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Abstract

AIM: To observe differentiation and apoptosis
of Walker-256 hepatocarcinoma cells induced by
all trans-retinoitc acid (ATRA), and to explore its
possible mechanism.

METHODS: Walker-256 hepatocarcinoma cell
lines were treated with ATRA at various concen-
trations (100, 10, 5 and 1 pmol/L, respectively).
Forty-eight hours later, morphological changes
were measured using inverted microscopy; The
proliferation effect of Walker-256 cell lines treat-
ed with ATRA was determined using MTT as-
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say; cellular distribution of DNA content and the
apoptotic incidence of cells treated with ATRA
was measured using flow cytometry (FCM); the
changes of Fas and bcl-2 mRNA expression were
determined using RT-PCR, and Caspase 3 and
Caspase 8 protein expressions were determined
using Western blot.

RESULTS: With the increasing concentration of
ATRA, Walker-256 cells showed morphological
changes in cell differentiation and apoptosis.
ATRA inhibited cell proliferation of Walker-256,
with the maximum inhibitory effects at con-
centrations of 5 and 10 umol/L. Proliferation
rates at 24, 48 and 72 h at concentrations of 5
and 10 umol/L were 21.86%, 57.39%, 68.17%,
and 27.23%, 80.09%, 92.15%, respectively, show-
ing a concentration- and time-dependent rela-
tionship. There was significance in apoptosis
incidence among 5, 10 pmol/L groups and the
control group(t = 9.61, t = 11.38, all P <0.05); For
Walker-256 cells treated with ATRA, the Fas ex-
pression mRNA was significantly up-regulated
and the bcl-2 mRNA was significantly down-reg-
ulated at the concentration of 10 umol/L ATRA,
compared with the control group (t = 12.33, ¢ =
10.78, P < 0.05). After treatment with 10 umol/L
ATRA for 48 h, the Caspase 3 and Caspase 8 zy-
mogen were significantly activated, compared
with the control group (f = 9.76, t = 10.21, P <
0.05).

CONCLUSION: ATRA induces Walker-256 he-
patocarcinoma cell differentiation and apoptosis.

Key Words: All trans-retinoitc acid; Walker-256
hepatocarcinoma cell lines; Induce differentiation;
Apoptosis
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2 d, BB E S BREME WIS T,
MTT b & %4 m Walker-256 2 L 64 38 74 49 4] ;
AR MRS H REIDNAS S8 4 o,
A AT a 5%, RT-PCRA&R B A48 %
¥ HFas. bcl-2 mRNA® &k ; Western blot#s:
M Caspase 3. 8% & w4 & ik.

SR M AATRARE 693, Walker-2564m
ok mie LA BT HAES LMK
. ATRA T B B4 4 ta fL3g 74, 54210 pumol/L
ATRA*T a3 s 49 4] sz AP0 2, 24, 48,
72 h#g 3G AR H) 5 3 A21.86% 57.39%.
68.17%#227.23%. 80.09%. 92.15%, Ek/ZE
BB AR HikE. 54210 umol/L ATRA % 4@ feL#
BeHFFREsBast, 2384155
SL(t = 9.61, 11.38, P<0.05, 0.01). ATRAAE A
Walker-25648 it )a LilFask ik, TFifbcl-2%)
%A, 10 pmol/L ATRAXFasZbcl-249A% 5
TR AR, E2F A% FEL( = 12.33,
10.78, ¥#P<0.05). 5y 2a48kk, 10 umol/L
ATRAE /A48 h)& 2+ Caspase 3% Caspase 8B/R
W hrELEA 2.(¢ = 9.76, 10.21, 34P<0.05).
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F450 mL/L/MEILERPMI 164085 772 77
L, BEFE4 H37°C 50 mL/L COB:5546, H
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Fas&bcl-2 mRNA& L T b R AR B
RNA, M ERNAMFKREFISEEE. N5k itS
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IC, pmol/L ICs pmol/L ICy mol/L 1Cio0 pmol/L
24 h 15.36 21.86 27.23 90.31
48 h 20.27 57.39 80.09 100
72 h 27.44 68.17 92.156 100
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DI - FLAE, 5 5L, AR SE 56 BT 19HE,
T B MR 5 25 I TR] 24 40 6T 4t IR 4D 4 B A0 o)
2, na AR TEIVHEZIC = (AX R AL-A 5%
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10 umol/L 0.32+0.16° 0.71+0.11°
THRA 1.256+0.22 1.96 +0.25

t = 8.64,°P<0.05; ¢ = 10.21, °P<0.05; t = 8.14, °P<0.05; ¢t = 9.76,
9P<0.05 vs WIRZAE.
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&R 3 AEFIEATRAVERMBIRGFasRbc/~2 mRNAMEYY
RirE

pai:) Fas/GAPDH bc/-2/GAPDH
5 pmol/L 0.86+0.18" 0.41+0.12°
10 umol/L 1.07+0.21° 0.23 +0.09°
NUHRE 0.29+0.10 0.95+0.18

t=10.79, °P<0.05; t = 12.33, P<0.05; t = 9.13, °P<0.05; t = 10.78,
9P<0.05 vs WIRZH.
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