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Proteins from human eosinophils were separated bidimensionally and identified by mass spectrometry
(336 spots/bands, 98 different proteins). Of these, 24.7% belonged to the cytoskeleton/migration group.
Highly basic proteins (11.3%) were concentrated in the granule-containing cell fraction. We detected
novel hyperacidic forms of cofilin-1, profilin-1 and adenylyl cyclase-associated protein, and hyperbasic
forms of eosinophil-derived neurotoxin/eosinophil protein X and major basic protein homologue. We
also found evidence of the triglycosylation of the heavy chain of eosinophil peroxidase. In addition,
through comparative 2D image analysis, spot quantification and MS, it was found that hsc70, actin-
capping protein and hyperacidic forms of eosinophil peroxidase heavy chain are overexpressed in cells
from birch pollen allergic subjects, at the peak of a season. The link between these findings and an
increased cellular antigen-presenting capacity and motility are discussed.
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Introduction

Eosinophils are multifunctional cells involved in numerous
inflammatory phenomena such as parasitic infections and
allergic diseases."? They are recruited to inflammatory sites by
virtue of the action of cytokines and chemokines,* where they
participate in the modulation of immune responses through
the release of mediators,* pro-inflammatory cytokines* and
toxic proteins® from their cytoplasmic granules. The main
characteristics of these cells are, in brief, their ability to migrate,
transmigrate, encircle target particles, their high susceptibility
to activation and their cytotoxic and immune-modulating
capacity.

Proteomic analysis allows the comprehensive description of
the protein composition of cells and physiological fluids and
its changes in disease conditions or upon treatment with
drugs.® Under conditions allowing a good resolution, the
combination of isoelectrofocusing and polyacrylamide elec-
trophoresis (2-DE) results in the visualization of a large number
of the different proteins contained in a certain tissue, cell type
or physiological fluid. Even though there is a limit to the
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number of spots that can be separated bidimensionally, this is
compensated by advantages such as the possibility of estab-
lishing both qualitative and quantitative differences in the
protein patterns corresponding to different physiological or
pathological situations, and of detecting proteins post-trans-
lationally modified.

The identification of the proteins and protein forms present
in eosinophils is a necessary step toward the analysis of
differences in their expression during inflammatory situations.
This would contribute to the knowledge of activation mecha-
nisms in general and could lead to defining new markers of
eosinophil activation. No study of the proteins present in
eosinophils has been reported to date. Work by Levi Schaeffer
et al.” has established differences in the bidimensional patterns
of eosinophil protein expression under the effect of tumor
necrosis factor-a, granulocyte macrophage colony stimulating
factor and a human mast cell line extract. Their isoelectrofo-
cusing (IEF) covered the range 3.5—8.5, and no proteins were
identified presumably because the amount of material available
was insufficient, and this was the reason to increase detection
sensitivity by using metabolically labeled eosinophils. In ad-
dition, a comparative proteomic analysis of eosinophils from
the peripheral blood of subjects with atopic dermatitis has
shown an increase in the expression of 51 proteins when
compared with healthy controls.® These proteins cover a variety
of functions such as signaling, regulation of metabolism,
apoptosis and inflammation.

During allergy, changes are likely to occur all along from
eosinophil maturation at the bone marrow through priming
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and degranulation at peripheral blood level followed by recruit-
ment to tissues, activation and, finally, apoptosis.® These events
will inevitably be reflected in qualitative and quantitative
changes in cellular proteins. A number of eosinophil functions
have been reported to be altered at peripheral blood level in
inflammatory conditions. During pollen allergy and/or asthma,
migratory responses are increased,' there is a greater propen-
sity to secrete granule proteins,'™"'? piecemeal degranulation
takes place,'® adhesion to ICAM-1/VCAM-1 is primed,'* the
expression of CD9 and CD11b is increased,'® and oxidative
metabolism is affected.'®!” Therefore, studies of the protein
composition of peripheral blood eosinophils and the changes
elicited during inflammatory disorders such as allergy are likely
to provide relevant information about alterations in course
before transmigration and tissue localization as well as those
in cells returning to the bloodstream from the lymphatic
system.

The present study reports in the first place the identification
of a number of proteins present in eosinophils and their
subcellular fractions, among which we have detected some
protein forms yet undescribed. Second, we performed a
comparison of the proteomes of eosinophils from control and
birch pollen allergic individuals which showed some significant
differences. Some of the differentially expressed proteins were
identified, and the possible functional implications are discussed.

Materials and Methods

Reagents. Immobilized pH gradient strips (p/ 3—11, non-
linear), DeStreak IEF rehydration solution and IPG solutions
were purchased from GE Healthcare (Uppsala, Sweden). IEF
strips pI 9—12, Zoom 2D protein solubilizer, Zoom carrier
ampholytes 9—11 and Coomassie Brilliant Blue G250 stain were
from Invitrogen (Carlsbad, CA). Dithiothreitol (DTT) was
obtained from USB (Cleveland, OH). Sequencing-grade trypsin
was purchased from Promega (Madison, WI). Bradford protein
assay reagent was purchased from Bio-Rad (Hercules, CA).
Percoll was from Pharmacia (Uppsala, Sweden). Both MACS
system and anti-CD16 beads were from Miltenyi Biotec (Ber-
gisch-Gladbach, Germany). Protease inhibitors (Complete) were
from Roche Diagnostics (Mannheim, Germany). All other
chemicals were obtained from Sigma-Aldrich (St. Louis, MO).

Material Collection and Processing. 1. Subjects. Blood was
drawn from an asymptomatic individual on different occasions
within a period of 3 years, with informed consent. Using cells
from the same donor avoids variability due to different poly-
morphisms in different individuals.

For the allergy studies, 5 birch pollen allergic, nonmedicated
subjects with seasonal symptoms of rhinitis (allergics: A;—As)
and 5 healthy, nonallergic blood donors (control group: C;—Cs)
were bled at the peak of the Swedish birch pollen season. The
allergic subjects presented elevated blood eosinophil counts
(340 x 10%/L, range 200—500) compared with the nonallergic
controls (180 x 10%/L, range 100—300) during the period of
pollen exposure, indicating an ongoing inflammatory process.

Ethical approval was obtained from Uppsala University,
Ethics committee, Faculty of Medicine, with the number 98293,
dated September 8, 1998.

2. Cells and Cell Extracts. Eosinophils were isolated from
peripheral venous blood using the magnetic cell separation
system (MACS), as previously described.'® The mean cell purity
was 99.5% (n = 4, range 98.4—100) in the case of eosinophils
from the asymptomatic subject used for the eosinophil pro-
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teome studies, and 99% (n = 10, range 98—100) in the case of
the allergy studies.

Cells were resuspended with 6% sucrose in 10 mM PIPES
(pH 7.2) containing protease inhibitors and processed in either
of two ways: (i) treated with NP-40 (1% (w/v) final concentra-
tion), constituting what is referred to as “whole cell extracts”;
or (ii) disrupted by sonication (15 pulses of 3 s at 20%
amplitude in a sonicator from Chemical Instruments AB,
Lidingo, Sweden). Disrupted cells were centrifuged at 800g for
3 min, at 4 °C, and the turbid supernatant (cytoplasmic
fraction) was layered on a 1 mL cushion of 9% sucrose and
subjected to ultracentrifugation at 200 000g for 1 h, in a 50.4Ti
Beckman rotor, at 4 °C. The liquid above the cushion consti-
tutes the cytosolic fraction. The pellet (membrane-bound
organelles + plasma membranes) was resuspended with 9%
sucrose containing protease inhibitors, after which 1% (w/v)
NP-40 (final concentration) was added.

