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Description

[0001] The invention relates to epitopes useful in the diagnosis and therapy of coeliac disease, including diagnostics,
therapeutics, kits, and methods of using the foregoing.

[0002] Coeliac disease is caused by an immune mediated hypersensitivity to dietary gluten. Gluten proteins in wheat,
rye, barley and in some cases oats are toxic in coeliac disease. Gluten is composed of alpha/beta, gamma and omega
gliadins, and low and high molecular weight (LMW and HMW) glutenins in wheat, hordeins in barley, secalins in rye and
avenins in oats. Hordeins and secalins are homologous to gamma and omega gliadins and low and high molecular
weight glutenins in wheat. Avenins are phylogenetically more distant than hordeins and secalins from wheat gluten.
[0003] The goal of research in coeliac disease has been to define the toxic components of gluten by defining the
peptides that stimulate gluten-specific T-cells. Precise definition of gluten epitopes permits development of new diag-
nostics, therapeutics, tests for gluten contamination in food and non-toxic grains that retain the cooking/baking qualities
of traditional gluten. Many of these applications require a comprehensive understanding of all rather than the most
common toxic peptides in gluten.

[0004] Genes encoding HLA-DQ2 and/or HLA-DQ8 are present in over 99% of individuals with coeliac disease com-
pared to approximately 35% of the general Caucasian population. Gluten-derived peptides (epitopes) bound to HLA-
DQ2 or HLA-DQ8 stimulate specific T-cells. HLA-DQ2 and DQ8-restricted epitopes include a "core" 9 amino acid se-
quence that directly interacts with the peptide binding groove of HLA-DQ2 or DQ8 and with cognate T-cell receptors. In
general, libraries of overlapping peptides (usually 15 to 20mers) containing all unique 10 or 12mer peptides in an antigen
have been used to map HLA class 11-restricted T-cells epitopes.

[0005] A series of gluten peptides are known to activate gluten specific T-cells in coeliac disease. Previous studies
have identified gluten peptides from selected gluten proteins or gluten digests. T-cell clones and lines isolated from
intestinal biopsies have been used to screen these gluten components.

[0006] Modification of gluten by the enzyme, tissue transglutaminase (tTG) present in intestinal tissue, substantially
increases gluten’s stimulatory capacity on gluten specific T-cells. Most of the known epitopes for gluten-specific T-cells
correspond to tTG-deamidated gluten peptides. Transglutaminase mediates deamidation of specific glutamine residues
(to glutamate) in gluten. Glutamine-containing sequences susceptible to deamidation by tTG generally conform to a
motif: QXPX or QXX(FYMILVW) (see Vader W. et al 2002 J. Exp. Med. 195:643-649, PCT WO 03/066079, and Fleck-
enstein B. 2002. J Biol Chem 277:34109-16). The motif for peptides that bind to HLA-DQ2 and that are susceptible to
deamidation by tTG has been used to predict certain gluten epitopes (Vader et al J Exp Med 2002 J. Exp. Med. 195:
643-649, PCT WO 03/066079).

[0007] However, other groups have identified epitopes for gluten-specific intestinal T-cell clones and lines using panels
of eleven recombinant alpha/beta (11) and five gamma gliadins (Arentz-Hansen H. 2000. J. Exp. Med. 191:603-612,
Arentz-Hansen H. 2002. Gastroenterology 123:803-809, PCT WO 02/083722), and lysates of purified gluten proteins
(Sjostrom H. et al 1998. Scand. J. Immunol. 48,111-115; van de Wal, Y. et al 1998. J. Immunol. 161(4):1585-1588; van
de Wal, Y. et al 1999. Eur. J. Immunol. 29:3133-3139; Vader W. et al 2002. Gastroenterology 122:1729-1737.).
[0008] Ourwork has exploited the observation that gluten challenge in vivo induces HLA-DQ2 restricted CD4+ gluten-
specific T-cells in peripheral blood expressing a gut-homing integrin (alpha4beta7). This technique allowed the mapping
of the dominant epitope in A-gliadin (57-73 QE65) (Anderson, RP et al 2000. Nat. Med. 6:337-342., WO 01/25793). A-
gliadin 57-73 QE65 corresponds to two overlapping epitopes identified using intestinal T-cell clones (Arentz-Hansen H.
et al 2000. J. Exp. Med. 191:603-612, Arentz-Hansen H. et al 2002. Gastroenterology 123:803-809). The advantage of
in vivo gluten challenge to induce gluten specific T-cells is that any food can be consumed and the resulting T-cells
induced in blood (quantified in peripheral blood using a simple overnight interferon gamma ELISPOT assay) will have
been stimulated in vivo by endogenously presented epitopes, rather than primed in vitro by a synthetic or purified antigen.
Overnight assays of fresh polyclonal peripheral blood T-cells also avoid the potential for artefacts associated with the
lengthy purification of T-cell clones.

[0009] Interestingly, T-cell clones and lines specific for several gamma-gliadin epitopes (Arentz-Hansen H. 2002.
Gastroenterology 123:803-809, PCT WO 02/083722) cross-react with the originally defined A-gliadin epitope 57-73
QE®GS5.

[0010] Although there is substantial homology within the alpha/beta gliadins, earlier work (see WO 03/104273) has
shown that the dominant epitope recognized in HLA-DQ2-associated coeliac disease, "A-gliadin 57-73 QE65", is encoded
by a minority of the alpha/beta gliadins present in Genbank.

SUMMARY OF THE INVENTION
[0011] The current study set out to develop a method that would allow mapping of all T-cell epitopes in gluten. Con-

sumption of wheat bread (200g daily for 3 days) or oats (100g daily for 3 days) was used to induce gluten or avenin-
specific T-cells in peripheral blood (collected 6 days after beginning the challenge). Peripheral blood mononuclear cells
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(PBMC) were assessed in overnight interferon gamma ELISPOT assays using a library of gluten and avenin peptides
including all unique 12mer sequences included in every Genbank entry for wheat gluten and/or oat avenins. This goal
was achieved by establishing an algorithm to design peptides spanning all potential epitopes in gluten proteins in Genbank
(2922 20mers included all 14 964 unique 9mers - potential T-cell epitopes), adapting the interferon-gamma ELISPOT
assay to a high throughput assay capable of screening over 1000 peptides with a single individual’s blood and developing
bioinformatics tools to analyse and interpret the data generated.

[0012] Aseries of 41 "superfamilies” of wheat gluten peptides were identified as putative T-cell epitopes. Superfamilies
shared motifs in which a limited level of redundancy was allowed. Many of the most potent families include known T-
cell epitopes including the previously described dominant epitope, A-gliadin 57-73.

[0013] Through comprehensive mapping of gluten epitopes using PBMC after gluten challenge, the inventors have
found a series of novel gliadin, LMW and HMW glutenin, and avenin epitopes for coeliac disease associated with HLA-
DQ2 and HLA-DQ8. Novel epitopes were identified for HLA-DQ2 and HLA-DQ8-associated coeliac disease. HLA-DQ2
and HLA-DQ8 associated coeliac disease are genetically and functionally distinct in terms of the range of T-cell epitopes
that are recognized. In addition, three peptides present in avenin proteins of oats also activated peripheral blood mono-
nuclear cells (PBMC) following oats challenge in HLA-DQ2+ coeliac subjects, the first time oats epitopes have been
defined. Identification of avenin peptides recognized by T-cells following oats challenge in vivo provides a molecular
basis for the observed occasional relapse of coeliacs following oat exposure (Lundin KEA et al. 2003 Gut 52:1649-52)
and may provide a basis for a predictive diagnostic or genetic de-toxification of oats.

[0014] The data presented here will provide a comprehensive basis for definition of both common "dominant" and
occasional "weak" T-cell epitopes in coeliac disease. This information is the platform for functional applications such as
diagnostics, food tests, immunotherapeutics and prophylactics, and for design of non-toxic gluten proteins useful in
modified grains.

[0015] In particular, through comprehensive mapping of gluten T cell epitopes, the inventors have found epitopes
bioactive in coeliac disease in HLA-DQ2+ patients in wheat gliadins and glutenins, having similar core sequences (e.g.,
SEQ ID NOS: 1-199) and similar extended sequences (e.g., SEQ ID NOS:200-1554, 1555-1655, 1656-1671, and
1830-1903). The inventors have also found epitopes bioactive in coeliac disease in HLA-DQ2+ patients in: oat avenins
having similar core sequences (e.g., SEQ ID NOS: 1684-1695) and similar extended sequences (e.g., SEQ ID NO:
1672-1683, 1696-1698, and 1764-1768); rye secalins (SEQ ID NOS: 1769-1786); and barley hordeins (SEQ ID NOS:
1787-1829). Additionally, epitopes bioactive in coeliac disease in HLA-DQ8+ patients have been identified in wheat
gliadins having similar core sequences (e.g., SEQ ID NOS: 1699-1721) and similar extended sequences (e.g., SEQ ID
NOS: 1722-1763 and 1908-1927). This comprehensive mapping thus provides dominant epitopes recognized by T cells
in coeliac patients. Thus, the methods of the invention described herein may be performed using any of these identified
epitopes, and analogues and equivalents thereof. That s, the agents of the invention include these epitopes. Additionally,
combinations of epitopes, i.e., "combitopes" or single peptides comprising two or more epitiopes, have been shown to
induce equivalent responses as the individual epitopes, indicating that several epitopes may be utilized for therapeutic,
diagnostic, and other uses of the invention. Such combitopes may be in the form of, e.g., SEQ ID NO: 1906. Preferably,
the agents of the invention include one or more of the epitopes having the sequences listed recited in SEQ ID NOS:
1578-1579, 1582-1583, 1587-1593, 1600-1620, 1623-1655, 1656-1671, 1672-1698, 1699-1763, 1764-1768, 1769-1786,
1787-1829, 1895-1903, 1906, and 1908-1927 and analogues and equivalents thereof as defined herein.

[0016] Preferred agents that are bioactive in coeliac disease in HLA-DQ8+ patients possess a glutamine in a sequence
that suggests susceptibility to deamidation separated by seven residues from a second glutamine also susceptible to
deamidation (e.g., as found in QGSFQPSQQ) wherein the deamidated sequences are high affinity binders for HLA-DQ8
following deamidation by tTG (The binding motif for HLA-DQS8 favours glutamate at positions 1 and 9.) In a less preferred
embodiment, the agent possesses glutamine residues susceptible to deamidation but not separated by seven residues
from a second glutamine susceptible to tTG-mediated deamidation.

[0017] The invention thus provides a method of diagnosing coeliac disease, or susceptibility to coeliac disease, in an
individual, comprising the steps of: (a) contacting a sample from the host with an agent selected from (i) the epitope
comprising an amino acid sequence selected from SEQ ID NOS: 1-1927, preferably selected from SEQ ID NOS:
1578-1579, 1582-1583, 1587-1593, 1600-1620, 1623-1655, 1656-1671, 1672-1698, 1699-1763, 1764-1768, 1769-1786,
1787-1829, 1895-1903, 1906, and 1908-1927, or an equivalent sequence from a naturally occurring gluten protein, (ii)
an analogue of (i) which is capable of being recognised by a T cell receptor that recognises (i), which in the case of a
peptide analogue is not more than 50 amino acids in length, or (iii) a product comprising two or more agents as defined
in (i) or (ii); and (b) determining in vitro whether T cells in the sample recognise the agent, with recognition by the T cells
indicating that the individual has, or is susceptible to, coeliac disease.

[0018] The term "gluten protein" encompasses alpha/beta, gamma and omega gliadins, and low and high molecular
weight (LMW and HMW) glutenins in wheat, hordeins in barley, secalins in rye, and avenins in oats. The invention is
particularly concerned with gliadins and avenins.

[0019] The invention also provides use of the agent for the preparation of a diagnostic means for use in a method of
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diagnosing coeliac disease, or susceptibility to coeliac disease, in an individual, said method comprising determining
whether T cells of the individual recognise the agent, recognition by the T cells indicating that the individual has, or is
susceptible to, coeliac disease.

[0020] The finding of epitopes which are modified by transglutaminase also allows diagnosis of coeliac disease based
on determining whether other types of immune response to these epitopes are present. Thus the invention also provides
a method of diagnosing coeliac disease, or susceptibility to coeliac disease, in an individual comprising determining the
presence of an antibody that binds to the epitope in a sample from the individual, the presence of the antibody indicating
that the individual has, or is susceptible to, coeliac disease.

[0021] The invention provides a method of determining whether a composition is capable of causing coeliac disease
comprising determining whether a protein capable of being modified by a transglutaminase to an oligopeptide sequence
as defined above is present in the composition, the presence of the protein indicating that the composition is capable
of causing coeliac disease.

[0022] The invention also provides a mutant gluten protein whose wild-type sequence can be modified by a trans-
glutaminase to a sequence that comprises an epitope comprising sequence as defined above, but which mutant gluten
protein has been modified in such a way that it does not contain sequence which can be modified by a transglutaminase
to a sequence that comprises such an epitope comprising sequence; or a fragment of such a mutant gluten protein
which is at least 7 amino acids long (e.g., atleast 7, 8, 9, 10, 11, 12, 13, 14 or 15 amino acids long) and which comprises
sequence which has been modified in said way.

[0023] The invention also provides a protein that comprises a sequence which is able to bind to a T cell receptor,
which T cell receptor recognises the agent, and which sequence is able to cause antagonism of a T cell that carries
such a T cell receptor.

[0024] Additionally the invention provides a food that comprises the proteins defined above.

[0025] The invention additionally provides the agent, optionally in association with a carrier, for use in a method of
treating or preventing coeliac disease by tolerising T cells which recognise the agent. Also provided is an antagonist of
a T cell which has a T cell receptor that recognises (i), optionally in association with a carrier, for use in a method of
treating or preventing coeliac disease by antagonising such T cells. Additionally provided is the agent or an analogue
that binds an antibody (that binds the agent) for use in a method of treating or preventing coeliac disease in an individual
by tolerising the individual to prevent the production of such an antibody.

[0026] The invention also provides methods of preventing or treating coeliac disease comprising administering to an
individual at least one agent selected from: a) a peptide comprising at least one epitope comprising a sequence selected
from the group consisting of SEQ ID NOs: 1-1927, preferably from the group consisting of SEQ ID NOS: 1578-1579,
1582-1583, 1587-1593, 1600-1620, 1623-1655, 1656-1671, 1672-1698, 1699-1763, 1764-1768, 1769-1786, 1787-1829,
1895-1903, 1906, and 1908-1927, and equivalents thereof; and b) an analogue of a) which is capable of being recognised
by a T cell receptor that recognises the peptide of a) and which is not more than 50 amino acids in length. In some
embodiments, the agent is HLA-DQ2-restricted, HLA-DQ8-restricted or one agent is HLA-DQ2-restricted and a second
agent is HLA-DQ8-restricted. In some embodiments, the agent comprises a wheat epitope, an oat epitope, a rye epitope,
a barley epitope or any combination thereof either as a single agent or as multiple agents.

[0027] The presentinvention also provides methods of preventing or treating coeliac disease comprising administering
to anindividual a pharmaceutical composition comprising an agent as described above and pharmaceutically acceptable
carrier or diluent.

[0028] The presentinvention also provides methods of preventing or treating coeliac disease comprising administering
to an individual a pharmaceutical composition comprising an antagonist of a T cell which has a T cell receptor as defined
above, and a pharmaceutically acceptable carrier or diluent.

[0029] The presentinvention also provides methods of preventing or treating coeliac disease comprising administering
to an individual a composition for tolerising an individual to a gluten protein to suppress the production of a T cell or
antibody response to an agent as defined above, which composition comprises an agent as defined above.

[0030] The presentinvention also provides methods of preventing or treating coeliac disease by 1) diagnosing coeliac
disease in an individual by either: a) contacting a sample from the host with at least one agent selected from: i) a peptide
comprising at least one epitope comprising a sequence selected from the group consisting of: SEQ ID NOS: 1-1927,
preferably selected from the group consisting of SEQ ID NOS: 1578-1579, 1582-1583, 1587-1593, 1600-1620,
1623-1655, 1656-1671, 1672-1698, 1699-1763, 1764-1768, 1769-1786, 1787-1829, 1895-1903, 1906, and 1908-1927,
and equivalents thereof; and ii) an analogue of i) which is capable of being recognised by a T cell receptor that recognises
i) and which is not more than 50 amino acids in length; and determining in vitro whether T cells in the sample recognise
the agent; recognition by the T cells indicating that the individual has, or is susceptible to, coeliac disease; or b) admin-
istering an agent as defined above and determiningin vivowhether T cells in the individual recognise the agent, recognition
of the agent indicating that the individual has or is susceptible to coeliac disease; and 2) administering to an individual
diagnosed as having, or being susceptible to, coeliac disease a therapeutic agent for preventing or treating coeliac
disease.
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[0031] The present invention also provides agents as defined above, optionally in association with a carrier, for use
in a method of treating or preventing coeliac disease by tolerising T cells which recognise the agent.

[0032] The present invention also provides antagonists of a T cell which has a T cell receptor as defined above,
optionally in association with a carrier, for use in a method of treating or preventing coeliac disease by antagonising
such T cells.

[0033] The presentinvention also provides proteins that comprises a sequence which is able to bindtoa T cell receptor,
which T cell receptor recognises an agent as defined above, and which sequence is able to cause antagonismof a T
cell that carries such a T cell receptor.

[0034] The presentinvention also provides pharmaceutical compositions comprising an agent or antagonist as defined
and a pharmaceutically acceptable carrier or diluent.

[0035] The present invention also provides compositions for tolerising an individual to a gluten protein to suppress
the production of a T cell or antibody response to an agent as defined above, which composition comprises an agent
as defined above.

[0036] The present invention also provides compositions for antagonising a T cell response to an agent as defined
above, which composition comprises an antagonist as defined above.

[0037] The present invention also provides mutant gluten proteins whose wild-type sequence can be modified by a
transglutaminase to a sequence which is an agent as defined above, which mutant gluten protein comprises a mutation
which prevents its modification by a transglutaminase to a sequence which is an agent as defined above; or a fragment
of such a mutant gluten protein which is at least 7 amino acids long (e.g., at least 7, 8, 9, 10, 11, 12, 13, 14 or 15 amino
acids long) and which comprises the mutation.

[0038] The present invention also provides polynucleotides that comprise a coding sequence that encodes a protein
or fragment as defined above.

[0039] The present invention also provides cells comprising a polynucleotide as defined above or which have been
transformed with such a polynucleotide.

[0040] The present invention also provides mammals that expresses a T cell receptor as defined above.

[0041] The presentinvention also provides methods of diagnosing coeliac disease, or susceptibility to coeliac disease,
in an individual comprising: a) contacting a sample from the host with at least one agent selected from i) a peptide
comprising at least one epitope comprising a sequence selected from the group consisting of: SEQ ID NOS: 1-1927,
preferably selected from the group consisting of SEQ ID NOS: SEQ ID NOS: 1578-1579, 1582-1583, 1587-1593,
1600-1620, 1623-1655, 1656-1671, 1672-1698, 1699-1763, 1764-1768, 1769-1786, 1787-1829, 1895-1903, 1906, and
1908-1927, and equivalents thereof; and ii) an analogue of i) which is capable of being recognised by a T cell receptor
that recognises i) and which is not more than 50 amino acids in length; and b) determining in vitro whether T cells in the
sample recognise the agent; recognition by the T cells indicating that the individual has, or is susceptible to, coeliac
disease.

[0042] The present invention also provides methods of determining whether a composition is capable of causing
coeliac disease comprising determining whether a protein capable of being modified by a transglutaminase to an oli-
gopeptide sequence is present in the composition, the presence of the protein indicating that the composition is capable
of causing coeliac disease.

[0043] The present invention also provides methods of identifying an antagonist of a T cell, which T cell recognises
an agent as defined above, comprising contacting a candidate substance with the T cell and detecting whether the
substance causes a decrease in the ability of the T cell to undergo an antigen specific response, the detecting of any
such decrease in said ability indicating that the substance is an antagonist.

[0044] The present invention also provides kits for carrying out any of the methods described above comprising an
agent as defined above and a means to detect the recognition of the peptide by the T cell.

[0045] The present invention also provides methods of identifying a product which is therapeutic for coeliac disease
comprising administering a candidate substance to a mammal as defined above which has, or which is susceptible to,
coeliac disease and determining whether substance prevents or treats coeliac disease in the mammal, the prevention
or treatment of coeliac disease indicating that the substance is a therapeutic product.

[0046] The present invention also provides processes for the production of a protein encoded by a coding sequence
as defined above which process comprises: a) cultivating a cell described above under conditions that allow the expression
of the protein; and optionally b) recovering the expressed protein.

[0047] The present invention also provides methods of obtaining a transgenic plant cell comprising transforming a
plant cell with a vector as described above to give a transgenic plant cell.

[0048] The presentinvention also provides methods of obtaining a first-generation transgenic plant comprising regen-
erating a transgenic plant cell transformed with a vector as described above to give a transgenic plant.

[0049] The present invention also provides methods of obtaining a transgenic plant seed comprising obtaining a
transgenic seed from a transgenic plant obtainable as described above.

[0050] The present invention also provides methods of obtaining a transgenic progeny plant comprising obtaining a
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second-generation transgenic progeny plant from a first-generation transgenic plant obtainable by a method as described
above, and optionally obtaining transgenic plants of one or more further generations from the second-generation progeny
plant thus obtained.

[0051] The present invention also provides transgenic plant cells, plants, plant seeds or progeny plants obtainable by
any of the methods described above.

[0052] The presentinvention also provides transgenic plants or plant seeds comprising plant cells as described above.
[0053] The present invention also provides transgenic plant cell calluses comprising plant cells as described above
obtainable from a transgenic plant cell, first-generation plant, plant seed or progeny as defined above.

[0054] The present invention also provides methods of obtaining a crop product comprising harvesting a crop product
from a plant according to any method described above and optionally further processing the harvested product.
[0055] The present invention also provides food that comprises a protein as defined above.

BRIEF DESCRIPTION OF THE DRAWINGS
[0056]
Figure 1 shows a method to generate all possible peptide epitopes from a group of proteins.

Figure 2 shows Genbank accession numbers for gluten gene products present in the Genbank database on 16th
June 2003.

Figure 3A shows an expectation maximization (EM) algorithm to analyze data from ELISpot.
Figure 3B shows a test on a dataset of patients with coeliac disease.
Figure 4 shows an iterative procedure to find minimal set of responsive epitopes.

Figure 5 shows gliadin and glutenin sequences (SEQ ID NOS: 1-1554). In the "consensus" column, letters in lower
case use the standard one letter amino acid code, but letters in upper case have a different meaning: E=[e or q],
F=[f or y or w], I=[i or 1 or v], S=[s or ], R=[r or k or h]. The "sequence" column uses the standard one letter amino
acid code.

Figure 6 shows gluten peptides that stimulate gamma interferon in PBMC collected 6 days after gluten challenge
in HLA-DQ2+ coeliac disease volunteers (SEQ ID NOS: 1555-1655). The indicated 9mers are common to 200
groups of bioactive "structurally" related 20mer peptides. The gluten sequences are ranked according to the bioac-
tivity X proportion of subjects responding.

Figure 7 shows the results of a wheat challenge experiment (SEQ ID NOS: 1656-1671). These peptides gave high
quality responses (indicated 'Y’) in ten subjects (A-J) after wheat challenge.

Figure 8 shows Avenin peptides (+/-deamidation by tTG) that stimulate interferon-y in PBMC collected 6 days after
gluten challenge in HLA-DQ2+ coeliac disease volunteers (SEQ ID NOS: 1672-1698). Those marked with a * are
optimal unique 20mers inducing IFN-y after oats challenge.

Figure 9 shows the most potent 40 20mers (SEQ ID NOS: 1699-1763) in two HLA-DQ8 (not HLA-DQZ2) subjects
grouped according to shared core sequences. The core sequence of group 6 (QGSFQPSQQ) corresponds to the
alpha-gliadin epitope described by van de Wal et al (J. Immunol. 1998, 161(4):1585-1588). The maximum response
in Subject A was 271 SFC (medium alone, no peptide response: 4 SFC), and in B it was 26 SFC (medium alone,
no peptide response: 1 SFC).

Figure 10 shows the amino acid sequence of A-gliadin (SEQ ID NO: 1928) based on amino acid sequencing.
DETAILED DESCRIPTION OF THE INVENTION
[0057] The term "coeliac disease" encompasses a spectrum of conditions caused by varying degrees of gluten sen-
sitivity, including a severe form characterised by a flat small intestinal mucosa (hyperplastic villous atrophy) and other

forms characterised by milder symptoms.
[0058] The individual mentioned above (in the context of diagnosis or therapy) is human. They may have coeliac
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disease (symptomatic or asymptomatic) or be suspected of having it. They may be on a gluten free diet. They may be
in an acute phase response (for example they may have coeliac disease, but have only ingested gluten in the last 24
hours before which they had been on a gluten free diet for 14 to 28 days).

[0059] The individual may be susceptible to coeliac disease, such as a genetic susceptibility (determined for example
by the individual having relatives with coeliac disease or possessing genes which cause predisposition to coeliac disease).

The agent

[0060] The agent is typically a peptide, for example of length 7 to 50 amino acids, such as 10 to 40, 12 to 35 or 15 to
30 amino acids in length.

[0061] The agent may be the peptide represented by any of SEQ ID NOS: 1-1927 or an epitope comprising sequence
that comprises any of SEQ ID NOS: 1-1927 which is an isolated oligopeptide derived from a gluten protein; or an
equivalent of these sequences from a naturally occurring gluten protein. In a further set of embodiments of the invention,
the agent is any peptide epitope of an oat gluten (e.g. any T cell epitope of an avenin).

[0062] Preferably, the agent is the peptide represented by any of SEQ ID NOS: 1578-1579, 1582-1583, 1587-1593,
1600-1620, 1623-1655, 1656-1671, 1672-1698, 1699-1763, 1764-1768, 1769-1786, 1787-1829, 1895-1903, 1906, and
1908-1927 or an epitope comprising sequence that comprises any of SEQ ID NOS: 1578-1579, 1582-1583, 1587-1593,
1600-1620, 1623-1655, 1656-1671, 1672-1698, 1699-1763, 1764-1768, 1769-1786, 1787-1829, 1895-1903, 1906, and
1908-1927 which is an isolated oligopeptide derived from a gluten protein; or an equivalent of these sequences from a
naturally occurring gluten protein.

