7 BEBELZETALEYWTH B2, v/ FFF—)VITiEZ
NE TV OPDEWHEBRAREZNTW5S, in vitro DR TIX K562 % HL-60 %
EDOREMRRIC 4-8 uM DEBETHREEM L ARL., HEEFHEBLAET A LR H
NTWAEY, EEBFRITLTRACH LTEIEERE R S 2ho 722830, /-,
HERIH A2 & DFHE SN HAEBRCEBRER TIBALLA D ST\ 538132,

)X FA - NVEERBLOF L - MEAEZF O LML T WS I £27333 | ]|
REEZFHOLEYWD o FOAom MREBEEF V- PREBCBERLTWSEZ L
336 FTLATATVIERBEDFL - MREBFOI LI ERLEZLE, I
SELEMIEEEDOFL— FBRESIIICLY F9 M2 EE0TERVRE
25605, LPL, Il VyRMIAFLVINVEFVBICFL - bEXHZE
WIBRERI R, FVvEF U b - NERI R bPREESF - TWAED, FL— MBI
DWTOHEFIZEV, T2, SHEAZ Y —= UV FICHWIALE oL EERE R
Do TALEBOFITE, FPIRTVREROTINTUL ) YR T TRV BRI -k F
TR EPEEED OV 72U VEEITNTWAD, a-b FIH0g bREED
D ACEEEEOFEZFEL TV ALAEELRBENGFET AEEZ LMD, £,
INeFVETAIANY VIHAEFEFESRBDOON Lo 72 L b BU/NETRER
HERMEBEEO M B TOEIEIISEBFEFE R L HEF RV LR EINT,
ASEREEMA VORVREET MG THEFEEREL T ORET Y
RO VEREELZEOD, 20 2 NOKBEFEETH AL Z LPFRINTZ ZOFD
% MBI TSR S NP TVWEREICERTH LT, INE T in vivo TIRPUETE
WEREBVWEENTELZL ) FFF —)VIT in vivo TOEMREZF/-EL Z EHFTRER



LG, BE, UFEETRACOMEL 7THFVETBMHLZL /354 —7
7 — MIGLBEEEERO TS, T2, EEMEICEENICH Y AT Wb B
T LT, BHMREOSMCFEFEE DA TES X ) XWikeWE R T & 52 HE
HbbbHEEZLNDD, REIZOMEWOLOBROTROBEEL 25,

o (o] 0
: : ;OH QOH QOCHS

CH(CH ). CH(CH ),

Tropolone Hinokitiol Hinokitiol methyl:éther
o] o]

CHa2CONH Q CHaCONH Q

I OCH:z I OCHz

OCHs OCHs
OCHz OCHs3
Colchicine Colchiceine

OCH 2

3

CHN OH
HaN

l OCHs ‘ OCHs
OCHs @

OCHs
OCH3 OCH3
Demecolcine Trimethylcolchicinic acid

{Colcemid)

Quercetin Kaempferol

Chart1 Chemical structures of tropolone, hinokitiol,
colchicine analogues and flavonoids



F2E FL—F—I2L5F IO LFERT ICET 5 BE

FO MRS EBEFEELFONEWD ) bREDFRIEATVEDOR LT/ £ VB
T 3940, S5 LB ERT ICOTUIEEE T MY YA DW T EE A% 54748),
VT4 YBROSGE, MENTORERPHAS PICEINTBY), BRICEXEIN-E,
BRLF /)AL FLET7%~ (RAR) A LTHEERTFE L THE, B4 2BETF2E
HAb3 B 44464950) ) = DBIR T OIEMEALIERE D FO MO MEFZEICES L Twb &
ZEZ2oNTWh, 72, BBEEF )T A OBAE R P ORTEF MEEBHEL.
DNA OBEEZ DL LTI, HMEBEELIZ LI LPFHMEDF|EE&E o TWS
EEZ LN TWAYAS, wWFhObEWEICX > T, MLl F9 HETIX
cfos R cjun % ED AP-1 ZBRTABEETIEERAL T A EFHLNTWS
5258, L L%AS, TNOHMEDEAZMEHCELTH, FI MBESMEOEGI
R EINTWEDITTRRL, MR L TRIBZEFEZRZEHEL TV HIZTE RV,
FO MRS HMEDSHEE SN HBEREITSH S 5 ICEHHEWITHRE Sl 5 v,
MEILBVWTL ) FF+—VE B0 LTS FORT Y BEBOLEWH LD ak F
PR EIBEIIVEBEFL-FTAHIEICEY F9 MRICHLEFZETLDT
BR2VPEWITREZRE L, BEBEYIVELTDOLF I VBR, F1—
F—tLTO /) FFF - VEA—DOFRZNMLT F9 HREEZMEEETHEDES
I RETEFL—F—ICL5 F9 MBEBOMBES IO LLEEBOEER S &
DC F9 MR OB ERFEICE L TRET 2N 2 72,

F1H FL—¥ -0 LFEFHE

L)X FF VR EDO MO RIVEEDTHRICELEYH., EBLOXF L — ME
HAabEll F9 MROSLEZELTWEOLZLIE, MOLBF L — % =12 b1
EEEN DL EELOND, £ T ot R MEEDBEECEDLS THEER
EBF L —F — 22V T F9 HMEBEEE 2RI L7,

£1H MBEHE
FlL—%—
BEfL7z%L—%— Vx5 L Y Y 73 VERBE (DETAPAC) | = b Y U=Eel
(NTA)  YFVY (BEFATATAY)  PAFNTIAFY A RELERIR),
EDTA, NV 723> FaY Y IRVEVEE, 8L FOFYF) )Y 5 ALk VEL,
1,2V FaFIyRY¥Y-3,5- VANV VB (Tiron) | 2,4,6-FYVEID)L-s -pY T
DV (TPTZ. BLEFHFATAZ) . A IF VU~V (Sigma) . 3- (2-EY D)) -
5,6- V72124 )T VAL VANVEYEE (FHSAFAZ) . F7z0%
¥ 3 (Sigma) ® 12 FETH 5,

10



SHLEEE OB E _
MRgEEE, LEMOBER., MRBOMHESB X UHMEBEEROMEFERE 1 &, 86

F2H KRBIUEZ

12 BOFL—4—0 F9 MRBICHTAMEBEERELMEERE 1. 10 BXT 100
ng/ml THREF L7z (Table 2) o ZDOFHR., PF V&7 720X ¥ 3 VI LBERE
Wr B, VFV VRIRPHIBEFTOEBREERHETA-00FBELLTHVLN
BELV—F—THN5%O F71u0FFI V@I ITEITRHEBEEDHEERLLT
AWLNTWAF L —F—ThH A6, lijF L — & —DfbFEHEZVTRD baRD
VEBRERELRD, TBEWVICLEBLLER>TWAS (Chart 2) o LPLLEDS,
FILOFFI VI o ¥ FIms PRI BAF 7y 57— MEEEA L.
COFGENMLTERE 1:1 THFL— T A LB T 56365,

Table 2 PA-producing activity of various chelators in F9 cells
PA pruduction (%)

Chelator
1 pg/mi 10 pg/mi 100 pg/mi

DETAPAC 14.9 25.7 8.8
NTA 3.8 3.0 2.4
Dithizone 6.4 98.1 .a)
Dimethylglyoxime . 2.8 71 5.1
EDTA 1.0 1.4 3.1
BPS 1.8 3.0 2.5
8HQ5SA 2.1 2.7 0.5
Tiron 2.5 5.1 4.0
TPTZ 3.1 4.4 2.2
Imidazole 2.7 0.5 2.1
PDT 0.6 0.9 0.9
Deferoxamine 2.1 39.0 . 88.8

Values are means of triplicate assays. a). Cytotoxic

DETAPAC : diethylenetriaminepentaacetic acid, NTA : nitrilotriacetic acid

BPA : bathophenanthrorine disulfonic acid, 8HQ5SA : 8-hydroxyquinofine 5-sulfonic acid
Tiron : 1,2-dihydroxybenzene-3,5-disuifonic acid, TPTZ: 2,4,6-tripyridyl-s -triazine
PDT: 3-(2-pyridyl)-5,6-diphenyt-1,2,4-triazine-4,4'-disulfonic acid

I 2 BObEWD FO MBI 2B EE L. FHEREN & RRIKTFR
OEH SME L7z Fig. 3 KT IXHIRTVF VU, F72uF¥ I VEJICHEKRE
WERL, VF V' OMEFEEMZ 5 pg/ml TIRIZTI F—i2% Y, 25 ug/ml THA
FEEIRD 5N TH, 50 pg/ml TiRHEVEREEO-O 30 = — 89 XTHEL
72D LT, F7 2 udH 3 oS bFHEEEEIR 100 ug/ml BETTS b—1l%o

11



Dithizone

NHz(CH,,_)sr;l—%(CHz)zﬁ,NH(CHz)stI\I—(ﬁ(CHz)%CNH(CHZ)qN-(r‘[CH;\,
HO O o HO O o) HO O
Deferoxamine

Chart 2 Chemical structures of dithizone and deferoxamine

B T T
Q y/%
g:’ ?’T%/
: N
: |

Concentration (ug/ml)

Fig. 3 - Dose responses of PA-producing activity of dithizone and deferoxamine
in F9 cells

F9 cells were treated with dithizone (A) and deferoxamine (B) at indicated concentrations for 24 hr. PA
production (%) was determined by agar-overlay method. Values are means=S.D. of triplicate assays.

726 FO MBOSACTEE I3 5 BERKAEIL . Fig. 3 OFFREP 5 T2 LFEGNH
ZRLTZVFV D 10 pg/ml (39 pM) BIXUPTFT720FH I VD 100 ng/ml (152
uM) ZFWT 0, 4. 8. 12, 16, 20, 24 FEAEZ TV LBEEEZHET 5 2
ETHBE LT, MFL—% — & HAEERICKEL T FO filioMbeFE Lz (Fig.
4) o OB BICETAEMIILF A VBRI ) LE Do 12317,
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80
- Fig. 4 Time dependency of

| © Dithizone (10 ug/mi) 1 PA production of F9 cells

™ Deferoxamine (100 ug/mi) treated with dithizone and
4 deferoxamine
F9 cells were treaded with 10 ug/ml
dithizone and 100 ug/ml
deferoxamine for indicated time
-1 periods. PA productioin (%) was
determined by agar-overlay method.
Values are means+S.D. of triplicate
assays.

