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Abstract

Peanut allergies are among the most severe food allergies, and several allergenic proteins referred to as Ara h 1-Ara h 17 have
been identified from peanut seeds. The molecular characterization of Ara h 1 (63 kDa), a glycosylated allergen, has almost been
completed, and the occurrence of two homologous genes (clone 41B and clone P17) has been identified. In this study, we found a
new variant of Ara h 1 i.e. 54 kDa, in which the N-terminal amino acid sequence was EGREGEQ-, indicating that the N-terminal
domain of 63 kDa Ara h 1 had been removed. This new isoform was obtained from the run-through fraction of hydrophobic
interaction chromatography while 63 kDa Ara h 1 was tightly bound to the hydrophobic resins, suggesting that the removal of the
N-terminal domain resulted in extreme hydrophilic properties. We found that 63 kDa Ara h 1 occurs as higher order homo-
oligomeric conformations such as decamer or nonamer, while 54 kDa Ara h 1 occurs exclusively as a homotrimer, indicating that
the N-terminal domain of the 63 kDa molecule may be involved in higher order oligomerization. When antisera from peanut-
allergic patients were treated with both the Ara h 1 molecules, the immunoglobulin E (IgE) antibodies in these sera reacted with
each Ara h 1 molecule, suggesting that the C-terminal as well as the N-terminal domains of Ara h 1 contribute significantly to the
epitope formations of this peanut glycoallergen. Furthermore, the glycoform analyses of N-glycans linked to 63 kDa and 54 kDa
Arah 1 subunits revealed that both typical high-mannose type and 3-xylosylated type N-glycans are linked to the molecules. The
cross-reactivity of IgE against Ara h | in the serum of one peanut allergy patient was completely lost by de-N-glycosylation,
indicating the N-glycan of Ara h 1 was the sole epitope for the Ara h 1- specific IgE in the patient.
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90% of the patients with peanut allergy respond [1]. Ara h 1
consists of three identical N-glycosylated subunits (63 kDa)
and accounts for 12-16% of the total peanut proteins [2, 3].
The molecular characterization of Ara h 1 has nearly been
completed, and two isoforms (clone 41B and clone P17) have
been identified and characterized [4]. Ara h 1 belongs to the
vicilin family of legume seed storage proteins (7S globulin)
and is a bicupin seed storage glycoprotein, which has been
identified as a homotrimer consisting of a 63—66 kDa subunit
[5, 6]. The stable trimeric structure contributes to its resistance
to protease degradation in the human gastrointestinal tract.
Hydrophobic amino acids play a critical role in trimer forma-
tion, and these important amino acids are located at the distal
ends, where monomer-monomer interactions occur. It is be-
lieved that the majority of immunoglobulin E (IgE)-binding
epitopes are located at these association sites of the Ara h 1
subunit [7]. Wichers et al. [8] reported that Ara h 1 occurs as a
protein (64 kDa) in which the first 84 (clone 41B) and 78
(clone P17) amino acids are cleaved off from the nascent
protein or preprotein in peanut seeds during the maturation
process. The cleaved-off N-terminal peptides carry the epi-
tope(s) against IgEs in patients with peanut allergy.

Burks et al. and Shin et al. [5, 6] reported that the N-
terminal domain and hydrophobic region on the trimer of
Ara h 1 are involved in its allergenicity; therefore, if a variant
molecule of Ara h 1 lacking the N-terminal domain of the
mature molecule (63—-66 kDa) is available, it must provide
important molecular information regarding allergenicity. In
previous reports, Ara h 1 and other peanut allergens have been
purified by a combination of ion exchange chromatography,
gel filtration, and affinity chromatography after ammonium
sulfate fractionation (ASF) [6, 9—11]. Furthermore,
Masuyama et al. [12] have developed a simple method to
purify Ara h 1, Ara h2, and Ara h3 using only the ASF meth-
od. However, a truncated Ara h 1 molecule lacking the N-
terminal domain, which contains the putative pathological
epitope, has not been prepared or purified thus far. In this
study, during the purification of Ara h 1 using conventional
procedures, we succeeded to purify a new variant molecule of
Arah 1 lacking the N-terminal domain (~7 kDa) of the mature
Ara h 1 molecule (63 kDa in this study), although at this
moment it has been obscure whether this truncated type Ara
h 1 was produced by a natural processing or artificial cleavage
by endogenous protease(s). Interestingly, we found that, in the
native state, the 63 kDa subunit occurs as higher order oligo-
meric structures such as homodecameric conformation, while
the 54 kDa subunit occurs exclusively as a homotrimer, indi-
cating that the N-terminal domain may be involved in the
formation of higher order oligomeric structures. We evaluated
the immunoactivities of the two isomers of Ara h 1 against
IgEs obtained from patients with peanut allergy.
Immunoblotting analysis showed that both Ara h 1 subunits
could be recognized by IgEs in patient antisera, suggesting
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that the C-terminal domain carries other epitope(s) in addition
to the N-terminal region of the 63 kDa subunit.

Furthermore, it has been reported that Ara h 1 has a single
N-glycosylation site to which both antigenic 31-2
xylosylated N-glycans and non-antigenic high-mannose type
N-glycans are linked [13, 14]. In this study, we also analyzed
the structural features of N-glycans in both the 63 kDa and
54 kDa Ara h 1 molecules and demonstrated that the cleavage
of the N-terminal domain had an insignificant effect on N-
glycan processing in the Golgi apparatus.

Materials and methods
Materials

Peanut seeds (Arachis hypogaea L.) were harvested in Chiba,
Japan. Diethylaminoethyl (DEAE)-cellulose, Sephadex G75,
and Sephacryl S-200 were purchased from Amersham
Pharmacia Biotech AB (Upsala, Sweden). The Toyopearl
Butyl column was produced by Tosoh (Tokyo, Japan). The
Sephadex® G-25 Superfine column was manufactured by GE
Healthcare Japan (Tokyo, Japan). The Shodex Asahipak
NH2P-50 4E column (0.46 X 25 cm) was developed by
Showa Denko (Tokyo, Japan). The Cosmosil 5C18-AR-II
column (0.6 x 25 cm) was produced by Nacalai Tesque
(Kyoto, Japan). Authentic PA-sugar chains (M1, MX, M3X,
M4, M4X, M5, and M6) were prepared as described in our
previous papers [15-17]. PNGase F PRIME™ Glycosidase
was purchased from N-Zyme Scientifics, LLC (Doylestown,
PA, USA). Ginkgo 31,2-xylosidase was prepared from
Ginkgo biloba seeds as described previously [18].

