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Abstract: Celiac peptide-generating α- and γ-gliadins consist of a disordered N-terminal domain
extended by an α-helical-folded C-terminal domain. Celiac peptides, primarily located along the
disordered part of α- and γ-gliadin molecules, are nicely exposed and directly accessible to proteolytic
enzymes occurring in the gastric (pepsin) and intestinal (trypsin, chymotrypsin) fluids. More than half
of the potential celiac peptides identified so far in gliadins exhibit cleavage sites for pepsin. However,
celiac peptides proteolytically truncated by one or two amino acid residues could apparently retain
some activity toward HLA-DQ2 and HLA-DQ8 receptors in docking experiments. Together with
the uncleaved peptides, these still active partially degraded CD peptides account for the incapacity
of the digestion process to inactivate CD peptides from gluten proteins. In contrast, sourdough
fermentation processes involve other proteolytic enzymes susceptible to the deep degradation of
celiac peptides. In particular, sourdough supplemented by fungal prolyl endoproteases enhances the
degrading capacities of the sourdough fermentation process toward celiac peptides. Nevertheless,
since tiny amounts of celiac peptides sufficient to trigger deleterious effects on CD people can persist
in sourdough-treated bread and food products, it is advisable to avoid consumption of sourdough-
treated food products for people suffering from celiac disease. As an alternative, applying the
supplemented sourdough process to genetically modified low gluten or celiac-safe wheat lines should
result in food products that are safer for susceptible and CD people.

Keywords: gliadin; celiac disease; celiac peptide; HLA-DQ2; HLA-DQ8; pepsin; trypsin; prolyl
oligopeptidase; prolyl endoprotease; bioinformatics

1. Introduction

Celiac disease (CD), an immune reaction to gluten proteins resulting in deleterious ef-
fects on genetically predisposed individuals, requires strict avoidance of gluten-containing
foods [1]. In spite of the prescription of a gluten-free diet to people suffering from severe
CD, the repeated unintended/accidental consumption of gluten proteins, e.g., as hidden
gliadins and glutenins occurring in food products, can result in life-threatening compli-
cations in CD subjects. Therefore, the consumption of gluten-free foods is of paramount
importance to ensure a strict avoidance of gluten proteins, especially gliadins. According
to WHO guidelines on “Standard for Foods for Special Dietary Use for Persons Intolerant
to Gluten” from the Codex alimentarius (http://www.fao.org/fao-who-codexalimentarius,
accessed on 8 November 2022), foods labeled as gluten-free must contain ≤ 20 mg/kg
(20 ppm) of gluten protein [2].

Gluten corresponds to a complex mixture of proteins, predominantly represented by
two groups of proteins: gliadins and glutenins. Gliadins from wheat (Triticum aestivum)
and other gluten-containing cereals, such as spelt (Triticum spelta), kamut (Triticum tu-
ranicum), triticale (Triticum × Secale hybrid), rye (Secale cereale) and barley (Hordeum
vulgare), consist of single polypeptide chains of 30–75 kDa MW, characterized by a high
content in glutamine (Q) and proline (P). Wheat gliadins have classically been divided into
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four groups of (α) alpha-, (β) beta-, (δ) delta-, (γ) gamma- and (ω) omega-gliadins, which
differ in their amino acid sequences and their electrophoretic behavior [3]. Alpha-gliadins
and γ-giadins have been recognized for a long time as the most important providers of
HLA-DQ2 and HLA-DQ8 immunodominant epitopes responsible for CD and other severe
intolerances to gluten proteins.

Alpha-gliadins (α-gliadin) and gamma-gliadins (γ-gliadin), consist of proteins rich
in glutamine and proline (P), composed of a disordered N-terminal part associated with
an ordered C-terminal part, which contains α-helices, as predicted from the HCA plots of
the proteins (Figure 1), and conformational analyses performed on partially hydrolyzed g-
gliadins [4]. Omega-gliadins (ω-gliadin) readily differ from other gliadins by a completely
disordered structure. All these gliadins contain a variable number of either identical or
different potential celiac peptides. These immunotoxic peptides are systematically located
in the disordered N-terminal part of α-, γ- andω-gliadins (Figure 1). However, although
ω-gliadins exhibit a high content of Q and P residues and contain immunodominant
epitopes for celiac disease, they do not apparently activate CD but play a prominent role in
IgE-mediated wheat-dependent exercise anaphylaxis [5].

Although the conformational features of both gliadins and glutenins have been poorly
investigated, essentially due to the lack of consistent and reproducible crystals allowing
the structure of gluten proteins to be solved by X-ray crystallographic approaches, some
physicochemical and modeling approaches have suggested an extended rod-shaped con-
formation, especially for gliadins [4]. In addition, the occurrence of an ordered a-helical
C-terminal end in both molecules should allow homology modeling approaches in order to
obtain some insight into their structural organization and, particularly, into the availability
of their celiac peptides.

