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Small scale Immunoglobulins
Common *M - Transferrin

proteins | Alkaline phosphatase

oo Troponin

Larger e e B P
scale CLLLLLLLLILLL L L s [nsuling 20 pmol/ ;20 fmol/ml

Parathyroid hormone
Sub-pM region difficult to access using

” proteome-wide approaches TNF

100 1’000 # proteins
Adapted from K. Rose in

Nature Encyclopedia of the Human Genome, Macmillan, Vol. 3, pp 435-439, 2003 ReneProt
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_ intermediate
tissue compartment

pathologic events Csf
synovial fluid )

proximity to disease

Accessability —

concentration of analyte  eEee——
proteolytic processing —

Adapted from: Peptidomics in Drug Development, 1996, ECV




Adapted from: Peptidomics in Drug Development, 1996, ECV
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Sequence Coverage of APOLIPOPROTEIN A-1V obtained by LC/MS/MS
analysis of 14kDa band isolated from the SELDI experiment.

1 MFLKAVVLTLALVAVAGARAEVSADQVATVMWDYFSQLSNNAKEAVEHLQ

51 KSELTQQLNALFQDKLGEVNTYAGDLQKKLVPFATELHERLAKDSEKLKE
101EIGKELEELRARLLPHANEVSQKIGDNLRELQQRLEPYADQLRTQVNTQA
151EQLRRQLTPYAQRMERVLRENADSLQASLRPHADELKAKIDQNVEELKGR
201LTPYADEFKVKIDQTVEELRRSLAPYAQDTQEKLNHQLEGLTFQMKKNAE
251 ELKARISASAEELRQRLARLAEDVRGNLKGNTEGLOQKSLAELGGHLDQQV
301EEFRRRVEPYGENENK QKLGPHAGDVEGHLSFLEKDLRDK
351VNSFESTFKEKESQDK




control patients
30 plasma samples
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+/- Immuno-
Depletion*
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Control Case pool
pool

AD patients
30 plasma samples

* removal of haptoglobine, IgA,
IgG, albumine, anti-trypsin, and
serotransferrin

I L

10 10

Control Case pool
pool




12 peptides from 8 proteins — Leading candidate biom arkers of AD
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Evaluation of Leading Candidates by Immunological-B ased Techniques
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Phase 1 Comprehensive discovery of mod sites (p$ar,and pTyr)

Phase 2 Further Assessment using In vitro system

Phase 3 New reagents and concepts (Peptides, Amdyd andem Mass Tags)

Phase 4 Design of animal model for validation adrBarkers and Drug Targets

Development of transgenic
mouse animal models

SDS-PAGE of
purified PHF-tau




Phase 1 Recap of data presented at Siena 2002
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91.4% sequence coverage of full length Tau based on LC/MS/M&ta

Phosphorylated residues identified by LC/MS/MS (also foungbreviously by
MS/MS)






Discriminating fragment ions present in MS/MS data
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The Impact of Mass Spectrometry on
Alzheimer’s Disease Research
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