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Natural grass pollen allergens exhibit a wide variety of isoforms. Precise characterization of such
microheterogeneity is essential to improve diagnosis and design appropriate immunotherapies.
Moreover, standardization of allergen vaccine production is a prerequisite for product safety and
efficiency. Both qualitative and quantitative analytical methods are thus required to monitor and control
the huge natural variability of pollens, as well as final product quality. A proteomic approach has been
set up to investigate in depth the structural variability of five group 1 allergens originating from distinct
grass species (Anto 1, Dac g 1, Lol p 1, Phl p 1, and Poa p 1). Whereas group 1 is the most conserved
grass pollen allergen, great variations were shown between the various isoforms found in these five
species using mass spectrometry, with many amino acid exchanges, as well as variations in proline
hydroxylation level and in main N-glycan motifs. The presence of O-linked pentose residues was also
demonstrated, with up to three consecutive units on the first hydroxyproline of Ant o 1. In addition,
species-specific peptides were identified that might be used for product authentication or individual
allergen quantification. Lastly, natural or process-induced modifications (deamidation, oxidation,
glycation) were evidenced, which might constitute useful indicators of product degradation.

Keywords: Group 1 grass pollen allergens e MALDI-TOF ¢ ESI-Orbitrap e amino acid sequence e species-
specific peptides e post-translational modifications e proline hydroxylation ¢ N- and O-glycosylation

Introduction

Grass pollens constitute a major worldwide source of air-
borne allergens.' Grasses belong to the Poaceae family, which
represents the fourth largest group of flowering plants. They
are classified into five subfamilies, among which Pooideae can
be found mainly in the temperate zones, such as the Mediter-
ranean area.” Europeans and North Americans are simulta-
neously exposed to pollens from various species belonging to
the Pooideae subfamily. Pooideae extracts demonstrate a high
level of IgE cross-reactivity, likely due to protein sequence
homologies and/or the existence of cross-reactive carbohydrate
determinants (CCDs).>* Recently, an extract from pollen
mixtures of five different species, namely, Anthoxanthum
odoratum, Dactylis glomerata, Lolium perenne, Phleum prat-
ense, and Poa pratensis, has been proposed as a combination
for grass pollen-specific immunotherapy.® Such a mixture
constitutes a pertinent representation of exposure and sensi-
tization conditions encountered in Western Europe by grass
pollen-allergic patients.® As for other health-oriented products,
allergen vaccine production needs to be perfectly standardized,

* To whom correspondence should be addressed. Phone: 33-1-69-08-79-
54. Fax: 33-1-69-08-59-07. E-mail: francois.fenaille@cea.fr. Mailing address:
CEA, iBitec-S, Service de Pharmacologie et d'Immunoanalyse, Bat. 136, CEA
Saclay, 91191 Gif-sur-Yvette France.

T CEA.

S Stallergenes SA.

4014 Journal of Proteome Research 2009, 8, 40144027
Published on Web 07/02/2009

to further guarantee product safety and efficiency. Accurate
analytical methods are thus required to monitor and control
the huge natural variability of pollens. The precise nature and
composition of the extracts deserve to be thoroughly assessed
both qualitatively and quantitatively, which still represents a
major challenge in the field. The present study represents a
first step toward product standardization, using purified group
1 allergens from the above-mentioned pollen mixtures as
working material and mass spectrometry (MS) as analytical tool.
In-depth qualitative evaluation of natural (e.g., amino acid
variation, post-translational modifications (PTMs)) and poten-
tially process-induced (e.g., oxidation, glycation) allergen mo-
lecular variability was performed. The resulting information was
also used to highlight potential species-specific sequences, in
order to obtain allergen identification.

Group 1 allergens are among the most prominent allergenic
determinants in grass pollen extracts. They represent a family
of glycoproteins of approximately 30 kDa that occur as cross-
reactive antigens in all common grass species, with an amino
acid sequence homology of ~90%.! Up to now, both their
amino acid sequences and PTMs were only partially reported.
Because of complexity of the allergen sources, their amino acid
sequences were mainly deduced from cDNA. Table 1 sum-
marizes the sequence information available from the Swiss-
Prot database for the five group 1 allergens originating from
species that compose the above-mentioned pollen mixtures,

10.1021/pr900359p CCC: $40.75  © 2009 American Chemical Society


http://pubs.acs.org/action/showImage?doi=10.1021/pr900359p&iName=master.img-000.png&w=251&h=40

Characterization of Group 1 Grass Pollen Allergens

Table 1. Summary of the Sequence Information Available on
the Swiss-Prot Database for the Five Group 1 Allergens
Studied

calculated average molecular

allergen  Swiss-Prot accession number mass (Da)“
Anto 1 Q7M1X6 3405”
Q7M1Y0 3419°
Dac g 1.01 Q7XAX8 26143
Dac g 1.02 Q7XAX7 26129
Lolp1 P14946 26186
Q9SC98 26109
Phlp1 P43213 26151
Q40967 25925
Poapl Q9ZP03 25980

“Average masses were calculated without signal peptide and
considering three disulfide bonds. ”Masses calculated from partial
sequences with only the 32 N-terminal amino acids reported.

namely, Anto 1, Dac g 1, Lol p 1, Phl p 1, and Poa p 1. As may
be observed at first glance from Table 1, the sequence of Ant
o 1 is restricted to its N-terminal part, which well reflects the
frequent use of N-terminal Edman sequencing for allergen
identification. For instance, to the best of our knowledge, the
literature only reports analysis of the first 10—30 N-terminal
amino acid residues for Dac g 1,° Lol p 1,7 and Phl p 1,”® with
almost no data available for Ant o 1 and Poa p 1. Predictions
of the amino acid sequences of Lol p 1 and Phl p 1 from cDNA
can also be found,”'® while mass spectrometric analysis of
these two proteins after gel electrophoresis from pollen extracts
revealed only 20—50% sequence coverages.'"!?