[0063] Thus the epitope may be a derivative of a naturally occurring gluten protein, particularly from a wheat or oat
gluten. Such a derivative is typically a fragment of the gluten protein, or a mutated derivative of the whole protein or
fragment. Therefore the epitope of the invention does not include the naturally occurring whole gluten protein, and does
not include other whole naturally occurring gluten proteins.

[0064] Typically such fragments will be at least 7 amino acids in length (e.g., at least 7, 8, 9, 10, 11, 12, 13, 14 or 15
amino acids in length).

[0065] Typically such fragments will be recognised by T cells to at least the same extent that the agents from which
they are derived are recognised in any of the assays described herein using samples from coeliac disease patients.
[0066] The agent may be the peptide represented by any of SEQ ID NOS: 1-1927, preferably the peptide represented
by any of SEQ ID NOS: 1578-1579, 1582-1583, 1587-1593, 1600-1620, 1623-1655, 1656-1671, 1672-1698, 1699-1763,
1764-1768, 1769-1786, 1787-1829, 1895-1903, 1906, and 1908-1927 or a protein comprising a sequence corresponding
toany of SEQ ID NOS: 1-1927, preferably comprising a sequence corresponding to any of from SEQID NOS: 1578-1579,
1582-1583, 1587-1593, 1600-1620, 1623-1655, 1656-1671, 1672-1698, 1699-1763, 1764-1768,1769-1786, 1787-1829,
1895-1903, 1906, and 1908-1927 (such as fragments of a gluten protein comprising any of SEQ ID NOS: 1-1927 and
preferably any of from SEQ ID NOS: 1578-1579, 1582-1583, 1587-1593, 1600-1620, 1623-1655, 1656-1671, 1672-1698,
1699-1763, 1764-1768, 1769-1786, 1787-1829, 1895-1903, 1906, and 1908-1927, for example after the gluten protein
has been treated with transglutaminase). Bioactive fragments of such sequences are also agents of the invention.
Typically such fragments will be at least 7 amino acids in length (e.g., at least 7, 8, 9, 10, 11, 12, 13, 14 or 15 amino
acids in length). Sequences equivalent to any of SEQ ID NOS: 1-1927 or analogues of these sequences are also agents
of the invention.

[0067] In the case where the epitope comprises a sequence equivalent to the above epitopes (including fragments)
from another gluten protein (e.g. any of the gluten proteins mentioned herein or any gluten proteins which cause coeliac
disease), such equivalent sequences will correspond to a fragment of a gluten protein typically treated (partially or fully)
with transglutaminase. Such equivalent peptides can be determined by aligning the sequences of other gluten proteins
with the gluten protein from which the original epitope derives (for example using any of the programs mentioned herein).
Transglutaminase is commercially available (e.g. Sigma T-5398).

[0068] The agent which is an analogue is capable of being recognised by a TCR which recognises (i). Therefore
generally when the analogue is added to T cells in the presence of (i), typically also in the presence of an antigen
presenting cell (APC) (such as any of the APCs mentioned herein), the analogue inhibits the recognition of (i), i.e. the
analogue is able to compete with (i) in such a system.

[0069] The analogue may be one which is capable of binding the TCR which recognises (i). Such binding can be
tested by standard techniques. Such TCRs can be isolated from T cells which have been shown to recognise (i) (e.g.
using the method of the invention). Demonstration of the binding of the analogue to the TCRs can then shown by
determining whether the TCRs inhibit the binding of the analogue to a substance that binds the analogue, e.g. an antibody
to the analogue. Typically the analogue is bound to a class Il MHC molecule (e.g. HLA-DQ?2) in such an inhibition of
binding assay.

[0070] Typically the analogue inhibits the binding of (i) to a TCR. In this case the amount of (i) which can bind the TCR
in the presence of the analogue is decreased. This is because the analogue is able to bind the TCR and therefore
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competes with (i) for binding to the TCR.

[0071] T cells for use in the above binding experiments can be isolated from patients with coeliac disease, for example
with the aid of the method of the invention. Other binding characteristics of the analogue may also be the same as (i),
and thus typically the analogue binds to the same MHC class Il molecule to which the peptide binds (HLA-DQ2 or -DQ8).
The analogue typically binds to antibodies specific for (i), and thus inhibits binding of (i) to such antibodies.

[0072] The analogue is typically a peptide. It may have homology with (i), typically at least 70% homology, preferably
at least 80, 90%, 95%, 97% or 99% homology with (i), for example over a region of at least 7, 8, 9, 10, 11, 12, 13, 14,
15 or more (such as the entire length of the analogue and/or (i), or across the region which contacts the TCR or binds
the MHC molecule) contiguous amino acids. Methods of measuring protein homology are well known in the art and it
will be understood by those of skill in the art that in the present context, homology is calculated on the basis of amino
acid identity (sometimes referred to as "hard homology").

[0073] For example the UWGCG Package provides the BESTFIT program which can be used to calculate homology
(for example used on its default settings) (Devereux et al (1984) Nucleic Acids Research 12, p387-395). The PILEUP
and BLAST algorithms can be used to calculate homology or align sequences (typically on their default settings), for
example as described in Altschul S. F. (1993) J Mol Evol 36:290-300; Altschul, S, F et al (1990) J Mol Biol 215:403-10.
[0074] Software for performing BLAST analyses is publicly available through the National Center for Biotechnology
Information on the world wide web through the Internet at, for example, "www.ncbi.nim.nih.gov/". This algorithm involves
first identifying high scoring sequence pair (HSPs) by identifying short words of length W in the query sequence that
either match or satisfy some positive-valued threshold score T when aligned with a word of the same length in a database
sequence. T is referred to as the neighbourhood word score threshold (Altschul et al, supra). These initial neighbourhood
word hits act as seeds for initiating searches to find HSPs containing them. The word hits are extended in both directions
along each sequence for as far as the cumulative alignment score can be increased. Extensions for the word hits in
each direction are halted when: the cumulative alignment score falls off by the quantity X from its maximum achieved
value; the cumulative score goes to zero or below, due to the accumulation of one or more negative-scoring residue
alignments; or the end of either sequence is reached. The BLAST algorithm parameters W, T and X determine the
sensitivity and speed of the alignment. The BLAST program uses as defaults a word length (W) of 11, the BLOSUM62
scoring matrix (see Henikoff and Henikoff (1992) Proc. Natl. Acad. Sci. USA 89: 10915-10919) alignments (B) of 50,
expectation (E) of 10, M=5, N=4, and a comparison of both strands.

[0075] The BLAST algorithm performs a statistical analysis of the similarity between two sequences; see e.g., Karlin
and Altschul (1993) Proc. Natl. Acad. Sci. USA 90: 5873-5787. One measure of similarity provided by the BLAST
algorithm is the smallest sum probability (P(N)), which provides an indication of the probability by which a match between
two nucleotide or amino acid sequences would occur by chance. For example, a sequence is considered similar to
another sequence if the smallest sum probability in comparison of the first sequence to the second sequence is less
than about 1, preferably less than about 0.1, more preferably less than about 0.01, and most preferably less than about
0.001.

[0076] The homologous peptide analogues typically differ from (i) by 1, 2, 3, 4, 5, 6, 7, 8 or more mutations (which
may be substitutions, deletions or insertions). These mutations may be measured across any of the regions mentioned
above in relation to calculating homology. The substitutions are preferably ‘conservative’. These are defined according
to the following Table. Amino acids in the same block in the second column and preferably in the same line in the third
column may be substituted for each other:

GAP
ILv
CSTM
NQ
DE
KR
AROMATIC HFWY

Non-polar

ALIPHATIC | Polar-uncharged

Polar - charged

[0077] Typically the amino acids in the analogue at the equivalent positions to amino acids in (i) that contribute to
binding the MHC molecule or are responsible for the recognition by the TCR, are the same or are conserved.

[0078] Typically the analogue peptide comprises one or more modifications, which may be natural post-translation
modifications or artificial modifications. The modification may provide a chemical moiety (typically by substitution of a
hydrogen, e.g. of a C-H bond), such as an amino, acetyl, hydroxy or halogen (e.g. fluorine) group or carbohydrate group.
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Typically the modification is present on the N or C terminus.

[0079] The analogue may comprise one or more non-natural amino acids, for example amino acids with a side chain
different from natural amino acids. Generally, the non-natural amino acid will have an N terminus and/or a C terminus.
The non-natural amino acid may be an L- or a D- amino acid.

[0080] The analogue typically has a shape, size, flexibility or electronic configuration that is substantially similar to (i).
It is typically a derivative of (i). In one embodiment the analogue is a fusion protein comprising the sequence of any of
SEQ ID NOS: 1-1927 and non-gluten sequence. Preferably, the analogue according to this embodiment is a fusion
protein comprising the sequence of any of SEQ ID NOs: 1578-1579, 1582-1583, 1587-1593, 1600-1620, 1623-1655,
1656-1671, 1672-1698, 1699-1763, 1764-1768, 1769-1786, 1787-1829, 1895-1903, 1906, and 1908-1927 and non-
gluten sequence

[0081] In one embodiment the analogue is or mimics (i) bound to a MHC class Il molecule. 2, 3, 4 or more of such
complexes may be associated or bound to each other, for example using a biotin/streptavidin based system, in which
typically 2, 3 or 4 biotin labelled MHC molecules bind to a streptavidin moiety. This analogue typically inhibits the binding
of the (i)/MHC Class Il complex to a TCR or antibody which is specific for the complex.

[0082] The analogue is typically an antibody or a fragment of an antibody, such as a Fab or F(ab’), fragment. The
analogue may be immobilised on a solid support, particularly an analogue that mimics peptide bound to a MHC molecule.
[0083] The analogue is typically designed by computational means and then synthesised using methods known in the
art. Alternatively the analogue can be selected from a library of compounds. The library may be a combinatorial library
or a display library, such as a phage display library. The library of compounds may be expressed in the display library
in the form of being bound to a MHC class Il molecule, such as HLA-DQ2 or -DQ8. Analogues are generally selected
from the library based on their ability to mimic the binding characteristics (i). Thus they may be selected based on ability
to bind a TCR or antibody which recognises (i).

[0084] Typically analogues will be recognised by T cells to at least the same extent as any of the agents (i), for example
at least to the same extent as the equivalent epitope is recognised in any of the assays described herein, typically using
T cells from coeliac disease patients. Analogues may be recognised to these extents in vivo and thus may be able to
induce coeliac disease symptoms to at least the same extent as any of the agents mentioned herein (e.g. in a human
patient or animal model).

[0085] Analogues may be identified in a method comprising determining whether a candidate substance is recognised
by a T cell receptor that recognises an epitope of the invention, recognition of the substance indicating that the substance
is an analogue. Such TCRs may be any of the TCRs mentioned herein, and may be present on T cells. Any suitable
assay mentioned herein can be used to identify the analogue. In one embodiment this method is carried out in vivo. As
mentioned above preferred analogues are recognised to at least the same extent as the equivalent epitope, and so the
method may be used to identify analogues which are recognised to this extent.

[0086] In one embodiment the method comprises determining whether a candidate substance is able to inhibit the
recognition of an epitope of the invention, inhibition of recognition indicating that the substance is an analogue.

[0087] The agent may be a product comprising at least 2, 5, 10 or 20 agents as defined by (i) or (ii). Typically the
composition comprises epitopes of the invention (or equivalent analogues) from different gluten proteins, such as any
of the species or variety of or types of gluten protein mentioned herein. Preferred compositions comprise at least one
epitope of the invention, or equivalent analogue, from all of the glutens present in any of the species or variety mentioned
herein, or from 2, 3, 4 or more of the species mentioned herein (such as from the panel of species consisting of wheat,
rye, barley, oats and triticale). Thus, the agent may be monovalent or multivalent.

[0088] According to certain embodiments of the invention, the agent does not have or is not based on a sequence
disclosed in WO 02/083722 and/or WO 01/25793 and/or WO03/104273 and/or recited in any of SEQ ID NOS: 1555-1577,
1580-1581, 1584-1586, 1594-1599, 1621-1622 and/or is not an agent derived from A-gliadin, the sequence of which is
given in Figure 10.

[0089] Within SEQ ID NOs: 1-1927, a preferred subset is SEQ ID NOs: 1-1763. Within SEQ ID NOs: 1764-1927,
preferred subsets are: (a) oat sequences 1764-1768, (b) rye sequences 1769-1786, (c) barley sequences 1787-1829,
(d) wheat sequences 1895-1903, (e) wheat DQ8 sequences 1908-1927, and (f) combitope sequence 1906. Other pre-
ferred subsets are: (a) 1764-1768, (b) 1769-1773, (c) 1774-1786, (d) 1787-1792, (e) 1793-1829, (f) 1830-1894, (g)
1895-1903, (h) 1830-1903, (i) 1904-1906, (j) 1908-1916, (k) 1917-1927, and (1) 1908-1913, 1915-1923 and 1925-1927.
[0090] Within SEQ ID NOs: 1578-1579, 1582-1583, 1587-1593, 1600-1620, 1623-1655, 1656-1671, 1672-1698,
1699-1763, & 1764-1927, particularly preferred wheat epitopes are SEQID NOs: 1656-1671, 1830-1903, and 1907-1927.
[0091] Within SEQ ID NOs: 1830-1894 (Table 1), some sequences have N-terminal and C-terminal glycines. The
invention extends to these sequences omitting the C-terminal glycine and/or the N-terminal glycine. Preferably, both the
C-terminal glycine and the N-terminal glycine are omitted.
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Diagnosis

[0092] As mentioned above the method of diagnosis of the invention may be based on the detection of T cells that
bind the agent or on the detection of antibodies that recognise the agent.

[0093] The T cells that recognise the agent in the method (which includes the use mentioned above) are generally T
cells that have been pre-sensitised in vivoto one or more gluten proteins. As mentioned above such antigen-experienced
T cells have been found to be present in the peripheral blood.

[0094] In the method the T cells can be contacted with the agent in vitro or in vivo, and determining whether the T
cells recognise the agent can be performed in vitro or in vivo. Thus the invention provides the agent for use in a method
of diagnosis practiced on the human body. Different agents are provided for simultaneous, separate or sequential use
in such a method.

[0095] The in vitro method is typically carried out in aqueous solution into which the agent is added. The solution will
also comprise the T cells (and in certain embodiments the APCs discussed below). The term 'contacting’ as used herein
includes adding the particular substance to the solution.

[0096] Determination of whether the T cells recognise the agent is generally accomplished by detecting a change in
the state of the T cells in the presence of the agent or determining whether the T cells bind the agent. The change in
state is generally caused by antigen specific functional activity of the T cell after the TCR binds the agent. The change
of state may be measured inside (e.g. change in intracellular expression of proteins) or outside (e.g. detection of secreted
substances) the T cells.

[0097] The change in state of the T cell may be the start of or increase in secretion of a substance from the T cell,
such as a cytokine, especially IFN-y, IL-2 or TNF-o. Determination of IFN-y secretion is particularly preferred. The
substance can typically be detected by allowing it to bind to a specific binding agent and then measuring the presence
of the specific binding agent/substance complex. The specific binding agent is typically an antibody, such as polyclonal
or monoclonal antibodies. Antibodies to cytokines are commercially available, or can be made using standard techniques.
[0098] Typically the specific binding agent is immobilised on a solid support. After the substance is allowed to bind
the solid support can optionally be washed to remove material which is not specifically bound to the agent. The agent/
substance complex may be detected by using a second binding agent that will bind the complex. Typically the second
agent binds the substance at a site which is different from the site which binds the first agent. The second agent is
preferably an antibody and is labelled directly or indirectly by a detectable label.

[0099] Thus the second agent may be detected by a third agent that is typically labelled directly or indirectly by a
detectable label. For example the second agent may comprise a biotin moiety, allowing detection by a third agent which
comprises a streptavidin moiety and typically alkaline phosphatase as a detectable label.

[0100] Inoneembodimentthe detection systemwhichis usedisthe ex-vivoELISPOT assay described in WO 98/23960.
In that assay IFN-y secreted from the T cell is bound by a first IFN-y specific antibody that is immobilised on a solid
support. The bound IFN-y is then detected using a second IFN-y specific antibody which is labelled with a detectable
label. Such a labelled antibody can be obtained from MABTECH (Stockholm, Sweden). Other detectable labels which
can be used are discussed below.

[0101] The change in state of the T cell that can be measured may be the increase in the uptake of substances by
the T cell, such as the uptake of thymidine. The change in state may be an increase in the size of the T cells, or proliferation
of the T cells, or a change in cell surface markers on the T cell.

[0102] In one embodiment the change of state is detected by measuring the change in the intracellular expression of
proteins, for example the increase in intracellular expression of any of the cytokines mentioned above. Such intracellular
changes may be detected by contacting the inside of the T cell with a moiety that binds the expressed proteins in a
specific manner and which allows sorting of the T cells by flow cytometry.

[0103] In one embodiment when binding the TCR the agent is bound to an MHC class |l molecule (typically HLA-DQ2
or -DQ8), which is typically present on the surface of an antigen presenting cell (APC). However as mentioned herein
other agents can bind a TCR without the need to also bind an MHC molecule.

[0104] Generally the T cells which are contacted in the method are taken from the individual in a blood sample, although
other types of samples which contain T cells can be used. The sample may be added directly to the assay or may be
processed first. Typically the processing may comprise diluting of the sample, for example with water or buffer. Typically
the sample is diluted from 1.5 to 100 fold, for example 2 to 50 or 5 to 10 fold.

[0105] The processing may comprise separation of components of the sample. Typically mononuclear cells (MCs)
are separated from the samples. The MCs will comprise the T cells and APCs. Thus in the method the APCs present
in the separated MCs can present the peptide to the T cells. In another embodiment only T cells, such as only CD4 T
cells, can be purified from the sample. PBMCs, MCs and T cells can be separated from the sample using techniques
known in the art, such as those described in Lalvani et al (1997) J. Exp. Med. 186, p859-865.

[0106] In one embodiment, the T cells used in the assay are in the form of unprocessed or diluted samples, or are
freshly isolated T cells (such as in the form of freshly isolated MCs or PBMCs) which are used directly ex vivo, i.e. they
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are not cultured before being used in the method. Thus the T cells have not been restimulated in an antigen specific
manner in vitro. However the T cells can be cultured before use, for example in the presence of one or more of the
agents, and generally also exogenous growth promoting cytokines. During culturing the agent(s) are typically present
on the surface of APCs, such as the APC used in the method. Pre-culturing of the T cells may lead to an increase in the
sensitivity of the method. Thus the T cells can be converted into cell lines, such as short term cell lines (for example as
described in Ota et al (1990) Nature 346, p183-187).

[0107] The APC thatis typically present in the method may be from the same individual as the T cell or from a different
host. The APC may be a naturally occurring APC or an artificial APC. The APC is a cell that is capable of presenting
the peptide to a T cell. Itis typically a B cell, dendritic cell or macrophage. It is typically separated from the same sample
as the T cell and is typically co-purified with the T cell. Thus the APC may be present in MCs or PBMCs. The APC is
typically a freshly isolated ex vivo cell or a cultured cell. It may be in the form of a cell line, such as a short term or
immortalised cell line. The APC may express empty MHC class Il molecules on its surface.

[0108] In the method one or more (different) agents may be used. Typically the T cells derived from the sample can
be placed into an assay with all the agents which it is intended to test or the T cells can be divided and placed into
separate assays each of which contain one or more of the agents.

[0109] The invention also provides the agents such as two or more of any of the agents mentioned herein (e.g. the
combinations of agents which are present in the composition agent discussed above) for simultaneous separate or
sequential use (eg. for in vivo use).

[0110] In one embodiment agent per se is added directly to an assay comprising T cells and APCs. As discussed
above the T cells and APCs in such an assay could be in the form of MCs. When agents that can be recognised by the
T cell without the need for presentation by APCs are used then APCs are not required. Analogues which mimic the
original (i) bound to a MHC molecule are an example of such an agent.

[0111] In one embodiment the agent is provided to the APC in the absence of the T cell. The APC is then provided to
the T cell, typically after being allowed to present the agent on its surface. The peptide may have been taken up inside
the APC and presented, or simply be taken up onto the surface without entering inside the APC.

[0112] The duration for which the agent is contacted with the T cells will vary depending on the method used for
determining recognition of the peptide. Typically 105 to 107, preferably 5x10° to 106 PBMCs are added to each assay.
In the case where agent is added directly to the assay its concentration is from 10-1 to 103 wg/ml, preferably 0.5 to
50pg/ml or 1 to 10wg/ml.

[0113] Typically the length of time for which the T cells are incubated with the agent is from 4 to 24 hours, preferably
6 to 16 hours. When using ex vivo PBMCs it has been found that 0.3x108 PBMCs can be incubated in 10p.g/ml of peptide
for 12 hours at 37°C.

[0114] The determination of the recognition of the agent by the T cells may be done by measuring the binding of the
agent to the T cells (this can be carried out using any suitable binding assay format discussed herein). Typically T cells
which bind the agent can be sorted based on this binding, for example using a FACS machine. The presence of T cells
that recognise the agent will be deemed to occur if the frequency of cells sorted using the agent is above a "control"
value. The frequency of antigen-experienced T cells is generally 1 in 108 to 1 in 103, and therefore whether or not the
sorted cells are antigen-experienced T cells can be determined.

[0115] The determination of the recognition of the agent by the T cells may be measured in vivo. Typically the agent
is administered to the host and then a response which indicates recognition of the agent may be measured. The agent
is typically administered intradermally or epidermally. The agent is typically administered by contacting with the outside
of the skin, and may be retained at the site with the aid of a plaster or dressing. Alternatively the agent may be administered
by needle, such as by injection, but can also be administered by other methods such as ballistics (e.g. the ballistics
techniques which have been used to deliver nucleic acids). EP-A-0693119 describes techniques that can typically be
used to administer the agent. Typically from 0.001 to 1000 g, for example from 0.01 to 100 p.g or 0.1 to 10 ng of agent
is administered.

[0116] In one embodiment a product can be administered which is capable of providing the agent in vivo. Thus a
polynucleotide capable of expressing the agent can be administered, typically in any of the ways described above for
the administration of the agent. The polynucleotide typically has any of the characteristics of the polynucleotide provided
by the invention which is discussed below. The agent is expressed from the polynucleotide in vivo. Typically from 0.001
to 1000 pg, for example from 0.01 to 100 wg or 0.1 to 10 p.g of polynucleotide is administered.

[0117] Recognition of the agent administered to the skin is typically indicated by the occurrence of inflammation (e.g.
induration, erythema or oedema) at the site of administration. This is generally measured by visual examination of the site.
[0118] The method of diagnosis based on the detection of an antibody that binds the agent is typically carried out by
contacting a sample from the individual (such as any of the samples mentioned here, optionally processed in any manner
mentioned herein) with the agent and determining whether an antibody in the sample binds the agent, such a binding
indicating that the individual has, or is susceptible to coeliac disease. Any suitable format of binding assay may be used,
such as any such format mentioned herein.
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Therapy

[0119] The identification of the immunodominant epitope and other epitopes described herein allows therapeutic
products to be made which target the T cells which recognise this epitope (such T cells being ones which participate in
the immune response against gluten proteins). These findings also allow the prevention or treatment of coeliac disease
by suppressing (by tolerisation) an antibody or T cell response to the epitope(s).

[0120] Certain agents of the invention bind the TCR that recognises the epitope of the invention (as measured using
any of the binding assays discussed above) and cause tolerisation of the T cell that carries the TCR. Such agents,
optionally in association with a carrier, can therefore be used to prevent or treat coeliac disease.

[0121] Generally tolerisation can be caused by the same peptides which can (after being recognised by the TCR)
cause antigen specific functional activity of the T cell (such as any such activity mentioned herein, e.g. secretion of
cytokines). Such agents cause tolerisation when they are presented to the immune system in a 'tolerising’ context.
[0122] Tolerisation leads to a decrease in the recognition of a T cell or antibody epitope by the immune system. In the
case of a T cell epitope this can be caused by the deletion or anergising of T cells that recognise the epitope. Thus T
cell activity (for example as measured in suitable assays mentioned herein) in response to the epitope is decreased.
Tolerisation of an antibody response means that a decreased amount of specific antibody to the epitope is produced
when the epitope is administered.

[0123] Methods of presenting antigens to the immune system in such a context are known and are described for
example in Yoshida et al. Clin. Immunol. Immunopathol. 82, 207-215 (1997), Thurau et al. Clin. Exp. Immunol. 109,
370-6 (1997), and Weiner et al. Res. Immunol. 148, 528-33 (1997). In particular certain routes of administration can
cause tolerisation, such as oral, nasal or intraperitoneal. Tolerisation may also be accomplished via dendritic cells and
tetramers presenting peptide. Particular products which cause tolerisation may be administered (e.g. in a composition
that also comprises the agent) to the individual. Such products include cytokines, such as cytokines that favour a Th2
response (e.g. IL-4, TGF-B or IL-10). Products or agent may be administered at a dose that causes tolerisation.
[0124] The invention provides a protein that comprises a sequence able to act as an antagonist of the T cell (which
T cell recognises the agent). Such proteins and such antagonists can also be used to prevent or treat coeliac disease.
The antagonist will cause a decrease in the T cell response. In one embodiment, the antagonist binds the TCR of the
T cell (generally in the form of a complex with HLA-DQ2 or -DQ8) but instead of causing normal functional activation
causing an abnormal signal to be passed through the TCR intracellular signalling cascade, which causes the T cell to
have decreased function activity (e.g. in response to recognition of an epitope, typically as measured by any suitable
assay mentioned herein).

[0125] In one embodiment the antagonist competes with epitope to bind a component of MHC processing and pres-
entation pathway, such as an MHC molecule (typically HLA-DQ2 or -DQ8). Thus the antagonist may bind HLA-DQ2 or
-DQ8 (and thus be a peptide presented by this MHC molecule) or a homologue thereof.

