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(HEF41€E2 A 9 HSZH)

AR B S FHAERIC EBMIED 2N SITEL 25
BHAERNE S T 58AIE, HEND 2 0ITHRE
(WEHEEROTE OMERICIVERINTS
7. -
DIUHNOKRICE TS, NEBIUERREICE
DWTREREE DU AEAERERRLES LT3 AN
CEHS DD OEEEE Y & L CHESR, BRE
FURDEENT, & ICEHIIEAEIC DOV TR
FhEA LN TG, DHDOD

s L USRERIC 51 ABH <4 — ¥ OFALIcD
WTIE, B#475 Greenstein ® X Potter® & QEFETL
EpHY, T rary FYTOR(LIKEELTIE, 4
L5375 4 & Hogeboom. Schneider® 53, J&3
Fay R T OEABEDBELMITICE D TEREBEK

DO—WHAMEI LT A EERZJRLTNE, —HRHE -

EENCED 3 ba Yy P Y T IR HRERERT OER
ZEERT A0 OHESEFLONLKL DT D
fo. 72&ZE, Iy rDY v osREA R Rapport,
Graft D, Ehrlich /K T® Horn», DABFEIC
B BRED, 7o MEAFEIC L 25 W C3HA
< Z2EA RN TO Zilber® 73 EOHENRH TS
NBED, FTIREHRINENEELO BEEELTY
5.

FEHII DABFEBLUEAFREDO I ra vy V)T
LI EDT A+ a0 — VERE T IS E A rINC S
(LRI A Y, ETORMES 27 REEDTC
CICHET 3. .

SEERFIElE K URERAE

1. EHEEY -

DABFEO/EBIEIIIEE - KE 1 [THEL 7.
FHDE, FAFN AV AFVT I/ TV RYEY
(LIFDABLIET) HIREES0%ICIE B LDICA ) =7
HicEM»L, ThEBXETE¥EHETDAB OKE

DS 0.06% 1Bk S5ICLcbREBELT, &
HEH 150gr @ Wister &5 v NS L ENLSNIKD
BERGEZ BT LIk, ‘
SBOMKFEBHIC MRS » FEBOk.
PmESEBIC & 7o D CIIRER 2. Skg DIRAK R A

TERLU.

FATOESICIIAER 150gr. © Wister &5 v
AR, 4
2. FRREFPRID B ORS¢

DAB 5% 4 ~ 5 % A DIk OPRIIRNY - SR
FRATEELZH XN/ D% DAB gtk & L.
723 DAB #57%10, 20, 30, 60, 90, 150, 180H H
OIELERRICH BFFIC DN T A BREETIE Dk,

BRI, teaARE D S5 s AHIZZ, AH
66F % W7z,

zofh, EE7 v r OHEEERGEF, B, O, B, fh,
b, IME) AR s U TRV,

EEEHHICE LTI, 5 v ME4REase XY,
—FE s unsov s CHETICBE L, Mok
BRE D BRI EAKAESHEA L TIRO ER %
T8> 7o, WK BIMEIRT BElE R B
Hogeboom. Schneider %17 iCfEly, 4 5B DK 0.2
My = BEiKAINZ 72535 Potter-Elvehjem D4 7
RV F 4 F =105 DPF T 20% =P 1 — %
DL Df. 148, DAB HEOHEAR TS X0
BB LVEETFT LD DF S, BEEIPSOH %
MEEdaxdicliz.

BAFBOSBAIE, BEL /<EAKET00~1,000xg,
10455380 U, 7R L e ek A ic B B O 2K A A,
THLMICHERE U CMERR S 2B /2 tk, EHIC
FHED1.7% AEK AT TEl, FABTEREEL 2~
BEL DA L TEMBRLTER2ED, EdRD X 5ic
0.25M> 2 B T20% R €Y % — F A2 ok, -

Immunochemical Analysis of Mitochondrial Fraction from Cancer Cells.
——Experimental Studies on DAB-hepatoma and Rat Ascites Hepatoma Tarao Hoko
Department of Pathology (Director: Prof. T. Ishikawa), School of Medicine, Kana-

zawa University.
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FHAEFIX Anderson 18 OJFE: TRV, FRRTH200
MR L727 v b2 — T VREEL, FOIMIEES
FURREAERTHBRIB LANEELE L (&
FFEEDN50%EIM%). WlEL D Haone &4
DT OBEEEREL, BREELFETITLUL.
R4S RIC = — 7 VEREY T TBAlE L, 4&XKTTF
EAREIR L O ERBTFAB AT FEY 7 - %D
D7z,

REEREY X~ MIBES v FTFEA Ly MEE

#F 1

l

W
(0.85%#x¥E7K)

3. BIEOAEY .

1) Itavyry742£9HE : EEI IV FY
TAMEE 0.25M & = EIET5~10%ICREL, YL
v MED TEHEAHIELT, 20~30mg/ml OF
HEE IS L .