[©)]
o

PA production (%)
o
(]

N
, ©

Time (hr)

® 28 FOHROSMEBEICES T AEEOKRE

FO MRS BOEBX L - —ICX VMU FEINL PO P I kol &
o, ZOFHEIIIMBEBANOSEHRBIEELTWEEEZLNE, TNETEE
FL—¥—3 F9 HBOSALEZHET L LWVWIFER, MEBERFICLENTES T
BEWIFEI RV, EDLILERBPHES LTWARPEHRETAZ EICX Y, b
DIEREEMAZENTELEEZ, FL—F— LI BMLICHTAEBLADEEA 4
v ORERREWET L7,

£1H MELFE
EEA L ‘ :

BE L7282 B A 4 1% Fe3t, Fe2*, cult, cut. zo2*, Mn2*. Co?*. Ni2*. Pb2*,
CaZ*, M2 D 11 BTH Y., TRTEMAHEASHELZEBIFATATFRAZ S
BAL,

SALREDHEFIE

EBAAVOFEIFXL—F -1 X B5bFE (PA BEEFE) CHTLHETHE
L. PA BAROHUEFERE 1 E, £ 15, £1EHMo, £EEIILELET
Z2WVb DI PBS T, EBEZAETCSD0WE milli Q KT 50 mM DEETHEBL, A+
v IBWE Lz FL— 7 —OMBEEREIZ F9 Ml torabeBETsHE., T
bbb, €/ FFF =)V, PORTYBIVTTVFV VI 10 ug/ml (FRLFN 60.9 pM,
81.9 uM, 39.0 uM) . F7 =z TFH I VX 100 pg/ml (152 uM) & L7720 FL—%
—CEBAF VORBENENFNHCAHEE RS X HIZ MEM B THR, BEL
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2%, 37 C. 30 ZHA v FaxR—- ML MBEERFE L, ThiHEWTHE
au=—% 24 BeEERE L,

E2H KBREEE

9. B FF 4=V 10 ug/ml X5 FO MO HMLFEEINTLEBAF VOF
BERE L2, 11 HOEBAF Y 05 uM (RIBE) L/ 35+ —VERELIE
EWCHUHELED PA BARRZL ) FFF— VEMTRELEAS L BB LUIEER.
MBI MMOZKA L VICLoTDAR, TOFLFEEREIFTEEICHESINT
(Table 3) o MDEEA F > TORMETIX PA BERITIL L o7 B/ FF
FA—iC&k b F9 MRBEOSEFREICHTHEA 4 OHEER% X 5 ICEHEICHRETT
B7:0, A4 Y OREEREEEBRE L7z (Fig. 5) o TOEBRCHLBERERTZ
RS polee A4V 50 uM T TOHEICBVW T FF4—-VIZX 55
EFEEE 2 ECHEL 2P o720 L, 2B X =M o#kA 4 Vi HEKERN
ZDOERREHEL 2, COK, HEMIREI=MOBEA A OFIEmPr o7, B F
FA—NVEIEMBL MO+, /X, BHRAFT VR EEDFL—-FT5H
CEFHOENTWAHAY2I333Y 4 F v EDOFMNBETORSLHEF TS HEI N
ZEDD, BEDFL— MEISHLICEERRE YR L TWS I EP RS R,
DB EESE 2 RTF L - — b ZOEARHEICELEDF L — FERIPEET
HEPEPERITH-D, b FFF—VEMBL-OLRLEEO=MOBA +
VX BGFEEHEMRERA T PORT Y, VF VU EBIEMOSKA F I
Table 3 Inhibition by metal ions of hinokitiol-induced differentiation
of F9 cells

PA production (%)
Metal ion

Control Preincubation
Fe3* 47.0 £ 4.1 13.3 £ 4.3%*
Fe2t 53.4 + 5.1 37.0 & 1.8%
cu?* 46.4 £ 10.8 53.9 £ 9.6
cut 63.5 + 11.4 49.8 £ 4.3
zn?t 60.7 + 2.8 56.2 + 9.4
Mn%* 49.4 = 1.7  54.6 t 4.4
co?t 69.8 + 13.9 80.0 * 8.6
NiZt 60.3 t 8.7 54.7 t 4.0
Pb2* 60.3 + 8.7 43.0 + 8.4
ca?t 43.2 t 2.3 45.2 £ 5.0
Mg<* 58.6 + 10.1 88.0 + 22.7

Cells were treated with 10 pg/ml hinokitiol preincubated with 0.5 UM of metal ions ahd PA production (%)
was determined by agar-overlay method. Values are means + S.D. of triplicate assays. Significantly
different from control group, *p <0.05, ** p <0.01.
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_ Fig. 5 Dosé—dependent
B Fe* inhibition by metal ions of

gof B FeS* hinokitiol-induced
B M2t

differentiation of F9 cells
Cells were treated with 10 pg/ml
hinokitiol preincubated with various
concentrations of metal ions.
Cytotoxicity was detected at 50 uM of

Fe3+ and Fe2+, and at 5 uM of Fe3+.
Values are means=*S.D. of triplicate
assays.

PA production (%)

005 05 5 50
Concentration (uM)

100
B Tropolone
F B Dithizone
Deferoxamine

Fig. 6 Inhibition by Fe3+
1 ion of chelator-induced

4 differentiation of F9 cells

: Cells were treated with 10 ug/ml
1 tropolone, 10 ug/mi dithizone or
4 100 ug/ml deferoxamine

| preincubated with various
concentrations of Fe3*. Values

- are means=8.D. of tripiicate

| assays.

0]
o
v Y

3
A

PA production (%)

; Z A Z A
Control O 0005 005 05 5 50
Concentration of Fe3+ (uM)

XY HERENICZOEEPEES NS (Fig. 6) o« 77 0%Y 3 VidmMbEHEmeE
W LBEEASE 20D 50 pM E TOHKA F ViIBETIIEELHEEITD L
PolzdS, AL VIEBEL 100 uM ETHIFHZLICED, MoF L —F— LRI
HEREMICLBEEEFHESI N Fig. 7) o ULOERIPOFL—F—I12X 5
SACHEER L, HBACTEELRBE 2 L TWAEMOoHA 3 b— 2R T
HZEICERLTWAEEZLNS,
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[92]
(@]

| Fig.7 Inhibition by Fe3* ion

| of deferoxamine-induced

| differentiation of F9 cells

1 Cells were treated with 100 ug/mi
deferoxamine preincubated with various

1 concentrations of Fe3+. Values are

1 means=*S.D. of triplicate assays.

[¢)]
o
e

i
o
T

PA production (%)
W
o

N
(=]
T

N\
-

i;
1z;ﬁn 7 %%z%hﬁa

Control 0 20 40 60 80 100
Concentration of Fe3+ (uM)

EIH UERXILAF FYF 2y —PHEROMLBEREOR

i:lﬂ‘l

KBIEMEICLSTRLZEDTELWERETHLD, BBOBTELNIZELET
HZEZIBEAELRL, BB UNRIBEEALLEBTEELTV S, 285HT
55 YT BIZERRIC 20 BEHONRTWAES, ZOEREALREBEY 7 TH5
Tz )Ty, BLRBWREY NI THAPN T A7) P EBELEBTHEELT
W59, L LAt LT 72 0FY I UICid DNA ABRHEERSREINTVE29
6669 DNA ARG T AKERY VNI BFL ) X FF— NV E¥OF L —F—|0 &
%5 F9 MIRROSMLFEICES L TCWA I LI TFHEENS, DNA ABRICES T 84
BENZELTE, VRXZ2VLFFRYF2 % —F¥ (RR) BSEISRLTBY, BEIC
X FF—VIZEk ) RR PHEEND Z EFHBH 2 FEIC L D) RIBITWS29),

RRIZVEXZVAFFETFFRIVI)ERRX I UEF FIETT 5 RS & gt 1L 7073)
Chart 3 KR T LI RHEEL DI DEZEZOLNTVA, RIBIXR2 ¥ 72=v b+ 22
TOPL%RE 4 ERY VRJETHY™0, R1 ¥ 722y MCRZFOBERIRET
% ATP BXOVEMRIEIT % dATP. dTTP. dGTP 4% b b, R2 ¥ 7212y
MIBEDEEDLIITFII VI VI NVEZMOBA 4 2 ELELTVWE, ZOF T
NG TVHNETREMOEA I VRPN D EREBLEND, FL—F —1Z2D
EEPFLICHE=ZMOKA A 2 BETLHEICLY DNA BREZHEL, ZOZ &N
FlIEEE o THLDBIEEFFIPNE ZEFTFREND, R1 ¥ 72=v & R2 ¥
T2Zy PEIRT AV TARRINEAELTVEY, REDE 2 HiTRLZEBY, &
JXFEAE—NVERTRIVTL LR L CH HMEFEEERHEES N s 122 D
5, SO RV TARL ) XFFF—NVICLAPEBEIZIZES LW EEDNRS,

RR B&A AV EFEBRIC. FUI VST ABBrnBa I bERSHES NS
O, BAMOFu I vg IV hIVEEDRERFOAEWICLY F9 HBEOMETFTE IR
BIEDP RS L7,
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ATP, dATP

binding site Chart 3 Hypothetic structure
_ of ribonucleotide reductase

ATP, dATP Risubunitx2  (Modified from ref. 76)
dTTP, dGTP

binding site

Tyr - Tyr - R2 subunit x 2
Fqsa JFed+ Fqsa Fed+

®1H MHREHE
LEY
TT7F—=, e FOFIV7IV-OANKVEE,  FaFI 9 L 7IiE Sigma #:2
LEALL
SACEEEE OB ERE
B1E, F1H, F£1EHINMS,

-,

F2H BRLEE

in vitro T RR OF TV NFTIVANVERETH I EDFHFESINTWL7780 4 oDl
EWO F9 MBI T20MEBEEELRET LER, e FuR Iy LT ICOARER
%5807 (Fig. 8) o AE, £ 1 TR ZfTo7=F L —F—DOH T8 FuFI ¥

60 :
L1 L-(+)-Ascorbic acid Fig. 8 Induction of F9 cell
| B Guanazole 1 1 differentiation by tyrosyl
Q B8 Hydroxylamine-O-sulfonic acid g radical scavengers
-~ Hydroxyurea ﬁ FQ cells were treated with various
8 40 % é scavengers for 24 hr. PA pruduction (%)
B é ﬁ was determined by agar-overlay method.
8 ﬁ ? 1 Values are means+S.D. of triplicate
o é g assays.
2 o0f 2 7
< . .
o . f
i
% f

