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Abstract
Herein we describe a platform for degradomic-peptidomic analyses. The human blood peptidome
was isolated through application of AC/SEC, which enriched its components by >300-fold. The
isolated peptidome components were separated by the long column HRLC providing a peak capacity
of ~300 for species having MWs of up to 20 kDa. The separated species were identified by the FT
MS/MS-UStags sequencing method. We identified >200 peptidome peptides that originated from 29
protein substrates from the blood plasma of a single healthy person. The peptidome peptides
identified had MWs range of 0.5–14 kDa and identifications were achieved with extremely low (near
zero) false discovery rates through searching the IPI human protein database (~70,000 entries). Some
of the peptidome peptides identified have mutations and modifications such as acetylation,
acetylhexosamine, amidation, cysteinylation, didehydro, oxidation, and pyro-glu. The capabilities
described enable the global analysis of the peptidome peptides to identify degradome targets such
as degradome proteases, proteases inhibitors, and other relevant substrates, the cleavage specificities
for the degradation of individual substrates, as well as a potential basis for using the various extents
of substrate degradation for diagnostic purposes.

INTRODUCTION
The human degradome (1) contains more than 500 proteases (2) responsible for protein
degradation to control protein quality and functions. Aberrant degradation of proteins is
associated with pathological states such as tumor progression, invasion, and metastasis (3).
Protein degradation products, embracing intracellular and/or intercellular peptides, make up
the peptidome. The peptidome has been previously explored for clinical diagnosis purposes
(4) due to the expectation that the peptidome is a result of both physiology- and pathology-
related proteolytic activities.

Human blood is attractive for diagnostic purposes as it is easily sampled. The use of blood
peptidomics for diagnostic purposes, however, is controversial. The major issue is whether the
peptidome peptides, the targets of blood peptidomics studies (5–10), is of practical value for
the clinical diagnosis of disease due to potential issues with the stability of its components
(11), and thus issues associated with sample collection, processing, storage, etc. However, a
key fundamental issue is whether the blood has detectable peptidome-degradome that can in
fact reflect changes due to the perturbations introduced by specific disease states since most
blood peptidome peptides reported (5–10) are products from the degradation of common blood
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proteins. If such a distinctive degradome does exist, then we believe it should be feasible to
develop suitable controls, sample handling and processing, etc. to enable blood degradome
peptidomics analyses that could potentially identify more effective targets (including proteases
and relevant protease activators and inhibitors, and their substrates) for both diagnostic and
therapeutic purposes.

A key step in this direction is the capability for global peptidomic measurements to obtain an
unbiased view of the degradome. The most broadly applied MALDI-TOF MS and SELDI-
TOF MS platforms, mainly previously used for “top-down” analysis of the blood peptidome
(5), provide only limited coverage. For example, to date only ~40 proteins in total [compiled
from 27 publications (5–7,9, and references therein)] have been reported as human blood
degradome substrates. LC-MS/MS approaches used for “bottom-up” proteomics analysis
(12), have also been applied to study the blood peptidome (13), enabling identification of many
blood peptidome peptides. The peptides identified are generally of the same size range as found
by bottom-up measurements, and it is difficult to evaluate the confidence of peptides identified
as false identification rates were not reported (13).

To date no LC-MS/MS approach optimized for the global analysis of the blood peptidome and
its larger peptides has been reported. LC-MS/MS challenges include the larger size of
peptidome peptides, and obtaining high LC efficiency for separation of the large peptides. Also
problematic is the use of conventional methods for identification of the larger peptides (e.g.,
with charge states of >+3), and effectiveness remains uncertain for MS/MS identification of
peptidome peptides in searching against large protein databases (e.g., the IPI human protein
database contains ~70,000 entries) without the use of specific “enzyme rules”, although such
concerns are well-recognized (14–16). While only slow progress his being made in the
development of “top-down” proteomics approaches (17), peptidomics is more practical due to
the intermediate and more modest size range of constituents.

Recently, we described a high-resolution FT MS/MS-based approach for degradome analyses
(18) that combined efficient and high-resolution LC (HRLC) separations and FT MS/MS
(19) with the UStags method for confident identification of the peptidome peptides (20). In
this study we apply AC/SEC approaches for depletion of abundant blood proteins (21) and
enrichment of the small to medium size blood plasma peptidome components in conjunction
with de novo sequencing for identification of peptidome peptide modifications and mutations
(22). We demonstrate that this integrated AC/SEC-HRLC-FT MS/MS-UStags strategy
provides efficient isolation and separation of the blood plasma peptidome and confident
identification of both small and large peptidome peptides, both with and without modifications
and mutations. The present work is a prelude to a broader study of blood plasma for early-stage
breast cancer patients providing new degradome insights, and a potential spur for the
refinement of clinical sample processing approaches and much broader study scope needed to
evaluate the true clinical potential of blood plasma peptidome measurements.