(2) FAFv - VERTESE ¢ F21CRTT
EL, L PAaY Y THAEIRTAFYa-EEY - &
(LIFDOC ERERE) %&r 0.35M I Y =§BE % pHS.
2 EREEE 0.5%IC7s A LD ITmA, Ebhick

I bay ¥ ToEE

R

D
(1000rpm, 1043)
‘?‘)E?El(;%fﬂﬂ@)

J
0.25M & = iK%z
20%+FEIH— LT D
(5 AFEDFA4HF-105)

£3

L (700X g, 1043)

|
?’/tl‘zﬁ

EZ
|

|
0.14M&1E-0,02M + Y =2

|
s ) L&

|
Eo

¥
& [ i (5,000X g, 1053)
[

—1EE-0. 005Mi'=“4tMg &
pr 5 TH] |
i —0.25M > s JEICEE R
(13| ,000x g, 304) 31, (105, 000 ,90%) |
—E
— 13,000 X g, 104) ’————l
wE b | ' |
i Yok A Aﬁ@l i
(10|5,000><g, 6073) ‘ ray Ry TS ’m‘
| |
o L
EXxa

B cEReal, %ﬁf%/%4z$MTméc&%
T DIz,

RIS DR =Y 2 — MIT00X g, 105 ZLLT
Bka %% L, ZD EFEA5,000xg, 205 #L LT,
iR 0.25M & = BEIRICIEE &€, 13,000xg, 104}
LT BEEEE ST D THRSEEDILEE I I o
YRUTHEELL (F1)., COBMRBLED “flu-
ffy layer”ZEEESC KR L HIC L,

L, 2°C 3043 KETHE L 7<%, 105,000 % g, 9053
Spinco L A MO TGaELL, £OEEDLH
1/3%8icT DT h% DOC WE4HE (DOC
-SAWEOEET) & L. EAEA20~30mg/ml [
WL, HARFET-20°C ICERBEREL:.

(3) DOCRELTE : 158 DOCHMLIS OILER
7% DOCAKYESIHE (DOC- AHEEMSEE) &L, ¢h
Z 0.01MV v E&REEE pH7.5 THEEE 5~20mg IT
BELDICEESEE. ¢ OFBERICEK2~IBD
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# 2: fiE OB M
(DOC TP & URIEHE)
T havEyYT
DOC ZfnA#3%E 0.5% DOC &9 %
4°Cic zl&%r’aﬂb‘mﬁ

il
( 105,000>l< g, 12053)

|
DOCTIA S
(DOC-S)

|
DOCARBELHE
(D?C—i)

|
0.02M | Y <BMEH um&uyﬁﬁﬁﬁ

pHi7.6 ICEE pH7.5 %
GAERLR( 3 [|) Succinilation
(DOC~is) (DOC-i1)

WRE DRI ORGBERE LS MA THEEEBET
3. 3k, HBREEMCELTE, AT YioMAEY
—ZEMATIHD pH 27~ 8IHE DL DI Bl

(David H., MaClennin D7#)2. Succinilation
%, WK T—BKETENTL, TLEY%E 15.000xg,
304530 L TRV EEEESRE 10~20mg/ml 758
L7,

&7z, DOC-i ZMiI3#E#EE 0.005M $fb< 7 &y

2T AEEE00.02M ) REEE pHT.6ICH—ICIE
BLTHOOBEMMBEL M OLALLE, EREY
20~30mg/ml I[CHBLL 7z,

(4) DOC FESHED AT LI/ A= S FT 4 —
®OE : DOC-S4HE A DEAE®NVT ~XH 5 A7
0w b T 4 T TSI B AT K E T—TRO.
005M + ) ZEBMEHE pH7.81CH L THITRIMEL, B
HE%10~20mg/mucFHE L, HBbiE & L.

