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MONOCLONALANTIBODY AGAINST MURAMYL PEPTIDES

CROSS-REFERENCE TO RELATED APPLICATIONS
[001] This application claims the benefit of priority of Singapore patent application No.
201208082-6, filed 1 November 2012, the contents of it being hereby incorporated by

reference in its entirety for all purposes.

FIELD OF THE INVENTION
[002] The present invention generally relates to the field of immunology and infectious

disease. In particular, the present invention relates to antibodies.

BACKGROUND OF THE INVENTION

[003] Bacterial infestation either in the medical field or in commercial non-medical field is
unwelcome. To effectlvely eliminate unwanted bacteﬁal growth, researchers have looked into
the basic building blocks of bacteria, such as the cell wall of bacteria. One of the major
components of a bacterial cell wall is the peptidoglycans, whose subunits are known as
muramyl peptides. Peptidoglycans, which are formed from subunits of muramyl peptides,
undergo cycles of assembly and disassembly required for cell wall remodeling during cell
growth and division. Muramyl peptides are generated during the disassembly and recycled to
construct new peptidoglycans during cell growth and septation. Accofdingly, 'rrluramyl
peptides are constantly released from many bacterial species during proliferation. They are
also generated and released when bacterial cells are lysed by phages, antibiotics and host
plxagocytes.

[004] Many muram;/l peptides are potent ‘signaling molecules and have been shown to

strongly influence multiple physiological processes in the human host. Biological activities

-that have been linked to muramyl peptides include adjuvanticity, somnogenicity,

pyrogenicity, and toxicity to ciliated epithelial cells. Muramyl .peptides have also been
associated with a range of human diseases such as sepsis, Crohn’s disease, rheumatold
arthritis, asthma, allergy, atopic disorders, multiple sclerosis, pertussis, and gonorrhea.
Different types of muramyl pepti(les carrying different side chains on the muramic acid

residues and different amino acid residues in the peptides have distinct activities.
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[005] Muramyl peptides impact the human physiology by binding to specific peptidoglycan
recognition proteins (PGRPs). Humans have four PGRPs, which are able to directly bind to
both Gram-positive and Gram-negative peptidoglycan, and two intracellular peptidoglycan

~sensors, Nodl and Nod2 belonging to a large family of pattern recognition reéeptors that

recognize conserved microbe- or pathogen-associated molecular patterns. Nod2 recognizes
the muramyl dipeptide N—acetylmuramyl;L-algnyl-D-‘glutamine, while Nod1 recognize the D-
y-glutamyl-mDAP motif in the peptide. Both Nodl and Nod2 trigger and regulate the host
immune response by activating the transcription factor NF-xB, which in turn switches on the
production of proinflammatory cytokines and chemokines and expression of other defense
genes. Nod1, Nod2 and NF-«kB have been implicated in numerous human diseases.

[006] The human microbiota, which contains 10 to 100 trillion non-pathogenic bacterial

cells, constantly produces and secretes large quantities of muramyl peptides. A fraction of

these molecules can enter the host circulation system via various mechanisms during the

~ homeostatic state of the host as well as under numerous pathophysiological conditions. In

addition to the many established links to human diseases as described above, strong evidence
is rapidly accumulating that muramyl peptides released by commensal bacteria play key roles
in the development, maintenance and modulation of major human systems such as the
immune system, the gastrointestinal barrier, and the brain. Thus, the levels and types of
muramy] peptides in the human body are thought to contribute critically to human health and
disease predisposition and pathophysiology. |

[007] Given the great importance of muramyl peptides in human health and disease,

technologies in detecting, quantifying, neutralizing or sequestering these molecules are

expected to have broad applications in disease prediction, diagnosis, and treatment. Such
technologies cén also be used to detect bacterial contamination of medical facilities, reagents,
biological products, foods, and beverages. | |

[008] Monoclonal antibodies raised against muramyl peptides are known in the art. One
such antibody mAb2-4, which isotype is IgG2a, has been characterized in detail. However, SO
far, mAb2-4 has only been known to be used in immunostaining of tissues to detect the
presence of peptidoglycan mainly in inflammatory tissues and macrophages. This antibody is
not known to be used for detecting peptidoglycan or muramyl péptides in solution by assays

such as enzyme-linked immunosorbent assay (ELISA). Additionally, mAb2-4 was found to
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have very low affinity to muramyl peptides. Inhibition assays using mAb2-4 showed that
50% inhibition of mAb2-4 binding to peptidoglycan by N-acetylmuramyl-L-alanyl-D-
isoglutamine occurred only at concentrations higher than 1 mg/ml. Additionally, structural
analysis of antigenic determinant showed that' the mAb2-4 antibody recognizes the N-
acetylmuramic acid linked to the dipeptide. As many bacterial species do not héVe the N-

acetyl group in the muramic acid residue, mAb2-4 appears to be an antibody fhat has narrow

- specificity in recognizing bacterial species.

[009] Another commonly used mouse monoclonal antibody for peptidoglycan is mAb2E9,
which was developed by }immunizing mice with partially- purified peptidoglycan-
polysaccharide complexes isolated from the feces of a healthy human. The affinity of this
antibody to N-acetylmuramyl-L-alanyl-D-isoglutamine was found to be even lower than
mAb2-4, and the antigenic detenhinant has not been defined. ‘mADb2E9 has been used in
immunostaining of tissues but never in ELISA. N } _
[0010] Other monoclonal antibodies developed by immunizing mice with peptidoglycan
isolated from Streptécoccusv mutans have also been described. Although these antibodies
could recognize peptidoglycan prepared from multiple bacterial species including both Gram-
positive and Gram-negative ones, the binding of such antibodies are known to be non-specific
as they cannot be inhibited by N-acetylmuramyl-L-alanyl-D-isoglutamine and the antigenic
determinant is not known.

[001 1]In view of the low affinity, poorly defined antigenic determinant and narrow
specificity of the currently available mouse monoclonal antibodies, there is a need to provide

an alternative antibody that recognizes muramyl peptide.

SUMMARY OF THE INV ENTION ]
[0012] In a first aspect, there is provided an isolated antibody or an antigen-binding fragment

thereof capable of binding to 2 muramyl peptide, or a derivative or an analog or a salt thereof,

- comprising muramic acid and an amino acid selected from the group consisting of alanine,

isoglutamine, glutamic acid, and a salt thereof.
[0013] In a second aspect, there is provided an isolated antibody or an antigen-binding
fragment thereof comprising a heavy chain variable domain comprising the amino acid

sequence as set forth in SEQ ID NO: 3, or a variant thereof.
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[0014] In a third aspect, there is provided an isolated antibody or an antigcn—biﬁding
fragment ‘thereof comprising a light chain variable domain comprising the amino acid
sequence as set forth in SEQ ID NO: 4, or a variant thereof.

[0015] In a fourth aspect, there is provided an isolated antibody or an antigen-binding
fragmeﬁt thereof comprising a heavy chain variable domain comprising the amino acid
sequence as set forth in SEQ ID NO: 3, or a variant thereof, and a light chain variable domain
comprising the amino acid sequence as set forth in SEQ ID NO: 4, or a variant thereof.

[0016] In a fifth aspect, there is provided an isolated nucleic acid molecule comprising SEQ
ID NO: 1 or SEQ ID NO: 2. ' |
[0017] In a sixth aspect, there is provided a vector comprising the isolated nucleic acid
molecule according to the fifth aspect. |
{0018] In a seventh aspect, there is provided a host cell comprising the nucleic acid molecule

according to the fifth aspect or the vector according to the sixth aspect.

- [0019] In an eighth aspect, there is provided an isolated cell line that produces the antibody

or an antigen-binding fragment thereof as described herein.

[0020] In a ninth aspect, fhere is provided a method of producing an anﬁbody or an antigen-
binding fragment thereof asv described herein, the method comprising the steps of culturing
the host cell according to the seventh aspect or the isolated cell line according to the eighth
aspect under suitable conditions and recovering the antibody or antigen-binding fragment

thereof.

-[0021] In a tenth aspect, there is provided a method of producing an antibody or an antigen-

binding fragment thereof as described herein, comprising the steps of inoculating a muramyl
peptide, or a derivative or an analog or a salt thereof, as described herein into a non-human
animal, and isolating antibodies or antigen-binding fragménts produced therefrom.

[0022] In an eleventh aspect, there is provided a composition comprising an antibody or an
antigen-binding fraginent thereof as described herein, and a pharmaceutically acceptable
carrier. '
[0023] In a twelfth aspect, there is provided a vaccine comprising a muramyl peptide, or a
derivative or an analog or a salt thereof, as described herein.

[0024] In a thirteenth aspect, there is provided an immunbconjugate comprising an antibody

or an antigen-binding fragment thereof as described ‘herein, covalently attached to: a
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cytotoxic agent selected from the group consisting of an a;itibacterial agent, a
chemotherapeutic agent, a drug moiety, an antibiotic, a radioisotope, a nucleolytic enzyme, a
lysozyme, a proteinase and a lipase; or a capture label; or a detection label selected from the
group consisting of fluorescein, rthodamine, dansyl, Lissamine, cyanine, phycoerythrin, Texas
Red, and a radionuclide detection label.

[0025] In a fourteenth aspect, there is provided a method of prophylactically or
therapeutically treating an autoimmune or inﬂammatdry disease selected from the group
consisting of sepsis, septic shock, Crohn’s disease, rheumatoid arthritis, asthma, allergy,
atopic disordefs, multiple sclerdsis, pertussis, gonorrhea, inflammatory bowel disease, and

antibiotic-associated disorder, comprising administering to a subject an isolated antibody or

an antigen-binding fragment thereof as described herein, a composition according to the

eleventh aspect, or an immunoconjugate according the thirteenth aspect.

[0026] In a fifteenth aspect, there is provided a method of prophylacticélly or therapeutically

~ treating a bacterial infection, comprising administering to a subject an isolated antibody or an

antigen-binding fragment thereof as described herein, a composition accofding to the
eleventh aspect, or an‘immunoconjugate according to the thirteenth aspect.

[0027] In a sixteenth aspect, there is provided an isolated antibody or an antigen-binding
fragment thereof as described herein, a composition according to the eleventh aspéct, Or an
immunoconjugate according to the thirteenth aspect, for use in the prophylactic or therapeutic
treatment of an autoimmune or inflammatory disease selected from the group consisting of |
sepsis, septic shock, Crohn’s disease, rheumatoid arthritis, asthma, allergy, atopic disorders,
multiple sclerosis, pertussis, gonorrhea, inflammatory bowel disease, and antibiotic-

associated disorder,

- [0028] In a seventeenth aspect, there is provided an isolated antibody or an antigen-binding

fragment thereof as described herein, a composition according to the eleventh aspect, or an
immunoconjugate according to the thirteenth aspect, for use in the prophylactic or therapeutic
treatment of a bacterial infection.

[0029] In an eighteenth aspect, there is provided use of an isolated antibody or an antigen-
binding fragment thereof as described herein, a compositioﬁ according to the eleventh aspect,
or an immunoconjugate according to the thirteenth aspect, in the manufacture of a
medicament for prophylactically or therapeutically treating an autoimmune or inflammatory

disease selected from the group consisting of sepsis, septic shock, Crohn’s disease,
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rheumatoid arthritis, asthma, allérgy, atopic disorders, multiple sclerosis, pertussis,
gonorrhea, inflammatory bowel disease, and antibiotic-related disorder.’

[0030] In a nineteenth aspect, there is provided use of an isolated antibody or an antigen-
binding frdgment thereof as described hfcreiri, a composition according to the eleventh aspect,
or an immunoconjugate according to the thirteenth aspect, in the manufacture of a
medicament for prophylactically or therapeutically treating a bacterial infection.

[0031] In a twentieth aspect, there is provided a method of detecting the presence or absence
of a muramyl peptide, or a derivative or an analog or a salt thereof, as described herein, in a
sample, the method comprising contacting the sample with an isolated antibody or an
antigen-binding fragment thereof as described herein, a composition accordihg to the
eleventh aspect, or an immunoconjugate according to the thirteenth aspect, and analyzing the
sample to determine the presence or absence of the binding product of the muramyl peptide,
or a derivative or an analog or a salt thereof, and the isolated antibody or an antigen-binding
fragment thereof as described herein. |

[0032] In a twenty-first aspect, there is provided an assay for detecting a muramyl peptide, or
a derivative or an analog or a salt thereof, as described herein, comprising exposing a sample

to an antibody or an antigen-binding fragment thereof as described herein, a composition

~according to the eleventh aspect, or an immunoconjugate according to the thirteenth aspect,

and determining the extent of binding of the antibody, or an antigen-binding fragment
thereof, the composition or the irhmunoconjugate to the sample.

[0033] In a twenty-second aspect, there is provided a kit for use in a method according to the
twentieth aspect, or in an assay according to the twenty-first aspect, compﬁsing.an isolated
antibody or an antigen-binding fragment thereof as described herein, a composition according
to the eleventh aspect, or an immunoconjugate according to the thirteenth aspect, and one or
more reagents for determining the presence or absence of the binding product of a muramyl -
peptide, or a derivative or an analog or a salt thereof, and the isolated antibody or an antigen-
binding fragment thereof as described herein. ‘ | |

[0034] In a twenty-third aspect, there is provided an antibacterial agent comprising an
isolated antibody or an antigen-binding fragment thereof as described herein, a composition

according to the eleventh aspect, or an immunoconjugate according to the thirteenth aspect.
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[OO3Sj In a twenty-fourth aspect, there is provided a hybridoma deposited as Wy-Hyb-2E7
under Accession Number No. PTA-13256 in the American Type Culture Collection (ATCC),
Manassas, VA, USA. » '

[0036] In a twenty-fifth aspect, there is provided an antibody comprising the variable heavy _
and variable light domain sequence of the antibody produced by the hybridoma deposited as
Wy-Hyb-2E7 under Accession Number No. PTA-13256 in the American Type Culture

- Collection (ATCC), Manassas, VA, USA.

BRIEF DESCRIPTION OF THE DRAWINGS

[0037] The invention will be better understood with reference to the detailed description
when éonsidered in conjunction with the non-limiting examples and the accompanying
drawings, in which:

[0038] Fig. 1 shows the determination of the Kd value of one example of an antibody as
described herein, which is the monoclonal antibody 2E7. To determine the Kd of 2E7 to N-
acetylmuramyl-L-alanyl-D-glutamine, the bottom of wells of a 96-well plate was coated with
MDP-OVA. 2-fold serial dilutions of 2E7 were added to the wells for incubation. After
washes to remove unbound Abs, an anti-mouse-IgG Ab coupled with horseradish peroxidase

(HSP) was added. After incubation, unbound secondary Ab was removed by washes and a

- chromogenic substrate of HSP was added. After reaction, the color intensity in each well was

measured using a miérotiter plate reader at 492 nm. A binding curve was generated using
CurveExpert Basic program (http://www.curveexpert.net) by fitting 2E7 concentrations and
OD492 values to the Weibull Model equation y = a ~ b*exp(-C*x~d) using CurveExpert
Basic. r: correlation coefficient; s: standard error. Coefficient data: a=2.8768241,
b=2.8055033, 0=212.44541, and d=0.8659833. Y50=1.45, X=0.00131 pg/ml. Kd=0.0131/[150
x10°] = 8.7 pM (IgG MW = 150).