The availability of celiac peptides from the a- and g-gliadins depends on the proteolytic
cleavage of their polypeptide chain into smaller fragments that contain the celiac peptide
core of 9 amino acids. Gastric (pepsin) and intestinal (trypsin, chymotrypsin) proteases are
currently involved in the digestive cleavage of gliadins. In addition, cleavage sites also
occur inside many celiac peptide cores, which makes celiac peptides potentially sensitive to
proteolytic inactivation. However, it is noteworthy that the digestive breakdown of gluten
proteins is unable to prevent the formation of CD peptides from the gliadins and glutenins.
Moreover, it is noteworthy that the occurrence of proline residues in CD peptides makes
these peptides more resistant to attack by proteases in the upper digestive tract.

The sourdough technology, and especially sourdough bread making, implies a high
number of proteolytic enzymes that are secreted by various microorganisms, especially
Lactobacillus species [6]. Some of these proteases, especially the so-called prolyl peptidases,
readily differ from the digestive proteases, pepsin, trypsin and chymotrypsin, by their
ability to cleave the short peptides in even shorter peptides depending on the occurrence
of proline-containing cleavage sites, which are more or less abundantly represented in
CD peptides [7]. In this regard, sourdough fermentation of bread is known for a long
time as a process susceptible to degrading gluten proteins and CD peptides into harmless
fragments [8]. However, the degradation of gluten proteins during sourdough fermentation
is often incomplete [9,10], and tiny amounts of residual CD peptides are sufficient to trigger
deleterious effects on people suffering from severe CD [11]. Accordingly, the regular
consumption of sourdough bread must be avoided as a precaution in people with severe
celiac disease.

Here, we focus on in silico approaches suggesting that potential CD peptides are
well exposed on structural models built for wheat α- and γ-gliadins, and are thus readily
available for a proteolytic attack by the digestive enzymes pepsin and trypsin. However,
since digestive proteases fail to inactivate CD peptides, we further focused on the in silico
activity of sourdough technology associated with fungal proteases as a possible way to
eliminate harmful CD peptides from bread and other gluten-containing food products. The
goal is to render food products safer for susceptible people and people suffering from CD.
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alpha gliadin (-gliadin): 
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LIPCRDVVLQQHSIAHGSSQVLQQSTYQLVQQLCCQQLWQIPEQSRCQAIHNVVHAIILHQQ
QQQQQQQQQQQQPLSQVCFQQSQQQYPSGQGSFQPSQQNPQAQGSVQPQQLPQFEEIRNLAL
ETLPAMCNVYIPPYCTIAPVGIFGTN 
 

 
     N-terminal disordered region                                    C-terminal a -helical region 
 
gamma3 gliadin (3-gliadin): 
 
NMQVDPSGQVQWPQQQPFRQPQQPFYQQPQQTFPQPQQTFPHQPQQQFPQPQQPQQQFPQPQ
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SVVHSIVMQQEQQQGIQILRPLFQLIQGQGIIQPQQPAQYEVIRSLVLRTLPNMCNVYVRPD
CSTINAPFASIVAGISGQ 
 

 
      N-terminal disordered region                                 C-terminal a-helical region 

 
omega gliadin (-gliadin): 
 
ARELNPSNKELQSPQQSFSHQQQPFPQQPYPQQPYPSQQPYPSQQPFPTPQPQFPQQSQQPF
TQPQQPTPLQPQQPFPQQPQQPQQPFPQPQQPFPWQPQQPFPQTQQSFPLQPQQPFPQQPQQ
PFPQPQLQFPQQPEQIIPQQPQQPFLLESQQPFPQQPQQPFPQPQQLIPMQPQQPFPQQSQQ
SQQPFPGPQQLFPELQQPIPQQPRQPFPLQPQQPFPQQSQQPFPQQPHQPQQPYPQQQPYGS
SLTSIGGQ 
 

 

Figure 1. Amino acid sequences and HCA plots of representatives of the α-gliadin, γ-gliadin and
ω-gliadin groups. CD peptides are highlighted in red and blue in the sequences, and are boxed in
red and blue in the HCA plots.

2. Materials and Methods

The amino acid sequences of α-, δ- andω-gliadins were taken from the non-redundant
NCBI protein database (http://www.ncbi.nlm.nih.gov/pubmed), accessed on 18 May 2022.
Multiple amino acid sequence alignment of gliadins carried out with CLUSTAL-X [12].
Amino acid sequences of immunotoxic peptides generated from α-gliadins were retrieved
from the most recent list reported by Sollid et al. [13].

http://www.ncbi.nlm.nih.gov/pubmed
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Hydrophobic Cluster Analysis (HCA) was performed to delineate the conserved
secondary structure features along the amino acid sequences of gliadins [14]. Regions
containing clusters of hydrophobic amino acid residues correspond to the ordered regions
of gliadins, whereas no clusters occur along the disordered regions of gliadins. HCA plots
were generated using the drawhca program (http://osbornite.impmc.upmc.fr/hca/hca-
form.html) and the RPBS web portal (http://www.mobyle.rpbs.univ-paris-diderot.fr) [15],
as accessed on 20 May 2022.