(5) 2DMDWIATE @ I7vv -4 (

Hogeboom. Schneideri:!? i€ X 5105,000% g, 904

FOILEES) © DOCTHIASTE, HHlaw 7418 (105,
000x g, 90430 L) B XU LR (Pateli:2d (T
KO U EFIIASE - 105,000xg, 6050 b
) bHEREE LTHVE.

4, FumFOFHEL .

ERoLEHREDS B, I bav ¥ ) TALHE,
BLU bay FY T DOC-SSEICOND THIME %
D D, T BEFreund’s complete adjuvant ¥:
22 £ LI EHER 3ml & adjuvant % (BCG
S 85mg, B €T 74~ 8ml, T I kVAXA NV
15ml) OFEEEES, HHFE L dDEEKEN2.5kg
ORBFROB R TEIC 18R 5 &1 3 ks Lz,
FE A% 6 BRICHE 1 BoEints (adjuvant &

#

ZRCTYREEER - HEABOELB R TR
H) 2T, TBRBICHERIRE 0 8oEnE LT
EEGBERISC X DHUAMETE~, B OHRE»SS
NIFE LI, FAOEENBENESIZFAR 2EEDE
IREEE T > T s 1 BRARICEFENEITS D7
AFRIM T 24T A S AERBOHEHR L V173
VY, DEEL MR —18°C ICREEL . I BRER
R, I3V Y TASEOBAR 1EOHER
% 50mg (BEE)E L7. DOC-S 4EOEAIZ 30
mgk L, ZIEKTHESENT L TDOCEBRELTHE
.
5, WURBLIME DTS

FomE ORI, FEE NWIEGE & R TRIX
BATIE D,

HBEARPER, FHERTHELO T/ EE
BEHEERE (Bhl @ 1) 23~40ichdTH
o, EFREARMNEBICMZ, 37 C, 2EEEG
S, 4°CKEIT 2 FIEMEE L 7c$10,000% g, 10535%
LUTHBER L. €0 EFEIC OV TRBITHREE 2
~3E VI, BRRINEFERIL 4 COKRE—K
BEL, #A%TOEEEZRINDLINGE & Uik,

FRAWIPEIZ, Bjorklund ICXk 3 specific in-
hibition technique 29 % N TITIL D7z, WL
EHEZH 55 L ofikTlc AN, 241 4°CIRE
BREUARILAZED, € PiEEANTHE ER)S%E
Tiso7.

T, WRBUNE ORI EN & &3, KEANT
D pervaporation IC & % d 213 50%55 ZREFNIC
EoTME s/ v 7Y yHEEED, BERE Uik,

6. FERXAN_E R (Ouchterlonyi:)? :

EITREB L 72 4 %R 7 o v 2715g, 0.01%ICED
TA %43 0.1N ) vEEEE pH 7.2, 1.5ml, 1IN
NaNs 3.0ml, ##7K10.5ml %2i0%, 2&830ml &L
INERET 2. 5L 1 BERBR TERICHEE
FEEDLDTHBIW 8X12cm DA 7 2 i DR
AW 15ml 25 L, BHELXEERIL 2mmDFEX
WAEDL 2.

FHEBRTHE - filklhoR@stA2RkdTE &,
ZOEBICHEDTEBME D v 2 — THIE, Hikilz
b, TnehiiE, fnEescl, 20°C EER
RETABIFRIN S X ¥ TR OB ZFTIE D, D
T, HAKTH 28R, DOV TEBAKTREIEERL
ThSEFEE L%, 0.3% Thiazine red BEEk
Wic & 5 AL %), Sudan black B Itk 3 Y & F
Zue@2D, k5 X U a—naphthol-P-phenylendiamine
S Tk BREG A TTIE D,
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7. B EKUE)E (Graberi:®) .

