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Fig 1. Growth curve of L-O cell:
The experimental conditions in Fig 1
and 2 are described in Materials and
Methods. Medium change were done
at O time. Data are expressed as total
cell number in 30mm plastic dish.
(l—W) Eagle’s MEM supplemented with

5% calf serum

(&—A) 1% calf serum

(O—Q) serum free
All medium were supplemented with 2%
tryptose phosphate broth.

L, FHEOFHFBES % T2BER, 1% T35KH
(w¥nt TPB 2 2%&%), EmiFETTPB
NAESHEF2354, 1808 L IER L 72, (Ta:
ble 1) Z LT, Fm¥%—40im 2 % v~ Eagle’s
MEM # & 04, HHIZERIALL & ML
LTh oz, —F, Leze 350 UMM (L-N)
DIPE, MEKEEHIIEE KD - 72 (Fig. 2).
Z DELHAERIE, 5% 1%Thom#
BETL, 17T8MTHYN, L-Oicl~IEHIC
B#iL Tz (Table1), 250z, MFET
TPB 2 %A RIS L Fpti- A RE 13 208778,
Eagle’'s MEM M A DA 236 &, HIER
SNRBERETLFEFICROBELTRLL
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Fig. 2. Growth curve of L-N cell:

The experimental conditions are same as

in Fig. 1.

(l—A) Eagle’s MEM supplemented with
59% calf serum

(O—0) serum free

(O0—0O) serum and TPB free

The data in serum and TPB free system

were same as serum free system from

0 time until 50 hours, so they were

omitted.

Table 1. Mean generation time (M.G.T.) and
saturation density (S.D.) of L-O and L-N in dif-
ferent culture medium

Supplementation M G.T.[h] S.D./dish [x105]
Serm(%) TPB L-O L-N L-0 L-N
5 + 22 17 30 72
1 + 35 17 20 64
0 + 180 20 02 50
0 - NG 23 NG 10

The experimental conditions are described
in Materials and Methods.
NG: no growth

(Table 1),

I, fRMEE

—i%ic, fls R EERL, BVNEEEAT
2l L, BAMEELGEHS LD, ERL
TS 1M %R, L-OnfMEEIZ M
HREICHHKFELZ (Table 1), £7:,2%
TPB A TIIE W HRMEEICE LT, 5%M

HEERNL/2012{ET L2 (Table 1), —7,
L-Nig L-OixxfL T2.5~ 3 nE VBT
EixAL, LyboiEkEEsE, niFRE
2 1%IC T T Y 5 %LiEameEE 0% afl
EEZALZ, SLICELFICL TLT0%NEE
MEEEXR-7. L L, TPBLERNICTS
&, BAMTEIRMENL/SIC k-7 (Tablel),
Ubn#ERH» 5, L-N i3 L-O ictb~xTHS
MICECGEEE B L, ZOMIEMEERT S
HOMBRKIFESIERNZ LATRS N,
. MIHEAABEOIEIC & 5528
BEEECBYT, EAZRMEEETE
BIcftET 288285, Z0BRIIHEAAKE
6~ 7THMBRETETL, ZOBRIICHELL
o 2RI TETIRRET S, LidsT,
FEIA AR DR RIS 2 IO UG 2 e T
BILRBBEETHDL., ZNLDICUTOER%
BIZ%-7, §4bb, L-N#ilaz1%, 0.1
%, 0%DMBBETSI X104/> »— Vv DMK
ZHEIA A, 24RpE T MBARTE % 3 Mtk N,
S MFZFEMICKBL 2, Fig. 3IcmLAzTE
{, EMEEERCRTHRL RS TOMIBE
HA%ERE © Initial density) |3REAAREOD ML REE
IRF Lz, SLICHEBRTRENEEEE L
WAZ BN MFREICKEL 2 (Fig 3),

V. A AMBBEEIC L 528

&M EEANEHITRE D L-N HRBIHEE
Eh, MAABNNFRENOHEEZITIRAER
Z2WT, KN22NFERENEZLLNE. D
AAEEBICSHEELNEN LI ORTFH
ENFERRCTRLCBATT CloHBEER
IAET 50, MBENICEYATZATEY, *
DMEHH bbb, QIBENEEIC L) M
DHESEFE (plating efficiency) AR L, L7A¢
- T initial density &< % 0, ZNHEREHHE
BENFES L 72, COMBEZBRT 2610
3, FolzK FA—NMEAAEEREZEAL,
AUCHBBENA 2 ELEEHE, MAEEEH
EDEIIRETEPEHMET T L, 22
T, ROEBRE¥BI k-1, Thbb, Ak
YEREW % Eagle's MEM 4 & L, #ilag %%
fb&eT, £HFE MYPEE, FHERRHEE
fEL 72, Table 2k 5ic, 3 X10°M@E/> x
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Fig. 3. Effect of seeding condition on the growth
of L—N cell after medium change:
Cells were seeded with various medium
at 0 time. 24hours after seeding, cells
were rinsed three times and medium was
replaced with serum free one.
(l—) seeded with 1% calf serum
(@—@) 0.1% calf serum
(O—0) serum free
Mediums were supplemented with TPB.