Purification of Ara h 1

All protein purification steps were carried out at 4 °C to con-
trol the endogenous protease(s) activity. The protein concen-
tration was determined by measuring the absorbance at
280 nm with bovine serum albumin (BSA) as the standard.
Step 1. Preparation of crude extract Step 1. Preparation of
crude extract

Peanut seeds (970.0 g) were homogenized in acetone. The
resulting defatted powder (548.7 g) was suspended in 5 L of
50 mM Tris-HCI buffer (pH 8.3) containing 0.2 M NaCl and
stirred at 4 °C for several hours. The mixture was then filtered
through two layers of gauze and centrifuged at 17,390xg for
20 min. The supernatant was saturated with 100% ammonium
sulfate. Half of the precipitated protein was dissolved in a
small amount of 25 mM Tris-HCl buffer (pH 7.8) containing
50 mM NaCl and dialyzed against the same buffer.
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Step 2. DEAE-cellulose column chromatography Step2.

DEAE-cellulose column chromatography

The crude extract (465 mL) was loaded onto a DEAE cel-
lulose column (4 x 39 cm) previously equilibrated with
25 mM Tris-HCI buffer. The run-through fraction containing
the major peanut allergen Ara h 1 with a molecular mass of
approximately 63 kDa was pooled as shown in Fig. la and
saturated with 100% ammonium sulfate.

Step 3. Gel filtration through the Sephadex G75
column Step 3. Gel filtration through the
Sephadex G75 column

The precipitate obtained in Step 2 was dissolved in 25 mM
Tris-HCI buffer (pH 7.8) containing 0.1 M NaCl and dialyzed
against the same buffer. The resulting protein solution (75 mL)
was loaded onto the Sephadex G75 column (6.2 x 115 cm) pre-
viously equilibrated with the same buffer. A fraction containing
Ara h 1 (the horizontal bar in Fig. 1b) was collected.

Step 4. Butyl-Toyopear! column chromatography Step 4.
Butyl-Toyopearl column chromatography

Solid ammonium sulfate (1.5 M final concentration) was
added to the protein solution (200 mL). The resulting protein
solution was loaded onto the Butyl-Toyopearl column (4 x
39 cm) previously equilibrated with 25 mM Tris-HCI buffer
(pH 7.8) containing 1.5 M ammonium sulfate. After washing
the column with the same buffer, the adsorbed proteins were
eluted with a linear gradient (1.5-0 M) of ammonium sulfate in
the same buffer. Five fractions (as shown in Fig. 2) were collected
and saturated with 100% ammonium sulfate. After centrifuga-
tion, each fraction was dialyzed against deionized water and
lyophilized.

A280 nm
S
=)
NaCl (M)

T
S
IS

S
N

' . f ' 0
100 200 300 400 500
Fraction number (13.0 mL/tube)

0 600

Fig. 1 Partial purification profile of peanut allergen Ara h 1, using
DEAE-cellulose chromatography and gel-filtration. a, DEAE cellulose
chromatography. Proteins were eluted as described in the Materials and
Methods section. The protein fractions indicated using the horizontal bar

Sodium dodecyl sulfate polyacrylamide gel
electrophoresis (SDS-PAGE)

SDS-PAGE was carried out according to the method described
by Laemmli ef al. [19] on 15% acrylamide gel in 0.1 M Tris-
glycine buffer using a slab gel apparatus under reducing con-
ditions with 5% 2-methanol. Precision Plus Protein™
Standards (Bio-Rad) were used as the marker proteins for mo-
lecular mass determination (250 kDa, 150 kDa, 100 kDa,
75 kDa, 50 kDa, 37 kDa, 25 kDa, and 15 kDa). The proteins
on the gel were stained with Coomassie Brilliant Blue R-250.

N-terminal amino acid sequence

The proteins on the gel were transferred to Amersham Hybond-
P polyvinylidene fluoride (PVDF) membranes (GE Healthcare,
Pittsburgh, PA, USA) for 1 h at 100 mA on a blotting system
(Nihon Eido Co. Ltd., Japan) using blotting buffer (0.1 M Tris,
0.192 M glycine, and 5% methanol). The membrane was
stained with Coomassie Brilliant Blue R-250 and used for anal-
ysis of the N-terminal amino acid sequence with a PPSQ-31A
protein sequencer (Shimadzu, Kyoto, Japan).

Analysis of the native molecular weights of Ara h 1
oligomers by gel filtration

The lyophilized proteins (F-1 and F-3) obtained in Step 4 were
dissolved in 25 mM Tris-HCl buffer (pH 7.8) containing 0.1 M
NaCl. Each fraction was loaded onto a Sephacryl S-200 column
(2% 105 cm) previously equilibrated with the same buffer at a
flow rate of 0.7 mL/min. Standard proteins, including thyroglob-
ulin (669 kDa), ferritin (440 kDa), aldolase (158 kDa), BSA
(67 kDa), and ovalbumin (44 kDa), were used to estimate the
native molecular masses of the Ara h 1 oligomers.

A280 nm
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were pooled for the further steps. b, Sephadex G75 chromatography. The
column was developed using 25 mM Tris-HCI buffer (pH 7.8) containing
0.1 M NaCl. The protein fractions indicated using the horizontal bar were
pooled for final purification
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Fig. 2 Purification of two kinds of subunits of Ara h 1: 54 kDa and
63 kDa subunits. a, Butyl-toyopearl chromatography. Proteins were elut-
ed using a reverse linear gradient of ammonium sulfate from 1.5 M to 0 M
in the same buffer. Five protein fractions indicated using the horizontal
bar were pooled separately. b, SDS-PAGE of the purified Arah 1 subunit.

Sera from patients with peanut allergy

Nine patients and 12 healthy individuals were selected on the
basis of a convincing clinical history of peanut allergy at the
Aichi Children’s Health and Medical Center. This study was
approved by the institutional ethics committees at the Aichi
Children’s Health and Medical Center (approval number:
2019100) and the Okayama University Graduate School
of Medicine, Dentistry, and Pharmaceutical Sciences
and Okayama University Hospital (approval number:
KEN1912-021).

Immunoblotting

After SDS-PAGE (12% gel) of two species of Ara h 1 (63 kDa
and 54 kDa; approximately 2 pg), the proteins in the gels were
transferred onto a PVDF membrane as described in section 2.4.
The membrane was blocked with 1% BSA in 20 mM Tris-HCI
buffer (pH 7.5) containing 0.1 M NaCl and 0.05% Tween-20
(TTBS) at 4 °C for 24 h. After washing with TTBS, the mem-
brane was probed with sera from patients with peanut allergies at
a 1:20 dilution in TTBS at 4 °C for 24 h. After washing with
TTBS, the membrane was probed with a KPL peroxidase-
labeled antibody to human IgE (¢) (SeraCare, Milford, MA,
USA) ata 1:10000 dilution in TTBS for 1 h at room temperature.
The IgE-Ara h 1 complex was detected with Amersham ECL
SELECT™ detection reagent (GE Healthcare Life Sciences,
Little Chalfont, UK) according to the manufacturer’s protocol.