4 %FER T 0y 7 10gr, ~va - EEK (pH
8.34=0.1)7.5ml. 1035< — = 3ml, %#%/K 9.5ml
ZMAAE 30ml &L, JNREFME, 8X12cmDH 7
AT 10mlfE L TR R U 7o FERFEARIC 1% 3m
mOPEhE BT, HEEAN~D I~ ViEERK (pH
8.3, £0.05) =B\, FIR1KiCD& 16mA OEE
WT60SHE Ui, B S iifihi D Tm
m OERHCHUAE S, Bk EART 20°C i
KRBTGS ¥, DBOMBIEZERN_ER
BIBIEOEE EFEfIc Uz,

8. DEAE: e ~XAa5s7u0< 574 —30;

0.035M | U X§BMEWE pH 7.8 T 24 BIKET

2L LUDEAER v T — XANE L. Tcm O 5 A
ICHI20cmDE X2, ERBER U B8R I8
#, I bav FY 7 DOC-SEE(EHENIS0mg) %
FIEL, DOC-K CI- V) R#EE¥E (0.035M V) =22
¥ pH 7.8 i KC1%0.1~0.6M, DOC % 0.1%
Tz 7:H D) T stepwise ICIEM AT D, BH
EEER20ml/hr &L, 75/ avar s #—"Tbml
ST IR A RE U 2. &R T v ORI 200ml &
Ui, BEHIRO 280me OWRNEENIE LB LERE
ZRDIz. BAEIZH 1 D 0.006M b Y A EE K pH
7.8 T24i5[fBEHT L 7<%, KZEWT pervaporation
TRV 10BICIENE L, BOEE% 15~20mg/
ml & L7z,

9. WRSE DL

DAB Fffiiis & U ERIFARMD 20% €2 5 — b

100ml £ DWTHE, 2 ha vy FYT, Sy ~a,
W EEESEEL, SOEIDNTZENE DNA,
RNA (¥ Schmidt3V, Thanhauser, Shneider 32 @
B> THB L, BERA VY /- VRS, 1%
FRY T 2= T IVEIRICE D EL .
10, 3 bav MY 7T OBERICRIETHAORESY
B
DAB B XUERF L bay ¥ 7HEOEE
RRIEHT 2AEHRERAB DI, I +avFY
T LTS Lo D300 85 W MIE (AER Sonic
Oscillater, JAWEEI10KC, SEEF1,000V, HHEH
1ImA) L, HABEH % 37,000Xg, 1080 TR
FETRHEbb L bay FY TEERAESE (Mt Sc
SEEMETT B) FHANV. TREBAKKELDT, It
ay FY) T7ESGES AN, BB slEIAN
MEROIFN S HT DA, BERoCTTs
BT HGEHICTIR ) KA ICHEE L.
FmEIH DAB 2 P2y FY T, BIOHE

ERF: by FY) TOEEROE. FogBmEiCE
Jﬁ%&%ﬁﬁ%ﬂ%’%ﬁm‘, R E U THgELvEY b
mEzEEALR, BEEOHEIZHITACHI Perkin-
elmer 139 UV-Vis Spectrophotometer % i\ TfT
o7,

ok, BRIEEEEDFROBERKRE Davis® 5
DFEICHE L TITIE D,

(1) NADH oxidase {&Ei : BHEEIng/mlD
Mt-Sc 0.4ml ICRED HMEEMZ, ZE30754#
BUE, ERKicEh L 5%y I 0.4mEn
A, KETL~5KHKET 5. £ U it#%E37,000
xg, 10350 L TR & ZDEE 0.1ml % 2.8m ®
0.05M VY vE&EEME M pH 7.6 ITNZ, F 2~y BT
ANTEL, 20T 0.1ml @ 3x103 M NADH %
By P TTER R EAHEDSICM40MRIT BT 2%
JEEAREL, L1 SRR TI0aRREATES.
FOGRE X 25°C Tiriso7e.

(2) NADH cytochrome C reductase BXT
Succinate cytochrome C reductase j&}: Mt-Sc
0.lmg/ml ZEAZOFHRHKE 0.1ml &0, FEs
KU =Ty MOFEENEN 0.1ml SEMATH o
~Ny MCANZERIOSTKES 5. DEIC0.045M Y
VB pH 7.6, 1X10° M KCN, 2.6 X 105 M
Cytochrome C, 1.0xX10—*M NADHF /2131.7%102
ManJBY — X DEAIR2.Tml 273 kid+ =
~Ny MCAN, 550mp KB AZBEEDEHAE 1S
R TR0 FHRIE L 7o, RlERER2 CE L.

(3) NADH dehydrogenasejEit: : Mt-Sc 0.1ml
(BAR Img/ml) IKHimE, TrEy MOEEE0.1
ml =N, ¥5ICEFZEARLELTI.3X107M Ks
Fe (CN')s % 0.1ml A BETIOHMET 2. 2
Fijc1x10~4M NADH, 1x10-3M KCN, 0.045 MY ~
BRI pH 7.6 ORAIRE 3ml M7tk EbiC
IC 340myu B ABOEEE 1 SRR T104HIE L.
HEREIRER25°CE L.