10 100
Concentration (uM)
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/Y ViZ invitro T RR DA F VY EZBRETAHZEFTWSNTWEH, F MHEDOSL
FEEMRI LD o72, o T, in vitro TRR OEBLHETEXCYH, HERATOHESE
B ITHRENBITERBENDT7 7 )T 1 — R PRI TOEELZITH 720,
B ABRHDPULETHD, LPLEDS RR OFEEDLOBOEMAER T HLEW
7. F9 MO ILE VO FUERZHROZERSEZT, ) FFF— N0 EOFL
— % —ZRR DHEEZNM L THMEDFIZEEEZF VT WA REIEIBR IS,

FAF FL—7—-I2X0FEINLIHbOTHEBORE

BED F9 MREOSHFEEEICE T 2HEOR T, HMEFERITEER D HLE
WEBRETALE, RO L., ROMUREBOMBICES £ ZBREREFEEF MY Y
ATHEINT WA, —F LF /4 VBTRIOBELRESMEE WIBKIZES
5R\LED) KB TH IRV SN b V3 FF— ), VFVUVBIUPF7 O
FHIVLREDFL—F 285 F9 MBOMEBEOTEMEND L PERLITONVT
BT %24To720

F1E MEEHE

MRL DU & AT EDOBEEH T

 MEOMEZ, F1E, F1H, FLECTRLALFECELTCUTOL ) IKfTo 7,
MREIC ) X TFA—NVBICTVFV U 10 pg/ml, T7zTFHI 0P 100
ug/ml & L. Mgz 24 FHMLE L, (bEWEZECEERETBIICX VB E, MEM
T 2 EBHEE LR, LEWEE TR MEM FT—ERE 3L IKERERITZ, 20
By TH—F—N—VAKERIY, pMELTwsiiliau——oH&2HlzE L7,

F2H BRLEZR .
C/XFFEF—NETTFV Y TREERPILEWEE I L VIOLRBLTEELL
BT USMURIZED Lo 225, F7 205430 COE L-ERLE e BRE
LTH5 DEEREMICEE LT PA BEIU=—0HEE R L (Fig 9) o BSEET
FUoAR, ThETHESNZ FO MRMEBER DD bE—ZOFEHSHITE
HThLERESINTVAIEWTH Y, Fiofbid 4 BRERICKIZIRET L. 8 BX
O 12 KEBROSRITIRLEORSLHREF U KR TH 54748, i L,
F7z0F9I VOMEEPTRBELFECLANWVICESIZIE 1824 BHPULETH -
2o BEERT T VU A TiE, HAobBEOMIERIIRSICRIREBICED . MEHEEED
HETHEEDLNT VS, SHEOF7 20X 43I 0TI, EMEBEICLLBY., Z
DE) BBFEBOON 2P o770, Bfbiv) X DIZEIC PA EEREE ST
ERIOWERLZEZ NS, ‘
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/1

4 | Fig.9 Reversibility of
= Hinokitiol differentiation induced by
1oor O Dithizone 1 hinokitiol, dithizone and
4 Deferoxamine |  deferoxamine
;\? 8ot 4  F9cells were incubated with 10 pg/mi
= I hinokitiol, 10 ug/ml dithizone or 100
0 ug/ml deferoxamine for 24 hr. After
‘g 60T 7 washing, the cells were incubated
N without agents for indicated times.
g_ st ] PA production(%) was determined by
< agar-overlay method. Values are
o means+S8.D. of triplicate assays.
201 ]
o // L i L " L L 1 i L
Control 0 6 12 18 24

.Culture time without agent (hr)

EHE E

E/EFF—NRIMORT VORL LTERBF V- —THATVF v EF 720
FHEIVICD F9 MRRSMEBEEEL2BO, T2, SOMEBEERIZI=SMO%EA
Y EDORMBICL VHERFHICHEEINRSZ RS, ZMMOBAF L DF L —
FEDPTILICEZELZRHERZZLTCWAEEZOND, BE, F72 0343 ik
BB O|A AL EDF L -V EEED, BRELLFL-MEERETLZE
PRGN TN 5HS85859) , —F  DFVUVEIEMOEL Y D8R EOBOSEE DXL
— MEPENESIND, T2, TRTOEF L -7 —25 F9 MEOHMEHEEMN 2R
THOITREVWIE DS, MBANOBITE2 GO MOEROEE LT b EEL
55,

KEOERPLFL—-F—I1CL 5 FI MBEOMEBEOERRZ. SUNNVELEIC
BELTWBETIER L, RR OEEFLICEELTWASMHOEAS + 2 Th 2Tk
FEV, T7z20FH3IVIE RR OEREZEET A LICI VAR S BT
HICHETAZ PO TR Y6838 MEEM L DEED R T 5 LED D 5 (W
FARERICOWTIZEE 3 BICERBRTS) o T7x0F VI VG, ZOHVEHEA A LD
FL—MEREBICLY, 959372 8ICX VECLEEBREOEERLLT, T
KERISHAEINTWS & & BIT5T0), MR S ooy 1—Ths v EE
2FIR L. AR X A EFEOERERL LTOBALEZ bNT W 569,
T2, T72uFFI VI VOBREMETH S HL-60 MiaE ML E8s LI
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HbH 2%, L LaFS, SHSEFEERLRD L/ FF 45—V, IFV 0B
STF720FFIPOPT, 772 0FY I VI K B5LORHT EH 72 R 2R

LizZ&hb, EDFl &S L 2 AEAMRA—TS ., BREEHMCORRR IR
> TVATHREFEZbN 5,
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EIE FOMBOMEBELTRIF—V X

B, MBOREZELSIZOORKETRI A LN bho Twhb, —DiF 2 70—
YA () THY, b)—DETERI—VRATHB, oD ORD KELE
Wik, IEPRENZETH 50108 L, BEIEEFICHB SN - BEN 2ETH
HEWIRTHAH8, 27 0— T A CITHBEEIIEEL, MRIIEEL, 93 b
2 P 7 7% EOMBANEEIBE SNERNICAEY % BBEOREICHRE LT
WKE D, ZD/2H, A 70—V ARREZE I —FH., 7TH =T X TIIHBIZIER
SNRICERL, EBEERITEIY, DNA EX7LF Y —2BiICHBIns E
EBIT, M BEEEAILL 7R - ANMEEBR LTHRICES, SO, MK
MEFEIIHEINTB LT, BEZ DR WIZM),

TRV ABEELEGEATEZoTBY, 0L - BREBIEZAT RN~
AE L TREGFERICHE) DD, MRBEROBEIE) IOREFILHOEAT VSIS
16), £72, BIRIBREDPTREP -V AZBEFIHBAIN-BTHY . BEOHZE
BRDODERDP L, TRV A2 RETHIEETR. IFHT 2BEEFEED., 207
AT — FEHLPIIEh20H5%, 7, AN HEICLX VFEENDLETRI—-
ADWEFELICON, FBHBEICTRF—Y A2REI XL 2 ERBEICORELD
TRZVWHEN) | TRV AFBERELVWIZZFEBENRTETWS,

HEITIC, ¥L—F—2° F9 MROSMEEZHFETLIE2RLED, SOBTE
F—=YAZFESTONRIE, 5L - BREBICEZA7R M3 DB 2@ L),
Tt - BREROTRF -V AOFERF LB THAZIENTELEEZOND, T/,
FL—F —2EMEOMEBERED DD EHILEWOR L ST, TR —VAH
RN DBERI D FREZ AWM THAI L 2RTIEBTES,

ZZT, ¥7 F9 MBROSIAFTERICTR I -V AFTERI > T0H0O0E) ik
FL, BWTHMEFEL 7R+ — Y AFEOEEBICOWTHRE L7z,

%18 HMLFEEICEE ) MEREEORE)

%mﬁwﬁmﬁﬁﬁ&u\%m&%ﬁ#akt%mm@%ﬁ%mﬂﬁéaw5Mﬁ
IZEONWTW5E, 22T, FL—F—I2 X3 F9 MMMV EER: | CHIEFE X i
FHOWFIFFEE o TVRLREPERET LT,

E1H MELFE
FMREOMES X MLEY
V57 A4 VB (alltrans) 1 Sigma X VEAL. 2o/t Witgidiodor H
W, MilREVF /A VB 1 uM, BEEF MY A 10 oM, B FFF LB OV
FYV'Y 10 pg/ml, T720FY IV 100 ug/ml O LR FETLHEELFHVWTLF
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J A UBIE 48 B, ZOMOILEWIE 24 BRIAE L 72,
MO REEIE

EREGFERTRE L. F9 MBEOEBIIETEME L) Z20MUELEEL
ey
MR HETE IC 5 2 A B ORE

F9 Mifg% 1 x 105/4 ml MEM DOZET 6 cm dish CABAET) 1CHBHE L 48 BEfE
ERIT, LEWEEOEERICRE NEBEEEERERE) L, LF A4 VBREX
MEEIL 48 . TOMIT 24 BHBEE Lz, BFEVMTOEL M, BELE
MRz EOREREREL, BEMBEEZ ) 7Y V-EDTA THEL., B4E0D PBS T
BB LT, MR B E v CHllE B E ST L 72,

Fig. 10 Morphological features of F9 cells treated with differentiation-
inducing agents
Colonized F9 cells were treated with 1 zM retinoic acid (B) for 48 hr or 10 pg/ml hinokitiol (C),

10 pg/ml dithizone (D), 100 pg/ml deferoxamine (E) or 10 mM sodium butyrate (F) for 24 hr.
(A) is control F9 colony.
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F2H BRIES

FO MRIZAREROMBENE LT AZ L ICIVSARICHEE B IS &8
MoNTn5BE2E, S, FL—F¥—BIUEBRT M)y A Tobe HE LM,
& AETRTOMBY, S-S ATROMBENEE L (Fig. 10) »
DEE, MEFEOMEE LB L THLMC, au—AROMBSEEL, 2u=—3
72 ) OB RA LT (Fig. 10 C-F) o —H., VLF /A VB THLEBEL /-
MR, 20 = —DLFMOMIEOADPEHBICENL L, au=_—3%7-) ORI
BEAEREL T RWVWEIICR 27 (Fig. 10B)

KIS, ILEWRBE OMIEIC 52 2B EMBEZFIETAZ LI ) EEWITREL
720 MLEEHTOMREITIEESS 48 BHICH 94 I L7- (B{EEiE 14.8 B:R) o
CHDZEiZ FOMEOBIEIZIELS, 2 HT S 10 FICHEHETLLEVWIRELE—HLTB
N9, MREAFEELRBEEBET AL TVWEILERLTWS, COMEY Y ) 354
—V, PFVUBIUOTTF 70X I VOFNFNOMLSEEREECOUET 3 LM
WIEIZE L CHESN: (Fig. 11) o /o, BBEF M) YA MBEICX-THFL—%
—ICLBREI Y ZFNDOOMIEIIAESI N/, LF /A VBB TR Fig. 10 B
POTFEINLEBD, WU 24 BT CRBEEMEEZIP ST, M 36 B TH
RBUIHBELZ TH -3 0DBEHIZHBEVT W, COZERBILVF /A VEBEF L —
F—IlX 5 FOMBOSACOBRENELRLAZEEZRBLTWAEEZ LND,