Multiple sequence alignment

A multiple sequence alignment was generated using
CLUSTALW (https://www.genome.jp/tools-bin/clustalw).
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Proteins in four fractions (F-1, =2, =3, —4) were analyzed using SDS-
PAGE with 15% polyacrylamide gel and were stained with CBB R-250.
M, Marker proteins (Precision Plus Protein™ Standards, Bio-Rad,
250 kDa, 150 kDa, 100 kDa, 75 kDa, 50 kDa, 37 kDa, 25 kDa, and
15 kDa)

PNGase F digestion

According to the instruction manual, freeze-dried proteins
(100 pg each) were dissolved in 22 uL of 1X phosphate-
buffered saline (PBS). The proteins were denatured by boiling
for 10 min in the presence of 5% SDS (2 nL) under reduced
conditions with | M DTT (2 pL). After the addition of 10%
NP-40 (4 uL), half of the samples (15 pL) were digested with
1000 units of recombinant PNGase F PRIME Glycosidase at
37°Cfor 1 h.

Preparation of pyridylaminated N-glycans

The N-glycans of glycoproteins were released by
hydrazinolysis at 100 °C for 10 h. The resulting oligosaccha-
rides were N-acetylated and labeled with 2-aminopyridine
(PA) according to the method of Natsuka and Hase [20].

Fractionation and separation of pyridylaminated N-
glycans

The PA-labeled oligosaccharides were separated by RP- and
NP-HPLC on a Jasco 2080-PU HPLC instrument equipped
with a Jasco 920-FP Intelligent Spectrofluorometer (excitation
310 nm, emission 380 nm). For RP-HPLC using the Cosmosil
5C18-AR-II column (0.6 x 25 cm), the PA-labeled oligosac-
charides were eluted by increasing the acetonitrile concentra-
tionin 0.02% TFA linearly from 0 to 7% over 40 min at a flow
rate of 1.2 mL/min. For NP-HPLC using the Shodex Asahipak
NH2P-50 column (0.46 x 25 cm), the PA-labeled oligosac-
charides were eluted by increasing the water content in the
water-acetonitrile mixture from 26% to 50% linearly over
40 min at a flow rate of 0.7 mL/min.
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Exoglycosidase digestions

Digestion of Jack bean «-mannosidase (13.2 U) was per-
formed in 130 uL of 0.1 M sodium acetate buffer (pH 4.5)
containing 10 mM ZnSQOy, at 37 °C for 48 h. Digestion with
partially purified Ginkgo 3-1,2-xylosidase (1.0 mg) [18] was
performed in 280 pL of 0.1 M sodium acetate buffer (pH 4.5)
at 37 °C for 24 h. The reaction was stopped by heating in a
boiling water bath for 3 min, and the digestion contents were
analyzed by NP-HPLC and ESI-MS.

Electrospray ionization (ESI) mass spectrometry (MS)

LC/MS and MS/MS analyses of PA-labeled oligosaccharides
were performed using the Agilent 6500 series HPLC-Chip/
QTOF-MS system (Santa Clara, CA, USA) equipped with a
microwell-plate auto sampler (maintained at 10 °C), a capil-
lary sample loading pump, a nanopump, an HPLC-Chip inter-
face, and the Agilent 6520 Q-TOF LC/MS system as de-
scribed previously [21, 22]. The Agilent porous graphitized
carbon (PGC) chip was used to separate the PA-labeled sugar
chains.

Results and discussion

Identification of 54 kDa Ara h 1, a new subunit of the
common peanut allergen

The variants of Ara h 1 were purified from peanut seeds using
a combination of ion-exchange chromatography, gel filtration,
and hydrophobic interaction chromatography (Fig. 2a). As
shown in Fig. 2a, four fractions (F-1, =2, =3, and —4) were
obtained by hydrophobic interaction chromatography. Since
F-4 contained unknown brown-colored materials and some
proteins other than 63 kDa Ara h 1 with very low yields, we
used F-1, F-2, and F-3 in the following experiments (approx-
imately 10-40 mg yield). As shown in Fig. 2b, SDS-PAGE
showed that F-1 contained the 54 kDa protein, F-2 contained
both the 54 kDa and 63 kDa (Ara h 1) proteins, and F-3
contained the 63 kDa (Ara h 1) protein. The N-terminal amino
acid sequences of each protein band are shown in
Supplementary Table 1. The N-terminal sequence of the
63 kDa protein in F-1 and F-2 was R-S/H-P-P-G-E-R-, sug-
gesting that two Ara h 1 molecules encoded by two clone
P41B and clone P17 genes are present in F-1 [4]. In contrast,
the N-terminal sequence of the 54 kDa protein in F-1 and F-2
was E-G-R-E-G-E-Q-, suggesting that this 54 kDa protein
resulted from proteolysis of the 63 kDa Ara h 1 (Fig. 3) and
that it is a novel subunit of Ara h 1 with hydrophilic properties
that has not been reported to date. These results suggest that
the removal of the N-terminal domain (~7 kDa) contributes
significant hydrophobic properties to the 63 kDa molecule. To

our knowledge, the 54 kDa Ara h 1 has been found and puri-
fied in this study for the first time, since these other studies has
not used the run-through fraction of the hydrophobic chroma-
tography for the purification of Ara hl or they focused on the
63 kDa Arah 1 (homo-oligomer) molecule in the gel-filtration
step. At this moment, it has been obscure whether the 54 kDa
Arah 1 molecule was a natural-processed product like 63 kDa
Ara h 1 by an endogenous protease(s) or an artificial product
occurred during the purification process by other protease(s).
However, the 54 kDa Ara h 1 molecule have been reproduc-
ibly prepared or purified in relatively large amounts by the
purification procedure described above without protease in-
hibitor(s), and this variant Ara h 1 must be a valuable molecule
to see biochemical function(s) of the N-terminal domain of
63 kDa Ara h 1. At this moment, however, a possibility that
the 54 kDa molecule was artificially generated in large
amount by the action of endogenous peptidase(s) during the
purification process cannot be excluded.

Oligomerization of 54 kDa Ara h 1 and 63 kDa Ara h 1
subunits

Since Ara h 1 has been reported as a homotrimer [6, 8], we
analyzed the native and oligomeric structures of the 54 kDa
Ara h 1 subunit to determine whether the N-terminal domain
of 63 kDa Ara h 1 plays a critical role in trimer formation. The
oligomeric structures of the two Ara h 1 subunits were ana-
lyzed by gel filtration using a Sephacryl S-200 column. As
shown in Fig. 4, the elution profile of 54 kDa Ara h 1 showed
a single peak (peak-1) with a molecular mass of approximate-
ly 170 kDa, suggesting that the 54 kDa subunit occurs as a
trimeric conformation in a native state. In contrast, the elution
profile of 63 kDa Ara h 1 was observed as a broad peak (peak-
2). Although the molecular mass of the peak top was estimat-
ed to be approximately 640 kDa, which corresponds to a
decameric conformation, the broad peak may consist of some
other different oligomeric conformations, such as a
undecamer or nonamer. These results demonstrate that the
63 kDa subunit occurs as higher-order oligomeric conforma-
tions in addition to the trimeric structure (found as a small
shoulder in Fig. 4-B) in its native state, corroborating previous
reports [2, 10, 11] and suggesting that the N terminal domain
of the 63 kDa Ara h 1 subunit may enhance multi-
oligomerization while the hydrophilic 54 kDa Ara h 1 subunit
mainly occurs as a trimeric oligomer in its native state due to
the missing N-terminal domain from the 63 kDa subunit.

