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ABSTRACT Objective To investigate the role of antiapoptotic Bel-x, protein in megakaryocyte differ-
entiation and maturation. Methods RNA interference was used to block the expression of Bel-x; when K562
cells were induced to differentiate into megakaryocyte ~ CD61 + cells by PDBu and the expression of Bel-x;
was evaluated with flow cytometry and reverse transcription polymerase chain reaction RT-PCR . The CD34 +
cell fraction was positively isolated by using the MiniMACS system from normal bone marrow. Immunochemical
staining and flow cytometry were used to detect the expression of Bel-x, in the differentiation CD41 + cells of
CD34 + cells induced by trombopoietin  TPO . Results Among K562 cells induced by PDBu the percent-
age of CD61 + cells rapidly increased in 24 hours and maintained at a high positive level in 72 hours. When
exposured to si-Bel-x; the percentage of CD61 + cells only slightly increased in 72 hours. The expression of
Bel-x, mRNA was significantly decreased after transfection compared with that of control group and Bel-x; pro-
tein expression decreased correspondingly. After the CD34 + bone marrow cells having been treated with TPO
for 5 days to 20 days the Becl-x; -megakaryocytes increased as the culture time prolonged and there was a

strong expression of Bel-x; in immature megakaryocyte and an obviously decreased expression in degenerating
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mature megakaryocyte. Conclusions

Increased expression of antiapoptotic Bel-x; may be essential to

megakaryocytes maturation. The down-regulation of antiapoptotic Bel-x; in mature megakaryocyte may be crucial

to platelets formation.
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Silencer™siRNA Construction
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Kit Ambion Austin TX
1 siRNA
Lipofectamine
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Silencer siRNA Construciton Kit Procedure
K562
K562 1 x10°/75 em®
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RT-PCR Bcel-x; mRNA
Bel-x; GAPDH
Generunner Bel-x, acccactcctccac-
ctitg getgtagecaaattegttg 562
bp GAPDH goagctgetgettgactttc
caaggclctaggtggtcatt 96 bp
K562 mRNA  RT-
PCR RT-PCR 95%C
5min 95°C 30s 56C 30s 72°C 30
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DAB
1 x10° Eppendorf
PE
CDh4la 30 min 2%
30 min FITC Bel-x,
30 min 2 h CSCalibur  B-
D 10* CellQuest
PE  FITC IgG1
1 x10° 2 Eppendorf
FITC
Chol 2 h CSCalibur
B-D 10* CellQuest
PE  FITC IgG1
Annexin V
PBS
2 1 x Binding Buffer
1 x10°/ml 5 pl Annexin V-FITC
PI 15 min 1 x Binding Buff-
er 1h CSCalibur  B-D
10* CellQuest
SPSS11. 0
Student ¢ P <0.05
siRNA K562
K562 50 nmol/L. PDBu 24 h CDh61 +
0.75 £0.12 % 67.4 +4.8 %
72 h si-
Belx, 24 h CDe61 + 0.40 =
0.87 % 13.7 +4.5 % 72 h
37.8 £5.4 % 1
siRNA K562 Bel-x; mRNA
24 48 h Bel-x; mR-
NA 72h  Bel-x, mRNA
2 Bel-x;,
K562 mRNA 24 48 h
72 h 3
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