For the allergy comparative study, purified eosinophils (av.
7 x 105 range 3 x 10° to 11.5 x 10°) were washed with 9%
sucrose in 10 mM PIPES (pH 7.2) and the salt-free cell pellets
were directly solubilized in DeStreak solution (pI range 3—11)
as described below for TCA precipitates.

Protein Isolation. Protein concentrations were determined
by the method of Bradford. Proteins were precipitated with 10%
(w/v) trichloroacetic acid (TCA), left overnight at 4 °C and
centrifuged at 10 000g for 15 min. In the case of membrane
fractions, 1% (w/v) NP-40 was added before the TCA. The
protein pellets were washed 3 times with 600 uL of cold
ethanol/ether (1:1, v/v), centrifuging each time at 10 000g for
10 min. The wet pellets were centrifuged for additional 5 min
to remove the remainder of the ethanol/ether. Pellets were air-
dried for approximately 5 min and solubilized for 4—12 h at
room temperature (RT) with DeStreak IEF rehydration solution
(260 uL) containing 1% (v/v) IPG 3—11 solution, in the case of
pI 3—11 IEF separations; or with Zoom Protein solubilizer 1
containing 10 mM DTT and 1% (v/v) Zoom carrier ampholytes
9—11, for 2 h, at RT, in the case of p/ 9—12 IEFs.

In all cases, samples solubilized in DeStreak solution (either
TCA precipitates or cells directly solubilized) were stored at —80
°C. Before use, they were sonicated at 10% amplitude for 5 s
and centrifuged at 10 000g for 3 min. The clear supernatants
were used for the bidimensional separations (2-D = IEF + SDS-
PAGE), and the small pellets (IEF rehydration solution-insoluble
material) were kept and analyzed by monodimensional SDS-
PAGE, as described below.

Protein Separations. 1. Monodimensional: Samples (De-
Streak-insoluble material) were suspended in sample buffer [2.5
mM Tris, 2% (w/v) SDS, 10% (v/v) glycerol and 10 mM
dithioerythritol] and heated at 60 °C for 30 min. They were run
on 12% SDS-polyacrylamide gels.

2. Bidimensional: 2.1. pI 3—11. Samples (clear solutions)
to be subjected to IEF contained 200—500 ug of protein in the
case of the proteome studies of whole cells and cell fractions,
or were from salt-free cell pellets containing an average number
of 7 x 10° eosinophils (range 3 x 10° to 11.5 x 10°) in the case
of the allergy comparative study.

IEF separations were carried out on 13 cm long pH-gradient
strips (3—11 NL). Samples (240 uL) were loaded by in-gel
rehydration at RT, for 14 h. IEF was carried out on an
EttanIPGphor IEF unit (Amersham Biosciences), at 20 °C, using
the following program: 50 V for 4 h, 0—1000 V (gradient) for
3 h and 8000 V up to 32 000—40 000 Vh. Each focused strip
was equilibrated first with 2.5 mL of a solution containing 6 M
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Figure 1. Bidimensional protein maps of eosinophil whole cell extract (A and C) and membranous fraction (B and D). (A and B) first
dimension, IEF p/ 3—11; second dimension, SDS-PAGE (14% gels), (C and D) first dimension, IEF p/ 9—12; second dimension, SDS-
PAGE (4—12% gradient gels), Molecular mass markers are indicated on the left-hand side of each picture, in kilodaltons (kDa). The p/
3—11 separations illustrated (A and B) are 2 out of a total of 6 (see Supporting Information Figure 1).

urea, 30% glycerol, 50 mM Tris-HCI (pH 8.8), 2% (w/v) SDS,
10 mg/mL DTT and bromophenol blue (tracking dye), for 10
min, at RT. After removing this solution, a second 10 min
equilibration was performed with 2.5 mL of a solution contain-
ing the same components except for DTT that was replaced
by iodoacetamide (25 mg/mL). Proteins were then separated
electrophoretically in the second dimension by placing the
strips horizontally on 12 or 14% SDS-polyacrylamide gels (200
x 200 x 1.5 mm) that were run overnight at 12 mA per gel.
Standard protein markers (Precision Plus Dual Color, BioRad)
covering the range 10—250 kDa were run alongside each strip.

2.2. pI9—12. Clear samples containing 200 ug of protein in
200 uL of Zoom protein solubilizer 1 plus ampholytes pH 9—11
were used to reswell 7 cm long IEF strips for 18 h, at RT. The
strips were focused at 2000 V for a total of 14 000 Vh and treated
successively with DTT- and iodoacetamide-containing equili-
bration solutions, as described above. The second-dimension
SDS-PAGE was performed in 4—12% precast gels (Nu PAGE,
Invitrogen).

Protein Visualization and Calculation of Parameters. Coo-
massie staining (Bi- and monodimensional separations shown
in Figure 1 and Figures 1—3 of Supporting Information): gels
were fixed for 1 h in 10% (v/v) ethanol—7% (v/v) acetic acid
and stained with Colloidal G-250 Coomassie Blue stain solution
(Colloidal Blue Staining Kit, Invitrogen) for 1 day in order to
achieve maximum intensities and minimize the possible influ-
ence of differences in dye-protein affinities. Excess dye was
washed off with distilled water.

Silver staining (gels corresponding to the allergy studies,
Figure 5) was performed according to a standard, improved
sensitivity protocol.'®

All gels were scanned at 300 dpi in a GS-800 Calibrated
Densitometer (BioRad, Hercules, CA).

Isoelectric point values were calculated according to a 3—11
pH curve provided by the supplier of the nonlinear IEF strips
(http://www.amershambiosciences.com] or considering a linear
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curve in the case of the 9—12 IEF strips from Invitrogen.
Experimental, apparent molecular masses of the proteins were
calculated from the semilogarithmic curves of molecular mass
(logio) versus migration distance corresponding to each of the
gels being analyzed. In the case of gels presenting distorted
areas, the calculation of molecular masses within those areas
may deviate from the correct values by up to 20%.

Image Analysis. The scanned silver stained gel images
corresponding to the allergy studies were sent to the Ludesi
Analysis Center (Lund, Sweden, http://www.ludesi.com) for
professional image analysis using dedicated software. Spot
detection, segmentation and matching followed a strict pro-
tocol to ensure a high level of correctness. Gels were matched
using all-to-all spot matching, avoiding the bias caused by the
use of a reference gel. The integrated intensity of each of the
spots was measured, background corrected and normalized.
Normalization removes systematic gel intensity differences
originating, for example, from variations in staining, scanning
time and protein loading by mathematically minimizing the
median expression difference between matched spots. This
allows a satisfactory quantification and comparison of different
gels. Differential expression of proteins was defined on the basis
of >1.5-fold change between group averages and p < 0.05.
Differences involving at least 4 out of the 5 samples of each
group were considered as meaningful.