The program PeptideCutter (https://web.expasy.org/peptide_cutter/), accessed on
24 May 2022, was used to predict the potential cleavage of the modeled gliadins and
α-gliadin-derived immunotoxic peptides by pepsin (pH 1.3) and trypsin (pH 8.5).

Homology modeling of the α- and γ3-gliadin was performed using the YASARA Struc-
ture program [16]. The X-ray coordinates of different proteins from the protein databank
(PDB) that provide the best partial alignments and display partial HCA profile similarities
were used as templates for building the three-dimensional models of α- and γ-gliadins.
They include the α-amylase/trypsin inhibitor from Eleusine oracana (PDB codes 1B1U
and 1TMQ) [17,18], the α-amylase/trypsin inhibitor from Triticum aestivum (PDB code
1HSS) [19], the limit dextrinase inhibitor from Hordeum vulgare (PDB code 4CVW) [20],
and the maltose/maltodextrin-binding periplasmic protein from Escherichia coli (PDB code
3OB4) [21]. Finally, a single hybrid model was built for each gliadin from the different previ-
ous models. PROCHECK, K [22], ANOLEA [23], and the calculated QMEAN scores [24,25]
were used to assess the geometric and thermodynamic qualities of the ordered C-terminal
parts of the three-dimensional models. For example, a single K136 residue of the C-terminal
ordered region of the modelled δ-gliadin occurred in the non-allowed region of the Ra-
machandran plot, and using ANOLEA to evaluate the model, only 11 residues (out of 139)
exhibited energy over the threshold value. Both residues are mainly located in the loop
regions connecting the α-helices in the model. The calculated QMEAN score of the model
yielded a rather acceptable value of 0.39. In addition, the disordered N-terminal part of
the γ3-gliadin has been tentatively modeled using the atomic coordinates of the periodic
tryptophan protein 2-like protein (Z) associated with the 35S rRNA in the ribosome of
Chaetomium thermophilum (PDB code 5OQL) [26,27], which contains disordered regions
particularly rich in proline (P), acidic residues (D,E) and their amides (N,Q).

Electrostatic potentials were calculated with YASARA, using the classical parameter
values for the water dielectric contant (4.0, 80.0) and the AMBER96 forcefield, and displayed
on the molecular surface as red (electronegatively charged) and blue (electropositively
charged) patches. The surfaces occupied by the potential CD toxic peptide stretches on
the modeled gliadins were differently colored and displayed on the molecular surface of
allergens with Chimera-X [28].

Active gliadin peptides were built with the editing program of Chimera [29], and
energy minimization of the built peptides was performed using 1000 steps of steepest
descent followed by 100 steps of conjugated gradient. Docking experiments of the gliadin
peptides to the CMH-II basket of HLA-DQ2 (PDB code 1S9V) [30] and HLA-DQ8 (PDB code
4GG6) [31] were performed with the HDOCK server (http://www.hdock.phys.hust.edu.cn,
accessed on 15 July 2022) [32,33]. Docking results exhibiting the best docking scores were
retained and analyzed with Chimera-X to decipher the H-bonding network anchoring the
peptides to the HLA-DQ2 and HLA-DQ8 basket and the complete or incomplete occupancy
of the basket sub-sites by the amino acids of the gliadin peptides.

The 33 mer peptide LQLQPFPQPQLPYPQPQLPYPQPQLPYPQPQPF derived from
the proteolytic attack of α-gliadin was built in its extended conformation with the editing
program of Chimera [29] and minimized by two runs of 1000 steps of steepest descent
followed by 100 steps of conjugate gradient.

A three-dimensional model for γ3-gliadin was retrieved from the AlphaFold Protein
Structure Database (https://www.alphafold.com, accessed on 22 August 2022) [34,35].

http://osbornite.impmc.upmc.fr/hca/hca-form.html
http://osbornite.impmc.upmc.fr/hca/hca-form.html
http://www.mobyle.rpbs.univ-paris-diderot.fr
https://web.expasy.org/peptide_cutter/
http://www.hdock.phys.hust.edu.cn
https://www.alphafold.com


Allergies 2023, 3 43

2.1. Three-Dimensional Structure of α- and γ-Gliadin

Except for ω-gliadins which consist exclusively of a single disordered domain,
α- and γ-gliadins are composed of a highly disordered N-terminal domain, extended
by a C-terminal domain exhibiting the canonical α-helical fold of the cereal α-amylase
inhibitors (α-AI). As shown in Figure 2, the HCA plot of the C-terminal domain of the
γ3-gliadin from wheat (Triticum aestivum) exhibits striking similarities with the corre-
sponding HCA plots of α-AIs from ragi (Eleusine coracana), wheat (T. aestivum) and barley
(Hordeum vulgare) (Figure 2).
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Figure 2. Comparison of the HCA plot for γ3-gliadin from wheat with the HCA plots from α-amylase
inhibitors from ragi, wheat and barley, showing the structural homologies of the inhibitors with the
ordered C-terminal part of the gliadin. Homologous cysteine and hydrophobic cluster residues are
colored yellow and red or blue, respectively.