As shown in Fig. 3, the 54 kDa subunit was found in F-2
along with the 63 kDa subunit, and F-2 appears to be hetero-
oligomeric Ara h 1 consisting of the hydrophilic 54 kDa and
hydrophobic 63 kDa subunits. Such hetero-oligomeric Ara hl
molecules might become more hydrophobic than the homo-
oligomers of the 54 kDa subunits and less hydrophobic than
the homo-oligomers of 63 kDa subunits depending on the
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Fig. 3 Sequence alignment of clone P17

Ara h 1 encoded by two clone P418

homologous genes: clone P17 and clone P17

P41B. Sequence alignment was clone P41B
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abundance ration of each subunit. In this study, we have not
preformed the further analysis on the quaternary structure of
F-2, and it is obscure whether F-2 contains higher-order

Ferritin Aldolase BSA
440 kDa 158 kDa 67 kDa
OVA
Thyroglobulin l ( 44 kDa
669 kDa
Pealk-l (
54 kDa Arah 1
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< Peak-2
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Fig. 4 Gel-filtration analysis of native conformation of the 54 kDa (F-1)
and 63 kDa (F-3) subunits. a, an elution profile for the 54 kDa Ara h 1
purified in Fig. 2. b, an elution profile for the 63 kDa Ara h 1. Gel-
filtration profile on Sephacryl S-200 column (2 x 105 cm). The column
was developed with 25 mM Tris-HCI buffer (pH 7.8) containing 0.1 M
NaCl at a flow rate of 0.7 mL/min. The marker proteins used were as
follows: (a) thyroglobulin (669 kDa); (b) ferritin (440 kDa); (c) aldolase
(158 kDa); (d) BSA (67 kDa); and (e) ovalbumin (44 kDa)
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multimeric (such as decamer or undecamer) structures, but
we believe that Ara h 1 forms a hetero-oligomeric structure,
which maybe more than trimer, composed of the 54 kDa and
63 kDa molecules.

Immunoblot analysis of the 54 kDa and 63 kDa
subunits of Ara h 1 with antisera from patients with
peanut allergy

To determine the immunological significance of the N-
terminal domain in the 63 kDa Ara h 1 subunit, we compared
the allergenicities of the 54 kDa and 63 kDa Ara h 1 subunits
by immunoblotting analysis using antisera from nine patients
with peanut allergy after SDS-PAGE. The results are shown in
Fig. 5; A (1, 2, 3,4, 5, 6, 7, 8, and 9) for peanut allergy
patients, B (10, 11, 12, and 13) for healthy individuals. The
analysis showed that the IgEs in sera of all nine patients
strongly reacted to both subunits of Ara h 1 (Fig. 5a), indicat-
ing that the deletion of the 63 kDa molecule N-terminal do-
main exerts an insignificant effect on allergenicity. Although
the SDS-PAGE analysis indicated that F-3 contained the
63 kDa Ara h 1 only as shown in Fig. 2b, both sera from
peanut allergy patients and healthy individuals recognized
the 54 kDa Ara h 1 in F-3, indicating the trace amount of a
contamination of the 54 kDa molecule that could not be de-
tected by the Coomassie brilliant blue staining. On the other
hand, interestingly, some sera from healthy individuals slight-
ly reacted with the 54 kDa Ara h 1 (Fig. 5b) but not 63 kDa
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Fig. 5 Immunoblot analysis of a b
the 54 kDa subunit (F-1) and
63 kDa subunit (F-3). 1 2 3 13
Immunqblottlng using sera from F-1 F-3 F-1 F-3 F-1 F-3 F-1 F-3
nine patients with peanut allergy
was performed as described in the
Materials and Methods section. a, 63kDa__
. . 54 kDa — 54 kDa —
results with sera from nine pa-
tients with severe peanut allergy.
b, three representative results with
sera from 12 individual with no 5 6 15
peanut allergy
F-1 F-3 F-1 F-3 F-1 F-3 F-1 F-3
63kDa_
54 kDa —> 54 kDa —
8 9 19
F-1 F-3 F-1 F-3 F-1 F-3 F-1 F-3
63 kDa___
54 kDa — 54 kDa—

Ara h 1, suggesting that they carried the IgE(s) reacting with
epitope(s) on the 54 kDa molecule. These observations might
suggest that the epitope(s) on the N-terminal domain of the
63 kDa Ara h 1 might be relevant to severe peanut allergy
symptoms. To verify this hypothesis, further detail analyses
using many more sera from peanut allergy patients and
healthy individuals must be prerequisite. At least, however,
these results indicated that the epitopes for IgEs against the
Ara h 1 molecules occur on several portions of both subunits
in addition to the N-terminal domain of the 63 kDa subunit,
although it is obscure whether all IgEs recognizing the Arah 1
molecules in sera are significantly involved in the develop-
ment of peanut allergy.

Burks et al. [5] identified 23 IgE-binding epitopes on the
full-length Ara h 1 subunit (clone P418). Nine out of twenty-
three epitopes were located in the N-terminal region on the
full-length subunit, A (25)-R (152), containing the N-terminal
domain of the 63 kDa subunit, R (85)-S-P-P-G-E-R—I-R-P
(149) as shown in Fig. 3. Since Gibbs et al. [23] reported that
the amino acid sequence of the 63 kDa subunit N-terminal
region is unique to this peanut vicilin and does not share
significant similarity with vicilins from other legumes, it ap-
pears that the N-terminal domain may play a significant role in
the high allergenicity of 63 kDa Ara h 1. However, Burks
et al. [5] also found some epitopes in the internal portion,
T(294)-V(470), and the C-terminal portion, R(498)-D(606),
of the 63 kDa subunit. It is thus reasonable to assume that
recognition of the 54 kDa subunit by Ig Es in the sera of
peanut-allergic individuals was due to the presence of certain
epitopes in the internal or C-terminal portions, although the

respective roles of these epitopes in peanut allergy symptoms
remain unclear. Furthermore, Eiwegger et al. [24] reported
that the gastro-duodenal digestion products (6—19 kDa frag-
ments) of Ara h 1 retain allergenic potential, suggesting that
relevant epitopes occur widely on the Ara h 1 molecule.

