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Table 1

Primer pairs for a-toxin and T7 fragment

Fragment Primer Primer sequence (5'-3") Tm (C) Size
otoxin MI06 CACCTGGGATGGAAAAATTGAT 65.58 1117 bp
MI04 TTATTTTATATTATAAGTTGAATTTCCTGA 58.6
T7 fragment T7-F TAATACGACTCACTATAGGGGAATTG 61.9 1399 bp
T7-R TAGTTATTGCTCAGCGGTGG 62.7
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Fig. 1  Amplified a-toxin DNA and T7 fragment ;

M is “Markerd (¢ X 174/Haelll digest)”, lane 1 is
amplified DNA using MI06-MI104 primer pair, and
lane 2 is amplified DNA using T7 F-R primer pair.
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Expressed protein induced by IPTG, left figure indicates supernatant samples and right

figure indicates pellet samples ; lane 1-5 are IPTG induction incubated from 1h to 5h, and lane 6-10

are non-induction. M is “Molecular Weight Marker, High Range (Wako)”.
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Fig. 3 Urea treatment; lane 1 is

precipitation sample after urea
treatment, and lane 2 is supernatant
“Molecular

Weight Marker, High Range (Wako)”.
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Fig. 4 Purification system; picture 1 indicates
fractions for wash, picture 2 indicates fractions of 50
mM imidazole concentration, picture 3 indicates
fractions of 80 mM imidazole concentration at which

only the protein of interest was eluted.
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Table 2  Identified a-toxin peptides by LC/MS/MS
Matched peptides sequence Observed position
IDGTGTHAMIVTQGVSILENDLSK 33-56
NLEILK 65-70
ENMHELQLGSTYPDYDK 71-87
NAYDLYQDHFWDPDTDNNFSK 88-108
DNSWYLAYSIPDTWESQIR 109-127
FETFAEER 179-186
TNEDFYADILK 199-209
GTAGYIYRF 259-267
LHDVSEGNDPSVGK 268-281
ELVAYISTSGEK 285-296
DAGTDDYMYFGIK 297-309
TQEWEMDNPGNDFMTGSK 315-332
IDDIQNMWIR 346-355
YTAFPDAYKPENIK 359-372
DINEWISGNSTYNIK 384-398
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Fig. 5  Reactivity of MoAb B3, D4, E5
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Fig. 6  Western blotting using MoAb B3, D4, ES5;
M is “WIDE-VIEWTM Prestained Protein Size
Marker II(Wako) 7, and lane 1 is crude purified

recombinant a-toxin.