Regarding PTMs, two hydroxyproline (Hyp) residues were
detected by Edman sequencing at positions 5 and 8 for Lol p
1 and Phl p 1.”"® An N-glycosylation site was suspected at
position 9 for Dac g 1, Lol p 1, and Phl p 1 since almost no
residue was detected at this site by Edman sequencing, which
is also in agreement with the predicted N-glycosylation con-
sensus sequence NIT.”!* It was only shown for Phl p 1 allergen
that the major N-glycan forms consisted of a Man3;GlcNAc, or
Man,GIcNAc, core with an a(1,3)-fucose attached to the
proximal N-acetyl-glucosamine (GlcNAc) residue and/or a
p(1,2)-xylose residue attached to the f-mannose (known as
MMXF? and MOXF? motifs, respectively).15 These structures are
consistent with previous ones from grass pollen extracts.'®
N-glycan structures are known to be involved in IgE binding,>!'”
thus, contributing to cross-reactivity between grass pollen
allergens. These so-called CCDs do not constitute the single
PTMs that are potential elicitors of IgE reactivity. Indeed, two
different O-glycan structures were found on hydroxyproline
residues of the major allergen of mugwort Art v 1.'® One of
them, the $-arabinose moiety, was suggested to constitute a
new, potentially cross-reactive, carbohydrate determinant in
plant proteins.'® Such a structure was later identified on the
Hyp residue at position 5 of Phl p 1.'®> Noteworthy, a previous
study has shown that hydroxylation of proline residues can
already influence IgE reactivity of Phl p 1.*°

Altogether, these data show a clear lack of precise structural
information regarding the five different group 1 allergens
constituting the above-mentioned pollen mixture, with almost
no data available for Ant o 1 and Poa p 1 and only partial
information on primary sequences and PTMs of Dac g 1, Lol p
1, and Phl p 1. In-depth structural characterization of their
natural variability is required for a better understanding of
allergic disorders and improvement of diagnostic methodolo-
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gies. For instance, antibody-based assays, which are common
analytical tools in the field, may react differently to distinct
isoforms, thus, influencing test results. Regarding allergen
extracts, allergenic potency as well as allergen content can also
potentially lack batch-to-batch consistency.?® Allergen quan-
tification is a key issue that needs to be addressed. Further-
more, as already observed for other natural or recombinant
therapeutic proteins, additional structural variations may also
result from processing and/or storage conditions, thus, leading
for example to peptide bond cleavage or primary structure
modifications (e.g., oxidation, glycation).>!"** Such protein
degradations obviously need to be assessed and controlled, to
guarantee the integrity of the final product. Therefore, protein
structure needs to be thoroughly characterized at all steps of
the manufacturing process, in order to obtain well-standardized
allergen products. In the case of pollen mixtures, additional
species-specific information must also be obtained both for
authentication and quantification purposes.

Nowadays, mass spectrometry is recognized as the technique
of choice for both monitoring structural modifications and
obtaining quantitative data on proteins.?®?? Moreover, mass
spectrometry is also a useful tool for finding out whether an
allergen isoform detected at the cDNA level is really expressed
in quantities relevant for the patient sensitization, as shown
recently for Bet v 1 and Mal d 1 allergens.® The present work
was devoted to the detailed study of the five purified group 1
allergens Anto 1, Dacg 1, Lol p 1, Phl p 1, and Poa p 1 allergens
by mass spectrometric methods. In a first step, these five
species were studied both at the protein and peptide levels by
a combination of matrix-assisted laser desorption/ionization
time-of-flight (MALDI-TOF) and high resolution/high mass
accuracy electrospray (ESI) mass spectrometry, to obtain
structural information regarding primary sequence variations
(e.g., variants, oxidized or modified residues). Particular atten-
tion was paid to the identification of species-specific peptides
for each of the group 1 allergens to confirm their presence in
the mixture. The second part of this work was devoted to
characterization of the PTMs, and deeper insights were ob-
tained regarding proline hydroxylation, and N- and O-glyco-
sylation of the five group 1 allergens. Such structural informa-
tion would be of potential interest to better understand
differences in CD4™ T cell reactivity and IgE binding (Chabre
et al., submitted).

Materials and Methods

Materials and Reagents. Dithiothreitol (DTT) and iodoac-
etamide were from Sigma-Aldrich (Saint Quentin Fallavier,
France). Sequencing grade modified trypsin was from Promega
(Madison, WI), whereas Endoproteinase Asp-N from Pseudomo-
nas fragi and N-glycosidase A were from Sigma-Aldrich and
Roche (Mannheim, Germany), respectively. RapiGest SF (ly-
ophilized sodium-3-[(2-methyl-2-undecyl-1,3-dioxolan-4-yl)-
methoxyl]-1-propanesulfonate) was from Waters (Milford, MA).
The MALDI matrices 2,5-dihydroxybenzoic acid (DHB) and
sinapinic acid (SA) were from Sigma-Aldrich, whereas a-cyano-
4-hydroxycinnamic acid (HCCA) was from Laser BioLabs
(Sophia Antipolis, France). Other chemicals and reagents were
obtained from commercial sources at the highest level of purity
available. All buffers were prepared using ultrapure water (Milli-
Q, Millipore).

Allergen Purification. Group 1 allergens were purified from
pollen extracts (Allergon AB, Sweden) obtained from five
common allergenic grass species including A. odoratum (sweet
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Figure 1. SDS-PAGE (left panel) and MALDI-TOF mass spectra (right panel) of natural group 1 allergens (A) Anto 1, (B) Dac g 1, (C) Lol
p 1, (D) Phlp 1, and (E) Poa p 1. SDS-PAGE analysis confirmed that purified group 1 allergens were >95% pure, while MALDI-TOF mass
spectra exhibited broad peaks centered at ~27.5 kDa consistent with the coexistence of several isoforms.
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Figure 2. Part of MALDI-TOF mass spectra obtained for the tryptic peptides of group 1 allergens (A) Anto 1, (B) Dacg 1, (C) Lol p 1,
(D) Phl p 1, and (E) Poa p 1. Spectra were obtained from tryptic digests.

vernal), D. glomerata (orchard or cocksfoot), L. perenne (peren-
nial rye), P. pratense (timothy) and P. pratensis (Kentucky blue
grass). Purification was achieved using both hydrophobic
interaction chromatography and size exclusion chromatogra-
phy as described elsewhere (Chabre et al., submitted). Briefly,
pollen extracts in 50 mM ammonium bicarbonate were first
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purified using a phenyl-sepharose hydrophobic interaction
column (GE Healthcare, Orsay, France), previously equilibrated
with sodium phosphate 0.02 M and ammonium sulfate 1 M,
pH 6.2. Group 1 elution was performed using sodium phos-
phate 0.02 M containing 5% of isopropanol (pH 7.6). Fractions
were then concentrated by ultrafiltration, using an Amicon PM-


http://pubs.acs.org/action/showImage?doi=10.1021/pr900359p&iName=master.img-001.jpg&w=320&h=261
http://pubs.acs.org/action/showImage?doi=10.1021/pr900359p&iName=master.img-002.jpg&w=423&h=286