EXPERIMENTAL PROCEDURES
Isolation of the human blood peptidome using AC/SEC

The human plasma used for estimation of the AC/SEC-LC-FT MS/MS-UStags platform was
obtained from a single, healthy volunteer (Stanford University School of Medicine, Palo Alto,
CA). Approval for the conduct of this study was obtained from the Institutional Review Boards
of the Stanford University School of Medicine and the Pacific Northwest National Laboratory
in accordance with federal regulations.

The plasma sample was first depleted of its 12 abundant proteins using a 12.7 × 79.0 mm IgY12
LC10 AC column (Beckman Coulter, Fullerton, CA) on an Agilent 1100 series HPLC system
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(Agilent, Palo Alto, CA) according to the manufacturer’s recommendations and previously
described method (23). Isolation of peptidome was accomplished using a Superdex 200 10/300
GL SEC column (GE Healthcare, Piscataway, NJ) and an Agilent 1100 series HPLC system
equipped with a UV detector. The SEC column was calibrated with various sizes of standard
proteins (Sigma-Aldrich, St. Louis, MO), including E. coli beta-galactosidase (464 kDa), rabbit
phosphorylase (97 kDa), bovine serum albumin (66.43 kDa), bovine carbonic anhydrase (29
kDa), bovine beta-lactoglobulin (18.4 kDa), and bovine cytochrome c (12.4 kDa). Based on a
calibrated elution time, 12.5 mg (protein content) depleted sample (i.e., the AC flow through
fraction) was separated and species <20 kDa were collected, denatured for 1 h at 37 °C with 8
M urea, and diluted to 1.3 M urea with 50 mM NH4HCO3 (pH 8.0). The resulting solution was
concentrated in Amicon® Ultra-15 filters (3 kDa nominal MW limit, Millipore, Billerica, MA)
followed by buffer exchange to 50 mM NH4HCO3 (pH 8.0). The isolated peptidome
component content was determined by BCA assay (Pierce, Rockford, IL), which indicated
~600 μg of the denatured <20 kDa species were obtained from a 12.5 mg depleted sample after
SEC and cleanup steps.

HRLC-FT MS/MS experiments
HRLC was performed on a 100 cm × 100 μm i.d. LC column containing C4-bonded particles
(3- μm, 300 Å size, Sepax Technologies, Inc. Newark, DE) using a 20,000-psi LC system
(19). The sample (2.3 μg/μL) was injected onto the LC column, and separated with a gradient
generated by replacing mobile phase A (acetonitrile/H2O/acetic acid, 10:90:0.2, v/v/v) with B
(acetonitrile/isopropyl alcohol/H2O/acetic acid/trifluoroacetic acid, 60:30:10:0.2:0.1, v/v/v/v/
v) in a static mixer at a constant pressure of 13,000 psi.

An LTQ-Orbitrap mass spectrometer (Thermo Fisher Scientific, San Jose, CA) was used for
analysis of the LC eluent. The heated capillary temperature and spray voltage were held at 300
°C and 2.0 kV, respectively. The FT MS and FT MS/MS data were collected with AGC targets
of 1×106 and 3×105, respectively. Spectra were acquired at a 60K resolution, using a survey
scan with 400 ≤m/z ≤ 2000 followed by FT MS/MS of the 5 most intense ions from the survey
scan (monoisotopic precursor selection not enabled). FT MS/MS employed an isolation
window of 3 m/z units and 35% normalized collision energy for CID. Dynamic exclusion was
enabled with no repeat counts, using a mass window of ±3 m/z units and a duration cycle of
30 s. FT MS and MS/MS measurements with 1 and 3 micro scans were selected, respectively,
for two HRLC-FT MS/MS analyses. Mass calibration was performed according to the method
provided by the instrument manufacturer.

Data analysis
Both database searching-UStag and de novo sequencing-UStag methods were employed for
FT MS/MS identification of the human blood peptidome peptides from the IPI human protein
database, and are described in the Supplementary Notes.

