E-EPMIRICEIBREEEOHEST LT

RIS ERE Clostridium perfringens DEERIREIZEE T 5813

BXEET #AF XK. RABXE =7 EF
EIPK - T BF KA

AMFZEIL, Clostridium perfingens OiGEZH % H
1 & LTI, Rk 17 1Y, AR 2l S E
T 512 OISBE TP FEE AV CTRINE T 72,
Wk 18 - 21 AFFELE, AR UWT D a RE X —F
v hEL, AL T A ZHWRTEIT 720

\Z, Clostridium perfingens E5#£127> b D « 738 DFEH,

K 2 BB TR R o R OMERL, fHfx
aFHED LCIMSIMS % FWZ[FIE, Mz o I
£ 5EF ) 7 u = NAHURONERE 2T o T, AR
1%, ZORBLZ o FEHRDOIERD LHURDIER E CTD
WA s+ 2,

1. #E

C. perfringens (Clostridium perfringens) 1%, 5
BN, HEREARRIIRS ML, amRaind
& U CHix OFREARIZ LY A~E BTSN
DALY LG EO T TH D, AEIT
b MOREYYE S LT, BPE, U ABYE, (bR
RGN %%LT:JS U T DOETIRIFRFI1E AT
HThD, IbI, EOTEICR L THE
ﬁﬁ@@%ﬁ%%l%t_ﬁf:&), ZDOTRRVARE S E
BRI TS, AEOHIHEIZIL, s 8
THHTETH D PCR (polymerase chain reaction) %5
MDD, ZHHDOFEITELEDOE S, KD
TSRO BTN D YA, —J5C, YA
REZR SRR TIET =T 8 R U U G0
—H#D A MEOLB SR LD, £z, C
perfringens ® A Bl A& D REMNEAT HHETH
% a AR RNETH Y, [FINERER Z &
DR & 72 D,

AWTETIE, Bn A Edf e VT o 5k
EREAET D Z L THURZERL, BROIaTE
FOURZAFD 2 & CRTED DR 7 oA ) Tk
DL HNET D,

2. ER
2-1. HURIER
2-1-1. BIZ T O

C. perfringens I3, I BIRFAEMALFR G ST
B R EE 1 435 ST AR S IR
T2 C. perfringens GAI 94074 #k & L 7=,

C. perfringens @ o HBHRIZHY T 2BE 1%
Table 1 (TR L7277 A ~—MI06, MI04 % FHT
PCRIZ X VIR LT, 1504 7- PCREEMIL, 7V R
ZNASAF Ly NP ERWTEID LR L,
Wizard®SV GEL and PCR Clean-up System  (Promega)
IR Vi L7,

2-1-2. ##Z 7T 23 FOMER
F5#L 17~ DNA It & pET100/D-TOPO 2 & —
(Invitrogen) % J&4A L, E. coli TOP10 Competent Cells
(Invitrogen) (2t — k3 a v 7 IS CEGA LT,
Z OFHA Z F{A % ampicillin &4 O LB FERFHIIZ G
fil, 3TCT—HEEE L=, Bl LIzan=—Zxf
L, T71 774 ~— (Table 1) #fH\=PCRIZLD
A7V == 72T, Bt R LTcan=—% LB
HEMCCHEE L7z, 54814, Wizard®SV GEL and SV
Minipreps DNA purification System (Promega) % >
TTTAI REHIHL, iz 77 A KT 2 —
ot Y
2-1-3. M F LRI BDORE

Table 1 Primer pairs for « - toxin and T7 fragment
Fragment Primer Primer sequence (5’-3") Tm (C) Size
o OXiMN MI06 CACCTGGGATGGAAAAATTGAT 65.6 1117 bp
MI04 TTATTTTATATTATAAGTTGAATTTCCTGA 58.6
T7 fragment T7-F TAATACGACTCACTATAGGGGAATTG 61.9 1399 pb
T7-R TAGTTATTGCTCAGCGGTGG 62.7
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Fig. 1 Amplified « —toxin DNA and T7
fragment ; M is “Marker4 (¢ X 174/Haelll digest)”,
lane 1 is amplified DNA using MIO6—MIO4 primer pair,
and lane 2 is amplified DNA using T7 F-R primer pair.
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Fig. 2  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 sample
using M is “Molecular Weight Marker, High Range
(Wako)”.
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Picture 1 Picture 3

Picture 2
Fig. 4 Purification system; picture 1 indicates
fractions for wash, picture 2 indicates fractions of 50
picture 3 indicates
fractions of 80 mM imidazole concentration at which
only the protein of interest was eluted.

mM imidazole concentration,
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Table 2 Identified & —toxin peptides by LC/MS/MS
M atched peptides sequence O bserved position
IDGTGTHAMIVTQGVSILENDLSK 33-56
NLEILK 65-70
ENMHELQLGSTYPDYDK 71-87
NAYDLYQDHFWDPDTDNNESK 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
IDDIQNMW IR 346-355
YTAFPDAYKPENIK 359-372
DINEWISGNSTY N IK 384-398
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Fig. 5 Reactivity of MoAb B3, D4, ES
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Fig. 6  Western blotting using MoAb B3, D4, E5; M is

“WIDE-VIEWTM Prestained Protein Size Marker I
(Wako) ”, and lane 1 is crude purified recombinant o
—toxin.
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