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Figure 100 Measurement of membrane FasL on monocyte by using flowcytometry. Double staining of FITC-conjugated
1gG1 and PE-conjugated CD14 (A). Double staining of FITC-conjugated FasL and PE-conjugated CD14 (B).
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Figure 30 Effects of a proteasome inhibitor (MG132) on Fas-induced apoptosis.
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Figure 601 Western blot demonstrating soluble FasL release by activated monocytes. No release of soluble
FasL could be detected in the supernatant from control, unactivated monocyte (lane 1) following the
monoclonal antibody against FasL. In contrast, a 30 kDa protein is apparent in the culture medium of
monocytes within 30 min of activation of immune complex (lane 2). Whole cell lysates of activated
monocytes contain the 37 kDa FasL isoform (lane 4), whereas those of unactivated monocytes do not
(lane 3). Lane 5 demonstrates positive control (Jurkat cell lysates).
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A: Monocyte induced killing of hVSMCs.

Monocytes were co-cultured with hVSMCs prelabeled with radiolabeled chromium. Immunne complex-activated monocytes
increased in release of radiolabeled chromium. This increase of >'Cr could be blocked by anti-Fas 1gG1 (p<0.01). Unstimulated
monocytes induced a modest increase in the release of :Cr. Error bars =+=SEM and all experiments were repeated six times.

B: Supernatants from activated monocytes induce apoptosis in cultured VSMCs.

Supernatants from immune complex-activated monocytes stimulate apoptosis when added for 24 hours to VSMCs. The Fas-Fc
fusion protein (Immunex, Seattle, WA, USA), anti-Fas IgG1 (Immunotech, Marseille, France), or Z-VAD-fmk, pre-incubated with
the monocyte supernatant, produced a significant decrease of apoptosis (p<0.01). Cell death was measured by Hoechst 33342
staining. Error bars =+=SEM and all experiments were repeated six times.
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Table 10 Clinical background

Control SAP ACS
(n=15) (n=15) (n=15)
Age 68+8 68+12 71+12
Men/women 8/7 9/6
Hypertension 1 9 10
Smoking 3 6 8
Diabetes mellitus 0 3 3
Hyperlipidemia 0 6 5
(ng/ml)
(%) X 0.5 X
50 X — %
0.4
40
30 e 03
H '
8
20 ° 0.2 °
i \ i 1§
$ 0.1 s
10 ' % . . s
. &3 ‘ ¢
0 0
Control SAP ACS Control SAP ACS
(n=15) (n=15) (n=15) (n=15) (n=15) (n=15)
¥X: p<0.05 ¥: p<0.05

Figure 801 Soluble FasL is up-regulated in patients with acute
coronary syndrome.
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Figure 900 Membrane FasL is up-regulated in patients with
acute coronary syndrome.
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Effects of Oxidized LDL on Fas-mediated Apoptosis
in Human Vascular Smooth Muscle Cells

Toshio Imanishi, Shigeho Takarada, Takuzo Hano, and Ichiro Nishio

Department of Cardiovascular Medicine, Wakayama Medical University, Wakayama, Japan

Key words:. Fas, apoptosis, vascular smooth muscle cell, oxidized LDL

The characteristic atherosclerotic lesion consists of a necrotic core contained within a fibrous capsule comprising
vascular smooth muscle cells (VSMCs). Ultimate failure of this capsule, the “fibrous cap”, plays an active part in causing
plaque rupture. It has been well known that Fas-mediated apoptosis is a feature of atherosclerosis. Even though Fas-
mediated signaling transduction is well-documented, the mechanisms for determining the Fas sensitivity of humanVSMCs
require further research. Our in vitro study revealed that cross-linking of the Fas receptor with the anti-Fas antibody in
the presence of oxidized LDL (ox-LDL) induced DNA fragmentation in human VSMCs, which were blocked by the
caspase inhibitor z-VAD.fmk, followed by the up-regulation of cell surface Fas. One of the mechanisms for ox-LDL up-
regulating cell surface Fas works by inhibiting the degradation of Fas through the ubiquitin-proteasome pathway.
Furthermore, clinical studies revealed that both membrane FasL and soluble FasL derived from acute coronary syndrome
that were significantly up-regulated compared with those of either stable angina or normal control.

(J Jpn Coll Angiol, 2005, 45: 919-927)
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