The three-dimensional models built up for the α- and γ3-gliadin exhibit a very sim-
ilar α-helical C-terminal domain associated with a more (α-gliadin) or less (γ3-gliadin)
incomplete disordered N-terminal domain (Figure 3A–D). Although largely hypothetical,
the three-dimensional models built for both gliadins suggest that the potential celiac pep-
tides are well exposed and thus accessible for proteolytic attack by digestive proteases
(Figure 3E–H).

A very similar three-dimensional model of γ3-gliadin, was retrieved from the Al-
phaFold Protein Structure Database, comprising a highly disordered N-terminal domain
linked to a C-terminal domain possessing the canonical α-helical fold of the α-amylase
inhibitor from wheat (Triticum aestivum) (Figure 4). The potential celiac peptides were
similarly exposed, as compared with our modelled γ3-gliadin.
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Figure 3. (A,B). Ribbon diagram of the three-dimensional models built for α-gliadin (A) and γ-gliadin (B).
The disordered N-terminal part and the ordered α-helical C-terminal part of the molecules are colored
green and violet, respectively. Immunodominant epitopes P1 and P2 of α-gliadin are colored red and
magenta, respectively. The four epitopes P1–P4 present in the disordered N-terminal part of γ3-gliadin
are colored red. (C,D). Molecular surfaces shown in transparency for the α- (C) and γ3-gliadin (D).
(E,F). Mapping of immunodominant epitopes on the molecular surface of α-gliadin (E) and γ3-gliadin (F).
(G,H). Distribution of surface electrostatic potentials on the surfaces of α-gliadin (G) and γ3-gliadin (H).
Electropositively and electronegatively charged surfaces are colored blue and red, respectively. Neutral
surfaces are colored white.
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Figure 4. Ribbon diagram (A) of the three-dimensional model retrieved from the AlphaFold Protein
Structure Databank (https://www.alphafold.com, accessed on 22 August 2022). The signal peptide,
the disordered N-terminal domain and the α-helical C-terminal domain are colored yellow, green and
violet purple, respectively. The four potential celiac peptides (1–4) are colored red. (B). Molecular
surface of the three-dimensional model (colored sand), showing the exposure of the four potential
celiac peptides 1–4 (colored red).
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2.2. Proteolysis of α- and γ3-Gliadin by Digestive Proteases

A large number of potential cleavage sites for pepsin and fewer cleavage sites for
trypsin/chymotrypsin, are predicted to occur along the amino acid sequences of α- and
γ3-gliadin (Figure 5). Most sites are located in the ordered α-helical C-terminal domain of
the polypeptide chains. However, the putative cleavage sites for pepsin concern the CD
peptide of α-gliadin, whereas they locate outside the potential CD peptides in γ3-gliadin.
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Figure 5. Localization of the putative cleavage sites for pepsin (red arrow) and trypsin (blue arrow)
along the amino acid sequences of α-gliadin and γ3-gliadin predicted with PeptideCutter. The
disordered N- and C-terminal regions are colored green, and the C-terminal α-helical core is colored
cyan. Potential immunodominant epitopes are in red and magenta letters highlighted in grey.

More than half, 20 vs. 17, out of the 37 potential celiac peptides identified in Sollid’s
list of gliadins [13], contain putative sites of cleavage for pepsin and a single DQ2.5-α3-
gliadin exhibits a putative cleavage site for trypsin/chymotrypsin, as predicted from the
PeptideCutter program (Figure 6).