Protein Identification by Mass Spectrometry. Protein spots
from Coomassie stained gels were excised, washed two times
with 50 mM ammonium bicarbonate/50% acetonitrile and
once with 100% acetonitrile and allowed to dry. In the case
of silver stained gels, spot plugs were treated with 15 mM
potassium ferricyanide/50 mM sodium thiosulfate, then
washed as described above. The dried gel plugs were then
subjected to overnight in-gel digestion at 37 °C, using 10 uL
of 20 ug/mL sequencing grade modified trypsin (Promega,
Madison, WI) in 20 mM ammonium bicarbonate per gel plug.
Peptides were extracted with 50% acetonitrile/0.1% TFA and
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dried under nitrogen gas in a TurboVap 96 (Zymark Corpo-
ration, Hopkinton, MA) or in a speedvac centrifuge. In-gel-
digestions and extractions were carried out in 96 well
polypropylene microplates (Grainer Bio-One, Frickenhausen,
Germany) using the Ettan Digester (GE Healthcare, Uppsala,
Sweden).

Extracted protein digests were dissolved in 5 uL of 10%
acetonitrile/0.1% TFA and subsequently analyzed by MALDI-
TOF and, in some cases, also by MALDI-TOF/TOF mass
spectrometry. Mass spectra (MS and MS/MS) were recorded
on an Ultraflex TOF/TOF mass spectrometer (Bruker Daltonics,
Bremen, Germany). Samples were prepared as “dried droplets”
on polished steel MALDI target plates (Bruker Daltonics,
Bremen, Germany) using o-cyano-4-hydroxy-trans-cinnamic
acid as matrix.

Monoisotopic peaks were selected and mass spectra were
internally calibrated using trypsin autolysis products, amino
acids 108—115 (MH™: 842.51), 98—107 (MH™: 1045.56) and
58—77 (MH*: 2211.10). Masses of known contaminants were
removed and the identities of the proteins were determined
by searching the peptide mass fingerprint data against
theoretical trypsin digests of human proteins available at the
Mass Spectrometry Protein Database, using the Mascot
search engine.?° Peptide mass tolerance was set to 0.05 Da,
allowing a maximum of one missing cleavage. Carbamido-
methylations on cysteine residues were set as fixed modifi-
cations and oxidation of methionine residues was considered
as a variable modification. A protein was accepted as
identified if its probability-based Mowse score was =60 (p <
0.05). Protein digests that returned either no significant
protein matches in the PMF searches, protein matches with
low sequence coverage or protein matches with a low
number of matching peptides were further analyzed using
MS/MS in order to obtain or confirm identities. MS/MS data
were combined with those from the corresponding MS
spectrum using the software BioTools (Bruker Daltonics,
Bremen, Germany). Mascot MS/MS ion searches were then
carried out using the combined data. Parameters were set
as described above, with the addition of the MS/MS toler-
ance, which was set to 0.7 Da.

Results

Separation of Proteins from Whole Eosinophil Extracts
and Cytosolic and Membrane Fractions. We performed a
series of 2-DE separations (IEF/SDS-PAGE) of whole eosino-
phils as well as of cytosolic and membrane fractions, the latter
including all membranous and membrane-bound material of
the cell. The IEF separations covered the pI range 3—11, and
the second dimension was carried out in 12 or 14% gels that
were run for variable lengths of time in order to improve the
resolution of different sections of the protein distribution maps.
Figure 1 illustrates two out of a total of six p/ 3—11 bidimen-
sional separations (A and B), as well two pI 9—12 separations
(C and D), from which spots were cut out for protein identi-
fication. The 2-D protein distributions show an abundance of
highly basic proteins in membrane-bound eosinophil fractions
and whole cell extracts (Figure 1A,B). These basic proteins can
be seen vertically distributed along the right-hand side of the
gels.

In order to obtain a better separation of protein forms of pI
close or >11, we also performed separations using IEF strips
spanning from pI9 to 12, followed by a second dimension on
gradient gels (Figure 1C,D).
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A small proportion of the proteins precipitated with TCA
from whole eosinophil extracts or from membrane fractions,
but not from cytosolic fractions, were observed not to be
completely solubilized for IEF by the urea/thiourea-containing
DeStreak solution even after 12 h at RT. Centrifugation at
10 000g revealed a pellet of insoluble material, which was
heated with a denaturing solution containing SDS and DTT and
run on monodimensional gels in order to establish its protein
composition. This DeStreak-insoluble material was found to
contain eosinophil lysophospholipase, eosinophil peroxidase,
eosinophil granule major basic protein, actin and histones
(Supplemental Figure 3).

Identification of Proteins. We were able to identify proteins
in 330 spots excised from eight 2-D gels (whole cell extracts,
cytosolic and membrane fractions) and 6 bands from a 1-D
gel of urea/thiourea-insoluble material. Out of the 330 spots
from 2-D gels, 307 corresponded to pI 3—11 and 23 to pl
9—12 IEF separations. According to the position of each spot
on the gels, they were assigned an apparent molecular weight
(M, and a pl, which were used as additional criteria to
establish protein identities (Table 1). Bands from monodi-
mensional gels could only be assigned a molecular weight.
As an example of the MS analysis we performed, Figure 2
illustrates a section of the peptide mass spectrum of an acidic
form of cofilin-1 (spot 66, Table 1). It shows 7 out of the 10
peaks corresponding to the matching peptides found, and a
description of identification parameters and coverage is also
provided.

The total of the spots and bands identified were accounted
for by 98 different proteins, since a number of them were
found in more than a subcellular fraction, were repeated in
different 2-D separations, were present in single separations
as several isoforms of different pI, or were protein fragments.

A graphical representation of experimental versus theoretical
isoelectric points shows a sizable proportion of protein spots
of pI both substantially lower and higher than the theoretical
value (Figure 3A). Table 2 lists the proteins for which forms
with pIs differing considerably from theoretical values have
been observed. We have excluded spots showing an important
plI variation accompanied by a reduction in molecular size,
because in those cases pI variations are likely to be due to the
missing terminal fragments. We also excluded spots placed in
an area of horizontal or vertical streaking, which could have
led to artifactual positioning. The greater positive pI deviations,
from +0.4 to +1.4 pH units, corresponded to forms of EPX/
EDN and MBP2. Negative shifts from —0.2 to —2.3 pH units
were observed for forms of coronin-1A, adenylyl-cyclase-
associated protein 1 (CAP1), cofilin-1, profilin-1 and EPO heavy
chain.

