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Abstract _ . i
AIM: To observe whether the CD117-CD45 bone marrow +HGF FGF4 CD45CD117
cell can differentiate into the cells with characters of hepa-
tocyte by the stimulation of hepatocyte growth factor (HGF)
and fibroblast growth factor-4 (FGF4), and to explore the
acting mechanism of the growth factors. .HGF FGF4 CD45-CD117-

METHODS: Bone marrow cells were from the stern or ilium
of 4 healthy volunteers between 4-40 years old. CD117-
CD45- bone marrow cells separated by magnetic cell sorting
method, cultured in DMEM medium with FGF4, HGF, FGF4+
HGF or no growth factor were divided into four groups:
groups A, B, C, and D accordingly. Cells were collected on
days 0, 7, 14, 21, and 28 for detecting the hepatocyte
markers: AFP, CK18, albumin by immunocytochemistry,
glycogen by PAS staining and c-met, FGFR2 mRNA by RT-PCR.

RESULTS: The specific markers of hepatocyte were positive
in groups A, B and C but not in group D. C-met and FGFR2
MRNA expressed at a low level in the cells newly isolated
or cultured in the medium without growth factor, but at
increasing level after cutured with growth factor.

CONCLUSION: HGF and FGF4 can induce CD45CD117- dif-
ferentiate into hepatocyte-like cells. The effect of growth
factor on cell differentiation is probably by the positive regu-
lation between the growth factor and its receptor.
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GIBCO, , RNA RT-PCR c-met FGFR2 mRNA:
QIAGEN , Revertaid First Strand cDNA CD117°CD45" c .D 7.
synthesis kit MBI , Probest Taq Takara 14 d ., 5x10° RNA(
, DAPI Roche , GeneRuler™ 100 bp DNA ), 600 mL RLT ,
ladder MBI , CK18 . . SP 30s. 700 mL/L 600 L ,
, , 15s. 700 mL RW;
AFP DAKO , DAB , 15s. 500 nL RPE Rneasy ,
, , Schiff 15s, . 1 15mL ,
1.2 4 , 4-40 30-50 L RNA , 8 000 g
8 mL , 1 min. Ao Ao
. CD45" RNA . ,
CD117" . (1) RNA 10 i (0.2 mg), oligo (dT)ss 1ni;
, Pre-separation filter . (2) 10niL 1, 3-5s5.70 C 5min, .
PE CD117(c-kit) (10 mL / .5 x buffer 4 nL; 1m; 10 mmol/L
107 )s 4°C 5-10 min. (3) dNTP x 2 m_ , .37 C 5min.
) , PE 20 L, 6- ReverAid M-Mulv (200u/nL) 1 ni, .42 C
12°C 15 min (20 nL /10’ ). (4) 2mL 60 min. 70 C 10min,
Buffer LD , 3) , .PCR C-metl, 5 - cattctgaagccgttttatgc-3’;
, CD117" . (5) C-met2, 5’ -atgccctctcctatgatct-3°, 601 bp.
CD45 ,4°C 15 min. (6) FGFR2,, 5 -aacaccacggacaaagagat-3’; FGFR2,5" -
, , LD .(7) , tcttggtegtgttcttcattcg-3°, 265 bp. b-actinl,
CD117°CD45 . , 5’ -ccaaggccaaccgcgagaagatga-3’; b-actin2, 5’ -
DAPI agggtacatggtggtgccgecaga-3° 587 bp.
, Hank’ s 1 . cDNA , PCR ,
4 x 10* fem? 24 , ,  b-actin
, DMEM(GIBCO), 20 mL/L FBS, .PCR :10 x buffer5 m; Taqg 0.125 mi;
1 xITS, 100 kU/l, 100 kU/L, 1 g/L dNTPs (2.5 mmol/L), 2.5mi; mix (100 pmol/L) 1 ni;
BSA, 107°mol/L , 10" mol/L , (100 ng/ ML) 1 ni; 17.875 m; 25 m..
HGF, FGF,, HGF FGF,. 194 °C, 5min; 94 C 30s, 55°C
4 , A, B,C,D , 6 , (c-met, FGFR,)/ 62 C (b-actin) 30s, 72°C
2 7, 14, 21, 28d 30s, 30 ;72 °C 3 min. PCR
5 L, DNA ladder 6 ni, 1g/L ,
SP CK18. AFP. , ,  Quantity one
Carnoy 10 min, PBS DNA ladder s
, 10 min, 0.1 mol/L , c-
PBS , 10 min, met, FGFR, b-actin ,
, . CK18 , AFP  PBS 1 :200 , ,
) 1:300 , 50 mL/ 2 h, )
PBS PBS , 3 min x 3. c? , P <0.05
10 min. 10 min
, DAB , , , 2
( 4 ), , DAPI , , PE
500 . 1%. ,
PAS : , 950 mL/L 95%. ,
10 min, , 10g/L 10 min, .24h ) )
, ,  Schiff 30 min, 3 ., 28d
, , 2% 15 min, C A. B
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s 7-20d 7d, 14d .
2.1 RT-PCR c-met FGFR, cDNA 21, 28d AFP 7-28d
, c-met, FGFR, (1. (P <0.01, 2, 5B). 3
cDNA (P >0.05). 7-28d
RT-PCR , , Quantity ( SA).
One :c-met  FGFR, mRNA , 3
CD117°CD45” C ’
7, 14d D 7, 14 d (P <0.01, 2, 5C), 3
( 2 , 3) b-actin (P >005) 7-28d
, .CK18
) (4 P <0.01
Quantity one 1. ’ ( e
2, 5D), 3
1 c-met FGFR2 ’
3 ,
b-actin c-met FGFR2 (P <0.01, 2, 5E), 3
(P >0.05). )
75.26  0.57 59.17 0.47 36.60 0.18 s
c 7d 77.78 0.59 85.49 0.68 64.53 0.32
D 7d 8091 061 5974 048 3670 0.8 2 ( %, n=500)
C 14d 74.02 0.56 89.42 0.72 62.15 0.31 74 144d o1d 28d & P
D 14d 7390 056 57.39 046 3065 0.5 AFP A 800 420 88 20 80442 0000
B 79.0 41.6 7.6 1.8 803.51 0.000
4 C 78.4 40.0 9.2 2.0 771.22 0.000
A 19.0 76.4 94.0 96.0 774.06 0.000
B 210 75.6 92.2 97.4 759.865 0.000
C 194 76.0 95.2 98.0 808.6 0.000
CK18 A 174 65.0 89.8 92.8 672.496 0.000
B 18.0 63.0 90.0 91.8 759.865 0.000
C 184 64.8 90.4 92.6 808.6 0.000
A 1.2 8.0 61.0 88.0 1026.5 0.000
B 1.4 8.4 60.4 87.0 998.8 0.000
C 1.0 7.8 62.0 89.0 1054.6 0.000
1 3 4
1 c-met, FGFR2 RT-PCR L1 c-met; 2:
CD117-CD45- c-met; 3: CD117-CD45-
FGFR2; 4: Marker; 5: FGFR2.
3 c-met RT-PCR L1 ; 2: Marker; 3: D
7d; 4. C 7d;5:D 14 d;6: C 14 d.
1 2 3 5
2 FGFR; RT-PCR .1:C 14d;2:D 14d;3:C 7d;4:D
7d; 5: Marker; 6:
1 2 3456
2.2 AFP, CK18, AFP 4 b-actin RT-PCR . 1: Marker; 2: D 14 d; 3: C
2% 14 d; 4: D 7d;5:C 7d ;6
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