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AZRI{R DNA SRKRHEHAEPRE 3L

KEM m¥E* KEE

CIY TR KPEFR DB A g bty . WALRL, TN 400037)

WE  ALALIK DNA $% % 40 Ik (0°SK-Hep ) 69 3 2 & 5% . KA 210 TA= (EB) A,
PCR. Southern %% 3% R ik 4532 fr 7 ikt 475 % . p°SK-Hepl 0024 EB. FIk"EvZ Fo A BRIBR 49
AR R T IRF | RIGmACRH T WK, 3E/RE S RAB K E&EF T, BB R, 10~12
RO EBFRT. AAFWERATTUAETAKRBEARLES, AV EEF. B LER
749 SK-Hepl @@/t K EF. PCRZRE T, @& & A1, 11 (COXI. COXII)A K 4 G3PDH
1 SK-Hepl @ fit ¥ 35T 38 ki AR i 649 &%, p°SK-Hepl @@t 2 LA A 44 697 A& Southern 22 X
R E T, p°SK-Hepl 20 A JL COXI. COXII & X & m. % EB i%3/6 mAHIHKFT p°SK-
Hepl @ik,

XKgEim WAL L%E; Southern 44742 ; PCR; £k FifA DNA; JH

1988 71, Wallace "5 IR Lk Kk DNA 50 mg/L JRWEIE . 10% 2 liti) . R A7 B R R
(mtDNA) R Z: 1y 2N BT Leber it AL PERL ikiEAT b, BRiE I AS s B4 19 575 0%
AR (LHON) (WA it o B S ISR S 280 1.3 p°SK-Hepl ARtk LE
PR mIDNA RASH G, iU B 1.3.1 Z kg er P 1 a8k K SK-
TrVEREN ML ARG 5 o 27 mtDNA 640 Hepl Mp SK-Hep 1 4i I, /1A 75 1A i B A JK WIS () 15
LK (p© 4By X FRIFFCER BRI IR I 73 -t JRMO DR R, MWeean o/l K. B A M i il. K
IAWHLT LA SIS DR S #AT EBAN . ik, & A 80 H R L %8 i 4 .

IRk CEEEB) I S Hb I 4 T p°SK-Hepl 1.3.2  Southern Z¢ (1) DNA $EU0. Ficaan i
9 A0 AR, B4R R . FI1ZL DNA SO G35V 7 i BE AN L DNA, £
AR LTI Aggon Ango DG JEAN, #13 DNA

1 R 55% QliJi K ik, RER 20 CICAE %]
1.1 #HEl (2) PCR "o ARk SCHiR12S), K] PCR J5ik%y
AR SK-Hepl W {11 R R Be Ll 71T COXT. COXIN M2 G3PDH. |4 741 W4 1.
MR FF e A G A A S ST, R PN 4160.5 mlz LA, 35 A SK-Hepl

FIE(DMEM) | I L4 KB B (R 1 it Yy 2 p°SK-Hepl 42250 ng DNA. 2.5 ul 10xPCR %
Gibco /" fhe WAL LEE(EB). 5'- S M A Rmng PP 4 A ANTP % 200 pmol/L. 475 10 pmol/
(BrdU). ARSI Y Sigma = fh. 24 LI Jek. Lo 1.5 ul 25 mmol/L MgCl,. 0.5 p Tag DNA %
DNA JE M 7 €2 4 Omega 7= fio Southern EN7E i, MK G XK A SRR 2S pl, 21, & 1
B 1 KA A £ Pierce . AL REILAy  PTC-100 IR SRR |1, 56 F k-

I. 11 (COXI. COXID) &4 H & & Mo 94 C L YE 5 min; 94 'C&E 30 s —» 55 ‘CiH-K30's

1.2 4HAEIETF & p°SK-Hepl BT HI & — 72 C A 60 s, 35 ME; )7 72 CLEM 10
R CSCHRNIE Jy 7P, 8 SK-Hepl 471 57100 mine 4 CHRAT.

pg/L EB. 100 mg/L NHIEEH. 50 mg/L JRIERE I 5 ul PCR P48 1.5% Bt I Bl s rlL vk 460,

10% B /b TR R R b B 9% . 2 RAAR— IR, 454X
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(A)

SK-Hepl p*SK-Hepl

7.3 kbp —

6.1 kbp —a-

(B)

SK-Hepl p’SK-Hepl

7.4 kbp

6.1 kbp—s-

&4 COXI. COXII Southern X% £ R
(A)~(B)%r 5l COXI. COXII Southern #3ZE; COXI. COXII 7 p°SK-Hep1 41 H A WL ALAE 4715 .