Regarding molecular masses, experimental and theoretical
values were in agreement, within the margins of experimental/
calculation errors (Figure 3B). Values lower than the theo-
retical one represent protein fragments most likely originated
by proteolysis. Higher values, instead, are related to post-
translational modifications of the protein backbone, as is the
case for integrin-Ma (CD11b), which is known to be exten-
sively glycosylated.?' In some cases, higher values may be
calculation artifacts due to an uneven gel run, with this effect
being relatively greater in the high molecular weight region
of gels. In others, they are due to an anomalous migration
on SDS-PAGE due to intrinsic characteristics of the molecule,
as is the case for PTB-associated splicing factor** and
moesin.??
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Table 1. Proteins Identified in Human Eosinophils?

sequence

spot accession coverage matched MS MOWSE

nr protein number theor. M,/pl exp. M,/pl (%) peptides MS score
16 Actin, cytoplasmic 2 P63261 40.6/5.55 45.0/5.20 46 18 161
328 Actin-binding protein p57 P31146 50.9/6.25 58.6/5.70 29 17 160
205 Actin-capping protein, ol P52907 32.9/5.45 40.3/5.31 55 12 140
84 Actin-capping protein, P47756 31.4/5.36 29.4/5.43 44 15 141
243 Actin-interacting protein 1 075083 66.2/6.17 75.9/6.08 26 16 152
261 Actin-like protein 3 P61158 47.7/5.61 49.2/5.45 42 19 164
206 Actin-related protein 2/3 complex subunit 2 015144 34.4/6.84 36.7/6.51 41 13 174
217 Adenylyl cyclase-assoc. protein 1 (CAP1) Q01518 51.8/8.12 66.8/7.67 35 16 80
218 Q01518 51.8/8.12 66.8/7.20 29 11 74
220 Q01518 51.8/8.12 66.8/6.45 32 12 95
270 Alpha-actinin 1 P12814 103.5/5.22 96.6/5.73 15 12 81
9 Alpha-enolase P06733 47.4/6.99 50.1/6.66 33 14 151
81 Annexin | P04083 38.7/6.57 35.5/6.13 68 25 204
85 Annexin III P12429 36.4/5.63 31.3/5.41 54 21 186
86 Annexin III P12429 36.4/5.63 31.3/5.28 39 14 131
83 Annexin IV P09525 35.9/5.84 31.6/5.50 59 21 159
318 Annexin VI P08133 76.0/5.42 78.2/5.25 30 19 173
331 Annexin XI Q6ICSO 54.7/6.91 56.0/6.20 32 16 199
291 Bactericidal/permeability-increasing protein Q8IW58 54.1/9.50 51.9/7.03 27 11 78
141 Calgranulin A P05109 10.9/6.51 9.6/6.50 58 8 110
62 Calgranulin B P06702 12.8/5.55 12.9/5.52 95 13 98
58 Calgranulin C P80511 10.4/5.82 9.8/5.55 47 6 92
207 Calponin-2 Q99439 34.0/6.92 40.9/6.40 23 7 70
252  Calreticulin Q53G71 47.1/4.30 56.9/4.13 29 15 130
127 Carbonate dehydratase P00915 28.4/6.90 26.3/6.32 59 11 86
336 Catalase P04040 59.8/6.95 61.0/6.45 40 17 218
78 Cathepsin G P08311 25.8/11.51 25.1/10.47 44 9 74
327 Citrate synthase 075390 52.0/8.13 45.0/6.87 3 1
68  Cofilin-1 P23528 18.7/8.26 17.8/5.92 60 10
66 P23528 18.7/8.26 17.7/6.97 59 10 118
65 P23528 18.7/8.26 17.5/8.08 65 12 2
221 Coronin-1A P31146 51.6/6.25 66.8/6.31 20 10 73
222 P31146 51.6/6.25 66.8/6.15 24 12 118
224 P31146 51.6/6.25 66.8/5.87 29 15 153
134 Cyclophilin A P62937 18.0/7.82 15.1/8.02 25 4 78
337 EH domain-containing protein 1 Q2M3Q4  60.6/6.35 63.5/6.04 40 19 195
93 Elastase inhibitor P30740 42.8/5.90 43.0/5.70 40 17 149
172 Eosinophil cationic protein (ECP) P12724 15.7/10.72  19.4/10.50 35 7 86
162 P12724 15.7/10.72 20.8/10.16 41 8 72
166 Eosinophil-derived neurotoxin (EPX/EDN) P10153 15.5/9.20 22.9/10.60 17 2

165 P10153 15.5/9.20 22.9/10.50 17 2

164 P10153 15.5/9.20 22.9/10.40 17 2

171 P10153 15.5/9.20 22.9/10.30 8 3

163 P10153 15.5/9.20 22.9/10.20 17 2

193 P10153 15.5/9.20 19.5/9.67 35 3
96 Eosinophil granule major basic protein (MBP) P13727 13.8/10.80 12.6/n.a. 11 1 1

120 Eosinophil lysophospholipase Q05315 16.5/6.83 12.3/6.52 64 13 105
169 Eosinophil major basic protein homologue, C-lectin  Q9Y2Y8 13.4/9.15 15.8/10.50 9 1

168 Q9Y2Y8 13.4/9.15 15.8/10.30 9 1

180 QIY2Y8 13.4/9.15 14.1/9.74 93 9 1
25 Eosinophil peroxidase (EPO), heavy chain P11678 53.4/10.79 55.6/10.97 16 13 108
27 P11678 53.4/10.79 54.7/10.65 23 21 118
213 P11678 53.4/10.79  56.9/9.37 48 21 144
104 Eosinophil peroxidase (EPO), light chain P11678 12.7/10.70 14.9/10.22 42 19 91
117 Eukaryotic translation elongation factor 1 ol Q6IPN6 50.4/9.10 45.3/9.42 21 11 1

170 Eukaryotic translation elongation factor 1 al var. Q53HM9  50.4/8.98 51.9/11.36 15 7 1
344 Fructose-bisphosphate aldolase A P04075 39.7/8.39 40.0/8.25 29 11 85
322 GDP dissociation inhibitor 2 Q6IAT1 51.1/6.11 51.8/5.67 56 20 212
312 Gelsolin P06396 86.0/5.77  100.0/5.48 18 12 110
294 Glucose-6-phosphate isomerase P06744 63.2/8.44 55.5/8.35 31 17 108
330 Glucose-6-phosphate-1-dehydrogenase P11413 59.6/6.44 58.6/6.14 36 20 218
290 Glutathione reductase-homologue P00390 56.3/8.74 51.9/7.47 27 10 79
71 Glutathione S-transferase P09211 23.4/5.43 23.3/5.37 60 8 124
128 Glyceraldehyde-3-phosphate dehydrogenase P04406 36.1/8.58 34.1/8.45 48 17 1
308 Glycogen phosphorylase P06737 97.4/16.74  109.6/6.15 32 24 253
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Table 1. Continued
sequence

spot accession coverage matched MS  MOWSE
nr protein number theor. M,/pl exp. M,/pl (%) peptides  MS score
231 GRP 78 P11021 72.3/5.01 89.1/5.01 40 23 219
319 Heat shock cognate protein, 70 kDa P11142 71.1/5.37 78.2/5.17 39 24 210
209 Heterogeneous nuclear ribonucleoprotein Bl P22626 37.5/8.97 40.7/8.27 37 11 106
247  Heterogeneous ribonuclear particle protein L P14866 60.7/6.65 75.0/6.40 22 11 132
195 High mobility group box protein 1 Q5T7C4 18.5/9.72 30.9/9.42 37 6 85
44 Histone H2A Q99878 13.8/10.88 12.6/10.72 33 4 1

