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mEAOBRMBIMEROEEREE
——Mitomycin C OFRMAERICOWT—

T W E RN @R
ErsiAt v x —HEERE

(FEFn 47 42 6 B 29 BHSA)

F L &

MR ORBREAY ERNCRATE 2 HERDR
{, ROTZOHEDOHE S RN S h T \wig
Vo BHBROBE, HL »OERMAD 2 v = —F¥RE
PR LCEFORMBERNERNCKRN X R, 1
58 T3, Spleen colony method % F|f L T in vivo
THHRBBROMRAERNCRFE I AT\ 3D, zhbd
OBFFEC L b, BAROBE, REABMT 5 EHN
M OABRRINENCEI TS Lrmbh T %,
ThbbHgRoOBMEERIRECHS Lol
Wt %, cDZ ik, BEARBRCHCRAHRREY
WX HTB LIV EACEREYRABORS 2\ 5 BT
BRrrT e, ¥LRHARERZHCERCBETSE
BUOMEOMRCEE LT 5,

LWoIE BRI TR L., HSR T hbh
X hBEREAOERATSCRF IR TV RV
b, HBROBEYRBREELRTREELBREERIRE
RENRTWIRV, BEE THLIT invivo TOHEH| O
HR, ThbbEEXOLFHMREKF OB O
H9EY, end point survival assay®, spleen colony
method® % FIfA LcBBAEBERK DO E & F» LK
BRIOZEBRERAIARFNERTIZIVWEN, ToERGEHE
CERARSL D RESF ThHBo TDRMND, in vitro T
A HERI O RMIER O ER BB LERECHIT B
BRERORMIC, ¥ EARZYEOERIIREDFR
T, FRTHD LEBbh3,

REBRME RSV HE

B « HIRERSH & LC RPMI-1640 $z3h( H KB 3K)
(pH 7.4) wfFp4miE (FEMLE) % 20% T inzicd
D% A\ FAEWEZBARM LRV, BCX iR
Bar <=4 v v 60mg/l ORERMZ THWV Ao B
EREWE AV 554, HMEHIC Bacto-agar (Difco)
FHREHRMLUTHYV%, T3> Bacto-agar % Eagle-
MEM(HARIE) wEFE 3.0% ©T5. ChEBER
BLTREL, ERARCH 60°C L, HmEiEiic
Z D 1/8 B hnx THRFEREEH & Lico

MIfREE B - MR DRERIIKERT AR L= 5% RBY

AEE UKL BRI L T\w5 37.5°C DiE#R (R
MK AREER) PTY e — VR DHEEEY TR ).
FRREREHOBE S ¥ v — VR THEE b THER
é?bo

[EB s 2Rk « SRR W EB MR in vitro T
BRI h S FHAERE (YAS/C), L1210 =v &
BEfmE K (L 1210/V/C), L 5178 Y/CA 55 < v A [f1
MR (L 5178 Y/C)TH B o HHAEMM (£« AKBF%E
k) EAEE LTEET v PCRIERS AL
O (B Aevz—, CHBABELILHE) 225
BRI U fco L1210 = v A i M (L 1210/V)
(Sloan-Kettering Institute, Dr.D.J. HUTCHISON g
F)RBAE L LT BDFy v v AR IR 30
(BaRA ey x—, BFERENLHE) D HREERBLT
L#o L5178 Y/CA 55 = v = {ifjs g ix L 1210/V
Mifa L R CHkRD E AR & LT BDF, < v RIC#efli
FBINch O bEEBL L. Zh bOMiaierhz
NEKFER M X % colonial cloning % 1~2 [EfT /¢
DOTRPHREEIh 7 v~ VERTH Bo