M % c FALIEJRRH 1 MR REE L. B
AWIV (MM E c EILE) I 3 DN HAL Col.
Coll. Colll LA K&K AWM V(ATP A i) 1) 2 AW s
fii ATP i 6 A1 ATP f 8 25161,

ANEPE—ANERRAADNA K40 Bk King 25141
TEH R 0 143B. TK HF 1 % i Ih i, B e X H R 2
Fham Bl 2L RS TRl p° AN MUK, £U4E 143B. GM701,
HelLa. A549. NamalLa %, {H{3 6 VF 2 41 KA BE
Wi S HTh, 40 HeLa F135. HeLa BU25 LA & JLFPK
J5°T Hep3B AT AN Mok . BAT/ERTHASL K 4 F EB 7%
3 T ¥ HepG2 & 9% SGCT7901, ZEAMMIiFEF 4 10
22 A 20 o 3 R . PR, 4k oK BRI AL
TZ. JC mtDNA 48 Pk i S5 72, ARk
AThBE . WiAE R SRR $E T A1 s A

AT N9 SK-Hep 1 41 i bk, R EB 5 S, ik
W 3RTEF T p°SK-Hep | 4Hikk. LiktERssR.
PCR LA & Southern 7848 %%, 1iFSE mtDNA 5842t
Ko, MM A KRR E, AT T B4
KO J5 A R B B (4 5 S T AH OARBY

EB & F DNA 7> T #4570, ot AR 7374
AR R IDNA 7> 1 B HE S B XS 2 1],
TP 2k & DNA & I fl % . T mtDNA
BRI, ASHEGR A DY 1) 2 AR DT IR B i 52 5 ) AR
SR AE DI RE MBS, MK 2 AL R T Th RE
P 2 A AR A KA 5 s i R RS Rl 2 PR A, 0 R I g
AR BT A0 R R AP 2R AADNA L% UK
A5 IR bR 2 —®, BRAIME p°SK-Hepl A0 H1IEFEES
Fe M e 3], SK-Hepl UMITE S EB. AN E IRIERE FI
PIIARR (P E5 7R3 P88 5 RUN REAE T, N 3 R dE 4
O e TH AN, R IATIERERE JR 6 A LG CGTEA
MUAFETE . BARUBIS AT A0 MO s, (H O R T 40
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Establishment of Human Hepatocellular Cancer Cell Line
Lacking Mitochondrial DNA

Guo-Qiao Zhang, Xian-Long Ling*, Zheng-Tang Chen
(Cancer Center of People’s Liberation Army and Department of Gastroenterology,
Xingiao Hospital, Third Military Medical University, Chongqing 400037, China)

Abstract To establish a human hepatocellular cancer cell line lacking mitchondrial DNA (mtDNA). Human
hepatocellular cancer cell line SK-Hepl was treated by ethidium bromide (EB), and to verify the cell line lacking
mtDNA, the cells were cultured in media without uridine and pyruvate, and PCR and southern hybridization were
used to detect cytochrome oxidase subunit I (COXI) and II (COXII). After exposure to EB for 1 day, some SK-
Hepl1 cells began swelling and suspending, almost all cells died for about 10-12 days when cultured in the media
without uridine and pyruvate. When SK-Hep1 cells were cultured in the media with EB and uridine and pyruvate for
21 generations, COXI and COXII cannot be amplified, and Southern blot suggested there were not COXI and
COXII hybridization bands. Treated By EB, we have successfully established a human hepatocellular cancer cell line
lacking mtDNA (p°SK-Hepl1).

Key words ethidium bromide; Southern hybridization; PCR; mitochondrial DNA; hepatocellular cancer
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