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[ ABSTRACT] BACKGROUND & AIM: The present study was designed to determine the apoptosis-inducing effects of
Hl44a, an anti-CD44 monoclonal antibody, on THP-1 leukemia cells and to investigate its mechanism of action.
MATERIAL AND METHODS: The effect of HI44a on leukemia cells apoptosis was assayed by annexin-V/PI staining,
ultrastructural changes and in situ cell death detection assay. RT-PCR and Western-blot were used to examine the
expression of c-myc at both mRNA and protein levels. The expression of Bel-2 and mitochondrial potential were examined
using FACS. RESULTS: All tests showed that Hl44a effectively induced apoptosis of THP-1 cells. When treated with
Hl44a, the level of c-myc expression in leukemic cells obviously decreased at both mRNA and protein levels, and the
intracellular level of Bel-2 protein also decreased. Moreover, HI44a could effectively induce changes in mitochondrial
membrane potential of the THP-1 cells. CONCLUSION: HI44a effectively induced apoptosis of THP-1 cells. These activities
of the anti-CD44 antibody may be associated with its inhibitory effect on oncogene and anti-apoptosis protein expressions,
and changes in mitochondrial membrane potential.
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Figure 1 Apoptotic cell death induced by HI44a was assessed by FITC-annexin V/PI. A. Control; B. Hl44a, 30 pg/ml; C. HI44a, 50 pg/ml

S
Q)Q‘\:\ C//,

CARCINO GENESIS . TERATO GENESIS & MUTA GENESIS




A B

™90

2 LRI LA TR DN, SO AT N L% HIdda X THP-1 4010 T2 0T . AL 25 A X G B. IgG2a HUAAXS

I C.HI44a 1EH A

Figure 2 Cells apoptosis induced by HI44a was detected by in situ cell death detection kit and analyzed by
fluorescence microscopy. A. untreated; B. IgG2a control; C. HI44a-treated
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Figure 3 Morphology of THP-1 cells untreated and treated with HI44a

under transmission electron microscope. A: Untreated with Hl44a; B:

Treated with HI44a after 48 h shows nucleus chromation condense and
marginate like crescent.
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Figure 4 The expression of cimyc in THP-1 cells modulated by HI44a.
Blasts were treated with HI44a for 4 or 24 h, and analyzed by RT-PCR
and westernblot. PB-actin was used as an internal standard. A. 1:
Pretreated; 2: Isotypic control 4 h; 3: Hl44a 4 h; 4: Isotypic control
24 h; 5: Hl44a 24 h. B. 1: Pretreated; 2: Isotypic control 4 h; 3:
HI44 a 4h; 4: Isotypic control 24 h; 5: HI44a 24 h.
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Figure 5 The effect of HI44a on cell mitochondrial membrane potential
analyzed by flow cytometry. A. Control; B. HI44a-treated.
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Figure 6 Bcl-2 expression in THP-1 cells modulated by HI44a. A.
Control; B. Hl44a-treated
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