Table 2. Effect of cell number seeded on pla-
ting efficiency (P.E.), initial density (I.D.) and
mean generation time (M.G.T.)

Cell Number P.E. LD. M.G.T.
(x10%) (%) (X109 ()
3.0 2.3 0.7 34
15 9.6 15 19

L.D. (Initial Density) was counted 24hrs after
seeding.

Seeding medium was Eagle’s Minimum Essential
Medium only.

Plating efficiency (P.E.)=Initial density (I.D.)/
Cell number seeded.

— L DABHEAARRICIE, MHBEEIEEICK
{, ZOBFFHEAREERI23465 T, Table 1
I281F 5 MEM D ADSEREF TNH23REMEIC I
LTL.5EIcERL Tz, La»L, 15X104ME
/o e—VICHEAA, MPBEEL2EMEE5S L,
S AR 19850 & 1/2ICEEL 2. 2
ZEPL@NELNIREINT,
V. DNA &-roy i B iRt ir

Kiz, L-N & L-0 S ) DNA &N H¥
HOFCE N ENE I ICHBEET 0 ERE

L7z, Assay (3#f# & HENE TR F IS
otk Figankyic, L-O0 T
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Fig. 4. Kinetical analysis of DNA synthesis of

L—N and L-O cells:

The experimental conditions are descri-

bed in materials and methods.

Medium change after 72hours resting

was done at 0 time.

(A—=A) L—N in calf serum supplemented
medium.

(&) L—N in serum free medium

(@—@) L-O in calf serum supplemented
medium

(O—0O) L-0 in serum free medium

2, AR5 BIMFERMERBICRRT LI L
2k 9, 15~198f#%ic DNA 4»'5E3I N
7z, LA L, EhiEEEETiE DNA A%zl
Zbkirotz, —F L-N T3, hiFk#FEc
DNA &mih 58 & 7. DNA &8, 5=
TiRHEI~15BRIc B 2 ), L-Oicl~#4a s
ML T, 20BCKER, mEFRNHRO
FHs, EHRMBL D EL -2,

* ®

Lozo #4EZF MMM 2 RAMKACIERL, BE
i L oMl (L-N) omiEsieEic 817 2%HE
%, OHECERERIC BT B MAEE, SRANTE,
A ABEN ff, HMRAKICBITS G b5
SHA~NFHHIc O\ T, Mk (L-0) kil
DOWRL 2,

iEILEN A O MIREREEMIC I, LMl
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KELTHBEENIZL DA E NI Eagle's
MEM (3, B ME#RMT 52 & 28138 L
THRESINERTHY), LARTLRKRD
Wi R5 7201013, 5 B EomENHM
PETHLLEENTWEY, ZnZ kil 4EFHkR

NERTL L-OicowTHE 3N (Fig. 1),

—7% L-N T3, 20~238% o FHArEHE T
W2 Hici, mEL TPB A EL AW
Z ¢hbhr -7 (Fig. 2). Merchant ¢ Hel-
Iman i3 Loge DEMT, i HEEE CHIET
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LTvw3 L—P3 T 4R RIZ40R LI ETH
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1320~ 236 TH - 72, L72dH' T, L-N
12 L-M ®°L-Ps L D BEHZ2EL T3
Enz 3,
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HADG &, L-N g E&EEHIIRAZ Ehbdh
-7z (Fig. 3), HiAZKOMFNZFIZ TPB
TiXBERTE L h -1 (Fig. 3). MEHGA 28
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vR7Fr, 7z b4 bnRFHEEMED

EERRE ) LHT0, EREZLNTND,

L2L, 4ENERD SiE, L-N DA A2 E
ICMEFENE I AEREZB I T > TV aHI
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Table 24z & 1), #HilaoREFEHBE i MRAOHE BE
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MPEEZE TUE, LEFME & FEOH
FEREXRL LN TEREVIRBRICL-T
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B2 (Gr—S i) o BV THIE S T 527,
Fig. 4iciR&3 N7z & 9512, Giid 5 S~k
AD*L-N Tid L-0 ic b~ 4 B T % b
5, MEREAIC BT DEG ) ElEREE HE
(HoTwd, Zhs' L-N DhEEH L—
OICHRTBEWBEHN—DIEEL LIS,

BE$ Tic, Eagle's MEM LA Do 55
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WD DFEI D BU2ID L, ZnBE
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On the proliferation regulatory mechanism of spontaneously
transformed L cell(L-N)
Hideki MATSUI
-First Department of Physiology, Okayama University Medical School
(Director: Prof. Y. Hori)

1) The L-0 cell absolutely required serum for proliferation, but L-N cell grew rapidly
in serum free medium.

2) L-N cell cultured in MEM medium with TPB reached high saturation density as
in serum containing medium. ~

3) The growth rate of L-N cell in serum free medium was dependent on initial density
of cell population just before logarithmic growing phase.

4) L-N cell rounded cell cycle from G-1 phase to S phase 4 hours faster than L-0 cell.