10 Fig. 11 Proliferation curves of F9
& | * Control cells cultured with differentiation-
© gf = Hinokitol 1 inducing agents

a Dithizone
X [ & Deferoxamine { F9cells (1 x 10%) were seeded and cultured
o L © Retinoic acid | for 48 hr. Then, the medium was exchanged
D 6 a Sodium butyrate to fresh one containing each agent. Cell
o number was counted usinga
ko) | hematocytometer at the indicated times . An
o) 4 arrowhead indicates the time of addition of
-g ] agents. Values are means+S D. of triplicate
S of J assays.
Z 3

0 24 48 72 96
Time (hr)

%28 SeFEAOMizEE:

HEITX L -7 — X 50 LBFBITHECIRES IR S b 2 & 2RLA, &
NAMEEWOMBEREICL 5 OB, EZRE L7,
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E1EH MEEHE

HfaEEOEE

MEEEIC L sMROELE MTT E®ZHVWTHEZEL. Thbb, 3-4,5
dimethyltioazol-2-yl)-2,5-diphenyl tetrazolium bromide (MTT. E{=ft%®) % 5 mg/ml
DIRFET PBS ICHBEL7-d D% MTTREL L7, FO Mila® 96 R~A 7 ahLF v
—7L—bF (BEBHTF) I 2 x10% cells/100 ul MEM/well OFETHEREL (1 HEIC
D& 3 well T2) | 24 BRI, B {LEW2EE 100 ul D MEM ISR L 72,
24 BH OB MTT A 10 ul/well 22, 512 4 BEEELL, BHEBE
L. BBEBRMEAY 70 NT VI~V 100 wl/well 2012, EESRTER L7 MTT
formazan %*ZEim., R T—EHME%E. 595 nm OBAEEEL A 70T L — P —F—
(BioRad, ET WV 450) THEIE L7zc FO M OMIZE & B EOBRITRNICHE L.
HBIBROSER V3D & k2R L7z, MBENGHEOEAEL VEFEL, Lewt
EERVEHTRRICER LSS 258281 L2,
WBICHWLEWRER, /3 FA—VBIUYFV VX 10 pg/ml (FRPn
60.9 BXU 390 uM) , F7zOFHI Vi 100 pg/ml (1562 pM) . LF /1 VB
X1 pM, BT P AR 10 oM O EBEICHVSBEEZTLL T ABAE LR
E L7

B2H BRLEZ

SALHER OMBEREEROHEMEIIX Fig 12 KRTII ko7, TILHERE
KBITHMBEBOAEFERL 3EOX L -7 —CIIHEED 20 % DTIREF KT L.
BB PI I ATLMEFBERAEICLB VW TRAEEROETIEZD LN, LF 4
CBOGILFHEERE TOEERIZIZIZI00N THole CORERE 1 HITEL KT
MR ORERE L HEB LTV,

Fig. 12 Effects of differentiation-
inducing agents on viability of F9
cells

F9 cells were cultured in 96-well plates for
1 24 hr. Then, the medium was exchanged
to fresh one containing various
concentrations of each agent and cultured
for further 24 hr. Cell viability was
determined by the MTT method.
Arrowheads indicate differentiation-
inducing concentrations of agents. Each
point represents mean of triplicate assays.

® Hinokitiol
F 2@ Dithizone \
s 4 Deferoxamine
201 o Retinoic acid _—\
i ‘/ Sodium butyrate .
0 L” 1110

10

Viability (% of Control)

102 108 104 105 106
Concentration (uM)
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% 3H SEFERIC X B DNA SFHE

SCFEHNC X Y FO MBI HREIEIDS PR L 2 0D, SRS DA WIE FO ML
\~ DNA EHHELZRILTWAEEEZ ON2D, SHTFITVUVEDARERICLD,
DNA SR HERIE T L7,

E1HE MBELHE

MiEEEB I UMLEY

M EFERRIC, LEVMONEREEZ L ) F T —VBIVTDF VML HEAE
D 10 pg/ml, T7zOFHIVIE 100 pg/ml, VF/ A4 VEBRIZ 1 M, BEEEF R YUY
AF 10 mM ZHLE L-BEBRBEOBEEZRE L,

SHF IV VO ALER

SH-#I Y VEHIE ICN 25 HEA L7z, MIREE VR E SH-F IV V) AAEBRAD
2D 24 RTL— PIZ 1 x10° cells/ml MEM/well OBECTHIla*BERE L7 (1 BE
H720 3 well $2) o 24 BREOFERE, B2 taWE &L MEM B, &
HIC 23 RMEERLYHIT/2o 10u (37 kBq) D SH-FITDVEWEML, 1 BE O/
WRAT RN E{To72, MilEE 25 ) — VCHEER, PBS BX 10 % bYU 7 o OE:E
THEL., 2N OBERHET DNA 2HIH L, B EEE2BES O FL—ar oy
% — (Packard, TRI-CARB 2100TR) TEMEIL7z, #2720 D 3SH-F3I VDR YA
AEZFHE L. DNA BRI RUEOMIEOI Y AZEIIHTHEE (%) TEL,

E2H BER
EZREDOLFHEX D DNA AFFHEMERZ Fig. 13 ICRT LR, e 2 3FF—
WETFT7zuxH3I Vi, MEFEFHET DNA SR 2 IITERIEL 3, 77,

Fig. 13 Inhibitory effect of
differentiation-inducing agents
on DNA synthesis in F9 cells

F9 cells were seeded in 24-well culture
plates and cultured for 24 hr. Then, the
medium was exchanged to fresh one
containing various concentrations of
agents and cultured for further 24 hr. 3H-
Thymidine was puilsed for 1 hr and
radioactivity was counted in a liquid

100

DNA synthesis (% of control)

50T ® Hinokitiol scintillation counter. Arrowheads indicate
[ © Dithizone the differentiation-inducing
E & Deferoxamine concentrations of agents. Each point
+ © Retinoic acid represents mean of triplicated assays.
L 4 Sodium butyrate

=

0 10 1 10 102 103 104 10° 106
Concentration (¢yM)

25



VFIVVEBEBT N Y AOMMEBEREICBITS DNA AEZBIIRMEOMIEOY
50 % Tho7zo THIIHL, VF /A VBRIZLBERE CIIRUEBOMIZ L 12I2H
RED DNA B ER L7z COBRIHBEERL2BRT LIEELIZIZ—H L T,

®4AH FOMBEMEBEROTRF—Y R

AEOHEETTLF /A VEBEE B MEBER T FO M2 e84, o
D= — 2R T AMBERP SHMBEISHEL ChEZ 2R L, MBETEL S LHEC
EELZEDLVELDIEDRTFREEN, LF A VEBAETIE, SRMEROKE
WA IR SN o 7285, Atencia HiE F9 MlE%E 1 uM OLF/ £ VHIBET 48 B
MBS LT RI— Y ADPFEEINDLEHFELTNEY, L —& —MEIZX 24
HROBREIZD 7R =V APES L TWATNRESE 250570, SHMLBEEICT
R —VABFHEINTVREOPE) PERE L TRM—VAFBI o TRIZ
ZTORETHARX 7 LAY —LBALD DNA ORFHALASBZ U, DNA ladder &I
LEAIKEN Y — RSN, MREOBEEIE T2 L9 EL DM THSL D
ICENT & TV 589100

£ 1E MEEHE

i LB
MBI RIS & AT, LEWOREREIT T RCAE, £ 1 HeRCEE
E L7

FRREA 5 D total DNA DO

BELEET FO MIRBZIBEL., 48 BEZICEHZILEWEZELIDOETHRL. L
F /A VERIT 48 FE, FOMOLEWIZ 24 BRIME L7, 7R M-I AL D EKE
ALL7ME (7R =2 2/ME) I 3BHBFICEELTWAL2D, TTEEREY 15 ml
DFELF 2—7128 Y, 1430 g TRLLZ, TOLEEBEER, 5121 mM EDTA
TT 4y VaREX Y PEL-HERESRZMZ, BRE LRARBIGEL L2, PBS T
TE#ER 15 ml O A 7 0F2—TITB L., 1,430 g Tl L. ZOhE AR EEE
W 0.3 ml XINZ 72, BFEAREROMIZ 100 mM NaCl, 10 mM Tris-HCl (pH 8.0).
25 mM EDTA. 05% FFYIVEEF MY T4 (SDS) « 0.1 mg/ml 70254 F—F K
(MBI E) THbB, 50 CT—HAVFax—F L7k EEOT /) —V/2
TORVA/AVTINT VA=)V (25:24:1, v/v/v) 2272/ — Vi % L7z,
10,000 g T 10 &L L. KEZEML., &2 RNase A (Type I'‘A, 2 pg/mi,
Sigma) #&% 0.1 % SDS iz, 37CT 1 B4 v Fax— L1 BET L /) —
VIR L7212, 1/2 2D 5M NaCl 22 CHEEEZ FT, 2 BEOKSEKLY / —
VEMZT 10,000 g T 10 EL L7z, (kR EKLY J — VT L, BER,
M R-H=YBE-EDTA #E#® (TBE buffer, pH 8.0, 89 mM F 1 A, 89 mM H g, 2

26




mM EDTA) Z&EE L7,
7 A0 — A B KE

TBE buffer 12 2% &%AXHIC7HFu—R (FlEE) *BFEL. Y VEEEL,
DNA =& 260 nm OBCEREICIDFAEL, DNA DH A X<x—F—& LT 100 bp
5 % —<—7% — (Pharmacia) ZMH, 4 V/em DEEETHKEIZ{To72, FIVIZEAL
IF V7 A (Sigma) ICXVFBEL, UV I AA VI R—4%— (Vilber Lourmat)
THE L,
EEEROEHE

Mg Z LT/ A VEETIE 48 Beff], 20D/ TIE 24 BB L7-., 7F b
— Y AMERETREERIZ 1,430 g T S LM% 20 REIE 200 ¢ TEOL,
FREN 70 % %/ —VTHEEL. PBS TH# L72%. PBS IZ 50 ug/ml DIEE
THEBRL-37{b7uEY 4 (PI) ZHAVWTEYP 30 oMM L., BILEME CBE
i

F2H BRLEZE

DNA % 2% 7HU—ATERKE LI-ER, FL—F—THoLxFEL7 F9 Mg
PO L7z DNA REHID A, TRV ADEETH H% 170-180 bp BEALDOBFH
LDSERBR ICBIZ S N7 (Fig. 14) o 2D, FL—F—ICXH5LOFEICX TR b
— VAL TR IS ZEDPHEREINTe —FH. VF /A VEBLEEBEEF MY T LAT
i DNA DWF L ERT S 5 — BRI N 2P o7, LL, SEEFMLELF /A4 VBE
MET F9 MIFBICT R =V ADPFEEINL L VIBENHH7-09, 2oV T
SHERCLERMZ ELZNET RNV AVWEREINLI TR H 5,

1234567

Fig. 14 Detection of DNA
fragmentation in differentiated
F9 cells ,

Equal amounts of DNA from F9 cells
treated with vehicle (lane 2), retinoic
&cid (lane 3), hinokitiol (lane 4),
dithizone (lane 5), deferoxamine (lane 6)
and sodium butyrate (lane 7) were
electrophoresed in 2% agarose gel and
stained with ethidium bromide. Lane 1 is
100 bp ladder marker.

