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Abstract
AIM: To establish gene-transfected cell strain
L02/HBx and study its cell cycle changes.

METHODS: Effectene transfection and G418
selection were used to obtain the positive clones
of L02/HBx cells. Then HBx mRNA and protein
expression were detected by reverse transcrip-
tion-polymerase chain reaction (RT-PCR) and
Western blot analysis, respectively. Finally, MTT
assay and flow cytometry were adopted to mea-
sure the proliferation, apoptosis and cell cycles
of L02/HBx cells.

RESULTS: RT-PCR and Western blot analysis
showed that the positive clones had HBx expres-
sion at mRNA and protein level. MTT assay
demonstrated that the proliferation of L02/HBx
cells had been accelerated. Flow cytometry
found that the apoptosis rates of L02/HBx cells

were at a lower level (0.09% + 0.13% vs 3.74% *
1.29%, P < 0.05), and the proportion of L02/HBx
cells fell G1 phase (61.35% * 0.82% vs 67.80%
* 6.84%, P < 0.05) but rose in S phase (36.59%
+ 2.54% vs 22.37% + 2.17%, P < 0.05). After co-
culture with adriamycin, L02/HBx cells mani-
fested a higher apoptosis rate (34.91% * 5.85%
vs 0.09% + 0.13%, P < 0.05), and the proportion
of Gl-phase cells was significantly increased
(82.81% *6.48% vs 61.35% = 0.82%, P < 0.05), but
still lower than that in the non-transfected group
(82.81% £ 6.48% vs 87.19% + 1.92%, P < 0.05).
However, the percentage of S-phase cells was
markedly decreased (13.84% + 6.16% vs 36.59% +
2.54%, P < 0.05), but still higher than that in the
non-transfected group (13.84% * 6.16% vs 2.22%
£1.26%, P <0.05).

CONCLUSION: L02/HBx cell strain stably ex-
pressing HBx is established successfully. HBx
can accelerate the cell cycles and improve the
growth instead of facilitating the apoptosis. L02/
HBx cells can be easily affected by the apoptotic
factors, indicating that HBx may increase the
susceptibility of normal liver cells to the apopto-
sis-inducing factors.
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HBx a it 7 HBx mRNAFe & & 49 %35 MTTIE
€K 36 2 RL02/HBx & K ik B Ak, 7 X 4056
AL & FLLO2/HBx A = F4%(0.09% +0.13%
vs 3.74%+1.29%, P<0.05), G131 2m itL Yot 2%,
D(61.35%+0.82% vs 67.80+6.84%, P<0.05),
SH 4m B Yo 4] A8 B2 36 A (36.59% £2.54% vs
22.37%%2.17%, P<0.05). %1% % (ADM)¥*
F:J5, LO2/HBx# B T % B %3 m(34.91%+
5.85% vs 0.09%+0.13%, P<0.05), G148 it
Yo As] B 2.3 Am Ao qK T % B £40.(82.81% 1 6.48%
vs 61.35%+0.82%, P<0.05; 82.81%+6.48%
vs 87.19%+1.92%, P<0.05), SHA4a it rtfs) (4
fRAR A 2T PR 20 55 (13.84% £ 6.16% vs 36.59%
+2.54%, P<0.05; 13.84%+6.16% vs 2.22%+
1.26%, P<0.05).
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O] SER.
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B 0 A (L0241 ) 5 7% B804 o0 JRUZH (e G
pcDNA3.1L0241itd, L02/ pcDNA3.1).
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*ﬁTﬁ%ﬁHﬂ?ﬂfﬁiﬂ’@ ¥4 L, 5% —PBS
WAL, 434, 2, 1, 0.5, 0.25 mg/LAN [k
JEADM% FL02/HBx. L02/pcDNA3.1F1L02
PR T, R FIERT IR CGURE R g i, S
ADM). MTTHLI J5 7% [F)4, 5B Gk Ay -
595 nmi K AR & FLAME, JFok5H 40 A K
2, i 2 ADM 5 25 4L T IR S AR R
1.2.5 A fg A A28 2m 0 JB) 20 2 0 R L
B &4l a0 sk Jn, FIPBSYER 1K, -20°C 750
mL/LZ@?l% A, B B AR N e, PBSTE