RESULTS
Effectiveness of AC/SEC for isolation of the blood peptidome

Figure 1 summarizes the isolation/separation performances for blood peptidome components.
The combined AC/SEC approach enriched peptidome components ~330-fold [i.e. 1/(6% ×
5%)]. The IgY12 AC column removed the 12 highest abundance proteins, which represent
94% of the human blood proteins (23). Subsequent SEC using a 20 kDa-cutoff resulted in
isolating ~5% of the protein mass (i.e., 0.6 μg/12.5 μg, see experimental section) from the AC-
depleted sample. Peak tailing across the 20 kDa-cutoff (evident at 280 nm) revealed that some
components with MWs >20 kDa may still be present in the isolated sample.
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Efficiencies of HRLC for separation of the blood peptidome
The isolated peptidome components were separated on a 100-cm packed capillary LC column.
The HRLC-FT MS base peak chromatogram (bottom Figure 1) shows an average base peak
width of ~5 min (see expanded portion of the chromatogram) for components with MWs of 2-
~12 kDa across the separation. Similar peak widths and shapes were also observed for species
up to 24 kDa. We estimated a peak capacity of ~300 (i.e., 1600/5), the LC highest peak capacity
reported to date for such large peptides, and similar peak capacities were observed for 200–
2000 min long separations (data not shown).

Identification of the blood peptidome both small and large peptides
We searched the whole FT MS/MS dataset collected (http://www.ebi.ac.uk/pride/) against the
IPI human database (ftp://ftp.ebi.ac.uk/pub/databases/IPI/), and identified 181 unmodified
peptides (Supplementary Table) for the tested sample. These unmodified peptidome peptides
originate from 24 protein substrates (Table 1). Additionally, we identified 43 peptidome
modified peptides (Supplementary Table) with the UNIMOD modification categories
(http://www.unimod.org/) including acetylation, acetylhexosamin, amidation, cysteinylation,
didehydro, hydroxylation (oxidation), pyro-glu, and mutations (Table 2). The most often
observed were oxidation of Arg, Lys, Met, Phe, and Pro residues, and these oxidized proteins
are the result of either post-translational modifications (e.g., on Arg, Lys, and Pro) or artifacts
(e.g., on Met and Phe). The blood peptidome peptides identified primarily have MWs in the
range of 1000–8000 Da (Figure 2A), and most are >3500 Da and also have identified
modifications and mutations (see below) that were absent in the previous blood peptidome
studies (5,6,13). The much less biased analyses obtained here for various peptide sizes allows
more quantitative characterization of the substrate cleavage specificities (Figure 2B), key
insights obtainable from degradome analyses (described below).

We present examples below of identified blood plasma peptidome larger peptides and their
modified forms not reported using previously described methods. Figure 3A shows a
ADEFKVKID sequence obtained from an FT MS/MS spectrum (and associated mass
uncertainties). The observed sequence is a UStag for apoA-IV (IPI database). The UStag is
constructed by y9–y17 (labeled in the figure) counted from apoA-IV Arg201. The UStag prefix,
measured from the UStag-containing smallest fragment (y9), agrees with theoretical prediction
for the specified protein (i.e., within the mass error tolerance of ≤10 ppm or sequence mass
error of ≤0.005 u). Similarly, the UStag suffix, measured from the difference between the
precursor and the largest UStag-containing fragment (y17), agrees with that predicted.
Agreements for both prefix and suffix of the UStag with the database predictions allow us to
assign the spectrum for apo A-IV Val147-Arg201 has having a MW of ~6 kDa, and with charge
state (CS, z) of 7 for the peptide dissociated.