[0039] Fig. 2 (A) shows a standard curve that was generafed by fitting N-acetylmuramyl-L-
alényl-D-iso glutamine concentrations and ODyg; values to the Shifted Power Fit equatioﬁ y=
a*(x-b)"c using CurveExpert Basic. The standard curve was used to determine the
peptidoglycan concentration in a sample. (B) shows a graph showing Staphylococcus aureus
and Escherichia coli growth in liquid LB medium in the presence or absence of amoxicillin.
Both bacteria were gfown to ODggp = 1.5. Each culture was divided into two, and one treated

with 40 pg/ml amoxicillin (Amx) and the other untreated. Aliquots were collected at the
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indicated times and the amdunt of MPs in the supernatant was determined by competitive
ELISA. (C) shows fluorescence microscope images of Staphylococcus aureus and
Escherichia coli after incubation with 2E7. Both Staphylococcds aureus and Escherichia coli
live cells were first- washed with phosphate buffered saline (PBS) 3 times and then incubated
with 2E7. After removing unbound antibodies by PBS washes, the cells were incubated with
a FITC-labeled anti-mouse IgG Ab before fluorescence microscopic examination. Fig. 2
demonstrates that 2E7, which is an example of the antibody of the present. disclosure,
recognizes natural peptidoglycan.

[004.0] Fig. 3 (A) shows a bar graph of the results of ELISA on the study of amoxicillin
administration into mice. Amoxicillin was administered orally to 50 mice at 12-h intervals
and three mice were sacrificed every 4 h to collect blood for peptidoglycan quantification by
ELISA. (B) shows a bar graph of the results of ELISA on blood samples from a human
patient who received multiple IV injections of Augmentin. Serial blood samples were taken. |

Time for blood draw and IV injection are indicated. Fig. 3 demonstrates that amoxicillin

causes a significant increase in blood level of MPs in mice and humans.

[0041] Fig. 4 shows the detection and quantification of PG subunits in healthy donors. Blood
was taken from seven generally healthy donors and the level of peptidoglycan in the serum

Was determined by competitive ELISA using E2F. The sex and age of the donors are shown.

DETAILED DESCRIPTION OF THE PRESENT INVENTION

-[0042] Muramyl peptides are bacterial peptidoglycan that is not known to be present in any

other organisms. Accordingly, the inventors of the present disclosure envisage that antibodies
that are directed to the various forms of muramyl peptides would be advantageous. Thus, the
present inventidn provides for an isolated antibody that is capable of binding to a muramyl
peptide. Accordingly, in a first aspect, rthere is provided an isolated antibody or an antigen-
binding fragment thereof that may be capable of binding to a muramyl peptide, or a
derivative or an analog or a salt thereof.

[0043] The term "antibody" as used herein refers to an immunoglobulin molecule, a fragrnént
of an immunoglobulin molecule, or a derivative of either thereof, which has the ability to
specifically bind to an antigen under typical physiological conditions with a half-life of

significant periods of time, such as at least about 30 minutes, at least about 45 minutes, at
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least about one hour, at least about two hours, at least about four hours, at least about 8 hours,
at least about 12 hours, about 24 hours or more, about 48 hours or more, about 3, 4, 5, 6, 7 or
more days, etc., or any other relevant functionally—deﬁﬁed period (such as a time sufficient to
induce, proinote, enhance, and/or modulate a physiological response associated with antibody
binding to the antigen and/or time sufficient for the antibody to initiate an effector activity, or
to bind to an antigen in a sainple, for example in a solution, in a cell or tissue).

[0044] An "isolated antibody," as used herein, refers to an antibody which is substantially
free  of other antibodies having different antigenic specificities (for instance an isolated
antibody that specifically binds to a murémyl peptide is Substantiaily free of antibodies that
specifically bind antigens other thén a muramyl peptide). An isolated antibody that
specifically binds to an epitope, isoform or variant of a muramyl peptide may, however, have
cross-reactivity to other related antigens, for instance from other bacterial species (such as a
muramyl peptide species homologs). Moreover, an isolated antibody may be substantially
free of other cellular material and/or éhemicals. |

[0045] In one embodiment, the antigen is a muramyi peptide. Muramyl peptide is a hallmark
of bacterial peptidoglycan that is formed by parallellarrays of long sugar chains cross-linked
by regularly spaced short peptide bridges. Accordingly, as used herein, the term “muramyl
peptide” refers to peptidoglycan fragments or subunits containing at least one muramyl
residue linked to a peptide. In one embodiment, the muramy! peptide, or a derivative or an
analog or a salt thereof, is part of a peptidoglycan or fragment thereof. Thus, in one
embodiment, the muramyl peptide may comprise muramic acid and an amino acid.

[0046] The glycan chain of peptidoglycan is composed of alternating residues of N-
acetylglucosamine and N-acetylmuramic acid linked by B-1,4-glycosidic bonds. Muramic
acid has a lactyl side chain on carbon 3 through which the glycan chains are covalently linked
to the peptides. Muramic acid residues in different bacterial species may have different side
chains at different carbon atoms. For example, many species have an N-acetyl group at
carbon 2 andv some species do not; and some species have a 1-6-anhydro linkage. Thus, in one
embodiment, fhe muramic acid of the present disclosure may comprise an N-acetyl group. In
another embodiment, the muramic.acid does not comprise an N-acetyl group.

[0047] The amino acid in the muramyl peptide of the present disclosure may include, but is
not limited to any amino acids found in bacterial peptidoglyéan. In one embodiment, the

amino acid in the muramyl peptide of the present disclosure may include proteinogenic
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amino acid and/or non-proteinogenic amino acid. In one embodiment, the proteinogenic
amino acid may include, .but is not limited to arginine, histidine, lysine, aspartic acid,
glutamic acid, serine, threonine, asparagine, glutamine, cysteine, , glycine, proline, alaniné,
valine, isoleucine, leucine, methionine, phenylalanine, tyrosine, and tryptophan; the non-
proteinogenic amino acid may include, but is not limited to homoserine, lanthionine,
ornithine, iso-glutamine, diaminobutyric acid, a-amino-n-butyric acid, norvaline, valine,
norleucine, alloisoleucine, t-leucine, a-amino-n-heptanoic acid, pipecolic acid, a,p-
diaminopropionic acid, o,y-diaminobutyric acid, allothreonine, homocysteine, f-alanine, -
amino-n-butyric acid, f-aminoisobutyric acid, y-aminobutyric acid, a-aminoisobutyric acid,
isovaline, sarcosine, N-ethyl glycine, N-isopropyl glycine, N-methyl alanine, N-ethyl alanine,
N-methyl B-alanine, N-ethyl [-alanine, isoserine, a-hydroxy-y-aminobutyric acid and
mesodiaminopimelic acid. In one embodiment, the émino acid in the muramyl peptide of the
present disclosure may include, but is not limited to alanine, isoglutamine, glutamic acid,
diaminobutyric acid, mesodiaminopimelic acid, glycine, homoserine, lanthionine, lysine,
ornithine, serine aﬁd a salt thereof. In one embodiment, the amino acid in the muramyl
peptide of the present disclosure may include, but is not limited to alanine, isoglutamine,
glutamic acid, and a salt thereof.

[0048] In one embodiment, any of the amino acids may be provided as either an L-amino
acid or a D-amino acid. As used herein, “L-amino acids” and “D-amino acids” refer to the
two isomers that can occur in every amino acid. “L-amino acids” refer to the amino acid
isomer which are manufactured in cells and incorporated into proteins. “D-amino acids”

refers to isomeric modification to the amino acid -as described herein. In one embodiment, the

~ amino acid in the muramyl peptide of the present disclosure may be provided in an L-D, L-D-

L-D, L-D-L-D-L-D, L-D-L-D-L-D-L-D, L-D-L-D-L-D-L-D-L-D, or L-D-L-D-L-D-L-D-L-
D-L-D amino acid formation.

[0049] In one embodiment, the muramyl peptide may comprise or consist of two amino acids
and may be referred to “muramyl dipeptide”. Thus, muramyl dipeptide comprises a muramic

acid and a dipeptide. The term “dipeptide” as used herein refers to a string of amino acid that

" consists of two amino acids covalently linked to one another. As used herein, the string of

amino acids covalently linked to the muramyl acid may be called peptide bridges. When the

muramyl peptide is a muramyl dipeptide, the amino acid may comprise or consist of L-
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alanine or a salt thereof, and D-isoglutamine or a salt thereof. In another embodiment, the

- amino acid may comprise or consist of L-alanine or a salt thereof, and D-glutamic acid or a

salt thereof.
[0050] In another embodiment, the muramyl peptide may comprise or consist of three amino

acids and may be referred to as “muramyl tripeptides”. In one embodiment of a muramyl

~ tripeptide, the amino acid may comprise or consist of L-alanine or a salt thereof, D-
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isoglutamine or D-glutamate or a salt thefeof, and L-lysine or mesodiaminopimelic acid or a
salt thereof. | |
(0051] In another embodiment, the muramyl peptide may comprise or consist of four amino
acids and may be referred to as “muramyl tetrapeptides™. In one embodiment, the first amino
acid of the peptide chain of a muramyl peptide may be an L-alanine. The second in the
sequence may be a D-amino acid, for example D-isoglutamine or D-glutamate. The third
arhino acid may be linked to the y-carboxyl group of the second amino acid instead of the
conventional a-carboxyl group found in proteins. Thus, the third amino acid may be an L-
diamino acid such as L-lysine or mesodiaminopimelic acid (mDAP). The fourth amino acid
may be a D-alanine. Thus, the peptide chain of the muramyl peptide of the present disclosure
may be L-D-L-D sequence, unlike the all L-amino acid sequence of proteins.

[0052] In yet another embodiment, the muramyl peptide may comprise or consist of five, six,
seven, eight, nine, ten, 11, 12, 13, 14, 15 or more amino acids. As known in the art, the
muramy] peptide may comprise or consist of a linear or a branched peptide. For example, a
tetrapeptide from parallel peptidoglycan chains may be covalently linked between the D-
alanine at the end of one peptide and the mDAP from the other peptide, which extends the
length of peptide to seven with a one-amino acid (D-ala) branch. In some embodiments, there
may be provided a 5-glycine linker joining the D-alanine and mDAP extending the length of
the peptide to 11 with a D-alanine branch. ‘ |

[0053] Advantageously, the antibody of the present disclosure may be capable of binding to
the muramyl peptide as a whole; for example, the antibodies of the present disclosure may be

capable of binding to the muramic acid, the amino acid or the dipeptide as a group.

~Additionally, in contrast to the common general knowledge of N-acetyl group of muramic

acid being an important antigenic determinant, the antibody of the present disclosure may
bind to a muramy! peptide with or without N-acetyl group. In one embodiment, the antibody

of the present disclosure may bind to a muramy! peptide and not to any of its subcomponents |



10

15

20

25

30

WO 2014/070117 PCT/SG2013/000473

12

such as alanine, glufamic acid, iso-glutamic acid, muramic acid, or N-acetyl muramic acid.
Without Wishing to be bound by theory, it is envisaged that the ability of the antibody of the
present disclosure to only bind muramyl peptides, and not to its subcomponents, provides the
antibody its high specificity for muramyl peptides and peptidoglycan. Thus, in one
embodiment, the antibody of the present disclosure may be capable of binding to the
muramyl peptide, or a derivative or an analog or a salt thereof, that includes, but is not
limited to N-acetylmuramyl-L-alanyl-D-isoglutamine, muramyl-L-alanyl-D-isoglutamine, N-
acetylmuramyl-L-alanyl-D-glutamate, muramyl-L-alanyl-D-glutamate and the like.

[0054] An example of the antibody of the present disclosure includes E27, which comprises a
heavy * chain - encoded by the = nucleotide sequence of
ATGCTGGTGGAGTCTGGGGGAGGCTTGGTGCAACCTGGAGGATCCATGAAACTCT
CCTGTATAGTCTCGGGATTTACTTTCAGTTATTATTGGATGTCTTGGGTCCGCCAGT
CTCCAGAGAAGGGGTTTGAGTGGGTTGCTGAAATCAGATTGAAATCTGAGAATTA
TGCAACAAATTATACGGAGTCTGTGAAAGGGAAGTTCA_CCATCTCAAGAGATGAT
TCCAAAAGTCGTCTCTACCTGCAAATGAACAGCTTAGGAGCTGAGGACACTGGAA
TTTATTACTGTCTAACTGGTTATGCCTGGTTTGCTTATTGGGGCCAAGGGACTCTAG
TCACTGTCTCTGCAGCCAAAACGACACCCCCATCTGTCTATCCACTGGCCCCTGGA
TCTGCTGCCCAAACTAACTCCATGGTGACCCTGGGATGCCTGGTCAAGGGCTATTT
CCCTGAGCCAGTGACAGTGACCTGGAACTCTGGATCCCTGTCCAGCGGTGTGCAC
ACCTTCCCAGCTGTCCTGCAGTCTGACCTCTACACTCTGAGCAGCTCAGTGACTGT
CCCCTCCAGCACCTGGCCCAGCGAGACCGTCACCTGCAACGTTGCCCACCCGGCC
AGCAGCACCAAG (SEQ ID NO: 1).

[0055] In one embodiment, the isolated antibody or an antigen-binding fragment may
comprise or consist of a light chain encoded by the nucleotide sequence of
GACGTCCAGATGATCCAGTCTCCAAAGCGCCTAATCTATCTGGTGTCTAAACTGGA
CTCTGGAGTCCCTGACAGGTTCACTGGCAGTGGATCAGGAACAGATTTTACACTG
AAAATCAGCAGAGTGGAGGCTGAGGATTTGGGAGTTTATTACTGCGTGCAACATA
CACATTTTCCCACGTTCGGAGGGGGGACCAAGCTGGAAATAAAACGGGCTGATGC
TGCACCAACTGTATCCATCTTCCCACCATCCAGTGAGCAGTTAACATCTGGAGGTG
CCTCAGTCGTGTGCTTCTTGAACAACTTCTACCCCAAAGACATCAATGTCAAGTGG

AAGATTGATGGCAGTGAACGACAAAATGGCGTCCTGAACAGTTGGACTGATCAGG
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ACAGCAAAGACAGCACCTACAGCATGAGCAGCACCCTCACGTTGACCAAGGACG
AGTATGAACGACATAACAGCTATACCTGTGAGGCCACTCACAAGACATCAACTTC
ACCCATTGTCAAGAGCTTCAACAGGAATGAGTGT (SEQ ID NO: 2).