Cell viability: =MD IRE L LTKRD 3 HEx A
B3 Lo 1) Dye exclusion method 3-7:3>% trypan
blue 0.5% THEIhic\ g% viable cell ¢ LT
BH, 2) Growth curve L HLEMT5HE Thbd
WIEEE M CHE S R b, B D — Bl Mg
IMPRETERTHE L, £ OMMAMBY R/ 2 FELD
R, ORI ARIETTREIL MBI bbb
Dick AMNEEC X D BEHT 5, 3) Soft agar cloning
assay i BEH, T7obbEEREHT 2 v = —HREE
b5 AR LTERT 2, £OHERERES
DOffEs RPMI-1640 353 CHR L, #MEBE DM
4¢r cell suspension 2ml fF4MiiEF% 0.5ml jnx
38°C IR0, X BICH 60°C I BRI i 3.0% Bacto-
agar % 0.4ml fnx, BB P-1 #HY 4+~ VB L
%, BEEORT, RBFAEERNT 11 HEEEEL
11 HERAEC2v=—E2HIR THIKL, FERP
Boaw=—EREEDS MY EME LTHET S,
Dl ED 3 HERRA UM BWTE h £ h triple 1277
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B 1 A MRS R L T\ 5 &G TORRORMIIIEA O Assay Method
Soft Agar Cloning Assay |
as soon as posible
i
: placed in COs chamber
» for 11days
Q
add 0.5ml of calf serum . add 0.4ml of 3.0% bacto-agar P-1 petri-dish count number of colonies.
1.0ml of drug solution in RPMI-1640 in Eagle MEM
(various conc., PH7.4)
1.0mi of cell suspension in
RPMI-1640 (various cell dose, PHT.4)
7RO TEREY Lico KRETh, BRERERANERMCER IR I I

B : Mitomycin C © 3248 % RPMI-1640 :ih
M, SVET7 4 nx— (0.45 ) X B RARE
BABRECHRRLUTER L, WTFhiFEREMCH
#®L, ¥ pH 7.4 CEH L.

FUBRIC X 5 BRMIREROERE : LB H © BED
fitb, HUEH & MR AR L R /5 L Bbh B e
¥, soft agar cloning assay ¥ExFIFH LTKRD & 5 7
2 OERBEYAV, ik, ZOEBRTHVOHhD
“survival”, “viable”, “killing” &\~ 5 5 #E I+ T
% 4 DMIRADBKIEREH TOBEFEES, TichbRRM
taw=—HURENOEETHE LER L,

1) Assay I, R1RT X5 #Ye KHBEYS
A7: RPMI-1640 35#1 1.0 ml, fF4=fi& 0.5ml, @Y
BoMpaga & A7 cell suspension (RPMI-1640) 1.0
ml &k, PRABREFT 38C ikbin 2 68
60°C eI ni: 3.0% Bacto-agar % 0.4 ml
MATH BEBCERFPTPIHY -V
LA, BRYEF bR THIRBT AEREBRAT
11 AEEEEL, 11 BARAE U2 v = — K2R
BTHEEL MrRAAXMRKEOL Tihbd
colony forming efficiency (CFE) % K¥ 3%, =
o CFE {HiFRFORMasy #iT <, &Mk
B HEL, £RE(S)E LOBIEK(“log kill”)
%.’y{ﬁi?‘ t)_}kbbao

_ treated CFEXtotal cell counts
~ control CFEXtotal cell counts

1
S

BO, WEAIRBE»OEAHRL, 8~20
BEOBEANRYIES. * i MAKITH 106/ml
23h 10 fERIR LK 10 =2/ml FT0 6 By D #
JRBREXED, EHRE L MRBEY £ Fhit
HEEERTERYTIND . Thbd 1 DO
BECHR L6 BEOMRRESEAIND &HT

log kill=log

add 0.5ml of calf serum,

KREITILDN, NRDOTZOHRE, FHXRELEIL
TeWR D BT MR L SRl LTV B &\ 5 & ¢ assay
Thicz Elies,

2) Assay I, »%—EREMINIRSE KAy M X2
TH, £EBR oMY soft agar cloning assay
¥RALCERTAHET R2RRTIS TR D
2o Tieb b U KARESY & A7 RPMI-1640 £ty
(pH 7.4) 2.5'ml, fF4:(MiE 0.5 ml, HEREHIC IR X
R (4~8X10%ml) % 1.0ml fnx, EA by
BE L/ RBRELH 200 OfECHBE L, REBY AL
REAT incubation L, £D#%, —ERMECHRD
HLU, MiflgzmOssLl, Ef%a ¥ 7t RPMI-1640
i (pH 7.4) T 1~2 @MY £S5 o %, Ky
SEMMCHEE 3. 0ml KB EI B, =D MK