Figure 3B shows the method for identification of modifications of the peptidome peptides.
QEKQAGE was sequenced and it is a UStag of thymosin beta-4, a small protein [MW 5 kDa,
(24)]. The UStag suffix [105.050 u, determined from the precursor (CS=5), and the largest
fragment] agrees with the predicted Ser. The UStag prefix has a mass shift of 58.002 u from
that of the database prediction. This mass shift can be explained either by substitutions
Ala→Glu and Gly→Asp, or alternatively also by one of 66 combinations of 2 modifications
according to UNIMOD (based upon filtering with a mass tolerance of 0.005 u). Observation
of y37 and y38+O (highlighted) led to determination of Met-oxidation (15.995 u) and
acetylation (42.010 u) that can occur on Lys, Cys, Ser, Thr, Tyr, His, and N-terminal sites
(UNIMOD). Observation of y41+O is consistent with Ser-acetylation protein N-terminal
processing (25). Additional examples of modified blood peptidome peptide identifications are
given in Supplementary Figures 1–5.
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Confidence for blood peptidome peptide identifications
Few previous blood peptidome studies to date have reported false identification rates. The
present results display extremely low (near zero) false identifications for blood peptidome
peptides even using the large IPI human protein database, as determined using a reversed decoy
IPI database (see Supplementary Notes). This is largely attributed to the accurate sequencing
(and molecular mass determinations) of amino acid residues, as illustrated in Figure 3. Not a
single UStag was obtained from the decoy database search, highlighting the extremely low
probability of randomly matching UStags. When UStags obtained were used to identify the
non-modified peptidome peptides, as shown in Figure 3A, additional criteria for the UStag
prefix and suffix masses were applied, which further ensured confident identification. To this
point we have not found the UStags approach to provide false identifications for the non-
modified peptidome peptides, even from the IPI human database. When the UStags were used
to determine modifications and mutations, the proteins were first-pass specified by the UStags
approach. Based on the database predictions, the mass shifts for the modified prefix or suffix
regions were determined by alignment of the FT MS/MS-measured fragments and the FT MS-
measured parent precursors. These mass shifts were assigned as modifications and mutations
according to those listed in UNIMOD, and with manual inspection of spectra for determination
of the site(s) of modification(s) and/or mutation(s) in the UStag-specified prefix and suffix
regions (all FT spectra used for identifications are provided at http://www.ebi.ac.uk/pride/).
The error rates associated with possible uncertainties for the exact sites of modifications and
mutations arising from the manual aspects of the analysis have not yet been determined.

Direct measurement of the degradome substrate cleavage specificity
Determination of cleavage specificity is a key aspect of the degradome analysis, and a complex
procedure has been developed for this purpose (26). In contrast the present approach provides
significant simplicity and precision in characterizing substrate cleavage specificity. As
exemplified in Figure 2B for apoA-IV, the cleavage specificity is directly accessed by counting
the terminal amino acids of the peptidome peptides identified. The Arg201⊥Ser202 is the
major cleavage site where further truncations of the long sequences (e.g., 67-residue sequence
Arg135-Arg210) start towards both N- and C-terminal directions. We note that the cleavage
specificity for individual degradome substrates may be useful for distinguishing healthy
subjects from diseased patients, and needs to be further explored.

Identification of the blood plasma peptidome peptides having MWs of >10 kDa
Figure 4 shows an identification of an 11.5-kDa peptidome peptide originated from inter-α-
trypsin inhibitor heavy chain H4. The peptide, carrying 12 charges and having a signal/noise
ratio of 3.5, can be confidently identified using the method as described for Figure 3A, showing
the method effectiveness for identification of >10-kDa peptidome peptides. Identification of
such larger peptidome peptides can possibly reveal the roles of functional protein domains
(e.g., propeptides, preactivation peptides, etc.) during degradation.

Discovery of protein sequence database errors
Any reference protein database will have errors or differences in protein sequences. We use
β2-M as an example to show the potential for revealing protein database errors. UStag
PKIVKWD was sequenced for IPI β2-M (IPI00004656.2) and its similar sequence
(IPI00796379.1) (see sequences listed at the top of Figure 5). The precursor, however, is 713
Da smaller than the β2-M theoretical sequence, which could not be explained by UNIMOD
modifications, nor by sequence truncations as both b and y fragments were observed (see those
labeled). We then speculated that the IPI β2-M sequence was possibly in error and inspected
IPI β2- M-similar sequence, and found only small b fragments. Alignment of the UStag to IPI
β2-M led to determining a mutation Ile99→Met in IPI β2-M-similar sequence, which produces
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a sequence that agrees with the human B2M gene prediction for β2-M [ref. (27) or SwissProt
β2-M]. With Ile99→Met and disulfide Cys25-Cys80 (28), the precursor and most of the
fragments were explained (see labeled peaks). The spectrum for precursor measurement
(bottom of the figure) additionally indicated the existence of many different β2-M variants
evidenced with β2-M y fragments (see the two spectra inserted). β2-M-Fe were speculated to
be responsible for the serial peaks based on different types of information including the mass
shift of 52.9 Da that agrees with that of Fe3+ →H3+, the reduced MS/MS spectrum quality that
would result from the formation of the complex, and the co-existence of Fe with β2-M (29).
β2-M has been found to be correlated to the clinical course of disease (30) and involved in
cancer (31), however, the relevance of the β2-M different forms remains to be explored.