Structural analysis of N-glycans linked to the 54 kDa
Ara h 1 subunit

Although it has already been reported that the both (3-xylosylated
immunogenic type and typical high-mannose type N-glycans are
linked to Ara h 1 (63 kDa subunit in this study) [12, 13], we
analyzed those of the 54 kDa subunit to determine whether the
deletion of the N-terminal domain affects N-glycan processing.
When both Ara h 1 subunits were treated with PNGase F, the
apparent molecular weights of both subunits decreased slightly,
indicating the presence of N-glycans (Supplementary Fig. 1).
Thus, we released these N-glycans from both Ara h 1 subunits
by hydrazinolysis, and the resulting free N-glycans were N-
acetylated and pyridylaminated. The PA-labeled N-glycans were
fractionated by RP-HPLC and pooled as shown in Fig. 6a. The
structures of these N-glycans were analyzed by NP-HPLC,
exoglycosidase digestion, and MS and MS/MS analysis. Since
the structural analyses of N-glycans from both subunits presented
roughly the same results, the data for the 54 kDa subunit are
described below in detail. As shown in Fig. 6B-1, five peaks
(peak-a, —b, —c, —d, and -e) were detected by NP-HPLC. The
elution position of peak-a coincided with that of
Man;Xyl;GlcNAc,-PA (M3X), peak-b with that of
MansGIlcNAc,-PA (M4), peak-c with that of

@ Springer
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Fig. 6 Purification and structural analysis of pyridylaminated N-glycans
prepared from 54 kDa and 63 kDa Ara h 1. a, RP-HPLC profile of the
pyridylaminated (PA-) sugar chains. The N-glycan-fraction was pooled,
as indicated using the horizontal bars, and was applied to NP-HPLC. b,
NP-HPLC analysis of the exoglycosidase-digests of the pyridylaminated

ManyXyl;GlcNAc,-PA (M4X), peak-d with that of
MansGIcNAc,-PA (M5), and peak-e with that of
MangGIcNAc,-PA (M6). When these PA-glycans were treated
with Jack bean o-mannosidase, they were converted to two
peaks (f and g); peak-g had the same elution position as
Man; Xyl;GlcNAc,-PA (MX), and peak-f corresponded to
Man,GIcNAc,-PA (M1) (Fig. 6B-2). Peak-g was converted to
peak-f by Ginkgo (3-1,2-xylosidase [18] (Fig. 6B-3), indicating
that the N-glycans linked to the 54 kDa Ara h 1 subunit are
typical high-mannose type and (3-xylosylated type N-glycans.
The deduced structures of the five PA-glycans (peak-a, —b,
—c, —d, and -e) were further analyzed by LC/MS and MS/MS
using the Agilent 6500 Series HPLC-Chip/QTOF-MS system.
As shown in Supplementary Fig. 2, ESI-MS analysis of peak-
a exhibited an N-glycan ion at m/z 1121.4 [M +H]"* corre-
sponding to [(Hex)s;(Pen);(HexNAc),(HexNAc-PA) + H]* or
M3X; peak-b, m/z 1151.4 corresponding to
[(Hex)4(HexNAc);(HexNAc-PA) + H]* or M4; peak-c, m/z
1283.5 [M+H]" corresponding to
[(Hex)4(Pen),(HexNAc);(HexNAc-PA) + H]" or M4X; peak-d,
m/z 1313.5 [M+H]"corresponding to
[(Hex)s(HexNAc),(HexNAc-PA) + H]" or M5; and peak-e, m/z
1475.5 [M + H]* corresponding to [(Hex)s(HexNAc),(HexNAc-
PA)+H]" or M6. In MS/MS analysis of these PA-glycans
(peak-a, —b, —c, —d, and -e), all produced fragment ions were
assigned as product ions from each putative N-glycan structure as
shown in Supplementary Fig. 3. Although all fragment ions from
peak-b, —d, and -¢ were assigned as typical fragment ions from
the high-mannose type N-glycans, a fragment ion at m/z 959.4
was observed from peak-a and -c, indicating the occurrence of a
pentose (xylose) residue. The structural features of N-glycans
from the 54 kDa and 63 kDa Ara h 1 subunits are nearly

@ Springer
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N-glycans obtained in A. 1, PA-sugar chains prepared from 54 kDa Ara h
1. 2, Jack bean «-mannosidase digest of 1. 3. Ginkgo 3-xylosidase digest
of 2. The pyridyl aminated N-glycans obtained in A were successively
digested with Jack bean «-mannosidase and Ginkgo (3-xylosidase [18].
The results obtained from 54 kDa Ara h 1 are shown as a typical example

the same. As shown in Scheme 1, the N-glycan structures of
both subunits purified in this study were in agreement with
those reported in previous studies [12, 13], although a small
amount of the ManyGlcNAc, structure was newly discovered
in this study. These results suggest that removal of the N-
terminal domain has an insignificant effect on N-glycan pro-
cessing machinery.
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Scheme 1 Structural features of N-glycans linked to the 54 kDa and
63 kDa Ara h 1 subunits
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Fig. 7 Immunoblot analysis of 1
the de-N-glycosylated 54 kDa F-1 F-3
subunit (F-1) and 63 kDa subunit
(F-3) with §era from peanut- 63KkDa__
allergy patients. The 54 kDa and 54 kDa —
63 kDa Ara h1 were deglycosyl-
ated with PNGase-F.
Immunoblotting using sera from PNGaseF - + -
nine patients with peanut allergy
was performed as described in the 4
Materials and Methods section F-1 F-3
63kDa_
54 kDa —
PNGaseF - + -
7
F-1 F-3
63 kDa___
54 kDa —
PNGaseF - + -

In terms of the immunogenic activity of N-glycans, the plant
specific N-glycans bearing oc1-3fucosyl and 31-2xylosyl resi-
dues are highly immunogenic against mammalians and known
as cross-reactive carbohydrate determinants (CCDs). Since the
31-2xylosylated N-glycans are linked to both 54 kda and
63 kDa Ara h 1 subunits, we analyzed whether the peanut-
allergy patients carry IgE(s) recognizing the plant N-glycans.
After the treatment of the 54 kDa and 63 kDa Ara hl with
PNGase F, the cross-reactivity of IgE(s) of peanut-allergy pa-
tients against the N-glycosylated and de-N-glycosylated Ara hl
subunits was analyzed by the immunoblot analysis. As shown in
Fig. 7, the cross-reactivity of IgE(s) in the serum of one patient
(#7) was completely lost by de-N-glycosylation, suggesting the
N-glycan, probably (31-2xylosylated N-glycans (Many.
3GIcNAC,), of the Ara h 1 subunits was the sole epitope for the
IgE(s) against the peanut allergen. To our knowledge, this is the
first report indicated clearly that the 3 1-2xylosylated but not o1
3fucosylated N-glycans of Ara h 1 was the epitope for IgE(s)
[25], although it is still obscure whether the (31-2xylosylated N-
glycans are directly involved in the onset of peanut allergy. In the
previous report [26], we also reported that about 20% Japanese
cedar pollen allergy-patients carry IgE(s) against the plant anti-
genic N-glycans linked to Cry j1, a major allergen of the pollen
allergens.