298, IIA10 g/L Rnase37CHFF 15 min, FH11
AL R AE(PT) 445,30 min, 300 H JE %M i I,
SKFHFAC SArica™ 204 i A I 40 it 7 39
PHTORGL. #2140 M B NS T 00 T B FE VR
FJADMK: 7248 hJi H LR AH R 7 v ab B, B AL
ST WU 240 PR T R A i B T AR A

Bt A0 25 R fImean+ SDE 7R, WAL

S B (SRS I (9 T2 R A R A A5 AR, R
AR S MUT TAG I 41 AR 334 5 R AD M 5 1 9
T2, K7 2245341, 12 FHSPSS13.04Kk {4k 5¢ i, LA
P<0.05 A ZRH G R .

©#HR
2.1 HBxA& B & ikt 45 & RT-PCRIZ IR, SEH6 40
LO2/HBx 1] W.465 bpHIHBx4 T, 145 X 21
L0241 i 15 5% e 23 35 A% B ZHL02/pc DN A3. 1)
K WHBx S (1), 22 L02/HBXAE /K E
HHBx mRNAKFIA; Western blot i 7~ 5256 20
A] WLHBx 8 [ Rk 4540, 1025 O IR AL B 8k
X HEA )R WHBx 2R 1R IA 4045 (F12). K IER
S IR HBxX [ 585 DR 40 O AR LO2/HBx A4 42 F 2.
2.2 g A H SU MT TR I 4% 2H 41 fA {5 &%
B, L0251L02/pc DNA3. 140 Jfa 2B Ko il o e A —
H(P>0.05), MLO2/HBx4Hfi{E48, 72, 96 he% It
1) 1 KA R340 W S v 1 S 4 L0240 g RTL 02/
pcDNA3.1(P<0.05), & WILO2/HBxAH Mo [ id i
I (&13), SonHBxA L0240 M 2L AT (e 395
YEH.
2.3 ADMiF $am oA T o9 s R E K40
Z ADMALEE JEMTTAL I 45 3 W s (#14), 2 mg/L
ADM T EUL02/HBxE KA 2% 5 5 4L A B,
72 51 53 (P<0.05); HAXK % ADM F5(L02/HBx
Az KA % S B AT L, 1 S B S X
H(P>0.05), WiEADMIE ST B AERE A
2 mg/L.
2.4 A X s e I B T B m e R B A% 4

D4R <FBADM fEEFBADM

L02/HBx 0.09+0.13" 34.91+5.85"
L02/pcDNA3. 1 4.31+2.35 15.95 +4.20
L02 3.74+1.29 11.61+0.11

°P<0.05, "P<0.05 vs WIBLE, °P<0.05 vs F<FBADM.

2000 bp

1000 bp
750 bp

500 bp
465 bp

250 bp

100 bp

B 1 RT-PCREELO2/HBxdIHBx mRNABYRIL. 1:
Marker DL2000; 2: L02; 3: L02/pcDNA3.1; 4: L0O2/HBx; 5:
pcDNA3.1/HBx.

- - - B-action(M;42 000)
S W o117 000)

B 2 Western blot¥FEL02/HBXxEIHBXEBBEVRIA. 1: L02;
2: L02/pcDNA—3.1; 3: LO2/HBx.

57748 hZPI¥L YL J FIFACSArica™ flow cytom-
eterfr i, T SEH3K, FERAFALR IS X 104
A, &5 R ERERIMR2), SXTRAML, 102/
HBx{# T-2AIK, GUIHAN M Lb 195D, SHA4H i Lk
1 KH S 36 i1 (P<0.05); 2B 3 2 (ADM) AL #L )5,
LO2/HBx [ T3 R RIE In, G 1IN 4 i e g W X
B IAREG T-0) BZE, STAZH i L 9] B AR AR 00 TR
21 #1(P<0.05).