Identification of complex peptidome mutations
Using TTR as an example, we demonstrate the capability for identifying mutations that have
not been previously reported for the blood peptidome analysis. TTR can have 73 mutations
(32,33). Three TTR variants (Figure 6, top) were found in the sample, and Cys10-cysteinylation
TTR (variant 1) identified has been reported (34). Other two variants (sequences 2 and 3) had
similar UStag sequences (black spheres in the sequences) as variant 1. For variant 2, a mass
shift of 57.02 u was observed for both of the parent molecular ions (see spectrum) and the
b18 and b44 fragments (see MS/MS spectrum 2). We searched the UNIMOD (filtered with a
mass range of 57.020 u ± 0.005 u) with consideration of modifications and mutations, and
obtained mutations Gly6→Ser that has been previously reported (32) and Ser8→Asn, not
reported yet, for explanation of the mass shift prior to Asp18. Using the same method, TTR
variant 3 was determined to have additional mutations, i.e., Ala45→Asp, Gly47→Arg, and
Ala97→Gly, all of which have been previously reported (32). TTR mutations have been
analyzed in study of cardiac and amyloid diseases (32,33), although the origin of the three TTR
sequences identified here remains uncertain.

DISCUSSION
The results shown in Figures 2–6 illustrate that the method described in this work enables
analysis of blood plasma peptidome peptides (with or without modifications) over a larger
molecular size range than previous reports (6, 13). [The peptides reported in ref. (6) have the
similar size range as those from ref. (13).] In fact, the large peptides shown in Figures 3–6 were
missed by the previous studies (6, 13). The identifications were achieved with a near zero false
identification rate, and without requirements for specific peptide termini (“the enzyme rule”).
These features, including the capabilities for identification of the modifications and mutations,
as well as probing the database errors, enable realization of a global analysis of the blood
peptidome for blood degradome study, e.g., the degradome substrate cleavage specificity
(Figure 2B) and the degradome substrate selectivity (not shown here).

More than 200 peptidome peptides that originated from 29 degradome substrates were
confidently identified from the blood plasma of a single healthy person. In a separate work to
be reported later this method has identified ~1000 peptidome peptides from ~70 degradome
substrates from blood plasma pooled from the early-state breast cancer patients (not shown
here). This analytical coverage should be mainly contributed from the AC/SEC-HRLC
isolation and separation efficiency of the strategy that effectively enriched the peptidome by
>300 fold and separated the peptidome components with a peak capacity of ~300. C4-bonded
stationary phase was selected since the SEC-isolated peptidome contained some large species
which were observed from the C4 column, but not from the C18 (3 μm, 300 Å pores) column.
Data collected during sample loading indicated that very few species eluted from the long
column. Any possible losses of small hydrophilic peptides could be minimized, if necessary,
by reducing the organic solvent content in mobile phase A, e.g., from 10% in this study to 5%
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or lower. The use of other (e.g., C5, C8 or phenyl) bonded particles as the stationary phase
may also be an alternative, but needs to be optimized for the peptidome samples to be analyzed.

The blood peptidome peptides were analyzed without subjecting samples to any chemical
reactions during processing. Although the strategy increases the difficulty of identifying some
native peptidome components, it provides a powerful capability for identifying the structures
of naturally occurring peptidome peptides, e.g., sequences linked by disulfides (will be reported
elsewhere). This also reduced the chances of reaction side products (35) from interfering with
the spectral interpretation (20). A concern associated with not inhibiting reactions is the
possible ex vivo proteolysis of the peptides after sampling, which can be solved by addition of
protease inhibitors in the samples prior to sample processing or even during blood sampling.

A preliminary application of this strategy to the blood plasma peptidome of the early-stage
breast cancer patients and matched healthy controls has shown striking differences, including
the degradation performances of the protease system activity, the substrate selectivity, and the
cleavage specificity for individual substrates. Instead of searching for individual peptidome
peptides as the targets for investigation of biomarkers, these data suggest the possible utility
of degradome features constructed through the unbiased, global analysis of the blood plasma
peptidome for diagnostic purposes. The separation and methodology for identification
described here is the basis for our future studies in which large numbers samples of clinical
applications will be able to be rapidly screened using the accurate mass and time tag strategy
(36).