[0126] Methods of causing antagonism are known in the art. In one embodiment the antagonist is a homologue of the
epitopes mentioned above and may have any of the sequence, binding or other properties of the agent (particularly
analogues). The antagonists typically differ from any of the above epitopes (which are capable of causing a normal
antigen specific function in the T cell) by 1, 2, 3, 4 or more mutations (each of which may be a substitution, insertion or
deletion). Such antagonists are termed "altered peptide ligands" or "APL" in the art. The mutations are typically at the
amino acid positions that contact the TCR.

[0127] For example, the antagonist may differ from the epitope by a substitution within the sequence that is equivalent
to the sequence represented by amino acids 64 to 67 of A-gliadin (the sequence of A-gliadin is given in Figure 10). Thus
preferably the antagonist has a substitution at the equivalent of position 64, 65 or 67. Preferably the substitution is 64W,
67W, 67M or 65T.

[0128] Since the T cell immune response to the epitope of the invention in an individual is polyclonal, more than one
antagonist may need to be administered to cause antagonism of T cells of the response which have different TCRs.
Therefore the antagonists may be administered in a composition which comprises at least 2, 4, 6 or more different
antagonists, which each antagonise different T cells.

[0129] The invention also provides a method of identifying an antagonist of a T cell (which recognises the agent),
comprising contacting a candidate substance with the T cell and detecting whether the substance causes a decrease
in the ability of the T cell to undergo an antigen specific response (e.g. using any suitable assay mentioned herein), the
detecting of any such decrease in said ability indicating that the substance is an antagonist.

[0130] Inone embodiment, the antagonists (including combinations of antagonists to a particular epitope) or tolerising
(T cell and antibody tolerising) agents are present in a composition comprising at least 2, 4, 6 or more antagonists or
agents which antagonise or tolerise to different epitopes of the invention, for example to the combinations of epitopes
discussed above in relation to the agents which are a product comprising more than one substance.
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Testing whether a composition is capable of causing coeliac disease

[0131] As mentioned above the invention provides a method of determining whether a composition is capable of
causing coeliac disease comprising detecting the presence of a protein sequence which is capable of being modified
by a transglutaminase to as sequence comprising the agent or epitope of the invention (such transglutaminase activity
may be a human intestinal transglutaminase activity). Typically this is performed by using a binding assay in which a
moiety which binds to the sequence in a specific manner is contacted with the composition and the formation of sequence/
moiety complex is detected and used to ascertain the presence of the agent. Such a moiety may be any suitable substance
(or type of substance) mentioned herein, and is typically a specific antibody. Any suitable format of binding assay can
be used (such as those mentioned herein).

[0132] In one embodiment, the composition is contacted with at least 2, 5, 10 or more antibodies which are specific
for epitopes of the invention from different gluten proteins, for example a panel of antibodies capable of recognising the
combinations of epitopes discussed above in relation to agents of the invention which are a product comprising more
than one substance.

[0133] The composition typically comprises material from a plant that expresses a gluten protein which is capable of
causing coeliac disease (for example any of the gluten proteins or plants mentioned herein). Such material may be a
plant part, such as a harvested product (e.g. seed). The material may be processed products of the plant material (e.g.
any such product mentioned herein), such as a flour or food that comprises the gluten protein. The processing of food
material and testing in suitable binding assays is routine, for example as mentioned in Kricka LJ, J. Biolumin. Chemilumin.
13, 189-93 (1998).

Binding assays

[0134] The determination of binding between any two substances mentioned herein may be done by measuring a
characteristic of either or both substances that changes upon binding, such as a spectroscopic change.

[0135] The binding assay format may be a ’band shift’ system. This involves determining whether the presence of one
substance (such as a candidate substance) advances or retards the progress of the other substance during gel elec-
trophoresis.

[0136] The format may be a competitive binding method which determines whether the one substance is able to inhibit
the binding of the other substance to an agent which is known to bind the other substance, such as a specific antibody.

Mutant gluten proteins

[0137] The invention provides a gluten protein in which an epitope sequence of the invention, or sequence which can
be modified by a transglutaminase to provide such a sequence has been mutated so that it no longer causes, or is
recognised by, a T cell response that recognises the epitope. In this context the term recognition refers to the TCR
binding the epitope in such a way that normal (not antagonistic) antigen-specific functional activity of the T cell occurs.
[0138] Methods of identifying equivalent epitopes in other gluten proteins are discussed above. The wild type of the
mutated gluten protein is one which causes coeliac disease. Such a mutated gluten protein may have homology with
the wild type of the mutated gluten protein, for example to the degree mentioned above (in relation to the analogue)
across all of its sequence or across 15, 30, 60, 100 or 200 contiguous amino acids of its sequence. The sequences of
other natural gluten proteins are known in the art.

[0139] The mutated gluten protein will not cause coeliac disease or will cause decreased symptoms of coeliac disease.
Typically the mutation decreases the ability of the epitope to induce a T cell response. The mutated epitope may have
a decreased binding to HLA-DQ2 or -DQ8, a decreased ability to be presented by an APC or a decreased ability to bind
to or to be recognised (i.e. cause antigen-specific functional activity) by T cells that recognise the agent. The mutated
gluten protein or epitope will therefore show no or reduced recognition in any of the assays mentioned herein in relation
to the diagnostic aspects of the invention.

[0140] The mutation may be one or more deletions, additions or substitutions of length 1 to 3, 4 to 6, 6 to 10, 11 to 15
or more in the epitope, for example across any of SEQ ID NOS: 1-1927; or across equivalents thereof. Preferably the
mutant gluten protein has at least one mutation in the sequence of any of SEQ ID NO: 1-1927. A preferred mutation is
at the position equivalent to position 65 in A-gliadin (see Figure 10). Preferably, a naturally occurring glutamine is
substituted to histidine, tyrosine, tryptophan, lysine, proline, or arginine.

[0141] The invention thus also provides use of a mutation (such any of the mutations in any of the sequences discussed
herein) in an epitope of a gluten protein, which epitope is an epitope of the invention, to decrease the ability of the gluten
protein to cause coeliac disease.

[0142] In one embodiment the mutated sequence is able to act as an antagonist. Thus the invention provides a protein
that comprises a sequence which is able to bind to a T cell receptor, which T cell receptor recognises an agent of the
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invention, and which sequence is able to cause antagonism of a T cell that carries such a T cell receptor.

[0143] The invention also provides proteins which are fragments of the above mutant gluten proteins, which are at
least 7 amino acids long (e.g. at least 8, 9, 10, 11, 12, 13, 14, 15, 30, 60, 100, 150, 200, or 250 amino acids long) and
which comprise the mutations discussed above which decrease the ability of the gluten protein to be recognised. Any
of the mutant proteins (including fragments) mentioned herein may also be present in the form of fusion proteins, for
example with other gluten proteins or with non-gluten proteins.

[0144] The equivalent wild type protein to the mutated gluten protein is typically from a graminaceous monocotyledon,
such as a plant of a genus selected from Triticum, Secale, Hordeum, Triticale or Avena, (e.g. wheat, rye, barley, oats
or triticale). For example, the protein may be an o, of, B, y or @ gliadin or an avenin.

Kits

[0145] The invention also provides a kit for carrying out the method comprising one or more agents and optionally a
means to detect the recognition of the agent by the T cell. Typically the different agents are provided for simultaneous,
separate or sequential use. Typically the means to detect recognition allows or aids detection based on the techniques
discussed above.

[0146] Thus the means may allow detection of a substance secreted by the T cells after recognition. The kit may thus
additionally include a specific binding moiety for the substance, such as an antibody. The moiety is typically specific for
IFN-y. The moiety is typically immobilised on a solid support. This means that after binding the moiety the substance
will remain in the vicinity of the T cell which secreted it. Thus "spots" of substance/moiety complex are formed on the
support, each spot representing a T cell which is secreting the substance. Quantifying the spots, and typically comparing
against a control, allows determination of recognition of the agent.

[0147] The kit may also comprise a means to detect the substance/moiety complex. A detectable change may occur
in the moiety itself after binding the substance, such as a colour change. Alternatively a second moiety directly orindirectly
labelled for detection may be allowed to bind the substance/moiety complex to allow the determination of the spots. As
discussed above the second moiety may be specific for the substance, but binds a different site on the substance than
the first moiety.

[0148] The immobilised support may be a plate with wells, such as a microtitre plate. Each assay can therefore be
carried out in a separate well in the plate.

[0149] The kit may additionally comprise medium for the T cells, detection moieties or washing buffers to be used in
the detection steps. The kit may additionally comprise reagents suitable for the separation from the sample, such as the
separation of PBMCs or T cells from the sample. The kit may be designed to allow detection of the T cells directly in the
sample without requiring any separation of the components of the sample.

[0150] The kit may comprise an instrument which allows administration of the agent, such as intradermal or epidermal
administration. Typically such an instrument comprises plaster, dressing or one or more needles. The instrument may
allow ballistic delivery of the agent. The agent in the kit may be in the form of a pharmaceutical composition.

[0151] The kit may also comprise controls, such as positive or negative controls. The positive control may allow the
detection system to be tested. Thus the positive control typically mimics recognition of the agent in any of the above
methods. Typically in the kits designed to determine recognition in vitro the positive control is a cytokine. In the kit
designed to detect in vivo recognition of the agent the positive control may be antigen to which most individuals should
response.

[0152] The kit may also comprise a means to take a sample containing T cells from the host, such as a blood sample.
The kit may comprise a means to separate mononuclear cells or T cells from a sample from the host.

Polynucleotides, cells, transgenic mammals and antibodies

[0153] The invention also provides a polynucleotide which is capable of expression to provide the agent or mutant
gluten proteins. Typically the polynucleotide is DNA or RNA, and is single or double stranded. The polynucleotide will
preferably comprise at least 50 bases or base pairs, for example 50 to 100, 100 to 500, 500 to 1000 or 1000 to 2000 or
more bases or base pairs. The polynucleotide therefore comprises a sequence which encodes the sequence of any of
SEQIDNO: 1-1927 or any of the other agents mentioned herein. Tothe 5’ and 3’ of this coding sequence the polynucleotide
of the invention has sequence or codons which are different from the sequence or codons 5’ and 3’ to these sequences
in the corresponding gluten protein gene.

[0154] 5’ and/or 3’ to the sequence encoding the peptide the polynucleotide has coding or non-coding sequence.
Sequence 5’ and/or 3’ to the coding sequence may comprise sequences which aid expression, such as transcription
and/or translation, of the sequence encoding the agent. The polynucleotide may be capable of expressing the agent
prokaryotic or eukaryotic cell. In one embodiment the polynucleotide is capable of expressing the agent in a mammalian
cell, such as a human, primate or rodent (e.g. mouse or rat) cell.
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[0155] A polynucleotide of the invention may hybridise selectively to a polynucleotide that encodes a gluten protein
from which the agent is derived at a level significantly above background. Selective hybridisation is typically achieved
using conditions of medium to high stringency (for example 0.03M sodium chloride and 0.03M sodium citrate at from
about 50°C to about 60°C). However, such hybridisation may be carried out under any suitable conditions known in the
art (see Sambrook et al (1989), Molecular Cloning: A Laboratory Manual). For example, if high stringency is required,
suitable conditions include 0.2 x SSC at 60°C. If lower stringency is required, suitable conditions include 2 x SSC at 60°C.
[0156] Agents or proteins of the invention may be encoded by the polynucleotides described herein.

[0157] The polynucleotide may form or be incorporated into a replicable vector. Such a vector is able to replicate in
a suitable cell. The vector may be an expression vector. In such a vector the polynucleotide of the invention is operably
linked to a control sequence which is capable of providing for the expression of the polynucleotide. The vector may
contain a selectable marker, such as the ampicillin resistance gene.

[0158] The polynucleotide or vector may be present in a cell. Such a cell may have been transformed by the polynu-
cleotide or vector. The cell may express the agent. The cell will be chosen to be compatible with the said vector and
may for example be a prokaryotic (bacterial), yeast, insect or mammalian cell. The polynucleotide or vector may be
introduced into host cells using conventional techniques including calcium phosphate precipitation, DEAE-dextran trans-
fection, or electroporation.

[0159] The invention provides processes for the production of the proteins of the invention by recombinant means.
This may comprise (a) cultivating a transformed cell as defined above under conditions that allow the expression of the
protein; and preferably (b) recovering the expressed polypeptide. Optionally, the polypeptide may be isolated and/or
purified, by techniques known in the art.

[0160] The invention also provides TCRs which recognise (or bind) the agent, or fragments thereof which are capable
of such recognition (or binding). These can be present in the any form mentioned herein (e.g. purity) discussed herein
in relation to the protein of the invention. The invention also provides T cells which express such TCRs which can be
present in any form (e.g. purity) discussed herein for the cells of the invention.

[0161] The invention also provides monoclonal or polyclonal antibodies which specifically recognise the agents (such
as any of the epitopes of the invention) and which recognise the mutant gluten proteins (and typically which do not
recognise the equivalent wild-type gluten proteins) of the invention, and methods of making such antibodies. Antibodies
of the invention bind specifically to these substances of the invention.

[0162] For the purposes of this invention, the term "antibody" includes antibody fragments such as Fv, F(ab) and F
(ab’), fragments, as well as single-chain antibodies.

[0163] A method for producing a polyclonal antibody comprises immunising a suitable host animal, for example an
experimental animal, with the immunogen and isolating immunoglobulins from the serum. The animal may therefore be
inoculated with the immunogen, blood subsequently removed from the animal and the IgG fraction purified. A method
for producing a monoclonal antibody comprises immortalising cells which produce the desired antibody. Hybridoma cells
may be produced by fusing spleen cells from an inoculated experimental animal with tumour cells (Kohler and Milstein
(1975) Nature 256, 495-497).

[0164] Animmortalized cell producing the desired antibody may be selected by a conventional procedure. The hybri-
domas may be grown in culture or injected intraperitoneally for formation of ascites fluid or into the blood stream of an
allogenic host or immunocompromised host. -Human antibody may be prepared by in vitro immunisation of human
lymphocytes, followed by transformation of the lymphocytes with Epstein-Barr virus.

[0165] For the production of both monoclonal and polyclonal antibodies, the experimental animal is suitably a goat,
rabbit, rat or mouse. If desired, the immunogen may be administered as a conjugate in which the immunogen is coupled,
for example via a side chain of one of the amino acid residues, to a suitable carrier. The carrier molecule is typically a
physiologically acceptable carrier. The antibody obtained may be isolated and, if desired, purified.

[0166] The polynucleotide, agent, protein or antibody of the invention, may carry a detectable label. Detectable labels
which allow detection of the secreted substance by visual inspection, optionally with the aid of an optical magnifying
means, are preferred. Such a system is typically based on an enzyme label which causes colour change in a substrate,
for example alkaline phosphatase causing a colour change in a substrate. Such substrates are commercially available,
e.g. from BioRad. Other suitable labels include other enzymes such as peroxidase, or protein labels, such as biotin; or
radioisotopes, such as 32P or 35S, The above labels may be detected using known techniques.

[0167] Polynucleotides, agents, proteins, antibodies or cells of the invention may be in substantially purified form.
They may be in substantially isolated form, in which case they will generally comprise at least 80% e.g. at least 90, 95,
97 or 99% of the polynucleotide, peptide, antibody, cells or dry mass in the preparation. The polynucleotide, agent,
protein or antibody is typically substantially free of other cellular components. The polynucleotide, agent, protein or
antibody may be used in such a substantially isolated, purified or free form in the method or be present in such forms
in the kit.

[0168] The invention also provides a transgenic non-human mammal which expresses a TCR of the invention. This
may be any of the mammals discussed herein (e.g. in relation to the production of the antibody). Preferably the mammal
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has, or is susceptible, to coeliac disease. The mammal may also express HLA-DQ2 or -DQ8 or HLA-DR3-DQ2 and/or
may be given a diet comprising a gluten protein which causes coeliac disease (e.g. any of the gluten proteins mentioned
herein). Thus the mammal may act as an animal model for coeliac disease.

[0169] Theinvention also provides a method of identifying a product which is therapeutic for coeliac disease comprising
administering a candidate substance to a mammal of the invention which has, or which is susceptible to, coeliac disease
and determining whether substance prevents or treats coeliac disease in the mammal, the prevention or treatment of
coeliac disease indicating that the substance is a therapeutic product. Such a product may be used to treat or prevent
coeliac disease.

[0170] The invention provides therapeutic (including prophylactic) agents or diagnostic substances (the agents, pro-
teins and polynucleotides of the invention). These substances are formulated for clinical administration by mixing them
with a pharmaceutically acceptable carrier or diluent. For example they can be formulated for topical, parenteral, intra-
venous, intramuscular, subcutaneous, intraocular, intradermal, epidermal or transdermal administration. The substances
may be mixed with any vehicle which is pharmaceutically acceptable and appropriate for the desired route of adminis-
tration. The pharmaceutically carrier or diluent for injection may be, for example, a sterile or isotonic solution such as
Water for Injection or physiological saline, or a carrier particle for ballistic delivery.

[0171] The dose of the substances may be adjusted according to various parameters, especially according to the
agent used; the age, weight and condition of the patient to be treated; the mode of administration used; the severity of
the condition to be treated; and the required clinical regimen. As a guide, the amount of substance administered by
injection is suitably from 0.01 mg/kg to 30 mg/kg, Preferably from 0.1 mg/kg to 10 mg/kg.

[0172] The routes of administration and dosages described are intended only as a guide since a skilled practitioner
will be able to determine readily the optimum route of administration and dosage for any particular patient and condition.
[0173] The substances of the invention may thus be used in a method of treatment of the human or animal body, or
in a diagnostic method practised on the human body. In particular they may be used in a method of treating or preventing
coeliac disease. The invention also provide the agents for use in a method of manufacture of a medicament for treating
or preventing coeliac disease. Thus the invention provides a method of preventing or treating coeliac disease comprising
administering to a human in need thereof a substance of the invention (typically a non-toxic effective amount thereof).
[0174] The agent of the invention can be made using standard synthetic chemistry techniques, such as by use of an
automated synthesizer. The agent may be made from a longer polypeptide e.g. a fusion protein, which polypeptide
typically comprises the sequence of the peptide. The peptide may be derived from the polypeptide by for example
hydrolysing the polypeptide, such as using a protease; or by physically breaking the polypeptide. The polynucleotide of
the invention can be made using standard techniques, such as by using a synthesiser.

Plant cells and plants that express mutant gluten proteins or express proteins comprising sequences which
can act as antagonists

[0175] The cell of the invention may be a plant cell, such as a cell of a graminaceous monocotyledonous species. The
species may be one whose wild-type form expresses gluten proteins, such as any of the gluten proteins mentioned
herein. Such a gluten protein may cause coeliac disease in humans. The cell may be of wheat, maize, oats, rye, rice,
barley, triticale, sorghum, or sugar cane. Typically the cell is of the Triticum genus, such as aestivum, spelta, polonicum
or monococcum.

[0176] The plant cell of the invention is typically one which does not express one or more wild-type gluten proteins
(such as any of the gluten proteins mentioned herein which may cause coeliac disease), or one which does not express
one or more gluten proteins comprising a sequence that can be recognised by a T cell that recognises the agent. Thus
if the wild-type plant cell did express such a gluten protein then it may be engineered to prevent or reduce the expression
of such a gluten protein or to change the amino acid sequence of the gluten protein so that it no longer causes coeliac
disease (typically by no longer expressing the epitope of the invention).

[0177] This can be done for example by introducing mutations into 1, 2, 3 or more or all of such gluten protein genes
in the cell, for example into coding or non-coding (e.g. promoter regions). Such mutations can be any of the type or
length of mutations discussed herein (e.g., in relation to homologous proteins). The mutations can be introduced in a
directed manner (e.g., using site directed mutagenesis or homologous recombination techniques) or in a random manner
(e.g. using a mutagen, and then typically selecting for mutagenised cells which no longer express the gluten protein (or
a gluten protein sequence which causes coeliac disease)).

[0178] Inthe case of plants or plant cells that express a protein that comprises a sequence able to act as an antagonist
such a plant or plant cell may express a wild-type gluten protein (e.g. one which causes coeliac disease). Preferably
though the presence of the antagonist sequence will cause reduced coeliac disease symptoms (such as no symptoms)
in an individual who ingests a food comprising protein from the plant or plant cell.

[0179] The polynucleotide which is present in (or which was transformed into) the plant cell will generally comprise
promoter capable of expressing the mutant gluten protein the plant cell. Depending on the pattern of expression desired,
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the promoter may be constitutive, tissue- or stage-specific; and/or inducible. For example, strong constitutive expression
in plants can be obtained with the CAMV 35S, Rubisco ssu, or histone promoters. Also, tissue-specific or stage-specific
promoters may be used to target expression of protein of the invention to particular tissues in a transgenic plant or to
particular stages in its development. Thus, for example seed-specific, root-specific, leaf-specific, flower-specific etc
promoters may be used. Seed-specific promoters include those described by Dalta et al (Biotechnology Ann. Rev. (1997),
3, pp.269-296). Particular examples of seed-specific promoters are napin promoters (EP-A-0 255, 378), phaseolin
promoters, glutenine promoters, helianthenine promoters (W092/17580), albumin promoters (W0O98/45460), oleosin
promoters (W098/45461) and ATS1 and ATS3 promoters (W099/20775).

[0180] The cell may be in any form. For example, it may be an isolated cell, e.g. a protoplast, or it may be part of a
plant tissue, e.g. a callus, or a tissue excised from a plant, or it may be part of a whole plant. The cell may be of any
type (e.g. of any type of plant part). For example, an undifferentiated cell, such as a callus cell; or a differentiated cell,
such as a cell of a type found in embryos, pollen, roots, shoots or leaves. Plant parts include roots; shoots; leaves; and
parts involved in reproduction, such as pollen, ova, stamens, anthers, petals, sepals and other flower parts.

[0181] The invention provides a method of obtaining a transgenic plant cell comprising transforming a plant cell with
a polynucleotide or vector of the invention to give a transgenic plant cell. Any suitable transformation method may be
used (in the case of wheat the techniques disclosed in Vasil V et al, Biotechnology 10, 667-674 (1992) may be used).
Preferred transformation techniques include electroporation of plant protoplasts and particle bombardment. Transfor-
mation may thus give rise to a chimeric tissue or plant in which some cells are transgenic and some are not.

[0182] The cell of the invention or thus obtained cell may be regenerated into a transgenic plant by techniques known
in the art. These may involve the use of plant growth substances such as auxins, giberellins and/or cytokinins to stimulate
the growth and/or division of the transgenic cell. Similarly, techniques such as somatic embryogenesis and meristem
culture may be used. Regeneration techniques are well known in the art and examples can be foundin, e.g. US 4,459,355,
US 4,536,475, US 5,464,763, US 5, 177,010, US 5, 187,073, EP 267,159, EP 604, 662, EP 672, 752, US 4,945,050,
US 5,036,006, US 5,100,792, US 5,371,014, US 5,478,744, US 5,179,022, US 5,565,346, US 5,484,956, US 5,508,468,
US 5,538,877, US 5,554,798, US 5,489,520, US 5,510,318, US 5,204,253, US 5,405,765, EP 442,174, EP 486,233,
EP 486,234, EP 539,563, EP 674,725, WO91/02071 and WO 95/06128.

[0183] In many such techniques, one step is the formation of a callus, i.e. a plant tissue comprising expanding and/or
dividing cells. Such calli are a further aspect of the invention as are other types of plant cell cultures and plant parts.
Thus, for example, the invention provides transgenic plant tissues and parts, including embryos, meristems, seeds,
shoots, roots, stems, leaves and flower parts. These may be chimeric in the sense that some of their cells are cells of
the invention and some are not. Transgenic plant parts and tissues, plants and seeds of the invention may be of any of
the plant species mentioned herein.

[0184] Regeneration procedures will typically involve the selection of transformed cells by means of marker genes.
[0185] The regeneration step gives rise to a first generation transgenic plant. The invention also provides methods of
obtaining transgenic plants of further generations from this first generation plant. These are known as progeny transgenic
plants. Progeny plants of second, third, fourth, fifth, sixth and further generations may be obtained from the first generation
transgenic plant by any means known in the art.

[0186] Thus, the invention provides a method of obtaining a transgenic progeny plant comprising obtaining a second-
generation transgenic progeny plant from a first-generation transgenic plant of the invention, and optionally obtaining
transgenic plants of one or more further generations from the second-generation progeny plant thus obtained.

[0187] Progeny plants may be produced from their predecessors of earlier generations by any known technique. In
particular, progeny plants may be produced by: (a) obtaining a transgenic seed from a transgenic plant of the invention
belonging to a previous generation, then obtaining a transgenic progeny plant of the invention belonging to a new
generation by growing up the transgenic seed; and/or (b) propagating clonally a transgenic plant of the invention belonging
to a previous generation to give a transgenic progeny plant of the invention belonging to a new generation; and/or (c)
crossing a first-generation transgenic plant of the invention belonging to a previous generation with another compatible
plant to give a transgenic progeny plant of the invention belonging to a new generation; and optionally (d) obtaining
transgenic progeny plants of one or more further generations from the progeny plant thus obtained.

[0188] These techniques may be used in any combination. For example, clonal propagation and sexual propagation
may be used at different points in a process that gives rise to a transgenic plant suitable for cultivation. In particular,
repetitive back-crossing with a plant taxon with agronomically desirable characteristics may be undertaken. Further steps
of removing cells from a plant and regenerating new plants therefrom may also be carried out.

[0189] Also, further desirable characteristics may be introduced by transforming the cells, plant tissues, plants or
seeds, at any suitable stage in the above process, to introduce desirable coding sequences other than the polynucleotides
of the invention. This may be carried out by the techniques described herein for the introduction of polynucleotides of
the invention.

