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The Sructure ldentification of rLTB by HARLC - MS
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ABSTRACT :Aim The correctness of the primary gructure of recombinant heat - |abile enterotoxin B was identified by
liquid chromatography/ dectrogray ionization mass ectrometry. Methods L TB in DS - PAGE gd was digesed by
trypsn ,and its peptide finger mgpping was prepared by inproved HR.C - MS methods. By anayzing peptide finger mep-
ping ,the primary gructure of . TB was identified. Results Theoretic and actud primary sructure of LTB is congdent.
Conclusion Inproved HALC - MS conditions were gable. The sengtivify of MS was increased. Whole amino acid =

guence of proteins were detected.
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(heat - lahile enterotoxin, B: 800m 200m :
LT) (enterotoxigenic E. coli , img- m ™t 1100
ETEC) , AB HR.C/ 1946B :
, A GIP ADP
- B ES (
GVl - Agdlent ) Zorbax 300B-Cg (1 m,2. Imm
, A : [ x 150mm) ; Zorbax 3008B-Cig (51 m,2. 1mm x
LT B (LTB) , 12.5mm, Adilent )
, ) 1.2
, 2] 1.2.1 DS- PAGE 15 % ,
80 , 5% ,ILTB g, 80V ,1h,
, 65V ,3h
1.2.2
(electrogpray ionization , ESI) , ESI ; 1
: 50 % ,50mrmol - L™t NH;HQO3 :
HR.C , 250r/ min,20mn ,
(M9) 70 ,30min 2Q |
(3] : HR.C - MS 2@l 50mmol-L™' NH4HOO, , , ,
, 37 18h 2|
DNA LTB 1.2.3 HR.C - MS 1.3.2
' 0.4%m
, ILTB (] HR.C : A B; B 0%
-60 % ,25min; ; 40 ; 0.
(4] (peptide mepping) 25m/min; 11 ; 210nm
, ,12 1/ min; ,
, 40Pa; , 350 ,4 000V ;m/ z
' 50 3000; , 120V
, 0.20Da; 0.97s
(5] ’ 2
, 2.1 oTB DS- PAGE LB
(ESI- M9 , ,
) , ,PS- PAGE LB
ESI - MS [l , 1 LB 14100, 1
, HR.C- MS , LB HR.C LTB, 86 % LB
HRLC/ MS LB 6 7
LB , 1.2.2
2.2 LB TPCK
1
K(Lys) R(Arg)
1.1 (TFA) , LB
( TEDIA ) ; 2, 124 ,
18.2MQ ; [( TPCK ) Pomeg 16 ,
]:LTB( , 011205) 17 2 Ti.17 17

A:1 000m
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1 marker 2 51TB
1 LTB 15 % DS- PACE
Figl 15% DS- PAGE analysis o purified rL TB protein
i T Ts
NH; - MNK VK ,CWLFTALLSS. YAHGARQTITH.CSEYR ,NTQI
Ty Ts Ts T7
YTINDK 4 ILSYTESMAGK 4R 4 BMVIITFK 4, SGETFQV EVPGQHID
Tg To Tio Tu Tz Tz Tu Tis
DK LK LAIER ,MK ,DTLR L ITYLTETK , IDK ,L OVWNNK ,TANS
T Tz

IAAISVIK 4N - OOOH tmin
A TFA LB B TFA
M,K,R Ti.17 A

LB C LB D

2 LB
Fig2 Amino acid sequence chain o rL TB and peptide

3 iLTB

o Fig3 Peptide mappings o rL TB with two different mobile phases
fragments by trypsin digestion

2.3 HR.C - MS 1 HR.GMS LB
, TFA (A 0. Tab 1 Mases and assighment o tryptic rL TB peptides observed by HPLCG-MS
1%,B 0.085%) , (mess U) (mess U)
TFA ESI ) T 391.2 391.3 0.1
3 3A 3B TFA Tz 245.2 245.1 -0.1
A Ts 3250.6 3250.6 0
’ Ts 1208.6 1208.8 0.2
, 3B Ts 1198.6 1198.6 0
3C 3D (A Te 174.1 174.2 0.1
01%B8 0.1%) TEA Ty 979.5 979.3 -0.2
Ts 2073.0 2073.2 0.2
3C T 146.1 146.1 0
3A , T 487.3 487.3 0
3D Tn 277.1 276.9 -0.2
T 503.3 503.6 0.3
2.4 LB 3D Tis 9%7.5 97.5 0
, 1 Tu 374.2 373.9 -0.3
L TB Tis 875.4 875.2 -0.2
T 1131.6 132.1 - 0.5

! 1 ! T 132.1 132.1 0
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