Conclusion

In this study, we purified a new isoform of Ara h 1 with a
molecular weight of 54 kDa by hydrophobic interaction

2 3
F-1 F-3 F-1 F-3
-+ -+ -+ -+
5 6
F-1 F-3 F-1 F-3
-+ -+ -+ -+
8 9
F-1 F-3 F-1 F-3
-+ -+ -+ -+

chromatography. The N-terminal amino acid sequence analysis
suggested that this 54 kDa Ara h 1 subunit was derived from
63 kDa Ara h 1 by proteolysis with the N-terminal domain
removed. Although at this moment it is obscure whether the
truncated type Ara h 1 was artificial product during the purifi-
cation procedure, this 54 kDa molecule was reproducibly ob-
tained. Since the 54 kDa subunit was purified in the run-
through fraction of hydrophobic interaction chromatography,
it appears that the N-terminal domain of the 63 kDa subunit
provided hydrophobic properties to Ara h 1. Gel filtration anal-
ysis demonstrated that the 54 kDa Ara h 1 subunit exclusively
occurs in a trimeric conformation while 63 kDa occurs in a
decameric conformation as an average oligomeric structure.
However, IgE(s) in sera of the patients with peanut allergy
recognized the 54 kDa and 63 kDa subunits at the same level,
suggesting that several epitopes are distributed on the Ara h 1
molecule in addition to the hydrophobic N-terminal domain of
63 kDa Ara h 1. Interestingly we found that some sera from
healthy individuals slightly reacted with the 54 kDa Ara h 1 but
not the 63 kDa molecule. We found that a serum obtained from
one peanut-allergy patient carried IgE(s) against the N-glycans,
probably (31-2xylosylated ones, of the 54 kDa and 63 kDa Ara
h 1 subunits. The structural features of N-glycans linked to the
54 kDa and 63 kDa subunits and presence of both (3-
xylosylated and high-mannose types were nearly the same, in-
dicating that the N-terminal domain deletion had an insignifi-
cant effect on the processing or maturation of N-glycans.

Supplementary Information The online version contains supplementary
material available at https://doi.org/10.1007/s10719-020-09969-1.

@ Springer


https://doi.org/10.1007/s10719-020-09969-1

Glycoconj J

Acknowledgments This work was supported in part by grants from the
Ministry of Education, Culture, Sports, Science, and Technology of Japan
(Basic Research C, nos. 15 K07841 and 18 K05559 to M.M. and no.
17 K08197 to Y.K.). We are grateful to the Department of Instrumental
Analysis, Advanced Science Research Center, Okayama University for
the ESI-MS analysis.

Author’s contributions Y.K. shared responsibility for writing the manu-
script with A.M., M.M., T.M.,, Y.T., and K.I. All authors were responsible
for the study concept and design. A.M., M.M., T.M., and Y.T. carried out
the study. All authors contributed to the critical revision of the manuscript.

Compliance with ethical standards

Conflict of interest
by the authors.

No potential conflicts of interest have been reported

Ethical approval This article does not contain any studies with human
participants or animals performed by any of the authors.

References

1. Palladino, C., Breiteneder, H.: Peanut Allergens. Mol. Immunol.
100, 58-70 (2018)

2. Burks, A.W., Williams, L.W., Helm, R.M., Connaughton, C.,
Cockrell, G., O’Brien, T.: Identification of a major peanut allergen,
Ara h I, in patients with atopic dermatitis and positive peanut chal-
lenges. J. Allergy Clin. Immunol. 88, 172-179 (1991)

3. Koppelman, S.J., Vlooswijk, R.A., Knippels, L.M., Hessing, M.,
Knol, E.F., van Reijsen, F.C., Bruijnzeel-Koomen, C.A.:
Quantification of major peanut allergens Ara h land Ara h 2 in
the peanut varieties Runner, Spanish, Virginia, and Valencia, bred
in different parts of the world. Allergy. 56, 132—137 (2001)

4. Burks, A.W., Cockrell, G., Stanley, J.S., Helm, R.M., Bannon,
G.A.: Recombinant peanut allergen Ara h I expression and IgE
binding in patients with peanut hypersensitivity. J. Clin. Invest.
96, 1715-1721 (1995)

5. Burks, A.W., Shin, D., Cockrell, G., Stanley, J.S., Helm, R.M.,
Bannon, G.A.: Mapping and mutational analysis of the IgE-
binding epitopes on Ara h 1, a legume vicilin protein and a major
allergen in peanut hypersensitivity. Eur. J. Biochem. 245, 334-339
(1997)

6. Shin, D.S., Compadre, C.M., Maleki, S.J., Kopper, R.A., Sampson,
H., Huang, S.K., Burks, A.W., Bannon, G.A.: Biochemical and
structural analysis of the IgE binding sites on Ara h 1, an abundant
and highly allergenic peanut protein. J. Biol. Chem. 273, 13753—
13759 (1998)

7. Maleki, S.J., Kopper, A., Shin, D.S., Park, C., Compadre, C.M.,
Sampson, H., Burk, A.W., Bannon, G.A.: Structure of the major
peanut allergen Ara h 1 may protect IgE-binding epitopes from
degradation. J. Immunol. 164, 5844-5849 (2000)

8. Wichers, H.J., de Beijer, T., Savelkoul, H.F.J., van Amerongen, A.:
The major peanut allergen Ara h 1 and its cleaved-off N-terminal
peptide: Possible implications for peanut allergen detection. J.
Agric. Food Chem. 52, 49030-44907 (2004)

9. deJong, E.C., van Zijverden, M., Spanhaak, S., Koppelman, S.J.,
Pellegrom, H., Penninks, A.H.: Identification and partial character-
ization of multiple major allergens in peanut proteins. Clin. Exp.
Allergy. 28, 743751 (1998)

10. van Boxtel, E.L., van Beers, M.M.C., Koppelman, S.J., van den
Broek, L.A., Gruppen, H.: Allergen Ara h 1 occurs in peanuts as
a large oligomer rather than as a trimer. J. Agric. Food Chem. 54,
71807186 (2006)

@ Springer

11.  Yusnawan, E., Marquis, C.P., Lee, N.A.: Purification and charac-
terization of Ara h 1 and Ara h 3 from four peanut market types
revealed higher order oligomeric structures. J. Agric. Food Chem.
60, 10352-10358 (2012)

12.  Matsuyama, K., Yamamoto, K., Ito, K., Kitagawa, E., Yamaki, K.:
Simplified methods for purification of peanut allergenic proteins:
Arah 1, Arah 2, and Ara h 3. Food Sci.Tech. Res. 20, 875-881
(2014)

13.  van Ree, R., Cabanes-Macheteau, M., Akkerdaas, J., Milazzo, J.P.,
Loutelier-Bourhis, C., Rayon, C., Villalba, M., Koppelman, S.J.,
Aalberse, R., Rodriguez, R., Faye, L., Lerouge, P.: 5(1,2)-Xylose
and «(1,3)-fucose residues have a strong contribution in IgE bind-
ing to plant glycoallergens. J. Biol. Chem. 275, 1145111458
(2000)