Depending on their shortening, the truncated 9 mer celiac peptides lacking up to
2 amino acids display a more or less reduced capacity to properly interact with the basket
of HLA-DQ2 and HLA-DQ8 compared to intact peptides. Docking experiments of the
DQ2-specific peptide PFPQPELPY (peptide no. 9 of Sollid’s list) and its truncated form
PFPQPEL to HLA-DQ2 (PDB code 1S9V) revealed striking differences in the number of
hydrogen bonds connecting the peptide (10) and its truncated form (5) to the HLA-basket
and in the corresponding docking scores (230 vs. 207) (Figure 7A–F, Table 1). In contrast, the
promiscuous binding of this DQ2-specific peptide to HLA-DQ8 (PDB code 4GG6) revealed
no difference between the intact (11 H-bonds, docking score of 245) and truncated forms
(11 H-bonds, docking score of 252) (Figure 7G–L, Table 1).
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Figure 6. List of immunodominant peptides from α- and γ-gliadins determined by Sollid et al. [13],
showing the putative pepsin (red exclamation point) and trypsin (blue exclamation point) cleavage
sites predicted by PeptideCutter. Excised parts from the peptides are in red-boxed white letters.
Peptides uncleaved by pepsin or trypsin are highlighted in green.
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Figure 7. (A–C): (A). Docking of the DQ2-specific PFPQPELPY peptide (colored green) to the basket
of HLA-DQ2 (PDB code 1S9V). The A and B domains forming the HLA-DQ2 basket are colored
violet and pink, respectively. (B). Coulombic surfaces (acidic in red, basic in blue, neutral in white)
of the basket. (C). Network of hydrogen bonds (dashed black lines) connecting the peptide to the
amino acid residues of the A and B domains, labeled and colored violet and pink, respectively.
(D–F): (D). Docking of the truncated PFPQPEL peptide (colored green) to the basket of HLA-DQ2
(PDB code 1S9V). The A and B domains forming the HLA-DQ2 basket are colored violet and pink, re-
spectively. (E). Coulombic surfaces (acidic in red, basic in blue, neutral in white) of the basket.
(F). Network of hydrogen bonds (dashed black lines) connecting the truncated peptide to the
amino acid residues of the A and B domains, labeled and colored violet and pink, respectively.
(G–I): (G). Docking of the DQ2-specific PFPQPELPY peptide (colored green) to the basket of HLA-
DQ8 (PDB code 4GG6). The A and B domains forming the HLA-DQ8 basket are colored violet
and pink, respectively. (B). Coulombic surfaces (acidic in red, basic in blue, neutral in white) of
the basket. (C). Network of hydrogen bonds (dashed black lines) connecting the peptide to the
amino acid residues of the A and B domains, labeled and colored violet and pink, respectively.
(J–L): (J). Docking of the DQ2-specific truncated PFPQPEL peptide (colored green) to the basket of
HLA-DQ8 (PDB code 4GG6). The A and B domains forming the HLA-DQ8 basket are colored violet
and pink, respectively. (B). Coulombic surfaces (acidic in red, basic in blue, neutral in white) of the
basket. (C). Network of hydrogen bonds (dashed black lines) connecting the truncated peptide to the
amino acid residues of the A and B domains, labeled and colored violet and pink, respectively.
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Docking experiments to HLA-DQ8 performed with the DQ8-specific peptide QGSVQ-
PQQL and its truncated form QGSVQPQQ revealed no difference between both peptides: a
similar number of hydrogen bonds (16 vs. 17) and similar docking scores (243 vs. 241) were
obtained for the intact peptide (Figure 8G–I) and its truncated form (Figure 8J–L) (Table 1).
Similarly, the promiscuous binding of this DQ8-specific peptide to HLA-DQ2 (PDB code
1S9V) revealed no difference in the number of hydrogen bonds (11 vs. 11) and docking
score values (221 vs. 217) between the intact peptide (Figure 8A–C) and its truncated form
(Figure 8D–F) (Table 1).
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Figure 8. (A–C): (A). Docking of the DQ8-specific QGSVQPQQL peptide (colored green) to the basket of
HLA-DQ2 (PDB code 1S9V). The A and B domains forming the HLA-DQ2 basket are colored violet and
pink, respectively. (B). Coulombic surfaces (acidic in red, basic in blue, neutral in white) of the basket.
(C). Network of hydrogen bonds (dashed black lines) connecting the peptide to the amino acid residues
of the A and B domains, labeled and colored violet and pink, respectively. (D–F): (D). Docking of the
truncated QGSVQPQQ peptide (colored green) to the basket of HLA-DQ2 (PDB code 1S9V). The A and B
domains forming the HLA-DQ2 basket are colored violet and pink, respectively. (E). Coulombic surfaces
(acidic in red, basic in blue, neutral in white) of the basket. (F). Network of hydrogen bonds (dashed black
lines) connecting the truncated peptide to the amino acid residues of the A and B domains, labeled and
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colored violet and pink, respectively. (G–I): (G). Docking of the DQ8-specific QGSVQPQQ peptide
(colored green) to the basket of HLA-DQ8 (PDB code 4GG6). The A and B domains forming the
HLA-DQ8 basket are colored violet and pink, respectively. (B). Coulombic surfaces (acidic in red,
basic in blue, neutral in white) of the basket. (C). Network of hydrogen bonds (dashed black lines)
connecting the peptide to the amino acid residues of the A and B domains, labeled and colored violet
and pink, respectively. (J–L): (J). Docking of the DQ8-specific truncated QGSVQPQQ peptide (colored
green) to the basket of HLA-DQ8 (PDB code 4GG6). The A and B domains forming the HLA-DQ8
basket are colored violet and pink, respectively. (B). Coulombic surfaces (acidic in red, basic in blue,
neutral in white) of the basket. (C). Network of hydrogen bonds (dashed black lines) connecting the
truncated peptide to the amino acid residues of the A and B domains, labeled and colored violet and
pink, respectively.