[0056] In one embodiﬁent, the isolated antibody .or an antigen-binding fragment thereof may
comprise or consist of d heavy chain encoded by the nucleotide sequence of SEQ ID NO: 1
and a light chain encoded by the nucleotide sequence of SEQ ID NO: 2.

[0057] In one embodiment, the isolated antibody br an antigen-binding fragment thereof may

comprise or consist of a heavy chain variable domain comprising the amino acid sequence as

set - forth in

MLVESGGGLVQPGGSMKLSCIVSGFTFSYYWMSWVRQSPEKGFEWVAEIRLKSENYA
TNYTESVKGKFTISRDDSKSRLYLOMNSLGAEDTGIYYCLTGYAWFAYWGQGTLVTV
SAAKTTPPSVYPLAPGSAAQTNSMVTLGCLVKGYFPEPVIVTWNSGSLSSGVHTFPA
VLQSDLYTLSSSVTVPSSTWPSETVTCNVAHPASSTK (SEQ ID NO: 3), or a variant
thereof. The variant may comprise an amino acid sequence having at least 70%, at least 75%,
at least ‘80%, at least 85%, at least 90%, at least 95%, at least 96%, at least 97%, at least 98%,
or at least 99% identity with the amino acid sequence as set forth in SEQ ID NO: 3, whilst
still retaining at least a substantial proportion (at least about 50%, 60%, 70%, 80%, 90%,
95% or more) of the affinity/avidity and/or the specificity/selectivity of the parent antibody
and in some cases such an antibody may be associated with greater affinity, selectivity and/or
specificity than the parent antibody. | |

[0058] In one embodiment, the isolated antibody or an antigen-binding fragment thereof may
comprise or consist of a light chain variable domain comprising the amino acid sequence as
set , forth in
DVQMIQSPKRLIYLVSKLDSGVPDRFTGSGSGTDFTLKISRVEAEDLGVYYCVQHTHF
PTFGGGTKLEIKRADAAPTVSIFPPSSEQLTSGGASVVCFLNNFYPKDINVKWKIDGSE
RQNGVLNSWTDQDSKDSTYSMSSTLTLTKDEYERHNSYTCEATHKTSTSPIVKSFNR
NEC (SEQ ID NO: 4), or a variant thereof. The variant may comprise an amino acid

- sequence having at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least

95%, at least 96%, at least 97%, at least 98%, or at least 99% identity with the amino acid
sequence as set forth in SEQ ID NO: 4, whilst still retaining at least a substantial proportion
(at least about 50%, 60%, 70%, 80%, 90%, 95% or more) of the affinity/avidity and/or the
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specificity/selectivity of the parent antibody and in some cases such an antibody may be
associated with greater affinity, selectivity and/or speciﬁcity than the parent antibody.

[0059] In one embodiment, the isolated antibokdy or an antigen-binding fragment thereof as

- described herein, may comprise or consist of a heavy chain variable domain comprising the

amino acid sequence as set forth in SEQ ID NO: 3, or a variant thereof, and a light chain
variable domain corﬁpﬁsing the amino acid sequence as set forth in SEQ ID NO: 4, ora
variant thereof. The variant may compris_e an amino acid sequence having at leaét 70%, at

least 75%, at least 80%, at least 85%, at least 90%, at léast 95%, at least 96%, at least 97%, at 7
least 98%, or at least 99% identity with the amino acid sequence as set forth in SEQ D NO: 3

or SEQ ID NO: 4, whilst still retaining at least a substantial proportion (at least about 50%,

60%, 70%, 80%, 90%, 95% or more) of the affinity/avidity and/or the specificity/selectivity

of the parent antibody and in some cases such an antibody may be associated with greater

affinity, selectivity and/or s?eciﬁcity than the parent antibody.

[0060] "Sequence Identity" as used herein refers to a relationship between two or more

polypeptide sequences or two or more polynucleotide sequences, namely a reference

sequence and a given sequence to. be compared with the reference sequence. Sequence
identity is determined by comparing the given sequence to thé reference sequence after the
sequences have been optimally aligned to produce the highest degree of sequence similarity,
as determined by the match between strings of such sequences. Upon such alignment,
sequence identity is ascertained on a position-by-position basis, e.g., the sequences are

"identical" at a particular position if at that position, the nucleotides or amino acid residues

~ are identical. The total number of such position identities is then divided by the total number

of nucleotides or residues in the reference sequence to give % sequence identity. Sequence
identity can be readily calculated by known methods. Methods to determine sequence identity
are codified in publicly available computer programs that determine sequence identity

between given sequences. Examples of such programs include, but are not limited to,

_ BLASTP, BLASTN and FASTA. The BLASTX program is publicly available from NCBI and

other sources. These programs optimally align sequences using default gap weights in order
to produce the highest level of sequence identity between the given and reference sequences.
[0061] The term antibody also includes polyclonal antibodies, monoclonal antibodies

(mAbs), antibody-like polypeptides, such as chimeric antibodies and humanized antibodies,
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and antibody fragments retaining the ability to specifically bind to the antigen (antigen-
binding fragments).- Accordingly, in one embodiment, the isolated antibody or an antigen-
binding fragment thereof of the present disclosure may be selected from the group éonsisting
of a humanized antibody and a chimeric antibody. ' _ |

[0062] The term "monoclonfal antibody" as used herein refers to a preparation of antibody
molecules .of single molecular coinposition. A monoclonal antibody composition displays a-
single binding specificity and affinity for a particular epitope. The monoclonal antibodies
may be generated by a hybridoma which includes a B cell obtained from a transgenic ‘
nonhuman animal, such as a transgenic mouse, having a genome comprising a heavy chain

transgene and a light chain transgene which encodes the antibody of the present disclosure,

fused to an immortalized cell. Thus, in one embodiment, the isolated antibody or an antigen-

binding fragment thereof may be a monoclonal antibody.

[0063] An antibody of the present disclosure may possess any isotype. Accordingly, in one
embodiment, the isolated antibody may be of isotype IgGl, 1gG2, 1gG3, 1gG4, 1gD, IgA, IgE,
or IgM. In yet another embodiment, the isolated antibody or.an antigen-binding fragment
thereof may be a monoclonal antibody and may be of the subtype IgG1.

[0064] An antibody of the present disclosure may also include fragments of an antibody that
retain the ability to specifically bind to the antigen. It has been shown that the antigen-
binding function of an antibody may be performed by. fragments of a full-length antibody.
Examples-of binding fragments encompassed within the term "antibody" include (i) a Fab' or
Fab fragment, a monovalent fragment consisting of the Vi, Vg, Cr and Cyl domains, or a
monovalent antibody; (ii) F(ab"), fragments, bivalent fragments comprising two Fab
ffagments linked by a disulfide bridge at the hinge region; (iii) a Fd fragment consiéting
esséntially of the Vu and Cyl domains; (iv) a Fv fragment consisting essentially of the Vi
and Vg domains of a single arm of an antibody, (v) a dAb fragment, which consists
essentially of a Vi domain and also called domain antibodies; (vi) camelid or nanobodies and
(vii) an isolated complementarity determining region (CDR). Accordingly, in one
embodiment, the antigen-binding fragment may be selected from the group consisting of Fab,
Fab’, (Fab’),, Fv, sFV, and scFv.

[0065] Advantageously, the antibody or antigen-binding fragment may bind to the muramyl
peptide, or a derivative or an analog or a salt thereof, with a Kd value significantly less than

values known in the art. As used herein, the term "Kd" (M) refers to the dissociation
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equilibrium éonstant of a particular antibody-antigen interaction. In one embodiment, the Kd
may be selected from the group consisting of less than about 1 nM, less than about 900 PM,
less than about 800 pM, less than about 700 pM, less than about 600 pM, lesé than about 500
pM, less than about 400 pM, less than about 300 pM, less than about 200 pM, less than about
100 pM, less than about 90 pM, less than about 80 PM, less than about 70 pM, less than about
60 pM, less than about 50 pM, less than about 40 pM, less than about 30 pM, less than about
20 pM, and less than about 10 pM. For example, 2E7 mAb, which is one example of the
antibody of the present disclosure, has been shown to have picomolar affinity. This is in |
contrast to other monoclonal antibody known in the art (i-e. mAb2-4), wherein inhibition
assays using mAb2-4 showed that 50% inhibition of mAb2-4 binding to peptidoglycan by N-
acetylmuramyl-L-alanyl-D-isoglutamine occurred only a_t‘ concentrations higher than 1
mg/ml. Thus, the antibody of thé preseﬁt disclosure advantageously has higher binding
affinity as compared to other known monoclonal antibody. |
[0066] In a second aspect, there is provided an isolated antibody or an antigen-binding
frégmént thereof comprising or consisting of a heavy chain variable domain comprising the
amino acid sequence as set forth in SEQ ID NO: 3, or a variant thereof. The variant may
comprise an amino acid sequence having at least 70%, at least 75%, at least 80%, at least
85%, at least 90%, at least 95%, at least 96%, at least 97%, at least 98%, or at least 99%
identity with the amino acid sequence as set forth in SEQ ID NO: 3, whilst still retaining at
least a substantial proportion (at least about 50%, 60%, 70%, 80%, 90%, 95% or more) of the

affinity/avidity and/or the specificity/selectivity of the parent antibody and in some cases

~ such an antibody may be associated with greater affinity, selectivity and/or specificity than

the parent antibody.

[0067] In a third aspect, there is providéd an isolated antibody or an antigen-binding
fragment thereof comprising or consisting of a iight chain variable domain comprising the
amino acid sequence as set forth in SEQ ID NO: 4, or a variant thereof. The variant may
comprise an amino acid sequence having at least 70%, at least 75%, at least 80%, at least
85%, at least 90%, at least 95%, at least 96%, at least 97%, at least 98%, or at least 99%
identity with the amino acid sequence as set forth in SEQ ID NO: 4, whilst still retaining at
least a substantial proportion (at least about 50%, 60%, 70%, 80%, 90%, 95% or more) of the

affinity/avidity and/or the specificity/selectivity of the parent antibody and in some cases
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such an antibody may be associated with greater affinity, selectivity and/or specificity than

the parent antibody.

[0068] In a fourth aspect, there is provided an isolated antibody or an antigen-binding

- fragment thereof comprising or consisting of a heavy chain variable domain comprising the

amino acid sequence as set forth in SEQ ID NO: 3, or a variant thereof, and a light chain
variable dornéin compri.sin.g the amino acid sequence as set forth in SEQ ID-NO: 4, 0ra
variant thereof. The variant may comprise an amino acid sequence haviﬁg at least 70%, at
least 75%,; at least 80%, at least 85%, at least 90%, at least 95%, at least 96%, at least 97%, at
least 98%, or at least 99% identity with the amino acid sequence as set forth in SEQ ID NO: 3
or SEQ ID NO: 4, whilst still retaining at least a substantial proportion (at least about 50%,
60%, 70%, 80%, 90%, 95% or more) of the affinity/avidity and/or the specificity/selectivity
of the pareht antibody and in some cases such an antibody may be associated with greater
affinity, selectivity and/or specificity than the parent antibody. |

[0069] Also disclosed are nucleic acid molecules such as DNA sequences, encoding heavy
and light chains of an antibody of the présent disclosure. Thus, in a fifth aspect, thefe is
provided an isolated nucleic acid molecule that may comprise or consist of SEQ ID NO: 1 or
SEQ ID NO: 2. | |

[0070] In a sixth aspect, there is provided a vector comprising the isolated nucleic acid
molecule according to the fifth aspect. As used herein the term “vector” may be
interchangeably used with “an expression vector”, or “a set of expression vectors”, encoding
an antibody of the present disclosure. The heavy and light chain of the‘antibody may be
encoded by the same vector or by different vector. Sﬁch expression vectors may be used for
recombinant production of antibodies of the present disclosure. In one embodiment, the
expression vector may comprise a nucleotide sequence encoding one or more of the amino
acid sequences inciuding, but is not limited to SEQ ID NO: 3 and SEQ ID NO: 4. An
expression vector in the context of the present disclosure may be any suitable vector,
including chromosomal, non-chromosomal, and synthetic nucleic acid vectors (a nucleic acid
sequence comprising a suitable set of expression control elements). Examples of such vectors
include derivatives of SV40, bacterial plasmids, phage DNA, baculovirus, yeast plasmids,
vectors derived from combinations of plasmids and phage DNA, and viral nucleic acid (RNA

or DNA) Vectors.
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[0071] In a seventh éspect, there is provided a host cell comprising the nucleic acid molécule
according to the fifth aspect or the vector according to the sixth aspect. The term "host cell”
(or "recombinant host cell"), as used herein, refers to a cell into which an expression vector
has been introduced, e.g. an expression vector encoding an antibody as described herein.
Recombinant host cells may include, but is not limited to transfectomas, such as CHO
(Chinese Hamster Ovary) cellé, HEK293 (Human Embryonic Kidney 293 cell line) cells,
NSO (murine myeloma cell line) cells, Per.C6 (human embryonic retinal cell line) cells and
BHK (baby hamster kidney) cells and lymphocytic cells.

[0072] In an eighth aspect, there is provided an isolated cell line that produces the antibody
or an antigen-binding fragment thereof as described herein. In one embodiment, the isolated
cell line is an immortal cell line, such as a hybridoma.

[0073] In a ninth aspect, there is provided a method of producing an antibody or an antigen-
binding fragment thereof as described herein, comprising the steps of culturing the host cell
according to the seventh aspect or the isolated cell line according to the eighth aspect under
suitable conditions and recovering the antibody or antigen-binding fragment thereof.

[0074] In a tenth aspect, there is provided a method of producing an antibody or an antigen-
binding fragment thereof as described herein comprising the steps of inoculating a muramyl
peptide, or a derivative or an analog or a salt thereof, as described herein into a non-human
animal, and isolating antibodies or antigen-binding fragments produced therefrom. In one
embodiment, the muramyl peptide, or a derivative or an analo g or a salt thereof, may include,
but is not limited to NQacetylmuramyl-L-alanyl-D-isoglutamine, rhuramyl-L-alanyl-D-
isoglutamine, N-acetylmuramyl-L-alanyl-D-glutamate, muramyl-L-alanyl-D-glutamate and
the like. The non-human animal may include mouse, rabbit, guinea pig, rat, monkey and
other suitable animals. In one embodiment, the antibody may be generated by generating the
antibody in a transgenic non-human animal. The term "transgenic non-human animal” refers
to a non-human animal having a genome comprising one or more human heavy and/or Iight
chain transgenes or transchromosomes (either integrated or non-integrated into the animal's
natural genomic DNA) and which is capable of expressing fully the antibody of the present
disclosure. For example, a transgenic mouse can have a light chain transgene and either a

heavy chain transgene' or heavy chain transchromosome, such that the mouse produces anti-
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muramyl peptides antibody as described herein when immunized with muramyl peptides as
described herein and/or cells expressing muramyl peptides.

