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e R OB (J53C) : Contraction of cultured cardiomyocytes from rat fetus heart
ventricles have been stopped by pore formation of alpha-toxin on cell membranes. It was
suggested that decrease of ATP productions and desiccation of ATP in cardiomyocytes have
been caused by mitochondrial myopathy from Ca?" excess in cytoplasm. It has been clear
that tryptophan of 338th and 342th, hydrophobic amino acids of 340th and negative charged
amino acids of 339th play an important roles in cell binding and cytotoxic activities

of alpha—toxin.
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(8) Toxin overlay assay

Vero #ifn% Cell lysis buffer (10 mM
Tris—HC1 (ph 7.0), 150 mM NaCl, 1% Triton
X 114, 1% Protease Inhibitor cocktail)
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AL L7z, 16,000 xg, 15 47f#], 4°C T
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b ERIEENTERICIER Lz, W338F B &
ONW342F |73 R IEMEDN D L7225 W340F 137E
PEAREF L TNz, 339 /BHDT AT X
BRITY VUICERSEEMELEZTZLEED
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Toxin overlay assay T®O. SZEEAROMNE
RIVATESY F ~DOFEAIRATIC BT, BERTEME
DI U 72 28 BAKIC D A A 8 B & 1L 72
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UEDZ EE 338 BLV342FHD RV
T hT7 7 340 FHOBKMET X B, 339
FHOABMT I BEOAAAED 5 FRIEMER
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EMHALMNE IR,

333 343
a toxin NGYSEWDWKWV
N333A AGYSEWDWKWV
E337R NGYREWDWKWV
W338A NGYSEADWKWV
W338F NGYSEFDWKWV
D339A NGYSEWAWKWV
W340A NGYSEWDAKWV
W340F NGYSEWDFKWV
K341E NGYSEWDWEWV
K341R NGYSEWDWRWV
W342A NGYSEWDWKAV
W342F NGYSEWDWKEV

Fig 3. TER L7z o TEHE IR

Table 1. ZBKROMIBESCIENE

mutant EC,, (ng/ml)
a toxin 29.7
N333A 21.2
E337R 30.3
W338A >640. 0
W338F 207.0
D339A 127.1
W340A >640. 0
W340F 25.8
K341E 36.4
K341R 25.5
W342A >640

W342F

113.2
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