EHIZTERM=VRADMOFEETH S, WrFILL7- DNA D LKIX&EEL/-7 07T
VELODOTR M=V A/MEOBFICX VERICHMER LT, BAEMES X OBREE
FFYTLATHUEL-HBEEICE, ZEAETR M= A/NEDEED SN WO ITK
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L. VF/ A UBRIVEMIRAEE ICIZDBDOT R b=V A/MEBZED LI, FL —F —HL
HEOMIICEZ DT R = A/MEPRER SNz, BT 720 393 L JLss
ICRDLBEEINT: (Fig. 15) o ThiX 2% 7HOI— X )V BT 2 DNA 5
¥ — O IGIEE L AR L T,

Fig. 15 Nucleus morphology of

deferoxamine-treated F9 cells

F9 cells were treated with 100 pg/ml deferoxamine
for 24 hr. Cells were collected and stained with
propidium iodide (P1). Arrowheads indicate apoptotic
bodies including fragmented DNA or condensed
chromatin.

%58 MEBEAICIATR NV AFEDOH L

HEITT R b= ZMED BHESSUES 2bEWICE Y BE BT L 2RI, %
127 5 — DR EIN Loz LF /A4 VEBERPHEEFF ) A ICOWTHIREIZE ST
TRM—VADPRI ZTBEBELREL SNOLOEZTE MY X DEHE 2 EZ1
TAHZEICEDHER L,

w1 MEEHE
MU O JLBE

MR EE 2 3RTET & MARICATV., (LEWMORIERE X, A%, £ 4 §iLFULHEE T T
o720 FARERTIIVF VY 25 ng/ml IZOWTHRRE L7,
DNA DR bZE D% 101

Wit 27z DNA EYIRFS LTV 22\ DNA 2= 0O BETHEEL. 20 DNA &%
V72T I UTHEBIDIETERE Lz, MBEEINEICEEMRS, 2%<Ed 4
x 108 &% B X ICHREL, 48 BRIREE L, BERPILEYEELIDLETHL,
LF 7 A4 VBRE 48 KefH, Z0MofbEWid 24 BERIWEE L 72, Reiifie & EEME O
M52 EIR L, ER 400 Wl OBFEREREZ M TKET 15 2RMkE 2 %% L7
(R4 50 HEHE) o BRI OMBLE 0.2 % Triton X-100. 10mM Tris-HC1 (pH 8.0) .
1 mM EDTA T®H 5, 13000g. 4 CTT 10 HhEL L. EHICFEL &L 58 L
720 SO EFEICHIFAL L7z DNA 25, IREICHIBF S T2\ DNA ASEENT W5,
EEIZ 2000 T2 2 KD A 7 0F 2 —TIZHEL. 1 2l DNA DEFFLZEDRIE
FIZLIT QA% 1 L 7=,
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LHEIZ 200 wl DBFHEEREREZMZ. LHEIIMIM2ZFIcEhFhuk ki 15 4/
Bz (BLimdER) . Z2hPRIC200 u @ 60 % BEEMEML., B LT
K LI 30 B 7z, 13,000 g, 4 TT 20 Z&ED L7-IREIBIEREE 50 ul 200
ZT70 TT 20 M L7, BERICBEIEEFN T LRIV 722V 7 2 VS
REEMAT, BHRI—BRE L V72V T I VHIBHREIL, 16%D7EMT
VT F 1iml % 50ml OEZKTHFERLIZDOZ AR, V72 NV73IV 150 %
100 ml DO/KEEBRICHARGER 1.6 ml OREEEEMA/-d5D% DL LT, ARKICINS
# AD 7 1:200 £ 2B X ICEELTHW, Kb, 595 nm OREELY~v [/ 71
TV— b —F =2k DEE L7, DNA ORFLE (7R =T 2AOHEE) 34 DNA
BT AHAILL7: DNA EDZIA L LTER L, SREICRLEMOB LRIz
W3 HLE LTTRMN—VAOHBEHE L

BRODLEE (200 w) IZ2WTRIF—ICLBT7RM =Y ADFERDT-DICUTD
BEZITo720 2wl @ 10 mg/ml RNase A #hl1z 37 CT 1 KA > Fa—}F L
E5IT 10ul @ 20 mg/ml 7EFAF—FE K 2MZT 50 TT 45 54 v F 2~
FL7:%&, 50 ul @ 5 M NaCl ZHIZTERMMLAZze T2 260 Wl DAV TTUELT IV
I—NV&EMAZT -30 CI—BEREL, ELICXY) DNA ZEUNL7:, KicRDI-&2
DNA OWRFCEPHIREITSH DNA ODEZHRD, 2 % 7T HU—ABRREZ1To72. £
DBDSEMHIL, AE, £ 4 Hiho72,

F2H RBRLEE

BrA{t L7z DNA 2R 0EBEICX D DREL, P72 VT IVICLARBETDNA D
B LR 2 EH LA, RAEMETS 10 % HEOEFEON, 703%F D
BELIHRER TR MY A/MORBBPLZZ T, COERIDOFEITLL/NY
275 FEEZRTEZEZONT, LPLEFEL, 2 % 7THu—XBEREKEITBWT
RMBOMIED SE-FRICEWT SNy~ PHBETHI LB, RUED FI
MR TH., BEERFEMRICEOONL L)%, BROTRF -V APFRI-oTnEHE
EZONb, TIT, TR M=V AFEOHRITHRBEOW FLE IS 5 LWHEBHO
FholEmite LTRL, .
)X FA—NETF T uFSI VR ENEFNOSIFEEHETH S 10 ug/ml BX
OF 100 pg/ml DJ|ETTRIF—TVADEEX 15 BLY 2.0 BELCETERLL
(Fig. 16 A, C) o HEEEPLR T 72X H I VABETRLTH -V APHE RN
TV, VFVVOMLHEERE (10 pg/ml) TOTEF— Y AHEROMIMIIFES
RbDTE o7z, MWEHAEY 25 BICTALTR M-V APTHEEIIHFEIN
(Fig. 16 B) o LF /A4 VBIDLFEED 1 uM TRT7R =T ARFE IR 2D
o725, MEEES 25 ypM T TERZIRDZETR -V RAOFEGEEN D S Z LAVR
En7z (Fig. 16 E) o TNOHDOFREELY | BB M) 7 AR TRTIHA L
IREBHBIIBWTL TRV RAZFEL LW LTEHLPIIRo7 (Fig. 16 D) o
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25 Fig. 16 Quantitative analysis of
o | E 1 apoptosis in F9 cells treated with
8 o0t 4 differentiation-inducing agents
a F9 cells were treated with hinokitiol (A), dithizone
8_ (B), deferoxamine (C) or sodium butyrate (D) for
@© 15k i 24 hr, or retinoic acid (E) for 48 hr. Fragmented
S and nonfragmented DNAs were determined for
o their contents by the diphenylamine method. The
"cfu' induction of apoptosis was assessed by
=10 = calculating the ratio of the rate of DNA
8’ - fragmentation in treated cells to that in control
'g cells. Fragmented DNAs of the same samples
O 05}t - were electrophoresed in 2 % agarose gels
o (imposed). In each electrophoregram, control
= - 1 was loaded in the left side and samples
0.0 TR TETY B SR TTTT B R TETT] B S SRR T corresponding to all points were loaded in the
0.01 0.1 1 10 pg  SEmeoer

Concentration (ZM)
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Tz, WA bRElE L R ICERILL -0 {1k DNA 2 BEXRRE L -BR, 79 70K
LT —mEEW L, RMEEER L7z (Fig. 16 imposed) o

/X FA =D 250 pg/ml IZBVWTDARTR =V AFEHNHEOHE & 1382
BLTHEVHIBERPFROLN: (Fig. 16 A) 75, COEBIZPELP TRV, 7H
=P RZRBICOIBRLD CBETICHBINZBRTDH 5720, TOBVHIEE
WD/ OBEFHIESATERICZD . X2 O—V ATHEAPTEATHS EFHENS,

6 H AN

FORBigIZe ) FF4— b, VFVUVBIUTFT 720X I IC X 55{L5E T DNA
BRAFAHES N, HBEEESPHI LS L PFEORP I o720 SO EE., IhD
DFV—F — THEMBOSCHEEREICLHE L S b LB EEE L M i IIH s &
FRBLTVWEENIZEDNTESL, COHRIBWTRSLEERITFE oM Ml INs
HERIIEWL T /A VBRI VERRILEWTHHE N D, T/o. MTT BEEHWE
MREEEORFEERIPLIE, INOHF L —F — BV HIREEERT I EFNHL PRI
ol TO—WMWETRI—VAEZRITIEICE SR MIETSH ), B
CEVDBEL W) BETRIATELZVHR TH LI EOHLPI o/, B FF
F—= T 7 2uFF I VIESMIEY, HIRICTR VA BFETHLIENTE,
SACEERECHCAOLERA UHBTT R -V AFEHEEITHEE TE L TEEMED
Bbo CORT, ZEL TRV REFET HIEDTELRWVEEF M TLXDE
CHREOAEL TR EEZLND, BIfE, MINELEHZAZ LS., HERFEDR
FRELTEAZETI D E LTV A KEREOHREETHLF 72 uFSI L0 -
BEOBREIE, CoMEBEERL T R~V AFEFHICERLTWATEEDL H
%o