3 e
O 2995 BE(HB V) 18 P 8 e 2 539
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HE, liEPHBx%Iﬁf% 4/|\lﬂu-ﬂ£, P T2
1374-18380 AZ TR, K£9465 bp, FEHBVH &
R, gD HBx L 170 T2 M 17 000,
HA MK AEYEIhRE, TREEHCCI R A1t
R A 1oy KRB E . WER N S AEHB V&
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& 2 ADMIBFRID=HMBIRSMIRERATSHIEBImean + SD, %)

FRFAADM {EFAADM
Gl S Gl S G2
LO2/HBx 61.35+0.82° 3659+254° 2.06+3.32 82.81+6.48° 13.84+6.16* 3.35+2.16
L02/pcDNA3.1  65.87+0.56 25.23+1.15  8.90+1.52 90.37 +2.35 1.68+2.19  7.95+3.38
L02 67.80+6.84 2237+2.17 9.83+0.64 87.19+1.92 222+126 10.59+1.02

2P<0.05 vs WIBLE; °P<0.05 vs F{FFHADM G1; °P<0.05 vs ADM S4H.
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(1) 22 b PR o B 1 22 B AR, 58.8% [ FE % 1 LA
KIS HB X B AR 8 7 BORAR 5 8 v B AR A5k
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2 0 P P AR, R H B X R A /N B A
P, T LA 6 3 RS BRURFS 2 . T LHBx
HHCCRA —E A, Bk, WFHBX SR
0 160 g 1) 2 & LRI B 40 B 5T R 2 i 5
TR SR AT T

I RAF TR I, HBXEHCC R A R JE )it
P, AN 32 B 0N R # i  AE h F B 7,
FEREIER/N R p, RIBCAKCT IHBx AT i
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WAEBUEY IS S X B s, x5
SEHTHRE RTHBV 5 46 2% B0 ) 1) Wk R A HAH —
gk, BHOE AR S H B X3 AN 44
XFHC C 11 Gl gE AT W 9T, B0 3L ] A bl
HON T BBDNARE S, 40 i J 3 A0 41
PR TR T AR Y, I B H B x U 45 40 A A 1
A T AL A R 2%, S HHBXxXDNA
1& 500U 2 07 TS AT AR i 2 LD, T RE
A (1)KEPS3 ()5 XAP-145461; 3)5
TFITH# 518 5 K+ F X PBFIX P DY 47 AH
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A 1 —5— ADM 4 mg/L
—O— ADM 2 mg/L
08l —A— ADM 1 mg/L
ML Y- —X— ADM 0.5 mg/L
iR —¥— ADM 0.25 mg/L
4 0.6
=
K041
H
0.2+
0 L L L I
24 48 72 96
t/h
B 1 —— ADM 4 mg/L
—O— ADM 2 mg/L
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— —&— ADM 0.25 mg/L
£06
R
0.4
H
0.2
0 X T  S—
24 48 72 96
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C 081 —5— ADM 4 mg/L
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B 4 NSREBENADMDBIXL02/HBX, L02/
PcDNA3.1, LO2ZRRREVAAHNHIER. A: L02/HBx; B: L02/
pcDNA3.1; C: LO2.
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2 190 45 AT R AR D B A JHE 400 e e A il R o
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VAT L A M R ) A8 Ak, &5 SR R IR, 764 F| ADM
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0.13)%, JLT- & & TR, 1 HoAth g 2410 HE 4140
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AMPIAIAIL, XA it SHBxAI 145 DN AL G1
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(RS2 40 LA AR vy A P 4 g 1, [
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M EREE LA R R o< &5 g, A7 AR 5%
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R, T3 A SRS 00 0 i R PR AN [ RS A
AT 7~ HBxR 40 PR 52, R — A 3RAT PHF
FEHBx 5 DNAME 5 il 1) ¢ F KM 58 JLAE 4 i
i AR RE TR A R, IR I N S R U
SEHBxFPGMEFEAL LSS, DIF 7RI/ RHBXAE
0 P e A R OB (0 AR B

BOgh A b B A Bk e AR AR
WA F 5 e R dh F AR PT X A A R R
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