Characterization of Group 1 Grass Pollen Allergens

research articles

Table 2. Summary of the Main Tryptic Peptides from Anto 1, Dac g 1, Lol p 1, Phl p 1, and Poa p 1 Identified by MALDI-TOFMS

and LC-MS/MS

— =
Pos.” Sequence Theor. Measured Monoisotopic Masses (M+H)
Monao.
Masses
{!\-I+Ii]+"'
Anto | Dacgl Lolpl Phipl Poapl
LC-MS MALDI- LC-MS MALDI- LC-MS MALDI- LC-MS MALDI- LC-MS MALDI-
TOFMS TOFMS TOFMS TOFMS TOFMS
4-17 VPPGPNITATYGDE 1429.7321 24540858 - 2470.081F - 2454.0858 24700804 -
VPPGPNITAEYGDK 1457.7270 2498.079X -
18-22 WLDAK 6323402 632.3397 632.3315 632.3401 632.3451 632.3397 632.3378 6323400 6323378 6323397 6323397
2335 STWYGKPTGAGPK 1349.6848 13406847 1349.6827  1349.6831 13496879  1349.6833 13496814 1349.6816  1349.6924 13496818 1349.6938
STWYGKPTARGPE 13637004 13636966 1363.7021
36-44 DNGGACGYE 941.3781 941.3765 - 941.3755 - 9413767 - 941.3750 - 941.3758 -
DDGEGACGYE 9425631 9423602 - 9423593 - 942 3604 - 942 3604 - 9423585 =
45-64 DVDKAPFNGMTGCOGNTPIFE 21690103 2169.0096 - 21690057 - 2169.0090 21690065
DVDEAPFDGMTGCGNTPIFK 21699943 2169.9915 2170.0027 21699900 2170.0016 21699921 21700084
DVDKAPFNGMTGCGHNTPIFK 2185.0052 2185.0014 -
DVDKAPFDGMTGCGNTPIFK 21859892 21859875 21859898 21859812 21859937 21859857 -
DVDEPPFSGMTGCGNTPIFE 2168.0150 2168.0124 2168.0597 2168.0115 2168.0399
DVDKPEFSGMTGCGNTEIFK 2184.0099 2184.0039 -
49-64 APFSGMTGOGNTPIFK 16847821 1684.7758 -
APFNGMTGCGNTPIFK 1711.793 1711.7962  1710.7900  1711.7958 - 1711.7972 - 1712.7966 -
APFDGMTECGNTPIFK 17127771 1712.7733 1712.7829 1712.7737 l'.-‘ll?'.-‘._?l 1712.7758 17127713 1712.7792 -
68-76 GCGESCFEIK T0STA441 10574421 10574466 10574431 10574462 10574426 10574423 10574432 10574388 10574418 -
77-110  CTKPESCSGEPI/LLVHITDD  3829.7683 3829.7635
NEEPIAAYHFDLSGK
7-117 AVTI/LTITDDNEEPIAPYHF 3331.5939 3331.5932 =
DLSGHAFGAMAK
111-117 AFGAMRE 695.3545 695.3512 - 6953527 695.3569
77-117  CTKPESCSGEAVTVHITDDN 45050118 4505.0005  4505.0179
EEPIAPYHFDLSGHAFGSMAK
CTKPESCSGEAVTVTITDDN 4469.0006 44689980 - 4469.0035 -
EEPIAPYHFDLSGHAFGSMAK
CTEPEACSGEPVVVHITDDN 4497 0583 44970510 -
EEPTAPYHFDLSGHAFGAMAK
CTKPEACSGEFVVVHITDDN 4463.0627 4463.0550 -
EEPIAAYHFDLSGIAFGSMAK
126-133 SAGELELK 46,4367 o - R46.4350 R46.4654
126-135 SAGEVEIQFR 11355742 1135.5726 11355799 11355719 1135.54(4
SAGELELQOFR 11495898 1149.5892 11495899  1149.5897 11496025 11495892 11496243 11495868 11495893 11495847  1149.5990
139-143 CEYEE 696.3021 696.3000 - 696,3003 -
139-146 CKYPEGTE 982.4662 9824637 -
141-146  YPEGTE 694.3406 694 3385 - 694.3393 -
147-153  VTFHVEK 859.4672 859.4675 - 859,467 8594709 859.4661 859.4620 8594657 859.4679
TTFHVEK 861.4465 861446 -
141-153 ¥PDDTKPTFHVEK 1576.7642 1576.7642  1576.7622
144-153 GTKPTFHVEK 1143.6156  1143.6148 11436157
154-165 GSNENYLALLVE 12887259 12RR.7257 12887261 12887247 12887213 1288.7244 12887223 12887247 12887323 12887233 1288.72%7
ASNPNYLAILVE 1302.7416 1302.7395  1302.7382
166-179 ¥VDGDGDVVAVDIE 14647216 14647219 1464.7209 14647205 1464.7273 14647206 14647178 14647197 14647322 1464.7181 14647251
YVNGDGDVVAVDIK 1463.7376 1463.7414 - 1463.7333 -
FVDGDGDVVAVDIE 1448.7267 1448.7272 1448.7400 1448.7244 -
FVAGDGDVVAVDIK 1404.7369 1404,7346 14047449
FVDGDGOVVAMDIK 1480.6988 14806978 -
186-190 WIALK 630.3973 630.3963 630.3966 630.3962 6303887
WIELK 688.4028 GR8.4020 688.4124 688.4011 6884015 6R8.4012 - GRE.4016 GRE.4006
191-198 ESWGAIWR 1004, 45948 14,4935 10044954 1004,4926 1004.5041 10414, 4927 10045512 E: 1004.5012
ESWGAVWR 990.4792 990.4785 - 990.4796 990.5233 990.4775 990.5286
199-204 VDTEDK 674.3355 674.3355 - 674.3337 - 6743323 -
IDTEDK 688.3511 6883496 - 6883491 - 688.3495 - 6883486 -
199-206 IDTFPEVLE 9145193 914.5158 - 914,517 -
205-212 LTGPFTVR 890.5094 890.5082 - 890.5090 890.5108 890.5083 890.5105 890.5083 890.5097 890.5067 890.5138
207-212 GPFTVR 676.3777 676.3768 676.3723 676.3764 676.3746
213-219 YTTEGGK 755.3570 7553549 -
213-220 YTTEGGTK 856.4047 R56.4036 - 8564034 - R56.4017
213-232 YTTEGGTKSEVEDVIPEGWK 22250608 22250559 22250630  2225.0574 22250735
YTTEGGTKSEFEDVIPEGWE 22730608 2273.0562  2273.0575
YTTEGGTKTEAEDVIPEGWE 2211.0451 2211.0393 -
22(-232 KVEAEDVIPEGWK 1499774 1499.7728 1499.7736
221-232 SEVEDVIPEGWK 1387.6739 13876715  I387.0688  I3R7.6727  1387.6659 1387.6692 -
SEFEDVIPEGWK 1435.6739 1435.6729  1435.6670 14356670 -
TEAEDVIPEGWE 1373.6383 1373.6538 13736732
AEAEDVIPEGWE 1343.6477 13436471 1343.6463 1343.6448  1343.6545
VEAEDVIPEGWE 1371.6797 1371.6777 1371.6727
225-232 DVIPEGWK 943.4883 943.4861 943.4836
233240 ADTSYSAK 842.3890 8423876 - 8423876 -
ADTSYERK 884.3996 884.3970 - 884.3977 -
ADTSYESK 900.3945 900.3933 - 900.3931 -
VDTAYERK 896,436 896.4329 - 896.4335 -
VDTSYERK 9124309 912.4282 - 9124283

@ Pos.: position. ” Theor. Mono. Masses: theoretical monoisotopic masses. ¢ The major glycoform detected for each allergen is shown in italics. ¢ Peptide not
always observed in purified Ant o 1 extracts. Peptide sequences detected in all allergens are shown on a gray background. Modified amino acid residues are
shown in bold characters, whereas those newly identified by de novo sequencing are bold and underlined. Cysteine residues were alkylated with iodoacetamide.

