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"ABSTRACT] Objective: To isolate hepatoma cells from human primary hepatocacinoma and characterize their inductive differ-
entiation in vitro, searching for data about "hepatic cancer stem cell” which results in hepatocarcinogenesis. Methods. Fresh
surgical human primary hepatocarcinoma specimen was implanted 1. p. 1n NOD/SCID mouse and was allowed to grow. Then the
neoplasm was harvested and cells were isolated and a cell line named P2-HCC was obtained. P2-HCC was induced with medium
including insulin/hydrocartisone or DMSQ, and then the differentiation of phenotype and changes of some proteins expression,
such as albumin. c-met. G-6-P of P2-HCC were observed. Results: P2-HCC cell line was a hepatocarcinoma cell line which dis-
played characteristics of cancer cell. P2-HCC expressed c-met, which was regarded as a signature of liver stem cell or liver pro-
genitor cell. When insulin/hydrocartisone and DMSO existed in medium, cells could differentiate into mature hepatocyte and
lead to the reexpression of G-6-P, distinctly raising expression of albumin. Conclusion: The results suggest that P2-HCC can
differentiate into mature hepatocyte, but the correlation between P2-HCC and liver cancer stem cell remain to be probed fur-

ther.
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1.6 RT-PCR F RT-PCR &M fAaEH
(ALb) B B FR B (G-6-P) T4 B A K A F 3%
K (c-met) By 3K . RF G BE 1% 58 1) 48 M 7H 16 B0 9. 4
B W .1 500 r/min &L 5 min J5, 5 2H X L1F
#, H“EZ Spin Column RNA Isolation Kit”{# ] &
HHECZ0 B 2 RNA, 355 5% 2 I i 9 Promega 7 H]
Pan s RWMER L FES BB RBEH. TP
FH P FERKELMBRKBENME L IRGIYH
FwHETAYARIER) . PCRYBMEFIEER N 50
ul: dNTP 200 umol/L, E FUHGI ¥4 1 pmol/L,

¢DNA 100 ng, Tag B§ 2.5 U, PCR MW &1 K.

95°C 5 min MG . #HATE.94°C 30 s—>iB K (]
FEULFE 1)30 s—>72°C 1 min ¥ 30 K, RJF 72°C
FEK: 10 min, DL 1. 200 B BRAR B BE S, B A 10 pl
PCR =it 1T IK & XE .
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Tab 1 Primers, products and

annealing temperature of RT-PCR

) ~ Annealing
Gene Primer sequence Products temperature
(bp> (1/°C)
Alb 5'- CCT TTG GCA CAA TGA AGT GGG TAA CC-3° 355 52,9
5- CAG CAG TCA GCC ATT TCA CCA TAG G -3
(G-6-P 5'-GGC ACA GCA GGT GTA TAC TA-3' 1 101 58
- AGA GGA CCA CCT GAG CTG AC-3
c-met 5-GGG TCG CTT CAT GCA GGT TGT GGT-3° 372 60
“ATG GTC AGC CTT GTC CCT CCT TCA-3'
B—actin 3'- GCA CTC TTC CAG CCT TCC TTC € -3 516 55
5'- TCA CCT TCA CCG TTC CAG TTT TT -3’
1.7 k@i sb4Ric EGFPRE AR WiaE

%%ﬁ pLNCG C1 # & DNA 1y PT67 40 jfd R % FF
FHEHZHR 100 mm AIEHRLIF, FHARERE KLY
60/@Aﬂfﬁ%ﬁﬁ¥iﬁ%@ #f 2E B 5% 24 h, IR IR
B LE.MA 8 ug/ml @ polybrene, LA 0. 45pm
Ao, 5@ o B e NTH-3T3 40 M B9 77 3 1 58 9% 3
IV B, AR A K 2 R4 10%IE &8, imA
R &R R R L E R SR 20 h, #0887 6 40 M 5
AR EE L FF 24~48 h; I A 800 pg/ml G418 1Y
MEEFRIER 7d,. BARERAZAKLEH
(GFP) 9 {3t 44 41 B .

1.8 #&%¥E FEELGFPWAKMHKEIHKR
R ¥T RSB0 BBV, R R A M R R A B R ST
Z NOD/SCID /N T . BN S &0F 5 40 B
W 100 pl, SEPR 9T 40 %y 107,107,107 .10°,
2240 Rl B 9 TR O .
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Growth of P2-HCC in vitro( X100)
A Cloning growth of P2-HCC; B: Overlapping growth of P2-HCC
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Fig 2 Phenotype changes of P2-HCC

after IH and DMSO induction
A . Double-nuclear cell at day 5 after IH induction ( X100) ;
B. Double-nuclear cell at day 10 after DMSO induction ( X400)
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Fig 3  Cell proliferation after IH and DMSO induction
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Fig 4 Expression of hepatocyte functional proteins
of P2-HCC before and after induction
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