[0190] For example, further transgenes may be selected from those coding for other herbicide resistance traits, e.g.
tolerance to: Glyphosate (e.g. using an EPSP synthase gene (e.g. EP-A-0,293,358) or a glyphosate oxidoreductase
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(WO 92/00377) gene); or tolerance to fosametin; a dihalobenzonitrile; glufosinate, e.g. using a phosphinothrycin acetyl
transferase (PAT) or glutamine synthase gene (cf. EP-A-0,242,236); asulam, e.g. using a dihydropteroate synthase
gene (EP-A-0,369,367); or a sulphonylurea, e.g. using an ALS gene); diphenyl ethers such as acifluorfen or oxyfluorfen,
e.g. using a protoporphyrogen oxidase gene); an oxadiazole such as oxadiazon; a cyclic imide such as chlorophthalim;
a phenyl pyrazole such as TNP, or a phenopylate or carbamate analogue thereof.

[0191] Similarly, genes for beneficial properties other than herbicide tolerance may be introduced. For example, genes
for insect resistance may be introduced, notably genes encoding Bacillus thuringiensis (Bt) toxins. Likewise, genes for
disease resistance may be introduced, e.g. as in W0O91/02701 or W095/06128.

[0192] Typically, a protein of the invention is expressed in a plant of the invention. Depending on the promoter used,
this expression may be constitutive or inducible. Similarly, it may be tissue- or stage-specific, i.e. directed towards a
particular plant tissue (such as any of the tissues mentioned herein) or stage in plant development.

[0193] Theinvention also provides methods of obtaining crop products by harvesting, and optionally processing further,
transgenic plants of the invention. By crop product is meant any useful product obtainable from a crop plant.

Products that contain mutant gluten proteins or proteins that comprise sequence capable of acting as an
antagonist

[0194] The invention provides a product that comprises the mutant gluten proteins or protein that comprises sequence
capable of acting as an antagonist. This is typically derived from or comprise plant parts from plants mentioned herein
which express such proteins. Such a product may be obtainable directly by harvesting or indirectly, by harvesting and
further processing the plant of the invention. Directly obtainable products include grains. Alternatively, such a product
may be obtainable indirectly, by harvesting and further processing. Examples of products obtainable by further processing
are flour or distilled alcoholic beverages; food products made from directly obtained or further processed material, e.g.
baked products (e.g. bread) made from flour. Typically such food products, which are ingestible and digestible (i.e. non-
toxic and of nutrient value) by human individuals.

[0195] Inthe case of food products that comprise the protein which comprises an antagonist sequence the food product
may also comprise the wild-type gluten protein, but preferably the antagonist is able to cause areduction (e.g. completely)
in the coeliac disease symptoms after such food is ingested.

Deamidation

[0196] Where a sequence described herein includes a GIn residue, the invention also provides that sequence where
the GIn residue has been deamidated to a Glu residue. One or more (e.g., 1, 2, 3, 4, 5, etc.) GIn residue(s) per sequence
may be deamidated, but when there is more than one GIn residue, not all of them must be deamidated. Preferably, the
GlIn residues that are deamidated are those susceptible to deamidation by transglutaminase.

[0197] Examples where GIn may be deamidated are given in the sequence listing. For example, residue 4 of SEQ ID
NO:1 can be a GIn residue or a Glu residue, residue 6 of SEQ ID NO:2 can be a Gin residue or a Glu residue, residues
4 and 7 of SEQ ID NO:6 can each independently be GIn or Glu residues, etc. The GIn residues that are susceptible to
deamidation, and their deamidated Glu counterparts, are referred to as "GIx" residues.

[0198] Where the agentincludes more than one Glx residue, these may be arranged in any configuration. For example,
the Glx residues may be consecutive residues, and/or may be separated by one or more (e.g., 1,2,3,4,5,6, 7, 8, efc.)
other residues. As mentioned above, for HLA-DQ8 epitopes, the agent preferably comprises a Glx residue that is sep-
arated by seven residues from another GIx residue.

[0199] Preferred agents of the invention are deamidated agents, i.e., the agent comprises the one or more Gix residues
in the Glu form. This can be achieved in various ways, e.g., by including Glu residues during production, or by converting
GlIn residues to Glu by deamidation. Conversion of GIn to Glu can be achieved by treating an agent that contains Gin
residues that are susceptible to deamidation with a deamidating agent. The one or more GIn residues are preferably
deamidated to Glu by transglutaminase, for example as described in the examples.

[0200] The skilled person will be able to determine which particular Gin residues in the agent are susceptible to
deamidation and thus which residues should be Glu residues arising from deamidation of a GIn residue. For example,
GIn-containing sequences susceptible to deamidation by transglutaminase generally conform to a motif: e.g., QXPX,
QXPF(Y), QXX (FYMILVW), QXPF, QXX (FY), PQ (QL) P (FY)P. For example, the sequence PQ (QL) P (FY)P facilitates
deamidation of the underlined Q at position 2 by transglutaminase.

[0201] In particular, agents comprising the deamidated versions of SEQ ID NOs: 1-1927 are preferred (where such
sequences are not already deamidated). Most preferably, the agents of the invention comprise the transglutaminase-
deamidated versions of SEQ ID NOs: 1-1927 (again, where not already deamidated). Analogues and equivalents of
these agents, as defined herein, are also encompassed within the scope of the invention.
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EXAMPLES
[0202] The invention is illustrated by the following nonlimiting Examples:
Initial gliadin epitope screening library

[0203] In initial experiments involving 29 HLA-DQ2+ individuals with coeliac disease on long-term gluten free diet,
interferon-gamma ELISPOT assays were used to screen a previous Pepset (described in WO 03/104273, which is
incorporated herein by reference) initially as pools of peptides and then in 15 subjects as individual peptides with and
without deamidation by tTG. This Pepset library consisted of 652 20mer gliadin peptides spanning all unique 12mers
contained within all Genbank entries described as wheat gliadins found in September 2001. This Pepset library was
designed "manually" from gene-derived protein sequences aligned using ClustalW software (MegAlign) arranged into
phylogenetic groupings.

[0204] Approximately 0.6 micromole of each of 652 of the 20mers was provided. Two marker 20mer peptides were
included in each set of 96 (VLQQHNIAHGSSQVLQESTY - peptide 161, and IKDFHVYFRESRDALWKGPG) and were
characterized by reverse phase-HPLC and amino acid sequence analysis. Average purities of these marker peptides
were 19% and 50%, respectively. Peptides were initially dissolved in acetonitrile (10%) and Hepes 100mM to 10mg/ml.
The final concentration of individual peptides incubated with PBMC for the IFNy ELISpot assays was 20 mcg/ml. These
peptides were deamidated by incubation with guinea pig tissue tTG (Sigma T5398) in the ratio 100:32 mcg/ml for two
hours at 37°C. Peptides solutions were stored at -20°C and freshly thawed prior to use. These studies were conducted
in Oxford, UK. ELIspot assays were performed as described for those conducted in Melbourne, Australia (all other studies
described herein). "Oxford" data regarding subject responses to individual peptides was pooled with "Melbourne" data
for subsequent "minimal” epitope analysis in the "EM algorithm" (see below).

Second round gliadin epitope screening library

[0205] A second round gliadin epitope library was designed according the bioactive sequences identified from the
initial gliadin epitope screening library of 652 20mers. Gliadin 20mers with mean bioactivity equivalent to >5% of the
most potent gliadin 20mer (91: PQPFPPQLPYPQPQLPYPQP) in 15 HLA-DQ2+ subjects assessed with all 652 deam-
idated 20mers were defined. Since earlier studies (see WO 03/104273) indicated that deamidated pools of this Pepset
were more potent than without deamidation, glutamine residues within bioactive 20mers potentially deamidated by tTG
were identified according to the motif QXPX, QXZ (FYWILVM) where X is any amino acid except proline, and P is proline,
Z is any amino acid, and FYWILVM represent hydrophobic amino acids (consistent with the motifs for tTG-mediated
deamidation published by Vader W. et al J Exp Med 2002 J. Exp. Med. 195:643-649, PCT WO 03/066079, and Fleck-
enstein B. 2002. J Biol Chem 277:34109-16).

[0206] 12mer peptides were then identified in which each potential deamidation site could be in position 4, 6 or 7 in
the 9mer located within HLA-DQ2 binding groove (HLA-DQZ2 anchors at these positions show a preference for glutamate).
Candidate 12mer core epitope sequences were then flanked with glycine followed by the N-terminal residue present in
the parent gliadin polypeptide and at the C-terminal by the C-terminal residue present in the parent gliadin polypeptide
followed by glycine (i.e. GXXXXXXXQXXXXXXG).

[0207] Peptides were synthesised with glutamine or glutamate in position 9. Peptides (100mcg/ml) (+/- deamidation
by tTG) were then assessed in interferon gamma ELISPOT assays using PBMC from 15 HLA-DQ2+ coeliac volunteers
after gluten challenge. Results of these assays were analysed according to the EM algorithm (see below). In addition,
the most potent distinct peptides were synthesised and purified to >80% (Mimotopes) and assessed in interferon gamma
ELISPOT assays using PBMC from 15 HLA-DQ2+ coeliac volunteers after wheat gluten challenge.

Complete gluten epitope screening library

[0208] To make practical the design of a substantially larger peptide library spanning all wheat gliadin and glutenin,
rye, barley, and oat gluten-like proteins (prolamines), and to confirm data from the previous gliadin peptide library, an
iterative algorithm was developed to automate design of a minimal set of 20mers including all unique 12mers (excluding
signal peptide sequences) in gluten proteins. The ScanSet algorithm is shown in Figure 1.

[0209] The method tests for all possible peptide epitopes from a group of proteins whether they are potential antigens
in a range of patients. T-cell epitopes range in size between 9 and 15 AA. To test all possible 12mers in a set of proteins,
becomes quickly unfeasible because of the high numbers.

[0210] Here we use the fact that, for example, a 20mer peptide can cover up to 9 different 12mers. We therefore
developed a combinatorial approach to cover all possible 12mers represented in a family of proteins.

[0211] 20amino acid (20mer) long peptides are generated that are tested as antigens, and that cover all 12mer peptide
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sequences that exist in the group of proteins. We define the length of peptides to generate as L (e.g. 20) and the length
of the epitopes we want to cover as S. We developed a computer program that generates all uniquely occurring Lmers
from a set of proteins. Further, we generate all uniquely occurring Smers from this set of proteins. Next we select a set
of N Lmers that contains all sequences of Lmers. Figure 1 outlines how this algorithm works.

[0212] On 16 June 2003, Genbank contained accession numbers for 53 alpha/beta, 53 gamma and 2 omega gliadins,
and 77 LMW and 55 HMW glutenins from T. aestivum, 59 hordeins, 14 secalins, and 20 avenins (see Figure 2). In total,
ScanSet identified 18117 unique 12mers contained in the 225 gluten gene products.

[0213] All unique gluten 12mers could be subsumed in 2922 20mers. These 20mers were synthesised in a Pepset
peptide library (Mimotopes Inc., Melbourne, Australia). Pepset peptides were synthesized in batches of 96 (Mimotopes
Inc., Melbourne Australia). Approximately. 0.7 to 1.3 micromole of each of 2922 20mers was provided. Two marker
20mer peptides were included in each set of 96 (one representative peptide from the 94 other peptides on each particular
plate, and IKDFHVYFRESRDALWKGPG) and were characterized by reverse phase-HPLC and mass spectroscopy.
Average purities of these marker peptides were 36% (range: 5-68%) and 64% (range:55-71 %), respectively.

[0214] Peptides were initially dissolved in aqueous acetonitrile (50%). Peptides in aqueous acetontrile were transferred
to sterile 96-well plates and diluted in sterile PBS with 1mM calcium (250 mcg/ml) and then incubated with tTG (25
mcg/ml) (Sigma T5398) for 6h 37°C and then stored frozen (-20°C) until use.

[0215] Subjects all had biopsy-proven coeliac disease and had followed a strict gluten free diet for at least 6 months.
All subjects possessed HLA-DQBO01*02 (HLA-DQ2) alone (n=100) or HLA-DQA1*03 and HLA-DQB1*0302 (HLA-DQ8)
alone (n=5). In all cases, tTG-IgA was assessed before gluten challenge and was in the normal range (30% of initial
volunteers were found to have elevated tTG-IgA and were excluded since chronic gluten exposure is associated with
failure to induce peripheral blood gluten-specific T-cells by short-term gluten challenge). Volunteers consumed Baker’s
Delight "white bread block loaf’ (200g daily for three days) or Uncle Toby’s oats (100g daily for three days). All but three
subjects completed the three day challenge (one withdrew after first mouthful of bread, and the other two vomited after
initial two slices of bread. Data from the latter two were included in subsequent analysis). Blood (300ml) was drawn six
days after commencing gluten challenge. Gluten peptide-specific IFNy ELISpot responses have not been found in our
previous studies, and so "pre-challenge" blood was not assessed in this set of experiments (Anderson, RP et al 2000.
Nat. Med. 6:337-342., WO 01/25793, WO 03/104273).

[0216] IFNy ELISpot assays (Mabtech, Sweden) were performed in 96-well plates (MAIP S-45, Millipore) in which
each well contained 25mcl of peptide solution and 100mcl of PBMC (2-8x105/well) in RPMI containing 10% heat inac-
tivated human AB serum. After development and drying, IFNy ELISpot plates were assessed using the MAIP automated
ELISpot plate counter. Data was then analysed according to a novel algorithm (Expectation Maximization: EM) to define
and quantify interferon-gamma responses to 9mer sequences contained within the peptide library (see Figure 3 and
below). 9mer peptides were then rationalised according to an algorithm that assumes redundancy in T-cell recognition,
the "IterativeCluster" algorithm (see Figure 4 and below), by allowing groups of amino acids with similar chemical
properties at any one position in the 9mer, or for glutamate to replace glutamine at any position (assuming deamidation
may have occurred).

[0217] Since there were data sets from only two HLA-DQ8+ individuals who were not also HLA-DQ2+, and these were
utilizing only the 721 wheat gliadin 20mers from the "Complete gluten epitope screening library", bioactive peptides were
identified by taking the average rank of peptide-specific IFNy ELISPOT responses in the two subjects. For prediction of
likely HLA-DQ8-restricted gliadin epitopes, it was assumed that a glutamine residue susceptible to tTG-mediated deam-
idation occupied either position 1 or 9 in potential 9mer core regions of epitopes, consistent with the HLA-DQ8 binding
motif and the findings of van de Wal et al (van de Wal, Y. et al 1998. J. Immunol. 161(4):1585-1588).

Expectation Maximization (EM) algorithm to analyze data from ELISpot:

[0218] Figure 3 shows an algorithm to analyze data coming from an assay using the ELISpot. T-cell responses to
different peptides are measured in 96 well plates using T-cell assays. Assays are performed on many patients using
many different peptide antigens. The result of the T-cell assays can be summarized in a table where the rows represent
peptides and the columns patients and the individual measurements (counts) are in the table (e.g., see Figure 3B). The
purpose of the EM algorithm is to differentiate between response and non response of a patient to a peptide and to
estimate a mean rate of response and a proportion of people responding for each peptide.

[0219] Responses are measured for a number of different patients (i will be used to indicate the patient) and for many
different peptides (j will be used to indicate the peptide). Each measurement (yij) represents a count of T-cells from
patient i responding to peptide j. In order to estimate, whether a measurement for a certain peptide in a patient can be
called a response or whether it is more likely to be coming from a background distribution, we propose a model for an
incomplete data problem, with yij being the observed count of spots and zij an unobserved indicator, whether person i
responds to peptide j.

[0220] The observed number of counts yij are modelled to come from independent Poisson distributions: poisson(ou,
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AJ), if patient jis responding to peptide j, i.e. zij= 1, and poisson(c.i, L0), if patient i is not responding to peptide j, i.e. zijj= 0.

* Complete data: yij (observed counts), zij (response indicator, not observed).
e Parameters: 6= (o, Aj, A0, pj)

* o/ Patients overall responsiveness.

e )\j: Peptide induced rate of response.

e A0: Background rate of response.

e pj: Proportion of people responding to peptide j.

EM algorithm:
[0221]

e Set variables initially to random values
*  E-step: compute likelihood

*  M-step: maximize likelihood function

e lterate E- and M-step

Iterative procedure to find minimal set of responsive epitopes

[0222] A program to compute a minimal set of peptides for use in a vaccine based on the T-cell responses estimated
in the EM algorithm was developed. We measured T-Cell responses to Lmers from a group of proteins. The peptides
were generated to cover all possible Smers. We estimated the following parameters for the response by an EM algorithm:
rate of response, number of people responding, proportion of people responding. The proportion of people responding
multiplied with the estimated rate of response is used as a criterion to define epitopes which are good antigens. Many
of the measured Lmers contain the same Smer epitopes. In order to find the epitopes (Smers) which can explain all the
responses in Lmers we select the Smer which is contained in Lmers that in the mean have the highest responses. Then
we remove all Lmers that contain this Smer from our measurements. Next we select the Smer with the highest responses
in the remaining Lmers. We iterate this procedure until no Smers with responses higher than a specified cutoff exist.
We use several iterations with different cutoffs. This process is sketched in Figure 4. The such defined list of clustered
Lmers can be used as a basis to define the optimal epitopes and select peptides that function as good antigens.

HLA-DQ2 epitopes in wheat gluten

[0223] HLA-DQ2 epitopes in wheat gliadins and glutenins were identified using PBMC collected on day 6 after com-
mencing gluten challenge in a total of 76 HLA-DQ2+ individuals in gamma-interferon ELISPOT assays (Initial gliadin
epitope library: n=15, Second round gliadin epitope screening library: n=15, Complete gluten epitope screening library:
n=46). All data relating to individual peptide responses in coeliac subjects was pooled and analysed by the EM algorithm.
[0224] A series of 9mer sequences were identified and ordered according to the intensity of gamma-interferon re-
sponses and the proportion of individuals responding (see Figure 5). Many of the sequences identified could be grouped
in "superfamilies" allowing for several different amino acids with similar chemical properties to be present at any one
position in the putative epitope (see Figure 6). For example, in "Sequence 1" of Figure 6 (SEQ ID NO: 1555) P (QR) P
(QE) LP (FY) PQ, glutamine (Q) or arginine (R) are both accepted at position 2 except that Q generates a substantially
more bioactive epitope.

[0225] By reviewing the 110 most "active" 9mer sequences identified by the EM algorithm, the "list" of 9mer motifs
could be condensed to 41 9mers, many of which overlapped (for example "Sequence 1" and "2" (SEQ ID NOS: 1555
and 1558 respectively) overlap by 7 residues and are both present in A-gliadin 57-73 QEB65). In selected cases, high-
grade peptides were synthesised and confirmed the bioactivity of peptides identified by the EM algorithm (see Figure 7).

HLA-DQ2 epitopes in oats avenins

[0226] Avenin peptides were assessed after challenge with oats (n=30 subjects) or after wheat bread (n=8) in HLA-
DQ2+ coeliac subjects. ELISPOT responses were found for the peptides found in Figure 8. One of the reactive avenin
peptides was homologous to a sequence in wheat gluten (SEQ ID NO: 1590).

Oats (avenin) high quality peptide studies

[0227] High grade avenin peptides were assessed 3 days after completing oats challenge with pure wheat-free oats,
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100g/d for 3 days ("day 6" PBMC interferon gamma ELISPOT responses). These peptides were designed upon peptides
previously defined using the screening grade ("first round") avenin peptide library and on potential deamidation sites.
There were 25 peptides (as 16mers) with purity verified by HPLC as >80%, and sequences confirmed by mass spec-
troscopy.

[0228] Interferon gamma ELISPOT responses to the high grade avenin peptides following deamidation by tTG were
compared in 18 subjects with DQ2+ coeliac disease.

[0229] The dominant (>70% maximal response) peptides after oats challenge included: EQQFGQNIFSGFSVQL (SEQ
ID NO: 1764) (11/18 subjects), QLRCPAIHSVVQAIIL (SEQ ID NO: 1765) (4/18 subjects), and QYQPYPEQEQPILQQQ
(SEQ ID NO: 1766) (3/18 subjects). 2/18 subjects did not have avenin specific responses (defined by SFU (spot forming
units) > 3 X blank) and 6/18 subjects mean maximal SFU were less than 10. Two additional peptides elicited positive
responses: QIPEQLRCPAIHSVVQ (SEQ ID NO: 1767) (3/18 subjects) and EQYQPEQQPFMQPL (SEQ ID NO: 1768)
(>40% maximal peptide response in 5/18 subjects). The panel of 25 peptides included several peptides similar to peptide
1490 (SEQYQPYPEQQEPFVQ) reported in Arentz-Hansen, PLoS Medicine (Oct. 2004, vol. 1, issue 1 (84-92), however,
that peptide induced a strong positive response in only one subject, and far weaker response in 5 subjects.

[0230] Interferon gamma ELISPOT responses to high grade avenin peptides were absent prior to gluten challenge,
and were blocked by pre-treatment of PBMC with anti-HLA DQ but not anti-HLA DR antibody.

Rye and barley screening peptide libraries

[0231] Secalin and hordein 20mer first round peptide libraries were assessed 3 days after completing rye (bread,
100g/d for 3 days) or barley (boiled, 100g/d for 3 days) challenge ("day 6" PBMC interferon gamma ELISPOT responses).
Although iterative analysis using 2nd and 3rd round peptide libraries to define epitopes has not yet been performed, the
20mers pre-treated with tTG found to induce "potent" responses shared substantial structural similarity to the bioactive
peptides identified after wheat challenge. However, the dominant peptide sequences after rye or barley challenge did
not include peptides with the PQPQLPY sequence found to be dominant after wheat challenge. The dominant (>70%
maximal response) 20mer after rye challenge was usually PQQLFPLPQQPFPQPQQPFP (SEQ ID NO: 1769) (8/14
subjects), or occasionally QPFPQPQQPTPIQPQQPFPQ (SEQ ID NO: 1770) (4/14), QQPQQLFPQTQQSSPQQPQQ
(SEQ ID NO: 1771) (1/14), PQTQQPQQPFPQPQQPQQLF (SEQ ID NO: 1772) (1/14) and/or QEQREGV-
QILLPQSHQQLVG (SEQ ID NO: 1773) (1/14). Additional peptides noted for greater than 40% maximal response in at
least 1 subject include:

FPQQPQQPFPQPQQQLPLQP (SEQ ID NO: 1774) (3/14,2 > 70%)
PQQPFPQQPEQI IPQQPQQP (SEQ ID NO: 1775) (5/14, 3 > 70%)
QQLPLQPQQPFPQPQQPIPQ (SEQ ID NO: 1776) (6/14, 2 > 70%)
QQPQQPFPLQPQQPVPQQPQ (SEQ ID NO: 1777) (3/14, 1> 70%)
SIPQPQQPFPQPQQPFPQSQ (SEQ ID NO: 1778) (4/14, 1> 70%)
QTQQSIPQPQQPFPQPQQPF (SEQ ID NO: 1779) (3/14, 1 > 70%)
NMQVGPSGQVEWPQQQPLPQ (SEQ ID NO: 1780) (2/14, 1 > 70%)
VGPSGQVSWPQQQPLPQPQQ (SEQ ID NO: 1781) (2/14, 2 > 70%)
QQPFLLQPQQPFSQPQQPFL (SEQ ID NO: 1782) (1/14, 1 > 70%)
FPLQPQQPFPQQPEQI ISQQ (SEQ ID NO: 1783) (5/14, 1 > 70%)
PQQPQRPFAQQPEQI ISQQP (SEQ ID NO: 1784) (3/14, 1 > 70%)
SPQQPQLPFPQPQQPFVVVV (SEQ ID NO: 1785) (4/14, 1 > 70%)
QQPSIQLSLQQQLNPCKNVL (SEQ ID NO: 1786) (1/14, 1 > 70%)

[0232] Typically, the dominant peptides after barley challenge included one of six peptide motifs, or were one of eight
other individual 20mers "dominant" in only one of 17 subjects after barley challenge. The six motifs identified:

QQPIPQQPQPY (SEQ ID NO: 1787)
PFPQPQQPFPW (SEQ ID NO: 1788)
LQPQQPFPQ (SEQ ID NO: 1789)
PQPQQASPL (SEQ ID NO: 1790)

I PQQPQQPF (SEQ ID NO: 1791)
YPEQPQQPF (SEQ ID NO: 1792)

[0233] The barley hordein peptides showing at least 40% maximal peptide response in at least one subject include
the following, wherein an asterisk indicates the eight individual peptides showing maximal response in a single individual:
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QQQPFPQQPIPQQPQPYPQQ (SEQ ID NO: 1793) (8/17, 2 > 70%)
QQPQPFSQQPIPQQPQPYPQ (SEQ ID NO: 1794) (9/17, 8 > 70%)
PQQPVPQQPQPYPQQPQPFP (SEQ ID NO: 1795) (5/17, 1 > 70%)
PQPFPQQPIPQQPQPYPQQP (SEQ ID NO: 1796) (6/17, 2 > 70%)
YPQQPQPFPQQPIPQQPQPY (SEQ ID NO: 1797) (6/17, 2 > 70%)
QPQPYPQQPQPYPQQPFQPQ (SEQ ID NO: 1798) (7/17, 2 > 70%)
QPQQPQPFPQQPVPQQPQPY (SEQ ID NO: 1799) (5/17, 2 > 70%)
PQPYPQQPQPFPQQPPFCQQ (SEQ ID NO: 1800) (1/17, 1 > 70%)*
QPFPQPQQPFPWQPQQPFPQ (SEQ ID NO: 1801) (10/17, 2 > 70%)
PFPQQPQQPFPQPQQPFRQQ (SEQ ID NO: 1802) (6/17, 3 > 70%)
WQPQQPFPQPQQPFPLQPQQ (SEQ ID NO: 1803) (9/17, 5 > 70%)*
PWQPQQPFPQPQEPIPQQPQ (SEQ ID NO: 1804) (1/17, 1 > 70%)
QQPFPQPQQPIPYQPQQPFN (SEQ ID NO: 1805) (5/17, 1 > 70%)
PQQPQQPFPQPQQPFSWQPQ (SEQ ID NO: 1806) (6/17, 2 > 70%)*
QPQQPFPQPQQPIPYQPQQP (SEQ ID NO: 1807) (4/17, 1 > 70%)*
QSQQQFPQPQQPFPQQPQQP (SEQ ID NO: 1808) (1/17, 0 > 70%)
PFPQPQQPFSWQPQQPFLQP (SEQ ID NO: 1809) (1/17, 0 > 70%)
FPQPQEPFPQQPQQPFPLQP (SEQ ID NO: 1810) (1/17, 0 > 70%)
PFPQPQQPFPWQPQQPFPQP (SEQ ID NO: 1811) (6/17, 0 > 70%)
FPQYQIPTPLQPQQPFPQQP (SEQ ID NO: 1812) (2/17, 1 > 70%)
FPLQPQQPFPQQPQQPFPQQ (SEQ ID NO: 1813) (1/17, 0 > 70%)
QQPFPLQPQQPFPQPQPFPQ (SEQ ID NO: 1814) (1/17, 0 > 70%)
SPLQPQQPFPQGSEQI IPQQ (SEQ ID NO: 1815) (1/17, 0 > 70%)
PQQASPLQPQPQQASPLQPQ (SEQ ID NO: 1816) (1/17, 1 > 70%)
PQQPPFWPQQPFPQQPPFGL (SEQ ID NO: 1817) (1/17, 1 > 70%)*
PVLSQQQPCTQDQTPLLQEQ (SEQ ID NO: 1818) (1/17, 1 > 70%)
RQLPKY!I IPQQPQQPFLLQP (SEQ ID NO: 1819) (1/17, 1 > 70%)
QGSEQIIPQQPQQPFPLQPH (SEQ ID NO: 1820) (7/17, 3 > 70%)*
PQGSEQIIPQQPFPLQPQPF (SEQ ID NO: 1821) (2/17, 1 > 70%)
QPFPTPQQFFPYLPQQTFPP (SEQ ID NO: 1822) (4/17, 1 > 70%)
PFPQPPQQKYPEQPQQPFPW (SEQ ID NO: 1823) (1/17, 1 > 70%)
QKYPEQPQQPFPWQQPTIQL (SEQ ID NO: 1824) (1/17, 1 > 70%)
FQQPQQSYPVQPQQPFPQPQ (SEQ ID NO: 1825) (3/17, 1 > 70%)
QIPYVHPSILQQLNPCKVFL (SEQ ID NO: 1826) (1/17, 1 > 70%)
LAAQLPAMCRLEGGGGLLAS (SEQ ID NO: 1827) (1/17, 1 > 70%)
PYLPEELSPQYQIPTPLQPQ (SEQ ID NO: 1828) (1/17, 1 > 70%)*
VSPHPGQQTTVSPHQGQQTT (SEQ ID NO: 1829) (1/17, 1 > 70%)*

Second and third round wheat glutenin and gliadin peptide libraries

[0234] The second round wheat gliadin and glutenin library was designed upon the sequences of 20mer wheat gliadin
and glutenin peptides that induced at least 5% of the response (interferon gamma ELISPOT) stimulated by the most
active transglutaminase (tTG) pre-treated (enzymatically deamidated) 20mer peptide in any subject. All 2nd round 16mer
peptides were assessed in at least 18 subjects. The 2nd round library generated from the "Oxford" gliadin 20mer library
had been assessed in ten subjects - this data was merged with data generated from the 18 subjects used to assess the
new 2nd round (expanded) gliadin/glutenin library. Hence, individual 16mer peptides pre-treated with transglutaminase
were assessed in either 18 (novel gliadin/glutenin sequences based on "Melbourne" 20mer library) or 28 subjects (gliadin
sequences based on "Oxford" 20mer library). All 16mers identified for the second round Oxford library also fulfilled the
selection criteria for the Melbourne second round library.