10 membrane (Millipore, Saint-Quentin-en-Yvelines, France).
A final purification step was performed using a Sepharose S-75
superfine column (GE Healthcare, Orsay, France), equilibrated
with a 10 mM phosphate buffer. Allergen purity was estimated
to be >90% by sodium dodecyl sulfate polyacrylamide gel
electrophoresis (SDS-PAGE) using silver staining (Figure 1, left

panel). Purified allergen concentration was in the 0.6—2.1 mg/
mL range, as estimated by the bicinchoninic acid (BCA) assay
(Pierce, France).

SDS-PAGE Analysis. Purified allergens (0.5 ug) were diluted
in sample buffer (62 mM Tris, 1% SDS, 0.01% bromophenol
blue), boiled and applied onto a 12.5% Excel-gels (GE Health-
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Figure 3. ESIMS and MS/MS spectra obtained for the species-specific peptides (A) Anto 1, (B) Dacg 1, (C) Lol p 1, (D) Phl p 1, and (E)
Poa p 1. Spectra were obtained from tryptic digests. Cysteine residues were alkylated with iodoacetamide.

Table 3. Potential Species-Specific Tryptic Peptides Identified for Group 1 Allergens

allergen species-specific peptide position retention time (min) M+ H)*

Anto 1 (K)VEAEDVIPEGWK* (220)221—232 (17.7)18.5¢ (1499.7740)1371.6797
TTFHVEK 147-153 11.2 861.4465

Dacgl CTKPESCSGEAVIVHITDDNEEPIAPYHFDLSGHAFGSMAK 77-117 20.2 4505.0118

Lolp1 ASNPNYLAILVK 154-165 21.0 1302.7416
SEFEDVIPEGWK 221-232 20.5 1435.6739

Phlp1 STWYGKPTAAGPK 23-35 13.3 1363.7004
TEAEDVIPEGWK 221-232 18.0 1373.6583

Poapl SAGELELK’ 126-1337 13.6 846.4567"
APFSGMTGCGNTPIFK 49-64 19.1 1684.7821

“The bracketed lysine residue accounts for the peptide bearing a missed cleavage site. ” This peptide is sometimes present in Ant o 1 at a
concentration ~10-fold lower. The “most sensitive peptides” are shown in bold characters. Cysteine residues were alkylated with iodoacetamide.

care, Uppsala, Sweden). Electrophoresis was carried out under
reducing conditions for 1 h at 80 V in parallel with molecular
mass markers, and proteins were revealed using a silver staining
kit (GE Healthcare).

Proteolytic Digestions. Ten microliters of purified group 1
allergen (~0.5—1 ug/ul) was mixed with 10 uL of a 0.2% (w/v)
RapiGest SF* solution in 50 mM ammonium bicarbonate.
Disulfide bridge reduction was accomplished by adding 10 uL
of a 10 mM DTT solution in water and incubating the resulting
mixture for 1 h at 60 °C. The solution was allowed to cool at
room temperature, after which 10 4L of a 24 mM iodoacetamide
solution in water was added, and the solution was incubated
at room temperature for 45 min in the dark. After addition of
50 mM ammonium bicarbonate (15 L), digestion with trypsin
(5 uL of a 100 ng/uL aqueous solution) or Asp-N (5 uL of a 40
ng/ul aqueous solution) was performed by an overnight

4018 Journal of Proteome Research  Vol. 8, No. 8, 2009

incubation at 37 °C. Protein digests were acidified by addition
of 5 uL. of 1 M HCI, and further incubated at 37 °C for 45 min
to hydrolyze RapiGest SF, and finally centrifuged at 13 000 rpm
for 5 min to remove insoluble material.

Enrichment of Glycopeptides by Hydrophilic Interaction
Chromatography (HILIC). Glycopeptide enrichment by HILIC
microcolumns was adapted from a published procedure.®°
Briefly, 35 uL of enzymatic digest was mixed with 140 uL of
acetonitrile (ACN) containing 0.5% of trifluoroacetic acid (TFA),
and loaded on a HILIC Uptitip (Interchim, Montlucon, France)
equilibrated with 150 uL of 80% ACN containing 0.1% TFA. The
bound peptides were washed twice with the same buffer and
eluted with 20 uL of 0.1% TFA.

Deglycosylation Procedure. Glycopeptide-enriched fraction
obtained by HILIC was evaporated to dryness and further
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Figure 4. ESIMS/MS spectra of some modified peptides (A)
deamidated, (B) oxidized, and (C) glycated peptides. Spectra were
obtained from Dac g 1 tryptic digest. For spectrum (C), fragment
ions were monitored in the LTQ part. Cysteine residues were
alkylated with iodoacetamide.

resuspended in 25 L of 50 mM sodium acetate pH 5 and
digested with 0.05 mU of N-glycosidase A for 48 h at 37 °C.
MALDI-TOF MS Analysis. Peptide analyses were carried out
on a Voyager-DE STR instrument (Applied Biosystems, Les Ulis,
France) equipped with a pulsed nitrogen laser (337 nm). HCCA
(10 mg/mL in 50% ACN containing 0.1% TFA) and DHB
(saturated solution in ACN) matrices were used for the analysis

research articles

of proteolytic peptides and glycopeptides, respectively. Protein
analysis was performed using SA as matrix (10 mg/mL in 50%
ACN containing 0.1% TFA). In each case, 0.5 uL of analyte
solution and 0.5 L of matrix solution were deposited and
thoroughly mixed on the target. For peptide analysis, the
instrument was operated in the delayed extraction reflector
mode with a 20 kV acceleration voltage and an extraction delay
of 140 ns. The laser power was carefully monitored in order to
be high enough to have sufficient signal/noise ratio, but low
enough in order to avoid detector saturation and nonlinear
response. Data were accumulated over the m/z ratio window
of 700—5000 Th. All samples were prepared in duplicate and
spotted, and spectra comprising 500 averaged laser shots each
were acquired from two different regions of each spot to give
four mass spectra per sample. Mass spectra were calibrated
either internally with trypsin autolysis peaks at m/z 842.51 and
m/z2211.10 or externally using a mixture of standard peptides
when these peaks were not observed. For protein analysis, ions
were analyzed in the linear mode after acceleration at 25 kV,
with an extraction delay of 750 ns. Mass calibration was
performed externally.