[0075] With increased specificity and affinity, the antibody of the present disclosure may be -
used as research tools for detection, quanti_ﬁcatioh and neutralization of muramyl peptide in
biological samples. Additionally, recent scientific advances linking muramyI peptide to
diverse human diseases and the rapid expanding research activities in the area of microbiota
and human diseases are creating a high demand for such antibodies. Thus, in an eleventh
aspect, there is provided ‘a composition comprising an antibody or an antigen-binding
fragment thereof as described herein, and a pharmaceutically acceptable carrier. In one
embodiment, the composition may further comprise one or more therapeutic agents. In one
embodiment, the. therapeuﬁc agent may include, but is not limited to an antimicrobial agent or
aﬁ antibiotic such as antibacterial agent, antiviral agent and anti-fungal agent, an
antineoplastic agent such as a chemotherapeutic agent, a radioisotope, a drug moiety, a
nucleolytic enzyme, a 1ysozyme; a proteinase, a lipase and an immunosuppressant. In one
embodiment, the thefapeutic agent may be administered separately or together with the
antibody of the present disclosure. |

[0076] In a twelfth aspect, there is provided a vaccine combrising a muramyl peptide, or a

derivative or an analog or a salt thereof, as described herein.

[0077] The antibody of the present disclosure may also be used as a ‘warhead’ to specifically

deliver other antibacterial agents to bacterial cells to effect targeted killing of pathogens. For
example, in a thirteenth aspect there is provided an immunoconjugate coniprising an antibody
or an antigen-binding fragment thereof as described herein. The immunoconjugate may be
covalently attached to: a cytotoxic agent including, but is not limited to antibacterial agent, a
chemotherapeutic agent, a drug moiety, an antibiotic, a radioisotope, a nucleolytic enzyme, a
lysozyme, a proteinase and a lipase; or a ‘capture label; or a detection label including, but is.
not limited to ﬂuorescein, rhodamine, dansyl, Lissamine, cyanine, phycoerythrin, TeXas'Red,
and a radionuclide detection label. |

[0078] As the binding of the antibody of the present disclosure to muramyl peptide block the
biological activities of muramyl peptide (for example activation of proinflammatory
responses), the antibody of the present disclosure may be developed into therapeutic agents
for prevention and treatment of relevant diseases. Accordingly, in a fourteenth aspect, there is

provided a method of prophylactically or therapeutically treating an autoimmune or
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inflammatory disease selected from the group consisting of sepsis, septic shock, Crohn’s
disease, theumatoid arthritis, asthma, allergy, atopic disorders, multiple sclerosis, pertussis,

gonorrhea, inflammatory bowel disease, and antibiotic-associated disorder. The method may

‘comprise administering to a subject an isolated antibody or an antigen-binding fragment

thereof as described herein, a composition according to the eleventh aspect, or an
immunoconjugate according the thirteenth aspect.
[0079] Advantageously, as the antibody as described herein binds to a common structural

motif in peptidoglycan, which is a universal component in bacteria, it is envisaged that the

| antibody as described herein may be used to develop broad-spectrum “anti-bacterial agents.

Without wishing to be bound by theory, the antibody of the present disclosure may bind to the
surface of bacteria cells and contributes to immunity in three ways: antibody cdating of
bacterial cells prevenfs pathogens from entering or. dainaging host cells, stimulates removal
of pathogens by macrophages and other immune cells, and triggers destruction of pathogens
by stimulating other immune responses such as the complement pathway. Many conventional
antibiotics have become obsolete, because the pathogens have developed resistance via
various mechanisms including nf‘xutativonal changes of the drug target. The core structure of

peptidoglycan, target of the antibody of the present disclosure, has not changed through

- billions of years of evolution, and is not expected to change to develop resistance to the

antibody. Accordingly, in a fifteenth aspect there is provided a method of prophylactically or

~ therapeutically treating a bacterial infection. The method may comprise administering to a

subject an isolated antibody or an antigen-binding ffagment thereof as described herein, a
composition according to the eleventh aspect, or an immunoconjugate according to the
thirteenth aspect. ‘

[0080] In a‘ sixteenth aspect, there is provided an isolated antibody or an antigen-binding
fragment thereof as described herein, a composition according to the eleventh aspect, or an
immunoconjugate according to the thirteenth aspect, for use in the prophylactic or therapeutic
treatment of an autoimmune or inflammatory disease selected from the group consisting of
sepsis, septic shock, Crohn’s disease, rheumatoid arthritis, asthma, allergy, atopic disorders,
multiple ' sclerosis, pertussis, gonorrhea, inflammatory bowel disease, and antibiotic-

associated.disorder.
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[0081] In a seventeenth aspect, there is provided an isolated antibody or an antigen-binding
fragment thereof as described herein, a composition according to the eleventh aspect, or an

immunoconjugate according to the thirteenth aspect, for use in the prophylactic or therapeutic

‘treatment of a bacterial infection.-

[0082] In an eighteenth aspect, there is provided use of an isolated antibody or an antigen-
binding fragment thereof as described herein, a composition according to the eleventh aspect,

or an immunoconjugate according to the thirteenth aspect, in the manufacture of a

medicament for prophylactically or therapeutically treating an autoimmune or inflammatory

disease selected from the group consisting of sepsis, septic shock, Crohn’s disease,
rheumatoid arthritis, asthma, allérgy, atopic disorders, mﬁltiple sclerosis, pertussis,
gonorrhea, inflammatory bowel disease, and antibiotic-related disorder.

[0083] In a»pineteenth aspect, there is provided use of an isolated antibody or an antigen-
binding fragr;iéﬁt thereof as described herein, a composition according to the eleventh aspect,
or an immunoéonjugate according to the thirteenth aspect, in the manufacture of a
medicament for prophylactically or therapeutically treating a bacterial infection.

[0084] Bacterial infections as disclosed herein may include any infections caused by any
bacteria. In one embodiment, the bacterial infection may include, but is not limited to a
Gram-positive bacterial infection and a Gram-negative bacterial-infection. For example, the
bacteria may be of a genus including, but not limited to Acetobactér, Acinetobactér,
Actinomyces, Agrobacterium spp., Azorhizobium, Azotobacter, Anaplasma spp., Bacillus
spp., Bacteroides spp., Bartonella spp., Bordetella spp., Borrelia, Brucella spp., Burkholderia
épp., Calymmatobacterium, Campylobacfer, Chlamydia spp.,  Chlamydophila spp.,
Clostridiurﬁ spp., Corynebacterium spp., Cdxiella, Ehrlichia, Enterobacter, Enterococcus
spp., Escherichia, Francisella, Fusobacterium, Gardnerella, Haemophilus Spp-» Helicob‘acter,
Klebsieila, Lactobacillus spp., Lactococcus, Legionella, Listeria, Methanobacterium
extroquens, Microbacterium multiforme, Micrococcus luteus, Moraxella catarrhalis,
Mycobacterium spp., Mycoplasma spp., Neisseria spp., Pasteurella spp., Peptostreptococcus,
Porphyromonas, Pseudomonas, Rhizobium, Rickettsia spp., Rochalimaea spp., Rothia,
Salmonella spp., Serratia, Shigella, Staphylococcus spp., Stenotrophomonas, Streptococcus
spp., Treponema spp., Vibrio spp., Wolbachia, and Yersinia spp. In one éxample, the bacterial
infection may be caused by bacteria including, but are not limited to Acetobacter aurantius,

Acinetobacter baumannii, Actinomyces Israelii, Agrobacterium radiobacter, Agrobacterium
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tumefaciens, Azorhizobium caulinodans, Azotobacter vinelandii, Anaplasma
phagocytophilum, Anaplasma marginale, Bacillus anthracis, Bacillus brevis, Bacillus cereus,
Bacillus fusiformis, Bacillus licheniformis, Bacillus megaterium, Bacillus mycoides, Bacillus
stearothermophilus, Bacillus subtili&, Bacteroides  fragilis, Bacteroides gingivalis,
Bacteroides melaminogenicus (Prevotella melaminogenica), Bartonella henselae, Bartonella
quintana, Bordetella bronchiseptica, Bordetella pertussis, Borrelia burgdorferi, Brucella
abortus, Brucella melitensis, Brucella suis, Burkholderia mallei, Burkholderia pseudomallei,
Burkholderia - cepacia  complex, Burkholderia cenocepacia, Calymmatobacterium
granulomatis, Campylobacter coli, Campylobacter fetus, Campylobacter jejuni,
Campylobacter pylori, Chlamydia trc'zchomatis,‘ Chlamydophila. (such as C. pneumoniae,
Chlamydophila  psittaci, Clostridium  botulinum,  Clostridium  difficile, ~Clostridium
perfringens, Clostridium tetani), Corynebacterium diphtheriae, Corynebacterium fusiforme,
Coxiella bumetii, Ehrlichia chaffeensis, Enterobacter cloacae, Enterococcus avium,
Enterococcus durans, Enterococcus faecalis, Enterococcus faecium, Enterococcus
galllinarum,  Enterococcus maloratus, Escherichia coli, Francisella  tularensis,
Fusobacterium nucleatum, Gardnerella vaginalis, Haemophilus ducreyi, Haemophilus
influenzae, Haemophilus parainfluenzae, Haemophilus pertussis, Haemophilus vaginalis,
Helicobacter pylori, Klebsiella pneumoniae, Lactobacillus acidophilus, Lactobacillus casei,
Lactococcus lactis, Legionella pneumophila, Listeria monocytogenes, Methanobacterium
extroquens, Microbacterium multiforme, Micrococcus luteus, Moraxella catarrhalis,
Mpycobacterium avium, Mpycobacterium bovis, Mycobacterium diphtheriae, Mycobacterium
intracellitlare, Mycobacterium leprae, Mycobacterium lepraemurium, Mycobacterium phlei,
Mycobacterium smegmatis, Mycobacterium tuberculosis, Mycoplasma fermentans,
Mycoplasma genitalium, Mycoplasma hominis, Mycoplasma penetrans, Mycoplasma
pneumoniae, Neisseria gonorrhoeae, Neisseria meningitidis, Pasteurella multocida,
Pasteurella  tularensis Peptostreptococcus, Porphyromonas gingivalis, Pseudomonas
aeruginosa, Rhizobium Radiobacter, Rickettsia prowazekii, Rickettsia psittaci, Rickettsia
quintana, Rickettsia rickettsii, Rickettsia trachomae, Rochalimaea henselae, Rochalimaea
quintana, Rothia dentocariosa, Salmonella enteritidis, Salmonella typhi, Salmonella
typhimurium, Serratia marcescens, Shigella dysenteriae, | Staphylococcus - aureus,

Staphylococcus  epidermidis, Stenotrophomonas maltophilia, Streptococcus agalactiae,
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Streptococcus. avium, Streptococcus bovis, Streptococcus cricetus, Streptococcus faceium,
Streptococcus faecalis, Streptococcus ferus, Streptococcus gallinarum, Streptococcus lactis,
Streptococcus mitior, Streptococcus mitis, Streptococcus mutans, Streptococcus oralis,
Streptoéoccus pneumoniae, Streptococcus pyogenes, Streptococcus rattus, Stl’eptocbccus
salivarius, Streptococcus sanguis, Streptococcus sobrinu&, Treponema pallidum, Trepoﬁema
denticola, Vibrio cholerae, Vibrio comma, Vibrio parahaemolyticus, -Vibrio vulnificus,
Wolbachia, Yersinia enterocolitica, Yersinia pestis and Yersinia pseudotuberculosis. In one

embodimént, the Gram-negative bacterial infection may be an Escherichia coli infection. In

" another embodiment, the Gram-positive bacterial infection may be a Staphylococcus aureus

infection.

[0085] The compositions as described herein may be administered in a number of ways
depending upon whether local or systemic treatment is desired. Administration may be
topical, pulmonary (e.g.; by inhalation or insufflation of powders or aerosols, including by
nebulizer; intratraéheal, intranasal, epiderrhal -and transdermal) or systemic such as oral,
and/or pafenteral. Parenteral administration includes intravenous, ihtraarterial, subcutaneous,
intraperitoneal or intramuscular injection or infusion; or intracranial, e.g., intrathecal or
intraventricular, administration. In one example, the route of administration may be selected
from the group consisting of systemic édministration,- oral administration, intravenous
administration and parenteral administration |

[0086] Compositions and formulations for oral administration include powders or granules,
suspensions or solutions in water or non-aqueous media, capsules, sachets or tablets.
Thickeners, flavoring agents, diluents, emulsifiers, dispersing aids or binders may be
desirable. |

[0087] Compositions and formulations for parenteral,v intrathecal or intraventricular
administration may include sterile aqueous solutions that may also contain buffers, diluents
and other suitable additives such as, but not limited to, penetration enhancers, carrier
compounds and other pharmaceutically acceptable carriers or excipients.

[0088] Compositions as described herein include, but are not limited to, solutions, emulsions,
and liposome-containing formulations. These compositions may be generated from a variety
of components that include, but are not limited to, preformed liquids, self-emulsifying solids

and self-emulsifying semisolids.
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[0089] The formulations as described herein, which may conveniently be presented in unit
dosage form, may be prepared according to conventional techniques well known in the
pharmaceutical industry. Such teéhniques include the step of bringing into association the
active ingredients with the pharmaceutical carrier(s) or excipient(s). In general the
formulations are prepared by uniformly and intimately bringing into association the active
ingredients with liquid carriers or finely divided solid carriers or both, and then, if necessary,
shaping the product.

[0090] The compositions as described herein may be formulated into any of many possible
dosage forms including, but not limited to tablets, capsules, liquid syrups, soft gels,
suppositories; and enemas. The compositions as described herein may also be formulated as |
suspensions in aqueous, non-aqueous or mixed media. Aqueous suspensions may further
contain substances that increase the viscosity of the suspension including, for example,
sodium carboxymethyl cellulose, sorbitol and/or dextran. The suspension may also contain
stabilizers. |

[0091] In one embodiment, the pharmaceutical compositions may be formulated and used as
foams. Pharmaceutical foams ihclude formulations such as, but not limited to, emulsions,
microemulsions, creams, jellies and liposomes. While basically similar in nature .these
formulations vary in the components and the consistency of the final product.