(4) Succinic dehydrogenase JE: : IR 0.1
mg/ml IZHERLA 2 by FY T 290 Mt-w %
0.1ml &b, chickum®E, sXv=erey MLEE
£0.1mlfnz, Z|RIC1043HER, 1.3x1072 Msucci-
nate, 1.0x10-3M KsFe(CN)s 1.0x10-2M KCN,
0.045M Y >~ E&IEME K pH 7.6 DIRAKZ3mINA T,
HEHicER 25°C T1045/, 1R T400my iTk 1
BWIEEEARIE L e,

10, MRERBRE -

MEPIRRICIE A=) VERE, 7 T4 v
B, ~T bRV VY - A Y U BREETII D
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#3 : YVEE(: Fay FY) THHE)OHEBE
T hav YT (1g)
16mlD A&/~ s g aakia (1:1)
EMZ ATV FAXTD
suoakviaEing, £2825mlE35
- 30D EIRME
= 3%{3,000r pm 347
%ﬁ %ﬁ
8

'
7% 20ml T 4ml D 0.9% &K
A, M

ow—ﬁ%ﬁﬁ,iéé%ﬁ
3ml D 0.9%A&MK TS (3H)
R, T by EINARE

- T&PJ%%%,%@

Eitifan

e S

BFHENSHMEIE, 2%+ R 3 U ABBE R
IC2RREE L, T &/ — VBBEEES TE1053 D
K, AFV v Eiido sy A 2770 Pb g
AL, BYHU - IMETHEBETHEE L.

1, I +av P T VEELEOEER

EHFF, DAB#5#% 3 7 AN, BLU DABHE
MO rary FYTes Y YIREEHEL, 48
DEBZTLO>THEL X,

(1) v rigEHit © #Hicid, Sperry 3 Dz
(FE3)ZBEN, $78bbIlgd I ba v FY Fic8ml
DAR)=WERBD /00 RVAEZNATHREY S
ARXUIHK, ZuakvaiMiTeES 25ml &L
TELBERL, 304MEETKER, 3,000EE 34
fES, E#T 3. COREKE20ml i 0.9% 1K 4ml
EMATELERT 3. 0°C— WHER LB <y
FTHE, 3ml @ 0.9%BEK (BoEHALHL~54
BO/7uokiva: g /-2 1 THMLUTEL)
TIEBEAE T 5. CORUTBIRAREREL, 51
BULDT 2 by E2MATUES SHER, T2 v
ZEFMLTHREL BR2CEBLTHLS Zunkiva
Iml &Mz, VVigEZ&EpL, HEI/u= +/57
A4 —ITh BERE L.

(2) #E/so< 574 —: Skipski® OF¥k
ICHE TS D7, Wako-gel B-O, 20g % 0.001M
NaxCOsd5ml LIEFIL, 20X20cm D# F AR 0.5
mmOEIIDIFEL, 1RKFHEZERKER, 110°C 1K
TEML L, BHgEEXRy b5, EBIIAER

=

rsanakive s AR ) —v: K K=50:25:7:3
BN, BASDI 10cm ERl% (45~608), =
TROERICI S LT,

(8) VvIBEOER : B/ u< /77 LD
) VIREONEEBRBL, &WIOY Y BT VEER
LTh& EDTHBRI S DL, T0%8EIE3RE 0.4ml
A, 304 MELIKILT 3. B 2ml OKEM
%, BRKBR TS MA L BEBURAL, Wag-
ner 3 ¥ TY YBOEEETE Dk,

ks, PEEZEIETAICEND, ERMEICHEZR
Zt. ELVEERME Eber BIXRTEZ LN 33,
EixXgx

g1

E1: V) VIBEEZEEROY Y AFNVIEDNTES
NIk,
gx @ VVIEBEDWBHDY Y AT IVDE.
gr : U VIEEEAEROEHOY ) A5V DRE.
BIEOEDOEIEE Eabs 3H%E Egem 45 Eber
ZBNTHELNB.
Eabs=Egem—Eber

2 B & 2

1. DAB FREOMERS®RE
5 v MEWHF, DAB FHEB X UREREICED
2 FF OMRAEMAS (L A 6 B e & BT B TG

L.