[0235] The second round peptide library data was analysed according to the "dominance" of peptide responses in the
interferon gamma ELISPOT in individual subjects i.e. the percent response of an individual’'s PBMC to a specific peptide
normalized against that individual’s maximal peptide-induced response. Sequences of peptides that stimulated at least
40% of the maximal peptide-specific response in at least one subject are shown in Table | below. The dataset supports
the consistency and "dominance" of peptides conforming to the sequences identified using the first round 20mer peptide
library using the Expectation Maximization (EM) algorithm described above.
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in any one subject: Ranked according to potency of peptide family

Peptide SEQ ID NO: >70% 40-70% 10-40% <10%
G- 1830 18/28 4/28 3/28 3/28
QLPYPQPQLPYPQP-G

G-LQPFPQPQLPYPQP-G 1831 14/28 8/28 Nil 6/28
G-LQPFPQPQLPFPQP-G 1832 4/28 8/28 5/28 10/28
G-LQPFPQPQLPYLQP-G 1833 1/28 1/28 12/28 14/28
G-LQPFPQPQLPYSQP-G 1834 2/28 3/28 12/28 11/28
G-LQPFPQPQLSYSQP-G 1835 Nil 1/28 2/28 25/28
G- 1837 9/28 8/28 5/28 6/28
QQPFPQPQQPFPWQ-G

G-QQPFPQPQQPIPVQ-G 1838 8/28 5/28 7/28 8/28
G-QQPFPQPQQPFSQQ- 1839 4/28 7/28 8/28 0/28
G

G-QQPFPQPQQPFCQQ- 1840 2/28 2/28 13/28 11/28
G

G- 1841 2/18 118 Nil 15/18
GLERPWQQQPLPPQ-G

G- 1842 1/28 2/28 Nil 25/28
QTFPHQPQQAFPQP-G

LQQQCSPVAMPQRLAR 1843 1/28 1/28 11/28 15/28
QGQQGYYPISPQQSGQ 1844 118 118 118 15/18
PGQGQSGYYPTSPQQS 1845 118 118 Nil 16/18
QGQPGYYPTSPQQIGQ 1846 118 118 1/18 15/18
GQGQSGYYPTSPQQSG 1847 118 Nil 2/18 15/18
QQGYYPTSPQQSGQGQ 1848 Nil 118 Nil 171
QGQQGYYPTSPQQPPQ 1849 Nil 118 Nil Nil
QQGYYPISPQQLGQGQ 1850 Nil 118 Nil Nil
YVPPDCSTINVPYANI 1851 118 118 1/18 15/18
IIMQQEQQEQRQGVQI 1852 1/28 Nil 8/28 19/28
VAHAIIMHQQQQQQQE 1853 Nil 1/28 2/28 25/28
G-QPIPQQPQQPFPLQ-G 1854 1/28 Nil 5/28

G- 1855 1/28 Nil 1/28 26/28
FPQLQQPQQPFPQQ-G

G-FPQTQQPQQPFPQQ- 1856 Nil 1/28 2/28 25/28
G

G-QPLSQQPQQTFPQQ- 1857 Nil 1/28 Nil 27/28
G

G-QQPQQQPQQPFPQQ- 1858 Nil 1/28 5/28 22/28
G

G-FPQPQQPQQPFPQQ- 1859 Nil 1/28 3/28 25/28
G
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(continued)
Peptide SEQ ID NO: >70% 40-70% 10-40% <10%
G-FPQPQQPQQSFPQQ- 1860 Nil 1/28 1/28 26/28
G
G- 1861 118 Nil 2/18 15/18
QPQQTFPQQPQLPF-G
G- 1862 118 Nil Nil 17/18
MQVDPSGQVQWPQQ-G
G-IQVDPSGQVQWPQQ- 1863 118 Nil Nil 17/18
G
G- 1864 118 Nil Nil 17/18
MQADPSGQVQWPQQ-G
G-MQVDPSSQVQWPQQ- 1865 118 Nil Nil 17/18
G
G-QQEQQILQQILQQQ-G 1866 118 Nil Nil 17/18
VPLYRTTTSVPFGVGT 1867 118 Nil Nil 17/18
LQTLPSMCNVYIPPYC 1868 118 Nil Nil 17/18
LALQTLPAMCNVYIPP 1869 118 Nil Nil 17/18
DAIRAIIYSIVLQEQQ 1870 118 Nil Nil 17/18
G- 1871 Nil 5/28 7/28 16/28
QQQFSQPQQQFPQP-G
G-FFPQPQQQFPQPQQ- 1872 Nil 1/28 10/28 17/28
G
G-FPQQPQQQFPQPQQ- 1873 Nil 1/28 Nil 27/28
G
G-QQPFPQPQQQFPQP- 1874 Nil 1/28 12/28 15/28
G
G- 1875 Nil 4/28 9/28 15/28
QPQPFLPQLPYPQP-G
G- 1876 Nil 3/28 6/28 19/28
QQPFPQPQQQLPQP-G
G-LPFPQQPQQPLPQP-G 1877 Nil 2/18 4/18 12/18
G- 1878 Nil 3/28 8/28 17/28
QQAFPQPQQTFPHQ-G
G-QQPFTQPQQPTPIQ-G 1879 Nil 1/28 4/28 23/28
G-QQIFPQPQQTFPHQ-G 1880 Nil 1/28 10/28 17/28
G- 1881 Nil 2/28 11/28 15/28
QQQFIQPQQPFPQQ-G
G-QPFPLQPQQPFPQQ- 1882 Nil 2/28 7128 19/28
G
G-QPFPWQPQQPFPQQ- 1883 Nil 2/28 8/28 18/28
G
G-QPTPIQPQQPFPQQ-G 1884 Nil 2/28 5/28 21/28
G- 1885 Nil 2/28 4/28 22/28
QVSFQQPQQQYPSP-G
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(continued)

Peptide SEQ ID NO: >70% 40-70% 10-40% <10%
G-FFQQPQQQYPSSQQ- 1886 Nil 1/28 1/28 26/28
G

G- 1887 Nil 2/18 1/18 15/18
GKSQVLQQSTYQLL-G

GQVVNNHGQTVFNDIG 1888 Nil 1/18 4/18

G- 1889 Nil 1/28 2/28 25/28
QPQLPFPQQPQQQF-G

G- 1890 Nil 1/28 2/28 25/28
QPFPQPQQAQLPFP-G

G- 1891 Nil 1/18 118 16/18
HQQPGQRQQGYYPT-G

G- 1892 Nil 1/18 1/18 16/18
HQQFPQQQIPVVQP-G

LEAVTSIALRTLPTMC 1893 Nil 1/18 1/18
G-QQPQFSQQQQIPVI-G 1894 Nil 1/18 Nil 17/18

[0236] The third round peptide library consisted of 74 peptides based upon structurally distinct sequences in the
second round library found to induce at least 10% of the maximal response to any peptide in any subject. These peptides
corresponded to wild-type (non-deamidated) sequences virtually identical to those used in the second round library. The
distinct feature of this library was that it consisted of peptides with purity verified by HPLC as >80%, and with sequences
confirmed by mass spectroscopy.

[0237] Interferon gamma ELSIPOT responses to the 3rd round library peptides following deamidation by tTG were
compared in 14 subjects. Once again, sequences including the PQPQLPY motif were "dominant" in 9/14 subjects.
However PFPQPQQPFPW (SEQ ID NO: 1895) stimulated >70% of maximal response in 1/14 subjects, PFPQQPQQP-
FPQ (SEQ ID NO: 1896) in 1/14, PQPFLPQLPYPQP (SEQ ID NO: 1897) in 1/14, QPFPQPQQPQQP (SEQ ID NO:
1898) in 4/14 (including 3 subjects in whom PQPQLPY peptides were not potent epitopes) SGQGVSQSQQASQQQ
(SEQ ID NO: 1899) in 2/14 (including one in which PQPQLPY peptides were not potent), QYEVIRSLVLRTLPNM (SEQ
ID NO: 1900) and GLARSQMLQQSICHVG (SEQ ID NO: 1901) each in one (the same) subject in whom PQPQLPY
peptides were not potent epitopes, RTTTSVPFGVGTGVGA (SEQ ID NO: 1902) in 1/14 subjects and AIHTVIHSI IM-
QQEQQ (SEQ ID NO: 1903) in 1/14 subjects.

[0238] Many of the sequences tested in third round were structurally related and individual subject’s responses were
present or absent according to the "relatedness" of certain sequences, suggesting redundancy of peptides recognized
by gluten specific T cells induced by in vivo gluten challenge.

[0239] Interferon gamma ELISPOT responses to 3rd round peptides were absent before gluten challenge, and were
blocked by pre-treatment of PBMC with anti-HLA DQ but not HLA DR antibody.

Combitopes

[0240] The issue of epitope redundancy and the potential utility in diagnostics and therapeutics of peptides designed
to combine "unique" dominant epitopes was addressed by comparing interferon gamma ELISPOT responses after wheat
(n=16 HLA DQ2 coeliac disease subjects), rye (n=17) or barley (n=13) challenge to the sequences: QLQPF-
PQPELPYPQPAQL (SEQ ID NO: 1904) ("P04724E"), QPEQPFPQPEQPFPWQP (SEQ ID NO: 1905) ("626fEE"), and
QLQPFPQPELPYPQPFPQQPEQPFPQPEQPFPWQP (SEQ ID NO: 1906) ("Combitope"). After rye and barley chal-
lenge the sum of the median ELISPOT responses (spot forming units) to P04724E and 626fEE were almost identical
(99%, and 102%, respectively) to the response to a similar (optimal) concentration of the Combitope. However, after
wheat challenge (n=16 subjects), median P04724E response was 89% of that to Combitope, and median 626fEE re-
sponses was 70% of the response to Combitope. These findings would be consistent with substantial redundancy of
these related epitope sequences, P04724E and 626fEE, after wheat challenge but not after rye or barley, and that
combining dominant epitope sequences within longer peptides does not reduce their biological availability. Hence,
combitopes derived from selected potent epitopes may be efficient delivery devices for T cell epitope-based therapeutics
and diagnostics in coeliac disease.
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Epitopes in wheat gluten associated with HLA-DQ8+ coeliac disease

[0241] Epitopes in wheat gliadins were identified using PBMC after gluten challenge in two individuals, one HLA-DQ8
homozygous, and one HLA-DQ8 heterozygote. Induced T-cell responses in other HLA-DQ8 (not DQ2) coeliac individuals
responded weakly to gluten challenge and their data did not allow detailed analysis.

[0242] Deamidated 20mers including the core sequence: QGSFQPSQQ (SEQ ID NO: 1907), corresponding to the
known HLA-DQ8-restricted alpha-gliadin epitope (in which Q1 and Q9 are deamidated by tTG for optimal activity),
induced moderately strong peptide responses. However, a series of "core" peptides were associated with more potent
responses in 20mers derived from gamma and omega gliadins (see Figure 9). The most potent peptides possessed
glutamine in a sequence that would suggest susceptibility to deamidation separated by seven residues from a second
glutamine also susceptible to deamidation (as found in QGSFQPSQQ (SEQ ID NO: 1907)) suggesting that these deam-
idated sequences would become high affinity binders for HLA-DQ8 following deamidation by tTG. (The binding motif for
HLA-DQS8 favours glutamate at positions | and 9.) A further group of 20mers possessed glutamine residues susceptible
to deamidation but not separated by seven residues from a second glutamine susceptible to tTG-mediated deamidation.

HLA DQ8 coeliac disease gliadin and glutenin epitopes

[0243] Five subjects with coeliac disease that possess HLA DQ2 and HLA DQ8 alleles underwent wheat gluten
challenge. PBMC from two subjects initially challenged were used to screen the first round "Melbourne" wheat gliadin
20mer library. The 20mer sequences identified using PBMC from these two HLA DQ8 CD subjects were dissected
further by screening, in five HLA DQ8+ DQ2- CD subjects including the two original subjects, a second round library
based on reactive 20mers in the 15t round library. The 2nd round library consisted of screening grade overlapping 16mers,
and 13mers predicted to correspond to tTG-mediated deamidation products of epitopes with the potential for deamidation
of glutamine at position 1 and/or position 9 (consistent with the HLA DQ8 peptide binding motif). In addition, the 1400
glutenin (HMW and LMW) tTG-pretreated 20mers in the "Melbourne" wheat gluten library were also screened in these
five subjects.

[0244] The most potent and consistently dominant gliadin 16mers were the related sequences VYIPPYCTIAPFGIFG
(SEQ ID NO: 1908) (3/5 subjects >70% response to maximal gliadin 16mer) and AMCNVYIPPYCAMAPF (SEQ ID NO:
1908) also dominant in 3/5 subjects (4/5 subjects produced dominant responses to one or both of these peptides). In
addition, a series of peptides derived from previously identified bioactive 20mers whose responses in the ELISPOT were
enhanced or permissive to specific glutamine residues being deamidated were identified: (QE) QPTPIQP (QE) (SEQ
ID NO: 1909), (QE) QPFPLQP (QE) (SEQ ID NO: 1910), (QE)QPIPVQP(QE) (SEQ ID NO: 1911), (QE) QPQQPFP
(QE) (SEQ ID NO: 1912), (QE) QP (QE) LP FP (QE) (SEQ ID NO: 1913), (QE) GS FQPSQ (QE) (SEQ ID NO: 1914)
(previously published HLA DQ8 epitope, van der Wal 1998), (QE) LPFP (QE) QP (QE) (SEQ ID NO: 1915), and (QE)
QP FP (QE) QP (QE) (SEQ ID NO: 1916).

[0245] Screening the glutenin 20mer library identified a further series of sequences that were dominant in at least one
of the five subjects. Dominant 20mer peptides shared the motifs or had the sequences: PQQQQQQLVQQQ (SEQ ID
NO: 1917), QGIFLQPH (LQ) | (AS) QLEV (SEQ ID NO: 1918), QPGQGQQG (HY) Y (SEQ ID NO: 1919), QSRYEAIRAII
(FY) S (SEQ ID NO: 1920), RTTTSVPFD (SEQ ID NO: 1921), QPPFWRQQP (SEQ ID NO: 1922), Q (PS) (PS) (FI) (PS)
QQQQ (SEQ ID NO: 1923), (QPLR) GYYPTSPAQ (SEQ ID NO: 1924) (previously identified HLA DQ8 epitope, van der
Wal 2001), QGSYYPGQASPQ (SEQ ID NO: 1925), GYYPTSSLQPEQGQQGYYPT (SEQ ID NO: 1926), and
QGQQALAQGQQGQAPAQVQQG (SEQ ID NO: 1927). Glutenin peptides were assessed after pre-treatment with trans-
glutaminase. Hence, the requirement for deamidation for these epitopes is not known.

[0246] A comprehensive library of "uncharacterised" screening grade peptides including all unique 12mer sequences
encoded by genes present in Genbank defined as (bread making) wheat (Triticum aestivum), rye, barley, or oats gluten,
gliadin, glutenin, secalin, hordein, or avenin have been assessed using T cells from HLA DQ2+ (and in some cases HLA
DQ8+) coeliac disease volunteers six days after commencing in vivo gluten challenge. A relatively consistent pattern of
epitope hierarchy has been identified in HLA DQ2 coeliac disease that is similar to but not identical after consumption
of other grains toxic in coeliac disease. Peptides with the sequence PQPQLPY are dominant after wheat challenge in
at least two thirds of HLA DQ2+ coeliac disease, but other epitopes are occasionally dominant while PQLPY peptides
are essentially inactive in fewer than one in six HLA DQ2+ subjects with coeliac disease. The contribution of rare dominant
epitopes will be better assessed after screening large numbers (e.g. >30) subjects (in progress). Epitope hierarchy after
rye and barley consumption is similar to that after wheat with the exception that deamidated peptides similar to the
gliadin/hordein/secalin sequences PQPQQPFP or PFPQQPQQP are usually dominant rather than PQPQLPY (a se-
quence unique to wheat alpha-gliadins). Combitopes that comprise serial and partially overlapping gluten epitopes are
as active or more active than single epitopes alone and offer a means of efficiently delivering multiple gluten epitopes
for T cell recognition. Such combitopes are therefore useful in design and delivery of peptide therapies in coeliac disease
that target multiple unique T cell epitopes.
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[0248] Each of the PCT publications, U.S. patents, other patents, journal references, and any other publications cited
or referred to herein is incorporated herein by reference in their entirety.
Claims

1. A composition for use in a method of preventing, treating, or diagnosing coeliac disease, comprising at least one
agent selected from:

(a) a peptide comprising at least one epitope comprising a sequence selected from the group consisting of
transglutaminase-deamidated SEQ ID NOs: 1787, 1793, 1794, 1796 and 1797; or
(b) a peptide which is capable of being recognised by a T cell receptor that recognises the peptide of (a) and
which is not more than 50 amino acids in length.

2. A composition according to claim 1, wherein the agent is HLA-DQ2-restricted.

3. A composition according to claim 1, wherein the agent is HLA-DQ8-restricted.

4. A composition according to claim 1, wherein the agent comprises a barley epitope.

5. A composition according to claim 1, wherein the agent comprises a wheat epitope.

6. A pharmaceutical composition for use in a method of preventing, treating, or diagnosing coeliac disease, comprising
an agent as defined in claim 1 and a pharmaceutically acceptable carrier or diluent.

7. A composition comprising an agent as defined in claim 1, for use in a method of preventing or treating coeliac
disease by tolerising T cells which recognise the agent.

8. A composition comprising an agent as defined in claim 1, for use in a method of preventing or treating coeliac
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disease by suppressing the production of an antibody which recognises the agent.
A composition comprising an agent as defined in claim 1, for use in a method of diagnosing coeliac disease, wherein
the method comprises administering the agent to the skin of an individual and measuring the occurrence of inflam-

mation at the site of administration.

A composition according to claim 1, comprising multiple agents comprising a combination of a wheat epitope, an
oat epitope, a rye epitope, or a barley epitope.

A composition according to claim 10, comprising at least 2, 5, 10 or 20 agents.

A composition according to claim 11, wherein the agents comprise epitopes from 2, 3, 4 or more species selected
from the panel of species consisting of wheat, rye, barley, oats, or triticale.

A method of diagnosing coeliac disease, or susceptibility to coeliac disease, in an individual comprising:
(a) contacting a sample from the individual with an agent as defined in claim 1; and
(b) determining in vitro whether T cells in the sample recognise the agent, recognition by the T cells indicating
that the individual has or is susceptible to coeliac disease.

A method according to claim 13, wherein the sample is a blood sample.

A method according to claim 13 or claim 14, wherein the T cells are not restimulated in an antigen specific manner
in vitro before the said determining.

A method according to any one of claims 13 to 15, wherein the recognition of the agent by the T cells is determined
by detecting the secretion of a cytokine from the T cells.

A method according to claim 16, wherein the cytokine is IFN-e
A method of diagnosing coeliac disease, or susceptibility to coeliac disease, in an individual comprising:
(a) contacting a sample from the individual with an agent as defined in claim 1; and
(b) determining in vitro whether an antibody in the sample binds to the peptide, such binding indicating that the
individual has or is susceptible to coeliac disease.
A method of determining whether a food is capable of causing coeliac disease, comprising detecting the presence
of an amino acid sequence which is capable of being modified by a transglutaminase to an agent as defined in claim

1, the presence of the amino acid sequence indicating that the food is capable of causing coeliac disease.

A method according to claim 19, wherein the amino acid sequence is detected by a binding assay in which the food
is contacted with an antibody which specifically binds to the amino acid sequence.

An antibody for use in the method of claim 20, which specifically binds to an amino acid sequence selected from
the group consisting of SEQ ID NOs: 1787, 1793, 1794, 1796 and 1797.

A polynucleotide that comprises a coding sequence which encodes an agent as defined in claim 1.

A polynucleotide according to claim 22 that additionally comprises one or more regulatory sequences operably
linked to the coding sequence, which regulatory sequences are capable of securing the expression of the coding
sequence in a cell.

A transgenic non-human mammal which expresses a T cell receptor that recognises an agent as defined in claim 1.
A method of identifying a product which is therapeutic for coeliac disease, comprising administering a candidate
substance to a mammal as defined in claim 24, which has or which is susceptible to coeliac disease, and determining

whether the substance prevents or treats coeliac disease in the mammal, the prevention or treatment of coeliac
disease indicating that the substance is a therapeutic product.
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A mutant gluten protein whose wild-type sequence can be modified by a transglutaminase to a sequence which is
an agent as defined in claim 1, which mutant gluten protein comprises a mutation which prevents its modification
by a transglutaminase to a sequence which is an agent as defined in claim 1; or a fragment of such a mutant gluten
protein which is at least 7 amino acids long and which comprises the mutation.
A polynucleotide that comprises a coding sequence that encodes a protein or fragment as defined in claim 26.
A cell comprising a polynucleotide as defined in claim 27, or which has been transformed with such a polynucleotide.

A transgenic plant or plant seed comprising a plant cell according to claim 28.

