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We examined the effects of human low density lipoprotein (LDL) and oxidized LDL (Ox-LDL) on the cytotoxic
activity of Asp-hemolysin from Aspergillus fumigatus Fresenius-Muramatsu strain to mouse peritoneal macrophages
(M¢) . The inhibitory effects of LDL and Ox-LDL on the cytotoxic activity of Asp-hemolysin to M¢ increased in a dose-
dependent manner, and the effect of Ox-LDL was greater than the inhibitory effect of LDL. Furthermore, the binding of
Asp-hemolysin to LDL or Ox-LDL was observed by western blot analysis of the culture medium. These results suggest
that the inhibition by LDL or Ox-LDL on the cytotoxic activity of Asp-hemolysin to M¢ was due to the binding of LDL
or Ox-LDL to Asp-hemolysin in the culture medium.
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LDL % 0 Ox-LDL O %  LDL (d=1.019—
1.063 g/ml) ZIEH B b IfidEs S Hatch & Lees @
RO REIC K D EBRERY s Y BiEY 2 WIS L
2. 5N/~ LDLE 413, 0.3mM EDTA & A
phosphate buffered saline (PBS, pH 7.4) 1 TiEHNT
LU, A#EETE, Lowry k2 ZHWSY > NNIEHDE
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LDL #&¥& % fl\y, Ox-LDL Z## L /=. Ox-LDL
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Ox-LDL ® REM 2 1.7 TH > 7/=. £7=, LDL, Ox-
LDL & TBARS i3, ZhZh 1.02+0.11, 61.38
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Asp-hemolysin 30 ug/ml %z & $0 5 Hi {5 ¥ 2 100 ul
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PBS Ty, FEREMARZMA, Cell counting
kit (A= b)) 2RV, BERDITHE > T Mo A5l

BOWEETo 7. Tiabb, & well IZi AR
(5mM WST-1, 0.2mM 1-methoxy-5-methylphena-
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minescence) Western blotting detection kit (Amer-
sham) % W L2EFHHICXOFEEOT O ~ad—
IWIZHE->TIro /e, £z, FRICESIKE 2170,
KENE D)L % 7 < — (coomassie brilliant blue
R-250, CBB) H:f19° % Z & THMEDIKBINLED
R z1To 7z,

et Fa i A 2 1 A B D S B, Stu-
dent @ t BREIEICHE S TEHEL, 5% K DfERRER
5o THREHNAERZE LY.

R EER

Asp-hemolysin ® Mo fffl i 7 4 1C % 1X 9 LDL,

Asp-hemol-



No. 4

279

Ox-LDL O £ % % Asp-hemolysin & LDL X 1% Ox-
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Fig. 1. Effects of LDL and Ox-LDL on Cytotoxic Activity of Asp-hemolysin to Murine Macrophages

Culture medium of macrophage was preincubated with Asp-hemolysin (30 ug/ml) and LDL or Ox-LDL (100, 250, 500 ug/ml, respectively) at 37°C for 2 h.
Macrophages were incubated in these culture media at 37°C for 1 h. After incubation, cell viability was assessed by WST-1 assay. Values are shown as mean + S.E. of
three separate experiments. The 100% control value was 0.559 measured as the absorbance at 450 nm. *: p <0.05 versus the control groups. **: p<0.05 versus the

LDL groups. Statistical analysis was performed using the Student’s ¢-test.
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Fig. 2. Western Blot Analysis of Culture Medium

Culture medium including with Asp-hemolysin and LDL [A] or Ox-LDL [B] was electrophoresed on a 4% polyacrylamide gel. The gels were stained with CBB
(a), or subjected to western blotting using rabbit anti-Asp-hemolysin antibody and detected by ECL (b). Culture medium including with LDL [A]J or Ox-LDL [B]
as a control was electrophoresed on a 4% polyacrylamide gel. Western blot analysis with the gels was performed as described above.
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