Conversely, docking experiments performed with truncated peptides lacking 3 or 4 amino
acid residues (see Figure 6), were constantly unsuccessful, most probably due to an exceeding
number of unoccupied subsites in the HLA-DQ2 and HLA-DQ8 basket (results not shown).

Table 1. Hydrogen bonds and docking score values calculated for the DQ2-specific peptide PF-
PQPELPY and its truncated form PFPQPEL and the DQ8-specific peptide QGSVQPQQL and its
truncated form QGSVQPQQ upon docking to the basket of HLA-DQ2 (PDB code 1S9V) and HLA-
DQ8 (PDB code 4GG6).

Peptide HLA-DQ2/DQ8 Hydrogen *
Bonds Docking Score

PFPQPELPY HLA-DQ2 10 230
PFPQPEL HLA-DQ2 5 207

PFPQPELPY HLA-DQ8 11 245
PYPQPEL HLA-DQ8 11 252

QGSVQPQQL HLA-DQ2 11 221
QGSVQPQQ HLA-DQ2 11 217

QGSVQPQQL HLA-DQ8 16 243
QGSVQPQQ HLA-DQ8 17 241

* Some H-bondings correspond to multiple H-bonds that could be less energetically favorable than single H-bonds,
depending on the alignment of the H donor and receptor, and the distance between both partners. This may
explain why docking scores calculated for QGSVQPQQL (243 for 16 bonds) and QGSVQPQQ (241 for 17 bonds)
are lower than those calculated for PFPQPELPY (245 for 11 bonds).

Results from the docking experiments suggest that celiac peptides lacking a limited
number of amino acid residues and, especially, residues located at the C-terminal end of the
peptide, could maintain some residual capacity to accommodate the basket of HLA-DQ2
and HLA-DQ8 and perhaps retain decreased activity toward people suffering from CD.

In addition, upon proteolysis by pepsin, a longer peptide of 33 amino acids has been
identified, even though it contains putative cleavage sites for pepsin and is readily exposed, as
shown in the three-dimensional model built up by homology modeling for the 33mer-containing
α-gliadin (acess. AFX69628.1). This points out that the exposure character of the potential celiac
peptides on the surface of gliadin is not the sole factor responsible for cleavage by pepsin.
Most probably, other factors are also involved in this process, depending on the physiological
conditions of gastric digestion, such as the intragastric pH evolution, the intermittent secretion
of pepsin, the mixing of gastric contents during the digestive process, etc.
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2.3. Proteolysis of α- and γ3-Gliadin by Sourdough Proteases

The 33 mer peptide derived from the a-gliadin exhibits potential cleavage sites for
pepsin, as predicted with the PeptideCutter program of Expasy (Figure 9A). These cleavage
sites are readily exposed on a three-dimensional model built up for the 33 mer peptide in
the extended conformation and thus should be readily accessible for a proteolytic attack
by pepsin (Figure 9B). In addition, potential cleavage sites for other proteases of the lactic
bacteria and yeasts involved in sourdough fermentation, such as the prolyl-peptidase,
also occur along the amino acid sequence of the 33 mer peptide, which could achieve
the proteolytic breakdown of its celiac peptides and prevent the release of peptides with
deleterious effects on people suffering from CD (Figure 9C).
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Figure 9. (A). Potential cleavage sites for pepsin (numbered red arrows) predicted along the amino
acid sequence of the 26 mer peptide derived from α-gliadin. (B). Three-dimensional model in the
extended conformation built for the 33 mer peptide, showing the exposure of the potential cleavage
sites for pepsin (numbered red lines). (C). Potential cleavage sites polyl peptidases predicted along
the amino acid sequence of the 33 mer peptide. The two potential celiac peptides of the 33 mer
peptide are highlighted in yellow.

A similar situation exists for an unattacked 26 mer peptide resulting from the incom-
plete degradation of α-gliadin (Figure 10A). This peptide is well exposed on the molecular
surface of α-gliadin but resists digestive proteolysis since it contains a single cleavage site
for pepsin at the beginning of the sequence and no cleavage site for trypsin/chymotrypsin
(Figure 10A). However, additional cleavage sites for prolyl-peptidases occur along the
amino acid sequence of the peptide, which suggests possible degradation by the corre-
sponding proteases during the sourdough fermentation process (Figure 10B,C).