R 2 A M BMARMY Y EEM LTV 5 &ETD, XK

HoBmaERE D Assay Method

Soft Agar Cloning Assay II

centrifuge at
1200 rpm for Smin.
incubated in Co,

0.3mi
U | —_—
chamber for ppt

adequate period 2.7mt

wash once or twice by appropriate dilution (serial

2.5mi of drug solution rowth medium (PH 7. 4), then ‘" .
in RPMI-1640 (various qadd 3.0mi of growth medium 10-fold ditution)
conc.,PH 7.4
1.0m! of cell suspension
in growth medium
@-3x10% ami, PH 1.4)
5 500N 35 possible
1
. . Placed in COx chamber
for 11days
— ——
add 0.4mi of 3. 0% bacto-agar P-| petri-dish count number of colonies
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0.3ml # &b 2.7ml OBEFEEEHD A D K /NR BB
iz, DEBRC 10 ERFRL &K 6 BfwciTicd (1€
MHOTE DBED LR RIT 2.7ml LD T 5),
I HEARREY 38°C EDaibiy 60°C ML
TH5 3.0% D Bacto-agar % 0.4ml ¥Fohnx, E
Bt P-1 By —VIRB LAT, LT Assay I k&
BeERL, 11EBCav=—H%HEL, preincuba-
tion THAW-&RH R E &< CFE R, RO
CFE & i# LTHARRE X OBIERY Assay I & Fif
DHETRD D, HHDT, TOHETIRERAREC
AT % KR & 3KH & O BRRREEI D O AR X OB3E
RHERD OB Z LIS,
] 7

1) ¥MMAa@ viability Ot

Exponential growth % L T\% YAS/C 8 X O' L
1210/V/C #ifa%, FhFhiE 10 SRR LT, £#ika
BEL DR LBEOHEBRIN 3,4 KRIh%,
ThbblMEREE b, 1~#=/ml &5 HmREMET

X 3

Growth Curve (YAS/C)

Su

No. of cells/ml

X 4
Growth Curve (L1210/V/C)

No.of cells/ml

10 days

b, FREhOHBEMBOARIIIZEALEE LRV, T
bbb h LOMARETIE, ek 12/ml w548
20t LTH L FIRICHBEEFETH D & L2
L, ¥z h bR bR/ 2 FETHEI R
HIpa D FIH 5 ZRsREE YAS/C #HSC 13.6+1. 4 B,
L 1210/V/C #ifa< 12.2+1.2 RETH 5o
FREDERT, ¥ 104ml O MHATEEED S HF LKl
RoMEpEHEYy MBRGTERCTE R S h 2 B M RE
trypan blue R¥eD viable cell 33 X EKFEREIHI T =
v = —JURRED S M A—MEte d L LTREF L
To#E B, YAS/C Mifgcii R 5 i, L1210/V/C #ifa
TR 6a iR T LRI D. TibbiEMa 3T L
WERETIE, # 104ml CREHE Ih ML 4 B 1
~2X10%/ml & ¥ CTHFE T 5 A, FOD#H trypan blue
RNGuD viable cell 7t UM colony forming cell 13L&
PLTL B0 TDORPIBEACZEN DD colony forming
cell DFAHFESES LV & it YAS/C Mm% D
HETEHC AR LD BhE, X HLRFEA—MEIEHE, £
LR ORI A B AR LM R L 205 &,
YAS/C iaciz® 5b iz, L 1210/V/C #faciiX 6 b
KREINB LI, RXVES BUBRDOKEERFD
WRETTRE/S HIBABUI B LT B & & M4 B, 2D
A, BRPChHHEETE DR h bORE

K 5

Colony Forming Capacity, Growth Capacity and Viability
(YAS/C)

total celt

N
. N

1
5 days 5 10 duys15
(a) (b)
X6
Colony Forming Capacity , Growth Capacity and Viability
(L1210/v/C)
/l~ total cell
16" \‘\V:NJ
\‘cl
colong forming

San

cell

No. of cells
S

ou

oN

days

(a) (b)
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#% 1 Colony forming capacity, growth capacity and
viability of in vitro cultured YAS/C cells