A food that comprises a protein as defined in claim 26.
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Figure 1
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Figure 2

Alpha/beta | Gamma LMW HMW Hordeins Secalins | Avenins
gliadins gliadins glutenins | glutenins | (n=59) (n=14) (n=20)
(n=53) (n=53) (n=77) (n=55) )

S07361 AAA34272 | AAB35353 | A03353 A24095.1 A23277 529209
P18573 S07398 AAB48474 | A24266 A25677 AAB37403 | $29208
P04728 PS0094 AAB48475 | A30843 AAA32942 AAB37404 | S29207
P04727 P21292 AAB48476 | AAA62315 | AAA32943 AAB37405 | S06455
P04726 P08453 AAB48477 | AAB02788 | AAA32944 | AAB37406 | PB0356
P04725 P08079 AAB48478 | AAB23624 | AAA32955 | AAB37407 | P27919
P04724 P06659 AAB48479 | AAB23625 | AAA32967 | AAB58403 | P14812
P04723 P04730 BAA22613 | AAB23626 | AAA92333 | AAG35598 | JQ1048
P04722 P04729 BAA22614 | AAB23627 | AAB28161 CAA26449 | 1Q1047
P04721 JS0402 BAA23162 | AAB23628 | AAB71678 518235 JQ1046
P02863 JAD153 BAB78737 | AAD32223 | AAB71679 $18236 JG0015
EEWTA EEWTG BAB78738 | AAF23506 | B24095 $70327 B36433
E22364 CAC94871 | BAB78739 | AAF23507 | B25677 S$70328 AAB32025
D22364 CAC94870 | BAB78740 | B30843 BAA11642 $70329 AAB23365
CAB76964 CAC94869 | BAB78741 | CAA26847 | CAA25509 | AAA32716
CAB76963 CAC94868 | BAB78742 | CAA27052 | CAA25912 AAA32715
CAB76962 CAC11089 | BAB78743 | CAA31395 | CAA25913 AAA32714
CAB76961 CAC11088 | BAB78744 | CAA31396 | CAA25914 AAA32713
CAB76960 CAC11087 | BAB78745 | CAA32115 | CAA26889 1502200A
CAB76959 CAC11080 | BAB78746 | CAA43331 | CAA31861 1411172A
CAB76958 CAC11079 | BAB78747 | CAA43361 | CAA37729

CAB76957 CAC11078 | BAB78748 | CAA59340 | CAA42642

CAB76956 CAC11065 | BAB78749 | CAC40684 | CAA48209

CAB76955 CAC11064 | BAB78750 | CAC40685 | CAA51204

CAB76954 CAC11057 | BAB78751 | CAC40686 | CAA59104

CAA35238 CAC11056 | BAB78752 | CAC40687 | CAA60681

CAA26385 CAC11055 | BAB78753 | CAC83002 | P02864

CAA26384 CAB75404 | BAB78754 | CAC83003 | P06470

CAA26383 BAA11251 | BAB78755 | CAC83018 | P06471

CAA10257 AAN32705 | BAB78756 | CAC84118 | P06472

C22364 AAKB84880 | BAB78757 | CAC84119 | P17990

BAA12318 AAKB84780 | BAB78758 | CAC84120 | P17991

B22364 AAKB4779 | BAB78759 | CAC84121 | P17992

AAN32704 AAK84778 | BAB78760 | CAC84122 | P80198

AAB23109 AAK84777 | BAB78761 | EEWTHW 507189

AAB23108 AAK84776 | BAB78762 | JC2099 S07365

AAAS96525 AAKS84775 | BAB78763 | JC4966 S07975

AAA96524 AAK84774 | BAB78764 | INO689 507976

AAA96523 AAK84773 | CAA30570 [ INO690 $08312

AAA96522 AAK84772 | CAA31685 [ P02861 $18350

AAA96276 AAF42989 [ CAA59313 | P02862 $20519

AAA34283 AAD30556 | CAA59338 | P08488 §52390.1

AAA34282 AAD30440 | CAA59339 | P08489 T04369

AAA34281 AAB31090 | CAA59340 | P10387 T04473

AAA34280 AAA34289 | CAA76890 | P10388 T04474

AAA34279 AAA34288 | EEWT1 $02262 T05718

AAA34278 AAA34287 | P10385 504832 T05737

AAA34277 AAA34286 | P10386 515720 T06211

AAA34276 AAA34285 [ P16315 518733 1103203A
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AAA17741 AAA34274 | S01992 $29176 1103203B
A27319 1802407A | S04325 $29177 1103203C
A22364 1507333A | S57645 529178 1210226A
13071878 1209306A | S57654 529179 1307151A
"Omega
gliadins
(n=2) S57655 AAN78346 | 1307151B
A59156 557656 AAO74630 | 1604464A
AAG17702 | TO5910 A24095.2
T05923 AAP31051
T06505.1 CAA48209.2
T06505.2 $52390.2
T06506
T06508
T06980
T06981
T06982
AAP44992
AAP44991
AAP44989
AA053259
CAD58622
CADS58619
CAD58621
A03353
AAO53264
AAO53265
AA053266
AA053267
CAA76890
TOTAL: All
gliadins
20mers 721 645 786 416 155 199
12mers 4465 3945 4799 2672 957 1279
9mers 3739 3164 3630 2413 811 1207
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Figure 3B
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Measurements for 20mers ——* |20mer statlstics
_gerosponse (ambda) |
% {snumber of people

responding

for different CUTOFFS

4

fmer statistics
*mean response (lambda)
*total number of people
responding
| 3

\j

repeat until no
9mers exist > CUTOFF
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Figure 5
SEQ SEQ
Group | Consensus | ID Sequence ID
NO: , NO:
1 |gEIpFpEPE | | gqlpypgpe lpypgapg 200
gqlpypapd 1pypapg 201
2 IpFpEpEI | 2 ylglgpfpapqlpypapql p 202
pap fppalpypapql pypap 203
pymqlgpfpgp glpypapql 204
pap fpp qlpypqpql PyPap 208
mqlgpfpap qlpypapqlpy 209
qlgpfpgpelpypargl 210
palpypapral pypaprqlpyp 211
palpypapral pypapgpfrp 212
lgpfpgpelpypapel pypf 213
1qlgpfpgpglpyparal py 214
papfppalpypPapqal pypap 215
3 |EEpFpFEpE | 3 gpfpap qgpfpPwaPda gpfpg 216
pPagprggpfpgp agPfpwapq 217
gpfpapgapfpwapd gpfpg 218
gpfpapggapPfpwapq gpfpg 219
5 [FpEpEEpIp | 4 qgrfragpagp fpapqapip 220
pqapqap £PaPYapPip vapg 22
pq9pggp £P9P9IaPip vapg 222
gggp £fpgpegpip vay 223
gqqp £PAPQAPipP vag 224
pqqpqqpqupqqplpvqpq 225
6 [FpEpEEpFp | 5 : pEp ‘
gqqpqupeqpfpwqg 230
gaqp fPapqIPfp wag 231
PqIPIIPIIPEPAPAIPEPW 232
qpqqpqupeqpfpwqp
apeqp fpapeqpfp wgp
apqqp fpapggpfp wgp
greqpfpapaqpfpwgp
7 _|EpEIpFpEp | 6 | ¢ 7 ylalopfpapalpypapdlp |
% pqpfppqlpypqpqlpypqp
R ';pqulqpqupqlpypqpql ~
T “dldpfpapqlpypapgl
¢ 99lpypapelpypapd. . ...t
glgpfpapelpypaprg
lglgpfpapalpypPapapfr 244
qalgpfpapelpypqp gp 245
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YpaPqlpypap Pt rpqqsy
gsgqpelpypap gsg

8 |EEpFpEpEI | 7 qapaqepfpapql pfpggseq 264
fpgapagpfpapal pfpqgs 265
9 EEpFSEEg | 8 ggapfpapeqrfsqqg 266
999pfpapaqpEsqay 267
10 |gFpEpEIpF gs gfpgpelpy pgsg 268
11 [pEEEpEEpF | 10 gpqlpfpagpaaqragpf pq 269
gagpggapeqprf paqg 270
g99P9agPagPt paqg 271
12 [IEEpEEpFp | 11 lggpqapfp qpaqalpapag 272
1ggpqapfp qpaqqlpgpag 273
qpqap£pq lagpagp£p gpq 274
pfpqlaapaapfp qpqgqlp 275
gfpglqapeqrfp qag 276
. afpqlagpaapfp gag 277
13 [oEpEpFIpE | 12 1gpf papapflpa lpypaprq 278
1qlqpfpapapflpqlpypq 279
14 |[EEISpcmdI | 13 1qqilgqqltpemdv viggh 280
ilgqilqqgaltpemdvvlqq 281
15 |FEEEpFpEE | 14 aspags £ yaaqp£paqpyp 282
Ya99pfpPaqpyprqapypsaq 283
paqsfs yqqqpquqpypqq 284

16 |[EpFpEpEIp | 15 b 1
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Y4 Yo B R o s

b

glgpfpgpelp ylgp

pylql gpfpapqlp ysgpgp 304
gl gpfpgpelp ysqpg 305
1ql gpfpapqlp ylgpgpfr 308
1ql gpfpapqlp ylgpgpfr 307
lql gpfpapalp ysqpapfr 308
gsggpfpgpelpgsg 309

lgldap alp ypapapypiodlpypc =310,
gl gpfpapqlp ysqpg 3N
9pfpapPqlp ysqprgqafrpgq 312
lql gpfpapqlp ysapaqfr 313
gl gpfpapalp ylgpg 314
afpsqlpylql qpfpgpglp 315
pipsqgpymql gpfpgpglp 316
pfpsqlpylql gpfpgpglp 317
pfpsqgpylgl gpfpapglp 318
pfpsqgpylql gpfpapglp 319
17 [|oEEpEEEFp | 16 paapf PI9PI9IEP aP9arg 320
gapfpagpeqgefp apg 321
qgpqgprfPaapaqafpr apag 322
gapf pagreqgafp gpg 323
gfpggpegefpgpqgy 324
p9gpipPaaPqaafe gpq9prq 325
gfpagragefp qpqay 326
gaprfPagPa9gIfpr 9Py 327
q9pqapf PQaP9IIEP qPqg 328
P9qpPqapfPagPaagte grg 329
gf paapPaqIIfp qpaqq 330
18 [pFSEEEEpI | 17 ggpp£sadgeqpv 1pag 331
1qgspfsaqagpv 1pgggpv 332
pfsqggggppfsgaqagpv 1pg 333
qqgpilsggppfsqqagpv 1 334
gpP£s9qqqpPv 1pggspfsq 335
g9gvlpqgppfsgaggpvil 336
qqqpilsqgrpfsqgagpv l 337
qagppfsqaqapi 1pggppf 338
pfsqqappfsqqagpi 1pqg 339
qqgpilpgl pfsqgqgpv 1p 340
q9ppPE£sqgqapv 1ppggspf 341
gappfsqggqapv 1pgg 342
gspfsqqagpv lpgqapvii 343
qppfsgagapv lpggspfsq 344
qaqppfsqgqagpvipqgpsf 345
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lppfsqqlppfsqqagpy 1p 346
q99qpp£59999PY 1pggsp 347
sqagpilsqgppfsqqaapv 348
pfsqqagpv 11qqqipfvhp 349
19 |pEEpSpIEp | 18 ftqpagptpigp gapfpgap 350
pftgpgaptpigr qapfpqq 351
20 |EpEEpIplE
pIPAIPiPvaPqqsfpggsq 358
apgapPipvgpggs fpggsqq 359
21 |[EpEEpEIpF | 20 qap fpaP9aPalpf pagpqag 360
qapPq9PqapP fpaPggPqlpf p 361
gqpggp fpapgaprqlpf pqq 362
qapragp fpapgapalpf paq 363
papaaPalPf pagpPaaPipg 364
pagpfpapagpalpf pagpq 365
gagpfpapeapqlpf g 366
qgpfpapaapralpf pggpqq 367 [
gggpfpapqaapqlpf g 368
gfpapqagpelpf pqqg 369
gfpapaapqglpf paqqg 370
22 |[EpEIpFpEg | 21 gsgpapelpypgag sg n
23  |FpEpEIpFg | 22 gsgp fpgpelpyg sg 372
24 |pEEpFcEEq | 23 gaqpfpgpeqpfcqaqg 373
gagpfpgpaapfcgqg 374
25 |FpEpEEEFp | 24 gf fpapeqefp gpqqg 375
gqgp fpapeqefp apg 376
sg9pgap £PaP9IIfP 9paq 377
g99p fpapeqagfp apg 378
5q9p9gp £PAPIIIEP 9Pag 379
gp £pqpaggfp apggpqas £ 380
gf fpapagefp gpgag 381
sqqpagp £fPapPaagfr grqq 382
gf £papaqafP qpqag 383
9q9p £PapPa9gEp apg 384
26 lgEpspIEpE | 25 gaptpigpe gpfpgqg 385
27 |FIpEIpFpE : 387
£ lpqlpypq pqs fppqqpyp 388
gqpap £1pelpypapg 389
pap £1pqlpypqpgsfppaq 390
pap £1pqlpypqpasfppqq 391
gqpap£ lpqlpypq pg 392
28 [FIEEEcSRI | 27 svqulnpckvfquqcshv 3:4:'
kvfquqcshv ams quarp 395
29 |[pFpEpEEpF | 28 Of PWaPaapE
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gqvquqqqpqupqqpf ce
pggagpfpgpaapf sqqpqq 410
wpqqgpfpapqapf cqgpgqg 411

ps gqvquqqqpqupqqpf _

qqqpqupqqpf cqqpqrtl

gqqqpfpapagprf sqapqqi 418
qaqpfpapagpf ceqpgrti 419
30 |FrEpEEPFP | 29 qaflqgpaqrfp qapqapyrq 420
ggqq figpeqpfp gqg 421
paqq figpqapfp ggpaqty 422
gaqa figpagpfp gqg 423
qq9qfigpggrfp ggpgqtyp 424
fsgpqgpgqafigpagpip g 425
pagafiqpqapfp ggpagty 426
pqap £1gqpqap£p qapagpt 427
pqaqq £1qpgapfp qgprapy 428
pqqq £1qpaqpfp gapagry 429
31 EEEEIaRg 30 gagpagaglahg t f1lgphki 430
qgpagaqlahgtflqgphqgia 431

32 |[EpEEpFpEp 31 Fowar ‘

fpaapaePfpapalpfpagsy

.. pgIPAIPEPaP 9apipvapg .

plqpqqpqu gprqqpfpap q

 sq9pqqpPfPap994fpapaq

e & v 7 8q9p9gPfPIP 999fpapaq:

pgapfpgpaapPgartfPgp 99
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qlpfpgapgaripap qqprqq 448
hgpgqgfpgtgapaapfpge 449
paqtggpgapfpapgqt fpag

s qqpqqpqup qqpqqs qu

qqqqpqupqqpqqpqupq

».\,.

qqpqqpqup qqaqlpqu

gs kqpqqpqup qqpqqs fp

fplapqgpfpragpagprfpap 467

99pr999fpP9PqIPIIPLPap 468

arqapfpgsqgpgaPfpap g 469

grqapfpgskqpqaPfpPgP g 470

plapagpfpgapagrfprgr g 41

qafpgtqapggpfpgp gqt £ 472

agpggpfpgsk gpgapfpap 473

33 [pFpIEpEEp | 32 paapaqpfplapqaap fpagp 474
ggpfplapeqp fpqqq 475

pgapqapP£pPlapqqp fpqqgp 476

gqp£plapaap £pqqg 477

p9919qpEfplgpqagp fpaqp 478

paqpqqPEpPlapaap fpaqgp 479

, seqiipqqlggpfplapgqp 480

34 [FpEEaFpEp | 33 gqt fphapegafpqapg 481
gt fphapagafpap qgt fph 482

ggt fphapaqafpaprg 483

pqqt fph gpagafpap qgt £ 484

35 [pEFpSEIpF | 34 PPAgPYPIPgEPsqlpy 1gl 485
qqpypaPgfpsqlpy 1glgp 486
36 [pFpEpEEEI | 35 ; C 2 A48T,

gqqpqupqqql P4qpg
gpfpapqaql pgpqgpqqgsf
37 [ppEIpFpEp | 36 IPYPAD.

apf ppalpypgp qpfrpqgp

pap f PPYlpyPgp gpfrpqq 497

papfppalpyparppfspgq 498
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papf PPalpypap gsfppag 499
gapgrfppelpypapyg 500
g9pgpf PPalpypPap g 501
pfpapapfpPPalpypapppf 502
gsgppelpypap gsg 503
pfpapapfPpPalpypap gsf 504
papt ppqlpypqp Ppfspaq 505
38 EIEpFpEp | 37 ; { 506
- L TR, 1507,
malqpfpap qpfppqlpypq 508
pipsqqpymqlgpfpap qpf
pfpsagrymglgpfpqgp gpf 511
39 |[EESScRImE 38 pgrlarsqmwggsschvmgq 512
gglarsqml ggsschvmqqq 513
parlarsgmwggsschvmgg 514
rlarsqml ggsschvmgqgqce 515
rpgmwggsschvmgggccqq 516
mwggsschvmqqgccgqlqg 517
sqml gqgsschvaggqceqql 518
qgsschvmqggccgqlqgip 519
aqgsschvmgqqccqqlqqgip 520
rlarsqmwqgsschvmggqgc 521
arsqml ggsschvmggqceq 522
40 |[EEFSEpEEE | 39 ggaafsapeqe £pgpg 523
ggqgafsapqad £Papg 524
gaqgfsqpeqdq fpapg 525
sqqpqa9fsqr9aq £papaq 926
sqgpgaafsqraqd fpgpaq 527
agfsqpege fpgpgq 528
gsqgpgagfsgrgqd £rgpg 529
530
41 EEEFpEpE | 40 ¥

pqqpquqpqqquszqqpq 3
gffsqpgqgefpapgqg 544
545

. pqpqqquqpqqpqqs fpag
quqqpqqequpqqq 5

sqqpqqqfsqpqqquqpqq

sqqpqqqfsqpqqquqpqq
. gqfsgpeqefpapqq -
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4s4apaadtsqpagatprarg

'quqquqpqqpqqpquqpq

gffsqpqqquqpqqg

tfphgpggafpapagpaapt

qtfphqpqqquqpqqpqqq

sqpqqquqpqqpqqsquq

gtcphgpgaqafparqapagp

42

PIpEIEpRN

41

pvpglgpknpsgggpgeqvp

avrvpvpglgpknpsqggpg

43

SScISgIER

42

me tscisgler pwgggplpp

44

FEEEpIppE

43

pwggqgplppagsfsqggppis

pwaagplppaasfsqgppis

erpwqeqplppghtl fpqqq

etrcipglerpwqagplppg

shipglerpwggaplppgqt

mrcipglerpwaqaplppqgq

scisglerpwgqgqplppags

pwaqqgplppggtl fpgggpf

erpwgqgaplppqgasfsqgqpp

scisglerpwaqaprlppqqgs

rpwagaplppagt fpagppf

pwgegplppghtlfpqqgpf

ekpwaaaplppgggppcsqq

pwaaaplppaqsfsqqppfs

etscipglerpwgedplppdq

45

EpIPEEPSFE

44

sqappfsqqaggplpagpsft

aplpqqpsf sqqqppfsqqq

ggqgaprlpggpsf sqggppf

prfsggqgaplpgapsf sqq

aplpqqpsf sqggppfsqqgqg

sqappfsqggaqaprlpagpst

gggqggplpeqgpsf spg

qgqqaprlpaqpsft sqggppf

gaqqaplpaapsf spg

46

IIFSSIIEE

45

gqsryeairaivystilgeqg

a7

EpIISEEpp

46

alvystllqeqquq951qt
e ; 4

fsqqqppfsqqqpllSqqpp

fsqqqppfsqqqpllsqqpp

qqqppfsqqqulsqqppfs

48

EgGIEIIRpI

47

vmggeqqqgiqilepl £qlv

geqqqgiqgilrpl fqlvggqg

49

pPFSSIlagl

48

csiikapfssvvagigggyr

csiikapfssvvagiggg
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50 |FcssSIapl 49 yippyesttiapvgifgtn 601
vyippycsttiapvgifgtn 602
51 |[RIamSERIa | 50 ggcshvamggrla rsqquq 603
N kvfquqcshvamsqua rp @ ~ 604
, gcshvamsqgrla rpqquqs 605
52 [EpESFppEE | 51 _flpdlBypapgsEppagpyR: Y o <606,
‘quflpqlpyp qpqsfppqq .607:
pgpflpglpypapastepad: 608,
papfppalpypapgsfppad. 600~
99pas£pPeq pypPqaq 610
1pqlpyp aPasfpPP9apypq 611
g apasfpPPagPyPqqy 612
53 |siilgEggg 52 rydaicaitysiilqeqqqg 613
airaiiysiilqgeqgqgfvg 614
iraivysiilgegqgggfvgp 615
iiysiilgeqggggagsvesq 616
airaiiysiilgeqggvqgs 617
aiiysiilgeqgagfvqpqq 618
ryeairaivysiilqeqqqv 619
iraitysiilgeqgagfvga 620
vy siilggqgqgggaqaqyys 621
aiiysiilgeqggvqggsigs 622
siraivysiilggaaggqqq 623
aiiysiilgeqggvqgsiqgs 624
alifsiilgeqqagfvgpqq 625
siilgeqggggggsvesgeqq 626
rhesiraiiysiilqqgggaqg
ysiilgeqgagfvgpgqqap
airaiiysiilgeqggqvags
yealrally siilgeqgqggf
54 [ESEEpEEpF | 53 . hapagafps atqapqapf pap;. %
T . potaapgapf pgpaatfpaa’ oL
qqpfp qtagpqapf pqgprqaq
\ qtaqpqapf pqapagp qut | 64
©. 7 % qpyqpfpHsqqpaaPEpapg. - ¢ 7 ~TTess]
gfpgtggpeqgpf pqag 636
gfp gsagpeqpf pqqg 637
PU9pPa9P P ataqPaqrE pg 638
/ 99pfp atagpqapf palqgp 639
apagpipasggpqapf papg . B40°
gpagpfp gtgapaqprf pqgp 641
. P 9tagPaqPf pqsagpPaapt | 842
 qafpatgapdapE papaqgtt ¥ ¢ 1848
gagpfpasqgpqapf g 644
ggpfp atggpagpf pagpaq 645
gfp9sqapaapf paqg 646
qgpfp gtagraqpf pgskgp 647
qgptp atagpagpf pgsqap 648
gfpatagpaqgpf pqqg 649
gagpfpgseqpqagpf g 650
gagpfpatagraapf g 651
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ggapfpgteqpqapt g 652
pfpqtaqpqapf pqlgapaq 653
55 |[EIEEpEEpI | 54 gpfpalqapgarl papggrq 654
gfpalggreqpl pgag 655
gpggpfpalqgpagpl papg 656
gfpqlqqrgapl pqag 657
56 |IpEEpEEpF | 55 gapipqgapeqrfplag 658
fpelggpipagrgapf plgp 659
fpelqgpipqgprgapfplap 660
gapipggpagprf plqg 661
gqlqgpipggprgapf g 662
gqqup 1peqpqqpf g 663
57 |FpEEpEEpF | 56
qqp quqpqqpf pgt qqpqq | 672 ]
qqpYPIaP9qPf pat agpaq 673
_99p fpagpedpf paqq 674
plqpqqp quqpqqpf pagp | 677 |
ggpgap fpeqpagpf g 678
gapypagregpf pgqy 679
gap fpagpgapf pgqy 680
ypagp £pqapaapPf pqappf 681
_qqtfpgapglp fpgqpqapt 682
Lpg iﬁ‘” zlﬁp D £PaapAIEY et 683 .
SpfegaEddpEsdna ged |
gapqap fpaapaarf g 685
rap £pagpPaaPyY pqapqapf 686
ggpyP9apraqrf paqg 687
qqp fpPagPagPyY paapagpt 688
' gpqgp £rgapagpf pqtqap 689
£pggpPagry pagprgapfpgt 690
fpgaprgpypaapqapfpat 691
p fpeqpeqpy paapg 692
pfpagrgapf pgapggsfpa 693
ggpqlp fpegpgapf g 694
gapalp fpgapqapf g 695
pagpgqgs fPagaP9apPy Pgad 696
a9pqgs £p9aPIIPY PAqIP 697
1lgpgap fpgaP9IaPyY PI9Pg 698
pgqaflaprgp fraqpaapy 699
prgp fpagP9gpPY pI9Pagp 700
58 [SpIEpEEpF | 57 It "
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pftapdap tpigpgapf pqg 703
tpigpaapf pagpqapqqpst 704
99 tpigpaapf pgqg - . 2 705
59 |[pFSEEpEEI | 58 gapfsqggpeqi fpaqg 706
qapfsqgpaqi qupqqt fp 707
- qqadpfpdpgapEsqdpaql - 0o o LA o @ 08
hgpfsqgpqqi qupqqt fp 709
ggp£sq9pg9ai fpqaqg 710
pflaphgpfsggpaqi fpap Ak
ggpaqpfseqpqqi fg 712
aggpflgphgpfsqqpqqai £ 713
graqgpfsqgprqqi fpgpaqgt 714
gapqgpfsqapaqi fg 715
60 |gEEIFpEpE | 59 gagifpgpe gt fphgg 716
gqqlqupq qt fphag
61 |[EpEEpEEPF 5 ¢ : 718
Epiqpagp fpgapaapgapt 725
pigpqgpfpggpaapraapf p 726
qaqfp apagpqaPf pagpqaq 727
gggpfpapeqrqgrf g 728
¥ 599paqafp IPAIPAIPEDAD Wi h s b G ok 61729
lggpggplp apaarqart pg 730
gfpgpaapeqpf pqqy 731
gfpapqeprqepf paqy 732
qapfpapagrqapf pglagp . 733
podafpapqapgapEpdapy . ¢ L o o 7| 734
gpagrgapf pqqqqpllqpy 735
pragpfpr gpagpaaprf pglqgg 736
gagpfp aPIIPIIPE g 737
gqgplpgpegpagapf g 738
papqapgapf pggqgpligp 739
qap fp gpagpagpf pgsqap 740
t fphapgqqvp gpaapqapt 4
ggqafp apgapagrf g 742
_ 999p1pIPIIPAIPE g _ 743
7 _tfphgpagafpgpqapqapt Y b 744
99plp aPagPqIPf pgsqap 745
gagafpapegprqapf g 746
qqvp apagpgapf lgpggpf 747
gqaplp gpgaqpggapf pgsqagp 748
qqvpapqapagrf 1gpggpf 748
62 |FpEEpEEpI | 61 pagaqlp £paapagpl papa 750
gaqlp fpggpaqpl pgpqaap 751
63 SSEEppFp | 62 agpfpggpggpssqaprpfp g 752
q99gpssqgppfpgghggfp 753
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ppfsggggpssgqppfp qgh

64

FpEEpEIpF

63

pagpfpapqgt fpgapqlpf

_fpgpggt fpaapqlpf pggp

:agt £paapdlpL pgapaap

65

oFpFEpEEP

pqqpqupqqtquqpqlp§

gqpfpwqpqqpquqg 762

PEpwapqap fpatqgsfplg 763

66

PEESFpREg

65

_gqpfpwqpeqpquqq 764

gqqtqupeqtfphqg

gaqafpapagtfphag

ggqtfpgpggtfphag

67

SFpREpEEa

66

68

FSEEEpSFS

67

69

aFpEpEESF

68

qqlqupqqtfphqpqqafp

.