LC-ESIMS/MS Conditions. Chromatographic separations
were performed on a Zorbax 300SB C18 HPLC column (2.1 x
150 mm, 5 um, 300 A, Interchim, Montlucon, France) as
previously described.*! Mobile phases consisted of 0.1% formic
acid (A) and ACN containing 0.1% formic acid (B). Peptides
were eluted from the column at 300 xL/min using a 5—60%
phase B gradient over 35 min.

The HPLC eluent was directly connected to the ESI probe
of an LTQ-Orbitrap Discovery mass spectrometer (Thermo, San
Jose, CA). The source conditions were as follows: capillary
temperature, 275 °C; sheath gas flow, 30 arbitrary units;
auxiliary gas flow, 3 arbitrary units; capillary voltage, 38 V; ESI
spray voltage, 4.5 kV. The target was fixed at 1 x 107 ions and
the automatic gain control was turned on. The instrument was
operated in the data-dependent acquisition mode, allowing the
automatic switching between MS and MS/MS. The MS survey
scan was performed from m/z300—2000 in the Orbitrap, using
a resolution set at 30 000 (at m/z 400), and the ion population
was held at 5 x 10° through the use of automatic gain control.
The three most abundant ions (threshold 500 counts, charge
states higher than +1) were further selected for collision-
induced dissociation (CID) experiments. The CID fragment ions
were detected in separate experiments, either in the linear ion
trap or in the Orbitrap for de novo sequencing. In both cases,
a normalized collision energy of 35% was used, with an
activation g of 0.25 and an activation time of 30 ms. For tandem
mass spectrometry in the linear ion trap, the ion population
was set to 1 x 10* and the precursor isolation width was set to
3 m/zunits. Detection in the Orbitrap was performed at a target
resolution of 7500, whereas the ion population was set at 2 x
105, and the precursor isolation width to 3 m/z units. De novo
sequencing was performed both manually and occasionally
with the help of the PepNovo program®**? to generate peptide
sequence tags. The PepNovo software is freely available at
http://bix.ucsd.edu.

Results and Discussion

This in-depth investigation of the molecular variability of five
purified group 1 allergens used mass spectrometric as an
analytical tool. These different species were studied both at the
protein and peptide levels by a combination of MALDI-TOF
and high-resolution/high mass accuracy electrospray mass

Journal of Proteome Research ¢ Vol. 8, No. 8, 2009 4019
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Figure 5. ES| mass spectra representing the glycopeptide population observed for each group 1 allergen. (A) Anto 1, (B) Dac g 1, (C)
Lol p 1, (D) Phl p 1, and (E) Poa p 1. Spectra were obtained from tryptic digests by averaging over a 5-min retention time window (from

10 to 15 min). (P) represents a hydroxyproline residue.

spectrometry, to obtain structural information regarding pri-
mary sequence variations and PTMs.

Global Characterization of Purified Group 1 Allergens by
MALDI-TOEMS. Group 1 allergens were purified from pollen
extracts obtained from 5 common grass species as described
in the Materials and Methods. Before MS analyses, purity and
global protein profile were verified using SDS-PAGE with silver
staining. As shown in Figure 1 (left panel), all group 1 allergens
resolve as a single band with similar molecular masses, with
the exception of Phl p 1, which appears as a doublet potentially
highlighting the presence of two distinct isoforms. Purified
allergens were apparently not contaminated by other proteins.

The mass spectra obtained for the different purified group
1 allergens exhibit broad peaks centered at ~27.5 kDa (Figure
1, right panel), consistent with the coexistence of several
isoforms. Similar heterogeneity extents were observed for all
the allergens. The determined average molecular masses are
~1000—1500 Da above those calculated for the published
amino acid sequences (Table 1). These mass increments are
likely to represent isoforms bearing one MOXF? N-glycan motif
on Asng (i.e., +1008 Da), which is known to be the major one
in grass pollens,'® along with other structural modifications
such as proline hydroxylation.”?* This hypothesis is supported
by the observation of ~160 Da mass increments (i.e., hexose
additions) in the mass spectrum of some species (e.g., Dac g

4020 Journal of Proteome Research « Vol. 8, No. 8, 2009

1, Figure 1B), that would well fit the N-glycan structures
previously reported in various grass pollens.'® N-glycosylation
motifs have been shown to be well-conserved and structurally
homogeneous in various pollen allergens,'® which tends to
indicate the presence of amino acid substitutions to explain
the broad unresolved peaks observed in the MALDI-TOF mass
spectra. To obtain more precise information regarding struc-
tural heterogeneity, group 1 allergens were then studied after
enzymatic digestion by both MALDI-TOFMS and liquid chro-
matography coupled with high-resolution/high mass accuracy
electrospray mass spectrometry (LC-ESIMS/MS) using an LTQ-
Orbitrap mass spectrometer.

Characterization of Amino Acid Sequences from Group
1 Allergens after Enzymatic Digestion. To obtain more insights
into group 1 allergen structural microheterogeneity, purified
allergens were digested with trypsin (and Asp-N for confirma-
tion purposes) and the resulting proteolytic peptides were first
fingerprinted by MALDI-TOFMS and then thoroughly analyzed
and sequenced by LC-ESIMS/MS.

1. Peptide Mass Fingerprinting by MALDI-TOFMS. In a first
set of experiments, peptides resulting from trypsin and Asp-N
digestion of group 1 allergens were analyzed by MALDI-TOFMS.
For instance, Figure 2 shows the mass spectra obtained for the
Anto 1,Dacgl, Lol p 1, Phl p 1, and Poa p 1 tryptic digests.
For clarity, Figure 2 shows only the most informative m/z
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Figure 7. MALDI-TOF mass spectra of HILIC-enriched glycopeptides (A) before and (B) after PNGase A digestion. Spectra were obtained

from Dac g 1 tryptic digest.

800—1600 portion of the spectra. Although most of the observed
peaks can be putatively identified by mass matching with the
theoretical peptides derived from the sequences reported in
databases, sequences were further confirmed/elucidated by LC-
MS/MS (vide infra). The main identified peptides along with
their respective sequences are summarized in Table 2. As
expected, strong homologies were observed between the tryptic
peptides of the five group 1 allergens. According to these data,
~5 peptides observed in MALDI-TOF mass spectra were shared
by all the allergens. Nevertheless, it must be mentioned that
some fluctuations in peak intensity can be observed from one

allergen to another, which potentially reflects the coexistence
of isoforms. For example, the ion at m/z 1349.7, which
corresponds to the peptide 23-STWYGKPTGAGPK-35, is among
the most prominent peaks for Ant o 1, Dac g 1, Lol p 1, and
Poa p 1, while it is far less intense for Phl p 1. In the latter
case, an accompanying peak appears at m/z 1363.7, which
accounts for an amino acid substitution of the second glycine
by an alanine residue (Table 2). The peaks common to all
species are represented on a gray background in Table 2.