[0092] The compositions as described herein may additionally contain other adjunct
components conventionally found in pharmaceutical compositions. Thus, for exémple, the
compositions may contain additional, compatible, pharmaceutically-active materials such as,
for example, antipruritics, astringents, local anesthetics or anti-inflammatory agents, or may
contain additional materials useful in physically formulating various dosage forms of the
compositions of the present invention, such as dyes, flavoring agents, preservativés,
antioxidants, opacifiers, thickening agents and stabilizers. However, such materials, when
added, should not unduly interfere with the biological activities of the components of the
compositions of the present disclosure. The formulations can be sterilized and, if desired,
mixed with auxiliary agents, e.g., lubricants, preservatives, stabilizers, wetting agents,

emulsifiers, salts for influencing osmotic pressure, buffers, colorings, flavorings and/or

~aromatic substances and the like which do not deleteriously interact with the antibody(s) of -

the formulation.
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[0093] The composition as used herein may be provided in a therapeutically effective
amount. The term “therapeutically effective amount” as used herein includes within its
meaning a sufficient but non-toxic amount of the compound as described herein to provide
the desired therapeutic effect. The exact amount required will vary from subject to subject
depending on factors such as the species being treated, the age and general conditioh of the
subject, the severity of the condition being treated, the particular agent being administered,
the mode of administration, and so forth. Thus, it is not possible to specify an exact
“effective amount”. However, for any given case, an appropriate “effective amount” may be
determined by one of ordinary skill in the art using only routine experimentation.

[0094] Dosing is dependent on severity and responsiveness of the disease state to be treated,
with the course of treatment lasting from several days to several months, or until a cure is
effected or a diminution of the disease state is achieved. Optimal dosing schédules can be
calculated from measurements of drug accumulation in the body of the patient. The
administering physician can easily determine optimum dosages, dosing methodologies and
repetition rates. Optimum dosages may vary depending on the relative potency of the
composition, and can generally be estimated based on ECsgs found to be effective in in vitro
and in vivo animal models or based on the examples described herein. In general, dosage is
from 0.01 pg to 100 g/kg of body weight, and may be given once or more times daily,
weekly, monthly or yearly. The treating physician can estimate repetition rates for dosing
based on measured residence times and concentrations of the drug in bodily fluids or tissues.
Following successful treatment, it inay be desirable to have the subject undergo maintenance
therapy to prevent the recurrence of the disease state, wherein the composition is
administered in maintenance doses, ranging from 0.01 pg to 100 g/kg of body weight, once or

more times daily, to once every 2 years.

| [0095] In one example, the compound may be administered in an amount of between any one

of about 0.01 pg, 0.05 pg, 0.1 pg, 0.5 pug, 1 ug, 5 pg, 10 pg, 20 pg, 30 pg, 40 pg, 50 g, 60

pg, 70 pg, 80 pg, 90 pg, 100 pg, 110 pg, 120 ug, 130 pg, 140 pg, 150 pg, 160 pg, 170 pg,

180 pg, 190 pg, 200 pg, 210 pg, 220 pg, 230 pg, 240 pg, 250 pg, 260 ug, 270 pg, 280 pg,
290 pg, 500 pg, 1 mg, 1.5 mg, 2 mg, 2.5 mg, 3 mg, 3.5 mg, 4 mg, 5 mg, 10 mg, 15 mg, 20

‘mg, 25 mg, 30 mg, 35 mg, 40 mg, 45 mg, 50 mg, 75 mg, 100 mg, 125 mg, 150 mg, 175 mg,

200 mg, 225 mg, 250 mg to any one of about 0.01 pg, 0.05 pg, 0.1 pg, 0.5 pg, 1 pg, 5 pg, 10
ug, 20 pg, 30 pg, 40 pg, 50 pg, 60 pg, 70 pg, 80 ng, 90 pg, 100 pg, 110 pg, 120 pg, 130 pg,
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140 pg, 150 pg, 160 ng, 170 pg, 180 pg, 190 pg, 200 pg, 210 pg, 220 ng, 230 pg, 240 pg,
250 pg, 260 ug, 270 pg, 280 pg, 290 pg, 500 pg, 1 mg, 1.5 mg, 2 mg, 2.5 mg, 3 mg, 3.5 mg,
4 mg, 5 mg, 10 mg, 15 mg, 20 mg, 25 mg, 30 mg, 35 mg, 40 mg, 45 mg, 50 mg, 75 mg,. 100
mg, 125 mg, 150 mg, 175 mg, 200 mg, 225 mg, 250 mg, 300 mg per kg of body weight of
the subject.

[0096] In one éxample, the concentration of the administered compound is about 1 to about
100 mg/Kg of body weight of the subject, about 5 to about 100 mg/Kg of body weight of the
subject, about 10 to about 100 mg/Kg of body weight of the subject, about 20 to about 100
mg/Kg of body weight of the subject, about 30 to about 100 mg/Kg of body weight of the
subject, about 1 to about 50 mg/Kg of body weight of the subject, about 5 to about 50 mg/Kg
of body weight of the subject and about 10 to about 50 mg/Kg of body weight of the subject.
[0097] As ﬁsed herein, the term "about", in the context of amounts or concentrations of ‘
components of the formulations, typically means. +/- 5% of the stated value, more typically
+/- 4% of the stated value, more typically +/- 3% of the stated value, more typically, +/- 2%

of the stated value, even more typically +/- 1% of the stated value, and even more typically

+/- 0.5% of the stated value.

[0098] In one embodiment, the subject may be an animal, mammal, human, including, '
without limitation, animals classed as bovine, porcine, equine, canine, lupine, feline, murine,
ovine, avian, piscine, caprine, corvine, acrine, or delphihe. In one embodiment, the subject
may be a human. '

[0099] As muramyl peptides have been linked to many diseases, abnormally high levels of .
these molecules in the human body may predispose a person to certain diseases. The antibody
of the present disclosure may provide a powerful tool for establishment of correlations
between levels of muramyl peptide in the human body and diseases. Once sﬁch correlations
are established, diagnostic tools using the antibody of the present disclosure can be developed
for relevant diseases. Simple tests of muramyl peptide levels in samples may be incorporated
into routine medical examinations for assessment of risks of people developing certain
diseases. Thus, in a twentieth aspect, there is provided a method of detecting the presence or
absence of a muramyl peptide, or a derivative or an analog or a salt thereof, as described
herein, in a sample. The method may comprise contacting the sample with an isolated

antibody or an antigen-binding fragment thereof as described herein, a composition according
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to the eleventh aspect, or an immunoconjugate according to the thirteenth aspect, and

analyzing the sample to determine the presence or absence of the binding product of the

muramy! peptide, or a derivative or an analog or a salt thereof, and the isolated antibody or an

antigen-binding fragment thereof as described herein. As used herein, the term “binding

produét” refers to a cell, fragment or agent comprising the muramyl peptide as described

and/or which may comprise an epitope or antigenic determinant capable of specific binding

to the antibody of the present disclosure. In one embodiment, the methods may further

comprise comparing the level of the binding product in a biological sample from a subject to

the level of the binding product in a control sample, wherein a higher level of the binding

product in the biological sample relative to the level of the binding product in the control

sample indicates that the subject has or is predisposed to a condition including, but is not

limited to autoimmune or inflammatory disease and a bacterial infection. In one embodiment,

the method may further comprise comparing the level of the binding product in the sample to

the level of the binding product in a control, wherein a higher level of the binding product in

the sample relative to the level of the binding product in the control indicates that the sample

is contaminated with bacteria. »

(00100} “Control” as used herein may refer to a reference with known levei of binding

product and may be a “negative control” and/or a “positive control”. A “negative control”

refers to a reference that is known to be sﬁbstantially devoid of any binding product, for

example distilled water. A “poéitive cbntrol” refers to a reference that is known to comprise a

pre-determined level of the binding product, for example samples containing known amounts

of muramyl peptidés; o ' | |
[00101] As used herein, the term “sample” refers to any sample, which includes

biological sample as well as non-medical related sample. Such samples may, for example,

include samples derived from or comprising stool, whole blood, serum, plasma, tears, saliva,

nasal fluid, sputum, mucus, ear ﬂuid, genital fluid, nipple exudates, nipple aspirates, breast -
fluid, rﬁilk,’ colostrum, placental fluid, amniotic fluid, lymph fluids, cystic fluids, perspirate,

synovial fluid, ascitic fluid, cerebrospinal fluid, bile, gastric fluid, aqueous humor, vitreous
humor, gasﬁointestinal fluid, exudate, transudate, pleural fluid, pericardial fluid, semen,
upper airway fluid, peritoneal fluid, fluid harvested from a site of an immune response, fluid
harvested from a pooled collection site, bronchial lavage, urine, bibpsy material and autopsy

samples, e.g. cells or tissues from all suitable organs, e.g. the lung, the muscle, brain, liver,
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pancreas, stomach, mucosal surface, hair, or skin, frozen sections of tissues taken for
histologic purposes, archival samples, explants and primary and/or transformed cell cultures
derived from patients tiséues. In addition, samples from environmental sources, e.g. water
samples, meat or poultry samples, samples from sources of potential contamination etc. may
be used. In one embodiment, the sample may be a biological sample including, but is not
limited to saliva, whole blood, blood fluids (e.g. serum and plasma), lymph and cystic fluids,
sputum, stool, tears, mucus, ascitic fluid, cystic fluid, urine, nipple exudates, nipple aspirates,
cells, tissues (é‘g. biopsy and autopsy samples), frozen sections of tissues taken for histologic
purposes, archival samples, explants and primary and/or transformed cell cultures derived
from patients tissues.

[00102] It is also envisaged that commercial kits may be developed for rapid detection
of bacterial contamination of medical facilities, reagents, and biological products. Thus, in
one embodiment, the sample may also include, but is not limited to foodstuff, beverages,
biological products (e.g. antitoxins, bacterial and viral vaccines, blood products, and
hormonal extracts), laboratory or medical facilities énd'laboratory or medical reagents.
[00103] In a fwenty—ﬁrst aspect, there is provided an assay for detecting a muramyl
peptide, or a derivative or an analog or a salt thereof, as described herein, comprising
exposing a sample to an antibody or an antigen-binding fragment thereof as described herein,
a composition according to the eleventh aspect, or an'imrhunoconjugate according to the
thirteenth aspect, and determining the extent of binding of the antibody, or an antigen-binding
fragment thereof, the composition or the immunoconjugate to the sample. In one
embodiment, as exemplified by the Experimentall section below, the assay of the present
disclosure, may include, but is not limited to an enzyme-linked immunosorbent assay
(ELISA), immunohistochemistry on histological sections, immunofluorescence test, flow
cytometry and the like. ‘

[00104] In a twenty-second aspect, there is provided a kit for use in a method
according to the twentieth aspect, or in an assay according to the twenty-first aspect,
comprising-an isolated antibody or an antigen-binding fragment thereof as described herein, a

composition according to the eleventh aspect, or an imfnunoconjugate according to the

thirteenth aspect, and one or more reagents for determining the presence or absence of the
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binding product of a muramyl peptide, or a derivative or an analog or a salt thereof, and the

isolated antibody or an antigen-binding fragment thereof as described herein.

-[00105) The reagents that are suitable for measuring a signal may include reagents that

may incorporate a detectable label, such as a ﬂuo_rophore, radioactive moiety, enzyme,
biotin/avidin label, chromophore, chemiluminescent label, or the like, or the kits may include
reagents for labeling the nucleic acid primers, the nucleic acid probes or the nucleic acid

primers and nucleic acid probes for detecting the presence or absence of the muramyl peptide

‘as described herein. The primers and/or probes, calibrators and/or controls can be provided in

separate containers or pre-disp'ensed_ into an appropriaté assay format, for example, into
microtiter plates. The kit may further comprise reagents including, but are not limited to
reagents for isolating peptides from samples, reagents for positive or negative controls and
reagents for assayé as described herein. For example, the kits may include reagents used in
the Experimental section below. |

[00106] The kit may further comprise instructions that may be provided in paper form

orin computer—réadable form, such as a disc, CD, DVD or the like. The kits may optionally

include quality control reagents, such as sensitivity panels, calibrators, and positive controls.
[00107] The kits can optionally include other reagents required to conduct a diagnostic
assay or facilitate quality control evvaluations,' such as buffers, salts, enzymes, enzyme co-
factors, substrates, detection reagents, and the like. Other components, such as buffers and
solutions for the isolation and/or treatment of a test sample (e.g., pretreatment reagents), may
also be included in the kit. The kit may additionally include one or more other controls. One
or more of the components of the kit may be lyophilized and the kit may further comprise
reagents suitable for the reconstitution of the lyophilized components.

[00108] The various components of the kit optionally are provided in suitable
containers. As indicated above, one or more of the containers may be a microtiter plate. The
kit further can include containers for holding or storing a sample (e.g., a container or
cartridge for a blood or urine sémple).‘Where appropriate, the kit may also optionally contain
reactioh vessels, mixing vessels and other components that facilitate the preparation of
reagents or the test sample. The kit may also include one or more instruments for assisting

with obtaining a test sample, such as a syringe, pipette, forceps, measured spoon, or the like.
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[00109]) - In a twenty-third aspect, there is provided an antibacterial agent compriéing an

isolated antibody or an antigen-binding fragment thereof as described herein, a compositiori

-according to the eleventh aspect, or an immunoconjugate according to the thirteenth aspect.

[00110] In a twenty-fourth aspect, there is provided a hybridoma deposited as Wy-
Hyb-2E7 under Accession Number No. PTA-13256 in the American Type Culture Collection
(ATCC), Manassas, VA, USA.

[00111] Ina twenty—ﬁfth aspect, there is provided an antibody comprising the variable
heavy and variable light domain sequence of the antibody produced by the hybridoma
deposited as Wy-Hyb-2E7 under Accession Number No. PTA-13256 in the American Type
Culture Collection (ATCC), Manassas, VA, USA.

[00112] The invention illustratively described herein may suitably be practiced in the
absence of any element or elements, limitation or limitations, not specifically disclosed
herein. Thus, for example, the terms "comprising", "including”, "containing”, etc. shall B_e
read expansively and without limitation. Additionally, the terms and expressions employed
herein have been used as terms of description and not of limitation, and there is no intention
in the use of such terms and expressions of excluding any equivalents of the features shown
and described or portions thereof, but it is recognized that various modifications are possible
within the scope of the invention claimed. Thus, it should be understood that although the
present invention has beén specifically disclosed by preferred embodiments and optional
features, modification and variation of the inventions embodied therein herein disclosed may
be resorted to by those skilled in the art, and that such modifications and variations are
considered to be within the scope of this invention.

[00113] The invention has been described broadly and generically herein. Each of the
narrower species and subgeneric groupings falling within the generic disclosure also form
part of the invention. This includes the generic description of the invention with a proviso or
negative limitation removing any subject matter from the genus, regardless of whether or not
the excised material is specifically recited herein.