Supplementary Material
Refer to Web version on PubMed Central for supplementary material.
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Abbreviations

FT MS/MS Fourier transform tandem mass spectrometry

UStags unique sequence tags

HRLC high-resolution LC

AC affinity chromatography

SEC size exclusion chromatography

LMW low molecular weight

MALDI-TOF matrix-assisted laser desorption/ionization time of flight

SELDI surface-enhanced laser desorption/ionization

LMW low molecular weight
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Figure 1.
AC/SEC-HRLC isolation and separation of the peptidome components from the human blood
plasma. The plasma elutes through an AC column to deplete the top 12 abundant proteins with
a yield of ~6% for the flow-through fraction. Next, the flow-through fraction is separated
through a SEC column with a yield of ~5% for species cut off by <20 kDa. Finally, the SEC-
isolated components are separated using HRLC with a separation peak capacity of ~300. These
features and experimental conditions are further detailed in the text.
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Figure 2.
The molecular size (MW) distribution of the blood peptidome peptides identified (A) and an
example for the substrate cleavage specificity determined for apoA-IV (B). A) The blue and
red lines represent the blood plasma peptidome peptides identified in this work and a previous
study (ref. 13), respectively. B The sequence encased in red is the signal peptide; the detected
peptides are represented by the yellow curves that start from Glu21, and cleavage specificities
are presented at P1⊥P1′.
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Figure 3.
Examples of using the FT MS/MS-UStags method for identification of non-modified (A) and
modified (B) peptidome peptides. A) The UStag sequenced from the FT MS/MS spectrum is
black color-circled; the UStag-containing smallest fragment (m/z 515.785) is aligned as y8
(m/z 515.786) of the UStag-assigned peptide, and the precursor isotopic peaks agree with those
of the assigned peptide. Black peaks and numbers represent measurements and red, predictions
of the assigned-peptide sequence. B) The UStag sequenced is black color-circled, and the mass
difference measured from the precursor and the UStag-containing largest fragment (m/z
1218.864) predicts the UStag suffix as Ser without modification; the mass difference of the
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UStag-containing smallest fragment (m/z 1026.276) is determined as the result of UStag prefix
Ser-acetylation and Met-oxidation.
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Figure 4.
Identification of an 11.5 kDa peptidome peptide using the method described in this work. The
UStag is black-color circled; the black- and red-colored peaks and numbers represent the
measurements and the predictions from the assigned-peptide’s sequence, respectively. The
peptide identification is completed with the same method as for Figure 3A.
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Figure 5.
Examples of correcting the IPI human database errors and finding complex modifications on
the blood β2-M. Top: Two IPI database sequences for β2-M and a similar sequence; the grey-
colored sub-sequence is the protein signal peptide. The green-colored sub-sequence HLIWAIR
in β2-M does not agree with the measurements from FT MS/MS. The red-colored sub-sequence
TLS and mutation Ile→Met for the β2- M-similar sequence were determined experimentally,
and the sequence black color-circled is the protein UStag. Middle: The FT MS/MS spectrum
provides evidence of potential errors in the β2-M database sequence. Bottom: An FT MS
spectrum and two FT MS/MS spectra show the existence of complex modifications and
truncations on the β2-M sequence. Further detail provided in the text.
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Figure 6.
Examples showing three TTR variants in a human blood sample. From top to bottom: the 3
TTR variant sequences identified (the signal peptide is grey-colored); the LC-MS base peaks
numbered for the corresponding 3 identified sequences and their FT MS measurements (black-,
blue-, and brown-color peaks represent normal sequence 1, variant 2, and variant 3,
respectively); and 3 FT MS/MS spectra acquired for the z = 12 precursors shown in the FT MS
measurements and used to identify the three sequences. Determination of the three variants
containing cysteinylation and mutations is detail in the text.
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Table 2

Modified human blood peptidome peptides and LMW proteins identified using the HRLC-FT MS/MS-UStags
method.

Human plasma protein Modifications

Apolipoprotein A-IV Pro–oxidation

Beta-2-microglobulin Cys–dehydro; Met–oxidation

C1 esterase inhibitor Pro–oxidation; Met–oxidation

Complement C4 Gly–amidation

Complement factor D Cys–dehydro

Fibrinopeptide B Gln–dehydration

Fibrinogen alpha chain Lys–oxidation; Tyr- oxydation Met–oxidation; Phe–oxidation

Inter-alpha-trypsin inhibitor heavy chain H4 Met–oxidation; Arg–oxidation; Phe–oxidation; Ser–acetylhexosamine; Gln–pyro–glu; Ser–
acetylation

Kininogen-α (HMW) Thr–acetylhexosamine

Pigment epithelium-derived factor Met–oxidation

Plasma serine protease inhibitor Arg–oxidation; Pro–oxidation

Plasminogen Pro–oxidation

Thymosin beta-4 Ser–acetylation; Met–oxidation

Transthyretin Cys–cysteinylation
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