DAB JFESERHC DT ORI, ERFFER &
HUT, ¥ TCkEHEHO® B||ELTNEDT, ¢ T
2 & iz DAB OIS ES OIF(DABREGH# 3
HADZ v FIFOFEBEI) IOV TORKRFTREHM
ET 5.

(1) YeBERRR : WAERZ) v vy RBXDIT
BRMANIA X O S I X DTS E Sh T
3. ZOHHERBITEEEFERICE 2, BRI OB
MMTH B EARYT. TBEDY v 3B XU
EREORERENIES. 7Y v v v KEROHMIE
ERREOMAZRT. FIREIRIER - BT 5D
DB, FNERICESHO/NEIROBFEHESHAEL £
DR E X FEIEITHE N T a0 20~301F 1< B9
3. INEFERORBZMBIRICEEL, —IICHEo
BUbE R L, BEDFRERIL LTI v BROFH
ZPeS . INBFBICET AFIRIRGEN T A Y VIT
s 2 M ART. & 2N oA OIFHIET
Sk AY VIKERTEHD, BIUZNIKEKD
Vo - B - MR KA bOMWAET S, COX
3 1o mie LB D O IRV (LD IS IR & O EiR
BX%1:50 PIETH 3. B0 OFMiTiEDER

Eber=



B ray FY 7TORESH 35

Lz O£ L, —HidHS i NGIRER AR
Z D OHEORERIIFREL, MHEREOES LR
WETIRIEEE L T 3. O DI MRoEsiz—REL
NTOBEIICHZL B0, FFHIEEROMEkIZE
LT, Kupffer BMIIRIC D0 TIR & S KEE

DI,

R 72 D OARNRAZRL, FBIHME
LBREOKEREZRL, TN 2KOBDEEAT
W3, FFRTNE O IR O S E I S0
% ET, FOHEERSIYEIED 1 REHh1~2@E7T
% 5. Disse P8, IHROMBEANRK, FHiEEERLX
CHERANIRIMIRICIIEE 2D,

Pk, z OKRic B 5 DAB LB OIEEE TS
DERIOFTRIZ DAB Ic & 3 KREIFEATHSE E L, #&
T O A OIF U S L S ERHREZhO
IR & U T OB 3 JURFRIlR R0 E M 124
ZGOEMIC L > TRESN A BERR L LTHEET
35, '

(2) BEEFE : DAB #5% 3 »HOFB8IUD
AB FHED I ba v FY TOEEERFI tav ¥
) 7 EORtICENTHRE L. DAB #5%3 4 A
Fo btay FYTIBEEF bavy FY 7 EHE
UTEWRE/ZS DS hDT. L LEELTH
3 EBREOHERT DS, DAB FHETIIN
oIzl NS ORI, ZOHBRED T AHEA
h3H B, Cristae [ZEFKIED UEBICREISES] %
LAEAMBED LN, S OFRELHETE K
KEHE (1,2,3) KR,

2. 3 bavFY THEOKRE :

I rav FY THEOCRBEAITETESHS, 3

PREELLZORI ray FY) THEIRBY Ao/ -

RS @ contamination Thb. FEDORAN
Hogeboom-Schneider it 7 v 7 EEFICDNTD

SEETH 05, RRSREST O TBEHKOS
BECHEE S NG 2 B EELD B BENSH DI

Z . TEHEIZ DAB R EERF» 5 RS EICHE
DT, P rav Y7, 37uv-ablUMRE
EeHEL, BOBOEENST, BT HBEINRE
BLUOY-RRFY -y« 3 bav F) THRESLT
ot

MPEAE O/ LR ATERIEE 4 IR U, iao
£DNA @ 95~97%H3#% 5 (700X g, 10537LHE) 1T
D, 0.6~0.4%H3 tav ) T4HE (5,000xg,
2053 0TkE) KA S, RNA K20 Tid, 11~
13%DSIAEIC, T~5%P53 bav ¥ T4HHE, 54~
52%0% 3 7 v/ — 443 (105,000 X g, 904 30 vhER)
i, 23~28% M EEAEICA SN,

D&, 5,000xg, 20533000 28,000 g, 205F
DILEIC DN TEBENRBRZITIEOTH L L HoH &
HICAKA I ba v ) 75 5N EOMEES DEA
FEEAEBD NS DR, 10,000x g, 205E &
UF 13,000x g, 2007hETIZ, KEIBLO/NESL b o
VY THEEL, HEMIELEED ) K - 4,
HIRHES E DBASDTHICH BN, 15,000x g,
205 EE ST, BEAENMI Pa v FYTiIcED
TL¥Loh, FMEDAERSORANEHICEDS
Nz, LI EORERIT 5,000% g~8,000X g, 20453350
WEMAZ I bay ¥ TAEE UTHERT S C &4
EOHEATHT 2 EEYEOTNIDT, LBDE
BiICZcOFEEFERT A ST L (EEL).