Total No. Viable Coloqy— Cell with '
Day of cell cell [forming celllgrowth capacity
(%) (%) (%)
0| 1.0x10* | 98
1| 2.9x10* | 98
2| 1.2x105 | 99 21 98
3| 3.4x10° | 98 32 105
4| 7.0x10% | 97 24 100
5| 1.3x10% | 90 10 7.4
6| 1.2x108 | 33 2.5 3.2
7| 1.0x108 | 9.7 0.1 0.08

X7
Colony Forming Efficiency

150

L1210/v/C
L S178Y/C

No. of colonies
3
S

50

50 100 150 200
No. of cells

o DAL CHE I N, FOMEIZEICRT LS
Iz, trypan blue "%t viable cell ¥, colony forming
cell & tillr3 5 & colony forming cell ¥ & EEM
WAL, viable cell FEIXFE Licv o

2) BREXEEHICH (TS colony forming efficiency

RBEHIE A LT\ 2 5538 Hifla%, soft agar cloning
assay XD a2wv=—FRI¥S, ZOEDVIHIAA
AR L ETD 2w = — KL OBIRE, M7IRESh
HEEY, ERBRCDD. N 2FEETHIEIhSE
DAL b, colony forming efficiency (% L 1210/V/
C fiffacix 99.5%, L 5178 Y/C a1 75. 4%, YAS/C
MilaTik 28.0% Thdo ¥h, ZOZ LiZfFar=—
X1 2 ORI BB IR TRD LR LT 0B, =
v = —DOFEMGFERLL bORHRELIIZTh ThEFHR 1
BIO2IREND,

3) Mitomycin C [ &k 3% A2 E D dose res-
ponse curve

YAS/C #ifaz fiv iz Assay I cOBRMAEROER
D1HIKBIC /R & L Bo T 753 H, Mitomycin C
(MMC) o f #&¥aEE L LT 3.57X1078 meg/ml 7 Byl
el 2 IR LT 2.77X10 5 mcg/ml # D 8 By bt D3R
FREZSDARERY B X OORBCHL, Thth

BEHX 2
L 1210/V/C #ifa o ks REE I N 1T % 2w = —
B, FE1ZIIHEORRAR, ar=-0k&
X 1~2mm, HZHE 28 HHD =2 m=— OFEMK
BRETR, =297 =—-0DK&Z X 0.4 mm,

X 8 Assay I #¥ic X % Mitomycin C ©
BHarEAoE R 0 14l YAS/C
s

Assay |

Total No. of YAS/C cells

s a 3 2 |
8x10 8xI10 8x10 8x10 8x10 8

Olcontrol)
5
2.77 x10

-5
5.55x 10

final concentration of Mitomycin C (ug/ml)

1785x10°

-3
357x 10

YAS/C fiffaz 8.0X10%/ v + — VA GEENCHE 10 {5/
RLTB8.0=2/vy—VETD6EEOMIEY &k
5ICH AR CHIRIEREEHI L L, 11 BRI SR LBED 2
v = —DHRAE, FEHRENEL eb e o2hEd L
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M9 YAS/C sifawsxt3+ 5 Mitomycin C

DBMRIEHo RARMEEM I (log-
log plot) -

Mitomycin C

S & o -

Surviving froction (YAS/C)
S

10 ugimi

[ 10 L 1210/V/C MR st 3+ % Mitomycin
C omiatE o FAEM M ) (log-
log plot)

10 160 ¢ 00

Mitomycin C

W0min

surviving fraction (L1210}

10 100 Jgyml

3.57x10"* mcg/ml L EOBETII 2w = -2 ¥R
Ihigd itdo ¥EXARER BT 5 MiaD surviv-
ing fraction % & H L dose response curve & L T
plot $2Z ERFETHY, ThiINID 11d. o
dose response curve ¢ LTR/R&EN%, Fi:, Assay
HoKEx VT, ARABETCOE—ERHEERIR
7:#®, surviving fraction, 3 7£ 3% 30min, 2h,3
h,16 h,24 h,48 h, %D £ —ERIEM I BIHRD sur-
viving fraction 3 R RD b, 2h bIXRIDER
FhoOBEITD dose response curve L LTHRRIN
Bo Ll EDz ki3 L 1210/V/C MBI AT £ < [kE
EB XN, D dose response curve (3 10 IR X
N3, DX 5k Mitomycin C DR HAE R © dose
response curve {13EH| & MIIOBEME A E B
oh, BREDIRS~BEITH2FTHD, £D dose
response curveDHitiZIFRA—TH %o