2. Peptide Analysis and de Novo Sequencing of Unas-
signed Peptides by LC-MS/MS. Data generated upon LC-MS/

Journal of Proteome Research ¢ Vol. 8, No. 8, 2009 4021
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Figure 8. MS/MS spectra of HILIC-enriched and deglycosylated
(B) one Hyp residue (i.e., Hyps, m/z723.80), (C) no Hyp residue (

(Val,—Lysq7) glycopeptide bearing (A) two Hyp residues (m/z 731.80),
m/z 715.80), and (D) two Hyp and one pentose residues (on Hyps, m/z

797.80). All fragmented ions are doubly charged ions. Spectra were obtained from Dac g 1 tryptic digest. Fragment ions bearing one
pentose residue are labeled with an asterisk. (-Pent.) accounts for a loss of a pentose residue from the parent ion, while (P) represents

a hydroxyproline residue. Because of the chemical lability of the
residues can be observed.

MS analysis of allergen digests were first matched with se-
quences in the databases (Table 1) and the unmatched MS/
MS spectra were submitted to manual and computer-aided de
novo sequencing. The PepNovo software was used to generate
peptide sequence tags. Although successful de novo sequencing
results can be obtained with low-resolution ion trap instru-
ments,>>3¢ both high resolution and high mass accuracy in both
MS and MS/MS mode are desirable for obtaining high-
confidence sequences.*”*8 Thus, in this study, allergen digests
(trypsin and Asp-N) were analyzed by LC-MS/MS at high
resolution and high mass accuracy on an LTQ-Orbitrap instru-
ment. LC-MS chromatograms obtained for the five tryptic
digests are presented in Figure S1 of Supporting Information,
while examples of MS and MS/MS spectra obtained with ion
detection in the Orbitrap analyzer are given in Figure 3
regarding species-specific peptides (vide infra). This approach
enabled the identification of up to 11 unreported amino acid
substitutions (Table 2). By combining the data from trypsin and
Asp-N digestion, sequence coverages of 100% were obtained
for Dac g 1, Lol p 1, Phl p 1, and Poa p 1, while ~86% of the
Ant o 1 amino acid sequence was covered.

All the data gathered in Table 2 indicate that despite a high
amino acid sequence homology (~90%),' group 1 allergens
exhibit a considerable molecular variability with only 7 tryptic
peptides shared by all of them. These peptides are rather
equally distributed over the amino acid sequence, which tends

4022 Journal of Proteome Research  Vol. 8, No. 8, 2009

O-glycosidic bond under MS/MS conditions, neutral losses of pentose

to indicate the absence of a highly variable part of the protein
primary structure. These structural differences raise the pos-
sibility that major allergens from different grass pollens may
elicit distinct immune responses, underlining that some grass-
positive sera will not be detected by in vitro diagnostics with
the use of a single grass species.>® Moreover, it is worth
mentioning that, considering a given allergen, several isoforms
with different amino acid variants coexist within natural
material. Such wide natural variability has potential conse-
quences for immunotherapy, indicating that the use of recom-
binant allergens may not accurately reflect natural exposure
and sensitization conditions.

3. Identification of Species-Specific Peptides. In the case
of pollen mixtures, additional species-specific information must
also be obtained for authentication and potential quantification
purposes. This task is rendered difficult for group 1 allergens
due to their high degree of sequence homology. In the
framework of this study, peptides were both selected according
to their allergen specificity, and their detection sensitivity under
ESIMS conditions and chromatographic properties (peptides
eluting in the column dead volume were rejected). Because of
its high specificity and robustness, trypsin was chosen as
digestion agent. The original objective was to obtain two tryptic
peptides per allergen, to reach an appropriate level of specific-
ity. This goal was only partially reached, since only one specific
peptide was found for Dac g 1. Nevertheless, its relatively high
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conditions, neutral losses of pentose residues can be observed.

molecular mass and sequence uniqueness may be regarded as
providing enough specificity. Table 3 indicates the peptides that
may be potentially used as identification tools for group 1
allergens, the “most sensitive peptides” being represented in
bold characters. Figure 3 shows the corresponding MS/MS data.
These chosen species-specific peptides may not be regarded
as ideal according to classical MS-based protein quantification
schemes, since traditionally peptides bearing known variants
as well as reactive or labile amino acid residues (e.g., methion-
ine or cysteine residues, Asp-Pro bonds) are avoided.*® How-
ever, regarding homologous proteins, amino acid variants
provide specificity and thus constitute valuable tools. Moreover,
although much attention was paid to labile amino acids, it was
not always possible to avoid their occurrence within the
selected peptide sequences. In addition, it has been recently
demonstrated that high-MS responding peptides often bear
such labile residues or bonds.*!

Peptide specificity has been further confirmed by analyzing
three separate batches of purified allergens (data not shown).
Although useful and efficient for specifically tracing the pres-
ence of a given allergen in pollen mixtures, the present set of
peptides cannot be used without precautions for quantitative
issues (vide infra). For instance, the most sensitive peptide
specifically belonging to Ant o 1 was always observed in the
digests in two forms, either fully cleaved or with one missed
cleavage site (Table 3), the latter always being at least ~5-fold
more intense. This is primarily due to the presence of an
additional Lys residue in position 219 of Ant o 1, thus,

generating a -Lys—Lys- motif which is known to be responsible
for the appearance of missed cleavage sites.*> Moreover, the
resulting peptide, which has a Lys residue as N-terminal
residue, is more resistant to further proteolysis by trypsin.** A
somewhat similar situation was also observed for the marker
of Phl p 1, which has a -Lys—Pro- bond. The commonly
accepted rule is that trypsin cleaves next to lysine and arginine
but not before proline residues.*> However, recently published
data indicated that this rule is often violated.** Under our
conditions, it was observed that this specific bond was cleaved
to a low extent, with peptide STWYGK found at trace levels
with more than a ~10-fold lower intensity than the “parent
peptide” STWYGKPTAAGPK (data not shown). These two
peptides were identified at two distinct retention times, which
exclude a possible artifactual generation by in-source fragmen-
tation. It is worth noticing that using alternative digestion
protocols did not modify these digestion patterns (data not
shown). If a quantitative measurement could be envisioned,
these drawbacks can be corrected, at least in part, through the
use of an external calibration curve established with pure
protein and/or labeled peptides incorporating a cleavage site
as surrogates, to mimic cleavage efficiency.** The latter, of
course, does not take into account the influence of protein
folding on trypsin efficiency.