[00114] Other embodiments are within the following claims and non- limiting
examples. In addition, where features or aspects of the invention are described in terms of
Markush groups, those skilled in the art will recognize that the invehtion is also thereby

described in terms of any individual member or subgroup of members of the Markush group.
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. ‘ EXPERIMENTAL SECTION
[00115] Non-limiting examples of the invention will be further described in greater
detail by reference to specific Examples, which should not be construed as in any way

limiting the scope of the invention.

MATERIALS AND METHODS

[00116] Muramyl peptides (MPs) are related molecules sharing common structural
moieties. In the present disclosure, two types of mouse monoclonal antibodies were
developed with one recognizing a common structure and another specific for subtypes. To
achieve this, the following muramyl dipeptides (MDPs) were used as antigens: N-
acetylmuramyl-L-alanyl-D-isoglutamine, muramyl-L-alanyl-D-isoglutamine, N-
acetylmuramyl-L-alanyl-D-glutamate, ‘and muramyl-L-alanyl-D-glutamate. These MDPs
were chemically synthesized or purified from partial HCl-hydrolysis products of N-
aéetylmuramyl-L—alanyl—D-isoglutamine as described previously (Xu ef al., 2008, Bacterial

peptidoglycan triggers Candida albicans hyphal growth by directly activating the adenylyl

| ‘cyclase Cyrlp. Cell Host & Microbe 4, 1-12, the content of which is incorporated herewith

by reference). ,

[00117] To enhance the antigenicity of the MDPs, these molecules were conjugated to
the human serum albumin (HSA) using a linker molecule. The carboxylic acid moiety of
MDPs was first coupled to N-Boc-ethylenediamine, and then the Boc protection group was
removed and the resulting amine was linked to HSA with glutaraldehyde. Successful
conjugation of MDPs to HSA was determined by mass spectrometry. The MDP-HSA
conjugates were then used to immunize BALB/c mice. Serum antigen-specific titers of the
immunized mice were examined by enzyme-linked immunoso;bent assay (ELISA) against
MDPs conjugated to ovalbumin (OVA) using the same linkage strategy as described above.
Generation of hybridoma cell lines, screening of antibody-producing élones, preparation and
purification of mAbs, and mAb isotyping were carried out by folldwing standard protocols.
Antigen specificity of a mAb was determined using competitive ELISA to test the ability of
different MDPs and constituent moieties to inhibit the binding of a mAb to the MDP

originally used as antigen for immunization.
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Example 1 - Characterization of a mAb against MDPs
[00118] - A mAb (2E7) was obtained from immunization of mice with N-
acetylmuramyl-L-alanyl-D-isoglutamine. Antibody isotyping tests identified 2E7 as IgG and
the Kd of 2E7 for N-acetylmuramyl-L-alanyl-D-isoglutamine was calculated to be 8.7 pM
(Fig. 1). By competitive ELISA, the binding of 2E7 to N-acetylmuramyl-L-alanyl-D-
isoglutamine conjugated to OVA was found to be inhibited in a concentration dependent
manner by mufamyl—L’-allanyl-D-isoglutamine, N-acetylmuramyl-L-alanyl-D-glutamate, and
muramyl-L—alanyl—D;glutamate almost as effectively as N-acetylmuramyl-L-alanyl-D-
isoglutamine, indicating that 2E7 recognizes a common epitope in the four MDPs. However,
2E7 did not exhibit detectable affinity to muramic acid, N-acet&lmuramic acid, N-
acetylglucosémine, alanine, D-isoglutamine, glutamate, glucose, or any or a mixture of the 20
common amino acids in proteins at concentrations 100 times higher than their normal

concentrations in the blood. The data indicate that 2E7 specifically recognizes an epitope

formed uniquely in a structural context common in the four MDPs. An IgG; mAb that

specifically recognizes the glutaraldehyde linker used to couple MDP to HSA was also
obtained in the screening of hybridoma clones. This antibody exhibited no detectable affinity
to any of the above molecules except glutaraldehyde, providing an excellent negative control

for experiments using 2E7.

Example 2 - Determination of the amino acid séquencés of the variable region of the
heavy and light chains of 2E7
[00119]  Messenger RNAs were prepared from the hybridoma clone that produces 2E7
and then used as templates to produce complementary DNA. The DNA fragment encoding
the variable region of the heavy and light chain respectively was amplified by polymerase
chain reactions (PCR) using pairs of oligonucleotide primers (Table 1) specifically targeting
conserved sequence motifs flanking the coding region for the variable region (method of
which is described in Kettleborough et al., 1993, Optimisation of primers for cloning libraries
of mouse immunoglobulin genes using the polymerase chain.‘reaction. Eur J Immunol 23,
206-211 anbd Pope et al., 1996, Construction of use of antibody gene repertoires. In Antibody
Engineering- A Practical Approach. Edited by McCafferty J. Hoogenboom H, and Chiswell
D., the content of both are incorporated herewith by referénce). The PCR products were
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purified, spliced into the pJET1.2/bluht vector (Fermentas International Inc, Canada) and
transformed into Escherichia coli to obtain independent clones. Plasmids were isolated from
multiple clones and the ones with an insert of the expected size were subjected to DNA
sequence analysis. Five clones each for heavy and light chainé were analyzed, which yielded
identical sequences. The nucleotide sequences were then translated into amino acid sequences
(Table 2). Their identity as the variable region of the heavy or light chain of mouse antibodies
was confirmed by using the sequences to search the NCBI non-redundant protein sequence
" database. The 2E7 heavy chain sequence exhibited the highest identity of 75-90% to dozens
of mouse antibodies over the same region, and the 2E7 light chain sequence exhibited
identities up to 98%. No identical sequence in the database was found to either the heavy or
light chain of 2E7. |
[00120] Table 1. Oligonucleotide primers for PCR amplification of the DNA codmg

sequence for the variable region of the heavy and light chain of 2E7.

Heavy chain primers

Forward _

1. 5>-ATGCTGGTGGAGTCTGGGGGA-3’ (SEQ ID NO: 5)
2.5 AAGCTGGTGGAATCTGGAGGA 3°(SEQ ID NO: 6)
Reverse

5 ’-CTTGGTGCTGCTGGCCGGGTG 3’(SEQ ID NO: 7)

Light chain primers

Forward

1. 5’-CCGTTTGATTTCCAGCTTGGTGCC-3° (SEQ ID NO: 8)
2. 5-CCGTTTCAGCTCCAGCTTGGTCCC-3’(SEQ ID NO: 9)
Reverse

5’-GACATTGAGCTCACCCAGTCTCCA -3°(SEQ ID NO: 10)

| [00121] Table 2. Nucleotide and amino acid sequences of the variable regions of 2E7

| ATGCTGGTGGAGTCTGGGGGAGGCTTGGTGCAACCTGGAGGATCCATGAAACTCT

Heavy chain (208 amino acids) (SEQ ID NO: 3):
MLVESGGGLVQPGGSMKLSCIVSGFTFSYYWMSWVRQSPEKGFEWVAEIRLKSENYA
TNYTESVKGKFTISRDDSKSRLYLOMNSLGAEDTGIYYCLTGYAWFAYWGQGTLVTV
SAAKTTPPSVYPLAPGSAAQTNSMVTLGCLVKGYFPEPVTVTWNSGSLSSGVHTFPA
VLQSDLYTLSSSVTVPSSTWPSETVTCNVAHPASSTK

Nucleotide sequence (624 nucleotides) (SEQ ID NO: 1):

CCTGTATAGTCTCGGGATTTACTTTCAGTTATTATTGGATGTCTTGGGTCCGCCAGT
CTCCAGAGAAGGGGTTTGAGTGGGTTGCTGAAATCAGATTGAAATCTGAGAATTA
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| TCTGCTGCCCAAACTAACTCCATGGTGACCCTGGGATGCCTGGTCAAGGGCTATTT

TGCAACAAATTATACGGAGTCTGTGAAAGGGAAGTTCACCATCTCAAGAGATGAT

TCCAAAAGTCGTCTCTACCTGCAAATGAACAGCTTAGGAGCTGAGGACACTGGAA
TTTATTACTGTCTAACTGGTTATGCCTGGTTTGCTTATTGGGGCCAAGGGACTCTAG
TCACTGTCTCTGCAGCCAAAACGACACCCCCATCTGTCTATCCACTGGCCCCTGGA

CCCTGAGCCAGTGACAGTGACCTGGAACTCTGGATCCCTGTCCAGCGGTGTGCAC
ACCTTCCCAGCTGTCCTGCAGTCTGACCTCTACACTCTGAGCAGCTCAGTGACTGT
CCCCTCCAGCACCTGGCCCAGCGAGACCGTCACCTGCAACGTTGCCCACCCGGCC
AGCAGCACCAAG '

| PTFGGGTKLEIKRADAAPTVSIFPPSSEQLTSGGASVVCFLNNFYPKDINVKWKIDGSE

Light chain (177 amino acids) (SEQ ID NO: 4);
DVQMIQSPKRLIYLVSKLDSGVPDRFTGSGSGTDFTLKISRVEAEDLGVYYCVQHTHE

RQNGVLNSWTDQDSKDSTYSMS STLTLTKDEYERHNSY TCEATHKTSTSPIVKSFNR
NEC

Nucleotide sequence (531 nucleotides) (SEQ ID NO: 2):
GACGTCCAGATGATCCAGTCTCCAAAGCGCCTAATCTATCTGGTGTCTAAACTGGA
CTCTGGAGTCCCTGACAGGTTCACTGGCAGTGGATCAGGAACAGATTTTACACTG
AAAATCAGCAGAGTGGAGGCTGAGGATTTGGGAGTTTATTACTGCGTGCAACATA
CACATTTTCCCACGTTCGGAGGGGGGACCAAGCTGGAAATAAAACGGGCTGATGC
TGCACCAACTGTATCCATCTTCCCACCATCCAGTGAGCAGTTAACATCTGGAGGTG
CCTCAGTCGTGTGCTTCTTGAACAACTTCTACCCCAAAGACATCAATGTCAAGTGG
AAGATTGATGGCAGTGAACGACAAAATGGCGTCCTGAACAGTTGGACTGATCAGG
ACAGCAAAGACAGCACCTACAGCATGAGCAGCACCCTCACGTTGACCAAGGACG
AGTATGAACGACATAACAGCTATACCTGTGAGGCCACTCACAAGACATCAACTTC
ACCCATTGTCAAGAGCTTCAACAGGAATGAGTGT

- Example 3 - 2E7 detection of bacterial peptidoglycan in culture medium and on the cell
| surface _ v
[00122] To demonstrate the utility of 2E7, the antibody was first tested on its ability to
detect MPs that are normally present in bacterial cultures. It is well established that B-lactam
antibiotics inhibit peptidoglycan polymerization by causing cellé to accumulate and secrete
MPs. B-iactam antibiotic amoxicillin, which is a drug commonly used in hospitals, were
added to the culture and a significant increase in the substance that can inhibit 2E7 binding to
N-acetylmuramyl-L-alanyl-D-isoglutamine was expected to increase. For this test, Gram-
positive bacterium Staphylococcus aureus, which has a thick peptidoglycan layer, and Gram-

negative Escherichia coli, which has a thin peptidoglycan layer, were selected and grown in
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the presence or absence of amoxicillin. The culture was grown to a density of ODggo = 1.5
and then divided into two equal aliquots. To one aliquot, amoxicillin was added to a final
concentratioﬁ of 40 pg per ml, and to the other aliquot, no drug was added. Both cultures
were allowed td continue to grow. Aliquots of cultures were collected at timed intervals and.
cells were removed by centrifugation. The amount of MPs in the supernatant was determined
by competitive ELISA using 2E7. We found that the addition of amoxicillin-caused a sharp
increase in the culture medium of molecules that can effectively inhibit 2E7 binding to N-
acetylmuramyl-L-alanyl-D-isoglutamine (Fig. 2A-B). In comparison, only a slow, gradual
increase of such molecules was observed in untreated cultures. Furfhérmore, supernatant of
the Staphylococcus aureus culture exhibited ~15 times stronger inhibition than that of the
Escherichia coli culture. As a negative control, none of the supernatants discernibly inhibited

the binding of the control antibody against glutaraldehyde under otherwise identical

conditions.

[00123] The ability of 2E7 in binding to peptidogiycan in the cell wall was also
investigated. Both Staphylococcus aureus and Escherichia coli cells were first incubated with
2E7 and then with an anti-mouse IgG Ab -conjugated with FITC. Fluorescence microscopy
examination revealed strong staining of Staphylococcus aureus and weak étaining of
Escherichia coli cells (Fig. 2C), cbnsistent with their respective level of peptidoglycan
content in the cell Wall.‘Incubation with the secor:éary FITC-Ab alone resulted in only faint
non—speciﬁg staining. Furthérmore, i'ncubating 2E7 but not the control antibody with live
Staphylococcus aureus or Escherichia coli caused significant cell aggregation (data not
shown), indicating cross-linking of bacterial cells by 2E7. Taken together, the data indicate
that the antibody of the present disclosure, 2E7, specifically recognizes peptidoglycan in

bacterial cell wall and MPs released in bactérial cultures.

Exampie 4 - Influence of amoxicillin on the MP level in the blood in mice and humans

~ [00124] To determine whether B-lactam antibiotics treatment of mice would cause a

sudden increase in the blood MP level, which can occur as a result of inhibition of
peptidoglycan synthesis in bacteria of the mouse micrdbiota,.mice were fed with amoxicillin
(100 mg/kg) at 12-h intervals and three mice were sacrificed every 4 h to collect blood for a
period of three days. The MP level in serum was determined by competitive ELISA using an

example of the antibody of the present disclosure, i.e. 2E7. As shown in Fig. 3A, the serum of
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untreated mice (0 h) contains a level of MPs equivalent to ~1 pg/ml of N-acetylmuramyl-L-
alanyl-D-isoglutamine. Strikingly, a 20-60% increase in the blood MP level was observed at 4
h after each antibiotic feeding, although the level returned to the basal level during the next
few hours until the next feeding. |

[00125] At the same time, blood samples from an ICU patient who received multiple
v administrétion of Augmentin (amoxicillin + clavulanate, a B-lactamase inhibitor reducing
amoxicillin degradation by bacterial B-lactamase) was obtained serially at 0, 7.5 h, 14 h, 21 h,
and 26 h. The blood sample taken before the antibiotic treatment contained an amount of MPs
equivalent to ~1.2 pg/mi of N-acetylmuramyl-L-alanyl-D-isoglutamine (Fig. 3B). As shown
in Fig. 3B, the MP level increased to 1.66 and 2.1 pg/ml in sar'nples’taken at 6.5 and 13.5 h.
In contrast, the MP level lowered to 1.68 and 12 ug/ml at 17 and 26 h. These results indicate
that the use of f-lactam antibiotics indeed causes a significant increase of MPs in the blood.
These results might explain the cause of some antibiotic-associated diseases such as diarrhea
as a consequence of MP-induced excessive inflammation in the gut. The data also suggest the
presence of regulatory mechanisms in mice and humans that can effectively restore the blood

MPs to the homeostatic state level in response to MP fluctuations in the body.