LB SRAIREIEAA X 7o log-log D scale ¢
FHE LAY, I OREHORMQERLFMCTITTS
7=, surviving fraction % FKA|B W L semi-log ¢
plot 3% & L 1210/V/C, YAS/C \w¥Fh OMRTY,
%@ dose response curve X EMBIFRITHD = & 5

M 11 YAS/C #ifsicxt-3+ 5 Mitomycin C 3% #
RafE flo A BMBEMF) (Semi-log plot)

Mitomycin C

o

0§z
g
s 10
5, 30min
3 10 18h
=
g 18 2h
K 2h
@1}

r 3

18] e "

18

001 002 wg/ml 01 02 03 wg/mt

R 12 L 1210/V/C #ifaw ki3 % Mitomycin C ©
BAERalE o A E MR ) (Semi-log plot)

Mitomycin C

10
510
s 30min
E 16
g . 2h
8 .
?
T
w

16' nd

¢ 02 Vol 0 D gm0

5 (K11, 12)0 £ LU THEH L OBEMRRNEE LB

2h, ¥OEROAWMIZZR LY, KACET S (11d.
DEMR) o RO TZDERDARLL LEFDRZ Hx
FHTHZENAREL D, T b Mitomycin C D
Bpa/EB » dose response curve (X
S R
log S=log n—kD| D : FEFIBE
(n BIOEk: constant)

TERE LB, tOIR k OHBEIEREY 10% 3

% 2 Sensitivity of tumor cell to mitomycin C:
Mean lethal dose (10%)

Exposure time L 1210/V/C YAS/C
30 min. 4.32 pg/ml 5.81x 1072 ug/ml
2 hours 1.58x 1072
3 hours 1.02x10-2
16 hours 6.10x 1078
24 hours 6.71x10°2 1.20x 1073
11 days 5.68x 1072 5.41%x10°*

Mean lethal dose © % B, Surviving fraction »%
10% w® A3 5 EAEE (MLDy), T7cbb 90% ©

MEERR S D BRE,
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A8 Tichbd 0% OMlar BT EARELYRELLTY
BHikich, MIRADRZIWDI/ELLD T OfEITK
HBEDOBELFABT FIHHKIEE (10%) [mean lethal
dose (10%)] & LT#HEHE s h, L 1210/V/C fifiass L O
YAS/C fEfgic oW CHIZ I hcERIzR 2 RS hb,
CDFHEHTEEN SHROERRZIHL L& T 5 &,
YAS/C vz L 1210/V/C #fa X b # 100 ££4 Mito-
mycin C &3 URSHA BV % 7= Mitomycin C &
BIL, FHBIERIIEA L MROEMERHARVEAIX
BUWBEIVAOBED, MMAFEL S 11 HREDOEA
DFEDFHEITEIL, 30 SRIDEMMDOFEHIE R D
# 100 D1 THbo
£ -

HREHRCEFIC X 5 BRI A BRBOCHIET S
»ic, EFMaDEIELHEST S HEE LT, gD
FERENI DEJ/ECRINT B HEVPROIBEA DLV T LI,
EREMROURNLEFEL bhB L THB. TDOA
soft agar cloning assay EIZ# < 55 PUCK HY 12k
D Hela fifazx A\ T, HEBROEADOHRICH VL
NTHRI LMLEBSRZ LRI, ZOHBTEH, &
SRPEFIORMBEROWMEIIIA V- bhd Z Laid
7o, BEREDT2, 3OHESN T IR TV BIC
TER, EL R OFEBRFHEE R L BHCHE
AENhBHLDOT, 2v=—HRELEO MY T
MR BECERTE S HETH S HEHBOHELRR
n, FUEFE R BBATIE, 5K & A & o Bk
HIRAEE & 72 B D¢, monolayer THEHET 5 M1 A AV
bE, REEABESRY L O TERELTRIBEI
W, B BH—EEMEEC &R sampling 5 2 &
DEEL I VFRALCSWREND D, ZORIFHERER
ShafifLch bOERBAMCHL THY, FALRL
T MO TZ DEBRTIRT N TR BRI h D ER
MR O TERE T2,
FEHEHOBMBRERYWRICET 5 2 L1
total cell kill % H X HEHIOKGES, REKES
HRE R THRERO— MY BT 20CFEAL Bbh
5L, FhflRoERCRT > REECHEDREY E
BRCRLBAHEL LT, {b¥EfkoRBriIE0®
REBBFHATH D, 2hHDZ LIT—BOHEZT A
T, PEEYEOMETIXFEHRBN IR FEE LTAVD
- h, BRECRBEZEOHMECIEIICHEIh T2,
| BMHEOBE, —EOMmPRENREICRS X D nkY
EHARLIE B2, USROS CEIER R oD,
MAFREY — B2 X 5 et 5 ki T X TOHE#HIIC
AR HIET S 2 LXKV & D FEHRNHBED
T, PEFHOBRMIER D dose response % %E &I