190 Histone H2B type 1 P62807 13.7/10.32 16.2/10.27 48 8 138
162  Histone H2B type 2E Q16778 13.9/10.14 20.8/10.16 64 12 103
46 Histone H3 P84243 15.3/11.27 14.5/10.76 31 7 81
41 Histone H4 P62805 11.4/11.36 9.0/10.76 57 9 105
262 HSP70-1 P08107 70.3/5.48 65.8/5.30 43 30 254
250 Integrin, aM P11215 128.4/6.88 281.8/6.26 26 26 256
249 P11215 128.4/6.88 281.8/6.07 29 31 308
300 Lactoferrin P02788 78.2/8.50 79.4/8.87 54 31 262
208 Lasp-1 protein Q14847 30.2/6.11 42.2/6.20 32 8 1
268  Leukotriene A-4 hydrolase P09960 69.7/5.80 65.8/5.66 43 26 222
88 L-lactate dehydrogenase B chain P07195 36.8/5.72 35.0/5.48 33 10 106
262 L-plastin P13796 70.3/5.20 65.8/5.30 30 13 82
263 P13796 70.3/5.20 65.8/5.11 42 23 171
254  Lymphocyte-specific protein 1 P33241 37.4/4.69 48.8/4.48 23 7 64
59 Lysozyme P61626 14.7/9.28 13.6/10.40 42 8 1
349 Macrophage capping protein P40121 38.8/5.88 41.4/5.54 8 2
265 Matrix metalloproteinase-9 P14780 78.4/5.69 84.5/4.60 31 22 144
239 Moesin P26038 67.8/6.09 92.3/6.20 28 18 159
235 P26038 67.8/6.09 92.3/5.76 34 23 188
69 NGAL/HNL P80188 22.6/9.02 21.7/8.67 68 17 160
342  p47-phox P14598 44.9/9.12 47.2/9.15 51 20 184
124  Peroxiredoxin-2 P32119 22.0/5.66 21.2/5.45 43 10 113
10 6-Phosphogluconate dehydrogenase P52209 53.5/6.88 49.0/6.68 21 11 100
143  Phosphoglycerate kinase 1 P00558 44.9/8.30 40.7/8.25 41 13 160
75 Phosphoglycerate mutase 1 P18669 28.8/6.75 27.7/6.35 45 12 102
60 Profilin-1 P0O7737 15.1/8.47 13.5/8.47 71 10 2

61 P07737 15.1/8.47 13.5/7.10 52 8 84
201 Proteasome activator 28 a-subunit Q06323 28.9/5.78 33.7/5.52 56 15 179
203 Proteasome subunit, a, 1 Q53YE8 29.9/6.15 35.1/5.95 38 9 125
197 Proteasome subunit, a, 2 P25787 25.9/7.12 29.2/6.42 3 1

225  Protein disulfide isomerase P30101 56.8/5.61 65.8/5.56 32 17 128
251  Protein disulfide isomerase P30101 56.8/5.61 65.8/4.93 38 22 237
215 PTB-associated splicing factor P23246 76.2/9.45 118.9/9.42 25 19 109
295  Pyruvate kinase P14618 58.3/7.95 58.5/8.08 37 17 133
72 Rho-GDP-dissociation inhibitor 2 P52566 23.0/5.10 24.0/5.06 43 10 80
314  Serum albumin Q56G89 67.7/5.63 72.8/5.50 41 24 331
90 TALDOL1 protein Q8WV32 36.5/5.80 37.2/5.61 32 12 131
296  Transketolase P29401 67.9/7.58 64.9/7.47 35 23 219
212  Translation elongation factor 1 Q6IPN6 50.1/9.10 55.3/9.00 3 1 98
350 Tropomyosin-3 P06753 32.8/4.68 31.8/4.82 54 21 224
258 Tubulin beta chain P07437 50.2/4.75 51.3/4.92 44 22 190
290 UTP-glucose-1-phosphate uridylyltransferase 2 Q16851 56.9/8.15 51.9/7.47 20 11 78
118 Vimentin. P08670 53. 6/5.06 52.7/5.06 61 31 258
305 Vinculin P18206 117.2/5.83 141.9/5.67 33 30 281
73 14-3-3 protein /0 P63104 27.7/14.73 26.6/4.72 53 17 130

“The complete list of spot/band identifications and the gels from which spots were excised (Figure 1—3 in Supporting Information), are specified in
Table 1 (Supporting Information). Protein fragments have been excluded from the table above.

Function analysis (Figure 4) shows that the proteins identi-
fied are distributed among the following groups: cytoskeleton/
migration (24.7%), metabolism (17.6%), granule secretory
components (11.3%), gene regulation (10.3%), protein synthesis/
modification/degradation (7.2%), membrane fusion/trafficking
(6.2%), chaperones and protein folding (5.2%), redox (4.1%),
bactericidal mechanisms (4.1%), signaling (3.1%), calcium-
binding (3.1%) and receptors (1.0%).

Among the proteins found, a few are known to be neutrophil
components: lactoferrin, lysozyme, human neutrophil lipoca-
lin/neutrophil gelatinase-associated lipocalin (HNL/NGAL) and
bactericidal/permeability increasing protein (Table 1). The
source of these proteins could be the small amount of neu-
trophils (mean 0.5%, range 0—1.6) that contaminate eosinophil
preparations. Another plausible explanation would be the
uptake by eosinophils, at plasma level, of proteins secreted by
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Peptide Mass Spectrum, Cofilin-1
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Figure 2. Cofilin-1: mass spectrum of tryptic digest, sequence
coverage and parameters, The peptide mass spectrum of the
tryptic digest of spot no. 66 is shown. This spot corresponds to
a hyperacidic form of cofilin-1 with p/ = 6.97 against a theoretical
value of 8.26 (see Table 1). The Y-axis arbitrary unit values are
intensity x 10% according to BioTools software. The arrows
indicate the m/z peaks of 7 of the peptides that matched cofilin,
out of a total of 10. The numbers above each arrow show the
sequence stretch covered by each peptide. The 10 matching
peptides are indicated in red and red underlined on the protein
sequence, and are listed on the table below the protein sequence.
Other Mascot Search results were Score, 118; Number of mass
values searched, 40; Sequence coverage, 59%.

neutrophils. This would be similar to what is known to occur
conversely, namely, the uptake of the eosinophil proteins ECP
and EPO by neutrophils.?*? It cannot be excluded either that
some classically neutrophil proteins might also be synthesized
by eosinophils.

Comparative Analysis of Eosinophils from Asymptomatic
and Birch Pollen Allergic Subjects. We performed bidimensional
separations of proteins from eosinophils obtained from two
groups of individuals: asymptomatic (control group, n=5) and
birch pollen-sensitive (allergy group, n = 5), at the time of
maximum airborne birch pollen during Spring 2004. The gels
were analyzed commercially for group differences, according
to position and intensity (spot volume). Differences between
both groups were found for a total of 16 spots, out of a total
number of spots of 417 (average, range 261—590, n = 10).
Considering as meaningful those changes observed in at least
4 out of the 5 subjects of each group, and where differences in
mean spot intensities between groups was >50%, the number
of relevant spots was reduced to 12. These 12 spots are
indicated on the template gel shown in Figure 5. They were
accurately excised employing the tridimensional profiles pro-
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Figure 3. Experimental versus theoretical pls (A) and M, (B). All
the values of experimental and theoretical p/s and Ms used to
build the graphs are found in Table 1 (Supporting Information),
and include the values shown in Table 1.

Table 2. Protein Forms of p/ Largely Apart from the
Theoretical Value

protein® theor. pI negative pI shifts A positive pI shifts A“
EPX/EDN 9.20 +0.5to +1.4
EPO heavy chain  10.79 —0.7to —1.4
MBP2 9.15 +0.6 to +1.3
Cofilin-1 8.26 —0.4to—2.3
Profilin-1 8.47 —1l.4to—1.6
CAP1 8.12 —09to —-1.7
Coronin-1A 6.25 —0.2 to —0.4

“pl shifts = experimental minus theoretical pI value (pH units).