Example 5 - Detection and quantification of blood MPs in healthy people
[00126] It was hypothesized that due to genetic and/or environmental factors, MPs

levels in individuals may vary. Since MPs have a diverse range of biological activities and

. have been linked to numerous diseases, the blood level of MPs may be used as a biomarker

for assessment of risks of individuals for developing certain diseases. As a first step, the MP
level in generally healthy people was determined. Blood samples and prepared serum from
seven voluntary donors, four female and three male aged from 19 to 52 at 10:00 am of the
same day (Fig. 4) were collected. Strikingly, the serum MP level was found to vary over a
wide range.. One serum (HD4) contained a barelyrdetectable amount of MPs, while the
highest MP concentration detected was 6.82 pg/ml (HDS5). The levels of MPs in the rest of
the serum samples ranged from 1.4 to 4.94 pg/ml. When blood samples were obtained again
from HD4 and HDS5 two weeks later, similar results were observed. From another
independent group of four domors, a second serum sample was found to contain ‘an

undetectable level of MPs. The data indicate that the blood MP level indeed exhibits
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significant inter-individual variations. Incidentally, the two donors with the highest blood
peptidoglycan levels, HD5 and HD6, particularly HD5, have chronic inflammation-related
skin problems and often need to take antibiotiés for extended periods of time for anti-
inflammation purposes. The observed correlation between high blood-MP levels and the skin
problem suggests that the high MP level may be the cause of or contribute to chronic, low

grade inflammation.

[00127] Monoclonal antibodies . raised against N-acetylmuramyl-L-alanyl-D-
iéoglutamine are known in the art. One such anfibody.mAb2—4, 1sotype 1gG2a, has been
characterized in detail are known in the art. So far, in literature mAb2-4 has been used only in
immuhostaining of tissues to detect the presence of peptidoglycan mainly in inflammatory
tissues and macrophages. However, there has been no report of applying . this antibody to
'detectbpeptidoglycan or MPs in solﬁtion by ELISA. mAb2-4 were fpund to have \}ery low
affinity to MPs. Inhibition assays using mAb2-4 showed that 50% inhibition of mAb2-4
binding to peptidoglycan by N-acetylmuramyl-I-alanyl-D-isoglutamine occurred only at
concentrations higher than 1 mg/ml, which is significantly lower than the picomolar affinity
of the antibody of the present disclosure, 2E7 mAb. _ _

[00128] Additionally, structural analysis of antigenic determinant showed that the
mAb2-4 antibody recognizes fhe N-acetylmuramic acid linked to the dipeptide but not N-
acetylmuramic acid or the dipeptide alone and that the N-acetyl group on muramic acid is an
important antigenic determinant. Thus, the antigenic determinant on N-acetylmuramyl-L-
alanyl;D-isoglutamine for mAb2-4 is different from that for the antibody of tﬁe present
disclosure, (e.g. 2E7) which recognizes MDPs with or without the N-acetyl group. As many

- bacterial species do not have the N-acetyl group in the muramic acid residue, it follows that

mAb2-4 has narrower specificity than 2E7 in recognizing bacterial species.

[00129] Another rather commonly used mouse monoclonal antibody for peptidoglycan
is mAb2E9. This antibody was developed by immunizing mice with partially purified
peptidoglycan-polysaccharide complexes isolated from feces of a healthy human. The affinity
of this antibody to N-acetylmuramyl-L-alanyl-D-isoglutamine was found to be eveﬁllower'
than mAb2-4, and the antigenic determinant has not been defined. mAb2E9 has been used in

immunostaining of tissues but never in ELISA.
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[00130] Other monoclonal antibodies developed by immunizing mice with
peptidoglycan isolated from Streptococcus mutans have also been described. Although these
antibodies could recognize peptidoglycan prepared from multiple baéterial species including
both Gram-positive and gram-negative ones, the binding could not be inhibited by N-
acetylmuramyl-L-alanyl-D-isoglutamine and the antigenic determinant is not known.

[00131] In summary, currently available mouse monoclonal antibodies developed
against either N-acetylmuramyl-L-alanyl-D-isoglutamine or peptidoglycan have limited use
becausé of low afﬁnify, poorly defined antigenic determinant and narrow specificity. None of
these antibbdies can be used to detect peptidoglycan or MPs in solution at sensitivity levels
required by most research and clinical needs. ‘

[00132] As shown in the present disclosure, 2E7 mAb can detect MPs with picomolar

-affinity. Furthermore, 2E7 recognizes an epitope universally present in all bacterial species.

The antigenic determinant is formed with structural contributions from multiple molecular
moieties and structural features only found in bacteria, ensuring the high specificity of 2E7
for bacterial peptidoglycan.
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Claims

1. An isolated antibody or an antigen-binding fragment thereof, capable of binding to a
muramyl peptide, or a derivative or an analog or a salt thereof, comprising muramic acid and
an amino acid selected from the group consisting of alanine, isoglutamine, glutamic acid, and

a salt thereof.

2. © The isolated antibody or an antigen-binding 'ﬁ"agment thereof according to claim 1,

wherein said muramic acid comprises an N-acetyl group.

3. The isolated antibody or an antigen-binding ﬁagment thereof according to claim I,

wherein said muramic acid does not comprise an N-acetyl group.

4. The isolated antibody or an antigen-binding fragment thereof according to any one of

claims 1 to 3, wherein said alanine is L-alanine, or a salt thereof.

5. The isolated antibody or an antigen-binding fragment thereof according to any one of

claims 1 to 4, wherein said isoglutamine is D-isoglutamine, or a salt thereof.

6.  The isolated antibody or an antigen-binding fragment thereof according to any one of

claims 1 to 5, wherein said glutamic acid is D-glutamic acid, or a salt thereof.

7. The isolated antibody or an antigen-binding fragment ‘the'reof according to any one of
claims 1 to 6, wherein said amino acid comprises L-alanine or a salt thereof, and D-

isoglutamine or a salt thereof.
8. The isolated antibody or an antigen-binding fragment thereof according to any one of
claims 1 to 6, wherein said amino acid comprises L-alanine or a salt thereof, and D-glutamic

acid or a salt thereof.

9. The isolated antibody or an antigen-binding fragment thereof according to any one of

~claims 1 to 8, wherein said muramyl peptide, or a derivative or an analog or a salt thereof, is
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selected from the group consisting of N-acetylmuramyl-L-alanyl-D-isoglutamine, muramyl-
L-alanyl-D-isoglutamine, N-acetylmuramyl-L-alanyl-D-glutamate, and muramyl-L-alanyl-D-

glutamate.

- 10.  The isolated antibody or an antigen-binding fragment thereof according to any one of

claims 1 to 9, wherein said muramyl peptide, or a derivative or an analog or a salt thereof, is

‘part of a peptidoglycan or fragment thereof.

11.  The isolated antibody or an antigen-binding fragment thereof according to any one of
claims 1 to 10, comprising a heavy chain encoded by the nucleotide sequence of SEQ ID NO:
1.

12.  The isolated antibody or an antigen-binding fragment thereof according to any one of
claims 1 to 11, comprising a light chain encoded by the nucleotide sequence of SEQ ID NO:
2.

13.  The isolated antibody or an antigen-binding fi‘agment thereof according to any one of
claims 1 to 12, comprising a heavy chain encoded by the nucleotide sequence of SEQ ID NO:
1 and a light chain encoded by the nucleotide sequence of SEQ ID NO: 2.

14.  The isolated antibody or an antigen-binding fragment thereof according to any one of
claims 1 to 13, comprising a heavy chain variable domain comprising the amino acid

sequence as set forth in SEQ ID NO: 3, or a variant thereof.

15.  The isolated antibody or an antigen-binding fragment thereof according to claim 14,

“wherein said variant comprises an amino acid sequence having at least 70%, at least 75%, at

least 80%, at least 85%, at least 90%, at least 95%, at least 96%, at least 97%, at least 98%, or

at least 99% identity with the amino acid sequence as set forth in SEQ ID NO: 3.
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16.  The isolated antibody or an antigen-binding fragment thereof according to any one of

claims 1 to 15, comprising a light chain variable domain comprising the amino acid sequence

_ as set forth in SEQV ID NO: 4, or a variant thereof.

17.  The isolated antibody or an antigen-binding fragment thereof according to claim 16,
wherein said variant comprises an amino acid sequence having at least 70%, at least 75%, at
least 80%, at least 85%, at least 90%, at least 95%, at least 96%, at least 97%, at least 98%, or
at least 99% identity with the amino acid sequence as set forth in SEQ ID NO: 4.

18.  The isolated antibody or an antigen-binding fragment thereof according to any one of
claims 1 to 17, comprising a heavy chain variable domain comprising the amino acid
sequence as set forth in SEQ ID NO: 3, or a variant thereof, and a light chain variable domain

comprising the amino acid sequence as set forth in SEQ ID NO: 4, or a variant thereof.

19.  The isolated antibody or an antigen-binding fragment thereof according to any one of
claims 1 to 18, wherein said isolated antibody or antigen binding fragment thereof is

monoclonal.

20. The isolated antibody or an antigen-binding fragment thereof according to claim 19,

wherein said monoclonal antibody is of the subtype IgG1.

21.  Theisolated antibody or an antigen-binding fragment thereof according to claim 19 or
20, wherein said monoclonal antibody is selected from the group consisting of a humanized

antibody and a chimeric antibody.

22.  The isolated antibody or an antigen-binding fragment thereof according to any one of

claims 1 to 21, wherein said antigen-binding fragment is selected from the group consisting

of Fab, Fab’, (Fab’)2, Fv, sFV, and scFv.

23.  The isolated antibody or an antigen-binding fragment thereof according to any one of
claims 1 to 22, wherein said antibody or antigen-binding fragment binds to said muramyl

peptide, or a derivative or an analog or a salt thereof, with a Kd value selected from the group
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consisting of less than about 1 nM, less than about 900 pM, less than about 800 pM, less than
about 700 pM, less than about 600 pM, less than about 500 pM, less than about 400 pM, less
than about 300 pM, less than about 200 pM, less than about 100 pM, less than about 90 pM,
less than about 80 pM, less than about 70 pM, less than about 60 pM, less than about 50 pM,
less than about 40 pM, less than about 30 pM, less than about 20 pM, and less than about 10
pM.

24.  An isolated antibody or am antigen-binding fragment thereof, comprising a heavy
chain variable domain comprising the amino acid sequence as set forth in SEQ ID NO: 3, or a

variant thereof,

25.  Anisolated antibody or an antigen-binding fragment thereof, comprising a light chain

variable domain comprising the amino acid sequence as set forth in SEQ ID NO: 4, or a

~ variant thereof.

26.  An isolated antibody or an antigen-binding fragment .thcreof, comprising a heavy
chain variable domain comprising the amino acid sequence as set forth in SEQ ID NO: 3, 0ra
variant thereof, and a light chain variable domain comprising the amino acid sequence as set

forth in SEQ ID NO: 4, or a variant thereof.

'27.  An isolated nucleic acid molecule comprising SEQ ID NO: 1 or SEQ ID NO: 2.

28.  Avector comprising the isolated nucleic acid molecule according to claim 27.
29.  Ahost cell comprising the nucleic acid molecule according to claim 27 or the vector

of claim 28.

30.  An isolated cell line that produces the antibody or an antigen-binding fragment

thereof according to any one of claims 1 to 26.
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31. A method of producingkan antibody or an antigen-binding fragment thereof according
to any one of claims 1 to 26, the method -comprising the steps of culturing the host cell
according to claim 29 or the isolated cell line according to claim 30 under suitable conditions

and recovering said antibody or antigen-binding fragment thereof.

32. A method of producing an antibody or an antigen-binding fragment thereof according
to any one of claims 1 to 26, the method comprising the steps of inoculating a muramyl
peptide, or a derivative or an analog or a salt thereof, as set forth in any one of claims 1 to 10
into a non-human animal, and isolating antibodies or antigen-binding fragments produced

therefrom.

33.  The method of claim 32, wherein said muramyl peptide, or a derivative or an analog
or a salt thereof, is selected from the group consisting of N-acetylmuramyl-L-alanyl-D-
isoglutamine, muramyl-L-alanyl-D-isoglutamine, N-acetylmuramyl-L-alanyl-D-glutamate,

and muramyl'-L-alanyl—D-glutamate.

34, A composition comprising an antibody or an antigen-binding fragment thereof

according to any one of claims 1 to 26, and a pharmaceutically acceptéble carrier.

35.  The composition according to claim 34, further comprising one or more therapeutic
agents. '
36. A vaccine comprising a iriuramyl peptide, or a derivative or an analog or a salt

_thereof, as set forth in any one of claims 1 to 10.

37.  An immunoconjugate comprising an antibody or an antigen-binding fragment thereof
according to any one of claims‘l to 26, covalently attached to:
a cytotoxic agent selected from the group consisting of an antibacterial agent, a
chemotherapeutic agent, a drug moiety, an antibiotic, a radioisotopé, a nucleolytic
enzyme, a lysozyme, a proteinase and a lipase; or

a capture label; or
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a detection label selected from the group consisting of fluorescein, rhodamine, dansyl,

Lissamine, cyanine, phycoerythrin, Texas Red, and a radionuclide detection label.

38. A method of prophylactically or therapeutically treating an autoimmune or
inflammatory disease selected from the group consisting of sepsis, septic shock, Crohn’s
disease, rheumatoid arthritis, asthma, allergy, atopic disorders, multiple sclerosis, pertussis,
gonorrhea, inflammatory bowel disease, and antibiotic-associated disorder, comprising
administering to a subject an isolated antibody or an antigen-binding fragment thereof
according to any one of claims 1 to 26, a composition according to claim 34 or 35, or an

immunoconjugate according to claim 37.

39. A method of prophylactically or therapeutically treating a bacterial infection
comprising administering to a subject an isolated antibody or an antigen-binding fragment
thereof according to any one of claims 1 to 26, a composition according to claim 34 or 35, or

an immunoconjugate according to claim 37.

40.  The method according to claim 39, wherein said bacterial infection is selected from
the group consisting of a Gram positive bacterial infection and a Gram negative bacterial

infection.

41, The method according to claim 40, wherein the Gram positive bacterial infection is a

Staphylococcus aureus infection.

42,  The method according to claim 41, wherein the Gram negative bacterial infection is

an Escherichia coli infection.