Bd5Z &3, ThZhoiUBROFAEE EHRE
EEEL2D LCBDTEETH Do LOLEEET,
BHRIOBRMBEAN IR LD FHEY AV CERRCHRRN
XhioZ &1k HIMMELFARB 5%, THAYER® &, %1k
O T B0 DERER R T i 75\, HIMMELFARB®)
% THAYER 5® (% spin filter culture device!V % F
W B, REBESRY L oERILINT
Wit T, BRADHEILB R EHBEL B
REMREEYEAERTTRREYTRS C AT THS
BT<hTuwa i Bbhd, LaxLMREER L O in-
cubation H, FHIAREHELI N 2 H 4, EHBER—
BB EWS R AL Do =D H, HIMMEL-
FARB®® LD J50%, HCFA—EFBE THIA A infu-
sion %} T 5 DT, stock medium d ¢, FHK»
TELIh2BEYRE, BHRELY —ECRLELH
EELTTF ATV S, RO TERBBECEMTL D,
WFhds, FRRBAR I DEEOFEY AL TR
THZELDETHA 5,

BEBROBE LR FBHOBE T HEMHIER
HERbhb, ZDlcdar=—DREIRVNIVWELSE
2, KAORAREL, av=—ROEEBECESPIOEER
RS, X BI, MRNIECE S ¥ TREIOS LT
725 &\~ 5 reproductive death 235 b, & D4 abor-
tive colony & LT& bh b, =D abortive colony &
slow growing colony L DEIIEMEEL L Car=
—DOREIVHTNHE >, FLIBEREC I BHET
MNaw=—THHiedbar = —ERMRNENREY
RLTWABE SRR IDTREINBE S, Tihbd,
BEACIE 11 FER 2 r=— A RBHEL, b
FbhlLWbar=—RKonT, BECIVHBTSECL
TEIILBEHES L %,

Mitomycin C D #fafE H © dose response curve
E—HBHROBELELL TV 5, Tichbilifand
BRIFEABRERET L, RENOEIERT M8
DT+ DFRMBE B 13 concentration dependent T
b, cytocidal THBELEEFX Do HHEKD D Z LIX B R
DOFELRIY, EREFBECTO lag phase, Tibb
dose response curve ¢ convex portion AiZ& S,
B2 5 semi-log TEBBIRITH 58 TH 5o HHHR
D 3 0 B {E A © dose response curve | multi-hit
survival curve TEHLIND ZENERHTEH I h
TWwah, Figbbh, S=1—1—e*)" ORI H Tk
5 (S:4&%®EK, D:§&, n:hitness number), D
AUNDFA survival curve 2% initial shoulder, -3
7e3>% convex portion H3H D, DK & BIFEN
semi-log plot THEMRBRICH 5. Ticbd BRI
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D kDBFE, EELORIX log S=log n—kD TH I,