P EDN/EPX, eosinophil-derived neurotoxin/eosinophil protein X; EPO,
eosinophil peroxidase; MBP2, eosinophil major basic protein homolog;
CAP1, adenylyl cyclase-associated protein 1. Spot localizations: EDN/EPX,
Supporting Information Figure 1B2 (spot 193), Supporting Information
Figure 2A (spots 163-6 and 171), Supporting Information Figure 2B (spots
159-61); EPO heavy chain, Supporting Information Figure 1B2 (spots
213—4); MBP, Supporting Information Figure 2A (spots 168-9 and 173),
Fig. 2 Suppl. B (spots 174-6); Cofilin-1, Supporting Information
Figure 1A1 (spot 136), Supporting Information Figure 1A2 (spots 66 and
68), Supporting Information Figure 1B2 (spot 194), Supporting
Information Figure 1C (spot 142); Profilin-1, Supporting Information
Figure 1A2 (spot 61), Supporting Information Figure 1B2 (spot 188);
CAP1, Supporting Information Figure 1A3 (spot 332), Supporting Infor-
mation Figure 1B2 (spots 218-20); Coronin-1A, Supporting Information
Figure 1A2 (spot 276), Supporting Information Figure 1B2 (spots 222-4).

vided by the Ludesi imaging analysis. MS identification was
possible for 4 of the spots (nos. 2, 7, 9 and 12), with the amount
of material in the rest being insufficient. The identity of the
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Figure 4. Distribution of eosinophil proteins according to their
biological function. Functions were assigned on the basis of
Swiss-Prot annotations and scientific literature.

A
X
Figure 5. Eosinophil proteins differentially expressed during birch
pollen allergy. Silver stained gel corresponding to one of the
allergic subjects (As3) used as a template to show the position of
the spots, indicated by red squares, for which differential expres-
sion was detected.

protein corresponding to a fifth spot (no. 13) was tentatively
inferred by accurate comparison of the 2-D protein maps
corresponding to the gels from allergic subjects with the gels
A2 and C2 shown in Supporting Information Figure 1, for which
the MS identification of a protein in exactly the same position
had been successful. This inference was supported by the fact
that the putative protein corresponding to spot no. 13 was the
f subunit of the same protein whose a1 subunit had also been
found increased (spot no. 12). Spot intensity comparisons
(allergy vs control) corresponding to the spot nos. 2, 7, 9, 12
and 13 mentioned above are shown in Figure 6. They illustrate
the significance of the group differences observed for each
protein.

Identification gave the following results (Table 3): spot no.
2, 70 kDa heat shock cognate protein (hsc70); spot no. 12, actin-
capping protein (CAP1) al chain; spot no. 13, CAP1 f chain;
and spot nos. 7 and 9, two hyperacidic isoforms of the
eosinophil peroxidase heavy chain. The pIand M; of hsc70 and
the a1 and g subunits of CAP1 were close to their theoretical
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Figure 6. Quantification of the eosinophil proteins identified that
were differentially expressed during allergy. Bar graphs of spot
volumes, according to the report by the Ludesi Analysis Center
(http://www.ludesi.com), A;—As, Birch pollen allergic subjects,
C,—Cs, Control (asymptomatic) subjects.

values, while the pIs of the peroxidase heavy chain were >3
units lower than their basic theoretical value, without a
significant change in M, (Table 3). The proteins hsc70 and
actin-capping protein, found increased in the eosinophils from
birch pollen allergic subjects, are also on the list of eosinophil
proteins in Table 1. Instead, isoforms of eosinophil peroxidase
heavy chain as hyperacidic as the ones found during allergy
had not been detected during the eosinophil proteome studies
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Table 3. Proteins Overexpressed in Eosinophils from Birch Pollen-Sensitive Subjects?

Swiss-Prot
spot no. accesion M, /pl M, /pI sequence matching fold
(Figure 4) Protein identity number (theor.) (exp.) coverage peptides score increase®
2 hsc70 P11142 71.1/5.37 69.2/5.19 22% 10 103 oo
7 EPO heavy chain P11678 53.4/10.79 53.7/7.48 5% 3 65 61.5
9 EPO heavy chain P11678 53.4/10.79 50.7/7.30 5% 3 91 oo
12 Actin-capping, ol subunit P52907 32.9/5.40 32.9/5.30 46% 8 101 2.5
13 Actin-capping, 8 subunit? P47756 31.4/5.36 28.5/5.44 - - - 9.8

“The experimental values of pI/ M, were calculated on the gel shown in Figure 5. ” Protein identity tentatively ascribed by accurate comparison of the
2-D gels corresponding to the allergic subjects with those shown in Figure 1 (Suppl), A2 and B2, for which MS protein identification had been performed.
¢Fold increase -~ means that the spot was present only in the 2-D gels corresponding to allergic subjects and not those of the control subjects.

(Table 1) nor were observed in the control group of the allergy
study. It could not be established whether the light chain of
EPO was more expressed in allergic subjects, as the heavy chain
is, due to the very high background of silver staining in the
low molecular mass area of the gels analyzed.

Discussion

The present work reports for the first time the identification
of a number of human eosinophil proteins separated bidimen-
sionally. Additionally, it describes the differential expression
of proteins in eosinophils from subjects allergic to birch pollen
compared with those from asymptomatic individuals, analyzed
simultaneously at the peak of a pollen season.

Protein Composition of Eosinophils. We have identified the
proteins present in 336 spots/bands obtained upon bidimen-
sional (IEF/SDS-PAGE) and monodimensional (SDS-PAGE)
separations of whole cells and of cytosolic and membrane
subcellular fractions. These spots/bands corresponded to a total
of 98 different proteins, since many of them were present as
several spots of different pIs and/or as protein fragments. The
pI of some of the protein forms detected here deviate signifi-
cantly from their theoretical value (Table 2), and we discuss
possible causes.

The bidimensional separations performed show an abun-
dance of basic proteins in whole cell extracts and membrane
fractions as opposed to the cytosol fraction. This is not
surprising, since eosinophil granules are contained in both
whole cell extracts and membrane fractions, and are rich in
highly basic proteins such as eosinophil cationic protein (ECP),
EPX/EDN, EPO and MBP.?® Altogether, 11.3% of the proteins
detected are from secretory compartments, and most of them
are basic.

Three isoforms of EPX/EDN of pI between 9.67 and 10.60
(theoretical pI = 9.20) were observed on pH 3—11 IEF separa-
tions, whereas six forms were seen between p/ 10.0 and 10.6
when the pH range was narrowed to 9—12. EPX/EDN variants
within the p/range 8.5—10.5 have only been reported in human
urine.?” The hyperbasic forms of EPX/EDN observed here (ApI
= +0.5 to +1.4) could be originated, at least in part, by the
methyl-esterification of aspartic acid residues that are abundant
in the carboxy-terminal portion of the molecule. Methylations
are compatible with some of the peptide peaks obtained after
tryptic digestion, but it is not possible to know whether they
are physiological or a consequence of the presence of methanol
during the staining procedure. Glycosylation of EDN/EPX has
also been reported,®® but precise information about its nature
is lacking.