Identification and Characterization of Modified Peptides.
1. Peptides Incorporating Deamidation, Oxidation, or Gly-
cation Sites. This part of the work was devoted to the
preliminary investigation of the main degradation products of
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Figure 10. Demonstration of oligopentosylation of Ant o 1 allergen, (A) MALDI-TOF mass spectrum of the HILIC-enriched and

deglycosylated fraction, MS/MS spectra of (lle;—Lysq7) glycopeptide
1033.0), and (D) three pentose residues (m/z 1099.0). All fragmented

bearing two Hyp residues and (B) one (m/z 967.0), (C) two (m/z
ions are doubly charged ions. Fragment ions bearing n pentose

residues are labeled with n asterisks. (-n Pent.) accounts for a loss of n pentose residues from the parent ion, while (P) represents a
hydroxyproline residue. Because of the chemical lability of the O-glycosidic bond under MS/MS conditions, neutral losses of pentose

residues can be observed.

group 1 allergens, even though their process-induced and/or
natural origin was not addressed and thus remains question-
able. For instance, Asns; and Asns, were found to be deami-
dated, with the corresponding peptides mainly bearing an Asp
residue (Table 2). MS/MS analysis confirmed the presence of
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an Asp instead of an Asn residue at position 52 of the tryptic
peptide (Alasy—Lyses), as may be seen in Figure 4A. It is not so
surprising to find these deamidated residues since the corre-
sponding peptides both have the -Asn—Gly- sequence, which
is known to be especially prone to deamidation.*> Moreover,
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since deamidation introduces a new Asp-N cleavage site within
the peptide backbone with the Asn to Asp conversion, Asp-N
digestion was used to further confirm these results (data not
shown). The precise origin of this modification remains to be
clearly identified, since recent studies have shown that dea-
midation can readily occur during sample preparation.*>*®

Methionine residues are well-known to be preferred oxida-
tion sites. Out of the two methionine residues present in group
1 allergen sequences, only Mets, was oxidized. MS/MS data
confirmed the oxidation of this residue, with the characteristic
loss of 64 mass units corresponding to the loss of the CH;SOH
moiety,*” for some of the major fragments bearing the oxidized
methionine residue (Figure 4B).

Last, some peptides bearing one missed cleavage site and
exhibiting strong consecutive water losses (up to 4, or 4
combined with the loss of a formaldehyde moiety) under MS/
MS conditions were observed and further assigned as glycated
peptides. Corresponding multiply charged ions were consistent
with the presence of a hexose moiety. An example is given in
Figure 4C for peptide (Gly;s4—Lysi179). Such particular fragmen-
tation behavior is characteristic of glycated peptides,*®~>° with
strong opposition to glycosylated peptides that exhibit prefer-
ential sugar losses.’"®? Thus, Lyss, Lysz, Lysss, Lysiss, LySaos
and Lysy;, were identified as putative glycation sites. This
glycation site identification would greatly benefit from meth-
odological improvements such as reduction of the Amadori
product with sodium borohydride product prior to MS/MS
acquisition,*’ or even from the employment of electron transfer
dissociation instead of collision-induced dissociation.>® Comple-
mentary experiments will also be performed in order to identify
the origin of these glycated peptides, which can be “naturally”
occurring or processed-induced modifications.

It should be pointed out that the tryptic peptide (Alas—
Lyse4), or (Aspss—Lyses) considering one missed cleavage, bears
deamidated, oxidized and glycated residues. Thus, this part of
the sequence, which is presumably surface exposed, can be
regarded as a useful indicator of product modification/
degradation.

2. Peptides Incorporating Hydroxylation, and/or N-/
O-Glycosylation Sites. Both hydroxylation and N-glycosylation
sites are located on the same tryptic peptide, that is, peptide
4-VPPGPNITATYGDK-17, with the exception of Lol p 1 for
which Thr; is replaced by a Glu residue (Table 2). Glycopep-
tides were located within the LC-MS/MS runs by monitoring
low molecular weight carbohydrate fragment ions.>' Under our
analytical conditions, due to the low mass cutoff of the ion trap,
the oxonium ion at m/z 366.1 proved to be the most useful
diagnostic ion.

Figure 5 shows the mass spectra obtained for the different
glycopeptides composed of the five purified allergens. All
detected ions were doubly charged, with the numerous ions
observed reflecting the isoform heterogeneity. At first glance,
one can note that roughly the same species exist in the different
allergens, but with major relative intensity fluctuations. The
ion at m/z 1235.54 (m/z 1249.54 for Lol p 1) is consistent with
the peptide (Val;—Lys;;) bearing two Hyp residues and the
MOXF® N-glycan motif. Isoform heterogeneity is further evi-
denced by the presence of other prominent ions at m/z 1227.55
and m/z 1301.57 corresponding to —16, and +132 Da mass
differences when compared with MOXF-bearing peptide. The
former mass shift can either correspond to the substitution of
a hexose by a fucose residue or, more probably, to the lack of
one Hyp residue. The 132 Da mass shift is likely to account for
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an additional pentose residue, but its linkage to either peptide
backbone or to the N-glycan moiety remains questionable.
These structural hypotheses were further investigated by MS/
MS.

In most cases, MS/MS spectra of N-glycopeptides are
dominated by B- and Y-type fragmentation of glycosidic
linkages, thereby predominantly revealing information regard-
ing the nature and sequence of the glycan moiety.>"® In this
particular case, MS/MS fragment ions were monitored in the
LTQ part, since their detection in the Orbitrap proved to be
less sensitive. The MS/MS spectrum of the ion at m/z 1235.55
(from Dac g 1, Figure 6A) confirms the occurrence of the MOXF?
motif as the major one among group 1 allergen glycoforms.
Indeed, the oxonium ions at m/z 366.1, m/z 528.1 and m/z
660.1 accountfor (GlcNAc-Man™), (GIcNAC-Man, "), and (GlcNAc-
Man,-Xyl™) structures, respectively, while other diagnostic ions
corresponding to (peptide + H)*, (peptide + GIcNAc + H)*,
and (peptide + GIcNAc + Fucose + H)" can also be observed
at m/z 1461.4, m/z 1667.5, and m/z 1810.5, respectively (Figure
6A). Moreover, the (peptide + H)™ ion observed at m/z 1461.4
is consistent with the peptide (Val,—Lys;;) bearing two Hyp
residues. The occurrence of a (Val,—Lys;;) peptide bearing only
one and no Hyp residue, as well as an O-linked pentose residue,
can be further assumed due the presence of corresponding
(peptide + H)* ions at m/z 1445.5, m/z 1429.5, and m/z 1593.4,
respectively (Figure 6B—D). When the same MS/MS interpreta-
tion scheme was used, low levels of glycoforms with plus or
minus one hexose residue with respect to the MOXF? structure
(m/z 1317.1 and m/z 1155.02, respectively) were evidenced.

