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Fig. 1

Fig. 3

Time (h) after initiation of culture

Loss of mitochondrial membrane potential upon IL-3
withdrawal in Baf-3 cells. Baf-3 cells were cultured
with or without IL-3 for the indicated times, and then
assessed in terms of mitochondrial membrane potential
using the DiOCy staining method. The results are
expressed as percentage of cells with low mitochondrial
membrane potential (AWm-low) and are expressed as
the mean+SD from several independent experiments.
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Time (h) after initiation of culture

Induction of apoptosis upon IL-3 withdrawal in Baf-3
cells.

Baf-3 cells were cultured as described in Fig. 1, and then
assessed by the annexin V staining method. The
results are expressed as the mean®SD from several
independent experiments.
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Increase in the ratio of Bax to Bcl-x,, upon IL-3 withdrawal in Baf-3 cells.
Cells were cultured as described in Fig. | and then assessed by Western blotting using specific antibodies to Bel-2 family

proteins.
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Fig.4 Resistance to apoptosis induction in HA-Bcl-x, -overexpressing Baf-3 cell line upon IL-3 withdrawal.
Baf-3 cells were transfected with expression vector for HA-Bcl-x,. or control vector alone and then cultured with selection
medium to obtain transformant (A). The Baf-3 cells overexpressing Bcl-x, or control vector alone were cultured for 24
h or 48 h, followed by assay for mitochondrial membrane potential (B). The results are expressed as the mean+SD from

several independent experiments.
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Role of Bcl-2 family proteins in the apoptosis induced by growth
factor withdrawal of IL-3-dependent cell line Baf-3
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Abstract

Apoptosis of lymphocytes plays a crucial role for generation of lymphocyte repertoire, clonal contraction, and elimination
of virus-infected cells. Since IL-3-dependent pro-B cell line Baf-3 results in rapid induction of apoptotic cell death upon IL-3
withdrawal, it would be very valuable for analysis of apoptosis induction induced by growth factor deprivation. Baf-3 cells
underwent loss of mitochondrial membrane potential (A¥m) and apoptosis in a time-dependent manner when they were
cultured in the RPMI-1640 medium without IL-3. Induction of apoptosis and A¥m was determined by DiOC, and annexin
V staining method using flow cytometer, respectively. Deprivation of IL-3 induced upregulation of proapoptotic molecule
Bax, in conjunction with slight down-regulation of anti-apoptotic molecule Bcl-x,, which was assessed by Western blotting.
To analyze the role of Bel-x, in induction of apoptosis upon growth factor withdrawal, Bel-x, -overexpressing Baf-3 cell lines
were established by transfecting Baf-3 cells with HA-Bcl-x, expression vector. The HA-Bcl-x, -overexpressing Baf-3 cells
showed a great resistance to IL-3-deprivation, compared with vector control cells. Together, IL-3 deprivation in IL-3-
dependent cell line Baf-3 induces an increase in the ratio of Bax to Bel-x,, leading to loss of A¥m, and finally apoptosis.

{Key words> Baf-3 cells, apoptosis, Bax, Bcl-x,