ECP forms of two different pIs (10.50 and 10.16, ApI = 0.34)
were detected on pl 9—12 separations. These forms could
correspond to the two molecules arising from the known
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polymorphism of ECP, Arg97Thr.?° The theoretical ApIbetween
these two variants is 0.25 pH units (10.72 for Arg97 and 10.47
for Thr97 ECP, according to http://www.expasy.org). Since ECP
is known to be glycosylated,*°~32 pI variations could also result
directly or indirectly from glycosylation differences. ECP phos-
phorylation has not been reported.

Apart from forms of the expected pI, we detected EPO heavy
chains of pIs up to 1.4 units below the theoretical value of 10.79.
We cannot rule out horizontal streaking artifacts due to the
relative abundance of this protein in eosinophils, combined
with its characteristic surface adherence. Nonetheless, the fact
that forms of EPO heavy chain even more acidic, of pI 7.30
and 7.48, were detected in the eosinophils from birch pollen
allergic subjects (Table 3) but not in those from the control
group is in favor of the real existence of these molecules. We
observed the presence of serially glycosylated residues among
the tryptic peptides from one of the hyperacidic heavy EPO
forms (Figure 7A). This supports the idea of EPO being a
glycoprotein, which up to now was only hypothetical and based
only on the presence of 4 putative N-glycosylation sites (http://
www.cbs.dtu.dk/services/NetNGlyc/).** It can be speculated
that modifications conferring negative charges such as sialy-
lation might be occurring on carbohydrate side chains, which
could explain the large negative pI shift. Other possible
modifications are poly-ADP-ribosylation or polyglutamylation.
The first is typically a nuclear protein modification and the
second is not likely since polyglutamylation appears to require
glutamic acid-rich stretches** and EPO heavy chain is poor in
glutamic acid.

Three to four isoforms of eosinophil major basic protein
homologue (MBP2) were observed, with pIs ranging from 9.7
to 10.5 against a theoretical value of 9.2. Such basic forms have
not yet been reported in the literature. Methylated peptides
were detected among the tryptic peptides; therefore, methyl-
esterification could be contributing to the pI shift, as in the
case of EPX/EDN. Nevertheless, methylation can be also a result
of the gel staining procedure.

Cytoskeleton/migration proteins are abundantly represented
in the eosinophil proteome, constituting 25% of the total. This
reflects the importance of cell motility and adhesion and
granule exocytosis among eosinophil functions, all of which
involve actin polymerization-depolymerization. Cytoskeletal
remodeling is modulated by a variety of actin-monomer-
binding proteins.

Cofilin-1 was detected as isoforms of molecular mass close
to the theoretical value but with pIs ranging from 5.92 to 8.55
against a theoretical pI of 8.26. This protein has actin-
depolymerizing and severing activity®® that is abolished by
phosphorylation at Ser3.2537 In neutrophils, cofilin undergoes
dephosphorylation upon cell stimulation.®® The detection of
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Figure 7. Mass spectra showing peptides that are evidence of
EPO heavy chain glycosylation (A) and CAP1 phosphorylation
(B). (A) The arrows indicate peaks of unglycosylated (m/z =
3016.421) and glycosylated (m/z = 3178.493, 3340.533 and
3502.616) peptides obtained from a tryptic digest of spot 213
(EPO heavy chain, see Table 1 and Figure 1B2 in Supporting
Information). (B) MS of unphosphorylated (m/z = 1837.942) and
phosphorylated (m/z= 1917.902) peptides corresponding to spot
220 (adenylylcyclase-associated protein 1/CAP1, see Table 1 and
Figure 1B2 in Supporting Information).

hyperacidic forms, with pIs 0.4—2.3 units below the theoretical
value, suggests that cofilin-1 is partially inactive in resting
eosinophils. Phosphorylation at more than one site or/and
other modification/s such as lysine acetylation®® and/or me-
thylation would be necessary to explain the pI reductions
observed. N-substitutions are possible on 25 lysine residues
representing 15% of the polypeptide length. A highly acidic
form of cofilin (pI <7) has also been reported in human
epidermis.*®

Moesin, an actin filament-binding protein, was detected as
6 isoforms within a pI range of 0.6 pH units around the
theoretical value. This protein has been shown to be spa-
tiotemporally controlled by reversible phosphorylation in neu-
trophils.*! Cell stimulation triggers dephosphorylation at Thr558
and this is associated to uropod retraction and rear release of
adherent cells, that is, to motility. The number of forms we
detected, though, cannot be explained by just one but by
multiple phosphorylation events and/or by other modifications.

In addition to a form with the expected pI, we observed
hyperacidic species of profilin-1, another actin-monomer-
binding protein,® with pIs lower than the theoretical by 1.4—1.6
units. Phosphorylation of a serine residue at the carboxy-
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terminal end by rat brain protein kinases C has been reported,*?
but this alone would not explain such a ApI Lysine acetylation,
which would reduce its pl, is also known to occur.®® The
absence of glutamic acid-rich regions within the sequence
makes polyglutamylation unlikely.

Three/four isoforms of adenylyl cyclase-associated protein
1 (CAP1) with pIs lower than the theoretical value by up to 1.7
pH units were observed, apart from one with a pI close to the
theoretical one. Such acidic forms have not been reported to
date. CAP1 binds actin monomers and favors a rapid actin
dynamics in conjunction with cofilin.** We have detected a
tryptic digest molecule compatible with the monophosphory-
lation of the peptide 295—312 of CAP1 (Figure 7B), in agreement
with recent reports about the phosphorylation of S308 in
platelets* and S310 in cancer cells.*® Nevertheless, hyperacidic
CAP1 forms should be the result of multiple phosphorylations,
and/or of the addition of negative charges, for example, by
glutamylation. Lysine acylation®® is also possible, considering
that the lysine content of CAP1 is almost 10%.

Isoforms of gelsolin, an actin-severing protein, were found
within a narrow pI range close to the theoretical value. The
tyrosine kinase c-Src has been shown to modify gelsolin mainly
at Tyr438, as well as at several other minor sites.*® Interaction
of the tyrosine kinase PYK2 with gelsolin has been reported to
result in actin filament uncapping at barbed ends in osteo-
clasts,*” and hence in an increase in actin polymerization.

Coronin-1A is a protein exclusively expressed in leukocytes
that accumulates at sites of rearrangement of the F-actin
cytoskeleton and participates in the integration of plasma
membrane signaling and cytoskeleton modulation.*® It has
been reported to participate in the assembly of the NADPH
oxidase system of neutrophils.*® We have detected acidic
isoforms of coronin-1A compatible with multiple phosphory-
lations, in agreement with published work.*®

The fact that among the eosinophil protein components we
found several endoplasmic reticulum components, namely,
protein disulfide isomerase, calreticulin, grp78 and hsp70, is
consistent with the capacity of these cells to process proteins.