43.  An isolated antibody or an antigen-binding fragment thereof according to any one of
claims 1 to 26, a composition according to claim 34 or 35, or an immunoconjugate according
to claim 37, for use in the prophylactic or therapeutic treatment of an autoimmune or

inflammatory disease selected from the group consisting of sepsis, septic shock, Crohn’s
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disease, theumatoid arthritis, asthma, allergy, atopic disorders, multiple sclerosis, pertussis,

gonorrhea, inflammatory bowel disease, and antibiotic-associated disorder.

44,  An isolated antibody or an antigen-binding fragment thereof according to any one of

_claims 1 to 26, a composition according to claim 34 or 35, or an immunoconjugate according

to claim 37, for use in the prophylactic or therapeutic treatment of a bacterial infection.

'45.  The isolated antibody, or antigen-binding fragment thereof, composition, or

immunoconjugate according to claim 44, wherein said bacterial infection is selected from the
group consisting of a Gram positive bacterial infection and a Gram negative bacterial

infection.

46. The isolated antibody, or antigen-binding fragment thereof, composition, or
immunoconjugate according to claim 45, wherein the Gram positive bacterial infection is a

Staphylococcus aureus infection. -

47. The isolated antibody, or antigen-binding fragment thereof, composition, or
immunoconjugate according to claim 45, wherein the Gram negative bacterial infection is an

Escherichia coli infection.

48.  Use of an isolated antibody or an antigen-binding fragment thereof according to any
one of claims 1 to 26, a composition according to claim 34 or 35, or an immunoconjugate
according to claim 37, in .the manufacture of a medicament for prophylactically or
therapeutically treating an autoirhmune or inflammatory disease selected from the group
consisting .of sepsis, septic shock, Crohn’s disease, rheumatoid arthritis, asthma, allergy,
atopic disorders, multiple sclerosis, pertussis, gonorrhea, inflammatory bowel disease, and

antibiotic-related disorder.

49.  Use of an isolated antibody or an antigen-binding fragment thereof according to any
one of claims 1 to 26, a composition according to claim 34 or 35, or an immunoconjugate
according to claim 37, in the manufacture of a medicament for prophylactically or

therapeutically treating a bacterial infection.
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50.  The use according to claim 49, wherein said bacterial infection is selected from the
group consisting of a Gram positive bacterial infection and a Gram negative bacterial

infection.

51. The use according to claim 50, wherein the Gram positive bacterial infection is a

Staphylococcus aureus infection.

52.  The use according to claim 50, wherein the Gram negative bacterial infection is an

Escherichia coli infection.

53. - A method of detecting the presence or absence of a muramyl peptide, or a derivative
or an analog or a salt thereof, as set forth in any one of claims 1 to 10, in a sample, the
method comprising contacting said sample with an isolated antibody or an antigen-binding
fragment thereof according to any one of claims 1 to 26, a composition according to claim 34
or 35, or an immunoconjugate according to.claim 37, a.nd analyzing said sample to determine
the presence or absence of the binding product of said muramyl peptide, or a derivative or an
analog or a salt thereof, and the iSolated antibody or an .antigen-binding fragment thereof

according to any one of claims 1 to 26.

54.  The method according to claim 53, further comprising quantifying the level of said
binding product.

55. Thé method according to claim 53 or 54, wherein said sample is a biological sample
selected from the group conmsisting of saliva, whole blood, blood fluids (e.g. serum and
plasm), lymph and cystic fluids, splitum, stool, tears, mucus, ascitic fluid, cystic fluid, urine,
nipple exudates, nipple aspirates, cells, tissues (e.g. biopsy and autopsy samples), frozen

sections of tissues taken for histologic purposes, archival samples, explants, and primary

" and/or transformed cell cultures derived from patient tissues.
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56.  The method according to claim 55, further comprising comparing the level of said

- binding product in a biological sample from a subject to the level of said binding product in a

control sample, wherein a higher level of said binding product in said biological sample
relative to the level of said binding product in said control sample indicates that the subject
has or is predisposed to a condition selected from the group consisting of an autoimmune or

inflammatory disease, and a bacterial infection.

~57. The method according to claim 53 or 54, wherein said sample is selected from the

group consisting of foodstuff, beverages, biological products (e.g. antitoxins, bacterial and
viral vaccines, blood products, and hormonal extracts), laboratory or medical facilities, and

laboratory or medical reagents.

58.  The method according to claim 57, further comprising comparing the level of said
binding product in said sample to the level of said binding product in a control, wherein a
higher level of said binding product in said sample relative to the level of said binding

product in said control indicates that said sample is contaminated with bacteria.

59. ‘An assay for detecting a muraﬁ_xyl peptide, or a derivative or an analog or a salt
thereof, as set forth in any one of claims 1 to 10, comprising exposing a sample to an
antibody or an antigen-binding fragment thereof according to any one of claims 1 to 26, a
composition accofding to claim 34 or 35, or an immunoconjugate according to claim 37, and
determining the extent of binding of said antibody, or an antigen-binding fragment thereof,

said composition or said immunoconjugate to said sample.

60. A kit for use in a method according to any one of claims 53 to 58, or in an assay
according to claim 59, comprising an isolated antibody or an antigen-binding fragment

thereof according to any one of claims 1 to 26, a composition according to claim 34 or 35, or

" an immunoconjugate according to claim 37, and one or more reagents for determining the

presence or absence of the binding product of a muramyl peptide, or a derivative or an analog
or a salt thereof, and the isolated antibody or an antigen-binding fragment thereof according

to any one of claims 1 to 26.
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61.  An antibacterial agent comprising an isolated antibody or an antigen-binding fragment
thereof according to any one of claims 1 to 26, a composition according to claim 34 or 35, or

an immunoconjugate according to claim 37.

5 62.‘ A'hybridoma deposited as Wy-Hyb-2E7 under Accession Number No. PTA-13256 in
the American Type Culture Collection (ATCC), Manassas, VA, USA.

63.  An antibody compﬁsing the variable heavy and variable light domain sequence of the
antibody produced by the hybridoma deposited as Wy-Hyb-2E7 under Accession Number
10 No. PTA-13256 in the American Type Culture Collection (ATCC), Manassas, VA, USA.



WO 2014/070117 PCT/SG2013/000473

112
S =0.04694853
393 r = 0.99941008
2701 A h— =
S 2.16
=2
o
© 162
1.09
0.01
0.0 0.05 0.1 0.15 0.2 0.25 0.3
Concentration of E2F (pg/mt)
Fig. 1
A MDP stardard curve 3,28;8;",@23%33 c
0.72 L
061 Lz
050 % 3
2 0.39 m:é-
e = A
0.28 \\ '”'
0.17 ] S §
OO 5865 11734 17600 20488 20331 35194

MDP concentration (ng)
B 6.0 @S, aureus OS. aureus + Amx M E.coli O E. coli + Amx

g

+ 9

5.0 w &

N 0

—~ (30 8
£ 40 o
3’3,- 30 / £
o / g
Q 20 o9 S
Q

~

1.0 =

0 05 1 15 2 25 3 35 4
Time after the addition of amoxicillin (hr)

Fig. 2

SUBSTITUTE SHEET (RULE 26)



WO 2014/070117 PCT/SG2013/000473

2/2
A N Oral Amoxicillin (mice) B IV Augmentin (human)
16 : 2.0
18
~ 14
£ 16
" _
% 12
= 14
1.04 12,
: 08 0‘ LI T T 1 T
4 L 1o

0
Time (hour) of antibiotic administration (4) and bleeding (W)

Fig. 3

MDP (ng/ml)

i | ) T

HD1 HD2 HD3 HD4 HDS5  HD6  HD7
Sex M F M F F F M
Age 52 48 28 30 50 28 19

Healthy Blood Donor

Fig. 4



INTERNATIONAL SEARCH REPORT International application No.

PCT/SG2013/000473

A. CLASSIFICATION OF SUBJECT MATTER
CO7K 16/12 (2006.01) C12P 21/08 (2006.01) GOIN 33/53(2006.01) A61K 39/02 (2006.01) A61K 39/085 (2006.01)

According to International Patent Classification (IPC) or to both national classification and IPC

B. FIELDS SEARCHED

Minimum documentation searched (classification system followed by classification symbols)

Documentation searched other than minimum documentation to the extent that such documents are included in the fields searched

Electronic data base consulted during the international search (name of data base and, where practicable, search terms used)

EPODOC, MEDLINE, WPI, GENOMEQUEST (muramyl, peptide, muramy] dipeptide, antibody and similar terms, SEQ ID NOs:

1-4)

C. DOCUMENTS CONSIDERED TO BE RELEVANT

Category* | Citation of document, with indication, where appropriate, of the relevant passages Relevant to
claim No.
Documents are listed in the continuation of Box C
Further documents are listed in the continuation of Box C See patent family annex
* Special categories of cited documents:
"A"  document defining the general state of the art whichis not ~ "T"  later document published after the international filing date or priority date and not in
considered to be of particular relevance conflict with the application but cited to understand the principle or theory
underlying the invention
"E"  earlier application or patent but published on or after the "X"  document of particular relevance; the claimed invention cannot be considered novel
international filing date or cannot be considered to involve an inventive step when the document is taken
alone
"L document which may throw doubts on priority claim(s) or "Y"  document of particular relevance; the claimed invention cannot be considered to
which is cited to establish the publication date of another involve an inventive step when the document is combined with one or more other
citation or other special reason (as specified) such documents, such combination being obvious to a person skilled in the art
"O"  document referring to an oral disclosure, use, exhibition . .
or other means & document member of the same patent family
"p" document published prior to the international filing date

but later than the priority date claimed

Date of the actual completion of the international search
2 January 2014

Date of mailing of the international search report
02 January 2014

Name and mailing address of the ISA/AU

AUSTRALIAN PATENT OFFICE

PO BOX 200, WODEN ACT 2606, AUSTRALIA
Email address: pct@ipaustralia.gov.au

Facsimile No.: +61 2 6283 7999

Authorised officer

Anita Premkumar

AUSTRALIAN PATENT OFFICE
(ISO 9001 Quality Certified Service)
Telephone No. 0399359636

Form PCT/ISA/210 (fifth sheet) (July 2009)




INTERNATIONAL SEARCH REPORT International application No.

C (Continuation). DOCUMENTS CONSIDERED TO BE RELEVANT PCT/SG2013/000473

Category*

Citation of document, with indication, where appropriate, of the relevant passages

Relevant to claim No.

US 2009/0258015 AT (WANG et al) I5 October 2009

X ([0015]-[0017], [0039], ]0040], [0053], [0056], [0063], [0072], ]0075], [0092]-[0093], 1-19, 21-37, 53-60, 62 and
[0098]. claims 12, 13, I5 and 20) 63
KOOL et al, Journal of Histochemistry & Cytochemistry (1994), Vol. 42. No. 11. pages
1435-1441
" Detection of Intestinal Flora-derived Bacterial Antigen Complexes in Splenic
Macrophages of Rats."
X (Abstract, page 1435 col 1 part (4), page 1435 col 2 last para, page 1436 col 1 para 3, 1-19,23-31, 36 and 53-63
page 1437-Results, Discussion, Fig I)
BAHR et al, Molecular Immunology (1983), Vol. 20. No. 7. pages 745-752,
"Monoclonal antibodies to the synthetic adjuvant muramyl dipeptide: Characterization
of the specificity."
X (Abstract, page 746 col I para 2, page 748, col I, Discussion, Table I) 1-20, 23-33, 36, 53-58, 60,
62 and 63
KLASEN et al, Clinical Immunology and Immunopathology (1994), Vol 71, No 3 pages
303-8.
"The presence of peptidoglycan-polysaccharide complexes in the bowel wall and the
cellular responses to these complexes in Crohn's disease."
X (Whole document- Abstract, page 303 col 2 last para) I-19, 24-31, 36 and 38-63
LEE et al, Acta Crystallographica Section F-Structural Biology and Crystallization
Communications (2005), F61, pages 199-201.
"Crystallization and preliminary X-ray crystallographic studies of glutamate racemase
from Lactobacillus fermenti."
A Abstract, Introduction 6 and 8
DOUBLET et al, JOURNAL OF BACTERIOLOGY (993), Vol 175, No 10, pages 2970-
2979.
" The murl gene of Escherichia coli is an essential gene that encodes a Glutamate
Racemase Activity."
A Abstract, Introduction 6 and 8

Form PCT/ISA/210 (fifth sheet) (July 2009)




INTERNATIONAL SEARCH REPORT

Information on patent family members

International application No.
PCT/SG2013/000473

This Annex lists known patent family members relating to the patent documents cited in the above-mentioned international search
report. The Australian Patent Office is in no way liable for these particulars which are merely given for the purpose of information.

Patent Document/s Cited in Search Report

Patent Family Member/s

Publication Date

Publication Number Publication Date Publication Number

US 2009/0258015 Al 15 Oct 2009 US 2009258015 A1l 15 Oct 2009
US 8383110 B2 26 Feb 2013
US 2013195853 Al 0T Aug 2013
US 2013196367 Al 0@ Aug 2013
WO 2008024075 Al 28 Feb 2008

End of Annex

Due to data integration issues this family listing may not include 10 digit Australian applications filed since May 2001.

Form PCT/ISA/210 (Family Annex)(July 2009)




patsnap

EREW(OF) ST P EEMERA Y B S FE AL 4k
NSNS EP2909234A4 NFF(RE)R 2016-10-26
BiES EP2013850865 RiEH 2013-11-01
FRIRB(EFRR)AGE) FIEREHRR
RE(EFR)AGE) AR | BRI
HAHRBEEANDOAE) B, NERREHRR
[#R]REAA WANG YUE
XU XIAOLI
KEBEA WANG, YUE
XU, XIAOLI
IPCH %S C07K16/12 C12P21/08 GO1N33/53 A61K39/02 A61K39/085 C07K16/44 GO1N33/566
CPCHZES C07K16/12 A61K39/00 A61K2039/6012 C07K16/1232 C07K16/1275 CO7K16/44 CO7K2317/92 GO1N33
/566 GO1N2333/4722
R 54 201208082 2012-11-01 SG
H 20 FF 30k EP2909234A1
ShERaEsE Espacenet
BEGF)

DFTHBNREARERRES R R, fRBESRERRIETE
RO R, RERRESRERNLEAAER  RASHR , &
SRRELNEER, EQFTHEERGENEE , @8ZRENEASE
¥, ERZVERETT R UERNAR  RNRERRKN G E , B0
FREERLAARY R , ;BRI , ZRBMRF =,


https://share-analytics.zhihuiya.com/view/49bcbd6f-4dce-4895-a10a-aef2f198022d
https://worldwide.espacenet.com/patent/search/family/054700992/publication/EP2909234A4?q=EP2909234A4

