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1
Table 1~ Composition of lysis solution
Composition
Ne- Urea/ mol/L. Thiourea/ mol/L CHAPS/ % NP-40/ % DTT/ mmol/L Bio-lyte/ % IPG buffer/ % Tris/ mmol/L
A 8 / 4 / 65 0.5 / /
B 9 / 4 / 65 0.5 / /
C 8 2 4 / 65 0.5 / 40
D 8 2 4 / 65 / 0.5 40
E 8 2 4 1 65 / 0.5 40
1.4.2 SDS-PAGE 8 1000
8% SDS-PAGE ~ 3000 Da 0.7
1.4.3 9 0
1.5 carbamidomethyl-Cys Other Firmicutes
Remote Capture2.2 Gel-Pro M+H ©  Monoisotopic
Analyzer PDQuest 7.3 ’
1.6 2.1 4.0718
1.6.1 Fernandez 5
' Gharahdaghi " B A
1.6.2 MALDI-TOF 1 1pL 1 PDQuest 7.3 A
9uL CCA 0.1% TFA 120 B 174
50% ACN 1pL 10 ~ 130kD pH4~7 130kD
2 ABI pHS 65kD
Voyager-DETM STR pl 3.4 pl4.2~4.5 pI5.1~6.0 pl7.2~8.3
20kV N, 337nm A B 43
500ns 4% 1077 Torr 2.2 MALDI-TOF-MS
50
2-A 5
1.7 MALDI-TOF-MS
ExPASY 2-B
Mascot Peptide Mass Fingerprint SWISS-PROT
M/KD
] F e g
. -
o 2 |
L0pl >

1 Lysis C Lysis D
Fig. 1

pl

Bt 4.0718
The 2-DE maps of 1CPs from Bacillus thuringiensis strain 4.0718 prepared by Lysis C and Lysis D

A. Preparation of ICPs from Bacillus thuringiensis strain 4.0718 using Lysis C B. Preparation of ICPs from Bacillus thuringiensis strain 4.0718 with Lysis D.
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3 10p1
2 Bt4.0718 gel spot 1
Fig.2 2-D electrophoresis pattern of ICPs from Bacillus thuringiensis strain 4.0718 A and Peptides mass fingerprint of spot 1 B
2.3 MALDI-TOF-MS-PMF 2 2 3 4 1
1 5 CrylAc
2 Bt4.0718
Table 2 Proteins from ICPs of Bt4.0718 identified by MALDI-TOF-MS
Spot No. Protein name Database accession No. Peptide matched Mass/Da pl Peptide masses Residue
1 Cryl Ac Swiss-prot P05068 19 134160 5.03 1238.16 182 ~ 192
23% sequence coverage
1285.20 199 ~ 209
1039.16 210~ 217
2179.17 235~ 253
1901.09 266 ~ 281
2197.10 293 ~ 311
1204.27 350 ~ 360
2149.07 404 ~ 423
1145.17 450 ~ 458
2118.10 459 ~ 478
2211.10 479 ~ 500
1704.18 512~ 526
1827.15 754 ~ 768
2098.21 861 ~ 879
2606. 16 942 ~ 965
1304.22 966 ~ 976
1425.13 995 ~ 1006
1956.15 1007 ~ 1023
5 Cry2Aa Swiss-prot. P21253-00-00-00 8 71097 8.20 1164.75 96 ~ 104
15% sequence coverage
1410.77 113~ 125
1843.79 190 ~ 206
1915.30 218 ~ 232
1492.57 413 ~ 424
1067.91 425 ~434
1768.51 435 ~ 448
1058.54 462 ~ 470

3

3.1
1994  Marc Wilkins  Keith Williams

1995 2
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Analysis of insecticidal crystal proteins from Bacillus thuringiensis strain 4.0718 through
two-dimensional gel electrophoresis and MALDI-TOF-Mass spectrometry

SONG Sheng XIA Li-qiu HUANG Jiang-li SUN Yun-jun DING Xue-zhi”
Microbiology Key Laboratory Hunan Normal University ~Hunan Province Changsha 410081 China

Abstract The present study analyses the insecticidal crystal proteins ICPs from Bacillus thuringiensis strain 4.0718
through two-dimensional electrophoresis and matrix-assisted laser desorption ionization-time of flight mass spectrometry
MALDI-TOF-MS . By comparing and optimizing the composition of lysis solution the volume of sample loading and the
protocol for isoelectric focusing a well-focused 2-DE map with high resolution and reproducibility was achieved for the
first time. And after an tryptic enzymolisis and a test of part of protein spots by means of MALDI-TOF-MS the peptides
mass fingerprint PMF  was obtained and by referring to Swiss-Prot  CrylAc and Cry2Aa contained in Bt 4.0718 were
identified with their molecular weights 134160 Da and 71097 Da respectively.
Key words Bacillus thuringiensis Proteome Two-dimensional gel electrophoresis Insecticidal crystal proteins MALDI-
TOF-MS
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