We identified calgranulins A, B and C in eosinophils. These
proteins, abundant in neutrophils, are associated to the
interaction between phagocytes and endothelium® and to
transmigration.>*

Changes Elicited by Birch Pollen Allergy. The comparison
of the proteomes of eosinophils from asymptomatic individuals
with those from birch pollen allergic subjects, both isolated at
a seasonal peak of airborne pollen, resulted in the detection
of some significant changes. The changes consisted mostly
(>90%) of increases in protein levels during allergy. We were
able to assign an identity to the proteins in five of the spots
with increased intensity: hsc70, two chains of the actin-capping
protein (CapZ) and two eosinophil peroxidase heavy chain
hyperacidic forms (Table 3). These proteins are not among
those found differentially expressed in eosinophils from atopic
dermatitis patients.?

The detection of novel peroxidase heavy chain forms in
eosinophils during allergy is an intriguing question. The fact
that the pI of these forms is >3 units lower than the theoretical
value, without a change in M, is indicative of a post-
translational modification introducing pluri-negative charges
(e.g., by extensive sialylation or by polyglutamylation) or/and
neutralizing a large number of side chain positive charges, for
example, by lysine acylation®® or oxidation®* or arginine
deimination (citrunillation).>® A hypothetical sialylation has
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been discussed above in this section (Protein Composition of
Eosinophils) and is supported by our data showing glycosylated
peptide peaks among the acidic forms of EPO heavy chain
(Figure 7A). Glycosylated residues could constitute a frame on
which sialylation is possible, although no sialylated peptide was
detected. Polyglutamylation and acylation seem unlikely ex-
planations due to the low glutamic acid and lysine content,
respectively, of the EPO heavy chain. Protein oxidation or
deimination, instead, would be compatible with an ongoing
inflammatory situation like allergy, where reactive oxygen
species are being generated. The lack of detection of protein
forms with pIs intermediate between the theoretical, 10.79, and
7.39/7.48 (hyperacidic forms) favors the hypothesis of either a
block modification or many simultaneous events that introduce
a large number of negative charges or, alternatively, cancel
positive ones. Because the light chain of EPO was undetectable
in the gels due to a high silver staining background in the low
molecular mass area, it was not possible to know whether the
up-regulation of acidic EPO heavy chain forms is accompanied
by a variation in the levels of the light chain.

Hsc70 is a constitutively expressed member of the Hsp70
class of heat shock proteins. These proteins are classically
involved in protein folding and unfolding, possess peptide-
binding capacity®® and have also emerged as implicated in
innate and adaptive immune systems.>>>% As a chaperone,
hsc70 binds a number of proteins and mediates their correct
folding and unfolding.>” It is present in the cytosol, from where
it has been reported to transport proteins to lysosomes for
degradation. The lysosomal localization of a subset of hsc70°%5°
results in its co-localization with MHC-II molecules. Published
work demonstrates that overexpression of hsc70 in macroph-
ages enhances the MHCII-mediated presentation of an exog-
enous protein, the data being consistent with a role for hsc70
in binding and protecting peptides from degradation and/or
facilitating the kinetics of peptide transfer to MHC-1I molecules.5*¢*
Besides their secretory function, eosinophils also act as antigen-
presenting cells.®*~%* Our finding of up-regulated levels of hsc70
in eosinophils from birch pollen allergic individuals at a
seasonal allergy peak is consistent with a hypothetically
increased antigen-presentation function, which would be
helped by hsc70. This process starts in the lungs during allergen
challenge, from where eosinophils migrate to the local lymph
nodes and can present antigens.®*® A proportion of antigen
presentation-competent eosinophils could subsequently drain
to the circulating blood, and be the hypothetical source of the
significant increase in eosinophil hsc70 content observed by
us. In that case, we would be actually detecting an average
increment, implying that the hsc70 increase could be higher
in the fraction of peripheral blood eosinophils of lymph node
origin.

CapZ is an o/f heterodimeric, nonsevering actin-binding
protein that selectively binds to the positive ends of actin
filaments inhibiting polymerization and resulting in their being
shorter.®® CapZ from polymorphonuclear leukocytes is an
abundant cytoplasmic protein that shares properties with that
from Dictyostelium.®” 1t is considered the major barbed-end
terminator during cell motility, and it plays a major role in
lamellipodial protrusion and motility.%®%° It has also been
reported to augment the oriented movement of Dictyostelium.”™
Since we have found increased levels of both hsc70 and CapZ
in eosinophils during allergy, it is worth noting that hsc70 has
been reported to be a positive modulator of CapZ activity’""?
and therefore of cell motility. Hence, our results suggest that
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blood eosinophils from allergic individuals, or at least a fraction
of them, show clear signs of an increased potential to respond
to chemoattractants.

The present study provides novel information on changes
observed in human eosinophils during birch pollen allergy, at
a comparative proteomics level. Being the first report on this
subject, validation by ELISA or Western blot analysis will be
needed using eosinophils from additional allergic individuals
isolated during different pollen seasons.

Conclusions

The MS analysis of 336 spots/bands of eosinophil proteins
from mono- and mostly bidimensional separations (IEF/SDS-
PAGE) resulted in the identification of 98 different proteins.
Among them, a number of novel hyperacidic and hyperbasic
forms were present within the secretory granule and cytosk-
eleton/migration function groups. Protein forms with an
experimental pI considerably lower than the theoretical value
were detected for cofilin-1 (ApI < 2.3), profilin-1 (ApI < 1.6)
and CAP1 (Apl =< 1.7). Forms with a pIsubstantially higher than
expected were observed for EDN/EPX (ApI < 1.4) and MBP2
(ApI =< 1.3). We also identified the triglycosylation of the heavy
chain of EPO, within a protein form with an experimental pI
0.5 units below the theoretical value. Questions therefore rise
about the origin and role of these yet undescribed protein
forms.

Additionally, the differential expression of proteins in eosi-
nophils from subjects allergic to birch pollen compared with
those from asymptomatic individuals is described, after bidi-
mensional analysis of cells obtained at the peak of a pollen
season. Upon further MS identification, overexpression of 70
kDa heat shock cognate protein (hsc70), actin-capping protein
(CapZ) and two novel, hyperacidic forms (ApI =< 3.5) of the
heavy chain of eosinophil peroxidase were detected in cells
from the allergy group. The induction of hsc70 is consistent
with a protected/facilitated peptide transfer to MHC-II mol-
ecules and an up-regulated antigen-presentation function in
eosinophils from allergic individuals. The induction of CapZ
could be linked to hsc70 since the latter is also known to be a
positive modulator of CapZ, which plays a major role in
lamellipodial protrusion and cell motility.

In summary, eosinophils present in the circulation of birch
pollen allergic individuals have been found to show signs of
an increased potentiality for antigen-presentation and motility.
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Table 1 containing the list of proteins successfully identified
in the spots/bands excised from the gels shown in Figure 1,
with complete information about all spots processed (accession
number, theoretical and experimental molecular mass and p1,
MS-related information, gel from which the spot was cut out).
Table 1 within the manuscript main body is an edited protein
list containing all proteins but where protein fragments and
some isoforms have been omitted. Supplemental Figure 1
shows all of the IEF 3—11 bidimensional separations from
which spots were excised and then subjected to MS identifica-
tion. Supplemental Figure 2 shows two IEF 9-12 bidimensional
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separations from which spots were excised and subjected to

MS

identification. Supplemental Figure 3 shows a monodi-

mensional SDS-PAGE of DeStreak-insoluble material, from
which bands were excised and subjected to MS identification.
This material is available free of charge via the Internet at
http://pubs.acs.org.
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