Prolyl oligopeptidases, which comprise members of the S28 serine protease family,
were used as efficient gluten degradation proteases to reduce gluten intake in CD sub-
jects [36,37]. However, prolyl oligopeptidases have a limited impact on gluten peptides
because they require an optimum pH between 7.0 and 8.0 to develop their proteolytic
activity and are therefore almost inoperative during the gastric digestion of gluten pro-
teins [38]. Other prolyl endoproteases isolated from different strains of Aspergillus niger
have been identified as very efficient proteases for mitigating the gluten peptide content.
Their cleavage sites are well distributed on the N-terminal disordered domains of the
three-dimensional models built for the γ3- and γ5-gliadins but are very scarce in their
C-terminal ordered domains (Figure 11). Accordingly, the CD peptide-containing domains
of gliadins should be readily degraded into short harmless fragments in the presence of
sourdough supplemented with fungal prolyl endoproteases (Figure 12).
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Figure 10. (A). Three-dimensional model built by homology modeling for the 26 mer-containing
a-gliadin. The disordered N-terminal domain and the α-helical C-terminal domain are colored green
and violet purple, respectively. The well-exposed 26 mer peptide on the molecular surface of α-gliadin
is colored red. (B). Potential cleavage sites for polyl-peptidase (numbered green arrows) predicted
along the amino acid sequence of the 26 mer peptide. The 5 potential overlapping celiac peptides
occurring along the 26 mer peptide are highlighted in yellow. (C). Three-dimensional model in the
extended conformation built for the 26 mer peptide, showing the exposure of the potential cleavage
sites for pepsin (numbered red line), and prolyl-peptidase (green lines).
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Figure 11. (A). Localization of cleavage sites for prolyl endoprotease (red spots) exposed on the
molecular surface of the N-disordered (colored tan) and C-ordered (colored light blue) domains of
the three-dimensional model built for the γ5-gliadin. (B). Localization of cleavage sites for prolyl
endoprotease (red spots) exposed on the molecular surface of the N-disordered (colored tan) and
C-ordered (colored light blue) three-dimensional model built by AlphaFold for g3-gliadin. The signal
peptide is colored yellow.
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Figure 12. List of immunodominant peptides from α- and γ-gliadins, showing the peptide fragments
excised by pepsin (highlighted red), trypsin (highlighted blue) and prolyl-endopeptidase (highlighted
yellow). Peptides uncleaved by pepsin or trypsin are highlighted in green.

3. Discussion

The three-dimensional models built by homology modeling for α- and γ-gliadins are
largely hypothetical, essentially for the N-terminal domain, which consists of a highly dis-
ordered and flexible coiled structure. Nevertheless, both models suggest that the potential
CD peptides are located in regions of this disordered N-terminus that are well exposed
and readily accessible to proteases, especially gastric (pepsin) and intestinal (trypsin, chy-
motrypsin) proteases. In this respect, the proteolytic cleavage of gliadins by pepsin and
trypsin will allow the release of either long peptide fragments containing the CD peptides
or shorter fragments that roughly correspond to the CD peptide cores, susceptible to being
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accommodated by the HLA-DQ2 and HLA-DQ8 antigens, thus triggering deleterious ef-
fects in people suffering from CD. In addition to this extra-CD peptide cleavage by pepsin,
which releases fully functional CD peptides, an intra-CD peptide cleavage by pepsin can
occur since a high proportion of potential CD peptides contains a readily accessible pepsin
cleavage site. The resulting truncated peptides should be inactivated and thus unable to be
properly accommodated by the CMH-II basket from HLA-DQ2 and HLA-DQ8 antigens.
However, docking experiments performed with various truncated CD peptides suggest that
peptides truncated by no more than two N- or C-terminal amino acids could retain some
binding activity toward the HLA-DQ2 and/or HLA-DQ8 basket. Conversely, potential
CD peptides truncated by more than two N- or C-terminal residues apparently lose their
ability to properly accommodate the HLA-DQ2 and/or HLA-DQ8 basket. Moreover, a
significant proportion of potential CD peptides from gliadins lack cleavage sites for pepsin
and/or trypsin, and thus escape a possible cleavage by digestive proteases. Taken together,
these predictions are in agreement with the well-known incapacity of the digestive attack
of gliadins by pepsin and trypsin/chymotrypsin to prevent the release of CD peptides
from gluten-containing foods and food products. In addition, discrepancies occur among
individuals concerning the efficacy of pepsin to cleave some cleavage sites exposed on
the surface of gliadins, depending most probably on other physiological factors affecting
pepsin digestion, such as the pH value of the gastric content, the transient release of pepsin
into the gastric fluid, the duration of gastric digestion, etc. Accordingly, an uncleaved
33 mer peptide resistant to pepsin proteolysis is systematically identified even though it
contains well-exposed cleavage sites that seem readily accessible to pepsin [8]. Other long
peptides resulting from incomplete digestion of gliadins by pepsin have been identified [9].

Sourdough technology has been known for a long time as a process capable of mitigat-
ing the harmful effects of CD of gluten-containing food products for people suffering from
CD due to the occurrence in sourdough of diverse proteolytic enzymes, especially prolyl
oligopeptidases, excreted by different strains of Lactobacilli [7,36–39]. Compared to diges-
tive proteolysis by pepsin and trypsin, the proteolytic processes involved in sourdough
fermentation are more diverse and effective in causing inactivation of the potential celiac
peptides issued from gliadins. In particular, the occurrence of many proline residues in CD
peptides allows their cleavage by prolyl-oligopeptidase, which generates shorter harmless
peptides. However, the inactivation of gluten by prolyl oligopeptidase remains limited to
intestinal digestion by trypsin because this protease requires a pH optimum between 7.0
and 8.0 to develop its proteolytic activity.