Hydroxylation and potential O-glycosylation of the peptide
backbone were further investigated by performing another
stage of fragmentation (MS? experiments) with the (peptide +
GlcNAc + H)' ions as precursors.”*® Although enabling
peptide sequence confirmation and confirming the previous
assumptions, the resulting MS® spectra were not informative
enough to precisely localize the modification sites (Figure S2).
Thus, it was decided to pursue our investigations on deglyco-
sylated peptides.

To improve sensitivity, tryptic glycopeptides from group 1
allergens were first specifically enriched by HILIC3%>* before
being treated by N-glycosidase A to remove the N-glycans from
the peptide moiety. Figure 7, panels A and B, shows the MALDI
mass spectra of a HILIC-enriched tryptic digest of Dac g 1
before and after PNGase A digestion, respectively. While the
glycopeptides were almost invisible in the crude digest, they
appeared as dominant peaks after HILIC enrichment. It should
also be noticed that the relative distribution of the different
glycoforms is similar to what has been previously observed by
LC-ESIMS (Figure 5B), thus, demonstrating that HILIC did not
preferentially select one glycoform or the other. After treatment
with N-glycosidase A, the corresponding MALDI mass spectrum
demonstrates that the —16, and +132 Da mass differences still
exist (Figure 7B). Corresponding isoforms bearing 0, 1, and 2
Hyp residues were clearly evidenced through the use of ESIMS/
MS, while the presence of an O-linked pentose on the first Hyp
residue was also demonstrated (i.e., Hyps, Figure 8A—D).
Moreover, it is worth noticing that the isoform bearing only
one Hyp almost exclusively lacks the first Hyp. This is in
excellent agreement with the absence of a pentose residue on
peptides bearing only one Hyp, and strongly supports the
presence of the pentose moiety on the first Hyp residue. By
analogy with published data, it can be assumed that this
pentose is an arabinose (Ara) residue.'>'®®> Marginal O-
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glycosylation of Hyps was also observed on Ant o 1 and Lol p
1, but not on the other group 1 allergens (Figure 9).

Polyarabinosylation of Hyp residues has been reported for
Hyp-rich plant glycoproteins.'®> Such modification was ob-
served only at trace levels on peptide (Val,—Lys;7), with up to
two pentose residues on Ant o 1-derived peptide. However,
after HILIC enrichment and further N-deglycosylation of Ant
o 1 tryptic digest, the presence of up to three Ara residues on
(Ile;—Lys;7) peptide can readily be postulated according to the
corresponding MALDI-TOF mass spectrum (Figure 10A). The
presence of 1, 2, and 3 Ara on Hyps was further confirmed by
ESIMS/MS experiments performed on the corresponding dou-
bly charged ions (Figure 10B—D). These particular O-glycosy-
lated peptides were not clearly identified from the original LC-
MS (prior to HILIC enrichment and N-deglycosylation), due
to both the high complexity of their corresponding MS/MS
spectra and their low detection yield. It should also be
mentioned that the presence of more than one Ara residue on
Hyps tends to inhibit trypsin cleavage after Lys;. Such oligoara-
binosylation was not clearly observed for the other group 1
allergens.

Altogether, these data show, for the first time, that great
variations exist between the isoforms found in Ant o 1, Dac g
1, Lol p 1, Phl p 1, and Poa p 1. Indeed, both variations in
proline hydroxylation as well as the nature of the main
N-glycans, or the presence of multiple O-linked Ara residues
were not reported previously for these group 1 allergens. This
is of prime interest since knowledge of such post-translational
modifications, which influence IgE binding, can help under-
standing diagnostic discrepancies and allergic disorders. For
instance, within group 1, we have recently shown that out of
the 14 potential MHC class II restricted T cell epitopes
identified within group 1, only one is conserved among the 5
grass species (Chabre et al., submitted). Moreover, it was also
shown that no single extract can totally inhibit IgE binding for
several sera of patients, while a five grass mix always fully blocks
IgE reactivity (Chabre et al., submitted).

Conclusion

The present study describes the in-depth mass spectrometric
characterization of the five grass pollen group 1 allergens Ant
o1, Dacgl, Lol p 1, Phl p 1, and Poa p 1. Both intra- and
interspecies variations of amino acid sequences and post-
translational modifications were highlighted. All the data from
MALDI-TOF and LC-MS/MS analysis of digests indicated that,
despite a high amino acid sequence homology (~90%), group
1 allergens exhibit considerable molecular variability with a
small number of tryptic peptides shared by all of them. In the
case of pollen mixtures, additional species-specific information
must also be obtained for authentication and possibly quan-
tification purposes. Thus, several peptides that may be poten-
tially used as identification tools for group 1 allergens were
highlighted, and their specificity further was confirmed by
analyzing several batches of purified allergens (3 batches of
each species collected in 2 different years and 2 geographic
areas).

The second part of this work was devoted to the character-
ization of the post-translational modifications of the five group
1 allergens. Both hydroxylated proline and glycosylated residues
were found on the N-terminal part of the amino acid sequence.
HILIC enrichment proved to be of great benefit in studying
this particular peptide. Thus, variations in proline hydroxylation
N-glycosylation motifs between the different group 1 allergens
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were found, and also the presence of O-glycosylation was
demonstrated on one hydroxyproline residue. To the best of
our knowledge, this is the first study reporting such a high level
of structural information on pollen group 1 allergens.

Such structural information of these group 1 allergens is of
great interest for a better understanding of allergic disorders
and improvement of diagnostic methodologies or immuno-
therapies. It also suggests that patients are concomitantly
exposed to multiple allergen isoforms bearing shared but also
distinct structural determinants some of which are species-
specific. As a consequence, diagnosis and immunotherapy
should be performed with extracts made from mixtures of
pollens obtained from several grass species, in order to
recapitulate natural exposure and sensitization conditions.

Supporting Information Available: Figure S1, base
peak LC-MS chromatograms obtained for group 1 allergen
tryptic digests Ant o 1, Dac g 1, Lol p 1, Phl p 1, and Poa p 1;
Figure S2, MS? spectra of (Val,—Lys;;) glycopeptide bearing the
MOXF® motif and two Hyp residues, one Hyp residue (i.e.,
Hyps), no Hyp residue, and two Hyp and one O-linked pentose
residues (on Hyps). This material is available free of charge via
the Internet at http://pubs.acs.org.
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SUPPORTING INFORMATION

Figure S1. Base peak LC-MS chromatograms obtained for group 1 allergen tryptic
digests (A) Anto 1, (B) Dacg 1, (C) Lolp 1, (D) Phlp 1, and (E) Poap 1.

Figure S2. MS? spectra of (Vals-Lysi7) glycopeptide bearing the MOXF® motif and (A)
two Hyp residues, (B) one Hyp residue (i.e., Hyps), (C) no Hyp residue, and
(D) two Hyp and one O-linked pentose residues (on Hyps). All fragmented
ions correspond to (peptide + GIcNAC)" species. Spectra were obtained from
Dac g 1 tryptic digest.
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