CHETHALETF =Y ZOBRITHES PITEN TR WA, BEFRER B
REERDT R =T XAOBRER, #HE Caenorhabditis elegans DFEEEFIZBIT S 7 R
PV ADEEZREAZEOHEDLSL ., L ETRF -V R IEEREOBVERTH
HEEZEZLENBIIICTRoTETWSHII0) ULl s, S E O RIS,
FTREFEET AP TR IV ARFEETCEILVEEF MY 20, T{EFEHAELT
RV RAFEHEPKE,PUTENRZLF A VEBO LD 2WEFEET A LD
5, DbET R M=V AL EBOBEES W EBERBENSL, T/, B FFF
—VBEARTHIL VFF4 - AFNVI—F I, ML EE L WETRE—
AFBETLHIELERVWELTVS (RER) - O HLHEHEL TR
VAFERELABEEN L TEZ o TWAH EHEH SRS,

F9 Ml & VD) KM REMBOMIAIZEE A7 E = 213, HMELTW L T4
M B MR OEFNEY T 5 EERS TR VD EELON D, RERD,
BEMPORIZA 7 O—V ADPTRINIEZFONBEYORBIZ X VIEEAICKE RS A
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— VM AR AN, TR -V ATREFNICE > TELLZTEF =T AN
HRIBETHIMBICEREEZELZRIZT ZEFDRVEEZEZLRLDLL THD, VTR
¥ X F9 MEOTRF - AOWFERIZ, DHERREDOEHBHU TR —-V A2, 4
SEEPN T AR DOBEMRED I WEFTNVRE LS LHEINS,
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FA4E FOFBOTRI - ADOFEERE

TR VAPRIDZBERIT, REDDHDITETLWIFEIZLOREICHS TSR
DOH B8N, FLALTRTDOTRI—TARESLTWAREEZSNS Bel-2 R
A5 —aAx-1p EHER (ICE) BESY U2 DL ) BPWEIELROoPoTE
T, FEREOHMTIIMERICIVEHTHELEEZ NS, 7TEF -V RAD
RABEBETHREAECLSNZIZIZFAET, TV FXZ2 L7 —FOEEALEMLT
DNA DEFALR 7 R b — 3 Z/MEOR 2 EFBE 3795, 22 12I0RT 2 % Cloiiie
WTIZE L DERITFEZ - TV 595106110) (Chart 4) o

drug
imbalanced cycline

reactive oxygen species — DNA damage
irradiation c-myc oTL
\ - growth factor l dexamethasone i TNF

F
222 l pS3 l *® l

growth glucocorticoid _
factor receptor TNFRs perfor n

default \/Sceptor
death \ \ / /
signal \

Fas-ligand

ceramide ?
f ICE family | &—
bcl-2, bek-x ICE
T CPP32 p35 granzyme B
MCH2
bax, bad, bak Nedd2
etc.
mmmwx=::j$\lﬂ
1 PARP
bax, bad, bak pro-IL-1p
T o
endonuclease
activation

Chart4 One of the model cascade of apoptosis in mammalian cells
This model does not include all signals participating in the cascade. Arrows
indicate the activation and lines with bar indicate the inhibition. TNF; tumor
necrosis factor. TNFRS; TNF receptors. CTL; cytotoxic T lymphocytes. ICE;
interleukin-1p converting enzyme. PARP; poly-(ADP-ribose)-polymerase.
(Modified from ref. 95)
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FO fMil@dt e / ¥F4— N, VFVrBITF72uxd IR EDFL—7—RL
FIAVBTUETAE TRV ADPBEINL I EAWETRLE, SNET FY
Mz CORBEEME 2 AW TR VAR IZA R (469111114 1 — & —
XY FO MIBEICT AR P =V ADPFEEINL L VWIHERIBETH L, FI MEICES
L57RP—VATIE ps3 DEEEHRE LS50, ZZICHELTWS
RFOKRFIZIZEAETORTBLT, FOLILRBETT RIN—Y ADFHE, IF
SNTVELEDORPEIHLPTIERV, 22T, KETIE FI MBEO7RF—T A, &
NETIRBELASNTHWHHHIETF® Bel-2 ICXDFEIHERTWAEDODED., 1TEA
EDTRM—VADOBREFPPNRTAHLEZLNTWS ICE 773U —%2ALTWV5ED
PEPERLICRE 27072, 7. MREBBFEN D TlRER L LB L U7 R
PV ADBEEIZOWT HBE L7,

% 18 Bcl-2 OE5 OB

TRV ZEVIBRERBELTW R T, BREWICEH  EFRECH ST
B0, HHEIREZEOEFEID I VAL T4V, Bel-2 BFEFICBELHAONS TR
PV AMBIRFTH Y, ZORET ZEREY VB TEEEICE NS bkl
FEROEFBIZRNWZENTZDDTHH9, Vaux H3° Bel-2 F o NXIZDF7RF—T R
MR REZE|EIOL T OMBIEIRRITER, BFHEL D Bel2 773V =AY\~
PRILNTWHUITI20), ZRIZdprbb3 FI MEO7TER MY XICHET AHRE
BEPEATHA W EBH ), FO HBICBITS Bel-2 OEBRICETLIHEFIT A2,
FZT, SOFUNTED FIOMBEOT R P~V AHBROBBEOBAZHE Lz,

£ 1E MELFE
Kf D pLEE ,

FO MifEDMEREEB I URHIE, e/ FFF—NVEDFV VA 10 pg/ml, T7 =
O%H3 225100 pg/ml, BEEF MY A% 10 mM TZRZN 24 BE. LF /A
A1 uM T 48 B E L7
ETINE

1 RYURIZ 79 FHE b Bel-2 RY 7 T—F)V IgG (N-19, Santa Cruz) %. 2 XKt
IV F T 5 —E (POD) TEZBRLIYFHTTF IeG Hilt vz,

Bel-2 ¥ v N7 O

1 x10° MBI OB LAY Y2 BEBLUGTFES—T—% 125 % SDS-R Y
TZINT I FFIVCERRKE Lz, BHERRE LT, ROMERET Bel-2 70X
PERBELTVWAH L2y A EHFEMR TH 2 M1 MIEH S oM E iz, KEK
TR, TFEX—T—OL—2IZPYRL, 72—V =7 YTV TV —THREL
720 “WOBRYDEGDY X Z2BEZXI FI4 FRAO 7Ty ¥— (BioRad., Trans
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Blot) T bV O—REIZTOAYTA VT Lo FTVRAT7—=Ny77—1% 48
mM FJ R, 39mM UV, 20% A% —)VERHW/, E% PBS ICBEL- 5%
AXLINVIZBERT 1 BE 7Oy XU 7 L2, AFLAINVZBRTHERL 1 XL
fh& 1 B RS 8472, PBS IZ 0.1 % Tween 20 N2 7-%# (PBST) T 2 HZEH L
7ot AFXLAINVIBEWTHRL: 2 XHfEL 1 BERS S €72, RIZPBST T
2, 50ml @ 0.05M +Y) AIEEE/NYy 77— (pH7.5) 1210 mg D 3-3 V7 I IRV
VIVVERBBLIBRFPICEL, SZISRBET 0.02 % OBBILKELZMZA TEES
w7z,

E2H KRLEZE

FUEOM1 M TIIHELBY 26 kDa fFEINY FHRED LN, Bel-2 ¥ ¥ 7%7
PEIALTWEZ EPHRINT LPLRFLFEED F9 Migs HRE L2308
eV PR INT, 2baifk, 7R M=V RAFHE D Bel-2 7 VX7 IE3HH
LZWZ EDPHELPICRo7: (Fig 17) o &BF., Ml2d Bel2 ¥ U2 2HHTHZ
EWXYVTRI—VAZIHILTBY, 7RIV AEF L EDITHEIT Bel-2 OFEH
PHFI & 5116122 F9 MfED bel-2 BIZFBBEPRELTWZD, BEEZZITTW
ADM, FNELRIBBICEEDPELTVEOPEIAHETH S, FIETEABLA L
I ICENERETS FI MRERICTR MY ABROBEFBD LN, BEXRIKETH
WT T =G = PROLNTZDIX, Bel-2 YNNI PRBELTW RV LICLATHE
BWHREZ b b, F9 MIICIZ7 R b= 2 2I\HOFEIHIE L TV 5400 JHTF557
ET 5D Lz,

1234567

Fig. 17 Western blotting analysis of
Bcl-2 protein in F9 cells treated with
differentiation-inducing agents

Extracts of F9 cells (1x108 ) treated with vehicle
(lane 2), 1 uM retinoic acid (lane 3), 10 pg/ml
hinokitiol (lane 4), 10 ug/mi dithizone (lane 5), 100
ua/ml deferoxamine (lane 6) and 10 mM sodium
butyrate (lane 7), and extract of non-treated M1

cells (1x108, lane 1) were electrophoresed in 12.5
% SDS-polyacrylamide gel and transferred to
nitrocellulose membrane. Bcl-2 protein was
detected using anti-Bcl-2 antibody. Molecular
weights were determined by the mobilities of
marker proteins.

EOHI AvF¥—uAfFr-1p BHEE (ICE) OB5OBE

ICEX A% —uAf X -1 ORIBFEZERRICT AEETH Y, C. elegans DT R
NV ABREZTFTHD ced 3 EMEFEOUT—DBNT YNNI ETHELI DD
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PoTHhHIZ,| ZOWAEFZRICEAR, BIETEIHAEO 7R P~V ADIZITHRAKE
BB T HAHEFTHD% (Chart 4) EEXOND LI o7, ICE EAFETI—
PELTEI—VRIZHEELTWS ICE 773U —DAYN=JRLAIZEOPD, 1
AFETE 720773 =X UN=FTHMENTWBIZ, T2, REZFOBEB XU
B LOHLPIZEINIZ), ICE DFHHLICESE L. FOERLFENICEET A
TFFA eI —HHEBENTWSHIDIN), 22T, ZO ICE [IHFEMNLRIETHR
RTFFL e EF—TH5bH Ac-Tyr-Val-Ala-Asp-chloromethylketone (YVAD) % Hw
Ty FOMIBOMEB L 7R+ — Y A~D ICE ODBE5Z#HET L7,

E£1H MEEHE
RTFFAEY—

YVAD REBEEP,POBAL,
Mg DL

FO MBEOT7TRF—VAHBEHEZ, b/ FF 3V 10 pg/ml. IFV D 25
ug/ml, 77 =T FHI A 100 pg/ml. VF /A VDS 256 uME L7z, ML EH
BRe/ FF I NBITF 7203 5IVE TR NV AFTEHELRHE, UF
V2iE 10 pg/ml, VF/ A VBRI 1 uM, BB FY VAWK 10 mM & L7z, YVAD
DEBEEIIBEFICHREDH H125°1293 ALXOMBEROT7 R b= AOHEEHRERERT
200 M ZREEE L L, 2LF 100 pM & 50 uM %2 5RE L7z, YVAD BERIZIZHALEH
EEED TR M=V ABEBREDL RV LIIHREATH 5,

YVAD ICE A7 R -V AFEDOHE

MR ZHBIE L 48 MR ERE, YVAD 28R HICKRBL, 2 BHESE L, 22
ICHIBESVLELRBEICRAIIICTR IV AFEEWEZRML. £5I12 24 B
BBz, DTOHFERSE 3 F, 5 5 #. % 1 HIZHEW, YVAD OEMRE
TRV ADOFZEREL D LIHET L,

YVAD 2k 20 LBEDHE .