ZORM D D=0 DD S D4 EfEIZ 7 & 7c b, hitness
number 7 [ZfEBAICR®D b, Diploid cell R
7% DIt n=2 ¢, 2 hit survival curve #R3Z &A%
MR TWD X 5K, BEHEOIER AL chromosome?
THbH, 248 DNA OFGHE  BHHRIC L b EELZ
FTHDTHEHEEN KR b 5 & T T5L1519),
Mitomycin C DB 4, K H 5 log S=logn—kD T
Fbh, semi-log CEMRBRICH 2R AL B
Vo FRCHEHR TR b b A B T convex portion
DR BRI D, Mitomycin C ® ¢ F #{Eix DNA
DERIAEY TH b, DNA OHEMHAYEZER ORIC Mito-
mycin C 2% cross link # 3% = 2ick b DNA
BERLATRTREL LD A DD EENRTVEY, Thbb
T FNMALFE EUDIER L FD, 14 FD Mitomycin
C % bifunctional X EB X T 2O TWBEEL bh
target T %5 DNA &3 L7 Mitomycin C ©4Fi3,
FRIC 2 HE4 DNA OWFhic b fEA L, cross link %
T %, =D FEks b, Mitomycin C O B MHAZIR
BIEEIH & semi-log CHEMBHCH D, one hit survi-
val curve t—FHT B L NEBETEIRNT LTV,
COEDVEREBOLVEAL LT, B bHEFD
RPN DEGAZR A active transport ¥ 7o i £ Dfbfr]
LD EZIT TS fo i, target(DNA) ~DEF|
0D H—EORKBEL T b EER S s
LWH T ERELBRD, T b b HRHROERZ
monofunctional ‘G b, KA D target XL, &
IFHECEELES O XL, EHOHA, MEAO
target ~DOEFELH HBEL LI i L ER Eh
Teus &\ 5 Sl#E 21, 2> Mitomycin C OB 41454
FixFmFC bifunctional IfEA% T E2 R %DM
EH, Zhbo dose response curve DD AHEE L
THbhTEBD TRV Ex bhb,

LlEo#Eix e 224, MlanoEATNT % B2 &
3, s h HRCERTE S, T b b RMERIEAO
dose response b, FDEBRRDHABERDHELOH
B HEANEYHWIBAIL 90% Ofilax®RL, £%
Ay 10% ~BAHIHBCHEL, BRANKTRET
P HEBEORRZHOIEEL LTI BV boh 5 FEE
TR, Ticbb 63% DML LRI, £REXY 37
B ERBBICHYT B, TORITIL, FEORE
R, SHIEH O R MIarER & BET BRI T
LT BRAWTIE, BEDORB ARSI
DI HEHNIL .

*& L]
L 1210 = » A Kl L 5178 Y <= v A BI/s#A

fa, SHAESORARL »ZEREBCHEL, Rk
REBIhDERELHBIIL, S OREKERERLD 2
=V LTERC 2 e = —2 RT3 MkY Th
ZhBh Lo Zh bD#akk % B\, soft agar clo-
ning assay OHFHER LY, FUEHIORMIER (WE
Hicaw=—BRECHFETHE) *EEMCHETS
ﬁ&i’%% Lf\:o
ZDHEEAWT Mitomycin C 0B M AIER %€
BT2L, MROEBRKIEFRETHL semi-log T
ERNCRDT 25, ZOBERIFESLEDL V. &0
BEHIX, B% 5L EXROMANDRAKRCHKIH D B
e, HHBENECK bt w E fIAR~RDAEh
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QUANTITATIVE CLONAL GROWTH OF MAMMALIAN CELLS

Its Application for Quantitative Study of Cytocidal Action of Mitomycin C

Masanor: SuiMmovama and Kivojyr Kimura

National Cancer Center Hospital

The soft agar cloning assay has been successfully applied to suspension-grown mouse leukemia
1 1210(L 1210/V/C), L 5178 Y(L 5178 Y/C), and YOSHIDA ascites sarcoma (YAS/C) cells.

The effects of mitomycin C have been quantitatively studied on single cells of L 1210/V/C and YSA/
C cells under conditions such that almost 100% cells of L 1210/V/C and about 30% cells of YAS/C
produce in isolation to form macroscopic colonies. Survival (S) of single cells (defined as the ability
to form a macroscopic colony within 11 days) yields a typical exponential or single hit survival curve
when plotted against mitomycin C concentration(D). The survival curve fits the following equation :
log S=log n—kD. The reasons for exponential survival curve obtained by mitomycin C are discussed
in comparison with the sigmoid, multi-hit survival curve observed in irradiation.

The sensitivity of cell to mitomycin C can be expressed by mean lethal dose, the reciprocal of slope
coefficient k. On this basis, YAS/C cells is 100 times more sensitive to mitomycin C than L 1210/V/C
cells.