14. Kolarich, D., Altmann, F.: N-Glycan analysis by Matrix-assisted
laser desorption/ionization mass spectrometry of electrophoretically
separated nonmammalian proteins: application to peanut allergen
Arah 1 and olive pollen allergen Ole e 1. Anal. Biochem. 285, 64—
75 (2000)

15. Kimura, Y., Hase, S., Kobayashi, Y., Kyogoku, Y., Ikenaka, T.,
Funatsu, G.: Strucutures of sugar chains of ricin D. J. Biochem.
103, 944-949 (1988)

16. Kimura, Y., Ohno, A., Takagi, S.: Structural elucidation of N-liked
sugar chains of storage glycoproteins in mature pea (Pisum
sativum) seeds by ion-spray tandem mass spectrometry (IS-MS/
MS). Biosci. Biotechnol. Biochem. 60, 1841-1850 (1996)

17. Kimura, Y., Minami, Y., Tokuda, T., Nakajima, S., Takagi, S.,
Funatsu, G.: Primary structures of N-linked oligosaccharides of
momordin-a, a ribosome-inactivating protein from Momordica
charantia seeds. Agric. Biol. Chem. 55, 2031-2036 (1991)

18.  Maeda, M., Akiyama, T., Yokouchi, D., Woo, K.K., Kimura, Y.
Purification and substrate specificity of a Ginkgo biloba glycosi-
dase active in (3-1,2-xylosidic linkage in plant complex type N-
glycans. Biosci. Biotechnol. Biochem. 77, 1973-1976 (2013)

19. Laemmli, U.K., Favre, M.: Maturation of the head of bacteriophage
T4. 1. DNA packaging events. J. Mol. Biol. 80, 575-599 (1973)

20. Natsuka, S., Hase, S.: Analysis of N- and O-glycans by
pyridylamination. Methods Mol. Biol. 76, 101-113 (1998)

21. Osada, T., Maeda, M., Tanabe, C., Furuta, K., Vavricka, C.J.,
Sasaki, E., Okano, M., Kimura, Y.: Glycoform of a newly identified
pollen allergen, Cha O 3, from Chamaecyparis obtusa (Japanese
Cypress, Hinoki). Carbohydr. Res. 448, 18-23 (2017)

22. Maeda, M., Tani, M., Yoshiie, T., Vavricka, C.J., Kimura, Y.:
Structural features of N-glycans linked to glycoproteins expressed
in three kinds of water plants: predominant occurrence of the plant
complex type N-glycans bearing Lewis a epitope. Carbohydr. Res.
435, 50-57 (2016)

23.  Gibbs, P.E., Strongin, K.B., McPherson, A.: Evolution of legume
seed storage proteins - a domain common to legumins and vicilins
is duplicated in vicilins. Mol. Biol. Evol. 6, 614—623 (1989)

24. Eiwegger, T., Rigby, N., Mondoulet, L., Bernard, H., Krauth, M.-
T., Boehm, A., Dehlink, E., Valent, P., Wal, J.M., Mills, EN.C.,
Szépfalusi, Z.: Gastro-duodenal digestion products of the major
peanut allergen Ara h 1 retain an allergenic potential. Clin. Exp.
Allergy. 36, 1281-1288 (2006)

25.  Altmann, F.: Coping with cross-reactive carbohydrate determinants
in allergy diagnosis. Allergo. J. Int. 25, 98-105 (2016)

26. Okano, M., Kimura, Y., Kino, K., Michigami, Y., Sakamoto, S.,
Sugata, Y., Maeda, M., Matsuda, F., Kimura, M., Ogawa, T.,
Nishizaki, K.: Roles of major oligosaccharides on Cry j 1 in human
immunoglobulin E and T cell responses. Clin. Exp. Allergy. 34,
770-778 (2004)

Publisher’s note Springer Nature remains neutral with regard to jurisdic-
tional claims in published maps and institutional affiliations.



10 11 12 13 14 15

F-1 F-3 F-1 F-3 F-1 F-3 F-1 F-3 F-1 F-3 F-1 F-3
63 kDa _
54 kDa — - -——
16 17 18 19 20 21
F-1 F-3 F-1 F-3 F-1 F-3 F-1 F-3 F-1 F-3 F-1 F-3
63kDa_
54 kDa — .- P—

Supplemental Fig. 1 Asaduzzaman MD et al.



PNGase F

Mana1-6 l%
Manal-3 Man[31-4GlcNAc[31-4G1cNAc-A$kg Denatured
2

Mana1-3 glycoproteins
|
Xylp1
F-1 F-3
1Da M ()W () (+) PNGase F

175
80—
58—
46

Supplemental Fig. 2 Asaduzzaman MD et al.



X108 + ot
" [M+H]* 1121.4 ﬁ
2 . 55
18 5
16 4
7)) 7]
g 8.
g 12 : 35
e =
25
S . oF
[1] 15
04 1
BLI2TE g0 4oy 41417569 032841 66528885 62134391
02 9. . 05
122199447 149559218 168261335 182195488
)" . 0-
20 250 300 350 400 450 500 550 600 650 700 750 800 850 900 950 1000 1050 1100 1150 1200 1250 1300 1350 1400 1450 1500 1550 1600 1650 1700 1750 1800 1850 1900 1950 2000
A0t 4
0
»z [M+H] 1151.4 “
4 26
S
36 24
bt
u 2
s 2
17, 7]
2 N
= =
= =
2
S Q
‘ ) 18- U 12
1 '
14
12 08
1
08 41417371 49520179 o
6528815
] Bl sT622692 813413 N 0
04 l L J \ 989.39032 l 521,961 182192801 02
02
0 “.L“\L bl .u.‘.m iL Lo | bl Ll el . 0
20 0 M s M0 B0 o H 60 60 7 o 0 ©0 s %0 1000 1060 1100 150 1200 1250 130 1%0 410 1450 1500 1550 1600 1650 1700 1O fal0 1850 wuo/‘
xot 05
: [M+H]* 1283.5 :
8 26
15 24
1 22
65
5 2
) 5 3 18
-
= . K
I
: ) : 14
o ! Cc "
; 3 1
25 41417496 08
2 56122385 o
151 2530008 . 2130051
| 04
1 95938315
o l&“ ’ { 12143117 122196348 152196650 0
o eadlal Ly 1 R S TR
=i T T T 0

Y SO B B S S B
200 250 300 350 400 450 500 550 600 650 700 750 800 850

T T T
900 950 1000 1050 1100 1150 1200 1250 1300 1350 1400 1450

o bl
L A S S S S O
1500 1550 1600 1650 1700 1750 1800 1850 1900 1950 2000

m/z

57622040
49520214
65725469
41417628

2134308
0015588 M

uLu \l \.\ N S| ¥ RN B

[M+H]* 1313.5

98939701

1221.99229

| | e

182196628

200 20 %0 w0 4b0 40 S0 S0 G0 G0 M0 B0 &0 80 900

E

o0 1000 1050 1100 1150 1200 150 1900 1350 1400 1450 1600 1550 1600 1650 1700 1760 1600 1850 1500 1950 2000
o HEEE (.

m/z

74679495

65725412

57622985

49520154

391.28189
¢
82133945

LU

20110152

imm.lJ...h..“.h i L‘ .