Hopefully, other prolyl endoproteases isolated from different strains of Aspergillus
niger have been identified as very efficient proteases for mitigating the CD peptide content,
active in the range between pH 3.0 and pH 7.0, compared to prolyl oligopeptidases [40–46].
The MALDI-TOF-MS experiments performed with various gluten peptides identified the
predominant post-proline cleavage sites P↓F, P↓Q, P↓Y, P↓L, P↓T and P↓S for the A. niger
prolyl endoprotease [42]. The CD peptide-harboring sequences readily exposed on the
molecular surface of gliadins, which are insufficiently degraded by digestive proteases or
in the presence of sourdough supplemented with prolyl oligopeptidases, become prime tar-
gets for prolyl endoproteases. Nevertheless, complete degradation requires very prolonged
sourdough fermentation [41], which remains incompatible with conventional sourdough
bread making. Moreover, the degradation of gluten proteins by Aspergillus niger prolyl
endoprotease is highly dependent on meal composition [47]. Accordingly, even sourdough
bread supplemented with fungal extracts usually contains less CD peptides and is well
tolerated in many CD subjects [48–50]. Its low levels of CD peptides can be sufficient to
trigger deleterious effects on people suffering from severe CD [1]. Thus, regular consump-
tion by people suffering from severe CD should be avoided. Nevertheless, sourdough
bread and other food products issued from sourdough fermentation in the presence of
additional proteases from fungal extracts remain very interesting for people suffering from
CD because their accidental consumption should not result in any deleterious effect. In
addition, sourdough food products have been recognized as potential enhancers for the
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recovery of intestinal inflammation in celiac patients at the early stage of the gluten-free
diet [50].

In our in silico approaches, the sensitivity of gliadins to proteases has been predicted
using three-dimensional models built by homology modeling, which are largely hypothetical
because of the lack of X-ray or NMR-solved three-dimensional structures usable as templates
to build the models. In addition, the ability of gliadins to become embedded in polymeric
structures resulting from the sourdough bread-making process could mask some exposed epi-
topic regions that are usually exposed to monomeric gliadins. According to these limitations,
our in silico predictions have to be interpreted with caution, even though they agree with
experimental approaches and will have to be ascertained by proper experiments.

In parallel with sourdough technology, another promising approach is developing,
based on the use of RNA interference silencing and CRISPR/Cas9 gene editing, to reduce
the gluten content in wheat and wheat products [51–53]. RNA interference (RNAi) silencing
has been used to silent γ-gliadins [54], α-gliadins [55], ω-gliadins [56], and downregulate
the gliadin gene families [57]. The downregulation of three gliadin gene families resulted
in a marked decrease (>90%) in the reactivity toward the R5-specific monoclonal antibody
(moAb) and a 10–100-fold reduction of the HLA-DQ2 and HLA-DQ8 epitopes in T-cell
stimulation tests [57]. The CRISPR/Cas9 gene editing is in development to produce wheat
lines with fewer gluten genes. This technology has been used to edit α-gliadin and γ-
gliadin genes [58–61]. However, although they represent beneficial progress for subjects
suffering from CD, the public acceptance of these transgenic foods and food products
still remains a puzzling problem. In addition, low-gluten wheat lines may present some
difficulties in being properly bread-integrated or processed. In this regard, new mutation
breading strategies have been developed that focus on the removal of CD peptides from
the gluten proteins while maintaining their food-processing properties. The selective
targeting of potential CD peptides with CRISPR/Cas9 allows them to be switched into
harmless peptides [51]. These forthcoming celiac-safe wheat lines should be beneficial for
avoiding genetically susceptible people from developing celiac disease. Moreover, applying
sourdough technology to food products prepared from these celiac-safe wheat lines should
allow the discarding of trace amounts of CD peptides, which could remain, to make these
food products even safer for people suffering from CD.

4. Conclusions

Despite the presence of cleavage sites for digestive proteases in the potential CD
peptides of gliadins, the digestive proteolysis of these gluten proteins by pepsin and trypsin
is unable to prevent the release of peptides with deleterious effects on subjects suffering
from severe CD. By introducing an additional source of proteases, the sourdough bread-
making process improves the cleavage of the gliadins and their potential CD peptides, thus
making sourdough bread safer for patients with CD. However, the enhanced lowering
of CD peptides in sourdough bread remains insufficient to fully protect people suffering
from severe CD from deleterious effects since the repeated presence of tiny amounts of
CD peptides in the diet is sufficient to deteriorate the intestinal villi. Accordingly, the
consumption of foods and food products issued from sourdough technology should be
avoided by people suffering from severe celiac sprue, but their accidental intake should
not have serious consequences for these people.
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