o tfphqp%ﬁé Iparg:;

qgpp
wﬁa
gagatpgpedti phad s b

qaqupqqtfphqpqqquq

70

SEEPFSEpPE

71

IEpEFpEpEpP

‘qaqupqqtfphqpqqquq

qaqupqqtfphqpqqqu
2fpapagtes i
qqueqsqqpftqpqqptpl
Sits U 5aAPELAPTIDER 0L
R ake stastsieisheliotep
1qlapfpapap fppglpypq
1 o39pfpapap FINGIDYEG
lqlqpqupqpfppqlpypq

fpsqqpqulqpqupqpfl

pfpsqgpylqglgpfpgpgp f

sqqpqulqpqupqp

72

pPFPRpEIPFE

71

qqpqulqpfprquPqup

glgpfprpelpypapg

1qlgpfprpglpypgpapfr

___9lgpfprpalpypapg

73

EEIFpEPEE

72

pqqlqupqqtfphqpqqqf

qqifpgpaqt fphgpgqgip 804
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:-aqpfsqopaqifpapgqtfp: - Lt sk - | 808

hapfsqqpaqifpapaatfp 5. - . - | 808

~ gpqapfsqapqqifparaqt 807

74 |EpEESFpER | 73 pqqqfigpggpagtypqr pg 808
gpqqqfigqpggpgqtyparp 809

apfpggpqqtypar pgapfp 810

pggpipggpraqtypar pggp 811

pagafigpagpgqtypqr pg 812

qapfpgapagtypar paapf 813

qapfpggpagtypgarpagpf 814

75 |FpERpEEpF | 74 qgt yparpgqpf pqtqqpqq 815
- T b tPaapaqt YPIrpaapE b Sy 816

gqt yparpqqpf pqtg 817

ggt ypqrpeqpf pqtg 818

qqpquqpqqtypqrpqqp s 8207

39t YParpaapE pat qqpqq 821

qt yparpaqpf oqtqqpqqp 822

76 |IEpFpEpEI | 75 VI lapEpapal pypapaLp- . e 823

lqlqpqupqlpysqupfr 4

i lqlqpqupqlpypqpqlpyp qép gpqpf 845

‘ lqlc aysqpqqfr g

§lapfpapalpylapy
glgpfpgpel sysgpg

# % afpsalpylglapfpapglp. ¢ & i iy
" lglgpfpgpql sysqpgpfr 851
lqlapfpapgl sysqgpqpfr 852
gsglgpfpgpel 9sg. 853
 pfpsqapymqlapfpapqlp R K50
g1lqpfpgpql sysqpg 855

49



EP 2 412 380 A1

77 |[EpFpESEES
' apEpataas fplapqgpfpg 860
fpwgpqap£pqtags fplap 861
78 |EsscIpgIE | 77 metscipgle rpuqqaplaq 862
M
79 IIpRgppF | 78
80 |[EpEEEFPEp | 79
ggqt fph qpqqququ 904
81 hmEadpSgE 80 nmgadpsgqvgwpqgapflyg 905
atanmgadpsgqvqwpqgqap 906

50




EP 2 412 380 A1

82 |galcssisn | 81 fdeeknstgalcsslsngas 907
83 |[EFpEEEIpI | 82 appfpaghggfpgqqipv vq 908
qgplfpgghqgfpqaqipv v 809
gfpaqaipvvgpsvliqqlnp 910
84 |EEEpIIIEE | 83 sqg9gpfpgaggplllagpp M
999gpillgqppfsqghqgpv 912
gagpfpggaaplllggppfs
‘ qqqqppf saqqqgpillqqp
e e Pfsgagapvilaqgipfvhp: L
qqqpquqqqpllquppf S
85 |[SEEpEESFp | 84 qgpl sqgpraatfp gpgqt £p
hgpf sqgpagtfp gpagtfp
gpfpgphgpf sqgpagtfpgq
gapl sqgragtfp gy
pvpgphgpf sqgpqqtfpgp
gapl sgqgreqtfpaqg
qglvpglggpl sqapqatfp
palqgpl sqgpgatfpgpaq
86 |FRREpEESF | 85 phgt fhhgpaqtf pgpgqgty
gt fhhapgqtf pgpeqtyph 926
gt fhhgpaqgtf pgpggtyph 927
grtipgphqgt £hhapggtfp 928
87 |[RFFFpSSpR | 86 sgggghwyyptspk 1sgqgq 929
88 |REpEEEFSE | 87 t fphapggafsapaapqqaft 930
gt fphgpgggfsgpggpggq 931
89 [SIEEIIEEE 88 gqgtlggilggglipcrdvy 932
tlggilggqglipcrdvvlgqg 933
99999999 tlagilgaqlip 934
90 |IEEpIppEE | 89 pwlqgplppaqtlpgqlggp 935
sniiisflkpwlgaplppgq 936
91 |pISpEESQE | 90 J9999yyPispqq9sgqagqap 937
92 |bEpFpEpEp | 91 pypapapfpapap fppalpy 938
pfpsagpypaprarfrapgp £ 939
__PIPeEpapap fopalpypd _H40
93 |EpEpFpEpE | 92 | .  PYDIEIPEPIPADiDnalbY . e
qqpfpsqqpyp qpqpqupq
94 |FpEEpEESF | 93

' flqpqqp PaaPaqty

- Bhaafiabagpisamanty TV

pagpaqp frgaraasfpggp
] ggp fpagpegsf pgqg , v

* " qpfpqqpqqtyparpqapfp . - ] 950.

ggpqgp fpeqgpggsf g 951

gapqgp fpaapggsf g 952

rgqp fpqgpagsE pggpqgp 953

pagp feagpaaty parpagp.. - 954

gap fpaapagsf pqqg 955

ggpqop fpeapaatfy 956

...« cipfpagpqaapfpaaeagsfpy v 5 bl d 857

51




EP 2 412 380 A1

95 |EESFSEEpp

pqqsfsqqpp f sqqqqqplp

agsfsqgpp £sqqqaqplpg

_olppaasfsqapp fsqgqq

R e BT

gastsagp
96 |FpEEpFpEE | 95 :

pquqpypqqpypsqqpyps
gelgspgql YPQQPYPQIPY 973
yagpylpypaapfpPgqpqqap 974
qqp £PgIPYPIg pPYPSqapy 975
97 |Epsseepis | 96 gpssqqpls gghqafpgqqi 976
ggppfsqqqapssagpls qq 977
98 |[EpIEERESF | 97 glerpwgggplqggketf pgg 978
99 |ISpEEIgEg | 98 999yypispgalgqg agsgg 979
100 [EEEccERIp | 99 gsschvmgqqgeeqrlpgipe 980
101 |agEgEEgFF | 100 99923999999gYY ptspaqlg 981
102 EEEpFpEpE | 101 ol 3 eV a9 papaubres o ; 17982.
JO9aBEPApd N uanao 12983
L SgdREPapaanicHnpds
g9 ED: Sio ..?.f.p"‘,— 85‘
z PagapIpgrd. P “q ig‘g‘LQ
HIBEPabT oo 88
psgqvquqqqqpqupqqp 989
ngqWquqqpqupqqpqq 991
PSgqVqWpq agIPEPaPa gp 992
R 3 %503 -
vdpsgqvgwpq 9agpfpapg 994
103 |[EIEFpEEEE | 102 |3 Bt 0 v avraaadpioapadp BT
niqvdpsgqvgwpqaqapfp , 996
e - v paad R dodagy R 997
DS T aWPIdad REIDAUD e 5098

ttanlqupsgqvquqqqq

P

PSIaVaWPaqaapin

qivfpsggvgwpgqaapfp

gqvawpqqeqpfpqggg

ggqvagwpagaqpfpgqg

104 [EpIEEIccE | 103 gstyagplgglceqgglwgipe

agstyagplaglccqgglwgipe

105 |pFpEpEFps | 104 [as

qqqqpfppqqpypqqups q

52



EP 2 412 380 A1

99pfppaapPYPIPafps glp 1009
gapypPapafps alpylglagp - Lo {1010
106 |aIESIpSmc | 105 feeirnlalqgtlpsmcnvyi 1011
rnlalgtlpsmenvyippyc 1012
eirnlalqtlpsmenvyipp 1013
107 |RIFEIpERI | 106 elccqghlwgipekl gcgaih 1014
elccghlwgipekl gcgaih 1015
glccghlweipekl qg 1016
glccghlwgipekl qg 1017
lccthwq:.pekl chalhn 1018
108 |pFpESEESF | 107 | 1019.
prqpqqpqu~qqsf plqp A
pfpqtagsf plqpqqpquq 1022
109 |[EgFFEpSEE | 108 gggffapsggnpgaqgs fqp 1023
gagffgpsqqnpgaqg 1024
gaypsgggffgpsqanpqaq 1025
qaypsgqgffgpsagnpgaq 1026
gagffgpseqnpgaqg 1027
psgagffgpsqggnpgaqgsft 1028
qaypsgagffapsgqnpgaq 1029
110 [ESIFESScR | 108 ars gtlwgsschvmggqccr 1030
111 ([rssirsizz | 110 llggckpvslvsslwsiilp 1031
lvsslwsiil ppsdcqvmrg 1032
_lvsslwsiil ppsdcgvmrg 1033
112 |[ESFpEpEES | 111 T« T ggqtfpapegt fphygg: 1034
99tfpepaqt fphapgaafp 1035
qqtqupqqt fphgpaaqvp 1042
qtfpgpeqt yphapqaqqfpg 1043
; :qt fhhqpqqtfgqpeqt ypho
hhgpggtfpgpeqt yphapg 1045
gqtfpgpqqt frhapgqqfs 1046
__gtfpapaqt yphapqaqfpg 1047
2 atfhhgpgatfpapagtyph i g 4:{1048.
hhgpqatfpapaqt yphapg 1049
113 mEnSRIpgI | 112 menshipgl erpsrqgplpp 1050
menshipglerlsqqgplpp 1051
menshipgl egpsqggplpp 1052
114 [EEcSplalp | 113 kvflggqgespvaipyrlars 1063
115 prsSEgEEIp | 114 gppfsqqagqt pfsggagipv 1054
sgqgqqappfsqaqqipvihps 1055
qqqqt pfsqggggipvihpsv 1056
116 |[ESRcIpgIE | 115 =i ..o etrcipgle rpwagaplppg & oo 40« 05T
metrclpgle rpwqaqplpp 1058
117 |[IpSIERpIE | 116 met shipslekplgqgplpl 1059

53



EP 2 412 380 A1

cashipslekplgqgplplq 1060
118 [aEIpFpEEp | 117 q9pfpapqqaqlpfpadp 4q 1061
;, R e 07"
; dagqlpfpaap daplpgpagp. i 1083
99pfPapgaaqlpEPagp aq 1064
apfpgprgqagqlpfpgap qgp 1065
119 |sS11IRSIpn | 118 ggpagyevirslvlrtlpnm 1066
gyevirslvlrtlpnmcnvy 1067
qyevirslvlrtlpnmcnvy 1068
120 lEIEgIRSI | 119 gpggpaqlegirslvlktlp 1069
iigpggpagqlegirslvlkt 1070
121 [EEpaEIEgI | 120 qlaqglg11qpqqpaqleg1
“ 22 ,'A SR »«mqukg
= e
122 |SplampERI | 121 ckvfquqc spvampgrlar 1074
lggqcspvampgrlar 1075
vilggcspvampqgrl arsqgm 1076
gagc spvampqrl arsqmwg 1077
cspvampqgrl arsqmwqgss 1078
gcspvampghl arsqmwggs 1079
ckvflqgqggcspvampqgrl ar 1080
qgqc spvampqrl arsqmwg 1081
vflggqgcspvampghl arsq 1082
vflgggcspvanpgrl arsg 1083
spvampqrl arsqmlggssc 1084
123 [EInpcRnFI | 122 galnpcknfl lqgckpvslv 1085
. sliggslgqalnpeknfl 1q 1086
gpslgggvnpeknfl lgqck 1087
iggslqgglnpcknfl 1qqc 1088
igpslqggvnpcknfl 1qgc 1089
lgqqvnpcknfl lgqcklvs 1090
124 [1EpEEIagl | 123 gyt flgpqqvaqlelmtsia 1091
125 [EFSEEEEIp | 124 gapafsqggqipvihpsvlg 1092
appfsqggapafsqgagqip v 1093
126 |FpEpEpFpp | 125 |Gl O EPOPUDE DD D :

> ‘0 ‘g
qpfpsqqpypqpqpfpp qlp 1095

127 |FpEpEEpFc | 126

54



EP 2 412 380 A1

fpgpagpfc ggpgrtipgph 1111
* . 9qqp fpapaapfeeqparti’ R LA
128 [EEIpEIpEE | 127 ccgqlpgipegsryeairai 1113
sschvmgqgcc gglpgipgq 1114
gccqgglpgipggsrygaira 1115
gaccqalpgipggsryeair 1116
gccgqlpgipeqgsrseaira 1117
gececqgglpgipggsrygaira 1118
hvmgqgccaglpgipgdasry 1119
ggccqglpgipegsrydair 1120
gccqalpgipeqgsrydvira 1121
cqgglpgipggsryeairaii 1122
129 |pEESEEIIp | 128 fpgpqlpfpggseqiipgqgl 1123
pggseqiipgglgapfplap 1124
pPggseqiipggqlggpfplgp 1125
fpgpglpf pggseqiip gql 1126
130 jpnnnSpsnr | 129 plnnnnspnnnspsnhhnns 1127
nnspnnnspsnhhnnspnnn 1128
plnnnnspnnnspsnhhnns 1129
nnns pnnnspsnhhnnspnn 1130
nnspnnnspsnh hnnspnnn 1131
131 mEEEEEEER | 130 iimggeqgeqr qgvai 1132
ivhsiimggeqggeqr qgvagi 1133
ivhsiimggeqgeqrg 1134
sivhsiimqggeqgeqr ggvg 1135
ivhsiimggeqgeqr ggvgi 1136
132 [EEmnpcRnF | 131 gganpcknf 11qgenhvslv 1137
igsflgggmnpcknf 11ggc 1138
asflggamnpcknfllggen 1139
igpylgggmnpeckny llqgce 1140
igpylgggmnpckny 11lggc 1141
lgggmnpckny 1llggcnpvs 1142
133 |cnInIpiFR | 132 tmenvnvplyrtttrvpfgv 1143
tsfalrtlptmenvnvplyr 1144
134 |11s11ipRs | 133 cnhvslvsslvsiilprsdc 1145
hvslvsslvsiilprsdcgv 1146
lvsslvsiilprsdcqvmgq 1147
135 [EIaEIpEES | 134 schvmgggccgglagipegs 1148
gccgalagipeqs rheaira 1149
136 [RpFIEEpIp | 135 mesnlllsflkpwquplpp 1150
; Shilisfl BT
137 I|oFpEpEEpE | 136 . J1452 .
{453
qlzﬁquqpqqpqupqqpqq i 1154
3 » 9PgIP9aPEPIPIIPI DD : o 185
3 - 99pgapfpapaarg lpfpag I L1
o o S9OpPgaPEPAPAAPaaspg A
' 9999PEPIPAIPIPIPaRT S o 1158 .
qqmqpqupqqpqlp fpgq - B 1159
pqqpqupqqpqlpquqpq e 1160
skapaapfPapagpa gs£pa o 1161

55




EP 2 412 380 A1

gqqpqupqqpqqsfg

q9PEPIRdRI D BuSadr

pfpapqqrq gs f p qqqqpl 1

138

FpEpEEREE

137 BRI e paraataan
cfigacllisenig s st g

oA
q

A At e L L

h%a.

qgpagetpdpadpaa

990U papaapqq o papg:

e DL aTtPapaapad S ibg

qafpgpggpragqflqpqgpf

gqupqqpeqsquqg

Qb daafpapadpaapEDar

ARIIPed D.EpAAT

vé;qpu’eus OAgpdC R

gqqquqpeqpqqsfq

0 SEDC Sag 0 paa0

qupqqpqqqflqprqpqu

Qi SpaRadpdd Bl liaaT

AT .Amg SLTCEIDL

i e

gqupqqpqqsquqg

D PIPadRdd S FDIgadD b

i gqqquqpqqpqqsfq __

TR P e E A

SaiEoopeibda

qquqpqqpqqqflqprqpf

qq fpapaapqaqgflgpggpt

139

EEIEEIccE

138 lggssyqglqglecqqglfgi

56



EP 2 412 380 A1

agssyaqglgglecgqgliqgipe 1213

140 [pEESFpEES | 139 Pqqsfpags qgsqgpfadpq 1214
o pqpqqplpvqpqqsquqsq "i RN L1
ngq:é;pvgpqqsquqsqq A e e LY

vgpqqgsfpqgs qgsqgpfag 1217

141 [1FpEpEpEF | 140 rpqqlypapapqay sqpdapi 1218

gp frpqqupqpqpqysqpq , 1219

142 [EEpFpEEpE | 141

L dp: qqpquqpququtqqp

:,,qqpqutqqpqqpquqpqq e
G “quqpqqpypqqpqqpqut N

R gpqqpquqpqqtypqrpqqp

qgdp qqpquqpq qquqpqq

i pfpeqp eqpypaapq

5wt gepadpfpeqpgqtEy ¢

pquqp qqpquqpqqsqu
gqpqqpquqpqqtfg ‘

57



EP 2 412 380 A1

' PaapqePfpaIPa aafprapg. 265
gapagrfpeqpqaafg 1266
pagpagprypagraglipgtq 1267

i gqpqqpquqpqqqu

143 |[ETaEIEIms | 142 : qp“&?fva”qleim s
gpgggalahgiaqlevmtsi 1274
grhgiaqglevmtsialrilp 1275
phaiaglevmtsfalrtlpt 1276
hqiaqlevmtsialrilptm 1277
gtllgphgiagqlevetsial 1278
giaglevmtsfalrtlptmc 1279
tllgphgiaqlelmtsialr 1280
flgphqgiaglevmtsiaprt 1281
ggtflgphqgiaqglevmtsia 1282
qiaglevmtsialrilptmc 1283
144 |FEIpEESEc | 143 elccghlwgipegsqegaih 1284
hlwgipeqsgcgaignvvha 1285
ghlwgipegsqcqgaihkvvh 1286
elccghl wgipegsqgegaih 1287
145 [EEESEEEIq | 144 gsggglsgsqqqsgaglggce 1288
gsdqgvsqgs gqaqsqggqlg gc 1289
qgvsgsgggsqqqlggcesfg 1290
filsvsqgpgqqaqsqaqlgqq 1291
gcvsgpaa9s999glyg 99pag 1292
99sgggvsgs qqaqsgqqlgg 1293
cvsgpqaqs9991g gapgqq 1294
yapgagsqdalg gcsfggpg 1295
gs 9995949919 gcs £ggpqq 1296
qP9999s99919 99pga9ag 1297
qlggcvsgpqagsqqalgqq 1298
glgqcvsgpgagsgaqlgqg 1299
146 |sI1EpsSIIE | 145 isivgpsilgqlnpckvflqg 1300
paqaisivgpsvlgqglnpck 1301
qqglpgqagi sivgpsilgqgl 1302
147 |FsasssIrRr | 146 plysattsvrfgvgtgvgay 1303
vplysattsvrfgvgtgvga 1304
148 |REEEEEEEI | 147 aiimhggeqqgaql qqggqqq 1305
ggmhageqqaql ggqqg 1306
hageqggql qqgq9qglqgqq 1307
iimhgqgeqqqgql ggggqgql 1308
gquhggeqeqql qqqq 1309
149 |IIEEEISpc | 148 [ Iq1tpe 310
150 [EEIIpEEEI | 149 qvlpqqq:L pfvhpSquql 1313
qlppfsqqggqvlpaqqipf 1314

58



EP 2 412 380 A1

151 |FSEEEEpFp | 150 fsqqqgapqfsggaqpfp qqq
fsqqqgpgfsqaaapfp qqq
ppfsqqqqqusqqqqpqu
152 [cIpgIERpF | 151 | = & %' metscz.pglerquqqpqu“
e © %m‘,c:.pglerpwqqqplppqq
" metreipglerpwgggplpp;”
mdts eipglerpwqqgplpp
etsc:.pglerpw’qeqplpp 5
153 [EEEcIplam | 152 mvfquqc:.pvamqrclars
lnpckvflgggeipvamgrc
154 |gIaEIpREI | 153 vmgggccqgqglaqipral gca
qccqgqglaqiprgl gcaaihs
mgggccqgqlagiprgl gcaa
qlagiprql gcaaihsvvhs
155 [EEpREFpEE | 154 hhqgagpigqqerhafpaqggpc
156 |[RpmFIEpEE | 155 ypaqrpmylgpggpisggga
sfppgqapyprqq rpmylqapraq
ypqqrpmqupqqplsqqqa
157 [|IEEEmnpcR | 156 v ’
pqqqqpalqs f quqmnpck
e+ igpylaggunpok nyligger Ret 1338
: ﬁ}qqqmpcknylqucnp.w 1339
158 [SRIISpRgR 157 srllsprgkelhtpgeqgfpg 1340
srllsprgkelhtpgeqfpg 1341
159 {REEEEEEEp | 158 iilhgqgqqgagp ssqvslgg 1342
160 [dcEImEEEc | 159 ilprsdeqvmgggccgglag 1343
smilprsdeqvmggge cgql 1344
vsiilprsdegvmgggecgq 1345
161 [sEpEIpFsSE | 160 gpylqlgpf sapqlpysqpg 1346
lglgpf sgpalpysgpgpfr 1347
sqapylqlgpf sqpqlpysq 1348
1qlqpf sqpqlpysqapgpfr 1349
162 [EIpFSEEEE | 161 |’ " qgapilpqlpfsaqaqpvlps 541350
plisqagalpfsgaaqpgfs 1351
psfquqpilpqlpfsqqqq 1352
163 [EEpFpIEpE | 162 - pYaPEEPlapaqofpgapy:. 1353
_pagpeIrfplapganfpgap: 354
 paglagpfplapdapipgap 1355
_ pagpgaptplapaqripgap . - 1356 °
pqqpfplqpqqsflquqqp 1357
-Seqiipgqglgapfplapgapy % . - 1358
pqqpfplqpqqsflquqqp 1359
164 [RFdaIRaIIl | 163 pripegsrydairaiiysiv 1360
gsrydairaiiysivlgegq 1361
gsrydairaiiysivlgeqq 1362
pripegsrydairaiiysiv 1363
165 [ESRrdalRa | 164 |% . . _pripegsrydairaijysiv @ . . .. ‘I'..; L, i 1364
R qsrydalra11y51vlqeqq ; 1365 .