3. DABFFE R by N ) TOHESIT :

FERUZRBRREIZRD X S IchRE T 3.

D-Mt----DABFFE I ba v F Y T4HE.

D-Mt-S---D-Mt ® DOC O FIEAE.

D-Mt-ir---D-Mt @© DOC R¥A4HH (succinilationic

X0 ERR)

£ 4 EaoE OMEN S
(+29 5= MEATICHS 3%)
% H B(%) DNA (%) RNA (%)
R TE N | D N [ D N D
B : 700xg, 10570 15.4 | 137 | 973 | 95.8 | 13.4 | 11.7
SRAYEYT 50004 | 16.3 | 15.6 | 0.4 0.6 | 52] 7.1
7 av— 4 105,000%g,

OB | 284 | 3.1 | 06 | 1.3 | 52.3 | 53.8
b 7%: 105,000xg, 905 i | 31.9 | 28.6 | 0.9 | 1.8 ‘ 28.8 | 24.6

N: [E¥ 5 v 7§, D: DAB &
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D-Mt-iz---D-Mt © DOC RiE5SH (BHRERMEL T
HAEAL).
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Abstract

Immunochemical comparison of mitochondria from DAB hepatoma with those
from the normal rat liver revealed the gain of three antigenic constituents, of
which two were in DOC-soluble fraction and the other was in DOC-insoluble
fraction. These data were obtained mainly by means of immunological procedures
such as agar gel double diffusion technique and immunoelectrophoresis. Furthe-
rmore, biochemical data were obtained utilizing various methods such as DEAE
cellulose column chromatography, thin layer chromatography, inhibitory assay of
mitochondrial enzymic activities with their specific antisera,

The results were summarized as follows :

(1) Mitochondria from DAB hepatoma showed three cancer characteristic prec-
ipitating lines on the agar gel double diffusion, of which two antigenic compo-
nents (designated as “a-antigen” and “b-antigen”, respectively) existed in DOC-
soluble fraction, the other was in DOC-insolble fraction.

(2) These “a—antigen” and “b-antigen” had electrophoretic mobilities similar to
those of fi-globulin and f.:-globulin. Both these antigens were eluted in 0.1M
KClI-tris buffer pH 8.3 on DEAE cellulose column chromatography.

(3) The “a-antigen” showed cross-reactivity to mitochondria from the normal
lung, spleen and regenerating liver of a rat, suggesting common antigenic deter-
minant groups. However, “b-antigen” was virtually absent in these tissues and
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also absent in nuclei, microsome, nuclear sap and cell sap from the normal and
DAB rat liver,

(4) During the carcinogenetic process of DAB hepatoma, “a~antigen” increased
gradually on the 30th day to the 6 th month after DAB feeding, rapidly increased
on the 120 th day (the initial stage of the hepatoma) and reached a maximum level
on the final stage of the hepatoma.

(5) Effects of anti-mitochondrial sera on mitochondrial enzymic activity led to
the following results; NADH oxidase, NADH cytochrome Creductase and succinic
cytochrome ¢ reductase in DAB mitochondria were inhibited in their activities
much more by anti~-DAB mitochondria sera thao by anti-normal mitochondria
sera.

(6) It was also shown by thin layer chromatography that phospholipid sub
fractions from mitochondria were changed in their contents during the DAB
carcinogenesis. Phosphatidyl serine, sphingomyeline and lysophosphatidyl choline
were increased, but phosphatidyl ethanolamine was decreased, while phosphatidyl
choline was not changed during carcinogenesis.

(7) Rat ascites hepatoma AH 127 and AH 66F also showed one or two specific
precipitating lines on agar gel diffusion. * A antigen of AH 127 showed cross
reaction to “b-antigen” from DAB hepatoma and antigens of AH 66F showed
neither identity nor partial identity reaction to DAB specific antigens.
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