Mifaz R 3.5 HRSZER, YVAD 2ETHMICKBL, 2 BEEELL, o1t
FEAEMERML., S5IC 24 BHEERERIT 2. LTOFEIE 1 &£, £ 1 .
5 1 HITHE, FOREERRIT PA EEFTE S EICHBI L,

ICE ¥ v 3\7 O

SACFESM T LMK (1 x 105) 2o L7287 VN7 EEHWT SDS- R Y
T7YNT I FERKEZITV, PVDF RO IR ¥y 7uv 54 712X ICE
5 R OB EITo770 1 RPURIZIZYFH~ T A ICE RV 7 u—F ik (ICE
p20. M-19. Santa Cruz) %. 2 KFAEIZIZ POD TER L -7 FHY ¥ 16 Hifk%e
Rz, Z0OMOFHEIEARE, £ 18, £ 1 HIEL,

F2E BRLEE
v FxFE =N, VFJV, FT720FHFIVBIPLT A VBTHEENS F9
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MRLOT R b — A3 ICE DREHFFTHNHER THS YVAD THES A 2P o7

(Fig. 18) o SO LR 2% THU—AF NVERRKEIC L D5 5 —NF — VWL L
N DL bR EINT: BEEIIRE RV , F-KEMEBEHICLS F9 il
D54bd YVAD THEI NP -7 (Fig. 19) o SOOI EZSEFAV-FEH]C
X% F9 MBEOSMEBIT 7R - ADWTFNIZY ICE RESLTWARNVI E 2R
LTWw%, Bel-2 # U7 LEERIC ICE BEEERL TOWRWIERNEZ SN0
VIAZ Ty TA Y TICE D EORBFERFT LIER, FRELTHWS, M1 #
FETI3H 30 kDa DAIEIC ICE & Bbn BNy FAEZEICED SN, FO Mz S
DATNDYF VT NVIZBNTHZONY FEFERCEPo, 7. {kEWICL B
HERTRAZBERIETMM LT dro7: (Fig. 20) o 2O L5 F9 4HRLIX ICE 24t

3.0
- Fig. 18 Effect of ICE inhibitor, YVAD,

{ on apoptosis in F9 cells treated with

Increasing ratio of apoptosis

25 . g N

i . i differentiation-inducing agents

i & o F9 cells were treated with YVAD for 2 hr. Then,
2.0 hinokitiol (10 pg/ml), dithizone (25 pg/mil),

deferoxamine (100 pg/mi) or retinoic acid (25 yM)
was added to the medium, and further cultured for

1.5 - 24 hr (hinokitiol, dithizone and deferoxamine) or
48 hr (retinoic acid). Induction of apoptosis was
1.0 ® Hinokitiol calculated as the ratio of rate of DNA
: 2 Dithizone fragmentation in treated cells to that in control
A Deferoxamine cells.
05T o Retinoic acid
0.0 0 50 100 150 200
Concentration of YVAD (uM)

100 '™ YVAD ont i

B Hinoktiol Fig. 19 Effect of ICE

B Dithizone +YVAD |nh|blto[, Y\{AD, on PA

80 Ll Deferoxamine - pl‘OductIOl’l in Fg Ce“s
O Retinoic acid treated with differentiation-
B8 Sodium butyrat inducing agents

PA production (%)

Control 0

50 100
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Cells were treated with hinokitiol(10
pg/mt), dithizone (10 pyg/ml) ,
deferoxamine (100 pg/ml) retinoic
acid (1 pM) or sodium butyrate (10
mM) in the presence of indicated
concentrations of YVAD. PA
production (%) was determined by
agar-overiay method. Values are
means=S.D. of triplicate assays.
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STEVWEEETBRHLT7R =R 2RBILTWAEEZLNS, LPLLEDS, ICE
WE 773 =2 =0H, FICREOFEIAIZIT Nedd2 EIRIENB X /N —H5—
BHETHRERAINAZEFHONSE/ZO2Y, D ICE 773 — A Y N— %A L7
FTRMN VAR o TVWBIEDEL LN,

1234567 Fig. 20 Western blotting analysis of
ICE protein in F9 cells treated with

differentiation-inducing agents

Extracts of F9 cells (1x105) treated with vehicle
(lane 1), 1 uM retinoic acid (lane 2), 10 yg/ml
hinokitiol (lane 3), 10 pg/ml dithizone (lane 4),
100 pg/ml deferoxamine (lane 5) and 10 mM
sodium butyrate (lane 6), and extract of non-
treated M1 cells (1x108, lane 7) were
electrophoresed in 12.5 % SDS-polyacrylamide
gel and transferred to PVDF membrane. ICE
protein was detected using anti-ICE antibody.
Molecular weights were determined by the
mobilities of marker proteins.

® 38 ICE LMD ICE 7730 =AY N—DRB5ICHT ST

BIEIT F9 MIBBICEEINL TR M-V RIXICE 2N &2V ERTRBL-DS, 1
FLED ICE 773 =121, ICE DIEFHIC ICErel II, ICErel III. Nedd2. CPP32.
LAP3, MCH2 @ 6 2% NP2 TN 5DH) EDOWTFNHAH FI MO 7R —
ANCEETATBEENIEZ O5NS, ICE 773V —@FTRTYARAFA vy Tusr7—F
T A7:0%129 BRI ATA v 7TuFr7—¥4 ey —180TH 53— F
7EF7IF (IAM) 2HWT, Bifi& ARORF 21772,

F1EH MELHE
MR LB
IAM (7254 FR27) ® F9 MK 2faEMRE%E2 MTT ETFV, 001
ug/ml 25 100 pg/ml TTOHEFHETRE L2, TOFER, EHFEDI 96 % Tho
72 0.01 ug/ml, HFFZEH 86 % TH -7z 0.1 ug/ml, EHFED 32 % THo72 1 ug/ml
(5.4 M) BIUTZNLDOMD 0.03 pg/ml & 0.3 ug/ml ZNBEEICRE L, £
7oy SNHOHED IAM IZT R M=V AFEFEHRII RV L IIMEEATH L, £
DHALFEFRNCL S FO LD 7 R — Y AFEB L UMELFEICHT 5 1AM OFHE
BIRIIAE, GO HFEIHE > THE L2,

F2HEH HEREEE
/)X FF— ), VFVY, T7z20FHIVBIFVF /ML VBTHEEINS F9
FREDT AP =Y RAZVATA v 7Tas7—¥AL ¥ —TH5H IAM X - THE
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ENnidolz (Fig. 21) o TOZEWR 2% THOI—RAFXVERRECL BT 5F—/%
— VL IR ENTD, VIV YD 25 ug/ml & IAM 1 pg/ml TRIEEL7- F9 ML
PO L7 DNA AT F—HL 2oTBY, FOMBOTEI—TAATICE 77
V=2 L TR > TWLNHEREIEESCREBETE b o772, —F. S{LHEIX
FHE I N (Fig. 22), MLICICE 773 U—RBES LTV EFZFINT,

8 Fig. 21 Effect of iodoacetamide on

the apoptosis of F9 cells treated

with differentiation-inducing agents
| é 1 F9cells were treated hinokitiol (10 ug/mi),

2 dithizone (25 pg/mi), deferoxamine (100 yg/ml)

or retinoic acid (25 yM) in the presence of

‘\/ 1 indicated concentrations of iodoacetamide

(IAM) for 24 hr ¢hinokitiol, dithizone and

deferoxamine) or 48 hr(retinoic acid). Induction

1T = Hinokitiol 1 of apoptosis was calculated as the ratio of rate
o Dithizone of DNA fragmentation in treated cells to that in
& Deferoxamine control cells.

o Retinoic acid

Increasing ratio of apoptosis

JL
0 : 1/

- et ‘
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B AMonly
I B Hinokitiol 1
7 B Dithizone |
80 - % g 2 Deferoxamine |+ IAM
i g : g O Retinoic acid i
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g 60 - é N % 7
c 1 A
S - B 7h -
- f i
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S ; 78
5 ¢ ,4
3 Zm -
< Z B
? 1 E
“ ob é 1 i
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B ] B
O é o é‘ -
Control 0 0.01 0.03 0.1 0.3 1
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Fig. 22 Effect of iodoacetamide on PA production in F9 cells treated with
differentiation-inducing agents

F9 celis were treated with hinokitiol (10 pg/m!), dithizone (10 pyg/mi), deferoxamine (100 pg/mti) retinoic
acid (1 yM) or sodium butyrate (10 mM) in the presence of indicated concentrations of IAM for 24 hr
(hinokitiol, dithizone, deferoxamine and sodium butyrate or 48 hr (retinoic acid). PA production (%) was
determined by agar-overlay method. Values are means=S.D. of triplicate assays.
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FAH FIOMBEOTRF—VABIUMMEEE L BB OB

FBEIE, FEIHTRLZIIZ, e /2FF 4, VPFVUYBITF720F43
YDF L —F—TF9 Mgz {LFENET 5 & DNA DARHEESKRS S, 720
FYTIVIERR 2HETAHI LI VMRRANR%Y S BTWHmEL S5 2 &8
HFEINTBN66868)N MDF L —F — 12X THMBEEYIIZ S BoEkLTtwaz
BPEIND, 7R M=V RAGHREBREPS ORBICX > THREI 2720181132
MR OB 21T o720 T7245H. MEBRBBTICHW L —F—-AFr =079
A FA—%— (LSC) &, #Hxt DNA EXWEL-MEZ T RTEBLTWA7- 041
BB OB EIC, DELRMEZV -V CHERBEZE8E AL ITETH 5,
ZZCHIRBEBOBT247) L & HIT, WiFfbL7- DNA 2&THlE (7R F—3 2/
) DEIEDF~T A VX VERL, ZOBRBIIOVWTORET 2L,

