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Abstract This study was aimed to investigate the expression and clinical significance of IL-18, IL-18 binding
protein( IL-18BP) , IFN-y and IL4 secreted from splenocytes of patients with idiopathic thrombocytopenic purpura
(ITP) in vitro. Spleen mononuclear cells (MNC) were prepared by using routine sterile method, and were cultured in
RPMI 1640 complete medium containing 10 pg/ml PHA, 10% fetal calf serum at 37C and 5% CO,. The levels of
[FN-y, IL4, IL-18 and IL-18BP secreted from MNC of ITP patients and normal controls were determined after culture
for 48 hours. The results showed that after culture of spleen MNC for 48 hours, the levels of IL-18 and [FN-y were
significantly higher in patients with ITP than that in controls, but the levels of IL-18BP was not significantly elevated in
ITP patients. The level of IL-4 was below the detectable limit of the assay used. It is concluded that imbalance between
IL-18 and IL-18BP may play an important role in pathogenesis of ITP, and regulation of balance between IL-18 and IL~

18BP may be a therapeutic approach against ITP.
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Table 1. Clinical characteristics of ITP patients and
controls

Sex/Age Course of Sex/Age  Time of
Patient o, disease  Control no.

(year) (month) (year)  splenectomy
1 M/40 62 1 M/36 2008 -11
2 F/87 16 2 M/27 2009-04
3 F/45 45 3 F/58  2007-12
4 F/57 19 4 M/26 2009 -05
H F/33 77
6 F/18 2
7 F/25 18
8 M/28 17
9 M/22 2
10 M/23 7

ITP: idiopathic thrombocytopenic purpura.
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Table 2. Primers and conditions for RT-PCR

experiments

Geane Sequence (5'—3’) T Product

(T)  length (bp)

IL-18 GCTTGAATCTAAATTATCAGTC 60 341
GAAGATTCAAATTGCATCTTAT

IL-18BP TGGGAGATGTAGCCGACCIT 62 470
GOCCOCGACOCTCTATTTCA

IFN-y  TTGGCTTAATTCTCTCGGAAACG 60 120
CGCTACATCTGAATGACCTGC

L4 AGCAGTTCCACAGGCACAAG 60 110
T c

B-actin  TTGCCGACAGGATGCAGAA 60 101
GCCGATCCACACGGAGTACT
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Figure 1. Expressions of IFN-y, IL-18 and IL-18BP
in spleen mononuclear cells from normal controls
and ITP patients. Human spleen mononuclear cells were
stimulated with PHA (10 pg/ml ) for 48 hours. Thereafter,
IFN-y (A), IL-18(B) and IL-18BP(C) were determined
by ELISA. The expressions of IFN-y and IL-18 were much
high in ITP than that in normals controls. There is no
significant difference of IL-18BP between two groups. # p <
0.05, compared with normal controls.
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Figure 2. Relative mRNA expressions of IFN-y, IL-
18 and IL-18BP in spleen from normal controls and
ITP patients. Human spleen mononuclear cells were
stimulated with PHA (10 pg/ml) for 48 hours. Thereafter,
IFN-y , IL-18 and IL-18BP were determined by RT-PCR.
* p <0.05, compared with normal controls.
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