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A Further Challenge to Fluorogenic Derivatization-HPLC Method!
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Hair mercury analysis with cold vapor - gold amalgamation - atomic absorption spechometry
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Y. Takegawal 0 0 0 O O [1J 0 O Glycopeptide profiling by using a zwitterionic type of hydrophilic-interaction chromatog-

raphy/electrospray ionization ion trap mass spectrometry
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30 17th International Mass Spectrometry Conferencél 2006.8/27009/1 Czech[

K.Kanda O OOODODODOODOOO M OOAn Automated Proteomics Platform by On-line 2D-nanoLC/LIT-
TOFMS Information Acquisition Techniques

0 Summaryl The challenges of comparing
human serum proteins between the patient
and healthy individuals lead to discover novel
disease markers. However, to identify these
markers require a platform, which is automat-
ed and efficient for the comprehensive analy-
sis of human serum. In this study, we estab-
lished fully automated system of on-line

2DnanoL.C/LIT-TOFMS, which the data pro-
cessing protocol called Information Based
Acquisitionl IBAOwvas introduced to support
the analysis of complex protein mixtures.
Here, we evaluated the performance of this
system, whether it achieves to increase the
identification number of unique proteins auto-
matically from human serum.

Y. Sasakura 0 0000 00O OO OO M O O Identification of the Interacting Protein of Heme-regulated Phos-
phodiesterase from Escherichia coli Using Protein Microarray

0 Summary In our previous study, we have
developed the novel protein immobilization
method for the protein-protein interaction

analyses on the solid surface. Anti-Tag anti-
bod{l AbOwas in advance, immobilized on the
sold surface and tag-fused target proteins

were captured by antigen-antibody interac-
tion. Using this method, the already known
interaction of the heme-regulated phosphodi-
esterase from Escherichia colil Ec DOS[vas
successfully detected on the solid surface.

In this study, we adopted this novel immobi-
lization method to identify the protein inter-
acting with Ec DOS. Ec DOS was immobilized
on the solid surface via anti-Tag Ab, and
E..coli lysate was applied in it. Interacting pro-

MSn Spectral Matching

02006.9/714018 0O0O0O

teins were captured on the surface, eluted
from it, and analyzed by Nano-LC/LIT-TOF
MS. We succeeded to identify GntR, which is
the transcriptional regulator of Gnt operon, as
the novel protein interacting with Ec DOS,
and demonstrated their physiological relation-
ships in vivo. These results suggested that
this method would be useful to clarify the
unknown protein-protein interactions.

K.Deguchil O 0 0O 0 0O I O O Structural Analysis of N-glycopeptides by Using NanoHPLC/ESI-Linear IT-TOF MS and
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cochains from human immunogloblin G
O 1gGO Trypsin and NGF were immobilized on
the single solid surface and used to obtain
peptides and glycochains from IgG, simultane-
ously. Glycochains were labeled with fluores-
cence regent and analyzed by HPLC. Several

peaks corresponding to the glycochains of
IgG were detected. These results suggested
that the simultaneous digestion system, by
immobilized multiple enzyme§l trypsin and
NGFOwould be effective for the rapid struc-
tural analysis of proteins and glycochains.
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USAD

M. Watanab& 00000000000 D OO The Identification of Serum Proteins using Information
Based Acquisition Techniques on Nano-LC/LIT-TOFMS

0 Summaryd This study reports the evalua-
tion of Information Based Acquisitionl IBAD
method on NanoFrontier LD for the identifi-
cation of serum proteins.

1. The repetitive measurement of the human

serum by NanoFrontier LD with IBA
increased the number of identified proteins.

2. A model biomarker added to the human
serum at the patient level was identified by
the repetitive measurement with IBA.

Y.Sasakurd 0 0000000 0O0ODO D OO Sample preparation methods using immobilized proteins prior
to the Mass spectrometry analyses

O Summaryl] The concentration of the target
proteins and the rapid proteolitic digestion
would become necessary for the focused pro-
teome analyses using Mass spectrometry
0 MSO In this study, we adapted the protein
immobilization techniques to develop these
sample preparation methods.

First, a method to capture the interacting
protein was constructed, Target protein was
immobilized on the solid surface via anti-Tag
Ab, and clued lysate was applied in it. Inter-
acting proteins were captured on the surface,
eluted from it, and analyzed by Nano-LC/LIT-
TOF MS. We succeeded to identify the novel

protein interacting with model protein, and
demonstrated their physiological relationships
in vivo. These results suggested that this
method would be useful to clarify the
unknown protein-protein interactions.

Second, protein digestion system using immo-
bilized enzymes was developed. We con-
structed the reaction unit for the micro-scale
sample convection on the enzyme-immobi-
lized solid surface. Proteins were digested
using this unit, and successfully identified by
MS. Glycopeptidase F] NGF[] an enzyme that
cleaves N-glycans from glycoproteins, was
also immobilized and used to remove the gly-
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HIt@OOODOOOOODOO OO Structural Analysis of O-Glycopeptides Employing Negative- and Posi-

tive-lon MS" Spectra Acquired by nanoHPLC/ESI-Linear lon Trap Time-
of-Flight Mass Spectrometer

0 Summary Recently, we reported that MS'
spectral matching simply based on correlation
coefficient calculations between positive/nega-

tive-ion MS" spectra is useful and applicable losses of a fucose and a sialic acid, and there-

to the structural assignment of PA N-glycans fore, they were useless for the structural 80
and N-glycans binding to peptides without assignment of O-glycans. In the negative-ion i
releasing them, enzymatically or chemically. mode, the CID MS’ spectra of O-glycopeptides

In this presentation, this approach is extend- showed a relatively abundant glycoside-bond 60
ed to the structural assignment of Oglycan of cleavage between the core Nacetylglu- i
glycopeptides. This direct assignment method cosaminél GIcNAc[and serine that yields

of O-glycans is particularly suitable for O-gly- deprotonated C3-type fragment ions of O-gly- 2 < 40 2
copeptides which is still missing a versatile can. The structure of sLex oligosaccharide < 5 -
enzyme like PNGase F for N-glycopeptides. was simply assigned by comparing the CID < | a oo 2 Y _1, o |
Experiments were performed by using a MS’ spectrum derived from the C3-type frag- 53 | ,?% = I “‘ = £ é _ ‘f 20
Hitachi NanoFrontierL system consisting of a ment ion with the CID MS’ spectra of the “:T ‘H I 2 ‘\‘ I m 3] “\ i
capillary HPLC and an ESI-Linear IT-TOF  sLex and sLea standard§l i.e,, negative-ion i ,\ 5‘“‘\‘,"“/ Jiy ) ;"\M“\L‘
MS. The samples used were synthetic O-gly- MS" spectral matchingd The amino acid T | . °
copeptides binding a sialyl N-acetyllac- sequence of the peptide including the glycosy- w w w w w w

tosaminél 3'-SLN[Cand a sialyl Lewis Xl sLex[] lation site was determined from the MS’ spec- 0 20 0 *0 min % 100 120

The samples were dissolved in water/acetoni- trum in the positive-ion mode.

trile. Flow rate was 200 nL/min. MS" spectra
were acquired varying CID gaifnl energylin
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