E1E MEEHE

V= AX Y=Y THA b A—F— (LSC) I X AWM
HUAEHE TRE LIS 3 B, 45 4 HIcHE-> TR, EEL PI THREL

Tro A5A4 K75 A EIMIREREL, LSC (1) ¥ /822, LSC 101) Ic Xk b b

L7z,

E2H BRLEE

FAHED FO MIfED DNA EE L R M7 T A%, MREEISEWGHIRRR ISR 25
BNy — &R L7 (Fig. 23 A) o —F., ¥ — ¥ —TAHEL-MREEOLBOEY
. BARICHE TS 4C © DNA EE*FOoMBEERI BRI TLZEE, 2C UTO
DNA EEZHFOMKRERAIEINT A I Tho7 (Fig. 23 BD) o« SO &iX, i
B S BITHEIELTwAEZEE, 7TRF—VAPEI-TVATREEEZRL TWS,
% 3 ET/RL7: DNA OEALENELEP-TF 72 0%% I TR, 2C UToD
DNA ZE /R THRARI;EEIIEML T/ (Fig. 23D) o LF/ A VERREL
AT 2C & 4C OFE O DNA EEZFHFOMBERITEL L7225 #MEEIC IR
DIZROLNLPo72 (Fig. 23 E) o BEEEFT M)V ATOLF /A VEBREEP LN
=R LIZH, 2C BT DNA EE*FOoMBEISEML2VwEW ) EVDEH -7

(Fig. 23 E) o

ZOD DNABEVANT GO —T4 7 %L, SMERHC 2 ME0EE%
BB L7z, MIBEEHZERLTWDEEZ SRS 2C LT B XU 4C D EoHlia % At
LTEHTHE (Table 4 OFEPA) v/ FF4 — U CTHRE L7488 TR S
HcFREL, G2/M BloMBROEETKIBICEHA LTz, VFV/YBIUF 720
FHIVTHRELHREFETY G2/M HoMBREINNBICEBA L Twids, 2H 5
Gl BICTHIBEMIMEILL L TWAE L) Tholre LF/ 4 VEETHE L R TIE,
G2/M BOEIE I3 BE L 2082 P o 7205, G1 HOMBEER»EML., S oMz
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Fig. 23 Histograms of DNA content and computer-gating patterns of F9 cells

treated with differentiation-inducing agents

Control cells (A) and hinokitiol- (B), dithizone- (C), deferoxamin- (D), retinoic acid- (E) and sodium
butyrate- (F) treated F9 cells were analysed using LSC. Figures in left side are histograms of DNA
contents and figures in right side are computer-gating patterns. Cells in apoptotic body phase (blue),
G1 phase (red), S phase (green) G2/M phase (yellow) and other phases (purple) are imaged in right

side figure.



Table 4 Effect of differentiation-inducing agents on cell cycle of F9 cells
Retinoic Sodium

Control Hinokitiol  Dithizone Deferoxamine - Bittyrate
% apoptotic bodies 0 13 12 53 13 1
% G1 24 (26) 23 (29) 31(39) 22(52) 35(44) 24 (27)
% S 56 (56) 54 (66) 46 (57) 18 (43) 30 (38) 44 (49)
% G2M 16 (18) 4 (5) 3(4) 2(5) 13 (18) 22 (24)
% other 4 3 6 3 6 6

Percentages without apoptotic bodies and cells in other phases are in parentheses.

TRMVAMREZZONS 2C DTOMBERAOEHGIT 7 2 0F4 3 L
HTHEELTEBY, 22X F4—N, VFV 2, LF /A4 VBABETLHENLTY
Zo LU, TRPMN—TVADPRILRWI L% 3 BET/RLIZEEEF MY w7 A 0LBEH
B TIZIE, ZOHEIMMIFBOLNLD 572 (Table 4) o TOTR M=V ML EE 2
SNAEFICET AMBEOEEELY I— VL TBETLE, WFhOMY DNA %
FOEMOBEOLPIZT AR N =Y A/MEP L o TWA Z LD MR E N (Fig. 24)

Pl Fluorescence Area

Pl Fluorescence Peak

Pl Fluorescence Area

Pl Fluorescence Value

Fig. 24 Nucleus morphology of low-DNA content cells treated with deferoxamine
Cells were recalled according to their relative DNA contents by an LSC-101 computer system and their
morphological images were depicted. An arrow indicates an example of appearance of fragmented DNA.
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ACFERF IO FEFIC L ABF L IREL ERoTWAZ EFTFREENI,

B5H ME

AETHE, TELTHMEBEFICLS F9 MIRO7TE NV ABERRE LRI L7,
ZOFER, F9 MO 7R P - RiF, RIERDIBIN[MERBIBIODME, F /2.,
AL DHEATZ BRI B 5 B Mg 05124137 L 13 & o 7R B TRl S T v B T RE AT
B ENT, TOERBADE—IZ, L OMBERTT R =Y A 2HH T 5D T
W5 Bel2 BRELTWRWIEEHITEN 5, Bel-2 UADODDIHIHENTWAET
RF—VAQW|ED H D181 L3 LD F9 MIBICEEOHES LTV 2%V, Bel-
2WXBT7RM—VAPRIRIPFLE LV ET B L, p35 7 LBMOLUDMOIIFIRIZ X
NHIBEENTVWEOPS LIV,

CNETRIKAONZT RNV ARKLERZER ABROFELERET 5D ) —
DOHEHIZ, FO MR ICE 773V =% L77RIM—TRERILTVREENY
ERPE SN D072 8 THb, ICE BERIZIZEAERBELTBLY, /2 ICE &
B RHERTHS YVAD THLT7RP—V AP ER P72 5, ICE &
FO MDD TR P =Y ABEIES LTWARVwERERSND, YAF( Y TOFT7 —F
HEFZ BWTLEELRHERIFEDON LR o7205 XY ICE 773U —IXBEENT,
FTRTD ICE 773IY—AUN—RZILT7TRITVAEHETS p35 WKIXHHE
BUOMUNLHETTHI L ILETH DL, TRHDZ EH S FI MBI BT 5L FHEH]
WREXBTRF I AFBIRMOBEENL TREZ EFREBIN, §HBOELELD
MEPLETH S, .

HMRBEBOBESICOWTIR, e /2FFF—nik S BoT7uavyh—THh, 771
FHFIVEGISA VI — T2 ATHEAREEESETVE I EFHREIN,
NSV FSrEMAZF L= = 3wihd G2/M HOoMBERIOEETKELT
BHEZERL, SHAOHMBEREISECET R RAZEERLTWS, 2O LIEE
2 BTH/]: RR OHEFEE L TWAMERY B XHITLIERTH S, MiEEH
z S HicELEes, FOB5TAFELRELT, CoOHOMRBMOETICES TS
cde2 B X cdk2 DESGRICEFLETHH EVIREMLIDLH 5720, SRIEITh
LLEOTRIZITIRETHA ), T2, TRI—TVA/MED 3 BOXFL—¥—B
S LF 4 VEBABEEOHBRER T TREMLTHWAZ LI, Z20HEB XUEE
B ObHLPICR o7, MBRASHOELELHEERE P LOBRBEISIEDLHITLTH
CDBERT R — TV ADFEEDFIEEXFIVTVWLDOPEHLPIITHI LIPS
DHFETH 5,
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AIFFRICBWT F9 MBICHMEEFET AW EH /21T 3 BRWZ Lz, —Did
FOROVEZEFOL/FFA—NVTHY), ZOFBEHEHEBEICXY) PoRorRo
a2 Fis g b g s MO P L FEICEE 2EZ 2> TWAE I E A S I
ol EZOEPIT 7 2aFH I THY., 7 b CHEET LI ABELS S
BiEx 3 2bb, CONFHFTUT— MEESOPMMUFRICIETHLLEZ ORI
2o BEZDAEWITF VI THY, Thd 3 BOEXBBOIFHHEIIXFL - MET
HHILEPLFL—F—IT F9 HEE2SIEFETLHIONFDAZ L 2D THL PIC
L7ze Thd 3 BOFL—F—ObFERFBEREL-LZA, F720XH3I v
DARHFEE A BEER 2H0Z EHE L PICR ), BEWIIU AL
5bDB &£ EFI{EHERRELEY, RRKRBABPREL S EHAISN S,

FL—F— LB BEPEDL ) RERAREICL 2 00ERFALAER, w
TNOFL—F—bTFE ATV, FICZMDSK A F > & ORPLEIC X ) Z05LEERE
WATHE SN2, T/, MMEBEICE b 2 WBEFENES» Y . 2D DNA SHRASHE
ENTWBZ EDPH LRI o7z, MRBBHOER, X1 -7 -1k 5LFE=E
BEICIE G1SA v —T7 24 A5 SHTOMBERELFZD S, G2/M HoMa
EEB LTz SOZTEDPLFL—F —13EMENO DNA ERRICHEDOS, DL ITH
FaEEID G1/S BT S BOETICLAORFOERRESR 2 LICLELRBELRE
FTHIEICXD F9 MIBBOMLETEL TWEEEZLND, DLEOERE RR O
BICHERFOY VI VI NVOEENREZ DO FuFI 7L T7h F9 MOSLEE
EEBERLIZEVIERFRTELNER, BXUTF7=20%%3I ik RR ZEE
LCH#ic S BiCHREE 2T 5 & WA HEE868InE | BAENEI— 7Y
M, VRXZ2VFIFFE2BRLTAIXFTVIRRXZ UAF FIZEHE L DNA OFEEEE (S
H) OME2RETAHEHEE TS RR OEEFLICHLIHA A THEEZEZOND,
T/, T7aFFIVICLD N T Y UNREUET S E GI-S 5 S HITHIALHE
IR L, DR, cde2 R cdk2 PPBALTED, ThEDEGRIZIIZHRSUAET
BH5H &) A28 SRIOMEAPBEATORB RIS, SO EFOEESRICL
ERHGLBEHEELTEZONS,

FL—¥—12k5 F9 MBMMLBERICEIT7TRP—IRALFEINRTVWEI LS,
DNA BiF{bZEDHEIE., HiiiB L UEEEOBEE, DNA 55 —/X¥% -2 LSC 12L& 5%
7R M=V AMROHE R EEEOTERPSBEOPIC L, SNET F9 MREICHH
HFCTTRMN—VARFELLBIZ. LF /A VBICIA3DE X HEHFICILH1O
Lo /z9911L112) ) F - CHETT R =Y A3, BEICEELRREAE R
2L TWBE W) EZ FIKE L EDTWASI08:106) S5 Tl bBERE L
TRMVADPHEEIFESNLIEZL B DVBHAZ L, VF /4 VBETIEDIES
FEEINLIHETRIBIEAELE TR N TVANRRILT, BHETHOTTAR P~V A
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