59




EP 2 412 380 A1

gccgglpripegsrydair

pegsrydairaitypiilge 1366
gccgqlpripegsrydaira 1367
" egsrydairaitysiilqgeq 1368

1369

166 |[EpSpEpEEI | 165 flagpagpspapqqvvgiis
sqggpflqqpggpspapqaqv v 1373
pPQ9PsSPIPIqv vaiispatp 1374
167 |SIREEpIip | 166 gppf s1hqgpvlp qggipyv 1375
appf slhqgpvlp qaqipyv 1376
qpilpagppf slhqgpvlpq 1377
gpilpggppf slhagpvlpg 1378
168 [ppFSIREEp | 167 ggqgapilpggppfslhqggp 1379
: JEREEIhgq 138
169 |rpIiioeee [168]  dairaitypiilgegaagfv |14
170 |FSEEEEppF [ 169 N qqp 1385
agpp £sqgaqappf sqqplis 1386
gps £sqqagppf sqqgppfs 1387
gaqap ftagagppf sqqppi 1388
ppfsaqqgps £s8qgagppf s 1389
qaqapp £8qqqappf sq9qg 1390
sqqqqgapp £sqaagppf sqq 1391
£s5q9qqpq £s9999PPY S99 1392
psfsqgqqgpp ftqgaqappf 1393
v1lpqgpp £sqggagppf rsst 1394
isqaqgqgapp fsqgagppf sg 1395
pp £sqqqappf sgqqgspfs 1396
fsqqaappf rssthssqgpp 1397
isqqqqgppp £sqqqappf sq 1398
dPPYS9a9IPPY sqaqappf 1399
grqlpp fsqqqappf sqggqg 1400
fsqqqappf sqqgappysqq 1401
eqqpp £59999pPpP£ sqqggp 1402
p £sgaqappf sghqapvlpg 1403
¥S9999pPpPY sq9qqppfsqq 1404
qqgqaqqdap ftagaappf sq 1405
fsqqqqappf sqqqgappftyg 1406
gqqqpp £sgeqqppf sqqqqg 1407
ftqqaqppf sqqspisqqgq 1408
nigqaqgpp £sqggappf sqq 1409
qqgpp £tqgqappf sqgspi 1410
171 [EREEpIIpE | 170 sghqgpvlpqqgipsvgpsi 1411
qaplfsgkqqpvlpggpafs 1412
plfsqgkqgapvlpagppfsqq 1413
172

EEppFSEES

60




EP 2 412 380 A1

- ftgqgappfsqgspisqqaq

qquppftaggappEsqgs pi

173

EEEEEEEEp

172

q99999999pP 1 sqvs£ggpq

q99999999p 1sqvcfqgsq

pfsgagaagaaaap pfsqqq

gsgqgaqaqeqp gsg

ppfsqaagaaqap fpagpsf

qaggspfsqggaeqyaap pfl

spisqqgqgaqaaqaqar ftg

s gggeqqqap pflggggppf

ggggagqaeqp lsqug

991999999999999P ssqV

qqqappftqaaaaqqaqap £

999999999 1sqvg

qqqqqqqqqpssququpq

qqqqqqqqpfgqqqqppfsq‘~v'

qgappfsqggqaqaqadp fpag

qg9lgggagagaqqap lsqvct

qqlgqaaagqaqgape 1sqgvst

ilhgghhhhgqqaaaqqqap

qappfsqggqqqaqap pisg

999999999p 1 sqvs£qgpg

hhhqgggagqqqqp 1sqvsft

alllhqqqqqqqqqqqqpls

EEEEEPPFS

173 T

-

% pfsgadagagaqarpts qaq

174

sqqappfsggaqappfs gqq

4 lsqqqqqppfsqqqqqusq

175

pSIEPSIIE

174 |

“gipsvapsilgqlnpcklfl

pvlpgqgipsvgpsilqqgln

176

PEEEIQEEpP

175

agqlggcsfggpgaglgagp

glssqvsfqgpggqlggap q

sfqapgaqlggapr qqqaqqv

apqgqlgaqp gaqqqqqvlg

sfqgpgaqlggqp qaqqqaqv

qqqlggcsfggpggalgqqp

csfqqpgaqlggap 999999

177

- |cSFEEpEEE

176 [

' _gqaglggesfaapqaqlggap

lggesfqapaaqgqlggwpag

sqqqllqgesfggpgaalgqq

_gs9qglggesfqapqaalyq

. gggtggcsfqapqaqlgaap. K-

L ;; . csfqgpqqd 1999pgqq99q -

178

REIccERIF

177

gplrelceghlwqgipg

gstygllrelceghlwgipe

gstyqllrelceqhlwgipe

gplrelccehlwgipg

gstygllrelccghlwqgipe

179

TEEEpTIpE

178

peppfslqqgpvlpqqgspfs

61




EP 2 412 380 A1

agpilpeppfslaqqpvlpg
pfsgqgpsflgaqgpilpglp
180 (ERppFSEEE | 179 qrppfsqaqggpvlpagppf 1471
1qgppfsqqrppfsqqgggp 1472
qrppfsqqaggpvlpggppt 1473
lggppfsqqrppfsqqaqggp 1474
181 IFIEEEcI | 180 svlgglnpcavflgggeipv 1475
; S RSEvEladeibrangrdlar 1476,
182 [EEERpFIEp [ 181 aqsfpqagrpfigp slqqql 1477
gpqapagsfpaqgrpfigps 1478
fpaggrpfigp slggglnpc 1479
183 |[SFpEIpgET | 182 gyyp tfpalpgql qgpaqgq 1480
184 [IEEEIIpEI | 183 gggvgwlgeqlvpgl g 1481
psgqvawlggglvpgl ggpl 1482
ggqvgwleeqlvpgl g 1483
gggqvawlqqglvpql g 1484
psgqvawlqgqglvpgl ggpl 1485
185 |ppFIEpSIE | 184 fpggappfigpslggqgvnpc 1486
pggappfigpslqgqqvnpck 1487
____99pqgsfpgggppfigpslq 1488
186 |[1IpEEpaFs | 185 ji D1 FS0KaUp v Padpat sk 489-
kggpvlpggpafs gqqgtvl
qgqt vipggpafs gqghqgql
187 [|pEpEEEIpE | 186 JPUGp L PAPAdgIBa PGaN
Sl
PIP9991Pqpggrags fpag 1497
188 |gSanmEIdp | 187 gtanngvdp ssqvgwpggqgp 1498
gtanmqvdp ssqvgwpgqqp 1499
gtanmgvdp ssqvgwpaqgp 1500
189 [EEEgmRIFI | 188 999999999gmhiflplsqg 1501
imgqqgqqgggggrhiflipl 1502
999qgmhifl plsggqqvgq 1503
190 [RIIRaIIIR | 189 cqgaihkvvhaiilhqqgkqq 1504
gaihkvvhaiilhqqgkqqq 1505
191 [1pirgssss | 190 lrtlpmmcsvnvpvygttts 1506 -
1ptmcgvnvplygtttsvpf 1507
vpvygtttsvpfgvgtgvga 1508
csvnvpvygtttsvpfgvgt 1509
192 PEEIgEEpE | 191 papaglgggpqqaevpqvaf 1510
qgcsfggpgpggalgqaprggge 1511
193 [ESgEEEIIE | 192 ggvsgpggasgqaqlvgcst 1512
194 |FppEIpFpE | 193
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qpfppqipypqu‘pfrpqqf' :

- pap fppqlpypqpppf quq

lqlqpqupqp fppalpypq.

qpfppqlpypqpqs fppqqf

mqlqpfpgpqp fppqlg_ygq

gsg fppelpypqgsg

papqp fPpalpypatgpfpp

pap £fppalpypd tqgpfppgq

, qpfppqlpypqtqpfppqqp ‘

195 |cSpIampER [ 194 f*
vﬁlqc;qcspvanpthars. i
. vflgggespvanpgr larsqs

196 |dEESgEQEE | 195 sgqrqqdqgsgagaaprgarg
197 [EIEESIIFg | 196 ttppgglagsilwgipallr 1547
198 [pFSEEEIpI | 197 qappfsggelpi lpggppfs 1548
qaqgappfsqqgppfsggelpi 1549
fsqggpp£fsqgelpi 1pggp 1550
199 [SSRIpgIER | 198 me tshipglek psqqaplpl 1551
me tsrvpglek pwaqaplpp 1552
200 [szarrSIpm | 199 lmt sialrtlpmmcsvnvpvy 1553
hlevmtsialrtlpmmcsvn 1554
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Figure 6

Sequence 1: P(OR)P(QE)LP(FY)PQ (SEQ ID NO: 1555)
Optimal responding peptide: PQLPYPQPQLPYPQPQPFRP (SEQ ID NO: 1556)
High grade peptide: QLOQPFPQPELPYPQPQP (SEQ ID NO: 1557)
Groups included: 1,2,7,8,10,16,22,23,72

Sequence 2: P(FY)P(QR)P(QE)LP(FY) (SEQ ID.NO: 1558)
Optimal responding peptide: PQLPYPQPQLPYPQPQPFRP (SEQ ID NO: 1559)
High grade peptide: QLQPFPQPELPYPQPQP (SEQ ID NO: 1560)
Groups included: 1,2,7,8,10,16,22,23,72, 76 PART

Sequence 3: (PIAT)FPQ(PT) (QE)Q(PTS) (FITY) (SEQ ID NO: 1561)
Optimal responding peptide: QPFPQPQOPFPWQPQQPFPQ (SEQ ID NO: 1562)
High grade peptides: GOQPFPQPEQPFPWQG (SEQ ID NO: 1563)

GQQPFPQPEQPIPVQG (SEQ ID NO: 1564)
Groups included:
3,5,6,9,20,24,29,60,69,70,73,74,77,102PT, 108,112

Sequence 4: PQ(PT) (QE)}Q(PTS) (FIY) (PS) (VWHQL) (SEQ ID NO: 1565)
Optimal responding peptide: QPFPQPQQPFPWQPQQPFPQ (SEQ ID NO: 1566)
High grade peptide: GOQPFPQPEQPFPWOG (SEQ ID NO: 1567)

GQQPFPQPEQPIPVQG (SEQ ID NO: 1568)
Groups included: 3,5,6,9,20,60,66,69,73,74,77,PART 86
(3 AND 4 OVERLAP)
Status: Similar to Sequence 3

Sequence 5: (KOW) (QR) P(QE)Q(SPIT) (FLY)PQ (SEQ ID NO: 1569)
Optimal responding peptide: QPQLPFPQQPQQOQPQQPFPQ (SEQ ID NO: 1570)
High grade peptide: GFPOQTQQPEQPFPQOG (SEQ ID NO: 1571)
Groups included: 11,12,32,54,55,56,59, 61,62, 65

Sequence 6: P(FIYL) (PS) (QE) (QR)P(QE)Q(PT) (SEQ ID NO: 1572)
Optimal responding peptide: PLQPQQPFPQOPQOPFPQPQ (SEQ ID NO: 1573)
High grade peptide: GOPFPEQPQQPFPQQG (SEQ ID NO: 1574)
Groups included: 32PT,54,55,56,57,61,62, 63PT,75,85.94PT

Sequence 7: FLP(QE)LPYPQ (SEQ ID NO: 1575) ]
Optimal responding peptide: LQLQPFPQPQPFLPQLPYPQ (SEQ ID NO: 1576)
High grade peptide: POPQPFLPELPYPQPQS (SEQ ID NO: 1577)
Groups included: 13,27,71 PART

Sequence 8: LOQIL (QE)QQL (SEQ ID NO: 1578)
Optimal responding peptide: LQQILQQQLTPCMDVVLOQOH (SEQ ID NO: 1579)
High grade peptide: NO

Groups included: 14,89
Sequence 9: FSYQ (EQ)QPFPQQ (SEQ ID NO: 1580)
Optimal responding peptide: PQOSFSYQQQPFPQQOPYPQQ (SEQ ID NO: 1581)

High grade peptide: NO
Groups included: 15, 96PT

Sequence 10: FPS(QE) (LQ)PY(LM)Q (SEQ ID NO: 1582)
Optimal responding peptide: PFPSQQPYLQLQPFPQPQLP (SEQ ID NO: 1583)
High grade peptide: NO
Groups included: 16PT,35,38,71PT, 76PT, 92PT, 93PT

Sequence 11: (PQSH)QP(QE)Q(QE) (LF) (PS)Q (SEQ ID NO: 1584)
Optimal responding peptide: QQPQQPFPQQPQOQFPQOPQQ (SEQ ID NO: 1585)
High grade peptide: GFFPQPEQEFPQPQQOG (SEQ ID NO: 1586)
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Groups included: 17,25,36,40,41,80,88

Sequence 12: P(FW) (SP) (EQ)Q(EQT)QP(VILSF) (SEQ ID NO: 1587)
Optimal responding peptide: QOOQPPFSQQQOPVLPQQSP (SEQ ID NO: 1588)
(similar to but more active than PFSQQQQSF in WO 02/083722)
PSGOVQWPQQQOQPFPQPOQP (SEQ ID NO: 1589)
High grade peptide: GQPPFSEQEQPVLPQG (SEQ ID NO: 1590)
Groups included: 18,79, 84PT,97,102PT,103PT, 115

Sequence 13: (IL)QP(QE)QPFPQ (SEQ ID NO: 1591)

Optimal responding peptide: FTQPOQPTPIQPQQPFPQQOP (SEQ ID NO: 1592)
(similar to but more active than IIQPQQPAQ in WO 02/083722)

High grade peptide: GQOQFIQPEQPFPQQOG (SEQ ID NO: 1593)

Groups included: 19 (PART),26,30,58

Sequence 14: QQP (EQ)LPFPQ (SEQ ID NO: 1594)
Optimal responding peptide: QQPQQPFPQPQQPQLPFPQQ (SEQ ID NO: 1595)
High grade peptide: NO
Groups included: 21, 64
Sequence 15: QPQQP (EQ)LPF (SEQ ID NO: 1596)
Optimal responding peptide: QQPQQOPFPQPQQPQLPFPQQ (SEQ ID NO: 1597)
High grade peptide: NO
Groups included: 21
Sequence 16: PQP{EQ)QP{EQ)LP (SEQ ID NO: 1598) .
Optimal responding peptide: QQOPQQPFPOPOQPQLPFPOQ (SEQ ID NO: 1599)
High grade peptide: NO '
Groups included: 21
Sequence 17: VFLQOQCSPV (SEQ ID NO: 1600)
Optimal responding peptides:
GROUP 28: SVLOQLNPCKVFLQQQCSHV (SEQ ID NO: 1601)
GROUP 122: CKVFLQQQCSPVAMPQRLAR (SEQ ID NO: 1602)
GROUP 114: KVFLQQQCSPVAIPYRLARS (SEQ ID NO: 1603)
High grade peptide: NO :
Groups included: 28,114,122
Sequence 18: (M) (WL) (QW)QSSCHVMQ (SEQ ID NO: 1604)
Optimal responding peptides:
GROUP 39: PORLARSQMWQQSSCHVMQQ (SEQ ID NO: 1605)
GROUP 110: ' ARSQTLWQSSCHVMQQCCR (SEQ ID NO: 1606)
High grade peptide: NO
Groups included: 39,110
Sequence 19: QPQQOQLAH (SEQ ID NO: 1607)
Optimal responding peptide: QQPQOQQOQLAHGTFLQPHQIA (SEQ ID NO: 1608)
High grade peptide: NO
Groups included: 31
Sequence 20: FPLQPQQOP (FL) PQ (SEQ ID NO: 1609)
Optimal responding peptide: PQQLQOQPFPLQPQQPFPQQP (SEQ ID NO: 1610)
High grade peptide: NO

Groups included: 33

Sequence 21: FPP(QE) (LQ)PYPQ (SEQ ID NO: 1611)
Optimal responding peptide: PQPFPPELPYPQPQPFRPQQ (SEQ ID NO: 1612)
High grade peptide: PQPQPFPPQLPYPQPQS, (SEQ ID NO: 1613)
GQQQPFPPEQPYPQQG (SEQ ID NO: 1614)
Groups included: 37,52,71, 92PT, 93PT, 105
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Sequence 22: LCC(QE) (HQR)L(PW) (QE)IP (SEQ ID NO: 1615}
Optimal responding peptide: QSTYQPLQQLCCQQLWQIPE (SEQ ID NO:
1616)
High grade peptide: NO
Groups included: 39PT,100,104,107,178
Sequence 23: P (WLS) (QL) (QE)QPL (PQ) (PQ) (SEQ ID NO: 1617)
Optimal responding peptide: ERPWQEQPLPPQHTLFPQQQ (SEQ ID NO: 1618)
High grade peptide: NO

Groups included: 44,78,90,95PT,58,116,117,113

Sequence 24: QPLP (QE)QPSF (SEQ ID NO: 1619)
Optimal responding peptide: PPFSQQQOQQPLPQQPSFSQQ (SEQ ID NO: 1620)
High grade peptide: NO
Groups included: 45, 95PT

Sequence 25: PF(SP)QQQQQP(LVI) (SEQ ID NO: 1621)
Optimal responding peptide: PPFSQQQQQPLPQQPSFSQQO (SEQ ID NO: 1622)
High grade peptide: 'NO
Groups included: 45 PART

Sequence 26: IVYSTILQE (SEQ ID NO: 1623)
Optimal responding peptide: QQSRYEAIRAIVYSTILQEQ (SEQ ID NO: 1624)
High grade peptide: NO
Groups included: 46

Sequence 27: PESQ(QE)QP(IS) (LF)S (SEQ ID NO: 1625)
Optimal responding peptide: FSQQQPPFSQQQPILSQQPP (SEQ ID NO: 1626)
High grade peptide: NO

Groups included: 47 PART, 68

Sequence 28: QGIQILRPL (SEQ ID NO: 1627)
Optimal responding peptide: QEQQQOGIQILRPLFQLVQGQ (SEQ ID NO: 1628)
High grade peptide: NO
Groups included: 48

Sequence 29: PFSSVVAGI (SEQ ID NO: 1629)
Optimal responding peptide: CSIIKAPFSSVVAGIGGQYR (SEQ ID NO: 1630)
High grade peptide: NO
Groups included: 49

Sequence 30: YCSTTIAPV (SEQ ID NO: 1631)
Optimal responding peptide: YIPPYCSTTIAPVGIFGTN (SEQ ID NO: 1632)
High grade peptide: NO
Groups included: 50

Sequence 31: HVAMSQRLA (SEQ ID NO: 1633)
Optimal responding peptides: QQCSHVAMSQRLARSQMWQQ (SEQ ID NO: 1634)
High grade peptide: NO ’
Groups included: 51

Sequence 32: YSIILQ(QE) (QE) (QE)QGFE (SEQ ID NO: 1635)
Optimal responding peptide: RYDAICAITYSIILOEQQOQG (SEQ ID NO: 1636)
High grade peptide: NO
Groups included: 53

Sequence 33: FPHQPQEQAFPQ (SEQ ID NO: 1637)
Optimal responding peptide: QQIFPQPQOTFPHQPQQAFP (SEQ ID NO: 1638)
High grade peptide: GOTFPHQPEQAFPQPG (SEQ ID NO: 1639)

Groups included: 67
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Sequence 34: PS(GS) (QE)V(QE)WPQ (SEQ ID NO: 1640)
Optimal responding peptide: ATANMQADPSGQVOWPQQQP (SEQ
High grade peptide: NO
Groups included: 81,102PT

Sequence 35: GALCSSLSN (SEQ ID NO: 1642)
Optimal responding peptide: FDEEKNSTGALCSSLSNQAS (SEQ
High grade peptide: NO
Groups included: 82

Sequence 36: QFP(QE)Q(QE)IPV (SEQ ID NO: 1644)
Optimal responding peptide: QPPFPQOHQQFPQQQIPVVQ (SEQ
High grade peptide: NO
Groups included: 83

Sequence 37: P(FY)P(QE)QP(YF)PQ (SEQ ID NO: 1646)
Optimal responding peptide: QQPFPQOPYPQOPYPSQQPY (SEQ
High grade peptide: - NO
Groups included: 96

Sequence 38: OAGQOG (QE) (QE)GY (SEQ ID NO: 1648)
Optimal responding peptide: GQOQOAGQGQQGYYPTSPQOLG (SEQ
High grade peptide: NO
Groups included: 101

Sequence 39: TLPSMCNVY (SEQ ID NO: 1650)
Optimal responding peptide: FEEIRNLALQTLPSMCNVYI (SEQ
High grade peptide: NO
Groups included: 106

Sequence 40: FQPSQ(QE)NPQ (SEQ ID NO: 1652)
Optimal responding peptide: QQYPSGQGFFQPSQQONPQAQ (SEQ
High grade peptide: NO
Groups included: 109

Sequence 41: IRSLVLKTL (SEQ ID NO: 1654)
Optimal responding peptide: QPQQOPAQLEGIRSLVLKTLP (SEQ
High grade peptide: NO

Groups included: 119,120,121
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Figure 7
Gliadin | SEQID
Sequence| NO: High qualitypeptide | A | B|C|D|{E|{F |G |H [ I |J
1,2 1656 | QLOPFPQPQLPYPQPQP | Y | Y | Y | Y | Y | Y | Y| Y |Y]Y
3,4 1657 GQQPFPQPEQPFPWQOG | Y | Y| Y Y | Y |Y|Y!Y]|]Y!Y
3,4 1658 GQQPFPQPEQPIPVOG | Y [ Y | Y | Y | Y | Y |[YI|Y|Y]|Y
3,4 1659 GQQPFPQPEQPFPWOG | Y [ Y I Y Y [ Y [ Y [Y [Y Y [Y
5 1660 GFPQTQQPEQPEFPQQG Y|Y Y| Y Y
5 1661 GFPQTQQPEQPFPQQG Y|Y YI|Y Y
6 1662 GQPFPEQPQQPFPQQG . Y
7 1663 | POPOPFLPQLPYPQPQS | Y [ Y [ Y | Y | Y [ Y | Y[ Y Y |]Y
11 1664 GFFPQPEQEFPQPQQG YIY!lYIlY Y Y
11 1665 GFFPQPEQEFPQPQQG Y| Y |Y]|Y Y Y
12 1666 GQPPFSEQEQPVLPQG Y Y Y
12 1667 GQPPFSEQEQPVLPQG Y Y Y
13 1668 GQQQFIQPEQPFPQQG Y[YI[Y Y[{Y!|Y Y
21 1669 POPOPFPPQLPYPQPOS | Y | Y | Y | Y | Y | Y |Y]Y|Y]Y
21 1670 GQQQPFPPEQPYPQQG Y|Y Y| Y
33 1671 GQTFPHQPEQAFPQPG YI|Y Y Y|Y
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Figure 8
Avenin 20mer SEQ | Predicted core SEQ | Lambda Proportion
’ ID | sequence(s) ID NO:
NO:
TTTVQYDPSEQYQPYPEQQQ | 1672 | DPSEQYQPY 1684 33.58 0.145
QFDPSEQYQPYPEQQQPILQ | 1673 | PYPEQQQPI 1685 122.34 0.103
DPSEQYQPYP 1686
*VQYDPSEQYQPYPEQQQPFEV | 1674 | PYPEQQQPF 1687 122.34 0.105
DPSEQYQPYP 1688
TVQYNPSEQYQPYPEQQEPF | 1675 | PYPEQQEPF 1689 146.42 0.051
DPSEQYQPYP 1690
YQPYPEQOQPILQQQQOMLLQ | 1676 | PYPEQQQPI 1691 52.56 0.126
EQYQPYPEQQQPFVQQQPPF | 1677 | PYPEQQQPF 1692 90.39 0.053
SEQYQPYPEQQPFMQPLLQQ | 1678 | PYPEQQPFM 1693 19.07 0.226
*CRRLEQIPEQLRCPAIHSVV | 1679 | RRLEQIPEQ 1694 61.47 0.069
*QIPEQLRCPAIHSVVQAIIL | 1680 94,84 0.033
*NNKREQQFGONIFSGFSVQL | 1681 104.78 0.077
*QILRQAICQVTRQQCCRQLA | 1682 34.01 0.055
*VPFLRSQILRQSTCHVMRRQ | 1683 92.47 0.067

Sequence 1: PYPEQ(QE)QP (IF) (VLM) (SEQ ID NO:1695)
Optimal responding peptide: QFDPSEQYQPYPEQQQPILQ (SEQ ID NO:1696)
High grade peptide: NO
POTENCY: 6/30 RESPONDERS,

(HOMOLOGOUS TO WHEAT Sequence 12:

RESPONSE RATE 122.3
GQPPFSEQEQPVLPQG (SEQ ID NO:1590))

Sequence 2: CRRLEQIPEQLRCPATIHSVV (SEQ ID NO:1697)

Sequence 3:
POTENCY:

QFGONIFSGFSVQLLSEALG (SEQ ID NO:1698)
12/30 RESPONDERS, RESPONSE RATE 11.2

Figure 10
VRVPVPQLQP

QPYPQPQPFP
PQPQPQOYSQP
QOLIPCMDVV
WQIPEQSQCQ
LOQYPLGQGS
QTLPAMCNVY

QNPSQQQPQE
SQOPYLQLQP
QQPISQQOQAQ
LOQHNIAHAR
ATHNVVHATI
FRPSQONPQA
IAPYCTIAPF

QVPLVQOQQF
FPOPQLPYPQ
00]0/00]010/0)00)
SQVLOOSTYQ
LHQQOKQQQO
QGSVQPOQLP

PGQQOOFPPQ
POSEFPPQOQPY

QOQILQQILQ
LLOELCCQHL
PSSQVSFQOQOP
QFEEIRNLAL

GIFGTN (SEQ ID NO: 1928)
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Figure 9
Group Predicted epitope SEQ | Sequences SEQID Response
“core(s)” iD NO: (SFC)
NO: A B

1 QQPTPIQPQ 1699 | PFTQPQOPTPIQPQQPFPOQ 1722 70 18
2 QQPFPQQPQ or 1700 | QQOFIQPQOPFPQQPQQTYP 1723 57 21
QQPFPWQPQ or | 1701 | PFPQOPQOPFPQOPQOSFPQ 1724 53 | 23
QQPFPQSQQ 1702 | TPIQPQOPFPQOPQOPQQPF 1725 64 | 16
QTQOPQQPFPQOPQOPFPQT 1726 52 | 17
QOFLOPQQPFPQOQPQQPYPQ 1727 44 16
PQOPFPQQOPQQPQOPFPQPQ 1728 51 14
QQPFPQQPQQPFPQPQQOPIP 1729 81 10
POQOPFLOPQQPFPQQOPQOPF 1730 45 9

QPFPQPQQPFPWQPQQPFPQ 1731
QPQOPFPQSQQPQOPFPQPQ | 1732 | 19 | 8
POTQQPQOPFPQSQQPQOPF | - 1733 ‘3‘(15 195
3 QQPFPLQPQ or 1703 | SEQIIPQQLQQPFPLQPQQOP 1734 12 3
QQPFPQLQQ 1704 | PFPQTQQPQOPFPQLQQPQQ 1735 25 13
4 QQPIPVQPQ or 1705 | OPQQPIPVQPQQSFPQQSQQ 1736 60 12
QQPIPQQPQ or 1706 | FPELQQPIPQQOPQQPFPLQP 1737 22 7
QQPYPQQPQ 1707 | FPQOPQQPYPQQPQQPFPQT 1738 19 4
PROPFPQQOPQQPYPQQPQQOP 1739 19 13
5 | PQQPQQSFPQQQ | 1708 | PFPOPOOPOOSFPQOQQPLI 1740 29 | 15
or LPQPQQPQOSFPQQQORPFIQ 17417 | 37 12
PQQPQQPFPQQQ | 1703 | QPOOPOQOPFPQOQOPLIQPY 1742 49 | 17
6 QGSFQPSQQ 1710 | QPQOQYPSGQGSFQPSQQONP 1743 54 5
QYPSSQOGSFQPSQQONPQAQG 1744 32 7
GQGFFQPSQQONPQAQGSFQP 1745 7 3
7 PQQPFPQPQQ or 1711 | PQTOQOPQQPFPQPQQTEFPQQ 1746 21 9
PQQPFPQTQQ or | 1712 | QOPQQOPFPQPQLPFPQQOSEQ 1747 15 2
FPWQPQQPFPQTQQSFPLQP 1748 25 7
8 | QQPQQPFPQ or 1713 | PFPQTQQOPQOPFPQLOQPOQ 1749 25 13
QQPQQPYPQ 1714 | QQPLPQPQQPOQPFPQSQQP 1750 54 20
PFPQLOQPQOPFPQPQQQLP 1751 36 5
PROPFPQQPQQOPYPQQPQOP 1752 19 13
9 PFPQPQQPQ or 1715 | PQQPFPQPQQPQQPFPQLQQ 1753 37 8
PFPQSQQPQ or 1716 | PQTQOPQQPFPQSQQPQQPF 1754 36 9
PFPQPQQAQ or 1717 | QPQOPFPOSQOPQOPFPQPQ 1755 41 | 15
QFPQTQQPQ 1718 | PQOPQQOPFPQPQQAQLPFPQ 1756 16 7
HQPQQOFPQTQQPQQPFPQP 1757 30 | 14
10 | PQQQFIQPQ 1719 | FSQPQQPQQQFIQPQQPFPQ 1758 45 8
11 QQPQLPFPQ or 1720 | PQPQQPQLPFPQQPQQPFPQ 1759 79 7
LQPQQPFPQ 1721 | PQOQFLQPQQPFPQQPRQPY 1760 35 14
12 QTLPAMCNVYIPPHCSTTIA 1761 35 7
13 NPSQQQPQEQVPLVQEQQFQ 1762 5 16
14 HHFRSNSNHHFHSNNNQFYR 1763 14 3
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