989.39636

|

[M+H]* 1475.5

115144132

ol

182194889
ey

F

——T T T T T T T T T T T T T T T T o T T T T T T o T T T T T
200 250 300 350 400 450 500 550 600 50 700 750 800 850 900 950 1000 1050 1100 1150 1200 1250 1300 1350 1400 1450 1500 1550 1600 1650 1700 1750 1800 1850 1800 1950 2000 /
e mEEE

[M+H]* 665.3

2311285

3912810 4937846
*

il Ll 2l 3

1521.9864

200 250 300 350 400 450 500 550 600 650 700 750 800 850 900 950 1000 1050 1100 1150 1200 1250 1300 1350 1400 1450 1500 1550 1600 1650 1700 1750 1800 1850 1900 1950 2000

m/z

Supplemental Fig. 3 Asaduzzaman MD et al.



Counts

"1 3002 Precursor jon [M+H]"1121.4 “[77300.2 Precursor ion [M+H]" 1313.5
D; o 204.1 1313.5
. E 0 i
0 = !
“1204.1 1121.4 S
. . 1151.4
" 503.2 9594 f
e 665.3 82{7.3 989.4 {“ | 376-1 50{3-2 665.3 82(,3 dedz

L \ Lol L {L LUl L o
AMmmmmmm%mmmmmmmmmm@%mmmmmmm%m%m%mmmmmmmmm‘ ULw“ N S b wa b L N . L

E oM H M W M M W W @ B M M W % W W W0 0 0 1 Wm0 w0 m‘% /z

Counts

300.2 Precursor ion [M+H]* 1151 .4 ot o Precursor ion [M+H]" 1475.5

1475.5
204.1 204.1

1151.4
; 366.1
8273 9894 . 503.2 1313.5

Counts

503.2
366.1 665.3 | 6652 989411514
oLl \ | L Lol L. { \ LA ] L | l‘ L Ll ’\ . ‘ L { ulx Ll 82:7\3 lL “ . L

"0 25 0 25 M0 5 %0 55 K0 45 40 45 B0 55 50 55 600 65 60 65 100 75 70 M5 A0 85 0 %5 X0 935 %0 975 000 1025 1060 1075 1100 1125 1150 1175 £ M e I T S T
m /z %0 100 150 20 20 a0 50 4 40 K0 %0 60 650 700 750 &0 50 900 960 000 1050 1100 1160 1200 1250 1300 1350 1400 10 100 150 1600 65D 1700 1760 16K 1850 1500 1950 2000

F m/g

300.2 Precursor ion [M+H]* 1283.5 3002 Precursor ion [M+H]* 665.3
1283.51 & 503.2

=

S

O

503.2 9594 1121.4 o

366.1 6653 827.3 989 4 {1151.4

| h L\L SN O SO .“& - ..‘.LLL‘ A L L OZ l ‘ J N ‘ ‘
m/z 100 200 300 400 500 600 700 800 900 109707 71 100 1200 1300 1400 1500 1600 1700 1800 1900”;>;

Supplemental Fig. 4 Asaduzzaman MD et al.



Supplementary Table 1. N-Terminal amino acid sequences of 63 kDa and 54 kDa Ara h 1 subunits
found in each fraction obtained by the hydrophobic interaction chromatography

Protein bands N-terminal sequences
F-1 (54 kDa) E-G-R-E-G-E-Q-

F-2 (63 kDa) R-S/H-P-P-G-E-R-
F-2 (54 kDa) E-G-R-E-G-E-Q-

F-3 (63 kDa) R-S/H-P-P-G-E-R-
F-4 (63 kDa) R-X-X-X-G-E-X-

Supplemental Table 1. Asaduzzaman MD et al.



Supplementary Table 2. MS/MS analysis of five N-glycans from 63 kDa and 54 kDa Ara h 1 subunits

Peak a (Man3Xyl1GIcANc2-PA) m/z Peak d (Man5GIcNAc2-PA) m/z
[HexNAc-PA+H]* 300.2 [HexNAc-PA+HT* 300.2
[(HexNAc2-PA)+H]" 503.2 [(HexNAc2-PA)+H]" 503.2
[(Hex)1(HexNAc2-PA)+H]* 665.3 [(Hex)1(HexNAc2-PA)+H]" 665.3
[(Hex)2(HexNAc2-PA)+H]* 827.3 [(Hex)2(HexNAc2-PA)+H]T" 827.3
[(Pen)1(Hex)2(HexNAc2-PA)+H]* 959.4 [(Hex)3(HexNAc2-PA)+H]T" 989.4
[(Hex)3(HexNAc2-PA)+H]* 989.4 [(Hex)4(HexNAc2-PA)+H]T" 1151.4
[(Pen)1(Hex)3(HexNAc2-PA)+H]* 1121.4 [(Hex)5(HexNAc2-PA)+HT* 1313.5

Peak e (Man6GIcNAc2-PA) m/z

Peak b Man4GIcNAc2-PA m/z [HexNAc-PA+HT* 300.2
[HexNAc-PA+H]" 300.2 [(HexNAc2-PA)+H]* 503.2
[(HexNAc2-PA)+H]* 503.2 [(Hex)1(HexNAc2-PA)+H]" 665.3
[(Hex)1(HexNAc2-PA)+H]* 665.3 [(Hex)2(HexNAc2-PA)+H]" 827.3
[(Hex)2(HexNAc2-PA)+H]" 827.3 [(Hex)3(HexNAc2-PA)+H]" 989.4
[(Hex)3(HexNAc2-PA)+H]* 989.4 [(Hex)4(HexNAc2-PA)+HT" 11514
[(Hex)4(HexNAc2-PA)+H]* 1151.4 [(Hex)S(HexNAc2-PA)+HT" 1313.5

[(Hex)6(HexNAc2-PA)+H]" 1475.5
Peak ¢ (Man4Xyl1GIcNAc2-PA) m/z

[HexNAc-PA+H]" 300.2
[(HexNAc2-PA)+H]" 503.2
[(Hex)1 (HexNAc2-PA)+H]" 665.3
[(Hex)2(HexNAc2-PA)+H]" 827.3
[(Pen)1(Hex)2(HexNAc2-PA)+H]" 959.4
[(Hex)3(HexNAc2-PA)+H]* 989.4
[(Pen)](Hex)3(HexNAc2-PA)+H]" 1121.4
[(Hex)4(HexNAc2-PA)+H]* 1151.4
[(Pen)1(Hex)4(HexNAc2-PA)+H]* 1283.5

Supplemental Table 2. Asaduzzaman MD et al.
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